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Figure S1. NEDD8 plays a critical role in regulating cellular migration ability of BRAFV600E melanoma cells. (A and B) Western blot analyses of NEDD8, EGFP, and GAPDH protein levels (A) and Giemsa staining/bar chart of migrating cells from the trans-well cultivation (B) of parental/NS control RPMI7951 cells and NEDD8-KD RPMI7951 cells without or with the transient transfection of an empty pIRES2-EGFP plasmid or a plasmid containing NEDD8 genes. EGFP and GAPDH were used as an internal control of transfection efficiency and protein loading, respectively.
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Figure S2. MLN4924 treatment suppresses Smad2/3 activity and promotes TGFBR2 protein degradation in A2058 BRAFV600E melanoma cells. (A and B) Western blot analyses of the protein levels of phosphorylated Smad2/3 (p-Smad2/3), total Smad2/3, and GAPDH in A2058 cells treated without and with ML4924 at the indicated concentrations for 2 h (A) or at 1 M for the designated time intervals (B). (C) Bar chart of firefly luciferase activity normalized to Renilla luciferase activity in A2058 cells cotransfected with the Smad2/3-responsive firefly luciferase reporter and Renilla luciferase-expressing plasmids in the absence or presence of ML4924 at the indicated concentrations. The error bars represent data from three independent experiments. The symbols “n.s.” and “***” denote not significant and p < 0.001, respectively, in the statistical analyses. (D) Western blot analyses of TGFBR2 and GAPDH protein levels in the cycloheximide chase assay at the designated time intervals in A2058 cells pretreated without or with ML4924 at 1 M for 2 h. In panels (A), (B), and (D), GAPDH was used as an internal control of protein loading. 
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Figure S3. TGFBR2 expression is causally associated with cellular migration ability in BRAFV600E melanoma cells. RT-PCR expression for endogenous mRNA levels of TGFRB2 in the tested melanoma cell lines. GAPDH was used as internal control of experiment. 
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Figure S4. Knockdown of c-Cbl accelerates protein degradation of TGFBR2 in A2058 cells. Western blot analyses of TGFBR2 and GAPDH protein levels in the cycloheximide chase assay at the designated time intervals in A2058 cells without (non-silencing, NS) or with c-Cbl knockdown (KD). GAPDH was used as an internal control of protein loading.
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