Additional file 8. The analysis of sgRNA off-target in KT2440 by CasOT.
	pSEVA-gRicT
	Number of homologous sequence in genome
	pSEVA-gRic6T
	Number of homologous sequence in genome

	A00
	1
	A00
	1

	A14
	1
	A23
	1

	A15
	1
	A24
	4

	A17
	2
	A25
	8

	A22
	1
	A26
	15

	A23
	2
	A27
	2

	A24
	6
	B24
	1

	A25
	6
	B25
	2

	A26
	8
	B26
	2

	A27
	8
	B27
	1

	B15
	1
	C24
	1

	B23
	2
	C26
	4

	B24
	4
	C27
	2

	B25
	8
	C28
	2

	B26
	6
	
	

	B27
	3
	
	

	B28
	3
	
	

	C24
	1
	
	

	C25
	6
	
	

	C26
	7
	
	

	C27
	8
	
	

	C28
	2
	
	


ABC means three models of off-target PAM type.
A: -NGG only (default)
B: -NGG and –NAG
C: -NGG,-NAG and -NNGG 
A14: 1 means there is 1bp difference in the last 12bp near PAM sequence, 4 means there are 4 bp difference in the whole N20 sequence. 
[bookmark: _GoBack]From our experiment, only 1bp difference in the last 12bp near PAM sequence (just like A14) can increase the possibility of sgRNA off-target. Thus, from our research, we recommend the analysis result A23, or A24 as our target site when N20 sequences are analyzed by CasOT. 
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