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Supplementary Table S1. Exp-1: i-GONAD-mediated induction of indels in fetuses of BSF1 (F1 hybrid
between BN female and SD male).

Mg ] Name of Eye
pregnant o — o Genotype Note for the target Tyr sequence
females
#1 BSF1-#1 Black  Normal (G/A) -
#1 BSF1-#2 Black  Normal (G/A) -
Homozygous
#1 BSF1-#3 White bi-allelic Transition of G to Ain allele-G
(AIA)
Heterozygous
#1 BSF1-#4 White mono-allelic ~ Deletion of (TTACGTA) in allele-G
(del)
Heterozygous
#1 BSF1-#5 White mono-allelic ~ Deletion of (TTA) in allele-G
(del)
Deletion of 146-bp sequence
Heterozygous (CATTGTATGTAATTTCATTCATATGTAAGTCCCTTGTCTCAGAGAT
“ BSE1-#6 White mono-allelic AACTCATTTTGCATAAATTGGTTTTCACAGATCATTTGCAGCAGA
(indels) TCAGAAGAGTATAATAGCCATCAGGTTTTATGTGATGGAACACCT
GAGGGACCAC) and insertion the sequence (AAACATGAAAA) is
newly added in allele-G
#1 BSF1-#7  White E'f;‘?gﬁ;gg‘;; Insertion of (TTT) in both alleles, as shown by CTA(TTT)TTA
#2 BSF1-#8 Black  Normal (G/A) -
Heterozygous
#2 BSF1-#9 White mono-allelic  Insertion of T in allele-G, as shown by TATT(T)ACG
(in)
Heterozygous
#2 BSF1-#10 White mono-allelic ~ Deletion of (TATTAC) in allele-G (see Fig. 1G)
(del)
#3 BSF1-#11 Black  Normal (G/A) -
#3 BSF1-#12 Black  Normal (G/A) -
Heterozygous
#3 BSF1-#13 White mono-allelic ~ Deletion of (CCACTA) in allele-G.
(del)

Abbreviations: in, insertion mutation; del, deletion mutation; indels, insertion and deletion mutations.



Supplementary Table S2. Exp-2: i-GONAD-mediated induction of indels in fetuses of SBF1 (F1 hybrid
between SD female and BN male).

Name of
pregnant ’\:Ztrﬂ Seegf cl?llgr Genotype Note for the target Tyr sequence
females
#1 SBF1-#14 Black Normal (G/A) -
#1 SBF1-#15 Black Normal (G/A) - (see Fig. 1G)
Heterozygous Deletion of 89-bp sequence
“ SBEL-#16  White mono-allelic (AAATTGGTTTTCACAGATCATTTGCAGCAGATCAGAAGAGTAT
(del) AATAGCCATCAGGTTTTATGTGATGGAACACCTGAGGGACCAC
TAT) in allele-G
#2 SBF1-#17 Black Normal (G/A) -
#3 SBF1-#18 Black Normal (G/A) -
#3 SBF1-#19 Black Normal (G/A) -
#3 SBF1-#20 Black Normal (G/A) -
#3 SBF1-#21 Black Normal (G/A) -
Heterozygous Deletion of 51-bp sequence
#3 SBF1-#22  White mono-allelic (TGAGGGACCACTATTACGTAATCCTGGAAACCATGACAAAGC
(del) CAAAACCCC) in allele-G
Deletion of 214-bp sequence
(TCCTCCCTTCACTTTCATCTAACTGCTAGGAAGCTGAATGATA
Heterozygous ~ ATAATGATATGTAATTTCATTGTATGTAATTTCATTCATATGTAAG
#3 SBF1-#23 White mono-allelic TCCCTTGTCTCAGAGATAACTCATTTTGCATAAATTGGTTTTCA
(del) CAGATCATTTGCAGCAGATCAGAAGAGTATAATAGCCATCAGG
TTTTATGTGATGGAACACCTGAGGGACCACTATTACGT) in
allele-G
#3 SBF1-#24  White mﬂﬁfg%ﬂ?‘(’fm Insertion of (AA) in allele-G, as shown by CTA(AA)TTACG
Compound
n heterozygous Deletion of (TTACGTA) in allele-G, and insertion of (CA) in the
i SEFlzs i bi-allelic allele-A, as shown by CTA(CA)TTACA
(indels)
#3 SBFL#26  White  HEWIOZYOOUS oo ion of (T) in allele-G, as shown by TATT (T)ACG
mono-allelic (in)
Mosaic Allele-A  is normal, but there are deletion of 15-bp
#3 SBF1-#27 White (in) (TTACGTAATCCTGGA) sequence in allele-G, and deletion of 3-bp
(TTA) sequence in the other allele-G
) Mosaic Allele-A is normal, but there_ are insertion of (T) in allele-G, as §hown
#3 SBF1-#28 White (indels) by TATT(T)ACG, and deletion of 7-bp (TTACGTA) sequence in the
other allele-G
) Mosaic One allele is allele-A, but there are insertion _of (TA) in the other
#3 SBF1-#29 White (indels) allele-A, as shown by TATTA(TA)CAT, and deletion of 22-bp sequence

