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Roles of myeloid differentiation-2 in binding of lipopolysaccharide to human endothelial cells
XIONG Jian-qgiong, ZHU Pei-fang, WANG Zheng-guo, JIANG Jian—xin (State Key Labomtory of Trauma, Burns and Combined Injury,
Department 4, Institute of Surgery Research Daping Hospital Third Military M edical University, Chongqing 400042 China)

Abstract: Objective To investigate the expression of myeloid differentiation protein-2 (MD-2) in the human
endothelial cells and its roles in the binding of lipopolysaccharide (IPS) to endothelial cells. Methods Based on
cultured human umbilical vein endothelial cells (HUVECs), the expression of MD-2 and the effects of LPS on the ex-
pression were analyzed by RT-PCR and Western blot. The wles of blood serum, TLR4, and MD-2 in LPS binding to
endothelial cells were amalyzed by flow cytometry. Results MD-2was expressed in human endothelial cells and 1.PS
could upregulate the expression of MD-2 in time- and dose-dependent manners. Blood serum could obviously promote
LPS binding to endothelial cells. Anti-TLR4 and anti-MD-2 monoclonal antibodies significantly inhibited LPS binding
to cells in a dose-dependent manner. Conclusion MD-2 may play an important role in the binding of IPS to endo-
thelial cells.
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Tab1 Effects of LPS on the expression of MD-2 in HUVECs by
RT-PCR (n=3 x=*¢

Group oD (uhn?)
Control 0.2240. 2
100 LPS, 1 h 0.3740. 03 *
100 g £, LPS. 3 h 0.49-£0. 04 ®
100, LPS, 6 h 0.364-0. 01 *
100 g, LPS, 9 h 0.1140. 01 *
101g LIPS 3 h 0.38+0. 03 *
100 g . LS, 3 h 0.524-0. 02 **
1000#g/LIPS 3h 0.73+0. 04 %

*, P<<0.0l, ws control; &; P<0.0l. vs 100 P‘g/L LS, 1 h groups
#: P<<0.01, ws10#g/L LPS, 3 h group
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Fig1 Effects of LPS on the expression of MD-2 in HUVECs by Western
blot analysis
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Tab2 Changes of fluorescence intensity of HUVECs after co-culture
with different concentrations of FITC LPS by flow cytometry

(n=3 x*»
LIS (tgh)
Group
10 100 1000
Serunr free 0. 340.078 20.9+2.72 66.243. 9*
5% senm 39.84+2.5 % 85.6+3.2 106.3+3.7 7%

*, PZ0.05, ws seumrfiee; A; P<0.01, vs 10 #g/LLPS group
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Tab3 Effects of TLR4 monoclonal antibody on the binding of FITC-LPS to HUVECs by flow cytometry (n=3, x )
Control AntrTLR4 (*g) Anti-MD-2 ()
0.5 1.0 2.0 0.5 1.0 2.0
65. 910.26 51.140.56 * 36.041.87 * 2. 6+1.7* 39.5+1.1 * 25.840.23 * 13. 0£0.41 *
*; P<<0.01, vs control
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