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Figure	S1. Alanine	mutation	of	ECL2	and	ECL3	of	AMY3R	selectively	alters	peptide	affinity.	For	each	receptor	mutant	
and	ligand,	competition	binding	curves	were	established	using	125I-rAmy	as	radioligand	and	log	Ki	determined:	(A)	effect	
of	ECL	mutants	on	sCT	log	Ki;	(B)	effect	of	ECL	mutants	on	hCT	log	Ki;	(C)	effect	of	ECL	mutants	on	pCT	log	Ki;	(D)	effect	
of	ECL	mutants	on	rAmy	log	Ki;	(E)	effect	of	ECL	mutants	on	hCGRP	log	Ki.	Significance	of	changes	was	established	by	
comparison	of	the	WT	to	the	other	receptor	mutants	in	a	one-way	ANOVA	and	Dunnett’s	post-test	to	determine	log	Ki	
values	with	significant	changes	(P	<	0.05)	denoted	by	coloured	symbols;	dark	orange,	≤10-fold	decrease;	red,	>10-fold	
decrease).	N.D.,	affinity	not	determined.	The	dotted	line	is	the	WT	mean.		
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Figure	S2.	Competition	binding	 isotherms	 for	 sCT	 in	competition	 for	125I-rAmy	at	 the	WT	and	mutant	AMY3R.	A-C.	
Mutations	of	ECL2.	D-F.	Mutations	of	ECL3.	Data	have	been	normalized	to	the	total	binding	for	each	receptor	mutant	
(or	 wild-type)	 from	 homologous	 competition	 (100%)	 and	 non-specific	 binding,	 defined	 by	 1	 μM	 rAmy,	 has	 been	
subtracted	(giving	%	specific	binding).	Data	have	been	fit	with	a	3-parameter	logistic	equation.	Data	are	mean	+	SEM	
from	3-16	independent	experiments	(specific	“n”	numbers	are	shown	in	Table	1).		
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Figure	S3.	Competition	binding	 isotherms	 for	hCT	 in	competition	 for	125I-rAmy	at	 the	WT	and	mutant	AMY3R.	A-C.	
Mutations	of	ECL2.	D-F.	Mutations	of	ECL3.	Data	have	been	normalized	to	the	total	binding	for	each	receptor	mutant	
(or	 wild-type)	 from	 homologous	 competition	 (100%)	 and	 non-specific	 binding,	 defined	 by	 1	 μM	 rAmy,	 has	 been	
subtracted	(giving	%	specific	binding).	Data	have	been	fit	with	a	3-parameter	logistic	equation.	Data	are	mean	+	SEM	
from	3-17	independent	experiments	(specific	“n”	numbers	are	shown	in	Table	1).		
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Figure	S4.	Competition	binding	 isotherms	 for	pCT	 in	competition	 for	125I-rAmy	at	 the	WT	and	mutant	AMY3R.	A-C.	
Mutations	of	ECL2.	D-F.	Mutations	of	ECL3.	Data	have	been	normalized	to	the	total	binding	for	each	receptor	mutant	
(or	 wild-type)	 from	 homologous	 competition	 (100%)	 and	 non-specific	 binding,	 defined	 by	 1	 μM	 rAmy,	 has	 been	
subtracted	(giving	%	specific	binding).	Data	have	been	fit	with	a	3-parameter	logistic	equation.	Data	are	mean	+	SEM	
from	3-17	independent	experiments	(specific	“n”	numbers	are	shown	in	Table	1).		
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Figure	S5.	Competition	binding	isotherms	for	rAmy	in	competition	for	125I-rAmy	at	the	WT	and	mutant	AMY3R.	A-C.	
Mutations	of	ECL2.	D-F.	Mutations	of	ECL3.	Data	have	been	normalized	to	the	total	binding	for	each	receptor	mutant	
(or	 wild-type)	 from	 homologous	 competition	 (100%)	 and	 non-specific	 binding,	 defined	 by	 1	 μM	 rAmy,	 has	 been	
subtracted	(giving	%	specific	binding).	Data	have	been	fit	with	a	3-parameter	logistic	equation.	Data	are	mean	+	SEM	
from	3-19	independent	experiments	(specific	“n”	numbers	are	shown	in	Table	1).		
