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IS T St 451 AR A R A NCT-HT20. SW900 [ H Ak 1
NCI-H720 ATCC CRL-5838
SW900 ATCC HTB-59
10 T T SE A TP A AR RS
DMSO (from Sigma, Cat. No. D4540)
96-well HEEMN B F#K (from Corning, Cat. No. 3610)
CellTiter Glo A& (from Promega, Cat. No.G7573)
Doxorubicin fHPEZ4 (from MCE, Cat. No. HY-15142)
15 Fetal Bovine Serum (from Gibco, Cat# 10099141)
100 mm £ZFRI (from Corning, Cat# 430167)
RPMI-1640 medium (from Gibco, Cat# A1049101)
DMEM medium (from Gibco, Cat# 11995081)
DMEM/F12 medium (from Gibco, Cat# 11330057)
20 EMEM medium (from Gibco, Cat# 10370021)
Mutidrop 384 44y #i#s (Thermo, Cat# 5840150)
EnSpire ZIEEiER Ml (Perkin Elmer, Cat#t 2300-001M)
S 1. CELLTITER-GLO K3l Sunlidac fifiife



10

15

20

25

WO 2017/000085 PCT/CN2015/000480

— o FREINFLAR I A

1. 4t

a) FC 25 > 40 I P 75 8 A R R A

b) S TFUATRT, HIAARICAE 100 mm BEFR ML _E 25004 o 4a 7, kg%
BEUL K ARACIS TR, ACIREE S B, TR SR iR -

o) WiBEA I {E 2% 0] &) F) 1), RIFMABREBIESELE §) 3
Do

d) TG B 4 A B R P 2 2 I A PR R R 2L

e) i 2 ml (TG PBS SEVE 4 RR ), T IL S EZ IR PBS L

£) [ FR MM 1 ml 0.25% (w/v) Trypsin—0.038% (w/v) EDTA
WORHAL I, BEREAJLT, WIRE RS, AR B N
SEAN T AN DL, 1 20 MK S 0V I 2% o JR g T A AR

g) MEFFRILF I 5 ml 37° C TGP e R, MBS RE
WRFT A0 M, A e DA% 5 IILJEC 8 il 7 1 K

h) 4 UL 40 M AR 3 15 ml 2K 50 ml LR B, 1000 rpm 2
L>5 min,

1) FHE A E TR R A B3GR A . I Bml 37° C TG (1) 58
TR R A T, BREWETIRA .

J) IR WUE e I F T A i, A58 RS 57 L 3 52 42 il 7 1 2K

k) 4 UL 40 i AR 3 15 ml 2R 50 ml LR B, 1000 rpm 2
L>5 min,

DA HESE L RRAER BG4 I 5ml 37° C TlFALF 158
TR R A T, BREWETIRA .

m) FH 40 v SO 40 B v B AT T, T A A0 MR 3 A I8 R AR
TEAT 40 Bl AR S

n) 4 NCI-H720 41l L F1 SWO00 4il i d b bk Jrkibar, 7o 48 21
NCI-H720 96 FL4H i 1% =M SW90096 L 41 iy 1% FE 4 .

NCI-H720 411, 524k:7K 4 HITES (DMEM:F12 Medium), 4 1ife j=
i, 11330057, EMREFE (cells/well) 2y 16000,
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SWI00 41l i, 5545557 He A Leibovitz’ s L-15, 4 life ;= §h, 11415064,
et B (cells/well) 2y 12000,

2. FFZ5%) Sunlidac FCHIAIINZS (200 X 29Kk FE) -

1) £l 254 Sunlidac BE4R S

a) H DMSO #4451 254 Sunlidac #ike £ 20 mM £5 H .

b) Bl a) DERAECELH 20 mM FFIZ5Y) 79 w L IIARRECE 475
—fLH, BEJEIIA 54 w L [ DMSO # IR AT LR B I, MW —
FLAPHL 25 L v 21050 AL, WA e N AL 26 u L i 21050 =1L,
WIRBHERFE AL, IRUEZYIE IRHEAT 3. 16 545 LUBh BEARE

2) BHPEZS Doxorubicin (MCE, Cat. No. HY-15142) REHR AC

a) F DMSO 4 FH 4245 Doxorubicin B2 6 mM 154 .

b) B 6 mM PHEZ Doxorubicin W IN AR 1, DMSO %9 1:3. 16 %
5 LU R A B A I 2590

3. W ARSI ST 2

a) FrZy K2 AE Rt an I 1 B, Hofr, S1208: FHPEZ
Doxorubicin, DMSO: PHMERTIESL, Cpd 1, 2, 3: FAFMZGHy, DMSO LiKkEE
0.5% (DMSO FAME) .

b) W TAESCF AN 95 » 1 gk E 58 2R TR AL, PR 9 A4
fL, HZEHAE A5 BH 25 doxorubicin BER P43 MK X% 5 v 1
— 25 (9N R IAI (10 X ZIREE) , B RIS H A FKEZY)
IE ok,

c) MIEFEAHTPHCH AR 1 54 NCT-H720 96 FLAH R 3EF= A SW90096 fL
MMusrTEtie, 12 1 iR AR (& 1D 200 NCI-H720 96 fL4H
BEFEMUCAT SW90096 FLANHES TR AN 10 1 Fid b) Hl4H&E Ak E
AR FREE (10X 29K, TS| CO. K5 FRM 37° C 557 72h, 133
NCI-H720 [¥] 96 FLZ4 Fii A F1 SWO00 (1] 96 FL 24 Fi bR

