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[ ABSTRACT] Aim To investigate the effect of angiotensin (© ( Ang on cysteinerich 61 ( Cyr61) expression and its

transduction access in cultured rat vascular smooth muscle cells (VSMC) .
VSMC were treated with Ang @&for 15 min, 30 min, 60 min, 180 min, which were pretreated with PD98059 for 60
The Cyr61 expression in VSMC were characterized by reverse transcription polymerase chain reac
Results RT-PCR analysis revealed that Cyr61 increased in cells treated with 1 Pmol/
L Ang @for 15, 30 min compared with control ( P< 0.01) and still expressed at 60 min and attenuated at 180 min.

methods.

min before Ang @ treatment.
tion (RT-PCR) and Western blotting.

Methods VSMC were cultured in sticking mass

Phosphory-

lated extracellular signal regulated kinase (P-ERK) 1/2 activity increased in cells treated with 1 Pmol/L, Ang @ for 30 min com-
pared with control (P< 0.01), Cyr61 expression and P-ERK1/2 activity were inhibited by the presence of 20 Pmol/L. PD98059,
a specific inhibitor of ERK1/2. Conclusions Ang @Eup-regulates Cyr61 expression in cultured rat VSMC via ERK1/2.  This
may be a significant mechanism for VSMC proliferation by Ang ()
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Cyr61 % T H1R % % [ Santa Cruz, o« T 7& JLAL3H &
Bl (- SM-actin) FL & & FITC % % Z ik R X 8+ 1
ONE] P G, 3T ALY B8 (HRP) A7 T B % 470 WL 2 1sG
ZH A AT F LA F G, Ang ©F PDI8059 1 E
Sigma, p42/p44 22 5L R 7 4 & B % B8 (mitogen activat-
ed protein kinase, MAPK) |1 1% 7| & 1 B BioLab.
1.2 MEFEINMEEFRESE

WS kB 35 VSMC. B 180~ 200 g & A ¥ HfE 14
Wistar A R, Bt U Z 3L, ZET 75% L8 F ¥ #F 20
min, TTEBIEBE A R E 30k, BT LHE 8 PBS
BHEFLE., ARMTARAEETHL R
FIHSHE, 0.25% FEmEHf WBEJE, B A 8 A& 1
mm X 1 mm % 1 mm 7 A 8 /03, B B A8 5 fkoh
PFEN 25 mL FEFRMA, N E EEEFE LS om
EEREREARBRBERNITICEREANTE 3
~ 4h G, ERAEND E A 20% it 4 1 7 B9 DMEM
AW, FHIEHR 24~ 48 h B, T F 2 D 8o B
Ho 3~ 4 R¥# 1K, £ kK 2| 70% ~ 80% i 4
A RER. 8B 53% cSM-actin F.5% 4 5% 4 3
B E R VMC. B a4~ 6 R T L. FRE
FEMEKICAE, A 0.25% B%E G df, #a
HEEH S 1AL, BRI EM TEFRA, &
ANEEFAF RIS 48 h G T M &3 5% 24 ho

IR A= xEE: EEERE VIMC, T
AR IR A . @Ang ©4: B HRIMA A 1 Hmol/L
Ang ¥ # 15 min. 30 min\ 60 min 2 180 min, (9
PD980359 #4: A A 20 Hmol/L PD98039 i % & 60 min
J&, FA 1 Bmol/L Ang (¥ 57,
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YR Fr, KIE AR T AN IEF i E 3
#1.0. 1% Triton X-100~ — #T /M K #7T A K o SM-actin
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TUWEMF. LAPBS Zwik Ny — AR, &
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1.4 ERFEMEEER 61 mRNA FIEAIHEN

