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Abstract 
Antimicrobial resistance (AMR) presents a global threat to public health due to the inability to 

comprehensively treat bacterial infections. Emerging resistant bacteria residing within human, 

animal and environmental reservoirs may spread from one to the other, at both local and global 

levels. Consequently, AMR has the potential to rapidly become pandemic whereby it is no 

longer constrained by either geographical or human-animal borders. Therefore, to enhance our 

understanding on the dissemination of AMR we systematically resolved different reservoirs of 

antimicrobial resistance, leveraging animal, environmental and human samples, to provide a 

One Health perspective. 

To identify antimicrobial resistance genes (ARGs) and compare their identity and prevalence 

across different microbial reservoirs, we developed the PathoFact pipeline which also 

contextualizes ARG localization on mobile genetic elements (MGEs). This methodology was 

applied to several metagenomic datasets covering microbiomes of infants, laboratory mice, a 

wastewater treatment plant (WWTP) and biofilms from glacier-fed streams (GFS). Investigating 

the infant gut resistome we found that the abundance of ARGs against (semi)-synthetic agents 

were increased in infants born via caesarian section compared to those born via vaginal 

delivery.  Additionally, we identified mobile genetic elements (MGEs) encoding ARGs such as 

glycopeptide, diaminopyrimidine and multidrug resistance at an early age. MGEs are often 

pivotal in the accumulation and dissemination of AMR within a microbial population. Therefore, 

we assessed the effect of selective pressure on the evolution and consecutive dissemination 

of AMR within the commensal gut microbiome, utilizing a mouse model. While plasmids and 

phages were found to contribute to the spread of AMR, we found that integrons represented 

the primary factors mediating AMR in the antibiotic-treated mice. 

 

In addition to the above-described studies, we investigated the environmental resistome, 

comprising both the urban environment, i.e., the WWTP, and a natural environment, GFS 

biofilms. Utilizing a multi-omics approach we investigated the WWTP resistome over a 1.5 

years timeseries and found that a core group of fifteen AMR categories were always present. 

Additionally, we found a significant difference in AMR categories encoded on phages versus 

plasmids indicating that the MGEs contributed differentially to the dissemination of AMR. On 

the other hand, the GFS biofilms represent pristine environments with limited anthropogenic 

influences. Therein, we found that eukaryotes, as well as prokaryotes, may serve as AMR 

reservoirs owing to their potential for encoding ARGs. In addition to our identification of 
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biosynthetic gene clusters encoding antibacterial secondary metabolites, our findings highlight 

the constant intra- and inter-domain competition and the underlying mechanisms influencing 

microbial survival in GFS epilithic biofilms.  

 

In general, we observed that the overall AMR abundances were highest in human and animal 

microbial reservoirs whilst environmental reservoirs demonstrated a higher diversity of ARG 

subtypes. Additionally, we identified human-associated, MGE-derived ARGs in all three 

components of the One Health triad, indicating possible transmission routes for AMR 

dissemination. In summary, this work provides a comprehensive assessment of the prevalence 

of antimicrobial resistance and its dissemination mechanisms in human, animal, and 

environmental mechanisms. 

  



iv 

Scientific output 
Major parts of this thesis are based upon work that has either been published or is in 
preparation for submission with the candidate as first author. In addition, the candidate has co-
authored several publications of which minor parts are incorporated in the thesis. The full list 
of scientific outputs is listed below, and the original manuscripts are provided in Appendix A. 

First author papers in peer-review journals 

● Laura de Nies, Sara Lopes, Susheel Bhanu Busi, Valentina Galata, Anna Heintz-
Buschart, Cedric Christian Laczny, Patrick May and Paul Wilmes (2021). PathoFact: a 
pipeline for the prediction of virulence factors and antimicrobial resistance genes in 
metagenomic data. Microbiome 9 (1), 1-14, published [Appendix A.2]

● Susheel Bhanu Busi*, Laura de Nies*, Janine Habier, Linda Wampach, Joelle V Fritz, 
Anna Heintz-Buschart, Patrick May, Rashi Halder, Carine de Beaufort and Paul 
Wilmes (2021). Persistence of birth mode-dependent effects on gut microbiome 
composition, immune system stimulation and antimicrobial resistance during the first 
year of life. ISME Communications 1 (1), 1-12, published [Appendix A.3]

● Laura de Nies, Susheel Bhanu Busi and Paul Wilmes (2021). Reservoirs of 
antimicrobial resistance in the context of One Health. Current Microbiology, in review 
[Appendix A.1]

● Laura de Nies*, Susheel Bhanu Busi*, Mina Tsenkova, Elisabeth Lettelier and Paul 
Wilmes (2021). Evolution of the gut resistome following a selective antibiotic sweep. 
Nature Communications, accepted [Chapter 4]

● Laura de Nies, Susheel Bhanu Busi, Benoit Josef Kunath, Patrick May and Paul 
Wilmes (2021). Mobilome-driven segregation of the resistome in biological wastewater 
treatment. eLife, in review [Appendix A.4]

● Susheel Bhanu Busi*, Laura de Nies*, Paraskevi Pramateftaki, Massimo Bourquin, 
Leïla Ezzat, Tyler J. Kohler, Stilianos Fodelianakis, Grégoire Michoud, Hannes Peter, 
Michail Styllas, Matteo Tolosano, Vincent De Staercke, Martina Schön, Valentina 
Galata, Tom Battin and Paul Wilmes. (2021) Glacier-fed stream biofilms harbor diverse 
resistomes and biosynthetic gene clusters. Microbiome, in review [Appendix
A.5]



 
 

v 

Co-author papers in peer-review journals 
 

● Susana Martinez Arbas, Susheel Bhanu Busi, Pedro Queiros, Laura de Nies, Malte 
Herold, Patrick May, Paul Wilmes, Emilie EL Muller and Shaman Narayanasamy 
(2021). Challenges, Strategies, and Perspectives for Reference-Independent 
Longitudinal Multi-Omic Microbiome Studies. Frontiers in Genetics 12, 858, published 
[Appendix A.7] 
 

● Valentina Galata*, Susheel Bhanu Busi*, Benoit Josef Kunath, Laura de Nies, 
Magdalena Calusinska, Rashi Halder, Patrick May, Paul Wilmes and Cedric Christian 
Laczny (2021). Functional meta-omics provide critical insights into long-and short read 
assemblies. Briefings in bioinformatics 22 (6) bbab330, published [Appendix A.6] 
 

● Susheel Bhanu Busi, Massimo Bourquin, Stilianos Fodelianakis, Gregoire Michoud, 
Tyler J Kohler, Hannes Peter, Paraskevi Pramateftaki, Michail Styllas, Matteo 
Tolosano, Vincent De Staercke, Martina Schon, Laura de Nies, Ramona Marasco, 
Daniele Daffonchio, Leila Ezzat, Paul Wilmes and Tom J Battin. (2021) Genomic and 
metabolic adaptations of biofilms to ecological windows of opportunities in glacier-fed 
streams. Nature Communications, accepted [Appendix A.8] 

Manuscripts in preparation 
 

● Laura de Nies, Susheel Bhanu Busi, Benoit Josef Kunath, Oskar Hickl, Patrick May 
and Paul Wilmes. (2022) Leveraging metagenomics for a global One Health 
understanding of antimicrobial resistance. 

Oral presentations in scientific conferences, symposia and 
workshops 
 

● PathoFact: Predicting Virulence Factors and Antimicrobial Resistance in Human 
Case-Control Studies (2021). 8th International Human Microbiome Consortium 

Congress. Barcelona, Spain (Virtual) 
 

● Generation-scale evolution of the gut resistome under selective antibiotic pressure 
(2021). 4th Luxembourg Microbiology Day. Belval, Luxembourg 
 

● A metagenomic perspective of antimicrobial resistance in a One Health context 
(2021). Life Sciences PhD Days. Belval, Luxembourg (virtual) 



 
 

vi 

Poster presentations in scientific conferences, symposia and 
workshops 
 

● Microbial reservoirs of antimicrobial resistance (2019). Metagenomics Bioinformatics 

EMBL course. Hinxton, UK.  
 

● Microbial reservoirs of Antimicrobial Resistance: A One Health Perspective (2019). 
3rd Luxembourg Microbiology Day. Luxembourg, Luxembourg. 
 

● The effect of birth mode on gut microbiome composition, immune system stimulation 
and antimicrobial resistance during the first year of life (2019). Life Science PhD Days. 
Belval, Luxembourg. 
 

● PathoFact: A pipeline for the prediction of virulence factors and antimicrobial 
resistance genes in metagenomic data (2020). ISME virtual summit, virtual 

Awards and recognitions 
 

● Best poster: Microbial reservoirs of antimicrobial resistance (2019). Metagenomics 

Bioinformatics EMBL course. Hinxton, UK.  
 

● Best talk (PhD category): Generation-scale evolution of the gut resistome under 
selective antibiotic pressure (2021). 4th Luxembourg Microbiology Day. Belval, 
Luxembourg 

  



 
 

vii 

Table of Contents 
ACKNOWLEDGEMENTS ......................................................................................................... i	
ABSTRACT .............................................................................................................................. ii	
SCIENTIFIC OUTPUT ............................................................................................................. iv	
TABLE OF CONTENTS ......................................................................................................... vii	
LIST OF FIGURES .................................................................................................................. xi	
LIST OF TABLES .................................................................................................................. xiii 
 
CHAPTER 1. INTRODUCTION ................................................................................................ 1	

1.1 Mechanisms of antimicrobial resistance ...................................................................... 2	
1.2 Dissemination of antimicrobial resistance through horizontal gene transfer ................ 4	
1.3 Methods for detecting antimicrobial resistance ............................................................ 5	
1.4 Microbial reservoirs of antimicrobial resistance ........................................................... 7	

1.4.1 Human ................................................................................................................... 7	
1.4.2 Livestock, poultry and other animals ..................................................................... 8	
1.4.3 Environment ........................................................................................................ 10	

1.5 Metagenomic approaches in assessing antimicrobial resistance: a One Health 
perspective ...................................................................................................................... 13 

 
CHAPTER 2. PATHOFACT: A PIPELINE FOR THE PREDICTION OF VIRULENCE 
FACTORS AND ANTIMICROBIAL RESISTANCE GENES IN METAGENOMIC DATA. ..... 17	

2.1 Background ................................................................................................................ 18	
2.2 Methods ..................................................................................................................... 20	

2.2.1 PathoFact architecture ........................................................................................ 20	
2.2.2 Workflow for the prediction of virulence factors .................................................. 21	
2.2.3 Workflow for the prediction of toxin genes .......................................................... 23	
2.2.4 Workflow for the prediction of antimicrobial resistance genes ............................ 24	
2.2.5 MGEs: plasmids and phages .............................................................................. 24	
2.2.6 Evaluation of the PathoFact pipeline ................................................................... 25	
2.2.7 Data analysis and data availability of publicly available datasets ....................... 26	
2.2.8 Data analysis and data availability of a simulated dataset .................................. 26	

2.3 Results and Discussion ............................................................................................. 27	
2.3.1 Benchmarking ..................................................................................................... 27	



 
 

viii 

2.3.2 Validation of the PathoFact pipeline .................................................................... 27	
2.3.3 Performance evaluation using a simulated dataset ............................................ 28	
2.3.4 Performance of PathoFact on metagenomic datasets ........................................ 29	

2.4 Conclusion and outlook ............................................................................................. 35 

 
CHAPTER 3. PERSISTENCE OF BIRTH MODE-DEPENDENT EFFECTS ON GUT 
MICROBIOME COMPOSITION AND ANTIMICROBIAL RESISTANCE DURING THE FIRST 
YEAR OF LIFE. ...................................................................................................................... 37	

3.1 Background ................................................................................................................ 38	
3.2 Methods ..................................................................................................................... 40	

3.2.1 Ethics statement .................................................................................................. 40	
3.2.2 Sample collection ................................................................................................ 40	
3.2.3 Faecal processing and nucleic acid extraction .................................................... 41	
3.2.4 DNA sequencing ................................................................................................. 41	
3.2.5 Data processing for metagenomics, including genome reconstruction ............... 41	
3.2.6 Metagenomic taxonomic classification, virome and functional analyses ............ 42	
3.2.7 Identification of antimicrobial resistance genes and association with mobile 
genetic elements .......................................................................................................... 42	
3.2.8 LPS isolation and in vitro immunostimulation for cytokine profiling ..................... 44	
3.2.9 Data analysis ....................................................................................................... 44	

3.3 Results ....................................................................................................................... 45	
3.3.1 Birth mode-dependent gut microbiota differences during the first year ............... 45	
3.3.2 Assessment of differences in metagenomic functional potential at one year of 
age ............................................................................................................................... 47	
3.3.3 Pro-inflammatory immune responses elevated in CSD after one year of life ...... 49	
3.3.4 Antimicrobial resistance modulated by birth mode .............................................. 51	
3.3.5 Taxa associated with antimicrobial resistance .................................................... 53	
3.3.6 Role of mobile genetic elements in antimicrobial resistance ............................... 54	
3.3.7 Distribution of AMR categories encoded by mobile genetic elements ................ 56	
3.3.8 Phage-mediated horizontal gene transfer (HGT) ................................................ 56	

3.4 Discussion ................................................................................................................. 57 

 
CHAPTER 4. EVOLUTION OF THE GUT RESISTOME FOLLOWING A SELECTIVE 
ANTIBIOTIC SWEEP ............................................................................................................. 62	

4.1 Background ................................................................................................................ 63	



 
 

ix 

4.2 Methods ..................................................................................................................... 64	
4.2.1 Power calculation and sample size estimate ...................................................... 64	
4.2.2 Mice model and antibiotic exposure .................................................................... 64	
4.2.3 Faecal processing and nucleic acid extraction .................................................... 65	
4.2.4 DNA sequencing ................................................................................................. 65	
4.2.5 Data processing for metagenomics, including genome reconstruction ............... 66	
4.2.5 Identification of antimicrobial resistance genes and association with mobile 
genetic elements .......................................................................................................... 66	
4.2.6 Linking ARGs with integrons ............................................................................... 67	
4.2.7 Data analysis ....................................................................................................... 67	

4.3 Results ....................................................................................................................... 68	
4.3.1 Selection of specific taxa due to antibiotic-mediated depletion of the gut 
microbiome ................................................................................................................... 68	
4.3.2 Resistome after antibiotic treatment .................................................................... 69	
4.3.3 Antibiotic-induced changes in taxonomic composition ........................................ 71	
4.3.4 MGEs linked to AMR dissemination .................................................................... 71	
4.3.5 Integrons mediate AMR in antibiotic-treated mice .............................................. 74	

4.4 Discussion ................................................................................................................. 76 

 
CHAPTER 5. MOBILOME-MEDIATED SEGREGATION OF ANTIMICROBIAL 
RESISTANCE IN A WASTEWATER TREATMENT PLANT ................................................. 80	

5.1 Introduction ................................................................................................................ 81	
5.2 Methods ..................................................................................................................... 83	

5.2.1 Sampling and biomolecular extraction ................................................................ 83	
5.2.2 Sequencing and data processing for metagenomics and metatranscriptomics .. 83	
5.2.3 Identification of antimicrobial resistance genes and association with mobile 
genetic elements .......................................................................................................... 83	
5.2.4 Metaproteomic sequencing and data analyses ................................................... 84	
5.2.5 Multi-omic integration .......................................................................................... 85	
5.2.6 MGE partition assessment .................................................................................. 85	
5.2.7 Data analysis ....................................................................................................... 85	

5.3 Results ....................................................................................................................... 86	
5.3.1 Longitudinal assessment of the resistome within a WWTP ................................ 86	
5.3.2 Microbial populations and co-occurrence patterns of AMR ................................. 88	



 
 

x 

5.3.3 Monitoring pathogenic microorganisms within BWWTPs .................................... 91	
5.3.4 Differential transmission of antimicrobial resistance via mobile genetic elements
 ..................................................................................................................................... 92	
5.3.5 Taxonomic affiliations of MGE-derived resistance genes ................................... 95	
5.3.6 Metaproteomic validation of AMR abundance and expression ........................... 97	

5.4 Discussion ................................................................................................................. 98 

 
CHAPTER 6. DIVERSITY OF THE RESISTOME AND BIOSYNTHETIC GENE CLUSTERS 
IN GLACIER-FED STREAM BIOFILMS .............................................................................. 103	

6.1 Introduction .............................................................................................................. 104	
6.2 Methods ................................................................................................................... 106	

6.2.1 Sampling and biomolecular extraction .............................................................. 106	
6.2.2 Sequencing and data processing for metagenomics ........................................ 106	
6.2.3 Identification of antimicrobial resistance genes, antibiotics biosynthesis pathways 
and BGCs ................................................................................................................... 106	
6.2.4 Data analysis ..................................................................................................... 107	

6.3 Results ..................................................................................................................... 107	
6.3.1 Antimicrobial resistance in a pristine environment ............................................ 107	
6.3.2 Antibiotic biosynthesis pathways and biosynthetic gene clusters ..................... 110	

6.4 Discussion ............................................................................................................... 112	
6.5 Conclusions ............................................................................................................. 115 

 
CHAPTER 7. GENERAL CONCLUSION AND FUTURE PERSPECTIVES ........................ 116	

7.1 General overview ..................................................................................................... 117	
7.2 AMR within and across biomes ............................................................................... 118	
7.3 Dissemination of MGE-derived AMR ....................................................................... 122	
7.4 The risk of antimicrobial resistance ......................................................................... 123	
7.5 Further perspectives on understanding One Health reservoirs ............................... 125 

 
BIBLIOGRAPHY .................................................................................................................. 127	
 
APPENDIX A. MANUSCRIPTS 
APPENDIX B. SUPPLEMENTARY FIGURES 
APPENDIX C. SUPPLEMENTARY TABLES 



 
 

xi 

List of Figures 
Figure 1.1     AMR dissemination in One Health ................................................................... 13 

Figure 2.1     Framework of the PathoFact pipeline .............................................................. 21 

Figure 2.2     Classification framework for the prediction of virulence factors ....................... 22 

Figure 2.3     Performance evaluation of PathoFact on a high-complexity simulated dataset 

 ............................................................................................................................................... 29 

Figure 2.4     Virulence factors in three case-control metagenomic datasets. ...................... 31 

Figure 2.5     Bacterial toxins in three case-control metagenomic datasets. ......................... 32 

Figure 2.6     Antimicrobial resistance in three case-control metagenomic datasets ............ 33 

Figure 2.7     Identification of MGEs within three case-control metagenomic datasets. ........ 35 

Figure 3.1     Workflow representation of DNA and LPS isolation from faecal samples for 

metagenomic, immune and functional AMR analyses ........................................................... 45 

Figure 3.2     Gut microbiome profiles throughout the first year of life. ................................. 47 

Figure 3.3     Functional differences at 1 year of age ............................................................ 48 

Figure 3.4     Immunostimulatory potential at 1 year of age .................................................. 50 

Figure 3.5     Antimicrobial resistance gene abundances over time ...................................... 52 

Figure 3.6     Taxa associated with antimicrobial resistance. ................................................ 53 

Figure 3.7     Mobile genetic elements associated with antimicrobial resistance. ................. 55 

Figure 3.8     Horizontal gene transfer (HGT) events. ........................................................... 57 

Figure 3.9     Summary figure ................................................................................................ 58 

Figure 4.1     Representative illustration of the experimental design. ................................... 65 

Figure 4.2     Metagenome-assembled genome profiles. ...................................................... 69 

Figure 4.3     Resistome in antibiotic-treated mice ................................................................ 70 

Figure 4.4     AMR-associated taxonomy. ............................................................................. 72 

Figure 4.5     Abundance levels of AMR categories associated with MGEs ......................... 73 

Figure 4.6     Comparison of Akkermansia muciniphila genomes. ........................................ 74 

Figure 4.7     AMR-mediated via integrons in mice administered with antibiotics. ................ 75 

Figure 5.1     Longitudinal metagenomic assessment of AMR. ............................................. 86 

Figure 5.2     Longitudinal metatranscriptomic assessment of AMR ..................................... 87 

Figure 5.3     Microbial population-linked AMR ..................................................................... 89 

Figure 5.4     Assessment of AMR associated with clinical pathogens. ................................ 91 

Figure 4.5     MGE-derived AMR within the BWWTP resistome ........................................... 93 

Figure 5.6     Taxonomic affiliations of MGE-derived resistance genes ................................ 95 



 
 

xii 

Figure 5.7     Integrative multi-omic assessment of AMR ...................................................... 97 

Figure 5.8     Separation of MGE-derived AMR within the BWWTP ..................................... 99 

Figure 6.1     Epilithic biofilms in GFSs harbors a diverse resistome. ................................. 107 

Figure 6.2     Taxonomic affiliation of AMR in GFSs epilithic biofilms. ................................ 108 

Figure 6.3     Biosynthetic gene clusters indicate the resistome potential. .......................... 110 

Figure 6.4     Association of BGCs with AMR ...................................................................... 111 

Figure 7.1     Comparison of the human, animal, and environmental resistome ................. 118 

Figure 7.2     ARG diversity in different microbial reservoirs. .............................................. 120 

Figure 7.3     Association of MGEs with AMR in different microbial reservoirs. .................. 122 

Figure 7.4     Risk of AMR ................................................................................................... 123 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



 
 

xiii 

List of Tables 
Table 2.1:     PathoFact runtimes with different threads/computational resources ................. 27	
Table 2.2:     Validation of the PathoFact pipeline .................................................................. 28 

Table 5.1:     WHO priority list of antibiotic resistant bacteria ................................................. 90 

 



1 
 

Chapter 1. Introduction 
 
Parts of this chapter are based on the following publication submitted for peer-review: 

 

Laura de Nies, Susheel Bhanu Busi, Paul Wilmes (2021). Reservoirs of antimicrobial 

resistance in the context of One Health 

Current Microbiology in review [Appendix A.1] 
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Throughout history, bacterial infections have been a major cause of human disease and 

mortality. The discovery, subsequent development, and medical use of antibiotics brought an 

end to this pre-antibiotic era by providing effective treatment against bacterial infections. 

However, the use of antibiotics has gone hand-in-hand with the emergence and spread of 

antimicrobial resistance (AMR). Although antibiotic resistance in itself is a prehistoric 

phenomenon [1], the over- and mis-use of antibiotics has led to a global and immense increase 

in AMR over the past decades. As a result, many bacteria have now acquired resistance 

against multiple antibiotics which has led to the emergence of multi-resistant microbes, i.e., 

“superbugs” [2]. This phenomenon, for instance, has led to an overgrowth of pathobionts, 

encoding antimicrobial resistance genes (ARGs), causing alterations to the microbiome both in 

chronic diseases as well as in infections [3,4]. Consequently, this threatens human health 

through the spread of multidrug-resistant bacteria with an estimated number of deaths which 

may exceed ten million annually by 2050 [5,6].  

1.1 Mechanisms of antimicrobial resistance 

On the one hand, antimicrobial agents for fighting bacterial infections can be characterized 

depending on the mechanisms of their activity, i.e. agents that i) inhibit cell wall synthesis, ii) 

depolarize the cell membrane, iii) inhibit protein synthesis, iv) inhibit nucleic acid synthesis, or 

v) inhibit metabolic pathways [7]. On the other hand, various counteractive mechanisms have 

evolved to confer resistance. These can be characterized into categories such as those I) 

limiting the uptake of and exposure to antibiotics, II) modifying antibiotic targets through for 

example mutations, III) directly inactivating antibiotic molecules, or IV) ensuring their immediate 

export through active efflux pumps [7]. In this context, limitations to the uptake of antibiotics are 

mostly classified as intrinsic resistance. Acquired resistance in turn mostly utilizes the 

modification of antibiotic targets, while the inactivation or efflux of antibiotics are both intrinsic 

and acquired resistance mechanisms [7]. 

 

Bacteria have a natural ability which limits the uptake of antimicrobial agents. Specifically, in 

Gram negative bacteria the structure and functions of the LPS provide an immediate barrier to 

antibiotics, thereby conferring an innate resistance [8]. Gram positive bacteria, on the other 

hand, lack LPS and resort to mechanisms such as enzymatic degradation of antibiotics or 

reducing the affinity and susceptibility of antibiotic target sites [9]. Additionally, other 

mechanisms to limit uptake of antibiotics may involve a decrease in the number of porin 
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channels or mutations in the corresponding genes as well as the formation of protective biofilms  

[10,11]. 

 

Specific examples of antimicrobial target modifications include alterations in the structure of 

antibiotic binding proteins or mutations therein to prevent antibiotics from binding to those 

proteins[10,11]. Additionally, modifications of DNA gyrase and topoisomerase IV interfere with 

the antibiotics targeting the nucleic acid synthesis machinery [12], while further mutations in 

enzymes generate resistance to antibiotics inhibiting metabolic pathways. Alternatively, 

upregulation in the expression of these enzymes confers resistance through competitive 

inhibition [13]. Besides these mechanisms, inactivation of the antimicrobial drugs itself can 

occur, conferring resistance either through actual degradation or through the transfer of a 

chemical group to the drug. Lastly, bacteria possess various types of efflux pumps, such as the 

ABC, MATE, SMR, MFS and RND transporter families, which enable resistance via efflux of 

antimicrobial drugs [8].  

 

With respect to these mechanisms, bacterial resistance can be classified as either natural or 

acquired resistance [14]. Natural resistance can be further subdivided into either ‘intrinsic’, 

which is constantly expressed in a bacterial species, or ‘induced’, in which resistance genes 

are only expressed upon exposure to antibiotics [12]. Acquired resistance can be defined as 

the acquisition of resistance-conferring genetic material through horizontal gene transfer 

(HGT), e.g., conjugation or transduction and alternatively via mutations in the chromosomal 

DNA after antibiotic exposure [15]. In most cases, ARGs are associated with conjugation events 

which are the likely mechanisms for the dissemination of AMR compared to transduction [16]. 

Interestingly, the rate of transfer of ARGs via the individual mechanisms is a complex process 

involving several factors, not limited to the mode, species of interest, bacterial environment (in 

vitro or in vivo), and also the antibiotics [17]. Despite previous reports suggesting low rates of 

ARG transfer via conjugation [18], Leclerc et al. [17] reported that an estimated gene transfer 

rate cannot be generalized across all species and antibiotics due to the several variable factors 

as highlighted above.  
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1.2 Dissemination of antimicrobial resistance through horizontal gene 

transfer 

Horizontal gene transfer (HGT) is key to the evolution and adaptation of bacteria, allowing for 

the rapid gain of beneficial traits including ARGs. [19]. Employing HGT, bacteria can acquire 

ARGs through either conjugation or transduction via mobile genetic elements (MGEs). In 

conjugation, plasmids carrying one or more resistance genes are transferred between 

microbes, while in transduction, bacteriophages encoding ARGs infect bacteria thereby 

transferring resistance [20]. The collective MGEs within a given microbiome in this context are 

defined as the ‘mobilome’. 

 

With respect to HGT or ARGs, plasmids represent an optimal vehicle. Plasmids are composed 

of either circular or linear DNA distinct from bacterial chromosomal DNA, capable of 

autonomous replication [21]. Besides encoding for resistance to most, if not all, major classes 

of antibiotics, multiple genes conferring resistance to different antibiotic categories can be 

found on the same plasmid. This is especially evident in the case of multidrug-resistant 

Klebsiella pneumoniae, against which antibiotic combination therapies are ineffective [22][23]. 

Furthermore, plasmids encoding ARGs are not only found within pathogenic bacteria but can 

also be detected in commensals [24]. Generally, the predisposition of a HGT event has been 

deduced to depend on ecological and phylogenetic factors [25]. However, as described by 

Porse et al. and others [25,26], the resistance mechanisms, during HGT events, in addition to 

the phylogenetic relatedness of the donor and recipient species act as crucial determinants of 

gene functionality and fitness cost. The functional compatibility of an ARG in a new host is 

dependent on the interaction with the host physiology and metabolism. Consequently, 

resistance mechanisms, i.e., drug-modifying enzymes, with limited cellular interactions are 

more likely to be functionally compatible and integrate easily into a novel host physiology [25].  

These observations suggest that depending on the ARG and the plasmid, they can be shared 

between both closely and distantly related taxonomic clades, thereby contributing to wide-

spread and rapid propagation of AMR [25,27]. Alongside plasmids, integrons, often overlooked, 

can also play a significant role in AMR dissemination and prevalence [28]. Integrons, widely 

distributed and carried by plasmids, can acquire, exchange and express genes embedded 

within gene cassettes [29] further promoting their spread within and between microbial 

communities [30]. Generally, two distinct groups of integrons have been described, namely 

chromosomal and mobile integrons. Chromosomal integrons are encoded by many bacterial 
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species and are also referred to as “super-integrons” due to their large size and ability to carry 

up to 2000 cassettes [31]. Mobile integrons, on the other hand, are located on MGEs such as 

plasmids or phages and have been associated with AMR and the dissemination of resistance 

among bacterial populations [28]. Collectively, integrons are efficient tools for bacterial 

adaptation and play a significant role in the spread of AMR in conjunction with plasmids. 

 

Besides plasmids, (bacterio-)phages contribute to the horizontal gene transfer of ARGs via 

transduction. Transducing phages mediating AMR can be either virulent or temperate [32]. 

Upon infection, temperate phages integrate their DNA into the host chromosome in which the 

prophage subsequently becomes dormant. When induced by stress factors such as DNA 

damage [33] and/or environmental cues [34], the phage will be excised from the chromosome, 

inducing phage particle formation and lysis of the host cell [35]. In contrast, lytic phages 

immediately induce the formation of phage particles resulting in lysis of the host cell [36]. 

Additionally, transduction can be further separated into two types: generalized or specialized. 

In generalized transduction, the genetic material is transferred to another bacterial cell where 

it is further integrated through homologous recombination. Specialized transduction, on the 

other hand, results in the packaging of bacteria DNA into phages at a higher frequency 

compared to generalized transduction. This lateral transfer of ARGs through phage-mediated 

transduction could be an important contributing factor in the global spread of AMR [37].  

1.3 Methods for detecting antimicrobial resistance 

Traditionally, culture-based methods, such as antimicrobial susceptibility testing (AST), have 

been, and still are, used in clinical settings to investigate AMR and resistant bacteria [38]. For 

phenotypic testing, bacterial isolates are cultured from samples using either non-selective or 

selective growth media. Subsequently, the susceptibility of the isolates to antibiotics is tested 

to identify AMR. These solid media techniques use Kirby-Bauer disc diffusion or gradient 

diffusion strips to measure the zone of inhibition, and thereby provide a proxy for the level of 

resistance [38,39]. Although these methods provide crucial information regarding AMR, they 

are only suitable for bacteria which are readily culturable using standard cultivation methods. 

However, microbial communities such as those inhabiting the human gut are composed of 

significant proportions of, at present, difficult to culture or outright unculturable taxa. In this 

context, the ability to sequence DNA from samples (clinical and environmental) using high-

throughput sequencing methodologies have improved our ability to investigate and identify 

AMR. Sequencing-based metagenomics, which involves the study of the total genetic material 
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(e.g., DNA or RNA) recoverable directly from samples, allows for the genomic analysis of all 

organisms within a microbial ecosystem without previous identification [40]. This enables the 

investigation of the resistome, i.e., AMR, including the mechanisms and spread of ARGs, 

without the immediate need to isolate microorganisms.  

 

Different bioinformatic workflows have been developed to investigate the presence of AMR and 

MGEs within metagenomes. These include both read- and de novo assembly-based methods 

which have been extensively discussed by Boolchandani et al. [38]. While read-based methods 

allow for identification of low-abundance ARGs [38], de novo assembly strategies enable the 

genetic contextualization of AMR surveillance, such as their presence on MGEs [41]. Some of 

the AMR prediction tools including DeepARG [42], RGI [43], Resfinder [44], ARG-ANNOT [45], 

and NCBI-AMRFinder [46] can be used for ARG identification, albeit through use of their 

associated databases. For example, while DeepARG, RGI and NCBI-AMRFinder use the 

recently updated CARD database [43], other tools provide custom versions leading to 

discrepancies in identified ARGs. Nonetheless, none of the above tools provide information 

with respect to contextualization of ARGs on MGEs which represent critical elements for AMR 

transmission. Alternatively, many tools have been developed for the independent prediction of 

MGEs alone, such as PlasFlow [47], MOB-suite [48] and gplas [49] for plasmid identification. 

For the prediction of phages in general, the following tools exist: DeepVirFinder [50], VirSorter 

[51], MARVEL [52] and PPR-Meta [53]. Each of these tools are specialized to allow 

identification of a single or limited set of MGEs. While some tools like DeepVirFinder are based 

on machine-learning methodologies, others are restricted to databases populated with 

previously identified MGEs. The former allows for discovery of putatively novel MGEs, while 

the latter methods allow for precision and confidence in the identified MGEs. In a One Health 

context, bridging together human, animal and environmental health  [54],  it is crucial to study 

both the prevalence and spread of AMR simultaneously. Such methods to systematically 

assess AMR within and between biomes have long remained elusive [55]. Therefore, to 

precisely address this gap in methodologies, a pipeline is needed which genomically 

contextualizes ARGs, including their localization on MGEs. Tools such as MOCAT2 [56] and 

HUMANn3 [57] also enable ARG identification, however, do not provide any information with 

respect to MGE contextualization. In a One Health setting, by combining effective study designs 

with computational analyses methods, it is thereby now possible to trace the origins and 

dissemination of AMR from one reservoir to another using metagenomic sequencing coupled 

to de novo reconstruction of genomic fragments. 
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1.4 Microbial reservoirs of antimicrobial resistance 

Natural microbial communities, or microbiomes, represent multi-species assemblages which 

interact in a contiguous environment [58]. Current evidence suggests that the structure of 

human and animal microbiomes are shaped by several factors, including exposure to 

microorganisms through contacts with exogenous sources (e.g. parents, animals, 

environment), specific host-microbe interactions linked in particular to host immune responses, 

and the outcome of competitive, cooperative and/or predatory (phage) interactions [59]. 

Although in recent years an increase in AMR has primarily been pinned on the use and misuse 

of antibiotics in humans and in animals, there is strong evidence suggesting that AMR 

dissemination is fueled by other factors with the environment being an important conduit [60]. 

However, AMR in itself is an ancient phenomenon [1] that has largely evolved in response to 

natural antibiotics produced by microbes themselves to provide a competitive advantage. As a 

result of these microbe-microbe interactions bacteria have developed resistance strategies 

against these natural products to mitigate competition [61]. Additionally, to avoid suicide, 

antibiotic-producing microbes themselves often contain at least one gene conferring resistance 

against the potentially harmful secondary metabolites that the microbe produces [62,63]. 

Leveraging these naturally available compounds produced by bacteria, anthropogenic efforts 

have led to antibiotic production which are either natural products of microorganisms, semi-

synthetically produced from natural products, and/or chemically synthesized based naturally 

available products [64]. Therefore, the use of antibiotics, both natural and (semi-)synthetic, has 

created unparalleled conditions for the spread of AMR through various reservoirs.  

1.4.1 Human 

It has long been recognized that the microbiome affects human health through its influence on 

gut maturation, immune responses, digestion of food, and pathogen resistance [65]. A majority 

of the microorganisms constituting the human microbiome are commensals contributing to both 

essential functions and physiological development. However, commensal and bacteria from 

the immediate and built environments can also be key distributors of AMR to the microbial 

community with the potential to spread to pathogenic bacteria [66,67]. Recent evidence 

suggests that ARGs in environmental bacteria can be taken up by human-associated and 

pathogenic bacteria [68], thereby posing a considerable threat to human health. Schmidt et al. 

demonstrated that the gut microbiota strains found in patients across five countries indicated 

an endogenous transmission, whereby strains found in the oral cavity were transmitted to the 
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gut [69]. Interestingly, the oral cavity has been reported to be a microbial reservoir contributing 

to the resistome [70] and it is plausible that this in turn is linked to the environment itself [71,72] 

including sanitary conditions [73]. While sanitary conditions such as open defecation, access 

to clean water have been discussed extensively [73],  ARGs were recently discovered to be 

transmitted via air [74,75] in conjunction with a report by Gilbert et al. where ARGs were found  

in airborne bacteria found in a hospital setting [76]. 

 

During the recent decades, research has predominantly focused on AMR prevalence within 

clinically relevant bacteria. For example, extended spectrum beta-lactamases (ESBL)-

producing and carbapenem resistant K. pneumoniae isolates have been characterized as early 

as 2001 by Yigit et al. [77]. Similarly, several  studies have reported on the mechanisms of 

ESBL- [78–84] and plasmid-mediated AmpC-producing Escherichia coli [85,86] rendering the 

bacteria resistant to third-generation cephalosporins. From a surveillance perspective, Sepp et 

al. screened 10,780 clinical strains using whole genome sequencing to investigate the 

prevalence of ESBL-, AmpC-, and Carbapenemase-producing E. coli across northern and 

eastern Europe [87]. Despite a low prevalence of ESBL-, AmpC-, Carbapenemase-producing 

E. coli strains, they identified inter-country differences in the distribution and prevalence of 

resistance genes [87]. Other studies have included research on carbapenem-resistant 

Acinetobacter baumannii [88–90] and Pseudomonas aeruginosa [30,91,92], vancomycin-

resistant Enterococcus faecium [93,94], methicillin-resistant Staphylococcus aureus [95–97], 

penicillin-resistant Streptococcus pneumoniae [98,99] as well as fluoroquinolone resistant 

Salmonella [100,101] and Shigella species [102,103]. More recently, less known human 

pathogens such as Corynebacterium diphtheriae isolates have been reported to carry penicillin, 

macrolide and multidrug resistance [104]. 

1.4.2 Livestock, poultry and other animals 

In livestock and poultry, especially in food production, antibiotics are used as metaphylactics 

and prophylactics, for disease control and treatment, as well as for growth augmentation. On 

the one hand, metaphylactics involve the treatment of all animals belonging to the same flock 

or pen where a clinically sick animal is identified. This is a mitigation strategy which allows for 

treatment prior to observable clinical signs of disease, for example, by water-based medication 

[105] [106], simultaneously shortening the overall treatment period. Holman et al. [107] 

investigated the effect of metaphylactic antibiotic usage of the common veterinary antibiotics 

(oxytetracycline and tulathromycin) on the bovine fecal and nasopharyngeal microbiomes. In 
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addition to shifts in the microbial composition after the first five days of treatment, they found 

an increase in the relative abundance of several antibiotic resistance genes in both 

microbiomes at either day 12 or 34 after treatment [107]. Prophylactics, on the other hand, are 

used to either eradicate a specific pathogen or treat healthy animals as a preventive measure 

especially during periods of disease susceptibility, e.g.  early weaning of piglets [106]. Despite 

the utility of such treatments including low-dose antibiotics, Agga et al. demonstrated that 

prophylactic treatment limited shipping fever in weanling pigs [108], they may over protracted 

periods of use result in a selective pressure yielding resistant bacteria. Consequently, in many 

countries the use of antibiotics as prophylactic or for pathogen eradication in livestock is 

prohibited [106].  

 

Apart from their use in infectious disease management, antibiotics are also used as growth 

promoters, whereby industrialized animal production includes antibiotics as feed supplements 

[109]. The low concentrations of antibiotics, similar to the levels used in prophylactics, 

additionally raises the possibility of emergent resistant bacteria due to longer-term selective 

pressure. In this context, in a five-year longitudinal study, Aarestrup et al. investigated the use 

of growth promotion in pigs and broilers. They found a concomitant increase in AMR in 

Enterococcus spp. isolated from the animals. Moreover, the mitigation of AMR was associated 

with the banning of antibiotics as growth promoters over the years [110], strongly suggesting 

the need for measures to reduce the emergence of resistant bacteria.  

  

Even though the emergence of resistant pathogens is a critical consideration, of more 

immediate concern is the spread of ARGs from the animal microbiome to human microbiota 

through the acquisition of ARG complements. Such spread can occur via multiple routes, one 

of which is the direct transmission through food products, i.e., meat and eggs, especially 

through confined animal feeding operations (CAFOs). Multiple studies have reported food 

animals as a source of AMR.  Examples include multidrug-resistant Salmonella from poultry 

[111], cephalosporin resistant E. coli from veal calves [112] and carbapenem resistant E. coli 

from pigs [113,114] to name a few. In a study by Morrison and Rubin a number of carbapenem 

resistant bacteria including Pseudomonas, Stenotrophomonas and Myroides species were 

identified in a variety of seafood products [115]. This phenomenon reiterates the argument that 

non-pathogenic bacteria, regularly excluded from surveillance programs, may indeed serve as 

a reservoir for AMR along the food supply chain [115,116]. Furthermore, resistant bacteria may 

also be spread from animals to humans through direct contact such as in the agricultural sector 
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[59]. For example, in a study by Rinsky et al. livestock-associated multidrug-resistant S. aureus 

was identified in workers at an industrial livestock operation but was not detected in workers at 

an antibiotic-free livestock operation [117]. These reports collectively underline the need for a 

more comprehensive analysis and monitoring of livestock reservoirs of AMR. 

 

Interestingly, CAFOs have also been reported to be AMR reservoirs and a source of resistant 

organisms in migratory birds [118]. Similarly, other studies following the migratory patterns of 

birds found multi-drug resistant bacteria (Enterococcus spp., Salmonella spp. and Vibrio spp.) 

in bird fecal material [119]. Other findings simultaneously highlight the role of migratory birds 

travelling to Bangladesh in disseminating extended-spectrum β-lactamase (ESBL)-producing 

E. coli [120]. Given the propensity for these birds to come in contact with humans in populated 

countries like Bangladesh, it is likely that these ARGs may have anthropogenic influences.  

 

On the contrary, the role of human-influenced environments in disseminating AMR is largely 

unexplored. A comprehensive study by Plasa-Rodriguez et al. found AMR associated with 

several bacterial species in wild boar, roe deer, wild ducks and geese [121]. Atterby et al. [122] 

previously reported the possibility of human-mediated environmental pollution as a source of 

AMR in wild gulls. Simultaneously, other reports indicate that clinically relevant AMR bacteria 

have been found in synanthropic birds partially mediated via human-influenced habitats such 

as landfills or areas with intensive agriculture [123]. Such anthropogenic influences have 

spread even to the polar regions, where antibiotic-resistant E. coli were found in penguin feces, 

while ESBL-type resistant genes were observed in bacteria such as E. coli and K. pneumoniae 

isolated from both seawater and Arctic birds [124].  

1.4.3 Environment 

The environment is a critical factor for the prediction of emergent and resistant pathogens by 

understanding the presence, origins and mechanisms of dissemination of AMR. Polluted 

environments (e.g., with heavy-metals, biocides) further contribute to the evolution and spread 

of AMR through co-selection. For instance, through cross-resistance, a single genetic mutation 

may mediate resistance to both metals and antibiotics, or through co-segregation where both 

metal- and antibiotic resistance genes are localized on the same MGE [125,126].  The risk of 

a specific environment being contaminated with AMR is often based on the interaction between 

the different environments. Built environments in particular, e.g., hospitals and extended care 

facilities, where bacteria are exposed to high and repeated doses of antibiotics, are hotspots 
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of AMR. Hospitals in specific are of high interest to study both the evolution and dissemination 

of AMR through the prevalence of hospital-acquired infections of resistant bacteria. Resistant 

pathogens may enter the hospital environment via infected patients or acquire resistance 

through in-hospital evolution. In both cases resistant pathogens may spread epidemically 

between patients or the ARG itself can be transmitted through HGT into other genetic 

backgrounds [127]. Furthermore, sewage from both the hospital and the general population are 

ultimately transported to wastewater treatment plants (WWTP).  

 

Urban WWTPs therefore provide a vast reservoir of antimicrobial resistance [128] and are 

considered to be AMR hotspots with respect to resistant bacteria and ARGs [129]. Moreover, 

the extensive dissemination of ARGs between various bacterial species through HGT may 

facilitate the transfer of ARGs to pathogenic bacteria. For example, Alexander et al. identified 

facultative pathogenic bacteria such as E. coli, K. pneumoniae, P. aeruginosa, and Enterococci 

with 12 clinically relevant ARGs within 23 different WWTPs [130]. Additionally, since WWTPs 

generally do not have the necessary measures to remove either ARGs or resistant bacteria, 

these are then released into the receiving water bodies, promoting their dissemination into and 

through the aquatic environment [130]. This is in line with a study by Osinska et al. where a 

significant increase in ARGs (e.g., blaTEM, tetA, sulI1) was identified downstream of the WWTP 

when compared to the upstream river water [131]. A similar study by Bueno et al. reported a 

significant increase in 17 ARGs contributing to aminoglycoside-, beta-lactam-, 

diaminopyrimidine-, fluoroquinolone-, sulfonamide-, tetracycline- and multidrug-resistance, in 

the receiving water of three different WWTPs [132], thereby highlighting the overall role and 

impact of the built-environment in AMR dissemination. 

 

The contamination of natural environments with antibiotics originating from built environments 

as well as agricultural sources, results in selective pressure promoting both the evolution and 

the spread of ARGs. Additionally, many antibiotics are naturally produced by fungal and 

bacterial strains and consequently have been used by microorganisms as a competitive 

mechanism [133,134]. Due to their high complexity and multi-faceted microbe-microbe 

interactions, soil microbiomes are considered a hotbed for the evolution and development of 

AMR [135]. Multiple bacteria identified in soils encode genes that either degrade or inactivate 

antibiotics. For instance, Dantas et al. isolated hundreds of soil-dwelling bacteria capable of 

utilizing antibiotics as a carbon source and found up to 17 antibiotics, including those of 

synthetic origin, supporting the growth of clonal soil bacteria [136]. Furthermore, bacteria 
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isolated from forest, urban and agricultural soils have been found to have highly varied 

resistomes, even in some cases harboring novel mutation sites conferring resistance [137]. 

Linked to agricultural soils, the plant rhizosphere is of further interest due to the transmission 

of ARGs from soil to plants via the rhizosphere microbial community.  Wolters et al. investigated 

the effect of various organic soil fertilizers such as manure and found increased relative 

abundances of sulfonamide and tetracycline resistance in the maize rhizosphere [138]. 

Similarly, Song et al. investigated the abundance of 35 antibiotic resistance genes in the 

rhizosphere of 10 plant species and identified a positive association between ARGs and MGEs 

[139].   

 

Similar to soils, aquatic environments also represent known reservoirs of AMR. Aquatic habitats 

harbor resistant microbes such as carbapenem-resistant Acinetobacter spp. in rivers [140], 

carbapenem-resistant Pseudomonas in coastal waters [141], and carbapenem-resistant 

Enterobacteriales in seawater [142]. Environments are further affected greatly when in 

proximity to anthropogenic activity such as pharmaceutical industries. Consequently, these 

environments are abundant with ARGs and multidrug-resistant bacteria which have been 

associated with a high impact on human health [143]. For instance, Flach et al. found that 

antibiotic-polluted lakes harbored considerably higher proportions of ciprofloxacin- and 

sulfamethoxazole-resistant bacteria as well as several novel multi-resistance plasmids 

compared to non-polluted lakes [144]. Additionally, Kristiansson et al. identified a similar 

phenomenon in river sediments exposed to antibiotic pharmaceutical wastewater and reported 

high levels of ciprofloxacin-resistance as well as corresponding mobile quinolone resistance 

genes [145].  

 

AMR, on the other hand, does not exclusively exist in human-impacted environments. As 

several studies have revealed, vast reservoirs of AMR are also found in environments pre-

dating the antibiotic era [134]. These include glacier lakes, remote lakes [90] and oceans [103, 

104]. Polar regions in particular, as one of the least human-impacted environments to date, are 

of interest for the study of AMR. Arctic soil isolates have previously revealed the presence of 

multidrug efflux pumps [146], while in a study by Dancer et al., bacterial isolates from arctic 

glacial ice and water were found to carry resistance to antibiotics such as cefazolin, 

cefamandole and ampicillin [147]. The melting of glaciers and icecaps due to climate change, 

therefore, may give important insights into, potentially, prehistoric mechanisms of AMR. On the 
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other hand, this may also lead to the remobilization of ARGs, which we have not seen since 

before the dawn of human evolution.   

1.5 Metagenomic approaches in assessing antimicrobial resistance: a One 

Health perspective 

Resistant bacteria residing within human, animal and environmental reservoirs may spread 

from one to the other, at both local and global levels (Figure 1.1). This phenomenon has the 

potential to rapidly trigger a pandemic where AMR is no longer constrained by either geographic 

or human-animal borders [148]. It is therefore necessary to understand the dissemination of 

antibiotic resistance by characterizing the resistome within various environments and to unravel 

how they act as a reservoir for bacterial pathogens in the context of overall pandemic 

preparedness. A One Health perspective integrating research on AMR as well as resistant 

microbes, circulating in humans, animals and the environment is therefore crucial to enhance 

our understanding of the complex epidemiology of antimicrobial resistance [148].  

 

 
Figure 1.1: AMR dissemination in One Health. MGE-mediated (i.e., phage, plasmid and 

integrons) dissemination of AMR across different biomes) 
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In recent years, many studies, of which some have been discussed in the previous sections, 

have used different techniques to sample the resistomes of soils, wastewater, as well as human 

and animal microbiota [16]. Recent metagenomic studies by both Gibson et al. [114] and Munck 

et al. [115] suggest that ARGs predominantly cluster by microbial reservoir, implying that the 

resistomes in soils and WWTPs differ significantly from those found in human pathogens. 

Gibson et al. found that resistance against β-lactams and tetracyclines differed mostly between 

ecosystems [149] while Munck et al. highlighted that only a few genes within the WWTP core 

resistome were found in other environments [150]. Nonetheless, part of these resistomes may 

still be shared and the importance of continued exploration of the resistome in such 

environments should be stressed [16]. While shared resistome elements between various 

microbial reservoirs are of interest to understand the dissemination of AMR, resistome 

differences between ecosystems are equally, if not more important. They represent a pool of 

potential novel resistance mechanisms and thereby a likely threat to public health. 

 

As described, several published studies have investigated AMR in humans, animals or the 

wider environment. However, many of these focus specifically on the ESKAPEE pathogens 

(Enterococcus faecium, S. aureus, K. pneumoniae, A. baumannii, P. aeruginosa, Enterobacter 

spp., and E. coli), which have been classified by the World Health Organization for their high 

to critical drug-resistance. They are also of particular interest due to their increased resistance 

to last-resort drugs [151]. There presently exists no lack in reports of the resistance 

mechanisms encoded by the ESKAPEE pathogens in different microbial reservoirs. Methicillin-

resistant S. aureus (MRSA) for instance, has been reported by van den Broek et al. [152] and 

Lewis et al. [153] to be both human- and animal-associated with a high risk for zoonotic 

transmission . Similarly, Ruiz-Roldan et al. reported the presence of resistant P. aeruginosa in 

animals in addition to humans. On the other hand the drug resistant strains of ESKAPEE 

pathogens belonging to the Enterobacteriales order (i.e. E. coli and P. aeruginosa) have been 

extensively described in all microbial reservoirs [77–79,142,154,155]. Recent research has 

been extended to focus on other pathogens posing a threat to human health such as resistant 

Campylobacter jejuni where infections have been reported in both humans, animals and the 

environment [46,156,157][46,156]. Similarly, other reports include multidrug-resistant 

Salmonella which have been identified in human [158,159], animal [158,160] and 

environmental reservoirs [161].  
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While the above studies are focused on specific pathogens or resistance categories, research 

utilizing sequence-based metagenomics provides a comprehensive perspective on all ARGs 

within different microbial reservoirs. For instance, Forslund et al. provide extensive insights into 

the human gut resistomes of 832 individuals spanning 10 geographical areas. They reported 

significant differences in gut resistance potential between countries resulting from differences 

in antibiotic usage as well as direct links to medical and food production activities [162]. Other 

metagenomic studies have focused on the development of the resistome early on in life with 

several studies reporting a diversity of ARGs within the infant gut [163,164]. During the first 

days of life the bacteria colonizing the infant gut originates primarily from the mother’s birth 

canal, the living environment and handling by other individuals. Birth mode affects colonization 

since vaginally born infants are colonized firstly by fecal and vaginal bacteria from the mother, 

while infants born via cesarean section are initially exposed to bacteria originating from both 

the hospital environment and healthcare workers [65,165]. Therefore, infants born by cesarean 

section may also have a higher chance of acquiring hospital-mediated AMR and thereby 

resistant bacteria [163]. Other metagenomic studies have focused on the animal resistome, 

especially food production animals, such as dairy cattle, revealing an increase in AMR linked 

to heavy metal-contaminated environments [166]. Furthermore, a study by Skarzynska et al. 

leveraged metagenomic data to study AMR in the gut of both wild (boars, foxes and rodents) 

and domestic (chicken, turkey and pig) animals. Importantly, they identified increased AMR 

abundance in farm animals compared to wildlife [167]. Furthermore, the lowest AMR 

abundance in this study was observed in wild rodents due to their limited exposure to 

antimicrobials. In this context, further evidence was found linking ARGs conferring resistance 

to important antimicrobials such as quinolones and cephalosporins to wild foxes [167]. 

Alongside human and animal studies, metagenomic studies on the environmental resistome 

focus on characterizing AMR either in WWTPs or the natural environment or built environment 

(e.g. healthcare facilities). However, few are specifically tailored towards understanding the role 

of the environmental ecosystems as microbial reservoirs of AMR, especially in a One Health 

setting.  

 

The few metagenomic studies that are focused on multiple microbial reservoirs still largely 

target only one side of the One Health triad, e.g. human-animal [168–171], animal-environment 

[172–175] or environment-human [149,150,176–179]. Nonetheless, some studies have 

pursued a complete One Health AMR approach [180,181]. Li et al. investigated wide-spectrum 

profiles of ARGs and their co-occurrence patterns in 50 samples from 10 microbial reservoirs, 
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spanning human, environment and animal habitats. They found that samples could be 

clustered into four groups according to AMR abundance, with samples derived from livestock 

and wastewater demonstrating the highest abundance followed by humans, and with the lowest 

abundance found in sediments, soil, river and drinking water, in that particular order. A 

widespread occurrence of vancomycin resistance genes was identified in all environments 

except from river sediments and drinking-water [181]. Another study by Pal et al. investigated 

AMR, MGEs and bacterial taxonomic compositions of 864 human, 145 animal and 369 

environmental metagenomes. Both human and animal microbial communities demonstrated a 

limited taxonomic diversity, a low abundance/diversity of biocide and metal resistance genes 

and MGEs, yet a high abundance in ARGs. Additionally, a number of ARGs corresponding to 

aminoglycoside, macrolide, beta-lactam and tetracycline resistance was found to be 

widespread and present in almost all of the investigated environments [180]. Collectively, these 

studies report the cross-domain similarities and likely transmission of AMR in a One Health 

setting, potentially highlighting the need for more in-depth characterization of AMR 

transmission mechanisms. 
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Chapter 2. PathoFact: a pipeline for the prediction 
of virulence factors and antimicrobial resistance 

genes in metagenomic data.  
 
A major part of this chapter was adapted and modified from the following first-author peer-
reviewed publication: 
 
Laura de Nies, Sara Lopes, Susheel Bhanu Busi, Valentina Galata, Anna Heintz-Buschart, 
Cedric Christian Laczny, Patrick May and Paul Wilmes (2021). PathoFact: a pipeline for the 
prediction of virulence factors and antimicrobial resistance genes in metagenomic data. 
Microbiome 9 (1), 1-14 [Appendix A.2] 
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2.1 Background 

Most of the microorganisms constituting the human microbiome are commensals [182]. They 

contribute essential functions to the human host and contribute to its physiological 

development. In contrast, pathogenic microorganisms including bacteria, viruses, fungi, and 

protozoa cause disease by invading, colonizing and damaging the host. Virulence factors, 

including bacterial toxins amongst others, contribute to this pathogenicity by enhancing not only 

the infectivity of pathogenic bacteria but also by exacerbating antimicrobial resistance which in 

turn restricts treatment options  [182]. 

  

Virulence factors enable pathogenic microorganisms to colonize host niches, ultimately 

resulting in tissue damage as well as local and systemic inflammation. These factors are 

important for pathogens to establish an infection and span a wide range, thus contributing both 

directly and indirectly to disease processes [183]. These virulence traits include cell-surface 

structures, secretion machineries, siderophores, regulators, etc. [184,185]. Of all virulence 

factors employed by pathogens, bacterial toxins often have a crucial function in the 

pathogenesis of infectious diseases [186]. Different types of bacterial toxins have evolved over 

time to counteract human defenses. These bacterial toxins can be coarsely categorized into 

two groups: the cell-associated endotoxins and the extracellular diffusible exotoxins. Exotoxins 

are typically polypeptides and proteins that act to stimulate a variety of host responses either 

through direct action with cell receptors or via enzymatic modulation [186,187]. 

  

Partly through the utilization of these virulence factors, and toxins in particular, pathogenic 

microorganisms have been a major cause of infectious diseases including in the context of viral 

co-infections [182]. The development and medical use of antibiotics has limited the 

development and spread of these pathogens by providing an effective treatment for bacterial 

infections. However, the over- and mis-use of antibiotics has resulted in a global increase in 

antimicrobial resistance (AMR) which now threatens human health through the emergence and 

spread of multidrug resistant bacteria [182,188] (section 1). Furthermore, the acquisition of 

antimicrobial resistance genes (ARGs) is not restricted to a single strain or species of bacteria. 

While commensal bacteria provide a source of ARGs, antimicrobial resistance can be 

transferred to pathogenic species through horizontal gene transfer, e.g., conjugation or 

transduction (section 1.2) [20,189,190]. As a result, many pathogenic bacteria have now 

acquired resistance against the main classes of antibiotics which has led to a dramatic rise in 

untreatable infections, resulting in the emergence of so-called “superbugs” [191]. 



19 
 

Consequently, AMR is an urgent and growing threat to public health with an estimated number 

of deaths exceeding ten million annually by 2050 [5,6]. 

 

Pathogenic microorganisms have modified and adapted their virulence to host defense 

systems over millions of years. Similarly, AMR is thought to have evolved over extensive 

periods of time in bacteria, indicating that it is an ancient phenomenon [1]. However, with an 

increase in selective pressure through the use of antibiotics an excessive increase in the spread 

and evolution of AMR has been observed in the last fifty years. Yet, despite differences in 

evolutionary paths, virulence factors and AMR share common characteristics. Most importantly, 

virulence factors and AMR are necessary for pathogenic bacteria to adapt to, and survive in, 

competitive microbial environments [188]. Additionally, both virulence and resistance 

mechanisms are frequently transferred between bacteria by horizontal gene transfer [190]. 

Furthermore, both processes make use of similar systems (i.e., cell wall alterations, efflux 

pumps, two-component systems and porins) that activate or repress the expression of various 

genes [192–194]. Therefore, although AMR in itself is not a virulence factor, in environments 

with selective antibiotic pressure, opportunistic pathogens are able to colonize through 

acquisition or presence of AMR [182].  

 

Considering the burden of bacterial infections in which virulence factors and ARGs play crucial 

roles, it is important to be able to identify these in microbial communities in situ. The advent of 

high-throughput DNA sequencing provides a powerful means to profile the full complement of 

DNA derived from genomic extracts obtained from a wide range of environments [42].  As such 

metagenomic sequencing represents a pertinent technique for in situ studies as it provides less 

biased view of the genomic complements of individual microbial populations compared to 

amplicon-based methods [195,196]. However, currently there is a lack of automated pipelines 

to simultaneously identify these different factors in metagenomic datasets. Various tools exist 

for the prediction of ARGs themselves, such as DeepARG [42], RGI [43], ResFinder [197] and 

ARGsOAP [198], with a very few prediction tools for virulence factors existing, such as MP3 

[199]and VirulentPred [200]. Most of the latter tools are based on outdated databases of 

virulence factors which have since been expanded greatly. Moreover, there is a lack of recent 

bioinformatics tools for the prediction of bacterial toxin genes in particular. Furthermore, 

although various AMR prediction tools exist, these primarily focus on the prediction of genes 

without considering their location, i.e., these tools do not differentiate between localization on 

mobile genetic elements (MGEs) or on bacterial genomes. Since MGEs are the main 
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mechanism by which ARGs are transmitted, it is crucial to identify the relationship between 

ARGs and MGEs. Outside of these prediction tools, it is common practice to use standard 

homology search algorithms against specific databases. However, such practices require 

several intermediate steps which may vary from lab to lab. Additionally, using these methods 

is restrictive in the sense that only a single database can be searched at a time.  

Here, we present PathoFact, a pipeline for the simultaneous prediction of virulence factors, 

bacterial toxins in particular, and ARGs. Our tool furthermore contextualizes these with respect 

to their localization on MGEs. Moreover, PathoFact aggregates the information obtained via 

different prediction tools and databases into a single output, allowing both novices and experts 

in bioinformatics alike to parse information as needed. PathoFact thus provides a unified 

perspective on pathogenic mechanisms. We provide evaluation results on our tool’s sensitivity, 

specificity and accuracy, and demonstrate PathoFact’s versatility using both a simulated 

metagenomic dataset and public case-control metagenomic datasets for Parkinson’s disease, 

psoriasis, and Clostridioides difficile infection. Using the simulated metagenomic dataset, we 

further perform a comparison of PathoFact with other metagenomic characterization workflows 

namely MOCAT2 [56] and HUMANn3 [201]. 

2.2 Methods 

2.2.1 PathoFact architecture 

PathoFact is a command-line tool for UNIX-based systems that integrates three distinct 

workflows for the prediction of (i) virulence factors, (ii) bacterial toxins, and (iii) antimicrobial 

resistance genes from metagenomic data (Figure 2.1). Each workflow can be applied 

individually or in combination with the other workflows. Our tool is written in Python (version 

3.6) and uses the Snakemake (version 5.5.4) workflow management software [202]. This 

implementation offers several advantages, including workflow assembly, parallelism, and the 

ability to resume processing following an interruption. Each step of the pipeline is implemented 

as a rule in the Snakemake framework specifying the input needed and the output files 

generated. We use conda (version 4.7) environments wherever possible thus reducing the 

need for explicit installation of software dependencies. Moreover, the use of conda 

environments makes it possible to incorporate prediction tools dependent on older Python 

versions incompatible with version 5.5 of Snakemake. As such, Python, Snakemake and 

(mini)conda (version 4.7) [203] installations are required. PathoFact is open-source and freely 

available at https://pathofact.lcsb.uni.lu. 
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The input to the PathoFact pipeline consists of an assembly fasta file containing nucleotide 

sequences of the contigs. PathoFact subsequently predicts the ORFs using Prodigal (version 

2.6.3) [204] for the prediction of virulence factors, toxins and antimicrobial resistance genes. 

The MGEs are predicted from the initial assembly file and a mapping file is generated by 

PathoFact which aggregates all the results. PathoFact aggregates the information obtained 

from the different sub modules into both module-specific reports as well as a complete final 

report. The reports describe all virulence factors, bacterial toxins and antimicrobial resistance 

genes identified from the input as well as their assigned confidence level (virulence factors/ 

bacterial toxins), their resistance mechanisms (AMR) and their corresponding localization on 

MGEs.  

 
Figure 2.1:Framework of the PathoFact pipeline. The pipeline consists of three different modules 
related to (i) virulence factors, incl. (ii) bacterial toxins, and (iii) antimicrobial resistance genes. All 
modules can either be run independently or jointly. 

2.2.2 Workflow for the prediction of virulence factors 

For the prediction of virulence factors, we created a prediction tool consisting of two parts; (i) a 

database consisting of virulence factor HMM profiles (HMMER3 v3.2.1) [205], and (ii) a random 

forest model. Hits against the virulence factor HMM database are then combined with the 

classification of the random forest model to result in the final prediction (Figure 2.2). The 

development of the tool was inspired by the MP3 software tool for the prediction of virulence 
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factors which has not received an update since 2014 and was thus outdated [199]. In addition, 

PathoFact combines these annotations with the prediction of signal peptides by SignalP (v5.0) 

[206] to distinguish between secreted and non-secreted virulence factors. 

 
Figure 2.2: Classification framework for the prediction of virulence factors. The prediction of 
virulence factors depends on two different aspects: (i) a HMM domain database, (ii) a random 
forest classifier. Sequences predicted positive form both are classified as virulence factors. The 
incorporation of SignalP in the framework allows integration of information regarding the likely 
secretion of the virulence factors.  

2.2.2.1 Dataset for the prediction of virulence factors 

A dataset, consisting of both a positive and negative subset, was constructed for the training 

of the virulence factor prediction tool. The positive subset consisted of known virulence factor 

sequences retrieved from the Virulence Factors Database (8945 sequences) (VFDB) [184]. All 

sequences were obtained from the VFDB core dataset containing (translated) gene sequences 

associated with experimentally verified virulence factors. The negative subset of the training 

set consisted of protein sequences that were retrieved from the Database of Essential Genes 

(DEG) (7995 sequences) [207] and which were known not to be virulence factors. For both 

subsets, all sequences were clustered with CD-HIT [208]and sequences with a 90% sequence 

identity were collapsed to prevent redundancy within the subsets. This 90% cutoff is routinely 

used to reduce redundancy in similar protein datasets, improving efficiency without foregoing 

specificity given the large metagenomic database sizes [209,210]. The resulting training set 

was used for (i) the implementation of the HMM profiles, and (ii) the training of the random 

forest model. 
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2.2.2.2 Construction of the virulence factor HMM Database 

For the construction of the virulence HMM database, HMM profiles were annotated for the 

training set using HMMER3 (version 3.2.1) against multiple pre-compiled and in-house 

annotation databases [211]: PFAM-A [212], TIGR [213], KEGG [214], MetaCyc [215] and 

Swissprot [216]. The best hit in each HMM set was assigned to each gene in the training set if 

the HMM score was higher than the binary logarithm of the number of target genes, in 

accordance with the recommendations in the HMMer manual. HMM profiles were subsequently 

retrieved, and the databases were concatenated to form the virulence HMM database. Binary 

compressed data files were constructed with the hmmpress (HMMER3 v3.2.1) [205]. For the 

prediction of virulence factors by the virulence HMM database, identified HMM profiles are 

separated by those matching the positive or negative subset of the training set, as well as HMM 

profiles ambiguous for both positive and negative subset.  

2.2.2.3 Machine learning model for the prediction of virulence factors 

In addition to the virulence HMM database, we created a random forest model [217]. A random 

forest model operates from decision trees and outputs classification of the individual trees while 

correcting for overfitting of the training set. While overfitting, in which models perform highly on 

the training set but poorly on the test set, is a common problem in machine learning, a random 

forest model corrects for overfitting by continuously creating trees on random subsets. This 

does not mean that random forest classifiers are not capable of overfitting. However, they are 

less sensitive to variance and effects of overfitting are therefore rarely observed [218]. For 

training of the random forest model, the following five features of the sequences were selected 

and implemented: amino acid composition (AAC), dipeptide composition (DPC), composition 

(CTDC), transition (CTDT) and distribution (CTDD) [219]. A feature matrix was built with rows 

corresponding to the sequence composition of the features. The random forest model was 

implemented using pandas (v 0.25.0) [220], numpy (v 1.17.0) [221] and scikit-learn (v0.21.3) 

[222] and consisted of 1600 trees with a maximum depth of 340.   

2.2.3 Workflow for the prediction of toxin genes 

For the prediction of toxin genes, a workflow consisting of a toxin HMM database combined 

with SignalP version 5.0 [206] was developed. The toxin HMM database consists of bacterial 

toxin domains to identify toxin-related domains in the query sequences. Using the hmmsearch 

function of the HMMER3 (v3.2.1) program [205], the input query sequences are searched 
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against the collection of profiles present in the toxin HMM database. In addition, analyses are 

combined with SignalP [206] to differentiate between secreted and non-secreted toxins. 

2.2.3.1. Construction of the toxin HMM database 

For the toxin HMM database an HMM model based on a training set of known toxins was 

developed and implemented. The training set was compiled from the Toxin and Toxin Target 

Database (T3DB) [223] and the training set derived from the DBETH prediction tool [186]. 

Protein sequences from within the training set with a similarity greater than 90% were clustered 

and collapsed with CD-HIT-2D to reduce redundancy [208]. The corresponding toxin HMM 

profiles were identified from the same five HMM databases as used for the virulence factors 

(see above). The datasets were extended with HMM profiles already annotated as bacterial 

toxin domains in the PFAM, TIGR, KEGG, MetaCyc and Swissprot databases. Finally, in order 

to have a short description of all HMM profiles present in the toxin HMM database, a toxin 

library was created. These lists (i) all HMM profiles, (ii) their names, (iii) their alternative names, 

and (iv) the original database from which the HMM profile was derived. 

2.2.4 Workflow for the prediction of antimicrobial resistance genes 

For the prediction of ARGs, the workflow is separated into two parts: (i) the prediction of ARGs, 

and (ii) the prediction of MGEs. For the prediction of ARGs, the tools DeepARG (v1.0.1) [42] 

and RGI (v5.1.0) [43] are used. DeepARG uses a deep learning approach that improves 

classification accuracy while at the same time reducing false negatives. It offers a powerful 

approach for metagenomic profiling of ARGs as it expands on the available databases for 

ARGs by combining the widely used CARD [224], ARDB [225], and UNIPROT [226] databases. 

Additionally, RGI [43], is included which is able to identify mutation-driven AMR within genes, 

allowing for a strain-resolved profiling of ARGs. 

2.2.5 MGEs: plasmids and phages 

The prediction of MGEs is split into two parts focusing on the prediction of (i) plasmids, and (ii) 

phages. For the prediction of plasmids, PlasFlow (v1.1) [47] is used, while for the prediction of 

phages VirSorter (v1.0.6) [51] and DeepVirFinder (v1.0) [50] were incorporated. All three tools 

were selected because of their performance compared to other, similar tools [47,50,51].  The 

predictions of these different tools are merged with the prediction of ARGs to provide 

localization information of the resistance genes to either MGEs or genomes. Considering the 

different predictions of MGEs, the final classification includes plasmid, phage, genome, 
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unclassified, and ambiguous when localization predictions contradict each other, for example 

predicted to be both phage and plasmid. 

