2006 Z/\#H FEFUHH % Vol.8 Nod

HEHER AL TEREAGHRSZRAR

O% # %k &
) YR

(REILPEHKE
(BRERBRENRE —MKESR WKRE

MI/RE  150040)

150001)

i E:04 HMRFIENBIAACM)EKRSGRMPBER, Fik . NESHF R TR
R B a8 % SKOV-3, 5% % & 48 (control ) \CM 48 84442 (DDP)#= CM+DDP 4, £ Al MTT 4 )
EEFAX AKX %, Al TUNEL. &4t &80 R X 48 00 K (FCM )4 @ 40 108 T 69 % & , 1 Westerblot
#:#) PCNA bel-2 #v bax 49 &2 R :MMT 27 AF A~ L R LA ML A, RERLK AN E
K, HREHE;TUNEL frif St 4R FCM HR 7T AL %L, Westernblot #5 4 £ 1 B &
TaRATHALESE bel-2/bax R TRA £, B WS H T2 WH, 4. B K BRBLEKRIIE —

TR R BAER RS,

KR KERERE FEE FEEF @EAT

REHBEBAHEIES, HE, AR, &M
e AER EPEAR AR @8, &M
M, REEERRITMEBARABLTIIEMN
—FRIEBFER, 2HKNELRIER, ZEE
FOUTXREE - NS LBRAFERITEFTES
AEHENTMEER, 3 ER S 4 1R A &K%
R HEAAERIE R R A 6N A©E
RYL B

—. M EH®

1. #H
(1) ZBHHhAmILE, EHKEN 180+10g

HAS B 8 2006-02-20
159 8 3. 2006-08-16

I SD MM KR, BMR/REEMNKEHER Rz
RO, T EFERE, AMEEAKE SKOV-
3, AWM REENKEWE = AR, 12984+
ift # PRMI1640.37C 5% CO, K& #fi f1 {8 F F 5% 3
BRAER 3 K,

(2) 2% #d KEHBEBNh BRI PELK
FHRE _BRHERE; MAGBRH=RRLES
WA R A R4, D257 (1998) 45 003359 £,

(3) %A, MTT(Sigma),DMSO (Sigma),PC
NA antibody (mouse monoclonal IgG,Boster) ,bcl -2
antibody (mouse monoclonal IgG,, Santa Cruz ),bax
antibody (mouse monoclonal IgG,, Santa Cruz) ,peroxi-

dase—conjugated affinipure goat anti—mouse IgG (Santa
Cruz),TUNEL kit (ROCHE ), AnnexinV -FITC Apopto-

* R EHERE T A (04-05IP21): F 33 i B Mk 5t 7 R A% K AL 7 A M MR, AR £,
* ok RAAGRS A, ZAERF, A € M F, Tel :0451-88591665 , E-mail : guangmeizhang@126.com.

44  [World Science and Technology/Modernization of Traditional Chinese Medicine and Materia Medica)



HRRNERA—PERAIL > EHAR

sis kit(BD)

(4) RBME ., BRI (FE Bio-Rad model
550), Uk BB R A (R L), R (EE BD
FACSORT), #H . F R M (HAHFAH JEC-
1220),

2. F ik

(1) &HhhAt4 &, BRBEHEIT 44,52
3225 54 (control ) . 440 (DDP) .k iF 1% 9% Bikr
4 (CM ) I 28 + £k 1E 74 5% BB 4 (CM+DDP) , f& %=
HAEE 3ml ALK, KA E AWK S KA
B KU bm R AL IR 2 R 8] Rk ¥4 25, B) DDP
HAHAARESdENBEREN lgkg 5E, & dl
K;CMABRAREG d¥EHE 3K, 8K 6.255/200g
RE ;CM+DDP X L A ZE A, EEAHES 4d
FHLRKRGES 1h )G, HBRRBD, ERHE ,4C
%44 T 3000rpm B 0> 15min, /N0 B B b 2 eppen-
dof H, B 37C/K¥ 30mn, BB ILHEAET
0.22pm & % i 38 ,0.2mleppendorf & 43 %% , -20°C{R
7,

