Figure S1. Ricolinostat enhancesadavosertib-induced cytotoxicity in OSC-19 but not or very weakly in Detroit562 and MCF7
cells. OSC-19, Detroit562, and MCF7 cells were treated with Adv in combination with RCS for up to 48 h. Cells were monitored
using IncuCyte live cell imaging system and dead cell number was assessed using PI staining. The synergistic effect on cell
death in the combination treatment was assessed and is summarized in the right panels. Representative data of three independent
experiments are shown. n=3; bar, mean + SD. Adv, adavosertib; RCS, ricolinostat.

; 08C-19
g T m g 40
£ 0 E 3001 CJRCS O UM
= ® RCS 10 uM = m] u e
oz 01 o ATAACE = RCS 5 uM 0.1 el
63 3 2001 RCS 10 uM
g 200 o M RCS 25 uM 0.5 ey 01 0.022
= £ 1001
°% 100 3 3
= = 04 0.038
T T 3 0 01 05 1 25
0 4 8 12162024 2832364044 48(h) Adv (uM) 25| 0.259 <0.001

6001 Detroit 562

5004 36 h
4001 CJRCS Oum
3001 RCS25uM
RCS 5uM
] HRCS 10 uM
1001
0-
0

0.1 0.25 0.5 1

Detroit562
Cell death count/image
Cell death count/image
[+
3

0 +—r—r—r————r—r———r—
0 4 8 12162024283236404448(h) Adv (M)
% 10007 rg Control % 1g£ ] ':"'45‘:’: 7 25
':E 800 E 'RCS 0 uM 0.719
L’Cg 600 g 600 RCS 5 uM
o RCS 10 uM
EE 400 E 400 BRCS 25 uM 0.799
b= ‘T 2001
8 200 S ol 0.95
T @ 0 0.1 0.5 1 2.5
(&) 0 [&] 0.905
0 4 8 12162024 283236404448 (h) Adv (UM)




Figure S2. TP53-KO in MCF7 cells enhances synergistic cell death by combined treatment of adavosertib andricolinostat.
(A) TP53-KO in MCF7 cells was confirmed by western blotting. Wild-type and TP53-KO MCF7 cells were treated with 1 uM
DOX for 24 h. (B) TP53-WT and TP53-KO MCF7 cells were treated with Adv in combination with RCS for up to 48 h. Cells
were monitored using IncuCyte live cell imaging system, and dead cell number was assessed by PI staining. Dose-dependent and
time-dependent cell death numbers are shown. The synergistic effect on cell death in combination treatment was assessed and
is summarized in the right panel. Representative data of three independent experiments are shown. n=4; bar, mean = SD. KO,
knockdown; Adv, adavosertib; RCS, ricolinostat.

A MCF7
TP53KO
- 4+ - + DOX
(kDa)
50— — p53
25
21— - p21
gg: - e | f-actin
B
© 400 @ 400 MCF7
@ ® Control 2 48 h
E a0pl| ®AdvO.1uM E 3001 LIRCS 0 uM
= ® RCS 5 UM = RCS 2.5 uM
k2, # Adv+RCS 3 2001 RCS 5 uM
26 200 8 B RCS 10 uM
< < 100
g 100 i
= 2 07
g g 0 0.05 0.1 0.5 1
0 4 8 12162024283236404448(h) Adv (uM)
o 400 » 400 MCF7 sgTP53#12
w3 ® Control = 48 h
®E 4+ Adv 0.1 uM £ 3001 LIRCS 0 uM ) -
BE 300 ®RCS 5 UM 2 BCS 2% M 0.038 0.007
E3 ooll ®AdviRCS S 2001 RGS 5 M
FS 3 100 M RCS 10 uM RNOREL <0 001 <0.001
- £ 1
L8 100 3
0o =l
%3 o 5 0o 005 01 05 1
0 4 812162024283236404448(h)  © Adv (uM) ERAAN 0001




Figure S3. Combined treatment of adavosertiband ricolinostatdoes not increase DNA damage in Detroit562 cells.
(A) Non-functional p53 in Detroit562 was confirmed by western blotting. A549 cells and Detroit562 cells were treated with 1 yM
DOX for 24 h. Induction of p21 and MDM2 was confirmed. $-actin was loaded as control. (B) DDR-related protein expression
in Detroit562 cells was confirmed via western blotting. Cells were treated with Adv (0.1 xM), RCS (10 M), and Adv + RCS
for 24 h. Adv, adavosertib; RCS, ricolinostat; DDR, DNA damage response; MDM2, murine double minute 2; Chk, checkpoint
kinase; CDK1, cyclin-dependent kinase 1.
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