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(HE) BE HABELH%E 6% A(hydroxysafflor yellow A, HSYA) MMM Z M A2 E ARk W HH, Fik EAR

WOE TR B A TATD Fr s R o Bk ¥ % K (estrogen receptor, ER) A 1% 48 #i SK-BR-3, % 1x107mol/L—-1x10"mol/L = F #
JEWREH HSYA 1B T W A fp, @ 1 & & Fi % 0% B 38 % 4 1 88 % & % R ERa & ERBéEIH’@ﬁMF] & & % 1/2(ERK1/2)

K p-ERKI1/2 % # % % {k (progesterone receptor, PR) #1E H H P27 ¥ &AMk A H N, &R 5 A BAML & T47D
M F B K E B HSYA 2 #t 7 ERa . ERB .ERK1/2 .p-ERK1/2 PR #y & 3k , #1 4] 7 P27 # % 3k (P<0.01); % SK-BR-3 %}
¥ HSYA B # 41 # 7 ERK1/2 #y %k 35 {2 % p—ERK1/2 ty &% ® i - ¥ B (P>0.05) . 4518 HSYA 7 20 5 0 % i M 38 3% 380 A
AEANMEEFAUAE, T ERLTE T ER XAR U T ERK G F B HE ™A EME B EZFEER.
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Influence of Hydroxysafflor Yellow A on Related Protein Expression of Estrogenic Effects
CHEN Meng, ZHAO Piwen*, SUN Liping, WU Hongbo, ZHAO Di
(School of Preclinical Medicine, Beijing University of Chinese Medicine, Beijing 100029, China)

(Abstract] Objective To explore the effect of hydroxylsafflor yellow A (HSYA) on related protein of estrogenic effect.
Methods The positive cells T47D and ER, and negative cells SK-BR-3 of estrogen receptor (ER) were cultured, and 1x107 mol/Lx
10 mol/L of HSYA act on this two cells., negative cells SK—-BR-3. The expression of protein ERa, ERB, extracellular regu-
lated protein kinases 1/2 (ERK1/2), p~ERK1/2, Progesterone Receptor (PR), P27 was detected by Western Blot. Results Com-
pared with the blank control group, the high concentration HSYA promoted the expression of Era, ERB, ERK1/2, p—-ERK1/2,
PR, while inhibite the expression of P27 in T47D cells (P<0.01). HSYA showed significant inhibitory effects on ERK1/2,
while had no obvious effects on p~ERK1/2 in SK-BR-3 cells (P>0.05). Conclusion HSYA has different influnces on related
protein of estrogenic effect in the cells, which possiblly through regulating the expression of ER and activating the ERK sig-
naling pathway.

(Keywords) hydroxysafflor yellow A; Western Blot; T47D cell; SK-BR-3 cell
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B B, AR RS . W5 R D] HSYA
HABR BUMIE Boo mag g S5 Y, 50
$ 06t L AE A0 1 P9 4 T AL R AT B 9T, R LA 5
W SR 3R AR, AT O A S DA B T K 2 AT TR
ABFFE . LA FLIR I 40 M T47D (ER+) F1 SK-BR-3
(ER-) R a8 44 K HSYA fEHF ,ERa .ERB . 2 #4
&K 52 1K (progesterone receptor, PR), 21 Jid J&] HH 44 ¥t
PE3E BB IR P27, LA K MAPK {5553 5% 40
JiL A0 R B 4 (extracellular regulated protein
kinases, ERK1/2) J H. 21t ERK1/2(P-ERK1/2) ¥
FAREML, SK-BR-3 A Bz 1A G 25 Fs Bt R
&1 (G protein—coupled estrogen receptor,GPER1),
WM K ,GPERT 25 T Ml 2 7E 1k 1 i % 5
IR, PR 3 K I MAPK 15 53 2% B ERK1/2 . p—
ERK1/2 Wil 25 11 2% 35 1 52000 #E HSYA 814
P PE FH AL
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1.1 ok
111 25%  HSYA W4 [ o = 25 8 A Wy i i ks
B 5 17— W20 [ Sigma A, ¥ H K L BEH
fift 55 P R
112 gAffdkk LR % 40 M Bk T47D SK-BR-3
WA 1] 55t P 0 20 R 0 s
113 FEEH 5AF i 4k RPMI1640 W [ 148
Jr 5 ) s Western Blot #H G 71 W F1 38 1] i€ 3 PR A7
PR/ ; —¥di: ERa ERB.ERK1/2 p-ERK1/2 PR,
P27 .B-actin 1§ H Santa Cruz /A 7] ; 9T ; Anti-Rab-
bit IgG/HRP FI Anti-Goat IgG/HRP Wy [ Jt 5% HE Ny
2 AR R H

