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MGMT inhibition in ER positive breast cancer leads to CDC2,
TOP2A, AURKB, CDC20, KIF20A, Cyclin A2, Cyclin B2, Cyclin
D1, ERa and Survivin inhibition and enhances response to
temozolomide
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Supplementary Figure 1: ERa and MGMT expression in breast cancer cells. Breast cancer cells plated overnight were used
to isolate proteins and western blot was performed to investigate MGMT and ERa expression. MGMT and ERa were present in all these
cells except MDA MB 468.



A MCF-7 B 2ZR-75-1 C T-47D
_ 150 150

3 I Control 3 W Control 3 N Control
£ - T™Z £ - T™MZ £ - ™Z

3 = BG S it m BG 3 . BG

S BN TMZ+BG R B TMZ+BG ¥ BN TMZ+BG
o @ o

© © ©

o o 50 o

2 2 2

> > o >

©
&
N
D E F
2ZR-75-30 HCC - 1428 MDA MB 468
150 xxxR

5 B Control 3 BE Control 3 —— B Control
£ - ™Z £ - T™MZ £ - T™MZ

3 . BG 3 N BG S100 B BG

2 B TMZ+BG ¥ m TMZ+BG ¥ B TMZ+BG
2 8 2

5] S S 50

® ® ®

5 3 3

s s s

s s >,

S & & o
& Q ‘ty
3 N

Supplementary Figure 2: BG+/-TMZ therapy decreases breast cancer cells viability. Human breast cancer cells MCF7 (A),
ZR-75-1 (B), T-47-D (C), ZR-75-30 (D), HCC-1428 (E) and MDA MB 468 (F) cells were plated overnight and treated with TMZ at low
concentration (64uM) and BG at low concentration (50uM) every other day before harvest at 4 days and ATP assays were performed.
Combination therapy significantly decreased cell viability of all these cells compared to single agents and untreated controls.
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Supplementary Figure 3: Presence of 17-p estradiol (E2) does not alter in vitro BG+/-TMZ inhibitory effect. Human
breast cancer cells MCF7 (A), ZR-75-1 (B), T-47-D (C), ZR-75-30 (D), HCC-1428 (E) and MDA MB 468 (F) cells were plated overnight
and further treated with TMZ (64uM) and BG (50uM) every other day in presence or absence of 173 — estradiol (E2 10nM) before harvest at
4 days and ATP assays were performed. Combination therapy significantly decreased cell viability of all these cells in presence or absence
of E2 compared to single agents and untreated controls. In addition, E2 mediated growth stimulatory effect did not alter/cancel the growth
inhibitory effect of combination therapy.
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Supplementary Figure 4: Presence of 17-p estradiol (E2) does not alter BG+/-TMZ therapeutic effect on MGMT
and ERo downstream targets (Cyclin D1 and ARUKB). Human breast cancer cells plated overnight (MCF-7 and ZR-75-1)
were further treated with single agents (TMZ - 64uM, BG - 50 uM, E2 — 10 nM) or combinations (TMZ+BG, TMZ+E2, BG+E2 and
TMZ+BG+E2) every other day before harvest at 4 days and proteins were isolated and western blot was performed. MGMT, ERa, Cyclin
D1 and Aurora Kinase B expressions were evaluated. BG and TMZ+BG significantly decreased all these protein expressions irrespective
of presence or absence of E2.