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Figure	S6.	Competition	binding	isotherms	for	hCGRP	in	competition	for	125I-rAmy	at	the	WT	and	mutant	AMY3R.	A-C.	
Mutations	of	ECL2.	D-F.	Mutations	of	ECL3.	Data	have	been	normalized	to	the	total	binding	for	each	receptor	mutant	
(or	 wild-type)	 from	 homologous	 competition	 (100%)	 and	 non-specific	 binding,	 defined	 by	 1	 μM	 rAmy,	 has	 been	
subtracted	(giving	%	specific	binding).	Data	have	been	fit	with	a	3-parameter	logistic	equation.	Data	are	mean	+	SEM	
from	3-17	independent	experiments	(specific	“n”	numbers	are	shown	in	Table	1).		
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Figure	 S7.	Concentration-response	 curves	 for	 sCT	 in	 cAMP	accumulation	 assays	 in	 cells	 expressing	 the	wild-type	or	
mutant	AMY3R.	A-D.	Mutations	of	ECL2.	E-H.	Mutations	of	ECL3.	Data	have	been	normalized	to	the	maximal	response	
of	the	wild-type	receptor	(100%).	Data	have	been	fit	with	the	operational	model	for	partial	agonism.	The	response	at	
the	wild-type	receptor	is	shown	as	a	dashed	line.	Data	are	mean	+	SEM	from	3-26	independent	experiments	(specific	
“n”	numbers	for	functional	cAMP	experiments	are	shown	in	Table	2).		
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Figure	S8.	Concentration-response	 curves	 for	hCT	 in	 cAMP	accumulation	assays	 in	 cells	 expressing	 the	wild-type	or	
mutant	AMY3R.	A-D.	Mutations	of	ECL2.	E-H.	Mutations	of	ECL3.	Data	have	been	normalized	to	the	maximal	response	
of	the	wild-type	receptor	(100%).	Data	have	been	fit	with	the	operational	model	for	partial	agonism.	The	response	at	
the	wild-type	receptor	is	shown	as	a	dashed	line.	Data	are	mean	+	SEM	from	3-23	independent	experiments	(specific	
“n”	numbers	for	functional	cAMP	experiments	are	shown	in	Table	2).		
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Figure	S9.	Concentration-response	 curves	 for	pCT	 in	 cAMP	accumulation	assays	 in	 cells	expressing	 the	wild-type	or	
mutant	AMY3R.	A-D.	Mutations	of	ECL2.	E-H.	Mutations	of	ECL3.	Data	have	been	normalized	to	the	maximal	response	
of	the	wild-type	receptor	(100%).	Data	have	been	fit	with	the	operational	model	for	partial	agonism.	The	response	at	
the	wild-type	receptor	is	shown	as	a	dashed	line.	Data	are	mean	+	SEM	from	3-26	independent	experiments	(specific	
“n”	numbers	for	functional	cAMP	experiments	are	shown	in	Table	2).		
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Figure	S10.	Concentration-response	curves	for	rAmy	in	cAMP	accumulation	assays	in	cells	expressing	the	wild-type	or	
mutant	AMY3R.	A-D.	Mutations	of	ECL2.	E-H.	Mutations	of	ECL3.	Data	have	been	normalized	to	the	maximal	response	
of	the	wild-type	receptor	(100%).	Data	have	been	fit	with	the	operational	model	for	partial	agonism.	The	response	at	
the	wild-type	receptor	is	shown	as	a	dashed	line.	Data	are	mean	+	SEM	from	3-26	independent	experiments	(specific	
“n”	numbers	for	functional	cAMP	experiments	are	shown	in	Table	2).		
