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Abstract AIM To construct and express the bicistronic eu-
karyotic expression plasmid pIHsp65GM by molecular-biological
methods. METHODS We used Mycobacterium tuberculosis
H37Rv genome as template to amplify Hsp65 gene and used plas-
mid pORF-hGM-CSF as template to amplify gene adjuvant hGM-
CSF gene granulocyte-macrophage colony-stimulating factor by
PCR and then recombined them with the two multiple cloning
sites MCSA and MCSB of pIRES vector to construct a bicistron-
ic eukaryotic expression plasmid pIHsp6SGM. The plasmid was
finally transfected into HepG-2 cells to detect the expression of
Hsp65 and hGM-CSF proteins by immunohistochemistry and
ELISA respectively. RESULTS Restriction enzyme digestion
demonstrated that the inserted gene fragments were 1. 64 kb and
0.47 kb. DNA sequencing revealed that the cloned Hsp65 and
hGM-CSF sequences were consistent with the GeneBank reported.
The Hsp65-positive cells were found by immunohistochemistry.
hGM-CSF expression from pIHsp6SGM transfected cells was de-
tected by ELISA and the difference between pIHsp65GM trans-
fected cells and pIRES transfected cells was statistically signifi-
cant. CONCLUSION The successful construction and expres-
sion of a bicistronic eukaryotic expression vector containing Hsp65
gene and gene adjuvant hGM-CSF are fulfilled which lays a foun-
dation for the further research on a new DNA vaccine that is better
than BCG vaccine in the prevention of tuberculosis.
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