(2) MTT 5@ % 42 fo 7 4 SKOV-3 &9 i s
BERXAZEX A KB H SKOV-3 ## T 96
FLAR & FL 5000 >4 B8 (0.1ml) , ZH ARG BE f5 , /)y
O LA W&, DA TC L 1640 4k 52 3% 3% 24h,
WIANEEHRE, B 10%.15%f 20%, B8 KE
WSAEL, BALBEBEBENA 0.15ml, 55 5F 48 /)
R IE; U 1SR AN A Yk, & 3 A fE B, Bl
24h 48h X 72h, #EBF &AL I, M A MTTISul
(5mg/ml) , 4k 8E 35 5% 4h, | W 4K, 0 A 0.2mIDM-
SO BHEFMELEM, LW, #AUFEK
490nm , B E &K 620nm, DL ELB S 3 K, ¥
{Eﬂgﬁ,excelW@,UH&%E{E(#TE’%)%%%,
B R U/ B, BBRAUAYMER
BE SRR,

(3) wetern blot @425 3% F 5 %5 SKOV-3
% PCNA.bcl-2 A& bax #9 & & . B 84 K Y
SKOV-3, F JF 3% 359, LML 7§ 1640 4k 5L 35 3% 24h, fil
AE 15%%5 Y 7 & RPMI1640,48h /5 & k3L 5%
B8 %% 4t wetern blot fi, K LK HH L 40ug,

FH 1S EE, HERZHW A K 2h, HBE
60min , fb2 RGBT

(4) AKX @R n 42 0 F %5 SKOV-3 #5
A, MATFHRIER 1.2.3, BHRE LG, WHkHA
B, 4% 3R 70 A B B B LR,

(5) TUNEL # ## 4 25 fo 3% F #/6 SKOV-3 #
ATEE, BABAEKPER SKOV-3 BERHAEET
4 A mPHEFERF L, FRAFER 1.2.3, K11 %
J& ,TUNEL %20 BR¥% i BH B 47, HYETRHO,
URRMAMEES,

(6) HHLHERELH bk FHE SKOV-3 &
HBEFALE, HRTFHEFER 1.2.3, WKAK)S ,4C
3% R _EBBREKEE 24h S5, FABELER
A IEE,

:\% %

1. MTT &R
A1 200, BEBHTARREEBLK.

1 - PRI N e e i
—
0.8 //
0.8 —
8 g em e -
8.4 et
0.2 e Sl
0 Tt imreeoioyeno D -
1 2 3
days
[——cantrol ~—-CH -- ---DDP - - ~-- CW+DDP]

1 SAMKXRNEL

1.2 -

0.8 ’//
0.6 | "d_f_,,,,-————*/
0.4 | BT e
0.2 --TlD o -
0 S me—mm o o-Zl
10% 1% 20%
[+ control -~ - CM —--=- DDP - - -~ CH+DDP |

B2 SARMKRHEL

(World Science and Technology/Modernization of Traditional Chinese Medicine and Materia Medica) 45



2006 ZF£/\#%H ZEUOH] % Vol8 Nod

Ve FE B E] A 46 , X SKOV-3 Bl st #iom , MBT 3K
(XEB LB, FEISRKENAYMEERT ,CM4AH

i e RS U SR WS A B Grte

PCNA
3 westernblot # ¥ & 48 PCNA BIRE

0 e AMEERRtO. v N NSTMC oL MR s 92 e

1 2 3 4
Bax

B 4 westernblot # M F A Bcl-2 BIRE

s K RS VR BTkl 200 s 9 9 FE

1 2 3 4
Bcl-2

B 5 westernblot # & A Bax BIFRIX

FELE 0 DF ¢ A IS ¢ 0% W F LY D B o L R

B-actin
6 western blot ¥ & 48 B-actin IRIE
1.% & 48 (control ) 2054448 (DDP)
3.3k JE 7K 78 M A 48 (CM );4. 0 44 + B i 7K 78 % 4. 42 (CM+DDP. )

# 1 HHEF SKOV-3 F& MMM B %, x+S)

Group The rate of apoptosis
Control 7.08+3.50

CM 10.71+1.944

DDP 18.85+2.85
CM+DDP 30.33+4.05*

E: AL control b3 P<0.05, * 5 CM rbik P<0.05

FE 72h 5, Mm% 0] 3% 41% ; DDP 4 7 48h J5 Al
153 B 41 % i CM+DDP 4 7E 24h J5 B AT 3k 5K
W M gEE T —EeE, NBRXRABLE,
control £H £ 40 M ¥ B 7E 3 Fh ik BE A0 25 9 0 VR AE A
48h 5, BEARBERHMEEK IEREESEMAERRK
R, 20% CM AR MERE 10% CM 48 40 Kl
¥ 2 #%,20% DDP 4H i 4 il 52 10%DDP 4 #Y
g ML B R 8 f%, i 20% CM+DDP 4 ) 41 R &
10% CM+DDP AR 4B 3 5, & 20%H) DDP
HE B 6 15,