£ 4 VSMC fm A\ Trizol &% 7 % B VSMC RNA.
PART-PCR # MR A &, %P H H 3 1E, & %6 K
cDNA % — &, A J5 UL % R =4 A # AR, ¥ 1T PCR
¥, RMEMHHN 9 CHEM Smin, 94 CEM% 30s
T60CiE K30 72 CHEM 60s, 330 MEF; 72C
FZE# 10 min. PCR ¥ 3 B B 4 A Cyr61 L% 5
CAACCCAACTGTAAACATC3, T # 5 GCATCC
TGCTAAGTAAATC3 ( GenBank acession No. NM_

0313327), ¥ 3 Fr Bt K & 7 451 bp; W% Bractin 4 *f
B 8|41 )7 5| A £ 5 TTCCAGCCITCCITCCIGGS
T 5 TTGCGCTCAGGAGGAGCAAT3’ , 4 # B B &
R 360bp. Y YA EKE, UK EHE 2T
M ( Gene Tools) 4 I 4~ #F A& & 18, AAE & & & (&
(Cyr61/B-actin) ¥ & 47, FARFI B AEEE
3k A B A o
1.5 Western blotting
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(3.432£0. 067), 5K NN Ang O] ¥ 1) X HE 21
(1. 146 0. 022) FHLLRIA B B4 0%, 25 H B &%
(P< 0.01); 60 min( 1. 172 £0. 025) .180 min( 1. 158 &
0. 021) I ek 55 ( & 3) «
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Tk &AM iE ERK1/2 15 5 %, A ERK1/2 55 5 1
#1771 PD98059( 20 Hmol/L) &b FHZH A J&, FFH Ang
T P, ) £ 40 B S 2R H o Western blotting T
ERK1/2 FIBEER LK F BA JL Cyr61 RIAIKF. S5RE
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4. MERKE CAMRIMES AT HE 112 FSEEBE
WIMEFBNARESFMERER 6 K&

*1 SEMNEFFNARESFMEKRERD 61 RMMAIMESHETHEE 1/2

Cyr61 FRK 1 ERK2
Ang @ Ang @+ PD98039 Ang © Ang @+ PD98059 Ang © Ang @O+ PD98059
o B 0. 126 0. 010 0. 118 £0. 006 0.082 %0. 016 0. 088 0. 017 0. 084 %0. 017 0. 085 %0. 017
15 min 0.258 +0. 022 0. 120 0. 008 0. 125 £0. 020 0.102%0.018 0. 126 %0. 021 0. 100 0. 018
30 min 0. 397 0. 065 0. 134 £0. 014 0. 420 %0. 074° 0. 108 £0. 019 0. 431 £0. 075° 0. 112 0. 019
60 min 0. 135%0. 016 0. 132 %0. 012 0. 169 0. 034 0.110%0. 018 0. 170 0. 036 0. 109 0. 0171
180 min 0. 129 %0. 011 0. 130 %0. 010 0. 158 £0. 029 0. 092 %0. 017 0. 160 £0. 030 0. 096 0. 018
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A i Cyr61 IERIE, T H 5T Cyr6l FIRIE T BEE
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S 40 0 14 0 ) B R R 4R . ERK1/2 155 B 74 ik 4H
0T B SME 5 B B I S B i A%, 5 80 VSMC B4 5 1)
G2y R NKE 4 # R4 ERK B &Y

PD98059 £ A4 MAPK ¥ FH. i 71, 7T BH I MAPK 375
JE5I#2 ERK i 46™ . E AN TR B, 44k ) Cyr6l
AR EH80E MAPK/ERK 5 58 S K, X —& i
Xf Cyr6l R AR EE " . AL R KW Ang
ORI VaMC i ERK1/2 361, A PD98059 1] I
il Ang O3] A2 1) ERK &1k, $&78 MAPK 25 Ang
Xt VSMC IR 3458 1 I, PD98059 #] Ang (O] L)
ERK 54k 1) R B 461 Ang @ ER Cyr61 [RIE, iX
1t B ERK1/2 & Ang @F i Cyr61 ik (1) B B(5 5%

WY, 47 ERTIR, Ang @ I ERK1/2 /i 3 3
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