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Supplementary Figure 3: Specificity of the ligand-induced receptor heteromerization between
GLP-1R and GIPR was tested in BRET acceptor saturation experiments. Cells were transfected
with a fixed amount (0.4 pg) of BRET acceptor plasmid and variable amounts of donor, effectively
reducing the amount of luciferase and resulting luminescence by ~10 fold at the lowest concen-
tration of donor used (A). (B) In the BRET experiment, decreasing concentrations of GLP-1R-
RLuc8 resulted in an increase of the specific GLP-1R/GIPR BRET interaction in the presence of
ligand. This demonstrates that heteromers can form when GLP-1R is expressed at low levels,
which are likely to be closer to “physiological levels®. In absence of ligand, a low amount of

basal BRET was observed and a small increase of BRET when acceptor was present in excess.
(C) MAR/GLP-1R control: GLP-1R-YPet was cotransfected with the M4R-RLuc8. Basal BRET
comparable to A was observed, but no GLP-1-inducded BRET increase. Representative experi-
ment, datapoints were measured as octuplicates due to the low levels of RLuc8 (average +/- S.D.).



