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Construction and identification of eukaryotic expression plasmid

pBudCE4.1-PPE68 of Mycobacterium tuberculosis
JIN Zhi—-dong ,HE Yong-lin ,XU Lei,SHE Qian,ZHANG Dan ,ZHANG Zhuang-miao,YANG Chun
(Department of Pathobiology ,Institute of Neuroscience Chongqing Medical Unwercity,
Chongging Key Laboratory of Neurobiology)
[ Abstract JObjective: To construct and identify eukaryotic expression plasmid pBudCE4.1 -PPE68 and observe its expression in
murine macrophage RAW264.7 cells. Methods;MTB PPE68 gene was subcloned into pBudCE4.1 to construct recombinant plasmid
pBudCE4.1-PPE68.The recombinant plasmid was transiently transfected into RAW264.7 cells,and the expression of PPE68 gene was
detected by RT-PCR and Western blot. Results:The accurate eukaryotic recombinant plasmid pBudCE4.1-PPE68 was identified by
restrict endonuclease.The PPE68 gene expression product in RAW264.7 cells was detected by RT-PCR . Western blotting. Conclu—
ston ; The recombinant plasmid pBudCE4.1-PPE68 was successfully constructed.The protein can be expressed in murine macrophage
RAW264.7.The present study provides an experimental basis for further study of the PPE68 protein of Mycobacterium tuberculosis.
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A modified method for isolation of rat cardiomyocytes and recording of

potassium,sodium and calium current
LONG Yi,ZHOU Ya-nan,YIN Yue—hui
(Department of Cardiology,the Second A ffiliated Hospital ,Chongqing Medical University)
[ Abstract]Objective: To introduce a modified isolation method for acquiring rat atrial myocytes. Methods: The heart of adult sprague-
dawley(SD) rat was rapidly excised after successful anesthesia and mounted on a Langendorff apparatus. It was perfused retrogradely
via the aorta for five minutes with Ca’*~free Tyrode’s solution and then perfused with collagenase dissolved in Tyrode’s solution for
ten to twelve minutes,and then the atrial appendage was sheared and stored in a kraftbruhe (KB) solution. Thereafter tissue was
- mincqﬁd and fiktrated. After being centrifuged at 500 r for 2 min,the isolated myocytes were performed gradient calcium reintroduction

and allowed to pellet via gravity for 1 hour in refrigerator,then the transient outward potassium current,sodium current and L-tpye
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cell recording technique. Results:The survival rate of atrial
myocytes was high and the morphous and construction of atrial

myocytes were fine and the property of calcium—tolerance was
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