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[ ABSTRACT] Aim To investigate the role of epidermal growth factor receptor ( EGFR) in proliferation of vascular smooth
muscle cells (VSMC) activated by angiotensin (Ang ©) . Methods The cultured VSMC of Sprague Dawley rat were

EGFR mRNA and protein in VSMC was detected by reverse transcription poly-

Epidermal Growth Factor Receptor;

transfered with antisense sequences of EGFR.
merase chain reaction ( RT-PCR) and western blot analysis, the proliferation of VSMC was determined by H- deoxythymidine ( *H-
TdR) incorporation. Results The expression of EGFR mRNA in VSMC transfected with antisense sequences of EGFR were
significantly lower than transfected with sense sequances of EGFR and control group (0. 18 £0.03, 0.61 0. 11, and 0. 66 Z0.
09 respectively, P< 0.05). The expression of EGFR protein in VSMC transfected with antisense sequences of EGFR were sig-
nificantly lower than transfected with sense sequances of EGFR and control group (43.1£8.4, 92.6+10.5, and 100.7 £11. 3
respectively, P< 0.05). The H-TdR incorporation of VSMC transfered with antisense sequences of EGFR were significantly
lower than that transfered with sense sequances of EGFR and control group (1 055.1%95.7, 1882.4 £129.7, and 2013.3 %

121. 3 respectively, P< 0.05). Conclusion EGFR play an important role in proliferation of VSMC of rat induced by angio-

tensin
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1.1 FERXFIAR

& W& K H F % 1K ( epidermal growth factor recep
tor, EGFR) % 1% ¥ B 4F ¢ A . EGFR mRNA % ¥ &
¥ E- 9~ + TREFFIE, EX 4K 5CGA GCC
GGG ATG CGA (-3; R X # % 5GIC GCA TCC CGG
CTC G-3, K3 # T R B1F. EGFR 5|47 4 ki
5CIG CTG GGG AAG AGG AGA GG-3. T i 5AGC
ATG AGT GGT GGG CAG GIG-3, ¥ # = #1 K & 213
bp. EGFR 5| ¥ B HBR AT AMIBE(AE)F
PR 8] A A 48 4L; Ang (O Lipofectamine2000 1§ B Sig-
ma /A B ;RNA RERAEWE LELRANTER
PR/ 8] ; 1 KX & 10 B Fermentas /A & ; TaqP B8 .
PCR R itk % (Mg™ + Plus) I B ¥ 4 4 T8 ( A &%)
AR 85 Wb TgG H 4R (SC-03-G) (EGFR i) W
gl Santa Cruz Biotechnologe N E]; R EE AR T & ATl
¥ IgG(H+ L) Rk (ZB-2306) Bt EF & & 4F £ 91
HAH R B 4% H- BB % % A% 3 (CH-TdR)
el EF e Re AR
1.2 MEFEENERNSBIEFSXWRSE

Wi EEFBEARLE FENERY, £RER
4~ 6 A1 M #EAT 20, Zhe 4 R A IE X4 3 R
H, IFEXAFR AR lipofect2000 fg i & ZFE IE . K
X EGFR ZEHBRE LM, WA R miEnE, 4
20 fE 3k 90% Bt A B E Rl T K.
1.3 #Rppstf

¥ pr % € EGFR # A& # 8 A X & DMEM & &
B4, ERT#E 5min, £ 8 Lipofect2000 7 &
AR T DMEM &, &4, E i T # & 20 min, fn A
FEAMRF. E37C6h EMmA 3 ml 4 20% fE 4
mERFE E37CHEHF 18h. RESHLERNR
FE, MNE10% fEF MFTLERE 6mL,37C
¥ 48 h FHATELH,
1.4 iR —REMYER BN

ABEZaBENFREARTELE S, AN
T EAEH LR E RNA ##R1A 7 & 4% 40 L & RNA,
BN AT I A260/280 7E 1. 8~ 2.0 Z 8] (BLE
RNA 10 UL 3 # 5 & & ¢DNA, B 2 VL 3 % 5 7= 4 fu
EGFR t T#3| 44 5 WL # 47 PCR R AL, R L& 14
B 4CH A M 3min 5,94C30s 55C45s
72°C 1 min, 3£ 30 MEF. Ky ¥y ELSRMAT
b2 1% 37 B A% Bt IR b ik 4 3, Fl PHAMACIA %
REZ 94 % %, UL EGFR & Bactin %% E th & & R
ECFR E# Z KPR KL E.

