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1 E. BE WHREIEGG AN HepG2 4l Fas. FasL. Bid 2 FIRIAMIN, #RITHES HepG2 i id T-id fh
Fas/FasL &2 HIMEH . A3k Caspase-8 il Gs MK BEAR KX HepG2 4 il Caspase-8 Jif T IFZMA s 7t 2 200 JHO 4SO 00 3 it
Lixt HepG2 A it Fas. FasL. Bid SR EHFRENIEM. R EGLE 10, 20, 40 pmol/L /EH T HepG2 4 48 h, mJ W3
THiE HepG2 4 fiid Caspase-8 #& 1 (P<<0.01); W {ff HepG2 4/l Fas. FasL HHMRIE BT & (P<0.01): EARAREE 20+
40 pmol/L I, P EFER & Bid SEAMRIE (P<0.01), F@RIEMBEFNEAICH:. 48 WU Fas/FasL &2 0] B2 KAk
Lo AT HepG2 41 A T ZNLHIZ —-

KR e b AT HepG2; AMWIHT:; Fas/FasL #&4%; $iliiE
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Correlation between sulforaphane-induced human liver cancer HepG2 cell
apoptosis and Fas/FasL pathway
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Abstract: Objective To study the effect of sulforaphane on Fas, FasL, and Bid protein expression in HepG2 cells, and to explore the
effect of Fas/FasL pathway on sulforaphane-induced apoptosis in HepG2 cells. Methods The effect of sulforaphane on Caspase-8
activity in HepG2 cells was detected by Caspase-8 Activity Assay Kit. Flow cytometer was used to analysis of Fas, FasL, and Bid
protein expression in HepG2 cells. Results After treated by sulforaphane for 48 h, the Caspase-8 activity was effectively increased
(P<0.01). At the doses of 10, 20 and 40 pumol/L, the effect of sulforaphane could significantly increase the Fas and FasL protein
expression in HepG2 cells in a dose dependent manner, while at the doses of 20 and 40 pmol/L, sulforaphane could increase the Bid
protein expression. Conclusion Activating the Fas/FasL pathway may be one of the role mechanism of sulforaphane inducing the
apoptosis of HepG2 cells.
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1.1 @5

SRS, FE S ECN 98.3%, K Alexis 24
Fl, #t5 L23736; P&, k% 10 mg, 3 Pfizer
N, b5 9QLO141; HELEAK (DMSO). Jil#E
(I, [ Sigma A w]; RPMI 1640 K53 T43,
ZE[H Gibco 24 ] ; Caspase-8 W A7 &+ FITC
FRicEPie =P, EHaRAEWEARITI; Rbt
N Fas. FasL, JbnithE2EMEMEARA A
b\ Bid, JbnlHRRAEVEARGE AR 410
HHEA (BSA), HUMUEHEY TRAR: 22X
FEEE, BT 25 A ]
1.2 {45

DL—CJ—IN EHAES T/ES (bat RIS
IRALER AT, CO—150 B CO, K5 7#4f (35[E NBS
NTF]D, Adventurer J7 52— H TR (Ohaus A 7)),
{55 WisE: (HA Olympus 2A#]), GILSON i
# (VEH Gilson A#]), 96 fLEFFFEM (Orange
Scientific); Wellscan MK3 T fiFr{X (ZE[E Bio-Rad
AT, EPICS-XL BY A A ey G 2 Lo bl
(% [H Beckman-Coulter A #]).
1.3 4HAm

NI HepG2 4 MIbE, dis /R R MK 2% Az i
BRI RERE GO AR AR T
2 H&E
2.1 ‘APEIEHERATS

N4 bk HepG2 ML G, B
A 10%/JI6 25 L7 ) RPMI 1640 15773, 48 37 C.
5% COL XS 95% 461 I B R IR B 7%, B 2~
3 KA 0.25%JBRBEH AL BON 20K I 4 i,
WA LT (LR 104 20+ 40 pmol/L) &5
Zidl PIEEZ (ZRE M 0.5 pmol/L) BHH:XT HE 4L
BT AL CInAH TR AFR ) RPMI 1640 B59730,
YR T AREERETE 48 h, ARG,
2.2 X} HepG2 4l Caspase-8 i& 4RI

L “2.17 B~ &id 25 A0 PRI HepG2 40, T
4 °C. 600X g .0 5min, F L5 PBS Yiik 1 K.
15 2} 10° 4H LN 100 uL 24, FRIIE, WG
Z4# 15 min, T-4 C. 16 000~20 000X g &> 10~
15 min. K _FIEWRR 2 0KB A 0 B0 E . B
Caspase-8 1% PRI S P A ZZ v 70 uL,
ANFFAE 20 pL, JI 10 pL Ac-IETD-pNA Ji ¥ %),
37 CHFERR, M5E 405 nm AT (dg05) 1Ho

