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Figure S1: Allosteric agonism by ZCZ011 in HEK293 cells. (A) inhibition of cAMP stimulated by
5 uM forskolin and a concentration series of ZCZ011, (B) dissociation of G,i3 and Gg, subunits as
determined by TRUPATH BRET assay stimulated by ZCZ011, and (C) translocation of B-arrestin-2
by ZCZ011. Data is a representative biological replicate (n=5) and is expressed as mean = SD of
technical AUPlICAtES/tIIPIICALES. ...eeuverrerieeeiitirie ettt ettt ettt st b et sbe et sbe et e sbe st ebeesbeeae 3
Figure S2: cAMP inhibition of orthosteric agonists alone and in combination with ZCZ011 in
HEK293-hCB; cells. Real time kinetic traces showing inhibition of cAMP stimulated by 5 uM
forskolin and AMB-FUBINACA (A) or THC (B) in the absence of ZCZ011, and THC in the presence
of 1 uM (C), 100 nM (D), or 10 nM (E) ZCZ011. Data is a representative biological replicate (n=5)
and is expressed as mean £ SD of technical duplicates. ........cocueveriririenienieiene e 4
Figure S3: G protein dissociation of orthosteric agonists alone and in combination with ZCZ011
in HEK293-hCB; cells. Dissociation of Gi3 and Ggy subunits as determined by TRUPATH BRET
assay stimulated with THC, CP55940, and AMB-FUBINACA alone (A, C, E) and in the presence of
1 uM ZCZ011 (B, D, F). Data is a representative biological replicate (n=5) and is expressed as mean
£ SD Of teChNICAl tIIPIICALES. .. .eeuteieieierieiert ettt sttt ettt ettt sb e e st st be s ebtenbe e 5
Figure S4: p-arrestin 1 translocation of orthosteric agonists alone and in combination with
Z.CZ7011 in HEK293 cells. Real-time kinetic traces showing translocation of B-arrestin 1 stimulated
by THC, CP55940, and AMB-FUBINACA alone (A, D, G) and in combination with 10 uM (B, E, H)
or 1 uM ZCZ011 (C, F, I). Data is a representative biological replicate (n=5) and is expressed as mean
1 SD of teChnical trIPIICALES. ....ccverierrieieeieriiee ettt ettt st b e e s st st es e 6
Figure S5: p-arrestin 2 translocation of orthosteric agonists alone and in combination with
Z.CZ011 in HEK293 cells. Real-time kinetic traces showing translocation of B-arrestin 2 stimulated
by THC, CP55940, and AMB-FUBINACA alone (A, D, G) and in combination with 10 uM (B, E, H)
or 1 uM ZCZ011 (C, F, I). Data is a representative biological replicate (n=5) and is expressed as mean
£ SD Of teChNICAl tIIPIICALES. .. .eeutiieieierieierteere sttt sttt sttt et ettt sb e e st st sbesaeebte b 7
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Figure S1: Allosteric agonism by ZCZ011 in HEK293 cells. (4) inhibition of cAMP stimulated by 5 uM forskolin and a
concentration series of ZCZ011, (B) dissociation of Gus and Gg, subunits as determined by TRUPATH BRET assay
stimulated by ZCZ011, and (C) translocation of p-arrestin-2 by ZCZ011. Data is a representative biological replicate (n=5)
and is expressed as mean + SD of technical duplicates/triplicates.
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Figure S2: cAMP inhibition of orthosteric agonists alone and in combination with ZCZ011 in HEK293-hCB; cells. Real
time kinetic traces showing inhibition of cAMP stimulated by 5 uM forskolin and AMB-FUBINACA (4) or THC (B) in the
absence of ZCZ011, and THC in the presence of 1 uM (C), 100 nM (D), or 10 nM (E) ZCZ011. Data is a representative
biological replicate (n=5) and is expressed as mean £+ SD of technical duplicates.
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Figure S$3: G protein dissociation of orthosteric agonists alone and in combination with ZCZ011 in HEK293-hCB; cells.
Dissociation of Gz and Gp, subunits as determined by TRUPATH BRET assay stimulated with THC, CP55940, and AMB-
FUBINACA alone (4, C, E) and in the presence of 1 uM ZCZ011 (B, D, F). Data is a representative biological replicate
(n=5) and is expressed as mean + SD of technical triplicates.
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Figure S4: f-arrestin 1 translocation of orthosteric agonists alone and in combination with ZCZ011 in HEK293 cells. Real-time kinetic traces showing translocation of p-arrestin 1
stimulated by THC, CP55940, and AMB-FUBINACA alone (4, D, G) and in combination with 10 uM (B, E, H) or 1 uM ZCZ011 (C, F, 1). Data is a representative biological replicate (n=>5)
and is expressed as mean £ SD of technical triplicates.
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Figure S5: f-arrestin 2 translocation of orthosteric agonists alone and in combination with ZCZ011 in HEK293 cells. Real-time kinetic traces showing translocation of B-arrestin 2
stimulated by THC, CP55940, and AMB-FUBINACA alone (4, D, G) and in combination with 10 uM (B, E, H) or 1 uM ZCZ011 (C, F, 1). Data is a representative biological replicate (n=35)
and is expressed as mean £ SD of technical triplicates.