2.2.6 Evaluation of the PathoFact pipeline 

To evaluate the performance of PathoFact, validations were conducted for the prediction of 

toxins, for virulence factors, and for ARGs. The prediction quality was evaluated by sensitivity, 

specificity and accuracy criteria as defined below. 
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Where tp represents true positives (i.e., virulence factors (incl. bacterial toxins) or ARG is 

predicted correctly), tn (i.e. a gene is correctly predicted not to be a virulence factor, toxin genes 

or ARG), fp false positive (i.e., a gene incorrectly identified as a virulence factor, toxin genes or 

ARG), and fn false negatives (i.e., a virulence factor, toxin genes or ARG is incorrectly identified 

as non-pathogenic). We evaluated the sequence similarities between the training and validation 

(test set) datasets after removing the sequences from the validation set with 90% identity to the 

training set sequences using sourmash [227] (Appendix B.1: Supplementary figure 2.1). 

2.2.6.1 Validation of virulence factors 

A validation dataset was constructed to assess the performance of the prediction of virulence 

factors. Analogous to the training set, the validation set consisted of a positive subset of 2639 

sequences (VFDB database) and a negative subset of 2628 (DEG database) sequences. 

Importantly, the sequences in the validation dataset were removed from the training set to avoid 

overfitting. The test set for virulence predictions was used to run both the standalone MP3 

(v1.0) tool and our newly generated tool for prediction of virulence factors. For MP3 the 

standard advised parameters were used: set on metagenomic protein fragments, a minimum 

length of 90 bases and a threshold value of 0.2 for the svm module [199]. 

2.2.6.2 Validation of toxin genes 

For the validation of toxin genes, a validation dataset containing both positive and negative 

subsets was constructed. The positive subset was constructed from sequences in the EMBL-

EBI database annotated as bacterial toxins. The results were limited to protein sequences 

described in the UniProtDB. Further filtering of the protein sequences removed sequences with 

uncertain predictions (i.e., hypothetical, probable). To limit redundancy within the dataset, 
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sequences were clustered in terms of similarity by using a 90% sequence identity cut-off. 

Furthermore, to limit redundancy between the validation and the training set, sequences with a 

similarity of greater than 90% were discarded. The remaining 202 positive sequences were 

combined with 202 random selected sequences from the negative dataset, consisting of 

housekeeping genes representing the validation dataset. 

2.2.6.3 Validation of AMR prediction 

For the prediction of ARGs, both the DeepARG and RGI prediction tools were used. DeepARG 

has proven to be more accurate than most AMR prediction tools with a great reduction in false 

negatives [42], while RGI is capable of annotating SNPs contributing to AMR.  For further 

validation, before inclusion in the pipeline, the prediction tools were tested using the NCBI’s 

resistance gene database (5265 sequences) [46]. This positive subset was combined with a 

negative subset (consisting of sequences retrieved from the Database of Essential Genes) of 

equal size. For DeepARG default settings were applied, while parameters for model were set 

to LS and type was set to prot. Similar to DeepARG, default settings of RGI were applied while 

input-type was set to protein. 

2.2.7 Data analysis and data availability of publicly available datasets 

Metagenomic sequences for the publicly case-control metagenomic datasets were obtained 

from the European Bioinformatics Institute-Sequence Read Archive database, with accession 

numbers PRJNA297269 (Milani et al. [228]), PRJNA281366 (Tett et al. [229]) and ERP019674 

(Bedarf et al. [230]). Information on the analyzed samples per study can be found in Appendix 
C.1: Supplementary table 2.1. Metagenomic reads were processed and assembled using IMP 

(v2) [231]. The resulting fasta files containing the assembled contigs and genes were used as 

input for PathoFact. For analyses of the predictions, FeatureCounts (v1.6.4) [232] was used to 

extract the number of reads per functional category. Thereafter, the relative abundance of the 

toxin genes was calculated using the Rnum_Gi method described by Hu et al. [233]. 

Additionally, the DESeq2 (v1.24) [234] package was used to analyze the differential abundance 

of virulence factors, toxins and ARGs.  

2.2.8 Data analysis and data availability of a simulated dataset 

To evaluate the performance of PathoFact compared to other metagenome characterization 

workflows, a high-complexity stimulated dataset consisting of 5 time series samples with 596 

genomes and 478 circular elements was obtained from CAMI [64]. As with the case-control 
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metagenomic datasets, reads were processed and assembled using IMP (v2), after which the 

dataset was run through PathoFact. In addition, both MOCAT2 and HUMAnN3 were run on the 

stimulated metagenomic dataset using default settings of both workflows. Further data analysis 

was performed as described for the case-control datasets. 

2.3 Results and Discussion 

2.3.1 Benchmarking 

The PathoFact pipeline has an in-built multi-threading option to improve computational 

efficiency. In fact, certain tools, e.g., DeepVirFinder, are memory intensive and may require 

additional resources. Table 2.1 corresponds to the runtime of a metagenomic dataset (363 933 

metagenomic sequences) with differing numbers of threads. A minimum usage of 8 threads, in 

this case corresponding to 28 GB/thread, is advised for running the pipeline. Additionally, for 

the installation of PathoFact an initial storage of 6.3 GB is required. 

 

Table 2.1: PathoFact runtimes with different threads/computational resources. Evaluated 
running times of PathoFact with different threads (8,16) and corresponding computation 
resources. 

Threads Memory Running time 

8 224 GB 25h 19m 

16 448 GB 15h 58m 

2.3.2 Validation of the PathoFact pipeline 

For the prediction of virulence factors the prediction tool consists of two parts: a virulence factor 

HMM database and a random forest classifier. The random forest classifier’s out-of-bag (OOB) 

error value reported an accuracy of 0.822. To improve performance for virulence prediction, 

the random forest model was combined with the HMM database which resulted in an overall 

sensitivity of 0.886, specificity of 0.957 and an accuracy of 0.921 (Table 2.2). Additionally, we 

compared our tool to the MP3 tool for the prediction of virulence factors (Appendix C.1: 
Supplementary table 2.2). PathoFact scored overall higher than MP3 which scored 0.125, 

0.992, 0.558, respectively. In addition to the prediction of virulence factors, for the prediction of 

bacterial toxins an overall sensitivity of 0.777, specificity of 0.989 and accuracy of 0.832 were 

obtained.  
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Finally, for the prediction of ARGs the sensitivity, specificity and accuracy of both DeepARG 

and RGI was determined at 0.720, 0.996, 0.858 and 0.920, 0.997, 0.958, respectively. A 

combined approach merging the use of both tools resulted in the highest scores with an overall 

sensitivity of 0.963, specificity of 0.994 and accuracy of 0.979 for the prediction of ARGs.  

 
Table 2.2: Validation of the PathoFact pipeline. Evaluated performance of PathoFact 
regarding the prediction of virulence factors, bacterial toxins, and antimicrobial resistance 
genes. 

 Toxin prediction Virulence factor prediction AMR prediction 

Sensitivity 0.777 0.886 0.963 

Specificity 0.989 0.957 0.994 

Accuracy 0.832 0.921 0.979 

2.3.3 Performance evaluation using a simulated dataset 

To further evaluate the performance of PathoFact and compare it to other existing tools, the 

PathoFact pipeline was run on a simulated metagenome comprised of high-quality annotated 

genomes, i.e., the CAMI High Complexity Toy Test Dataset. Both MOCAT2 [56]and HUMAnN3 

[201]were run on the original reads of the simulated CAMI datasets, while the same read 

datasets were processed and assembled with IMP followed by execution of PathoFact. 

Subsequently, annotations resulting from the different workflows were compared to evaluate 

the performance of PathoFact (Figure 2.3a). PathoFact demonstrated increased numbers of 

predictions compared to both MOCAT2 and HUMAnN3 regarding virulence and toxin 

predictions (< 0.05, ANOVA) while performing similarly regarding AMR prediction compared to 

MOCAT2. Furthermore, and importantly, no additional curation or data-wrangling is needed for 

PathoFact compared to the other workflows tested above.  

 

Additionally, we aimed to further characterize the performance of the metagenomic workflows 

against annotations of the CAMI High Complexity Toy Test Dataset. To achieve this, we 

annotated the underlying genomic data using the NCBI database of resistance genes [46], as 

well as a BLAST search of the original 450 genomes against known virulence factors and toxin 

genes  [184,186]. The resulting annotations were compared to the prediction reports of 

PathoFact, MOCAT2 and HUMAnN3. PathoFact identifies a similar number of virulence factors 

and toxin genes in the annotated genomes compared to the original annotations, while 

MOCAT2 and HUMAnN3 identified a significantly lower number (Figure 2.3b). Regarding 



29 
 

antimicrobial resistance, PathoFact was able to identify many more gene variants compared to 

MOCAT2 and HUMAnN3 (Figure 2.3c). 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

2.3.4 Performance of PathoFact on metagenomic datasets 

 

 

 

Figure 2.3: Performance evaluation of PathoFact on a high-complexity simulated dataset. a. The relative 
abundances (%) of virulence factors, including bacterial toxins, as well as antimicrobial resistance genes, as predicted by 
PathoFact, MOCAT2, and HUMAnN3, *two-way ANNOVA, P value < 0.05. b. Total number of virulence factors ad toxin 
genes identified in the annotated genome and as predicted by PathoFact, MOCAT2, HUMAnN3. c. Number of unique 
ARGs as annotated by the NCBI resistance database and as predicted by PathoFact, MOCAT2, and HUMAnN3.  

a b 

c 
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Virulence factors and toxins may contribute to dysbiosis of the microbiome and favor a pro-

inflammatory environment [65]. In addition, particular pathogenic bacteria may adapt to, and 

survive in, the presence of antimicrobials through acquisition or expression of AMR. Thereby, 

virulence factors, toxins and AMR may all contribute to the pathogenic potential of the 

microbiome, which in turn may have an effect on the onset and development of disease and 

infection. The performance of PathoFact was demonstrated using three publicly available case-

control metagenomic datasets which were chosen considering the following criteria: 

representing an actual infection or a chronic disease in which either pathogenic potential or 

toxins are believed to play a role. The Milani et al. [228] study represents actual infections with 

Clostridioides difficile (CDI) in the human gut microbiome of five patients along with five healthy 

controls. Furthermore, skin metagenomes of five psoriasis patients along with five healthy 

controls from Tett et al. [229] were chosen to represent a chronic disease in which a pathogenic 

potential is believed to have a function. Additionally, from Bedarf et al. [230] the metagenomes 

of fecal microbiomes derived from 10 early stage Parkinson’s disease (PD) patients, as well as 

10 age-matched controls, was obtained to represent a chronic disease in which bacterial toxins 

are believed to be involved [230]. 

2.3.4.1 Prediction of virulence factors and bacterial toxins 

The predictions from PathoFact resulted in the identification of virulence factors in all three 

case-control metagenomic datasets. Furthermore, predicted virulence factors were 

characterized as secreted and non-secreted through the incorporation of SignalP in the 

pipeline. No statistically significant (P-value < 0.05, Wilcoxon rank sum test) different relative 

abundance of the different virulence factors was found in any of the three studies when 

comparing diseased state and control (Figure 2.4).  
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Figure 2.4: Virulence factors in three case-control metagenomic datasets. The relative 
abundance (%) of both secreted and non-secreted virulence factors as well as non-pathogenic 
sequences in three metagenomic datasets (Clostridioides difficile infection, Psoriasis, Parkinson’s 
disease) 
 

In addition to the general prediction of virulence factors using PathoFact we identified bacterial 

toxins, as well as their corresponding HMM domain by which they were identified. Furthermore, 

both secreted and non-secreted toxins were identified in both diseased and control groups in 

all datasets (Figure 2.5a) and we identified several differentially abundant bacterial toxins 

(Appendix C.1: Supplementary table 2.3-2.5). Within the CDI dataset three distinct toxin 

domains, PF13953, PF13954 and PF06609, were identified to be differentially abundant in CDI 

over control (Figure 2.5b). Interestingly, none of these toxin domains have yet been reported 

to be linked to CDI and therefore are of interest for further research. Four distinct toxin domains 

(K12340, PF13935, PF14449 and K11052) were found to be significantly abundant in psoriasis 

over control (Figure 2.5c). Of these toxin domains, only K12340 was previously linked to 

psoriasis [235]. Finally, regarding the PD study we found several differentially abundant 

bacterial toxins when comparing PD and control samples (Figure 2.5d). Of these bacterial 

toxins, one containing the PF09599 domains was more abundant in PD and is among others 

found in invasin proteins in Salmonella typhimurium which has been hypothesized to be 

involved in Parkinson’s disease [236]. Interestingly, in all three datasets additional ‘unknown’ 
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toxin domains were identified to be linked to the diseases, therefore representing interesting 

candidates for further research. 

 
Figure 2.5: Bacterial toxins in three case-control metagenomic datasets. a. The relative 
abundance (%) of both secreted and non-secreted bacterial toxins in diseased versus control 
subjects. b. Volcano plot depicting differentially abundant bacterial toxins in Clostridioides difficile 
infections versus control. c. Volcano plot depicting differentially abundant bacterial toxins in 
Psoriasis versus control. d. Volcano plot depicting differentially abundant bacterial toxins in 
Parkinson’s disease versus control.  

2.3.4.2 Prediction of antimicrobial resistance 

Using the PathoFact pipeline we predicted the presence of antimicrobial resistance genes in 

all three case-control metagenomic datasets. Within the CDI datasets 23 ARG categories were 

identified (Appendix B.1: Supplementary figure 2.2a) of which six, i.e. diaminopyrimidine, 

elfamycin, fluoroquinolone, nucleoside, peptide and multidrug, were significantly higher 

a b 

c d 
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abundant in individuals with CDI over control (Figure 2.6a). Antimicrobial resistance has 

previously been found to be associated with CDI infections [237]. In the metagenomic data of 

the skin microbiome 22 categories of ARGs were identified (Appendix B.1: Supplementary 
figure 2.2b). Interestingly, none of these resistance categories were found to be significantly 

different, neither with the diseased nor the control group. Within the PD study 33 ARG 

categories were identified (Appendix B.1: Supplementary figure 2.2c) with glycopeptide 

resistance significantly abundant in PD over controls, while tetracycline resistance was found 

to be enriched in the control group (Figure 2.6b). The link between antimicrobial resistance 

and Parkinson’s disease has been mostly unexplored thus far. However, a recently published 

study by Mertsalmi et al. [238] suggests a role for antibiotics in PD through the influence on the 

gut microbiome.  

 
Figure 2.6: Antimicrobial resistance in three case-control metagenomic datasets. The relative 
abundance (%) of antimicrobial resistance categories with statistically significantly differentially 
abundance in a Clostridioides difficile infection versus control, b Parkinson’s disease versus control. 
*P value <0.05. 

a 

b 
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Although we propose the primary usage of PathoFact for metagenomic analyses, as seen with 

these three case-control metagenomic datasets, it can also be applied to single genome 

assemblies.  Using the Klebsiella pneumoniae subsp. pneumoniae HS11286 reference 

genome, we identified 86 resistance genes of which 6 contained SNPs contributing to 

resistance (Appendix C.1: Supplementary table 2.6). 

2.3.4.3 Prediction of mobile genetic elements linked to virulence factors 

Using the predictions generated by PathoFact, we resolved the genomic contexts and identified 

MGEs in all three case-control metagenomic datasets (Figure 2.7a) (Appendix B.1: 
Supplementary figure 2.3). Within all three datasets the presence of both phage- and plasmid-

derived sequences was detected, although no significant difference was observed between 

diseased and control. We found that in all datasets the majority of MGEs were found to be both 

linked to virulence factors as well as AMR (~50%), closely followed by MGEs linked solely to 

virulence factors, including bacterial toxins, with AMR contributing to the remaining MGEs 

(Figure 2.7b). Furthermore, a number of MGEs were found to be both linked to virulence 

factors as well as AMR.  

 

Of the ARGs linked to MGEs, the prevalence of the different resistance categories were 

identified using our tool. Within the CDI dataset, the majority of the MGEs were linked to 

phenicol and beta- resistance in both diseased and control groups (Appendix B.1: 
Supplementary figure 2.4a). Additionally, plasmids linked to diaminopyrimidine and 

sulfonamide resistance were identified within the disease group while found to be absent in the 

control. Within the skin metagenomes, the majority of the predicted resistance genes linked to 

MGEs included beta-lactam, tetracycline and multidrug resistance in both diseased and control 

groups (Appendix B.1: Supplementary figure 2.4b). However, MGEs linked to beta-lactam 

resistance were found to be enriched in the diseased group. Finally, of the resistance genes 

within the PD study, both peptide and tetracycline resistances were found to be linked to phage 

and plasmids. Peptide resistance was abundant in controls whereas tetracycline was identified 

primarily in diseased (Appendix B.1: Supplementary figure 2.4c). 
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Figure 2.7: Identification of MGEs within three case-control metagenomic datasets. 
Relative abundance of MGEs within three metagenomic datasets (Clostridioides difficile 
infection, psoriasis (skin), and PD). a. The overall relative abundance of phage and plasmid 
within the Clostridioides difficile infection, psoriasis, and Parkinson’s disease datasets. b. The 
distribution of virulence factors, incl. toxins, and AMR between phage and plasmid in all 
datasets.  

2.4 Conclusion and outlook 

The identification of virulence factors, toxins and antimicrobial resistance genes are of 

immediate importance for understanding the pathogenic state of microbiomes. Using our newly 

developed tool, PathoFact, we were able to identify virulence factors and bacterial toxins within 

a 

b 
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three publicly available case-control metagenomic datasets. Furthermore, we were able to 

identify differentially abundant bacterial toxins when comparing diseased and control groups in 

all datasets. Additionally, antimicrobial resistance genes were identified in two of the datasets 

with a significant difference of certain resistance categories between diseased and control 

individuals. The inclusion of MGEs is of particular importance in understanding the possible 

transmission of MGE-born virulence factors. With PathoFact we identified MGEs in all three 

datasets and were able to link these simultaneously to the corresponding virulence factors, 

toxins, and antimicrobial resistance genes.  

Until now, no single tool has existed which has combined these distinct aspects. Although 

several prediction tools exist for AMR, of which DeepARG and RGI have been chosen for their 

accuracy and ability to identify mutations' contribution to resistance (RGI), to be included in our 

pipeline. Limited or no tools were available on the other hand for the prediction of toxins and 

virulence factors. PathoFact utilizes the wealth of currently available software (e.g., AMR and 

MGE predictions) as well as newly generated tools (e.g. virulence factors and toxins). 

Furthermore, PathoFact can conveniently integrate updates and newly developed prediction 

tools. In conclusion, our tool combines the strength of AMR predictions linked to MGE 

predictions and integrates this with the prediction of toxins and virulence factors. PathoFact is 

a versatile and reproducible pipeline by its ability to run either the complete workflow or each 

module on its own, giving the investigator flexibility in their analysis. 
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Chapter 3. Persistence of birth mode-dependent 
effects on gut microbiome composition and 

antimicrobial resistance during the first year of life. 
 

A major part of this chapter was adapted and modified from the following first-author peer-

reviewed publication: 

 

Susheel Bhanu Busi*, Laura de Nies*, Janine Habier, Linda Wampach, Joelle V Fritz, Anna 

Heintz-Buschart, Patrick May, Rashi Halder, Carine de Beaufort and Paul Wilmes (2021). 

Persistence of birth mode-dependent effects on gut microbiome composition, immune system 

stimulation and antimicrobial resistance during the first year of life. ISME Communications 1 

(1), 1-12 [Appendix A.3] 
 
* Co-first author 
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3.1 Background 

The rate of caesarean section delivery is constantly increasing worldwide, which is partly driven 

by increases in overall income and access to health facilities [239]. According to a 2015 report, 

29.7 million births occurred via CSD in that year accounting for ~18% of the births in 169 

countries [239]. At 25% in Europe, this number is higher than the global average [240]. The 

short-term risks of CSD include delayed or altered development of the immune system [241], 

reduced gut microbiome diversity4, limited transmission of bacterial strains from mother to 

neonate [242,243], and microbiome-borne functional deficiencies [165,244–246]. Although few 

studies associate CSD with metabolic disorders [247,248] and allergies [249,250], the long-

term effects of birth mode are not well understood. Shao et al. reported that CSD may 

predispose individuals to colonization by opportunistic pathogens including those carrying 

antimicrobial resistance (AMR) genes [251]. On the one hand, several reports including our 

previously published study [165] addressed questions concerning the very early development 

of the neonate’s gut microbiomes [250,252] and immune system priming [241] in relation to 

disease development [253,254]. On the other hand, only few reports [255–258] follow the 

effects of birth mode during the first year of life especially in relation to immune system priming, 

development and evolution of AMR, and the contribution of mobile genetic elements to the 

persistence of ARGs. 

  

Factors including environmental exposure [250], breastfeeding and diet [255,259,260], and 

genetics [261] play crucial roles in the development of an infant. Aside from this, it is now 

generally accepted that birth mode, i.e. vaginal delivery (VD) or CSD, has a pronounced impact 

on early microbiome structure [165,241,247,262,263]. While the majority of these studies focus 

on the overall microbiome structure, analyses of the functional contribution of the microbiome 

have attracted attention due to its sensitivity to perturbation [264]. For example, we previously 

reported that the microbiome in VD-born babies was enriched in bacterial genes encoding for 

lipopolysaccharide (LPS) biosynthesis, cationic antimicrobial peptide resistance as well as two-

component systems [165]. Interestingly, higher levels of LPS biosynthesis genes were 

associated with increased immune responses in VD neonates, whereas CSD neonates had 

reduced levels of TNF-a and IL-18 immediately after birth. Noteworthy in this context is previous 

work by Vatanen et al. which showed that differing LPS immunogenicity contributes to 

autoimmunity thereby affecting the long-term health outcomes of infants exposed to different 

antigens [265]. Furthermore, others have hypothesized and reported [241,266] a similar 

phenomenon, whereby the gut microbiome contributes to the development of the immune 
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system during a “critical window” of development [241,266–272]. In a neonatal cohort at risk 

for the development of asthma, bacterial metabolites were shown to specifically impede 

immune tolerance [273]. However, some of the reports described above do not elaborate on 

the continuous effect of early immune system priming in the context of the birth mode and 

especially over the course of the first year of life, including whether these effects normalize 

over time. 

  

Aside from the well-studied factors and consequences of development described above, the 

role of commensal microbiota in the emergence and spread of AMR is not well understood. 

Recent studies have reported that antibiotic exposure in infancy affects microbial diversity and 

enriches for ARGs. Interestingly, Ravi et al. have suggested that the infant gut microbiome acts 

as a reservoir for multidrug resistance that persists throughout infancy up to two years of age 

[274]. They reported that integrons (int1 gene) in the gut could potentially be responsible for 

this phenomenon. Nevertheless, the effect of birth mode, CSD or VD, on the transmission and 

occurrence of AMR remains unresolved. 

  

Here, we address the aforementioned gaps in knowledge concerning the effect of birth mode 

on the persistence of the gut microbiota over the first year of life including their inherent 

functions, immunogenic properties and their role in conferring AMR. Our results highlight birth 

mode-dependent differences in gut microbiome structure and their association with immune 

function. We found that the gut microbiota becomes similar between CSD and VD babies at 

one year of age, with the exception of an immunostimulatory commensal, Faecalibacterium 

prausnitzii, which was enriched in the VD group. Additionally, we identified an increased 

abundance in ARGs directed against synthetic and semi-synthetic antibiotics in CSD as early 

as five days postpartum. Strikingly, we found that mobile genetic elements (MGEs) including 

plasmids and bacteriophages are key contributors to the establishment and persistence of 

AMR, irrespective of birth mode. Collectively, our findings suggest that birth mode-dependent 

effects persist through the first year of life including the delayed immunostimulation of CSD 

infants likely affecting tolerance mechanisms as well as the apparent role of bacteriophages in 

conferring AMR. 
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3.2 Methods 

3.2.1 Ethics statement 

All aspects concerning the recruitment and collection of mother-neonate pairs including 

handling, processing and storing of samples as well as data were approved by the Luxembourg 

Comité national d’éthique de recherche, under reference number 201110/06 and by the 

Luxembourg National Commission for Data Protection under reference number 

A005335/R000058. Prior to specimen collection, following a detailed consultation; written and 

informed consent was obtained from all mothers enrolled in the study. 

3.2.2 Sample collection 

Based on our previous study [165], the present study design aimed at testing the hypothesis 

that birth mode elicits longer-term functional microbiome changes which may impact neonatal 

health and development (with particular foci on antimicrobial resistance and lipopolysaccharide 

biosynthesis) and we performed the corresponding power analyses using data from our 

previous study. Founded on the increase in fold-change [caesarean section delivery (CSD) 

versus vaginal delivery (VD)] in antimicrobial resistance genes, a sample size calculation 

revealed a minimum number of four individual mother-infant pairs per group to achieve a power 

of 80% with a significance threshold of 5%. For the LPS-mediated functional cytokine 

measurements, we estimated a minimum sample size per group of six pairs based on a fold-

change of 1.40 x in TNF-a, i.e., a 40% difference of means between the samples (Appendix 
B.2: Supplementary figure 3.1). As previously published [165,275], we found that the 

functional microbiome differences provide clearer delineations when comparing groups than 

the typically reported taxonomic profiles. Based on our hypothesis, we focused on functional 

endpoints, in particular on the emergence and acquisition of ARGs and the LPS-mediated 

immune stimulation. As per the results of the power analyses highlighting a minimum 

requirement of 6 mother-infant pairs per group, we further inflated the per-group sample size 

by 50 % leading to a minimum of 9 mother-infant pairs per group. In the present study, babies 

delivered via caesarean (CSD, n=11) and vaginal (VD, n=9) deliveries were sampled during 

the first days of life and were followed-up at 1 month, 6 months and at one year of age. Samples 

were collected during follow-up visits into sterile plastic vials and immediately flash-frozen in 

liquid nitrogen. Faecal samples were stored until further processing at -80 °C. 
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3.2.3 Faecal processing and nucleic acid extraction 

Genomic DNA was isolated from 50 mg of frozen stool samples aseptically weighed into sterile 

vials, prior to processing with the DNeasy PowerSoil Kit (Qiagen, Luxembourg) including an 

additional incubation step at 65 °C and milling, as described previously [165]. All the study 

samples yielded sufficient DNA for metagenomic sequencing including artefact-curated 

metagenomic data as described previously [165] for subsequent analyses. DNA extracted from 

all timepoints was thereafter stored at -80 °C until further use. 

3.2.4 DNA sequencing 

All DNA samples were subjected to random shotgun sequencing. Briefly, 250ng of DNA was 

sheared using Bioruptor NGS (Diagenode, UCD300) with 30s ON and 30s OFF for 15 cycles. 

The sequencing libraries were prepared using TruSeq Nano DNA library preparation kit 

(Illumina, FC-121-4002) using the protocol provided with the kit. The libraries were prepared 

considering 350bp average insert size. Prepared libraries were quantified using Qubit 

(Invitrogen) and the quality was checked on a Bioanalyzer (Agilient). Sequencing was 

performed on the NextSeq500 (Illumina) instrument using 2x150 bp read length at the LCSB 

Sequencing Platform. 

3.2.5 Data processing for metagenomics, including genome reconstruction 

Paired forward and reverse sequences were processed using the metagenomic workflow of 

the Integrated Meta-omic Pipeline [231] (IMP). The metagenomic processing workflow includes 

pre-processing, assembly, genome reconstruction and functional annotation of genes based 

on custom databases in a reproducible manner. Briefly, the adapter sequences were trimmed 

in the pre-processing step including the removal of human reads. Thereafter the de novo 

assembly was performed using the MEGAHIT (version 2.0) assembler[276]. Default IMP 

parameters were retained for all samples. Subsequently, we used MetaBAT2 [277] and 

MaxBin2 [278] for binning in addition to an in-house binning methodology previously described 

[211]. This involved ignoring ribosomal RNA sequences in kmer profiles based on the clustering 

from VizBin embeddings [279], which uses density-based non-hierarchical clustering 

algorithms and depth of coverage for genome reconstructions. The reconstructed genomes are 

hereafter referred to as bins or metagenome-assembled genomes (MAGs). We obtained a non-

redundant set of MAGs using DASTool [280] with a score threshold of 0.7 for downstream 

analyses. 
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3.2.6 Metagenomic taxonomic classification, virome and functional analyses 

Trimmed and pre-processed read pairs were used as input to determine the microbial 

abundance and population genomic profiles based on the mOTUs [281] (version 2) tool. Based 

on the marker genes in the mOTU2 database taxonomic profiling was performed. The relative 

abundances of the mOTUs were estimated using a minimum alignment length of 125 base 

pairs (bp), where the read counts were normalized to the gene length while also accounting for 

base coverage of the genes. This was done using the motus profile option with the built-in 

option (-c) for relative abundance values per sample. Simultaneously, to improve specificity 

and minimize false positives, a cut-off of seven genes that deviated from the median was used 

as an additional parameter to improve both sensitivity and precision. For the reconstructed 

MAGs, completeness and contamination was determined using CheckM [282], while the 

taxonomy for each MAG was assigned using the GTDB (Genome Taxonomy Database) toolkit 

(gtdb-tk) [283] using the lineage_wf option and by using the fasta files as inputs for the MAGs. 

  

For the analyses of functional potential from the assembled contigs, open-reading frames were 

predicted from the assembled contigs using a modified version of Prokka [284] that includes 

Prodigal [204] gene predictions for complete and incomplete open reading frames. The 

identified genes were annotated with a Hidden Markov Models [285] (HMM) approach, trained 

using an in-house database [211] including all KO [214], TIGRFAM and SWISS-PROT [216] 

groups and using hmmsearch from HMMER 3.1 [205]. Where multiple functional groups were 

assigned to genes, the best hits based on bit scores were selected. FeatureCounts [232] was 

used to extract the number of reads per functional category, using the arguments -p and -O, 

thus yielding counts for each functional category. After the LPS-cytokine analysis, insufficient 

faecal sample for one of the CSD samples (C118) remained for metagenomic sequencing.  

Therefore, the sample was removed from subsequent metagenomic analyses. For the virome 

analyses, we used an iterative annotation method to recover microbial (bacterial and archaeal) 

viruses [286], and subsequently taxonomically annotated using a network-based classification 

protocol defined by Bolduc et al. [287] . Samples C109 was not included in the virome analyses 

due to viral contigs being below detection confidence thresholds. 

3.2.7 Identification of antimicrobial resistance genes and association with mobile 

genetic elements 

We used a deep-learning approach, DeepARG [42], to predict and identify ARGs within our 

metagenomic data. The output from Prokka, i.e., the translated fasta sequence files for all open 
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reading frames, was used as input for the AMR analyses. ARGs were collapsed into categories 

based on the Comprehensive Antibiotic Resistance Database (CARD) [43]  and identified using 

DeepARG. Thereafter, the relative abundance of the ARGs was calculated using the Rnum_Gi 

method described by Hu et al. [233] . 

  

Identified ARGs and their categories were consecutively linked to associated bacterial 

taxonomy using the metagenomic bin classification. Furthermore, ARGs were linked to 

predicted mobile genetic elements (MGEs; phages and plasmids) to identify probable 

transmission of AMR between taxa. For the identification of plasmids in the metagenomic data, 

PlasFlow [47]  was used with a threshold for filtering set to 0.7. Simultaneously, DeepVirFinder 

[50] and VirSorter [51] were used to identify phage sequences within the VD and CSD groups. 

Predictions from both these tools were subsequently merged to obtain a comprehensive 

catalog of phage sequences. For the prediction of phage sequences the DeepVirFinder 

thresholds for filtering were set at a p-value of <0.05 and a score of 0.7, while for VirSorter the 

category 1 and 2 predictions were used for downstream analyses. To link both the MGEs and 

the taxonomy to the ARGs, we mapped the genes to assembled contigs, followed by identifying 

the corresponding bins (MAGs) to which the contigs belonged. By considering all different 

predictions of MGEs, a final classification was made based on the genomic contexts of the 

ARGs encoded on plasmids, phages or chromosomes, including classification of those that 

could not be resolved (ambiguous). Those ARGs that could not be assigned to either the MGEs 

or bacterial chromosomes were further referred to as unclassified genomic signatures. Certain 

ARGs were encoded on both the bacterial chromosome and phage genomes. In such cases, 

we recorded the encoded ARG as being ambiguous. The confirmation of ARGs and their 

associated mode of transfer was performed manually alongside the mapping of identical 1Kbp 

flanking regions, via the MetaCHIP analyses pipeline [288]. Briefly, groups of genes among all 

input MAGs with maximum average identity were considered putative HGT genes. To validate 

the predicted candidates, a pairwise BLASTN was used to assess each pair of flanking regions 

of 10 Kbp. Visual representations of the genomic regions were extracted alongside the results 

for visual interpretation and inspection. Coverage of the genomic regions was additionally 

assessed through the IGV viewer using the bam file, and manually plotted based on per base 

coverage statistics for the latter. 
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3.2.8 LPS isolation and in vitro immunostimulation for cytokine profiling 

From the one year of age time point, 150 mg faecal samples were weighed aseptically, and 

lipopolysaccharide (LPS) was extracted alongside an extraction blank to serve as a negative 

control. We also used an in-house pure culture of E. coli, from which extracted LPS was used 

as a positive control. To maximize yields, the samples were divided into triplicates, i.e., 50 mg 

per vial, prior to LPS extraction using the hot phenol-water protocol as previously described 

[165]. After extractions the triplicates from each sample were pooled and quantified using an 

endotoxin-detection assay (Endolisa, #609033, Hyglos GmbH, Germany). All samples 

produced sufficient quantities of LPS. The purified LPS was used to stimulate monocyte-

derived dendritic cells (MoDCs). Briefly, primary human monocytes were derived from blood 

samples from four healthy donors obtained through the Luxembourg Red Cross. The 

monocytes were further differentiated into MoDCs, in RPMI 1640 medium (ThermoFisher 

Scientific) supplemented with 10% foetal bovine serum (ThermoFisher Scientific), 20 ng ml−1 

of granulocyte-macrophage colony-stimulating factor (Peprotech, London, UK), 20 ng ml−1 IL-

4 (Peprotech) and 1% penicillin–streptomycin (Invitrogen). Subsequently, the 

immunostimulatory potential of the LPS fractions isolated from the one year of age faecal 

samples was determined. For this, MoDCs were treated with LPS extracts from VD and CSD 

samples. The amount of LPS from each sample that was used to stimulate the MoDCs was 

adjusted as described by Wampach et al. [165]. Briefly, the MoDCs were stimulated with 7.5 

µl/well of LPS while a positive control was established using 15 EU/well LPS isolated from E. 

coli, and a negative control was set up by incubating MoDCs with 7.5 µl/well of the LPS 

extraction blank. For the in vitro stimulation, the amount of MoDCs was 1 x 105 cells/well. 

Treatments were performed on cells from all the healthy donor-derived samples and analyzed 

for the presence of pro- and anti-inflammatory cytokines (TNF-a, IL-8, IL-18, IL-1b, IL-12, and 

IL-10) using both Human Instant and uncoated ELISA kits (ThermoFisher Scientific).  

3.2.9 Data analysis 

All figures for the study including visualizations derived from the taxonomic, functional, and 

cytokine profiling were created using version 3.6 of the R statistical software package [289]. 

DESeq2 [234] and Wilcoxon rank-sum tests with FDR-adjustments for multiple testing were 

used to assess significant differences for the AMR and taxonomic analyses whereas a paired 

two-way ANOVA (Analysis of Variance) within the nlme package was used for identifying 

statistically significant differences in the cytokine profiles. Volcano plots were generated using 

the EnhancedVolcano package [290]. Corrplots were generate using the corrgram package 
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developed for R [291]. The metacoder [292] package was used to visualize the AMR-linked 

taxonomy in R.  

3.3 Results 

3.3.1 Birth mode-dependent gut microbiota differences during the first year 

We previously described the initial seeding and colonization processes within the human gut 

microbiome and identified differences in microbiome structure and function as well as linked 

immunogenicity and immune system priming, which stratified according to birth mode 

[165,275]. Building on this work, we aimed to understand the long-term effects in relation to the 

observed differences, especially through the first year of life which represents a “critical 

window” of development including physiological growth and immune system maturation. To 

achieve this, we followed VD and CSD neonates in our cohort and collected faecal samples at 

crucial intervals after birth, including five days, 1 month, 6 months, and at one year of age 

(Figure 3.1).  

 

 
 

Figure 3.1: Workflow representation of DNA and LPS isolation from faecal samples for 
metagenomic, immune and functional AMR analyses 



46 
 

 
In one of our previous studies [165], a multivariate analysis was performed to compare the 

profiles of CSD (± SGA) to VD neonates. The results of these analyses demonstrated that 

delivery mode was the strongest determining factor in the microbial profile and predicted 

functions irrespective if the infants were born SGA (small for gestational age) or not [165]. In 

light of these analyses, we included the SGA samples within the CSD group. We reconstructed 

microbial genomes and identified differentially abundant taxa and functions between the groups 

using metagenomic sequencing data. Based on metagenomic operational taxonomic units 

(mOTUs), we calculated the Jensen-Shannon divergence index and found that the intra-group 

variability within CSD or VD was minimal while the inter-group variability between CSD and VD 

groups was significantly different (Appendix B.2: Supplementary figure 3.1). At the genus 

level, our data also recapitulated previously described [165] significantly increased levels of 

Bacteroides (FDR-adjusted p < 0.05, Wilcoxon rank-sum test) in the VD neonates compared 

to CSD at the early time points (day 5 after birth and at 1 month). B. caccae also showed an 

increasing trend in the CSD group at 6 months and after one year of age, while B. caecimuris 

was significantly increased in CSD at 5 days after birth (Figure 3.2a; FDR-adjusted p < 0.05, 

Wilcoxon rank-sum test) and showed an increasing trend at one year of age.  However, at one 

year of age, the abundance of this genus in samples from CSD neonates was comparable to 

the levels in the VD group. In contrast, the levels of Bifidobacterium were increased in VD after 

6 months, while Faecalibacterium prausnitzii, a commensal associated with healthy human 

microbiomes [293], was found to be significantly increased in the VD group at one year of age 

(Figures 3.2a, FDR-adjusted p < 0.05, Wilcoxon rank-sum test). We further found that both 

birth mode and the neonatal age affect the gut microbiome community structure, whereby the 

latter contributes highly to variation within and between the groups (Figure 3.2b). The 

taxonomic profiles at one year of age were distinct when compared to day 5, 1 month and 6 

months from both groups. 
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Figure 3.2 Gut microbiome profiles throughout the first year of life. a. Relative abundances of 
metagenomic operation taxonomic units (mOTUs) >1% abundance at day 5 after birth, 1 months, and at 
1 year of age. b. Canonical correlation analyses (CCA) resolving the stratification of taxonomic profiles 
based on two covariates, i.e., birth mode and time when samples were sequenced. 
  

3.3.2 Assessment of differences in metagenomic functional potential at one year of age 

Taxonomic differences within the gut microbiome populations may not always manifest as 

differences in functional diversity due to the redundancy in the latter. To address this, we 

assigned KEGG [214] orthology identifiers (KOs) to each gene identified from both groups. We 

found 84 differentially abundant KOs between VD and CSD samples at one year of age (Figure 
3.3a). Additionally, we linked all identified KOs (n=7,103) to their corresponding KEGG 

orthology pathways (Figure 3.3b) and performed differential pathway analyses. We found that 

the VD group showed an increase in the gene copy numbers of pathways involved in 

a 

b 



48 
 

carbapenem and phenazine biosynthesis (Figure 3.3c). We found that twenty-one unique 

genera were associated with carbapenem biosynthesis across both groups spanning all major 

phyla found within the gut. 

 

 
Figure 3.3 Functional differences at 1 year of age. a. Volcano plot depicting the statistically 
significantly different KEGG orthologs found in both CSD and VD groups at 1 year of age. A total of 6413 
variables were tested, with -log10(p value) shown on the y axis. b. Heatmap based on the KEGG 
pathways found in both CSD and VD samples at 1 year of age. Each column denotes a pathway 
represented by the KO genes, with the hierarchical clustering being based on Euclidean distances using 
Ward’s clustering algorithm. c. Volcano plot of the 219 KEGG pathways to which the KO’s were mapped, 
tested for significance with a fold-change cut-off of 2, and with a false-discovery rate-adjusted p value 
cut-off of 0.01. *** p value <0.001 

a b 

c 
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3.3.3 Pro-inflammatory immune responses elevated in CSD after one year of life 

In the early stages of neonatal development, we found that the immune activation potential of 

LPS was significantly increased in samples from VD neonates [165], whereby the isolated LPS 

triggered the secretion of TNF-a and IL-18 by monocyte-derived dendritic cells (MoDCs) from 

four healthy adult donors. To determine if the immunostimulatory potential persisted at one 

year of age, we stimulated the MoDCs (obtained from four healthy adult donors) with LPS 

isolated from the faecal samples of the CSD and VD groups. In addition to TNF-a and IL-18, 

we also tested the potential of LPS to stimulate secretion of pro- and anti-inflammatory 

cytokines such as IL-1ß, IL-12, IL-8, and IL-10 (Figure 3.4a). Interestingly, at one year of age, 

IL-18 was below the detection limits. We did not find any significant differences between the 

CSD and VD groups with respect to the levels of secreted TNF-a at one year of age. However, 

contrary to the patterns observed at five days after birth, we found that the levels of TNF-a 

stimulated by LPS were significantly increased at one year of age within the CSD group (p < 

3.5 x 10-5, Paired Two-Way ANOVA; Figure 3.4b). Interestingly, the increase in stimulated 

TNF-a levels in CSD at one year of age was similar to the level of the cytokine stimulated by 

LPS from the day 5 VD samples (Figure 3.4b). Additionally, we found that the stimulated TNF-

a levels at one year of age were positively correlated with the abundance of several mOTUs, 

including Bacteroides caecimuris and Haemophilus influenzae (Figure 3.4c). Previous reports 

[294] suggest that Enterobacteriaceae levels correlate with inflammatory levels. However, we 

did not find a correlation of this taxa with LPS levels in our study (Appendix B.2: 
Supplementary figure 3.2). Our data also indicate an increase in the number of Gram negative 

(G-ve) bacteria at one year of age compared to day 5 after birth in the CSD group Appendix 
B.2: Supplementary figure 3.3). The increase in Shannon diversity at one year of age 

compared to day 5 coupled with the increase in G-ve bacteria provides a mechanistic 

explanation why the LPS stimulation of donor cells from fecal samples of CSD resulted in 

similar levels of TNF-a (Figure 3.4b), as observed with fecal samples from the VD group at 

one year of age. 
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Figure 3.4 Immunostimulatory potential at 1 year of age. Heatmap depicting the abundance (log2) 
of pro- and anti-inflammatory cytokines at 1 year of age. Cytokine levels were measured by stimulating 
MoDCs from healthy donors (Donor 1-4) with LPS isolated from faecal samples of CSD and VD 
neonates. b. Boxplots depicting the TNF-a levels in both groups (CSD and VD) at day 5 after birth and 
1 year of age. Paired two-way ANOVA (analysis of variance) *** p value <0.001. c Correlation of TNF-a 
levels (row 1) with the relative abundance of metagenomic OTUs based on canonical correlation 
analysis. Filled squares indicate significantly correlated taxa, whereas color indicates (red) or negative 
(blue) correlation. 

a b 

c 
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3.3.4 Antimicrobial resistance modulated by birth mode 

The analyses of the functional potential based on KEGG orthology revealed a stratification of 

antibiotic biosynthesis pathways based on whether an infant was born by CSD or VD (Figure 
3.2c). To assess and validate the impact of birth mode on the presence and persistence of 

AMR, we used a deep-learning approach [42] to annotate antibiotic resistance genes in our 

metagenomic data [43]. We determined the presence and relative abundance of ARGs in 

samples collected from both CSD and VD at day five after birth, 1 month, 6 months and at one 

year of age. The samples collected from CSD neonates exhibited an increased abundance in 

ARGs at the earliest time point (day 5) compared to the VD group. Additionally, we found that 

the number of ARGs detected in CSD infants at one year of age was significantly reduced in 

comparison to the CSD samples at day 5 (FDR-adjusted p < 0.0021, Wilcoxon rank-sum test; 

Figure 3.5a, Appendix B.2: Supplementary figure 3.4). To corroborate our observations on 

the levels of ARGs, we assessed the abundance of ARGs using a random subset of samples 

from the resistome study by Gasparrini et al. [295]. We found that the overall levels of ARGs 

starting at 1 month through to one year of age were similar in their study to those observed in 

our own cohort (Appendix B.2: Supplementary figure 3.5). Meanwhile in our study, at one 

year of age, we found several genes that were differentially abundant between the CSD and 

VD groups (FDR-adjusted p < 0.05, Wilcoxon rank sum test; Figure 3.5b). Since various genes 

can confer resistance to the same antibiotic, we regrouped the genes into their respective 

categories such as multidrug, tetracycline resistance etc. We found that genes conferring 

glycopeptide, phenicol, pleuromutilin, bacitracin, sulfonamide and diaminopyrimidine 

resistance were significantly increased in CSD compared to VD at day five after birth (Figure 
3.5c; FDR-adjusted p < 0.05, Wilcoxon rank sum test)). Interestingly, diaminopyrimidine, 

phenicol, pleuromutilin, and sulfonamide are synthetic or semi-synthetic antibiotics, likely 

prevalent in the hospital environment [296–298]. However, these differences did not persist 

over time. Additionally, the mothers in our cohort across both groups (CSD:6 and VD:1) 

received prophylactic treatment against group B Streptococcus in the form of cephalosporin. 

However, we did not find any distinguishing patterns within the resistance categories 

corresponding to this treatment regimen. Albeit a limited sample size, we also tracked the diet 

including feeding method (bottle- or breast-fed), antibiotic regimen and physical characteristics 

through the first year and did not find any significant correlations with functional pathways 

including AMR (Appendix B.2: Supplementary figure 3.6).  
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Figure 3.5: Antimicrobial resistance gene abundances over time. a. Boxplots of the overall ARG 
abundance in CSD and VD samples at different timepoints including 5 days after birth and at 1 year of 
age. Wilcoxon rank-sum tests were used to test for significance. *p <0.05. b. Volcano plot depicting the 
significantly enriched genes in either CSD or VD samples at 1 year of age. c. AMR categories which are 
significantly different between the groups at any of the timepoints are shown. Wilcoxon rank-sum tests 
were used to test for significance. *p <-0.05 
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3.3.5 Taxa associated with antimicrobial resistance 

Since ARGs were found in the metagenomic data, we investigated which taxa carried these 

genes by reconstructing metagenome-assembled genomes (MAGs), classifying them 

taxonomically based on the GTDB database [283], and linking ARGs to individual MAGs. We 

then compared taxa contributing to AMR between birth mode at day five after birth and one 

year of age as well as the change over time within the individual groups (Figure 3.6). 

 

Comparing CSD with VD, we found that shortly after birth, i.e., at day 5, Bacilli contributing to 

AMR were enriched in CSD, while Bifidobacteriaceae, Bacteroidales, Eggerthellaceae, and 

Actinobacteria linked to AMR were more abundant in VD samples. At one year of age, other 

taxa including Burkholderiaceae, Ruminococcaceae and Bacteroidales were prevalent in CSD 

samples (Figure 3.6). In contrast, taxa including Enterobacteriales were enriched in VD 

compared to CSD at one year of age. 

 

 
Figure 3.6: Taxa associated with antimicrobial resistance. Tree plots depicting the median proportion 
of AMR-associated taxa at day 5 after birth and at 1 year of age comparing the CSD and VD groups. 
Values used for plotting the tree are an average of all the samples within the group.  
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We compared samples from day five after birth versus one year of age within each birth mode 

group independently to differentiate between taxonomic groups contributing to AMR. Within 

CSD samples, we found that Enterobacteriales and Staphylococcaceae were enriched at day 

five after birth while major AMR contributors at one year of age were Lachnospiraceae, 

Bacteroidaceae, Actinobacteria, and Oscillospirales. Conversely, within VD samples early AMR 

resistance was mainly attributed to the abundance of Bacteroidales, Lactobacillales, 

Propionibacteraceae, and Enterobacteriaceae at day five after birth. Meanwhile at one year of 

age, VD samples were enriched in taxa including Lachnospiraceae, Ruminococcaceae, 

Veillonellales, and Eggerthellaceae with respect to contribution of ARGs to the resistome 

(Figure 3.6). These data suggest that ARGs are also encoded by commensals apart from 

pathogens which, in the context of the present study, sustain their presence throughout the first 

year of life. 

3.3.6 Role of mobile genetic elements in antimicrobial resistance 

Bacterial genomes have been fine-tuned over evolutionary timescales [299], potentially refining 

their defense mechanisms against various biocidal agents including chemicals. Aside from 

these, bacterial components such as MGEs are known to be potent factors in the spread of 

AMR [300] and can transfer genes across distinct taxonomic clades. An example of such MGEs 

are plasmids as well as viruses including bacteriophages, which actively drive the transfer of 

genetic material [301]. To determine the role of MGEs in conferring AMR in our neonate cohort, 

we analyzed the genomic context of the ARGs. The contigs were classified as chromosomal, 

plasmid, phage, ambiguous (those that could not be resolved), and unclassified. In this study, 

chromosomal sequences refer to the bacterial genome excluding plasmids, in accordance with 

the PlasFlow [47] methodology. These criteria were used to assess the role of MGEs at all 

timepoints. The majority (average of ~75%) of the ARGs were encoded on the bacterial 

chromosome (Figure 3.7a). This phenomenon was prominent in the VD samples irrespective 

of sampling timepoint. On the other hand, the mean relative abundance of ARGs encoded on 

plasmids (~5%) was marginally increased in the CSD group at both five days after birth and at 

one year of age. Overall, we found that phages encoded lower levels (1 - 3%) of ARGs 

compared to the plasmids. However, we found that the relative abundances of phages 

encoding AMR were significantly increased after one year of age (Figure 3.7a). Interestingly, 

we did not find any significant differences between the birth modes in relation to the virome 

profiles at any of the timepoints (FDR-adjusted p > 0.05, Two-way ANOVA, Appendix B.2: 
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Supplementary figure 3.7). However, a large proportion of the contigs were either ambiguous 

or unclassified but demonstrated an even distribution across all timepoints (Appendix B.2: 
Supplementary figure 3.8). When ambiguous sequences mapping to both the bacterial 

chromosome and phages are included in the phage abundance metrics, it results in a higher 

abundance of ARGs conferred by phage compared to plasmids (Appendix B.2: 
Supplementary figure 3.8). 

 
Figure 3.7: Mobile genetic elements associated with antimicrobial resistance. a. The relative 
abundances of ARGs found on the bacterial chromosome, plasmids, or phages at the different 
timepoints, ranging from day 5 after birth through to 1 year of age. Paired two-way ANOVA was used to 
assess significant differences. *p-value<0.05. b. Stacked bar plot depicting the AMR categories 
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transmitted via phages and plasmid at all timepoints. Each color in the plot is associated with a category 
listed in the legend on the right. The plot represents mean values for all samples in each group 

3.3.7 Distribution of AMR categories encoded by mobile genetic elements 

Assessing AMR conferred by MGEs, we found that both plasmids and phages encoded genes 

conferring resistance to several classes of antibiotics (Figure 3.7b). Though significant 

differences were not apparent, we found that phage-encoded ARGs against vancomycin 

(glycopeptide) and numerous other antimicrobials were dominant in both birth mode groups. 

Additionally, plasmids conferred resistance to diaminopyrimidine and bacitracin, as well as b-

lactams, phenicol, MLS, and tetracyclines (Figure 3.7b). Strikingly, these data suggest that 

MGE-mediated AMR, encoded by phages, is a potential factor in conferring AMR or serve as 

a reservoir for antimicrobial resistance throughout the first years of life. 

3.3.8 Phage-mediated horizontal gene transfer (HGT) 

To understand phage-mediated horizontal gene transfer of AMR we analyzed in detail phage 

contigs encoding ARGs. We identified several genes that were horizontally transferred within 

the CSD and VD groups (Appendix B.2: Supplementary figure 3.9). CSD samples (n=3; 

C112, C113, and C119), exhibited HGT involving ARGs including resistance to glycopeptide 

and multidrug (Figure 3.8a - 3.8d). The majority (~88%) mapped to the bacterial chromosome. 

However, two genes encoding multidrug resistance were encoded by both chromosome and 

phage (C119: contig 2568). The contig was found to be a candidate prophage based on 

detailed inspection and was found to encode several genomic regions with prophage 

signatures flanking the multidrug resistance genes (Figure 3.8f). Additionally, the coverage of 

the contig across its entire length was more variable in the genomic regions where the 

prophage and ARG sequences were identified. Resolution of the taxa involved indicated HGT 

between the Intestinimonas butyriciproducens (GCA 003096335) and Clostridium bolteae 

(ATCC BAA 613 GCA 000154365) strains belonging to the Oscillospirallales and 

Lachnospirallales orders respectively (Appendix B.2: Supplementary figure 3.10). 
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Figure 3.8: Horizontal gene transfer (HGT) events. Schematics depicting the a. 
diaminopyrimidine resistance gene transfer between Blautia and Dorea in sample C112 (CSD). The 
lighter blue and green arrows represent genes localized on the forward and reverse strands, 
respectively. Red bars indicate matching regions between contigs with darker shades representing 
higher similarity. b. HGT event transferring glycopeptide resistance between Clostridium_P and 
Clostridium in C113 (CSD). c-e. Multidrug resistance genes were transferred horizontally between 
the following genera: Intestimonas and Clostridium, Ruminococcus and Roseburia, Enterococcus 
and Clostridium, in sample C119 (CSD). The timepoints at which the genomes were recovered and 
to which the HGT event corresponds are indicated next to the genera nomenclature. f. Linear 
representation of ‘contig_2568’, which mapped to both bacterial chromosome and phage. Area plot 
(grey) and dot plot (red) indicating the coverage of the genomic regions. Triangles (red) indicate the 
prophage sequences and their localization coordinates along the contig, while the dark-blue triangle 
indicates the location of the multidrug genes (n=2) on the contig. 

3.4 Discussion 

Birth mode is postulated to represent a major factor in shaping earliest gut microbiome 

colonization and the linked development of neonates especially in relation to the priming of the 

neonates’ immune system [241]. Apart from birth mode, additional aspects such as diet and 

medical factors have been described to have a significant effect on neonate colonization and 

succession [255]. Whether or not such effects persist during the first year of life remains an 

essential question. Here, we performed an in-depth longitudinal analysis of the gut microbiome 
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using high-resolution metagenomics on samples collected during the first few days postpartum 

through to the first year of age. We specifically assessed the pervasive effect of birth mode-

dependent microbiome differences in relation to immune system priming and AMR. 

Additionally, we analyzed the contribution of mobile genetic elements and the role of horizontal 

gene transfer in conferring AMR (Figure 3.9). 

 
Figure 3.9: Summary figure: Depicting the longitudinal analyses of the infant gut microbiome during 
the first few days postpartum through to the first year of age. Panels representing Microbiome 
composition, TNF alpha levels, antimicrobial resistance levels and information the functional potential.  
  

Our previous findings [165] along with the longer-term trends of the present study underpin the 

notion that persistent structural and functional differences exist in the gut microbiomes of 

neonates born by CSD. More specifically, our results agree with other studies which have 

highlighted a reduced abundance and colonization by taxa such as Bifidobacterium and 

Bacteroides in CSD neonates [165,243,260,302,303]. Additionally, we found that the levels of 

Faecalibacterium prausnitzii were significantly elevated in VD infants after one year of age. F. 

prausnitzii is a highly abundant commensal in the human gut including those with higher levels 

of diversity and richness when compared to individuals following a Western lifestyle [304]. 

Concurrently, this taxon has been reported to be reduced in the gut of patients with ulcerative 

colitis and Crohn’s disease [305], which in turn may be linked to it being a keystone taxon 

conferring anti-inflammatory properties in humans [306,307]. Further studies are necessary to 

effectively understand the longer-term consequences of the differential abundance of F. 

prausnitzii in humans beyond the first year of age. 
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Our previously published study [165] highlighted a higher potential for LPS-mediated immune 

priming in VD compared to CSD at day five after birth. Conversely, we found that LPS extracts 

from the CSD samples taken at one year of age resulted in significantly higher TNF-a levels 

compared to five days after birth. Our results indicate that a reduction in earliest immune system 

priming through key immunogenic molecules occurs in CSD neonates. This might lead to 

persistent effects throughout the first year of life which, in turn, may explain the higher rates of 

immune system-linked diseases observed in CSD infants in later life including metabolic 

disorders [247,302] and allergies [248,249] . Along these lines, Jakobsson et al. previously 

showed that children born via CSD have reduced Th1 responses [308]. Furthermore, other 

groups have reported that early life immune system stimulation impacts immune-disorders 

including asthma [309], allergies [310], diabetes and IBD [311]. In this context, our findings 

indicate that birth mode-dependent gut microbiota alterations affect the status of the immune 

system throughout the first year of life, and likely beyond. This in turn may explain 

immunological deficits linked to numerous chronic diseases for which a higher propensity is 

observed in individuals born by CSD [312]. 

  

Birth mode-associated alterations of the gut microbiota may facilitate colonization by 

opportunistic pathogens, including those encoding antimicrobial resistance [251]. Functional 

analyses of our metagenomic data highlighted enrichments in carbapenem and phenazine 

biosynthesis genes in the VD group after the first year of life, potentially a consequence of 

endogenous gut bacteria-mediated resistance mechanisms against opportunistic pathogens in 

the gut. Both carbapenem and phenazine are known to be bacterial compounds that are used 

clinically in fighting Gram-positive and Gram-negative pathogens [313,314]. This data suggests 

that the indigenous gut microbiota plays a crucial, early role in conferring colonization 

resistance against pathogens. In addition, we found that CSD is associated with resistance 

against semi- and synthetic- antibiotics as early as five days after birth. It is well established 

that mothers undergoing CSD are administered antibiotics to prevent nosocomial infections, as 

a prophylactic policy [294,315,316]. Interestingly, we did not find resistance towards the 

antibiotic treatment administered to mothers in our cohort. It however remains plausible that 

the enrichment in ARGs especially against phenicol, pleuromutilin and diaminopyrimidine 

classes at day five after birth in CSD neonatal samples is linked to the hospital environment 

including the actual caesarean section. 
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In conjunction with the observed differences in AMR between CSD and VD our study also 

highlights the potential mode of AMR transmission via mobile genetic elements including via 

plasmids and/or bacteriophages [317–319]. Parnanen et al. reported the presence of ARGs 

and MGEs in infant faecal samples at 1 and 6 months of age [320]. Our findings agree with 

their results and expand on these by additionally providing data on the abundance of ARGs 

and MGEs at five days after birth. Furthermore, we identified 27 categories of ARGs and linked 

these to both bacterial taxonomy and MGEs. We found that both plasmids and phages encoded 

genes which confer resistance to several classes of antibiotics. Of all MGEs, plasmids 

conferred resistance to a variety of antimicrobial compounds. Furthermore, we found that 

glycopeptide and multidrug resistance were transferred via phages, in accordance with 

previous reports [321–323]. We also found that horizontal gene transfer plays a critical role in 

the continued transmission of AMR during the first year of life. While ~88% of HGT occurred 

via canonical methods involving the bacterial chromosome and plasmids, we found that 

prophages contributed to multidrug resistance in one CSD sample (C119). We detected 

prophage signature sequences flanking two multidrug resistance genes, horizontally 

transferred between bacteria from two distinct orders. Our findings thereby highlight the role of 

prophages, typically thought to mediate AMR in humans pathogens including Staphylococcus 

aureus [324], Salmonella and shiga-toxin producing Escherichia coli [32], as mediators of HGT 

even among commensals. Intriguingly, HGT events in the VD samples did not indicate any 

ARG transmission. On the other hand, considering the smaller sample size, further studies with 

an increased power are needed to clarify the role of phage-mediated AMR resistance especially 

during the first few days of life. 

  

The persistence of differences in early life exposure is an important but challenging research 

question, not least because of the paucity of long-term, longitudinal studies ranging from 

immediately after birth until early childhood. Our findings imply that birth mode leads to 

persistent gut microbiota structural and functional differences. We acknowledge that the limited 

sample size and the lack of detailed dietary information cannot rule out other confounding 

factors such as the in utero and postpartum environments of the infants. However, and 

importantly, our data suggest that gut microbiota structural and functional effects may 

predispose infants delivered by CSD to delayed immune priming resulting in a deficiency in 

tolerance. Our results pave the way for future, rational interventions aimed at restoring key 

functional features of the microbiota. In this context, further studies including following the 

children over extended periods of time are needed to understand birth mode-mediated 
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manifestations of disease. Concurrently, an important research direction which arises from our 

study centers on the role of the gut mobilome in conferring AMR and how this affects 

microbiome trajectories and linked phenotypic outcomes in humans. Considering current global 

efforts directed at limiting the emergence of antibiotic resistance [325], appreciation of the role 

of phages as an additional source of resistance may be necessary for success in reducing the 

overall burden of AMR in the future. 
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Chapter 4. Evolution of the gut resistome following 
a selective antibiotic sweep 

 
A major part of this chapter is based on the following publication submitted for peer-review: 

 

Laura de Nies*, Susheel Bhanu Busi*, Mina Tsenkova, Elisabeth Lettelier and Paul Wilmes 

(2021). Evolution of the gut resistome following a selective antibiotic sweep. 

Nature Communications in review [Appendix A.4] 
 
*Co-first author 
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4.1 Background 
 
Prior to the advent of antibiotics, bacterial infections were the leading cause of disease and 

mortality in humans. Antibiotic usage is now commonplace in treating infections [326] as well 

as ensuring the safety of surgical procedures [327,328] and organ transplantation [329]. In 

addition, they are extensively used in animal husbandry [330] and also in animal models for 

studying the gut microbiome [331–336]. However, many bacterial taxa have evolved 

antimicrobial resistance (AMR) to several classes of antibiotics, and multidrug-resistant 

bacteria have now emerged, preventing comprehensive treatment of infections and resulting in 

a growing number of deaths [337]. Therefore, a clear understanding of the selective sweeps 

underlying the evolution, speed and transmission of antimicrobial resistance genes (ARGs) is 

of crucial importance. 

 

In general terms, bacteria can acquire and develop AMR through two distinct genetic 

mechanisms. Either through the acquisition of spontaneous mutations during replication of the 

bacterial genome or through the accumulation and dissemination of resistance genes via 

mobile genetic elements (MGEs) (section 1.2) [20]. Although the majority of bacteria are 

harmless commensals which do not cause disease, they still provide a rich repertoire of 

resistance genes [189]. As such, through HGT, opportunistic pathogens may acquire 

resistance genes from other commensals. Furthermore, while resistant bacteria may remain 

latent, they contribute to the overall reservoir of AMR based on which resistant pathogens may 

emerge once selective pressure is built up [338,339]. Compounding this phenomenon, the 

overuse of antibiotics both in treatment of human disease and animal husbandry has fueled the 

build-up of AMR globally [340]. 

  

With the realization that the gut microbiome plays crucial roles in disease etiology [341], 

antibiotic-treated animal models remain one of the methods by which the intestinal microbiome 

is studied [341] [342]. The potential caveats, however, of using antibiotics for modulating the 

endogenous populations, including the emergence of AMR is unknown. Therefore, utilizing a 

mouse model, we assessed the effect of selective sweeps on the evolution of AMR within the 

commensal gut microbiome population over a single mammalian lifespan after a single course 

of antibiotic treatment. Our observations allow us to test whether specific bacteria, including 

commensals, are more susceptible or capable of acquiring ARGs, as well as assess the 

influence of HGT on shaping the gut microbiome’s resistome.  
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4.2 Methods 

4.2.1 Power calculation and sample size estimate 

To determine the number of animals required per treatment and control group we performed a 

multifactorial power analysis based on a 2015 study by Raymond et al. [343]. We estimated 

the Jensen-Shannon Divergences (JSD) of the microbial profiles of the antibiotic-treated 

(cefprozil) and control groups. Based on the observed JSD the inter-group variability was 

significantly high, demonstrating a minimum sample size of three mice per group to account for 

a power of 80% and a 5% alpha error rate, indicating changes in microbial composition 

(Appendix B.3: Supplementary figure 4.1).  

4.2.2 Mice model and antibiotic exposure 

C57BL/6J mice were bred in-house and experiments were performed according to all 

applicable laws and the regulations, after receiving approval by the institution’s animal 

experimentation ethics committee and the veterinarian service of the Luxembourg Ministry of 

Agriculture (Permit Number: LUPA 2019/13). To limit individual variation of the gut microbiome 

in experimental groups, mice of the same age were obtained from the same vendor and the 

same location in the vendor facility. After a 7-day quarantine and subsequent acclimation period 

of one week, mice were maintained in single housing conditions for each experiment. Mice 

were housed in Allentown NexGen Mouse 500 (194mm x 130mm x 381 mm) cages with JRS 

Rehofix Corncob bedding. Mice had access to reverse osmosis water with 2ppm of chlorine 

fed ad libitum along with standard A40 chow diet (SAFE, France). The animals were maintained 

under standard habitat conditions (humidity: 40-70%, temperature: 22°C) with a 12:12 light 

cycle. Two groups of mice were established (control and treatment), and each group contained 

4 animals (2 males + 2 females). Antibiotics, ampicillin (1g/L), vancomycin (500mg/L), 

metronidazole (1g/L) and neomycin (1g/L) were chosen for their utility in several mouse models 

[344,345] and in line with most preoperative procedures [346]. They were administered as a 

cocktail within the drinking water to the treatment group starting at 8 weeks of age. Antibiotics 

were administered during a period of one week, after which the change was made to regular 

drinking water for the duration of the recovery period. Fecal samples were collected daily for a 

duration of 19 days (both treatment and recovery phase) starting prior to the antibiotic treatment 

till take down (Figure 4.1).   
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Figure 4.1: Representative illustration of the experimental design. Project overview, including dates 
and collections of treatment, and fecal sample collection. Eight single-housed mice per group were 
treated with an antibiotic cocktail (treatment) or water (control) longitudinally. Fecal samples collected at 
days 0,7 and 21 were used for microbiome and antimicrobial resistance profiling. 

4.2.3 Faecal processing and nucleic acid extraction 

A total of 48 faecal samples were acquired across three timepoints, i.e., prior to treatment: day 

0, immediately after treatment: day 7, and after recovery: day 21, from each of the mice. 50 mg 

of frozen stool samples were aseptically weighed into sterile vials. Genomic DNA was isolated 

with the DNeasy PowerSoil Kit (Qiagen, Luxembourg) including an additional incubation step 

at 65 °C and milling, as described previously [347]. A minimum of 200 ng of total DNA was 

recovered from all the samples, yielding sufficient DNA for metagenomic sequencing including 

high-resolution, artefact-curated metagenomic data for subsequent analyses [165]. DNA 

extracted from all timepoints was thereafter stored at -80 °C until further use.  

4.2.4 DNA sequencing 

All DNA samples were subjected to random shotgun sequencing. Briefly, 200 ng of DNA was 

used for metagenomic library preparation using the Westburg NGS DNA Library Prep Kit (cat. 

no. WB 9096). The genomic DNA was enzymatically fragmented for 12 min and DNA libraries 

were prepared without PCR amplification. The average insert size of libraries was 480bp. 

Prepared libraries were quantified using Qubit (Invitrogen) and quality checked on a 
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Bioanalyzer instrument (Agilent). Sequencing was performed on NextSeq500 instruments 

using 2x150 bp read lengths. 

4.2.5 Data processing for metagenomics, including genome reconstruction 

The Integrated Meta-omic Pipeline (IMP) [231] was used to process paired forward and reverse 

reads using the built-in metagenomic workflow as previously described [211]. The workflow 

includes pre-processing, assembly, genome reconstruction and functional annotation of genes 

based on custom databases in a reproducible manner. After trimming the adapters, the 

preprocessing step included the removal of Mus musculus (GRCm38.p6 (GCA_000001635.8); 

retrieved on 16-May-2020 from https://www.ensembl.org/Mus_musculus/Info/Index) reads. 

Thereafter the de novo assembly was performed using the MEGAHIT (version 2.0) assembler 

[276]. Default IMP parameters were retained for all samples. Metagenomic operational 

taxonomic unit (mOTU) profiles were generated from the trimmed and preprocessed reads to 

generate microbiome profiles for the control and treatment groups using mOTUs v2.5.1 [281].  

Concurrently, we used MetaBAT2 [277] and MaxBin2 [278] for binning in addition to an in-

house binning methodology previously described [211] for genome reconstructions, i.e. 

metagenome-assembled genomes (MAGs). Subsequently, we obtained a non-redundant set 

of MAGs using DASTool [280] with a score threshold of 0.7 for downstream analyses, and 

those with a minimum completion of 90% and less than 5% contamination as assessed by 

CheckM [282]. Taxonomy was assigned to the MAGs using the extensive database packaged 

with gtdbtk [283]. To generate pangenomes, we collected all the bins taxonomically identified 

as Akkermansia muciniphila and used the anvi’o-based pangenome workflow described by 

Meren et. al (http://merenlab.org/2016/11/08/pangenomics-v2/) [348]. One of the treated mice 

(#16), was excluded from the pangenome analyses due to the unavailability of MAGs. 

