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Supplementary Table S1: Sample[image: ] metadata and accession numbers of the 53 metagenomes corresponding to hypersaline, marine and human gut projects used for evaluate the influence of sequencing depth on nucleotide diversity estimations





Supplementary Table S2: Sample metadata and accession numbers of the 30 MAGs used for evaluate the influence of sequencing depth on nucleotide diversity estimations, corresponding to hypersaline, marine and human gut projects (i.e. 10 MAGs for each sample kind).
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Supplementary Figure S1: Model plot representing the correlation between nucleotide diversity and sequencing depth. Each line represents the nucleotide diversity (y-axis), represented as log2(Diversity ratio), and sequencing depth (x-axis) obtained for a single MAG across each metagenome. The log2(Diversity ratio) was calculated by dividing the nucleotide diversity obtained from each fraction of a metagenome by the nucleotide diversity obtained from the entire metagenome (100% of reads). Green lines indicate positive correlations (i.e. increasing diversity with coverage), and red lines indicate negative correlations (i.e.  decreasing diversity with increasing coverage).
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Supplementary Figure S2: Frequency of correlations between sequencing depth and nucleotide diversity, represented as log2(Diversity ratio), before (A) and after (B) filtering data below 10X along Illumina, PacBio and Oxford Nanopore sequencing projects. Green bars indicate positive correlations (i.e. larger microdiversity at greater fractions of a metagenome) and red bars indicate negative correlations (i.e. larger microdiversity at lower fractions of a metagenome).
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Supplementary Figure S3: Correlations and frequency of correlations between sequencing depth and nucleotide diversity represented as log2(Diversity ratio) before and after filtering data below 10X along four A) Illumina and B) PacBio metagenomes within the marine project. The diversity ratio represents the nucleotide diversity obtained for each fraction of a metagenome divided by the nucleotide diversity of the whole-metagenome. Green lines and bars indicated positive correlations (i.e. larger microdiversity at greater fractions of a metagenome) and red lines and bars indicated negative correlations (i.e. larger microdiversity at lower fractions of a metagenome).
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Supplementary Figure S4: Correlations and frequency of correlations between sequencing depth and nucleotide diversity represented as log2(Diversity ratio) before and after filtering data below 10X along four A) Illumina and B) Oxford Nanopore metagenomes within the human gut project. The diversity ratio represents the nucleotide diversity obtained for each fraction of a metagenome divided by the nucleotide diversity of the whole-metagenome. Green lines and bars indicated positive correlations (i.e. larger microdiversity at greater fractions of a metagenome) and red lines and bars indicated negative correlations (i.e. larger microdiversity at lower fractions of a metagenome).
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Supplementary Figure S5: Correlation between non-interpolated and interpolated (200X) nucleotide diversity of the 10 most abundant MAGs on Illumina, PacBio and Oxford Nanopore sequencing platforms.



[image: ]















Supplementary Figure S6: Barplots representing the comparison of non-interpolated (black bars) and interpolated (grey bars; 200X) nucleotide diversity in Illumina metagenomes. The lack of grey bars in some samples are the consequence of their low sequencing depth (<10X).
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Supplementary Figure S7: Barplots representing the comparison of non-interpolated (black bars) and interpolated (grey bars; 200X) nucleotide diversity in PacBio metagenomes. The lack of grey bars in some samples are the consequence of their low sequencing depth (<10X).
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Supplementary Figure S8: Barplots representing the comparison of non-interpolated (black bars) and interpolated (grey bars; 200X) nucleotide diversity in Oxford Nanopore metagenomes. The lack of grey bars in some samples are the consequence of their low sequencing depth (<10X).
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Supplementary Figure S9: Model plot representing the correlation between ANIr and sequencing depth. Each line represents the ANIr (y-axis), represented as log2(ANIr ratio), and sequencing depth (x-axis) obtained for a single MAG across each metagenome. The log2(ANIr ratio) was calculated by dividing the ANIr obtained from each fraction of a metagenome by the ANIr obtained from the entire metagenome (100% of reads). Green lines indicate positive correlations (i.e. increasing diversity with coverage), and red lines indicate negative correlations (i.e.  decreasing diversity with increasing coverage).
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