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Allele 1: WT

Allele 2: Expected Deletion

Allele 3: SNP
T>C

Supplemental Figure 11. High fidelity taq polymerase topo cloning and sanger
sequencing reveals more than 2 alleles at the chr14:94,681,317 deletion
suggesting a CRISPR/Cas9-induced pattern of mutations adjacent to NGG and
NGA which are underlined in black on the wild-type allele. Deletion site is
underlined in orange on the wild-type allele and is noted by the orange arrow in
alternative alleles. Additional deletions are noted by red arrows. Different SNVs are
denoted by stars.

Allele 1: WT

Allele 2: Detected
deletion

Allele 3: SNP
T>C

Supplemental Figure 12. High fidelity taq polymerase topo cloning and Sanger
sequencing reveals more than 2 alleles at the chr4:66,453,492 deletion,
suggesting a CRISPR/Cas9-induced pattern of mutations adjacent to NGG and
NGA which are underlined in black on the wild-type allele. Deletion site is
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underlined in orange on the wild-type allele and is noted by the orange arrow in
alternative alleles. Additional deletions are noted by red arrows. Different SNVs are
denoted by stars.
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a Top 10-Predicted Off-Target Sites:

Predicted Cut Site  Best homology within 100 nucleotides of SNV

Gene

gRNA EEAACCTAAGTAGEAGAAAG
chrl8: 86764777 @/CCOETAA TAGEAGAAAG
chr13:40633714 N0 T AN C WGINA C @A GRANG
chr12:36835025 EARAGGTAAGCAGEAGAAAT
chr11:111097185 ABAACEAGCAGTAGEAGAAAG
chr10:125270806 G AR G EINAR GINA GIEA G ARA A
chr10:112803271 @7 T AMGINAAG A AGEAGAAAG

chr8:75958718
chr5:49056372

ACACAGTAAGTAGEAGAAAG
EAAAGCEC CAGTAGEAGAAAG

chr5:148619553 100 T C 0NDAR G A T A GIOA G AR G

chr2:145436435

SNV site

AGAAAGACAGTAGEGAGAAAG

Best homology within 100 nucleotides of SNV

No Associated Gene
No Associated Gene
No Associated Gene
No Associated Gene
Slc16a7

No Associated Gene
1700007B14Rik
Kenipd

No Associated Gene
Slc24a3

10 True off-target site SNVs in Coding Regions

Gene

gRNA

chr18:67834688
chr @ :66434164
chr7:63938170
chr15:8324487

CCAACCTAAGTAGCAGAAAG
CCAA ’\- ATC

CTC l(’\lGl(ll

chr19:12283753 G

chrl0:76356251
chrl5:76176864
chr2:129609045
chr5:124885592
chr2:167056200

SNV site

Best homology within 100 nucleotides of SNV

Cepl92
Hercl
KIf13
Nipbl
Olfr1433
Pent

Plec
Sirpa
Zfp664
Znfx1

10 True off-target site SNVs in Non-coding Regions

Gene

gRNA

chr1:190479227
chr2:92591648
chr2:140439882
chr5:62132979
chr6:31721846
chr6:133758061
chrl1:54214410
chr11:83274656

CCAACCTAAGTAGEAGAAAG
BTTTEAGCCTEHGGTCAGEGA
GITTEAMGGTCCGTGGUNGEG
BT TTETGCTAGTGTTGGTCC
CAAAAGBTAAGAT ABAGAAAT
TTTTETERTTARGGTGGCTGG
DEAR T TCTAAGCERAGOGGGOUANC
ATGTTTGTRCCCTTGTTGCC
CEATACGCTACOCAABC ACAGA

chr11:112711337 @TCCAGACATIRGAATGAGCC

chr18:54449411

SNV site

BACAEACEHGCAGCEAGAGAGEGA

10 True off-target site Indels
Best homology within 100 nucleotides of SNV

Gm23153 (miscellaneous RNA)
Mir7221 (miRNA)

Cm23846 (snRNA)

GCm22273 (snoRNA)

Gm13847 (lincRNA)

Cm23375 (mIRNA)
4933405E24Rik (lincRNA)
Cm23444 (snRNA)

BCOD6965 (processed transcript)
Redrum (lincRNA)

Gene

gRNA
chr4:106562094
chrl:188016221
chr18:31470317
chrd:134618126
chr17:31443854
chr8:107584736

CCAACCTAAGTAGCAGAAAG
BECTEERTATATTECTC T T

chrl8:31910970

chr19:50287677
chr2:30020366
chr4:132857590

2700068H02Rik
Esrrg

Cm25396
Manlcl

Pde9a

Psmd7

Sfr2d3

Sorcsl

Sptanl

Stx12

Revised Supplemental Figure 3: Sequence alignment of guide RNA to actual off-
target regions does not show significant homology. a. The top-ten, off-target
regions predicted in silico, by Benchling, to align to the gRNA. Sequences are 80 to
95% homologous to the gRNA. b. Regions surrounding ten, randomly selected,
experimentally observed SNVs in coding regions aligned to the gRNA. Sequences are
15 to 45% homologous to the gRNA. ¢. Regions surrounding ten, randomly selected
experimentally observed SNVs in non-coding region aligned to the gRNA. Sequences
are 5 to 65% homologous to the gRNA. d. Regions surrounding ten randomly selected
experimentally observed indels in both coding and non-coding region aligned to the
gRNA. Sequences are 25 to 65% homologous to the gRNA.
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