2. western blot £ X

R PR ,CM T T SKOV-3 & PCNA # Bel-
2HFEE, LAT Bax RIA,, XM BEHAE CM+DDP
HAKAR,

3. TUNEL ;i el an fL R T8 45 R

control 7] B SKOV-3 A A BEAEXHERHE , &
B EBEHRAK,CM A R EMREATE, HEH
e AT, DDP R M ABRRENAR, REE
WAL A ;CM+DDP AT SE R 4, MU E G, OF
ARKBERREEEESHAER,

4. EHLERNBEATHER

control 7] |, SKOV-3 2 EAAE AN , R WA H
SRR BB BECHE A EENRK, B
T PSR >, T R R E B CM ) O A Ak
RSN EEARAN T2 HRERE, N
PR ER, R T &% ;DDP o] W45 AR /N,
ARBRRBLS WEEEELITRE BEHARMN
ok HEANRERBEEE, RAZEZLHER,ER
FERETE AR N B ;CM+DDP 7] L B B 58 /M Kk |
IRA] R B B AR FEAE A B

5. FCM temimpe ey 4 R

HREI1TL CMAKNBATEE control I, FH
it % & X (P<0.05), 1 CM+DDP A ET-R 5 CM
M, M E G it 8 X (P<0.05),

=0 #

mEZGE Y b 80 4 A8 A LAk ,20
REMLFBRMES HE2FN, FTEEREFRED

46 (World Science and Technology/Modernization of Traditional Chinese Medicine and Materia Medica)



RIS EAR —DERIR L * ERHR

VI S A SR E, AZEIREE, R ],
REFE EATBRERESNE L HEAKNY
VNERLRRESHTHER ALTRRAT%H
0 4 SR UL B3 & A ¥ 12, 1 DDP X F
H,ER BN SR, R ARR A%, T
UM, SREFTECMBNEXESBERXE
B, R TEEMBEARERNTA 10%.15%
200 E, EHEEANEHEEX— &,
HHRKEXTHAHE A MBEHEENXEHRERY
EHEHANEERTERNMERNERRS ,BHA
MEEER, S —HHEAFAMENGEER, ™
mEFHAERB>HBEMERERARY, GEE
REEFHRAIM LR PHITHOY HiEE B4
FfS 5% 3% o I 5 vk BE - 40 BB 3R b BT R i v B o 1 R
BEMNES-SHMMmMZGRE, 2R UFH Y% 4
Mo MR T S%Rt, HEAKZRME; &F 20%
B, 76 VR B A I 5 X 4 B P AR AR 2 R R A R R
AR, HEWEIREGERE, &RB/REB®K
EABMLE EAFHE, RXEAZY S DDP B
& R F R 4858 T e B S & A ad e
ERRE.
HRETHER-EEHERE KRBT OHEN
P AL 35 40 M 3K 3T (necrosis) | 4fi Bl % T (apopto-
sis), 3T 4F 3 IR 32 40 M B Bk (paraptosis) | 5% BL 1 4
BMETEESY ERX—HRaBERELAE, BX
THRERETERMBERT R ARATREX—
FE A, ALK kA TUNEL && B et
METHRATMELE, 38 FCM #1781k,
LR PTUNEL 58 B BEAR, R KM T K
R MEANFAORE,EELATHRE, TUE
AHBEAMBEES, SEROHRTIE SN E X
b, ZEZGYOEEASBRMASHYRENAR
/A, RA®& 15%680 25 ¥ I 1§ #9 RPMI1640 55 37 48h
B, TEEST RS T CM 4 WL E &1 #9 4 L, DDP
A IRERE IR, RSN SE P, A
THRENSHEENAREESEILTFEAHEN
£ 5 i £ SCHk 8 R DDP 7] UL 5| # SKOV-3 §J
BT %4 U, BASLEYE DDP 4 5l IR LA B 40

RBTHTHRBMMESR, €5 L, CM4AH
BUAVE T4 E 40, DDP 4 H B AR FEHE 8 i 40
Fl, MEKSHMEHRL, FCM &8 , KA ANAEA T
BEHEW L, ALK F FH westerbblot £ #l] PCNA |
Bcel-2 Hil bax B3 1K, PCNA J& K il 40 ffg 3% 5 A9 % i
8458, i bcl-2/bax tLERBIN KR HELR B F 1
BRERENEERTZ -0, LK B/R,CM 7T LLE
F bax BFIA, M T bel-2 M FRE, X — L K&
i, NIRRT AL M, B EZ
BlTMH .

