PO Box 2345 Beijing 100023, China
Fax: +86-10-85381893
Email: wcjd@wjgnet.com www.wjgnet.com

World Chin J Digestol 2005 January;13(1):26-30
H5R4E A2 ISSN 1009-3079 CN 14-1260/R
2005 At R B IAHF R ET

o F mh A 57, BASIC RESEARCH *

E A HEBREIMN/NRABEL =8 Fas/FasL /T SHIAT4HRE

ATHRPIEH

BB HEL, SR, Bk £ 5 = g 2R

g, BEl, DEE, i, TH TESE S REERRFS —
GHRE FHEAARA BRI ESRET 150001

SlE, B REERXFE—IGEAEFRREH

Z R R RIET 150001

B0, 17, 1978-07-22 &, |VTBEARITA, 3, 2002 TIGTUEER
REABNT.

BRI AT AL KT RFEMA, No. 20010103100

HmAfAR A BRE, 150001, RRTBENEDRENNXEIEE 23 S, 5N
HEERAZE—IDRESRRERR.

E315:0451-53601171 {£H:0451-53621909

WisBHEE: 2004-08-31 B HHR: 2004-10-11

ﬂ}

Effect of SNMC on inhibiting hepato-
cyte apoptosis induced by Fas/FasL
in mice with fulminant hepatic failure

Man-Ru Bi, Bao-Shan Yang, Ying-Ji Ma, Li-Yan Chen, Yan
Wang, Feng Gao, Fu-Xiang Wang

Man-Ru Bi, Bao-Shan Yang, Ying-Ji Ma, Li-Yan Chen, Yan Wang, Fu-
Xiang Wang, Department of Infectious Disease, First Clinical College of
Harbin Medical University, Harbin 150001, Heilongjiang Province, China
Feng Gao, Department of Pathology, First Clinical College of Harbin
Medical University, Harbin 150001, Heilongjiang Province, China
Supported by the Key Project during the 10" Five-Year Plan of
Heilongjiang Province, No. 200101031-00

Correspondence to: Ying-Ji Ma, 23 Youzheng Street, Nangang District,
Department of Infectious Disease, First Clinical College of Harbin Medi-
cal University.

Received: 2004-08-31 Accepted: 2004-10-11

Abstract

AIM: To study the effect of Stronger Neo-Minophagen C
(SNMC) on inhibiting hepatocyte apoptosis in mice with
fulminant hepatic failure (FHF) and its mechanism.

METHODS: Seventy mice were divided randomly into three
groups: A (normal control group, n = 5), B (model group,
n = 5) and C (SNMC-protecting group, n = 60). Mice in
groups A and B were killed 6 h after treated with SNMC.
Mice in group C were killed 6 h, 1, 3, 5 and 7 d after
treated with SNMC respectively, five mice for each time.
The hepatocyte apoptosis in situ was detected by TUNEL.
The ultrastructure of hepatocytes was examined by elec-
tron microscopy. The expression of Fas, FasL and
caspase-3 was detected by immunohistochemistry.

RESULTS: The hepatocyte apoptosis index was 32.3% 6
h after treated with SNMC in group C, which was decreased
to 5% after 7 d. The apoptosis index was significantly

lower 1, 3, 5 and 7 d after treated with SNMC in group C
than that in group B (P <0.01). Small amount of Fas and
caspase-3 were expressed in group A, while no FasL was
expressed. The cells with Fas, FasL and Caspase-3 ex-
pression were increased significantly. However, Fas, FasL
and Caspase-3 expression was decreased with the in-
creasing of time in group C, and their levels were signifi-
cantly lower 1, 3, 5 and 7 d after treated with SNMC than
those in group B (P<0.01).

