ISSN 1009-3079 CN 14-1260/R

HFRE B ZYE 20050-9328H 25138 518HM 2263

« B ST PRAR .

sp600125 Xt Z B R8I K B AT E Rl A 1= & Caspase-3 & H

eSeiEA

J& X, B, BANE

BX, HRE =N\R, FZE£ERFRABRERAFRE RHER EERH
WA v RAR T 610083

AEFREHTAMHEALRA, No. 01MB037

HHAER : B0, 610083, MU)I[ AWML EXBERTEILAR.
jiangmd88@yahoo.com.cn

E315: 028-86570346 {EH: 028-86570346

INFEEEHA: 2005-07-19 #2HHA. 2005-08-05

Effects of sp600125 on
acetaldehyde-induced apoptosis of
hepatic stellate cells and expression
of Caspase-3 protein in rats

Wen Tang, Ming-De Jiang, Xiao-An Li

Wen Tang, Ming-De Jiang, Xiao-An Li, Department of Gastro-
enterology, General Hospital of Chengdu Military Command, Chengdu
610083, Sichuan Province, China

Supported by the Military Medicine Scientific Research Foundation
during 10th Five-Year Plan Period, No. 01MB037

Correspondence to: Dr. Ming-De Jiang, Department of Gastroenterology,
General Hospital of Chengdu Military Command, Chengdu 610083,
Sichuan Province, China. jiangmd88@yahoo.com.cn

Received: 2005-07-19  Accepted: 2005-08-05

Abstract
AIM: To explore the effect of sp600125, a special in-

hibitor of c-Jun terminal kinase (JNK), on the acetal-
dehyde-induced apoptosis of hepatic stellate cells-T6
(HSC-T6) and the expression of Caspase-3 protein in
rats.

METHODS: The rat HSC-T6 induced by acetaldehyde
was treated with different doses of sp600125. The pro-
liferation of HSC-T6 was evaluated by MTT colorimet-
ric assay, and the morphological changes of HSC-T6
were observed by Hoechst 33258 staining. The apop-
totic rate of HSC-T6 was analyzed by flow cytometry
(FCM), and the expression of Caspase-3 protein was
examined by SABC method.

RESULTS: The proliferation of HSC-T6 was inhibited
by different doses of sp600125 (F = 102.53, P <0.01).
The apoptotic rate of HSC-T6 (F = 38.26, ~ <0.01) and
the expression of Caspase-3 protein (F = 38.26,
P <0.01) were significantly increased with the increas-
ing of the sp600125 doses.

CONCLUSION: sp600125 can inhibit the proliferation

and accelerate the apoptosis of HSC-T6, which may
be related to the increased expression of Caspase-3
protein.
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JNK)AE 5 4% 518 3545 5+ LB 7 sp600125 3¢ T B 8088 K RN
F K m H@#*(HSC—T@ P VAR Caspase—3% @ Rk WA,

Fik: REREsp600125%F LB R 89 K A HSC—T6HEAT 4L
)G, MTTH & EWm 408378, JAHoechst 332584 &, &
WP T ey A T, FCMA&ER 200 =%, SABC
EA I Caspase—3% & KA.

R . REREsp60012556 47 H HSC—T63E 74 (F = 102.53,
P<0.01), #HFHSC-T6H T; FLFsp600125HK JE g Mm,
HSC-T6JA T %% #13 & (F = 38.26, P<0.01), HSC-T6%8 it
M Caspase—37% & PP & X FAbR #7138 & (F = 38.26, P <0.01).

i0: RARIKREsp600125a B HSC-T6¥ 74, # F
HSC-T6M =, iX 7T 4t 5123k Caspase—3%& & KA A %.
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24 HWestern blotyEiESE, ZEEHIPLATHSCHIp-JNKZK
PRfisp600125 (INKA{F 54k 0 e S BELIT 77D 3¢ 386
Mk, sp600125 0] LAHIHINSCI3ESE, BHIE 4T 4EfLi)
KA G 7R, INKAE 5 A% S o 0 40 e o 1 v o 2
YEF, HSCH T4 1 B FF£F 4 b it R 2B, (HINKfG 5
A 538 B AEHSCIR T Ik A% i R A FH LRI b ANTS 28, AT
L sp600 12540 21 1% I FIHSC-T6, M %Zsp600125%}
HSC-T6JH T LA M Caspase—38 AL I Em, 3E— B8t
TR T 2T A0 1R A A ML

1 #RRSE

1.1 AA KEHSC-T6R (Fifg B2 25 K% FHR L) 5

sp600125 (ZE[EAlexis/yi]); Caspase—35. e [EHiA .

SABCIA & (W LA AR ) TR R A . MTT (3E[H
Amresco/A]) ;s Hoechst 33258 & (G = RAMFIA
AF]) s DABIRA G (b sth llAEMH ARG W AT s M
I3 (e BAEY) TREA IR AF]) . DMEMBE 2k (31
GibcoAd]).

