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Effects of Shugan Liangxue Decoction on MCF-7 and T47D Cells
Proliferation, Enzymatic Activity and mRNA Expression of Steroid Sulfatase
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(Key Laboratory of Carcinogenesis and Traditional Research Under Ministry of Education, Department
of Integrated Traditional Chinese and Western Medicine, Peking University School of Oncology,
Beijing Cancer Hospital & Institute, Beijing 100142, China)

[ Abstract] Objective: To investigate the effects of Shugan Liangxue decoction (SGLXD) on MCF-7 and
T47D cells proliferation, and evaluate the effects of SGLXD on the enzymatic activity and mRNA expression of
steroid sulfatase (STS). Method; Estrogen receptor positive breast cancer MCF-7 and T47D cells were cultured
and treated with different concentrations of SGLXD for 24 h. Cell proliferation was evaluated by MTT assay, and the
mRNA expression of STS was investigated by RT-PCR. After transient co-transfection with plasmid pERE-TK-Luc
and pRL-TK in MCF-7 and T47D cells, and treated with different concentrations of SGLXD for 24 h, we evaluated
the enzymatic activity of STS by dual-luciferase reporter assay ( DLR). Result; By MTT assay, SGLXD inhibited
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the cell proliferation of MCF-7 and T47D dose-dependently, the ICy, values were 46.08 g+L ™' and 22.98 g-L~".
SGLXD down-regulated the expression of STS mRNA at higher concentrations significantly. In MCF-7 and T47D
cells, the enzymatic activity of STS was significantly inhibited by SGLXD dose-dependently. Conclusion: SGLXD

can inhibit the cell proliferation of MCF-7 and T47D, this effect may be associated with the inhibitory effects of
SGLXD on the enzymatic activity of STS and the expression of STS mRNA.
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LT L B BE SE 2 k. ME R ME R AR R 3h
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Aldrich 73 &) ) ; Trizol ( Invitrogen 23 &) , it 5 14105)
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E10119) , Fki/M2 5 & (5 E80919) x4 2
) ; TransLipid Transfection Reagent (k5 E10817) ;
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KS12 R 4 T A & (Thermo 2% ] ) ;680 7 i 475 X
(Bio-Rad 7\ @) 5 Ultrospec 3300 %Y %8 4k 435 &
( Amersham Pharmacia Biotech /3 7] ) ; chemilmager™
5500 %Y UVP ¥E K 1% 1% ( Alpha Innotech 23 7] ) ; 4k
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Shugan Liangxue decoction; steroid sulfatase; breast cancer

2 FHiE
2.1 ks 3R MCF-7 4iMu e & 10% s 4 s
() DMEM 5¢ 4> K5 % JE op 55 3% TATD 40 jfd /6 & A
10% Jiti 2F L35 /) RPMI-1640 58 4 8% 52 3 5 55, 2
P 92 3645 & 47 1 mmol - L' 4k 04 75 & HE R 0. 1
mmol - L™ TR B2 4% .100 U-mL ' F £ 2 .100 g
mL B E, AMETE S 5% CO, 11 37 CHE 4 h 5
I o FH B R R TG TG 4 A 00 4 40, % 10% BiR 4+
ML A F P4 ZE B DMEM i RPMI-1640 #5573t 1x
Fro RF T SEK PRS00 A i A K% R
F5 7786 1) 40 A% AR, I 7 40 B 52 75 e A5 A0OR | ik
20 £t
2.2 GPAFECMLTT BH SRR R IR 2T, 2k 100
g, RN & 8 /KR 30 min, 4% 15 58 7 ik b 47
HiZE . LA 800 mL (17K 3 K A 30 min, F: LA S K R
A 30 min, {5 H 25 % ; 0 500 mL 7K, 8 &2 AT 1
U 20050 2 IR 29 MIR & 5 Ak S A Wk
WA AU E R 1 g mL T L, DIALAR R
0.22 pm (A5 L UE #5 XF 25 M i A7 i DR BR R . o3,
A7 T - 80 CukAi & ' o & 10% i 24 i i i
DMEM 5§ RPMI-1640 £ % 34 1 g- mL ™" i 47 IF 5t
TR B N 7 o2 B i
2.3 MTT Lk ZnE s B MCF-7 B 40 i % 5
WHE R 5 x 10°/mL, TA7D (1) 40 i 55 3 5 % ok 1 x
10°/mL, 43 51 3% F T 96 L4, 100 wL/fL, 37 C,
5% CO, KiF=Ah e & 24 h i 40 WG BE . 24 h J5 4%
B SR WL, 43 S AN & B8 A N TRk B B I
1L 75 (MCF-7: 10, 20, 30, 40, 50 g-L~'a§ T47D. 5,
10, 15,20, 25 ¢ L™ ) W2 &R 3  BHSH 6 1
AL URZEE R 24 ho 24 h JFW R B3E, BALMA
100 WL MTT ##(5 g+ L71) I & 4 h, 585 W B
MTT %3, B LA 100 L — F 337 R ( DMSO ) #F
11800, % I T K P42 2h 15 min, £ B bR X L L
B 570 nm PRGN £ ALK G B (A) o #EFT 3 KM
SEEEE o DA b B 40 A (T T R AR Sy 4y H S
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22 (100% ) TR AR AMMEIETER = 259U A 5./
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2.4 i RNA B$2EUR cDNA B4 MCF-7 1 T47D
AN S A HEA TR IOL, 24 b J5 N A 3 B0 A R [ ik
EF B0 T 1Y 58 4 55 5 ik AR S35 5% 24 h SRR 7 IR
Invitrogen 7\ 6] i8] Trizol #EAE+E B H2 LR RNA, J# 1 48
HMIFEGEETEXS RNA A i 00 &5 A4l R A7 5, 3
i F AR P R KRG T RNABR i 0 52 88 1k, F3 iR 425X
4/~ A B9 TransScript Two Step RT-PCR Super Mix kit A
BRAESE RIH RNA 3580 ¢DNA 20 pL AR A 1
pg RNA 42 CH#F 30 min, 285 80 °C 10 min, K% ¥ 4%
KM, 20 CORAFE

