WT
CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT

#5

CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT
CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAAT TTGAGAACTAACTGGGGATGAGAACT TCACT
CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAAT TAGAGAACTAACTGGGGATGAGAACT TCACT

#9
CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT
CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAAT TAGAGAACTAACTGGGGATGAGAACT TCACT

#12

CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT
TCGCCTTGGCACAGACTTTTTTTGTTATTGTTGAAATAAGAAATTGGAGAACTAACTGGGGATTAGAACT TCACT
CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAAT TAGAGAACTAACTGGGGATGAGAACT TCACT
CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAATTTGAAAACTAACTGGGGATGAGAACTTCACT
CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAATTAGAGAACTAACTGGGGATGAGAACTTCACT
CGGCCTTGGCAGAGACTTTTCTTGTTATTGTGGGAACAAGAAATTTGAGAACTAACTGGGGATGAGAACTTCACT

#13

CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT
CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAATTCAAGAACTAACTGGGGATGAGAACCTCACT
CCGGCTTGGCAGAGAGTTTTCTTGTTATTGTAAAAACAAGAAATTCGAGAAGTAAGTGGGGATGAGAACTTCACT
CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAATTAGAGAACTAACTGGGGATGAGAACTTCACT
CCGCCTTGGCACAGACTTTTGTTGTTATTGTGGGAACAAGAAATTCAAGAACTAACTGGGGATGAGAACT TCACT

#14

CCGCCTTGGCACAGAGTTTTCTTGTTATTGTGGGAACAAGAAAT TCGAGAACTAACTGGGGATGAGAAGT TGACT
CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGAAACAAGAAATTTGAGAACTAACTGGGGATGAGAACTTCACT
CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAATTGGAGAACTAACTGGGGATGAGAACTTCACT
CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAATTTGAGAACTAACTGGGGATGAGAACTTCACT

#17
CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT
CCGCCTTGGCACAGACTTTTCTTGTTATTGTGGGAACAAGAAATTTGAGAACTAACTGGGGATGAGAACTTCACT
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Figure S1. Analysis of the
embryo edited using gRNA-2
and HF2-BE2. PCR amplicons of
the target region from the embryos
were cloned into the pGEM-T
vector for Sanger sequencing. The
number of clones for each pattern
iIs indicated. gRNA-2 target
sequence is underlined. PAM,
green. Point mutation, red.



WT Homozygous edited embryo

Figure S2. Sequencing results of the homozygous edited embryo (#21)
using gRNA-2. Sanger sequencing chromatographs of a wild-type (WT)
embryo and the homozygous edited embryo are shown.
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gRNA-1

Wt GGTGATGGGAGTCCCTGCGGCCAGCTTTCAGGCAGAGGTTCCTGCCAGGATATCC

P1 GGTGATGGGAGTCCCTGCGGCCAGCTTTCAGGCAGAGGTTCCTGCCAGGATATCC  30/30
P2 GGTGATGGGAGTCCCTGCGGCCAGCTTTCAGGCAGAGGTTCCTGCCAGGATATCC  30/30
P3 GGTGATGGGAGTCCCTGCGGCCAGCTTTCAGGCAGAGGTTCCTGCCAGGATATCC  30/30
P4 GGTGATGGGAGTCCCTGCGGCCAGCTTTCAGGCAGAGGTTCCTGCCAGGATATCG  30/30
P5 GGTGATGGGAGTCCCTGCGGCCAGCTTTCAGGCAGAGGTTCCTGCCAGGATATCG  30/30
P6 GGTGATGGGAGTCCCTGCGGCCAGCTTTCAGGCAGAGGTTCCTGCCAGGATATCC  30/30
P7 GGTGATGGGAGTCCCTGCGGCCAGCTTTCAGGCAGAGGTTCCTGCCAGGATATCC  30/30
P8 GGTGATGGGAGTCCCTGCGGCCAGCTTTCAGGCAGAGGTTCCTGCCAGGATATCC 15/30