4.2.5 Identification of antimicrobial resistance genes and association with mobile 

genetic elements 

We used PathoFact [349], a pipeline for the prediction of virulence factors and antimicrobial 

resistance genes, to predict and identify ARGs within our metagenomes. The assembly files 

from individual samples were used as input for the AMR analyses. ARGs were then collapsed 

into categories based on the Comprehensive Antibiotic Resistance Database (CARD) [43] and 

identified using PathoFact [349]. Thereafter, the relative abundance of the ARGs was 

calculated using the Rnum_Gi method described by Hu et al. [233]. 
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Identified ARGs and their categories were linked to associated bacterial taxonomy using the 

metagenomic bin classifications. Furthermore, utilizing PathoFact, ARGs were linked to 

predicted mobile genetic elements (MGEs: phages and plasmids) to identify probable 

transmission of AMR between taxa. More specifically, to link both the MGEs and the taxonomy 

to the ARGs, we mapped the genes to assembled contigs, followed by identifying the 

corresponding bins (MAGs) to which the contigs belonged. By considering all different 

predictions of MGEs, a final classification was made based on the genomic contexts of the 

ARGs encoded on plasmids, phages or chromosomes, including classification of those that 

could not be resolved (ambiguous). The ARGs that could not be assigned to either the MGEs 

or bacterial chromosomes were further referred to as unclassified genomic elements. Certain 

ARGs were encoded on both the bacterial chromosome and phage genomes.  

4.2.6 Linking ARGs with integrons 

The assemblies generated via IMP were used to assess the presence and abundance of 

integrons within the metagenomes. Briefly, attC sites were identified by HattCI[350] while for 

the annotation of the intI sites a BLAST database was created using the intI variant sequences 

from the UniProt database[226] . Only those contigs where both the signature genetic regions 

(intI and attC) were found were annotated as having ‘complete’ integron elements. We also 

identified the MAGs along with which the integrons were binned, thus linking the integrons to 

the reconstructed genomes. The ARG information was overlaid onto this to identify contigs 

where integrons were linked with ARGs. Furthermore, we used sequence coordinates to 

identify integron localization, i.e., chromosome, plasmid or phage localization of gene 

cassettes, incomplete and complete integrons on MGEs. This information was used for 

downstream differential analyses. 

4.2.7 Data analysis 

Figures for the study including visualizations derived from the taxonomic and functional, were 

created using version 3.6 of the R statistical software package. GraphPad [351] was used to 

generate the figures for describing the longitudinal weight measurements of the mice. DESeq2 

[234] and Wilcoxon rank-sum tests with FDR-adjustments for multiple testing were used to 

assess significant differences for the AMR and taxonomic analyses whereas a paired two-way 

ANOVA (Analysis of Variance) within the nlme package was used for identifying statistically 
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significant differences in the integron profiles. Chord diagrams for the HGT events were 

generated using scripts found within the MetaCHIP package [288] while the pangenome 

visualizations were obtained using anvi’o [352]. 

4.3 Results 

4.3.1 Selection of specific taxa due to antibiotic-mediated depletion of the gut 

microbiome 

To assess the selective pressure on AMR evolution, two groups of mice were housed in specific 

pathogen-free conditions, where one of the groups was treated with an antibiotic cocktail 

(ampicillin, vancomycin, metronidazole and neomycin) representing broad-spectrum antibiotic 

treatment regimens used in preoperative procedures and in animal models. Longitudinal faecal 

samples were collected from the control and antibiotic-treated mice prior to treatment, i.e., day 

0, immediately after treatment, i.e. day 7, and after recovery, i.e. day 21 (Figure 4.1). 

  

Although there was a drop in weight during the antibiotic treatment phase, mice treated with 

antibiotics did not show any significant differences in weight compared to the control mice 

(Appendix B.3: Supplementary figure 4.2). We assessed the overall microbiome profile at 

days 0, 7 and 21 and observed a major shift in the community profiles of the antibiotic-treated 

mice at both days 7 and 21 (Appendix B.3: Supplementary figure 4.3). At the level of 

metagenome-assembled genomes (MAG), taking only into account high-quality genomes, i.e., 

> 90% complete and < 5% contamination, we found a significant enrichment in Akkermansia 

muciniphila on day 21 after antibiotic treatment, despite a near-total depletion of the microbiota 

at day 7 in the treated mice (Figure 4.2). Simultaneously, several genera such as Alistipes, 

Odoribacter, members of Muribaculaceae, and Prevotella (including CAG-95, CAG-485, CAG-

873) were significantly decreased or depleted entirely at days 7 and 21 (Figure 4.2), 

demonstrating the potency of the antibiotic cocktail. Concomitantly, the overall functional 

potential of the metagenomes of the antibiotic-treated mice was altered, whereby we found a 

shift in the functional profile due to the treatment (Appendix B.3: Supplementary figure 4.4a). 

The functional variation demonstrated a significant enrichment in pathways relating to signaling 

molecules at days 7 and 21 compared to the controls (Appendix B.3: Supplementary figure 
4.4b). Interestingly, at day 7, we also observed a significant decrease in genes involved in the 

biosynthesis of secondary metabolites in the antibiotic-treated mice, which may be associated 

with the depletion of the microbial community owing to the antibiotic treatment. 
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Figure 4.2: Metagenome-assembled genome profiles. Genus level representation of the MAGs 
recovered from control and treatment groups – pre and post (day 0, day 7 and day 21 respectively) 
antibiotic administration. 

4.3.2 Resistome after antibiotic treatment 

Due to the differences observed in the functional potential associated with interactions and 

secondary metabolites, we further assessed the abundance of ARGs in the control and treated 

mice. We observed a significant increase in ARGs within the treated group (adj.p < 0.05, 

Wilcoxon rank-sum tests; Figure 4.3a). The antibiotic-treated mice had significantly enriched 

AMR abundances compared to the control mice directly after antibiotic treatment at day 7 which 

was maintained during recovery until day 21.  We further found that within the treated mice the 

overall AMR abundance was significantly higher after treatment at days 7 and 21, compared to 

pre-treatment at day 0 (adj.p < 0.05, Wilcoxon rank-sum tests). Specifically, we found 

antimicrobial resistance against aminoglycoside, aminoglycoside:aminocoumarin, beta-lactam, 
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fluoroquinolone, fosfomycin, glycopeptide, fusidic-acid, phenicol, mupirocin, triclosan and 

multidrug to be significantly enriched within the treated group (Figure 4.3b). Of these, three 

resistance categories, namely aminoglycoside (neomycin), beta-lactam (ampicillin) and 

glycopeptide (vancomycin), could be directly linked back to the administered antibiotics. While 

the other resistance categories are not associated with the administered antibiotics, it is likely 

that they were indirectly selected due to their co-localization along with other resistance genes 

[353,354].  

 
Figure 4.3: Resistome in antibiotic-treated mice. a. Overall AMR relative abundance levels are shown 
for each group. * p-value <0.05 (Wilcoxon rank-sum test). b. Significantly differentially abundant AMR 
categories found to be enriched in the mice treated with antibiotics compared across different timepoints, 
i.e. day 0, day 7, day 21. * p-value <0.05 (Wilcoxon rank-sum test) 

a 

b 
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4.3.3 Antibiotic-induced changes in taxonomic composition 

Since the metagenomes revealed an enrichment in different AMR categories, we investigated 

which taxa harbored these ARGs. We linked ARGs to individual genomes by identifying contigs 

encoding ARGs and their corresponding assignment to MAGs including taxonomic 

classification of the MAGs using gtdbtk [283]. We subsequently compared taxa contributing to 

AMR between the groups, including mice treated with antibiotics and those without. While taxa 

contributing to AMR within the control group remained constant, within the treatment group a 

shift of AMR associated taxa was observed after recovery at day 21 (Figure 4.4a). Alongside 

the increase in the abundance of several taxa (Figure 4.4a), we found that an abundance of 

overall ARGs was increased in taxa belonging to the Akkermansiaceae, Enterococcaceae and 

Lactobacillaceae families across all treated mice, as well as compared to the control group, at 

day 21 (Figure 4.4b). Given the enrichment in ARGs at day 21, as opposed to day 7, it is likely 

that the observed ARGs were acquired over time, rather than being encoded as intrinsic 

resistance mechanisms. 

4.3.4 MGEs linked to AMR dissemination 

Mobile genetic elements are an established mechanism for the dissemination of AMR. To 

determine the function of MGEs in conferring the resolved ARGs under selective pressure, we 

analyzed the genomic context of the ARGs. The majority of the resistance genes were encoded 

on the bacterial chromosome, while ARGs were found to a lesser extent to be encoded on both 

phages and plasmids (Figure 4.5a). Interestingly, a depletion in the general abundance of 

plasmids was observed at day 7, which subsequently recovered at day 21. In contrast, phages 

linked to AMR were significantly enriched in the treated mice at day 7 compared to both pre-

treatment at day 0 and the controls at day 7 (Figure 4.5a-b). Moreover, when analyzing the 

specific categories of the resistome, we found an increase in the abundance of phage 

sequences linked to aminoglycoside, aminoglycoside:aminocoumarin and beta-lactam 

resistance, in conjunction with the administered antibiotic cocktail (Figure 4.5b). Significant 

differences of these phage-associated AMR categories were observed in the treated group 

compared to the controls at day 7 and also within the group when comparing phage-mediated 

AMR levels between days 0 and 7 (Figure 4.5c). 
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Figure 4.4: AMR-associated taxonomy. a. Barplots depicting the relative abundance of ARGs 
associated with MAGs (Family level) in each sample. b. Relative abundance of ARGs associated with 
Akkermansiaceae, Enterococcaceae and Lactobacillaceae in the control and treated mice. *adjusted p-
value <0.05 (Wilcoxon rank-sum test). 

a 

b 
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Figure 4.5: Abundance levels of AMR categories associated with MGEs. a. Relative abundance of 
AMR mediated via MGEs, i.e. phage and plasmid. b. Abundance levels of AMR categories disseminated 
via phages and plasmids. Categories pre- and post-treatment (day 0, day 7, day 21). c. Abundance 
levels of aminoglycoside, aminoglycoside:aminocoumarin and beta-lactam resistance genes mediated 
via phages. *adj.p < 0.05 (Wilcoxon rank-sum test).  

a b 

c 



74 
 

4.3.5 Integrons mediate AMR in antibiotic-treated mice 

To further investigate the effect of antibiotic treatment on the evolution of AMR within the 

microbiota, we assessed the pangenomes of the significantly enriched and recalcitrant taxa in 

the treated mice, i.e. Akkermansia muciniphila and Ligilactobacillus spp.. Interestingly, 

pangenome analyses of Akkermansia muciniphila revealed the acquisition of several genes, 

including those mediated by integrases (Figure 4.6).  

 

 
Figure 4.6: Comparison of Akkermansia muciniphila genomes. Anvi’o based visualization of the 
Akkermansia muciniphila genomes from the pre- and post- treatment (day 0 and day 21 respectively) 
samples in blue and purple respectively. Annotation on the outer ring indicate the ‘Core’ genome and 
the ‘Acquired’ genome partially (75%) mediated by integrons. 
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Horizontal gene transfer is typically attributed to plasmids and phages in metagenomes. 

However, integrons, often overlooked, play a key role in AMR dissemination and prevalence 

[355]. To evaluate the role of integrons in AMR, we assessed the abundance of attC sites and 

intI genes, both of which are required for efficient integron-mediated activity. We estimated the 

abundance of these genes on the same contig, including those that were associated with AMR 

categories. Overall, we found that ARGs abundant in antibiotic-treated mice were transferred 

via integrons (Figure 4.7a). Of these, there was a significant enrichment in ARGs associated 

with complete (presence of attC and intI genes) integrons in mice at day 21 compared to day 0 

and also when compared to the controls (Figure 4.7a). 

 

Additionally, these integron-mediated ARGs (complete, gene cassettes and incomplete) were 

further analyzed to identify their putative genomic locations on phages or plasmids, since they 

are known to be carriers of integrons, thus elaborating on the method of integron-mediate AMR 

transmission. Interestingly, we identified several integron-mediated ARG cassettes encoded 

on plasmids at day 21 in the antibiotic-treated mice (Figure 4.7b and Appendix B.3: 
Supplementary figure 4.5a.).  
 

As we identified antibiotic-induced changes of the microbial composition, we further 

investigated the association of AMR-encoding integrons within the microbial community. For 

this, we linked the AMR-associated ‘complete’ integrons with the reconstructed genomes and 

found that a substantial number was associated with genomes from families including 

Akkermansiaceae, Lachnospiraceae and Enterobacteriaceae (Figure 4.7c, Appendix B.3: 
Supplementary figure 4.5b). This finding reinforces our earlier findings with respect to 

enriched taxa and potential ARG-mediated mechanisms of resistance through integrases. 



76 
 

 
Figure 4.7: AMR-mediated via integrons in mice administered with antibiotics. a. Boxplots showing 
the relative abundance of AMR linked to integrons. b. Relative abundance of gene cassettes found on 
phages and plasmids across different groups and timepoints. d. Alluvial diagram visualizing the 
abundance of ‘complete’ integrons linked with observed ARGs in specific taxonomic families. The flow 
(grey) bars indicate the abundance of AMR-linked integrons found in each group.  

4.4 Discussion 

The classes and uses of antibiotics have been extensively developed since the fateful discovery 

of “mold juice” by Alexander Fleming [356,357]. Antibiotic consumption is increasingly driving 

antimicrobial resistance emergence due to both overuse and misuse [358,359]. The use 

including their overuse has led to unrecoverable and irreversible states of resistance [360], 

resulting in an “arms race” where newer and more potent molecules [361] are becoming a 

necessity to ward off otherwise-susceptible bacteria. Even though antibiotics may result in the 

a b 

c 
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emergence of multi-resistant pathogens, their expanding use in medicine, especially as a 

means of modulating the gut microbiome, remains unquestionable [362]. For example, they 

have also been proposed as prophylactics for treating cancers [333],[363] and modulating the 

gut microbiota [335,342]. Antibiotics not targeting Clostridioides difficile infection are commonly 

used within the first weeks of a fecal microbiota transplantation (FMT) as a standard therapy 

[364]. In other cases, antibiotics have been administered prior to studying the efficacy of FMT 

[365,366]. Similarly, preoperative antibiotic prophylaxis in humans is a common practice and 

involves a cocktail of three antibiotics (cefazolin, vancomycin, and gentamicin) [367,368]. Given 

the wide increase in uses, it is therefore important to understand the mechanisms and speed 

of the acquisition of antimicrobial resistance, especially amongst gut commensals. Here, we 

hypothesized that antibiotic treatment will lead to an evolution of antimicrobial resistance in the 

commensal gut microbiome population within a single animal generation and tested our 

hypothesis in a wild-type mouse cohort. 

The antibiotics (ampicillin, vancomycin, metronidazole and neomycin) were chosen given their 

utility in several mouse models [344,345] and in varying combinations in line with some clinical 

procedures [346]. We observed that Akkermansia muciniphila was significantly enriched whilst 

most taxa were depleted in mice post-treatment, which is in line with other reports [369–371] 

where vancomycin treatment alone led to propagation of A. muciniphila or its dominance in the 

resistant commensal population. The resistance of this taxon can specifically be attributed to 

the presence of 2-lactamase and nitroimidazole resistance genes reported by van Passel et al. 

[372]. These finding also agree with the report by Palleja et al. in which the authors found that 

species harboring 2-lactam resistance genes were positively selected during antibiotic 

exposure [373], which is likely the case in our study since we observed higher ARG abundance 

at day 21 and not prior to antibiotic treatment. Alternatively, the observed ARGs could also be 

due to the acquisition of resistance genes possibly via lateral or horizontal gene transfer as 

reported previously by Guo et al. [374]. 

In addition to an overall enrichment in A. muciniphila, we also observed an enrichment in the 

functional complement of A. muciniphila with respect to signaling molecules, specifically 

quorum sensing and cyclic dinucleotide signaling. Microbial communities are characterized by 

emergent properties that themselves are primarily shaped by microbial interactions [375]. 

These interactions include intra- and extracellular signaling, such as quorum-sensing (QS) and 

cyclic dinucleotide sensing, as a means of adapting to internal and external stimuli [376]. Due 

to the paucity of external stimuli from other bacteria following antibiotic treatment it is plausible 
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that QS functions were selected for as a means for recalcitrant community members to ramp 

up signaling functions to induce antibiotic tolerance. This is in line with reports of collective 

antibiotic tolerance [377], contributing towards AMR, which may be mediated via QS molecules 

leading to bacterial resistance gene expression in a density dependent manner [377]. 

Furthermore, QS molecules have also been reported to regulate secondary metabolite 

synthesis [378]. However, we observed a depletion in genes involved in secondary metabolite 

synthesis following antibiotic treatment which is expected since a majority of the endogenous 

population is depleted. Alternatively, this phenomenon also suggests that selection for genes 

involved in signaling and secondary metabolite synthesis are somewhat uncoupled in our 

experimental murine model and, thus, are subject to different selective sweeps. Overall, our 

results highlight the role of key functions conferred by specific bacterial taxa in antibiotic-

exposed communities and shed light on the shorter-term evolutionary processes shaping 

community assembly and composition. 

Given the nature of the antibiotic cocktail treatment, we found several related ARGs in the 

metagenomes of the treated mice. More importantly, we observed significantly increased 

resistance against three out of the four antibiotics used in our study protocol: aminoglycoside 

(neomycin), beta-lactam (ampicillin) and glycopeptide (vancomycin). We, however, did not 

recover any resistance genes against nitroimidazoles (metronidazole). Additionally, we found 

that several taxa in mice treated with antibiotics were directly linked to the resistance categories 

of the antibiotics that they were treated with. This suggests that the selective pressure of the 

administered antibiotics may lead to real-time evolution of AMR within the gut microbiome. This 

is in line with a recent report by Xu et al. [379] albeit in a different mouse model (Balb/c), who 

found that treatment with single antibiotics lead to increased abundance of resistance genes. 

Intriguingly, they only noted considerable levels of MGE-mediated horizontal gene transfer for 

fosfomycin but did not observe high levels of AMR associated with integrases. In our study, we 

found that while phages and plasmids contributed to both HGT and AMR, integrons were also 

a key factor in AMR dissemination. Despite the decrease in overall diversity and number of 

taxa in antibiotic-treated mice, we observed significantly increased prevalence of ‘complete 

integron’-mediated AMR. In accordance with previous reports [380], we found that gene 

cassettes encoding ARGs are localized and mediated via MGEs, specifically plasmids. This 

has further implications since mobility allows penetration and potential integration of AMR into 

new taxa. Importantly, in conjunction with our findings about the survival and resistance of A. 

muciniphila, we found that several integrons associated with AMR were directly linked to this 

taxon.  
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Concerted knowledge has concentrated on pathogenic bacteria, and lately the emergence of 

antimicrobial resistance. Although the genome of A. muciniphila is thought to be plastic [374], 

our analyses emphasize the role of integrons in mediating AMR in commensals, including within 

this taxon. Given the association of A. muciniphila with Parkinson’s and other chronic diseases, 

our findings highlight the need to understand the role of integrons in mediating AMR within and 

beyond this taxon. Taken together, our data show that AMR is relevant to studies involving 

antibiotic-treatment especially within the commensal gut microbiome population. Our study is 

built on a systemic, and longitudinal design to understand the stage at which the resistance 

genes are acquired following antibiotic treatment. Simultaneously, it is unclear whether the 

acquired ARGs are expressed, requiring the need for both experimental and cross-validation 

using methods such as metatranscriptomics to observe gene expression. Overall, we highlight 

the need for understanding the real-time evolution of AMR in microbiome research, including 

functional and evolutionary consequences of integron-mediated AMR. 
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Chapter 5. Mobilome-mediated segregation of 
antimicrobial resistance in a wastewater treatment 

plant 
 
This chapter is based on the following publication submitted for peer-review: 

 

Laura de Nies, Susheel Bhanu Busi, Benoit Kunath, Patrick May and Paul Wilmes (2021). 

Mobilome-driven segregation of the resistome in biological wastewater treatment. eLife in 
review [Appendix A.5] 
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5.1 Introduction 

Throughout human history, bacterial infections have been a major cause of both disease and 

mortality [381]. The discovery as well as the subsequent development and medical use of 

antibiotics have provided effective treatment options which limited the development and spread 

of bacterial pathogens. However, the use of antibiotics has exacerbated the emergence of 

antimicrobial resistance (AMR) in both commensal and pathogenic bacteria [2]. As a result, 

AMR, as the "silent pandemic”, has become a prevalent threat to human health [5,6,382]. 

 

From a public health perspective, biological wastewater treatment plants (BWWTPs) are 

considered hotspots of AMR due to the convergence of antibiotics with resistant, potentially 

pathogenic microorganisms originating from both the general population as well as agriculture 

and healthcare services [129,130] (section 1.4.3). Additionally, the mobilization of antimicrobial 

resistance genes (ARGs) through rampant horizontal gene transfer (HGT) promotes the 

dissemination of AMR within the BWWTP microbial community [16] (section 1.4.3). Therefore, 

BWWTPs represent an environment exceptionally suited for the evolution and subsequent 

spread of AMR [383,384]. To date, more than 32 studies have documented the role of 

BWWTPs as key reservoirs of AMR [385]. Furthermore, BWWTPs generally do not contain the 

necessary infrastructure to remove either ARGs or resistant bacteria, which are released into 

the receiving water via the effluent, promoting its spread in the environment at large [130] . 

Most often these are surface water bodies such as rivers, which contribute to the further 

dissemination of AMR and resistant bacteria among environmental microorganisms [386]. 

Acquired resistance may in turn be carried over to humans and animals using these water 

resources. In fact, there is strong evidence suggesting that ARGs from environmental bacteria 

can be taken up by human-associated and pathogenic bacteria [59,148]. From an 

epidemiological and surveillance perspective, BWWTPs also provide samples representative 

of entire populations [177]. As such, BWWTPs have recently been crucial for the monitoring of 

SARS-CoV-2 within the human population [387]. Overall, to increase our understanding of the 

dissemination of AMR and the underlying mechanisms as well as its general prevalence, it is 

necessary to map the resistome of various environments starting with biological BWWTPs 

because it is critical to unravel the extent to which they act as reservoirs for the dissemination 

of antimicrobial resistance genes (ARGs) to bacterial pathogens. Moreover, understanding the 

community-level overviews of the ARG potential and its expression, coupled with population-

level linking, including to pathogens, may allow for efficient monitoring of pathogenic and AMR 

potential with broad impacts on human health. 
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The conditions such as the presence of resistance genes [388], and sub-inhibitory antibiotic 

selection pressure from various sources [16] facilitate HGT of ARGs into new hosts through the 

mobilome, i.e. mobile genetic elements (MGEs). Acquisition of ARGs via MGEs primarily 

occurs through two mechanisms: conjugation or transduction [20] (section 1.2). Of these 

mechanisms, conjugation is often thought to have the greatest influence on the dissemination 

of ARGs, while transduction is deemed less important [16]. In general terms, studies concerning 

AMR and its dissemination focus either on phage [389,390] or plasmids solely [391]. 

Alternatively, the two are treated collectively [130,392] without a comprehensive comparative 

analysis. This circumstance has created a knowledge gap whereby the contributions of 

plasmids and phages as independent entities to AMR transmission within complex 

communities, such as those found in biological BWWTPs, is largely unknown. 

 

To shed light on the evolution, dissemination and potential segregation of AMR within MGEs in 

a WTTP microbial community, we leveraged longitudinal meta-omics data (metagenomics, 

metatranscriptomics and metaproteomics). Samples collected for 51 consecutive weeks over 

a period of 1.5 years, were used to characterize the resistome. We found that several bacterial 

orders such as Acidimicrobiales, Burkholderiales and Pseudomonadales were associated with 

29 AMR categories across all timepoints. Our longitudinal analysis demonstrated that MGEs 

are important drivers of AMR dissemination within BWWTPs and that assessing the activity of 

the ARGs is critical for understanding the underlying mechanisms. More importantly, we reveal 

that MGEs, i.e. plasmidomes and phageomes, contribute differentially to AMR dissemination. 

Furthermore, we observed this phenomenon in clinically-relevant taxa such as the ESKAPEE 

pathogens [393], for which plasmids and phages were exclusively associated with specific 

ARGs. Collectively, our data suggest that BWWTPs are critical reservoirs of AMR which show 

clear evidence for the segregation of distinct ARGs within MGEs especially in complex 

microbial communities. In general, we believe that these findings may provide crucial insights 

into the segregation of the resistome via the mobilome in any and all reservoirs of AMR, 

including but not limited to animals, humans, and other environmental systems. 
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5.2 Methods 

5.2.1 Sampling and biomolecular extraction 

From within the anoxic tank of the Schifflange municipal biological wastewater treatment plant 

(located in Esch-sur-Alzette, Luxembourg; 49° 30′ 48.29″ N; 6° 1′ 4.53″ E) individual floating 

sludge islets were sampled according to previous described protocols [394]. Sampling was 

performed starting on 21-03-2012 till 03-05-2012 in approximately one-week intervals resulting 

in a total of 51 samples. DNA, RNA and proteins were extracted from the samples in a 

sequential co-isolation procedure as previously described [395]. 

5.2.2 Sequencing and data processing for metagenomics and metatranscriptomics 

Paired-end libraries were generated for metagenomics with the AMPure XP/Size Select Buffer 

Protocol following a size selection step recommended by the standard protocol. Libraries for 

metatranscriptomics were prepared from RNA after washing stored extractions with ethanol 

and depletion of rRNAs with the Ribo-Zero Meta-Bacteria rRNA Removal Kit (Epicenter). 

Subsequently, the ScriptSeq v2 RNA-seq library preparation kit (Epicenter) was used for cDNA 

library preparation, followed by sequencing on an Illumina Genome Analyses IIx instrument 

with 100-bps paired-end protocol. Processing and assembly of metagenomic and 

metatranscriptomic reads was done using the Integrated Meta-omic Pipeline [231] (IMP v1.3; 

available at https://r3lab.uni.lu/web/imp/). For the IMP processing, Illumina Truseq2 

adapters were trimmed, and reads of human origin were filtered out, followed by a de novo 

assembly with MEGAHIT [276] v1.0.6. Both metagenomic and metatranscriptomic reads were 

coassembled to increase contiguity of the assemblies [231].  

5.2.3 Identification of antimicrobial resistance genes and association with mobile 

genetic elements 

The assembled contigs from IMP were used as input for PathoFact [396], for the prediction of 

antimicrobial resistance genes, and to annotate MGEs. ARGs were further collapsed into their 

respective AMR categories, as identified by PathoFact in accordance with those provided by 

the Comprehensive Antibiotic Resistance Database (CARD) [43]. Thereafter, the raw read 

counts per ORF, as given by PathoFact, were determined with FeatureCounts [397]. The 

relative abundance of the ARGs was calculated using the RNum_Gi method described by Hu 

et al. [233]. This method was done using the BAM files generated by mapping using samtools 
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[398], both for the metagenomic and metatranscriptomic reads independently, to extract gene 

copy number and transcriptome expression respectively, per sample.  

 

Identified ARGs and their categories were further linked to associated bacterial taxonomies 

using the taxonomic classification system Kraken2 [399]. Kraken2 was run on the contigs using 

the maxikraken2_1903_140GB (March 2019, 140GB) 

(https://lomanlab.github.io/mockcommunity/mc_databases.html) database [399]. Furthermore, 

utilizing PathoFact, ARGs were linked to predicted mobile genetic elements (i.e. plasmids and 

phages) to identify probable transmission of AMR between taxa. Specifically, to link both the 

MGEs and the taxonomy to the ARGs, we mapped the genes to assembled contigs. By 

considering all different predictions of MGEs, a final classification was made based on the 

genomic contexts of the ARGs encoded on plasmids, phages or chromosomes, including 

classification of those that could not be resolved (ambiguous). The ARGs that could not be 

assigned to either the MGEs or bacterial chromosomes were further referred to as unclassified 

genomic elements. 

5.2.4 Metaproteomic sequencing and data analyses 

Raw mass spectrometry files were converted to MGF format using MSconvert [400] with default 

parameters. Metaproteomic search was performed using SearchGUI / PeptideShaker [401] for 

each time point. To generate the databases, each predicted protein sequence file was 

concatenated with the cRAP database of contaminants (common Repository of Adventitious 

Proteins, v 2012.01.01; The Global Proteome Machine) and with the human UniProtKB 

Reference Proteome [402]. In addition, reversed sequences of all protein entries were 

concatenated to the databases for the estimation of false discovery rates (FDRs). The search 

was performed using SearchGUI-3.3.20 [403] with the X!Tandem [404], MS-GF+ [405] and 

Comet [406] search engines and the following parameters. Trypsin was used as the digestion 

enzyme and a maximum of two missed cleavages was allowed. The tolerance levels for 

identification were 10 ppm for MS1 and 15ppm for MS2. Carbamidomethylation of cysteine 

residues was set as a fixed modification and oxidation of methionine’s was allowed as variable 

modification. Peptides with length between 7 and 60 amino acids and with a charge state 

composed between +2 and +4 were considered for identification. The results from SearchGUI 

were merged using PeptideShaker-1.16.45 [401] and all identifications were filtered in order to 

achieve a peptide and protein FDR of 1%. 
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Each predicted protein sequence corresponds with the predicted ORFs generated by the 

Prodigal (version 2.6.3) [204] predictions included in PathoFact. As such predicted protein 

sequences matched the ARG annotation of the ORFs as given by PathoFact.  

5.2.5 Multi-omic integration 

To further improve upon the understanding of the AMR expression and assess its stability 

across time, we estimated the normalized protein index (NPI) per gene, by integrating the multi-

omic data. To estimate the NPI, we first normalized the metatranscriptomic abundance based 

on per gene copy numbers obtained via the metagenomic abundance:  

345	 = 	 36"&1+07&"76"
36"&1&01#$,0%+&76"	/	36"&19"#76"	

 

This, the normalized expression of genes, yields the per copy expression of ARGs within each 

AMR category. Subsequently, the normalized expression was used to standardize the 

metaproteomic abundances for those genes where the necessary data was available.  

5.2.6 MGE partition assessment 

To assess the segregation of MGEs through AMR we determined niche regions and overlap 

using the nicheROVER R package [407]. nicheROVER uses Bayesian methods to calculate 

niche regions and pairwise niche overlap using multidimensional niche indicator data (i.e. 

stable isotopes, environmental variables). As such, using AMR as the indicator data, we 

extended the application of nicheROVER to calculate the probability for the size of the niche 

area of one MGE inside that of the other, and vice versa. We calculated the segregation size 

estimate for each MGE and additionally generated the posterior distributions of μ (population 

mean) for each AMR category in all omics. We further computed the niche overlap estimates 

between MGEs with a 95% confidence interval over 10 000 iterations. 

5.2.7 Data analysis 

Figures for the study including visualizations derived from the taxonomic and functional 

analyses were created using version 3.6 of the R statistical software package [408]. A paired 

two-way ANOVA (Analysis of Variance) within the nlme package was used for identifying 

statistically significant differences for the AMR and taxonomic analyses. Tripartite and Bipartite 

networks were generated using the SpiecEasi [409] R package where a weighted adjacency 

matrix was generated using the Meinhausen and Buhlmann (mb) algorithm, with a nlambda of 
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40, and lambda minimum ratio at 0.001. The analyses were bootstrapped with n=999 to avoid 

overfitting, autocorrelations and false network associations.  The network was further refined, 

selecting for positive edges, with a degree greater than the mean-degree of the initial network. 

The igraph [410] package was used in R to render the graphics for the network.  

5.3 Results 

5.3.1 Longitudinal assessment of the resistome within a WWTP  

To characterize the BWWTP resistome, we sampled a municipal BWWTP on a weekly basis 

over a 1.5 year period (ranging from 21-03-2011 to 03-05-2012) [394,411]. Utilizing the 

PathoFact pipeline we resolved the BWWTP resistome. This analysis revealed the presence 

of 29 different categories of AMR within the BWWTP. Subsequent longitudinal analyses 

highlighted enrichments in aminoglycoside, beta-lactam and multidrug resistance genes 

(Figure 5.1a). Concomitantly, we observed specific shifts in the AMR profiles over time. For 

example, a shift at two timepoints (13-05-2011, 08-02-2012) highlighted a steep increase in 

resistance genes corresponding to glycopeptide resistance.  Other AMR categories, such as 

diaminopyrimidine resistance, exhibited a less drastic but more fluid change in longitudinal 

abundance observable over multiple timepoints.  

 

Additionally, AMR categories were found to persist variable over time (Figure 5.1b). A core 

group of 15 AMR categories in total were identified and found to be present across the 1.5 year 

sampling period. These included aminoglycoside, beta-lactam and multidrug resistance genes, 

which contributed the most to the pool of ARGs. A further six (aminocoumarin, 

aminoglycoside:aminocoumarin, elfamycin, nucleoside, triclosan and unclassified) AMR 

categories were found to be prevalent (>75% of all timepoints), while another three AMR 

categories were moderately (50 - 75% of all timepoints) present over time (Figure 5.1b). Five 

other categories were rarely present within the BWWTP, with resistance corresponding to 

acridine dye only present at six of the timepoints. Altogether, this emphasized that the BWWTP 

resistome varies over time, substantiating the requirement for a longitudinal analysis to obtain 

an accurate overview of the community’s overall resistome.  
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Figure 5.1: Longitudinal metagenomic assessment of AMR. a. ARG relative abundances over time 
within the BWWTP. b. ARG categories at various timepoints categorized in 4 distinct groups based on 
presence/absence: Core (all timepoints), Prevalent (>75% of timepoints), Moderate (50-75% of 
timepoints) and Rare (<50% of all timepoints). 
 

Although the data thus far provided a clear overview of the BWWTP from a metagenomic 

perspective, it did not provide any information regarding AMR expression. We therefore utilized 

the corresponding metatranscriptomic dataset to investigate the expression of identified ARGs 

a 

b 
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and monitor their changes, within the BWWTP, over time. In contrast to the metagenomic data, 

we observed a difference in AMR expression levels for several categories. Aminoglycoside, 

beta-lactam, and multidrug resistance identified at high levels in metagenomic information were 

also highly expressed within the BWWTP (Figure 5.2). However, peptide resistance 

demonstrated the highest expression levels of all the AMR categories. We further investigated 

which ARG subtypes contributed to the identified peptide resistance category and found that 

~90% of the expressed peptide resistance was directly contributed by a single resistance gene, 

YojI (Appendix B.4: Supplementary figure 5.1), typically associated with resistance to 

microcins [412] a potential adaptive strategy amongst the microbial populations in the BWWTP 

against these specific stressors. 

 

Figure 5.2: Longitudinal metatranscriptomic assessment of AMR. Relative abundance levels of 
expressed AMR categories over time within the BWWTP 

5.3.2 Microbial populations and co-occurrence patterns of AMR  

Based on the previously identified microbial community [394], we hypothesized that the 

abundant and prevalent bacterial orders such as Acidimicrobiales were major contributors to 

the abundance in ARGs observable via metagenomics. To further investigate the contribution 

to AMR by the distinct microbial populations, we linked ARGs to the contig-based taxonomic 

annotations of the assemblies. Herein, we identified a wide variety of taxonomic orders 

contributing to AMR, with multiple orders often contributing to the same resistance categories 

(Appendix B.4: Supplementary figure 5.2). Overall, taxa belonging to Acidimicrobiales, 

followed by Burkholderiales, were found to encode most of the ARGs (Figure 5.3a). 
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Additionally, the abundance of ARGs linked to taxonomy varied over time. This was most 

noticeable during a five-week period (autumn: 02-11-2011 to 29-11-2011), where a decrease 

in abundance in ARGs linked to Acidimicrobiales and Bacteroidales was observed coinciding 

with an increase in ARG abundance in Pseudomonadales and Lactobacillales. 

 

Since the family Acidimicrobiales was found to be linked to the highest abundance in ARGs, 

we further resolved the taxonomic affiliation and identified the species Candidatus Microthrix 

parvicella (hereafter known as M. parvicella) to be the main contributor to AMR. M. parvicella 

was previously found to dominate this microbial community [411] and is a well-characterized 

bacterium commonly occurring in the BWWTP [413]. Overall, aminoglycoside, beta-lactam, 

multidrug and peptide resistance were found to be abundant in this species (Figure 5.3b), with 

aminoglycoside resistance demonstrating the highest expression levels as confirmed through 

metatranscriptomic analysis (Figure 5.3c). Although it was not surprising to find a high 

abundance of ARGs linked to this species, the longitudinal variation in the abundances of these 

ARGs was nevertheless surprising (Figure 5.3b). Furthermore, coupled to a decrease in the 

abundance of M. parvicella itself [411], we observed an almost complete decrease in ARGs at 

two timepoints (23-11-2011 and 29-22-2011). However, the M. parvicella population recovered 

to levels resembling the earlier timepoints in conjunction with the abundances in ARGs towards 

the end of the sampling period (Figure 5.3a-b), underlining their overall contribution to AMR 

within this BWWTP.  Alternatively, it is plausible that the dominance of M. parvicella is 

attributable to the encoded ARGs, which in turn, may confer a fitness advantage. 

 

In order to determine whether the abundances in ARGs may be directly associated with the 

community composition and population sizes over time, co-occurrence patterns between ARG 

subtypes and taxa (genus level) were explored using the metagenomic data. Bipartite network 

analyses (Figure 5.3c) demonstrated that ARGs, within or across ARG types and microbial 

taxa, showed clear and distinct co-occurrence patterns within the BWWTP. These patterns 

indicated a strong segregation of distinct, taxa specific ARG subtypes within the BWWTP 

community over time. One clear example was that of M. parvicella which encoded different 

aminoglycoside resistance genes (Appendix B.4: Supplementary figure 5.3). Thus, the 

abundance of this bacterium along with the aminoglycoside ARGs were highly correlated.  
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Figure 5.3: Microbial population-linked AMR. a. Longitudinal ARG relative abundance levels linked to 
their corresponding microbial taxa (order level). b. Relative abundance of ARG categories linked to 
Candidatus Microthrix parvicella. c. Bi-partite network depicting co-occurrence patterns of individual 
ARGs and microbial taxa on genus level.  

a 

b 

c 



91 
 

5.3.3 Monitoring pathogenic microorganisms within BWWTPs 

In conjunction with the families observed within BWWTPs, we also found that certain ESKAPEE 

pathogens [393], such as Klebsiella spp. and Pseudomonas spp., demonstrated co-occurring 

patterns with ARGs (Figure 5.3c).  

 

As previously mentioned, BWWTPs represent a collection of potentially pathogenic 

microorganisms originating from, among others, the human population. Moreover, evidence 

suggests that ARGs from environmental and commensal bacteria can spread to pathogenic 

bacteria through HGT [20]. Therefore, we assessed the acquisition and dissemination of AMR 

in the extended priority list of pathogens (Table 5.1), characterized as such by the WHO [414], 

using both metagenomics and metatranscriptomics. 

  

Table 5.1: WHO priority list for research and development of new antibiotics for antibiotics-

resistant bacteria [414]. 

Bacteria Priority Organism 
detected 

Resistance 
detected 

Acinetobacter baumannii Critical + + 

Pseudomonas aeruginosa Critical + + 

Enterobacteriaceae Critical + + 

Enterococcus faecium high + + 

Staphylococcus aureus high + + 

Helicobacter pylori high + + 

Campylobacter spp high + - 

Salmonella spp high + + 

Neisseria gonorrhoeae high + - 

Streptococcus pneumoniae medium + + 

Haemophilus influenzae medium + - 

Shigella spp medium + + 

  

Of the identified pathogens (Table 5.1), we found that Pseudomonas aeruginosa, both encoded 

and expressed the highest abundance of ARGs, followed by Acinetobacter baumannii, over 



92 
 

time within the BWWTP (Figure 5.4). Moreover, an increase in ARG abundance and 

expression was observed in Pseudomonas aeruginosa during the time period, during which the 

otherwise dominant M. parvicella demonstrated reduced abundance (Figure 5.3a, Figure 5.4). 

 

 
Figure 5.4: Assessment of AMR associated with clinical pathogens. ARG relative abundance 
encoded and expressed by clinical pathogens over time within the BWWTP. 

5.3.4 Differential transmission of antimicrobial resistance via mobile genetic elements 

As previously described [182,415], the mobilome is a major contributor to the dissemination of 

AMR within a microbial community. Consequently, to understand (i) the role of MGE-mediated 

AMR transfer within the BWWTP, and (ii) to identify differential contribution of the mobilome to 

the dissemination of AMR, we identified both plasmids and phages within the metagenome and 

linked these to the respective ARGs. Overall, we found that plasmids contributed to an average 

of 10.8% of all ARGs, while phage contributed to an average of 6.8% of all resistance genes, 

confirming the general hypothesis that conjugation has the greatest influence on the 

dissemination of ARGs [20]. This phenomenon, however, varied across time within the 

BWWTP (Figure 5.5a). 

 

When investigating the dissemination of AMR via MGEs, most reports typically focus on either 

phages or plasmids individually, or both as collective contributors to transmission [416]. To date 

and to our knowledge, the respective contributions of phage and plasmid to AMR transmission 
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have not been subjected to a comprehensive comparative analysis. To facilitate a systematic, 

comparative view of MGE-mediated AMR, we assessed the segregation of MGEs with respect 

to AMR and found that phages and plasmids contributed differentially to AMR. Specifically, we 

found a significant difference in six AMR categories when comparing ARGs encoded by phages 

and plasmids (Figure 5.5b). Aminoglycoside, bacitracin, MLS (i.e. macrolide, lincosamide and 

streptogramin) and sulfonamide resistance were found to be primarily encoded by plasmids, 

whereas fosfomycin and peptide resistance were found to be associated with phages. 

To further understand AMR in relation to the community dynamics, we investigated the 

abundance and segregation of the above-mentioned significant resistance categories at 

different timepoints within the BWWTP. We observed ARG abundances varied over time both 

in phages (Figure 5.5c) as well as plasmids (Figure 5.5d). For instance, the abundance in 

aminoglycoside and sulfonamide resistance, which was encoded primarily by plasmids 

(Appendix B.4: Supplementary figure 5.4a), fluctuated widely over time in both phages and 

plasmids (Figure 5.5c). Additionally, plasmid-mediated sulfonamide resistance was reduced at 

23-11-2011, followed by its highest abundance a week later (20-11-2011), while subsequently 

again decreasing. Similarly, in line with the above observations, fosfomycin and peptide 

resistance genes, while segregating within phages, demonstrated significant fluctuations over 

time (Figure 5.5d). In addition to the metagenome, we also contextualized the localization of 

the expressed ARGs within MGEs based on the metatranscriptomic information. Specifically, 

we found that plasmids demonstrated a significantly increased expression of aminoglycoside 

along with bacitracin and sulfonamide resistance genes, while the expression of glycopeptide, 

mupirocin and peptide resistance genes were primarily enriched in phages (Figure 5.6a). 

These observations pertaining to plasmid-mediated AMR were in line with the metagenomic 

findings (Figure 5.5b). Only peptide resistance was observed to be expressed via phages in 

contrast to the differential enrichment of fosfomycin resistance observable in the metagenomic 

data. 
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Figure 4.5: MGE-derived AMR within the BWWTP resistome. a. Overall relative abundance of MGEs 
encoding ARGs. b. Boxplots depicting significant (adj.p < 0.05, Two-way ANOVA) differential 
abundances of ARGs encoded by plasmids vs phages. c. Relative abundance of the 6 significantly 
different AMR categories encoded on phages over time. d. Relative abundance of the 6 significantly 
different AMR categories encoded on plasmids over time.  

a 

b 

c 
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5.3.5 Taxonomic affiliations of MGE-derived resistance genes 

When assessing the differential contributions of MGEs to AMR, we found congruency between 

plasmids and phages to the AMR categories and taxonomic affiliations (Figure 5.6b). For 

example, in the metagenomic data MGEs (phage and plasmid) were predominantly associated 

with the same AMR category and subsequently the same taxa. However, some exceptions 

were observed with specific taxa associated with AMR either through plasmids or phages. For 

instance, MLS resistance in Bacteroidales and Nostocales was mediated solely through 

plasmids, whereas the same resistance category was mediated by phage in Bifidobacteriales, 

indicating a mechanistic basis for the segregation of AMR between taxa and MGEs. 

 

As most bacteria harbor MGEs, we queried whether the MGE-mediated AMR categories were 

linked to the abundance of some of the earlier reported taxa. Interestingly, we found that 

peptide resistance encoded by M. parvicella was solely associated with phages, while 

aminoglycoside resistance was primarily correlated with plasmids (Appendix B.4: 
Supplementary figure 5.4b). Other highly abundant taxa such as Pseudomonas and 

Comamonas (Appendix B.4: Supplementary figure 5.4c-d), on the other hand, were 

correlated with sulfonamide resistance in addition to aminoglycoside resistance encoded on 

plasmids (Figure 5.6b). This was further reflected within the metatranscriptome data where in 

taxa such as Acidimicrobiales the expression levels of aminoglycoside resistance were solely 

associated with plasmids (Appendix B.4: Supplementary figure 5.5a). Additionally, in the 

Burkholderiales family, peptide and glycopeptide resistance were found to be expressed 

through phages (Appendix B.4: Supplementary figure 5.5b). 

 

We also found a clear segregation of the mobilome with respect to individual pathogens in the 

metagenome. Interestingly, plasmids were exclusively associated with AMR in six out of the 

fourteen relevant taxa (Figure 5.6c). These included Streptococcus pneumoniae, 

Staphylococcus aureus, Shigella flexneri, Klebsiella pneumoniae, Enterobacter kobei and 

Enterobacter hormaechei. Furthermore, the plasmids were also associated with conferring 

peptide, multidrug, MLS, beta-lactam, fluoroquinolone, bacitracin, aminoglycoside, 

aminoglycoside:aminocumarin and sulfonamide resistance. Phages were exclusively 

associated with glycopeptide and aminoglycoside resistance in Salmonella enterica. Overall, 

our results revealed for the first time the key segregation patterns of AMR via the mobilome in 

taxa that are of relevance to human health and disease. Moreover, substantiating the 

metagenomic data, the pathogenic bacteria S. pneumoniae, S. aureus, K. pneumoniae, E. 



96 
 

kobei and E. hormaeche were found to express ARGs solely associated with plasmids (Figure 
5.6c). Collectively, these findings represent an imminent threat to global health due to their 

potential for dissemination across reservoirs. 

 
Figure 5.6: Taxonomic affiliations of MGE-derived resistance genes. a. Boxplot depicting significant 
differential abundance (adj.p < 0.05, Two-way ANOVA) of ARGs expressed in plasmids vs phages. b. 
Tripartite network assessing the association of MGE-derived ARGs with the microbial taxa, Thickness of 
the lines representing potential niche-partitioning of the AMR category to one MGE over the other. Color 
of the line representing which MGE the AMR is linked to: green (phage), blue (plasmid) or black (both 
phage and plasmid) Asterisk denominated taxonomic orders which include known clinical pathogens. c. 

a b 

c 
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Alluvial plot depicting relative abundance of MGE-derived ARGs encoded (metagenome) and/or 
expressed (metatranscriptome) by clinical pathogens.  

5.3.6 Metaproteomic validation of AMR abundance and expression 

In order to validate our findings with the expression (metatranscriptomic) analyses on the 

BWWTP, we further used the corresponding metaproteomic data to offer complementary 

information at the protein level. Similar to the metagenome data we found protein expression 

linked to aminoglycoside, beta-lactam and multidrug resistance, over time within the BWWTP 

(Appendix B.4: Supplementary figure 5.6). Proteins linked to multidrug resistance especially 

were found to increase over time. 

 

To further improve upon the understanding of the AMR expression and assess its stability 

across the time, we estimated the normalized protein index (NPI) per gene, as discussed in the 

Methods, by integrating all of the multi-omic data. The estimated NPI demonstrated stable 

levels of aminoglycoside and multidrug resistance within the BWWTP (Figure 5.7a). 

Specifically, proteins conferring multidrug resistance were found to increase over time, which 

is in line with the gene- and expression-level observations. Furthermore, we contextualized the 

normalized proteins conferring AMR to their localization on MGEs. We identified five resistance 

categories, i.e.  aminoglycoside, beta-lactam, sulfonamide, multidrug and tetracycline 

resistance, to be expressed through MGEs (Figure 5.7b). Of these categories we found that 

aminoglycoside resistance, in concordance with the gene and expression levels, was 

significantly higher mediated through plasmids compared to phages.  We further found that the 

MGE-mediated AMR categories were associated with specific microbial taxa. with plasmid-

mediated aminoglycoside resistance found to be strongly associated with the previously 

mentioned M. parvicella (Figure 5.7b). On the other hand, we did not identify any peptides 

associated with the ESKAPEE pathogens via metaproteomics. 
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Figure 5.7: Integrative multi-omic assessment of AMR. a. Metagenomic and metatranscriptomic 
normalized protein levels linked to AMR within the WWTP over time. b. Tripartite network assessing the 
normalized protein levels derived from MGEs and associated taxa. Boxplots depicting significant 
differential (adj.p <0.05, Two-Way ANOVA) abundance of aminoglycoside resistance in plasmid versus 
phage in Candidatus Microthrix parvicella.  

5.4 Discussion 

The surveillance of wastewaters for the identification of microbial molecular factors is a critical 

tool for identifying potential pathogens. This has been highlighted recently with the tracking of 

SARS-CoV-2 within wastewater treatment plants to assess viral prevalence and load within a 

given community [417]. Such approaches have also been employed for screening for 

antimicrobial resistance at a population level [418,419]. So far, several studies 

[177,383,420,421] have characterized the proliferation of ARGs and antibiotic resistant bacteria 

in BWWTP. Szczepanowski et al. [420] identified 140 clinically relevant plasmid-derived ARGs 

in a BWWTP metagenome while Parsley et al. [421] characterized ARGs from bacterial 

chromosomes, plasmids and in viral metagenomes found in a BWWTP. Further studies have 

a 

b 



99 
 

shown that conventional BWWTP processes at best only partially remove ARGs from the 

effluent and may find their way into the urban water cycle [422–424]. Wastewater treatment 

plants, therefore, are crucial reservoirs of AMR, whose monitoring may allow for early-detection 

of AMR within the human population feeding into the system. Here, we leveraged a systematic 

and longitudinal sampling scheme from a BWWTP to identify diverse AMR categories prevalent 

within the BWWTP microbial community. In line with the studies by Szczepanowski et al. [420] 

and Parsley et al. [421], we found up to 29 AMR categories with several ARGs within the 

BWWTP. More importantly, and unlike the previous studies, we linked the identified ARGs to 

clinically-relevant ESKAPEE pathogens, which represent a growing global threat to human 

health. 

 

In our BWWTP samples, we identified a core group of 15 AMR categories that were ubiquitous 

at all timepoints. In line with the above-mentioned reports, the observed core resistance 

categories may reflect their abundance in the surrounding human population [425]. This has 

previously been reported by Pärnänen et al. [426], Su et al. [427] and Hendriksen et al. [177] 

where they showed that BWWTP AMR profiles correlate with clinical antibiotic usage as well 

as other socio-economic and environmental factors. On the other hand, bacteria are known to 

have innate defense mechanisms against inhibitory bacteriocins from other taxa [428]. 

Therefore, one must be cognizant of the phenomenon that the observed core group of AMR 

categories may also be a proxy for the abundance of specific resistant bacteria. Despite this 

observation, it is plausible that both anthropogenic and microbial sources for AMR play a role 

in the observed resistance categories within the BWWTP. Interestingly, we found that several 

AMR categories, including ancillary (prevalent, moderate, and rare) groups, were associated 

with M. parvicella within the BWWTP. Similar to the findings by Munck et al. [150], we found a 

wide range of bacteria associated with AMR categories including Acidimicrobiales, 

Burkholderiales and Rhodocyclales. On the other hand, we report that taxa, including 

ESKAPEE pathogens, belonging to 25 bacterial orders were associated with 29 AMR 

categories, compared to the eight bacterial orders reported previously. 

 

It is important to note that the mobilome plays a critical role in the dissemination of AMR within 

microbial communities. AMR from resistant bacteria within the BWWTP can quickly 

disseminate within the BWWTP [385,392], including transmission from pathogenic to 

commensal species [66,67]. As a result, mediated through HGT, the BWWTP becomes a 

hotspot for resistant bacteria, which are then released back into the receiving environment 
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[429], and eventually the human population [385,430]. Therefore, to limit the dissemination of 

AMR, it is important to understand the role of MGEs within the BWWTP. Our comprehensive 

analyses identified the differential contributions of AMR transmission mediated via phage and 

plasmid (Figure 5.8). Specifically, we identified clear segregation of aminoglycoside, bacitracin, 

MLS and sulfonamide resistance categories with plasmids, while fosfomycin and peptide 

resistance were increasingly encoded and conferred via phages. While the association 

between these AMR categories and plasmids [431–434] or phages [323] are in line with 

previously reported results,  differential analysis between MGEs has not been previously 

reported and has not been performed on multi-omic levels. As such, in this study we report for 

the first time the systematic and extensive comparison of AMR encoded and expressed by 

phages versus plasmids. Our results indicating the segregation of ARGs within the ESKAPEE 

taxa via the MGEs further provide insights into potential modes of AMR transmission among 

pathogens. Though one cannot exclude the possibility of transmission of the above-mentioned 

ARGs via other MGEs, identifying potential segregation of MGEs in the transmission of ARGs 

brings us one step closer to identifying specific transmission paths and limiting the spread of 

AMR. For example, some studies have reported plasmid “curing”, the process by which 

plasmids are removed from bacterial populations, as a strategy against dissemination of AMR 

[435,436]. As described by Buckner et al. [437] plasmid curing, as well as other anti-plasmid 

strategies, could both reduce AMR prevalence, and (re-)sensitize bacteria to antibiotics [437]. 

Combining these strategies with AMR categorization according to preference for specific MGEs 

will give us novel strategies for removing MGE-mediated resistance in the fight against AMR. 

 
Figure 5.8: Separation of MGE-derived AMR within the BWWTP. A graphical summary highlighting 
AMR categories found significantly increased in phage versus plasmid in all three omes. 
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By complementing the metagenomic analyses, metatranscriptomics conferred essential 

information regarding gene expression within the resistome. For instance, when comparing 

AMR expression levels of aminoglycoside, bacitracin, and sulfonamide mediated via MGEs, it 

is noticeable that expression levels in plasmids mirror the genomic content, i.e. they exhibited 

higher levels of expression when compared to phage. On the other hand, glycopeptide and 

mupirocin resistance genes which were highly expressed in phages were not reflected within 

the metagenomic data. Additionally, we found the YojI resistance gene to be more highly 

expressed than any other ARGs. To facilitate resistance against the peptide antibiotic microcin 

J25, the outer membrane protein, TolC, in combination with YojI is required to export the 

antibiotic out of the cell [412]. Microcin J25 belongs to the group of ribosomally synthesized 

and post-translationally modified peptides (RiPPs) and has antimicrobial activity against 

pathogenic genera such as Salmonella spp. and Shigella spp. [438]. Interestingly, it has only 

recently been proposed as a treatment option against Salmonella enterica and has been 

discussed in recent years as a potential novel antibiotic [439]. Based on these results, by 

considering that BWWTPs may reflect both the presence of AMR within the human population 

as well as be a hotspot of dissemination and generation of new AMR, surveillance of BWWTPs 

must be emphasized when developing new antibiotics. Our findings collectively suggest that 

the differential capacity of MGEs to disseminate AMR, coupled with longitudinal and 

expression-level analyses are crucial for monitoring human health conditions. More importantly, 

we report for the first time that BWWTP monitoring for AMR may allow for early detection of 

previously undescribed and previously undescribed resistance mechanisms. 

 

Finally, we applied an integrated multi-omic approach to improve our knowledge on the 

functional potential of AMR and simultaneously validate the abundance and expression findings 

of the ARGs. By normalizing the metaproteomic results with the normalized expression of 

genes we were able to assess the stability of expressed AMR across time. We find that our 

methodology allows for an unbiased assessment of overall expression accounting for gene 

copy abundance and expression. These findings support the notion that the ARGs may serve 

as sentinels or indicators of the presence of particular antimicrobial agents. However, it is 

plausible that we are only identifying the most abundant proteins and/or proteins that are more 

stable over time, and do not capture the entirety of the proteome profiles. Factors such as 

protein decay rates [440] among others, may additionally influence this assessment. 

Irrespective of these observations, we identified segregation of AMR categories with respect to 
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plasmids and phages. Our findings also highlighted the potential for identifying segregation of 

AMR via specific MGEs with an aim towards possible therapeutic and mitigation strategies via 

for example plasmid curing. Furthermore, we demonstrate that longitudinal analyses are 

required to survey AMR within BWWTPs due to the variations in the resistome across time. 

These shifts may either be representative of a shift within the human population itself, which in 

turn could be associated with the concurrent use of antibiotics at a given time, or competition 

within the microbial community. In any case, an independent or static analysis of the various 

time points may show an incomplete view of the BWWTP resistome, thus underlining the 

importance of our longitudinal resistome analyses. Overall, our findings suggest that BWWTPs 

are critical reservoirs of AMR, potentially allowing for early detection and monitoring of 

pathogens and novel resistance mechanisms linked to the introduction of new antimicrobials, 

whilst serving as a model for understanding the separation of MGEs through AMR.  
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Chapter 6. Diversity of the resistome and 
biosynthetic gene clusters in glacier-fed stream 

biofilms 
 
This chapter is based on the following publication submitted for peer-review: 
 
Susheel Bhanu Busi*, Laura de Nies*, Paraskevi Pramateftaki, Massimo Bourquin, Leïla 

Ezzat, Tyler J. Kohler, Stilianos Fodelianakis, Grégoire Michoud, Hannes Peter, Michail Styllas, 

Matteo Tolosano, Vincent De Staercke, Martina Schön, Valentina Galata, Tom Battin, and Paul 

Wilmes (2021). Glacier-fed stream biofilms harbour diverse resistomes and biosynthetic gene 

clusters. Microbiome in review [Appendix A.6] 
 
* Co-first author 
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6.1 Introduction 
Today, antimicrobial resistance (AMR) has become a well-known threat to human health with 

an estimated number of 700,000 people per year dying of drug-resistant infections [68]. The 

dramatic rise of antimicrobial resistance over the past decade has even led to the moniker, 

“silent pandemic” [441]. Therefore, AMR is often directly associated with human impacted 

environments with a global increase in resistant bacteria linked to the over- and mis-use of 

antibiotics [2]. However, contrary to public perception, AMR is a natural phenomenon, which 

has existed for billions of years [1]. Long before the rather recent use of antibiotics in the clinical 

setting, microorganisms have used these, along with corresponding protective mechanisms, to 

establish competitive advantages over other microbes contending for the same environment 

and/or resources [134].  

 

Microbes, in general, produce a range of secondary metabolites with diverse chemical 

structures which in turn confer a variety of functions, including antibiotics [442]. Such secondary 

metabolites including metal transporters and quorum sensing molecules [443,444] are not 

directly associated with the growth of microorganisms themselves but instead are known to 

provide benefits by acting as growth inhibitors against competing bacteria. Consequently, many 

of these natural products have found their uses in industrial settings as well as in human 

medicine as anti-infective drugs [443,445,446]. The biosynthetic pathways responsible for 

producing these specialized metabolites are encoded by locally clustered groups of genes 

known as ‘biosynthetic gene clusters’ (BGCs). Typically, BGCs include genes for expression 

control, self-resistance, and metabolite export [447]. They can, however, be further divided into 

various classes including non-ribosomal peptide synthetases (NRPSs), type I and type II 

polyketide synthases (PKSs), terpenes, and bacteriocins alongside others [446]. NRPSs and 

PKSs specifically have been of interest due to their known synthesis of putative antibiotics 

[448,449]. Furthermore, evidence suggests that within these BGCs at least one resistance 

gene conferring resistance can be found as a self-defense mechanism against the potentially 

harmful secondary metabolites encoded by the BGC [63]. For instance, the tylosin-biosynthetic 

gene cluster of Streptomyces fradiae also encodes three resistance genes (tlrB, tlrC and tlrD) 

[450], while in another example, Streptomyces toyacaensis, the vanHAX resistance cassette is 

proximal to the vancomycin biosynthesis gene cluster, thereby encoding inherent resistance 

[451].  
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Remote and pristine microbial communities provide a rich genetic resource to explore the 

historical evolutionary origins of naturally occurring antibiotic resistance from the pre-antibiotic 

era. Only in few pristine environments with limited anthropogenic influence (e.g., permafrost, 

glaciers, deep sea, and polar regions) can remnants of the above-described ancient biological 

warfare mechanisms still be detected. These ARGs and resistant bacteria evolving in pristine 

environments may therefore be considered the inherent antibiotic resistance present in the 

environment [134].  

 

We have recently reported the genomic and metabolic adaptations of epilithic biofilms to 

windows of opportunities in glacier-fed streams (GFSs) [452]. For example, given the short flow 

season during glacial melt, i.e. summer, the incentive to reproduce quickly while conditions are 

favorable, is high. During these windows of opportunity, the necessity for taxa to not only 

acquire physical niches, but also appropriate resources yields a competitive environment. 

Within these biofilms, we observe complex cross-domain interactions between microorganisms 

to potentially mitigate the harsh nutrient and environmental conditions of the GFSs.  

Additionally, owing to their complex biodiversity [453] and generally oligotrophic conditions 

[454], epilithic biofilms are ideal model systems for understanding BGCs and AMR. While 

oligotrophy may provide the basis for competition over resources amongst microorganisms 

such as prokaryotes and (micro-)eukaryotes. Our previous insights revealed that taxa such as 

Polaromonas, Acidobacteria, and Methylotenera have strong interactions with eukaryotes such 

as algae and fungi [452]. The inherent diversity allows for understanding the influence of AMR 

in microbial interactions. For example, the accidental discovery of penicillin by Alexander 

Fleming in 1928 based on bacterial-fungal interactions, [455], has since been expanded upon 

by Netzker et al. [456]. They reported that microbial interactions lead to the production of 

bioactive compounds including antibiotics that may shape the microbial consortia within a 

community.   

 

Here, to shed light on the role of AMR in shaping microbial communities within (relatively) 

pristine environments, we used high-resolution metagenomics to investigate twenty-one 

epilithic biofilms from glacier-fed streams. These samples were collected from 8 GFSs spread 

across the Southern Alps in New Zealand and the Caucasus in Russia. Herein, we found 29 

categories of ARGs within the GFSs across both bacterial and eukaryotic domains. Importantly, 

most of the AMR was found in bacteria. We also identified antibacterial BGCs that were 

encoded both in bacterial and eukaryotes suggesting extensive intra- and inter-domain 
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competition. Our findings demonstrate that microorganisms within biofilms from pristine 

environments not only encode ARGs, but that they may potentially influence several features 

of epilithic biofilms such as biofilm formation, community assembly and/or maintenance, 

including conferring mechanisms for competitive advantages under extreme conditions.  

6.2 Methods 

6.2.1 Sampling and biomolecular extraction 

Eight GFSs were sampled in early- to mid-2019 from the New Zealand Southern Alps and the 

Russian Caucasus, respectively, for a total of 21 epilithic biofilms. The biofilm samples were 

collected from each stream reach due to biofilms ranging from abundant to absent, depending 

on stream geomorphology. One to three biofilm samples were collected per reach, taken using 

sterilized metal spatulas to scrape rocks, followed by their immediate transfer to cryovials. 

Samples were immediately flash-frozen in liquid nitrogen and stored at -80 oC until DNA was 

extracted. DNA from the epilithic biofilms was extracted using a previously established protocol 

[457] adapted to a smaller scale due to relatively high DNA concentrations. DNA quantification 

was performed for all samples with the Qubit dsDNA HS kit (Invitrogen). 

6.2.2 Sequencing and data processing for metagenomics 

Random shotgun sequencing was performed on all epilithic biofilm DNA samples, after library 

preparation using the NEBNext Ultra II FS library kit. 50 ng of DNA was enzymatically 

fragmented for 12.5 mins and libraries were prepared with 6 PCR amplification cycles. An 

average insert of 450 bp was maintained for all libraries. Qubit was used to quantify the libraries 

followed by sequencing at the Functional Genomics Centre Zurich on a NovaSeq (Illumina) 

using a S4 flowcell. The metagenomic data was processed using the Integrated Meta-omic 

Pipeline (IMP v3.0; commit# 9672c874 available at https://git-r3lab.uni.lu/IMP/imp3) [231]. 

IMP’s workflow includes pre-processing, contig assembly, genome reconstruction 

(metagenome-assembled genomes, i.e. MAGs) and additional functional analysis of genes 

based on custom databases in a reproducible manner [231].  

6.2.3 Identification of antimicrobial resistance genes, antibiotics biosynthesis pathways 

and BGCs 

For the prediction of ARGs the IMP-generated contigs were used as input for PathoFact [396]. 

Identified ARGs were further collapsed into their respective AMR categories in accordance with 
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the Comprehensive Antibiotic Resistance Database (CARD) [43]. PathoFact uses an HMM-

based search to identify homologous sequences across genomic data, therefore possibly also 

detecting resistance genes within eukaryotic genomic fragments. Subsequently, the raw read 

counts per ORF, obtained from PathoFact, were determined using FeatureCounts [232].  

 

To identify pathways for the biosynthesis of antibiotics, we assigned KEGG orthology (KOs) 

identifiers to the ORFs using a hidden Markov model [285] (HMM) approach using hmmsearch 

from HMMER 3.1 [458] with a minimum bit score of 40. Additionally, we linked the identified 

KOs to their corresponding KEGG orthology pathways and extracted the pathways annotated 

as antibiotic biosynthesis pathways by KEGG. Both the identified ARGs and KEGG pathways 

were then further linked to associated bacterial taxonomies. The bacterial and eukaryotic 

taxonomies were assigned using the PhyloDB and MMETSP databases associated with 

EUKulele (commit# fb8726a; available at https://github.com/AlexanderLabWHOI/EUKulele). 

Consensus taxonomy per contig was then used for downstream analyses including association 

with ARGs.  

  

We further identified BGCs within the MAGs using antiSMASH (ANTIbiotics & Secondary 

Metabolite Analysis SHell) [459] and annotated these using deepBGC [460]. To link BGCs and 

ARGs, we linked the resistance genes to their associated assembled contigs, followed by 

identifying the corresponding bins (MAGs) to which said contigs belonged.  

6.2.4 Data analysis 

The relative abundance of the ORFs was calculated based on the RNum_Gi method described 

by Hu et al. [233]. Figures for the study including visualizations derived from the taxonomic and 

functional analyses were created using version 3.6 of the R statistical software package [289] 

and using the tidyverse package [461]. Alluvial plots  were generated using the ggalluvial 

package [462] while heatmaps were generated using the ComplexHeatmap package [463] 

developed for R.  

6.3 Results 

6.3.1 Antimicrobial resistance in a pristine environment 

We characterized the resistomes of GFS epilithic biofilms and assessed the distribution of AMR 

in twenty-one epilithic biofilm samples, across 8 individual glaciers originating from the 
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Southern Alps in New-Zealand (SA1, SA2, SA3 and SA4) and the Caucasus in Russia (CU1, 

CU2, CU3, CU4). In total, we identified a high number (n=1840) of ARGs within 29 categories 

of AMR, with similar AMR profiles observed across all GFSs (Figure 6.1, Appendix B.5: 
Supplementary figure 6.1), except for SA2 and SA3 where the differences were driven by 

elevated fluoroquinolone, glycopeptide and phenicol resistance, respectively. It is to be noted 

that while ARGs refer to the genes encoding specific resistance, AMR categories derived from 

metagenomic data in this context, typically reflect the functional potential associated with 

respect to the resistance encoded. Of the identified AMR categories, beta-lactam and multidrug 

resistance (i.e. resistance conferring protection against multiple antibiotic classes), followed by 

aminoglycoside resistance, were found to be highly abundant in all samples.  We subsequently 

analyzed the diversity of ARGs within the various resistance categories and found beta-lactam 

resistance to represent the largest resistance category, contributing 930 unique ARGs to the 

resistome. This was followed by multidrug (179 ARGs) and aminoglycoside (176 ARGs) 

resistance (Supp. Table 2). In contrast, some resistance categories such as polymyxin and 

pleuromutilin resistance were only detected at very low levels within the epilithic biofilm 

resistomes.  

 
Figure 6.1: Epilithic biofilms in GFSs harbors a diverse resistome. Relative abundance of 29 AMR 
categories within 21 epilithic biofilms collected from four New Zealand Southern Alps (SA) and four 
Russian Caucasus (CU) GFSs. 
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We further investigated the contribution of microbial populations to the resistome and found 

contributions from both prokaryotes and eukaryotes (Figure 6.2a). Prokaryotes within this 

study refer to bacteria alone, since archaea encoded for an infinitesimal number of ARGs 

(<0.000001% RNum_GI; Methods), and therefore were excluded from further analyses. Among 

the eukaryotes, the phylum Ochrophyta (algae) was the dominant contributor and encoded 

most of the AMR categories (Figure 6.2b, Appendix B.5: Supplementary figure 6.2a). In 

bacteria, AMR was more evenly distributed with most of the phyla encoding ARGs across all 

categories (Figure 6.2b). However, members of the Alphaproteobacteria, Betaproteobacteria, 

and the Bacteroidetes/Chlorobi group encoded the highest overall ARG abundance (Figure 
6.2b, Appendix B.5: Supplementary figure 6.2b). Additionally, AMR categories such as 

aminoglycoside, beta-lactam, glycopeptide and rifamycin resistance (among others) were 

widely distributed in both bacteria as well as among the eukaryotes. On the other hand, 

categories such as aminocoumarin, bacitracin, and diaminopyrimidine resistance were found 

to be primarily encoded by bacteria.  

