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(FE] B® #F AL Gl # 4 5 GANT6L sf A § & m i AZ521 4= AGS A=w %A, Hik BAFRRKE,10,20
pmol/L) 85 GANT61 4 22 AZ521 #= AGS %8 it. 24 h )5 , & & % 9% 97 it 3% (Western bloO) ML GANT61 48 A T AZ521 F= AGS 4 it
J& 3t Gli-1,Gli-2 \Bel-2 #= Caspase-3 & & R & % h, RR 90K E 98 = & Bel-2 o Caspase-3 H @t kit , ZER  West-
ern blot 2 £ 2 7 GANTG61 T VA # IR #i b B F F 8 AZ521 #= AGS % 2 Gli-1.Gli-2 #= Bel-2 & & & ik #2 3% Jn Caspase-3 & & &
K, AX AR R 7 10 pmol/L GANT61 48 AZ521,AGS % it /s M = % A (19.3740.81) %A= (16.1+0.26) % . 2 % & T
0 pmol/L GANT61 = % (4. 2340. 35) % A= (6. 00£0. 87) % (P<C0. 05); 10 pmol/L #= 20 pumol/L GANT761 ¢4 AZ521 #m jg ¥
Bel-2 & & & £ K F 2 %) 4 355.33+10.12,312.67+7.37,5 0 umol/L. GANT61 423. 3311, 37 48 3t B ¥ KK (P<<0. 05) ;10
pmol/L F2 20 pmol/L GAN761 #5 AGS @it ¥ Bel-2 & & &k K-F 4 5 306. 67 4. 16.273.334£8.02,%5 0 pmol/L GANT61
388.33+11.06 48k 2 % BAK (P<0.05) ; 10 pmol/L #= 20 pmol/L. GANT61 #) AZ521 @ e, Caspase-3 & & & & K F 5 5 4
305£9.64.360.2448.54,%5 0 pmol/L GANT61 261. 12411. 53 48+ 2 & 3¢ % (P<<0.05) ;10 pmol/L fe 20 pmol/L GANT61 #9
AGS @ fg & Caspase-3 & & & ik K-F 4 %] 4 255.0046.56,310. 67+8.50,%5 0 pmol/L GANT61 198.331+2.50 4k B %3 &
(P<<0.05), Zit GANT61 @it 45 F 44 Gli-1,Gli-2 & & &2 A fmiAF AZ521 F= AGS @ e Bel-2 #o Caspase-3 & & & &
KF . FEF@A T,
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[Abstract] Objective
AZ521, AGS. Methods After adding different concentrations (0,10,20 pmol/L)of GANT61 for 24 h,the protein expression of Gli-
1,Gli-2,Bcl-2 and Caspase-3 were detected by Western blot in AZ521 and AGS cell lines. Cell apoptosis, Bel-2 and Caspase-3 ex-

To research the apoptosis-inducing function of Gli inhibitor on the human gastric carcinoma cells

pression level of AZ521 and AGS after the different concentrations treatment of GANT61 were detected by flow cytometry.
Results
expression by dose-dependent manner. Cell apoptosis rate of AZ521 and AGS cells were (19. 3740. 81) % ,(16. 1+0. 26) % , which
were significantly higher than those of 0 pmol/L GANT61(4, 2340. 35) % and (6. 00£0. 87) % (P<C0.05). The Bel-2 protein ex-
pression level of 10 pmol/L and 20 pmol/L. GANT61 groups in AZ521 cells were 355.33+£10.12,312. 67£7. 37, which were sig-
nificantly lower than 0 pmol/L GANT61 423. 33+ 11. 37(P<C0. 05). The Bcl-2 protein expression level of 10 pmol/L and 20 pmol/
L GANT61 groups in AGS cell were 306. 67 £ 4. 16, 273. 33 = 8. 02, which were significantly lower than 0 pmol/L. GANT61
(388.33=%11.06) (P<C0.05). The Caspase-3 protein expression level of 10 pmol/L and 20 pmol/L GANT61 groups in AZ521 cells
were 305.00£9. 64,360. 24 8. 54, which were significantly higher than that 0 pmol/L GANT61 261. 124-11. 53(P<C0. 05). The
caspase-3 protein expression level of 10 pmol/L and 20 pmol/L GANT61 groups in AGS cell were 255. 00%6. 56,310. 67 £8. 50,
which were significantly higher than 0 pmol/L GANT61 198. 33=£2. 50(P<C0. 05). Conclusion GANT61 can effectively induce cell
apoptosis of AZ521 and AGS cells by decreasing Gli-1,Gli-2 to regulate Bcl-2 and Caspase-3 protein expression level in gastric cancer.

