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12 h B DNA ${ i e K, 35 8 (81. 15 + 14.23) % , HA WAV 5 Gyp ALAN caspase-8 Rig ik , X A MM IERE . it
Gyp RS A48 40 L Bel-7402 3% 41 B A2 E HoyA v, AR F AL 5 DNA 451455 LA K caspase-8 [ KB R IZH K,
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Proliferation and Apoptosis Effects of Gypenosides
on Human Hepatocellular Carcinoma Bel-7402 Cells

LI Xiao-long ", WU Yu-lang, LIN Zi-qun, MO Miao, LIANG Ya-xing, PAN Yue, LIU Shi-liang
( Guangxi Medical University, Nanning 530021, China)

[ Abstract ] Objective; To investigate the suppressive effect of gypenosides ( Gyp ) on human
hepatocellular carcinoma Bel-7402 cells. Method: The growth inhibitation of human hepatocellular carcinoma
Bel-7402 cells was detected by MTT assay. The DNA damage of human hepatocellular carcinoma Bel-7402 cells
was detected by single cell gel electrophoresis; RT-PCR was utilized to investigate the apoptosis of human
hepatocellular carcinoma Bel-7402 cells and its relationship with caspase-8 from molecule level. Result: Gyp
(100400 pg -mL~") inhibied the growth of human hepatocellular carcinoma Bel-7402 cells. DNA damage was
detected after Gyp (182 wg +mL ") treated for 4, 8, 12, 16, 24 h. The change reached maximum at 12 h
(81.15 £14.23) % and with time-dependent. caspase-8 expressed strongly in Gyp group and nothing in control.
Conclusion; Gyp has effects on cell viability, it could induce human hepatocellular carcinoma Bel-7402 cells
apoptosis, DNA damage and caspase-8 expression.
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R IE 55 SR R AT R M Bel-7402 R4 58 5 JA T Y 52

B 1 Ak A B2 W5 B A BT R PG

L2 2450 SOl Bg i, 2 F AL BE R
24 FRA W SR AL 4l B2 85% it A7 TR BT 1 VR i
100 g-L~" ;1640 (solarbio) ; i 4= ifLii5 (MU R ) 5 &
Z Bt % (solarbio) ; — F % . H ( DMSO, solarbio ) ;
WEWE W ( MTT, solarbio ) ; Tris ( solarbio ) ; RT-PCR iz
& KRR (KRR AAL)

1.3 {Y#% 5810R #Y & ¥ 7 B .0 ¥l ( Eppendorf
~El), E600 %56 UK /R & 4t (Nikon 22 H]),
CO, i J5 44 (Thermo 2 H])

2 FiE

2.1 A0 Bel-7402 p3E SR AU & 10%
G2 ML 1Y 1640 £33 3 F 37 °C,5% CO, , 1 F1ii
JEE B R TP B AR OO BA 0 0 i R AT R,
2% B W IEAE QL S E AR TS ) >95%

2.2 MTT gAG DX 40 f 3 s am il /2 T R B
Tt T AT T B2 A0 A % B T i A I T
(985 R BT 45 4 2 x 10° A~/mL, L 2 x 10" A4~/FL 40
MR AE 96 FLEE IR AR b E AT B 57,37 C IR P 5
PIRE 1 ~3 d, S0 AT BUE K A 258
Gypo S5 4r R Jo 2y X BZHF Gyp 24, Gyp A i &
e S 50, 100, 150, 200, 250, 300, 350,400 pg -
mL ™" AR 4 A AL, [ B 3% ST B R R (R 2y ) .
IMEG ISR T 24 h 5, B AL A 100 L g fif
Bigp 3k R E R FLIMA 50 pL MTT(5 g-L™'), 37 C
ARG FE 4 ho FE AL BIE W, B A 100 pL
DMSO, fFUTVE 56 2 WMt 5 , L EITE 570 nm Kb g
JERE(A) THRAN ] BT & vk B Gyp A H S 40 i 9 A=
KA IR B R (1C,)

A i -4 2
2ﬂiﬂﬂii’<ﬁﬂﬁﬂ$:%xloo%

X 1

2.3 PR B M R VKR I 40 I DNA [0 B
AN 182 ng-mL ' (1C,,) B Gyp VEFI T4 & N
2 x10°/mL [y Bel-7402 A iFJE 400 4,8,12,16,24 h
Jai SR FH Bl BB R R R Yk Oy vk R TN 9 A0
Bel-7402 4l DNA 932 4t o0 8] 9 5% B i
WL I RAR EME I3 Hr o >R A TM {H ( Tail Moment,
E XA EHS DNA (5 5 DNA B E b 53k (BHHh
O EFE R AL ) AR IS bR, I TM {5 DNA 51 4);
FEA R ML R, TM (1 K /N a] DL e
DNA f e,

