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Effect of Pseudoprotodioscin on OX-LDL-induced
COX-2 Expression in HUVEC
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Abstract ; Pseudoprotodioscinis the main active compound of Di” aoXinXue Kang capsules. To explore the effect of pseu-
doprotodioscin on cyclooxygenase-2 (COX-2) expression induced by OX-LDL in human umbilical vein endothelial cells
(HUVEC) ,HUVEC cells were cultured in vitro. After pretreatment with different concentrations of pseudoprotodioscin
for 24 h,0X-LDL was added for the induction of COX-2 expression. The expressions of COX-2 mRNA was detected by
Real-time PCR, and the expression of COX-2 protein and the phosphorylation of mitogen activated protein kinase
(MAPK) associated with COX-2 inflammatory signaling pathway were determined by Western blot. Our results showed
that pseudoprotodioscin can inhibit OX-LDL-induced COX-2 expression in HUVEC dose-dependently, and inhibit TLR2
expression and p38MAPK activity. These results indicated that pseudoprodioscininhibited OX-LDL-induced COX-2 ex-
pression possibly via affecting the TLR2 / p38 MAPK pathway , suggesting its anti-inflammatory effect on vein endothelial
cells.
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1.2.2 Real-time PCR
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&1 Real-time PCR R N{EZ
Table 1 Reaction system for real-time PCR
1 A ZR)E
Reagent Usage amount( pL) Final concentration
SYBR Green QPCR Master Mix(2 x ) 5 1 x
Sense primer(10 uM) 0.4 0.4 uM
Antisense primer(10 puM) 0.4 0.4 pM
RNase Free Water 3.2
DNA template 1
% 2 Real-time PCR #&iBY5| 41 %1
Table 2 Primer sequence for real-time PCR analysis
N YFh AR/ TG
Gene Species Sense primer Antisense primer
TLR2 human ATCCTCCAATCAGGCTTCTCT — GGACAGGTCAAGGCTTTTTACA
COX2 human TGCACTATGGTTACAAAAGCTGG ~ TCAGGAAGCTCCTTATTTCCCTT
GAPDH human AGGTCGGTGTGAGGTCA TGTAGACCATGTAGTTGAGGTCA
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1.2.3 Western blot
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TAREFH2E I Ox-LDL F S HUVEC 48H COX-2 mRNA REARIEHHMN
The effect of pseudoprotodioscin on COX-2 protein and COX-2 mRNA expression in Ox-LDL-induced HUVEC cells

TE:A. COX-2 mRNA BAHXFFIA 3 B. COX-2 S AN R IA T, BT MR 2L HIZ 3 K, 4R LI + iR 22 %78 5 Ox-LDL 41k

i,*P<0.05;5 Ox-LDL 41 [t %%, * * P <0.01

Note ; (A) The relative expression of COX-2 mRNA , ( B) The relative expression of COX-2 protein. The results were representative of at least three inde-

pendent experiments run in triplicate and expressedas the mean +SD. * P< 0.05,* * p < 0.01,compared with Ox-LDL group
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Fig. 2 The effect of pseudoprotodioscin onTLR2 mRNA and protein expression in Ox-LDL induced HUVEC cells
1::A. TLR2 mRNA AR ik 5 ;B TLR2 85 A & &, BT A mEs R 2 s B4 3 W, 85 R DI ME £ AR v 225878, 5 Ox-LDL 4 Ik

B," "P<0.01

Note ; A. The relative expression of TLR2 mRNA ; B. The relative expression of TLR2 protein. The results were representative of at least three independ-

ent experiments run in triplicate and expressedas the mean £ SD. * * P <0.01 ,compared with Ox-LDL group
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Fig. 3 The effect of pseudoprotodioscin on MAPK pathway in Ox-LDL-induced HUVEC cells
TE A P FURE B X HUVEC 411 p-p38/p38 M52 ; B. fh 835 2 17X HUVEC 40/l p-ERK/ERK AR 5 C. )5 S B H 6 HUVEC 4
JiEL p-JNK/INK (95200 fi A7 (4 R 220l sy 852 3 Ik, 45 R DAIME A 220K, 5 Ox-LDL 4 1k# " P <0.05, " * P <0.01
Note : A. p-p38/p38 ; B. p-ERK/ERK; C. p-JNK/JNK. The results were representative of at least three independent experiments run in triplicate and ex-

pressed as the mean £SD. * P <0.05," * P <0.01,compared with Ox-LDL group
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