1.2 7k

1.2.1 #mpa¥Esc H100 mL/L/N2 035 I DMEMES 72 55,

T3S NG S HEPES . rAEE; 37°CL 50 mL/L CO,MF
R FRHSC-T6, 4 MRHIE I (5] 1-2 d, LA IE 2,
3-5 d, fEARETHI2. 5 g/LIERE N 1.

1.2.2 440 20 4L (A4D) A 100 mL/L/h
I3 (FIDMEME J290 ;- IR 4L (BAL) < 545100 mL/L/)
2 I 37 I DMEMES 23 N 88200 umol/L; SEHGZH < 7
BZH LAl N A sp600125, K JE 435 25, 50, 75,

100 pmol/L, Zp7IFFMC. Dy E. FAL.

1.2.3 MTT#MHSC-T63§ 74 HUKEHSC-T6, fHEHk
FEFRT1X10°/L, FFhT96 L4 ks 7280, 41200 pL
i, FAI65T L, 4 BB K 280% LA b fli& B I,
To I B FE R [F B AL AL 324 h, SZIGZH 2 sp6001257
AEFRT hJE, MZWEE200 pmol/L, CO,KEIRAH b 4k 4
WE24 hjG (CHERFL2 hEbsm— 0, BEALIN5 g/LIIMTT
20 pL, 37°CJehv4 h, REFEIIFE, BEALIN150 pL
DMSO, 30 min/& HIEEFRAL, MU ACHEAME, WK
570 nm, ZFPEAK 630 nm, BEFRAHTANAE A 5700,
W2 A g0 ATE IS A0 L MY HE 7K P

1. 2.4 Hoechst 33258% M HSC-T6A = F64LH 1
HSC-T64H e A (45411 X 10°/L40 Ml B 1 mL, Hp4
K3 . W E 24 h)E PTG ML DMEMR [F) 25 1k
WbFE24 h, SEEAZLsp600125FALIL hig, oM
4200 pmol/L, COBiFRMTh kL F24 h)a (LM%
12 Wb ), EHIRM, PBSUE2ME, HFIK3 min, 4%
Hoechst 332587 & i HI#AE, 7290 WAlss N L%
HSC-T64H U TS K.

1.2.5 FCM#M Z HSC-To2m A — HH4 5 5 92K 31K,
WA RS R I & 4HHSC-T6, TV PBSIEYE, 700 mL/LA &

[ 2, 50 mg/L Rnase 37°Ci44k, 65 mg/Llfk At
(PD4CHAT h. LU, T HET 3.
1.2.6 SABC#%M £ HSC—T6F Caspase—3% & & ik Hilff
HSC-T6A JUI€ Jv, TR HE LI 3R, 4% SABCIA I &
VEEH AT HAE, RO TSR, 4 b A AR i L EEE AR
(R A S B, 5 Caspase—3 1k [ # ik BH I %,
Brit#ALFR 35 ISPSS10. 044, HlOne—way ANOVA
ST, IFFHLSDI VAT AL B P LL AR, %8 Amean & SD
Foow, PLO. 05 A G X

2 BR

2.1 MTTHRMHSC-T63E 74 K77 (IHSC-T6 Hh N N 1%
S, MMM U I AN R FE ) sp600125
Jii, HSC-TeR4%E 2 F40+4] (7 = 102.53, P<0.01, F1).

2.2 Hoechst 33258 MHSC-T6HA =@ Lt B A K%
TE9¢ 6 BT N T W82 3] B ALHSC-T6 41 k% Gt e
KANESE = IR Z ) sp600125)5, HSC-T6HH
T MR 2, ROV MR SG . R, AR
TN B i TR T /MA.

2.3 FCMM Z e /A= AMHSC-T6WT-HKR T 5
CHEREMERI,, GHMAYWHEEMEZER
(P<0.01); LA S AW IA B FEEZE 57 (P<0.01).
Bt sp600 1254 B 88 hnHSC—T6 40 g 4 1= 2 3% ¥ 14 hin
(F = 54.83,P<0.01, %2).

2.4 SABC#% M ZHSC—-T6 ¥ Caspase—3%& & kA A4l
HSC-T6 Caspase-3%K KA MR 5BH . CHTLEH
PEZEA, HHAMAE B E R (P<0.01) ;. L
H 5 sp60012552 56 4 54 {2 2 1k 22 57 (P<0. 01) . B
sp600 1259 [& B4 IHSC-T6 4l Jitd o Caspase—3 & [1 &K & B
PRI N (7 = 38. 26, 2<0. 01, 3).

