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Legend supplementary figure 1
A) Sequence of the SpCas9 gene before deletion. The sequences targeted by the sgRNA1-SpCas9 and sgRNA2-SpCas9 are underlined. B) Sequence (658 bp) of SpCas9 after cleavage resulting in a deletion of a 975 bp and junction of the gene remains by NHEJ generated a TAA premature termination codon (PTC, underlined). 
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Supplementary Figure 1

A) SpCase 9 gene before deletion 1633 bp

ACAAAGACGATGACGATAAGATGGCCCCAAAGAAGAAGCGGAAGGTCGGTATCCACGGAGTCCCAGCAGCCGACAAGAAGTACAGCATC
GGCCTGGACATCGGCACCAACTCTGTGGGCTGGGCCGTGATCACCGACGAGTACAAGGTGCCCAGCAAGARATTCAAGGTGCTGGGCAA
CACCGACCGGCACAGCATCAAGAAGAACCTGATCGGAGCCCTGCTGTTCGACAGCGGCGARACAGCCGAGGCCACCCGGCTGAAGAGAA
CCGCCAGAAGAAGATACACCAGACGGAAGAACCGGATCTGCTATCTGCAAGAGATCTTCAGCAACGAGATGGCCAAGGTGGACGACAGC
TTCTTCCACAGACTGGAAGAGTCCTTCCTGGTGGAAGAGGATAARGAAGCACGAGCGGCACCCCATCTTCGGCARCATCGTGGACGAGGT
GGCCTACCACGAGRAGTACCCCACCATCTACCACCTGAGRAAGAAACTGGTGGACAGCACCGACARGGCCGACCTGCGGCTGATC

TGGCCCTGGCCCACATGATCAAGTTCCGGGGCCACTTCCTGATCGAGGGCGACCTGAACCCCGACARCAGCGACGTGGACAAGCTGTTC
ATCCAGCTGGTGCAGACCTACAACCAGCTGTTCGAGGAAARACCCCATCAACGCCAGCGGCGTGGACGCCARGGCCATCCTGTCTGCCAG
ACTGAGCAAGAGCAGACGGCTGGAARATCTGATCGCCCAGCTGCCCGGCGAGAAGAAGRATGGCCTGTTCGGARACCTGATTGCCCTGA
GCCTGGGCCTGACCCCCAACTTCAAGAGCAACTTCGACCTGGCCGAGGATGCCARACTGCAGCTGAGCAAGGACACCTACGACGACGAL
CTGGACAACCTGCTGGCCCAGATCGGCGACCAGTACGCCGACCTGTTTCTGGCCGCCARGAACCTGTCCGACGCCATCCTGCTGAGCGA
CATCCTGAGAGTGRACACCGAGATCACCAAGGCCCCCCTGAGCGCCTCTATGATCAAGAGATACGACGAGCACCACCAGGACCTGACCC
TGCTGAAAGCTCTCGTGCGGCAGCAGCTGCCTGAGAAGTACAARAGAGATTTTCTTCGACCAGAGCAAGAACGGCTACGCCGGCTACATT
GACGGCGGAGCCAGCCAGGAAGAGTTCTACAAGTTCATCAAGCCCATCCTGGAARAGATGGACGGCACCGAGGAACTGCTCGTGAAGCT
GAACAGAGAGGACCTGCTGCGGRAGCAGCGGACCTTCGACAACGGCAGCATCCCCCACCAGATCCACCTGGGAGAGCTGCACGCCATTC
TGCGGCGGCAGGAAGATTTTTACCCATTCCTGAAGGACAACCGGGAAAAGATCGAGAAGATCCTGACCTTCCGCATCCCCTEEZ?CGTG

GGCCCTCTGGCCAGGGGAAACAGCAGATTCGCCTGGATGACCAGAARGAGCGAGGARAACCATCACCCCCTGGARCTTCGAG GTGG

M
TGGACRAAGGGCGCTTCCGCCCAGAGCTTCATCGAGCGGATGACCAACTTCGATAAGAACCTGCCCARCGAGAAGGTGCTGCCCARAGCAC
AGCCTGCTGTACGAGTACTTCACCGTGTATAA

