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SRERMZFGMFN AFLIREMAR MCF -7 /9
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FEE. B0 LR AHH (CCLM) A 25 s i 5T ASUIR A MCF — 7 28 kA b £ K 69 396 VA B ik & 24K a(ERa) &3k 89 %R,
Fit HASURSE MCF -7 %0 fetk 20 Jo 5 5l m AAR B (428 ) 32 0 8 sF AL A 10% 2 & K R dn i, 46 25 2404 5 & SR AR e 7 1K
B FHA B 10% &tk mE G, B 37 C R 5% COy 37040 4k 4 35 7k 48 howE vk 15 (MTT) kAo il 28 A2 K4 07 &40 4 25 o i 3F A
SURRHE MCF -7 4a Je 38 g5 69 4 B AE R O ¥ 10% 894 25 & 38 7 s lm N MCF -7 s P 1 3 48 h, 2 I &0 i ¥ mRNA A& &, R4 %
4% ¢cDNA, & 5 BF 32 % 2 8 PCR 77 iR A0 ) &4 40 I 7 ERa mRNA 69 & ik KT, & Al Western blot 77 %4 & 41 ERa & & &k KT,
LR MIT R 4R 2R, 5Btk M., 7 &5 Z ARG THH MCF -7 @RGP & F FH6 £ 57K %3 %
ZX(P<0.01);PCR H#4M 4R T+, 5 BaAmk, kAAELLFIK T . HFEFLFY ERe mRNA A&, L P SH TR H £ F
(P<0.01);Western blot &4 4R 27, 5y Batat A 7. HH FRELLEZYME FRae FORBARTAZ, P AN TAHLH
£57(P<0.01) 4518 FAELSA X MCF -7 aafiL ey R £ KA P 4E A, 5F 5 H FRE ZEAR X, EALH T4 542 % ERa mRNA 4
¥, b ERa @8 REKEH £,
FERE R AT HURE AR MR MCF -7 S etk S8 £ 2K o
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Effect of Serum Containing Chaiguilongmu Decoction on the Growth Inhibition of Human

Breast Cancer MCF -7 Cell and Expression of Estrogen Receptor o
Cai Linlin', Yao Mingjiang®’, Guo Quan', Wu Xianwen', Zhu Yaowu', Xu Yun'

(1. Department of Oncology , Xiyuan Hospital, China Academy of Chinese Medical Sciences, Beijing , China 1000915 2. Institute of Basic Medical
Sciences, Xiyuan Hospital, China Academy of Chinese Medical Sciences, Beijing, China 1000915 3. Beijing Key Laboratory of Pharmacology of Chinese
Materia Medica , Beijing, China  100091)

Abstract: Objective To observe the inhibitory effect of the serum containing Chaiguilongmu(CGLM) Decoction on the growth inhibition
of human breast cancer MCF =7 cell and expression of Estrogen receptor a(ERa). Methods The human breast cancer MCF -7 cell
lines were respectively added into the corresponding(drug - containing) culture medium, in which the control group contained 10%
empty rat serum,the administration group contained 10 % of the CGLM serum of low,medium and high dosage group,respectively. After
administration, they would be at 37 “C and 5% CO, incubator for continuing to develop in 48 h. MTT assay was used to detect the
inhibitory effect of CGLM serum of low, medium and high dosage group on human breast cancer MCF —7 cell proliferation. The serum
medium containing 10% CGLM was added into MCF -7 cells, incubation after 48 h,the total mRNA and protein from the cells were
extracted ,and ¢DNA was synthesized by reverse transcription. The expression level of ERa mRNA in each group was detected by real -
time fluorescence quantitative(PCR) method. The expression level of ERa protein in each group was detected by Western blot
method. Results  MTT results showed that compared with the control group,the CGLM low, medium and high dose group could inhibit
the proliferation in wvitro of MCF =7 cells, the difference between the medium and high dose groups was statistically significant( P <
0.01). PCR results showed that compared with the control group,the levels of ERa mRNA in the CGLM low, medium and high dose
group were increased,among which the high —dose group was significantly different( P < 0.01). Western blot results showed that com-
pared with the control group,the expression levels of ERa protein in the CGLM low,medium and high dose groups were increased,the
difference between the medium and high dose groups was statistically significant( P < 0.01). Conclusion CGLM Decoction has a in-
hibitory effect on the growth of MCF —7 cells and is positively correlated with the dose concentration,and its mechanism may be relat-

