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Fig. 1 Effect of LPS on the expression of TLR4 in ECV304
cells with RT- PCR assay

1, 2, 3: 100 Mg/ LPS for 12h, 6 h, 3 h; 4. 5. 6: 10, 100,

1 000Kg/ L. LPS for 6 h respectively; C: control; M: PCR marker.

C I 2 3 B 5 6
e ce®

Fig. 2 Effect of LPS on the expression of TLR4 in ECV304
cells with Western blot analysis

C: control; 1, 2, 3: 10, 100, 1 000 Hg/l. LPS for 6 h

respectively : 4 , 5 . 6 : 100Hg/LL LPS for 3 h, 6 h, 12h

respectively.

Table 1 Effect of LPS on the expression of TLR4 in ECV304

cells with Western blot analysis

TLR4 (ODux mm®)
2.13+0. 16
3.86%0.31"
11.45+1.57"
18.38 +1. 86"

Groups

Control

10 bg/L LPS, 6 h
100 Bg/L LPS, 6 h
1000 vg/LL LPS, 6h

100 Bg/L LPS, 3 h 4.24 10, 32"
100 Bg/ L LPS, 6 h 7. 65 0. 14"

100 kg/L LPS, 12 h 23. 16 +2. 05"

"means P< 0.01 vs control, (? ts5, n=3).
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Fig. 3 'The changes of NF kB activity in ECV304 cells after
transfection of C3H/ HJ or C3H/ HN TLR4cDNA
Control: normal cell (transfection of pCMV vector); a~ d: ECV-304
cells transfection of C3H/HJ TLR4ecDNA 0.05, 0.1, 0.5, 1 Hg
ECV-304 cells transfection of C3H/HN TLR4cDNA

rl':'i}ll'l‘l E\'l'l)': el

1 g . The cell stimulated by 1000 Bg/L. LPS for 6 h . * means
P< 0.01 vs. control group.

100.00F

Relative NF-«l3
ﬂclivil}"/%
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Fig. 4 The changes of NF KB activity in ECV304 cells after
transfection of TLR4™

a deletion in the intracellular domain, lacking the 155 G- terminal amino
acid of the wild type human TLR4, and TLR4eDNA. Control: normal
cell (transfection of pCMV vector); a~ d: ECV-304 cells transfection
of TLR4 ¢DNA 0.05, 0.1, 0.5,
304 cells transfection of TLR 4 ¢cDNA 1 Hg .

1 000 Bg/L LPS for 6 h.

1 Mg respectively; e: ECV-
The cell stimulated by

megns J”( 0- UI Vs, ['l]l]li'[ll group.

1.4F

1y
o

: ] .
4 .
control a b ¢

Fig. 5 The changes of NF KB activity in ECV-304 cells after
LPS stimulation pretreated with monoclonal antibody of TLR4
Control: normal cells; a: LPS 1000 Hg/L for 6 h; b, e LPS
1 000 Bg/ L., 25 mg/L and 50 mg/ L. antibody of TLR4 respectively.

.
means P< 0.01 vs. control group.
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Toll like Receptor 4 Mediates Lipopolysaccharide induced Cell Activation
in Human Endothelial Cells’

YANG QingWu"", ZHU PerFang, WANG Zheng Guo, JIANG Jiar Xin

( Research Institute of Surgery, Daping Hospital,

Abstract

The Third .'l'ffhfﬂr_r Medical University, Cfmngqfng 400042, China)

In order to investigate the role of Tolklike recepter 4 (TLR4) in lipopolysaccharide (LPS) -induced

NF-kB activation in human endothelial cells, LPS-stimulated ECV-304 cells were used as experimental model

and the expression of TLR4 and effect of LPS on the expression were analysed with RT-PCR and Western blot

assay. Moreover, the role of T LR4 in LPS-induced NF-KB activation in endothelial cells was explored with gene

transfection of nomsignaling mutant forms of TLR4 and antir TLR4 monoclonal antibody. The results showed

that LPS could upregulat the expression of TLR4 in time and dose depentent manner and that transfection of

nomrsignaling mutant forms of TLR4 and antrTLR4 monoclonal antibody inhibited LPS-induced NF-xB

activation in human endothelial cells obviously. These data indicated that TLR4 mediates LPS induced NF-kB

activation in human endothelial cells and it may play important role in endothelial cell activation and injury

induced by LPS.
Key words

Tolklike recepter 4 (TLR4), endotoxin, endothelial cell, nuclear factor kappa B ( NF-xB)
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