(ACTATTACGTAATCCTGGAAAC) in the other allele-G

Abbreviations: in, insertion mutation; del, deletion mutation; indels, insertion and deletion mutations.



Supplementary Table S3. Exp-3: i-GONAD-mediated Kl into the Tyr locus in fetuses/newborn of LEW rats.

Name of

pregnant ’::{S seegf Eye color Genotype Note for the target Tyr sequence
females
#1 LEW-#1 White Normal (A/A) -
#1 LEW-#2 White Normal (A/A) -
Insertion of GA in one allele, as shown by ACCACTA(GA)TTACAT,
Compound and deletion of 103-bp sequence
#2 LEW-#3 White heterozygous (ATAATCCTGGAAACCATGACAAAGCCAAAACCCCCAGGCT
bi-allelic (indels) CCCATCTTCAGCAGACGTGGAATTTTGTCTGAGTTTGACCC
AGTATGAATCTGGATCAATGGA) in the other allele
. Heterozygous Insertion of (TT) in one allele, as shown b
2 LEw-#4  White (i)  ACCACTATT(TT)ACATA /
#2 LEW-#5 White Normal (A/A) -
42 LEW-#6 White Heterozygou_s Inserti_on of (A) in one allele, as shown by ACCACTA(A)TTACAT
mono-allelic (in)  (see Fig. 2D)
#3 LEW-#7 White Normal (A/A) -
#3 LEW-#8 White Normal (A/A) -
#3 LEW-#9 White Normal (A/A) -
#3 LEW-#10 White Normal (A/A) -
#3 LEW-#11 White Normal (A/A) -
Compound
44 LEW-#12 White hetgrozyg_ous Deletiqn of (TTA) in one allele, and deletion of (TTAC) and insertion
bi-allelic of (A) in the other allele, as shown by ACCACTATFAC(A)ATAAT
(indels)
#4 LEW-#13 White Normal (A/A) -
. Heterozygous  porjacement  of  CCCAACTAAACCTTGAGC b
#4 LEW#14 White mono-llelic b A TCAGGTTT in one allle g
(replacement)
#  LEW#15  White m';ﬁfg}fg’“gc‘“(‘fn) Insertion of (TT) in one allele, as shown by ACCACTATT(TT)ACA
Successful KI of ssODN in one allele (allele-G) (see Fig. 2D and
KI (G)/ mosaic Supplemental Fig. S1), insertion of A in the other allele (allele-A), as
i 2L Sl (in) shown by ACCACTA(A)TTACA, and insertion of CA in one more
another allele (allele-A’), as shown by ACCACTA(CA)TTACA
#5 LEW-#17 White Normal (A/A) -
#5 LEW-#18 White Normal (A/A) -
#5 LEW-#19 White Normal (A/A) -
) Mosaic One allele is allele-A, but there are insertion qf (TT) in one allele, as
#5 LEW-#20 White (indels) shown by ACCACTATT(TT)ACA, and deletion of 23-bp sequence
(CTATTACATAATCCTGGAAACCA) in the other allele
) hgtc(;rrgggllgjgﬂs Inser'tion of (T) in one allele, as shown by ACCACTATT(T)AC_A and
#5 LEW-#21 White bi-allelic deletion of 21-bp sequence (CCACTATTACATAATCCTGGA) in the
(indels) other allele
#5 LEW-#22 White Normal (A/A) -

Abbreviations: in, insertion mutation; del, deletion mutation; indels, insertion and deletion mutations.



Supplementary Table S4. Exp-4: i-GONAD-mediated Kl into the Tyr locus in fetuses/newborn of SD rats.

