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Experimental study of the interaction between toll-like receptor 4 and CD14

HU Cheng—xiang, YANG Qing-wu, LU Feng-lin, XU Xiang (State Key Laboratory of Trauna Burns and Combined Injuty, Department
1, Institute of Surgery Research, Daping Hospital Third Military M edical University, Chongqing 400042, China)

Abstract: Objective To investigate the interaction betveen CD14 and toll-like receptor 4 (TLR4) in LIPS in-
duced membrane signal transduction mediated by TLR4. Methods CD14 ¢cDNA and TLR4 exiracellular ¢cDNA,
cloned by PCR, were inserted respectively into pGADT7 AD and pGBKT7 BD to construct their yeast expression vec-
tors. The interaction between CD14 and TLR4 was identified by yeast two-hybrid system and glutathione-S-transferase
(GST) pull-down test and coimmunoprecipitation assay. Results CD14 ¢DNA and TLR4 extracellular cDNA were
obtained. pGADT7 AD-CD14 and pGBKT7 BD-TLR4 yeast expression vectors wewr constructed successfully. Yeast
two-hybrid system and glutathione-S-transferase (GST) pull-down and mimmunoprecipitation results showed that the
interaction between CD14 and TLR4 might occur in yeast cell in vitro and in mammalian cells (invivo). Conclusion

The interaction between TLR4 and CD14 in yeast cell, in vitro reaction system, and mammal cells (HEK 293),
confimed by yeast two-hybrid system and glutathione-S-transferase (GST) pull-down test and coimmunoprecipitation
assay, is not only helpful to further clarify the mechanism of LLPS membrane signal transduction, but also provides a
new idea for the treatment and prevention of G sepsis.
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