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For manuscripts utilizing custom algorithms or software that are central to the research but not yet described in published literature, software must be made available to editors and
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Methods
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- Serotypefinder v2.0.1: identification of serotype in E.coli genomes

- MLST v2.11: multiloucs sequence typing of isolate genomes

- Strainsifter v1.0: comparison of phylogenetic relatedness of isolates

- SparCC v0.1.0: co-occurrence network analysis

- R v3.6.3 for statistical analysis

All data from shotgun metagenomics, isolates and functional metagenomics sequencing are available from the NCBI SRA under BioProject ID PRJNA698223

No sample size calcluations were performed because this was a non-interventional, observational study that leveraged existing samples for
which recruitment, enrollment, and sample collection had concluded and anticipated effect sizes were unclear.

Low quality bases were trimmed from reads prior to analysis to prevent miscalling.

Genes with annotations “Efflux Regulator”, “Operon Regulator”, and “Other” were removed from analysis consideration due to their lower
specificity to antimicrobial resistance compared to other genes in the database.

- To confirm the E.coli pathotypes, both Multiplex PCR and whole genome sequencing of diarrheagenic E.coli were performed.

- Metagenomic DNA from multiple individuals (n=10) were pooled during functional metagenomics to reduce random variation.

This work is a non-interventional observational study, so randomization of participants was not necessary.

This work is a non-interventional observational study and investigators had no direct contact with participants recruitment, so blinding is not
relevant.




