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Ji i NS5 EmE4ni WiDr AL A48 H1299 Il gemcitabine (0-100 nM) 4b#E 24 h, [iij5 i Adavosertib (30-300 nM) 4b2
24h, A WST-8 assay frillZiffs /7. 458 75 WiDr Zifiirf, ot gemcitabine 7E40 S 775 4111 1C50 {5 KT 100.0
nmol/L. Adavosertib #7697 #1455 T gemcitabine fIHE K/EH] . 5 30 Al 100 nmol/L i¥) Adavosertib 3t A 4224 1C50
S BIFEACE] 21.5 1 7.1 nmol/L. /£ 55— p53 = w4l 2 H1299 W52 5 gemcitabine (I3 . [1] 7 ik: Al
J 4 H1299 #1 A549 H Adavosertib (200 nmol/L) 43 1 h, Bi)5 )5 7.5 Gy B4t 4-24h, {3 flow cytometry £ ilI4H i & 1 .
4. 1£f Adavosertib + fE4HAbFE(Y) H1299 4ifiu T, dIABZkSEAT G2/M, B SRR R, SHMEHHELL, Adavosertib
B VA SR BRI 1 AS49 AHAAE G2/M i fAR B . [2]

Jrd: AR BUR R E, AT Adavosertib (60 mg/kg, i B 4524) Al 1 Gy 4 AL HE 5 Ay AW 8 Calu-6 1) Ner Nu/Nu /)
B, BRFR, FEAR. &R GWARRASEERR T IR AKER. MRERM KL 1Gy I 5K, I HAERK1E
-RAFRPIRE T 60mg/kg Adavosertib i, W% H i KRB . [2]

Subcutaneous xenograft tumors were formed by injection of the human cancer cell lines in the hind flank of
immunodeficient nude rats (F344/NJcl-rnu). To facilitate tumor formation, cells were injected in medium
containing Matrigel, a solubilized basement membrane preparation extracted from the Engelbreth-Holm-
Swarm mouse sarcoma. Gemcitabine, carboplatin, and cisplatin were dissolved or diluted in saline and were
dosed i.v. MK-1775 was prepared in a vehicle of 0.5% methylcellulose solution and was dosed p.o. 24 h after
dosing DNA-damaging agents. For efficacy studies, tumor volumes were measured with a caliper every 3 d
and body weights were determined each weekday. Statistical analysis was done using repeated-measure
ANOVA T){)llowed by Dunnett's test for relative tumor volume. T/C (%) was calculated as (A T/A C) x 100if AT>
Oor (AT/Tl)x 100if AT<0. ATwas the change in mean tumor volume to the initial tumor volume for the
treatment group, and A Cwas the change in mean tumor volume to the initial tumor volume for the vehicle
control group. Ti was the initial tumor volume of the treatment group [1].

Tumor cells were cultured in 96-well ;r::lates and incubated with DNA-damaging agents for 24 h, then with MK-
1775 and nocodazole for additional 8 h. For p-CDC2Y15 assay, cells were lysed and subjected in a colorimetric
ELISA to determine the amounts of p-CDC2Y15 (1:100) and total CDC2 (1:200). For phospho-histone H3 (pHH3),
cells were fixed with methanol, stained with anti-pHH3 specific antibody and bound antibody was stained
with Alexa Fluor 488 goat anti-rabbit antibody. Images were acquired with an INCell Analyzer 1000 [1].

Powder:-20°Cfor 3 years | In solvent:-80°C for 1 year | Shipping with blue ice.
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