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Figure	S11.	Concentration-response	curves	for	hCGRP	in	cAMP	accumulation	assays	in	cells	expressing	the	wild-type	or	
mutant	AMY3R.	A-D.	Mutations	of	ECL2.	E-H.	Mutations	of	ECL3.	Data	have	been	normalized	to	the	maximal	response	
of	the	wild-type	receptor	(100%).	Data	have	been	fit	with	the	operational	model	for	partial	agonism.	The	response	at	
the	wild-type	receptor	is	shown	as	a	dashed	line.	Data	are	mean	+	SEM	from	3-34	independent	experiments	(specific	
“n”	numbers	for	functional	cAMP	experiments	are	shown	in	Table	2).		
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Figure	S12.	Concentration-response	curves	for	sCT	in	ERK1/2	phosphorylation	assays	in	cells	expressing	the	wild-type	
or	mutant	AMY3R.	A-D.	Mutations	of	ECL2.	E-H.	Mutations	of	ECL3.	Data	have	been	normalized	to	the	maximal	response	
of	the	wild-type	receptor	(100%).	Data	have	been	fit	with	the	operational	model	for	partial	agonism.	The	response	at	
the	wild-type	receptor	is	shown	as	a	dashed	line.	Data	are	mean	+	SEM	from	3-27	independent	experiments	(specific	
“n”	numbers	for	functional	pERK	experiments	are	shown	in	Table	3).		
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Figure	S13.	Concentration-response	curves	for	hCT	in	ERK1/2	phosphorylation	assays	in	cells	expressing	the	wild-type	
or	mutant	AMY3R.	A-D.	Mutations	of	ECL2.	E-H.	Mutations	of	ECL3.	Data	have	been	normalized	to	the	maximal	response	
of	the	wild-type	receptor	(100%).	Data	have	been	fit	with	the	operational	model	for	partial	agonism.	The	response	at	
the	wild-type	receptor	is	shown	as	a	dashed	line.	Data	are	mean	+	SEM	from	3-33	independent	experiments	(specific	
“n”	numbers	for	functional	pERK	experiments	are	shown	in	Table	3).		
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Figure	S14.	Concentration-response	curves	for	pCT	in	ERK1/2	phosphorylation	assays	in	cells	expressing	the	wild-type	
or	mutant	AMY3R.	A-D.	Mutations	of	ECL2.	E-H.	Mutations	of	ECL3.	Data	have	been	normalized	to	the	maximal	response	
of	the	wild-type	receptor	(100%).	Data	have	been	fit	with	the	operational	model	for	partial	agonism.	The	response	at	
the	wild-type	receptor	is	shown	as	a	dashed	line.	Data	are	mean	+	SEM	from	3-31	independent	experiments	(specific	
“n”	numbers	for	functional	pERK	experiments	are	shown	in	Table	3).		
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Figure	S15.	Concentration-response	curves	for	rAmy	in	ERK1/2	phosphorylation	assays	in	cells	expressing	the	wild-type	
or	mutant	AMY3R.	A-D.	Mutations	of	ECL2.	E-H.	Mutations	of	ECL3.	Data	have	been	normalized	to	the	maximal	response	
of	the	wild-type	receptor	(100%).	Data	have	been	fit	with	the	operational	model	for	partial	agonism.	The	response	at	
the	wild-type	receptor	is	shown	as	a	dashed	line.	Data	are	mean	+	SEM	from	3-33	independent	experiments	(specific	
“n”	numbers	for	functional	pERK	experiments	are	shown	in	Table	3).		
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Figure	S16.	Concentration-response	curves	for	hCGRP	in	ERK1/2	phosphorylation	assays	 in	cells	expressing	the	wild-
type	or	mutant	AMY3R.	A-D.	Mutations	of	ECL2.	E-H.	Mutations	of	ECL3.	Data	have	been	normalized	to	the	maximal	
response	of	 the	wild-type	 receptor	 (100%).	Data	have	been	 fit	with	 the	operational	model	 for	partial	agonism.	The	
response	at	the	wild-type	receptor	is	shown	as	a	dashed	line.	Data	are	mean	+	SEM	from	3-25	independent	experiments	
(specific	“n”	numbers	for	functional	pERK	experiments	are	shown	in	Table	3).		
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