B) SpCase 9 gene after deletion 658 bp

ACAAAGACGATGACGATAAGATGGCCCCAAAGAAGAAGCGGARAGGTCGGTATCCACGGAGTCCCAGCAGCCGACAAGAAGTACAGCATC
GGCCTGGACATCGGCACCAACTCTGTGGGCTGGGCCGTGATCACCGACGAGTACAAGGTGCCCAGCAAGARRATTCAAGGTGCTGGGCAA
CACCGACCGGCACAGCATCAAGRAGAACCTGATCGGAGCCCTGCTGTTCGACAGCGGCGARACAGCCGAGGCCACCCGGCTGRAAGAGAA
CCGCCAGAAGAAGRTACACCAGACGGAAGAACCGGATCTGCTATCTGCAAGAGATCTTCAGCAACGAGATGGCCAAGGTGGACGACAGC
TTCTTCCACAGACTGGAAGAGTCCTTCCTGGTGGAAGAGGATAAGAAGCACGAGCGGCACCCCATCTTCGGCARCATCGTGGACGAGGT
GGCCTACCACGAGAAGTACCCCACCATCTACCACCTGAGAAAGAAACTGGTGGACAGCACCGACAAGGCCGACCTGCGGCTGATCEEEE
GTGGTGGACAAGGGCGCTTCCGCCCAGAGCTTCATCGAGCGGATGACCAACTTCGATARGAACCTGCCCAACGRGAAGGTGCTGCCCAA
GCACAGCCTGCTGTACGAGTACTTCACCGTGTATAA
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Supplementary Figure 2

A) WT SpCas9 gene amplicon sequencing with the perfect homology 5/5

Query 901  TGCTGGCCCAGATCGGCGACCAGTACGCCGACCTGTTTCTGGCCGCCARGAACCTGTCCG 960
(RN N N NN RN RN RN
Sbjct 901  TGCTGGCCCAGATCGGCGACCAGTACGCCGACCTGTTTCTGGCCGCCAAGAACCTGTCCG 960

Query 961  ACGCCATCCTGCTGAGCGACATCCTGAGAGTGAACACCGAGATCACCAAGGCCCCCCTGA 1020
FECEEEEE et e e e e e e e e e e e e e e
Sbjct 961  ACGCCATCCTGCTGAGCGACATCCTGAGAGTGAACACCGAGATCACCAARGGCCCCCCTGA 1020

Query 1021 GCGCCTCTATGATCAAGAGATACGACGAGCACCACCAGGACCTGACCCTGCTGAAAGCTC 1080

FECEEEEEEEr e e e e e e e e e e e e e e
Sbjct 1021 GCGCCTCTATGATCARGAGATACGACGAGCACCACCAGGACCTGACCCTGCTGAAAGCTC 1080

Query 1081 TCGTGCGGCAGCAGCTGCCTGAGAAGTACAAAGAGATTTTCTTCGACCAGAGCAAGAACG 1140
(RN N R N RN NN
Sbjct 1081 TCGTGCGGCAGCAGCTGCCTGAGAAGTACAAARGAGATTTTCTTCGACCAGAGCAAGAACG 1140

Query 1141 GCTACGCCGGCTACATTGACGGCGGAGCCAGCCAGGAAGAGTTCTACAAGTTCATCAAGC 1200

(RN NN N N NN R NN RN
Sbjct 1141 GCTACGCCGGCTACATTGACGGCGGAGCCAGCCAGGAAGAGTTCTACAAGTTCATCAAGC 1200

Query 1201 CCATCCTGGRARAAGATGGACGGCACCGAGGAACTGCTCGTGAAGCTGARCAGAGAGGACC 1260

FECEEEEEEEr e e e e e e e e e e e e e e e
Sbjct 1201 CCATCCTGGAARAAGATGGACGGCACCGAGGAACTGCTCGTGAAGCTGAACAGAGAGGACC 1260

