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Development or screening test for androgenic chemicals using new reporter Plasmid
Naoko Kuga, Masahiro Takeyoshi, Kanji Yamasaki, Yoshikuni Yakabe and Mineo Takatsuki

Chemicals Assessment Center, Chemicals Evaluation and Research Institute, Japan

Reporter gene assay is one of the promising predictive test methods for endocrine modulating activity of chemicals. In
this study, we developed a novel high responsive reporter plasmid bearing androgen responsive elements (ARE) and «
2-guloblin (AUG) promoter for screening androgenic potential of chemicals. Three copies of ARE consensus and rat
AUG promoter containing TATA signal were cloned into the multiple cloning sites of pGL3 basic vector to create a
new reporter plasmid, ARE-AUG-Luc+. The reporter plasmid and the hAR/pcDNA3.1 designed for constitutive
expression of human AR were transiently transfected into the CV1 cells. The chemical induced transcriptional
activation was examined in the concentration range from 10pM to 10t uM.As the result of examination with 230
chemicals, reporter gene assay system using ARE-AUG Luc+ showed high selectivity, high androgen dependent
induction and low background induction of reporter gene product. Consequentry, the reporter gene assay using a new

reporter plasmid, ARE-AUG-Luc+, may be an effective tool for rapid screening of androgenic chemicals.



