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Figure	S1.	ELISA	formats	for	detection	of	various	analytes.		
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Figure	S2.	CAT-01-106	is	highly	monomeric,	has	a	average	DAR	of	1.8,	and	comprises	a	single	light	

and	heavy	chain	species.	CAT-01-106	was	analyzed	by	(A)	Size	exclusion	chromatography	to	assess	

percent	monomer	(97.2%),	and	by	hydrophobic	interaction	(HIC)	and	reversed-phase	(PLRP)	

chromatography	to	assess	the	drug-to-antibody	ratio	(DAR),	which	was	1.8.	Unconjugated	CAT-01	

antibody	and	the	CAT-01-106	conjugate	were	subjected	to	SDS-PAGE	analysis	(B)	in	nonreduced	(NR)	

and	reduced	(R)	forms.	The	ADC	was	reduced	and	the	antibody	light	and	heavy	chains	were	detected	by	

mass	spectrometry	(C);	the	mass	of	the	heavy	chain	corresponded	to	the	conjugated	species.		
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Figure	S3.	CAT-01-106	binds	to	human	HER2	protein	equally	well	as	the	trastuzumab	antibody.	An	

ELISA	was	used	to	compare	the	binding	of	CAT-01-106	to	the	untagged	anti-HER2	antibody,	trastuzumab.	

The	data	are	presented	as	the	mean	±	S.D.	(n	=	4).		
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Figure	S4.	CAT-01-106	mediates	the	internalization	of	HER2	similarly	to	the	trastuzumab	

antibody.	The	HER2-overexpressing	breast	cancer	cell	lines,	BT-474	and	Sk-Br-3,	and	gastric	tumor	cell	

line,	NCI-N87	were	used	to	compare	the	internalization	of	cell	surface	HER2	as	mediated	by	trastuzumab	

or	CAT-01-106.		
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Figure	S5.	CAT-01-106	is	equally	potent	to	T-DM1	on	a	payload	basis	against	HER2-overexpressing	

cells	in	vitro.	Cell	surface	HER2	expression	on	target	cell	lines	was	assessed	by	flow	cytometry.	(A)	Mean	

fluorescence	intensity	signals	above	background	levels	observed	using	an	isotype	control	antibody	are	

shown.	Then,	the	cell	lines	Sk-Br-3	(B),	BT-474	(C)	and	NCI-N87	(D)	were	used	as	targets	for	in	vitro	

cytotoxicity	studies	of	CAT-01-106	activity	as	compared	to	T-DM1	and	free	maytansine	payload.	The	data	

are	presented	as	the	mean	±	S.D.	(n	=	2).		
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Figure	S6.	CAT-01-106	shows	fewer	effects	in	rats	as	compared	to	T-DM1	even	at	low,	equal	

payload	doses.	Sprague-Dawley	rats	(5/group)	received	a	single	i.v.	bolus	dose	of	T-DM1	at	20	mg/kg	or	

of	CAT-01-106	at	40	mg/kg	followed	by	an	11	day	observation	period.	Serum	chemistry	levels	(A-D)	and	

hematology	parameters	(E-I)	were	monitored	at	the	times	indicated.	The	data	are	presented	as	the	mean	

±	S.D.	AST,	aspartate	aminotransferase;	ALT,	alanine	aminotransferase;	GGT,	gamma-glutamyl	

transpeptidase;	WBC,	white	blood	cells;	RBC,	red	blood	cells.	The	ADCs	were	tested	in	two	different	

studies	conducted	at	the	same	facility.	The	vehicle	control	groups	from	both	studies	are	shown.	
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Figure	S7.	CAT-01-106	induces	less	mortality	and	morbidity	in	rats	as	compared	to	T-DM1	at	high,	

equal	payload	doses.	Sprague-Dawley	rats	(5/group)	received	a	single	i.v.	bolus	dose	of	T-DM1	at	60	

mg/kg	or	of	CAT-01-106	at	120	mg/kg	followed	by	an	11	day	observation	period.	(A)	Mortality	includes	

animals	found	dead	or	euthanized	as	moribund.	(B)	Clinical	observations	included	dehydration/loose	

skin,	lack	of	grooming,	piloerection,	and	porphyrin	staining	around	eyes.	Higher	values	indicate	multiple	

clinical	observations	or	increased	severity	of	single	observations.	Note	that	body	weight	was	not	included	

in	this	figure,	but	was	presented	separately	in	Figure	2J.			
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Figure	S8.	CAT-01-106	total	antibody	and	total	ADC	exposure	levels	in	cynomolgus	monkeys.	

Cynomolgus	monkeys	(2/sex/group)	received	an	i.v.	dose	of	CAT-01-106	at	10,	30,	or	60	mg/kg	followed	

21	days	later	by	a	second	dose.	The	concentration	of	total	antibody	and	total	ADC	in	circulation	was	

monitored	over	the	course	of	the	study	by	periodic	plasma	sampling	and	analysis.	Area	under	the	curve	

(AUC)	values	are	shown	as	calculated	from	the	first	dose.		

	

	


