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chymal stem cells ( MSCs) in microenvironment of rat myocardial ischemia in vivo. Methods The myocardial in—
farction( MI) models of rats were established by ligating the left anterior descending coronary artery. The MSCs la—
beled by green fluorescent protein( GFP) were injected into the surrounding area of the epicardium myocardial in—
farction (n =62) ; the protein expression of the main myocardial specific markers ( ¢cTnl MYH Cx43 «-actin)
on the transplanted MSCs was observed by immunofluorescence staining at day 3 day 5 day 7 and day 9; the cor-
responding mRNA related to the non-transplanted MSCs was acquired by laser capture microdissection and was
measured by real-time PCR. Then the transplanted area was observed by TUNEL staining. Results Immunofluo—
rescence staining and real-time PCR indicated MYH were detected at day 3 significantly lower than day 5 and day
7, Cx43 were indicated at day 3 and at day 7 higher than day 5; c¢Tnl was found at day 5 decreased compared to
day 7 significantly( P <0.05) ; while a-actin was not found; the transplanted MSCs which shared morphological
features known from apoptotic cells by TUNEL staining decreased gradually and disappeared at day 9. Conclusion
The transplanted MSCs could express some main myocardial specific markers in the microenvironment of myocar—
dial infarction but the differentiated cardiomyocytes were immature and could not survive for a long time effective—
ly.
Key words myocardial infarction; mesenchymal stem cell; transplantation; myocardial specific markers; MYH,;

Cx43; cTnl; a-actin
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Construction of pEGFP-C2-ASIC2a eukaryotic expression vector

and its expression in articular cartilage cells of rats
Ni Wenlin Tang Jie Pan Chunxiao et al
( School of Pharmacy Anhui Medical University Hefei 230032)

Abstract Objective To construct eukaryotic expression vector of acid sensing ion channel2a( ASIC2a) and
transfect it into the articular cartilage cells of rats to make the model of overexpression of ASIC2a. Methods Got
the ¢cDNA of ASIC2a from rat brain then ASIC2a ¢DNA was amplified by PCR and cut with double enzyme EcoR
I and Kpn I then inserted into the eukaryotic expression vetor pkGFP-C2. The recombinant vector was verified by
PCR restriction enzymes cut and sequencing identified. We used Lipofectamine 2000 transfection reagent to trans—
fect the plasmid into the cartilage cells of rats then observed GFP expression under the fluorescence microscope.

We also determined the relative expression of the mRNA and protein of ASIC2a by RT-PCR and Western blot to i—
dentify whether the model of overexpression was constructed successfully. Results The plasmid was identified by
enzyme cutting where the purpose gene was included and the electrophoretic stripes were accurate and distinct  al-
s0 GFP could be detected in the transfected the articular cartilage cells of rats. ASIC2a gene expression could be
detected by PCR also its protein expression was detected by Western blot. Conclusion The model of overexpres—
sion is constructed successfully which can be used to observe the effect on cartilage cells of the acid sensing ion
channels expression.
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