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Fig. S8 Crosslinking and BRET assays and sequence alignment. a Cysteine crosslinking of
the inactive mGlu2-mGlu3 in dimerization modes I-IIl. The wild-type heterodimer and the
mutant mGlu2(C121A)-mGlu3(C127A) were evaluated in parallel as controls. Four
independent experiments were performed with similar results. Results from representative
experiments are shown. The positions of the cysteine mutations are shown in the inactive
structures in dimerization modes I-III at the bottom. b Sequence alignment of the TMDs of
human mGlus. Colors represent the similarity of residues: red background, identical; red text,
strongly similar. The red arrows indicate the positions of residues that interact with the mGlu4
PAM. The green arrows indicate the key positions of 3.59, 3.60 and 5.47 that may determine
the G protein-coupling preference of different subunits in the heterodimers. The conserved
residues with the modified Ballesteros-Weinstein numbers for class C GPCRs, 5.50 and 6.50,
are indicated by black arrows. The alignment was generated using UniProt
(http://www.uniprot.org/align/) and the graphic was prepared on the ESPript 3.0 server
(http://espript.ibcp.fr/ESPript/cgi-bin/ESPript.cgi). c¢—k Agonist- or PAM-induced Gi
activation of mGlu2-mGlu3, mGlu2-mGlu4, and mGlu4 measured by the BRET assay. In C
and D, the superscript ‘X’ indicates that the G protein coupling of the subunit was blocked by
introducing a mutation in ICL3 (mGlu2, F756S; mGlu3, F765S; mGlu4, F781S). The BRET
data are mean + s.e.m. from at least three independent experiments performed in duplicate.
Table S2 provides detailed independent experiment numbers (n), statistical evaluation, and

expression levels.



