Supplementary Table 1

pKiand reference values for compounds binding to Nluc-labeled A; and Aj receptors

Nluc-A; receptor Nluc-Aj receptor
pK* n pK; in Ref® pK;* n pK; in Ref®
literature® literature®
DPCPX 8.17+0.10 | 5 7.4-9.2 23-27 6.93+£0.09 | 4 5.4-6.6 27-32
SCH 58261 | 6.65+0.16 | 4| 6.1-6.3 33-35 6.80+0.14 | 4 59 33
MRS 1220 | 6.89+0.20 | 4 - - 9.20+0.08 | 3 8.2-9.2 36-39
CGS 15943 | 8.04+0.08 | 4 8.5 34 8.12+0.10 | 4 7.0-7.9 30,32,34,37
Propranolol <5 5 - - <5 3 - -
ZM 241385 | 5.85+0.20 | 5 6.1-6.6 33,34 6.63+£0.09 | 3 6.1 33
XAC 7.09+0.19 | 4 7.6 40 7.70+0.13 | 3 7.0-7.4 30-32
PSB 603 6.33+0.16 | 4 <5 41 631+0.14 | 4 <5 41

* We obtained pK; values (mean + s.e.m.) in the NanoBRET binding assay using whole,
live HEK293 cells expressing Nluc-A; or Nluc-Aj receptor and 25 nM CA200645.

® Previously published pK; values and associated references as listed in [TUPHAR/BPS
Guide to Pharmacology (www.guidetopharmacology.org).

Note: Using *H-DPCPX in live CHO cells expressing the wild-type A; receptor, we have
previously published pK; values for DPCPX, XAC and CGS15943 of 8.37 + 0.03, 7.25 +
0.02 and 8.35 + 0.05 respectively'". These are very similar to the respective values quoted
for Nluc-A; receptor with CA200645 above.



Supplementary Table 2

pKi values at Nluc-A; and Nluc-A; receptors using different fluorescent ligands

Nluc-A; receptor Nluc-A; receptor
ABEA-X-BY630 ABEA-X-BY630 AV039
pKi PK; pKi
Co-addition Preincubation Co-addition Preincubation Co-addition

CGS 15943 8.17£0.25 8.20+0.12 7.54+0.19 7.87 +0.04 7.13+£0.14
MRS 1220 6.97+0.23 7.31+£0.12 891+0.14 9.05+0.07 8.26+0.12
SCH 58261 6.54 +£0.21 6.12 +0.06 5.09 £ 0.06
DPCPX 8.49 +0.13 8.56+0.11 6.02+0.11 6.54 +£0.05 547 +0.17
PSB 603 5.70+0.13 5.93+0.13 5.91+0.09
XAC 7.40+£0.12 7.50+0.13 6.96+0.10 7.44 £0.06 6.64+0.11
ZM 241385 6.33+£0.12 6.03 £0.08 5.49 +£0.04
propranolol <5 <5 <5

We obtained pK; values (mean + s.e.m.; n = 4) in the NanoBRET binding assay using
whole, live HEK293 cells expressing Nluc-A; or Nluc-Aj; receptor. We used 250 nM
ABEA-X-BY630 in Nluc-A; receptor-expressing cells, 50 nM ABEA-X-BY630 in Nluc-
Aj receptor-expressing cells and 10 nM AV039 in Nluc-Aj receptor-expressing cells. We
added unlabeled ligand simultaneously with fluorescent ligand (Co-addition). Alternatively,
in order to check for differences in pKi values determined with the fluorescent agonist
ABEA-X-BY630 due to simultaneous addition, we also investigated the values obtained for
four antagonists following a 30 min preincubation with the antagonist prior to addition of
ABEA-X-BY630 (Preincubation).

Note: Using *H-DPCPX in live CHO cells expressing the wild-type A; receptor, we have
previously published pK; values for DPCPX, XAC and CGS15943 of 8.37 + 0.03, 7.25 +
0.02 and 8.35 + 0.05 respectively'". These are very similar to the respective values quoted
for Nluc-A; receptor with ABEA-X-BY630 above.
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