d Me13 Me41
NT A T AT NT A T AT
55 kDa- | w— gy s— W P ey g | C-FLIP
26 kDa - e - o e — C-FLlPS
ke | e —— —— o @ )

C

w604

8 | ok |

o o)

Q 40- e %y o

‘g_ O

G O o

o 201 22

o o

e 04-TFo- 0002 2
AZD6244 TRAIL AZD6244

+ TRAIL

o

% TMRE" cells

Figure S13

b Mel3
NT A T AT
23100 | UGG :
15 kDa - — BIM,
12 kDa - - | BIM
60 KD -| “———v———— | PsClUsterin
40 kDa -| T ——— = | sC|usterin
24 kDa -| *——— | DA X
21 kDa - Ay
42 kDa -| "l S S S | 3-actin
80- ; *k |
I * 1
60 o)
9 o
40- oo
20+ o© 00
© %5 o
o
AZD6244 TRAIL AZD6244
+ TRAIL

Figure S13. Modulation of pro- and anti-apoptotic molecules by melanoma treatment with the association of AZD6244 and TRAIL . (a), western
blot analysis for c-FLIP expression in two melanoma cell lines (Mel13 and Me41) treated with AZD6244 (A), TRAIL (T) or their combination (AT). (b),
western blot analysis for expression of BIM, clusterin and BAX in Me13 cells treated as in (a). (c), cleaved caspase-8 analysis in a panel of 9 cell lines
treated as in (a). (d), TMRE analysis for mitochondrial depolarization in a panel of 9 melanoma cell lines treated as in (a). Statistical analysis in c, d by
ANOVA followed by SNK test; **, p<0.01; *, p<0.05.
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Figure S14. Modulation of the indicated IAP proteins by treatment of melanoma cells (Me13) with AZD6244 (A), or TRAIL (T) or AZD/TRAIL (AT)
combination.
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Figure S15

Figure S15. Modulation of angiogenesis-related molecules in Mel3
cells treated with AZD6244, TRAIL and their combination.
Modulation of the indicated molecule was assessed by protein array
screening at 24 h after melanoma culture in the presence of the
indicated drugs and drug combinations. AZD6244, and TRAIL were
used at 0.1 uM, and 25 ng/mL respectively. All molecules shown in
the figure were significantly modulated, compared to control
untreated cells, by the AZD6244+TRAIL combination (P at least
<0.05, by ANOVA and SNK test). In addition, the indicated statistical
comparisons highlight instances where protein modulation by
AZD6244+TRAIL is significantly different compared to results
achieved by AZD6244 treatment.

***: p<0.001, **: p<0.01; *: P<0.05.
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