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Cloning, Expression of the Mature TNF-o Gene from Danish Landrance Porcine and

Biological Activities Detection of the Expressed Protein
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Abstract: The complete open reading frame (ORF) of TNF-o gene was amplified from Danish
Landrace porcine spleen lymphocyte stimulated by ConA, which includes 465 bp and encodes 154
aa. The gene encoding mature TNF-¢ protein was cloned directionally into prokaryotic expression
vector pET-28a(+) and the fusion expression was induced in E. coli BL21. SDS-PAGE demon-
strated that the fusion protein expressed in form of inclusion body is approximately 38 kDa, the
product of expression account 36. 8% of the total bacterium proteins. Western-blotting analysis
indicated that there is a specific electrophoresis strip at the place where the relative molecular
mass is about 38 kDa. A 465 bp specific fragment strip was observed by detection after the recom-
binant bacteria was transcribed. After the protein was purified roughly and renatured, the killing
effect of CTLs Cytotoxity assay confirmed that it can enhance lymphocyte cytotoxity obviously.
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