Name of Name of
pfregniamt fetuses Eye color Genotype Note for the target Tyr sequence
emales
#1 SD-#1 White Normal (A/A) -
#1 SD-#2 White Normal (A/A) -
#1 SD-#3 White Normal (A/A) -
#1 SD-#4 White Normal (A/A) -
. Heterozygous Insertion of (A) in one allele, as shown by
i Slosi i mono-allelic (in)  ACCACTA(A)TTACA
#1 SD-#6 White Normal (A/A) -
One allele has albino-specific allele A (allele-A). Insertion of A
. Mosaic in another allele, as shown by ACCACTA(A)TTACA
i SO e (in) (allele-A’), and insertion of (AT) in the other allele, as shown
by ACCACTA(AT)TTACA (allele-A”)
. Heterozygo_us Successful Kl of ssODN and insertion of (ATTACTAA) in
i Sloid e T&Tg:é'f;;c allele-G, as shown by CCACTA(ATTACTAA)TTACG
n Heterozygous Insertion of (AATA) in one allele, as shown by
i Slomi White no-allelic (in)  ACCACTA(AATA)TTACA
#1 SD-#10 White Normal (A/A) -
h;z%g;:gﬂs Insertion of (A) in one allele, as shown by
#1 SD-#11 White bi-allelic ACCACTA(A)TTACA, and insertion of (TA) in the other
(in) allele, as shown by ACCACTA(TA)TTACA
#2 SD-#12 White Normal (A/A) -
#2 SD-#13 White Normal (A/A) -
#2 SD-#14 White Normal (A/A) -
One allele has albino-specific allele A (allele-A). Insertion of
(TT) in another allele (allele-A’), as shown by
Mosaic ACCACTATT(TT)ACA, deletion of 41-bp sequence
#2 SD-#15 White (indels) (ACTATTACATAATCCTGGAAACCATGACAAAGCCAAA
ACCC) in the other allele (allele-A"), and deletion of 31-bp
sequence (GACCACTATTACATAATCCTGGAAACCATGA)
in one more another allele (allele-A"”)
One allele has albino-specific allele A (allele-A). Insertion of
. Mosaic (AA) in another allele (allele-A’), as shown by
i sbeile Wk (in) ACCACTA(AA)TTACA, and insertion of (T) in the other
allele (alleles A™), as shown by ACCACTATT(T)ACA
#2 SD-#17 White Normal (A/A) -
Homozygous Srl].ICCSSSfU| Kl of ssODN and three insertions in both alleles, ss
. . . shown y
#2 SD-#18 LA (Ell_glr:g“i;) GTGAT(T)GGAACACCT(G)AGGACCACTATTACGTAATC
C(C)TGGAAA
#2 SD-#19 White m?ne(gﬁ?l,i%o(l(jjsel) Deletion of 6-bp sequence (CCACTAT) in one allele
Insertion of A in one allele (allele-A), as shown by
Mosaic ACCACTA(A)TTACA, insertion of TT in another allele
#2 SD-#20 White (indels) (allele-A"), as shown by ACCACTATT(TT)ACA, and deletion
of 7-bp sequence (ACATAAT) in one more another allele
(allele-A")
#2 SD-#21 White Normal (A/A) -
#2 SD-#22 White Normal (A/A) -
n ALl Insertion of (A) in one allele, as shown by
#2 SD-#23 White mon?i-r?)llellc ACCACTA(A)TTACA
#3 SD-#24 White Normal (A/A) -
#3 SD-#25 White Normal (A/A) -
Compound
n heterozygous Deletion of 6-bp sequence (TATTAC) in one allele, and
= SIDiS il bi-allelic deletion of 7-bp sequence (TATTACA) in the other allele
(del)
#4 SD-#54 Black GRS N Successful Kl of ssODN in one allele (see Fig. 2F)

(GIA)