Western blot assay showed that GANT61 decreased Gli-1,Gli-2,Bcl-2 protein expression and increased Caspase-3 protein

[Key words| gastric neoplasms;apoptosis; GANT61 ; Gli-1;Gli-2
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L1 Mk NEIREAM R AZ521 Fi AGS I B 3 [E Sigma-
Aldrich 4 7], EMEM ¥ # i (£ E Gibco 28 ) » Ham £ 3% )
(FEE Gibeo AT JiE 4 1ML 7 (95 Gemini 28 7)), DMSO (3%
MPBIO 73 &), GANT61 (3£ [H Selleckchem 73 &) ) » M-PER
el i 2 8 H 42 B0k 7)) (22 B Thermo Scientific 2% #] ),
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Pierce-BCA & 1 % #rik 7] & (3£ [E Thermo Scientific 2Y #))
Glir-1 3t A £ sk difh (ab19314. 26 [ Abcam 2 7)) . Gli-2
PN TLBEPUAR (sc-271786, 22 [H Santa Cruze 24 F]) , Bel-2
P B TE B K (se-7480, 5 [ Santa Cruze 2 #)), cleaved
Caspase-3 3t N4 T8 BE TR (£ 9664S, 25 [H cell signaling 23
7)), GAPDH Ryt A B 7 BEHiiA (£ Santa Cruz A &), #H
ECL k2 % 6157 & (36 [ Thermo Scientific 23 #]) » Epics-XL
R A gAY (3£ E Beckman Coulter A 6] .

1.2 Jiik
L2.1 #Aifsssc  WRAER AZS21 T & 10% R 4 1003 Al

i8S £ 45 100 mg/mL ) EMEM 8 57 5 55 5% 5 AGS 41l F
B 10 %6 KA AR I35 A -5 B 45 100 mg/mL (1 Ham $5 37 355
o BB A K I AZ521 F1 AGS 4B R & 6 LAk
SR R [ 59 Bl i (Western blot) B i), 2 56 & 25 em” K555
P e =N M R SE 5

1.2.2 Western blot il 8 [ %3k MM F 6 LAk P9 REA:
KR PG TR & 226 R4 0T B9 35 3R 55 4 B A Zevk B
10,20 pmol/L () GANT61 4b ¥l AZ521 AGS 4 j§ 24 h, %
B DMSO %} B (0 pmol/L GANT61) ., % I B i 5 22 b Wi
(PBS) ¥k ¥ 41 w5 In 2 78 25 = g 300 570 09 M-PER 40 il &8 8 3
FRBOAA . BCA 00 8 5 4140 M B 8 Wk . % M Western
blot &I Gli-1.Gli-2,Bcl-2 F1 Caspase-3 K [ £ ik, — P
Glirl (I TAEMRE 1 :1000; —H Gli-2 i TAEWRE N 1 ¢
2503 —3i Bel-2 B TAEMBE N 1 ¢ 2505 —31 Caspase-3 ) T4E
W 1:1000;—H7 GAPDH (g TAEHkE K 1: 10000,
Pir TAEW B R 12 20 000, ECL ¥ &, W= 8%, &
HLWEEI K.