CONCLUSION: SNMC can effectively protect hepatocytes
from apoptosis in mice with FHF, and the mechanism
may be related to its effect on the inhibition of Fas/FasL.
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TR R # 9% 2040 5 R AR M AT 4042 Fas, Fas BoiR
(FasL)Fo X A& 22,88 - 2088 & 8 B — 3 (caspase—3) ¥ R 1K .

g C4AREA SNMC &7 itla ey st &, AT is 42
Wk, H6he323%%E7d%5%.5 B4k,
C#AE1d, 3d, 5dA7d 8 RATIRRY T L EBE
F&(P <0.01);Fas & caspase—3 f& A 208 V& &3k, Fasl
F W & 1K B4H Fas, FasL & caspase—3 [aVE % 1A 4 iELFH 2.
Yoo, CLLREE T Bt a2k K, KA BRBTR D (P <0.01).
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FEAEEE X AN ERAT R IE IR0
FRVAT, (R T 40 A P A T Zh RE VR R IR S, AR T
X EE R 4 AR B T B 2 BRI T AT R . B
AT RRATPE IR o 52 77 H R (SNMC) B T T AU
RINIAIT , FEEUF— 8730 A HRIE " SNMCH I #2541 i
AT RIVER. 8 T 8R40 B e SR K R /R A
J% SNMC X HF 4R ARV T AR Ve, AT N R R
PERF R AR 2 T /KT — 5 i ¢ EL P

1 HRIFSE

1A BREIFUNR, MERERS Y, 10-12 JHEs, )i
®20-22 g, W EMIRIEERRSEE — KR E %3
Yiscge . D- AR EILNE (D-Galn) . 0B G 2 0
(LPS) ) B Sigmazy m) ; B 5 HEFR T H H A fg KK
2 AT RAE. RPN FasmAb, bt/ i FasLmAb
AP/ Caspase—3mAb T H BV H LB A4 T2
AR A A ; Gy 2 U2 G R TR B 0 R i 4 75 A
g (TUNEL) 357608 B db st I A E AR B RA A) .
1.2 % THSEL K 20 /D RUBE ML A #5581 20 A
SNMC JASTHA, % 10 K. BAH/NRL T D-
Galnl 000 mg/kgtLPS100 pg/kg —K ip HA7/h
bR AT I S A Y, L AR A U 3 AR A A 2 T
AU A R AR AE. SNMC iR9T A% T D-
Galnl 000 mg/kg+LPS100 pg/kg —iK ip, [RIH%,

F SNMC1mL/kg2 ¥ /d ip, PHZAILINEE 7d, 4594
RIA/NRTE9-21 h WETRIET:, WITH/DNRAIE6
AR TIUSE 50 45 SR FA 14 1F 20250 1) R B AR/ B 70
HEEPLA 0 34, A 2124 IEH X B (5 H) ;B 4 A
TZH (5 H) ; C 4124 SNMC £R47 4 (60 ) . A 41 I sy e 5
A B ERK 0. 2 mLAEA IEH X B BZAFI C 4 43 5l T D-
Galnl 000 mg/kg+LPS100 pg/kg —¥ M ip B2/ R A&
RAE LA AL CAH RIS 45 7 SNMCL wL/kg2iK /d ip.
BAARBAPNRTHZE6 h &MMEHLIL, C4H
NRTHZIES h, 1 d, 3.d, 5 dR&R7 dorilln
WAbFL 5 K, FTIFRE R, RO, BIRUHH 2R
3, LHLH 25 g/L R EERE, M THSSHT H
R2H 40 g/L ZRPEEME, KW A0
PR . s D) R s . KAk, T R TR
TR GATI, 4% TUNEL 6 BF 1520 BT . & )5 FIDAB
B, BARFEY, TS, TFER TR O
SE T4 ML R TR AN AR A B G N B 4
¥ EAFH G O BATE. A0S DR B B L KAk, 4k
DA e AR AR il 20 B4t B H AT . Fas B 4T
0 FasL AP FFFE 1 2 100 f0 1 © 200, Caspase—
SPUAMEEL 100, H/FHEMDABBM, IHARER,
A AR

GrithbEE SCRHRE LI bR EROR, A
] L R 7 Z 53

2 BER

2.1 Ml AR R S 2 5k, Ak
PIR 5307 5 MAET, R OLEFUH 4 100 440 Az,
B T4 A L BOCR AT R B (R D) A
TCHIE 4R 2 R M e 4 . e, iR 2
FR AR (025 Yo ol 40 it 2% DR A% DNA SR HU T 2 BB 4, W
TN RS AR WA T4, B4
oV Z T M (33,2 £ 4. 4), 40T RIEWR
TEX ML X (KB 1A) , C 4HBEZE AT IR A O FE K
AT 40 MR Bk b, B R 95 (B 1B-C).

