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MPT0GO066, a novel anti-mitotic drug, induces JNK-independent mitotic arrest,
JNK-mediated apoptosis, and potentiates antineoplastic effect of cisplatin in

ovarian cancer
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Supplementary Fig. S1. MPT0G066 inhibits cell viability in human umbilical

vein endothelial cells (HUVECs). HUVEC were treated with various concentrations

of MPT0GO066 (1-30 uM) for 48 h. Cell viability was analyzed by MTT assay.
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Supplementary Fig. S2. MPT0G066 is a microtubule interfering agent and
suppresses tubulin polymerization. (A) Tubulin in reaction buffer was incubated at
37°C with vehicle, the indicated concentrations of MPT0GO066 (0.3, 3 and 10 uM),

paclitaxel (10 uM), vincristine (10 uM) or colchicine (10 uM). Then, microtubule



assembly was measured by spectrophotometry. (B) SKOV3 and (C) A2780 were

incubated with vehicle, the various concentrations of MPT0G066 (0.1-3 uM),

paclitaxel (0.03 pM), vincristine (0.03 pM) or colchicine (1 pM) for 18 h. The cellular

microtubule network was analyzed by confocal microscopy using monoclonal

anti-B-tubulin antibody, FITC-conjugated anti-mouse antibody, and counterstaining

with DAPI. Scale bar, 20 um.



A SKOV3 A2780

- - o+ o+ - - + + siJNK1/2
-+ - 4+ - + - + MPTO0GO66 (1 uM)
3 1l | «t-ONK

B C
SKOV3 A2780 SKOV3 A2780

- - + o+ - + + sSiJNK1/2 - = + + - - + + siJNK1/2

-+ -+ - + - + MPTO0GO066 (1 uM) -+ -+ - + - + MPT0GO066 (1 uM)
[F=-= = I]gvem2 B = | < p-Bcl-2 (ser70)
[= ==][==—==] < cyclinB1 [~ = || ]«tBc2
[ =)= = -]«pcde2myrs [ = == || == e = | € Actin
| . - -||----|< p-Cdc2 (Thr161)

I----"----|< t-Cdc2

I....". Bl -l <« Aurora A

I -— - “ - I <« Aurora B

l" n= ." p s—-| <« P-PLK1 (Thr210)

[~ | - e|<tpPki

[ @ @] = =] <pHssero

|.—-||.--| <« Actin

D E
SKOV3 A2780
150~ . 150~ E& siCTL

_ siCTL B3 siINK1/2

q B3 siJNK1/2 ®

'é'- 1004 E 100-

= S

2 8

3 504 : 50-

© ©

o o

0_ ! " 04 = o
0 003 01 03 1 003 01 03 1
MPT0G066 (uM) MPT0G066 (1 M)

Supplementary Fig. S3. The role of JNK in MPT0G066-regulated mitotic and
apoptotic proteins and MPT0G066-inhibted ovarian cancer cell viability. SKOV3
and A2780 were transiently transfected with JNK1/2 siRNA for 24 h followed by

additional MPT0OGO066 treatment for (A, B and C) 24 h and collected for western blot



analysis, or (D and E) 48 h for cell viability evaluation using MTT assay.



Supplementary Table S1. Combination index (CI) values of MPT0GO066 in

combination with cisplatin in ovarian cancer cells

SKOV3 A2780
MPTO0G066 Cisplatin CI value MPT0GO066 Cisplatin CI value
(uM) (LM) (LM) (LM)
0.01 1.25 0.702 0.01 1.25 0.63
0.01 2.5 0.638 0.01 2.5 0.82
0.01 5.0 0.894 0.01 5.0 1.05
0.01 10.0 0.961 0.01 10.0 0.96
0.01 20.0 1.01 0.01 20.0 1.24
0.03 1.25 0.72 0.03 1.25 0.91
0.03 2.5 0.73 0.03 2.5 0.81
0.03 5.0 0.86 0.03 5.0 0.94
0.03 10.0 0.93 0.03 10.0 1.18
0.03 20.0 1.04 0.03 20.0 1.13
0.3 1.25 0.58
0.3 2.5 0.56
0.3 5.0 0.62
0.3 10.0 0.80
0.3 20.0 0.76