 
Figure 6. 2: Taxonomic affiliation of AMR in GFSs epilithic biofilms. a. Bar plots depicting the relative 
abundance of bacteria and eukaryotes encoding ARGs. b. Phylum-level representation of the AMR 
abundances across bacteria and eukaryotes. Size of the closed circle indicated the normalized relative 
abundance (Rnum_Gi; see Methods), whereby the color represents individual phyla.  

a b 
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6.3.2 Antibiotic biosynthesis pathways and biosynthetic gene clusters 

As described above, beta-lactam, multidrug and aminoglycoside resistance were the most 

abundant resistance categories within GFS epilithic biofilms. This was not surprising as beta-

lactams and aminoglycosides are natural and prevalent compounds [464,465]. Furthermore, 

multidrug resistance is typically conferred via efflux machineries which were also common in 

the GFS epilithic biofilms. These typically serve dual purposes in particular for protein export 

within most bacteria [466]. Based on these results, it is therefore highly likely that pristine 

environments such as GFSs potentially reflect the spectrum of natural antibiotics and their 

resistance mechanisms, reinforcing their capacity to serve as natural baselines for assessing 

enrichments and spread of AMR.  

 

To further understand if these encoded resistance genes reflected natural antibiotic pressure, 

we investigated pathways associated with antibiotic biosynthesis using the KEGG database 

[214]. In total, we identified seven different pathways corresponding to the biosynthesis of 

macrolides (MLS), ansamycins, glycopeptides (vancomycin), beta-lactams (monobactam, 

penicillin and cephalosporin), aminoglycosides (streptomycin), and tetracyclines, which were 

present in various abundances in all samples (Appendix B.5: Supplementary figure 6.3a). 

Importantly, the identified antibiotic synthesis genes thereby corresponded to the resistance 

categories identified within the epilithic biofilms. Interestingly, in most of the GFSs, antibiotic 

biosynthesis was primarily encoded by bacteria spanning multiple phyla (Appendix B.5: 
Supplementary figure 6.3b-c). Exceptions to these were GL11 and GL15 in which 

biosynthesis pathways were equally distributed among eukaryotes, specifically Ochrophyta, in 

addition to bacteria.  

 

To further validate our observations, we assessed the abundance of BGCs, which are known 

to encode genes for secondary metabolite synthesis, including antibiotics. We found six 

different structural classes of BGCs by annotating 537 medium-to-high quality (>50% 

completion and <10% contamination) bacterial and 30 eukaryotic MAGs using antiSmash [459] 

and DeepBGC [460]. Using this ensemble approach, we identified one or more BGCs in most 

bacterial (n=490, ~91% of all bacterial MAGs) and eukaryotic (n=28) MAGs. Of these BGCs, 

those annotated with an antibacterial function were dominant across the microbial populations, 

represented here by the MAGs, and were found across all phyla (Figure 6.3a). Overall, a wider 

variety of BGCs associated with cytotoxic activity, inhibitory, and antifungal mechanisms were 

also identified in bacteria. Eukaryotes, on the other hand, encoded a high prevalence of 
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antibacterial BGCs (~93% of all eukaryotic MAGs) (Figure 6.3a). We further annotated those 

BGCs identified as antibacterial to determine their subtypes and found that most of them were 

‘unknown’ (Figure 6.3b). However, other identified subtypes include ribosomally synthesized 

and post-translationally modified peptides (RiPPs) such as bacteriocins, along with NRPs, PKs, 

and terpenes.  

Figure 6.3: Biosynthetic gene clusters indicate the resistome potential. a. Heatmap depicting the 
overall abundance of BGCs identified across bacterial and eukaryotic MAGs. The respective phyla are 
listed on the left while the colored legend represents the taxonomic order. b. In-depth characterization 
of the ‘antibacterial’ BGCs found within all phyla and orders across medium-to-high quality MAGs.  
 

According to the resistance hypothesis [63], within or close to, each BGC there is at least one 

gene conferring resistance to its encoded secondary metabolite. To test this, we assessed 

whether the MAGs encoding a BGC also encoded corresponding ARGs. In line with this 

hypothesis, we identified BGCs and their respective resistance genes in close proximity to each 

other through their localization on the same contig. Consequently, we identified various BGCs 

encoded together with ARGs in both the bacterial and eukaryotic MAGs. For example, we found 

that an antibacterial BGC was encoded by Flavobacterium spp. on the same contig as both 

MLS (macrolides, lincosamides and streptogramin) and beta-lactam resistance genes (Figure 
6.4). Incidentally, we also found that a candidate phyla radiation (CPR) bacterium (Aalborg-

a b 
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AAW-1; phylum Patescibacteria) also encoded both antibacterial BGC and MLS resistance on 

the same contig.  

 
Figure 6.4: Association of BGCs with AMR. Alluvial plots depicting the taxa where both BGCs and 
AMR were found adjacently on the same contig. Colors indicate genera associated with the MAGs. 

6.4 Discussion 

Microbial reservoirs in pristine environments, with little to no impact from anthropogenic 

selection pressures, provide the opportunity to investigate the natural propensity and linked 

evolutionary origins of AMR. Here, by leveraging high-resolution metagenomics on twenty-one 

epilithic biofilms, we assessed the resistomes of eight individual GFS epilithic biofilms. 

 

To date, while many studies have looked for novel antibiotics and resistance genes in pristine 

environments such as the deep sea [467] or the polar regions [146], few have explored the full 

diversity of antibiotic resistance in such environments [468,469]. Van Goethem et al. [470] 

identified 117 naturally occurring ARGs associated with multidrug, aminoglycoside and beta-

lactam resistance in pristine Antarctic soils. Similarly, D’Costa et al. [1] identified a collection of 
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ARGs encoding resistance to beta-lactams as well as tetracyclines and glycopeptides in 

30,000-year-old Beringian permafrost sediments. In agreement with these previous studies, we 

identified 29 AMR categories, including the previously mentioned resistance categories, in the 

studied biofilm communities. Among these, the highest ARG abundance was associated with 

aminoglycoside and beta-lactam resistance. Our study further suggests that although the 

overall abundance differs, the epilithic resistome was highly similar in all GFSs, independent of 

origin (i.e. New Zealand or Russia). Furthermore, our results agree with the results obtained in 

other resistomes identified in pristine environments such as Antarctic soils and permafrost in 

terms of the identified ARGs. Unlike previous studies, where ARGs were primarily associated 

with bacteria, we report for the first time that AMR was associated with both bacteria and 

eukaryotes in various abundances in environmental samples including GFSs. A previous study 

by Brown et al. [471] reported that the IRS-HR (isoleucyl-tRNA synthetase - high resistance) 

type gene conferring resistance against mupirocin was identified in Staphylococcus aureus. 

More importantly, they suggested that horizontal gene transfer led to the acquisition of IRS-HR 

genes by bacteria from eukaryotes [471]. Despite these early reports, the contribution of 

eukaryotes to most resistomes, including from pristine environments, has largely been 

unexplored thus far. An exception to this was the report by Fairlamb et al. [472] who identified 

eukaryotic drug resistance, especially encoded by fungi (Candida and Aspergillus) and 

parasites (Plasmodium and Trypanosoma). However, most of these modes of resistance were 

highly specific towards particular drug treatments [472]. Our results specifically revealed that 

taxa from the phylum Ochrophyta encoded resistance to 28 AMR categories and this was also 

reflected in other (micro-)eukaryotes.  

 

Apart from encoded resistance mechanisms, microalgae such as Ochrophyta have been of 

interest as a source of (new) antimicrobial compounds [473,474]. In line with this, Martins et al. 

suggested that extracts from different microalgae may potentially serve not only as 

antimicrobial agents, but also as anti-cancer therapeutics. However, our present results 

suggest that these taxa may also serve as environmental reservoirs for AMR itself. It is however 

presently unclear whether this phenomenon confers advantages with respect to niche 

occupation and protection against bacterial infection as well as whether the eukaryotes are 

sensitive to the antibiotics produced by them. 

 

Studies delving into the origins of AMR have reported that fecal pollution may explain ARG 

abundances in anthropogenically impacted environments [475]. This phenomenon was also 
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observed by Antelo et al. [476] and others [477] who detected ARGs in soils in Antarctica, 

especially in proximity to scientific bases. Although it is plausible that some of the GFSs 

sampled in our study may indeed be under anthropogenic influence, in pristine environments, 

AMR is most likely derived from natural antibiotics produced by microorganisms as a 

competitive advantage. Microorganisms acquire resistance either as a protective measure 

against other microorganisms [7,61] or as a self-defense mechanism to prevent inadvertent 

suicide by damaging metabolites [63]. Accordingly, we found both antibiotic biosynthesis 

pathways and BGCs within the epilithic resistomes. We identified pathways for the biosynthesis 

of glycopeptides, beta-lactams, and aminoglycosides, among others, concurrent with the high 

abundance of ARGs against said antibiotics. Additionally, we identified BGCs with a predicted 

antibacterial function in both eukaryotes and bacteria. While a limited number of studies such 

as Waschulin et al. [478] and Liao et al. [479], have shown BGCs in pristine environments, 

none of these studies have contextualized the co-occurrence of BGCs with AMR. Hence, we 

not only found that most of our MAGs contain BGCs, of which many have an antibacterial 

function, but also found all MAGs to encode multiple resistance genes. Additionally, we found 

several BGCs closely localized to ARGs on the same contig, thereby indicating an immediate 

self-defense mechanism against the encoded secondary metabolites. This agrees with the 

resistance hypothesis highlighted by Tran et al. stating that a gene conferring resistance to 

potentially harmful metabolites produced by the organism are to be found within the BGC-

encoding operons [63]. We also observed that the recently identified CPR bacteria [480] (in our 

case, phylum Patescibacteria) not only encoded for AMR but also harbored genes associated 

with the production of molecules with antibacterial effects. Although Patescibacteria have been 

identified in oligotrophic environments [481,482] with carbon and/or nutrient limitations similar 

to those observed for GFSs, it is plausible that their ability to survive with minimal biosynthetic 

and metabolic pathways may indeed depend on the expression of BGCs and AMR. At the time 

of writing, a preprint by Maatouk et al. [483], described the presence of ARGs across publicly 

available CPR bacterial genomes. In addition, we report the identification of AMR within GFS-

derived CPR genomes, likely as a means of competitive inhibition against other taxa. 

Alternatively, biofilms may also allow for collective resistance, tolerance, and exposure 

protection to antibacterial compounds [484]. The AMR and BGCs encoded by most phyla may 

therefore affect cooperation and/or interactions associated with nutrient exchange, leading to 

the privatization of public goods [484]. Such a phenomenon may be achieved due to the 

competition within taxa, both at the intra- and inter-species levels, via secretion of toxins [61] 

and occupying spatial niches [485,486] thereafter. Furthermore, Stubbendieck and Straight 
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previously highlighted the multifaceted effects of bacterial competition which include the 

potential taxation and subsequent increase in bacterial fitness [487]. Thus, the in-situ 

competition within multi-species biofilms may allow for cross-phyla and cross-domain 

interactions whilst simultaneously increasing the overall fitness of the endogenous epilithic 

microbial community. Alternatively, these interactions or lack thereof may shape the overall 

community including spatial organization [488], especially in energy limited systems such as 

the GFSs. 

6.5 Conclusions 

Epilithic biofilms are an integral and key mode of survival in extreme environments such as 

glacier-fed stream ecosystems. Herein, we report that these biofilms provide critical insights 

into the naturally occurring resistome. Our findings demonstrate that intra- and inter-domain 

competition and survival mechanisms shed light on the ecological dimension of microbial 

communities. Furthermore, we reveal the congruence of genes encoding for both BGCs and 

AMR, in both bacteria and eukaryotes. More importantly, we highlight for the first time the 

comprehensive AMR profile of CPR bacteria and of (micro-)eukaryotes. Collectively, our results 

highlight underlying resistance mechanisms, including BGCs, employed in ‘biological warfare’ 

in oligotrophic and challenging glacier-fed stream ecosystems. 
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Chapter 7. General conclusion and future 
perspectives 

 
Parts of this chapter are based on the following publications submitted for peer-review: 
 
Laura de Nies, Susheel Bhanu Busi, Paul Wilmes (2021). Reservoirs of antimicrobial 
resistance in the context of One Health 
Current Microbiology in review [Appendix A.1] 
 
Valentina Galata, Susheel Bhanu Busi, Benoit Josef Kunath, Laura de Nies, Magdalena 
Calusinska, Rashi Halder, Patrick May, Paul Wilmes, Cedric Christian Laczny (2021). 
Functional meta-omics provide critical insights into long- and short-read assemblies 
Briefings in Bioinformatics [Appendix A.7] 
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7.1 General overview 
Antimicrobial resistance is an ever-present challenge, not necessarily due to the use of 

antibiotics alone, but also due to the role of mobile genetic elements. It is therefore necessary 

to understand the dissemination of antibiotic resistance by characterizing the resistome within 

various environments and to unravel how they act as a reservoir for bacterial pathogens. A One 

Health perspective integrating research on AMR as well as resistant microbes, circulating in 

humans, animals and the environment is therefore crucial to enhance our understanding of the 

complex epidemiology of AMR. In recent years, many studies have used different techniques 

to sample the resistomes of soils, wastewater, as well as human and animal microbiota. While 

many of these studies are focused on specific pathogens or resistance categories, research 

utilizing sequence-based metagenomics provides a comprehensive perspective on all ARGs 

within different microbial reservoirs (section 1.5). Currently, various tools exist for the 

prediction of ARGs in metagenomes, with other tools focusing on the independent prediction 

of MGEs. Consequently, we developed PathoFact, a pipeline for the prediction of antimicrobial 

resistance and virulence factors and their subsequent contextualization to MGEs (Chapter 2). 
However, few metagenomic studies are focused on multiple microbial reservoirs or target only 

one side of the One Health triad. This work presents extensive metagenomic analyses on 

different microbial reservoirs of antimicrobial resistance. 

 

In Chapter 3 we investigated the infant gut resistome and found that the abundance of ARGs 

against (semi-)synthetic agents were increased in infants born via cesarean section compared 

to those born via vaginal delivery at five days after birth. Additionally, we identified horizontal 

gene transfer events, mediated through phage and plasmid, of antimicrobial resistance at an 

early age. In Chapter 4 we further assessed the evolution and consecutive dissemination of 

AMR within the commensal gut microbiome, utilizing a mouse model and a single course 

treatment with an antibiotic cocktail. While plasmids and phages were found to contribute to 

the spread of AMR, we found that integrons represented the primary factors mediating AMR in 

the antibiotic-treated mice. Concurrently, we observed an increase of multidrug resistant 

Akkermansia muciniphila and members of the Lachnospiraceae family. Finally, in Chapters 5 
and 6, to complete the One Health triad, we investigated the environmental resistome, 

comprising both the urban environments, i.e., the WWTP, and a natural environment, i.e. GFS 

biofilms. Utilizing a multi-omics approach, we investigated the WWTP resistome over a 1.5 

years’ time series and found that a core group of fifteen AMR categories were always present. 

Additionally, we found a significant difference in AMR categories encoded on phages versus 
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plasmids indicating that the MGEs contributed differentially to the dissemination of AMR. On 

the other hand, the GFS biofilms represent pristine environments with limited anthropogenic 

influences. Therein, we found that eukaryotes, as well as prokaryotes, may serve as AMR 

reservoirs owing to their potential for encoding ARGs. In addition to our identification of 

biosynthetic gene clusters encoding antibacterial secondary metabolites, our findings highlight 

the constant intra- and inter-domain competition and the underlying mechanisms influencing 

microbial survival in GFS epilithic biofilms.  

7.2 AMR within and across biomes 
Humans, animals, sewage and sludge are considered important reservoirs for ARGs because 

abundant ARGs have been frequently detected in these environments. Over the last decades, 

antibiotic usage, in particular, has increased the prevalence of ARGs in the human and animal 

microbiome. In the natural environment across the globe, resistance is ancient with several 

ARGs found in pristine environments with minimal anthropogenic impact. Consequently, the in-

depth investigation of the diversity and abundances of ARGs in various environments is central 

to establishing the overall picture that is essential for management decision frameworks for 

controlling antibiotic resistance. To enhance our understanding of the evolution and 

dissemination of AMR we systematically resolved different reservoirs of antimicrobial 

resistance as described in the below mentioned chapters.  

 

In the previous chapters we have described the resistome of the infant gut (chapter 3), the 

WWTP (chapter 5), and GFS biofilms (chapter 6). By identifying the resistome within individual 

biomes, we are able to subsequently compare their identity and prevalence against each other. 

This can be further supplemented with publicly available datasets of the adult microbiome and 

livestock (i.e. cow, pig and chicken).  Overall human and livestock resistomes demonstrated a 

higher abundance of ARGs compared to environmental samples (Figure 7.1a). Interestingly, 

the infant resistome at 1 year of age demonstrated comparable AMR abundances to the adult 

resistome. Additionally, together with the GFS biofilms, the urban WWTP demonstrated the 

lowest abundance of AMR. WWTPs have long been known as hotspots of AMR encoding a 

wide variety of AMR categories (section 5.3.1). However, few studies to date have investigated 

the overall AMR abundances between WWTPs and human microbiomes. Nonetheless, 

concordant with our findings both Li et al. [181] and Zhou et al. [489] identified a higher absolute 

abundance of ARGs in human samples compared to WWTP samples. In addition to the overall 

AMR abundances, the similarity of ARG compositions in the different samples, evaluated using 
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non-metric multidimensional scaling (NMDS), revealed that the grouping pattern was primarily 

influenced by the types of environments, with samples of the same environment grouping 

together (Figure 7.1b). Human and environmental samples demonstrated the greatest 

distance, while livestock patterns were closer to human samples. 

 
Figure 7.1: Comparison of the human, animal, and environmental resistome. a. Bar plot depicting 
the relative abundance of AMR in human, animal, and environmental reservoirs. b. Evaluation of the 
ARG composition of the human, animal, and environmental resistome using non-metric multidimensional 
scaling (NMDS). c. Heatmap comparing the abundance of various AMR categories between different 
microbial reservoirs.  

a b 
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Within each microbial reservoir we identified multiple AMR categories and identified which 

resistance categories dominated each respective resistome. Aminoglycoside and beta-lactam 

resistance were found to be prevalent both in the GFS biofilms (section 6.3.1) and WWTP 

(section 5.3.1), while diaminopyrimidine and glycopeptide resistance, among others, was 

found to be abundant in the infant microbiome at 1 year of age (section 3.3.4). Additionally, in 

all reservoirs, multidrug resistance mechanisms were found to be highly abundant. Yet, 

although less prevalent, less abundant resistance categories should not be disregarded. When 

comparing the various resistance categories within different resistomes we observe that 

aminocoumarin and fluoroquinolone resistance are more prevalent in GFS biofilms compared 

to any other microbial reservoir. The same can be observed for sulfonamide and rifamycin 

resistance in the WWTP, while multidrug and mupirocin are especially abundant within the 

infant gut microbiome (Figure 7.1c). Interestingly, Livestock resistomes show similarities with 

both the human and environmental resistomes.  

 

To further compare the similarity of ARGs composition on all three sides of the One Health 

triad, we determine the shared ARGs between all microbial reservoirs. In total 187 ARGs were 

found in every single microbial reservoir. Interestingly, a total of 400 ARGs were identified to 

be unique to the environmental resistome, with 181 unique to GFS biofilms and 89 unique to 

the WWTP (Figure 7.2). Of these resistance categories the majority corresponds to resistance 

against beta-lactams. 
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Figure 7.2: ARG diversity in different microbial reservoirs. Upset plot depicting the unique number 
of antimicrobial resistance genes (ARGs) in different microbial reservoirs. Blue bars representing ARGs 
unique to environmental reservoirs. 
 

Environmental microbial communities tend to be more complex compared to human and animal 

microbiomes. Additionally, as described in section 6.1 microorganisms, especially within 

complex communities, naturally produce and use antibiotics as competitive mechanisms 

against other microbes competing for the same environment and/or resources. Beta-lactams 

in specific are a large group of natural antibiotics which readily can be found in many 

environments. Allen et al. [490], Fonseca et al. [491] and Goethem et al. [470] all reported an 

abundance of known beta-lactam resistance genes and unique homologs in pristine 

environments. Meanwhile, Piotrowska et al. [492], identified a wide diversity, including new 

variants, of beta-lactam resistance genes in WWTPs. Simultaneously, in line with our findings 

in section 5.3.1-5 Majeed et al. [493] reported that a majority of the ARGs conferred beta-

lactam resistance. Our observations suggest that the human and livestock microbiomes have 

the highest absolute abundance of AMR, while the environmental reservoirs have the highest 

diversity of ARGs. Consequently, both the abundance and diversity of resistance genes need 

to be considered when addressing AMR in a One Health context.  
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7.3 Dissemination of MGE-derived AMR 
The development of AMR and the subsequent spread of ARGs within microbial populations 

has to a large extent been enabled by the recruitment of ARG via MGEs. For instance, multiple 

studies such as Botts et al. [494], Wang et al. [495] and Mathers et al. [496] have reported 

multiple transmissible multi-drug plasmids, while Vintov et al. [497] and Gomez-Gomes et al. 

[317] describe phage-mediated AMR transmission. Therefore, it is crucial to identify the 

relationship between ARGs and MGEs. Consequently, in chapter 2 we developed the 

PathoFact pipeline which allows us to contextualize the identified ARGs to their localization on 

phages and plasmids in metagenomic datasets. In chapter 3 we found that both phage- and 

plasmid- encoded ARG were dominant in the infant microbiome during the first year of life, 

independent of birth mode. Additionally, in chapter 5 we found a significant difference between 

plasmid- and phage- derived ARGs within the WWTP.  

 

Anthropogenic factors are important contributors to AMR, as described by Perry and Wright 

[498], who posited the role of the former in the mobilization and dissemination of ARGs. 

Comparing the diverse resistomes, we find that plasmid-encoded ARG is less abundant in GFS 

biofilms compared to either the WWTP or the infant microbiome, or the public datasets of the 

adult and livestock microbiome (Figure 7.3).  This finding is in line with the study by Hughes 

and Datta [499] who concluded that plasmids isolated from pathogenic bacteria predating the 

antibiotic era only rarely encode any ARGs. As GFS biofilms are environments with limited 

anthropogenic contamination it is expected to find a lower abundance of plasmid-encoded 

ARGs compared to anthropogenic environments, i.e. humans and livestock.  

 

In chapter 4 we further assessed the consecutive dissemination of AMR within the commensal 

gut microbiome after a single course antibiotic treatment. Similar to chapters 3 and 5 we 

identified both phage- as well as plasmid- encoded ARGs. However, no significant difference 

was observed in the general abundance of either phage- or plasmid- derived AMR between the 

pre- and post-treatment groups. On the other hand, we found that ARGs that were abundant in 

antibiotic-treated mice were transferred via integrons, of which some were indeed encoded on 

plasmids. Therefore, it can be concluded that integrons, in addition to phages and plasmids, 

are important in understanding dissemination mechanisms of AMR. Supporting this hypothesis, 

Rao et al. [500] reported a significant association between the class 1 integron and specific 

multidrug resistance patterns among Salmonella isolates from human, bovine and swine. While 

Amos et al. [501] found that class 1 integrons conferring resistance were distributed across a 
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diverse range of bacteria. In this regard, though studies have started to characterize AMR 

encoded on integrons, efforts have mainly been limited to amplicons generated by PCR.  

 
Figure 7.3: Association of MGEs with AMR in different microbial reservoirs. Box plot depicting the 
relative abundance of ARGs derived from MGEs, i.e., phages and plasmids.  

7.4 The risk of antimicrobial resistance 
Understanding the environment as a source and dissemination route for ARGs is fundamental 

to identifying risk scenarios for human health. Environments with a large diversity of resistance 

genes not generally present in the human microbiome are potential sources for recruitment of 

ARGs to pathogens. Additionally, other factors, such as gene mobility and host pathogenicity, 

are important to consider when evaluating the risk to human health. For instance, intrinsic 

resistance to the important last-resort antibiotic colistin has long been identified, yet low mobility 

via HGT has limited the clinical impact. On the other hand, the mobilized colistin resistance 

gene, mcr-1, driven by plasmid-mediated HGT has rapidly spread to various pathogenic 

species prevalent in both human and livestock samples [502,503]. As such, based on the 

framework proposed by Zhang et al. [502] to assess the risk of individual ARGs to human health 

one should consider the following criteria: enrichment in human-associated environments, gene 

mobility, and host pathogenicity (Figure 7.4a).  
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Therefore, to assess the risk of AMR in a One Health perspective, we need to compare ARGs 

for those present within human microbial reservoirs, human-associated ARGs, with those 

present only in the environment or in livestock. Moreover, we need to identify which ARGs are 

encoded on MGEs (rank II), and subsequently which MGE-derived ARGs are hosted by 

pathogenic bacteria such as the ESKAPEE pathogens (rank I). When we apply this to the 

microbial reservoirs described within this work, along with publicly available metagenomic 

datasets of livestock and human microbiome, the majority of the resistance genes identified 

are found to be human-associated (Figure 7.4b). Interestingly, a small number of ARGs were 

identified in rank I that were not found to be associated with the human microbiome. However, 

their association to both pathogens and MGEs makes them targets of interest for further study 

as they may easily become a risk to human health. Additionally, a number of ARGs were 

identified that could not be linked to MGEs in any of the microbial reservoirs (rank III). These 

immobile ARGs were found to be mainly environmentally-associated and rarely identified in the 

human microbiome.  

 
Figure 7.4: Risk of AMR. a. Decision tree for ranking the risk of AMR, with Rank III corresponding to 
the lowest risk and Rank I to the highest. Risk is determined by considering the localization of an ARG 
with MGEs and association with pathogens. b. Bar plot depicting the number of ARGs in each risk 
category in addition to association of said ARGs with the human microbiome. 
 

a 

b 
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Furthermore, in addition to the above described ESKAPEE pathogens, we should consider 

other known pathogens representing a risk to human health. For example, the WHO provides 

an extended list of pathogens from medium to critical priority for research and development of 

new antibiotics. In addition to the ESKAPEE pathogens these include Mycobacterium 

tuberculosis, Helicobacter pylori, Campylobacter species, Salmonella species, Neisseria 

gonorrhoeae, Streptococcus pneumonia, Haemophilus influenzae and Shigella species. 

Interestingly, many of these pathogens have been found to encode resistance genes within our 

microbial reservoirs. For instance, beta-lactam (e.g. carbapenem and cephalosporin) and 

aminoglycoside resistant Pseudomonas aeruginosa was observed within the WWTP, while 

multidrug resistant Enterobacteriaceae genera were identified in the human microbiome, 

including the infant microbiome. Interestingly, vancomycin resistant Enterococcus faecium was 

found within the GFS biofilms, consequently revealing the presence of a through WHO 

classified high priority resistance pathogen within a pristine environment.  

 

In conclusion, as we move into an era of extensive molecular surveillance of antimicrobial 

resistance, with an increase in metagenomic datasets regarding a variety of microbial 

reservoirs, it is important to interpret the risks of ARGs rather than simply document their 

presence and concentration. As such, by expanding on metagenomic studies, each further 

study can provide valuable applications by quantifying the risk of ARGs to effectively prevent 

the emergence and the transmission of ARGs into human pathogens.  

7.5 Further perspectives on understanding One Health reservoirs 
Sequence-based metagenomics provides a comprehensive perspective on all ARGs within 

different microbial reservoirs. However, for a comprehensive One Health perspective it is of 

importance to not only identify ARGs within individual biomes but to also compare the 

resistomes of different microbial reservoirs. Within this work we have investigated the resistome 

of various microbial reservoirs spanning the One Health triad and have made further inroads 

to compare the identity and prevalence of ARGs both within and across biomes. 

 

Nonetheless, one major challenge still faced by all One Health studies is attributing the 

directionality of ARGs between various metagenomes. With rare exceptions it is impossible to 

accurately attribute directionality of transmission due to limitations of the existing methods. 

Studies have based evidence on similarity of bacterial and/or plasmid sequences and their 
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ARGs, on the co-occurrence. However, these overlapping patterns do not consider co-

colonization from a shared source, nor allow for interpretation of directionality  

 

As an exception, Mather et al. [504] quantified the relative contributions of animal- and human- 

derived multidrug resistant Salmonella isolates using the phylogenetic association of the 

bacterium and its antimicrobial resistance through the course of an epidemic. Consequently, 

they determined that there was only a limited transmission in either direction, while the 

bacterium and its resistance genes were largely maintained separately within animal and 

human populations [504]. Collectively, to accurately reconstruct patterns of transmission, 

especially the directionality of said transmission, one needs to further combine both 

(meta)genomic data analysis, including phylogenetic analysis, with epidemiological 

approaches [505].  What appears evident is that each AMR reservoir may affect another. This 

is further compounded by the recent discovery of giant extrachromosomal elements such as 

“borgs” in Methanoperedens archaea, which may be capable of augmenting microbial activity 

by encoding putative resistance genes and also via HGT [506]. Thereby, understanding the 

interactions/mechanisms and role of each component contributing to the spread of AMR is a 

critical step in monitoring this ultimate challenge to human health and wellbeing. Therefore, 

recognizing the One Health reservoirs of antimicrobial resistance is an important first-step 

towards this goal. Several methods exist both in vitro and in silico to identify the potential 

resistance genes and categories found in commensal microorganisms alongside well-

characterized pathogens. However, future endeavors including molecular validation of 

identified AMR with the help of meta-omics will be required. Furthermore, combined methods 

incorporating the identity of ARGs, modes of transmission and integration into the individual 

reservoirs, alongside crossover mechanisms may be needed for comprehensive 

characterization of AMR dissemination mechanisms.  

 

Finally, Given the possibility of interactions between humans, livestock, animals, and the 

environment, future studies on human health and disease will benefit from the consequential 

incorporation of One Health reservoirs into all aspects of studies regarding antimicrobial 

resistance. 
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Abstract 8 

The emergence and spread of antimicrobial resistance (AMR), as well as resistant bacteria, is a global threat to public 9 

health due to the inability to comprehensively treat bacterial infections. Through horizontal gene transfer, bacteria can 10 

acquire antimicrobial resistance genes (ARGs) via conjugation using plasmids or through transduction employing phages. 11 

Furthermore, although AMR primarily derives from the use and misuse of antibiotics in humans and animals, the 12 

environment also acts as an important conduit for the emergence and spread of AMR. Thereby, AMR has the potential to 13 

rapidly become a pandemic whereby it is no longer constrained by geographical or human-animal borders. In order to 14 

understand the dissemination of antibiotic resistance, it is therefore necessary to map the resistome (the collection of 15 

ARGs in a given environment or organism) within different microbial reservoirs, and to unravel the extent by which the 16 

transfer of genes to and from de facto and putative human pathogens occurs. The ability to sequence DNA indiscriminately 17 

from environmental, animal and clinical samples represents a paradigm shift in our ability to investigate, identify and 18 

monitor AMR. More specifically, metagenomics allows the investigation of AMR, including the prevalence and spread 19 

of ARGs, within distinct microbial populations without the need to isolate and grow the concerned microorganisms in 20 

pure culture. In general terms, there exists an urgent need to understand the exchange of ARGs within and between biomes 21 

in the context of microbiome-borne pathogenic potential as it relates to human infectious and chronic diseases. 22 
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Introduction 26 

Throughout history, bacterial infections have been a major cause of human disease and mortality. The discovery, 27 

subsequent development, and medical use of antibiotics brought an end to this pre-antibiotic era by providing effective 28 

treatment against bacterial infections. However, the use of antibiotics has gone hand-in-hand with the emergence and 29 

spread of antimicrobial resistance (AMR). Although antibiotic resistance in itself is a prehistoric phenomenon [1], the 30 

over- and mis-use of antibiotics has led to a global and immense increase in AMR over the past decades. As a result, many 31 

bacteria have now acquired resistance against multiple antibiotics which has led to the emergence of multi-resistant 32 

microorganisms, i.e. “superbugs” [2]. This phenomenon, for instance, has led to an overgrowth of pathobionts, encoding 33 

antimicrobial resistance genes (ARGs), causing alterations to the microbiome both in chronic diseases as well as in 34 

infections [3, 4]. Consequently, this threatens human health through the spread of multidrug-resistant bacteria with an 35 

estimated number of deaths, although challenged by some, which may exceed ten million annually by 2050 [5, 6].  36 

Mechanisms of antimicrobial resistance 37 

On the one hand, antimicrobial agents for fighting bacterial infections can be characterized depending on the mechanisms 38 

of their activity, i.e. agents that i) inhibit cell wall synthesis, ii) depolarize the cell membrane, iii) inhibit protein synthesis, 39 

iv) inhibit nucleic acid synthesis, or v) inhibit metabolic pathways [7]. On the other hand, various counteractive 40 

mechanisms have evolved to confer resistance. These can be characterized into categories such as those I) limiting the 41 

uptake of and exposure to antibiotics, II) modifying antibiotic targets through for example mutations, III) directly 42 

inactivating antibiotic molecules, or IV) ensuring their immediate export through active efflux pumps [7]. In this context, 43 

limitations to the uptake of antibiotics are mostly classified as intrinsic resistance. Acquired resistance in turn mostly 44 

utilizes the modification of antibiotic targets, while the inactivation or efflux of antibiotics are both intrinsic and acquired 45 

resistance mechanisms [7]. 46 

 47 

Bacteria have a natural ability which limits the uptake of antimicrobial agents. Specifically, in Gram negative bacteria the 48 

structure and functions of the LPS provide an immediate barrier to antibiotics, thereby conferring an innate resistance [8]. 49 

Gram positive bacteria, on the other hand, lack LPS and resort to mechanisms such as enzymatic degradation of antibiotics 50 

or reducing the affinity and susceptibility of antibiotic target sites [9]. Additionally, other mechanisms to limit uptake of 51 

antibiotics may involve a decrease in the number of porin channels or mutations in the corresponding genes as well as the 52 

formation of protective biofilms  [10, 11]. 53 
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 54 

Specific examples of antimicrobial target modifications include alterations in the structure of antibiotic binding proteins 55 

or mutations therein to prevent antibiotics from binding to those proteins[10, 11]. Additionally, modifications of DNA 56 

gyrase and topoisomerase IV interfere with the antibiotics targeting the nucleic acid synthesis machinery [12], while 57 

further mutations in enzymes generate resistance to antibiotics inhibiting metabolic pathways. Alternatively, upregulation 58 

in the expression of these enzymes confers resistance through competitive inhibition [13]. Besides these mechanisms, 59 

inactivation of the antimicrobial drugs itself can occur, conferring resistance either through actual degradation or through 60 

the transfer of a chemical group to the drug. Lastly, bacteria possess various types of efflux pumps, such as the ABC, 61 

MATE, SMR, MFS and RND transporter families, which enable resistance via efflux of antimicrobial drugs [8].  62 

 63 

With respect to these mechanisms, bacterial resistance can be classified as either natural or acquired resistance [14]. 64 

Natural resistance can be further subdivided into either ‘intrinsic’, which is constantly expressed in a bacterial species, or 65 

‘induced’, in which resistance genes are only expressed upon exposure to antibiotics [12]. Acquired resistance can be 66 

defined as the acquisition of resistance-conferring genetic material through horizontal gene transfer (HGT), e.g. 67 

conjugation or transduction and alternatively via mutations in the chromosomal DNA after antibiotic exposure [15]. In 68 

most cases, ARGs are associated with conjugation events which are the most likely mechanisms for the dissemination of 69 

AMR compared to transduction [16]. Interestingly, the rate of transfer of ARGs via the individual mechanisms is a 70 

complex process involving several factors, not limited to the mode, species of interest, bacterial environment (in vitro or 71 

in vivo), and also the antibiotics [17]. Despite previous reports suggesting low rates of ARG transfer via conjugation [18], 72 

Leclerc et al. [17] reported that an estimated gene transfer rate cannot be generalized across all species and antibiotics 73 

due to the multitude of factors highlighted above.  74 

 75 

Dissemination of antimicrobial resistance through horizontal gene transfer 76 

Horizontal gene transfer (HGT) is key to the evolution and adaptation of bacteria, allowing for the rapid gain of beneficial 77 

traits including ARGs. [19]. Employing HGT, bacteria can acquire ARGs through either conjugation or transduction via 78 

mobile genetic elements (MGEs). In conjugation, plasmids carrying one or more resistance genes are transferred between 79 

microorganisms, while in transduction, bacteriophages encoding ARGs infect bacteria thereby transferring resistance [20]. 80 

The collective MGEs within a given microbiome in this context are defined as the ‘mobilome’. 81 
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 82 

With respect to HGT or ARGs, plasmids represent an optimal vehicle. Plasmids are composed of either circular or linear 83 

DNA distinct from bacterial chromosomal DNA, capable of autonomous replication [21]. Besides encoding for resistance 84 

to most, if not all, major classes of antibiotics, multiple genes conferring resistance to different antibiotic categories can 85 

be found on the same plasmid. This is especially evident in the case of multidrug-resistant Klebsiella pneumoniae, against 86 

which antibiotic combination therapies are ineffective [22][23]. Furthermore, plasmids encoding ARGs are not only found 87 

within pathogenic bacteria but can also be detected in commensals [24]. Generally speaking, the predisposition of a HGT 88 

event has been deduced to depend on ecological and phylogenetic factors [25]. However, as described by Porse et al. [25] 89 

and others [26], in addition to the phylogenetic relatedness of the donor and recipient species, the AMR mechanisms 90 

themselves also act as crucial determinants of gene functionality and fitness cost. The functional compatibility of an ARG 91 

in a new host is dependent on the interaction with the host physiology and metabolism. Consequently, resistance 92 

mechanisms, i.e. drug-modifying enzymes, with limited cellular interactions are more likely to be functionally compatible 93 

and integrate easily into host physiology [25].  These observations suggest that depending on the ARG and the plasmid, 94 

they can be shared between closely and distantly related taxonomic clades, thereby contributing to widespread and rapid 95 

propagation of AMR [25, 27]. Alongside plasmids, integrons, often overlooked, can also play a significant role in AMR 96 

dissemination and prevalence [28]. Integrons, widely distributed and carried by plasmids, can acquire, exchange and 97 

express genes embedded within gene cassettes [29] further promoting their spread within and between microbial 98 

communities [30]. Generally, two distinct groups of integrons have been described, namely chromosomal and mobile 99 

integrons. Chromosomal integrons are encoded by many bacterial species and are also referred to as “super-integrons” 100 

due to their large size and ability to carry up to 2000 gene cassettes [31]. Mobile integrons, on the other hand, are located 101 

on MGEs such as plasmids or phages and have been associated with AMR and the dissemination of resistance among 102 

bacterial populations [28]. Collectively, integrons are efficient tools for bacterial adaptation and play a significant role in 103 

the spread of AMR in conjunction with plasmids. 104 

 105 

Besides plasmids, (bacterio-)phages contribute to the horizontal gene transfer of ARGs via transduction. Transducing 106 

phages mediating AMR can be either virulent or temperate [32]. Upon infection, temperate phages integrate their DNA 107 

into the host chromosome in which the prophage subsequently becomes dormant. When induced by stress factors such as 108 

DNA damage [33] and/or environmental cues [34], the phage will be excised from the chromosome, inducing phage 109 

particle formation and lysis of the host cell [35]. In contrast, lytic phages immediately induce the formation of phage 110 

particles resulting in lysis of the host cell [36]. Additionally, transduction can be further separated into two types: 111 
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generalized or specialized. In generalized transduction, the genetic material is transferred to another bacterial cell where 112 

it is further integrated through homologous recombination. Specialized transduction, on the other hand, results in the 113 

packaging of bacteria DNA into phages at a higher frequency compared to generalized transduction. This lateral transfer 114 

of ARGs through phage-mediated transduction could be an important contributing factor in the global spread of AMR 115 

[37].  116 

Methods for detecting antimicrobial resistance 117 

Traditionally, culture-based methods, such as antimicrobial susceptibility testing (AST), have been, and still are, used in 118 

clinical settings to investigate AMR and resistant bacteria [38]. For phenotypic testing, bacterial isolates are cultured from 119 

samples using either non-selective or selective growth media. Subsequently, the susceptibility of the isolates to antibiotics 120 

is tested to identify AMR. These solid media techniques use Kirby-Bauer disc diffusion or gradient diffusion strips to 121 

measure the zone of inhibition, and thereby provide a proxy for the level of resistance [38, 39]. Although these methods 122 

provide crucial information regarding AMR, they are only suitable for bacteria which are readily culturable using standard 123 

cultivation methods. However, microbial communities such as those inhabiting the human gut are composed of significant 124 

proportions of, at present, difficult to culture or outright unculturable taxa. In this context, the ability to sequence DNA 125 

from samples (clinical and environmental) using high-throughput sequencing methodologies have improved our ability to 126 

investigate and identify AMR. Sequencing-based metagenomics, which involves the study of the total genetic material 127 

(e.g. DNA or RNA) recoverable directly from samples, allows for the genomic analysis of all organisms within a microbial 128 

ecosystem without previous identification [40]. This enables the investigation of the resistome, i.e. AMR, including the 129 

mechanisms and spread of ARGs, without the immediate need to isolate microorganisms.  130 

 131 

Different bioinformatic workflows have been developed to investigate the presence of AMR and MGEs within 132 

metagenomes. These include both read- and de novo assembly-based methods which have been extensively discussed by 133 

Boolchandani et al. [38]. While read-based methods allow for identification of low-abundance AMR genes [38], de novo 134 

assembly strategies enable the genetic contextualization of AMR surveillance, such as their presence on MGEs [41]. Some 135 

of the AMR prediction tools including DeepARG [42], RGI [43], Resfinder [44], ARG-ANNOT [45], and NCBI-136 

AMRFinder [46] can be used for ARG identification, albeit through use of their associated databases. For example, while 137 

DeepARG, RGI and NCBI-AMRFinder use the recently updated CARD database [43], other tools provide custom 138 

versions leading to discrepancies in identified ARGs. Nonetheless, none of the above tools provide information with 139 
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respect to contextualization of ARGs on MGEs which represent critical elements for AMR transmission. Alternatively, 140 

many tools have been developed for the independent prediction of MGEs alone, such as plasflow [47], MOB-suite [48] 141 

and gplas [49] for plasmid identification. For the prediction of phages in general, the following tools exist: DeepVirFinder 142 

[50], VirSorter [51], MARVEL [52] and PPR-Meta [53]. Each of these tools are specialised to allow identification of a 143 

single or limited set of MGEs. While some tools like DeepVirFinder are based on machine-learning methodologies, others 144 

are restricted to databases populated with previously identified MGEs. The former allows for discovery of putatively novel 145 

MGEs, while the latter methods allow for precision and confidence in the identified MGEs. In a One Health context, 146 

bridging together human, animal and environmental health  [54],  it is crucial to study both the prevalence and spread of 147 

AMR simultaneously. Such methods to systematically assess AMR within and between biomes have long remained 148 

elusive [55]. However, to precisely address this gap in methodologies, PathoFact [56] which genomically contextualizes 149 

ARGs, including their localization on MGEs, is applicable. Meanwhile, tools such as MOCAT2 [57] and HUMANn3 [58] 150 

also enable AMR gene identification, however, do not provide any information with respect to MGE contextualization. 151 

In a One Health setting, by combining effective study designs with computational analyses methods, it is thereby now 152 

possible to trace the origins and dissemination of AMR from one reservoir to another using metagenomic sequencing 153 

coupled to de novo reconstruction of genomic fragments. 154 

Microbial reservoirs of antimicrobial resistance 155 

Natural microbial communities, or microbiomes, represent multi-species assemblages which interact in a contiguous 156 

environment [59]. Current evidence suggests that the structure of human and animal microbiomes are shaped by several 157 

factors, including exposure to microorganisms through contacts with exogenous sources (e.g. parents, animals, 158 

environment), specific host-microbe interactions linked in particular to host immune responses, and the outcome of 159 

competitive, cooperative and/or predatory (phage) interactions [60]. Although in recent years an increase in AMR has 160 

primarily been pinned on the use and misuse of antibiotics in humans and in animals, there is strong evidence suggesting 161 

that AMR dissemination is fueled by other factors with the environment being an important conduit [61]. However, AMR 162 

in itself is an ancient phenomenon [1] that has largely evolved in response to natural antibiotics produced by 163 

microorganisms themselves to provide a competitive advantage. As a result of these microorganism interactions bacteria 164 

have developed resistance strategies against these natural products to mitigate competition [62]. Additionally, to avoid 165 

suicide, antibiotic-producing microorganisms themselves often contain at least one gene conferring resistance against the 166 

potentially harmful secondary metabolites that the microorganism produces [63, 64]. Leveraging these naturally available 167 
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compounds produced by bacteria, anthropogenic efforts have led to antibiotic production which are either natural products 168 

of microorganisms, semi-synthetically produced from natural products, and/or chemically synthesized based naturally-169 

available products [65]. Therefore, the use of antibiotics, both natural and (semi-)synthetic, has created unparalleled 170 

conditions for the spread of AMR through various reservoirs.  171 

Human 172 

It has long been recognized that the microbiome affects human health through its influence on gut maturation, immune 173 

responses, digestion of food, and pathogen resistance [66]. A majority of the microorganisms constituting the human 174 

microbiome are commensals contributing to both essential functions and physiological development. However, 175 

commensal and bacteria from the immediate and built environments can also be key distributors of AMR to the microbial 176 

community with the potential to spread to pathogenic bacteria [67, 68].  Recent evidence suggests that ARGs in 177 

environmental bacteria can be taken up by human-associated and pathogenic bacteria [69], thereby posing a considerable 178 

threat to human health. Schmidt et al. demonstrated that the gut microbiota strains found in patients across five countries, 179 

indicated an endogenous transmission, whereby strains found in the oral cavity were transmitted to the gut [70]. 180 

Interestingly, the oral cavity has been reported to be a microbial reservoir contributing to the resistome [71] and it is 181 

plausible that this in turn is linked to the environment itself [72, 73] including sanitary conditions [74]. While sanitary 182 

conditions such as open defecation, access to clean water have been discussed extensively [74],  ARGs were recently 183 

discovered to be transmitted via air [75, 76] in conjunction with a report by Gilbert et al. where ARGs were found  in 184 

airborne bacteria found in a hospital setting [77]. 185 

 186 

During the recent decades, research has predominantly focused on AMR prevalence within clinically-relevant bacteria. 187 

For example, extended spectrum beta-lactamases (ESBL)-producing and carbapenem resistant K. pneumoniae isolates 188 

have been characterized as early as 2001 by Yigit et al. [78]. Similarly, several  studies have reported on the mechanisms 189 

of ESBL- [79–85] and plasmid-mediated AmpC-producing Escherichia coli [86, 87] rendering the bacteria resistant to 190 

third-generation cephalosporins. From a surveillance perspective, Sepp et al. screened 10,780 clinical strains using whole 191 

genome sequencing to investigate the prevalence of ESBL-, AmpC-, and Carbapenemase-producing E. coli across 192 

northern and eastern Europe [88]. Despite a low prevalence of ESBL-, AmpC-, Carbapenemase-producing E. coli strains, 193 

they identified inter-country differences in the distribution and prevalence of resistance genes [88]. Other studies have 194 

included research on carbapenem-resistant Acinetobacter baumannii [89–91] and Pseudomonas aeruginosa [30, 92, 93], 195 

vancomycin-resistant Enterococcus faecium [94, 95], methicillin-resistant Staphylococcus aureus [96–98], penicillin-196 
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resistant Streptococcus pneumoniae [99, 100] as well as fluoroquinolone resistant Salmonella [101, 102] and Shigella 197 

species [103, 104]. More recently, less known human pathogens such as Corynebacterium diphtheriae isolates have been 198 

reported to carry penicillin, macrolide and multidrug resistance [105]. 199 

Livestock, poultry and other animals 200 

In livestock and poultry, especially in food production, antibiotics are used as metaphylactics and prophylactics, for 201 

disease control and treatment, as well as for growth augmentation. On the one hand, metaphylactics involve the treatment 202 

of all animals belonging to the same flock or pen where a clinically sick animal is identified. This is a mitigation strategy 203 

which allows for treatment prior to observable clinical signs of disease, for example, by water-based medication [106] 204 

[107], simultaneously shortening the overall treatment period. Holman et al. investigated the effect of metaphylactic 205 

antibiotic usage of the common veterinary antibiotics (oxytetracycline and tulathromycin) on the bovine fecal and 206 

nasopharyngeal microbiomes. In addition to shifts in the microbial composition after the first five days of treatment, they 207 

found an increase in the relative abundance of several antibiotic resistance genes in both microbiomes at either day 12 or 208 

34 after treatment [108]. Prophylactics, on the other hand, are used to either eradicate a specific pathogen or treat healthy 209 

animals as a preventive measure especially during periods of disease susceptibility, e.g.  early weaning of piglets [107]. 210 

Despite the utility of such treatments including low-dose antibiotics, Agga et al. demonstrated that prophylactic treatment 211 

limited shipping fever in weanling pigs [109], they may however over protracted periods of use result in a selective 212 

pressure yielding resistant bacteria. Consequently, in many countries the use of antibiotics as prophylactic or for pathogen 213 

eradication in livestock is prohibited [107].  214 

 215 

Apart from their use in infectious disease management, antibiotics are also used as growth promoters, whereby 216 

industrialized animal production includes antibiotics as feed supplements [110]. The low concentrations of antibiotics, 217 

similar to the levels used in prophylactics, additionally raises the possibility of emergent resistant bacteria due to longer-218 

term selective pressure. In this context, in a five-year longitudinal study, Aarestrup et al. investigated the use of growth 219 

promotion in pigs and broilers. They found a concomitant increase in AMR in Enterococcus spp. isolated from the 220 

animals. Moreover, the mitigation of AMR was associated with the banning of antibiotics as growth promoters over the 221 

years [111], strongly suggesting the need for measures to reduce the emergence of resistant bacteria.  222 

  223 

Even though the emergence of resistant pathogens is a critical consideration, of more immediate concern is the spread of 224 

ARGs from the animal microbiome to human microbiota through the acquisition of AMR gene complements. Such spread 225 

169



 

9 
 

can occur via multiple routes, one of which is the direct transmission through food products, i.e. meat and eggs, especially 226 

through confined animal feeding operations (CAFOs). Multiple studies have reported food animals as a source of AMR.  227 

Examples include multidrug-resistant Salmonella from poultry [112], cephalosporin resistant E. coli from veal calves 228 

[113] and carbapenem resistant E. coli from pigs [114, 115] to name a few. In a study by Morrison and Rubin a number 229 

of carbapenem resistant bacteria including Pseudomonas, Stenotrophomonas and Myroides species were identified in a 230 

variety of seafood products [116]. This phenomenon reiterates the argument that non-pathogenic bacteria, regularly 231 

excluded from surveillance programs, may indeed serve as a reservoir for AMR along the food supply chain [116, 117]. 232 

Furthermore, resistant bacteria may also be spread from animals to humans through direct contact such as in the 233 

agricultural sector [60]. For example, in a study by Rinsky et al. livestock-associated multidrug-resistant S. aureus was 234 

identified in workers at an industrial livestock operation but was not detected in workers at an antibiotic-free livestock 235 

operation [118]. These reports collectively underline the need for a more comprehensive analysis and monitoring of 236 

livestock reservoirs of AMR. 237 

 238 

Interestingly, CAFOs have also been reported to be AMR reservoirs and a source of resistant organisms in migratory birds 239 

[119]. Similarly, other studies following the migratory patterns of birds found multi-drug resistant bacteria (Enterococcus 240 

spp., Salmonella spp. and Vibrio spp.) in bird fecal material [120]. Other findings simultaneously highlight the role of 241 

migratory birds in disseminating extended-spectrum β-lactamase (ESBL)-producing E. coli to Bangladesh [121]. Given 242 

the propensity for these birds to come in contact with humans in populated countries like Bangladesh, it is likely that these 243 

ARGs may in turn influence human health or likely disseminate within the human population.  244 

 245 

In general terms, the role of human-influenced environments in sustaining and disseminating AMR is largely unexplored. 246 

A comprehensive study by Plasa-Rodriguez et al. found AMR associated with several bacterial species in wild boar, roe 247 

deer, wild ducks and geese [122]. Atterby et al. [123] previously reported the possibility of human-mediated 248 

environmental pollution as a source of AMR in wild gulls. Simultaneously, other reports have indicated that clinically 249 

relevant AMR bacteria have been found in synanthropic birds partially mediated via human-influenced habitats such as 250 

landfills or areas with intensive agriculture [124]. Such anthropogenic influences have spread even to the polar regions, 251 

whereby antibiotic-resistant E. coli were found in penguin feces, while ESBL-type resistant genes were observed in 252 

bacteria such as E. coli and K. pneumoniae isolated from both seawater and Arctic birds [125].  253 
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Environment 254 

The environment is a critical factor for the prediction of emergent and resistant pathogens by understanding the presence, 255 

origins and mechanisms of dissemination of AMR. Polluted environments (e.g. with heavy-metals, biocides) further 256 

contribute to the evolution and spread of AMR through co-selection. For instance, through cross-resistance, a single 257 

genetic mutation may mediate resistance to both metals and antibiotics, or through co-segregation where both metal- and 258 

antibiotic resistance genes are localized on the same MGE [126, 127].  The risk of a specific environment being 259 

contaminated with AMR is often based on the interaction between the different environments. Built environments in 260 

particular, e.g. hospitals and extended care facilities, where bacteria are exposed to high and repeated doses of antibiotics, 261 

are hotspots of AMR. Hospitals in specific are of high interest to study both the evolution and dissemination of AMR 262 

through the prevalence of hospital-acquired infections of resistant bacteria. Resistant pathogens may enter the hospital 263 

environment via infected patients or acquire resistance through in-hospital evolution. In both cases resistant pathogens 264 

may spread epidemically between patients or the ARG itself can be transmitted through HGT into other genetic 265 

backgrounds [128]. Furthermore, sewage from both the hospital and the general population are ultimately transported to 266 

wastewater treatment plants (WWTP).  267 

 268 

Urban WWTPs therefore provide a vast reservoir of antimicrobial resistance [129] and are considered to be AMR hotspots 269 

with respect to resistant bacteria and ARGs [130]. Moreover, the extensive dissemination of ARGs between various 270 

bacterial species through HGT may facilitate the transfer of ARGs to pathogenic bacteria. For example, Alexander et al. 271 

identified facultative pathogenic bacteria such as E. coli, K. pneumoniae, P. aeruginosa, and Enterococci with 12 clinically 272 

relevant ARGs within 23 different WWTPs [131]. Additionally, since WWTPs generally do not have the necessary 273 

measures to remove either ARGs or resistant bacteria, these are then released into the receiving water bodies, promoting 274 

their dissemination into and through the aquatic environment [131]. This is in line with a study by Osinska et al. where a 275 

significant increase in ARGs (e.g. blaTEM, tetA, sulI1) was identified downstream of the WWTP when compared to the 276 

upstream river water [132]. A similar study by Bueno et al. reported a significant increase in 17 ARGs contributing to 277 

aminoglycoside-, beta-lactam-, diaminopyrimidine-, fluoroquinolone-, sulfonamide-, tetracycline- and multidrug-278 

resistance, in the receiving water of three different WWTPs [133], thereby highlighting the overall role and impact of the 279 

built-environment in AMR dissemination. 280 

 281 
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The contamination of natural environments with antibiotics originating from built environments as well as agricultural 282 

sources, results in selective pressure promoting both the evolution and the spread of ARGs. Additionally, many antibiotics 283 

are naturally produced by fungal and bacterial strains and consequently have been used by microorganisms as a 284 

competitive mechanism [134, 135]. Due to their high complexity and multi-faceted interactions of microorganism, soil 285 

microbiomes are considered a hotbed for the evolution and development of AMR [136]. Multiple bacteria identified in 286 

soils encode genes that either degrade or inactivate antibiotics. For instance, Dantas et al. isolated hundreds of soil-287 

dwelling bacteria capable of utilizing antibiotics as a carbon source and found up to 17 antibiotics, including those of 288 

synthetic origin, supporting the growth of clonal soil bacteria [137]. Furthermore, bacteria isolated from forest, urban and 289 

agricultural soils have been found to have highly varied resistomes, even in some cases harbouring novel mutation sites 290 

conferring resistance [138]. Linked to agricultural soils, the plant rhizosphere is of further interest due to the transmission 291 

of ARGs from soil to plants via the rhizosphere microbial community.  Wolters et al. investigated the effect of various 292 

organic soil fertilizers such as manure and found increased relative abundances of sulfonamide and tetracycline resistance 293 

in the maize rhizosphere [139]. Similarly, Song et al. investigated the abundance of 35 antibiotic resistance genes in the 294 

rhizosphere of 10 plant species and identified a positive association between ARGs and MGEs [140].   295 

 296 

Similar to soils, aquatic environments also represent known reservoirs of AMR. Aquatic habitats harbour resistant 297 

microorganisms such as carbapenem-resistant Acinetobacter spp. in rivers [141], carbapenem-resistant Pseudomonas in 298 

coastal waters [142], and carbapenem-resistant Enterobacteriales in seawater [143]. Environments are further affected 299 

greatly when in proximity to anthropogenic activity such as pharmaceutical industries. Consequently, these environments 300 

are abundant with ARGs and multidrug-resistant bacteria which have been associated with a high impact on human health 301 

[144]. For instance, Flach et al. found that antibiotic-polluted lakes harbored considerably higher proportions of 302 

ciprofloxacin- and sulfamethoxazole-resistant bacteria as well as several novel multi-resistance plasmids compared to 303 

non-polluted lakes [145]. Additionally, Kristiansson et al. identified a similar phenomenon in river sediments exposed to 304 

antibiotic pharmaceutical wastewater and reported high levels of ciprofloxacin-resistance as well as corresponding mobile 305 

quinolone resistance genes [146].  306 

 307 

AMR, on the other hand, does not exclusively exist in human-impacted environments. As several studies have revealed, 308 

vast reservoirs of AMR are also found in environments pre-dating the antibiotic era [135]. These include glacier lakes, 309 

remote lakes [90] and oceans [103, 104]. Polar regions in particular, as one of the least human-impacted environments to 310 

date, are of interest for the study of AMR. Arctic soil isolates have previously revealed the presence of multidrug efflux 311 
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pumps [147], while in a study by Dancer et al., bacterial isolates from arctic glacial ice and water were found to carry 312 

resistance to antibiotics such as cefazolin, cefamandole and ampicillin [148]. The melting of glaciers and icecaps due to 313 

climate change, therefore, may give important insights into, potentially, prehistoric mechanisms of AMR. On the other 314 

hand, this may also lead to the remobilization of ARGs, which we have not seen since before the dawn of human evolution.   315 

Metagenomic approaches in assessing antimicrobial resistance: a One Health 316 

perspective 317 

Resistant bacteria residing within human, animal and environmental reservoirs may spread from one to the other, at both 318 

local and global levels (Figure 1). This phenomenon has the potential to rapidly trigger a pandemic where AMR is no 319 

longer constrained by either geographic or human-animal borders [149]. It is therefore necessary to understand the 320 

dissemination of antibiotic resistance by characterizing the resistome within various environments and to unravel how 321 

they act as a reservoir for bacterial pathogens in the context of overall pandemic preparedness. A One Health perspective 322 

integrating research on AMR as well as resistant microorganisms, circulating in humans, animals and the environment is 323 

therefore crucial to enhance our understanding of the complex epidemiology of antimicrobial resistance [149].  324 

 325 

In recent years, many studies, of which some have been discussed in the previous sections, have used different techniques 326 

to sample the resistomes of soils, wastewater, as well as human and animal microbiota [16]. Recent metagenomic studies 327 
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by both Gibson et al. [114] and Munck et al. [115] suggest that ARGs predominantly cluster by microbial reservoir, 328 

implying that the resistomes in soils and WWTPs differ significantly from those found in human pathogens. Gibson et al. 329 

found that resistance against β-lactams and tetracyclines differed mostly between ecosystems [150] while Munck et al. 330 

highlighted that only a few genes within the WWTP core resistome were found in other environments [151]. Nonetheless, 331 

part of these resistomes may still be shared and the importance of continued exploration of the resistome in such 332 

environments should be stressed [16]. While shared resistome elements between various microbial reservoirs are of 333 

interest to understand the dissemination of AMR, resistome differences between ecosystems are equally, if not more 334 

important. They represent a pool of potential novel resistance mechanisms and thereby a likely threat to public health. 335 

 336 

As described within this review, several published studies have investigated AMR in humans, animals or the wider 337 

environment. However, many of these focus specifically on the ESKAPEE pathogens (Enterococcus geacium, S. aureus, 338 

K. pneumoniae, A. baumannii, P. aeruginosa, Enterobacter spp., and E. coli), which have been classified by the World 339 

Health Organisation for their high to critical drug-resistance. They are also of particular interest due to their increased 340 

resistance to last-resort drugs [152]. There presently exists no lack in reports of the resistance mechanisms encoded by 341 

the ESKAPEE pathogens in different microbial reservoirs. Methicillin-resistant S. aureus (MRSA) for instance, has been 342 

 

Figure 1: AMR dissemination in One Health. 
MGE-mediated (i.e. phage, plasmids and integrons) dissemination of AMR across different biomes.  
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reported by van den Broek et al. [153] and Lewis et al. [154] to be both human- and animal-associated with a high risk 343 

for zoonotic transmission . Similarly, Ruiz-Roldan et al. reported the presence of resistant P. aeruginosa in animals in 344 

addition to humans. On the other hand the drug resistant strains of ESKAPEE pathogens belonging to the Enterobacteriales 345 

order (i.e. E. coli and P. aeruginosa) have been extensively described in all microbial reservoirs [78–80, 143, 155, 156]. 346 

Recent research has been extended to focus on other pathogens posing a threat to human health such as resistant 347 

Campylobacter jejuni where infections have been reported in both humans, animals and the environment [46, 157, 348 

158][46, 157]. Similarly, other reports include multidrug-resistant Salmonella which have been identified in human [159, 349 

160], animal [159, 161] and environmental reservoirs [162].  350 

 351 

While the above studies are focused on specific pathogens or resistance categories, research utilizing sequence-based 352 

metagenomics provides a comprehensive perspective on all ARGs within different microbial reservoirs. For instance, 353 

Forslund et al. provide extensive insights into the human gut resistomes of 832 individuals spanning 10 geographical 354 

areas. They reported significant differences in gut resistance potential between countries resulting from differences in 355 

antibiotic usage as well as direct links to medical and food production activities [163]. Other metagenomic studies have 356 

focused on the development of the resistome early on in life with several studies reporting a diversity of ARGs within the 357 

infant gut [164, 165]. During the first days of life the bacteria colonizing the infant gut originate primarily from the 358 

mother’s birth canal, the living environment and handling by other individuals. Birth mode affects colonization since 359 

vaginally born infants are colonized firstly by fecal and vaginal bacteria from the mother, while infants born via cesarean 360 

section are initially exposed to bacteria originating from both the hospital environment and healthcare workers [66, 166]. 361 

Therefore, infants born by cesarean section may also have a higher chance of acquiring hospital-mediated AMR and 362 

thereby resistant bacteria [164]. Other metagenomic studies have focused on the animal resistome, especially food 363 

production animals, such as dairy cattle, revealing an increase in AMR linked to heavy metal-contaminated environments 364 

[167]. Furthermore, a study by Skarzynska et al. leveraged metagenomic data to study AMR in the gut of both wild (boars, 365 

foxes and rodents) and domestic (chicken, turkey and pig) animals. Importantly, they identified increased AMR abundance 366 

in farm animals compared to wildlife [168]. Furthermore, the lowest AMR abundance in this study was observed in wild 367 

rodents due to their limited exposure to antimicrobials. In this context, further evidence was found linking ARGs 368 

conferring resistance to important antimicrobials such as quinolones and cephalosporins to wild foxes [168]. Alongside 369 

human and animal studies, metagenomic studies on the environmental resistome focus on characterizing AMR either in 370 

WWTPs or the natural environment or built environment (e.g. healthcare facilities). However, few are specifically tailored 371 
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towards understanding the role of the environmental ecosystems as microbial reservoirs of AMR, especially in a One 372 

Health setting.  373 

 374 

The few metagenomic studies that are focused on multiple microbial reservoirs still largely target only one side of the 375 

One Health triad, e.g. human-animal [169–172], animal-environment [173–176] or environment-human [150, 151, 177–376 

180]. Nonetheless, some studies have pursued a complete One Health AMR approach [181, 182]. Li et al. investigated 377 

wide-spectrum profiles of ARGs and their co-occurrence patterns in 50 samples from 10 microbial reservoirs, spanning 378 

human, environment and animal habitats. They found that samples could be clustered into four groups according to AMR 379 

abundance, with samples derived from livestock and wastewater demonstrating the highest abundance followed by 380 

humans, and with the lowest abundance found in sediments, soil, river and drinking water, in that particular order. A 381 

widespread occurrence of vancomycin resistance genes was identified in all environments except from river sediments 382 

and drinking-water [182]. Another study by Pal et al. investigated AMR, MGEs and bacterial taxonomic compositions of 383 

864 human, 145 animal and 369 environmental metagenomes. Both human and animal microbial communities 384 

demonstrated a limited taxonomic diversity, a low abundance/diversity of biocide and metal resistance genes and MGEs, 385 

yet a high abundance in ARGs. Additionally, a number of ARGs corresponding to aminoglycoside, macrolide, beta-lactam 386 

and tetracycline resistance was found to be widespread and present in almost all of the investigated environments [181]. 387 

Collectively, these studies report the cross-domain similarities and likely transmission of AMR in a One Health setting, 388 

potentially highlighting the need for more in-depth characterization of AMR transmission mechanisms. 389 

Understanding One Health reservoirs and future perspectives 390 

Antimicrobial resistance is an ever-present challenge, not necessarily due to the use of antibiotics alone, but also due to 391 

the role of mobile genetic elements. One major challenge still faced by most One Health studies is attributing the 392 

directionality of ARGs between various metagenomes. While some of the discussed studies strive to do so, it is, with rare 393 

exceptions, impossible to accurately attribute directionality of transmission due to limitations of the current methods. To 394 

infer directionality in microbial populations, studies have focused on identifying similarities of bacterial and/or plasmid 395 

sequences along with the ARGs they encode. However, these overlapping patterns do not take into account co-colonization 396 

from a shared source, nor do they allow for interpretation of directionality [183]. In contrast, Mather et al. quantified the 397 

relative contributions of animal- and human- derived multidrug resistant Salmonella isolates using the phylogenetic 398 

association of the bacterium and its antimicrobial resistance genes over the course of an epidemic. They subsequently 399 
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determined that there was only a limited transmission in either direction, while the bacterium and its resistance genes were 400 

largely independently maintained within animal and human populations [184]. Collectively, to accurately reconstruct 401 

patterns of transmission, especially directionality of said transmission, one needs to further combine both (meta)genomic 402 

data analysis, including phylogenetic analysis, with epidemiological approaches [183].  What appears evident is that every 403 

AMR reservoir may affect another. This is further compounded by the recent discovery of giant extrachromosomal 404 

elements such as “borgs” in Methanoperedens archaea, which may be capable of augmenting microbial activity by 405 

encoding putative resistance genes and also via HGT [185]. Thereby, understanding the interactions/mechanisms and role 406 

of each component contributing to the spread of AMR is a critical step in monitoring  this ultimate challenge to human 407 

health and wellbeing. Therefore, recognizing the One Health reservoirs of antimicrobial resistance is an important first-408 

step towards this goal. Several methods exist both in vitro and in silico to identify the potential resistance genes and 409 

categories found in commensal microorganisms alongside well-characterized pathogens. However, future endeavors 410 

including molecular validation of identified AMR with the help of meta-omics will be required. Furthermore, combined 411 

methods incorporating the identity of ARGs, modes of transmission and integration into the individual reservoirs, 412 

alongside crossover mechanisms may be needed for comprehensive characterization of AMR dissemination mechanisms.  413 

 414 

Strategies designed to mitigate AMR and its dissemination should simultaneously focus on improving awareness and 415 

understanding of AMR through education and training across all affected groups including farmers, veterinarians, 416 

physicians, CAFOs and also the general public. It is prudent to complement these strategies with increased surveillance 417 

and research to identify AMR at the regional, national and international levels [186]. Furthermore, mitigation, education 418 

and surveillance will need to be accompanied by the respective sanitation, hygiene and infection prevention measures. 419 

Prevention of infection and further AMR dissemination could be instituted in healthcare settings [187], at the farm level 420 

[188] and also in animal disease control programs [189]. Given the possibility of interactions between humans, livestock, 421 

animals, and the environment, future studies on human health and disease will benefit from the consequential 422 

incorporation of One Health reservoirs into all aspects of studies regarding antimicrobial resistance.  423 
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Background
Most of the microorganisms constituting the human
microbiome are commensals [1]. They contribute essen-
tial functions to the human host and contribute to its
physiological development. In contrast, pathogenic mi-
croorganisms including bacteria, viruses, fungi, and
protozoa cause disease by invading, colonizing, and
damaging the host. Virulence factors, including bacterial
toxins among others, contribute to this pathogenicity by
enhancing not only the infectivity of pathogenic bacteria
but also by exacerbating antimicrobial resistance which
in turn restricts treatment options [1].
Virulence factors enable pathogenic microorganisms

to colonize host niches ultimately resulting in tissue
damage as well as local and systemic inflammation.
These factors are important for pathogens to establish
an infection and span a wide range, thus contributing
both directly and indirectly to disease processes [2].
These virulence traits include cell-surface structures, se-
cretion machineries, siderophores, regulators, etc. [3, 4].
However, of all virulence factors employed by pathogens,
bacterial toxins often have a crucial function in the
pathogenesis of infectious diseases [5]. Different types of
bacterial toxins have evolved over time to counteract hu-
man defenses. These bacterial toxins can be coarsely cat-
egorized into two groups: the cell-associated endotoxins
and the extracellular diffusible exotoxins. Exotoxins are
typically polypeptides and proteins that act to stimulate
a variety of host responses either through direct action
with cell receptors or via enzymatic modulation [5, 6].
Partly through the utilization of these virulence fac-

tors, and toxins in particular, pathogenic microorgan-
isms have been a major cause of infectious diseases
including in the context of viral co-infections [1]. The
development and medical use of antibiotics has limited
the development and spread of these pathogens by pro-
viding an effective treatment for bacterial infections.
However, the over- and mis-use of antibiotics has re-
sulted in a global increase in antimicrobial resistance
(AMR) which now threatens human health through the
emergence and spread of multidrug resistant bacteria [1,
7]. As a result, many pathogenic bacteria have now ac-
quired resistance against the main classes of antibiotics
which has led to a dramatic rise in untreatable infec-
tions, resulting in the emergence of so-called “superb-
ugs” [8]. Consequently, AMR is an urgent and growing
threat to public health with an estimated number of
deaths exceeding ten million annually by 2050 [9, 10].
The acquisition of antimicrobial resistance genes

(ARGs) is not restricted to a single strain or species of
bacteria. While commensal bacteria provide a source of
ARGs, antimicrobial resistance can be transferred to
pathogenic species through horizontal gene transfer, e.g.,
conjugation or transduction [11–13]. Therefore, to

understand the emergence and spread of ARGs, it is ne-
cessary to monitor microbial communities in situ. Meta-
genomic sequencing, in this context, represents a
pertinent technique for in situ studies as it provides less
biased views of the genomic complements of individual
microbial populations compared to amplicon-based
methods [14, 15].
Pathogenic microorganisms have modified and adapted

their virulence to host defense systems over millions of years.
Similarly, AMR is thought to have evolved over extensive pe-
riods of time in bacteria, indicating that it is an ancient
phenomenon [16]. However, with an increase in selective
pressure through the use of antibiotics, an excessive increase
in the spread and evolution of AMR has been observed in
the last 50 years. Yet, despite differences in evolutionary
paths, virulence factors and AMR share common character-
istics. Most importantly, virulence factors and AMR are ne-
cessary for pathogenic bacteria to adapt to, and survive in,
competitive microbial environments [7]. Additionally, both
virulence and resistance mechanisms are frequently trans-
ferred between bacteria by horizontal gene transfer [13]. Fur-
thermore, both processes make use of similar systems (i.e.,
cell wall alterations, efflux pumps, two-component systems
and porins) that activate or repress the expression of various
genes [17–19]. Therefore, although AMR in itself is not a
virulence factor, in environments with selective antibiotic
pressure, opportunistic pathogens are able to colonize
through acquisition or presence of AMR [1].
Considering the burden of bacterial infections in

which virulence factors and ARGs play crucial roles, it is
important to be able to identify these in microbial com-
munities. The advent of high-throughput DNA sequen-
cing provides a powerful means to profile the full
complement of DNA derived from genomic extracts ob-
tained from a wide range of environments [20]. How-
ever, currently there is a lack of automated pipelines to
simultaneously identify these different factors in metage-
nomic datasets. Various tools exist for the prediction of
ARGs themselves, such as DeepARG [20], RGI [21],
ResFinder [22], and ARGsOAP [23], with a very few pre-
diction tools for virulence factors existing, such as MP3
[24] and VirulentPred [25]. Most of the latter tools are
based on outdated databases of virulence factors which
have since been expanded greatly. Moreover, there is a
lack of recent bioinformatics tools for the prediction of
bacterial toxin genes in particular. Furthermore, al-
though various AMR prediction tools exist, these pri-
marily focus on the prediction of genes without
considering their location, i.e., these tools do not differ-
entiate between localization on mobile genetic elements
(MGEs) or on bacterial genomes. Since MGEs are the
main mechanism by which ARGs are transmitted, it is
crucial to identify the relationship between ARGs and
MGEs. Outside of these prediction tools, it is common
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practice to use standard homology search algorithms
against specific databases. However, such practices re-
quire several intermediate steps which may vary from
lab to lab. Additionally, using these methods is restrict-
ive in the sense that only a single database can be
searched at a time.
Here, we present PathoFact, a pipeline for the simul-

taneous prediction of virulence factors, bacterial toxins
in particular, and ARGs. Our tool furthermore contextu-
alizes these with respect to their localization on MGEs.
Moreover, PathoFact aggregates the information ob-
tained via different prediction tools and databases into a
single output, allowing both novices and experts in bio-
informatics alike to parse information as needed. Patho-
Fact thus provides a unified perspective on pathogenic
mechanisms. We provide evaluation results on our tool’s
sensitivity, specificity, and accuracy, and demonstrate
PathoFact’s versality using both a simulated metage-
nomic dataset and public case-control metagenomic
datasets for Parkinson’s disease, psoriasis, and Clostri-
dioides difficile infection. Using the simulated metage-
nomic dataset, we further perform a comparison of
PathoFact to other metagenomic characterization work-
flows, namely MOCAT2 [26] and HUMANn3 [27].