1.5 Western-bloting 4347

SHE[ 4], KEBEMERTHELEF, A
AEmAmmp, BB EER. NEEBARE, &
BE R E B i 20 WL AT B2 7 % BE 2 ( SDS-PAGE) % i
Hk. B, # 7, ir \ EGFR 2 ¥ Kk E &, &
e MmN HRP #F 108 ¥ £ 91 IeG, B &, B %, v
DAB & &, X AE R TRt =& w L EAH
UHKEERTEORE.
1.6 ImARBARRIZLE B A% E(3H-TdR) R

3K 2 x 107/L, 431 200 UL Am A\ 96 FLIK =+
B, BHK S AMNEI, Bk 80% Bk BT LK 24 h,
424 h 5, flp N Ang G £ Ff E 7 100 nmol/L)
FCH-TAR( 3L Am )\ 1.85 kBg) , 24 h 5 B4 40 ff, fm
NERAR RS o, £ AR AR T B & o 4
it % (CPM) &,
1.7 GitFaIE

BAELL vt KT, I 5K L BUR 7 2 44,
P<0.05 4 FBF£FMH.

2 # R

2.1 RYEREEKEFZHREZERY DETF
AARRE R B K E 752 & mRNA RIZRIFNT

S L2 EGFR mRNA 3% 8 5 1E U4 Koo IR 40
b BE Z R (P< 0.05), X R4 5 1E A&
LG #ER(P> 0.05) (B 1L 1),

1. REEKETZFE mRNA FTiXpye M sE R 1.2 f13
HNASH, 4.5 F06 73 AN IE A SCHFXTRRZH, M Ny DNA 2 F
Frife (A LT R AR YA 2 000 bp, 1000 bp, 750 bp, 500 bp, 250 bp,
100 bp)

2.2 RMERREKEFZEEZFRNMLE T
A4BRREE KEFRZAERRIENZM

X L4 EGFR HEHRIEEH /D TXEH & IE
M (P< 0.05), IE CAH M H RIS B S50 B4
) EGFR I RIE R TR 2N ( KB 2 1k 2) .
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* 1. MEFENMBREERKEFZEmRNA RIAE

A n HHXF R IE &
Xt HE 20 3 0. 66 £0. 09
IEXA 3 0. 61 £0. 11
e X 3 0. 18 £0. 03°

a /3 P< 0.05, 5 X HE4LANIE 4L EL.

2. RUKRFBEEKEFZHEZERNDE L BIMAME
REKEFZHERRIENZMN 1A 2 N IE A, 3 Al 4
NXTIRA, 56 R XM, 7T NEAS T EARME(EH EETIKKN
205 kD116 kD.97. 4 kD66 kD45 kD F1 29 kD)

®2 REEKEFZHREBREHBETIRE

5 A n HE XS94 FE

Xt HE 20 4 100.7 £11.3
IEXA 4 92.6%£10.5
A 4 43.118.4°

a N P< 0.05, 5xf B IE LA AL

2.3 RMERFEKEFZHEZERME KK
F CIR IE T8 AL 4HAa 858 A0 22

H5IESCH A LR, R U 3H-TAR B A&
B 2 P& ( P < 0.05), 1M 1E 34 5 % I8 41 2 [7] I B
EHITFER(KI)

*®3. MEFENMABRRTRREEREZEENE

P | n CPM 18

XfRZH 5 2013.3%121.3
IEXA 5 1882.41129.7
e AR 5 1055. 195, 7°

a /3 P< 0.05, 5 X HE4LANIE AL

3 118

AR S5 P L EGFR S H R 1E N — Pl # vk
PRI, e X EGFR M FH R J5 VSMC Rik EG-
FR mRNA K EEBHRIE T, 0 &k L EGFR HF#H
FREL YL DLAT R4 VSMC EGFR mRNA I 25 [ %
ik, M40 VSMC EGFR mRNA K & A & iAol 7
Ang EF S VSMC (358, 18 EGFR £ Ang
FHS R VOMC MR R P R AE T EEAEH . WA
RIUAE H AR AL G i EGFR 56 2 H 8L ) 78 FH,
Ang @i i EGFR G5 0 ILZH fg MAPK'™® 1 jBf i 2
el b

M3 H 7K % (Ang) VSMC 5 iE I 5 vemce
BRI ATIR 45 & B s s 5 5# S R4, (2
YRS, ATIR & G-EAMBK Ak, A5 LENTE
T S BRRBTE P, A BE B 12 2 a3k T 2 1 Tl 1 1 2
T 22 4 R B B M B (MAPK) 5 5 38 %, Ang O
VSMC 3858 FH AT g 38 3o 8% FR N 5 #2300 ( transactivar
tion) HLHIRSE I . Ang VSMC fi - ATIR 454
% EGFR, EGFR H A& 2 A B & BRIl v M, 183 EG-
FR F0H MAPK 15 5@ ' ", DA AT @ B30 1) EG-
FR K& 4] Ang @55 KR VSMC 3458 .
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