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[ Abstract |

the role of leptin in the development of calcific aortic valve disease (CAVD). Method Porcine aortic VICs were separated and cul-

Objective :To investigate the effects of leptin on aortic valvular interstitial cells (VICs) transdifferentiation and reveal

tured via collagenase digestion. The VICs were incubated with leptin in different concentrations for 24 hours and the best stimulation
concentration was determined by detecting ALP activity in the cell lysate. After incubated into optimal stimulation concentration for
24 hours, mRNA and protein expressions of a-SMA and OPN were detected by RT-PCR and Western blot, respectively. Results:
Treatment with leptin enhanced the ALP expression of VICs and the optimal concentration was 100 ng/ml. Leptin treatment signifi—
cantly promoted the mRNA and protein expression of OPN while a-SMA was not changed. Conclusion: Leptin can promote VICs cal—
cification through inducing VICs transdifferent into osteoblast-like cells.
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R T WG VICs G PEwE IR i (ALP) % & , I F H
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1.1 ##

= Bl IR AR IR 19 ke 5 1 AR R (BRLTL A 45 T
SE3), b DMEM X5 75% 3% G 2F 1l % (FBS) .PBS 2%
W T R R /BB R (pen/strep) .0.25% JE i -EDTA
(Gibco 7~ ®, ), = 24 % 9 & (recombinant
porcine leptin, Prospec A H], Di@a4]), 1 B i
(Sigma 2~ 7], ), ALP 35 PEAG I3 57 & (bl 2
“RNA), Pl . a-SMA HUI (Sigma AR, ),
OPN #ifk (Lifespan A7), £ ), WZ GAPDH,
OPN ,a-SMA 514 (B 5 S B AE Y ARG BR A ) 42
AORBOR & (s UL AR B R By A BR A
Al
12 F&*
1.2.1 MEmpe» & 53k

TEUI b B 1S AT ft B AR $ , S8 BE U E B AR 3
YLLBTPATHT TFHE TE £ S BRARER , B9 E sh Pk
S WIS A E BT R K PBS W, B T UK
& A SR A IR oS AR T 0.1% 5 iR
W, 37 CHC'E 15 min, IS AR % R 0] g 52
J3FRAT Y PN B 20 B T UK R A 0.19% ¢ i il 175
WA, 37 CEAE R, U R 2500 2 000 r/min 5
min, Il A 10 mL & ¥ DMEM 15 3% 3 (DMEM +10%
FBS+XUHT ) A e B IE SR, & T 5%C0, 37 C
SRR, UK H B, )R A 2~3 d TR 1 U, R A AR
90% A s ALK,
122 ALP &4 m|

P2 P3 AR M, R0 F 6 FLik . F 80%
Ze A A B SR G I B SR IEDLIR 24 b 4
% 0.25.50.100.200 400 ng/mL & % [ &= HH
DMEM #5523 T3 24 h, $2HCE 1, 4% ALP £l ik
F G UL A5 I R 7 TR AR T 43 06 0 BE SRS TN i
520 nm bW IROGEEAE , 43 BT A R EE TR
ALP &%,
1.2.3 RT-PCR #

AT 6 FLAL, X R4 (n=3) I &% 10%FBS

DMEM 8555, SC4H (n=3) FH & ek iE s 2
10%FBS DMEM X% 5% . M5 4135 Hl ¥ 24 h 5 R H
TRIzol i 7 #& U4 e & RNA, i 2 RT-PCR £ il
a-SMA OPN 1) mRNA Fik7K - 300 5 55 0y A &
H 10 WLAKRFR o S 55444 .42 °C 15 min, 87 C 5,
4 CHE(E, PCRYIIKZRN 20 WL(cDNA 1 plL, I FiF
514 1 uL,ROX 7 wL,DEPC /K 10 wL),PCR JZ
B A& E ;95 °C 10 min, 95 °C 15 5,60 °C 60 s,40
MEA ., PCR 51T HI L 1,
%1 RT-PCR 3|53
Table 1 Primers and protocols for RT-PCR

SN JFE(5'—3")
OPN 3##:GAGCAAACAGACGATGTGGA
FiE:GACCAGCTCATCGGATTCAT

a-SMA I i#:CAGCCAGGATGTGTGAAGAA
T TCACCCCCTGATGTCTAGGA
GAPDH I AATGGGGTTCAACGGGTTAC

FETAGAGGGACAAGTGGCGTTC

1.2.4 Western blot # |

S 4320 LA KN EOT %8 W] RT-PCR A0 40 Jifg
SV IR BCA 7 8 M i . 4 SDS-PAGE 43
25, 5% 3 PVDF B | ¥ PVDF B 5 T 5%
JBARE WA 2HPAT 1 h, TBST YK 3 ¥k, &K 10 min,
—HUH & 2% B IG Wk (1 PBS 6 B & 4 18 W B, i
A PVDF i ,4 Cad 7%, TBST ¥k 3 W, Fl &l vk
MBI E SR A TS 1 h, &IGIEH &
@, B AR R G o B 4
1.3 %itsusk

By s A 3 WAL, KRS R L B
B 22 (xxs ) R, K SPSS17.0 454810 #r , 41
o] Fe B R FH O 220 0, P<0.05 i 22 51 412

2 & R

2.1 JEEX VICs ALP &89 %

98 25 0 B0 S B ALP B3R R i ek R A
50,100 &% 200 ng/mL i} 22 5 A G772 X (P<0.05,
K1), EL7E S8 Z W N 100 ng/mL B 8508 o0 1 &
IR IE A 5 100 ng/mlL A J5 252 52 56 A F AR ) vk
22 JEE 3 VICs a-SMA OPN mRNA 4 iA # % v

FHJE Z W 9 100 ng/mL # = B DMEM 5 3%
FF 1 VICs 40l 24 h J& ,RT-PCR 45 5 i/ 5L 56 24
OPN mRNA &k %F BT 8 3 1 i (P<0.05) , 32 55
2 a-SMA mRNA [R50 FZLAT T3, {0 R 3k
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Figure 1 Effects of different leptin level on ALP activity
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Figure2 The expressionof OPN and a-SMA mRNA without
and with 100 ng/mL leptin
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Figure 3 The expression of OPN and a-SMA protein without
and with 100 ng/mL leptin
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FER B a-SMA mRNA J 4 H Rk 0 W A2 4k, R
R IFARETS T VICs [l JJUSET e a5 1k, A 223
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