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ABSTRACT Objective: To observe the effect of overexpression of clock gene Bmall on the proliferation of vascular smooth muscle
cells and investigate potential role mechanism of biological rhythms on vascular developmen through experiments. Methods: The method
of lentiviral transfection packaging GV341-Bmall vector was used to construct rat thoracic aortic smooth muscle cells (A7RS5) stably
transfected with Bmall cell line. Real-time fluorescent quantitative PCR (RT-PCR) and immunofluorescence staining of Bmall on the
cells grown on coverslips were used to determine whether the stable transfected cell line overexpressed Bmall stably. Immunofluores-
cence staining of Ki67 on the cells grown on coverslips was used to observe the effect of overexpression of clock gene Bmall on the pro-
liferation of vascular smooth muscle cells. Results: The results of Real-time fluorescent quantitative PCR showed that the expression of
Bmall in cells stably transfected with Bmall was 11.2 times higher compared to control group (P<0.01). The results of immunofluores-
cence staining of the cells grown on coverslips showed that the expression of BMALI was significantly increased in stable transfected
cell lines (P<0.05). Furthermore, compared to the control group, the proportion of Ki67 positive cells was also increased significantly in
vascular smooth muscle cells stably transfected with Bmal1(P<0.05). Conclusion: We have established a vascular smooth muscle cell line
with Bmall overexpressed stably by Lentiviral transfection method. Through observing immunofluorescence staining of Ki67 on the cells
grown on coverslips, we have found that overexpression of Bmall promoted the proliferation of vascular smooth muscle cells.
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Fig.l Quantitative real-time PCR detection of Bmall gene expression in
ATRS cells stably transfected with Bmall, **P=0.008 compared with

control
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Fig.2 Immunofluorescence staining of BMALI protein expression and positive signal area in A7RS cells stably transfected with Bmall

*P=0.01 compared with control
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Fig.3 The immunofluorescence staining of Ki67 protein and the proportion of positive cells in A7R5 cells stably transfected with Bmall
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