Samples were filtered out based on:
Sample ¢ Bar plots of total annotated reads, gene reads
. ) and percentage of mitochondrial reads
Filtering e Box plots of gene reads
¢ Box plots of normalized counts

Gene Genes were filtered out if they had < 1 read count in
Filtering more than 12 samples in both treatment groups.
Outlier Genes with outlier counts were detected and 90%

Winsorization winsorization was used to reduce extreme values.
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Figure S1. Data pipeline used for pre-processing, normalization, and analysis. Genes were filtered out if they had a zero read count
in more than twelve samples in both treatment groups. Outliers were detected using iterative leave-one-out approach and then a 90%
winsorization was applied. Data were normalized using the upper quartile method with edgeR-robust prior to differential expression
analysis and LDA classification. Pathway analysis was subsequently performed using IPA for DE genes. Genes in the top ten
performing triplicates from the LDA classification were identified.
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Prediction Legend

more extreme in dataset

less more confidence less

. Increased measurement O . Predicted activation O
.Decreased measuremento . Predicted inhibition O

== Leads to activation
== |eads to inhibition
Findings inconsistent with

state of downstream molecule
= Effect not predicted

Figure S2. Low-ENL IFNG Network IPA analysis using differentially expressed (DE) genes (FDR adjusted p-value < 0.05)

contributing to the identification of upstream regulator, interferon gamma (IFNG) following lignan flaxseed intervention. The

network predicts activation in low-ENL excreters (z-score 3.343).