Implementation
PathoFact architecture
PathoFact is a command-line tool for UNIX-based sys-
tems that integrates three distinct workflows for the pre-
diction of (i) virulence factors, (ii) bacterial toxins, and
(iii) antimicrobial resistance genes from metagenomic
data (Fig. 1a). Each workflow can be applied individually
or in combination with the other workflows. Our tool is
written in Python (version 3.6) and uses the Snakemake
(version 5.5.4) workflow management software [28]. This
implementation offers several advantages, including
workflow assembly, parallelism, and the ability to resume
processing following an interruption. Each step of the
pipeline is implemented as a rule in the Snakemake
framework specifying the input needed and the output
files generated. We use conda (version 4.7) environ-
ments wherever possible thus reducing the need for ex-
plicit installation of software dependencies. Moreover,
the use of conda environments makes it possible to in-
corporate prediction tools dependent on older Python
versions incompatible with version 5.5 of Snakemake. As
such, Python, Snakemake, and (mini)conda (version 4.7)
[29] installations are required. PathoFact is open-source
and freely available at https://pathofact.lcsb.uni.lu.
The input to the PathoFact pipeline consists of an as-

sembly FASTA file containing nucleotide sequences of
the contigs. PathoFact subsequently predicts the ORFs
using Prodigal (version 2.6.3) for the prediction of viru-
lence factors, toxins, and antimicrobial resistance genes.

The MGEs are predicted from the initial assembly file,
and a mapping file is generated by PathoFact which ag-
gregates all the results. PathoFact aggregates the infor-
mation obtained from the different sub modules into
both module-specific reports as well as a complete final
report. The reports describe all virulence factors, bacterial
toxins, and antimicrobial resistance genes identified from
the input as well as their assigned confidence level (viru-
lence factors/bacterial toxins), their resistance mecha-
nisms (AMR), and their corresponding localization on
MGEs.

Workflow for the prediction of virulence factors
For the prediction of virulence factors, we created a pre-
diction tool consisting of two parts: (i) a database con-
sisting of virulence factor HMM profiles (HMMER3
v3.2.1) [30] and (ii) a random forest model. Hits against
the virulence factor HMM database are then combined
with the classification of the random forest model to re-
sult in the final prediction (Fig. 1b). The development of
the tool was inspired by the MP3 software tool for the
prediction of virulence factors which has not received an
update since 2014 and was thus outdated [24]. In
addition, PathoFact combines these annotations with the
prediction of signal peptides by SignalP (v5.0) [31] to
distinguish between secreted and non-secreted virulence
factors.

Dataset for the prediction of virulence factors
A dataset, consisting of both a positive and negative sub-
set, was constructed for the training of the virulence fac-
tor prediction tool. The positive subset consisted of
known virulence factor sequences retrieved from the
Virulence Factors Database (8945 sequences) (VFDB)
[3]. All sequences were obtained from the VFDB core
dataset containing (translated) gene sequences associated
with experimentally verified virulence factors. The nega-
tive subset of the training set consisted of protein se-
quences that were retrieved from the Database of
Essential Genes (DEG) (7995 sequences) [32] and which
were known not to be virulence factors. For both sub-
sets, all sequences were clustered with CD-HIT [33], and
sequences with a 90% sequence identity were collapsed
to prevent redundancy within the subsets. This 90% cut-
off is routinely used to reduce redundancy in similar
protein datasets, improving efficiency without foregoing
specificity given the large metagenomic database sizes
[34, 35]. The resulting training set was used for (i) the
implementation of the HMM profiles and (ii) the train-
ing of the random forest model.

Construction of the virulence factor HMM database
For the construction of the virulence HMM database,
HMM profiles were annotated for the training set using
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HMMER3 (version 3.2.1) against multiple pre-compiled
and in-house annotation databases [36]: PFAM-A [37],
TIGR [38], KEGG [39], MetaCyc [40], and Swissprot
[41]. The best hit in each HMM set was assigned to each
gene in the training set if the HMM score was higher
than the binary logarithm of the number of target genes,
in accordance with the recommendations in the HMMer
manual. HMM profiles were subsequently retrieved and
the databases were concatenated to form the virulence
HMM database. Binary compressed data files were con-
structed with the hmmpress (HMMER3 v3.2.1) [30]. For
the prediction of virulence factors by the virulence
HMM database, identified HMM profiles are separated
by those matching to the positive or negative subset of

the training set, as well as HMM profiles ambiguous for
both positive and negative subset.

Machine learning model for the prediction of virulence
factors
In addition to the virulence HMM database, we created
a random forest model [42]. A random forest model
operates from decision trees and output classification of
the individual trees while correcting for overfitting of
the training set. While overfitting, in which models per-
form highly on the training set but poorly on the test
set, is a common problem in machine learning, a ran-
dom forest model corrects for overfitting by continu-
ously creating trees on random subsets. This does not

Fig. 1 The PathoFact pipeline. a Framework of the PathoFact pipeline. The pipeline consists of three different modules related to (i) virulence
factors, incl. (ii) bacterial toxins, and (iii) antimicrobial resistance genes. SignalP is incorporated for the prediction of secreted toxins and virulence
factors. All modules can either be run independently or jointly. b Classification framework for the prediction of virulence factors. The prediction of
virulence factors depends on two different aspects: (i) a HMM domain database, (ii) a random forest classifier. Sequences predicted positive from
both are classified as virulence factors. The incorporation of SignalP in the framework allows integration of information regarding the likely
secretion of the virulence factors
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mean that random forest classifiers are not capable of
overfitting. However, they are less sensitive to variance,
and effects of overfitting are therefore rarely observed
[43]. For training of the random forest model, the fol-
lowing five features of the sequences were selected and
implemented: amino acid composition (AAC), dipeptide
composition (DPC), composition (CTDC), transition
(CTDT), and distribution (CTDD) [44]. A feature matrix
was built with rows corresponding to the sequence com-
position of the features. The random forest model was
implemented using pandas (v 0.25.0) [45], Numpy (v
1.17.0) [46], and scikit-learn (v0.21.3) [47] and consisted
of 1600 trees with a maximum depth of 340.

Workflow for the prediction of toxin genes
For the prediction of toxin genes, a workflow consisting
of a toxin HMM database combined with SignalP ver-
sion 5.0 [31] was developed. The toxin HMM database
consists of bacterial toxin domains to identify toxin-
related domains in the query sequences. Using the
hmmsearch function of the HMMER3 (v3.2.1) program
[30], the input query sequences are searched against the
collection of profiles present in the toxin HMM data-
base. In addition, analyses are combined with SignalP
[31] to differentiate between secreted and non-secreted
toxins.

Construction of the toxin HMM database
For the toxin HMM database, an HMM model based on
a training set of known toxins was developed and imple-
mented. The training set was compiled from the Toxin
and Toxin Target Database (T3DB) [48] and the training
set derived from the DBETH prediction tool [5]. Protein
sequences from within the training set with a similarity
greater than 90% were clustered and collapsed with CD-
HIT-2D to reduce redundancy [33]. The corresponding
toxin HMM profiles were identified from the same five
HMM databases as used for the virulence factors (see
above). The datasets were extended with HMM profiles
already annotated as bacterial toxin domains in the
PFAM, TIGR, KEGG, MetaCyc, and Swissprot databases.
Finally, in order to have a short description of all HMM
profiles present in the toxin HMM database, a toxin
library was created. This lists (i) all HMM profiles, (ii)
their names, (iii) their alternative names, and (iv) the
original database from which the HMM profile was
derived.

Workflow for the prediction of antimicrobial resistance
genes
For the prediction of ARGs, the workflow is separated
into two parts: (i) the prediction of ARGs and (ii) the
prediction of MGEs. For the prediction of ARGs, the
tools DeepARG (v1.0.1) [20] and RGI (v5.1.0) [21] are

used. DeepARG uses a deep learning approach that im-
proves classification accuracy while at the same time re-
ducing false negatives. It offers a powerful approach for
metagenomic profiling of ARGs as it expands on the
available databases for ARGs by combining the widely
used CARD [49], ARDB [50], and UNIPROT [51] data-
bases. Additionally, RGI [21] is included which is able to
identify mutation-driven AMR within genes, allowing for
a strain-resolved profiling of AMR genes.

MGEs: plasmids and phages
The prediction of MGEs is split into two parts focusing
on the prediction of (i) plasmids and (ii) phages. For the
prediction of plasmids, PlasFlow (v1.1) [52] is used,
while for the prediction of phages VirSorter (v1.0.6) [53]
and DeepVirFinder (v1.0) [54] were incorporated. All
three tools were selected because of their performance
compared to other, similar tools [52–54]. The predic-
tions of these different tools are merged with the predic-
tion of ARGs to provide localization information of the
resistance genes to either MGEs or genomes. Consider-
ing the different predictions of MGEs, the final classifi-
cation includes plasmid, phage, genome, unclassified,
and ambiguous when localization predictions contradict
each other, for example predicted to be both phage and
plasmid.

Evaluation of the PathoFact pipeline
To evaluate the performance of PathoFact, validations
were conducted for the prediction of toxins, for viru-
lence factors, and for ARGs. The prediction quality was
evaluated by sensitivity, specificity, and accuracy criteria
as defined below.

Sensitivity ! tp
tp" fn

Specificity

! tn
tn" fp

Accuracy

! tp" tn
tp" fn" tn" fp

where tp represents true positives (i.e., virulence factors
(incl. bacterial toxins) or AMR gene is predicted cor-
rectly), tn (i.e., a gene is correctly predicted not to be a
virulence factor, toxin genes, or AMR gene), fp false
positive (i.e., a gene incorrectly identified as a virulence
factor, toxin genes or AMR gene), and fn false negatives
(i.e, a virulence factor, toxin genes or AMR gene is in-
correctly identified as non-pathogenic). We evaluated
the sequence similarities between the training and valid-
ation (test set) datasets after removing the sequences
from the validation set with 90% identity to the training
set sequences using sourmash [55] (Additional File 1:
Figure S1).
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Validation of virulence factors
A validation dataset was constructed to assess the per-
formance of the prediction of virulence factors. Analo-
gous to the training set, the validation set consisted of a
positive subset of 2639 sequences (VFDB database) and
a negative subset of 2628 (DEG database) sequences. Im-
portantly, the sequences in the validation dataset were
removed from the training set to avoid overfitting. The
test set for virulence predictions was used to run both
the standalone MP3 (v1.0) tool and our newly generated
tool for prediction of virulence factors. For MP3, the
standard advised parameters were used: set on metage-
nomic protein fragments, a minimum length of 90 bases
and a threshold value of 0.2 for the svm module [24].

Validation of toxin genes
For the validation of toxin genes, a validation dataset
containing both positive and negative subsets was con-
structed. The positive subset was constructed from se-
quences in the EMBL-EBI database annotated as bacterial
toxins. The results were limited to protein sequences de-
scribed in the UniProtDB. Further filtering of the protein
sequences removed sequences with uncertain predictions
(i.e., hypothetical, probable). To limit redundancy within
the dataset, sequences were clustered in terms of similarity
by using a 90% sequence identity cutoff. Furthermore, to
limit redundancy between the validation and the training
set, sequences with a similarity of greater than 90% were
discarded. The remaining 202 positive sequences were
combined with 202 random-selected sequences from the
negative dataset, consisting of housekeeping genes repre-
senting the validation dataset.

Validation of AMR prediction
For the prediction of AMR genes, both the DeepARG
and RGI prediction tools were used. DeepARG has
proven to be more accurate than most AMR prediction
tools with a great reduction in false negatives [20], while
RGI is capable to annotate SNPs contributing to AMR.
For further validation, before inclusion in the pipeline,
the prediction tools were tested using the NCBI’s resist-
ance gene database (5265 sequences) [56]. This positive
subset was combined with a negative subset (consisting
of sequences retrieved from the Database of Essential
Genes) of equal size. For DeepARG default settings were
applied, while parameters for model were set to LS and
type was set to prot. Similar to DeepARG, default set-
tings of RGI were applied while input-type was set to
protein.

Data analysis and data availability of publicly available
datasets
Metagenomic sequences for the publicly case-control
metagenomic datasets were obtained from the European

Bioinformatics Institute-Sequence Read Archive data-
base, with accession numbers PRJNA297269 (Milani
et al. [57]), PRJNA281366 (Tett et al. [58]), and
ERP019674 (Bedarf et al. [59]). Information on the ana-
lyzed samples per study can be found in Additional File
1: Table S1. Metagenomic reads were processed and as-
sembled using IMP (v2) [60]. The resulting FASTA files
containing the assembled contigs and genes were used
as input for PathoFact. For analyses of the predictions,
FeatureCounts (v1.6.4) [61] was used to extract the
number of reads per functional category. Thereafter, the
relative abundance of the toxin genes was calculated
using the Rnum_Gi method described by Hu et al [62].
Additionally, the DESeq2 (v1.24) [63] package was used
to analyze the differential abundance of virulence factors,
toxins, and AMR genes.

Data analysis and data availability of a simulated dataset
To evaluate the performance of PathoFact compared to
other metagenome characterization workflows, a high-
complexity stimulated dataset consisting of 5 time series
samples with 596 genomes and 478 circular elements
was obtained from CAMI [64]. As with the case-control
metagenomic dataset reads were processed and assem-
bled using IMP (v2), after which the dataset was run
through PathoFact. In addition, both MOCAT2 and
HUMAnN3 were run on the stimulated metagenomic
dataset using default settings of both workflows. Further
data analysis was performed as described for the case-
control datasets.

Results and discussion
Benchmarking
The PathoFact pipeline has an in-built multi-threading
option to improve computational efficiency. In fact, cer-
tain tools, e.g., DeepVirFinder, are memory intensive
and may require additional resources. Table 1 corre-
sponds to the runtime of a metagenomic dataset (363,
933 metagenomic sequences) with differing numbers of
threads. A minimum usage of 8 threads, in this case cor-
responding to 28 GB/thread, is advised for running the
pipeline. Additionally, for the installation of PathoFact,
an initial storage of 6.3 GB is required.

Validation of the PathoFact pipeline
For the prediction of virulence factors, the prediction
tool consists of two parts: a virulence factor HMM

Table 1 PathoFact runtimes with different threads/
computational resources
Threads Memory Running time

8 224 GB 25 h 19 min

16 448 GB 15 h 58 min

Nies et al. Microbiome            (2021) 9:49 Page 6 of 14



database and a random forest classifier. The random for-
est classifier’s out-of-bag (OOB) error value reported an
accuracy of 0.822. To improve performance for virulence
prediction, the random forest model was combined with
the HMM database which resulted in an overall sensitiv-
ity of 0.886, specificity of 0.957, and an accuracy of 0.921
(Table 2). Additionally, we compared our tool to the
MP3 tool for the prediction of virulence factors (Add-
itional File 1: Table S2). PathoFact scored overall higher
than MP3 which scored 0.125, 0.992, and 0.558, respect-
ively. In addition to the prediction of virulence factors,
for the prediction of bacterial toxins, an overall sensitiv-
ity of 0.777, specificity of 0.989, and accuracy of 0.832
were obtained. Finally, for the prediction of ARGs, the
sensitivity, specificity, and accuracy of both DeepARG
and RGI were determined at 0.720, 0.996, 0.858 and
0.920, 0.997, 0.958, respectively. A combined approach
merging the use of both tools resulted in the highest
scores with an overall sensitivity of 0.963, specificity of
0.994, and accuracy of 0.979 for the prediction of AMR
genes.

Performance evaluation using a simulated dataset
To further evaluate the performance of PathoFact and
compare it to other existing tools, the PathoFact pipeline
was run on a simulated metagenome comprised of high-
quality annotated genomes, i.e., the CAMI high com-
plexity toy test dataset. Both MOCAT2 [26] and
HUMAnN3 [27] were run on the original reads of the
simulated CAMI datasets, while the same read datasets
were processed and assembled with IMP followed by
execution of PathoFact. Subsequently, annotations
resulting from the different workflows were compared to
evaluate the performance of PathoFact (Fig. 2a). Patho-
Fact demonstrated increased numbers of predictions
compared to both MOCAT2 and HUMAnN3 regarding
virulence and toxin predictions (< 0.05, ANOVA) while
performing similarly regarding AMR prediction com-
pared to MOCAT2. Furthermore, and importantly, no
additional curation or data-wrangling is needed for
PathoFact compared to the other workflows tested
above.
Additionally, we aimed to further characterize the per-

formance of the metagenomic workflows against annota-
tions of the CAMI high complexity toy test dataset. To
achieve this, we annotated the underlying genomic data
using the NCBI database of resistance genes [56], as well

as a BLAST search of the original 450 genomes against
known virulence factors and toxin genes [3, 5]. The
resulting annotations were compared to the prediction
reports of PathoFact, MOCAT2, and HUMAnN3. Patho-
Fact identifies a similar number of virulence factors and
toxin genes in the annotated genomes compared to the
original annotations, while MOCAT2 and HUMAnN3
identified a significantly lower number (Fig. 2b). Regard-
ing antimicrobial resistance, PathoFact was able to iden-
tify many more gene variants compared to MOCAT2
and HUMAnN3 (Fig. 2c).

Performance of PathoFact on metagenomic datasets
Virulence factors and toxins may contribute to dysbiosis
of the microbiome and favor a pro-inflammatory envir-
onment [65]. In addition, particular pathogenic bacteria
may adapt to, and survive in, the presence of antimicro-
bials through acquisition or expression of AMR.
Thereby, virulence factors, toxins, and AMR may all
contribute to the pathogenic potential of the micro-
biome, which in turn may have an effect on the onset
and development of disease and infection. The perform-
ance of PathoFact was demonstrated using three publicly
available case-control metagenomic datasets which were
chosen considering the following criteria: representing
an actual infection or a chronic disease in which either
pathogenic potential or toxins are believed to play a role.
The Milani et al.’s [57] study represents actual infections
with Clostridioides difficile (CDI) in the human gut
microbiome of five patients along with five healthy con-
trols. Furthermore, skin metagenomes of five psoriasis
patients along with five healthy controls from Tett et al.
[58] were chosen to represent a chronic disease in which
a pathogenic potential is believed to have a function.
Additionally, from Bedarf et al. [59], the metagenomes
of fecal microbiomes derived from 10 early stage Parkin-
son’s disease (PD) patients, as well as 10 age-matched
controls, was obtained to represent a chronic disease in
which bacterial toxins are believed to be involved [59].

Prediction of virulence factors and bacterial toxins
The predictions from PathoFact resulted in the identifi-
cation of virulence factors in all three case-control meta-
genomic datasets. Furthermore, predicted virulence
factors were characterized as secreted and non-secreted
through the incorporation of SignalP in the pipeline. No
statistically significantly (P value < 0.05, Wilcoxon rank

Table 2 Validation of the PathoFact pipeline
Toxin prediction Virulence factor prediction AMR prediction

Sensitivity 0.777 0.886 0.963

Specificity 0.989 0.957 0.994

Accuracy 0.832 0.921 0.979
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sum test) different relative abundance of the different
virulence factors was found in any of the three studies
when comparing diseased state and control (Fig. 3).

In addition to the general prediction of virulence fac-
tors using PathoFact, we identified bacterial toxins, as
well as their corresponding HMM domain by which they

Fig. 2 Performance evaluation of PathoFact on a high-complexity simulated dataset. a The relative abundances (%) of virulence factors, including
bacterial toxins, as well as antimicrobial resistance, as predicted by PathoFact, MOCAT2, and HUMAnN3, * two-way ANNOVA, P value < 0.05. b
Total number of virulence factors and toxin genes identified in the annotated genome and as predicted by PathoFact, MOCAT2, and HUMAnN3 c
Number of unique ARGs as annotated by the NCBI resistance database and as predicted by PathoFact, MOCAT2, and HUMAnN3
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were identified. Furthermore, both secreted and non-
secreted toxins were identified in both diseased and con-
trol groups in all datasets (Fig. 4a), and we identified sev-
eral differentially abundant bacterial toxins (Additional
File 1: Table S3-S5). Within the CDI dataset, three dis-
tinct toxin domains, PF13953, PF13954, and PF06609,
were identified to be differentially abundant in CDI over
control (Fig. 4b). Interestingly, none of these toxin do-
mains have yet been reported to be linked to CDI and
therefore are of interest for further research. Four dis-
tinct toxin domains (K12340, PF13935, PF14449, and
K11052) were found to be significantly abundant in
psoriasis over controls (Fig. 4c). Of these toxin domains,
only K12340 was previously linked to psoriasis [66]. Fi-
nally, regarding the PD study we found several differen-
tially abundant bacterial toxins when comparing PD and
control samples (Fig. 4d). Of these bacterial toxins, one
containing the PF09599 domains was more abundant in
PD and is among others found in invasin proteins in Sal-
monella typhimurium which has been hypothesized to
be involved in Parkinson’s disease [67]. Interestingly, in
all three datasets additional “unknown” toxin domains
were identified to be linked to the diseases, therefore
representing interesting candidates for further research.

Prediction of antimicrobial resistance
Using the PathoFact pipeline, we predicted the presence
of antimicrobial resistance genes in all three case-control
metagenomic datasets. Within the CDI datasets, 23 ARG

categories were identified (Additional File 1: Figure S2a)
of which six, i.e, diaminopyrimidine, elfamycin, fluoro-
quinolone, nucleoside, peptide, and multidrug, were sig-
nificantly higher abundant in individuals with CDI over
control (Fig. 5a). Antimicrobial resistance has previously
been found to be associated with CDI infections [68]. In
the metagenomic data of the skin microbiome, 22 cat-
egories of ARGs were identified (Additional File 1: Fig-
ure S2b). Interestingly, none of these resistance
categories were found to be significantly different, nei-
ther with the diseased nor the control group. Within the
PD study, 33 ARG categories were identified (Add-
itional File 1: Figure S2c) with glycopeptide resistance
significantly abundant in PD over controls, while
tetracycline resistance was found to be enriched in
the control group (Fig. 5c). The link between anti-
microbial resistance and Parkinson’s disease has been
mostly unexplored thus far. However, a recently pub-
lished study by Mertsalmi et al. [69] suggests a role
for antibiotics in PD through the influence on the gut
microbiome.
Although we propose the primary usage of Patho-

Fact for metagenomic analyses, as seen with these
three case-control metagenomic datasets, it can also
be applied to single genome assemblies. Using the
Klebsiella pneumoniae subsp. Pneumoniae HS11286
reference genome, we identified 86 resistance genes of
which 6 contained SNPs contributing to resistance
(Additional File 1: Table S6).

Fig. 3 Virulence factors in three case-control metagenomic datasets. The relative abundances (%) of both secreted and non-secreted virulence
factors as well as non-pathogenic sequences in three metagenomic datasets (Clostridioides difficile infection, Psoriasis, Parkinson’s disease)
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Prediction of mobile genetic elements linked to virulence
factors
Using the predictions generated by PathoFact, we re-
solved the genomic contexts and identified MGEs in all
three case-control metagenomic datasets (Fig. 6a) (Add-
itional File 1: Figure S3). Within all three datasets, the
presence of both phage- and plasmid-derived sequences
was detected, although no significant difference was ob-
served between diseased and control. We found that in
all datasets the majority of MGEs were found to be both
linked to virulence factors as well as AMR (~ 50%),
closely followed by MGEs linked solely to virulence fac-
tors, including bacterial toxins, with AMR contributing
to the remaining MGEs (Fig. 6b). Furthermore, a num-
ber of MGEs were found to be both linked to virulence
factors as well as AMR.
Of the ARGs linked to MGEs, the prevalence of the

different resistance categories were identified using our
tool. Within the CDI dataset, the majority of the MGEs
were linked to phenicol and beta-resistance in both

diseased and control groups (Additional File 1: Figure
S4a). Additionally, plasmids linked to diaminopyrimidine
and sulfonamide resistance were identified within the
disease group while found to be absent in the control.
Within the skin metagenomes, the majority of the pre-
dicted resistance genes linked to MGEs included beta-
lactam, tetracycline, and multidrug resistance in both
diseased and control groups (Additional File 1: Figure
S4b). However, MGEs linked to beta-lactam resistance
were found to be enriched in the diseased group. Finally,
of the resistance genes within the PD study, both peptide
and tetracycline resistances were found to be linked to
phage and plasmids. Peptide resistance was abundant in
controls whereas tetracycline was identified primarily in
diseased (Additional File 1: Figure S4c).

Conclusions
The identification of virulence factors, toxins, and anti-
microbial resistance genes are of immediate importance
for understanding the pathogenic state of microbiomes.

Fig. 4 Bacterial toxins in three case-control metagenomic datasets. Bacterial toxins in disease versus control datasets. a The relative abundance
(%) of both secreted and non-secreted bacterial toxins in diseased versus control subjects. b Volcano plot depicting differentially abundant
bacterial toxins in Clostridioides difficile infections versus control. c Volcano plot depicting differentially abundant bacterial toxins in Psoriasis versus
control. d Volcano plot depicting differentially abundant bacterial toxins in Parkinson’s disease versus control
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Using our newly developed tool, PathoFact, we were able
to identify virulence factors and bacterial toxins within
three publicly available case-control metagenomic data-
sets. Furthermore, we were able to identify differentially
abundant bacterial toxins when comparing diseased and
control groups in all datasets. Additionally, antimicrobial
resistance genes were identified in two of the datasets
with a significant difference of certain resistance categories
between diseased and control individuals. The inclusion of
MGEs is of particular importance in understanding the

possible transmission of MGE-born virulence factors.
With PathoFact, we identified MGEs in all three datasets
and were able to link these simultaneously to the corre-
sponding virulence factors, toxins, and antimicrobial re-
sistance genes.
Until now, no single tool has existed which has com-

bined these distinct aspects. Although several prediction
tools exist for AMR, DeepARG and RGI have been chosen
for their accuracy and ability to identify mutation contri-
bution to resistance, and were included in our pipeline.

Fig. 5 Antimicrobial resistance in three case-control metagenomic datasets. The relative abundance (%) of antimicrobial resistance categories with
statistically significantly differential abundance in a Clostridioides difficile infection versus control, b Parkinson’s disease vs control. *P-value < 0.05
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Limited or no tools were available on the other hand for
the prediction of toxins and virulence factors. PathoFact
utilizes the wealth of currently available software (e.g.,
AMR and MGE predictions) as well as newly generated
tools (e.g., virulence factors and toxins). Furthermore,
PathoFact can conveniently integrate updates and newly
developed prediction tools. In conclusion, our tool com-
bines the strength of AMR predictions linked to MGE
predictions and integrates this with the prediction of
toxins and virulence factors. PathoFact is a versatile and
reproducible pipeline by its ability to run either the
complete workflow or each module on its own, giving the
investigator flexibility in their analysis.
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Caesarean section delivery (CSD) disrupts mother-to-neonate transmission of speci!c microbial strains and functional repertoires as
well as linked immune system priming. Here we investigate whether differences in microbiome composition and impacts on host
physiology persist at 1 year of age. We perform high-resolution, quantitative metagenomic analyses of the gut microbiomes of
infants born by vaginal delivery (VD) or by CSD, from immediately after birth through to 1 year of life. Several microbial populations
show distinct enrichments in CSD-born infants at 1 year of age including strains of Bacteroides caccae, Bi!dobacterium bi!dum and
Ruminococcus gnavus, whereas others are present at higher levels in the VD group including Faecalibacterium prausnitizii,
Bi!dobacterium breve and Bi!dobacterium kashiwanohense. The stimulation of healthy donor-derived primary human immune cells
with LPS isolated from neonatal stool samples results in higher levels of tumour necrosis factor alpha (TNF-!) in the case of CSD
extracts over time, compared to extracts from VD infants for which no such changes were observed during the !rst year of life.
Functional analyses of the VD metagenomes at 1 year of age demonstrate a signi!cant increase in the biosynthesis of the natural
antibiotics, carbapenem and phenazine. Concurrently, we !nd antimicrobial resistance (AMR) genes against several classes of
antibiotics in both VD and CSD. The abundance of AMR genes against synthetic (including semi-synthetic) agents such as phenicol,
pleuromutilin and diaminopyrimidine are increased in CSD children at day 5 after birth. In addition, we !nd that mobile genetic
elements, including phages, encode AMR genes such as glycopeptide, diaminopyrimidine and multidrug resistance genes. Our
results demonstrate persistent effects at 1 year of life resulting from birth mode-dependent differences in earliest gut microbiome
colonisation.

ISME Communications ������������(2021)�1:8� ; https://doi.org/10.1038/s43705-021-00003-5

INTRODUCTION
The rate of caesarean section delivery is constantly increasing
worldwide, which is partly driven by increases in overall income
and access to health facilities.1 According to a 2015 report, 29.7
million births occurred via CSD in that year accounting for ~18%
of the births in 169 countries.1 At 25% in Europe, this number is
higher than the global average.2 The short-term risks of CSD
include delayed or altered development of the immune system,3

reduced gut microbiome diversity,4 limited transmission of
bacterial strains from mother to neonate5,6 and microbiome-
borne functional de!ciencies.7–10 Although few studies associate
CSD with metabolic disorders11,12 and allergies,13,14 the long-term
effects of birth mode are not well understood. Shao et al. reported
that CSD may predispose individuals to colonisation by opportu-
nistic pathogens including those carrying antimicrobial resistance

(AMR) genes.15 On the one hand, several reports including our
previously published study8 addressed questions concerning the
very early development of the neonate’s gut microbiomes14,16 and
immune system priming3 in relation to disease development.17,18

On the other hand, only few reports19–22 follow the effects of birth
mode during the !rst year of life especially in relation to immune
system priming, development and evolution of AMR, and the
contribution of mobile genetic elements to the persistence of
AMR genes.
Factors including environmental exposure,14 breast feeding and

diet19,23,24 and genetics25 play crucial roles in the development of
an infant. Aside from this, it is now generally accepted that birth
mode, i.e. vaginal delivery (VD) or CSD, has a pronounced impact
on early microbiome structure.3,8,11,26,27 While the majority of
these studies focus on overall microbiome structure, analyses of
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the functional contribution of the microbiome has attracted
attention due to its sensitivity to perturbation.28 For example, we
previously reported that the microbiome in VD-born babies was
enriched in bacterial genes encoding for lipopolysaccharide (LPS)
biosynthesis, cationic antimicrobial peptide resistance as well as
two-component systems.8 Interestingly, higher levels of LPS
biosynthesis genes were associated with increased immune
responses in VD neonates, whereas CSD neonates had reduced
levels of TNF-! and IL-18 immediately after birth. Noteworthy in
this context is previous work by Vatanen et al. which showed that
differing LPS immunogenicity contributes to autoimmunity
thereby affecting the long-term health outcomes of infants
exposed to different antigens.29 Furthermore, others have
hypothesized and reported3,30 a similar phenomenon, whereby
the gut microbiome contributes to the development of the
immune system during a “critical window” of development.3,30–36

In a neonatal cohort at risk for the development of asthma,
bacterial metabolites were shown to speci!cally impede immune
tolerance.37 However, some of the reports described above do not
elaborate on the continuous effect of early immune system
priming in the context of the birth mode and especially over the
course of the !rst year of life, including whether these effects
normalize over time.
Aside from the well-studied factors and consequences of

development described above, the role of commensal microbiota
in the emergence and spread of AMR is not well understood.
Recent studies have reported that antibiotic exposure in infancy
affects microbial diversity, and enriches AMR genes. Interestingly,
Ravi et al. have suggested that the infant gut microbiome acts as a
reservoir for multidrug resistance that persists throughout infancy
up to 2 years of age.38 They reported that integrons (int1 gene) in
the gut could potentially be responsible for this phenomenon.
Nevertheless, the effect of birth mode, CSD or VD, on the
transmission and occurrence of AMR remains unresolved.
Here, we address the aforementioned gaps in knowledge

concerning the effect of birth mode on the persistence of the gut
microbiota over the !rst year of life including their inherent
functions, immunogenic properties and their role in conferring
AMR. Our results highlight birth mode-dependent differences in
gut microbiome structure and their association with immune
function. We found that the gut microbiota becomes similar
between CSD and VD babies at 1 year of age, with the exception
of an immunostimulatory commensal, Faecalibacterium prausnitzii,
which was enriched in the VD group. In addition, we identi!ed an
increased abundance in AMR genes directed against synthetic and
semi-synthetic antibiotics in CSD as early as 5 days postpartum.
Strikingly, we found that mobile genetic elements (MGEs)
including plasmids and bacteriophages are key contributors to
the establishment and persistence of AMR, irrespective of birth
mode. Collectively, our !ndings suggest that birth mode-
dependent effects persist through the !rst year of life including
the delayed immunostimulation of CSD infants likely affecting
tolerance mechanisms as well as the apparent role of bacter-
iophages in conferring AMR.

RESULTS
Birth mode-dependent gut microbiota differences during the
!rst year
We previously described the initial seeding and colonisation
processes within the human gut microbiome and identi!ed
differences in microbiome structure and function as well as linked
immunogenicity and immune system priming, which strati!ed
according to birth mode.8,39 Building on this work, we aimed to
understand the long-term effects in relation to the observed
differences, especially through the !rst year of life which
represents a “critical window” of development including physio-
logical growth and immune system maturation. To achieve this,

we followed VD and CSD neonates in our cohort and collected
faecal samples at crucial intervals after birth, including 5 days,
1 month, 6 months and at 1 year of age (Fig. 1a). In one of our
previous studies,8 a multivariate analysis was performed to
compare the pro!les of CSD (±SGA) to VD neonates. The results
of these analyses demonstrated that delivery mode was the
strongest determining factor in the microbial pro!le and predicted
functions, irrespective of the infants were born SGA or not.8 In
light of these analyses, we included the SGA samples within the
CSD group. We reconstructed microbial genomes and identi!ed
differentially abundant taxa and functions between the groups
using metagenomic sequencing data. Based on metagenomic
operational taxonomic units (mOTUs), we calculated the
Jensen–Shannon divergence index and found that the intra-
group variability within CSD or VD was minimal while the inter-
group variability between CSD and VD groups was signi!cantly
different (Supplementary Fig. 1). At the genus level, our data also
recapitulated previously described8 signi!cantly increased levels
of Bacteroides (FDR-adjusted p < 0.05, Wilcoxon rank-sum test) in
the VD neonates compared to CSD at the early timepoints (day 5
after birth and at 1 month). B. caccae also showed an increasing
trend in the CSD group at 6 months and after 1 year of age, while
B. caecimuris was signi!cantly increased in CSD at 5 days after
birth (Fig. 1b; FDR-adjusted p < 0.05, Wilcoxon rank-sum test) and
showed an increasing trend at 1 year of age. However, at 1 year of
age, the abundance of this genus in samples from CSD neonates
was comparable to the levels in the VD group. In contrast, the
levels of Bi!dobacterium were increased in VD after 6 months,
while Faecalibacterium prausnitzii, a commensal associated with
healthy human microbiomes,40 was found to be signi!cantly
increased in the VD group at 1 year of age (Fig. 1b, FDR-adjusted p
< 0.05, Wilcoxon rank-sum test). We further found that both birth
mode and the neonatal age affect the gut microbiome community
structure, whereby the latter contributes highly to variation within
and between the groups (Fig. 1c). The taxonomic pro!les at 1 year
of age were distinct when compared to day 5, 1 month and
6 months from both groups.

Assessment of differences in metagenomic functional
potential at 1 year of age
Taxonomic differences within the gut microbiome populations
may not always manifest as differences in functional diversity due
to the redundancy in the latter. To address this, we assigned
KEGG41 orthology identi!ers (KOs) to each gene identi!ed from
both groups. We found 84 differentially abundant KOs between
VD and CSD samples at 1 year of age (Fig. 2a). In addition, we
linked all identi!ed KOs (n= 7103) to their corresponding KEGG
orthology pathways (Fig. 2b) and performed differential pathway
analyses. We found that the VD group showed an increase in the
gene copy numbers of pathways involved in carbapenem and
phenazine biosyntheses (Fig. 2c). We found that 21 unique genera
were associated with carbapenem biosynthesis across both
groups (Supplementary Data 1) spanning all major phyla found
within the gut.

Pro-in"ammatory immune responses elevated in CSD after 1
year of life
In the early stages of neonatal development, we found that the
immune activation potential of LPS was signi!cantly increased in
samples from VD neonates,8 whereby the isolated LPS triggered
the secretion of TNF-! and IL-18 by monocyte-derived dendritic
cells (MoDCs) from four healthy adult donors. To determine if the
immunostimulatory potential persisted at 1 year of age, we
stimulated the MoDCs (obtained from four healthy adult donors)
with LPS isolated from the faecal samples of the CSD and VD
groups. In addition to TNF-! and IL-18, we also tested the
potential of LPS to stimulate secretion of pro- and anti-
in"ammatory cytokines such as IL-1ß, IL-12, IL-8 and IL-10 (Fig.
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Fig. 1 Gut microbiome pro!les throughout the !rst year of life. aWork!ow representation of DNA and LPS isolation from faecal samples for
metagenomic, immune and functional AMR analyses. b Relative abundances of metagenomic operational taxonomic units (mOTUs) >1%
abundance at day 5 after birth, 1 month, 6 months, and at 1 year of age. c Canonical correlation analyses (CCA) resolving the strati"cation of
taxonomic pro"les based on two covariates, i.e. birth mode and time when samples were sequenced.
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3a). Interestingly, at 1 year of age, IL-18 was below the detection
limits. We did not !nd any signi!cant differences between the CSD
and VD groups with respect to the levels of secreted TNF-! at 1
year of age. However, contrary to the patterns observed at 5 days
after birth, we found that the levels of TNF-! stimulated by LPS
were signi!cantly increased at 1 year of age within the CSD group
(p < 3.5 ! 10!5, paired two-way ANOVA; Fig. 3b). Interestingly, the
increase in stimulated TNF-! levels in CSD at 1 year of age was
similar to the level of the cytokine stimulated by LPS from the day
5 VD samples (Fig. 3b). In addition, we found that the stimulated

TNF-! levels at 1 year of age were positively correlated with the
abundance of several mOTUs, including Bacteroides caecimuris and
Haemophilus in"uenzae (Fig. 3c). Previous reports42 suggest that
Enterobacteriaceae levels correlate with in"ammatory levels.
However, we did not !nd a correlation of these taxa with LPS
levels in our study (Supplementary Fig. 2). Our data also indicate
an increase in the number of Gram-negative (G-ve) bacteria at 1
year of age compared to day 5 after birth in the CSD group
(Supplementary Fig. 3). The increase in Shannon diversity at 1 year
of age compared to day 5 coupled with the increase in G-ve
bacteria provides a mechanistic explanation why the LPS
stimulation of donor cells from faecal samples of CSD resulted
in similar levels of TNF-! (Fig. 3b), as observed with faecal samples
from the VD group at 1 year of age.

Antimicrobial resistance modulated by birth mode
The analyses of the functional potential based on KEGG orthology
revealed a strati!cation of antibiotic biosynthesis pathways based
on whether an infant was born by CSD or VD (Fig. 2c). To assess
and validate the impact of birth mode on the presence and
persistence of AMR, we used a deep-learning approach43 to
annotate antibiotic resistance genes in our metagenomic data.44

We determined the presence and relative abundance of AMR
genes in samples collected from both CSD and VD at day 5 after
birth, 1 month, 6 months and at 1 year of age. The samples
collected from CSD neonates exhibited an increased abundance in
AMR genes at the earliest time point (day 5) compared to the VD
group. In addition, we found that the number of AMR genes
detected in CSD infants at 1 year of age was signi!cantly reduced
in comparison to the CSD samples at day 5 (FDR-adjusted p <
0.0021, Wilcoxon rank-sum test; Fig. 4a, Supplementary Fig. 4a). To
corroborate our observations on the levels of AMR genes, we
assessed the abundance of AMR genes using a random subset of
samples from the resistome study by Gasparrini et al.45 We found
that the overall levels of AMR genes starting at 1 month through
to 1 year of age were similar in their study to those observed in
our own cohort (Supplementary Fig. 4b). Meanwhile in our study,
at 1 year of age, we found several genes that were differentially
abundant between the CSD and VD groups (FDR-adjusted p <
0.05, Wilcoxon rank-sum test; Fig. 4b). Since various genes can
confer resistance to the same antibiotic, we regrouped the genes
into their respective categories such as multidrug, tetracycline
resistance etc. We found that genes conferring glycopeptide,
phenicol, pleuromutilin, bacitracin, sulfonamide and diaminopyr-
imidine resistance were signi!cantly increased in CSD compared
to VD at day 5 after birth (Fig. 4c, Supplementary Fig. 5; FDR-
adjusted p < 0.05, Wilcoxon rank-sum test). Interestingly, diamino-
pyrimidine, phenicol, pleuromutilin, and sulfonamide are synthetic
or semi-synthetic antibiotics and, likely prevalent in the hospital
environment.46–49 However, these differences did not persist

Fig. 2 Functional differences at 1 year of age. a Volcano plot
depicting the statistically signi"cantly different KEGG orthologs
found in both CSD and VD groups at 1 year of age. A total of 6413
variables were tested, with !log10(p-value) shown on the y-axis.
Green dots indicate KOs with a fold change >2. Red dots indicate
KOs with a signi"cant fold-change cut-off of 2, and with a false-
discovery rate-adjusted p-value cut-off of 0.01. b Heatmap based on
the KEGG pathways found in both CSD and VD samples at 1 year of
age. Each row denotes a pathway represented by the KO genes, with
the hierarchical clustering being based on Euclidean distances using
Ward’s clustering algorithm. c Volcano plot of the 219 KEGG
pathways to which the KOs were mapped, tested for signi"cance
with a fold-change cut-off of 2, and with a false-discovery rate-
adjusted p-value cut-off of 0.01. The insets show carbapenem and
phenazine biosynthesis pathways that were statically signi"cantly
different. ***p-value < 0.001.
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over time. In addition, the mothers in our cohort across both
groups (CSD:6 and VD:1) received prophylactic treatment against
group B Streptococcus (Supplementary Data 2) in the form of
cephalosporin. However, we did not !nd any distinguishing

patterns within the resistance categories corresponding to this
treatment regimen. Albeit a limited sample size, we also tracked
the diet including feeding method (bottle- or breast-fed),
antibiotic regimen and physical characteristics through the !rst
year and did not !nd any signi!cant correlations with functional
pathways including AMR (Supplementary Fig. 6 and Supplemen-
tary Data 3).
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Fig. 3 Immunostimulatory potential at 1 year of age. a Heatmap
depicting the abundance (log2) of pro- and anti-in!ammatory
cytokines at 1 year of age. Cytokine levels were measured by
stimulating MoDCs from healthy donors (Donor 1–4) with LPS
isolated from faecal samples of CSD and VD neonates. b Boxplots
depicting the TNF-! levels in both groups (CSD and VD) at day 5
after birth and 1 year of age. Paired two-way ANOVA (analysis of
variance) p-values are listed in the plot to depict signi"cant
differences. ***p-value < 0.001. c Correlation of TNF-! levels (row 1)
with the relative abundance of metagenomic OTUs based on
canonical correlation analysis. Filled squares indicate signi"cantly
correlated taxa, whereas colour indicates positive (red) or negative
(blue) correlation.

Fig. 4 Antimicrobial resistance gene abundances over time. a
Boxplots of the overall AMR gene abundance in CSD and VD
samples at different timepoints including 5 days after birth and at 1
year of age. Wilcoxon rank-sum tests were used to test for
signi"cance. *p < 0.05. b Volcano plot depicting the signi"cantly
enriched genes in either CSD or VD samples at 1 year of age. c AMR
categories which are signi"cantly different between the groups at
any of the timepoints are shown. Wilcoxon rank-sum tests were
used to test for signi"cance. *p < 0.05.
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Taxa associated with antimicrobial resistance
Since AMR genes were found in the metagenomic data, we
investigated which taxa carried these genes by reconstructing
metagenome-assembled genomes (MAGs), classifying them tax-
onomically based on the GTDB database,50 and linking AMR
genes to individual MAGs. We then compared taxa contributing
to AMR between birth mode at day 5 after birth and 1 year of
age as well as the change over time within the individual groups
(Fig. 5a).

Comparing CSD with VD, we found that shortly after birth, i.e. at
day 5, Bacilli contributing to AMR were enriched in CSD, while
Bi!dobacteriaceae, Bacteroidales, Eggerthellaceae, and Actinobac-
teria linked to AMR were more abundant in VD samples. At 1 year
of age, other taxa including Burkholderiaceae, Ruminococcaceae
and Bacteroidales were prevalent in CSD samples (Fig. 5a). In
contrast, taxa including Enterobacteriales were enriched in VD
compared to CSD at 1 year of age.
We compared samples from day 5 after birth versus 1 year of

age within each birth mode group independently to differentiate
between taxonomic groups contributing to AMR. Within CSD
samples, we found that Enterobacteriales and Staphylococcaceae
were enriched at day 5 after birth while major AMR contributors at
1 year of age were Lachnospiraceae, Bacteroidaceae, Actinobacteria
and Oscillospirales. Conversely, within VD samples early AMR
resistance was mainly attributed to the abundance of Bacteroi-
dales, Lactobacillales, Propionibacteraceae and Enterobacteriaceae
at day 5 after birth. Meanwhile, at 1 year of age, VD samples were
enriched in taxa including Lachnospiraceae, Ruminococcaceae,
Veillonellales and Eggerthellaceae with respect to contribution of
AMR genes to the resistome (Fig. 5a). These data suggest that AMR
genes are also encoded by commensals apart from pathogens
which, in the context of the present study, sustain their presence
throughout the !rst year of life.

Role of mobile genetic elements in antimicrobial resistance
Bacterial genomes have been !ne-tuned over evolutionary
timescales,51 potentially re!ning their defence mechanisms
against various biocidal agents including chemicals. Aside from
these, bacterial components such as MGEs are known to be potent
factors in the spread of AMR52 and can transfer genes across
distinct taxonomic clades. An example of such MGEs are plasmids
as well as viruses including bacteriophages, which actively drive
the transfer of genetic material.53 To determine the role of MGEs
in conferring AMR in our neonate cohort, we analysed the
genomic context of the AMR genes. The contigs were classi!ed as
chromosomal, plasmid, phage, ambiguous (those that could not
be resolved) and unclassi!ed. In this study, chromosomal
sequences refer to the bacterial genome excluding plasmids, in
accordance with the PlasFlow54 methodology. These criteria were
used to assess the role of MGEs at all timepoints. The majority
(average of ~75%) of the AMR genes were encoded on the
bacterial chromosome (Fig. 5b). This phenomenon was prominent
in the VD samples irrespective of sampling time point. On the
other hand, the mean relative abundance of AMR genes encoded
on plasmids (~5%) was marginally increased in the CSD group at
both 5 days after birth and at 1 year of age. Overall, we found that
phages encoded lower levels (1–3%) of AMR genes compared to
the plasmids. However, we found that the relative abundances of
phages encoding AMR were signi!cantly increased after 1 year of
age (Fig. 5b). Interestingly, we did not !nd any signi!cant

Fig. 5 Taxa and mobile genetic elements associated with
antimicrobial resistance. a Tree plots depicting the median
proportion of AMR-associated taxa at day 5 after birth and at 1
year of age comparing the CSD and VD groups. Values used for
plotting the trees are an average of all the samples within the group.
b The relative abundances of AMR genes found on the bacterial
chromosome, plasmids or phages at the different timepoints,
ranging from day 5 after birth through to 1 year of age. CSD=
blue (left panel), VD= green (right panel). Paired two-way ANOVA
was used to assess signi"cant differences; adjusted p-values are
shown in the plot to depict signi"cant differences. *p-value < 0.05. c
Stacked bar plot depicting the AMR categories transmitted via
phages and plasmids at all timepoints. Each colour in the plot is
associated with a category listed in the legend on the right. The plot
represents mean values for all samples in each group.
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differences between the birth modes in relation to the virome
pro!les at any of the timepoints (FDR-adjusted p > 0.05, two-way
ANOVA, Supplementary Fig. 7). However, a large proportion of the
contigs were either ambiguous or unclassi!ed but demonstrated
an even distribution across all timepoints (Supplementary Fig. 8a).
When ambiguous sequences mapping to both the bacterial
chromosome and phages are included in the phage abundance
metrics, it results in a higher abundance of AMR genes conferred
by phage compared to plasmids (Supplementary Fig. 8b).

Distribution of AMR categories encoded by mobile genetic
elements
Assessing AMR conferred by MGEs, we found that both plasmids
and phages encoded genes conferring resistance to several
classes of antibiotics (Fig. 5c). Though signi!cant differences were
not apparent, we found that phage-encoded AMR genes against
vancomycin (glycopeptide) and numerous other antimicrobials
were dominant in both birth mode groups. In addition, plasmids
conferred resistance to diaminopyrimidine and bacitracin, as well
as "-lactams, phenicol, MLS and tetracyclines (Fig. 5c). Strikingly,
these data suggest that MGE-mediated AMR, encoded by phages,
is a potential factor in conferring AMR or serve as a reservoir for
antimicrobial resistance throughout the !rst years of life.

Phage-mediated horizontal gene transfer (HGT)
To understand phage-mediated horizontal gene transfer of AMR
we analysed, in detail, phage contigs encoding AMR genes. We
identi!ed several genes that were horizontally transferred within
the CSD and VD groups (Supplementary Data 4 and Supplemen-
tary Fig. 9). CSD samples (n= 3; C112, C113 and C119), exhibited
HGT involving AMR genes including resistance to glycopeptide
and multidrug (Fig. 6a–d). The majority (~88%) mapped to the
bacterial chromosome. However, two genes encoding multidrug
resistance were encoded by both chromosome and phage (C119:
contig 2568, Supplementary Data 4). The contig was found to be a
candidate prophage based on detailed inspection and was found
to encode several genomic regions with prophage signatures
"anking the multidrug resistance genes (Fig. 6f). In addition, the
coverage of the contig across its entire length was more variable
in the genomic regions where the prophage and AMR gene
sequences were identi!ed. Resolution of the taxa involved
indicated HGT between the Intestinimonas butyriciproducens
(GCA 003096335) and Clostridium bolteae (ATCC BAA 613 GCA
000154365) strains belonging to the Oscillospirallales and Lach-
nospirallales orders, respectively (Supplementary Fig. 10).

DISCUSSION
Birth mode is postulated to represent a major factor in shaping
earliest gut microbiome colonisation and the linked development
of neonates especially in relation to the priming of the neonates’
immune system.3 Apart from birth mode, additional aspects such
as diet and medical factors have been described to have a
signi!cant effect on neonate colonisation and succession.19

Whether or not such effects persist during the !rst year of life
remains an essential question. Here, we performed an in-depth
longitudinal analysis of the gut microbiome using high-resolution
metagenomics on samples collected during the !rst few days
postpartum through to the !rst year of age. We speci!cally
assessed the pervasive effect of birth mode-dependent micro-
biome differences in relation to immune system priming and AMR.
In addition, we analysed the contribution of mobile genetic
elements and the role of horizontal gene transfer in
conferring AMR.
Our previous !ndings8 along with the longer-term trends of the

present study underpin the notion that persistent structural and
functional differences exist in the gut microbiomes of neonates
born by CSD. More speci!cally, our results agree with other studies

which have highlighted a reduced abundance and colonisation by
taxa such as Bi!dobacterium and Bacteroides in CSD neo-
nates.6,8,24,55,56 In addition, we found that the levels of Faecali-
bacterium prausnitzii were signi!cantly elevated in VD infants after
1 year of age. F. prausnitzii is a highly abundant commensal in the
human gut including those with higher levels of diversity and
richness when compared to individuals following a Western
lifestyle.57 Concurrently, this taxon has been reported to be
reduced in the gut of patients with ulcerative colitis and Crohn’s
disease,58 which in turn may be linked to it being a keystone taxon
conferring anti-in"ammatory properties in humans.59,60 Further
studies are necessary to effectively understand the longer-term
consequences of the differential abundance of F. prausnitzii in
humans beyond the !rst year of age.
Our previously published study8 highlighted a higher potential

for LPS-mediated immune priming in VD compared to CSD at day
5 after birth. Conversely, we found that LPS extracts from the CSD
samples taken at 1 year of age resulted in signi!cantly higher TNF-
! levels compared to 5 days after birth. Our results indicate that a
reduction in the earliest immune system priming through key
immunogenic molecules occurs in CSD neonates. This might lead
to persistent effects throughout the !rst year of life which, in turn,
may explain the higher rates of immune system-linked diseases
observed in CSD infants in later life including metabolic
disorders11,55 and allergies.12,13 Along these lines, Jakobsson
et al. previously showed that children born via CSD have reduced
Th1 responses.4 Furthermore, other groups have reported that
early-life immune system stimulation impacts immune-disorders
including asthma,61 allergies,62 diabetes and IBD.63 In this context,
our !ndings indicate that birth mode-dependent gut microbiota
alterations affect the status of the immune system throughout the
!rst year of life, and likely beyond. This in turn may explain
immunological de!cits linked to numerous chronic diseases for
which a higher propensity is observed in individuals born by
CSD.64

Birth mode-associated alterations of the gut microbiota may
facilitate colonisation by opportunistic pathogens, including those
encoding antimicrobial resistance.15 Functional analyses of our
metagenomic data highlighted enrichments in carbapenem and
phenazine biosynthesis genes in the VD group after the !rst year
of life, potentially a consequence of endogenous gut bacteria-
mediated resistance mechanisms against opportunistic pathogens
in the gut. Both carbapenem and phenazine are known to be
bacterial compounds that are used clinically in !ghting Gram-
positive and Gram-negative pathogens.65,66 This data suggests
that the indigenous gut microbiota plays a crucial, early role in
conferring colonisation resistance against pathogens. In addition,
we found that CSD is associated with resistance against semi- and
synthetic antibiotics as early as 5 days after birth. It is well
established that mothers undergoing CSD are administered
antibiotics to prevent nosocomial infections, as a prophylactic
policy.42,67,68 Interestingly, we did not !nd resistance towards the
antibiotic treatment administered to mothers in our cohort. It,
however, remains plausible that the enrichment in AMR genes
especially against phenicol, pleuromutilin and diaminopyrimidine
classes at day 5 after birth in CSD neonatal samples is linked to the
hospital environment including the actual caesarean section.
In conjunction with the observed differences in AMR between

CSD and VD our study also highlights the potential mode of AMR
transmission via mobile genetic elements including via plasmids
and/or bacteriophages.69–71 Parnanen et al. reported the presence
of AMR genes and MGEs in infant faecal samples at 1 and
6 months of age.72 Our !ndings agree with their results and
expand on these by additionally providing data on the abundance
of AMR genes and MGEs at 5 days after birth. Furthermore, we
identi!ed 27 categories of AMR genes and linked these to both
bacterial taxonomy and MGEs. We found that both plasmids and
phages encoded genes which confer resistance to several classes
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Fig. 6 Horizontal gene transfer (HGT) events. Schematics depicting the a diaminopyrimidine resistance gene transfer between Blautia and
Dorea in sample C112 (CSD). The lighter blue and green arrows represent genes localized on the forward and reverse strands, respectively. Red
bars indicate matching regions between contigs with darker shades representing higher similarity. b HGT event transferring glycopeptide
resistance between Clostridium_P and Clostridium in C113 (CSD). c–e Multidrug resistance genes were transferred horizontally between the
following genera: Intestimonas and Clostridium, Ruminococcus and Roseburia, Enterococcus and Clostridium, in sample C119 (CSD). The timepoints
at which the genomes were recovered and to which the HGT event corresponds are indicated next to the genera nomenclature. f Linear
representation of ‘contig_2568’, which mapped to both bacterial chromosome and phage. Area plot (grey) and dot plot (red) indicating the
coverage of the genomic regions. Triangles (red) indicate the prophage sequences (Supplementary Data 4) and their localisation coordinates
along the contig, while the dark-blue triangle indicates the location of the multidrug AMR genes (n= 2) on the contig.
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of antibiotics. Of all MGEs, plasmids conferred resistance to a
variety of antimicrobial compounds. Furthermore, we found that
glycopeptide and multidrug resistance were transferred via
phages, in accordance with previous reports.73–75 We also found
that horizontal gene transfer plays a critical role in the continued
transmission of AMR during the !rst year of life. While ~88% of
HGT occurred via canonical methods involving the bacterial
chromosome and plasmids, we found that prophages contributed
to multidrug resistance in one CSD sample (C119). We detected
prophage signature sequences "anking two multidrug resistance
genes, horizontally transferred between bacteria from two distinct
orders. Our !ndings thereby highlight the role of prophages,
typically thought to mediate AMR in humans pathogens including
Staphylococcus aureus,76 Salmonella and shiga toxin-producing
Escherichia coli,77 as mediators of HGT even among commensals.
Intriguingly, HGT events in the VD samples did not indicate any
AMR gene transmission. On the other hand, considering the
smaller sample size, further studies with an increased power are
needed to clarify the role of phage-mediated AMR resistance
especially during the !rst few days of life.
The persistence of differences in early-life exposure is an

important but challenging research question, not least because of
the paucity of long-term, longitudinal studies ranging from
immediately after birth until early childhood. Our !ndings imply
that birth mode leads to persistent gut microbiota structural and
functional differences. We acknowledge that the limited sample
size and the lack of detailed dietary information cannot rule out
other confounding factors such as the in utero and postpartum
environments of the infants. However, and importantly, our data
suggest that gut microbiota structural and functional effects may
predispose infants delivered by CSD to delayed immune priming
resulting in a de!ciency in tolerance. Our results pave the way for
future, rational interventions aimed at restoring key functional
features of the microbiota. In this context, further studies
including following the children over extended periods of time
are needed to understand birth mode-mediated manifestations of
disease. Concurrently, an important research direction which
arises from our study centres on the role of the gut mobilome in
conferring AMR and how this affects microbiome trajectories and
linked phenotypic outcomes in humans. Considering current
global efforts directed at limiting the emergence of antibiotic
resistance,78 appreciation of the role of phages as an additional
source of resistance may be necessary for success in reducing the
overall burden of AMR in the future.

METHODS
Ethics statement
All aspects concerning the recruitment and collection of mother-neonate
pairs including handling, processing and storing of samples as well as data
were approved by the Luxembourg Comité national d’éthique de
recherche, under reference number 201110/06 and by the Luxembourg
National Commission for Data Protection under reference number
A005335/R000058. Prior to specimen collection, following a detailed
consultation; written and informed consent was obtained from all mothers
enrolled in the study.

Sample collection
Based on our previous study,8 the present study design aimed at testing
the hypothesis that birth mode elicits longer-term functional microbiome
changes which may impact neonatal health and development (with
particular foci on antimicrobial resistance and lipopolysaccharide biosynth-
esis) and we performed the corresponding power analyses using data from
our previous study. Founded on the increase in fold-change [caesarean
section delivery (CSD) versus vaginal delivery (VD)] in antimicrobial
resistance genes, a sample size calculation revealed a minimum number
of four individual mother–infant pairs per group to achieve a power of 80%
with a signi!cance threshold of 5%. For the LPS-mediated functional
cytokine measurements, we estimated a minimum sample size per group

of six pairs based on a fold-change of 1.40x in TNF-!, i.e., a 40% difference
of means between the samples (Supplementary Fig. 11). As previously
published,8,39 we found that the functional microbiome differences
provide clearer delineations when comparing groups than the typically
reported taxonomic pro!les. Based on our hypothesis, we focused on
functional endpoints, in particular on the emergence and acquisition of
AMR genes and the LPS-mediated immune stimulation. As per the results
of the power analyses highlighting a minimum requirement of 6
mother–infant pairs per group, we further in"ated the per-group sample
size by 50% leading to a minimum of 9 mother–infant pairs per group. In
the present study, babies delivered via caesarean (CSD, n= 11) and vaginal
(VD, n= 9) deliveries were sampled during the !rst days of life and were
followed-up at 1 month, 6 months and at 1 year of age (Supplementary
Data 2). Samples were collected during follow-up visits into sterile plastic
vials and immediately "ash-frozen in liquid nitrogen. Faecal samples were
stored until further processing at !80 °C.

Faecal processing and nucleic acid extraction
Genomic DNA was isolated from 50mg of frozen stool samples aseptically
weighed into sterile vials, prior to processing with the DNeasy PowerSoil
Kit (Qiagen, Luxembourg) including an additional incubation step at 65 °C
and milling, as described previously.8 All the study samples yielded
suf!cient DNA for metagenomic sequencing including artefact-curated
metagenomic data as described previously8 for subsequent analyses. DNA
extracted from all timepoints was thereafter stored at !80 °C until
further use.

DNA sequencing
All DNA samples were subjected to random shotgun sequencing. Brie"y,
250 ng of DNA was sheared using Bioruptor NGS (Diagenode, UCD300)
with 30-s ON and 30-s OFF for 15 cycles. The sequencing libraries were
prepared using TruSeq Nano DNA library preparation kit (Illumina, FC-121-
4002) using the protocol provided with the kit. The libraries were prepared
considering 350 bp average insert size. Prepared libraries were quanti!ed
using Qubit (Invitrogen) and the quality was checked on a Bioanalyzer
(Agilient). Sequencing was performed on the NextSeq500 (Illumina)
instrument using 2 ! 150 bp read length at the LCSB Sequencing Platform.

Data processing for metagenomics, including genome
reconstruction
Paired forward and reverse sequences were processed using the
metagenomic work"ow of the Integrated Meta-omic Pipeline79 (IMP).
The metagenomic processing work"ow includes pre-processing, assembly,
genome reconstruction and functional annotation of genes based on
custom databases in reproducible manner. Brie"y, the adapter sequences
were trimmed in the pre-processing step including the removal of human
reads. Thereafter the de novo assembly was performed using the MEGAHIT
(version 2.0) assembler.80 Default IMP parameters were retained for all
samples. Subsequently, we used MetaBAT281 and MaxBin282 for binning in
addition to an in-house binning methodology previously described.83 This
involved ignoring ribosomal RNA sequences in kmer pro!les, clustering
from VizBin embeddings,84 using density-based non-hierarchical clustering
algorithms and depth of coverage for genome reconstructions. The
reconstructed genomes are hereafter referred to as bins or metagenome-
assembled genomes (MAGs). We obtained a non-redundant set of MAGs
using DASTool85 with a score threshold of 0.7 for downstream analyses.

Metagenomic taxonomic classi!cation, virome and functional
analyses
Trimmed and pre-processed read pairs were used as input to determine
the microbial abundance and population genomic pro!les based on the
mOTUs86 (version 2) tool. Based on the marker genes in the mOTU2
database taxonomic pro!ling was performed. The relative abundances of
the mOTUs were estimated using a minimum alignment length of 125
basepairs (bp), where the read counts were normalized to the gene length
while also accounting for base coverage of the genes. This was done using
the motus pro!le option with the built-in option (-c) for relative abundance
values per samples. Simultaneously, to improve speci!city and minimise
false positives, a cut-off of seven genes that deviated from the median was
used as an additional parameter to improve both sensitivity and precision.
For the reconstructed MAGs, completeness and contamination were
determined using CheckM,87 while the taxonomy for each MAG was
assigned using the GTDB (Genome Taxonomy Database) toolkit (gtdb-tk)50
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using the lineage_wf option and by using the fasta !les as inputs for
the MAGs.
For the analyses of functional potential from the assembled contigs,

open-reading frames were predicted from the assembled contigs using a
modi!ed version of Prokka88 that includes Prodigal89 gene predictions for
complete and incomplete open-reading frames. The identi!ed genes were
annotated with a hidden Markov models90 (HMM) approach, trained using
an in-house database84 including all KO,41 TIGRFAM and SWISS-PROT91

groups and using hmmsearch from HMMER 3.1.92 Where multiple
functional groups were assigned to genes, the best hits based on bit
scores were selected. FeatureCounts93 was used to extract the number of
reads per functional category, using the arguments -p and -O, thus yielding
counts for each functional category. After the LPS-cytokine analysis,
insuf!cient faecal sample for one of the CSD samples (C118) remained for
metagenomic sequencing. Therefore, the sample was removed from
subsequent metagenomic analyses. For the virome analyses, we used an
iterative annotation method to recover microbial (bacterial and archaeal)
viruses,94 and subsequently taxonomically annotated using a network-
based classi!cation protocol de!ned by Bolduc et al.95 Samples C109 was
not included in the virome analyses due to viral contigs being below
detection con!dence thresholds.

