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Fig.1 Expression of CREG was analyzed by RT-PCR
Expression of CREG mRNA in HITASY was detected by RT-PCR.
Blots were scanned with GelDoc2000 analysis system and band density
was quantified with image analysis software. /:control HITASY; 2:
HITASY infected with pLNCX, (+)/CREG; 3: HITASY infected with
pLXSN (- )/CREG; 4: HITASY infected with pLNCX (+)/GFP. M:

DL2000 DNA marker.
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Fig.2 Effects of CREG on SM «-actin expression in HITASY by immunofluorescence and Western blot
(a) Expression of CREG and SM «a-actin in HITASY were visualized by immunofluorescence. Green or yellow fluorescence was CREG and SM
a-actin staining, and red fluorescence was F-actin staining. A: control HITASY; B: HITASY infected with pLNCX,(+)/CREG; C: HITASY
infected with pLXSN(-)/CREG; D: HITASY infected with pLNCX(+)/GFP (x400). (b) Cellular proteins were resolved on SDS-polyacrylamide
gel, and Western blot analysis was performed using specific antibodies for CREG and SM a-actin. Blots were scanned with GelDoc2000 analysis
system and band density was quantified with image analysis software. /: control HITASY; 2: HITASY infected with pLNCX,(+)/CREG; 3:
HITASY infected with pLXSN(-)/CREG; 4: HITASY infected with pLNCX(+)/GFP. *P<<0.05 vs control HITASY.
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Fig.3 Effects of CREG on HITASY migration investigated by scrape-wounding assay
The graph of HITASY migration was drafted by SigmaPlot software. (a) through (d) were the cells
wounded at once, (¢) through (h) were the cells cultured in 10% FBS DMEM for 72 h. /: control HITASY;
2: HITASY infected with pLNCX,(+)/CREG; 3: HITASY infected with pLXSN(-)/CREG; 4: HITASY

infected with pLNCX(+)/GFP. *P<0.05 vs control HITASY (x10).
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Fig.4 Migration of HITASY traced by time-lapse
HITASY were cultured in DMEM with 10% FBS. The migration paths
of the cells were depicted for 0, 2, 4, 6, 8 h. I: control HITASY; 2:
HITASY infected with pLNCX, (+)/CREG; 3: HITASY infected with

pLXSN(-)/CREG (x400).
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Fig.5 Effects of CREG on MMPs expression in HITASY
MMPs protein expressed in HITASY were detected by Western blot.
Blots were scanned with GelDoc2000 analysis system and band density
was quantified with image analysis software. /: control HITASY; 2:
HITASY infected with pLNCX, (+)/CREG; 3: HITASY infected with
pLXSN(-)/CREG; 4: HITASY infected with pLNCX(+)/GFP. *P<<0.05

vs control HITASY.Il: MMP-2; [J: MMP-9.
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Fig.6 Effects of CREG on MMPs activities in HITASY
MMPs protein activities was detected in HITASY by gelatin SDS-PAGE
zymography analysis. Blots were scanned with GelDoc2000 analysis
system and band density was quantified with image analysis software. /:
control HITASY; 2: HITASY infected with pLNCX, (+ )/CREG; 3:
HITASY infected with pLXSN (- )/CREG; 4: HITASY infected with

pLNCX(+)/GFP. *P<<0.05 vs control HITASY.
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The Cellular Repressor of E1A-stimulated Genes Induces Differentiation
and Migration of Human Vascular Smooth Muscle Cells

HAN Ya-Ling"™, HU Ye", LIU Hai-Wei"”, KANG Jian", YAN Cheng-Hui", LI Shao-Hua?
("Department of Cardiology, Shenyang General Hospital, Cardiovascular Research Institute of PLA, Shenyang 110016, China;
?Department of Pathology, Robert Wood Johnson Medical School, New Jersy 08854, USA)

Abstract In order to study the effect of the cellular repressor of E1A-stimulated genes (CREG) on differentiation
and migration of human vascular smooth muscle cells (VSMCs)-HITASY, the full length human sense and
antisense-CREG cDNA retroviral vectors, pLNCX,(+)/CREG and pLXSN(-)/CREG, were constructed. Western
blot and immunoflourescence analysis showed that the expression of CREG and SMa -actin increased in HITASY
after infection with pLNCX,(+) /CREG. The migration of HITASY infected with pLNCX,(+)/CREG obviously
enhanced compared with that of normal HITASY and pLXSN(-)/CREG cells showed by scrape-wounding and
time-lapse analysis. Moreover, CREG over-expression increased the secretion of MMPs in HITASY tested by
Western blot. Gelatin SDS-PAGE zymography analysis revealed that the activities of MMPs also increased in
HITASY infected with pPLNCX,(+)/CREG . On the other hand, the opposite effects were observed when CREG
expression decreased by using antisense pLXSN (-)/CREG . These results suggest that CREG may be able to
induce the VSMCs differetiation and promote the VSMCs migration in the meantime.

Key words repressor, adenoviral protein E1A, differentiation, migration, retrovirus vector, smooth muscle
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