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Supplementary Figure S3. Depletion of TRIP6 increases the association of TRAF6 with A20 and
attenuates LPA-induced IxBoa phosphorylation and JNK activation in U373-MG cells.

(a) Depletion of TRIP6 attenuates LPA-induced IxBo phosphorylation and JNK activation in
U373-MG cells. U373-MG stable cell lines (sgControl, sgTRIP6-3, sgTRIP6-4) were starved for 24 h,
and then treated with LPA for 30 or 60 min. Immunoblotting was performed to detect the expression of
phosphorylated or total I[kBa,, JNK or TRIP6 in the whole cell lysates.

(b) Depletion of TRIP6 promotes the association of TRAF6 with A20 in U373-MG cells. U373-MG
stable cell lines harboring Cas9 alone (sgControl) or Cas9/TRIP6 sgRNA (sgTRIP6-3) were starved
overnight, followed by LPA stimulation for 90 min. Endogenous TRAF6 was immunopreipicated with
anti-TRAF6 mouse monoclonal antibody or control mouse IgG, followed by immunoblotting using
rabbit antibody specific to A20, CYLD or TRAF6. The bottom three panels show the expression of
endogenous A20, CYLD or TRIP6 in the whole cell lysates.