2.4 RT-PCR #;: A AT %% 40 fs Bel-7402 caspase-8
mRNA %35 B 10% Jif 2F M35 A9 1640 35 37 L1
IR B NG A0 Bel-7402 , BEML 5> N P 4L, — 4L 4 75

182 pg-mL ™" Gyp (3533, 55 — 4l N T2 Xt HR AL,
k2 i 3R 48 h JE bk B SR, TR & 4R oA e S
RNA J5 #5055l @ 0 5% ¢t ¢DNA, PCR R 4%
4£4:94 °C,3 min; 94 °C,30 s; 53 °C,30 s; 72 C,
1 min,35 JEH ;72 C4E{4 10 min , caspase-8 L 5]
Y h 5'-AGTGAATCACAGACTTTG-3', T 51 ¥ N 5'-
ATCAGAAGGGAAGACAAG-3',924 bp , B-actin N2,
U5 Wk 5'-CAACTCCATCATGAAGTGTAAC-3',
W51 % N 5'-AGAGCCACCAACCCACACAGAG-3', 750
bp . WY =) 6.5 wL 5 Loading Buffer 1.3 pL jR%]
J& L FE 1. 2% [ BEARMEEE (4 100 mL i 10 g+ L™ [y 7R
RLHES W) ik, LB RR T RGEIE A,
PLH I B R 5 9 2 B WO BE (A) 1Y B AR
caspase-8 mRNA (A%} Fe ik,

2.5 Gttt SCR R SR ] SPSS 13.0 gEit
BOPE AL B A A ] R 2 W ek R B O &R LR
KM, HHRERLL & £s TR, PIREAR B 1L
BORH e K56, P <0.05 A G X,

3 &R

3.1 Gyp xF AN 4 Bel-7402 $4FH AU 20 Gyp
£ 50 ~400 wg-mlL "', B Gyp ¥ JiE i w5 3 A & i
FREA . 90 A LB, Gyp 2 40 M0 346 ZE B Al o
Gyp A [R] J5 5t ¥ 85 R0 2 240 it A= < 400 i) 264 B4R A
KB MK ZR K (r) =0.962, P <0.05, Gyp &b
41 24 h 1) IC5, £ (182 +0.046) pg-mL ™',
W1,

®1 Gyp 3 AFFELHME Bel-7402 FEKMEER (v £5,n=4)

g2l JR AW/ g mL ! A 2/ %

X R 0 0.847 +0.011 -

Cyp 50 0.656 £0.031" 22.6
100 0.575 £0.014" 32.1
150 0.461 +0.035" 45.6
200 0.389 +0.018" 54.1
250 0.243 £0.023" 71.3
300 0.136 +0.032" 83.9
400 0. 043 £0.003" 94.9

o G Y P <0.05(E 1) .,

3.2 Gyp M AJHFE AN Bel-7402 DNA #1455 1 5% W
R FE O 182 pg-mL ™' () Gyp 43 HIAE T AT
SR ZH IS Bel-7402 4,8,12,16,24 h 5 &% B ,4 h b7
SHAIILEL A —E 19 DNA #1405 (35.31 £7.35)% , 7E
RBEH 12 bR 4E L DNA 5105 ik 5 5 K (8115 =
14.23)% , WK 1,
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100 o 1 FER) Gyp VB T M 4 i J= , 7= 4= DNA #5145, K AE
o | W OvPI82 el T 5 ) A5 004 20 89
ol ) 1 TP R 1) R A AR B 1K A caspase TR,
g 1 ) BT ETERATE Y . AWK caspase, —
% 40 ¢ F IR (initiators) , 55 — 2K 2 4T # (executioners ) ,
20 | o A caspase I T & A PEE AT a0 0E Y
o . HL U caspase 7EANRE FE 5 BI/E T 801 # %0
4 5o 16 24 PO LR caspase XTHRAT# caspase HE4T V) I I (f