1.2.3 waCAR R A0 yE T AT 25 om® BRI
T BE A= K BT JE TR 4 B 2 V0 A 2R I 9 B 3R 3 I A &Mk
10 pmol/L ) GANT61 YE Fl AZ521. AGS 40 it 24 h, ik
DMSO Xf I8 (0 pmol/L. GANT61), PBS ¥k % . B 1k . 53 .0
WA A1 AL, 70 Yo 2 T T S 200 6L ) 45 i R 400 280 AL 50 g/
mL PT YLy 4 C Yo, 3 =X 40 {0k I 2€ 5t 5 3 R b B Ex-
po32ADC AT G i 5 G EE 43 Bt o LA A% 1A e 4R, 2% 48 it A
TSR AL TR

L.2.4 P AR K ko 40 ) Bel-2 Al Caspase-3 & H
FIBEE MMT 25 em® BRI N G RE AR R A S 4R O

2 %6 Jifi £F ML A 85 5% 2L 4 S A M Sl 10,20 pmol/L Y
GANTS61 F i AZ521, AGS 40 it 24 h. & DMSO X} I (0
pmol/L GANT61) , PBS %%, BeEGEIH AL . 5.0 W 5L 40 i, 70 0%
T 0 MM P 0 = A A AR AT . R 0 A T A0 A
A 1X10°/0. 1 mL. 403 A Pt A Bel-2 K& Pi A Caspase-3
ik, R E 30 min 51 PBS Y% 2 R FE4 A 1+ 50
i B SE 0/ A SR 40 FITC FRic i 1gG 90, % IR A 30
min J5 fl PBS ¥kU% 2 W AU E A S . B AR L
TGO E RN ALK ERE 3 K.

1.3 Sl 4b# SRA SPSS17.0 Sl ki b3, 115
PR T s TR S AREARB B ECR A o a0, Hb L B
L5 SR T LSD 5 50 AL FE AR BB LR ¢ K 35, LL P<
0.05 W EZERAHFZI¥E L.
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2.1 Western blot il FEH A 5 0 pmol/L GANT61
B ,GANT61 T LT AZ521 #1 AGS 41 Gli-1.Gli-2 1 Bel-
2 E RIK W Caspase-3 1 K3k, H B A A8 I
K 1.2,
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1 2 3
1:0 pmol/LL GANT61; 2: 10 pmol/L GANT61; 3: 20 pmol/L
GANTG61,
2 Western blot Fi&# M AGS 4ka b Gli-1,Gli-2 ,Bel-2
K Caspase-3 EHRIAKE

Fx1 RIAARREUARERE GANT6L /ER AZ521 H AR
24 h 48 & Bel-2 1 Caspase-3 A RIEK T (xEs)

GANT61(pmol/L) Bel-2 Caspase-3

0 423.33+11.37 261.12411.53

10 355.33+10.12* 305. 0049, 64

20 312.67+7.37" 360.2448.54*
98.033 74.057

P <0. 05 <0. 05

“P<C0.01,%5 0 ymol/L GANT61 4%,

*x2 FRRAAEAKNARERE GANT61 /ER AGS AR
24 h #AAE & Bel-2 #1 Caspase-3 EAFRIEKFE (z+5)

GANTG61(pmol/L) Bel-2 Caspase-3

0 388.33+11.06 198.3342.50

10 306.67+4.16" 255.00+6. 56"

20 273.33+8.02* 310.67+8.50"

F 154.453 104.514
<20. 05 <20. 05

*:P<C0.05, 5 0 pmol/L GANT61 t45 .

2.2 WAABEARRWAREIHTFE 10 pmol/L GANT61 fEH
AZ521 4 HE 24 h JE 4N =% K (19.37£0.81) %, 5 0
pmol/L GANT61 7= (4. 234+0. 35) Y% M b B 3 1 &5 (P<<
0.05)310 pmol/L GANT61 1 I AGS 240 24 h J5 240 Jfa 4 1=
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FH(16.1+0.26)%, 5 0 pmol/L. GANT61 # -2 (6. 00+
0. 87) YoM Lt i 2 8 &5 (P<<0. 05),
2.3 WAAEARKMA AT 4R 5 0 pmol/L GANT61
Ho#e, GANT61 4bF AZ521 400 24 h J5 4l Bel-2 B %
K REAR » LB R R M (P<C0. 05) ; Caspase-3 & [4 F ik FF
W E EA ) B M (P<<0.05), L& 1; 5 0 pmol/L
GANT61 ALk, GANT61 &3 AGS 40l 24 h J5 28 ifg v Bel-2
B R IBREAG, HBAT 7 AR % (P<0. 05) ; Caspase-3 &
Fak TR BB A K (P<<0. 05) , L3 2,
3 i e