TS100 & 3 18 & 12 355 (NIKON ) ; 3K15 G 25
OHL(SIGMA ) ;DY Y-6C HL kA HL U (b 3 Tl 75 — 4%
%)) ;Mini -PROTEAN Tetra Cell ¥ 3 T HL Jk 1
(BIO-RAD) ;Mini-PROTEAN 11 #% £ Lk (BIO-
RAD),
12 ik
1.2.1 WWECH  10%50 B, 5% W 4a e, ik
PR, e 2% Wi i, PBST P41 28 i (B BT ), &
P, PMSF #1778 .
1.2.2  ZHIREFE T47D 40 B 3% 550 & 10%

Jif 4 1ML 3 9 RPMI1640 55 37 5L 37 °C 5% CO,, #H
Xof F AR BBOR B A K AR, DL 5x10° AN/ Y
5 R T SR SR AR 2 U BE S Ry % 32
I HSYA (1x10mol/L—1x10"mol/L) . FH 4 X H& 24
1 (110 mol/L W 1 ) (1) 15 37 W 4k 22 855 3% | IRl i ik
B IR IR 48 h kK55 . SK-BR-3 4l i) 1%
oM BT IER

123 HEAEREE  RAILE T, TR,
FHTA 1) PBS #h sk Wik , A 0.25% [ 1T 1k
WA 40 M TR B, 1 000 r/min 2500 1 min, /N0 IR 5
TE R B B T UK B I TR 1 B 2R
(RIPA:PMSF=100:1) , & T vk I, ANWriE ) . 20 min
JEE) 1.5 mL B 04,4 °C,12 000 r/min, #.0
15 min, B EIEW , RAFIREE H-20 C. % BCA &
FIE iR A AT A

1.2.4  Western Blot 73 H1 8 13K i5 &3 LI AL
i FETE 2 B ARCZ (VIR , T2 UETE 10%5) B I 2
40 min J5BER 76 2R S A K . BB ARG
HGHA VKL H, A 5xLoading buffer #77 FE i , 7
R, 80 VIEIEHLTK 1 h, A B4 I 55 B
SR R 120 V., B PVDF 5,60V fH 1%
ERERE 2 h, IR FEM 1 h, M—3T 1 wg/mL,4 C
7, YK H I PBST YERE 3 WK, K 10 min, JI 4t
2l FRAFE 1 h, PBST BEEE 3 W, 4K 10 min, ECL
R B EEOE, B Xt Bl Xtk
Quantity One # {4 (BIO-RAD) #F 47 JK J& 43 #r , L%
YA 1 5 NS Bactin £5H7 I E - B {1 1Y)
FeAEAE N B AR (I R X Rk i

125 Siileehb s pris S g B H <xts " Rom R
JH SPSS 17.0 Geit B #E AT G it 2% 40 Hr . e d &4
B AT IE S MR 56 K 7 2255 A B, 25 R R IE
A Ry 22500 THCR I BR R 3 2240, P<0.05
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Lo (X AL E, i —EE A E T ERa ERB
ERK1/2 .p-ERK1/2 PURN & F Ry Rk, BFEME T
P27 PR Wi %5k, JF H ERW/ERB 1 (B
Fas (AR IRAL, O BEEIE ERB B9 3 1k 5 B
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i, ERK1/2 55 p-ERK1/2 i FLAE AR T 25 (1 % B4
¢ W e A LB R Ak 0 fb B VR TR 3% . HSYA
{23 ERa J¢ ERB #EF1 K5, H 4] ERW/ERB 1Y
oA 5 F 28 FI4 IR 3R B HSYA R #F ERa 19 3R54
TIHIR , 7E MAPK 15538 % o ERK1/2 B b 17
S FWIE (1x107mol/L)HSYA & # fit i
ERK1/2 }¢ p-ERK1/2 ik, HAE 3k Hw R b iG
fb. HSYA EHF 4 5L K P27 Y 3Rk i K T 25
FIXTRRZE v B v B 4 o e Wl 3 R
HSYA fii#f PR ik, IRV HSYA 5 —ffE
AL, EZE D T PR £35(P<0.01), &l 1,4 1,

p-ERI 172 R
v - -

. DS Ss
Bractn SR

7 1.HSYA (1x107mol/L);2.HSYA (1x10*mol/L);3.HSYA (1x10~
“mol/L);4. M I (1x10°mol/L);5:45 A X R 41
BE1T4D HEREREHER

