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Figure	S1.	 (A)	SDS-PAGE	gels	of	 recombinant	TmaCmr2-6	WT,	TmaCmr2-6	D26A,	and	TmaCmr1.		
“L”	indicates	ladder	(NEB	P7712).	(B)	Urea-PAGE	gel	of	crRNA	and	target	RNA.	“L”	indicates	ladder	
(NEB	N0364).	SyntheOc	crRNA	was	 included	as	a	control	 to	confirm	appropriate	size	aUer	crRNA	
transcripOon	and	processing	by	TmaCas6.	(C)	SchemaOc	of	crRNA	producOon.	 	A	double-stranded	
DNA	was	first	transcribed	by	T7	RNA	Polymerase	and	the	resulOng	RNA	was	processed	by	TmaCas6	
to	produce	a	mature	crRNA	consisOng	of	an	8	nt	tag	and	37	nt	spacer.	(D)	PAGE	of	DNA	cleavage	
products	by	the	TmaCmr	complex	over	Ome	upon	acOvaOon	with	RNA	targets	containing	various	
3’	and	5’	flanks.	QuanOficaOon	of	these	gels	is	shown	in	Fig.	1C.	
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Figure	S2.	Target	binding	and	persistence.	Green	(A,	B)	indicates	a	non-complementary	PFS,	pink	(C,	
D)	 indicates	an	anO-tag	PFS,	and	purple	 (E,	F)	 indicates	no	PFS.	 (A,C,E)	RepresentaOve	Urea-PAGE	
showing	persistence	of	RNA	target	aUer	incubaOon	with	TmaCmr	for	60	and	90	seconds	under	DNA	
cleavage	 condiOons.	 “M”	 indicates	 marker	 generated	 by	 5’	 radiolabeling	 expected	 cleavage	
products	 (syntheOc)	 of	 a	 55	 nt	 substrate.	 (B,	 D,	 F)	 Binding	 curve	with	 representaOve	 EMSA	 and	
binding	constants	of	TmaCmr	with	RNA	targets.	
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Figure	S3.	Time	courses	of	DNA	cleavage	with	wild-type	(dashed	lines	and	filled	shapes)	and	RNA	
cleavage	 mutant	 D26A	 (solid	 lines,	 open	 shapes)	 TmaCmr	 complexes	 upon	 acOvaOon	 with	
targets	with	various	PFSs.		(A)	Target	contains	noncomplementary	PFS.		(B)	Target	contains	anO-
tag	PFS.		(C)	Target	lacks	PFS.		(D)	Target	lacks	PFS	and	5’	flank.		



CUU
CCU
CAU
CGU
CUC
CCC
CAC
CGC
CUA
CCA
CAA
CGA
CUG
CCG
CAG
CGG

GUU
GCU
GAU
GGU
GUC
GCC
GAC
GGC
GUA
GCA
GAA
GGA
GUG
GCG
GAG
GGG

Position (-)

crRNA tag

PFSAUGGANNN   
3 2 1

AUGGAAAC

A C

UUU
UCU
UAU
UGU
UUC
UCC
UAC
UGC
UUA
UCA
UAA
UGA
UUG
UCG
UAG
UGG

Fraction DNA cleaved
0 0.5 1

Position (-)

crRNA tag

PFSAUGGANNN   
3 2 1

AUGGAAAC

AUU
ACU
AAU
AGU
AUC
ACC
AAC
AGC
AUA
ACA
AAA
AGA
AUG
ACG
AAG
AGG

Fraction DNA cleaved
0 0.5 1

Fraction DNA cleaved
0 0.5 1

Fraction DNA cleaved
0 0.5 1

B D

Figure	S4.		Data	from	Fig.	2B	ploaed	as	individual	bars	with	errors.		(A,B,C,D)	QuanOficaOon	
of	DNA	cleavage	by	TmaCmr	complex	upon	acOvaOon	with	 targets	containing	all	possible	
sequences	 in	 posiOons	 -1	 to	 -3.	 All	 targets	 contain	 noncomplementary	 sequence	 of	 5’-
AGGUA-3’	in	posiOons	-4	to	-8.	



Figure	S5.	Binding	and	persistence	of	mismatched	targets.	 	(A)	Binding	
curves	 and	 binding	 constants	 for	 TmaCmr	 with	 Segment	 1	 and	
Segment	 6	 mismatched	 targets.	 	 (B)	 RepresentaOve	 Urea-PAGE	
showing	persistence	of	 RNA	 target	 aUer	 incubaOon	with	TmaCmr	 for	
60	 and	 90	 seconds	 under	 DNA	 cleavage	 condiOons.	 	 M	 indicates	
marker	 generated	 by	 5’	 radiolabeling	 expected	 cleavage	 products	
(syntheOc)	 of	 a	 55	 nt	 substrate.	 	 (C-H)	 RepresentaOve	 EMSAs	 of	
TmaCmr	with	targets	containing	mismatched	segment	1	(C),	segment	6	
(D),	segments	5-6	(E),	segments	4-6	(F),	segments	3-6	(G),	or	segments	
2-6	(H).	
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