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the study of the calcified aortic valve disease. Primary valve interstitial cells were isolated from the porcine aortic
valve. Cells phenotype identification was used by immunofluorescent staining. The expression of Runx2, OPN, p62
and LC3B-I/II was detected by Western blot to identified the relationship between autophagy and osteogenesis in
valvular interstitial cells. The plasmid pAdTrack-ATGS overexpressing Atg5 was constructed and transfected into
VICs. After transfecting with control plasmid or pAdTrack-ATGS, the VICs were cultured with osteogenic medium.
The osteogenic differentiation ability of valve interstitial cells was detected by Western blot, alkaline phosphatase
staining and alizarin red S staining. For immunofluorescent staining, Alpha -SMA and Vimentin were positive and
vWF was negative in VICs. Compared with the CM group, the expression of Runx2, OPN and p62 protein in the
OM group was increased but LC3B-II/I decreased. The expression of Atg5 and LC3B-II/I in cells transfeced with
pAdTrack- ATGS was raised but p62 was decreased compared with the negative control. The expression level of
Runx2 and OPN in the OM+Atg5 group was lower than that in the OM+NC group. Alkaline phosphatase staining
and alizarin red S staining were also showed that the osteogenic differentiation ability in the OM+Atg5 group was

weaker than the OM+NC group. Take together, overexpression of Atg5 inhibits osteogenic differentiation of valvu-

lar interstitial cells by upregulating autophagic activity.
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Fig.1 Phenotypic identification of porcine aortic valve interstitial cells
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A: protein expression levels of Runx2, OPN, p62, LC3B-1I/I were measured by Western blot; B: quantitation of Western blot shown in A. n=3;
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Fig.2 Detection of autophagic level in valve interstitial cells
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with BamH I and Hind I11. Molecular marker sizes are shown.a shown the plasmid derived from No.2 monoclonal colony, b shown the plasmid a after
double enzyme digesting; C: photomicrograph of VICs after transfecting with pAdTrack- ATGS5 for 24 h using fluorescence microscopy.
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Fig.3 Construction and identification of the plasmid pAdTrack-ATGS5
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A: mRNA expression levels of A7G5 were measured by Q-PCR; B: protein expression levels of ATGS, p62, LC3B-I/II were measured by Western blot; C:
quantitation of Western blot shown in B; D: immunofluorence of LC3B in pVICs after overexpressing ATGS5. n=3; *P<0.05, **P<0.01, ***P<0.001 vs

NC group; "P<0.001 vs 4 ug-ATGS5 group.

El4 AtgSHYIE RIKIIE
Fig.4 Demonstration of overexpression of Atg5
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Fig.5 The effect of AtgS on the osteogenic differentiation abilities of the VICs
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AL YLt 25 R REIE B, AtgSid 223k BEHI I VICSsIH
B MRS, HETIAN, CAVDI R AR EEH
PR E IR RIS BCE B RBF K
D, AtgS bR 40 A W K P RE A0 VICS B BUE 70 46
RE 77, SR AtgSKTVICSAH LIS 1 (1 52 i 18 Rt 7
25 L RTR, AHE AR T i Rk AtgSI E
FORL, FEIFSE T AtgSHid RIARE B 3E FIFVICsH)

I Pt B W KT, S BE DR 2 I 1) 5 &40 P ol S AR
HRunx2 flp62 i) 15, HE 1M A R 1 H] VICs HY Bl
IALEE T, F SR CAVDHRAL 1 8 i 7% .
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