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No sample-size was calculated. For the functional cell based assays, all assays were performed in 3 or more separate experiments wherein all
points were run in duplicate.

No data were excluded.

Cell-based signaling assays were independently replicated by two investigators once a week.

Drug treatments were performed in dose-response studies on the same set of cells that also received control treatments and vehicle
treatments on the same plates. All normalization to control and baseline/vehicle occurred within plate, then averaged among replicates. Drug
treatment was randomized on the plate to avoid "plate effects." Wild-type controls were always run in parallel with mutant receptors.

There was no blinding in the study.

HA Epitope Tag Antibody, Alexa Fluor 488 conjugate (16B12), ThermoFisher

This antibody has been validated for use in flow cytometry and immunohistochemical staining previously (https://
www.thermofisher.com/antibody/product/HA-Tag-Antibody-clone-16B12- Monoclonal/A-21287?pluginName=).

HTLA cells (an HEK293 cell line stably expressing a tTA-dependent luciferase reporter and a -arrestin2-TEV fusion gene) were
generously provided by Richard Axel’s lab. HEK 293T cells were provided by ATCC (CRL-11268).

The cells expressing wild-type or mutant M4R were authenticated by confocal microscopy and flow cytometry using the
antibodies described above.

All cells have been tested as negative for mycoplasma contamination.

No commonly misidentified cell lines were used.