Query 1261 TGCTGCGGAAGCAGCGGACCTTCGACAACGGCAGCATCCCCCACCAGATCCACCTGGGAG 1320
FECEEEEErEr e e e e e e e e e e e e e e e e
Sbjct 1261 TGCTGCGGAAGCAGCGGACCTTCGACAACGGCAGCATCCCCCACCAGATCCACCTGGGAG 1320

Query 1321 AGCTGCACGCCATTCTGCGGCGGCAGGRAGATTTTTACCCATTCCTGAAGGACAACCGGG 1380

FECEEEEEEEr e e e e e e e e e e e e e e e e e
sbjct 1321 AGCTGCACGCCATTCTGCGGCGGCAGGAAGATTTTTACCCATTCCTGAAGGACAACCGGG 1380

Query 1381 AARAGATCGAGAAGATCCTGACCTTCCGCATCCCCTACTACGTGGGCCCTCTGGCCAGGG 1440
(RN N N NN N RN RNy
Sbjct 1381 AARAGATCGAGAAGATCCTGACCTTCCGCATCCCCTACTACGTGGGCCCTCTGGCCAGGG 1440

Query 1441 GRAACAGCAGATTCGCCTGGATGACCAGAAAGAGCGAGGARACCATCACCCCCTGGAACT 1500
FECEEEEEEE e e e e e e e e e e e e e e e e e e
Sbjct 1441 GAAACAGCAGATTCGCCTGGATGACCAGAAAGAGCGAGGARACCATCACCCCCTGGAACT 1500

Query 1501 TCGAGGARAGTGGTGGACAAGGGCGCTTCCGCCCAGAGCTTCATCGAGCGGATGACCAACT 1560

FECEEEEEEE e e e e e e e e e e e e e e e e e
Sbjct 1501 TCGAGGAAGTGGTGGACAAGGGCGCTTCCGCCCAGAGCTTCATCGAGCGGATGACCAACT 1560

B) Truncated SpCas9 gene amplicon sequencing (4/5)

Query 421 TCTTCGGCAACATCGTGGACGAGGTGGCCTACCACGAGAAGTACCCCACCATCTACCACC 480

(BN N NN N RN RN NN
Sbjct 425 TCTTCGGCAACATCGTGGACGAGGTGGCCTACCACGAGAAGTACCCCACCATCTACCACC — 366

Query 481 TGAGAAAGAAACTGGTGGACAGCACCGACAAGGCCGACCTGCGGCTGATCTAAGTGGTGE 540

FEEEEEErr e e e e e e e e e e L e
Sbjct 365 TGAGAAAGAAACTGGTGGACAGCACCGACAAGGCCGACCTGCGGCTGATCTAAGTGETGG 306

Query 541 ACAAGGGCGCTTCCGCCCAGAGCTTCATCGAGCGGATGACCAACTTCGATA A G AACCTGC 600

BN N NN N e I AR
Sbjct 305 ACAAGGGCGCTTCCGCCCAGAGCTTCATCGAGCGGATGACCAACTTCGATAAGAACCTGC — 246

C) Truncated SpCas9 gene amplicon sequencing with 1 bp insertion (1/5)

Query 420 ATCTTCGGCAACATCGTGGACGAGGTGGCCTACCACGAGAAGTACCCCACCATCTACCAC 479

PERERETEEEE e e e e e e e e e e e e e e e e e
Sbjct 341 ATCTTCGGCAACATCGTGGACGAGGTGGCCTACCACGAGAAGTACCCCACCATCTACCAC — 282

Query 480 CTGAGAAAGAAACTGGTGGACAGCACCGACAAGGCCGACCTGCGGCTGATCT-AAGTGGT 538

FEEEEET e e e e e e e e e e e e e e e e e P
Eojob 721 CTOACEARGRARCTUCTOIRCACIACTD RORACOOTU AT OOU SO RO SRR TN 202

Query 539 GGACAAGGGCGCTTCCGCCCAGAGCTTCATCGAGCGGATGACCAACTTCGATAAGAACCT 598
FEEEEEEEr et e e e e e e e e e e e e e e e e
Sbjct 221  GGACAAGGGCGCTTCCGCCCAGAGCTTCATCGAGCGGATGACCAACTTCGATAAGAACCT 162




