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Construction and confirmation of tetracycline—dependent

regulatory system in one vector
ZHOU Zhi, et al
( Department of Diseases Therapy Center, the Second Affiliated Hospital , Chongqing Medical Univesity)

[ Abstract ] Objective: To construct tetracycline—dependent regulatory system in one vector, which contains two multiple cloning sites
(MCS) for the convenient cloning of two target genes. Methods: The tetracycline (Tet)-dependent regulatory fragment (TO) ( between Ndel
and Sacll sites) was amplified from pcDNA4™/TO vector with PCR, which was inseried into pUC118 vector and sequenced. The counter—
part fragment in pVITRO3 was replaced with correct Tet—dependent regulatory fragment, namely pVITRO3-TO vector. The Tet repressor
gene (TR) encoding the Tet repressor from pcDNA6/TR® vector was incorporating into the backbone of the pVITRO3-TO. Result: The te—
tracycline (Tet)-dependent regulatory fragment and the Tet repressor gene were amplified successfully with PCR from its template vectors
and were subcloned. The clones with correct sequence were selected by sequencing the picked 2 clones. The target vector was constructed
successfully by incorporating TO and TR into the backbone of pVITRO3 vector. Conclusion: Tetracycline-dependent regulatory dou—
ble-expressing system in one vector was constructed initially.
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