ALRERBEEL B, ERTHEHER
BRAERIIZR P AWM EER, KIHS
FEAR bel-2/bax R RHFMMATKERT LK, 3
SBME-GERR R, 7T FE 8, NixiE
HHWE A LREHSG TEW . EGOUK, ATL
HIFM A TR MEBER, NS5ENZRHEZES,
FELRIERELFS  FRAH XEREFARET 5
FREH#THR,

8% 3k

1 NEXTHHMBABEEIRFEOTE. RAPEERER,
2004,26(1):53~57.

2 PHRECMEABE S MK AEE " FEEEEEM,2003,19
(9):1075~6.

3 Lingyunbiao etc.Effect of antifibrotic herb serum on rat hepatic stel-
late cell proliferation and collagen synthesis Chinese Joumnal of
Pathophysiology 2003,19(12) : 1649~1652.

4 Lingyunbiao etc.Different effects of the antifibrotic herb sera collected
from two approaches on rat hepatic stellate cells Chinese Journal of
Experimental Surgery,2004,10(5).

5 BRI AAMBRSTYLRERSHFE. LRPEPEG R
4t ,2003 4.

6 Sitith Douma etc.Suppression of anoikis and induction of metastasis
by the neurotrophic recepter TrkB.Nature ,2004,430(26) : 1034~41.

7 Vignati S ete. Trail activity in human ovarian cancer cells: potentia-
tion of the action of cytotoxic drugs.Eur J Cancer. 2002 ,38 (1):
177~83.

8 Gu JC etc. Effects of human interleukin 10 gene transfer on the ex-
pression of Bcl-2 Bax and apoptosis of hepatocyte in rats with acute
hemorrhagic necrotizing pancreatitis. Chin Med J (Engl). 2005,118
(19):1658~60.

(World Science and Technology/Modernization of Traditional Chinese Medicine and Materia Medica) 47



2006 S5/\% ZI0H 4 Vol.8 Nod

In vitro Eexperimental Sstudy on Aanti- Oophoromamalignant tumor
of ovary Eeffect of Fuzheng Xiaolin Particles (Granula £k I 4 /8 fUb0)
Jia Tong
(Heilongjiang University of TCM, Haerbin 150040, Heilongjiang, China)
Zhang Guangmet
(The First Affiliated Hospital of Haerbin Medical University)

Objective: To study anti—tumor effects of Fuzheng Xiaoliu ParticlesGranula (CM, $k IE {¥ 5 BUKL strengthen the
body resisteance and resolve neoplasm) on tumor cells in vitro. Methods: Rats were divided into 4 groups randomly:
control group, Fuzheng Xiaoliu Particles (¥% IE JF J& BUh)(CM) group, cis—dichlorodiamine platinum (DDP) group and
CMm+DDP group. The Bblood serum including containing drugs were prepared were produced and was used applied
to culture tumor cells SKOV -3 incubated in vitro. MTT method was used to detected Ddose—effect relationship and
time—effect relationship was measured by MTT method. Apoptosis was observed by using TUNEL, transmission electron
microscope and flow cytometry(FCM). The expression of PCNA, bcl-2 and bax is were detected by Westerblot. Results:
MMT results showed that this recipe possessed certain dose—effect relationship and time-effect relationship. With the
higher the concentration increasing of CM and the longer the effect acting time applied lasting, the more pronounced
effect wais shown obvious. TUNEL, transmission electron microscope and FCM results showed suggested the occur-
rence of apoptosis, which was related with the down—regulation. And the Westerblot results showed that apoptosis oc-
currence was related to decrease in the ratio of bel-2 to bax as shown by Westerblot results, , which and the latter in-
hibited cellproliferationcell proliferation. Conclusion: The Fuzheng Xiaoliu Particlesgranula (% 1E %8 BikI) is showed
certain anti—tumor effective to anti—tumor, as well as to enhance the effect.synergic action

Keywords: Fuzhengxiaoliu granula; anti-ovarian—tumor; serum pharmacology ;apoptosis
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of the three Honghua injection groups; the renewals of mice with hemiplegia increase; S-T of 0s,30S,60s and T wave of
0s,15s,60s ,which rised by Pituitrin, depress clearly; the blood viscosity of rat with blood circulation stagnation de-
crease. Conclusion: The result suggest a beneficial therapeutic effect of Honghua injection on hypoxia, cerebral infarc-
tion, cardiac infarction and blood circulation stagnation in animal.

Keywords: Honghua injection; hypoxia; cerebral infarction; cardiac infarction; blood circulation stagnation; thera-

peutic effect
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