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Rluc8, respectively. BRET was measured between the Rluc8-tagged heterodimer and a GFP10-tagged
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MATERIALS AN D M ETHODS Barrestin2 in the presence of GRK2 overexpression. Both AT1R ligand (Angiotensin, Angll) and a2C-AR Bellot et al. Nat Chem Biol. 2015. log[Compound]. M
ligand (Norepinephrine, NE) individually induced Barrestin2 recruitment to the heterodimer with distinct
potencies. Simultaneous addition of Angll and NE induced a slightly higher BRET response, yet non-

significantly different from Angll response alone. These preliminary results indicate that differential
signaling downstream of the heterodimer can be monitored.

Figure 5: Simultaneous stimulation with Angll and NE induces an atypical cAMP production downstream of AT1R:a2C-AR heterodimer. cAMP production was
qguantified in HEK293 cells co-expressing native AT1R and a2C-AR receptors using a GloSensor™ assay. While Angll alone had no effect, co-stimulation with NE induced a
significant increase in cAMP production.
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» Using BRET-based assays, we detected constitutive interaction between AT1R and a2C-AR receptors as well as the ability of the heterodimer to recruit Barrestin2 and to internalize into
early endosome compartments in response to ligand stimulation.
Figure 1: Assay » Simultaneous stimulation with Angll and NE induced an atypical cAMP production downstream of AT1R-a2C-AR heterodimer, a phenomenon normally not characteristic of the individual
Avet, Mancini et al. eLife. 2021. principle protomers. These observations unveil a novel receptor functional entity with a distinctive signaling signature and provide insights into mechanisms underlying cardiovascular diseases.

underlying our

E?Oiii}zased » Methods developed in this study can be used as screening assays for the development of cardiovascular therapeutics targeting AT1R-a2C-AR.
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