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Cloning and expression of NF-«B p65 subunit DNA binding domain and detection of its

self-activation in the yeast two-hybrid system

XU Xiang, LIANG Hua-ping, LIU Xin, DAI Jia-ping, LIU Chen, LUO Yan, WANG Zhengguo (Research Institute of Field Sur-

gery, Daping Hospital Third Military M edical Univemsity, Chongqing 400042, China)

Abstract: Objective To obtain NF«B p65 subunit DNA binding domain ¢DNA, and measure its autonomous
activation in yeast two-hybrid system. Methods After the fragment of NF-«B p65 subunit DNA binding domain was
amplified with primer dimer bridge building, it was inserted into pGBKT7 DNA-BD vector (named as pGBKT7 DNA-
BD /p65 ). After being automatically sequenced, the recombinant plasmid was transformed into yeast cells AH109
with polyethylene glycol Aithium acetate method, and the growth of transformants were observed in the SD /LTIp selec-
tive medium. Afler the yeast total protein was extracted by using Urea KDS method, the expression of pGBKT7 DNA-
BD /p65 in the yeast cells was identified with SDS-PAGE and western-blotting. [-galactosidase activity of positive
clones was tested with liquid assay and plate assay respectively. Results NF-B p65 subunit DNA binding domain
¢DNA was obtained, and inserted into pGBKT7 DNA-BD vector successfully. NF-kB p65 subunit DNA binding do-
main was expressed in the AH109 cells, but had neither ability of autonomous reporter gene activation, nor toxicity to
the yeast cells. Conclusion NF-«B p65 subunit DNA binding domain can serve as taiget gene of yeast two-hybrid

system used in screening of polypeptide library to trap the protein interacting with it.
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Treatment for limb fracture complicated with severe injuries of major organs
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