=1 FARBTIEHK Fas, Foasl & caspase-3 PAEMEZ(mean = SD, n = 5, 1~ /HP)

225 TBLIEE(%) Fas FasL caspase-3
A 0 53+28 0 39+24
B4 33.2 + 4.4 823+ 11.0 61.4 + 7.6 85.6 + 6.3
CH6h 323 + 47 80.1 % 11.3 60.9 + 7.5 84.0 + 5.5
1d 26.6 + 4.7° 64.7 + 10.9° 431 + 7.8° 723 +52°
3d 19.9 + 3.5° 48.9 + 7.5° 307 + 6.8° 56.1 + 6.9
5d 1.1 + 2.8° 34.9 £ 7.2° 19.4 + 53" 34.1 + 4.9°
7d 5.0+ 28 95+ 28" 85 + 4.5° 17.0 + 45"

°P <0.01 vs B4E.
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2.2 FFLR4E Fas, FasL ki PFHPEZNAERILA B R
AT (ER) PR SRR B (O (0, REA 1) A 5 23 Bt i
P3N = 5 ALET (400 1) AT Fas & FasL FHAE41 f2 i
2, BUPYIENE A ZA RGN A A 4 IEF 4 i
1 Fas fLIRADERIE (5.3 +2.8), HETES M,
WA R NEASIER , R Z WG M. FasL 76 IF T
LUK MR IA. BAIHF41E Fas f FasL iy 212 9%
BPEFRIL (82.3 4+ 11.0;61.4 + 7.6), HFAVEAHZE
EER. BB Z WL, AR, 3, BAE#
B 40 33 X [ B B (11 24, 3A) . CZHBEE 1897 I TH]
HIFEK:, Fas J Fasl $IRFIEZWI D, HEZEHTIR
55 (JLIE 2B-C;3B-C). M\ 1 d JT#f Fas f FasL (IR iL 5
HRIHA R 2E7(82.3 £ 11.0 vs 64.7 +10.9,
t =5.8, P<0.01;61.44+7.6 vs 43.1+ 7.8,
t=17.2, P<0.01).

2.3 FF4E47 Caspase—3 & i&  PHPE4IHRIY MR 2
FRE A A, BN M C B0 V2R . Al Caspase—3H

B1 NEEAEFREFAEET (TUNLE X400). A: #8H148; B: SNMC 3 d; C: SNMC 7 d.

B 2 /NERAMEFRIEFFEED Fas KA (SP X400). A: &ERYE; B: SNMC 3 d; C: SNMC 7 d.

DEAMMRIE (3.9 £ 2.4), HUE A BALERIT D
40 2 R 8 Rk (85. 6 + 6.3), HuRiEs1n, 7
VA B 00 L 23T X ) [ B . © LB 3 ¥R T BT ) S
K, Caspase-3 FRIEZEH A, M1 dJFLf Caspase-
SHIREEEMAF R E 77 (8.6 £6.3 vs 72.3 £
5.2, ¢t = 12.2, P <0.01).

2.4 WAILR AN LA BRI SE, R
MUAZB S, 4P IRt 35 . B 41 aT 0L AT 4h i A%
/N, BEFLEBIRT, SRRk, SRR g
i P I 25 M B S 25 L (I 4A) . C4H 6 h 4R AR IR 4i 1
e R FEALIEL S, R T P ST A SR I R 3 d
A ML S5 MBS AR IR B, A AR T A AR e
AL, SRR TG M A WL (B 4B) ;7 d 40 i i
s, AR, SbIEIBEE, ERFEE
E, SN M T, AR IKTR] R P9 ] D0 -4
M 3R 9B R (] 40).

