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[ Abstract] Objective To observe the effect of Notch2 protein expression on calcification of human aortic smooth muscle
cells(HASMC) and explore its mechanism. Methods HASMC was cultured in vitro and divided into two groups: normal control group
and induced calcification group. The former were cultured in conventional media. The latter was supplemented with calcification inducers
B -glycerophosphate (5 mmol/L), ascorbic acid (50 w g/mL) and dexamethasone (100 nmol/L) on the basis of conventional culture. The cells of

two group were cultured for 7 days. HASMC, which was induced calcification by the above-mentioned method, was taken as the calcification
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control group, and the calcification inhibition group was set up, in which Notch specific inhibitor-endocrine enzyme inhibitor (50 w mol/L)
was added to the calcification control group. Interleukin-6 was used to induce the inflammatory reaction of the cells in all four groups. The
expression levels of Notch2, phosphorylated nuclear transcription factor STAT3(p-STAT3) and bone morphogenetic protein-4(BMP-4) were
detected by Western blotting and BMP-4 protein was detected by ELISA in all groups. The expression of Notch2 mRNA was detected by RT-
PCR in induced calcification group and control group, and the expression of HASMC BMP-4 protein was detected by immunofluorescence
staining in calcification inhibition group and calcified control group. Results  (1)The expression of Notch2, p-STAT3 and BMP-4 in induced
calcification group is significantly higher than that of the control group(? < 0.05). The expression of BMP-4 in the induced calcification group
is (66.42 +2.89) pg/mL, which is significantly higher than that in control group[(22.35 +2.68) pg/mL](P < 0.05). Notch2 mRNA expression
in induced calcification group is significantly higher than that in normal control group (P < 0.05). (2)The expression of Notch2, p-STAT3 and
BMP4 protein in the calcification inhibition group was significantly lower than that in the calcification control group(P < 0.05).The content
of BMP-4 in supernatant of calcification inhibition group was (22.34 + 3.82) pg/mL, which was significantly lower than that of calcification
control group[(62.89 + 3.26) pg/mL](P < 0.05). Immunofluorescence staining showed that BMP-4 protein expression was significantly lower in
calcification inhibition group than that in calcified control group. Conclusion The increased expression of calcified HASMC Notch2 promotes

the expression of BMP-4, which leads to osteogenic changes of HASMC and calcification of blood vessels. This mechanism may be related to

the activation of JAK-STAT3.
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