CAAN AT 254 i 4 g o) FELAL

IR 2 FHPEZS Doxorubicin A% FASFLAE 96 FLAR - I 23R I A
I HLUTR

FrZ5PAEE 11 2-10 LA 2R IS (n M) MK+ 100, 31. 64557,
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10. 01442, 3.16912, 1.002886. 0. 317369, 0. 100433 0. 031783 0. 010058;

FHPEZY Doxorubicin £EE 1 1) 2-10 LA ZREE (n M AKX A 30,
9. 493671, 3.004326. 0.950736. 0. 300866, 0. 095211, 0. 03013, 0. 009535
0. 003017

BAh, 96 FLBH S1208 L (E1-H1 AT A12-D12): 10 p 1 £IKEE 100
1 MDoxorubicin ¥R G ES 0. 5% DMSO 52 4 B4 7 3L W) , DMSO
fL(A1-D1, E12-H12 A1 A11-HI1): 10 w1 f55 0.5% DMSO (5244 5 4t
W o

— . CELLTITER-GLO %% 41 Ju % P14 Acx I 28 e A il

1. CellTiter—Glo i 7 Hl

a) AR, # CellTiter—Glo B Buffer ffh, ~PH72]=EAEH

DY MEAHES, % CellTiter—Glo XM EYIRlAL, 11 3 = WA H .

Bl 100 ml “F %5 4 ) CellTiter-Glo Buffer Jfj A % i 3%
CellTiter—Glo WHIGM YT, HHR I ELIBLEE/KYRSY, W
SAE TS CellTiter—Glo K MR,

d) BARRA E, R EEE RPN, — ekt 1 a8
CellTiter-Glo A< R AWEM, /03¢, BOUIRAFAAE-20° C &,
E A S5 2 R

2+ ol

a) Kl ar, Bk 3 75 3 #) NCT-H720 ff) 96 FLZ5 FH AR A SW900 1)
96 L 24 I A AE 2 P 20-30 23

b) {31 B {2 P B U G R H R IR AR B 40 T A S T S L, Bl H S
B W — K

o) MFTA LA 100 vl B 141 CellTiter—Glo R,
B

d) 78 96 FLIRALIR I ds B s i ™) 2 o0 %, A4l e 4 220 .

e) WL EMLHCE 16 43 Bl S HEAT A GE SR, fRUER 5 A e P .

£) it H EnSpire Z DAL 570 nm BB G5 5.

g) o BT b R H 4

NCI-H720 1] 96 L 24 Tt 25 S W] 2 fros o
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SWI00 1] 96 FL 24 it 45 ] 3 oo
THE IC50 fH, g5 wE 1 i,
K H [FIFE I 7 Al Sunlidac 4 H LOVO (ATCC CCL-229 ) 41 J (¥
ICH0{H, #iRnzk 1.
5 A LLE Y, Sunlidac il 40 Mo 84 58 BAA R e fE A, ar DU kAR
yIREERGI RN EE /R
F 1 AAFEA AR Sunlidac Z59)7EH NI 1C50 {8

A 1C50 i

SW900 50. 3322
NCI-H720 42. 7074

LOVO 100

Tk A
AR SEMAE ], AR BISS FDA, CFDA T 3KHEHENIZ54) Sunlidac 3
10 AFRRIZTE G, KRR A G B (LAY LR S f Ak
S R AN 2 GUTRT (0 200647 S5, R B Sunlidac HUMRE R 87 %
LI 24357
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1. Sunlidac 7 26 Va9 Ml = i b i R

B¢ Sunlidac 7 il #-f0 i Jls 725 40 1L A0 / 25 i g 4 0 16 7 it o R N H

2 MRHE DR L SR 1 B i (1 N FLARFAEAE -« P it I 82 40 i 4y NCT-H720
B SW900;  JIT ik 7= i A 25 W) el ik 7m) 5

3. Sunlidac £ 767 e = BN H s

5 Sunlidac 7540 e 20 0 R0 / sl A7 40 1 14 5 b ik S H

A RRAEBOR LK 3 Pradk (g W A LA HEAE T« Bl adt il 72 40 i 2 NCT-H720
gl SW900.

5. Sunlidac £ FF k367 WEREZ6 ) 0 A

8¢ Sunlidac 75 A A A0 i Jis 725 40 1L A0 / 25 i e 4 0 165 5 24500 o R N H

6 MR HE DR L K 5 P i (9 N FLARFALAE -« P it I 8 40 i 4y NCI-H720
gl SW900.

T — A, HGEPERSY  Sunlidacs Brak @ BA W 1) A/E
2) Lige

1) JBI7 g

20 JY 1 il e 4 o 4 B

8 MR HEAUAN ZE 5K T i 3 (17 iy, FAFALAE - P 3 fii 782 40 /i 2y NCT-H720
gl SW900.
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