B3 /NERAEFRIEFEIED Fasl RIX (SP X400). A: #£2EYE; B: SNMC 3 d; C: SNMC 7 d.



i
e &
" H -
it R ':__'- + i '}_'r" -
. - L =
- Hpem
] o 'h.""k & g
a - a e <P, C
] 4 = y :
w e, ; ; ; i
Nl e S
1 R at = - i
R T %, %54

- > W PR
) ¢ |. ¢ L W
] ’] - \!F_'
i i Et.'.,
r.'_-_'_ I {

i 4 : L}

S
Hl\ L’ _"

B4 \BEAMFRBRETMIEBREEITER (BBER). A: R34 (X6 000); B: SNMC 3 d (X10 000); C: SNMC 7 d (X6 000).

3 e
R RIEILE T B2, BWEEEEM
Ab, BN SR R A EEEA. FFR A
PET 40 i (CTL) A~ 51 40 B 55 300 1T e 2 2 20U B 98 0
AF R EZEHLEN D O OTL A S 0 5 o 7
S FHLED: LLg FLEON SERERI UL Fas LSRN SERE FIAL
. WK, 5 — AL O] R 7E T AL 2 B R
EEFEEH. FasPi R MBI —HMHATES
AR, H S AN I T S TR A B R T Fas 4T
J 5 35 FasL 1) 40 M 25 Tk B2 41 H AH B4 A vs Ak e an
M REA RPETFE R, (MR AT Fas/FasL %
GLiVE ANLEIE AR 548 B, (BH FEHE R A At
TR FHIEAL, TR B, e 4Bl 5K 0k
MITEAL, B A T & A SNMC 2 H B
PRy, B T IRER AN 2 2 225 B I IR 4 K.
AR EERRIT, SRFDRE2 THE
B, Bl R BLSNMC 3 BA P AT e, =
HAR DI A 52 4 1 3.
BTSRRI, M LPS 5 D-GalN BE& N
AR H RN R R o i,
B RTE R ML SRR Al M T R A, L HTE
B F AR TR B PR 2, DR R BT O R R I
FOERABBE R 200 B (T3 N D R R B MR T S R A
F RV A SNMC HEAT 44 P 40 J R 3. T ot S 3 R B
BEARLZA/NERAE 9-21 h PWA3FAET, 1M SNMC 397 41/
BT dAAIE AT 60%, 125 UF B SNMC Xt/ fl B &
PERF IR A — E R E A . TUMBL B3 2, 1897 41
BB BT IR S, VT HR A0 B TR, 6 hid
32.3%BEE T df15% (P <0.05), HHEE e
RIH A0 B 2 DUAZ 46 /D Qe o i % L RLA T &
A, VAT LB A7 I 8] f S8 K17 B S A0 it
BE SNMC X 006 FF 4 B 1 — 52 VR e s AT
M Fas & FasL g5 R, BALA /N R AR =51
mAKCFRIE, 7Rk R4 R I B, Hiard
b6 V897 A 4E K, Fas. FasL [IRIEZE WK,

M1 dHEEBMHAFGEEEZR (P <0.01). X5
TUNEL A 0 7 T 40 fa () 45 SR A0 — 3, ¥iB] Fas. FasL
HIRIAE AT % UM ¢ ; Fas . FasL mRiE&H
Hh 7 bR A R T R S, I I 5 S A
TR RERAEREAR(EZELECTL) 2, @l
CTLA T FI40 B B 3000, 1510 S0 40 B b5 A B T2 7
S e i AR VR T () B AR A I SNMC T B A2 J sk 40 61
Fas, FasL B3RiA K BH 1L 1.

Caspase-3 R TR AEMIRER, MRHTHE
EPATH, e et R — AT 5 A R T
ARSI AL th caspase—3 E/K Rk (85. 6 +6. 25),
BE VAT I R e FRIR B W >, 1 d TR S RLA
ARFEZER(P <0.01), 5 Fas & FasL FIREFEAR
—3. YL Fas/Fasl 25| K41 A TSRS
caspase-3 5, JARME A FORHEN AT 68 2 Fas 5
FasL& & 5T — ML 315 5 E-& 9 (DISC) , 4K
RBOE TN Caspase, J 28 5| il caspase-3
FIvEAL, SEUAT-M AL, BRI ITA S w T
TE 7N bR A R 3ol R A A BB, L
A] fe 2l T Fas/FasL REEiEA0 A T BRI T2, A
St 11F B SNMC X 40 I M i B i T2 — e AR . (B3
B AR AR T — 2B 5.
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