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D : 0.001 DM-
SO; @ LPS 1 mg+ L' LPS; @ LPS +
1 mg e+ L"'LPS +10 pmol « L™
Pd-a; @ LPS + 1 mg*+ L7'LPS
+20 pmol * L™' Pdda; & LPS + ;
1 mg - L™ '"LPS +40 pmol ¢ L' Pdda. 3
o 24 h RNA.
RNA
o PCR 20 pl
SYBR ® Premix Ex Taq™ II (2 x) 10 pl ROX
Reference Dye [I( 50 x) 0.4 ul 0.5 ul
( 400 nmol * ') 0.8 pl d H,0
7.5 plo 195°C 30 s
95°C5 s—60°C31 s 40 .
Ct  GAPDH Ct
2—AACt
o Tab 1.

Tab 1 Primer sequence used for RT-PCR and Real-time PCR analysis

DMEM 2 ml
37C o 6 h
2.4 3
X *s SPSS One-way
ANOVA
q o
3
3.1 Pdda LPS HUVECs TNF-o.IL-
18 mRNA LPS
24h  TNF-o.IL4B mRNA
(P<0.01), Pdda( 10.20. 40
pwmol *+ L") LPS
TNF-o 1L B8 mRNA (P<0.05 P<0.01)
LPS Pd-a
TNF-o+ IL43 mRNA
0.817 0.598. Tab 2 o

Tab 2 mRNA expression of TNF-« and IL 8 by Real time PCR

Gene name Primer sequence
TNF-a Forward 5" GTG ACA AGC CTG TAG CCC ATG TT3” G Drug concentration mRNA expression
roup
Reverse 5 TTA TCT CTC AGC TCC ACG CCA TT3” : Jpamol + 17! TNF-w 148
IL4B8 Forward 5" TGA TGG CTT ATT ACA GTG GCA ATG3” Blank control - 0.8802£0.107>  0.9652 +0.01738>
Reverse 57 GTA GTG GTG GTC GGA GAT TCG3~ LPS-nduced - 24.26 +1.632 225.0£3.575
PPAR«a Forward 5” CCA TCG GCG AGG ATAG TTC TG3” LPS-nduced +low level Pda 10 16.29 £1.4191°  192.246.537"
Reverse 5” TCT ACA TTC GAT GTT CAA TGC TCC A3~ PSHnduced + medium level Pdda 20 6.536£0.3536 ™ * 128.4+7 540* *
PPARRB Forward 57 AAG GCA TCG GGC TTC CAC TA3” LPS-nduced + high level Pda 40 4,444 £0.7267% % 90.41 £11.81**
Reverse 57 GCA CTT CTG GAA GCG GCA GTA3” *Pe0.05 **P<0.001 us LPSdinduced
PPARy Forward 5” TGG AAT TAG ATG ACA GCG ACT TGG3~
Reverse 5” CTG GAG CAG CTT GGC AAA CA3”
GAPDH Forward 5 GCA CCG TCA AGG CTG AGA AC3’ 3.2 Pdda LPS HUVECs PPARSs
Reverse 5" TGG TGA AGA CGC CAG TGG A3 mRNA LPS
2.3 RNA 1 x 10° cells * 24 h HUVECs  PPARa  PPARy mRNA
well ! 6 > ml (P<0.01 P<0.01)  PPARB mRNA
_ 24 h (P>0.05) .
0.70 ~0. 80 .2 Pdda(10.20.40 pmol + L")
pl PPAR-or siRNA( 20 nmol * L") 5 ul Li- LPS PPARa mRNA (P<0.01  P<
pofectamine RNAiMax 250 pl Opti-MEM 0.01) 3 Pd-a PPARa mRNA
S min. LPS 3.1 3.5 42 . Pd-
20 min.  PPARq siRNA  Lipo- 2 LPS PPARy.PPARB mRNA
fectamine RNAiMax 6 (P>0.05) . Tab 3 °
Tab 3 mRNA expression of PPARe PPARP and PPARy by Real time PCR
. mRNA expression
Group Drug concentration/pwmol * L~
PPAR« PPARB PPARy
Blank control - 0.7634 £0.107** 0.8952 +0. 03557 0.8504 £0.05789* *
LPS-induced - 0.3264 +0.027 0.8169 +0. 1738 0.2138 £0.02731
LPS-induced + low level Pdda 10 1.008 +0. 1402" 0.9267 +0.06938 0.2719 +£0.03105
LPS-induced + medium level Pd-da 20 1.136 +0.1629 " * 0.9821 +0. 1451 0.2814 +0. 03965
LPS-induced + high level Pd-a 40 1.381 +0.1727** 0.8510 +0. 06028 0.244 +0.03334