— U [ 5 T Y S BT AE IR Y e L T
BREM . BET, &8 Hh {75515 58 85 A 284 Kk 2 50
W& A RSB VIM G, &80 Hh i &% 1Lk % i Hh-
Ptch-SMO-Gli 4 i, X433 3235 1) Hh 5 32 {& Ptch #1454 i
Al LA B Prch Xt SMO B3P il 4E F . 5 80 SMO 3805 #2 5% 5 A
F Gl PN ] 5 5 i #0 E IR  A st. Gli-l R GL-2 1R D il
B B A O B K A G I VR Y AR AR AR A e ) B R R
A A AT R E EEAE A RN B R B Gl
AL T Rk BRSO A L AR B 5 AT X GLFE A
AT HUMRFIE . GANTG61 & 35 47 5K BF % 19 1% Gli 38 5 1Y
SR ) 2 — o L R A R 2 B A R
210 T AR, FE B A B R T L A S R T
PRFE GANTO1 X B ¥ 40 M 0% T 1% 5% i B L 0T i %) A0 Se ML
Sl IR RS GANTG6L 4 15 Ji AL ] 4 1L 5 g6 i

IF5 2% BH i Js 40 M 1 08 T oh 22 6 DRDRG B o 4 1 o A L O
TR ZAEL AT LS SO 9 & AR TR UL R S5 S i A i oA
TS B9 25 WA Bt I s WF 9% T RE T BTk £2 . Srivastava ZHY B
FEE B GANTG6L m] LT J8 85 SO R 40 i ) Gli-1 F Gli-2 K
H 3Rk, B Caspase-3 Fik PN i B 40 i 57 20 B 35 58 e ik
FTMRCR . AU E /R, W H GANT61 402 & F 40 il 24 h
JE AT 38 DMSO 4 g & 3 w5 #2787 GANTG61 o] DL i % %
NS IH TS B MR AE . B g A T B 3k B Bel-2 5 A2k
iR ) 2 2B B U AH 56 L B AT LA A 1) 22 2% 0 T AR S 1T R
YR PR T I oA BFSE R W Bel-2 AT REAE Gli-1 F Gli-2 H4E R
e SRR N ) i Caspase-3 1 O fie HAR R 1 #0061 AT N
o AT LAAE FH T 45 e PV 0 DA T 8 400 i A — R A AL ROB S
O RSB T R AR B L BB T Ok i R B
e i gn AR 45 vk M AL T GANTG61 X & 9 40 e Gli, Bel-2
Fil Caspase-3 5585 H B2, W16 BR T GANTOL 75 3 1 9 40 i
FHTRIHL R, 45 3 & B GANTG1 1] 5 50 & 4R i v W 35 3 1
AZ521 1 AGS # i iy Gli-1, Gli-2 F1 Bel-2 | 1 £ ik, 1
Caspase-3 T [ FRE . 4 HJEF Al fE & Hh 558 % Gli 78
B AT IEACRE IS S T A 8 T 2 L GANT61
AL S S A ] Gl SR 5 08 T A G B 1 Bel-2 Bl Caspase-
3 Ik LB AZ521 F AGS 40 5 A K A 1R A .

25 ik , GANTG61 nf LU 75 5 AZ521 #1 AGS 2 Jifd 95
TN IK B B B R B4R X Gl B9 $E 3G y7 BAA )12 L
FHHT 5 AW N 8 98 0 I R IG I7 I RE T — Bk fe .
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