2.5 B4 W5 i v (PCR) {fi A} the program
Primer Premier 5. 0 £ #E47 51 W53t , th b 50 R}
YR FI G L, STS, B-actin 151 #5351y .5 -
ACAGCGGAACACTGAGAC-3" ( I #7), 5 -TGTG
AAGTAGATGAGGGTAT-3' ( F ##)"™"'; 5-CATGCC
ATCCTGCGTCTGGAC-3" ( I~ %) and 5'-CACGGAG
TACTTGCGCTCAGGAGG-3" ( i), FlHE 25 pL A9
PCR RN 2, Kb &4 ¢DNA Bl 1 pl, B RS
¥4 0.5 wL,12.5 wL 2 x TransTaq HiFi PCR Super
Mix II #110.5 pL XFEK . PCR 7=y #E47 B i 4 5¢
EHLPK (1.5% ) , UK &5 A5 UV T g,

2.6 JFORIIEHC ik pERE-TK-Luc L%k B 986
ZE TR pGl4. 10 luc2 ] ( GenBank/EMBL % 5% 5 .
AY738222) B MR, O H N R hu
(Amp" ), 27 A 2 B & Ik A9 ME R /0 oo 7
( Estrogen Responsive Elements, EREs) J£ 41, T* TK
Ja B8 B A e MERCR -2 AR 2 G W e SR S R
A LA IR R PO R B HE 5 51, BkL pRL-
TK ( GenBank/EMBL % 5 5 . AF025846) , W& F*FH
B RPE(Amp") 1 TR AL 8 k B9 HK [ Y R
ik o BB RS A TK S 8 7 #9381k 19 A AL i
B¢ ot £ &L ¥ S Rlue, 2K &4 A
(TransGen Biotech) %) B /N #2357 & $2 B Rr , B
T -20 CLAAfFH& M.

2.7 GREPEEYL  BEULHT, 40 M AE CHEMCR 9 & T
Figeo BN e Qe 1 d, B MCF-7 = T47D 46 Jfg L
2.0 x 10°/mlL ()% JE HeFh T 24 FLEGFRAR , (i HL AR 5
M H LI BESR K 90% ~95% 4l I K% 3% 7 % i
T A EPUE R 500 wL/ L IE 3 5 57 5L b B 5
FYuit{ii Fj TransLipid Transfection Reagent( TransGen
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(Promega) , fi¢ B 15 B} 5 L i 4k PR A0 A S, % [) — F
A R A A A (] — G L v 3 i A A ok e
PG FR WA B DOC R BT PE . B 45 2R DUAR o
62 1.0 1 B4 R ) SF 38 5 B0k 01

