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[ ABSTRACT ] Aim  To investigate the effect of mitofusin2 ( Mfn2) with the removal of protein kinase A (PKA)
phosphorylation site (Mfn2-PKA( A ) ) on promoting the apoptosis of vascular smooth muscle cell (VSMC) and related sig-
naling pathway. Methods VSMC were transfected with adenovirus vector encoding Mfn2-PKA ( A') or Mfn2 ( Adv-
Mfn2-PKA( A), Adv-Mfn2). The abundance of Mfn2-PKA( A) protein and Mfn2 protein were determined by Western
Blot analysis using Mfn2 phosphorylated antibody.  Laser confocal microscopy( LCMS) was used to observe the location of
proteins.  The effect of Adv-Mfn2-PKA( A) on the apoptosis of VSMC was explored by cell death ELISA.  Western Blot
were used to detect the expression of p-Akt. Results Both Mfn2-PKA( A) and Mfn2 were located at the outmem-
brane of mitochondria. ~ELISA assay showed Mfn2-PKA( A ) had no effect on promoting the apoptosis of VSMC compared
with Mfn2 (P <0.01). Western Blot indicated that overexpression of Mfn2-PKA( A') gene could not down-regulate the
phosphorylation of Akt (P <0.01). Conclusion Mfn2-PKA( A) could not induce the apoptosis of VSMC. PKA

phosphorylation site plays an important role in regulating the function of Mfn2 gene.
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Figure 1. The expression of Mfn2 and Mfn2-PKA(A) in in-
fected VSMC



970

ISSN 1007-3949 Chin J Arterioscler, Vol 20,No 11,2012

1. INREEEE VSMC FHIRIE (n=3)
Table 1. The expression of Mfn2 and Mfn2-PKA(A) in in-
fected VSMC

sy 4 Min2 JK FE {8
25 H IR ZH 0.25 +0.02
Adv - GFP 4 0.27 £0. 02
Adv - Mfn2 4 0. 64 +£0.07"
Adv - Mfn2 - PKA( A)4H 0. 66 +0. 08"

a1 P<0.01, 555 X R4 Hegg
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Figure 2. Confocal microscopy imaging to visualize the subcellular localization of the Mfn2 and Mfn2-PKA(A)
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Figure 3. The effect of Mfn2 and Mfn2-PKA (A) on the ap-
optosis of VSMC

a i P<0.01, 5% % B K

2.4 WEERWCE B HEE B MRIEKE
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Table 2. The expression of p-Akt in infected VSMC

B Adv-GFP 4 Adv-Mfn2 4 Adv-Mfn2-PKA( A)4H

24h  0.97+0.08 0.21 +0.04" 0.99 +0.09
36 h 0.93+0.07 0.20+0.03" 0.99 +0. 10
48 h 0.92+0.06 0.09+0.01" 0.90 +0. 06
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Figure 4. The expression of p-Akt in infected VSMC

BRLST Mfn2 5815 5 K B 81 3h Bk BR #4153 J5 VSMC
PR, DT 4 B AR R T B, RS B 5 R
B AR IO 0 LT A TR Mfn2 3k
P8, Lk Mfn2 3@t b A S0 LA i T,
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PKA ZIFBEIR IR (cyclic adenosine monophos-
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AAE R S ) 45 Fh 2800 25 1, 5% e 40 B 2 fig
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