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% 5 MCF=7 40§ th 8 1= (P<0.01) ; % ¥ # % % 41 B 17 % % 41 B—catenin, C—myc & % B W B (8 F % @ x H 4 (P<0.01), &t
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Effects of Huangqi Jiedu Decoction on Inducing Apoptosis of Breast Cancer Cells and
Gene Expression of -catenin and C-myc
WU Shiting', LIU Lifang'*, XIONG Jiaging, DING Ling', ZENG Ye?, XIAO Sa?
(1. Department of Breast Cancer, the First Affiliated Hospital of Hunan University of Chinese Medicine, Changsha, Hunan
410007, China; 2. Graduate School, Hunan University of Chinese Medicine, Changsha, Hunan 410208, China; 3. Hunan
Aerospace Hospital, Changsha, Hunan 410205, China.)

(Abstract] Objective To observe the effects of Huanggi Jiedu decoction on the inducing apoptosis of MCF-7 and expression
of B-catenin, C—myc of human breast cancer cells in vitro and to reveal its mechanism of inhibiting recurrence and metastasis of
breast cancer. Methods The cultured MCF-7 cells were assigned into Huangqi Jiedu decoction group, doxorubicin group and
control group. After intervention for 24 h by Huangqi Jiedu decoction, doxorubicin and cell cultured filed, the apoptosis of
breast cancer cell MCF-7 was determined by flow cytometryt. The expression of B-catenin, C-myc genes was detected by Re-
al Time Quantitative—PCR. Results Compared with the control group, Huangqi Jiedu decoction and doxorubicin groups had
the more obvious effect on inducing the apoptosis of breast cancer cell MCF-7 (P<0.01). The expressions of B-catenin and
C-myc protein in Huangqi Jiedu decoction and doxorubicin groups were significantly lower than those in control group (P<
0.01). Conclusion Huangqi Jiedu decoction could induce the apoptosis of MCF-7breast cancer cell, and significantly prohibit
the expression of PB-catenin and C-myc genes, which provide the experimental evidence for Huangqijiedu decoction in the
treatment for postoperation breast cancer.
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W T, 24 B-catenin 5 E—cadherin & i 1) K [t
SR B 2 Je T A 5 [ ol 40 22 T P RS B A
FH I 3 — 25 Wl e i 2 240 A v 3 3ok 5 9k B 00 i 3
5% (K T(LEF) f% 32 A 7 T 40 g I 5 (TCF) K B [ 8%
T PR AR 25 5 V0TS 22 P BE DR A 7 o, 3 Wint £
530 % 1 S S TR 7E 2 Rl N R
Bl B—catenin 5 # 3K Al B—catenin Fk K R4 |
C-myc J& Wnt {555 S8 M IE & 2R ILH
WF T 73 10988 5 DR 2 358 R 98 25 DR 1 98005 AT = o
1% Wnt/B—catenin {55 5 il % , B—catenin [ i f i, 7]
T2 C—myc S HEHEPIBOE | 20 JE 30 45 B S
TS BT RR B4 5 A P AR SR AR A i 0 3R A PHIE
S 1Cyo ¥ EEFR TR AR R HE 211,467 o/mL, B %
WA 0316 wg/mL, A 52K LR 25 &
1.467 ¢/ml # FE fff B 14 W 46 W .0.316 pg/mL B 5
AW T MCF-7 40, I DL =4 i A3 K 552 ik 2%
J5E B PCR YT B, 3 1A= W27 4R 2 F 5 0 PG fi
B 7 X5 S MCF -7 40 i 8 1 & B —catenin F
C—myc H& KRB
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1.1 ZHiEtk

FL IR R 40 Ak MCF=7 1 b 50 Fn 15 24 Be
g IR/ RTINS
1.2 Z¥

HEMBED . HE KFZS RKE AR EN
= i F CEAE (IR TR R JEEE W DLEE 1
Bk XS EA WHRAE TR e 2 R A
— B B B, H R DU R 28 KA FE A A
T 1.467 g/mL K25 LA 2 000 % /min B0 BT
WA ALUERE(0.22 pwm) Pt , & H . B2 (10 mg/
) N T SR 25 AT B2 AL 445 - 1307E1, LA ZE
JKBCHIN 1 mg/mL,
1.3 k5]

DMEM = B8 55 22 % (500 mL) : 3¢ & Hyclone 2
A ;PBS B MR 2% vh ER VS W . b R ERHE A R A
A G4 1L7F (500 mL) : [ Gibeo 28 7] ;FITC An-
nexin V Apoptosis Detection {5 £ %% . 52 BD 2
A) 50.25% JE B B TH AL (100 mL) K& 3 AT

(100 mL): [ BE 22 ) 2 e A ) PR 2 T REBIF 5 o
RevertAid™ H Minus First
Strand ¢DNA Synthesis Kit: Fermentas; Deoxyri-
(DNase I): Fermentas; RiboLock™
Ribonuclease Inhibitor: Fermentas; SYBR Green-
PCR Master Mix: ABI,Hlt5 :4309155,
L4 R