KI(G)/

Successful Kl of ssODN in one allele (allele-G; see

s SD-#55 Black heterozygoqs Supplemental Fig. S1) and deletion of (T)/insertion of (A) in
mono-allelic the other allele, as shown by
(indels) FATGTGATGGAACACCTGAGGGACC(A) (allele-A)
g . Heterozygous Insertion of (T) in one allele, as shown by
i SD+#56  White o oallelic in)  ACCACTATT(T)ACA.
#4 SD-#57 White Normal (A/A) -
One allele has albino-specific allele A (allele-A). There are
. 8 Mosaic insertion of (AA) in the other allele (allele-A’), as shown by
#4 SlbR 23 LU (indels) ACCACTA(AA)TTACA, and deletion of 13-bp sequence
(ATTACATAATCCT) in one more another allele (allele-A’)
#4 SD-#59 White Normal (A/A) -
#4 SD-#60 White Normal (A/A) -
#4 SD-#61 White Normal (A/A) -
#4 SD-#62 White Normal (A/A) -
#4 SD-#63 White Normal (A/A) -
#4 SD-#64 White Normal (A/A) -
#4 SD-#65 White Normal (A/A) -
#4 SD-#66 White Normal (A/A) -
24 SD-#67 White Heterozygous Insertion of (AA) in one allele, as shown by

mono-allelic (in)

ACCACTA(AA)TTACA

Abbreviations: in, insertion mutation; del, deletion mutation; indels, insertion and deletion mutations.



Supplementary Table S5. Exp-5: Kl into the Tyr locus in SD fetuses/newborn offspring obtained after
i-GONAD in the presence of 1 uM SCR7.

Name of Name of
pregnant fetuses Eye color Genotype Note for the target Tyr sequence
females
Successful Kl of ssODN in one allele (allele-G). There are
KI (G)/ mosaic deletion of 7-bp sequence (ACATAAT) in another allele
i Sl B8 (indels) (allele-A’), and ?nser?ion of ((A) in one )more another allele
(allele-A), as shown by ACCACTA(A)TTACA
#1 SD-#28 White Normal (A/A) -
#1 SD-#29 White Heterozy_gous Deletion of 2-bp sequence (TA) in one allele.
mono-allelic (del)
#2 SD-#30 White Normal (A/A) -
#2 SD-#31 White Normal (A/A) -
#2 SD-#32 White Normal (A/A) -
#2 SD-#33 White Normal (A/A) -
#2 SD-#34 White Normal (A/A) -
#2 SD-#35 White Normal (A/A) -
#3 SD-#36 White Normal (A/A) -
#3 SD-#37 White Normal (A/A) -
#3 SD-#38 White Normal (A/A) -
Compound Deletion of (T) in one allele, as shown by ACCACTATTACA
#4 SD-#39 White heterozygous and deletion of (TTAC)/insertion of (A) in the other allele, as
bi-allelic (indels) shown by ACCACTATFAC(A)ATAA
. Heterozygous Insertion of (TT) in one allele, as shown b
i S W mono.alialic ()  ACCACTATT(TT)ACA g
. Heterozygous Insertion of (TT) in one allele, as shown b
i Shmil mono.alalic ()  ACCACTATT(TT)ACA g
#5 SD-#42 White Normal (A/A) -
#5 SD-#43 White Normal (A/A) -

One allele has albino-specific allele A (allele-A). There are
Mosaic insertion of (A) in another allele (allele-A’), as shown by
#5 SD-#44 White ACCACTA(A)TTACA, and deletion of 23-bp sequence

{ime:2 ) (TATTACATAATCCTGGAAACCAT) in one more another
allele (allele-A")
One allele has albino-specific allele A (allele-A). There are
g . Mosaic insertion of (A) in another allele (allele-A’), as shown by
= shsia - vliE (indels) ACCACTA(A)TTACA, and deletion of (CTATTACA) in one
more another allele (allele-A”)
Successful Kl of ssODN in one allele (allele-G). There are
g KI (G)/ mosaic insertion of (TT) in another allele (allele-A’), as shown by
i SIDRA9 ELEL (in) ACCACTATT(TT)ACA, and insertion of (A) in one more
another allele (allele-A’"), as shown by ACCACTA(A)TTACA
Homozvaous Deletion of 96-bp sequence
46 SD-#47 White bi- allglgi c (CATAAATTGGTTTTCACAGATCATTTGCAGCAGATCA
(del) GAAGAGTATAATAGCCATCAGGTTTTATGTGATGGAAC
ACCTGAGGGACCACTATTACA) in both alleles
#6 SD-#48 White Normal (A/A) -
#6 SD-#49 White Normal (A/A) -
#6 SD-#50 White Normal (A/A) -
#6 SD-#51 White Normal (A/A) -
One allele has albino-specific allele A (allele-A). There are
g . Mosaic insertion of (T) in another allele (allele-A’), as shown by
9 o e (indels) ACCACTATT(T)ACA, and deletion of 7-bp sequence

