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Supplementary Table S2: Simulated dataset. We report here the European Nu-
cleotide Archive (ENA) project and sample accession numbers for the datasets
used in the two simulation studies.

Simulated Project Accession Sample Accession

Study Number Number Setting

ERS2327609 Baseline
ERS2327610 1% contamination
ERS2327611 5% contamination

Human Contamination PRJEB25791 ERS2327612 25% contamination
ERS2327613  50% contamination
ERS2327614 80% contamination
ERS2418541 Baseline
e L ERS2418542 0.25% duplicates
Artificial Duplication PRJEB26333 ERS2418543 1.25% duplicates
ERS2418544 5.00% duplicates
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Supplementary Figure S1: Results of the first simulation study (human con-
tamination). Each scatterplot represents the relationship between the expected
functional annotations (i.e., inferred without human contamination) and those
inferred at different human contamination levels. For YAMP, we report results
obtained with the MetaCyc database; for the EBI metagenomics pipeline (v4.1),
we report results on the Gene Ontology (GO), GO Slim, and InterPro databases.
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Supplementary Figure S2: Results of the second simulation study (artificial
duplicates). Each scatterplot represents the relationship between the expected
functional annotations (i.e., inferred without duplicated reads) and those in-
ferred at different levels of artificial duplication. For YAMP, we report re-
sults obtained with the MetaCyc database; for the EBI metagenomics pipeline
(v4.1), we report results on the Gene Ontology (GO), GO Slim, and InterPro
databases; for MG-RAST (v.4.0.3) we report results on the SEED Subsystem
and the KEGG databases.



Bray—Curtis dissimilarity
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Supplementary Figure S3: Bray-Curtis dissimilarity for the 18 analysed samples.
The Bray-Curtis dissimilarity values were evaluated using the species relative

abundances as estimated by YAMP using MetaPhlAn2 and the vegdist function
in the vegan R package.
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Supplementary Figure S4: Principal coordinate analysis (PCoA) for the 18 anal-
ysed samples. PCoA was evaluated on the Bray-Curtis dissimilarity values using
the pcoa function in the ape R package. PCoA shows that species composition
is sufficient to discriminate among body sites, even though it has limited ability
in distinguishing among different loci in the oral cavity.
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Supplementary Figure S5: Hierarchical clustering for the 18 analysed samples.
Hierarchical clustering was computed using the Manhattan distance among
species relative abundances. Values at branches are, in red, the approximately
unbiased (AU) P values, in green, the bootstrap probability (BP) values (per-
centages), and, in grey, the edge number.