R 1 sp60012533 ZEERIBHIHSC-TOILIEAYEZNA (mean = SD, 7 = 6)

A5 sp600125(umol/L)+Z 8 (umol/L) AEB

A 0+0 0.0850 + 0.0065°
B 0+200 0.1410 + 0.0029°
C 25+200 0.1343 + 0.0039"
D 50+200 0.1297 + 0.0033™
E 75+200 0.1138+0.0082™
F 100+200 0.0877 +0.0077°

°P<0.01 vs WIBLE; “P<0.01 vs SlE4E.

+ 2 sp600125X ZEERIEEVHSC-TOAT-BISME (mean £SD, n = 3)

5 sp600125(umol/L)+Z 8 (umol/L) TBUE(%)

A 0+0 10.17 +0.64°
B 0+200 8.57+0.31°
C 25+200 11.07 £ 0.25°
D 50+200 11.83+0.47™
E 75+200 13.47 £0.72™
F 100+200 16.13 + 1.00"

°P<0.01 vs WBLE; “P<0.01vs S FE4.
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R 3  sp600125X ZEERIEIHIHSC-T6 Caspase-3BERIAHISIN

(mean+SD, n = 3)

A% sp600125(umol/L)+ B (umol/L) PRI (%)
A 0+0 18.34 +1.39
B 0+200 16.27 +0.47
C 25+200 18.81+1.18°
D 50+200 22.64 +1.48™
E 75+200 25.23+1.11™
F 100+200 27.46 +1.41™

°P<0.01 vs WBBLH; P <0.01 vs SEELE.

3 171E

BF5T Y R WIHSCI S . BB AP EF it & 2k . RE K
HULERYY,  TTHSCHIE A R T 4R 4k (33 e . AT,
IR (RTHS C Y B R 15 5 0T IHSCIR T VAT T4 4
PR — A TS 1.

MAPKA5 5 4% 5 10 i (BLHFEERK. JNK. P38) J& 41 iy
AN 5 I AH B R T AL 5 20 40 B A% P 8 1) T 2
5. INKYMAPK G5 B R 61, INKR i Ak 2 i i I 2 ik
T 5k LW IR Ak, A1 M T b 0 INK RS A B 40 M A%, iS4k
(17 INK T LA 55 PR 7 ATF 2 J o~ INK 14 2 525 2K i X 35k 45
By R S DT IR TG I X R R R AL, T (i kAT
IV AT (10 2 32 T INKAS 5 G 4 1 S8 7 T AT A R
PR EFE/ER: Marra et al PHE5TEE, sp600125
REFAH] 11 40 oA -1 (TL-1) s R SR 2L IR 7 (TNF) 5
SHIHSC CCL2 (MCP-1) 4y WAFIJE R %3k Li et al™
AFF 5 2% BH I RS AR U 7= 0 KR &1 (1inolenic acid
ethyl ester, LAEE) n[ilIJERK. JNKi&4E52HHSC AP-1
Wik )2 Kk Cariers et al''WFFERWI, L I
(Cycloheximide, CHX) 5CD95L—igif id INKi& 1215 S
HSCYHT:; Anania et al ™57 W) BELMT INKIE 4 J5 40
HHSCH o (2) 1R IR i 2. AT TH sp600125FH W7 NKVH
PEJG . REA RAMHINSC-TOXE R, FHi#E sp600 1257 & 114
I, JCAHIHSC-TO IS 58 1 15 FH 386 5%, 15 W BELINT INKA 5
A 3 i T LA 2P S R S CHE B, M BEL L3P
PEIF AT R .

0 M 8 T S R A R AR AR T, R
- e 28 19 2 (1 Bl Caspase RIS M. 1) 45 L. 76 2 Fh 4l i Fl
H RS R ZVEH R, Caspase—38iA kT TSI
SEIATH, Caspase—34b T-iZ%ZR B W 1) R iF, Lt
i Aife 240 e PN A N S (Cn 40 i e e 1 A B 5
Mo T, BFgE 2 P E BHSuperoxides Tetrandrines ] il
It Caspase—315 FHSCIH T, ALK HIAN [R5 sp600125

BEL BT INKE 12 5, T SRR R BUHS C—T6 ] T 26 328 ¥
Bahn, IR Caspase—38 R IA R MW ZE I hn, 10
sp600125BH K1 INKAF 5 1% 338 2% )5 7] LL 5 S HSC-T6
T2, FFHILERPUEITRELE T EiiCaspase—33& R FRik.

HSCHIH T A BB Jak /> 3G IS C R £l it , 1M HLfE
AN HHS UG, AT ek 2D 40 Jfa S0 35 5 jle 70 7= A, 3
SRR I AT AR A R A SRR R FF AR b H . 3k
ITELsp600125FH W INKAF 5 4% il % A V)N 1L, WFSTHSC
VT, ST HE— 2 el WH BT 1 A R A 1 43 WL AR 4k
— YT AR AEA ) V] e AR T L
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