
	On-target DNA
	CAAAGAGCTCCTCGTCCAGTGGGAAGAGAGCTGATCTCATTTGTAAGGAATACCCTCTTCATCCCCCACCCTTGCCATTGATCTATTCATTCCATCTCCATGACAACAGGAAGAGAGGGCCCGGCGTGAGGAGGAGGAGAACAGGAGGAAGGCTGAGGATGAGGCCCGGAAGctGAAGGCTCTGTCCAACATGATGCACTTTGGAGGGTACATCCAGAAGGTAGGTGCAAAGCAGCATCGGGCACCAGGACACCCCAGTGTATCCTCAAGGCCGCCTTTGCTTGGATCCATGAAGAAATTCCCAACTGCTGGTGGCTGAAGTCTAAGGTCTGCTCATGTCTAGCCCCTGAGCTGTCTATCAGCCTGACCATGGTTCAGTAGGAGGGCTCTGCTGTGTGTGACAGTTAGAACACTAATATGTCTCCAAATTCTGGCTCCCCAAAGGGACAACTGGGAGAATCTTGGGTCCTGGAGTCCAT

	Off-target DNA
PAM proximal mismatch (5-6 bp AA  CT)
	CAAAGAGCTCCTCGTCCAGTGGGAAGAGAGCTGATCTCATTTGTAAGGAATACCCTCTTCATCCCCCACCCTTGCCATTGATCTATTCATTCCATCTCCATGACAACAGGAAGAGAGGGCCCGGCGTGAGGAGGAGGAGAACAGGAGGAAGGCTGAGGATGAGGCCCGGAAGAAGAAGGCTCTGTCagACATGATGCACTTTGGAGGGTACATCCAGAAGGTAGGTGCAAAGCAGCATCGGGCACCAGGACACCCCAGTGTATCCTCAAGGCCGCCTTTGCTTGGATCCATGAAGAAATTCCCAACTGCTGGTGGCTGAAGTCTAAGGTCTGCTCATGTCTAGCCCCTGAGCTGTCTATCAGCCTGACCATGGTTCAGTAGGAGGGCTCTGCTGTGTGTGACAGTTAGAACACTAATATGTCTCCAAATTCTGGCTCCCCAAAGGGACAACTGGGAGAATCTTGGGTCCTGGAGTCCAT

	Off-target DNA
PAM distal mismatch (19-20 bp CA  AG)
	CAAAGAGCTCCTCGTCCAGTGGGAAGAGAGCTGATCTCATTTGTAAGGAATACCCTCTTCATCCCCCACCCTTGCCATTGATCTATTCATTCCATCTCCATGACAACAGGAAGAGAGGGCCCGGCGTGAGGAGGAGGAGAACAGGAGGAAGGCTGAGGATGAGGCCCGGAAGAAGAAGGCTCTGTCCAACATGATGCACTTTGGAGGGTACATCCAGAAGGTAGGTGCAAAGCAGCATCGGGCACCAGGACACCCCAGTGTATCCTCAAGGCCGCCTTTGCTTGGATCCATGAAGAAATTCCCAACTGCTGGTGGCTGAAGTCTAAGGTCTGCTCATGTCTAGCCCCTGAGCTGTCTATCAGCCTGACCATGGTTCAGTAGGAGGGCTCTGCTGTGTGTGACAGTTAGAACACTAATATGTCTCCAAATTCTGGCTCCCCAAAGGGACAACTGGGAGAATCTTGGGTCCTGGAGTCCAT



Supplementary File 4. DNA sequences used in the SpCas9 in vitro off-target assay. Sites of mismatched DNA are highlighted in red.