Identi!cation of antimicrobial resistance genes and
association with mobile genetic elements
We used a deep-learning approach, DeepARG,43 to predict and identify
AMR genes within our metagenomic data. The output from Prokka, i.e. the
translated fasta sequence !les for all open-reading frames, was used as
input for the AMR analyses. AMR genes were collapsed into categories
based on the Comprehensive Antibiotic Resistance Database (CARD)44 and
identi!ed using DeepARG. Thereafter, the relative abundance of the AMR
genes was calculated using the Rnum_Gi method described by Hu et al.96

Identi!ed AMR genes and their categories were consecutively linked to
associated bacterial taxonomy using the metagenomic bin classi!cation.
Furthermore, AMR genes were linked to predicted mobile genetic
elements (MGEs; phages and plasmids) to identify probable transmission
of AMR between taxa. For the identi!cation of plasmids in the
metagenomic data, PlasFlow54 was used with a threshold for !ltering set
to 0.7. Simultaneously, DeepVirFinder97 and VirSorter98 were used to
identify phage sequences within the VD and CSD groups. Predictions from
both these tools were subsequently merged to obtain a comprehensive
catalogue of phage sequences. For the prediction of phage sequences, the
DeepVirFinder thresholds for !ltering were set at a p-value of < 0.05 and a
score of 0.7, while for VirSorter the category 1 and 2 predictions were used
for downstream analyses. To link both the MGEs and the taxonomy to the
AMR genes, we mapped the genes to assembled contigs, followed by
identifying the corresponding bins (MAGs) to which the contigs belonged.
By considering all different predictions of MGEs, a !nal classi!cation was
made based on the genomic contexts of the AMR genes encoded on
plasmids, phages or chromosomes, including classi!cation of those that
could not be resolved (ambiguous). Those AMR genes that could not be
assigned to either the MGEs or bacterial chromosomes were further
referred to as unclassi!ed genomic signatures. Certain AMR genes were
encoded on both the bacterial chromosome and phage genomes
(Supplementary Data 4). In such cases, we recorded the encoded AMR
gene as being ambiguous. The con!rmation of AMR genes and their
associated mode of transfer was performed manually alongside the
mapping of identical 1 Kbp "anking regions, via the MetaCHIP analyses
pipeline.99 Brie"y, groups of genes among all input MAGs with maximum
average identity were considered putative HGT genes. To validate the
predicted candidates, a pairwise BLASTN was used to assess each pair of
"anking regions of 10 Kbp. Visual representations of the genomic regions
were extracted alongside the results for visual interpretation and
inspection. Coverage of the genomic regions was additionally assessed
through the IGV viewer using the bam !le, and manually plotted based on
per base coverage statistics for the latter.

LPS isolation and in vitro immunostimulation for cytokine
pro!ling
From the 1 year of age time point, 150 mg faecal samples were weighed
aseptically and lipopolysaccharide (LPS) was extracted alongside an
extraction blank to serve as a negative control. We also used an in-
house pure culture of E. coli, from which extracted LPS was used as a
positive control. To maximise yields, the samples were divided into
triplicates, i.e. 50 mg per vial, prior to LPS extraction using the hot phenol-

water protocol as previously described.8 After extractions the triplicates
from each sample were pooled and quanti!ed using an endotoxin-
detection assay (Endolisa, #609033, Hyglos GmbH, Germany). All samples
produced suf!cient quantities of LPS. The puri!ed LPS was used to
stimulate monocyte-derived dendritic cells (MoDCs). Brie"y, primary
human monocytes were derived from blood samples from four healthy
donors obtained through the Luxembourg Red Cross. The monocytes were
further differentiated into MoDCs, in RPMI 1640 medium (ThermoFisher
Scienti!c) supplemented with 10% foetal bovine serum (ThermoFisher
Scienti!c), 20 ngml!1 of granulocyte-macrophage colony-stimulating
factor (Peprotech, London, UK), 20 ngml!1 IL-4 (Peprotech) and 1%
penicillin–streptomycin (Invitrogen). Subsequently, the immunostimulatory
potential of the LPS fractions isolated from the 1 year of age faecal samples
was determined. For this, MoDCs were treated with LPS extracts from VD
and CSD samples. The amount of LPS from each sample that was used to
stimulate the MoDCs was adjusted as described by Wampach et al.8 Brie"y,
the MoDCs were stimulated with 7.5 µl/well of LPS while a positive control
was established using 15 EU/well LPS isolated from E. coli, and a negative
control was set up by incubating MoDCs with 7.5 µl/well of the LPS
extraction blank. For the in vitro stimulation, the amount of MoDCs was
1 ! 105 cells/well. Treatments were performed on cells from all the healthy
donor-derived samples, and analysed for the presence of pro- and anti-
in"ammatory cytokines (TNF-!, IL-8, IL-18, IL-1", IL-12 and IL-10) using both
Human Instant and uncoated ELISA kits (ThermoFisher Scienti!c).

Data analysis
All !gures for the study including visualizations derived from the
taxonomic, functional and cytokine pro!ling were created using version
3.6 of the R statistical software package.100 DESeq2101 and Wilcoxon rank-
sum tests with FDR-adjustments for multiple testing were used to assess
signi!cant differences for the AMR and taxonomic analyses whereas a
paired two-way ANOVA (analysis of variance) within the nlme package was
used for identifying statistically signi!cant differences in the cytokine
pro!les. Volcano plots were generated using the EnhancedVolcano
package.102 Corrplots were generated using the corrgram package
developed for R.103 The metacoder104 package was used to visualize the
AMR-linked taxonomy in R.

DATA AVAILABILITY
The sequencing data and the MAGs generated during the current study are available
from NCBI under bioproject accession number PRJNA595749. Supplementary Data 1
lists the taxonomic classi!cations of the carbapenem biosynthesis KEGG pathway
identi!ed within the MAGs. A reporting summary for this article is available as a
Supplementary Information !le (Supplementary Data 2). Supplementary Data 3
provides the clinical characteristics of all babies including details on diet, antibiotic
and growth tracking. A description of the HGT events between reconstructed
genomes and the manual validation of phage-conferred AMR is available in
Supplementary Data 4, while the accession numbers for the Gasparrini et al.45

sequence data are listed in Supplementary Data 5. Legends for the supplementary
!gures are provided in the Supplementary material !le. A description of the AMR and
HGT analyses including pre-processing steps along with the scripts and con!g !les
can be found at GitLab: https://git-r3lab.uni.lu/susheel.busi/cosmic2.
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Abstract 13 

Biological wastewater treatment plants (BWWTP) are considered to be hotspots 14 

of evolution and subsequent spread of antimicrobial resistance (AMR). Mobile genetic 15 

elements (MGEs) promote the mobilization and dissemination of antimicrobial resistance 16 

genes (ARGs) and are thereby critical mediators of AMR within the BWWTP microbial 17 

community. At present, it is unclear whether specific AMR categories are differentially 18 

disseminated via bacteriophages (phages) or plasmids. To understand the segregation 19 

of AMR in relation to MGEs, we analyzed meta-omic (metagenomic, metatranscriptomic 20 

and metaproteomic) data systematically collected over 1.5 years from a BWWTP. Our 21 

results showed a core group of fifteen AMR categories which were found across all 22 

timepoints. Some of these AMR categories were disseminated exclusively (bacitracin) or 23 

primarily (aminoglycoside, MLS, sulfonamide) via plasmids or phages (fosfomycin and 24 

peptide), whereas others were disseminated equally by both MGEs. Subsequent 25 

expression- and protein-level analyses further demonstrated that aminoglycoside, 26 

bacitracin and sulfonamide resistance genes were expressed more by plasmids, in 27 

contrast to fosfomycin and peptide AMR expression by phages, thereby validating our 28 

genomic findings. Longitudinal assessment further underlined these findings whereby the 29 

log2-fold changes of aminoglycoside, bacitracin and sulfonamide resistance genes were 30 

increased in plasmids, while fosfomycin and peptide resistance showed similar trends in 31 

phages. In the analyzed communities, the dominant taxon Candidatus Microthrix 32 

parvicella was a major contributor to several AMR categories whereby its plasmids 33 

primarily mediated aminoglycoside resistance. Importantly, we also found AMR 34 

associated with ESKAPEE pathogens within the BWWTP, for which MGEs also 35 

contributed differentially to the dissemination of ARGs. Collectively our findings pave the 36 

way towards understanding the segmentation of AMR within MGEs, thereby shedding 37 

new light on resistome populations and their mediators, essential elements that are of 38 

immediate relevance to human health.  39 
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Introduction 40 

Throughout human history, bacterial infections have been a major cause of both 41 

disease and mortality1. The discovery as well as the subsequent development and 42 

medical use of antibiotics have provided effective treatment options which limited the 43 

development and spread of bacterial pathogens. However, the use of antibiotics has 44 

exacerbated the emergence of antimicrobial resistance (AMR) in both commensal and 45 

pathogenic bacteria2. As a result, AMR, as the "silent pandemic”, has become a prevalent 46 

threat to human health3–5.  47 

From a public health perspective, biological wastewater treatment plants 48 

(BWWTPs) are considered hotspots of AMR due to the convergence of antibiotics with 49 

resistant, potentially pathogenic microorganisms originating from both the general 50 

population as well as agriculture and healthcare services6,7. Additionally, the mobilization 51 

of antimicrobial resistance genes (ARGs) through rampant horizontal gene transfer (HGT) 52 

promotes the dissemination of AMR within the BWWTP microbial community8. Therefore, 53 

BWWTPs represent an environment exceptionally suited for the evolution and 54 

subsequent spread of AMR9,10. To date, more than 32 studies have documented the role 55 

of BWWTPs as key reservoirs of AMR11. Furthermore, BWWTPs generally do not contain 56 

the necessary infrastructure to remove either ARGs or resistant bacteria, which are 57 

released into the receiving water via the effluent, promoting its spread in the environment 58 

at large12. Most often these are surface water bodies such as rivers, which contribute to 59 

the further dissemination of AMR and resistant bacteria among environmental 60 

microorganisms13. Acquired resistance may in turn be carried over to humans and 61 

animals using these water resources. In fact, there is strong evidence suggesting that 62 

ARGs from environmental bacteria can be taken up by human-associated and pathogenic 63 

bacteria14,15. From an epidemiological and surveillance perspective, BWWTPs also 64 

provide samples representative of entire populations16. As such, BWWTPs have recently 65 

been crucial for the monitoring of SARS-CoV-2 within the human population17. Overall, to 66 

increase our understanding of the dissemination of AMR and the underlying mechanisms 67 

as well as its general prevalence, it is necessary to map the resistome of various 68 

environments starting with biological BWWTPs because it is critical to unravel the extent 69 

to which they act as reservoirs for the dissemination of antimicrobial resistance genes 70 
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(ARGs) to bacterial pathogens. Moreover, understanding the community-level overviews 71 

of the ARG potential and its expression, coupled with population-level linking, including 72 

to pathogens, may allow for efficient monitoring of pathogenic and AMR potential with 73 

broad impacts on human health. 74 

The conditions such as the presence of resistance genes18, and sub-inhibitory 75 

antibiotic selection pressure from various sources8 facilitate HGT of ARGs into new hosts 76 

through the mobilome, i.e. mobile genetic elements (MGEs). Acquisition of ARGs via 77 

MGEs primarily occurs through two mechanisms: conjugation or transduction19. In 78 

conjugation, plasmids carrying one or more resistance genes are transferred between 79 

microorganisms20, while in transduction bacteriophages carrying ARGs infect bacteria 80 

and integrate their genome into those of the host thereby conferring resistance21. Of these 81 

mechanisms, conjugation is often thought to have the greatest influence on the 82 

dissemination of ARGs, while transduction is deemed less important8. In general terms, 83 

studies concerning AMR and its dissemination focus either on phage22,23 or plasmids 84 

solely24. Alternatively, the two are treated collectively12,25 without a comprehensive 85 

comparative analysis. This circumstance has created a knowledge gap whereby the 86 

contributions of plasmids and phages as independent entities to AMR transmission within 87 

complex communities, such as those found in biological BWWTPs, is largely unknown.  88 

To shed light on the evolution, dissemination and potential segregation of AMR 89 

within MGEs in a WTTP microbial community, we leveraged longitudinal meta-omics data 90 

(metagenomics, metatranscriptomics and metaproteomics). Samples collected for 51 91 

consecutive weeks over a period of 1.5 years, were used to characterize the resistome. 92 

We found that several bacterial orders such as Acidimicrobiales, Burkholderiales and 93 

Pseudomonadales were associated with 29 AMR categories across all timepoints. Our 94 

longitudinal analysis demonstrated that MGEs are important drivers of AMR 95 

dissemination within BWWTPs and that assessing the activity of the ARGs is critical for 96 

understanding the underlying mechanisms. More importantly, we reveal that MGEs, i.e. 97 

plasmidomes and phageomes, contribute differentially to AMR dissemination. 98 

Furthermore, we observed this phenomenon in clinically-relevant taxa such as the 99 

ESKAPEE pathogens26, for which plasmids and phages were exclusively associated with 100 

specific ARGs. Collectively, our data suggest that BWWTPs are critical reservoirs of AMR 101 
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which show clear evidence for the segregation of distinct AMR genes within MGEs 102 

especially in complex microbial communities. In general, we believe that these findings 103 

may provide crucial insights into the segregation of the resistome via the mobilome in any 104 

and all reservoirs of AMR, including but not limited to animals, humans, and other 105 

environmental systems.  106 

Results 107 

Longitudinal assessment of the resistome within a BWWTP  108 

To characterize the BWWTP resistome, we sampled a municipal BWWTP on a 109 

weekly basis over a 1.5 year period (ranging from 21-03-2011 to 03-05-2012)27,28. 110 

Utilizing the PathoFact pipeline we resolved the BWWTP resistome. This analysis 111 

revealed the presence of 29 different categories of AMR within the BWWTP. Subsequent 112 

longitudinal analyses highlighted enrichments in aminoglycoside, beta-lactam and 113 

multidrug resistance genes (Fig. 1a). Concomitantly, we observed specific shifts in the 114 

AMR profiles over time. For example, a shift at two timepoints (13-05-2011, 08-02-2012) 115 

highlighted a steep increase in resistance genes corresponding to glycopeptide 116 

resistance.  Other AMR categories, such as diaminopyrimidine resistance, exhibited a 117 

less drastic but more fluid change in longitudinal abundance observable over multiple 118 

timepoints.  119 

 Additionally, AMR categories were found to persist variable over time (Fig. 1b). A 120 

core group of 15 AMR categories in total were identified and found to be present across 121 

the 1.5 year sampling period. These included aminoglycoside, beta-lactam and multidrug 122 

resistance genes, which contributed the most to the pool of ARGs. A further six 123 

(aminocoumarin, aminoglycoside:aminocoumarin, elfamycin, nucleoside, triclosan and 124 

unclassified) AMR categories were found to be prevalent (>75% of all timepoints), while 125 

another three AMR categories were moderately (50 - 75% of all timepoints) present over 126 

time (Fig. 1b). Five other categories were rarely present within the BWWTP, with 127 

resistance corresponding to acridine dye only present at six of the timepoints. Altogether, 128 

this emphasized that the BWWTP resistome varies over time, substantiating the 129 
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requirement for a longitudinal analysis to obtain an accurate overview of the community’s 130 

overall resistome.  131 

Although the data thus far provided a clear overview of the BWWTP from a 132 

metagenomic perspective, it did not provide any information regarding AMR expression. 133 

We therefore utilized the corresponding metatranscriptomic dataset to investigate the 134 

expression of identified ARGs and monitor their changes, within the BWWTP, over time. 135 

In contrast to the metagenomic data, we observed a difference in AMR expression levels 136 

for several categories. Aminoglycoside, beta-lactam, and multidrug resistance identified 137 

at high levels in metagenomic information were also highly expressed within the BWWTP 138 

(Fig.1c). However, peptide resistance demonstrated the highest expression levels of all 139 

the AMR categories. We further investigated which ARG subtypes contributed to the 140 

identified peptide resistance category and found that ~90% of the expressed peptide 141 

resistance was directly contributed by a single resistance gene, YojI (Supp. Fig. 1), 142 

typically associated with resistance to microcins29 a potential adaptive strategy amongst 143 

the microbial populations in the BWWTP against these specific stressors. 144 

Microbial community and co-occurrence patterns of AMR  145 

Based on the previously identified microbial community28, we hypothesized that 146 

the abundant and prevalent bacterial orders such as Acidimicrobiales were major 147 

contributors to the abundance in ARGs observable via metagenomics. To further 148 

investigate the contribution to AMR by the distinct microbial populations, we linked AMR 149 

genes to the contig-based taxonomic annotations of the assemblies. Herein, we identified 150 

a wide variety of taxonomic orders contributing to AMR, with multiple orders often 151 

contributing to the same resistance categories (Supp. Fig. 2). Overall, taxa belonging to 152 

Acidimicrobiales, followed by Burkholderiales, were found to encode most of the ARGs 153 

(Fig. 2a). Additionally, the abundance of ARGs linked to taxonomy varied over time. This 154 

was most noticeable during a five-week period (autumn: 02-11-2011 to 29-11-2011), 155 

where a decrease in abundance in ARGs linked to Acidimicrobiales and Bacteroidales 156 

was observed coinciding with an increase in ARG abundance in Pseudomonadales and 157 

Lactobacillales. 158 
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 Since the family Acidimicrobiales was found to be linked to the highest abundance 159 

in ARGs, we further resolved the taxonomic affiliation and identified the species 160 

Candidatus Microthrix parvicella (hereafter known as M. parvicella) to be the main 161 

contributor to AMR. M. parvicella was previously found to dominate this microbial 162 

community27 and is a well-characterized bacterium commonly occurring in the BWWTP30. 163 

Overall, aminoglycoside, beta-lactam, multidrug and peptide resistance were found to be 164 

abundant in this species (Fig. 2b), with aminoglycoside resistance demonstrating the 165 

highest expression levels as confirmed through metatranscriptomic analysis (Fig. 2c). 166 

Although it was not surprising to find a high abundance of ARGs linked to this species, 167 

the longitudinal variation in the abundances of these ARGs was nevertheless surprising 168 

(Fig. 2b). Furthermore, coupled to a decrease in the abundance of M. parvicella itself27, 169 

we observed an almost complete decrease in ARGs at two timepoints (23-11-2011 and 170 

29-22-2011). However, the M. parvicella population recovered to levels resembling the 171 

earlier timepoints in conjunction with the abundances in ARGs towards the end of the 172 

sampling period (Fig. 2a, Fig. 2b), underlining their overall contribution to AMR within this 173 

BWWTP.  Alternatively, it is plausible that the dominance of M. parvicella is attributable 174 

to the encoded ARGs, which in turn, may confer a fitness advantage. 175 

In order to determine whether the abundances in ARGs may be directly associated 176 

with the community composition and population sizes over time, co-occurrence patterns 177 

between ARG subtypes and taxa (genus level) were explored using the metagenomic 178 

data. Bipartite network analyses (Fig. 2c) demonstrated that ARGs, within or across ARG 179 

types and microbial taxa, showed clear and distinct co-occurrence patterns within the 180 

BWWTP. These patterns indicated a strong segregation of distinct, taxa-specific ARG 181 

subtypes within the BWWTP community over time. One clear example was that of M. 182 

parvicella which encoded different aminoglycoside resistance genes (Fig. 3a). Thus, the 183 

abundance of this bacterium along with the aminoglycoside ARGs were highly correlated.  184 

Monitoring pathogenic microorganisms within BWWTPs 185 

In conjunction with the families observed within BWWTPs, we also found that 186 

certain ESKAPEE pathogens26, such as Klebsiella spp. and Pseudomonas spp., 187 

demonstrated co-occurring patterns with ARGs (Fig. 2c).   188 
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As previously mentioned, BWWTPs represent a collection of potentially 189 

pathogenic microorganisms originating from, among others, the human population. 190 

Moreover, evidence suggests that ARGs from environmental and commensal bacteria 191 

can spread to pathogenic bacteria through HGT19. Therefore, we assessed the acquisition 192 

and dissemination of AMR in the extended priority list of pathogens (Table 1), 193 

characterized as such by the WHO31, using both metagenomics and metatranscriptomics.  194 

 195 

Table 1: WHO priority list for research and development of new antibiotics for 196 

antibiotics-resistant bacteria31. 197 

Bacteria Priority Organism 
detected 

Resistance 
detected 

Acinetobacter baumannii Critical + + 

Pseudomonas aeruginosa Critical + + 

Enterobacteriaceae Critical + + 

Enterococcus faecium high + + 

Staphylococcus aureus high + + 

Helicobacter pylori high + + 

Campylobacter spp high + - 

Salmonella spp high + + 

Neisseria gonorrhoeae high + - 

Streptococcus pneumoniae medium + + 

Haemophilus influenzae medium + - 

Shigella spp medium + + 
 198 

Of the identified pathogens (Table 1), we found that Pseudomonas aeruginosa, 199 

both encoded and expressed the highest abundance of ARGs, followed by Acinetobacter 200 

baumannii, over time within the BWWTP (Fig. 3). Moreover, an increase in ARG 201 

abundance and expression was observed in Pseudomonas aeruginosa during the time 202 

period, during which the otherwise dominant M. parvicella demonstrated reduced 203 

abundance (Fig. 2b & Fig. 3).  204 
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Differential transmission of antimicrobial resistance via mobile genetic 205 

elements 206 

As previously described32,33, the mobilome is a major contributor to the 207 

dissemination of AMR within a microbial community. Consequently, to understand (i) the 208 

role of MGE-mediated AMR transfer within the BWWTP, and (ii) to identify differential 209 

contribution of the mobilome to the dissemination of AMR, we identified both plasmids 210 

and phages within the metagenome and linked these to the respective ARGs. Overall, we 211 

found that plasmids contributed to an average of 10.8% of all ARGs, while phage 212 

contributed to an average of 6.8% of all resistance genes, confirming the general 213 

hypothesis that conjugation has the greatest influence on the dissemination of ARGs19. 214 

This phenomenon, however, varied across time within the BWWTP (Fig. 4a).  215 

 When investigating the dissemination of AMR via MGEs, most reports typically 216 

focus on either phages or plasmids individually, or both as collective contributors to 217 

transmission34. To date and to our knowledge, the respective contributions of phage and 218 

plasmid to AMR transmission have not been subjected to a comprehensive comparative 219 

analysis. To facilitate a systematic, comparative view of MGE-mediated AMR, we 220 

assessed the segregation of MGEs with respect to AMR and found that phages and 221 

plasmids contributed differentially to AMR (Supp. Fig. 3). Specifically, we found a 222 

significant difference in six AMR categories when comparing ARGs encoded by phages 223 

and plasmids (Fig. 4b). Aminoglycoside, bacitracin, MLS (i.e. macrolide, lincosamide and 224 

streptogramin) and sulfonamide resistance were found to be primarily encoded by 225 

plasmids, whereas fosfomycin and peptide resistance were found to be associated with 226 

phages.  227 

 To further understand AMR in relation to the community dynamics, we investigated 228 

the abundance and segregation of the above-mentioned significant resistance categories 229 

at different timepoints within the BWWTP. We observed ARG abundances varied over 230 

time both in phages (Fig. 4c) as well as plasmids (Fig. 4d). For instance, the abundance 231 

in aminoglycoside and sulfonamide resistance, which was encoded primarily by plasmids 232 

(Supp. Fig. 4a), fluctuated widely over time in both phages and plasmids (Fig. 4c). 233 

Additionally, plasmid-mediated sulfonamide resistance was reduced at 23-11-2011, 234 

followed by its highest abundance a week later (20-11-2011), while subsequently again 235 

.CC-BY-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted November 15, 2021. ; https://doi.org/10.1101/2021.11.15.468621doi: bioRxiv preprint 



decreasing. Similarly, in line with the above observations, fosfomycin and peptide 236 

resistance genes, while segregating within phages, demonstrated significant fluctuations 237 

over time (Fig. 4d). In addition to the metagenome, we also contextualized the localization 238 

of the expressed ARGs within MGEs based on the metatranscriptomic information. 239 

Specifically, we found that plasmids demonstrated a significantly increased expression of 240 

aminoglycoside along with bacitracin and sulfonamide resistance genes, while the 241 

expression of glycopeptide, mupirocin and peptide resistance genes were primarily 242 

enriched in phages (Fig. 5a). These observations pertaining to plasmid-mediated AMR 243 

were in line with the metagenomic findings (Fig. 4b). Only peptide resistance was 244 

observed to be expressed via phages in contrast to the differential enrichment of 245 

fosfomycin resistance observable in the metagenomic data. 246 

Taxonomic affiliations of MGE-derived resistance genes 247 

When assessing the differential contributions of MGEs to AMR, we found 248 

congruency between plasmids and phages to the AMR categories and taxonomic 249 

affiliations (Fig. 5b). For example, in the metagenomic data MGEs (phage and plasmid) 250 

were predominantly associated with the same AMR category and subsequently the same 251 

taxa. However, some exceptions were observed with specific taxa associated with AMR 252 

either through plasmids or phages. For instance, MLS resistance in Bacteroidales and 253 

Nostocales was mediated solely through plasmids, whereas the same resistance 254 

category was mediated by phage in Bifidobacteriales, indicating a mechanistic basis for 255 

the segregation of AMR between taxa and MGEs. 256 

 As most bacteria harbor MGEs, we queried whether the MGE-mediated AMR 257 

categories were linked to the abundance of some of the earlier reported taxa. 258 

Interestingly, we found that peptide resistance encoded by M. parvicella was solely 259 

associated with phages, while aminoglycoside resistance was primarily correlated with 260 

plasmids (Supp. Fig. 4b). Other highly abundant taxa such as Pseudomonas and 261 

Comamonas (Supp. Fig. 4c-d), on the other hand, were correlated with sulfonamide 262 

resistance in addition to aminoglycoside resistance encoded on plasmids (Fig. 5b). This 263 

was further reflected within the metatranscriptome data where in taxa such as 264 

Acidimicrobiales the expression levels of aminoglycoside resistance were solely 265 
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associated with plasmids (Supp. Fig. 5a). Additionally, in the Burkholderiales family, 266 

peptide and glycopeptide resistance were found to be expressed through phages (Supp. 267 

Fig. 5b).  268 

 We also found a clear segregation of the mobilome with respect to individual 269 

pathogens in the metagenome. Interestingly, plasmids were exclusively associated with 270 

AMR in six out of the fourteen relevant taxa (Fig. 5c). These included Streptococcus 271 

pneumoniae, Staphylococcus aureus, Shigella flexneri, Klebsiella pneumoniae, 272 

Enterobacter kobei and Enterobacter hormaechei. Furthermore, the plasmids were also 273 

associated with conferring peptide, multidrug, MLS, beta-lactam, fluoroquinolone, 274 

bacitracin, aminoglycoside, aminoglycoside:aminocumarin and sulfonamide resistance. 275 

Phages were exclusively associated with glycopeptide and aminoglycoside resistance in 276 

Salmonella enterica. Overall, our results revealed for the first time the key segregation 277 

patterns of AMR via the mobilome in taxa that are of relevance to human health and 278 

disease. Moreover, substantiating the metagenomic data, the pathogenic bacteria S. 279 

pneumoniae, S. aureus, K. pneumoniae, E. kobei and E. hormaeche were found to 280 

express ARGs solely associated with plasmids (Fig. 5c). Collectively, these findings 281 

represent an imminent threat to global health due to their potential for dissemination 282 

across reservoirs. 283 

Metaproteomic validation of AMR abundance and expression  284 

In order to validate our findings with the expression (metatranscriptomic) analyses 285 

on the BWWTP, we further used the corresponding metaproteomic data to offer 286 

complementary information at the protein level. Similar to the metagenome data we found 287 

protein expression linked to aminoglycoside, beta-lactam and multidrug resistance, over 288 

time within the BWWTP (Supp. Fig. 6). Proteins linked to multidrug resistance especially 289 

were found to increase over time.  290 

 To further improve upon the understanding of the AMR expression and assess its 291 

stability across the time, we estimated the normalized protein index (NPI) per gene, as 292 

discussed in the Methods, by integrating all of the multi-omic data. The estimated NPI 293 

demonstrated stable levels of aminoglycoside and multidrug resistance within the 294 

BWWTP (Fig. 6a). Specifically, proteins conferring multidrug resistance were found to 295 
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increase over time, which is in line with the gene- and expression-level observations. 296 

Furthermore, we contextualized the normalized proteins conferring AMR to their 297 

localization on MGEs. We identified five resistance categories, i.e.  aminoglycoside, beta-298 

lactam, sulfonamide, multidrug and tetracycline resistance, to be expressed through 299 

MGEs (Fig 6b). Of these categories we found that aminoglycoside resistance, in 300 

concordance with the gene and expression levels, was significantly higher mediated 301 

through plasmids compared to phages.  We further found that the MGE-mediated AMR 302 

categories were associated with specific microbial taxa. with plasmid-mediated 303 

aminoglycoside resistance found to be strongly associated with the previously mentioned 304 

M. parvicella (Fig. 6b). On the other hand, we did not identify any peptides associated 305 

with the ESKAPEE pathogens via metaproteomics. 306 

Discussion 307 

The surveillance of wastewaters for the identification of microbial molecular factors 308 

is a critical tool for identifying potential pathogens. This has been highlighted recently with 309 

the tracking of SARS-CoV-2 within wastewater treatment plants to assess viral 310 

prevalence and load within a given community35. Such approaches have also been 311 

employed for screening for antimicrobial resistance at a population level36,37. So far, 312 

several studies10,16,38,39 have characterized the proliferation of ARGs and antibiotic 313 

resistant bacteria in BWWTP. Szczepanowski et al.38 identified 140 clinically relevant 314 

plasmid-derived ARGs in a BWWTP metagenome38 while Parsley et al.39 characterized 315 

ARGs from bacterial chromosomes, plasmids and in viral metagenomes found in a 316 

BWWTP39. Further studies have shown that conventional BWWTP processes at best only 317 

partially remove ARGs from the effluent and may find their way into the urban water 318 

cycle40–42. Wastewater treatment plants, therefore, are crucial reservoirs of AMR, whose 319 

monitoring may allow for early-detection of AMR within the human population feeding into 320 

the system. Here, we leveraged a systematic and longitudinal sampling scheme from a 321 

BWWTP to identify diverse AMR categories prevalent within the BWWTP microbial 322 

community. In line with the studies by Szczepanowski et al.38 and Parsley et al.39, we 323 

found up to 29 AMR categories with several ARGs within the BWWTP. More importantly, 324 
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and unlike the previous studies, we linked the identified ARGs to clinically-relevant 325 

ESKAPEE pathogens, which represent a growing global threat to human health.  326 

 In our BWWTP samples, we identified a core group of 15 AMR categories that 327 

were ubiquitous at all timepoints. In line with the above-mentioned reports, the observed 328 

core resistance categories may reflect their abundance in the surrounding human 329 

population43. This has previously been reported by Pärnänen et al.44, Su et al.45 and 330 

Hendriksen et al.16 where they showed that BWWTP AMR profiles correlate with clinical 331 

antibiotic usage as well as other socio-economic and environmental factors. On the other 332 

hand, bacteria are known to have innate defense mechanisms against inhibitory 333 

bacteriocins from other taxa46. Therefore, one must be cognizant of the phenomenon that 334 

the observed core group of AMR categories may also be a proxy for the abundance of 335 

specific resistant bacteria. Despite this observation, it is plausible that both anthropogenic 336 

and microbial sources for AMR play a role in the observed resistance categories within 337 

the BWWTP. Interestingly, we found that several AMR categories, including ancillary 338 

(prevalent, moderate, and rare) groups, were associated with M. parvicella within the 339 

BWWTP. Similar to the findings by Munck et al.47, we found a wide range of bacteria 340 

associated with AMR categories including Acidimicrobiales, Burkholderiales and 341 

Rhodocyclales. On the other hand, we report that taxa, including ESKAPEE pathogens, 342 

belonging to 25 bacterial orders were associated with 29 AMR categories, compared to 343 

the eight bacterial orders reported previously.  344 

 It is important to note that the mobilome plays a critical role in the dissemination of 345 

AMR within microbial communities. AMR from resistant bacteria within the BWWTP can 346 

quickly disseminate within the BWWTP11,25, including transmission from pathogenic to 347 

commensal species48,49. As a result, mediated through HGT, the BWWTP becomes a 348 

hotspot for resistant bacteria, which are then released back into the receiving 349 

environment50, and eventually the human population11,51. Therefore, to limit the 350 

dissemination of AMR, it is important to understand the role of MGEs within the BWWTP. 351 

Our comprehensive analyses identified the differential contributions of AMR transmission 352 

mediated via phage and plasmid (Fig. 7). Specifically, we identified clear segregation of 353 

aminoglycoside, bacitracin, MLS and sulfonamide resistance categories with plasmids, 354 

while fosfomycin and peptide resistance were increasingly encoded and conferred via 355 
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phages. While the association between these AMR categories and plasmids52–55 or 356 

phages56 are in line with previously reported results,  differential analysis between MGEs 357 

has not been previously reported and has not been performed on multi-omic levels. As 358 

such, in this study we report for the first time the systematic and extensive comparison of 359 

AMR encoded and expressed by phages versus plasmids. Our results indicating the 360 

segregation of ARGs within the ESKAPEE taxa via the MGEs further provide insights into 361 

potential modes of AMR transmission among pathogens. Though one cannot exclude the 362 

possibility of transmission of the above-mentioned ARGs via other MGEs, identifying 363 

potential segregation of MGEs in the transmission of ARGs brings us one step closer to 364 

identifying specific transmission paths and limiting the spread of AMR. For example, some 365 

studies have reported plasmid “curing”, the process by which plasmids are removed from 366 

bacterial populations, as a strategy against dissemination of AMR57,58. As described by 367 

Buckner et al.59 plasmid curing, as well as other anti-plasmid strategies, could both reduce 368 

AMR prevalence, and (re-)sensitize bacteria to antibiotics59. Combining these strategies 369 

with AMR categorization according to preference for specific MGEs will give us novel 370 

strategies for removing MGE-mediated resistance in the fight against AMR. 371 

 By complementing the metagenomic analyses, metatranscriptomics conferred 372 

essential information regarding gene expression within the resistome. For instance, when 373 

comparing AMR expression levels of aminoglycoside, bacitracin, and sulfonamide 374 

mediated via MGEs, it is noticeable that expression levels in plasmids mirror the genomic 375 

content, i.e. they exhibited higher levels of expression when compared to phage. On the 376 

other hand, glycopeptide and mupirocin resistance genes which were highly expressed 377 

in phages were not reflected within the metagenomic data. Additionally, we found the YojI 378 

resistance gene to be more highly expressed than any other ARGs. To facilitate 379 

resistance against the peptide antibiotic microcin J25, the outer membrane protein, TolC, 380 

in combination with YojI is required to export the antibiotic out of the cell29. Microcin J25 381 

belongs to the group of ribosomally synthesized and post-translationally modified 382 

peptides (RiPPs) and has antimicrobial activity against pathogenic genera such as 383 

Salmonella spp. and Shigella spp.60. Interestingly, it has only recently been proposed as 384 

a treatment option against Salmonella enterica and has been discussed in recent years 385 

as a potential novel antibiotic61. Based on these results, by considering that BWWTPs 386 
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may reflect both the presence of AMR within the human population as well as be a hotspot 387 

of dissemination and generation of new AMR, surveillance of BWWTPs must be 388 

emphasized when developing new antibiotics. Our findings collectively suggest that the 389 

differential capacity of MGEs to disseminate AMR, coupled with longitudinal and 390 

expression-level analyses are crucial for monitoring human health conditions. More 391 

importantly, we report for the first time that BWWTP monitoring for AMR may allow for 392 

early detection of previously undescribed and previously undescribed resistance 393 

mechanisms.  394 

 Finally, we applied an integrated multi-omic approach to improve our knowledge 395 

on the functional potential of AMR and simultaneously validate the abundance and 396 

expression findings of the ARGs. By normalizing the metaproteomic results with the 397 

normalized expression of genes we were able to assess the stability of expressed AMR 398 

across time. We find that our methodology allows for an unbiased assessment of overall 399 

expression accounting for gene copy abundance and expression. These findings support 400 

the notion that the AMR genes may serve as sentinels or indicators of the presence of 401 

particular antimicrobial agents. However, it is plausible that we are only identifying the 402 

most abundant proteins and/or proteins that are more stable over time, and do not capture 403 

the entirety of the proteome profiles. Factors such as protein decay rates62 among others, 404 

may additionally influence this assessment. Irrespective of these observations, we 405 

identified segregation of AMR categories with respect to plasmids and phages. Our 406 

findings also highlighted the potential for identifying segregation of AMR via specific 407 

MGEs with an aim towards possible therapeutic and mitigation strategies via for example 408 

plasmid curing. Furthermore, we demonstrate that longitudinal analyses are required to 409 

survey AMR within BWWTPs due to the variations in the resistome across time. These 410 

shifts may either be representative of a shift within the human population itself, which in 411 

turn could be associated with the concurrent use of antibiotics at a given time, or 412 

competition within the microbial community. In any case, an independent or static analysis 413 

of the various time points may show an incomplete view of the BWWTP resistome, thus 414 

underlining the importance of our longitudinal resistome analyses. Overall, our findings 415 

suggest that BWWTPs are critical reservoirs of AMR, potentially allowing for early 416 

detection and monitoring of pathogens and novel resistance mechanisms linked to the 417 
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introduction of new antimicrobials, whilst serving as a model for understanding the 418 

separation of MGEs through AMR.  419 

Methods 420 

Sampling and biomolecular extraction 421 

From within the anoxic tank of the Schifflange municipal biological wastewater 422 

treatment plant (located in Esch-sur-Alzette, Luxembourg; 49° 30′ 48.29″ N; 6° 1′ 4.53″ E) 423 

individual floating sludge islets were sampled according to previous described 424 

protocols28. Sampling was performed starting on 21-03-21 till 03-05-2012 in 425 

approximately one-week intervals resulting in a total of 51 samples. DNA, RNA and 426 

proteins were extracted from the samples in a sequential co-isolation procedure as 427 

previously described63. 428 

Sequencing and data processing for metagenomics and 429 

metatranscriptomics 430 

Paired-end libraries were generated for metagenomics with the AMPure XP/Size 431 

Select Buffer Protocol following a size selection step recommended by the standard 432 

protocol. Libraries for metatranscriptomics were prepared from RNA after washing stored 433 

extractions with ethanol and depletion of rRNAs with the Ribo-Zero Meta-Bacteria rRNA 434 

Removal Kit (Epicenter). Subsequently, the ScriptSeq v2 RNA-seq library preparation kit 435 

(Epicenter) was used for cDNA library preparation, followed by sequencing on an Illumina 436 

Genome Analyses IIx instrument with 100-bps paired-end protocol. Processing and 437 

assembly of metagenomic and metatranscriptomic reads was done using the Integrated 438 

Meta-omic Pipeline64 (IMP v1.3; available at https://r3lab.uni.lu/web/imp/). For the IMP 439 

processing, Illumina Truseq2 adapters were trimmed, and reads of human origin were 440 

filtered out, followed by a de novo assembly with MEGAHIT65 v1.0.6. Both metagenomic 441 

and metatranscriptomic reads were co-assembled to increase contiguity of the 442 

assemblies64.  443 
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Identification of antimicrobial resistance genes and association with mobile 444 

genetic elements 445 

The assembled contigs from IMP were used as input for PathoFact66, for the 446 

prediction of antimicrobial resistance genes, and to annotate MGEs. ARGs were further 447 

collapsed into their respective AMR categories, as identified by PathoFact in accordance 448 

with those provided by the Comprehensive Antibiotic Resistance Database (CARD)67. 449 

Thereafter, the raw read counts per ORF, as given by PathoFact, were determined with 450 

featureCounts. The relative abundance of the ARGs was calculated using the RNum_Gi 451 

method described by Hu et al.68  This method was applied to the BAM files generated by 452 

mapping using bwa69 which were further processed by samtools70, both for the 453 

metagenomic and metatranscriptomic reads independently, to extract gene  copy number 454 

and transcriptome expression respectively, per sample.  455 

 Identified ARGs and their categories were further linked to associated bacterial 456 

taxonomies using the taxonomic classification system Kraken271. Kraken2 was run on the 457 

contigs using the maxikraken2_1903_140GB (March 2019, 140GB) 458 

(https://lomanlab.github.io/mockcommunity/mc_databases.html) database71. 459 

Furthermore, utilizing PathoFact, AMR genes were linked to predicted mobile genetic 460 

elements (i.e. plasmids and phages) to track transmission of AMR between taxa. 461 

Specifically, to link both the MGEs and the taxonomy to the AMR genes, we mapped the 462 

genes to assembled contigs. By considering all different predictions of MGEs, a final 463 

classification was made based on the genomic contexts of the AMR genes encoded on 464 

plasmids, phages or chromosomes, including classification of those that could not be 465 

resolved (ambiguous). The AMR genes that could not be assigned to either the MGEs or 466 

bacterial chromosomes were subsequently referred to as unclassified genomic elements. 467 

Metaproteomics and data analyses 468 

Raw mass spectrometry files were converted to MGF format using MSconvert72 469 

with default parameters. The metaproteomic searches were performed using SearchGUI 470 

/ PeptideShaker73 for each time point. To generate the databases, each predicted protein 471 

sequence file was concatenated with the cRAP database of contaminants (common 472 
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Repository of Adventitious Proteins, v 2012.01.01; The Global Proteome Machine) and 473 

with the human UniProtKB Reference Proteome74. In addition, inversed sequences of all 474 

protein entries were concatenated to the databases for the estimation of false discovery 475 

rates (FDRs). The search was performed using SearchGUI-3.3.2075 with the X!Tandem76, 476 

MS-GF+77 and Comet78 search engines using the following parameters: Trypsin was used 477 

as the digestion enzyme and a maximum of two missed cleavage sites was allowed. The 478 

tolerance levels for identification were 10 ppm for MS1 and 15ppm for MS2. 479 

Carbamidomethylation of cysteine residues was set as a fixed modification and oxidation 480 

of methionines was allowed as variable modification. Peptides with a length between 7 481 

and 60 amino acids and with a charge state composed between +2 and +4 were 482 

considered for identification. The results from SearchGUI were merged using 483 

PeptideShaker-1.16.4573 and all identifications were filtered in order to achieve a peptide 484 

and protein FDR of 1%. 485 

Each predicted protein sequence corresponded to the predicted ORFs generated 486 

by the Prodigal (version 2.6.3) predictions included in PathoFact. As such predicted 487 

protein sequences matched the ARG annotation of the ORFs as provided by PathoFact.  488 

Multi-omic integration 489 

To further improve upon the understanding of the AMR expression and assess its 490 

stability across time, we estimated the normalized protein index (NPI) per gene, by 491 

integrating the multi-omic data. To estimate the NPI, we first normalized the metaT 492 

abundance based on per gene copy numbers obtained via the metagenomic abundance:  493 

!"#	 = !&'()*+,(',&'
!&'()(+)-./+0*(,&'	/	!&'()2'-,&'	494 

 495 

This, the normalized expression of genes, yields the per copy expression of ARGs 496 

within each AMR category. Subsequently, the normalized expression was used to 497 

standardize the metaP abundances for those genes where the necessary data was 498 

available.  499 
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MGE partition assessment 500 

To assess the segregation of MGEs through AMR we determined niche regions 501 

and overlap using the nicheROVER R package79. nicheROVER uses Bayesian methods 502 

to calculate niche regions and pairwise niche overlap using multidimensional niche 503 

indicator data (i.e. stable isotopes, environmental variables). As such, using AMR as the 504 

indicator data, we extended the application of nicheRover to calculate the probability for 505 

the size of the niche area of one MGE inside that of the other, and vice versa. We 506 

calculated the segregation size estimate for each MGE and additionally generated the 507 

posterior distributions of μ (population mean) for each AMR category in all omics. We 508 

further computed the niche overlap estimates between MGEs with a 95% confidence 509 

interval over 10 000 iterations.  510 

Data analysis 511 

Figures for the study including visualizations derived from the taxonomic and 512 

functional analyses were created using version 3.6 of the R statistical software package80. 513 

A paired two-way ANOVA (Analysis of Variance) within the nlme package was used for 514 

identifying statistically significant differences for the AMR and taxonomic analyses. 515 

Tripartite and Bipartite networks were generated using the SpiecEasi 81 R package where 516 

a weighted adjacency matrix was generated using the Meinhausen and Buhlmann (mb) 517 

algorithm, with a nlambda of 40, and lambda minimum ratio at 0.001. The analyses were 518 

bootsrapped with n=999 to avoid overfitting, autocorrelations and false network 519 

associations.  The network was further refined, selecting for positive edges, with a degree 520 

greater than the mean-degree of the initial network. The igraph82 package was used in R 521 

to render the graphics for the network. All code for visualization and analysis is available 522 

at: https://git-r3lab.uni.lu/laura.denies/lao_scripts.   523 

 524 

Data availability 525 

The genomic FASTQ files from this work are publicly available at NCBI BioProject 526 

PRJNA230567. Metaproteomic data is publicly available at the PRIDE database under 527 

accession number PXD013655.  528 
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 529 

Code availability 530 

The open-source tools and algorithms used for the data analyses are reported in 531 

the Methods section, including relevant flags used for the various tools. Additionally, 532 

custom code for further analysis and generation of the figures can be found at: 533 

https://git-r3lab.uni.lu/laura.denies/lao_scripts 534 
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 548 

Figures 549 

Figure 1. Longitudinal metagenomic and metatranscriptomic assessment of AMR  550 

a) ARG relative abundances over time within the BWWTP. b) ARG categories at various 551 

timepoints categorized in 4 distinct groups based on presence/absence: Core (all 552 

timepoints), Prevalent (>75% of timepoints), Moderate (50-75% of timepoints) and Rare 553 

(< 50% of all timepoints). c) Relative abundance levels of expressed AMR categories over 554 

time within the BWWTP.  555 

 556 

Figure 2. Microbial population-linked AMR 557 
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a) Longitudinal ARG relative abundance levels linked to their corresponding microbial 558 

taxa (order level). b) Relative abundance of ARG categories linked to Candidatus 559 

Microthrix parvicella. c) Bi-partite network depicting co-occurrence patterns of individual 560 

antimicrobial resistance genes (ARGs) and microbial taxa on genus level.  561 

 562 

Figure 3. Assessment of AMR associated with clinical pathogens 563 

ARG relative abundance encoded and expressed by clinical pathogens over time within 564 

the BWWTP. 565 

 566 

Figure 4. MGE-derived AMR within the BWWTP resistome 567 

a) Overall relative abundance of MGEs encoding ARGs. b) Boxplots depicting significant 568 

(adj.p < 0.05, Two-way ANOVA) differential abundances of ARGs encoded by plasmids 569 

vs phages. c) Relative abundance of the 6 significantly different AMR categories encoded 570 

on phages over time. d) Relative abundance of the 6 significantly different AMR 571 

categories encoded on plasmids over time.  572 

 573 

Figure 5 Taxonomic affiliations of MGE-derived resistance genes 574 

a) Boxplot depicting significant differential abundance (adj.p < 0.05, Two-way ANOVA) of 575 

ARGs expressed in plasmids vs phages. b) Tripartite network assessing the association 576 

of MGE-derived ARGs with the microbial taxa. Thickness of the lines representing 577 

potential niche-partitioning of the AMR category to one MGE over the other. Color of the 578 

line representing which MGE the AMR is linked to: green (phage), blue (plasmid) or black 579 

(both phage and plasmid). Asterisk denominates taxonomic orders which include known 580 

clinical pathogens. c) Alluvial plot depicting relative abundances of MGE-derived ARGs 581 

encoded (metagenome) and/or expressed (metagenome) by clinical pathogens.  582 

 583 

Figure 6. Integrative multi-omic assessment of AMR 584 

a) Longitudinal metaproteomic assessment of AMR within the WTTP. b) metagenomic 585 

and metatranscriptomic normalized protein levels linked to AMR within the WTTP over 586 

time. c)Tripartite network assessing the normalized protein levels derived from MGEs and 587 

associated taxa. Boxplots depicting significant differential (adj.p < 0.05, Two-way 588 
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ANOVA) abundance of aminoglycoside resistance in plasmid versus phage in Candidatus 589 

Microthrix parvicella  as well as overall. 590 

 591 

Figure 7. Separation of MGE-derived AMR within the BWWTP. 592 

A graphical summary highlighting AMR categories found significantly increased in phage 593 

versus plasmid in all three omes.  594 

 595 

Supplementary figure 1. Expression levels of individual ARGs 596 

Expression levels of individual ARGs over time within the BWWTP. 597 

 598 

Supplementary figure 2. Taxonomic diversity of AMR 599 

The plot indicates the number of taxa (order level) in which the corresponding AMR 600 

categories are identified. 601 

 602 

Supplementary figure 3. Partitioning of MGEs through AMR 603 

The boxplots indicate the niche sizes (left) for the MGEs (plasmids and phages) based 604 

on metagenomic assessment. Niche plots (right) reveal that plasmids tend to differentiate 605 

from phages based on their capacity to encode for aminoglycoside resistance.  606 

 607 

Supplementary figure 4. Differential AMR abundance in MGEs 608 

The barplot reports the log2foldchange of AMR categories over time in MGEs (plasmid 609 

versus phage) in: a) the general microbial population, b) M. parvicella, c) Pseudomonas 610 

spp. And d) Comamonas spp. 611 

 612 

Supplementary figure 5. Expression of AMR categories in MGEs 613 

The barplot reports the expression levels of AMR categories over time in MGEs (plasmid 614 

versus phage) in: a) Acidimicrobiales, and b) Burkholderiales. 615 

 616 

Supplementary figure 6. AMR protein abundances 617 

Barplot depicting protein abundances of various AMR categories over time.  618 
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Glacier-stream biofilms harbour diverse

resistomes and biosynthetic gene clusters 
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2 
 

Abstract 24 

Background 25 

Antimicrobial resistance (AMR) is a universal phenomenon whose origins lay in natural 26 

ecological interactions such as competition within niches, within and between micro- to 27 

higher-order organisms. However, the ecological and evolutionary processes shaping 28 

AMR need to be better understood in view of better antimicrobial stewardship. Resolving 29 

antibiotic biosynthetic pathways, including biosynthetic gene clusters (BGCs), and 30 

corresponding antimicrobial resistance genes (ARGs) may therefore help in 31 

understanding the inherent mechanisms. However, to study these phenomena, it is 32 

crucial to examine the origins of AMR in pristine environments with limited anthropogenic 33 

influences. In this context, epilithic biofilms residing in glacier-fed streams (GFSs) are an 34 

excellent model system to study diverse, intra- and inter-domain, ecological crosstalk. 35 

 36 

Results 37 

We assessed the resistomes of epilithic biofilms from GFSs across the Southern Alps 38 

(New Zealand) and the Caucasus (Russia) and observed that both bacteria and 39 

eukaryotes encoded twenty-nine distinct AMR categories. Of these, beta-lactam, 40 

aminoglycoside, and multidrug resistance were both abundant and taxonomically 41 

distributed in most of the bacterial and eukaryotic phyla. AMR-encoding phyla included 42 

Bacteroidota and Proteobacteria among the bacteria, alongside Ochrophyta (algae) 43 

among the eukaryotes. Additionally, BGCs involved in the production of antibacterial 44 

compounds were identified across all phyla in the epilithic biofilms. Furthermore, we found 45 

that several bacterial genera (Flavobacterium, Polaromonas, etc.) including 46 

representatives of the superphylum Patescibacteria encode both ARGs and BGCs within 47 
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close proximity of each other, thereby demonstrating their capacity to simultaneously 48 

influence and compete within the microbial community.  49 

 50 

Conclusions 51 

Our findings highlight the presence and abundance of AMR in epilithic biofilms within 52 

GFSs. Additionally, we identify their role in the complex intra- and inter-domain 53 

competition and the underlying mechanisms influencing microbial survival in GFS epilithic 54 

biofilms. We demonstrate that eukaryotes may serve as AMR reservoirs owing to their 55 

potential for encoding ARGs. We also find that the taxonomic affiliation of the AMR and 56 

the BGCs are congruent. Importantly, our findings allow for understanding how naturally 57 

occurring BGCs and AMR contribute to the epilithic biofilms mode of life in GFSs. 58 

Importantly, these observations may be generalizable and potentially extended to other 59 

environments which may be more or less impacted by human activity. 60 

  61 
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Background 62 

Today, antimicrobial resistance (AMR) has become a well-known threat to human health 63 

with an estimated number of 700,000 people per year dying of drug-resistant infections 64 

[1]. The dramatic rise of antimicrobial resistance over the past decade has even led to the 65 

moniker, “silent pandemic” [2]. Therefore, AMR is often directly associated with human 66 

impacted environments with a global increase in resistant bacteria linked to the over- and 67 

mis-use of antibiotics [3]. However, contrary to public perception, AMR is a natural 68 

phenomenon, which has existed for billions of years [4]. Long before the rather recent 69 

use of antibiotics in the clinical setting, microorganisms have used these, along with 70 

corresponding protective mechanisms, to establish competitive advantages over other 71 

microbes contending for the same environment and/or resources [5].  72 

 73 

Microbes, in general, produce a range of secondary metabolites with diverse chemical 74 

structures which in turn confer a variety of functions, including antibiotics [6]. Such 75 

secondary metabolites including metal transporters and quorum sensing molecules [7,8] 76 

are not directly associated with the growth of microorganisms themselves but instead are 77 

known to provide benefits by acting as growth inhibitors against competing bacteria. 78 

Consequently, many of these natural products have found their uses in industrial settings 79 

as well as in human medicine as anti-infective drugs [7,9,10]. The biosynthetic pathways 80 

responsible for producing these specialized metabolites are encoded by locally clustered 81 

groups of genes known as ‘biosynthetic gene clusters’ (BGCs). Typically, BGCs include 82 

genes for expression control, self-resistance, and metabolite export [11]. They can, 83 

however, be further divided into various classes including non-ribosomal peptide 84 

synthetases (NRPSs), type I and type II polyketide synthases (PKSs), terpenes, and 85 
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bacteriocins alongside others [10]. NRPSs and PKSs specifically have been of interest 86 

due to their known synthesis of putative antibiotics [12,13]. Furthermore, evidence 87 

suggests that within these BGCs at least one resistance gene conferring resistance can 88 

be found as a self-defense mechanism against the potentially harmful secondary 89 

metabolites encoded by the BGC [14]. For instance, the tylosin-biosynthetic gene cluster 90 

of Streptomyces fradiae also encodes three resistance genes (tlrB, tlrC and tlrD) [15], 91 

while in another example, Streptomyces toyacaensis, the vanHAX resistance cassette is 92 

proximal to the vancomycin biosynthesis gene cluster, thereby encoding inherent 93 

resistance [16].  94 

 95 

Remote and pristine microbial communities provide a rich genetic resource to explore the 96 

historical evolutionary origins of naturally occurring antibiotic resistance from the pre-97 

antibiotic era. Only in few pristine environments with limited anthropogenic influence (e.g., 98 

permafrost, glaciers, deep sea, and polar regions) can remnants of the above-described 99 

ancient biological warfare mechanisms still be detected. These ARGs and resistant 100 

bacteria evolving in pristine environments may therefore be considered the inherent 101 

antibiotic resistance present in the environment [5].  102 

 103 

We have recently reported the genomic and metabolic adaptations of epilithic biofilms to 104 

windows of opportunities in glacier-fed streams (GFSs) [17]. For example, given the short 105 

flow season during glacial melt, i.e. summer, the incentive to reproduce quickly while 106 

conditions are favourable, is high. During these windows of opportunity, the necessity for 107 

taxa to not only acquire physical niches, but also appropriate resources yields a 108 

competitive environment. Within these biofilms, we observe complex cross-domain 109 
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interactions between microorganisms to potentially mitigate the harsh nutrient and 110 

environmental conditions of the GFSs.  Additionally, owing to their complex biodiversity 111 

[18] and generally oligotrophic conditions [19], epilithic biofilms are ideal model systems 112 

for understanding BGCs and AMR. While oligotrophy may provide the basis for 113 

competition over resources amongst microorganisms such as prokaryotes and (micro-114 

)eukaryotes. Our previous insights revealed that taxa such as Polaromonas, 115 

Acidobacteria, and Methylotenera have strong interactions with eukaryotes such as algae 116 

and fungi [17]. The inherent diversity allows for understanding the influence of AMR in 117 

microbial interactions. For example, the accidental discovery of penicillin by Alexander 118 

Fleming in 1928 based on bacterial-fungal interactions, [20], has since been expanded 119 

upon by Netzker et al. [21]. They reported that microbial interactions lead to the production 120 

of bioactive compounds including antibiotics that may shape the microbial consortia within 121 

a community.   122 

 123 

Here, to shed light on the role of AMR in shaping microbial communities within (relatively) 124 

pristine environments, we used high-resolution metagenomics to investigate twenty-one 125 

epilithic biofilms from glacier-fed streams. These samples were collected from 8 GFSs 126 

spread across the Southern Alps in New Zealand and the Caucasus in Russia 127 

(Supplementary Table 1). Herein, we found 29 categories of ARGs within the GFSs 128 

across both bacterial and eukaryotic domains. Importantly, most of the AMR was found 129 

in bacteria. We also identified antibacterial BGCs that were encoded both in bacterial and 130 

eukaryotes suggesting extensive intra- and inter-domain competition. Our findings 131 

demonstrate that microorganisms within biofilms from pristine environments not only 132 

encode ARGs, but that they may potentially influence several features of epilithic biofilms 133 
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such as biofilm formation, community assembly and/or maintenance, including conferring 134 

mechanisms for competitive advantages under extreme conditions.  135 

 136 

Methods 137 

Sampling and biomolecular extractions 138 

Eight GFSs were sampled in early- to mid-2019 from the New Zealand Southern Alps and 139 

the Russian Caucasus, respectively, for a total of 21 epilithic biofilms (Supp. Table 1). 140 

The biofilm samples were collected from each stream reach due to biofilms ranging from 141 

abundant to absent, depending on stream geomorphology. One to three biofilm samples 142 

were collected per reach (Supp. Table 1), taken using sterilized metal spatulas to scrape 143 

rocks, followed by their immediate transfer to cryovials. Samples were immediately flash-144 

frozen in liquid nitrogen and stored at -80 oC until DNA was extracted. DNA from the 145 

epilithic biofilms was extracted using a previously established protocol [22] adapted to a 146 

smaller scale due to relatively high DNA concentrations. DNA quantification was 147 

performed for all samples with the Qubit dsDNA HS kit (Invitrogen). 148 

 149 

Sequencing and data processing for metagenomics 150 

Random shotgun sequencing was performed on all epilithic biofilm DNA samples after 151 

library preparation using the NEBNext Ultra II FS library kit. 50 ng of DNA was 152 

enzymatically fragmented for 12.5 min and libraries were prepared with six PCR 153 

amplification cycles. An average insert of 450 bp was maintained for all libraries. Qubit 154 

was used to quantify the libraries followed by sequencing at the Functional Genomics 155 

Centre Zurich on a NovaSeq (Illumina) using a S4 flowcell. The metagenomic data was 156 

.CC-BY-NC 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted November 19, 2021. ; https://doi.org/10.1101/2021.11.18.469141doi: bioRxiv preprint 



8 
 

processed using the Integrated Meta-omic Pipeline (IMP v3.0; commit# 9672c874 157 

available at https://git-r3lab.uni.lu/IMP/imp3) [23]. IMP’s workflow includes pre-158 

processing, contig assembly, genome reconstruction (metagenome-assembled 159 

genomes, i.e. MAGs) and additional functional analysis of genes based on custom 160 

databases in a reproducible manner [23].  161 

 162 

Identification of antimicrobial resistance genes, antibiotic biosynthesis 163 

pathways and BGCs 164 

For the prediction of ARGs the IMP-generated contigs were used as input for PathoFact 165 

[24]. Identified ARGs were further collapsed into their respective AMR categories in 166 

accordance with the Comprehensive Antibiotic Resistance Database (CARD) [25]. 167 

PathoFact uses an HMM-based search to identify homologous sequences across 168 

genomic data, therefore possibly also detecting resistance genes within eukaryotic 169 

genomic fragments. Subsequently, the raw read counts per ORF, obtained from 170 

PathoFact, were determined using FeatureCounts [26].  171 

 172 

To identify pathways for the biosynthesis of antibiotics, we assigned KEGG orthology 173 

(KOs) identifiers to the ORFs using a hidden Markov model [27] (HMM) approach using 174 

hmmsearch from HMMER 3.1 [28] with a minimum bit score of 40. Additionally, we linked 175 

the identified KOs to their corresponding KEGG orthology pathways and extracted the 176 

pathways annotated as antibiotic biosynthesis pathways by KEGG. Both the identified 177 

ARGs and KEGG pathways were then further linked to associated bacterial taxonomies. 178 

The bacterial and eukaryotic taxonomies were assigned using the PhyloDB and MMETSP 179 

databases associated with EUKulele (commit# fb8726a; available at 180 
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https://github.com/AlexanderLabWHOI/EUKulele). Consensus taxonomy per contig was 181 

then used for downstream analyses including association with ARGs.  182 

  183 

We further identified BGCs within the MAGs using antiSMASH (ANTIbiotics & Secondary 184 

Metabolite Analysis SHell) [29] and annotated these using deepBGC [30]. To link BGCs 185 

and ARGs, we linked the resistance genes to their associated assembled contigs, 186 

followed by identifying the corresponding bins (MAGs) to which said contigs belonged.  187 

 188 

Data analysis 189 

The relative abundance of the ORFs was calculated based on the RNum_Gi method 190 

described by Hu et al. [31]. Figures for the study, including visualizations derived from the 191 

taxonomic and functional analyses, were created using version 3.6 of the R statistical 192 

software package [32] and using the tidyverse package [33]. Alluvial plots  were 193 

generated using the ggalluvial package [34] while heatmaps were generated using the 194 

ComplexHeatmap package [35] developed for R. The corresponding visualization and 195 

analysis code is available at: https://gitr3lab.uni.lu/laura.denies/Rock_Biofilm_AMR.  196 

 197 

Results 198 

Antimicrobial resistance in a pristine environment 199 

We characterised the resistomes of GFS epilithic biofilms and assessed the distribution 200 

of AMR in twenty-one epilithic biofilm samples, across 8 individual glaciers originating 201 

from the Southern Alps in New-Zealand (SA1, SA2, SA3 and SA4) and the Caucasus in 202 
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Russia (CU1, CU2, CU3, CU4). In total, we identified a high number (n=1840) of ARGs 203 

within 29 categories of AMR, with similar AMR profiles observed across all GFSs (Fig. 204 

1a, Supp. Fig. 1), except for SA2 and SA3 where the differences were driven by elevated 205 

fluoroquinolone, glycopeptide and phenicol resistance, respectively. It is to be noted that 206 

while ARGs refer to the genes encoding specific resistance, AMR categories derived from 207 

metagenomic data in this context, typically reflect the functional potential associated with 208 

respect to the resistance encoded. Of the identified AMR categories, beta-lactam and 209 

multidrug resistance (i.e. resistance conferring protection against multiple antibiotic 210 

classes), followed by aminoglycoside resistance, were found to be highly abundant in all 211 

samples.  We subsequently analysed the diversity of ARGs within the various resistance 212 

categories and found beta-lactam resistance to represent the largest resistance category, 213 

contributing 930 unique ARGs to the resistome. This was followed by multidrug (179 214 

ARGs) and aminoglycoside (176 ARGs) resistance (Supp. Table 2). In contrast, some 215 

resistance categories such as polymyxin and pleuromutilin resistance were only detected 216 

at very low levels within the epilithic biofilm resistomes.  217 

 218 

We further investigated the contribution of microbial populations to the resistome and 219 

found contributions from both prokaryotes and eukaryotes (Fig. 1b). Prokaryotes within 220 

this study refer to bacteria alone, since archaea encoded for an infinitesimal number of 221 

ARGs (<0.000001% RNum_GI; Methods), and therefore were excluded from further 222 

analyses. Among the eukaryotes, the phylum Ochrophyta (algae) was the dominant 223 

contributor and encoded most of the AMR categories (Fig. 1c, Supp. Fig. 2a). In bacteria, 224 

AMR was more evenly distributed with most of the phyla encoding ARGs across all 225 

categories (Fig. 1c). However, members of the Alphaproteobacteria, Betaproteobacteria, 226 
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and the Bacteroidetes/Chlorobi group encoded the highest overall ARG abundance (Fig. 227 

1c, Supp. Fig. 2b). Additionally, AMR categories such as aminoglycoside, beta-lactam, 228 

glycopeptide and rifamycin resistance (among others) were widely distributed in both 229 

bacteria as well as among the eukaryotes. On the other hand, categories such as 230 

aminocoumarin, bacitracin, and diaminopyrimidine resistance were found to be primarily 231 

encoded by bacteria.  232 

 233 

Antibiotic biosynthesis pathways and biosynthetic gene clusters 234 

As described above, beta-lactam, multidrug and aminoglycoside resistance were the 235 

most abundant resistance categories within GFS epilithic biofilms. This was not surprising 236 

as beta-lactams and aminoglycosides are natural and prevalent compounds [36,37]. 237 

Furthermore, multidrug resistance is typically conferred via efflux machineries which were 238 

also common in the GFS epilithic biofilms. These typically serve dual purposes in 239 

particular for protein export within most bacteria [38]. Based on these results, it is 240 

therefore highly likely that pristine environments such as GFSs potentially reflect the 241 

spectrum of natural antibiotics and their resistance mechanisms, reinforcing their capacity 242 

to serve as natural baselines for assessing enrichments and spread of AMR.  243 

 244 

To further understand if these encoded resistance genes reflected natural antibiotic 245 

pressure, we investigated pathways associated with antibiotic biosynthesis using the 246 

KEGG database [39]. In total, we identified seven different pathways corresponding to 247 

the biosynthesis of macrolides (MLS), ansamycins, glycopeptides (vancomycin), beta-248 

lactams (monobactam, penicillin and cephalosporin), aminoglycosides (streptomycin), 249 
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and tetracyclines, which were present in various abundances in all samples (Supp. Fig. 250 

3a). Importantly, the identified antibiotic synthesis genes thereby corresponded to the 251 

resistance categories identified within the epilithic biofilms. Interestingly, in most of the 252 

GFSs, antibiotic biosynthesis was primarily encoded by bacteria spanning multiple phyla 253 

(Supp. Fig. 3b, Supp. Fig. 3c). Exceptions to these were GL11 and GL15 in which 254 

biosynthesis pathways were equally distributed among eukaryotes, specifically 255 

Ochrophyta, in addition to bacteria.  256 

 257 

To further validate our observations, we assessed the abundance of BGCs, which are 258 

known to encode genes for secondary metabolite synthesis, including antibiotics. We 259 

found six different structural classes of BGCs by annotating 537 medium-to-high quality 260 

(>50% completion and <10% contamination) bacterial and 30 eukaryotic MAGs using 261 

antiSmash [29] and DeepBGC [30]. Using this ensemble approach we identified one or 262 

more BGCs in most bacterial (n=490, ~91% of all bacterial MAGs) and eukaryotic (n=28) 263 

MAGs. Of these BGCs, those annotated with an antibacterial function were dominant 264 

across the microbial populations, represented here by the MAGs, and were found across 265 

all phyla (Fig. 2a). Overall, a wider variety of BGCs associated with cytotoxic activity, 266 

inhibitory, and antifungal mechanisms were also identified in bacteria. Eukaryotes, on the 267 

other hand, encoded a high prevalence of antibacterial BGCs (~93% of all eukaryotic 268 

MAGs) (Fig. 2a). We further annotated those BGCs identified as antibacterial to 269 

determine their subtypes and found that most of them were ‘unknown’ (Fig. 2b). However, 270 

other identified subtypes include ribosomally synthesized and post-translationally 271 

modified peptides (RiPPs) such as bacteriocins, along with NRPs, PKs, and terpenes.  272 

 273 
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According to the resistance hypothesis [14], within or close to, each BGC there is at least 274 

one gene conferring resistance to its encoded secondary metabolite. To test this, we 275 

assessed whether the MAGs encoding a BGC also encoded corresponding ARGs. In line 276 

with this hypothesis, we identified BGCs and their respective resistance genes in close 277 

proximity to each other through their localization on the same contig. Consequently, we 278 

identified various BGCs encoded together with ARGs in both the bacterial and eukaryotic 279 

MAGs. For example, we found that an antibacterial BGC was encoded by Flavobacterium 280 

spp. on the same contig as both MLS (macrolides, lincosamides and streptogramin) and 281 

beta-lactam resistance genes (Fig. 2c). Incidentally, we also found that a candidate phyla 282 

radiation (CPR) bacterium (Aalborg-AAW-1; phylum Patescibacteria) also encoded both 283 

antibacterial BGC and MLS resistance on the same contig.  284 

 285 

Discussion 286 

Microbial reservoirs in pristine environments, with little to no impact from anthropogenic 287 

selection pressures, provide the opportunity to investigate the natural propensity and 288 

linked evolutionary origins of AMR. Here, by leveraging high-resolution metagenomics on 289 

twenty-one epilithic biofilms, we assessed the resistomes of eight individual GFS epilithic 290 

biofilms. 291 

 292 

To date, while many studies have looked for novel antibiotics and resistance genes in 293 

pristine environments such as the deep sea [40] or the polar regions [41], few have 294 

explored the full diversity of antibiotic resistance in such environments [42,43]. Van 295 

