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Fig S1. Top 20 ASVs with FDR adjusted Differential Abundance Analysis 
Top 20 DADA2 ASVs were analyzed for differential abundance between the identified HR and LR groups. Two distinct unclassified species of the Bacteroides genus appear to be differentially abundant; one in the LR group and one in the HR group (FDR<0.001). 
[image: Macintosh HD:Users:mikeusyk:Desktop:Research:Ahn:Melanoma:manuscript:figures_tables_final:Figure5_heatmap_alt.pdf]
Fig S2. Heatmap Showing Differentially Expressed Genes Between GMB Risk Clusters
All genes with significant differential expression between the HR and LR GMB cluster (log2FC>2, FDR<0.05) are plotted as a heatmap. Hierarchical clustering reveals a strong concordance between taxonomic sample grouping and one based on functional analysis, with the exception of two samples. 
[image: Macintosh HD:Users:mikeusyk:Desktop:Research:Ahn:Melanoma:manuscript:figures_tables_final:Sup_Fig2_DNA_RNA_corr.pdf]

Fig S3. Correlation between Shotgun Metagenomic and RNA-seq gene RPKs 
Paired correlation between all genes found to be differentially abundant between the GMB risk cluster is presented using a scatter plot. Regression line is fitted using the least means squares method. Overall the metagenomic data appears to be strongly correlated with the RNA-seq results with a median correlation being 0.753 [95% CI: 0.426-0.906].
[image: Macintosh HD:Users:mikeusyk:Desktop:Research:Ahn:Melanoma:manuscript:figures:sup1_composite.pdf]

[bookmark: _GoBack]Fig S4. Beta Diversity Measures Across Three Visits

A. Shows the PCoA plot constructed using 10 longitudinal sampling at Baseline, Week 6 and Week 12 using JSD distances. PERMANOVA analysis indicates that there is no significant association between sampled visit and the observed microbial community, R2 = 0.005 p=1.00.
B. An alternative measure to JSD was used to further validate lack of visit effect. Jaccard distance considers presence/absence species data and would better pick up fluctuations in rare species. Similarly to JSD analysis there was no observable effect of visit on the observed microbial community based on the PERMANOVA analysis, R2 = 0.032 p=1.00.



Table S1.  Beta Diversity of Longitudinal Samples  

	Distance Measure
	Longitudinal Comparison
	R2
	p-val

	JSD
	All Samples
	0.88
	<0.001

	
	Baseline - Week6
	0.92
	<0.001

	
	Week6 - Week12
	0.92
	<0.001

	
	Baseline - Week12
	0.89
	<0.001

	Jaccard
	All Samples
	0.67
	<0.001

	
	Baseline - Week6
	0.78
	<0.001

	
	Week6 - Week12
	0.75
	<0.001

	
	Baseline - Week12
	0.72
	<0.001
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OTU Box Plot rarefied at 30000 reads
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