" P<0.05 **P<0.01 vs LPS-induced
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3.3 PPAR-osiRNA  LPS TNF-«. 4
IL BmRNA PPAR-o siRNA ( Pda)
3 PPARo siRNA 005.006.007, / o Pd-da
RNAi 5 D NF+«B TNF-o 1L-6
: e) 20 nmol 3T, Pd-a
L7 Negative Control siRNA; ®) 1: 20 o
nmol ¢ L.”" PPARa siRNA005; @ 2: 20 Pdda  LPS
nmol * L™' PPAR« siRNA 006 (5 3: 20 Pd-da
nmol * L™" PPARa siRNA 007, 3 . o 1 mg+ L' LPS
HUVECs 24 h RNA 24h HUVECs TNF-«.ILdB
PPARa mRNA o Tab 4 PPAR« siR- o Pdda( 10.20.40 pmol ¢
NAOO6 007 PPARo mRNA L™ LPS TNFwo~ IL43
PPARo siRNAOO6 o Pd-a
0.523(P <0.01) .  PPAR«
siRNAQOS PPAR-o« mRNA (P> Pd-a o
0.05) . PPARs - PPARs
Tab 4 Effect of PPAR« siRNA on expression of PPAR«x N N
Group PPARa mRNA expression ° PPARs 3 PPARa.
Blank control 0.978 £0.01812 PPARB/8  PPARy
Negative control 1.065 £0. 02859 AS s10 Pdda  LPS
PPARq siRNA0OS 0.8816 +0.03123
PPARa siRNA0OG 0.4669 +0.02357* * Pdda  LPS
PPAR« siRNA007 0.7352 £0.03643 * * PPARa - PPARB . PPARYy
** P <0.01 vs blank control . I mg+L"LPS 24 h
PPARa RNA Pdda  LPS HUVECs PPAR« PPARy mRNA
TNF  IL4@ mRNA PPARB - PPARa
4 D ;@ LPS 1 mg * PPARy
L' LPS; ® LPS + Pdda 1 mg+ L' LPS+ AS
40 pmol * L' Pdda; @ LPS + Pdda + PPARa RNAI LPS HUVECs  PPARa
: HUVECs 6 h Img+ LIPS +20 FPARY 1PS
wmol * L' Pdda. 3 . 24 h PPAR« PPAR~y o Pd-da
RNA TNFa  I14g mRe  (10:20+40 pmol + 1.7)
NA o Tab 5 PPARa RNA LPS PPAR LPS PPARy
Pdds  TNFa 1L PPARB . Pdda LPS
(P<0.01 P <0.01) TNF-a PPARa Pdda
o LPS +PdHda + PPARa RNAi  TNF« ILdB PPARa LPS
mRNA LPS + Pda 2.6 1.3 °
PPAR«
Tab 5 Effect of PPARq siRNA on anti-inflammatory action -1 PPARq  Pdda  LPS
of Pdda in LPS induced HUVECs
g y—— PPARa siR-
Group e 15 NA HUVECs  PPARa
Blank control 0.8388 0. 08237 0.8955 0. 03405 Pdda LPS HUVECs
LPS-induced 23.52£0.7292 164.3£7.942 . PPARG siRNA
[PSnduced +40 ol L~ Pdda 5565 £0.2050 73.02 £3.964
LPSinduced +40 el + .~ 14.29£0.3167% *# 069848200 % *# Pdda TP LB
PdJa + PPARa RNAi o Pda PPAR«x LPS

**P<0.01 vs LPS-nduced; #P <0.01 vs LPS + PDa

o
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Pd-a inhibited inflammation in LPS-dnduced HUVECs via PPAR«

WANG Yan'? Yang Cui’ Chang He'

LI Gang' JIN Xin> ZOU Jun®

(1. Division of Cardiology the Affiliated Zhongshan Hospital of Xiamen University Xiamen Heart Center
Xiamen Fujian 361004 China;2. Medical School of Xiamen University Xiamen Fujian 361005 China)

Abstract: Aim To investigate the effect of Pdda on
the expression of cytokines in LPS-induced HUVECs
HUVECs were treated
with 1 mg « L' LPS and different concentrations of
Pd-a( 10 20 40 pmol * L™") for 24h the expression
of TNF- IL4B PPARa PPARB PPARy was de-
tected by Real-time PCR. To investigate the mecha-
nism of the anti-inflammation of Pdda siRNA was
added to knockdown PPARa. Results Pdda down-
regulated TNF-o IL-43 mRNA expression and selec—
tively up—regulated PPARa  but it had no effect on

and its mechanisms. Methods

PPARB and PPARy mRNA expression in LPS-activa—
ted HUVECs. PPARa knockdown could attenuate the
Pd-a

inhibits the inflammatory response of endothelial cells

anti-inflammatory effect of Pdda. Conclusions

to the stimulation of LPS which is related to the acti—
vation of PPAR«a. It suggests that Pd-a exerts potential
anti-inflammatory effect on the modulation of various
inflammatory processes such as atherosclerosis.

Key words: dl-praeruptorin; peroxisome proliferator—
activated receptors; cytokine; lipopolysaccharide; HU-

VECs; siRNA



