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Construction of yeast expression plasmid hERRI /HBD and preliminary identification of

its function
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Abstract: Objective To construct the expression plasmid pGBT9-hERRI HBD as a bait in yeast two-hybrid
system. Methods A cDNA fragment encoding for hRERR1 HBD was amplified by PCR and inserted into Gal4 DBD
of yeast expression plasmid pGBT9. Afier identification of the positive clone by digestion of restriction endonuclease
and sequencing, its transcriptional activation and the interaction with a known coactivator PNRC were tested in yeast
two-hybrid assays. Results The protein expressed by the plasmid which had a correct reading frame, had no tran-
scriptional activation and could interact with a known coactivator PNRC. Conclusion  Plasmid pGBT9—hERR1/
HBD, which encodes fusion pwotein of Gal4dDBD and hERR1 HBD. is successfully constructed. This fusion potein is
demonstrated to be suitable as a bait in yeast two-hybrid screening of the protein interacting with ERR1 from breast ti-
ssue library.
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Fig 3 Test GaMDBD hERRIHBD bait protein for autonomous
transcriptional activation and interaction with a known
coactivator PNRC in yeast two hybrid assays
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