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Supplemental Figure 1. Kaplan-Meier survival curves of glioma patients with positive or

negative MCL1 expression (P value by log-rank test).
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Supplemental Figure 2. Layout of apoptotic antibody array and results analysis. (A) The layout of 37 apoptosis associated
antibodies in the apoptotic array. (B) Experimental results of immunoblots across four samples from PTEN WT+UMI-77 and
PTEN KO+UMI-77 LN18 cells. Downward arrows and upward arrows indicated the positions of antibodies of cleaved caspase-3
and survivin (in duplicate), respectively. (C) Quantification of the expression levels of six apoptotic proteins that were
significantly altered across four samples.
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Supplemental Figure 3. Evaluation of the anti-GBM effect of the combined treatment of UMI-77 and temozolomide (U+T). (A)
Inhibition of the proliferation of PTEN KO LN18 cells by UMI-77, temozolomide and U+T. (B) Comparison of the
antiproliferation-proliferation fitting curves of U+T between PTEN WT and KO cells. (C) Isobologram and combination index
analysis of the proliferation inhibition in PTEN WT/KO LN18 and LN229 cells treated with the U+T. CI<1 indicates a synergistic
effect. (D-E) Growth Inhibitioninhibition values (left matrix), and Loewe eExcess values (right matrix) of PTEN WT/KO LN18 and
LN229 cells that received U+T at different concentrations. Synergy score (top)>0 indicates a synergistic effect. (F-G) Flow
cytometry analysis of apoptotic cells of PTEN WT/KO LN18 and LN229 cells that received no treatment, temozolomide, UMI-77,
and U+T. (H) Quantification of the apoptotic faction of cells in each sample.



LN18 PTEN KO

LN229 PTEN KO

A
TMZ(uM) L TMZ(uM)
= =0 =0
| =100 08 1 =100
08 - =300 06 =300
Rl
0.4 0 1000 5
0.2 . ~ 300 0.2 1
0+ -‘ -‘ - "‘1000 0 T T T -
0 2 6 10 15 20
’ ’ AZDS%Ql(uM}O ® AZD5991(uM)
LN18 PTEN KO LN229 PTEN KO
B 2 2
a ® o a
@ INCRE] o o, OO
0] o o] o
(o)
0 1] %%OOOHO&)
0 0.5 1 o 0.5 1
Fa Fa
LN229 PTEN KO
C LN18 PTEN KO __ AZDS5001
1.5
© 2
© g — AZD5991 + TMZ
.E £ 1.0
3 5
5 2 05+
= ]
8 18)
-0.5 T T T T T 0.0 || 1 1 I 1
AZD5991(uM):0 2 6 10 15 AZD3991(pM):0 2 6 10 15
TMZ(uM): 0 100 300 500 1000 TMZ(uM): 0 100 300 500 1000

Supplemental Figure 4. Combination treatment of temozolomide (TMZ) and a second generation MCL1 selective
inhibitor AZD5991 in PTEN KO GBM cell lines. (A) Evaluation of the anti-proliferation effects of combination of
temozolomide and AZD5991 in LN18 and LN229 cell lines. (B) Isobologram and combination index analysis of the
proliferation inhibition in PTEN KO LN18 and LN229 cells treated with the TMZ and AZD5991. CI<1 indicates a
synergistic effect. (C) Growth inhibition curves of PTEN KO LN18 and LN229 cells received TMZ and AZD5991

combination treatment.



Cell Proliferation rate
o o o o B
N R m @ - e B

o

ell Proliferation rate

C
o
o

-
=}
1

cell grow rate
o
wm

LN18

2uM 4uM 10uM

UMI-77

8uM

= 1000uM

Al72

2uM 4uM

UMI-T7

8uM

10uM

=1000uM =500uM =300uM =100uM

3001
500uM
1000uM

=500uM =300uM =100uM =0

0

300uM
500uM

1000uM

u0

0.0 T
T™Z 0
umi-77 0

T T T
100 300 500
2 4 8

concentration/uM

T
1000
10

0
100uMm
uM

100uMm

tEt i om

Temozolomide

Temozolomide

LN 229
LN18
U251
A172
usg7
T98G
SNB19

e
<4
o

ell Proliferation rat
o
n

C
o
]

C

Synery Score

0.6

o
IS

o
N}

0.0+

LN229

500uM
1000uM

2uM 4um 8uM 10um

UMI-77

=1000uM w500uM ®300uM =100uM =0

us87

0
100uM

300uM

500uM

1000uM

0 2uM 4uM 8uM 10uM
UMI-77
=1000uM =500uM ®=m300uM =100uM =m0

Synergy score summary

0
100uM

300um

Temozolomide

Temozolomide
o
N

D

U251

@
e}
0 c
100uM 2
300uM 5
500uM £
1000uM 2
0 2uM 4uM 8uM 10uM
UMI-77
®=1000uM m500uM m=300uM m=100uM mO
1
08
08
07
06
05
04
. 8
03 o g
02 100uM _g
300uM 5
01 500uM e
1000uM 2

0 2um

4uM
UMI-77

8um

=1000uM

LN18 PTEN KO

ctrl U10 T300 U+T

®500uM ®300uM = 100uM

10uMm

u0

LN229 PTEN KO

ctrl U10 T300 U+T

p-AKT “.| | — — — — | 60kDa

Ml PTENWT

Mcl-1 | o p—

[0 PTEN Mutation  p-GSK3B |”- -l | —_— —

| 46kDa

| 40kDa

Bak |--..-HW| 25kDa

Suvivin

Cleaved Caspase3

W[ L= — | [ ————

e [ | |
-

——

16kDa

=

- . W v/sko

36kDa

Supplemental Figure 4. Combination treatment of temozolomide and UMI-77 in established GBM cell
lines. (A) Evaluation of the anti-proliferation effects of combination of temozolomide and UMI-77 in all
GBM cell lines. (B) Growth inhibition curves of GBM cell lines received TMZ and UMI-77 combination
treatment. (C) Mean of the synergy scores calculated by Horizon’s proprietary Chalice™ software
between PTEN WT and PTEN mutated GBM cell lines. (D) Immunoblots of PI3K pathway and apoptosis
associated proteins in PTEN KO LN18 and LN229 cells that received no treatment,
temozolomide (300 uM) or a combination of both.
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