d NT A T AT
57 KDa- | won - c-Myc
120 KDa- ey - HIF-10.
42 KDa- | e e s | [-actin
C
601 9 Me13
R @ Me71
B 40{OMe75
-+
8' : = |
Q. 20- . n.s. ' ns.
m | 11 1
O O ]
o 0 ®
0- —Q-.-.— —ow
AZD6244 TRAIL AZD6244
+ TRAIL

400 -
300 -

200 -

—

pg/mL

— 1004
75

50 -

VEGFa

25-

O AZD6244

& Untreated
* TRAIL (50 ng/mL)
* TRAIL (100 ng/mL)

£

Avs. Avs.
A+Ts5y A+T4qp
C)

AZD6244
+TRAIL (50 ng/mL)

AZD6244
+TRAIL (100 ng/mL)

¥
¥

600+

500 -

TGFB1 (pg/mL)

200+

O AZD6244

100

0 0005 0.01 005 0.1
AZD6244 [M]

< Untreated
* TRAIL (50 ng/mL)
@ <« |_x TRAIL (100 ng/mL)

(VEGF o) pg/mL

Avs. Avs. 0-
A+T50 A+T100

AZD6244

X%
¥¥

+TRAIL (50 ng/mL)

AZD6244
+TRAIL (100 ng/mL)

0 0.05 001 005 0.1
AZD6244 [LM]

L L

*kk

Figure S16

O3 NT
Hl AZD6244 + TRAIL

*k%k

: ™
H
o [l

ns

[
[

Me75 Me41

Me71 Me53 Me79

Figure S16. Inhibition of pro-angiogenic molecules in vitro by AZD6244 plus TRAIL treatment of melanoma cells. (a), Western blot analysis for Myc
and HIF-1a in Me13 cells treated for 18 h in-vitro with AZD6244 (A), TRAIL (T) or their combination. (b), Secretion of VEGFa and TGFp1 by Mel3
treated in-vitro for 18 h with AZD6244, or TRAIL or their association. (c), apoptosis assay on three melanoma cell lines treated for 18 h with the
AZD6244-TRAIL association (AZD6244= 0.05 uM; TRAIL=50 ng/mL). (d), Inhibition of VEGFa secretion in five melanoma cell lines by AZD6244+TRAIL
treatment for 18 h as in (c). Statistical analysis in (b,c, d) by ANOVA and SNK test; ***: p<0.001; **: p<0.01; *: p<0.05.
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Figure S17. Tissue and body weight analysis of mice treated with AZD6244, TRAIL and their combination. (a), representative EE stainings of tissue
sections from liver, lung and spleen of control and treated mice. (b), body weight analysis of individual mice (n=7/treatment group) during treatment
with AZD6244, TRAIL and their combination. Results shown as % change in body weight compared to pre-treatment values of each mouse.



	Figure S16
	Diapositiva numero 1

	Figure S17
	Diapositiva numero 1
	Diapositiva numero 2


