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I explored a novel method to analyze affinities of allosteric ligands by
measuring a response downstream in the signaling pathway, without using radioligands. | measured
carbamylcholine (agonist)-induced signaling responses of cells expressing wild type M2 muscarinic
receptor or a constitutively active mutant of M2 muscarinic receptor after partial receptor
inactivation by atropine Santagonist) using TGFa shedding assay.

I"m analyzing the data and getting estimates of the isomerization constant of the unoccupied
receptor, the sensitivity constant of the signaling pathway, and the more empirical parameters of
the receptor population including the observed affinities and efficacies of allosteric and
orthosteric ligands, including inverse agonists, and the efficacy of the unoccupied receptor (i.e.,
constitutive activity). My method will provide a more meaningful analysis of structure-activity
relationships, and an absolute measure of agonist bias.
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