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1. Radioligand Saturation Binding Data
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Figure S1. Radioligand saturation binding curves with whole HEK293T ELucN-Barr2 cells
expressing the DazongR-ELucC (A), DsR-ELucC (B) or D:sR-ELucC (C) fusion proteins and
homogenates from cells expressing the wild-type DaongR (D), D3R (E) or D44R (F). Corresponding
dissociation constants are provided in Table 1 in the manuscript. Graphs represent means + SEM
from one representative experiment performed in triplicate of three independent experiments. *pKua
values are given as mean from three independent experiments.
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Figure S2. Radioligand saturation binding curves with whole HEK293T ELucN-farr2 cells
expressing the DiR-ELucC (A) fusion proteins and homogenates from cells expressing the wild-type
DiR (B). Corresponding dissociation constants are provided in Table Sl in the Supplementary
Materials. Graphs represent means + SEM from one representative experiment performed in
triplicate of three independent experiments. *pKs values are given as mean from three independent

experiments.
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Table S1. Dissociation constants (pKa values) of [FH]SCH23390 determined in radioligand saturation

binding experiments at receptors fused to the C-terminal fragment of the Emerald luciferase using

whole cells and at wild-type receptors using homogenates. Data represent means + SEM determined

in three independent experiments, each performed in triplicate.

2.

DiR
ELucC Fusion Protein wt
pKa 9.20+0.09 9.62 +0.07

B-. Arrestin2 Recruitment Data
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Figure S3. Characterization of the standard agonist SKF81297 and standard antagonist SCH23390 in
the B-arrestin2 recruitment assay at the DiR. Data of the agonist were normalized to the maximal
stimulation (100%) and a solvent control (0%). Antagonist data were normalized to the signal
elicited by SKF81297 at a concentration corresponding to the ECso (100%) and a solvent control (0%).
Obtained pECso and pKs values are presented in Table S2. Data represent means + SEM from at least
three independent experiments, each performed in triplicate.

Table S2. pECso, Emax and pKs values of SKF81297 and SCH23390 analysed in the newly developed
[-arrestin2 recruitment assay at the DiR. For comparison, pKi values from previously published data

are included. Data represent means + SEM from N independent experiments, each performed in

triplicate.
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