(TTACATA) in one more another allele (allele-A")




One allele has albino-specific allele A (allele-A). There are
insertion of (TT) in another allele (allele-A’), as shown by
Mosaic ACCACTATT(TT)ACA, and deletion of 115-bp sequence
#6 SD-#53 White (indels) (ATTACATAATCCTGGAAACCATGACAAAGCCAAAACC
CCCAGGCTCCCATCTTCAGCAGACGTGGAATTTTGTCT
GAGTTTGACCCAGTATGAATCTGGATCAATGGATAGA
ACT) in one more another allele (allele-A’)

Abbreviations: in, insertion mutation; del, deletion mutation; indels, insertion and deletion mutations.



Supplementary Table S6. Exp-5: Kl into the Tyr locus in SD fetuses/newborn offspring obtained after

i-GONAD in the presence of 10 uM SCR7.

TS Name of
pregnant ra—_— Eye color Genotype Note for the target Tyr sequence
females
Compound Deletion of (TAT) in one allele, as shown by
#1 SD-#68 White heterozygous ACCACTAFTACA and deletion of (TATTAC) in the other
bi-allelic (del) allele, as shown by ACCACTAFFACATAA
#1 SD-#69 White Normal (A/A) -
#1 SD-#70 White Normal (A/A) -
One allele has albino-specific allele A (allele-A). There are
# SD-#71 White Mosaic insertion of (AT) in another allele (allele-A’), as shown by
(indels) ACCACTAT(AT)TACA, and deletion of (T) in one more
another allele (allele-A"), as shown by ACCACTATFACA.
#1 SD-#72 White Normal (A/A) -
#1 SD-#73 White Normal (A/A) -
# SD-#74 White Heterozygous Insertion of (CCTGAGGGACCAC) in one allele, as shown by
mono-allelic (in) ACCACTA(CCTGAGGGACCAC)TTACA
Successful KI of ssODN in one allele (allele-G). One allele
KI (G)/ mosaic has albino-specific allele A (allele-A). Deletion of 5-bp
i SIDT) ELEL (in) sequence (TACAT) in one more another allele (allele-A”), as
shown by ACCACTATFACATAAT (see Fig. 3B).
Successful K1 of ssODN in one allele (allele-G). There are
KI (G)/ mosaic insertion of (C) in another allele (allele-A’), as shown by
#2 SD-#76 Black (in) ACCACTA(C)TTACA, and deletion of 5-bp sequence
(CTATTA) in one more another allele (allele-A”), as shown by
ACCAGTATTACATAAT.
Compound Deletion of (TTACATAATCCTGG) in one allele, as shqwn by
42 SD-#77 White heterozygous ACCACTAFFACATAAFCCTGGAAACCA and deletion of
bi-allelic (indels) (ACTA)/insertion of (TGGAAA) in the other allele, as shown
by ACCACTA(TGGAAA)TTACATAAT.
. Hor_nozyg_ous Deletion of (TACAT) in both alleles, as shown by
#2 SD-#78  White b"(g';f)"c ACCACTATTACATAATCCTGG.
#2 SD-#79 White Normal (A/A) -
#2 SD-#80 White Normal (A/A) -
Deletion of (TTACA) in one allele (allele-A), as shown by
Mosaic ACCACTAFFACATAAT and insertion of (A) in the other
#2 SD-#81 White (indels) allele (allele-A"), as shown by ACCACTA(A)TTACATAAT,
and deletion of (CTATTACA) in one more another allele
(allele-A"), as shown by ACCAGFAFFACATAAT.
Insertion of A in one allele (allele-A), as shown by
) Mosaic ACCACTA(A)TTACA, insertion of A in another aII_eIe
#2 SD-#82 White (indels) (allele-A"), as shown by ACCACTA(A)TTACA, and deletion
of (CTA) in one more another allele (allele-A"), as shown by
ACCAGTFATTACA.
#2 SD-#83 White Normal (A/A) -
#2 SD-#84 White Normal (A/A) -
#2 SD-#85 White Normal (A/A) -
#3 SD-#86 White Normal (A/A) -
#3 SD-#87 White Normal (A/A) -
#3 SD-#88 White Heterozygous Insertion of (AT) in one allele, as shown by

mono-allelic (in)

ACCACTA(AT)TTACATAAT

Abbreviations: in, insertion mutation; del, deletion mutation; indels, insertion and deletion mutations.