GGTGATGGGAGTCCCTGCGGTTAGCTTTCAGGCAGAGGTTCCTGGCAGGATATCC 15/30

P9 GGTGATGGGAGTCCCTGCGGCCAGCTTTCAGGCAGAGGTTCCTGCCAGGATATCC 13/30
GGTGATGGGAGTCCCTGCGGTCAGCTTTCAGGCAGAGGTTCCTGCCAGGATATCC 17/30

P10 GGTGATGGGAGTCCCTGCGGCCAGCTTTCAGGCAGAGGTTCCTGCCAGGATATCC 30/30

P11 GGTGATGGGAGTCCCTGCGGCCAGCTTTCAGGCAGAGGTTCCTGCCAGGATATCC 30/30

Figure S4. Mutant spectra in founder mice.
PCR amplicons from gRNA-1 and gRNA-2
founder mice were subcloned into the pPGEM-T
vector and sequenced. The number of clones
for each pattern is indicated. gRNA target
sequence is underlined. PAM, green. Point
mutation, red.
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gRNA-2

CTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT

CTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT
CTTGTTATTGTGGAAACAAAAAATTCGAGAACTAACTGGGGATGAGAACTTCACT
CTTGTTATTGTGAAAACAAAAAATTCGAGAACTAACTGGGGATGAGAACTTCACT
TTTGTTATTGTGGAAACAAGAAATTTGAGAACTAACTGGGGATGAGAAGTTCACT

CTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAAGTTCACT

CTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT
CTTGTTATTGTAATAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT
CTTGTTATTGTGGGAACAAGAAATTGGAGAACTAACTGGGGATGAGAACTTCACT
CTTGTTATTGTGGGAACAAGAAATTTGAGAACTAACTGGGGATGAGAACTTCACT

CTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAAGTTCACT
CTTGTTATTGTGGGAACAAGAAATTTGAGAACTAACTGGGGATGAGAACTTCACT

GTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAAGTTCACT
CTTGTTATTGTGGGAACAAGAAATTTGAGAACTAACTGGGGATGAGAACTTCACT

CTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT
CTTGTTATTGTGGTAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT
CTTGTTATTGTGGAAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT

CTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT
CTTGTTATTGTGGGAACAAGAAATTTGAGAACTAACTGGGGATGAGAACTTCACT

CTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT

CTTGTTATTGTGGGAAGAAGAAATTCGAGAACTAACTGGGGATGAGAAGTTCACT

CTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT

CTTGTTATTGTGGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACT
CTTGTTATTGTGGGAACAAGAAATTTGAGAACTAACTGGGGATGAGAACTTCACT
GTTGTTATTGTAAAAACAAGAAATTCGAGAACTAACTGGGGATGAGAAGTTCACT
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P3

GGGAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACTGTTCCATACTGGGATTGGAGAGATGCAG
AATAACAAGAAATTCGAGAACTAACTGGGGATGAGAACTTCACTGTTCCATACTGGGATTGGAGAGATGCAA
GGGAACAAGAAATTGGAGAACTAACTGGGGATGAGAACTTCACTGTTCCATACTGGGATTGGAGAGATGCAG
GGGAACAAGAAATTTGAGAACTAACTGGGGATGAGAACTTCACTGTTCCATACTGGGATTGGAGAGATGCAG

Figure S5. Deamination occurs outside the gRNA target site.

PCR amplicons of the P3 founder mouse from the gRNA-2 group were
cloned into the pGEM-T vector and verified by Sanger sequencing. 4
out of the 12 clones analyzed show obvious deamination on the target
strand outside the gRNA-2 target site. gRNA-2 target sequence is
underlined. PAM, green. Point mutation, red.
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Figure S6. Germline transmission of the mutant allele.

PCR amplicons of the target region in F1 offspring from the P11
founder mouse were sequenced. Sanger sequencing chromatographs
of the edited F1 pup is shown. Red arrowhead, the base edited by
HF2-BE2.