ed to the increase of the content of ERe mRNA and the up —regulated expression of ERa protein.
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FLMR AR A2 L M DO R, R R A BT
HRAE 5343 B LT AH R I RS, w2 g 03 97—
AL RS HE ST B IS o ME 3K 32 14 (estrogen receptor,
ER) il (8] ) 2238 & Z & (progesterone receptor, PR) FH 1
0 LRI A SR PR R AR TR LR R R s A 3L
IR R B 50% ~ 60% ), ] 3 N 4 IR T
SN RIRZN 3 SR e 1) o = E ey s AR e
B, AR YT v S BURE N N - R - 9 ELAh T Re
AL, B R H & Z L LD AR L B A SF 2 R
Bl 265 22 A 2545 AR A I DR IR ) S Bt P 4303 7 e [
JEA AN B RV 1IN B, 77 s 0 AR A A T T R AR YT
W, U 2 sk i 2, s i fBE AR AR TR B 2
W TCH BRI T B 25 Ak B X 40 B
UE BTG58 AR BT ER A, FHEAETR YT Il 7 180 A e 31
T EZAE R BRI K 2 A B LSRR R A R
7 FLRR I, & L NT % A LR 0 4 W I AN R RN
WA 5% Pk FER AP B9 A 7L B 8 40 R MCF - 7
20 B AR AR AT A G ARE W
1 Mel5H%

1.1 o8
L1 SRz

SPF Z¢#fi 4 SD KB 20 H, 45 5 (200 £20) ¢, i
ERPLF GG s 0 PR A AR IE S - SCXK - ()
2012 - 0004, 1] 5% v [=] v B B 2% B 75 56 = Bt SPF 21
W FE BRI EE 22 ~ 25 °C, A XHEE 40% ~

70% , FEH / MRS 4% 12 h,
1.1.2 ##y

SERE IR A ORI, b BT R 2 A BR S F] 42
b, 2R =S50 R, S0 15022761, H: 15019001,
A2 15015641, 2K E 15026182, B4 15010742, 4= b
15016901, 4= 4t 15 15019522, fif 4 15020881, {H fif #E
15013951, A= 1 2 15013951, JI| 4= % 15021231, J5 £
15019231,
1.1.3  #H

MCF -7 A FLAR 9 20 B bk , ) s D08 v 28 A A B
FABRA A G 45 CL - 0149)
1.4 KA 5 #E

DMEM & B8 57 3 (Gibeo 24 1], 1L 50 8116362) 5
JiG 4 I35 (Biowest 23\, #it%5 hy S1435S1820) ;7 - #f %
% PS(Solarbio A ], b5 24 20150626 ;0. 25% i 2
fiti (Solarbio 23 ] , 41t 5 K 20150605 ) ; MTT 7 £ (Jb 52
W F S H AR A BRA F] LS54 €C1310) ; ERa 5147
GAPDH 5191 ()" M 5 # A= ARG FR/A ) ; ERa o 2
e B PR (ABclonal 23 /], it 5 24 A0296) ; B — actin
Z iR (LT 2R E YR A R A | L HE S

2

WL - 01845) ; AR i S0 B 6 19 E 40 R 1gG(CST 24
Al L5 7074P2) BRI A% AL (Bio — Rad Chemi Doc
XRS + ) ; SMA — 1000 %I 330 & 43 96 5% 31 (Meriton
/A+]);T - GRADIENT ZUJR FEBREE PCR (X (3£[H Biometra
CIDF Step One Plus %! ¢ ) % & PCR (3 H ABI
Al
2 Tk
2.1 KRAHANEREHLFHE
P AR R E AR B 25 R i Se R e A

(CGLM) 43 M (L) . (M) | (HD 2, 570 0 31 o
1.2,2.4,4. 8 gUHURL) / ke (M50 5 ) o 2218 /K e i) AS [R] vk
FEZ YRR, MY T4 10 mL 5250 ik 1.2,2. 4,
4.8 g, KEUHE B IRBUNEE 100 g A& 1 mL, 25 4 4}
A2 TR 2R IKELSEVE S 7 d, KIKHEE )G 1 h,
J 3 B KL , 435 113 , 56 °C, 30 min $CK G AL HH
0.22 wm JEEIELL J34e, — 20 CUKFA ALY
1.2.2  AZLIEJE MCF -7 40 J Ak 40 J 35 3

