GSK3B modulates NF-kB activation and RelB degradation through site-specific phosphorylation
of BCL10
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Supplemental Figure 1, A, Protein levels of distinct CBM signalling components in control-shRNA or GSK3B-shRNA Jurkat T-ALL cells B, Effects of GSK3B inhibition by SB21 in
HSB2 T-ALL cells. Immunoblot analyses for the indicated proteins using whole cell extracts from HSB2 T-ALL cells either with or without SB21 pre-treatment prior to a stimulation with
P/I for the indicated times.
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Supplemental Figure 2, Suppression of GSK3B by siRNA attenuates P/l-induced RelB degradation and NF-kB activation. A, Jurkat T-ALL cells transiently transfected with
either control siRNA (CsiRNA) or with the GSK3B-specific SIRNA (GSK3BsiRNA) were subjected to an anti-BCL10 immunoprecipitation analysis (upper part). The same whole cell
extracts were used for additional immunoblot analyses to control protein expression levels (lower part, input). B, Immunoblot analysis of RelB using whole cell extracts from Jurkat T-
ALL cells transiently transfected with either control SiRNA, GSK3B siRNA 1 (GSK3psil) or GSK3B siRNA 2 (GSK3si2) were stimulated with P/l for the indicated times. C, Immunoblot
analysis of IkBa using Dignam C extracts from Jurkat T-ALL cells transiently transfected with either control sSiRNA or GSK3BsiRNA 2 (GSK3psi) were stimulated with P/l for the
indicated times. D, EMSA experiments with either a kB-specific or an Oct-specific probe were performed using the same samples as described in C.
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Supplemental Figure 3

Supplemental Figure 3, IKK complex formation remains unaltered by GSK3B knock-down. IKK complexes were immunopurified form Jurkat T-ALL cells transiently transfected
with Control-siRNA (csiRNA) or GSK3BsiRNA 1 (GSK3si) using an anti-NEMO antibody. IKK2 and NEMO protein levels were subsequently determined by immunoblot analysis

(upper part, NEMO IP). The expression of IKK2 and GSK3 in the input was determined by control immunoblot analyses (lower part).
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Supplemental Figure 4, Quantitative real time PCR analyses of mRNA levels of BIRC3, TNFA, and TRAF1. The Jurkat-shControl or the Jurkat-shGSK3p cells were subjected to a
P/l-stimulation for 16 hours prior to mRNA extraction and analysis. The fold change of unstimulated cells and P/I-stimulated cells is displayed. The Ct values for the control samples
were set to 1, arbitrarily. (*p < 0.05, **p < 0.01, ***p < 0.001).
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