1 B4 B R RG BB ik 4  Gyp
%F A BFE 4 B Bel-7402 DNA $R{5HIE M0 (x £5,n =3)

3.3 Wik AL I RT-PCR 9§73 = ¥
mRNA 7£ Gyp ZH 40 g b K it %3k (0. 634 £0.324)
VLA Gyp BE W% UG 1k A 96 41 Bel-7402 {9 caspase-8
mRNA i Hom B K58 o XS BEZE 4 i caspase-8 TG
Fik, WK 2,

caspase-8

(924 bp) .
p-actin = ] — p-actin
(750 bp) (750'bp)

S 50050

B 250bp

i M. DL 2000 marker ;3 i 1. X} ;383 2. Gyp 48 h
B2 ABTE405 Bel-7402 caspase-8 RT-PCR HJ %K i&

4 itig
LM EH Z P2y PRAE T, BF 98 & B — L B IR
2% B HL i R AR AR B P A R &
JBC W S 52 05 3 3k B I TGF-B, ik, W% % X - B4
it 389 B 9 0 T 1 RE AT R A TR
ARSI 25 B W, — T o R R O AR
TR A JH 958 40 i Bel-7402 19 2E K o & ik A
FEAE X 9 4 Bel-7402 fEH 24 h ) 1C5, 29 R
182 pg-mL ™", HFf% Gyp Joi 5 vik 5 9 36 i, 40 Jid 77
W E MK, Gyp 182 pg-mL ™ /EHF A%
Bel-7402 4iifits 4 h J5 , AEAG I 2 40 2 DNA #1453 , Gyp
AEFEANAL 4 h 5, E A DNA JBifk )™ 4,12 h DNA
JrBoAk e E L, SR 24 h DNA $if & B <12 h, {2
5 >4 h, HEW AT BEZ 24 h B, 40 48 0 — B ()
A FRAE L, DNA F5i 45 o] 3 0 98 55 o X $ 7R — i ik
. 240 -

ZWOE WS AT caspase [ 20 IS (4 25 44 2R
R B A S EAN A T E ST MATE L, 5
HORRFIEA ST T . caspase-8 (1% fLJ& caspase
PRSI W 5 — 2 . Gyp #4H caspase-8 mRNA & 3
Ik A R AN 33k, B0 — 8 Wk FE 1 Gyp X ABF
FEANNE Bel-7402 1)1 S 47 W EAEH . BE X
2L 25 WUy B A AL 58 i TR A, 48 18 i A
Ry — A% G AR v 25 1 oK Xo N A e R AR B ok b
KA 5Tk o
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Y H Y7 2 »‘ = >
B 7 R AK IR W T O B2 AU AR
TP IR E R R
(1. ek mTA XS, L7 100048; 2. AP EHFE, % 100700)
[(FZE] B T B PO L R 40 A A AR Ko 20 i s Tt 1) 52 | BfF 58 Pt SR . ik LABR AR H (OVA) 2

BOHUE, 75 OVA JFiE R JE g 40 mg- L™ E T 30 min Z6fF T, AEEF THEO. 1,1,10 g L™ 7E A A1 368 Bk AL K 240 ff 138 90K 1%
ORI 20 M i O S o B SR DA RSN O FE o SR, T 7 R K AR VR A 1T I A 0 ) LS A 0 M I R A T, B R A AT T RREK
P rh AR R A 2 R B A X TR R R O3 ) Ol (47.53 £5.57) %, (25.11 £2.56) %, (35.71 £6.99)% , (47.11 =
4.26) % ,(22.87 +6.52) % s &F T HE/K AR WO 4L ) B T R AT 2 25 04 46 1T, 5 R B 20 L, 66F 77 K R AT Lo IR A % B
X R LA 1 R 23 51k 16. 85% ,20. 06% ,6. 58% ,16.85% . £5iE «&F T HEAK SR WA R By HTad SorE T, SRk T R R Bt o
AHRAL T SLBRARE
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Antiallergic Effect of Aqueous Extract from Shuningkang
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(1. Beyjing Technology and Business University, Beijing 100048 , China;

2. China Academy of Chinese Medical Sciences, Beijing 100700, China)

[ Abstract |

aqueous extract from Shuningkang on mast cell degranulation and histamin releasing in vitro by PMC degranulation

Objective: To study the antiallergic action of Shuningkang by investigating the effect of

percentage and histamine releasing assay. Method: OVA was used as allergen. In the concentration of 40 mg -
L~', 30 min conditions, the influences of aqueous extract from Shuningkang 0.1, 1, 10 g -L ™ 'on sensitized rat
mast cell degranulation and histamine release were investigated. Result: The extract of Shuningkang could inhibit

rat PMC degranulation and histamine releasing in vitro. PMC degranulation rates in model group, high, middle,
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