F 1 T47D AREAMENRILE (xs.n=8)
415 W /mol - L ERa ERB ERK1/2 p-ERK1/2 P27 PR
25 A I 0.253 4+0.006 9  0.199 0£0.008 1  0.290 2+0.008 3  0.401 9:0.024 6 0.851 4+0.026 9  0.930 4+0.024 4
HfE 1x10®  0.289 5£0.001 1  0.290 4+0.006 5** 0.416 2+0.013 9** 0.661 8+0.012 5** 0.423 8+0.023 6** 0.806 9+0.034 5%*
HSYA 1x107  0.362 3+0.009 4** 0.260 4+0.007 9** 0.366 6+£0.000 0** 0.582 4+0.031 3** 0.350 6+0.025 8** 1.130 3+0.009 1%**
HSYA 1x10®  0.349 1£0.029 5** 0.270 5+0.004 8** 0.292 7£0.000 0  0.445 7£0.014 7* 0.608 4£0.024 6** 1.229 5+0.009 2%*
HSYA 1x10” 0306 2+0.040 6% 0.217 3+0.005 9* 0.288 8+0.010 4  0.389 6x0.016 0  0.514 4+0.005 2** 0.756 9+0.013 8**
F1H 14.85 30.54 27.67 130.1 293.6 291.6
P1E 0.000 0.000 0.000 0.000 0.000 0.000
528 X BALAR L #P<0.05,##P<0.01
2.2 HSYA Xt SK-BR-3 % [ %1k 1Y 5 1 3 i

o A IR ZH A L HSYA 4540 58 & 1M1 7 40
il ERK1/2 (f 3635, 5 —RE4/E R $—50, )+ B
2 JE g A4 FH 0 B (P<0.01) , {FUE — B
FHSYA 45 20 ¥ %F p—ERK1/2 & i 22 1552 Wi AN I

g
#(P>0.05), &l 2,5k 2,
1 2 3 4 5

a2
pzxzy2
Bractin I -

1. 1.HSYA (1x107mol/L) ;2.HSYA (1x10mol/L) ;3.HSYA
(1x10°mol/L) ;4.0 — B (1x10*mol/L) ;5.75 [ %] AT

B 2 SK-BR-3 MM ERBERER

2 FAEKRER HSYA EAF SK-BR-3 I EBK

HITtERIZE (x+£s,n=8)
A5 e mol - L ERK1/2 p-ERK1/2

23 [ IR 1.072 3+0.013 6 0.350 4+0.018 1
ME—mE Ix107 0.900 3+0.014 8** 0.375 7+0.008 5
HSYA 1x107 0.640 8+0.038 87+ 0.340 5+0.014 6
HSYA 1x10° 0.873 8+0.032 5%+ 0.350 8+0.026 1
HSYA 1x10” 0.877 2+0.024 5%% 0.357 3+0.021 1

F 1 198.7 0.770

P1H 0.000 0.557

525 AR L +#P<0.01

HSYA b 2146 35 €0 28 i 3 i o g 1) BRLAA B 4
B Z R 2B A S50 0] MU 2R R0 B n]
REMIBLIIETT THRSE . £ A ER 1Y T47D 4 ffir,
HSYA # 4 54 — i 20 9 2 # T ERa ERB Y £
ik, (EXTTF ERa 5 ERB M HL{A , HSYA 415 — i
HAVE A, B HSYA X ERa 95 S A1EH & T
ERB.

ERK £ MAPK {5 5 % (4% 0 B0, B2 1k
HEAAHMAZ IS, 985 5 5 DR R 4 2 B 3 S Ak
AJE T, 78 T4TD A0, s B2 HSYA 5 M —
fi . F {2 ERK1/2 ,p-ERK1/2 A9 %3k, H p-ERK1/
2 5 ERK1/2 W B X IRAL, RIS T Ras/Raf/
MEK/ERK {5538 ., 7& SK-BR-3 4ijfii ,HSYA 5
M BRI H T ERK1/2 ML, {HXF p-ERK1/2
() 2R 3R 5% W AN B S, AT BE iy AL 2 HSYA BH IBr T
ERK HBERR AL, BRI 1% 4515 58 B 1% =

P27 Sy 240 I J] S99 O 1 O A o R Y —
Folv ) B T 40 g R TR A 900 e g e R 4
SRR IE RS A Iy T R AR A, FEANE N P27

IS
o
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P2 TR 2 Ak T S 0 240 i L ), 8 40 it 5k
FERGBE , AR SR T HSYA X T47D 404 P27 & A
P IR AR T X R, 5 M £ L M A
HABE 45—

PR 5 ER [FJE FEZKBERE, HREN, E
WILR E A PR 5 ER #84 Kak, N FLIR 4
21 PR\ER WL 5 . FLARA U 2 5 % ik
ER PR 158 W 70 Wi g 200 ML L AT 0038 O Re v, A
FEH R Y HSYA fi2afE PR (93K, i (R vk B2 11
HSYA [m] M — B FIARRL, 3 1 PR M3RiA, 8L
R EE R S A T T — B I AT

DL b 45 S 4R % HSYA A 38 3% ERa/ERB Y H
{8, B00% ERK {5538 % L K3 M 56 28 1 if & #5 1
F AR EAAR L B S 2R 09 A B AR A A
HE— 5T
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