NFLIE MCF - 7 4tk 35G35 T 5 10% i 40 1
) DMEM 153556 B CO, B354 N, 1H T 37 °C,5%
CO» o HEAT 4 HLAZ AR, P8 3 K 15 952 WK, B )5 FH PBS i)
VE 2 W, ARG I 0. 25% BB (B N 40 i T
AL, #5775 B0 B, A B
P ] J 35 B 5 % 10% > /mL B 40 M B, 1B AR 85 35 5k
AR IR
1.2.3  AFLIRE MCF -7 % jo 38 78 40 4 K 5 (MTT %)

96 FLANLRE FEARH , BEFLINA 100 pl 4 Rs 57 5
W CERFL 5 = 10° A4 B 40 i 35 3R 4 37 °C K 5%
CO, 5 FRA TP EE 5% 24 ho e Ao 5E  PBS RIS Uk 2 IR,
BEALINA 200 L AH R & 2585 357 3k, b s vt IR &
B 10% %5 AR BUALTE , 45 25 4155 3 & A SeE Rt A A%
o R 10% & 25000 IR I & 10% 25 F K R
15 DMEM 3555 A B 2 Ir s 22 Wk B2 S 2 /5 P 96 fL
MU TS 37 °C K 5% CO» ¥55R4frh Ak 24555 48 h,
FRVLIA A5 7 - 4T MTT 445, A =570 nm, M 5E 6% B2
( OD)A , 45 45 25 LI 5

R £ (%) = (GO BA OD 1 - 42h4
OD14) /= G 3B 0D 14 x 100%
1.2.4 ERa mRNA %k #1 (qPCR %)

B 8 K30 A FU IR MCF — 7 40 MRk 240 3 , 2831
b B, TR B BR BE R 5 x 104 > /mL (14 200 i B0, 4
Tl T 6 FLANMIES F Al , 24 h 5 S & 25 15 S L W an
W3 FE MR 37 °C K 5% CO, 554 h i 9% 24 h, |7
FEFRHE Trizol LM AU, $EHUE RNA, R ] PCR 1 %
SEA A cDNA B cDNA #4752 B %€ % 22 1 PCR £
W o B AR 2 AR 50 WL, ERa &% GAPDH | Fii#5|

B
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Y14 1 pL.cDNA #iH 2 L,

ERa 51 % : LU 51 ¥ 5’ - GCCCAGCTCCTCCT-
CATCCTCT -3" ; T ii# 51 ¥ 5’ - GCTCTCAGACTGTG-
GCAGGGAAAC -3, 434 Bt 281 bp. GAPDH 5|¥): |
514 5" - AAGTGGTCGTTGAGGGCAATG - 3", FiiE5]
¥ 5 - CTGGGCTACACTGAGCACC -3’

P3G 454 295 °C HAEYE 10 min J5,9 °C 155,60 °C
1 min, 40 MEI, fe )5 K 2SO0 E i PCR AL A W )7
PEATE MR Hr L R 2704 €k R AT B L R Y AR
XfE
1.2.5 ERa & B %k 340 (Western blot &)

X 50 A AR U0 240 L 2 JR T A S 2R T 10 em P IIL
o IR 1 x 100 A/ F Q0L 3557 24 b, #06) BA Fn
B FHZG 2 W e 2 05 3 5L ARSI 48 b, W B R 3,
% PBS WL 2 WK, VKRR B0 A, o N SR A
B ,4°C,10000 r/min, 850 15 min, FIFRE - 20 C
PRAT A T o BCA 0022 35 1 e 2

FEa AT SDS - PAGE Ji5 , R # & PVDF i, F %
5% i JIE W5 #5 B9 PBST( £ 0. 5% Tween — 20 f¥) PBS %
WO ZIREA 1 h, FRE AT 5% BLAGW#; () PBST
TR —3 (—HL : ER =1:1000) , i 5F 2 h, PBST
VRS 3 U A 5% MR W5k (1) PBST i R 1) BRAR i
SAALBHEE Y P, EIRIFE 1 h, PBST PRI 3 ¥, MA
ECL %83, 8 F Bio — Rad #1543 2 Ge F 40
HE IFI 5 H 25T 1 28 B2 (B o 4 3% B P B P A T &
TRVEDE 20 min, ITA B — actin(fE R PIZ) Hidk (1 : 5 000
8 ) B R o 155 H B 1A% %6 /B — actin 4%
8 B RE DAL, DA 2 1 R Bk .