2.3 X} HepG2 #fiffl Fas. FasL #1 Bid Q&K iAH)
=AU

H“2.1 700 N 2ok 2y R 3 i 4 e 2 e i e
2 000 r/min &0 10 min, 3 i, H 4%2 K
L [E 52 30 min, 2 000 r/min .0 10 min, 7+ i,
BT 0.1% Triton X-100 [¥) PBS iZ L4 10 min,
2 000 r/min 50> 10 min, FF L3E, AT 5% BSA
i) PBS 3} 4] 30 min, 2 000 r/min &-C> 10 min, 3% I
. FH PBS YR 1 IR, IIAGE R 1) — Pt 5 i
# 2 h, 2000 r/min &0 10 min, 3% 3%, JH PBS
DR 1 IR, IIANGE YRR 9 hRid 9T, il ik
HWFH 1 h, 2 000 r/min &0 10 min, F L7,
PBS f4i g T, 300 HJe mMugid,
I YA A A I Fas. FasL f Bid tE AR EK A
24 FitFEieE

KH SPSS 15.0 Gevh 243 T 0 d b 2, %K
PR 7 220001, ARUX 5 2R,
3 %
3.1 X} HepG2 ZHAfl Caspase-8 i& %R 22N

LB A LA, SRR AT 10,2040 pmol/L
£ H HepG2 411 48 h J&, 4liJfd Caspase-8 J5PEI 0
FZTE (P<0.01), JERE—@E@HEAMIKE. IE 1.

F 1 ERTTEXT HepG2 U Caspase-8 jETERIF N
(xts,n=3)

Table 1 Effect of sulforaphane on Caspase-8 activity
of HepG2 cells (x+5,n=3)

4 % C/(umolL™) Auos Caspase-8 ¥ 14:/%
PRI — 0.049+0.004 —
SRR Lt 10 0.13740.004" 182.56
20 0.15540.007" 218.25
40 0.16740.005" 246.81
Bl 55 3% 0.5 0.088+0.003" 81.68

SXHRAE: "P<0.05 “P<001, FF
"P<0.05 ""P<0.01 vs control group, same as below

3.2 X HepG2 ZHAfl Fas #1 FasL &R RIZRIENT
AR SE 104 20, 40 pmol/L 5 1] HepG2 4 ity
48 h J&, Fas. FasL HEEREHIN, I —EH
WREEADCTE, HXTIR4It g 2 5 B3 (P<0.01),
ZER WA 2.
3.3 I HepG2 #fiffl Bid EH FKIEHIF N
FARRAE 104 20, 40 pmol/L /£ H] HepG2 41 g
48 h )&, Bid SEAKIARIN, H 5@ IR EEAR K
£, 20, 40 pmol/L 415X MEAIAHIL 22 R B (P<
0.01). #iRW% 2.
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R 2 EERFILXT HepG2 ¢lifE Fas. FasL. Bid EHFTIEMIEM (x+s5,n=3)

Table 2 Effects of sulforaphane on protein expression of Fas, FasL, and Bid in HepG2 cells (x +s,n=3)

A C/ (umol'L ™) Fas/% FasL/% Bid/%
of H — 37.10+1.04 47.9341.34 30.70+1.18
FEREL b 10 44.90+1.67" 70.30£0.46" 32.7740.40
20 76.47+0.87" 82.40+0.70" 737340717
40 95.60+0.46" 83.30+£1.06" 90.50+0.10"
Rl 73 2% 0.5 95.07+£0.40" 93.97+0.50" 79.5740.23"
4 it

S 30k

FH T 20 B T SR A o R T 1 R e (1) IR
DAL, DRG0 0 12 31 o e 40 R g — A
ARostt. AT R D2 RES 5 R AE
R, TR ANEVER RPN A,
WRERIAAR . NN BET S A DL G AR B
22 R FE AL I (1 (mitogen-activated protein
kinase, MAPK) 55 £ 45 4 {7 = i 330 2% AH OC A -+
IV . SRR AT 58 A2 s 1 AR,
A BRPUMREER, HHUM IR AR 52 T g
RS RIBIISAB B, HLH 3225 BH A 40 i &
. U5 e A O T DA R o IR e A SR G,
ST P I IR VR TT 2590

DUFEREFESE AR, SRR N JHE HepG2
S M AT BRI EIER, s T bel-2 L
ik, i bax FERIFIE, 15T LR A 7 1
ASLTE T IR, AR BSR4 (5 5% C Il JH RS
B PRI R U R AN I N B 24 58 IS FH 2 br
EIBAE FA MBI T R . ARSI 2 R, 3K
Bt ke HepG2 41 /i 48 h J5, 4f/fu ) Fas. FasL
IRIE¥ T, HE—wREmAHPE, Caspase-8 iif
T VS s o T 12 0 ST s e B M w |
Fas. FasL &[4k, W0 Caspase-8, I H WU
FUFRLN. R T Caspase-3, 5l HepG2 40 fidT .
Ak, SRR LEIE n T HepG2 4 P9 Bid (1454
7KV Ui HAEPE Fas/FasL @125 5 HepG2 41l i
TR, BT REIE VALY Caspase-8 V)# Bid,
18 Bid Jr Wi tBid 15 Bel-2 £ FH 45 & M L pT T
P, T A RS LR AT T84T S 2 HepG2 4
T, 455380, WG Fas/FasL &40 n] AEE RN
fiibi 15 T HepG2 40 fudd T F M LHI 2
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