Goethem et al. [44] identified 117 naturally occurring ARGs associated with multidrug, 296 
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aminoglycoside and beta-lactam resistance in pristine Antarctic soils. Similarly, D’Costa 297 

et al. [4] identified a collection of ARGs encoding resistance to beta-lactams as well as 298 

tetracyclines and glycopeptides in 30,000-year-old Beringian permafrost sediments. In 299 

agreement with these previous studies, we identified 29 AMR categories, including the 300 

previously mentioned resistance categories, in the studied biofilm communities. Among 301 

these, the highest ARG abundance was associated with aminoglycoside and beta-lactam 302 

resistance. Our study further suggests that although the overall abundance differs, the 303 

epilithic resistome was highly similar in all GFSs, independent of origin (i.e. New Zealand 304 

or Russia). Furthermore, our results agree with the results obtained in other resistomes 305 

identified in pristine environments such as Antarctic soils and permafrost in terms of the 306 

identified ARGs. Unlike previous studies, where ARGs were primarily associated with 307 

bacteria, we report for the first time that AMR was associated with both bacteria and 308 

eukaryotes in various abundances in environmental samples including GFSs. A previous 309 

study by Brown et al. [45] reported that the IRS-HR (isoleucyl-tRNA synthetase - high 310 

resistance) type gene conferring resistance against mupirocin was identified in 311 

Staphylococcus aureus. More importantly, they suggested that horizontal gene transfer 312 

led to the acquisition of IRS-HR genes by bacteria from eukaryotes [45]. Despite these 313 

early reports, the contribution of eukaryotes to most resistomes, including from pristine 314 

environments, has largely been unexplored thus far. An exception to this was the report 315 

by Fairlamb et al. [46] who identified eukaryotic drug resistance, especially encoded by 316 

fungi (Candida and Aspergillus) and parasites (Plasmodium and Trypanosoma). 317 

However, most of these modes of resistance were highly specific towards particular drug 318 

treatments [46]. Our results specifically revealed that taxa from the phylum Ochrophyta 319 

.CC-BY-NC 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted November 19, 2021. ; https://doi.org/10.1101/2021.11.18.469141doi: bioRxiv preprint 



15 
 

encoded resistance to 28 AMR categories and this was also reflected in other (micro-320 

)eukaryotes.  321 

 322 

Apart from encoded resistance mechanisms, microalgae such as Ochrophyta have been 323 

of interest as a source of (new) antimicrobial compounds [47,48]. In line with this, Martins 324 

et al. suggested that extracts from different microalgae may potentially serve not only as 325 

antimicrobial agents, but also as anti-cancer therapeutics. However, our present results 326 

suggest that these taxa may also serve as environmental reservoirs for AMR itself. It is 327 

however presently unclear whether this phenomenon confers advantages with respect to 328 

niche occupation and protection against bacterial infection as well as whether the 329 

eukaryotes are sensitive to the antibiotics produced by them. 330 

 331 

Studies delving into the origins of AMR have reported that fecal pollution may explain 332 

ARG abundances in anthropogenically impacted environments [49]. This phenomenon 333 

was also observed by Antelo et al. [50] and others [51] who detected ARGs in soils in 334 

Antarctica, especially in proximity to scientific bases. Although it is plausible that some of 335 

the GFSs sampled in our study may indeed be under anthropogenic influence, in pristine 336 

environments, AMR is most likely derived from natural antibiotics produced by 337 

microorganisms as a competitive advantage. Microorganisms acquire resistance either 338 

as a protective measure against other microorganisms [52,53] or as a self-defense 339 

mechanism to prevent inadvertent suicide by damaging metabolites [14]. Accordingly, we 340 

found both antibiotic biosynthesis pathways and BGCs within the epilithic resistomes. We 341 

identified pathways for the biosynthesis of glycopeptides, beta-lactams, and 342 

aminoglycosides, among others, concurrent with the high abundance of ARGs against 343 

.CC-BY-NC 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted November 19, 2021. ; https://doi.org/10.1101/2021.11.18.469141doi: bioRxiv preprint 



16 
 

said antibiotics. Additionally, we identified BGCs with a predicted antibacterial function in 344 

both eukaryotes and bacteria. While a limited number of studies such as Waschulin et al. 345 

[54] and Liao et al. [55], have shown BGCs in pristine environments, none of these studies 346 

have contextualized the co-occurrence of BGCs with AMR. Hence, we not only found that 347 

most of our MAGs contain BGCs, of which many have an antibacterial function, but also 348 

found all MAGs to encode multiple resistance genes. Additionally, we found several BGCs 349 

closely localized to ARGs on the same contig, thereby indicating an immediate self-350 

defense mechanism against the encoded secondary metabolites. This agrees with the 351 

resistance hypothesis highlighted by Tran et al. stating that a gene conferring resistance 352 

to potentially harmful metabolites produced by the organism are to be found within the 353 

BGC-encoding operons [14]. We also observed that the recently identified CPR bacteria 354 

[56] (in our case, phylum Patescibacteria) not only encoded for AMR but also harboured 355 

genes associated with the production of molecules with antibacterial effects. Although 356 

Patescibacteria have been identified in oligotrophic environments [57,58] with carbon 357 

and/or nutrient limitations similar to those observed for GFSs, it is plausible that their 358 

ability to survive with minimal biosynthetic and metabolic pathways may indeed depend 359 

on the expression of BGCs and AMR. At the time of writing, a preprint by Maatouk et al. 360 

[59], described the presence of ARGs across publicly available CPR bacterial genomes. 361 

In addition, we report the identification of AMR within GFS-derived CPR genomes, likely 362 

as a means of competitive inhibition against other taxa. Alternatively, biofilms may also 363 

allow for collective resistance, tolerance, and exposure protection to antibacterial 364 

compounds [60]. The AMR and BGCs encoded by most phyla may therefore affect 365 

cooperation and/or interactions associated with nutrient exchange, leading to the 366 

privatization of public goods [60]. Such a phenomenon may be achieved due to the 367 
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competition within taxa, both at the intra- and inter-species levels, via secretion of toxins 368 

[53] and occupying spatial niches [61,62] thereafter. Furthermore, Stubbendieck and 369 

Straight previously highlighted the multifaceted effects of bacterial competition which 370 

include the potential taxation and subsequent increase in bacterial fitness [63]. Thus, the 371 

in-situ competition within multi-species biofilms may allow for cross-phyla and cross-372 

domain interactions whilst simultaneously increasing the overall fitness of the 373 

endogenous epilithic microbial community. Alternatively, these interactions or lack thereof 374 

may shape the overall community including spatial organisation [64], especially in energy 375 

limited systems such as the GFSs. 376 

 377 

Conclusions 378 

Epilithic biofilms are an integral and key mode of survival in extreme environments such 379 

as glacier-fed stream ecosystems. Herein, we report that these biofilms provide critical 380 

insights into the naturally occurring resistome. Our findings demonstrate that intra- and 381 

inter-domain competition and survival mechanisms shed light on the ecological dimension 382 

of microbial communities. Furthermore, we reveal the congruence of genes encoding for 383 

both BGCs and AMR, in both bacteria and eukaryotes. More importantly, we highlight for 384 

the first time the comprehensive AMR profile of CPR bacteria and of (micro-)eukaryotes. 385 

Collectively, our results highlight underlying resistance mechanisms, including BGCs, 386 

employed in ‘biological warfare’ in oligotrophic and challenging glacier-fed stream 387 

ecosystems. 388 

 389 
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List of Abbreviations 390 

AMR: Antimicrobial resistance 391 

ARGs: Antimicrobial resistance gene(s) 392 

BGC: Biosynthetic gene clusters 393 

CA: Caucasus 394 

CPR: Candidate Phyla radiation 395 

GFSs: Glacier-fed stream(s) 396 

GL: Glacier 397 

IRS-RS: isoleucyl-tRNA synthetase - high resistance 398 

IMP: Integrate Meta-Omics Pipeline 399 

KEGG: Kyoto Encyclopedia of Genes and Genomes 400 

MAGs: Metagenome-assembled genome(s) 401 

NRPS: Non-ribosomal peptide synthetases 402 

PKS: Polyketide synthases (type I and type II) 403 

RiPPs: Post-translationally modified peptide(s) 404 

SA: Southern Alps 405 
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 439 

Figure legends 440 

Figure 1. Epilithic biofilms in GFSs harbour a diverse resistome 441 

(a) Relative abundance of 29 AMR categories within 21 epilithic biofilms collected from 442 

four New Zealand Southern Alps (SA) and four Russian Caucasus (CU) GFSs. (b) Bar 443 

plots depicting the relative abundance of bacteria and eukaryotes encoding ARGs. (c) 444 

Phylum-level representation of the AMR abundances across bacteria and eukaryotes. 445 

Size of the closed circle indicates the normalised relative abundance (Rnum_Gi; see 446 

Methods), whereby the color represents individual phyla. 447 

 448 

Figure 2. Biosynthetic gene clusters indicate the resistome potential  449 

(a) Heatmap depicting the overall abundance of BGCs identified across bacterial and 450 

eukaryotic MAGs. The respective phyla are listed on the left while the coloured legend 451 

represents the taxonomic order. (b) In-depth characterisation of the ‘antibacterial’ BGCs 452 

found within all phyla and orders across medium-to-high quality MAGs. (c) Alluvial plots 453 
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depicting the taxa where both BGCs and AMR were found adjacently on the same contig. 454 

Colours indicate the genera associated with the MAGs.  455 

 456 

Supplementary figure 1. Ordination analyses reveal the (dis)similarity of the GFS 457 

resistomes 458 

(a) Principal component analyses depicting the overall similarity of the individual GFS 459 

resistomes. Each dot represents the resistome predicted from a single metagenome. SA: 460 

Southern Alps. CU: Caucasus. (b) Biplot demonstrating the underlying factors, i.e. ARG 461 

abundances across 29 AMR categories, driving the similarity within the GFS epilithic 462 

resistomes. 463 

 464 

Supplementary figure 2. Bacterial and eukaryotic phyla encode AMR 465 

(a) Relative abundance of the bacteria associated with AMR. The stacked bar plots are 466 

facetted by the individual GFSs where the epilithic biofilms were collected. The colors 467 

represent the individual phyla. (b) Stacked bar plots indicating the relative abundance of 468 

the AMR encoded by eukaryotes.  469 

 470 

Supplementary figure 3. Antibiotic synthesis pathway assessment via KEGG 471 

orthology 472 

(a) Relative abundance of KEGG pathways associated with antibiotic synthesis across 473 

the 21 epilithic biofilms. (b) Bar plots indicating the relative abundance of the antibiotic 474 

associated KEGG pathways mediated by bacteria and eukaryotes. (c) Normalised relative 475 

abundance of pathways associated with antibiotic production in the KEGG database, 476 

juxtaposed with the various phyla encoding these genes.  477 
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Supplementary data 479 

Supplementary table 1. Sample metadata 480 

Supplementary table 2. List of ARGs identified across 21 GFS epilithic biofilms 481 

Supplementary table 3. NCBI accession metadata 482 
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Functional meta-omics provide critical insights into

long- and short-read assemblies
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Abstract
Real-world evaluations of metagenomic reconstructions are challenged by distinguishing reconstruction artifacts from
genes and proteins present in situ. Here, we evaluate short-read-only, long-read-only and hybrid assembly approaches on
four different metagenomic samples of varying complexity. We demonstrate how different assembly approaches affect gene
and protein inference, which is particularly relevant for downstream functional analyses. For a human gut microbiome
sample, we use complementary metatranscriptomic and metaproteomic data to assess the metagenomic data-based
protein predictions. Our findings pave the way for critical assessments of metagenomic reconstructions. We propose a
reference-independent solution, which exploits the synergistic effects of multi-omic data integration for the in situ study of
microbiomes using long-read sequencing data.
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Background
Third-generation, single-molecule, long-read (LR) sequencing is
considered to be the next frontier of genomics [1], especially
in the context of studying microbial populations [2, 3]. Given
the ability to attain read lengths in excess of 10 Kbp [4] and
continuous sequence accuracy improvements [5], LR sequenc-
ing has been recommended for its ability to resolve GC-rich
regions, complex and repetitive loci, and segmental duplications
in genomes, among others [4]. However, LR applications to study
microbiomes have focused on genome assemblies [6, 7], closing a
select few bacterial genomes [8], haplotype and strain resolution
[9] as well as mock (low diversity) communities [3]. Stewart et al.
[10] recently were among the first to demonstrate the utility
of using LRs for improving upon existing protein databases
owing to a large collection of novel proteins and enzymes iden-
tified, thereby hinting at the benefits of LRs also for functional
microbiome studies.

Single base accuracy of raw LRs remains lower—for now—
compared with short-read (SR) methodologies [11]; however,
Nanopore LR quality is steadily increasing. Several approaches
including assembly based and/or including polishing steps have
been developed [11–13] to increase the reconstruction accuracy.
The impact of remnant errors in LR assemblies on gene calling
and thereby protein prediction was recently highlighted by Wat-
son et al. [14]. Hybrid (HY) assembly methods [15, 16] using both
SRs and LRs have been proposed to further reduce the error rates
compared with LR-only assemblies. Although Watson et al. [14]
showed that insertions/deletions (indels) play a critical role in
microbial protein identification, the overall impact of assembly
methods on understanding the functional potential of microbial
communities is lacking.

Here, we demonstrate that metagenomic assembly
approaches (SR, LR and HY) not only differ markedly in their
overall assembly performance, but also in the inferred functional
potential. We reveal the effects of the assembly approach on
predicted genes and proteins in samples ranging from low to
high diversity, from mock communities to human fecal and
rumen metagenomes. We find proteins which are exclusive to
respective assemblers and demonstrate using metatranscrip-
tomic and metaproteomic data available for the human fecal
sample the synergistic effect on protein verification. Our results
indicate that irrespective of sample diversity, the sequencing
and assembly strategies impact downstream analyses and that
complementary omics are a key for functional analyses of
microbiomes.

Results and discussion

To understand how sample diversity, assembly quality and
assembly approach are linked, we assembled published metage-
nomic (metaG) data from a mock community (Zymo), a natural
whey starter culture (NWC), a cow rumen sample (Rumen)
and a novel metagenomic dataset from a human fecal sample
(GDB). The latter was complemented with metatranscriptomic
(metaT) and metaproteomic (metaP) data. The samples’ diversity
ranged from low (Zymo and NWC) to high (GDB and Rumen).
As expected [10], the assembly approach strongly affected the
quality of the resulting assembly (Supplementary Figure S1).
LR and HY approaches generated fewer contigs with a larger
N50 value, supporting the added value of these approaches
for achieving increased contiguity and decreased redundancy,
thereby also improving the recovery of metagenome-assembled

genomes [8]. However, other assembly metrics, e.g. the total
assembly length, varied between the samples and assembly
types. The metaG read mapping rate (including multi-mapped
reads), as a proxy of data usage, was unaffected by the assembler
choice when considering all contigs, though the values for the
LR assemblies were a bit lower than for SR or HY assemblies
of the high-diversity samples (GDB and Rumen). However, the
mapping rates dropped markedly in SR assemblies, especially
in NWC and Rumen, when filtering out contigs below 5000 bp
(Supplementary Figure S2). In GDB, we observed higher metaT
read mapping rates in SR and HY assemblies than in LR assem-
blies. This indicates the complementarity of SR and LR data. The
mapping rates decreased considerably in SR assemblies when
removing short contigs (Supplementary Figure S3), suggesting
the presence of expressed genes located on these contigs. This
demonstrates the loss of information when contigs below a
certain threshold are removed, which is frequently done in
metagenomic studies.

Comparing assemblies pairwise, we observed higher dissim-
ilarities between the LR and SR/HY assemblies than within
the latter groups. In addition, OPERA-MS-based HY assemblies
clustered together with the SR assemblies on which they were
based (Supplementary Figure S4). To assess functional potential
overlap between the different assembly approaches, we studied
the proteins found in the individual metagenomes. The overall
number and quality of predicted proteins was highly influ-
enced by the assembly approach. In highly diverse metagenomes
(GDB and Rumen), the total number of proteins in SR and HY
assemblies was higher (by a factor of up to 3.67) than in LR
assemblies (Figure 1i). However, throughout all samples, the SR
and HY approaches produced more partial proteins [incomplete
coding sequence (CDS)]. Since SR and HY assemblies may be
more fragmented, the polished LR assemblies may have led
to an improved recovery of genes. We clustered the predicted
protein sequences and found a considerable number of proteins
exclusive to individual assemblies. We also found proteins that
were shared within a subset of the assemblies only, and that
increased sample diversity resulted in an overall increase in the
number of exclusive proteins (Figure 1ii).

As reported previously by Watson et al. [14], errors in LR
assemblies can have an impact on the predicted proteins. To
evaluate how the sample diversity might affect this, we mapped
the predicted proteins against the UniProtKB/TrEMBL nonredun-
dant (nr) protein database and computed the query-to-subject
length ratio [10]. In all cases, the density distribution of the
ratio values had two peaks (below 0.5 and around 1), though
the differences between the assembly methods varied across
the samples (Supplementary Figure S5). Considering the above
findings and despite multiple rounds of polishing, we cannot
disregard the impact of (remnant) errors in LRs affecting the
results. Furthermore, the results may also be affected by the
sequencing depth and gene prediction methods. One also has
to account for the microbial composition per sample, given that
a large proportion of proteins from the Rumen sample might not
have homologs within the UniProtKB/TrEMBL nr database.

Due to the differences in annotations, which we found to be
exclusive to individual assembly approaches, we subsequently
studied the effect of assembler choice on two well-defined,
functionally relevant classes of genes: ribosomal RNA (rRNA) and
antimicrobial resistance (AMR) genes. Overall, the total num-
ber of rRNA genes recovered by LR and HY approaches was
higher across all samples. Within the archaeal and bacterial
domains, LR and HY assemblies led to the prediction of more
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Critical insights into long- and short-read assemblies 3

Figure 1. Discrepancy and uniqueness of predicted proteins in assemblies. (i) Number of proteins (total and partial) predicted by Prodigal in each assembly and sample.
The color corresponds to the metagenomic assembly approach. (ii) Number of shared predicted proteins which were clustered using MMSesq2 per sample. Each protein
cluster was labeled by the combination of assembly tools represented by the clustered proteins (i.e. the assembly where these proteins originated from). The depicted
number of shared proteins per assembly tool combination is the total protein count over all associated clusters. Top 20 combinations are shown. The number of proteins
found in clusters representing all assembly tools is highlighted in red; the number of proteins exclusive to an assembly is highlighted in orange.

complete genes compared with SR (Supplementary Figure S6).
Our findings are in line with Overholt et al. [17] and Xie et al. [18],
who reported improved recovery and contiguity of rRNA genes,
and improved gene completeness, respectively. When analyzing
AMR proteins and focusing only on ‘strict’ hits (i.e. excluding
loose hits flagged as ‘nudged’ by the Resistance Gene Identifier
(RGI) tool, see Methods), HY assemblers were more adept at

reconstructing these proteins compared with either SR or LR.
Moreover, LR assemblies contained more ‘nudged’ hits than SR
or HY assemblies, suggesting that error rates or other factors
might have affected the reconstruction of some AMR genes
(Figure 2i). Interestingly, we did not identify any AMR hits in the
NWC metagenome, possibly due to it being a food-grade additive
[19]. When comparing the overlap of the Antibiotic Resistance
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4 Galata et al.

Figure 2. Assembly effects on antimicrobial resistance gene identification. (i) Number of hits (‘all’, ‘strict’ and ‘nudged’) for each assembly and sample when searching
the assembly proteins in the CARD database using RGI. The NWC sample is not shown because no hits were found in any of its assemblies. ‘Nudged’ hits are loose hits
(distant/incomplete homolog) flagged as such by RGI; the remaining hits are ‘strict’ hits. (ii) Number of Antibiotic Resistance Ontologies (AROs), which were covered by
‘strict’ RGI hits by different assemblies per sample. The bar plot shows the number of shared AROs per assembly tools combination. (iii) Metatranscriptomic (metaT)
coverage of the two coding sequences (CDSs) from the long-read (LR) assembly constructed with Flye and having a ‘nudged’ RGI hit to ARO 3004454 (a chloramphenicol
acetyltransferase) in the GDB sample. The x-axis represents the contig coordinates and the y-axis the metaT coverage. The amino acid sequence of the two CDSs and
the ARO is included in the plot.

Ontology (ARO) terms covered by ‘strict’ hits, we found that some
AROs were only identified in SR and HY assemblies, but not in LR,
whereas no AROs were found in LR assemblies only (Figure 2ii).

To validate the exclusive AROs found in SR and HY assem-
blies, we assessed metaT and metaP coverage of the corre-
sponding genes and proteins in the GDB sample. The genes
mapping to the exclusive AROs had an average metaT coverage
above 14! in the SR and HY assemblies, suggesting that these

genes are expressed in situ; the few ‘nudged’ hits were below
6! (Supplementary Table S1). However, we did not identify these
genes in the metaP data potentially due to low expression levels,
variation in extraction protocols or posttranslational modifi-
cations affecting the peptide/proteomic recovery. Though no
‘strict’ hits were found in LR assemblies, some of their ‘nudged’
hits had an average metaT coverage above 10!. To understand
why these seemingly expressed genes obtained only a partial
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Critical insights into long- and short-read assemblies 5

hit, we focused on two ‘nudged’ hits assigned to ARO 3004454
(a chloramphenicol acetyltransferase) in the LR assembly con-
structed with Flye. We found that the CDSs were located on
the same contig and had an overlap of 29 bp. The sequence
alignments showed that the respective genes represent two
fragments of the true CDS (corresponding to ARO 3004454) most
likely created by an indel, which introduced a frameshift and
also a premature stop codon. This finding was also supported
by the metaT coverage extending beyond the stop codon of the
first CDS until the end of the second CDS with a single drop in
coverage before the putative indel (Figure 2iii). In both the SR and
HY assembly approaches, ARO 3004454 obtained a ‘non-nudged’
hit, indicating a potentially complete gene sequence.

To identify high-confidence proteins without the need for
a reference, we first considered proteins and protein clusters
found in all assemblies, which represented 22.97% of the
proteins and 8.54% of the protein clusters. These included
genes reconstructed by the different and independent assembly
approaches, thus lending mutual support. We then used the
complementary metaT data and included all additional proteins
with an average metaT coverage "10! and the corresponding
protein clusters. This doubled the number of high-confidence
protein clusters (17.63%) and increased the percentage of
high-confidence proteins to 30.32%.

Conclusions
We show how the assembler choice but also the assem-
bly strategy or polishing strategy can affect metagenomic
reconstruction results when using SR and LR data. The LR
assembly approaches studied herein include polishing using
SR and LR, whereas the HY assembly approaches construct an
initial SR assembly graph, followed by graph traversal using LR
and subsequent polishing using SR sequencing data. This dis-
tinction is important due to recent developments which leverage
LR and SR reads together for the assembly. Furthermore, owing
to the existence of established benchmarks [20] for SR/LR/HY
assemblers, our analyses specifically address the influence of
assemblies on functional discrepancies, which remain under-
studied thus far. Here, we reveal that sample diversity, along with
assembly-mediated effects influence the prediction of genes
and proteins. This causes discrepancies between the assemblies,
thereby highlighting the potential for complementary means to
validate these predictions. The observed discrepancies included
conserved and also functionally relevant genes (rRNA and
AMR genes, respectively), potentially impacting phylogenetic as
well as functional studies. Besides software-driven differences,
e.g. assembler choice, the extent of the differences in the
metagenomic reconstruction approaches will also depend on
associated costs and the thus achievable sequencing depth [21],
complexity/composition of the sample and other factors, such as
DNA extraction approaches [22], or library preparation methods
[23], especially for low-abundance organisms. In addition to
our newly generated human-borne multi-omic data (GDB), we
used publicly available SR and LR metagenomic data originating
from the same respective sample (Zymo, NWC or Rumen). The
limited number of samples in this study is due to the limited
availability of SR and LR sequence data and do not necessarily
represent the extent of diversities across several metagenomic
datasets. Although few studies exist to date that have published
SR and LR data of the same sample, we expect more datasets
to become available in the future due to the advantages that
LR data brings for metagenomic reconstructions. To evaluate
discrepancies in assembly approaches, we propose a reference-
independent approach to identify high-confidence genomic

reconstructions by combining metagenomic, metatranscrip-
tomic and metaproteomic data. The appropriate coverage of
metagenomic assemblies via metatranscriptomic reads and the
potential presence of peptides mapping to the respective gene
and proteins of interest indicate a validated transcription and
translation, respectively. Overall, we show that the sequencing
approach and assembly strategy can have a significant impact
on the characterization of the microbiome’s functional potential
and demonstrate the added value of multi-omic strategies for
reconstruction quality evaluation, i.e. going beyond their original
purpose, to resolve the functional microbiome.

Materials and methods
Sample origin and collection

The datasets (Zymo, NWC, Rumen) used herein were acquired
from previously published reports regarding the utility of LR
sequencing (Supplementary Table S2), with concomitant SR and
LR sequencing data. The human fecal samples were freshly
collected from a healthy volunteer (GDB) and immediately flash-
frozen in liquid nitrogen. The samples were stored at #80$C until
they were processed for biomolecular extraction of DNA, RNA
and proteins.

Biomolecular extraction

To obtain high-molecular weight (HMW) DNA, we followed
the protocol proposed recently [8], with minor modifications.
Frozen stool sample was weighed out in triplicates, to 0.7 g and
aliquoted into phase-lock gel tubes (Fisher Scientific, Waltham,
MA), along with a 4 mm stainless steel grinding balls (RETSCH
22.455.0003). The sample was subsequently suspended in 500 µl
phosphate buffered saline (PBS) (Fisher Scientific, Waltham,
MA) with brief gentle vortexing at 10 s intervals repeated five
times. Thereafter, 5 µl of lytic enzyme solution (Qiagen, Hilden,
Germany) was added and the samples were mixed by gentle
inversion six times, and then incubated for 1 h at 37$C; 12 µl 20%
(w/v) sodium dodecyl sulfate (SDS) (Fisher Scientific, Waltham,
MA) was added followed by 500 µl phenol:chloroform:isoamyl
alcohol at pH 8 (Fisher Scientific, Waltham, MA). The samples
were gently vortexed for 5 s, and then centrifuged at 10 000 g for
5 min. The aqueous phase was decanted into a new 2 ml tube.
Next, the DNA was precipitated with 90 µl 3 M sodium acetate
(Fisher Scientific) and 500 µl isopropanol (Fisher Scientific). After
slowly inverting three times, samples were incubated at room
temperature for 10 min, followed by centrifugation for 10 min
at 10 000 g. The supernatant was removed, and the pellet was
washed twice with freshly prepared 80% (v/v) ethanol (Fisher
Scientific). Washing was done by adding 1 ml of 80% EtOH,
followed by centrifugation for 10 min at 10 000 g. The pellet
was then air dried with heating for 10 min at 37$C or until
the pellet was matte in appearance, and then resuspended in
100 µl nuclease-free water (Ambion, ThermoFisher Scientific,
Waltham, MA). To the pellet, 1 ml Qiagen buffer G2, 4 µl Qiagen
RNase A at 100 mg/ml and 25 µl Qiagen Proteinase K were
added. The samples were then gently inverted three times and
incubated for 90 min at 56$C. After the first 30 min, pellets
were dislodged by a single gentle inversion. During the 90 min
incubation, one Qiagen Genomic-tip 20/G column per triplicate
sample was equilibrated with 1 ml Qiagen buffer QBT and
allowed to empty by gravity flow. Samples were gently inverted
twice, applied to columns and allowed to flow through. Three
stool extractions (triplicates for each sample) were combined
per column. Columns were then washed with 3 ml Qiagen buffer
QC, where 1 ml of QC buffer was added each time and allowed

D
ow

nloaded from
 https://academ

ic.oup.com
/bib/article/22/6/bbab330/6358409 by guest on 24 January 2022



6 Galata et al.

to drain the column. Next, the column was placed in a new
sterile 1.5 ml Eppendorf tube and the DNA was then eluted
with 1 ml of Qiagen buffer QF prewarmed to 56$C. The eluted
DNA was then precipitated by addition of 700 µl isopropanol and
incubated at room temperature for 10 min, followed by inversion
and centrifugation for 15 min at 10 000 g. The supernatant was
carefully removed by pipette, and pellets were washed with
1 ml 80% (v/v) ethanol (washing = add 1 ml EtOH, centrifuge
for 10 min at 10 000 g). Residual ethanol was removed by air
drying 10 min at 37$C, followed by resuspension of the pellet
in 100 µl water overnight at 4$C without agitation of any kind.
The pooled sample was quantified using the Qubit Broad-
Range DNA concentration kit and was estimated at 323.35 ng/µl
with an OD260/280 = 1.85. The extracted HMW DNA was used
for both SR and LR sequencing. RNA was extracted from an
aliquot of the same fecal sample using PowerMicrobiome RNA
isolation kit (cat. no. 26000-50, MoBio) as suggested by the
manufacturer. For the protein extractions, a modified protocol
based on a previously established sequential extraction method
[24] was used. Briefly, proteins were precipitated by adding one
volume of All-Prep Protein (APP) Buffer to the flow-through
from an independent RNA purification, followed by mixing and
incubation for 10 min at room temperature. After incubation,
the mixture was centrifuged for 10 min at 12 000 g and the
pellet was washed twice in 70% ethanol, with 1 min centrifuge
cycles at 12 000 g, and dried at room temperature for 7 min after
removing excess ethanol. The pellet was then dissolved in 100 µl
ALO buffer and incubated for 5 min at 95$C. After complete
dissolution and denaturation of the protein, the sample was
cooled to room temperature and centrifuged for 1 min at 12 000
g, from which the supernatant was collected for downstream
protein analysis.

Sequencing

SR sequencing

The DNA sample was subjected to random shotgun sequencing.
The sequencing library was prepared using KAPA HyperPlus Kit
(cat. no. 07962401001, Roche) for the GDB fecal sample using
the protocol provided with the kit. Enzymatic fragmentation
time was 15 min to aim for 350 bp average size. There was
no additional polymerase chain reaction amplification of the
prepared library.

RNA sample for metaT analysis was subjected to rRNA deple-
tion using the QIAseq FastSelect 5S/16S/23S kit (cat. no. 335921,
Qiagen) for the GDB fecal sample. Library preparation of rRNA-
depleted RNA was done using TruSeq Stranded mRNA library
preparation kit (cat. no. 20020594, Illumina) according to the
protocol provided by the manufacturer with the exception of
omitting the initial steps for mRNA pull down.

Both metaG and metaT libraries were quantified using Qubit
HS assay (Invitrogen) and their quality was assessed on a Bio-
analyzer HS chip (Agilent). We used the NextSeq500 (Illumina)
instrument to perform the sequencing using 2 ! 150 bp read
length at the Luxembourg Centre for Systems Biomedicine
(LCSB) Sequencing Platform.

LR sequencing

DNA library for the fecal sample was size selected using AMpure
beads for longer fragments. The DNA was sheared using a G-tube
(cat. no. 520079, Covaris) aiming for 8 kb average size according to
the protocol provided by the manufacturer. Library preparation
for LR sequencing was done using the genomic DNA ligation kit

(SQK-LSK109) according to the protocol provided by the man-
ufacturer using a MinION R9.4.1 flowcell. Once all the library
loaded on the flowcell was finished, the library was reloaded
after either flowcell wash or nuclease flush. In total, the library
was loaded four times to achieve 16 Gbp of sequencing data for
this fecal sample (Supplementary Table S3).

Data analysis

Snakemake (v. 5.18.1) [25] was used to implement the analysis
workflow. We provide a brief description of the most important
steps in the following.

Sequence data preprocessing

Short reads

The raw SRs were trimmed and preprocessed with fastp (v. 0.20.0)
[26] with a minimum length of 40 bp. FastQC (v. 0.11.9) [27] reports
were generated from the processed FASTQ files. MetaT SRs from
the GDB sample were filtered by discarding reads mapping to
rRNA gene references included in the repository of SortMeRNA
[28] (v4.2.0-10-g1358b9b, https://github.com/biocore/sortmerna)
using BBDuk from the BBMap toolkit (v.38.86, kmer length set to
31 bp) [29]. In addition, for the GDB sample, reads mapping to the
human genome (GCF_000001405.38_GRCh38.p12) were removed
using BBDuk (kmer length set to 31 bp, input and output quality
encoding offset set to 33).

Long reads

For each sample except NWC, single-FAST5 files were converted
to multi-FAST5 files using single_to_multi_fast5 from ont-
fast5-api (v. 3.1.5), the resulting files were basecalled using
guppy on a GPU node (v. 3.6.0 + 98ff765, configuration file
dna_r9.4.1_450bps_modbases_dam-dcm-cpg_hac.cfg, disabled
transmission of telemetry pings, chunk size of 1000, 8000
records per FASTQ file) and concatenated into a single FASTQ
file. For NWC, no FAST5 were available and, thus, only the
provided FASTQ file was used for the analysis. Nanostat (v.
1.1.2) [30] reports were created from the FASTQ files using
default parameters. As for the SRs, LRs of the GDB sample
were filtered to remove reads mapping to the human genome
(GCF_000001405.38_GRCh38.p12) using the same parameters.

Metagenomic assembly

Short reads

SR assemblies were done using preprocessed reads and
MEGAHIT or metaSPAdes. MEGAHIT (v. 1.2.9) [31] was run using
default parameters; metaSPAdes (v. 3.14.1) [32] was run using
kmer lengths 21, 33, 55 and 77 bp.

Long reads

LR assemblies were done using Flye and Raven. Flye (v. 2.8.1)
[33] was run by providing the (processed) LRs in a FASTQ file
(input parameter ‘–nano-raw’) and with the flag ‘--meta’. Raven
(v. 1.2.2) [34] was run with default parameters. Assemblies were
polished using LR and SR: one round of Racon (v. 1.4.13) [35]
with LRs using the flag ‘-include-unpolished’ where reads were
mapped to contigs using BWA MEM (v. 0.7.17) [36] with the option
‘-x ont2d’ and processed using samtools (v. 1.9); four rounds
of Racon with SRs using the flag ‘--include-unpolished’ where
reads were mapped to contigs using Burrows-Wheeler Aligner
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(BWA-MEM) and processed using samtools; one round of Medaka
(v. 0.8.1) [37] with LRs using the model ‘r941_min_high’.

Hybrid

HY assemblies, i.e. using SR and LR together, were done using
metaSPAdes and OPERA-MS. SPAdes was run with the flag
‘--meta’ and the same k-mer lengths as the SR assemblies by
additionally providing the LRs using the input parameter flag
‘--nanopore’. OPERA-MS (v. v0.8.2-63-gc18b4f3) [15] was run
using paired SRs, LRs and the SR assemblies created by MEGAHIT
and metaSPAdes, respectively, using minimap2 [38] as the LR
mapper. The assemblies were polished by running five rounds
of Racon with SRs as described for the LR assemblies. If not
stated otherwise, only polished contigs were used for the LR and
HY assemblies in the following analysis steps.

Mapping rate and assembly coverage

For the mapping rate, the used reads were mapped back to
the contigs and processed using BWA MEM and samtools in
the same way as described above when polishing the LR and
HY assemblies using Racon. For HY assemblies, both LR and
SR were mapped to the polished contigs and the BAM files
were merged using samtools. For the sample GDB, metaT SRs
were also separately mapped to the (polished) contigs. Mapping
statistics were computed from the BAM files using samtools’
options ‘flagstat’, to determine the number of reads mapping
back to the assemblies, and ‘idxstats’ for per-contig mapping
information. For GDB, metaT per-base coverage was computed
for each assembly from the BAM files using bedtools (v. 2.29.2)
[39] (utility ‘genomecov’ with the parameter ‘-d’).

Assembly annotation

For each sample and assembly, protein prediction was done
using Prodigal (v. 2.6.3) [40] using the option ‘-p meta’; the
keyword ‘partial’ in the headers of the obtained protein FASTA
files was used to distinguish complete and partial proteins.
Known antibiotic resistance factors were searched in the pre-
dicted proteins (after discarding the stop codon symbol ‘%’ from
the FASTA files) by running RGI (v. 5.1.1) [41] together with the
CARD database (v. 3.1.0) [42] and DIAMOND (v. 0.8.36) [43] for
protein alignments. Loose hits flagged as ‘nudged’ by the tool
were highlighted as such (i.e. as ‘nudged’) in the downstream
analysis.

The tool barrnap (v. 0.9) [44] was run to predict rRNA genes on
assembly contigs using the four provided databases of bacterial,
archaeal, metazoan mitochondrial, and eukaryotic rRNA genes,
respectively. Predictions containing the word ‘partial’ in their
product annotation in the obtained General Feature Format (GFF)
files were considered as partial hits.

Analysis

Assembly statistics were computed by running metaQUAST
(v. 5.0.2) [45] without using any genome references, setting the
minimum contig length to 0 bp and retrieving the statistics
for the contig length thresholds of 0, 1000, 2000 and 5000 bp
subsequently. Per sample, assemblies were compared using
Mash (v. 2.2.2) [46]: sketches were computed per assembly using a
k-mer length of 31 bp and a sketch size of 100 000, and pairwise
distances were then estimated. Per sample, proteins from all
assemblies were clustered using MMseqs2 (v. 12.113e3) [47].
First, a database was created from a concatenated FASTA file

of protein sequences (‘--dbtype 1’). Then, option ‘linclust’ with
default parameters was used to perform the clustering and the
obtained files were converted to tables using option ‘createtsv’.
DIAMOND (v. 0.9.25) [43] with the option ‘blastp’ and default
parameters was used to align the predicted proteins against
the UniProtKB/TrEMBL database (downloaded and created
on 24 August 2019 from http://ftp.uniprot.org/pub/database
s/uniprot/current_release/knowledgebase/complete/, archive
uniprot_trembl.fasta.gz) [48]. The created DIAMOND alignment
archive (DAA) files were converted to tables using option ‘view’
and the parameter ‘--max-target-seqs 1’. When processing the
hits, these were sorted per query and e-value in ascending order
and only the first hit was used. For GDB and metaT, using the
per-base coverage information computed for each assembly,
the average coverage was computed for the corresponding gene
sequences of each predicted protein.

MS/MS acquisition and metaproteomic analysis

One microgram of extracted proteins was denatured and loaded
on a SDS gel to produce one gel band. The reduction, alkyla-
tion and tryptic digestion of the proteins into peptides were
performed in-gel. The tryptic peptides were extracted from the
gel and desalted prior to mass spectrometry analysis. Peptides
were analyzed using a nano Liquid Chromatography-Mass Spec-
trometry/Mass Spectrometry (nanoLC-MS/MS) system (120 min
gradient) connected to a Q-Exactive HF orbitrap mass spec-
trometer (Thermo Scientific, Germany) equipped with a nano-
electrospray ion source. The Q-Exactive mass spectrometer was
operated in data-dependent mode and the 10 most intense pep-
tide precursor ions were selected for fragmentation and MS/MS
acquisition.

For each assembly separately and for all assemblies together,
the FASTA file of predicted proteins was concatenated with a
common Repository of Adventitious Proteins (cRAP) database of
contaminants [49] and with the human UniProtKB Reference
Proteome prior metaproteomic search. In addition, reversed
sequences of all protein entries were concatenated to the
databases for the estimation of false discovery rates (FDRs).
The search was performed using SearchGUI-3.3.20 [50] with the
X!Tandem [51], MS-GF+ [52] and Comet [53] search engines and
the following parameters: trypsin was used as the digestion
enzyme and a maximum of two missed cleavages was allowed.
The tolerance levels for matching to the database were 10 ppm
for MS1 and 0.02 Da for MS2. Carbamidomethylation of cysteine
residues was set as a fixed modification and protein N-terminal
acetylation and oxidation of methionines was allowed as
variable modification. Peptides with length between 7 and 60
amino acids and with a charge state composed between +2
and +4 were considered for identification. The results from
SearchGUI were merged using PeptideShaker-1.16.45 [54] and
all identifications were filtered in order to achieve a protein
FDR of 1%.

Plots

Figures were generated in R (v. 4.0.2, https://www.r-project.org/)
using, inter alia, Pheatmap (v. 1.0.12, https://github.com/raivoko
lde/pheatmap) for heatmap plots, UpSetR (v. 1.4.0) [55] for inter-
section plots, ggplot2 (v 3.3.2) [56] and its various extensions for
other plot types, color palettes from the viridis (v. 0.5.1, https://
github.com/sjmgarnier/viridis) and ggsci (v. 2.9, https://github.co
m/road2stat/ggsci) packages and the patchwork package (v. 1.1.1,
https://github.com/thomasp85/patchwork) for combining plots.
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Key Points
• Sequencing and assembly approach affect gene and

protein inference.
• Meta-omics enable critical assessment of

metagenome reconstructions.
• Reference-independent solution which exploits syner-

gies of next-generation and third-generation sequenc-
ing approaches that results in improved integration of
meta-omics data.
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Esch-sur-Alzette, Luxembourg, 4 Université de Strasbourg, UMR 7156 CNRS, Génétique Moléculaire, Génomique, 
Microbiologie, Strasbourg, France

In recent years, multi-omic studies have enabled resolving community structure and 
interrogating community function of microbial communities. Simultaneous generation of 
metagenomic, metatranscriptomic, metaproteomic, and (meta) metabolomic data is more 
feasible than ever before, thus enabling in-depth assessment of community structure, 
function, and phenotype, thus resulting in a multitude of multi-omic microbiome datasets 
and the development of innovative methods to integrate and interrogate those multi-omic 
datasets. Speci!cally, the application of reference-independent approaches provides 
opportunities in identifying novel organisms and functions. At present, most of these large-
scale multi-omic datasets stem from spatial sampling (e.g., water/soil microbiomes at several 
depths, microbiomes in/on different parts of the human anatomy) or case-control studies 
(e.g., cohorts of human microbiomes). We"believe that longitudinal multi-omic microbiome 
datasets are the logical next step in microbiome studies due to their characteristic advantages 
in providing a better understanding of community dynamics, including: observation of trends, 
inference of causality, and ultimately, prediction of community behavior. Furthermore, the 
acquisition of complementary host-derived omics, environmental measurements, and 
suitable metadata will further enhance the aforementioned advantages of longitudinal data, 
which will serve as the basis to resolve drivers of community structure and function to 
understand the biotic and abiotic factors governing communities and speci!c populations. 
Carefully setup future experiments hold great potential to further unveil ecological mechanisms 
to evolution, microbe-microbe interactions, or microbe-host interactions. In this article, 
we"discuss the challenges, emerging strategies, and best-practices applicable to longitudinal 
microbiome studies ranging from sampling, biomolecular extraction, systematic multi-omic 
measurements, reference-independent data integration, modeling, and validation.

Keywords: microbiome, metatranscriptomics, metaproteomics, time-series, metagenomics, metabolomics,  
de novo assembly
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TABLE!1 | Longitudinal multi-omic microbiome datasets and studies.

System Sample type Duration! Frequency! Total of 
samples

MG MT MP MM Complementary data Studies

Human gut 
microbiome

Stool samples 
from 132 
humans; 
healthy or with 
Crohn’s disease 
or ulcerative 
colitis

1"year Bi-weekly 2,965 x x x x Host genomics, 
transcriptomics bisul!te 
sequencing, serologic 
pro!les, diet surveys, 
and fecal calprotectin

Lloyd-Price et"al., 2019
Ruiz-Perez et"al., 2021

Stool samples 
of 77 
individuals

6"months Monthly 474 x x Host transcriptome, 
metabolome, cytokines, 
methylome, dietary 
survey, and physiology

Blasche et"al., 2021

Activated 
sludge

Floating sludge 
islets from a 
single anoxic 
tank

1.5"year Weekly 53 x x x x Temperature, pH, 
oxygen concentration, 
conductivity, in#ow, 
nitrate concentration, 
and extracellular 
metabolites

Herold et"al., 2020
Martínez Arbas et"al., 
2021

Full- and lab-
scale activated 
sludge

2.5"months Weekly 10 x x Temperature, pH, redox 
potential and dissolved 
oxygen

Law et"al., 2016

Longitudinal multi-omic data must be!of least six timepoints and at least two meta-omic readouts excluding 16S amplicon sequencing. Omics data derived from host(s) are 
considered separate from the microbial meta-omic spectra.  
!Approximate values.

INTRODUCTION

Advances in the study of microbial communities have highlighted 
their important role in natural processes, including those 
considered as ecosystem services for humankind (Bodelier, 
2011). Complex dynamics in microbiomes at the level of 
composition and structure, as well as function (Heintz-Buschart 
and Wilmes, 2018) stem from constant adaptation of a given 
community toward !uctuations of abiotic and biotic factors. 
However, the fate of these microbial consortia in the face of 
perturbations is o"en not understood nor predictable (Muller, 
2019). Longitudinal approaches are necessary to understand 
microbial community dynamics, as they may o#er valuable 
insights into temporal trends and consequences of environmental 
forcings, when used in tandem with host-derived (Heintz-
Buschart et$ al., 2016; Lloyd-Price et$ al., 2019; Mars et$ al., 
2020) or environmental (Law et$ al., 2016; Herold et$ al., 2020) 
data. Longitudinal studies can be$ conducted using diachronic 
or synchronic approaches (Costa Junior et$ al., 2013). Herein, 
we$ discuss the capacity of longitudinal diachronic approaches 
as a critical tool toward studying microbial communities. We$will 
further focus on multi-omics longitudinal studies, which leverage 
the power of the entire high-throughput meta-omic spectrum, 
namely meta-genomics (MG), -transcriptomics (MT), -proteomics 
(MP), and -metabolomics (MM), as they are now more feasible 
and a#ordable than ever before (Narayanasamy et$ al., 2015).

Overall, longitudinal multi-omics will enhance our understanding 
of microbial community dynamics, which could potentially bring 
about positive outcomes in biomedicine, biotechnology, and for 
the environment. However, various aspects must be$ considered 
when conducting longitudinal multi-omic microbiome studies, 

ranging from experimental design, bioinformatic processing, 
modeling, and validation. In this article, we$ explore challenges, 
considerations, and potential solutions for such studies, based on 
recent advances and reports (Law et$ al., 2016; Lloyd-Price et$ al., 
2019; Herold et$ al., 2020; Martínez Arbas et$ al., 2021), which are 
applicable to both microbe-centric (e.g., soil, water) or host-centric 
(e.g., human gut) systems. Finally, although this article focuses 
on speci%cally longitudinal multi-omic microbiome studies, the 
content is generally applicable to any large-scale microbiome studies.

MULTI-OMIC CONSIDERATIONS AND 
EXPERIMENTAL DESIGN FOR 
LONGITUDINAL STUDIES

Integration of multi-omic microbiome datasets has been routinely 
performed, with notable instances, including studies on type-1 
diabetes (Heintz-Buschart et$al., 2016), cancer (Kaysen et$al., 2017), 
healthy human gut (Tanca et$ al., 2017), Crohn’s disease (Erickson 
et$ al., 2012), and activated sludge (Muller et$ al., 2014; Roume 
et$ al., 2015; Yu et$ al., 2019). &ese studies clearly demonstrate 
the maturity of the current microbiome multi-omics toolbox. Despite 
this, and to the best of our knowledge, equivalent multi-omic 
surveys based on extensive longitudinal microbiome sampling 
remain rather limited. Table! 1 lists several relevant studies of 
longitudinal (at least six timepoints) and multi-omic (at least two 
omic levels, excluding 16S amplicon sequencing) microbiome datasets.

&e famous adage “absence of evidence is not evidence of 
absence” (Altman and Bland, 1995) could likely be$ a prelude 
to most microbiome studies. Hence, we$ discuss these studies 
in the context of reference-independent bioinformatics 
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approaches, centered around de novo assemblies of sequencing 
data (MG and MT), subsequently complemented by additional 
omics (MP and MM, depending on their availability; Figure!1). 
Reference-independent approaches o#er asymmetric advantages 
and opportunities in discovering novel microbial taxa and/or 
functionalities (Celaj et$ al., 2014; Narayanasamy et$ al., 2015; 
Lapidus and Korobeynikov, 2021), compared to reference-
dependent methodologies (Sunagawa et$ al., 2013; Treangen 
et$ al., 2013). Moreover, the integration of multi-omics has 
been shown to yield superior output compared to single omic 
studies. For instance, the co-assembly of MG and MT sequencing 
reads was shown to improve the quality of assembled contigs 
(Narayanasamy et$al., 2016), which in turn improves taxonomic 
annotation, gene calling/annotation, binning, metabolic pathway 
(re) construction (Muller et$ al., 2018; Zhou et$ al., 2020; 

Zimmermann et$ al., 2021), and quanti%cation of features, e.g., 
taxa/genes (Narayanasamy et$ al., 2016). Similarly, MP spectra 
searches are more e#ective when performed against gene 
databases derived from MG assemblies of the same sample/
environment, compared to generic databases, thus improving 
the recruitment of measured peptides (Tanca et$al., 2016; Heyer 
et$ al., 2017; Timmins-Schi#man et$ al., 2017). Moreover, such 
a reference-independent approach may be$necessary for microbial 
communities that are not well characterized and lack extensive 
uni%ed genome or gene catalogues, such as those available for 
the human gut microbiome (Li et$ al., 2014; Almeida et$ al., 
2021). However, most microbial communities are heterogeneous, 
which further complicates downstream multi-omic data 
processing, integration, curation, transformation, and modeling 
(Jiang et$ al., 2019). &erefore, the adherence toward standards 

FIGURE!1 | Systems ecology work#ow for longitudinal multi-omic microbiome studies. A study conceptualized via an experimental design phase and an initial 
biological question which is then followed by sample collection, sample management, and systematic high-throughput measurements. The next-generation 
sequencing (NGS) data could either undergo aggregated processing (yellow track) involving a pooled de novo assembly of NGS reads from all longitudinal samples, 
to eventually yield a metagenome assembled genome (MAG) and/or gene catalogue via binning and gene calling, respectively. In the dereplication approach (red 
track), data from each sample are !rst processed in a sample-wise manner, namely the steps of de novo assembly, binning, and gene calling. The resulting MAGs 
and predicted ORFs are then merged through a process called dereplication which generates the catalogue. The availability of a catalogue allows quanti!cation 
whereby the output could be"used for descriptive analyses which could potentially lead to updated or entirely novel biological questions. Quanti!ed values, 
combined with descriptive analyses, could then be"used within dynamic or metabolic models (gray track). Validation of models could lead to further in situ 
longitudinal experimental designs. Finally, all data (raw input, output, metadata) and code (not depicted) should be"archived under a data and code management 
strategy. Free icons were used from https://www.#aticon.com (creators: Freepik, Gregor Cresnar, Freepik, and Smashicons).
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and best-practices, spanning from sampling to data analyses 
is important to the outcome of a project. Accordingly, Figure!1 
illustrates the potential lifecycle of a longitudinal multi-omic 
microbiome study.

Longitudinal multi-omic studies require systematic and 
thorough study designs that consider sampling parameters 
(Gerber, 2014; Cao et$ al., 2017; Liang et$ al., 2020), metadata, 
and complementary measurements, such as physico-chemical 
parameters or questionnaires (Kumar et$al., 2014), all of which 
a#ect downstream analyses. Sampling parameters, such as 
duration and frequency, are dictated by the inherent properties 
of a given microbial system. For instance, the sampling duration 
when studying gut microbiome development of neonates could 
span from birth until a “mature” gut microbiome composition 
is achieved (Stewart et$al., 2018), which may vary from subject 
to subject. Naturally-occurring microbial systems that are 
exposed to the environment may exhibit annual cyclical 
behavior based on seasonality and, therefore, could be$sampled 
for at least one complete season-to-season cycle (Johnston 
et$ al., 2019). Sampling frequency may be$ determined by the 
dynamics and/or generational-timescale of a given system. 
For instance, the human gut microbiome is known to exhibit 
daily !uctuations, and therefore could be$ sampled on a daily 
basis within a given temporal study (David et$ al., 2014), 
while activated sludge systems are known to exhibit 
(approximately) weekly doubling periods and thus could 
be$ sampled on a weekly basis (Herold et$ al., 2020; Martínez 
Arbas et$ al., 2021). Based on the recommendations of Sefer 
et$ al. (2016), if biological replicates are either not feasible 
(i.e., n$ =$ 1) or limited (i.e., low n) (Herold et$ al., 2020), 
one should ideally opt for higher frequency (dense) longitudinal 
sampling, and less dense sampling if biological replicates were 
available (i.e., high n), e.g., a cohort of patients (Lloyd-Price 
et$ al., 2019). Equidistant sampling is required by many 
downstream mathematical frameworks, such as cross-correlation 
or local similarity analysis (Faust et$al., 2015), and thus should 
be$ strived for, as much as possible. However, the datasets 
listed in Table! 1, albeit extensive and resource intensive, are 
not perfectly equidistant, further highlighting the practical 
challenges for longitudinal sampling in situ, including, but 
not limited to, accessibility, consistent biomass availability, 
and cost.

SAMPLE, DATA AND CODE 
MANAGEMENT

It is crucial to limit potential biases linked to longitudinal data, 
e.g., in extended time-series; samples are stored for long periods, 
while multiple personnel may be$ involved in sample collection, 
handling, storage, and documentation. Hence, clear guidelines 
and standardization must be$ established, as they are key factors 
that potentially a#ect downstream processes and overall outcome 
(Blekhman et$ al., 2016; Schoenenberger et$ al., 2016).

Biomolecular extraction from a single sample is ideal over 
multiple extractions from subsamples (Roume et$ al., 2013a). 
Advantageously, commercial kits for concomitant extraction of 

multiple biomolecules are available, including reports proposing 
adapted methods for extracting various biomolecules, such as 
DNA, total RNA, small RNA, protein, and metabolites (Peña-
Llopis and Brugarolas, 2013; Roume et$al., 2013b; &orn et$al., 
2019). &e availability of su'cient biomass (Eisenhofer et$ al., 
2019) lysis-, homogenization-(Machiels et$ al., 2000; Santiago 
et$ al., 2014; Fiedorová et$ al., 2019) and preservation- (Borén, 
2015; Hickl et$al., 2019) methods are key factors that determine 
e#ectiveness to comprehensively recover all intracellular and/
or extracellular biomolecules. Next, biomolecular extraction 
should be$ automated, whenever possible. While evaluations 
have shown that it may not necessarily provide better quality 
results compared to a human operator (Phillips et$ al., 2012), 
the output is more consistent (Fidler et$ al., 2020). In the same 
vein, omic readouts should also be$ generated on a single 
platform (s) as unique batches to ensure consistent output quality.

Batch e#ects are o"en overlooked in omic studies (de Go#au 
et$ al., 2021), but can be$ minimized during stages of sample 
processing by including randomization, sample tracking, and 
extensive documentation (Leek et$ al., 2010). Sample 
randomization implemented within batches of biomolecular 
extraction and high-throughput measurements could help 
discriminate batch e#ects and temporal variation, i.e., di#erent 
sets of randomly selected samples from di#erent timepoints 
could be$ treated together at each di#erent step (Oh et$ al., 
2019). Additionally, batch e#ects could be$ mitigated using 
downstream analytical (Wang and Cao, 2019) and computational 
methods (Gibbons et$ al., 2018; McLaren et$ al., 2019).

A potential e#ective experimental measure for minimizing 
and elucidating batch e#ects is the inclusion of mock/control 
samples during both the extraction and high-throughput 
measurements (Bokulich et$ al., 2016; Hornung et$ al., 2019; 
ATCC Mock Microbial Communities, 2020). Samples with low 
biomass, e.g., from neonates, glacier-streams, or acid-mine 
drainage, should include extraction blanks as negative controls, 
which are extremely valuable to discriminate contaminants 
arising from kits and reagents (Salter et$ al., 2014; Heintz-
Buschart et$ al., 2018; Wampach et$ al., 2018; Weyrich et$ al., 
2019). Furthermore, spike-ins could be$helpful for downstream 
quanti%cation (Zinter et$ al., 2019). Importantly, replicates can 
be$used within downstream statistical frameworks (Sokal, 1995; 
Anderson, 2017; Kuznetsova et$ al., 2017; Mallick et$ al., 2021) 
to understand both within- and between-sample heterogeneity, 
thereby minimizing mischaracterisation of contaminants or 
%ndings driven by batch e#ects (de Go#au et$ al., 2021).

Longitudinal and multi-omic studies yield large datasets, 
where data processing and analyses are typically time and 
resource intensive. &ese rich datasets may be$reused to study 
multiple aspects of a given microbial system (Table!1). &erefore, 
equal emphasis should be$ placed on designing bioinformatic 
work!ows and code/data management strategies to improve 
reproducibility and transparency. For example, peer-review 
journals have begun mandating “data availability” sections 
and links to code repositories in adherence to project/coding 
best practices and standards (Sandve et$ al., 2013; Bokulich 
et$ al., 2020), further improving posterior data integration 
and analysis in the short-term, while improving scaling-up 
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and knowledge transfer in the long run (Shahin et$ al., 2017; 
Wilson et$ al., 2017). In addition, format-free archival 
repositories, such as Zenodo could be$ used for non-standard 
data types,1 for instance simulated raw data, physico-chemical 
measurements, intermediate data, large tables, and archived 
Github repositories. Despite this, reports indicate that 26% 
of bioinformatics tools are no longer available (Mangul et$ al., 
2019), while gaps in available raw data (Jurburg et$ al., 2020) 
and metadata (Schriml et$ al., 2020) still exist.

CONSTRUCTION OF LONGITUDINAL 
GENE AND GENOME REFERENCE 
CATALOGUES

Microbiomes may be$ studied from a gene-centric perspective 
(Roume et$ al., 2015), which requires read or contig-level 
taxonomic classi%cation (Segata et$al., 2012; Wood and Salzberg, 
2014), ORF prediction (Hyatt et$ al., 2010; Rho et$ al., 2010), 
and gene annotation (Seemann, 2014; Buch%nk et$ al., 2015; 
Franzosa et$al., 2018; Queirós et$al., 2020). Metagenome assembled 
genomes (MAGs) provide genomic context and can be$obtained 
through binning (Chen et$ al., 2020; Yue et$ al., 2020) followed 
by taxonomic classi%cation (Bremges et$ al., 2020; Chaumeil 
et$ al., 2020) and functional annotation. In that regard, several 
tools exist that improve the binning process by automating 
the selection of highest-quality MAGs (bins) and/or performing 
MAG re%nement (Broeksema et$ al., 2017; Sieber et$ al., 2018; 
Uritskiy et$ al., 2018). &ese tools enable ensemble binning 
approaches, balancing out the strengths and weaknesses of 
di#erent binning methods (Chen et$ al., 2020; Yue et$ al., 2020).

Features (i.e., taxa or genes) appear in varying quantities, 
in di#erent timepoints of longitudinal meta-omic studies. It is 
challenging to link and track features from one timepoint to 
another without any given point of reference. &erefore, the 
construction of what we$ term as “representative longitudinal 
catalogues” (herea"er referred to as catalogues) of MAGs/genes, 
provides a non-redundant representative base to link features 
from the di#erent longitudinal samples (Herold et$ al., 2020; 
Martínez Arbas et$ al., 2021). &e outcome of any downstream 
analysis is highly reliant on the quality of the MAGs and genes 
within a catalogue, which further depends on the quality of 
large-scale bioinformatic processing (e.g., de novo assembly and 
binning). Figure!1 illustrates two methods of constructing such 
catalogues, which are through aggregated processing of data 
from all samples or through de-replicating the output from 
individually processed sample data (i.e., sample-wise processing). 
A third alternative to these methods could be$the representation 
of non-redundant genes in pangenomes from MAGs annotated 
at the species-level (Tettelin et$ al., 2005; Delmont and Eren, 
2018), collected across all timepoints. &is allows for identifying 
any varying patterns especially in the context of environmental 
factors and phylogenetic constraints in!uencing gene acquisition 
and/or genome-streamlining (Tettelin et$ al., 2005). Given that 

1 https://zenodo.org

others have highlighted the catalogue building methodologies 
(Qin et$ al., 2010; Nayfach et$ al., 2020; Almeida et$ al., 2021); 
here, we$ elaborate methods discussed above in the context of 
both gene- and MAG-centric strategies.

&e general advantage of the aggregated processing approach 
is simplicity, whereby a single run is required for all the 
large-scale bioinformatic processing steps (Figure!1). Moreover, 
pooled assemblies have been shown to be$ e#ective (Magasin 
and Gerlo#, 2015), especially in the advent of highly e'cient 
de novo assemblers (Li et$al., 2016) and digital normalization 
(Brown et$ al., 2012). However, pooling reads from a large 
number of samples increases the complexity of the de novo 
assembly process, especially for complex communities. It 
also requires substantial computational resources, while 
potentially resulting in lower quality contigs, MAGs, and 
genes (Chen et$ al., 2020).

&e dereplication method (Figure!1) is applied a"er independent 
sample-wise large-scale bioinformatic processing (Evans and 
Denef, 2020). Predicted ORFs could be$ de-replicated through 
clustering (Li and Godzik, 2006; Edgar, 2010; Mirdita et$ al., 
2019), producing a gene catalogue (Li et$ al., 2014). On the 
contrary, the dereplication of MAGs is more complex, requiring 
several steps: binning from sample-wise de novo assemblies to 
generate MAGs, curation of high-quality MAGs (Parks et$ al., 
2015), and dereplication of MAGs (Olm et$ al., 2017; Wampach 
et$ al., 2018) to select the most representative MAGs of the 
longitudinal data (Uritskiy et$ al., 2018; Chen et$ al., 2020). In 
general, dereplication methods are particularly advantageous for 
longitudinal microbiome studies with many deeply sequenced 
samples (Herold et$ al., 2020; Martínez Arbas et$ al., 2021).

Although not systematically evaluated, one caveat worth 
considering when constructing a catalogue based on de novo 
assemblies, binning, and dereplication is the potential loss of 
resolution in population-level diversity (Kashtan et$ al., 2014; 
Evans and Denef, 2020; Quince et$al., 2020), which may include 
single nucleotide variants, copy number variants, strains, and 
auxiliary gene content (Evans and Denef, 2020) potentially 
impacting important downstream steps, such as integration 
of metaproteomic data (Tanca et$ al., 2016) or time-resolved 
strain tracking (Brito and Alm, 2016; Zlitni et$ al., 2020). To 
the best of our knowledge, the extent of the impact has yet 
to be$systematically investigated. In our opinion, several strategies 
can be$ applied to overcome this issue, including the usage 
of a comparative genomics methodology, i.e., pangenomes 
(Delmont and Eren, 2018), even opt for (re) assemblies of 
read subsets associated to particular taxa or MAGs of interest 
(Albertsen et$al., 2013), or the application of strain-level analysis 
tools (Anyansi et$ al., 2020).

Overall, choosing the speci%c methods for constructing a 
longitudinal catalogue depends on various factors, including 
the biological question, complexity of the community (van der 
Walt et$ al., 2017), number of samples, and sequencing depth. 
To the best of our knowledge, a comparison between an 
aggregated processing approach and a dereplication approach 
has yet to be$ conducted. Such a comparison would further 
help to inform researchers on selecting the best strategy for 
longitudinal analyses.
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QUANTIFICATION AND NORMALIZATION

Longitudinal catalogues provide compositional information of 
community taxa and potential functions. However, the relative 
quanti%cation of community members and functionalities is 
key in harnessing the power of longitudinal microbiome data, 
as it allows the observation of community taxa/functional 
dynamics and could be$ used in downstream modeling. In that 
regard, quantifying MG and MT sequencing data is a standard 
process of aligning reads (Li and Durbin, 2009) to relevant 
catalogues, and then quantifying features of interest (e.g., 
population/gene relative genomic abundance, gene expression) 
based on those alignments, providing information on community 
structure, functional potential, and gene expression. 
Complementally, MP data provide functional insights, whereby 
several methods are available for the quanti%cation of such 
data (Delogu et$al., 2020; Pible et$al., 2020), while identi%cation 
and quanti%cation of metabolites through MM data (Kapoore 
and Vaidyanathan, 2016; Mallick et$ al., 2019; Røst et$ al., 2020) 
provide insights on the community phenotype (s). However, 
in situ measurements of substrate uptake through labeling-
based approaches (Starr et$al., 2018) are challenging. &erefore, 
speci%c metabolites of interest could be$ indirectly linked to 
members of a microbial community by proportionally assigning 
the relative contribution of a MAG to a given (re) constructed 
metabolic pathway based on genomic abundance or gene/protein 
expression (Noecker et$ al., 2016; Blasche et$ al., 2021).

Normalization of quanti%ed values is required to enable 
community structure and function comparisons between 
timepoint samples. &e selection of normalization methods is 
important as it a#ects downstream analytical steps. &ere are 
several methods to normalize longitudinal MG and MT data, 
from the generation of compositional data to log-ratios and 
di#erential rankings (Chen et$ al., 2018; Pereira et$ al., 2018; 
Morton et$ al., 2019). Additionally, one should also inspect the 
data for potential confounding batch e#ects and take it into 
consideration when performing normalization (Gibbons et$ al., 
2018; McLaren et$ al., 2019; Coenen et$ al., 2020). In summary, 
e#ective relative quanti%cation and normalization will serve 
as a strong basis for downstream modeling approaches, and 
the development of robust methods for absolute quanti%cation 
will be$ decisive in the future.

ANALYSIS OF COMMUNITY 
CHARACTERISTICS AND DYNAMICS

Generally, microbiome omic data are complex, as it is (i) 
compositional, e.g., provided as relative abundances, which 
require speci%c considerations when selecting statistical analyses 
(Gloor et$al., 2017), (ii) highly sparse, such that the interpretation 
of zero-values generated from sampling, biological, or technical 
processes heavily a#ects data-derived conclusions (Silverman 
et$al., 2020), and (iii) high dimensional, which increases modeling 
di'culty due to the in!uence of feature selection that heavily 
a#ect potential predictions (Bolón-Canedo et$ al., 2016). 
Furthermore, multi-omic studies may contain gaps within the 

omic spectrum, such that certain samples may not be$represented 
within a certain omic layer (Lloyd-Price et$ al., 2019). Despite 
introducing complexity, the complementary use of di#erent 
omics could improve analysis outcomes and add predictive 
power to models (Muller et$ al., 2013; Fondi and Liò, 2015). 
Longitudinal data introduce another layer of complexity, i.e., 
time dependencies, such that one timepoint is dependent on 
the previous timepoints, rendering conventional statistical 
analyses unsuitable as they assume samples to be$ independent 
(Coenen et$ al., 2020). &is is further compounded by the fact 
that samples from longitudinal in situ studies are o"en low 
in number and non-equidistant (Park et$ al., 2020). Imputation 
may be$ used to supplement missing values (i.e., omic 
measurements or timepoints; Jiang et$ al., 2020).

Initial exploration of the microbiome dynamics can 
be$assessed through ordination analyses, where high dimensional 
population structure data are visualized in a two-dimensional 
space to observe the trajectory of the samples and the behavior 
of the system, i.e., metastability, cycles, and alternative states 
(Gonze et$ al., 2018). &en, community member relationships 
may be$ inferred using, e.g., correlation methods (Faust et$ al., 
2012; Friedman and Alm, 2012; Weiss et$al., 2016). Unfortunately, 
correlations may be$ insu'cient to assess complex community 
interactions, whereby the application of modeling approaches 
would be$ necessary to resolve those relationships (Fisher and 
Mehta, 2014; Trosvik et$ al., 2015; Ridenhour et$ al., 2017). 
Modeling could serve as a means of integrating several layers 
of omic data (Lloyd-Price et$ al., 2019; Ruiz-Perez et$ al., 2021) 
further elucidating microbial interplay beyond species abundances 
and functional potential.

Extensive literature of statistical and mathematical frameworks 
for multi-omic and/or longitudinal microbiome data is currently 
available. For instance, Noor et$al. (2019) review the integration 
of multi-omics data from data-driven and knowledge-based 
perspectives. Coenen et$ al. (2020) discuss approaches to 
characterize temporal dynamics and to identify periodicity of 
populations and putative interactions between them, while Faust 
et$ al. (2018) propose a classi%cation scheme for better model 
selection. Bodein et$al. (2019) provide a multivariate framework 
to integrate longitudinal and multi-omics data, while Park et$al. 
(2020) discuss the development of models and so"ware tools 
for time-series metagenome and metabolome data. Overall, 
the application of these methodologies should be$tailored toward 
speci%c hypotheses and studies, for which data exploration is 
essential to select modeling approaches that %t the type, quality, 
and quantity of the data.

More recently, the emergence of studies which track 
microbiome dynamics of cohorts over time, i.e., multiple 
individuals/sites (Carmody et$al., 2019; Lloyd-Price et$al., 2019; 
Mars et$al., 2020), necessitates the ability to discriminate variation 
stemming from the same individual/environment compared to 
those from di#erent individuals/environments. In such cases, 
multi-level statistical modeling (also known as mixed-e#ects/
hierarchical models) is able to account for repeated sampling 
or nested variation across a sample population (Sokal, 1995; 
Anderson, 2017; Kuznetsova et$ al., 2017; Mallick et$ al., 2021). 
Most notably Lloyd-Price et$ al. (2019) extensively applied such 
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methods to associate multi-omic microbiome signatures with 
host-derived molecular pro%les in a cohort of 132 individuals. 
Other instances include multi-omic longitudinal studies that 
combine murine and human datasets to unveil the adaptation 
of gut microbiomes to raw and cooked food (Carmody et$ al., 
2019) and the identi%cation of therapeutic targets for irritable 
bowel syndrome (Mars et$ al., 2020). Finally, there are newer 
methodologies that apply similar/related statistical frameworks 
to modeling multi-omic data (Mallick et$ al., 2021).

&e validation of the models remains one of the most 
challenging issues. Mathematical models combined with culture 
of synthetic microbial communities are commonly utilized to 
study mechanisms behind host-microbiome interactions (Moejes 
et$ al., 2017). It is also possible to validate interactions between 
microbes by, e.g., applying environmental perturbations in 
controlled conditions (Law et$ al., 2016; Herold et$ al., 2020). 
&ese explorations may result in a further understanding of the 
role of biotic and abiotic factors in shaping microbiomes, in 
relation to community phenotypes found in nature, biotechnological 
processes (Law et$al., 2016; Herold et$al., 2020), or host-associated 
microbiomes (Moejes et$ al., 2017; Garza et$ al., 2018).

