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Development of fluorometric competitive binding assay for estrogen receptors using
NBD-labeled estrogen
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The competitive binding assay using radiolabelled ligand is widely used as a standard method for assessing the binding
affinities of chemicals to hormone receptor. Last year, we reported the method of the binding assay to estrogen receptor
using two fluorescent ligands, coumestrol and fluorescein-labeled ethynylestradiol. In this study, we developed new
fluorescent ligands, NBD-labeled ethynylestradiol with alkyl linkers of various lengths, and measured the binding
affinities to estrogen receptor and increment of fluorescence intensity caused by its binding to the receptor. The binding
affinity and fluorescence increment are maximum with the ligand with alkyl linker of four and two methylenes,
respectively. The binding affinities of some chemicals measured using these two ligands are parallel to those measured

using radiolabelled ligand and other fluorescent ligands.



