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S7 Figure. Gene expression detected by RT-PCR in TMD8 cells treated with or without various
selective inhibitors.

TMD8 were treated with tirabrutinib (1 uM), BMS-345541 (10 M), MK-2206 (1 yM), refametinib (0.1
pM), or DMSO and incubated for 24 h at 37°C in 5% CO,/95% air. RNA was isolated and polymerase
chain reaction (PCR) was performed. All PCRs were performed in triplicate, and the mRNA expression
of GAPDH was used as an internal control. The Dunnett test was used to compare mRNA expression
in the DMSO- and compound-treated groups. A P-value of less than 5% was considered statistically

significant. *: P < 0.05, ***: P < 0.001. n.s.: not significant.



	S1 Figure. Immunoblots of lysates to evaluate BTK autophosphorylation inhibitory effects of tirabrutinib in the TMD8 and U-2932 cell lines.�(A) TMD8 and (B) U-2932 cells were treated with vehicle or different concentrations of tirabrutinib and incubated for 4 h at 37°C (5% CO2/95% air). Autophosphorylated BTK (p-BTK) (upper) and total BTK (BTK) (lower) proteins were detected by western blot analysis. TMD8 cells were unstimulated (‒) or stimulated using H2O2 and used as a marker for the detection of p-BTK and BTK.
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