CONCLUSION

Longitudinal microbiome studies combined with integrated 
multi-omic measurements provide unprecedented 
opportunities to study microbial community dynamics, both 
structurally and functionally. In tandem with evolving high-
throughput technologies, e.g., long-read sequencing (Moss 
et$ al., 2020; Wickramarachchi et$ al., 2020), these studies 
will become important tools in the exploration and potential 
exploitation of microbial consortia. We$ described strategies 
to mitigate the various challenges associated with such  
studies, encompassing study design, best practices, practical 

considerations, and bioinformatics processing and modeling. 
While longitudinal multi-omics datasets are currently scarce 
(Table! 1), we$ are con%dent that it will increasingly become 
more common, similar to how we$are increasingly transitioning 
from single omics to multi-omic (Noor et$ al., 2019). 
Longitudinal microbiome multi-omics will serve as an 
important tool for further improving analytical methods, 
which will in turn lead to relevant biomedical, biotechnological, 
and environmental outcomes.
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microbiome spanning the entire tree of life and including a rich virome. Various and co-existing 32 

energy acquisition pathways point to diverse niches and the simultaneous exploitation of available 33 

resources, likely fostering the establishment of complex biofilms in GFSs during windows of 34 

opportunity. The wide occurrence of rhodopsins across metagenome-assembled genomes 35 

(MAGs), besides chlorophyll, highlights the role of solar energy capture in these biofilms. 36 

Concomitantly, internal carbon and nutrient cycling between photoautotrophs and heterotrophs 37 

may help overcome constraints imposed by the high oligotrophy in GFSs. MAGs also revealed 38 

mechanisms potentially protecting bacteria against low temperatures and high UV-radiation. The 39 

selective pressure of the GFS environment is further highlighted by the phylogenomic analysis, 40 

differentiating the representatives of the genus Polaromonas, an important component of the GFS 41 

microbiome, from those found in other ecosystems. Our findings reveal key genomic 42 

underpinnings of adaptive traits that contribute to the success of complex biofilms to exploit 43 

environmental opportunities in GFSs, now rapidly changing owing to global warming. 44 

45 

Introduction 46 

Ecosystems and their constituent biota are finely tuned to the seasonal variations of their 47 

environment. This phenology is particularly pronounced in glacier-fed streams (hereafter GFSs), 48 

which are commonly enveloped by snow cover and darkness in winter, and subject to high flow 49 

and sediment mobilization in summer. Yet, ecological ‘windows of opportunity’ arise in spring 50 

and autumn1,2, and are characterized by elevated light and nutrient (N, P) availability along with 51 

moderate flow, allowing algae and cyanobacteria to rapidly develop ‘green oases’ of phototrophic 52 

biofilms. Partially due to the absence of terrestrial organic matter subsidies from the catchment, 53 

this punctuated exploitation of solar energy in an otherwise energy-limited ecosystem, transiently 54 

forms the base of the food web and ecosystem energetics1,3. Such windows of opportunity may 55 

therefore function as ‘ecosystem control points’4 with disproportionately high ecological 56 

processing rates affecting ecosystem dynamics relative to longer intervening time periods. These 57 

ecosystem control points are widely distributed across ecosystems and vary across spatial and 58 

temporal scales4. However, our understanding on the microbiology of the communities that 59 

facilitate ecosystem control points remains limited to date. 60 

Owing to climate change, the mass balance and melting dynamics of mountain glaciers are 61 

rapidly changing worldwide, altering the annual distribution of runoff in GFSs5. Invigorated 62 
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glacial melt increases discharge and sediment delivery, but after glaciers shrink past a certain point 63 

(i.e., ‘peak water’), GFSs are likely to become warmer, less turbid, and less hydrologically 64 

dynamic6. These changes are almost certain to have substantial impacts on GFS ecosystem 65 

structure and function by either contracting or extending the duration of these windows of 66 

opportunity. It is therefore critical to understand how benthic biofilms operate during these times 67 

in order to predict how these ecosystems are likely to change and operate in the future6. 68 

In streams, and GFSs in particular, biofilms closely interact with the sedimentary 69 

environment. For instance, the extracellular polymeric substances (EPS) produced by biofilms can 70 

stabilize fine sediments7. On the other hand, larger sediments (e.g., boulders) resist flow-induced 71 

disturbance, thereby conferring stability to biofilms8. This appears particularly important in GFSs 72 

characterized by notoriously unstable fine sediments. Furthermore, light is minimally attenuated 73 

within a thin layer of water flowing over protruding boulders, which facilitates photosynthesis and 74 

biofilm growth. Therefore, it is particularly advantageous for phototrophic biofilms to colonize 75 

boulders, which form islands of stability in an otherwise highly unstable ecosystem. This may 76 

allow them to persist even during unfavorable periods, and potentially provide a model for 77 

microbial life during the windows of opportunity. 78 

The relationship between photoautotrophs, such as algae and cyanobacteria, and 79 

microorganisms, primarily other bacteria, regulates nutrient and carbon cycling, and therefore 80 

represents a fundamental ecological interface in aquatic ecosystems. This interface (i.e., the 81 

phycosphere) has received substantial attention in pelagic ecosystems over the last decades9–12, but 82 

less so in stream ecosystems. While early work on phototrophic biofilms colonizing the benthic 83 

zone in streams has highlighted the role of algal-bacterial interactions for carbon and nutrient 84 

fluxes13,14, we do not currently understand the fine-scale mechanisms of such interactions. For 85 

example, cyanobacteria produce pigments that protect biofilms against harmful UV-radiation15, 86 

while mucilage-rich algal colonies (e.g., Hydrurus spp.) provide labile organic matter to 87 

heterotrophic microorganisms and facilitate their attachment. Such interactions may foster 88 

facultative interactions between photoautotrophs and other microorganisms, which, similar to the 89 

phycosphere, may be particularly beneficial to microbial life in oligotrophic and harsh ecosystems 90 

such as GFSs. Unraveling the genomic and metabolic underpinnings of algal-bacterial 91 

relationships in biofilms helps to better understand a most successful mode of microbial life in an 92 

extreme ecosystem. 93 
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Here we dissect the microbiome of GFSs and describe unprecedented genomic 94 

underpinnings of the adaptive mechanisms that contribute to the success of complex biofilms. 95 

Using 16S rRNA and 18S rRNA genes amplicon sequencing, we assess the microbiome structure 96 

of biofilms associated with two sedimentary habitats that are common in GFSs, namely sandy 97 

sediments (i.e., epipsammic biofilms) and boulders (i.e., epilithic biofilms). Furthermore, using 98 

high, genome-resolved metagenomics, we screen twenty-one epilithic biofilm microbiomes for 99 

energy pathways and cross-domain metabolic interactions. Our findings suggest the diversification 100 

of energy-acquiring pathways and metabolic interactions as relevant for epilithic biofilms to adapt 101 

to these ecological windows of opportunity, which are likely to become more prevalent as glaciers 102 

worldwide recede.  103 

 104 

Results and Discussion 105 

Sedimentary habitats affect microbiome structure and assembly. We used 16S rRNA and 18S 106 

rRNA gene amplicon sequencing to compare the microbiome structure of 48 epipsammic and 107 

epilithic biofilm samples from GFSs in the New Zealand Southern Alps (NZ) and in Caucasus 108 

(CC) (Methods) (Fig. 1a; Supp. Fig. 1a-b). These geographically distant streams, transcending 109 

hemispheres, were selected in order to draw more generalisable conclusions about microbiome 110 

structure and assembly. Moreover, to have comparable samples, the collection was largely 111 

constrained to the vernal and autumnal windows of opportunity. We found that both the 112 

prokaryotic and eukaryotic communities differed between the two habitat types in terms of 113 

community structure and alpha diversity (Fig. 1b-c). Overall, taxonomic differences were even 114 

apparent at the phylum level, despite high inter-sample variability within the categories (Supp. 115 

Fig. 1c-d). Geography explained 11.5% and 12.9% of the variability in the prokaryotic and 116 

eukaryotic datasets (db-RDA, p < 0.05 for both datasets), while sedimentary habitats explained an 117 

additional 10% and 8.3% of the variability (db-RDA, p < 0.05 for prokaryotes and eukaryotes).  118 

The estimated α-diversity (i.e., species richness of amplicon sequence variants; ASVs) was 119 

higher for both prokaryotes and eukaryotes in epipsammic biofilms when compared to epilithic 120 

biofilms (2-3 fold differences, non-parametric t-tests, p < 0.001) (Fig. 1d-e). It is plausible that 121 

dispersal facilitated by the transport of fine sediments from various upstream sources (e.g., 122 

subglacial environment, bare rock and soils) leads to the greater diversity of the epipsammic 123 

biofilms. Overall, our results unravel distinct microbiome structures for both habitats within the 124 
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same GFS reaches; our results thereby agree with previous studies demonstrating the relationship 125 

between streambed physical variation and spatial biodiversity dynamics16,17. Streambeds, 126 

including their biofilms, are understood as landscapes where dispersal among patches can shape 127 

biodiversity and resilience18–20. Therefore, we hypothesized that epilithic communities are partially 128 

structured by dispersal from epipsammic communities that typically dominate the GFS streambeds 129 

by area. Using Sloan’s neutral community model21, we instead found that the composition of the 130 

epilithic biofilms is not dictated by a source-sink relationship with the epipsammic communities 131 

(Supplementary text). In other words, the epilithic biofilm communities are not determined by 132 

epipsammic communities that typically surround the boulders within the complex landscape of the 133 

GFS streambed. 134 

 135 

Metagenomics unveils the complexity of epilithic biofilms. To unveil the full complexity of the 136 

epilithic biofilms, we performed whole genome shotgun metagenomics on 21 epilithic samples 137 

from four GFSs each in NZ and CC (Supp. Fig. 1a-b); low biomass associated with sandy 138 

sediments precluded epipsammic biofilms from metagenomic analysis. High-resolution 139 

sequencing, after quality filtering yielded on average 1.2 x 108 (± 1.4 x107 s.d.) reads per sample 140 

which were assembled to obtain an average of 8.7 x 105 contigs per sample, that were subsequently 141 

binned. Bacteria and eukaryotes dominated the biofilm communities across all samples (Supp. Fig. 142 

2a). Seventy-three (70 bacteria and 3 archaea) medium-to-high quality (>70% completion, <5% 143 

contamination) metagenome-assembled genomes (MAGs) from a total of 662 MAGs formed the 144 

pool of the prokaryotes. As seen from the phylogenomic analysis, the high-quality MAGs span the 145 

bacterial tree of life and based on this, along with the taxonomic information, many of these 146 

plausibly represent novel species (Fig. 2a). Aggregated at the genus level, Polaromonas was both 147 

abundant and prevalent in the biofilms along with representatives of Flavobacterium, 148 

Cyanobacteria, and unclassified MAGs from the Bacteroidota and Candidate Phyla Radiation 149 

(CPR; Patescibacteria) (Fig. 2b). These taxa were found in over half of the samples, irrespective 150 

of geographic origin. The CPR bacteria have only recently been identified based on genomic 151 

data22, and Patescibacteria specifically have been reported from oligotrophic ecosystems, 152 

including groundwater23 and thermokarst lakes24. Their apparently minimal biosynthetic and 153 

metabolic pathways may help them dwell in these ecosystems, which is of equal relevance in 154 

GFSs. 155 
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Alongside these bacteria, archaea contributed less than 1% to the microbiome of epilithic 156 

biofilms, with representatives of Asgardarchaeota, Crenarchaeota and Nanoarchaeota. 157 

Intriguingly, the recently discovered lineages of Asgardarchaeota25,26 have been reported from 158 

freshwater sediments, yet not from cryospheric environments. Algae, mostly diatoms and 159 

Hydrurus (Ochrophyta phylum), as well as dinoflagellata were the most important photoautotrophs 160 

of the eukaryotic domain (Fig. 2c). The prevalence of Hydrurus (~87% relative abundance) 161 

underscores the function of this filamentous alga as a resource to higher trophic levels in GFS27. 162 

Our metagenomic insights further support the notion that phototrophic biofilms are highly diverse 163 

with representatives from all three domains of life28. 164 

In addition to the archaeal, bacterial and eukaryotic community members, we also found a 165 

diverse viral community associated with epilithic biofilms (Supp. Fig. 2b). Most of the viruses 166 

were bacteriophages targeting abundant MAGs such as Flavobacterium, Pseudomonas, and 167 

Bacillus genera, but we also identified eukaryotic phages (i.e., Paramecium bursaria Chlorella 168 

virus). Few have studied viruses in stream biofilms to date29, potentially because it was common 169 

wisdom that the biofilm mode of life protects bacteria from viral infection. While viruses have 170 

previously been shown to be abundant in glaciers30,31, our findings are the first to provide evidence 171 

for a diverse and likely active viral community in GFS biofilms where they may influence bacterial 172 

growth and both carbon and nutrient cycling as on the glacier surface30. 173 

 174 

Epilithic biofilms form the basis for a ‘green’ food web. Cyanobacteria and eukaryotic algae 175 

figured among the most important photoautotrophs in the epilithic biofilms that form the basis of 176 

the ‘green’ food web during the window of opportunity. While these photoautotrophs are well 177 

known to use chlorophyll to capture solar energy, little is known on retinal-based phototrophy 178 

using rhodopsins in GFSs. Intriguingly, we found that MAGs from sixteen out of twenty phyla in 179 

the epilithic biofilms, including the abundant groups, such as Proteobacteria (Polaromonas) and 180 

Bacteroidota (Flavobacterium), encoded for (bacterio-)rhodopsins (Fig. 3a). These also included 181 

genes encoding for light-harvesting complex 1 (LH1), reaction centre (RC) subunits (pufBALM), 182 

and transcriptional regulators (ppsR) required for aerobic anoxygenic phototrophs along with 183 

rhodopsins as a signature of energy-limitation adaptations (Fig. 3a). Recently, rhodopsins were 184 

also reported to serve as a photoprotectant in Flavobacterium from glaciers32. Collectively, our 185 
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findings unveil multiple strategies of photoautotrophy, which may help cyanobacteria and algae in 186 

maximising the exploitation of solar energy and to thrive during windows of opportunity.  187 

Rapid growth should be advantageous for primary producers, such as cyanobacteria, to best 188 

exploit the short windows of opportunity in GFSs. Moreover, functional independence from other 189 

microorganisms could thereby allow them to efficiently react to a window of opportunity. To test 190 

this hypothesis, we assessed the relationship between projected times of growth (doubling time in 191 

hours), with the median KEGG pathway completion within each MAG. Strikingly, most 192 

cyanobacterial MAGs (n = 38/44, 86%) exhibited decreased projected times of growth with respect 193 

to median KEGG module completion (Spearman’s correlation: r = -0.41, adj. p < 0.05). These 194 

observations suggest that when encoding all genes to form a complete KEGG pathway, 195 

phototrophic taxa within these epilithic biofilms may indeed be self-sufficient, thereby reducing 196 

their dependency from other (micro)organisms and fostering growth. 197 

Given the energetic constraints in GFSs, it would be beneficial for bacterial heterotrophs 198 

to interact with these photoautotroph (micro)organisms for meeting their energy and nutrient 199 

demands. To investigate such cross-domain relationships, we used network analyses and identified 200 

key interacting taxa based on positively co-occurring nodes, using all prokaryotic and eukaryotic 201 

MAGs (see Methods). Based on a null model assessment (see Methods), our interaction networks 202 

showed preferential attachment within the nodes, along with increased centralities (i.e., degree and 203 

edge-betweenness, Supp. Fig. 3a-b), suggesting that the interactions within these networks were 204 

not random. More importantly, the largest connected component (based on degree and 205 

betweenness centralities) of the interaction network contained taxa spanning archaea, bacteria and 206 

eukaryotic domains (Fig. 3b and Supp. Fig. 3b). Though Acidobacteria had a high degree of 207 

centrality, both Polaromonas and Methylotenera demonstrated strong interactions (> 0.6 208 

betweenness centrality) with primary producers (including eukaryotic algae) and fungi. 209 

Specifically, Polaromonas had a strong interaction with algae, while Methylotenera co-occurred 210 

with Chytridiomycetes (Fig. 3b). These results support our hypothesis of heterotrophic bacteria co-211 

occurring with eukaryotes, primarily algae, for metabolic cross-feeding, similar to those occurring 212 

in the phycosphere10. 213 

Furthermore, our results hint at the existence of a more cryptic interaction in epilithic 214 

biofilms between parasitic fungi Chytridiomycetes and algae (i.e., Ochrophyta). Fungal parasitism 215 

on pelagic algae has been recently reported to be more important than expected, even with 216 
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consequences for carbon and nutrient cycling as mediated by the fungal shunt33,34. The possibility 217 

of fungal parasitism on algae in epilithic biofilms further underlines the role of photoautotrophs as 218 

the foundation of a complex food web in GFSs as a typically energy-limited ecosystem. 219 

 220 

Genomic underpinnings of algae-bacteria metabolic interactions. As photoautotrophs grow 221 

and senesce, they increasingly exude intracellular material into their ambient environment, where 222 

it can be metabolized by heterotrophic bacteria through the action of extracellular enzyme activity 223 

(EEA). To explore this metabolic cross-feeding between bacterial heterotrophs and algae, we 224 

assessed the MAGs for genes encoding five common EEAs required for cleaving complex 225 

polysaccharides, phosphomonoesters and proteins35. Not unexpectedly, these genes were 226 

predominantly associated with bacterial heterotrophs, rather than with the photoautotrophs (Supp. 227 

Fig. 4), which suggests adapted genomic traits to meet specific metabolic needs of the 228 

heterotrophs. However, based on the presence of the EEA genes, especially among Cyanobacteria, 229 

we cannot discount the possibility of mixotrophy in the epilithic biofilms (Supp. Fig. 4a), including 230 

in other abundant members of the epilithic microbiome (Supp. Fig. 1c-d). The widespread 231 

occurrence of mixotrophy in planktonic communities, including Cyanobacteria, and the ensuing 232 

food web dichotomy is considered as an adaptive strategy to oligotrophic and cold ecosystems 233 

(e.g., the polar sea). Therefore, we argue that mixotrophy may also be an important trait of 234 

Cyanobacteria within GFS biofilms. 235 

Carbohydrate-active enzymes (CAZymes) are the prime tools used by heterotrophic 236 

bacteria to initiate the degradation of polysaccharides, largely algae-derived in the GFS epilithic 237 

biofilms. To shed light on this potential trophic interaction identified through specific EEAs, we 238 

tested if all the CAZymes in the metagenomes covaried with the abundance of eukaryotes. Overall, 239 

we found positive correlations between eukaryote abundances and CAZymes, particularly 240 

carbohydrate-binding modules (CBM) and glycoside hydrolases (GH) (Supp. Fig. 4d). More 241 

specifically, these correlations were particularly pronounced for GH and some of the algal groups 242 

(e.g.,Ochrophyta, Haptophyta, Cryptophyta) that we found at relatively high abundances in the 243 

epilithic biofilms (Fig. 4c). As some of these algae are known to copiously produce sulfated 244 

carbohydrates36, we suggest a similar involvement of CAZymes (Supp. Table 1) in relation to 245 

polysaccharide degradation in GFS epilithic biofilms as recently reported from Verrucomicrobia 246 

isolates37. Given that sulfated carbohydrates are more resistant to bacterial degradation than other 247 

.CC-BY 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted October 7, 2021. ; https://doi.org/10.1101/2021.10.07.463499doi: bioRxiv preprint 



 9 

carbohydrates37, our findings suggest that they are still relevant to carbon turnover in an ecosystem 248 

that is inherently carbon limited. 249 

In order to understand whether functions potentially geared towards cross-domain 250 

interactions were enriched solely in epilithic biofilms, we compared the KEGG orthology (KO) 251 

annotations from our metagenomes to 105 metagenomes from a wide range of ecosystems (Supp. 252 

Table 2). Strikingly, we found that KOs associated with quorum sensing, vitamin B12 (cobalamin) 253 

transporters and thiamine biosynthesis were enriched in epilithic biofilms compared to other 254 

ecosystems (Supp. Table 3). The associated pathways and their completion levels were evaluated 255 

using KEGGDecoder (Fig. 4d; Supp. Fig. 5) indicating a high completion of pathways associated 256 

with cross-domain interactions. These findings are in line with previous genomic insights into 257 

algal-bacterial interactions38,39, specifically with the observed upregulation of vitamin biosynthesis 258 

in bacteria (Halomonas) growing in the presence of algal extracts.  259 

Furthermore, several MAGs were found to encode genes (e.g., quorum sensing, cobalamin 260 

metabolism, tryptophan synthesis) potentially facilitating algal-bacterial interactions (Fig. 4a). 261 

Particularly, cobalamin metabolism may be relevant for nutrient acquisition in algal-bacterial 262 

relationships40, whereas tryptophan was reported as a key signalling molecule involved in 263 

interactions between bacteria and associated phytoplankton11,41. Collectively these genomic 264 

insights stress cross-domain interactions as an adaptive potential that the epilithic microorganisms 265 

have developed to exploit the window of opportunity in GFSs. 266 

 267 

Energy acquisition and biogeochemical pathways in epilithic biofilm MAGs. The dominance 268 

(~88%) of MAGs encoding for organic carbon metabolism highlights the relevance of a ‘green 269 

food web’ during the windows of opportunity, potentially sustaining  metabolic interactions 270 

between primary producers and heterotrophs. Further exploring the gene repertoire of the epilithic 271 

biofilms, we found that Cyanobacteria were one of the largest bacterial contributors to carbon 272 

fixation along with Bacteroidota and few Gammaproteobacteria (Fig. 4a). An in-depth analysis 273 

across the 662 MAGs revealed that 583 MAGs encoded genes involved in organic carbon 274 

oxidation, while 120 MAGs encoded genes involved in CO2 fixation. In line with the above 275 

findings, the majority of these MAGs was identified as Cyanobacteria along with few other phyla 276 

such as Proteobacteria, Asgardarchaeota, Crenarchaeota and Huberarchaeota. We also note that 277 
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351 MAGs encoded genes for fermentation (Fig. 4b) spanning several phyla, including 278 

Actinobacteriota, Bacteroidota, Patescibacteria, Planctomycetota and Verrucomicrobiota.  279 

For biofilms to thrive in GFSs, even during the windows of opportunity, it appears 280 

opportune to diversify the exploitation of energy sources. Therefore, we performed an in-depth 281 

characterisation of chemolithotrophic pathways to disclose the potential role of minerals derived 282 

from the glacial comminution of bedrock as an energy source for microorganisms42. The 283 

prevalence of the sox gene cluster in representatives of the Bacteriodota (UBA7662) and 284 

Bdellovibrionota reveals the potential importance of inorganic sulfur oxidation in epilithic 285 

biofilms. This notion is supported by the broad occurrence of sulfur dioxygenases (SDOs) across 286 

the various phyla that facilitate sulfur oxidation (Fig. 4c). Interestingly, Tranter and Raiswell 287 

suggested that sulfates are derived from sulfide oxidation in comminuted bedrock43 potentially 288 

increasing sulfur availability and acquisition in glacial meltwaters44. Sulfide oxidation can 289 

stimulate carbonate weathering with the resulting CO2 potentially being fixed by algae and 290 

cyanobacteria in the epilithic biofilms — a link that appears relevant given that GFSs are often 291 

undersaturated in CO245. Furthermore, we found that almost all MAGs encoded for group IV 292 

hydrogen dehydrogenases (NiFe_Gp4; Fig. 4c), which potentially serve as an alternate energy 293 

acquisition pathway. Hydrogen dehydrogenases have recently been reported to support primary 294 

production in various glacial and other extreme environments46,47. This suggests that lithogenic 295 

hydrogen may also contribute energy to bacteria within the epilithic biofilms. 296 

Further genomic insights into the nitrogen cycle revealed the Dissimilatory Nitrate 297 

Reduction to Ammonium (DNRA, or nitrite ammonification) and, to a lesser extent, by 298 

denitrification, as major pathways (Fig. 4d). Relatively little is known regarding these two 299 

competing pathways in stream biofilms or sediments48. However, our insights into the cross-300 

domain metabolic interactions suggest that epilithic algae provide significant amounts of organic 301 

carbon (i.e., electron donors), which may favour bacteria to grow using DNRA. This is in line with 302 

other ecosystems where DNRA is favoured over denitrification when alternate electron donors 303 

prevail over nitrate49. Our analyses revealed Burkholderiales (Gammaproteobacteria) as the largest 304 

contributor to nitrate assimilation and ammonia-oxidation genes (Fig. 5a). DNRA, if not conducive 305 

to N2O production, would enhance nitrogen recycling within epilithic biofilms through ammonia 306 

assimilation by algae and cyanobacteria, for instance. Our genomic evidence for nitrogen recycling 307 

that potentially overwhelms nitrogen losses through denitrification is corroborated by flux 308 
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measurements from microbial mats in Antarctic GFSs50, and highlights recycling as a strategy to 309 

cope with nutrient limitation in glacier ecosystems50–52.  310 

Strikingly, we found only few MAGs, mostly belonging to Deinococcota, 311 

Gammaproteobacteria, Beijerinckiaceae and Crenarchaeota, involved in the oxidation of ammonia 312 

and nitrite potentially leading to the accumulation of nitrate. The involvement of archaea would 313 

be in line with recent studies showing ammonia oxidation by archaea in Arctic soils53 and with the 314 

observation that archaea couple ammonia oxidation with biomass formation (i.e., via CO2 315 

fixation)54. Our finding that archaeal MAGs encode for carbon fixation genes (Fig. 4b) further 316 

highlight their role in ammonia oxidation and biomass accrual in epilithic biofilms. Overall, the 317 

overlap of metabolic capacities within the MAGs suggests that the epilithic biofilms may typify a 318 

‘closed system’, where both carbon and nutrients are efficiently recycled.    319 

 320 

Genomic underpinnings of adaptation to the extreme GFS environment. The GFS 321 

environment is characterized by near-freezing temperatures, high UV-radiation, and high flow 322 

velocities. To assess potential adaptive traits of bacteria dwelling in epilithic biofilms, we first 323 

performed a phylogenomic analysis of Polaromonas spp., one of the most abundant and prevalent 324 

genera in the studied GFSs. Our analysis revealed that a few of the GFS Polaromonas formed 325 

clades that are distinct from Polaromonas identified in other environments (Methods), thus 326 

potentially comprising novel species’ (Fig. 5a). This phylogenomic pattern indicates that 327 

Polaromonas has evolved traits that facilitates its success in GFS, both in NZ and CC. To identify 328 

such traits, we created a pangenome and performed an enrichment analysis for clusters of 329 

orthologous genes. We found three categories that were significantly enriched in GFS 330 

Polaromonas compared to those from other environments (Supp. Table 4). Two categories are 331 

related to defense mechanisms, both general and transcription, and one to energy production (Fig. 332 

5b). It is plausible that these mechanisms are related to high UV-radiation55,56 and oxidative 333 

stress57, as well as to cold stress responses as previously reported from other bacteria58–60. 334 

Furthermore, the presence of CRISPR-Cas proteins in the enriched clusters of orthologous genes 335 

(COGs) hint at defense mechanisms against phages (Supp. Table 4), which we showed to be 336 

present in the epilithic biofilms. This is in accordance with reports demonstrating that cryospheric 337 

bacteria (Janthinobacterium spp.) develop defense strategies, including biofilm formation61 and 338 

extracellular vesicle formation62 to escape viruses. On the other hand, the transcription of ‘defense 339 
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mechanisms’ genes have been linked to cold adaptation in psychrophiles58. Cold-shock proteins 340 

regulate transcription at low temperature, while genes involved in membrane biogenesis63 and 341 

membrane transport proteins64, several of which are also enriched in the GFS Polaromonas 342 

genomes, are up-regulated. For example, in the psychrophilic Colwellia psychrerythraea 34H, 343 

adaptation to cold includes the maintenance of the cell membrane liquid-crystalline state via the 344 

expression of genes involved in polyunsaturated fatty acid synthesis65. Similarly, ATP-driven or 345 

proton motive secondary transport systems have been associated with solute transfers across 346 

membranes in bacteria and archaea as an adaptation to the cold64. 347 

Our insights into the adaptive potential of Polaromonas to the GFS environment prompted 348 

us to expand our search for adaptive traits across all MAGs from the epilithic biofilms. Querying 349 

for 76 genetic traits spanning nine categories related to cold adaptation59, we found indeed distinct 350 

patterns of genomic adaptation across MAGs (Fig. 5c). Several MAGs encoded for genes 351 

associated with membrane and peptidoglycan alterations, cold and heat shock proteins, oxidative 352 

stress, and transcription/translation factors alongside DNA replication and repair. While all major 353 

phyla encoded for adaptive traits related to the outer membrane and cell wall, Proteobacteria were 354 

the predominant group with an overall higher copy number of genes involved in counteracting 355 

osmotic and oxidative stress. This is in line with metagenomic studies reporting an enrichment of 356 

sigma B genes in Antarctic mats, allowing for surviving severe osmotic stress during freezing66. 357 

Similarly, Psychrobacter arcticus67 and Planococcus halocryophilus Or168 were shown to have 358 

specific genomic modifications, particularly with genes involved in putrescine and spermidine 359 

accumulation, both of which are associated with alleviating oxidative stress. Furthermore, MAGs 360 

from Proteobacteria were characterized by high prevalence of genes potentially expressed in 361 

response to stressors, such as UV and reactive oxygen species (Fig. 5c).  362 

In conclusion, our genome-resolved metagenomics analyses have set the stage for a 363 

mechanistic understanding of how the diversification of energy and matter acquisition pathways 364 

as well as metabolic interactions allow biofilms to thrive during windows of opportunity in GFSs. 365 

We acknowledge that a metagenomic time series outside and throughout windows of opportunity 366 

would be required to substantiate some of our observations. Nevertheless, our findings shed light 367 

on boulders as important habitats that confer stability of biofilms even outside the typical windows 368 

of opportunity. GFSs count among the ecosystems that are most vulnerable to climate change. 369 
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Therefore, our findings open a window into the future of how microbial life, with a strong 370 

photoautotrophic component, may look like in GFSs as glaciers shrink. 371 

 372 

Material and methods 373 

Sample collection. We sampled a total of eight GFSs from the New Zealand Southern Alps and 374 

the Russian Caucasus in early- and mid-2019, respectively, for a total of 27 epipsammic samples 375 

taken from sandy sediments and 21 epilithic biofilm samples from boulders adjacent to the 376 

epipsammic samples (Supp. Table 5). Epipsammic samples were collected from each GFS by first 377 

identifying three patches within a reach of ~5-10 m. From each patch, sandy sediments were taken 378 

from the <5 cm surface of the streambed with a flame-sterilized metal scoop and sieved to retain 379 

the 250 μm to 3.15 mm size fraction. While three epipsammic samples were taken from each 380 

stream, epilithic samples were taken opportunistically from up to three boulders per reach (Supp. 381 

Table 5).  Epilithic biofilms were sampled using a sterilized metal spatula. All samples were 382 

immediately flash-frozen in liquid nitrogen in the field and transported and stored frozen pending 383 

DNA extraction. Streamwater turbidity, conductivity, temperature, and pH were measured in situ 384 

during the sampling (Supplementary Table 2). 385 

 386 

DNA extraction and purification. A previously established protocol69 was used to extract DNA 387 

from all samples. Briefly, 5 g of epipsammic and 0.05-0.1 g of epilithic biofilm were subjected to 388 

a phenol:chloroform-based extraction and purification method. The differential input volume for 389 

the DNA extractions were established to account for the differences in biomass between the 390 

epipsammic and epilithic biofilms. The samples were treated with a lysis buffer containing SDS 391 

along with 0.1 M Tris-HCl pH 7.5, 0.05 M EDTA pH 8, 1.25% SDS and RNase A (10 µl: 100 392 

mg/ml). The samples were vortexed and incubated at 37 °C for 1 h. Proteinase K (100 µl; 20 393 

mg/ml) was subsequently added and further incubated at 70 °C for 10 min. Samples were purified 394 

once with phenol/chloroform/isoamyl alcohol (ratio 25:24:1, pH 8) and the supernatant was 395 

subsequently extracted with a 24:1 ratio chloroform/isoamyl alcohol. Linear polyacrylamide 396 

(LPA) was used along with sodium acetate and ice-cold isopropanol for precipitating that DNA 397 

overnight at -20 °C. For epilithic biofilms, the entire protocol was adapted to a smaller scale due 398 

to the availability of higher DNA concentrations compared to sediment. The former was treated 399 

with 0.75 ml of lysis buffer (instead of 5 ml for sediment) and all subsequent volumes of reagents 400 
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were adapted accordingly (see supplementary material). Furthermore, a mechanical lysis step of 401 

bead-beating was necessary along with a lysis buffer to facilitate DNA release from the more 402 

developed epilithic biofilms. Due to the higher DNA yields, the addition of LPA was omitted from 403 

the DNA precipitation step. DNA quantification was performed for all samples with the Qubit 404 

dsDNA HS kit (Invitrogen). 405 

 406 

Metabarcoding library preparation and sequencing. The prokaryotic 16S rRNA gene 407 

metabarcoding library preparation was performed as described in Fodelianakis et al.70, targeting 408 

the V3-V4 hypervariable region of the 16S rRNA gene with the 341F/785R primers and following 409 

Illumina guidelines for 16S metagenomic library preparation for the MiSeq system. The eukaryotic 410 

18S rRNA gene metabarcoding library preparation was performed likewise but using the 411 

TAReuk454F-TAReukREV3 primers to target the 18S rRNA gene V4 loop71. Samples were 412 

sequenced using a 300-bp paired-end protocol partly in the Genomic Technologies Facility of the 413 

University of Lausanne (27 epipsammic samples) and partly at the Biological Core Lab of the 414 

King Abdullah University of Science and Technology (21 epilithic samples). 415 

Metabarcoding analyses. The 16S rRNA gene metabarcoding data were analysed using a 416 

combination of Trimmomatic72 and QIIME273 as described in Fodelianakis et al.70, with the 417 

exception that here the latest SILVA database74 v138.1 was used for taxonomic classification of 418 

16S rRNA and 18S rRNA gene amplicons. Non-bacterial ASVs including those affiliated to 419 

archaea, chloroplasts and mitochondria were discarded from the 16S rRNA amplicon dataset in all 420 

downstream analyses. ASVs observed only once were removed from both 16S rRNA and 18S 421 

rRNA amplicon datasets. Diversity analyses were performed in R using the vegan75 and 422 

metacoder76 packages. To test for a source-sink hypothesis from sediments to rocks, the Sloan’s 423 

Neutral Community Model21 was used based on the R implementation developed by Burns et al.77. 424 

 425 

Whole-genome shotgun libraries and sequencing. All epilithic biofilm DNA samples underwent 426 

random shotgun sequencing following library preparation using the NEBNext Ultra II FS library 427 

kit. Briefly, 50 ng of DNA was used for constructing metagenomic libraries under 6 PCR 428 

amplification cycles, following enzymatic fragmentation of the input DNA for 12.5 mins. The 429 

average insert size of the libraries was 450 bp. Qubit (Invitrogen) was used to quantify the libraries 430 

followed by quality assessment using the Bioanalyzer from Agilent. Sequencing was performed at 431 
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the Functional Genomics Centre Zurich on a NovaSeq (Illumina) using a S4 flowcell. 432 

 433 

Metagenomic preprocessing, assembly, binning, and analyses. For processing metagenomic 434 

sequence data, we used the Integrated Meta-omic Pipeline (IMP)78 workflow to process paired 435 

forward and reverse reads using version 3.0 (commit# 9672c874; available at https://git-436 

r3lab.uni.lu/IMP/imp3), as previously described79. IMP’s workflow includes pre-processing, 437 

assembly, genome reconstructions and additional functional analysis of genes based on custom 438 

databases in a reproducible manner. Briefly, adapter trimming is followed by an iterative assembly 439 

using MEGAHIT v1.2.980. Concurrently, MetaBAT2 v2.12.181 and MaxBin2 v2.2.782 are used for 440 

binning in addition to an in-house method established previously79 for reconstructing metagenome-441 

assembled genomes (MAGs). Binning was completed by selecting a non-redundant set of MAGs 442 

using DASTool83 based on a score threshold of 0.7. The quality of the MAGs was assessed using 443 

CheckM v1.1.384, while taxonomy was assigned using the GTDB-toolkit v1.4.185.  444 

 For the downstream analyses including identification of viruses, VIBRANT v1.2.186 was 445 

used on the metagenomic assemblies. The output from this was used to identify the viral taxa using 446 

vConTACT2 v0.9.2287. Independently, the viral contigs were also validated using CheckV 447 

v0.7.088. To estimate the overall abundances of eukaryotes along with prokaryotes including 448 

archaea, we used EUKulele v1.0.589 with both the MMETSP and the PhyloDB databases, run 449 

separately, to confirm the detected eukaryotic profiles. To understand the overall metabolic and 450 

functional potential of the metagenome and reconstructed MAGs we used MANTIS90. 451 

Additionally, we used METABOLIC v4.091, metabolisHMM v2.2192, and Lithogenie from 452 

MagicLamp v1.0 (https://github.com/Arkadiy-Garber/MagicLamp) to identify metabolic and 453 

biogeochemical pathways relevant for determining nutritional phenotypes of all MAGs along with 454 

the ‘anvi-estimate-metabolism’ function from  anvi’o93. This information was manually validated 455 

based on the different tools to identify which MAGs encode for the respective pathways. 456 

Subsequently, to determine the growth rates of prokaryotes, we used codon usage statistics for 457 

detecting optimization of genes that are highly expressed, as an indicator of maximal growth rates 458 

with gRodon v1.094. All the parameters, databases, and relevant code for the analyses described 459 
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above are openly available at https://git-r3lab.uni.lu/susheel.busi/nomis_pipeline and included in 460 

the Code availability section.  461 

 462 

Eukaryote assembly and binning. To obtain eukaryotic MAGs, an alternate, custom pipeline 463 

(https://github.com/Mass23/NOMIS_ENSEMBLE/tree/coassembly) was established for 464 

coassembling the twenty-one epilithic biofilm sequence data with subsequent binning. Individual 465 

samples were first preprocessed similar to the workflow used in IMP, i.e., using FastP v0.20.095. 466 

Subsequently, the reads were deduplicated to avoid overlap and enhance computation efficiency 467 

using clumpify.sh from the BBmap suite v38.7996. Thereafter, any reads mapping to bacteria or 468 

viruses were removed by filtering the reads against a Kraken2 v2.0.9beta97 maxikraken database 469 

available at https://lomanlab.github.io/mockcommunity/mc_databases.html. Only reads that were 470 

unknown or mapping to eukaryotes were retained and concatenated. This was followed by another 471 

round of deduplication using clumpify.sh. The concatenated reads were assembled using 472 

MEGAHIT v1.2.7 with the following options: --kmin-1pass -m 0.9 --k-list 27,37,47,57,67,77,87 -473 

-min-contig-len 1000. Following assembly, EukRep v0.6.798 was used for retrieving eukaryotic 474 

contigs with a minimum length of 2000 bp and the ‘-m strict’ flag. These contigs were used for 475 

binning into MAGs as described herein.  476 

 Eukaryotic MAGs were binned using CONCOCT v1.1.099. To do this, coverages were 477 

estimated for the contigs by mapping the reads of all samples against the contigs using the coverm 478 

v0.6.1 (https://github.com/wwood/CoverM) to generate bam files. These files were then used to 479 

generate a table with coverage depth information per sample. The protein coding genes of the 480 

MAGs was predicted with MetaEuk v4.a0f584d100 with their in-house database made with MERC, 481 

MMETSP and Uniclust50 (http://wwwuser.gwdg.de/~compbiol/metaeuk/). The annotation was 482 

then subsequently done with eggNOG-mapper v2.1.0101. The completeness and contamination of 483 

the MAGs were assessed with Busco v5.0.0102 and the eukaryotic lineage (255 genes). We 484 

determined their taxonomy by comparing the results of the EUKulele v1.0.389 and EukCC v0.3103 485 

along with homology comparisons with publicly available genomes not included in the previous 486 

tools by protein BLAST v2.10.0104. 487 
 488 

Co-occurrence interaction networks. Co-occurrence networks between the pro- and eukaryotic 489 

MAGs were constructed using an average of the distance matrices created from SparCC105, 490 
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Spearman’s correlation and SpiecEasi106 where the networks were constructed using the 491 

‘Meinshausen and Bühlmann (mb)’ method. Nodes with fewer than two degrees were discarded 492 

to identify cliques with three or more interactions, while negative edges were removed to visualize 493 

only mutualistic relationships. The matrix was visualised using the igraph107 R package. The 494 

largest component from the overall co-occurrence network was determined using the components 495 

module of the igraph package. Null model hypothesis was tested by assessing the distribution of 496 

the node degree and the respective probabilities of the occurrence network against those simulating 497 

the Erdos-Renyi, Barabasi-Albert, Stochastic-block null models108.  498 

 499 

Phylogenomics and pangenomes. For the pangenome analyses, we collected all the bins 500 

taxonomically identified as Polaromonas spp. and used the pangenome workflow described by 501 

Meren et al. (http://merenlab.org/2016/11/08/pangenomics-v2/) using anvi’o93, along with 502 

NCBI109 refseq genomes for comparison and an outgroup from the closely related Rhodoferax 503 

genus. The choice of Polaromonas spp. was based on its high abundance and prevalence within 504 

the epilithic biofilms. The accession IDs from the reference genomes obtained from NCBI are 505 

provided in the supplementary material. The pangenome was run using the --min-bit 0.5, --mcl-506 

inflation 10 and --min-occurence 2 parameters, excluding the partial gene calls. A phylogenomic 507 

tree was built using MUSCLE v3.8.1551110 and FastTree2 v2.1.10111 on all single-copy gene 508 

clusters in the pangenome that were present in at least 30 genomes and had a functional 509 

homogeneity index below 0.9, and geometric homogeneity index above 0.9. The phylogenomic 510 

tree was used to order the genomes, the frequency of gene clusters (GC) to order the GC 511 

dendrogram. A phylogenomic bacterial tree of life containing the 47 high-quality MAGs along 512 

with 264 NCBI bacterial genomes was built based on a set of 74 single-copy genes using the 513 

GToTree v1.5.51112 pipeline with the -D parameter, allowing to retrieve taxonomic information 514 

for the NCBI accessions. Briefly, HMMER3 v3.3.2113 was used to retrieve the single-copy genes 515 

after gene-calling with Prodigal v2.6.3114 and aligned using TrimAl v1.4.rev15115. The entire 516 

workflow is based on GNU Parallel v20210222116. 517 

 518 

Data analyses and figures. Figures for the study including visualizations derived from the 519 

taxonomic and functional components, were created using version 3.6 of the R statistical software 520 

package117. The maps indicating the collection sites were generated using the ggmap118 package 521 
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in R. KEGGDecoder119 was used to assess enriched KEGG orthology (KO) IDs in comparison to 522 

105 publicly available metagenome sampled in various ecosystems at a global scale (Supp. Tables 523 

3 and 6), which were processed using the IMP workflow. DESeq2120 with FDR-adjustments for 524 

multiple testing were used to assess KOs significantly enriched in the GFS metagenomes compared 525 

to this comparison dataset. The volcano plot highlighting the significant KOs was generated using 526 

the EnhancedVolcano121 R package. Figures from metabarcoding data were also generated in 527 

Rv3.6 using the ggplot2122 package and were further annotated graphically using Inkscape. 528 

 529 

Data availability 530 

Raw sequencing data samples and the MAGs are available at NCBI’s sequence read archive under 531 

BioProject accession PRJNA733707. The Biosample accession IDs and the metadata associated 532 

with each sample are listed under Supp. Table 5.  533 
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Figure legends 572 

Figure 1. Sedimentary habitats affect microbiome structure and assembly 573 

(a) Representative images of sample collection indicating GFS and adjacent epilithic biofilm (left) 574 

with images of epilithic biofilms (right). Photo credits: Martina Schön. Ordination analyses of the 575 

epipsammic and epilithic biofilm based on prokaryote (b) and eukaryote (c) metabarcoding 576 

profiles from Southern Alps and Caucasus. Microbial richness across geographic locations and 577 

sample types in (e) prokaryotes and (f) eukaryotes.  578 

 579 

Figure 2. Metagenomics unveils the complexity of epilithic biofilms 580 

(a) Bacterial phylogenetic tree constructed using high-quality (>90% completion and <2% 581 

contamination) MAGs reconstructed from the epilithic biofilms. The numbers beside the phylum 582 

names indicate the number of high-quality MAGs assigned to the respective phylum. (b) 583 

.CC-BY 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted October 7, 2021. ; https://doi.org/10.1101/2021.10.07.463499doi: bioRxiv preprint 



 20 

Normalized abundance of reconstructed prokaryotic genomes, i.e., MAGs, from the epilithic 584 

biofilms. Taxonomy at phylum and genus levels is depicted. NA: unclassified genus. Samples from 585 

the Southern Alps are indicated in red, while those from Caucasus are shown in blue. (c) 586 

Eukaryotic relative abundance profile obtained from metagenomic sequencing across all epilithic 587 

biofilms samples.  588 

 589 

Figure 3. Epilithic biofilms are the basis for a ‘green food chain’ 590 

(a) Abundance of genes involved in energy production (light-harvesting complex, transcriptional 591 

regulator for phototrophy, and rhodopsin) and photo-heterotrophic interactions (cobalamin 592 

metabolism and tryptophan synthesis), across all prokaryotic phyla are represented in the heatmap. 593 

Values indicate the log10 abundance per gene within the phyla. (b) Largest component of the co-594 

occurrence network between pro- and eukaryotic MAGs. Each node corresponds to a MAG (pro- 595 

or eukaryote). Size of the node corresponds to degree centrality and the edges represent the positive 596 

coefficients of correlation between each node. Colour of each node represents the phylum 597 

annotation. NA: unclassified genus. (c) Spearman’s correlation analyses of relative abundances of 598 

eukaryotic primary producers with the CAZyme abundances. FDR-adjusted p-values are indicated 599 

by *, i.e., * < 0.05, ** < 0.01, *** < 0.001. (d) KEGG orthology (KO) pathways enriched in 600 

epilithic biofilms compared to publicly available cryospheric metagenomes were further assessed 601 

via KEGGDecoder for pathway completion and are displayed. The completeness of the pathways 602 

is indicated in the heatmap, per sample. 603 

 604 

Figure 4. Functional redundancies across MAGs enable diverse energy acquisition and 605 

biogeochemical pathways 606 

(a) The alluvial plot represents the metabolic pathways identified within all prokaryotic MAGs, 607 

with the respective taxonomic classification and category of nutrients. (b) Total number of MAGs 608 

encoding genes for and involved in the Carbon cycle (see Methods) are depicted in the flow gram 609 

created using a modified script from METABOLIC91. Each sub-pathway is indicated as a step with 610 

the corresponding number of genomes encoding the respective genes. (c) Phylum and order-level 611 

distributions of chemolithotrophic (hydrogen, nitrogen and sulfur) pathways with the respective 612 

gene copies per pathway are depicted in the heatmap. (d) Flow diagram indicating the MAGs 613 
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encoding for pathways in the nitrogen cycle (Methods). Each sub-pathway is indicated as a step 614 

with the corresponding number of genomes encoding the respective genes. 615 

 616 

Figure 5. Genomic underpinnings of adaptation to the extreme GFS environment 617 

(a) Phylogenomic tree based on Polaromonas genomes recovered from Southern Alps (red) and 618 

Caucasus (blue) along with publicly available genomes (grey) and an outgroup (Rhodoferax, dark 619 

grey). (b) Clusters of orthologous (COG20) group pathways enriched in epilithic biofilms MAGs 620 

compared to the reference genomes are depicted in the barplot. (c) Heatmap representing the 621 

abundance of genes involved in cold adaptation. Taxonomy at phylum and order levels  is depicted. 622 

Columns indicate clusters of orthologous groups associated with adaptive genes. 623 

 624 

Supplementary Figure 1. Sediment and epilithic biofilm sites 625 

Regions indicating the collection sites for the epilithic and epipsammic biofilms from (a) Caucasus 626 

and (b) Southern Alps. Relative abundance of prokaryotes (c) and eukaryotes (d) at the phylum 627 

and subdomain levels based on the sequencing of the 16S and 18S rRNA genes, respectively.  628 

  629 

Supplementary Figure 2.  Epilithic biofilm metagenomic profiles  630 

(a) Relative abundance profiles across the three domains of life: archaea, bacteria and eukaryotes 631 

in the epilithic biofilms, obtained from the sample metagenomes. Samples from the Southern Alps 632 

are indicated in red, while those from Caucasus are shown in blue. (b) Virome profile indicating 633 

the top 50 viruses. Scaled abundance from low (-2) to high (2) are indicated in the heatmap.  634 

 635 

Supplementary Figure 3. Cross-domain interactions and adaptations of epilithic biofilms 636 

(a) Corrplot based on Spearman’s correlation between pro- and eukaryotic MAGs aggregated at 637 

the phylum level. (b) Co-occurrence network of all MAGs. Each node represents a MAG, while 638 

the size represents the degree centrality. The edges represent the positive coefficient of co-639 

occurrence along with the corresponding betweenness centrality between the MAGs. Unconnected 640 

nodes represent MAGs with lower betweenness (< 0.5) compared to other MAGs. The color of the 641 

nodes represents the individual taxa, while the lines represent the edges connecting the nodes. The 642 

thickness of the lines indicates those edges with a betweenness greater than 0.5.  643 

 644 
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Supplementary Figure 4. Extracellular enzyme genes based on lifestyle 645 

The classification at phylum and genus levels of MAGs identified as (a) heterotrophs, (b) 646 

phototrophs, or (c) those with ‘unknown’ trophic metabolisms are depicted, showing the 647 

abundance of genes encoding for extracellular enzymes. NA: unclassified genus; AG: α-1,4-648 

glucosidase; BG: β-1,4-glucosidase; LAP: leucine aminopeptidase; NAG: β-1,4-N-649 

acetylglucosaminidase; AP: acid (alkaline) phosphatase. (d) (c) Spearman’s correlation analyses 650 

of overall eukaryote relative abundances with the CAZyme abundances. FDR-adjusted p-values 651 

are indicated by *, i.e., * < 0.05, ** < 0.01, *** < 0.001.  652 

 653 

Supplementary Figure 5. Comparison to public metagenomes reveals differential gene 654 

abundances 655 

Volcano plot indicating the total number of KOs (n = 9,335; total = 17,406) enriched in epilithic 656 

biofilms compared to 105 publicly available metagenomes.  657 

 658 
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Fig.1. Sedimentary habitats affect microbiome structure and assembly
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Fig.2. Metagenomics unveils the complexity of epilithic biofilms
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Fig.3. Epilithic biofilms are the basis for a ‘green food chain’
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Fig.4. Functional redundancies across MAGs enable diverse 
energy acquisition and biogeochemical pathways
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Fig.5. Genomic underpinnings of adaptation to the extreme GFS environment
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Supplementary figure 1. Sediment and epilithic biofilm sites
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Supplementary figure 2. Epilithic biofilm metagenomic profiles
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Supplementary figure 3. Cross-domain interactions and adaptations of epilithic biofilms
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Supplementary figure 4. Extracellular enzyme genes based on lifestyle
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Supplementary figure 5. Comparison to public metagenomes reveals differential gene abundances
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Appendix B. Supplementary Figures 
  



Appendix B.1 
 

 
 
 
 
 

 

Supplementary figure 2.1: Sequence similarity comparison between validation and training 
datasets. 
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c 

Supplementary figure 2.2: Relative abundance of antimicrobial resistance categories in three case-control 
metagenomic datasets. Relative abundance (%) of all identified resistance categories a. 23 antimicrobial 
resistance categories within Clostridioides difficile infection b. 22 antimicrobial resistance categories within 
the skin metagenome (psoriasis) and c. 30 antimicrobial resistance categories within the Parkinson’s disease 
study. 
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Supplementary figure 2.3: Distribution of virulence factors, including bacterial toxins, and AMR 
over unclassified and ambiguous (predicted to be both plasmid and phage or phage and 
chromosome) 



 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
  

Supplementary figure 2.4: The prevalence of different resistance categories within the MGEs. a. prevalence 
of antimicrobial resistance genes within MGEs in Clostridioides difficile infection and control. b. psoriasis and 
control c. Parkinson’s disease and control. 
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Supplementary Figure. 1
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Supplementary figure 3.1: Intra- and inter-birth mode variability. Intra- and inter-birth mode Jensen-Shannon 
divergences of the mOTU profiles were calculated and tested to assess intra- and inter-group variability. 
Statistically significant differences were determined using the Wilcoxon-Mann-Whitney test; ***p<0.001. 

Supplementary figure 3.2: TNF-alpha correlation with Enterobacteriaceae. Log2 abundance of TNF-alpha 
levels were tested for correlation with the percent relative abundance of Enterobacteriaceae based on read 
counts mapping to the family. r2 indicates the Spearman correlation coefficient. 



 
 
 

 
 
 
 

Supplementary figure 3.3: The number of Gram -ve and +ve organisms in CSD and VD. 

Supplementary figure 3.4: Overall AMR abundance at early and at the one year timepoint. Barplots depicting 
the differential AMR abundance between CSD and VD groups comparing the metagenomic from day five after 
birth with one year of age. 



 
 
 
 

Supplementary figure 3.5: Overall AMR relative abundances observed in samples from the Gasparrini et al. 
study ranging from one month through to one year of age. 



 
 
 
 
 
 
 
 
 

Supplementary figure 3.6: Functional pathways from day 5 after birth through to one year of age. Heatmap 
showing the relative abundances of the functional (KEGG) pathways through the first year of life. The plot 
includes annotations for different categories including group, timepoint and diet, i.e. breast-milk, formula, 
mixed or no data available. 

 



 
 
 
 
 

Supplementary figure 3.7: Longitudinal virome profiles. Bubble plots showing the log relative abundance of 
viruses identified within the CSD and VD samples through the first year of life. Only those with relative 
abundance greater than 0.01% are depicted. Significance was tested using a Two-way ANOVA, for a FDR-
adjusted p < 0.05. 

 

 



 
 
 
 
 

Supplementary figure 3.8: Abundances of bacterial chromosome and MGEs across time. a. Barplots depicting 
the relative abundance of ambiguous and unclassified sequences with respect to chromosomal or MGE 
classification. b. Distribution of chromosomal and MGE classification of AMR sequences at different time 
points for CSD and VD. Sequences assigned to both chromosome and bacteriophages were classified as 
belonging to bacteriophage under the assumption that the former represent likely prophages. c. The 
association of bacteriophage and plasmids with resistance categories at all timepoints comparing CSD and 
VD groups. 

 

 

 



 

 
 
 
 
 

Supplementary figure 3.9: Abundance of AMR and prophage signature genes. a. Barplots depicting the 
abundance of contigs with AMR and prophage signature genes along the y-axis. The x-axis shows the 
longitudinal abundance of CSD and VD samples. b. Relative abundance of AMR and prophage signature 
genes in CSD and VD samples from day five after birth through to one year of age.  

 

 

 



 
 
 
 
 
 

  

Supplementary figure 3.10: Strain resolution of recovered genomes. a. Neighbour-joining tree of the 
Intestinimonas genome involved in HGT recovered from the one month faecal sample of CSD sample C119. 
The tree was generated using ribosomal proteins in comparison to 1925 complete genomes obtained from 
the RefSeq database and visualised using the AnnoTree webserver104. b. Taxa identified as belonging to the 
genus Clostridium were mapped against the RefSeq database and identified using the above approach.  
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Supplementary figure 4.1: Multifactorial power analysis (based on Raymond et al.) to determine number of 
animal required per treatment and control group. 

 

 

 

 

Supplementary figure 4.2: Physiological characterization of mice across timepoints. Daily weight 
measurements throughout the experimental duration. 

 

 

 

 



 
 Supplementary figure 4.3: Depletion of taxa after antibiotic treatment. a. Principal component analyses 

generated from metagenomic operational taxonomic unit (mOTUS) profiles for the control and treatment 
groups at days 0, 7 and 21. b. Time-tracked ordination plot representing the overall changes in community 
profile between day 0, through day 7 to day 21. c. Relative abundance of the significantly different mOTUs 
(adj.p < 0.05, Two-way ANOVA) in the control and treatment groups at different timepoints 

 

 

 

 



 
 Supplementary figure 4.4: Differential KEGG pathway analysis. a. Time-tracked ordination plot of the 

metagenomic functional profile indicating the changes of the KEGG ortholog functions across time between 
the control and antibiotic-treated mice. b. KEGG pathways that are significantly different (adj.p < 0.05, Two-
way ANOVA) between the treatment and control groups, are shown as a heatmap displaying longitudinal 
changes. 

 

 

 

 



 
 
 
 
 
 
 
 
 

  

Supplementary figure 4.5: Integron-derived AMR. a. Barplots depicting the relative abundance of gene 
cassettes, complete and incomplete integrons (Ln0) linked to AMR found on the bacterial chromosome across 
the control and treatment groups at all timepoints. b. Alluvial plot indicating integron-mediated AMR categories 
at all timepoints and the corresponding taxa they are associated with.  
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Supplementary figure 2

Niche size Niche plot:
aminoglycoside

Supplementary figure 1

Supplementary figure 2

Niche size Niche plot:
aminoglycoside

Supplementary figure 1Supplementary figure 5.1: Expression levels of individual ARGs overtime within the BWWTP. 

 

 

 

 

Supplementary figure 5.2: Taxonomic diversity of AMR. The plot indicated the number of taxa (order level) in 
which the corresponding AMR categories are identified.  

 

 

 

 

Supplementary figure 5.3: Partitioning of MGs through AMR. The boxplots indicate the niche size (left) for the 
MGEs (plasmids and phages) based on metagenomic assessment. Niche plots (right) reveal that plasmids 
tend to differentiate from phages based on their capacity to encode for aminoglycoside resistance. 

  

 

 



 

 
 
 

Supplementary figure 3

a
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d

Supplementary figure 5.4: Differential AMR abundance in MGEs. The barplots report the log2foldchange of 
AMR categories over time in MGEs (plasmid versus phage) in: a. the general microbial population, b. M. 
parvicella, c. Pseudomonas spp. and d. Comamonas spp. 
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Supplementary figure 5.5: Expression of AMR categories in MGEs. The barplots report the expression levels 
of AMR categories over time in MGEs (plasmid versus phage) in a. Acidimicrobiales, and b. Burkholderiales 

  

 

 

 

 

Supplementary figure 5.6: AMR protein abundances. Barplot depicting protein abundances of various AMR 
categories over time.  
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Supplementary Figure 1
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Supplementary figure 6.1: Ordination analyses reveal the (dis)similarity of the GFS resistomes. a. Principal 
component analyses depicting the overall similarity of the individual GFS resistomes. Each dot represents the 
resistome predicted from a single metagenome. SA: Southern Alps. CU: Caucasus. b. Biplot demonstrating 
the underlying factors, i.e. ARG abundances across 29 AMR categories, driving the similarity within the FS 
epilithic resistomes.  
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Supplementary Figure 2

Eukaryota

Bacteria

Supplementary figure 6.2: Bacteria and eukaryotic phyla encode AMR. a. Relative abundance of the bacteria 
associated with AMR. The stacked bar plots are facetted by the individual GFSs where the epilithic biofilms 
were collected. The colors represent the individual phyla. b. Stacked bar plots indicating the relative 
abundance of the AMR encoded by eukaryotes.  

  

 

 

 

 



 
 Supplementary figure 6.3: Antibiotic synthesis pathway assessment via KEGG orthology. a. Relative 

abundance of KEGG pathways associated with antibiotic synthesis across the 21 epilithic biofilms. b. Bar plots 
indicating the relative abundance of the antibiotic associated KEGG pathways mediated by bacteria and 
eukaryotes. c. Normalized relative abundance of pathways associated with antibiotic production in the KEGG 
database, juxtaposed with the various phyla encoding these genes.  

  

 

 

 

 



Appendix C. Supplementary Tables 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 



Appendix C.1 
 
 
Study Cohort Group Accession 

number 
Sample 

Bedarf. et al Parkinson's disease PD ERP019674 ERS1647277 
Bedarf. et al Parkinson's disease PD ERP019674 ERS1647278 
Bedarf. et al Parkinson's disease PD ERP019674 ERS1647279 
Bedarf. et al Parkinson's disease PD ERP019674 ERS1647280 
Bedarf. et al Parkinson's disease PD ERP019674 ERS1647281 
Bedarf. et al Parkinson's disease PD ERP019674 ERS1647282 
Bedarf. et al Parkinson's disease PD ERP019674 ERS1647283 
Bedarf. et al Parkinson's disease PD ERP019674 ERS1647284 
Bedarf. et al Parkinson's disease PD ERP019674 ERS1647285 
Bedarf. et al Parkinson's disease PD ERP019674 ERS1647286 
Bedarf. et al Parkinson's disease Control ERP019674 ERS1647303 
Bedarf. et al Parkinson's disease Control ERP019674 ERS1647304 
Bedarf. et al Parkinson's disease Control ERP019674 ERS1647305 
Bedarf. et al Parkinson's disease Control ERP019674 ERS1647306 
Bedarf. et al Parkinson's disease Control ERP019674 ERS1647307 
Bedarf. et al Parkinson's disease Control ERP019674 ERS1647308 
Bedarf. et al Parkinson's disease Control ERP019674 ERS1647309 
Bedarf. et al Parkinson's disease Control ERP019674 ERS1647310 
Bedarf. et al Parkinson's disease Control ERP019674 ERS1647311 
Bedarf. et al Parkinson's disease Control ERP019674 ERS1647312 
Milani. et al Clostridioides difficile 

infection 
CDI PRJNA297269 SRR2582243 

Milani. et al Clostridioides difficile 
infection 

CDI PRJNA297269 SRR2582246 

Milani. et al Clostridioides difficile 
infection 

CDI PRJNA297269 SRR2582247 

Milani. et al Clostridioides difficile 
infection 

CDI PRJNA297269 SRR2582248 

Milani. et al Clostridioides difficile 
infection 

CDI PRJNA297269 SRR2582251 

Milani. et al Clostridioides difficile 
infection 

Control PRJNA297269 SRR2582233 

Milani. et al Clostridioides difficile 
infection 

Control PRJNA297269 SRR2582234 

Milani. et al Clostridioides difficile 
infection 

Control PRJNA297269 SRR2582237 

Milani. et al Clostridioides difficile 
infection 

Control PRJNA297269 SRR2582238 

Milani. et al Clostridioides difficile 
infection 

Control PRJNA297269 SRR2582241 

Tett. et al Psoriasis (Skin metagenome) Psoriasis PRJNA281366 SRR2005538 
Tett. et al Psoriasis (Skin metagenome) Psoriasis PRJNA281366 SRR2005673 

Supplementary table 2.1: List of samples analyzed using the PathoFact pipeline grouped 
by originating study.  



Tett. et al Psoriasis (Skin metagenome) Psoriasis PRJNA281366 SRR2005659 
Tett. et al Psoriasis (Skin metagenome) Psoriasis PRJNA281366 SRR2005707 
Tett. et al Psoriasis (Skin metagenome) Psoriasis PRJNA281366 SRR2005712 
Tett. et al Psoriasis (Skin metagenome) Control PRJNA281366 SRR2005670 
Tett. et al Psoriasis (Skin metagenome) Control PRJNA281366 SRR2005727 
Tett. et al Psoriasis (Skin metagenome) Control PRJNA281366 SRR2005657 
Tett. et al Psoriasis (Skin metagenome) Control PRJNA281366 SRR2005698 
Tett. et al Psoriasis (Skin metagenome) Control PRJNA281366 SRR2005710 

 
 
 
 
 
 
 
 
 
 
 
 
 

 
 
 
 

HMM 
Domain 

Log2Fold 
Change 

Name Definition Group 

 
MP3 PathoFact 

Sensitivity 0.125 0.886 
Specificity 0.992 0.957 
Accuracy 0.558 0.921 

HMM 
Domain 

Log2Fold 
Change 

Name Definition Group 

K11057 -9,61 cpb2  Beta2-toxin  Control  
K12788 -6,20 espH  LEE-encoded effector EspH  Control  
K01387 -5,94 colA Microbial collagenase  Control  
K11023 -5,01 ptxA, artA  Pertussis toxin subunit 1 Control  
PF13945 -4,59 NST1  Salt tolerance down-regulator  Control  
PF08998 -4,27  Epsilon antitox Bacterial epsilon antitoxin  Control  
PF15534 -3,83  Ntox35 Bacterial toxin 35  Control  
K11062 -3,73  entD Probable enterotoxin D Control  
K11045 -3,36 cfa  cAMP factor  Control  
PF15643 -3,16  Tox-PL-2 Papain fold toxin 2  Control  
TIGR03396 -3,10  PC_PLC Phospholipase C  Control  
PF05015 -2,13  HigB-like 

toxin 
RelE-like toxin of type II toxin-antitoxin 
system HigB  

Control  

K12340 3,02 tolC  Outer membrane protein Psoriasis  
PF13935 4,70  Ead/Ea22 Ead/Ea22-like protein  Psoriasis 
PF14449 4,78 PT-TG   Pre-toxin TG Psoriasis 
K11052 5,20 cylE  CylE protein  Psoriasis 

Supplementary table 2.2: Comparison of virulence factor prediction with MP3. Evaluated 
performance of the virulence prediction model versus the MP3 prediction tool regarding sensitivity, 
specificity and accuracy. 

Supplementary table 2.3: Toxin domains differentially abundant in diseased versus control in 
Clostridioides difficile infection.  

Supplementary table 2.4: Toxin domains differentially abundant in diseased versus control in 
psoriasis  



PF13954 -5,84 PapC_N PapC N-terminal domain CDI 

PF06609 -3,36 TRI12 Fungal trichothecene efflux pump CDI 

PF13953 -2,90 PapC_C PapC C-terminal domain CDI 
 
 
 
 

HMM 
Domain 

Log2Fold 
Change 

Name Definition Cohort 

K10948 -2.03 hlyA hemolysin Control 

PF15524 -2.31 Ntox17 Novel toxin 17 Control 
PF09599 2.18 IpaC_SipC Salmonella-Shigella invasion protein c PD 

 
 
 
 

ARG ARG_SNPs Database Hits 
acrA n/a DeepARG 1 
acrB n/a DeepARG 1 
acrB n/a DeepARG/RGI 1 
acrD n/a RGI 1 
acrF n/a DeepARG 1 
AcrF n/a DeepARG 1 
adeB n/a DeepARG 1 
bacA n/a DeepARG 1 
bacterial_regulatory_protein_LuxR n/a DeepARG 1 
baeR n/a DeepARG/RGI 1 
baeS n/a DeepARG 1 
bicyclomycin-multidrug_efflux_protein_bcr n/a DeepARG 1 
CBP-1 n/a RGI 1 
cob(I)alamin_adenolsyltransferase n/a DeepARG 1 
cpxA n/a DeepARG 1 
CRP n/a DeepARG/RGI 1 
DNA-binding_protein_H-NS n/a DeepARG 2 
emrD n/a DeepARG 1 
emrR n/a DeepARG/RGI 1 
eptA n/a DeepARG 1 
Escherichia coli ampH beta-lactamase n/a RGI 1 
Escherichia coli EF-Tu mutants conferring 
resistance to Pulvomycin 

R234F RGI 2 

Escherichia coli gyrA conferring resistance to 
fluoroquinolones 

S83I RGI 1 

Escherichia coli marR mutant conferring 
antibiotic resistance 

n/a RGI 1 

Escherichia coli mdfA n/a DeepARG/RGI 1 
Escherichia coli parC conferring resistance to 
fluoroquinolone 

S80I RGI 1 

Supplementary table. 2.5: Toxin domains differentially abundant in diseased versus control in 
Parkinson’s disease. 

Supplementary table 2.6: Antimicrobial resistance genes identified within the Klebsiella 
pneumoniae subsp. Pneumoniae HS11286 reference genome. 



Escherichia coli UhpT with mutation conferring 
resistance to fosfomycin 

E350Q RGI 1 

Escherichia_coli_LamB n/a DeepARG 1 
Escherichia_coli_mipA n/a DeepARG 1 
FosA6 n/a DeepARG/RGI 1 
Haemophilus influenzae PBP3 conferring 
resistance to beta-lactam antibiotics 

D350N, S357N RGI 1 

kasugamycin_resistance_protein_ksgA n/a DeepARG 1 
kdpE n/a DeepARG 1 
Klebsiella pneumoniae acrA n/a DeepARG/RGI 1 
Klebsiella pneumoniae KpnE n/a RGI 1 
Klebsiella pneumoniae KpnF n/a RGI 1 
Klebsiella pneumoniae KpnG n/a DeepARG/RGI 1 
Klebsiella pneumoniae KpnH n/a DeepARG/RGI 1 
macA n/a DeepARG 1 
marA n/a DeepARG/RGI 1 
mdtB n/a RGI 2 
mdtC n/a RGI 2 
mdtD n/a DeepARG 1 
mdtG n/a DeepARG 2 
mdtH n/a DeepARG 1 
mdtK n/a DeepARG 4 
MdtK n/a DeepARG 4 
mdtL n/a DeepARG 1 
mdtM n/a DeepARG 2 
mdtN n/a DeepARG 1 
mexX n/a DeepARG 1 
msbA n/a RGI 1 
ompF n/a DeepARG 2 
ompR n/a DeepARG 2 
patA n/a DeepARG 1 
PBP-1A n/a DeepARG 1 
PBP-1B n/a DeepARG 1 
penA n/a DeepARG 2 
PmrF n/a DeepARG/RGI 1 
ramA n/a DeepARG 1 

  