1-13 5 B 5 .0 Bl : SIGMA ; SW-CJ-2FD i 14 T.
YEG . MNEALIR ST ;CO, 555746« Heracell , 75 [H]
BRI B s XDS-1B 8] 8 A= ) 5 . Bt 4X
a3 H) s RE-52C BUJeRE 28 KA LSl T AL A
BR 57 1 22 7 ;7900 %! Realtime -PCR 1% : ABI;JY -
SPC BUKF-HL Pk - b 508 B AR 7 A& 24\l s DG- I
XURS S AL kA - Jb e b AR W BOR & e rputs

2 Ak

2.1 ARG SR KA

MR SCRET RO B KA MCF-7, P4 1.25x
10° mL/L % B4R TR BT 37 °C CO, 15
FEAF R EIREFE 24 b, A H 40 R B2
SR 3 R R AL BT R S X IR
BN LSS U F X B KA B MCF-7, D) 1.25x
10° ml/L % B4R TRE b B TR M e
24 ho FF 0N BE S 0 FEIH W, A5 E O BRZE A
4 mL ¥iFR SR, W R R AN A B AR R
DRI EL (1,467 o/mL), B 40 im A B 75 3= %
i3 (0316 pg/ml), B TRFFHEHIFE 24 h
Jei B FSCAR AN, R4 A T8 bR AT
2.2 o AR I MCF-7 4 AR 1

B2 T 24 h J5 A EWR 1 mL, T%
T2 000 r/min &.0> 10 min, 7% 137, WEA M, N
A1 mL Ti¥2 1 PBS, B E%, TEIE 2 000 r/min
B0 10 min, 57 B3 EE K, K 100 pL 40 &
WA S5 mLiX%E , WA 5 pL Annexin V-FITC F1
5 pL PIREEGIRS), #OGE RN 15 min, il
A 400 pL Binding Buffer 28 o3, 3+ F 1 h P LA
=2 ARSI
2.3 SEEFEEOLE f PCR K B—catenin [ C—myc
FEH KK

PN MU FEAS RNA . i A 0.8 mLTrizol 5 74
fbo FIRTHE S min, WA 02 5B =& H
B, RIZUEESN 15 s, 12 000 t/min T 4 CF &0
10 min, W FJZTCEIKAH, 7R 2 T8l inA
0.5 R FUASENEE, 20 CFEFE 10 min, T4 °CF 12

Trizol: Invitrogen;

bonuclease 1
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000 r/min B.L>» 10 min, 5 3, % 72 RNA JiiE A
1 mL 75%BEER fEE G ax FIRAIE 4 °CF 7 500
r/min B0 5 min, 3 B3 . FHIEAC/N O W AR B3
IR E R T 5~10 min, B U0 TE N A IE i JC RNase
fRK , S84 f# RNA, L2 000 r/min, 8.0 20 s, LA
A260/A280 A RNA 4l BF K vk B 7 TG ™ 5 DNA
15 RNA 457,28 S 5 18 S 10D HAEZ N 2:1;
FEATE AT B ™ 5 RNA B, 5 2 X 00 20K ; 3R
BRI RNA S84 L BRIL 41 DNA #4758
A9 68 i PCR 27, JEZ5 SR LLH AL mRNA
X LR 27MA(RQ) , 2744 il B R 150 I 5 R A X 5
G, SIH primer3.0 A BT I A 2R A b
B & 1%, GAPDH 4% . Liii~-CAATGACCCCTTCATTG
ACC, F#-GACAAGCTTCCCGTTCTCAG;B —catenin
I % — ATGAC TCGAGCTCAGAGGGT, K ii#-ATTG
CACGTGTGGCAAGTTC; C-myc: [i#—-CGTCCTCG-
GATTCTCTGCTC, F i - GCTGCGTAGTTGTGCT-
GATG .
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b, #2541 Wi 40 il B-catenin 2 C—myc %&
A 2R B B FRAR A W E g2 L (P<0.05 3% P<
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0.01) 5 H.FI 8 R 41 3k e IX, ok b # g 5 a4,
W F 22 S A B i b2 08 L (P<0.01)

Melt Curve

Melt Curve

c-myc

2 B-catenin & C—myc £ FEH = th £ &

R 2 AEHWHSP B-catenin & C-myc HHEMEE (vs,n=3)

el mRNA (B—catenin) mRNA (C-myc)
25 [ R 4L 4.088+0.2805 4.262+0.1635
W EmA 3.344+0.18974% 2.501+0.2947 4%
[IE:+ =i 1.091+0.09174% 1.12320.1849>
F 178.2 673.7
P 0.000 0.000
52 AT IRAA e, AP<0.05, A AP<0.01; 5 B8 2 41 48, *P<
0.01.
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