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Construction of a single vector in BMP-2 expression in a controlled manner and its expression in ADSCs
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Abstract Objective: To construct a single vector in BMP-2 expression in a controlled manner and investigate its expression in adipose
derived stromal cells(ADSCs ). Methods: The lentiviral vector containing BMP-2 gene was constructed through genetic recombination and
identified by bacterial PCR and sequence analysis. ADSCs were transfected by lenvirus collected from 293T cell. First, cell viability was
analyzed through cell morphology and MTT assay at different induced concentrations of doxycyline (Dox). Second, to estimate the efficiency
of the Tet—-On and determine the optimal induction concentration of Dox, the strength of fluorescence was detected. The mRNA of BMP-2
was also analyzed through qRT-PCR. Lastly, the capacity of inducing BMP-2 expression in ADSCs by Dox was investigated by Western blot
and densitometric analysis. Results: pLLVCT-BMP-2 was successfully generated in this research by bacterial PCR and sequence analysis.
The results indicated ADSCs from rat could stand up to 6 pg/mL Dox, and Dox of 5 pLg/mL was finally determined as the optimal induction
concentration. The densitometric analysis of BMP-2 expression showed that BMP-2 expression in ADSCs was in a dose—dependent manner.
Conclusion: Lentiviral vector containing BMP-2 could be successfully generated. The conditional BMP-2 expression is regulated by Dox
in a dose—dependent manner, providing the opportunity to explore BMP-2 expression and guide the bone healing process in vivo.
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