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ABSTRACT Objective: To construct a eukaryotic expressive plasmid for cellular repressor of E1A-stimulated genes (CREG) driven
by a cardiac specific promoter a -MHC and reported by green fluorescent protein, and then to observe its expression in mouse primary
cardiomyocytes in vitro. Methods: CREG fragment was released from pcDNA3.1 myc-His/hCREG plasmid by BamH I and EcoR 1
digestion enzymes, and then was subcloned into pEGFP-N1 plasmid to construct pCREG-EGFP-N1 plasmid. The a -MHC promoter
sequence was synthesized according to Genebank, and was attached with Ase I and Nhe I restrictive endonuclease sites at each side. The
a -MHC promoter sequence was released from pUC57-a -MHC plasmid by Ase I and Nhe I digestion enzyme, and then replace
cytomegalo virus (CMV) promoter of pCREG-EGFP-N1 plasmid to construct pa -MHC-EGFP-N1 plasmid. Then, the recombinant
pa -MHC-CREG-EGFP-N1 plasmid was then transfected into mouse primary cardiomyocytes by liposome. The green fluorescent protein
expression was observed by fluorescent microscopy and CREG expression was detected by Western blot. Results:
pa -MHC-CREG-EGFP-N1 was identified by enzyme digestion and sequencing analysis. The results showed that length of the target
genes which were inserted into the recombinant plasmid was correct. The strong expression of green fluorecent protein was observed by
fluorecent microscopy, and the expression of CREG protein was detected by Western blot. These results confirmed that mouse primary
cardiomyocytes were successfully transfected with plasmid. Conclusion: The pa -MHC-CREG-EGFP-N1 eukaryotic expressive plasmid
was successfully constructed and the recombinant vector provides a powerful approach in investigating the function and regulation of
CREG in cardiovascular diseases development and also in producing mouse cardiomyocyte specific hyper-expressive CREG transgenic
mice.
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Fig.1 Characterization of pcDNA3.1 myc-His/hCREG and pEGFP-N1 by
restriction endonuclease analysis
1: DM2000 marker; 2: pcDNA3.1 myc-His/hCREG (BamH I and EcoR I);
3: pEGFP-NI1 (BamH I and EcoR I).
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Fig. 2 Characterization of pPCREG-EGFP-N1 by restrictive endonuclease
analysis

1: DM2000 marker; 2: pPCREG-EGFP-N1 (BamH I and EcoR I)
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Fig. 3 Characterization of pUC57-a -MHC and pCREG-EGFP-N1 by
restrictive endonuclease analysis

1: DM2000; 2: pUC57-a -MHC (Ase I and Nhel); 3: pCREG-EGFP-N1
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Fig. 4 Characterization of pa -MHC-CREG-EGFP-N1 by restrictive

endonuclease analysis
1: DM2000; 2: Ase I and Nhe I pa -MHC-CREG-EGFP-N1;
3: BamH 1 and EcoR I pa -MHC-CREG-EGFP-N1
1: DM2000 marker; 2: pa -MHC-CREG-EGFP-N1(Ase I and NheI);
3: pa -MHC-CREG-EGFP-N1(BamH I and EcoR 1)
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Fig. 5 Expression of CREG protein in mouse primary cardiomyocytes
transfected with pa -MHC-CREG-EGFP-N1 (Western blot).
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*P<0.05 vs
1: mouse primary cardiomyocytes transfected with
pa -MHC-CREG-EGFP-N1; 2: mouse primary cardiomyocytes as control.
*P<0.05 vs control group.
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Fig.6 Phase contrast and fluorescence photos of mouse primary
cardiomyocytes transfected with pa -MHC-CREG-EGFP-N1(200x )
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