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Figure S1. Rarefaction curve for transcriptome depth and coverage. Rarefaction curves for the 16 RNA-
seq libraries, representing number of mapped genes in soybean genome.
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Figure S2. Heatmap of the 157 co-expressed genes among each genotype time-points and/or
between genotypes. Set of co-expressed genes hierarchical clustered by RPKM values (a). Set of co-
expressed genes hierarchical clustered by fold change values. From the top to the middle of the
figure are branches of genes that presented similar up-regulation profile. The branch of similar
opposite co-expressed between genotypes is highlighted in yellow. On the bottom of the figure are
branches of genes that presented similar down-regulation profile (b).
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Figure S3. Exclusive BRS variants identified in transcripts region after comparison with TMG
and Williams 82. Donut chart shows variants distribution in genomic BRS regions (a). Circle
stacked histogram with the organization of variants on soybean genome based on impact level — 500
kbp interval (b).
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Glyma.09G049300 Cytochrome P450 81D1-related

Glyma.09G064200 Sterol Reg. element|BHLH DNA-binding protein
Glyma.10G016700 Pollen OLE E-1 allergen and extensin protein
Glyma.10G046500 G protein-coupled seven transmembrane receptor
Glyma.11G062500 Cytochrome P450 CYP2 subfamily

Glyma.11G062600 Cytochrome P450 CYP2 subfamily

Glyma.13G113100 Flavin-containing monooxygenase

Glyma.13G123000 TF-AP2/ERF|Ethylene responsive element
Glyma.13G201400 Protein tyrosine kinase
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Figure S4. Combination results of genes identified in more than one analysis. Genes can present more

than one genome variant in BRS.
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Figure S5. Analyses of soybean gene expression stability under RLN infection. Scatterplot of the
coefficient of variation (CV) against average expression values (TPM) after log2 transformed based on RNA-
Seq data (n = 16). Each circle represents a gene, and dark-red circles highlight genes with CV < 0.1 (a).
Boxplot of the top 10 most stable genes identified on RNA-seq analyses presenting the lowest CV and
average TPM > 5. Genes showing the lower CV values (b). Graphic bars of soybean commonly used
reference genes and their stability profile in our RNA samples, obtained by gPCR, based on the geometric
mean of classification, generated by ReFinder (c). Boxplot soybean commonly used reference genes and their
stability profile based on soybean-RLN RNA-seq data (d).
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Figure S6. Validation of gene expression by time-point/treatment. Relative expression of seven selected
genes displays a high correlation between RNA-seq expression data and qPCR.




