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Effects of ICA on HCY -induced Vascular Endothelial Cells
Endoplasmic Reticulum Stress
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[ Abstract] Objective: To study the effects of ICA on HCY-induced vascular endothelial cells endoplasmic
reticulum stress, and to explore ICA anti-atherosclerotic mechanisms. Method: HCY-induced rabbit endothelial
cell injury nodels were established, and co-cultured with different concentrations of ICA for 48 hours, then apopto-
sis rate was assayed by TUNEL ; Glucose-regulated protein 78 ( GRP78) gene expression was done by RT-PCR de-
tection; The wanted gene was cloned, identified and sequenced. Result The fluorescence microscope observation
showed that there were majority of apoptotic cells in HCY model group, and in ICA group there was no significant
morphological changes of apoptosis. Compared with HCY group, cell GRP78 mRNA expression in ICA treatment
group significantly reduced (P <0. 01) . Sequercing results showed that full-length 648bp gene fragment denved
from vascular endothelial cells was highly hormologous with rabbit GRP78 gene. Conclusion: ICA can resist HCY-
induced endothelial cell apoptosis and slow down vascular endothelial cells endoplasmic reticulum stress, which may
be one of the mechanisms of its role.
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78( glu- RNA
cose regulated protein, GRP78) , RNA, : Aosonm
: ICA Asgorm >1.8,1.5% ,
AS 28s/18s 2, - 70 ; CDNA
1
11 ICA RNA 10 pL, Oligo 1 uL, DEPC 1L,
: 9% , 110737-200312 , , 70 5 min, ,
12 San Die- 5 x buffer4 pL, 1pL, 10
go mrmol- L' dNTP,, 2 yuL,37 5 min, M-
13 HCY Sigma , C-7352, MLV 1plL, 42 60 min, 70 10 min,
In situ Apoptosis Detection Kit, pMD-19T , DNA - PCR cDNA ,  PB-actin
: JM109, BamH , GRP78 B-actin ,
Hinc , Taq :5'-CTA CAA TGA GCT GGT GTG G-3',
, DMEM Gibco BRL. USA : :5'-TAG CTC TTC TTC AGG GAG GA-3'; GRP78
RNA : : 5'-TCT AGG TGA ACG ACC CCT
; , Fermentas AAC-3', :5'-GTT CTC TCA ATT TTC TCC CAA
14 Hera CO. ( GMBH C-3', 268, 648 bp, 25
), 209D ( ) , BH- L 94 5 min, 94 50
NIC-B ( Olympsu Optical ), s, 55 50 s, 72 1 min, 30 :
Gel Doc 200™ ( BIORAD 72 3 min 5 uL RT-PCR 5uL
); TGRADIENT PCR ( Biometra ) DNA Marker 1.5% : Gel
15 Doc 200T™M ;
151 : B-actin
10% DMEM ,
100 mg- L , 37 15 4
5% CO, : 0. 01% EDTA 0. 25% PCR 1.5% ;
; 3 9 :
1x10° /L pMD19- T
96 24 h, Jvi109
HCY ICA , 6 , HCY 3
ICA , 10" * , , 5
mol- L 7, 24 h ,ICA Amp’ LB .37 18 24
0.4,0.2,0.1 ng- L’ ICA, 48 h h , 30 puL
, 100 10 min, 12 000 r- min " 10 min
15.2 ( TUNEL) 5uL , PCR 30 :
, Vitagene
PBS Permeabilisation Buffer 100 pL DNA
2 5 min, PBS 50 BamH , BamH Hinc
ML( TdT Enzyme 5 pL + Labeling Safe Buffer 45 pL) pMD-19T-GRP
, 37 60 90 min, : San-
ger ;
1.5.3 RT-PCR GRP78 mRNA RNA
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2.1 ( TUNEL) . ICA ,
HCY , 1

a. HCY 'b. ICA0.1 mg/L;c. ICA0.2mg- L %;dICAO.4mg L !
1 HCY
2.2 ICA GRP78 mRNA ,
RT-PCR , ICA GRP78 mR- ,
NA : HCY (P < , ,
0.01), 1, 2 , , AS
1 ICA GRP78 mRNA (xxs, n=6) [1] ’ HCY
GRP78 mRNA/ -actin mRNA , HCY
— 0.528 0. 021 ,
HCY 10- 4 mol- L-1 1.323+0. 044 [2] HCY
ICA 0.1mg L' 0.787 +0. 039" a1
0.2mg L’ 0.702 +0. 032V HCY ’ HCY
0.4mg L?! 0.675 +0. 037% [4]
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