Supplementary Table S7. Mutations at putative off-target loci containing up to 3 bp mismatches for target gene are
analyzed by sequencing.

Name Sequence (5'-3") Locus Gene name | Mutation |Primer-F Primer-R

Tyr-wild-crRNA TTTCCAGGATTACGTAATAGTGG |chrl : +151097594 Tyr 12/12 |GCTCAAGGTTTAGTTGGGTACT CTGGCTAGGTTTACTATCTCCTTG
W-offtarget 1 TTTCCAGGAAAAGGTAATAGTGG |chrl4 : +37687330 Fryl 0/12 |ATCAGCACTAGACTGGTCAA GAGAGTCTGTCACAAGCTTC
Name Sequence (5'-3") Locus Gene name | Mutation |Primer-F Primer-R

Tyr-mutant-crRNA |TTTCCAGGATTATGTAATAGTGG |chrl : +151097594 Tyr 12/12 |GCTCAAGGTTTAGTTGGGTACT CTGGCTAGGTTTACTATCTCCTTG
M-offtarget 1 TTTCCAGAACTATGTAATACTGG |chrll : +30871276 - 0/12  |GAGTGAGCAATGGCGGATAC CACAGTTGCTCACACGCTTT
M-offtarget 2 TTTCCAGGATTTTGTGCTAGTGG |chrll : +36928561 - 0/12  |TACTGGGGAGGTACAAGGAG AGCATCTCCAAGGATGGGT
M-offtarget 3 TTTCCAGGAAAAGGTAATAGTGG |chrl4 : +37687330 Fryl 0/12 |ATCAGCACTAGACTGGTCAA GAGAGTCTGTCACAAGCTTC
M-offtarget 4 TTTCCACGAATATGTAAAAGTGG |chr8 : +90874461 - 0/12 |CAGCTCAAGCTTCTGGGATT CGTGAGGATCTGGTTICTGTTG
Name Sequence (5'-3") Locus Gene name | Mutation |Primer-F Primer-R

Pax6-crRNAL GGAGGATCACCTGCAGAATTCGG |chr3 : -95715312 Pax6 4/4  |CCTCCTTTCCTCAGGTCACA GGAGACCCATGCAAATCAGG
P1-offtarget 1 GAAGGATCAGCTGCAGAATGCGG |chrb : +134499947 Cyp4al 0/4 TCCTCTAACCCTACCCAATCC CAGGACACTCTGAACTTCCTC
Name Sequence (5'-3") Locus Gene name | Mutation |Primer-F Primer-R

Pax6-crRNA2 GGATGTGTGAGTAAAATTCTGGG |chr3 : +95716248 Pax6 4/4  |CCTCCTTTCCTCAGGTCACA GGAGACCCATGCAAATCAGG
P2-offtarget 1 GGATGTTAGAGTCAAATTCTGGG [chrl : -32441545 - 0/4  |ATGTCCACAACAGCAGACAG GTGGCTAAGACATACCACAACC
P2-offtarget 2 GGATGTGTGGGTACATTTCTGGG |chrl4 : +47851159 - 0/4  |GTCCTTTAGCCACTTGGACTT GTGCAATAATGCTGGAGGATG
P2-offtarget 3 GCATGTGTGAGAAATATTCTGGG |chrl5 : +27165193 - 0/4  |GTGGCAACTTTTGGAAGTCTG AGAATGTTTCCCCTCTCGATG
P2-offtarget 4 TGATATGTGACTAAAATTCTGGG |chr9 : +94093203 Dis312 0/4 |CTCATGAGTGTGAGGTCAGTC CTAAGTCTGCTCCCACATC

Mismatches compared to on-target sequence are shown in red; PAM sequences are labeled in blue.




Supplementary Table S8. Nucleotide sequences of oligonucleotides (oligo) used in this study.

