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Methods
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complete data can be accessed at: www.ebi.ac.uk/metabolights/MTBLS2267.

In earlier studies by our collaboration group, the associations between genome and immunity have been reliable obtained in a group of
approximately 100 volunteers (Smeekens et al, Nature Communications 2013). Because we intend to add an additional aspect to this analysis,
and assess the interaction between metagenome, metabolome and immunity we decided to increase the number of individuals tested to 300.

We report on standard errors resulting from a finite sample size and adjusted significant values due to multiple hypothesis testing with all the
models applied to the metabolomics and metagenomics and immunological data.

Metagenomic samples were excluded if they contained less than 4 million reads (n=8) as a part of the pre-established quality control criterion.
These were removed in experiments in Fig. 2-Fig.6, and Suppl. Fig. 1-Suppl.Fig 11

The replicability of findings was successfully replicated in three following aspects, each of which were performed once.

1) in an independent cohort with similar design (500 FG, Netherlands), which used a smaller set of cytokine readouts. The effects of
immunomodulatory microbes were nevertheless significantly correlated.

3) Immunomodulatory species derived from correlations with cytokine expression also showed larger effects on independently measured
circulating metabolites.

2) The importance of metabolic pathways was confirmed through independently measured circulating metabolites and metagenomics, using
two different annotation systems (KEGG and MetaCyc).

No randomization was required since this study was designed as a cross sectional study in which healthy volunteers from rural and urban
areas were sampled once without a follow up. All participants were coded anonymously and all downstream measurements and statistical
analyses used only these codes. Covariates like age and sex were controlled for during analyses.

Blinding was not relevant in this type of study design but all participants were coded anonymously and all downstream measurements and
statistical analyses used only these codes.