2.9 GEibsrdr BHE S B R AT SPSS 16. 0 AR
FRAbBE . BT BCHE DL v =5 R Rom, & 4110 83T
FESMEHPR R 200, P<0.05 A4t
HEER

3 #R

3.1 X MCF-7 1 T47D g5 a0 2w S5 EAE
Xof HECZE R LY, 200 0 8 50 340 e 7 st ot e 2 AR, L
B R AR R . BAREEE A h , MCF-7(10 g-
L") #1 T47D (5 g+ L") 4 M i 3% o 2% 4 51 K
86.22% F1 93.73% . i fiz /= e B 2, MCF-7 (50
g L7 I TATD (25 g+ L7") (¥ 40 I 3% 4 2 0 43 5] Oy
38.65% (P <0.001) #142.77% (P <0.001) , 4F}F
B 7 XF MCF-7 F1 T47D 40 B 1) 2 B30 il e i
(1Cs, ) 43 ] 2 46. 08 ,22. 98 g-L ',

3.2 XERFRPREE mRNA RIkfyszm 5 F kX g
ARG G vk BE AT i U7 b 3RS B MCF-7 F0
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PR . AR 2 AR T, 5 PR
HEZHL AR LE , 45 Wk 32 &F I O il 7 % A8 R BE R B-actin 1)
TR WA LW, WE 1,
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Actin
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1 RERESFAF R M 77 4L 8 24 h X MCF-7 #1 T47D 4Rfa
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(A 243 B 7. 85% , 14.64% , 21.49% . & T 5
175 % MCF-7 1 TA7D 248} o i R s i 0% 14 1 1C0 53
W 51.21 g+ L' F1206.09 g-L~",
4 g

KL 173 ()20 N9 B3 2 M 0 38 0 1,
TE4 28 J5 1 FU MR J8 2 b XA el o 3 1 273,
I e U ER AR PR R CE R N R T M R 2K
(ER) I H.75 52 M i 2 ok 4 45 o g 4= 7L FLR
IE MRS 20 2rh 2 A RE A A0 2ok i v i A
e Al Ay I 38 2R T A I BT A R G IR R
38 2 5 A A A R 1R A A AR 5 R, A e T
) T s 4 ) 8 7 A A Tt RS T 1 e P VR R e Ak
e

AW UESE 75 N FLIR A 23 B 2 1 1 104 3 M
FC T AL B A5 P 5 10 31 100 451 i HL G TF AHL
PR 20 2 v fE RS B E A AT IR S, 28 IR IR
WA 0 ME B H i I R O A ki R A
W B2 100 F) 500 5, i 2 B B R 1K G A 0 R
FLAR A ST —BES L B IR R . IRATI L 45
JRAUESE, &F it i U7 6E 2 0 ] MCF-7 F1 TA7D 44
MM 25 HP B TR R I 0 3 P, L XA R A
MTT 2% 3 7R, &F JF i o 7 e 35 40 i) 7 MCF-7 A
T47D 4 M 3G 58, JF 5 90 0 RO M . LR g5 R 4R
N, B A AT 3 A ] R 1 O P T o
WMEMHEZLIRE MM A K

FEFL MR b I 2 2 B R B il R R R IR,
B B2 PR i mRNA ZER dH 20 rh ) & 2 0 B & FIE R
AUy &, HBE A A 0 2 e A i 2
B K T B B FLAR LSV B IR
FUIR AR B A K ARG R B, IR v o B R AT
L 7 % STS mRNA (1) 2 35 J6 B & 52 ), o IR
() JF Tt ot 5 ) S 2 ] T MCF-7 i1 T47D 2 M &
i1 STS mRNA 335, $E/8 &FJFF i 77 G K i STS
mRNA %5, ZAEH 5 EM I, STS mRNA §
O % 2 32 1R B 2 1 246 22 3L R i SR A 1 TS R % )
A, & H TR 4 B A R, STS mRNA & # i 52
R X R X B ) TG O R A A S i S T 4 A T

L5 R 0 RN DA B B A R B IR AR G e
JE R EF T it )7 B8 2 2% K I STS mRNA 3R 35 R
KT ITF i Ty e 3 LR R R BUS A Tk —
BRI

P I it 5 6 W PR 224897 R0 3, AR S
TS EF T 75 B8 A 5 410 ) 38 3R 32 A P P 2L MR
24060 3% 96 B [ Ao T A R P R 124 455 A S mRNA (1
FIBA WEWMIMEER] . 7270 7K LIRS T
7 IF i it 5 A 0098 A T B
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