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Figure 1. Effect of TWEAK on U373 astroglial cell viability. Human astrocyte (U373) cells were treated with TWEAK
(100 ng/mL) for increasing time points (6 h, 12 h, 18 h, and 24 h) and then assayed for the cell viability using MTS cell
viability assay. Histograms depict the % of viable cells following TWEAK treatment for the indicated time points. 100



ng/mL TWEAK exposure failed to induce loss of cell viability in U373 human astrocytic cells and were comparable to
vehicle treated cells. Data are represented as Mean + SEM from at least 4 independent experiments.
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Figure S2. Activation of PKCd and NLRC4 inflammasome related markers in response to TWEAK stimulation of U373
cells is dose dependent. (A-B) Human astrocyte (U373) cells were stimulated with increasing concentrations of TWEAK
(Ing, 10ng, 30ng, and 50ng) for 24h and analyzed thereafter for PKCd phosphorylation, NLRC4 through Western
blotting analysis and band quantification performed using densitometric scanning analysis (A) Proinflammatory
cytokine mRNA expression levels of IL-13 and IL-18 were assessed by qPCR analysis. Data are represented as Mean +
SEM from at least 3 independent experiments. Data were analyzed using the one-way ANOVA followed by
Bonferroni’s post-Hoc analysis. Asterisks (**p <0.001, **p <0.01 and *p < 0.05) indicate significant differences between
control and treatment groups.
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Figure S3. Down regulation of PKCd protein expression upon targeted siRNA mediated gene silencing of PKC? in
U373 cells. Human astrocyte (U373) cells were transfected with scrambled non target siRNA or PKCd siRNA and
incubated for 48h and subsequently exposed to TWEAK for another 24 h. At the end of the treatment period cell lysates
were prepared and the protein expression levels of PKCd was determined by Western blot analysis. Representative
blots and band quantification by densitometric scanning analysis reveal that PKCd gene knock down resulted in a
significant reduction in the endogenous expression levels of PKCd (70-75%) in U373 cells as compared with scrambled
siRNA transfected cells. Data are represented as Mean + SEM from at least 4 independent experiments. Data were
analyzed using the one-way ANOVA followed by Bonferroni’s post-Hoc analysis. Asterisks (*p < 0.05) indicate
significant differences between control and treatment groups.
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Figure S4. TWEAK stimulation of U373 astrocytes does not impact PKCo mRNA expression levels. Human astrocyte
(U373) cells were treated with TWEAK (100ng) for 24h and analyzed thereafter for PKCd mRNA expression through
qPCR analysis. TWEAK has no significant effect on PKC0 gene expression at 24 h. Data are represented as Mean + SEM
from at least 3 independent experiments. Data were analyzed using the t-test followed by two tailed analysis. (NS): not
significant.
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Figure S5. Inhibition of NLRP3 inflammasome activation mitigated TWEAK-induced upregulation of
proinflammatory cytokine secretion in U373 cells. Stimulation of U373 cells with TWEAK resulted in increased the
release of IL-1B and IL-18 into the extracellular media at 24 h. Pretreatment with MCC950 significantly reduced the
secretion of IL-1 3 and IL-18 as measured by ELISA analysis. U373 astrocytic cells were stimulated with TWEAK in the
presence or absence of MCC 950 and at the end of the incubation period media washarvested and measured for the
afore mentioned proinflammatory cytokines using ELISA analysis. Data are represented as Mean + SEM from at least
3 independent experiments. Data were analyzed using the one-way ANOVA followed by Bonferroni’s post-Hoc
analysis. Asterisks (***p < 0.001, **p < 0.01) indicate significant differences between control and treatment groups.





