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Supplementary Figure 1. IRF7 knockdown potentiates IFNβ induced IRF3, long non-coding RNA HEAL and NFKB mRNA expression. Relative RNA expression of (A) IRF3, (B) HEAL and (C) NFKB in HMC3 microglia following 48-hour IRF7 siRNA knockdown followed by IFNB treatment (3000U/ml). Expression normalized to GAPDH; n = 3 biological replicates per treatment. Values are Mean + SEM; FC = Fold Change; n.s. = non-significant, * P < 0.05, ** P < 0.01, *** P < 0.001, **** P < 0.0001, Two Way ANOVA followed by Tukey’s post hoc test.





[image: ]
Supplementary Figure 2. Ephrin-B1 siRNA downregulates ephrin-B1 at the mRNA and protein level. (A) Schematic. (B) QRT-PCR analysis of EFNB1 using isolated RNA of human microglial HMC3 cells following 48-hour treatment with ephrin-B1 siRNA or scramble siRNA + 24-hour ephB2-Fc (2ug/ml) or control-Fc (2ug/ml) treatment. Fold change of EFNB1 transcript levels. (C) Western blot and (D) quantification of ephrin-B1 protein expression normalized to GAPDH; n = 3-4 biological replicates. 6-8 total technical replicates. Values are Mean + SEM; FC = Fold Change; n.s. = non-significant, * P < 0.05, ** P < 0.01, *** P < 0.001, **** P < 0.0001, Two-Way ANOVA followed by Tukey’s Post Hoc.
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Supplementary Figure 3. EphB2 treatment activates NF-kB signaling. Representative western blot of phospho-NF-kB, total NF-kB and GAPDH. The graph shows fold change normalized to vehicle control of phospho-NF-kB normalized to Total NF-kB then to GAPDH; n = 3 biological replicates per treatment. Values are Mean + SEM with * P < 0.05, ** P < 0.01, *** P < 0.001, **** P < 0.0001, Two Way ANOVA followed by Tukey’s post hoc test.
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Supplementary Figure 4. Concentrations of secreted microglial proteins significantly differentially regulated by the ephrin-B1/EphB2 axis detected with LegendPlex assays. Multiplexed analysis of supernatants following 48-hour treatment of ephrin-B1 siRNA or scramble siRNA + 24-hour ephB2-Fc (2ug/ml) or control-Fc (2ug/ml) treatment of human HMC3 microglia using a LegendPlex bead assay. Panels (A-Q) include pro-inflammatory cytokines, pro-inflammatory chemokines, and antiviral markers that were statistically significant when comparing EphB2 vs vehicle-treated cells; n = 3 biological replicates. 2 technical replicates per biological replicate averaged. Representative protein concentrations are Mean + SEM, * P < 0.05, ** P < 0.01, *** P < 0.001, **** P < 0.0001, n.s. = non-significant, Two-Way ANOVA followed by Tukey’s Post Hoc.
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