1.2.6  FitF4AE

K SPSS 18. 0 Geit2 3ot o TR BOR AR +
FRUEZE (X + s) FoR, AL FLRCR T PRI &R 7 225087 o
P<0.05 NZEFAGIFE L
2 H#R

el N W o i =< 3 I W A e et i )
(99.99 +9.77)% AL EE L N (93. 44 + 14. 14) % , 5%}
HRAH T, T B2 F (P =0.159 >0.05) ; ] 54
H(84.87 +20.30)% , 5 Xf A L4, H B EEER
(P=0.004<0.01); =741} (80.00 +16.93)% , 5
R LA, A B EEE R (P <0.01) ol 2 AT WL, X
BRZH A ERoe mRNA 2350 1.00+0. 11, K7 = 4 M
1.09+0.71, SX MR AL, Z R LRI ¥ B XL (P=
0.36>0.05); 4l 1.21 £0. 11, 5% AL ik,
LRI FEXL(P=0.38>0.05); & 7 &4 K
1.36 0. 19, 5T R4 L4, 2R AR ¥#E (P =
0.002<0.01), & 3 0] W, X B4l ERa 25 KT8 K

1.00 0. 00, {7410 1. 05 £0. 64, 5 % B 41 Ho %5,
EZREGEHFEX(P=0.60>0.05); F 7 =4 N
1.39+£0.59, 5 AL, ZRARITFREL(P<
0.01); /741N 1. 44 +0. 80, 5 RAL L #5, 22 7 A
il E X (P<0.01),

Cell Viability
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~acti R — — 43 kDa
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B 3 Western blot 7 ## &40 ERa & & & ik

3 g

FLIRIE 0 A WARTT 2 MM R 2R AT e
(VE FH s B2 ER 48P0, Dhh 52525 0 4], Hobi e
R KA EE Rl ERa %, 7T E ERa, fiff
ERa B R, FRHFRIET -7 ERa 33K 1 FE B & T
) = 2 S B 25 I AR A, ERec B 38 Bk L
W BB IR 2 1 2 2R M ikiE , ERe I EE BT 35
IKA[ LA MCF - 7 40 X th 5 25 i 2511

FLMRIE N 43 WAIETT R RN, B I TG A N
& ARG ARAEAR , 8 “HOIE R E AR E
PR U T R ARG By, FLRRIE 1) N 4
BIF GRS - K% - o (T - PR E Ak, S5
JF WL SR A, AT bR B 2 D T B R
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PA R R 52 2% IER 2 SR BE A SR A B 2 L i
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SAHEME, G 2 M0E , 2 b s - (g
A2 - BN T, YRGS %, (BN A
LT
H AU SR e At 7 20 07 SE 0 R AT R R
WA AR AR 407 LUK BRZA R RNG 8 A
B ok, 2B 8 RN T A2y B 07 A
YA PUMREE L SR h R 2 b Y 24 I T 4 L
JiR S A MCF -7 A= K347 B S pg il /5 5, JCRL 1 h
18 55 245 MLV 00 1 e Y 8 5 A T B HE 2 B Ly P A TR
B MR AR B, L 60% £ AR B fE 3 40 ) FL
JiRJEE MCF — 7 4 AR K, R WA Ho At 8040 [m] I 47t
PRV F o Yang 2611 1 MTT 3240 16 H AR 42 45 505 1)
Wil NFLIE MCF - 7 A0 bk ) 2 251t 25 PRI RE T o A7
WEGE A IR, 2R AT JEHT AT 38 3 52 M 240 O T S 0 P R A
IEL 4t 200 o 5 7P ] SR 5575 5 e A L 03 1, AT A 8470 e
VRN
AMITE W AL Ty % A s AW BT LR

SRR B UM OC ER 46 bR, IE R I 5 WA iaTT
WA 1 T R 97 0, o R 8T 266 28 )5 1 DR RSS2, R WL
FENT 4t 25 e L M 9 A R A Y S e, D R O A AL T
MR CAD AV BB B & B, S84 o4t vm
55 SR A BT MR AL, 32 R H 5 N A IR YT
24 ) 3k 1) B T G b A o R B % 5, JU RS
ER 5505 S A4 88 A, 28R H Al T g ), 5] g 3t
e N O3 BT 25 & 53 A AR RS op o DAAR S 240 i 52 6 2
T A I R el A 5 3 4t T 2 2 PR PR KA , X ERa
VR I R T B B i — 25 W 98 A 5 AV TR A5 BB Y
3 W5 1 245 1) B T e B ik — 2D T i R R T ik 1
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