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Supplementary file Legends

Fig. S1 LYS500307 effects on tumor-cell proliferation/viability. Melanoma cell lines (Mel1402/R,
Me665/1 and A375M), and normal human fibroblasts (HFs) were treated with increasing
concentrations of LY500307 (2uM, 4uM, 8uM) at different time points and cell viability measured
using an XTT assay in comparison with untreated controls (CTR). Data are represented as mean + SD
of at least three independent experiments. Asterisks indicate the level of significance: * p<0.05, **
p<0.01, *** p<0.001. Western blotting insert shows ER expression in HFs, with f—actin as loading

control.

Fig. S2 Effect of ERp selective agonist LY500307 treatment on melanoma cell cycle. (A) Cell
cycle analysis of Me665/1 cultured in 2% charcoal and treated or not (CTR) with increased
concentrations of LY500307 (2uM, 4uM, 8uM) for 24 hours. (B) Representative Western blot
analysis of Cyclin B1 and Weel from total proteins extracted from the same experiment. B-Actin was

utilized as internal loading control. Asterisks indicate the level of significance: ** p<0.01.

Fig. S3 Effect of ERP selective agonist LYS00307 treatment on NRAS metastatic melanoma SK-
MEL-30 cell cycle. (A) Cell cycle analysis of SK-MEL-30 cultured treated or not (CTR) with
LY500307 (4uM, 8uM) for 24 hours. (B) Representative Western blot analysis of p21 and Cyclin B1
from total proteins extracted from the same experiment. B-Actin was utilized as internal loading

control. Asterisks indicate the level of significance: ** p<0.01, *** p<0.001.



—-
W
by

Cell growth (490 nm)

32 4

Cell growth (490 nm)

Me1402/R

——4pM

24

08

Cell growth (490 nm)

Cell growth (490 nm)

135

09

045 4

0.8 -

0.6

0.4

0.2 A

Me665/1

—-CTR

2uM
——4pM
——8uM

0  24h  48h  T2n

Human Fibroblast (HF)
%4%
HF

W ERa "'f:l\l;

1 Rp ——4pM

w-Actin ——8uM

0

24h

48h

72h

© 24h  48h  T2n



>

Cell Cycle (%)

Me665/1

CTR

2uM

4uM

SuM

LY500307

nGl
oS

** *x OG2\m
dek
’_T_l ﬂ T T 1

Me665/1
. - —‘ Cyclin B1
—— 0_Actin
——— B-Actin
&

Q
S S vso0307



>

100 SK-MEL-30
_ n Gl
E\i " oS
% 60 L3 e |:|G2/M
>
©
o}
Q 20

3

CTR  4M  8uM
LY500307

SK-MEL-30
——— D21

——— -A ctin
Fe — -‘ Cyclin B1
S e (-Actin

S S Lyse0sor



Table S1. Melanoma cell lines analyzed in the current study

Cell line Mutation Histological features References
Me1007 WT Primary tumor VGP* [1,2, 3]
Mel501 WT Primary tumor VGP* [4]
WMOIS3A 5?6?)1; Primary tumor VGP* [4, 5]
Mel402/R S?OAOE Recum:ﬁren‘;f primary [1,2]
A375M 5?6?)1; Metastatic melanoma [6, 7]
Me665/1 I(\;};IIAIS Metastatic melanoma [2, 8]
SK-MEL-30 Ig;ﬁ? Metastatic melanoma 9]

*VGP: vertical growth phase
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