Oligo-type Sequence (5'-3") Sequence (5'-3")
Tyr-wild-crRNA TTT CCAGGATTACGT AAT AG (TGG)
CrRNA Tyr-mutant-crRNA | TTT CCAGGATTATGT AAT AG (TGG)
Pax6-crRNA1 GGA GGATCACCT GCAGAATT(CGG)
Pax6-crRNA2 GGATGT GTG AGT AAAATT CT(GGG)
AGA TCA GAA GAG TAT AAT AGC CAT CAG GTT TTATGT
ssODN Tvr wild sSODN GAT GGA ACA CCT GAG GGACCACTATTACGT AAT CCT
y GGA AAC CAT GAC AAA GCC AAA ACC CCC AGG CTC
CCATCT TCAGCAGAC GTG GAATTTT
On-target primer
Rat Tyr-F GCT CAAGGTTTAGTTGGGTACT
Rat Tyr-R CTGGCTAGG TTTACTATCTCCTTG
Rat Pax6-F CCTCCTTTCCTCAGG TCACA
Rat Pax6-R GGAGAC CCATGC AAATCAGG
Off-target primer
We-offtarget 1 -F ATCAGCACTAGACTG GTCAA
We-offtarget 1 -R GAG AGT CTGTCACAAGCTTC
M-offtarget 1 -F GAG TGAGCAATG GCG GAT AC
M-offtarget 1 -R CACAGTTGCTCACACGCTTT
Primer

M-offtarget 2 -F

TAC TGG GGAGGT ACAAGG AG

M-offtarget 2 -R

AGCATCTCCAAGGAT GGG T

M-offtarget 3 -F

ATC AGCACTAGACTG GTCAA

M-offtarget 3 -R

GAG AGT CTGTCACAAGCTTC

M-offtarget 4 -F

CAG CTCAAGCTT CTG GGATT

M-offtarget 4 -R

CGT GAGGATCTGGTTCTGTTG

P1-offtarget 1 -F

TCCTCT AAC CCTACC CAATCC

P1-offtarget 1 -R

CAG GACACT CTGAACTTCCTC

P2-offtarget 1 -F

ATG TCCACAACAGCAGACAG

P2-offtarget 1 -R

GTG GCT AAG ACATAC CACAACC




Primer

P2-offtarget 2 -F

GTCCTT TAG CCACTT GGACTT

P2-offtarget 2 -R

GTG CAATAATGC TGG AGG ATG

P2-offtarget 3 -F

GTG GCAACTTTT GGAAGT CTG

P2-offtarget 3 -R

AGAATGTTT CCCCTCTCGATG

P2-offtarget 4 -F

CTCATG AGT GTGAGG TCAGTC

P2-offtarget 4 -R

CTAAGT CTGCTCCCACATC

Parentheses indicate PAM sequence in crRNA.




A
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Supplemental Fig. S1. Sequencing of the junction between endogenous Tyr and the ssODN using Kl
rats (LEW-#16 and SD-#55).



SBF1 Pax6

M SD BN Cl1 C2 C3 #4 # M

bp

Supplemental Fig. S2. Genotyping of the unedited tails [isolated from SD,
BN and offspring (C1-C3) obtained after mating between SD and BN) or
fetal samples (Pax6-#4 and #5 shown in Fig. 4B-D)]. The PCR condition is
the same shown in Fig. 4D. Note that there is no additional band throughout
these samples, except for the presence of a single band at 1,489 bp.



Control 1 EICACAGCGGAGTGRAATCAGCTIGEIGETEICITIGTCARCGEECGECCACTGCCEEACTCCACCCGECAGARGAT CGTAGAGCTAGCTCACAGCGEEECCCEECCGTECEACATTICCC 120
Pax6-#1 allele 1 1 GICACAGCGGAGTGAATCAGCTIGETGETETCITTGTCARCGEECGGECCACTGCCEEACTCCACCCGGCAGARGATCETAGAGCTAGCTCACAGCGEEECCCEECCGTGCEACATTTICCC) 120
Pax6-#1 allele 2 1 BTCACAGCGGAGTGAATCAGCTTGGTGGTGTCTTTGTCAACGGGCGGCCACTGCCGGACTCCACCCGGCAGARAGAT CGTAGAGCTAGCTCACAGCGGGGCCCGGCCGTGCGACATTTCCC 120
Pax6-#2 allele 1 1 EICACAGCGGAGTGRAATCAGCTIGEIGETEICITIGTCARCGEECGECCACTGCCEEACTCCACCCGECAGARGAT CGTAGAGCTAGCTCACAGCGEEECCCEECCEGTECEACATTIICCC 120
Pax6-§2 allele 2 1 TCACRGCGGAGTGRATCAGCTTGGTGGTGTCTTTGTCA}XCGGGCGGCCACTGCCGGACTCCACCCGGCAGMGATCGTAGBGCTAGCTCACRGCGGGGCCCGGCCGTGCGACATE* - 115
Pax6-#3 allele 1 1 BTCACAGCGGAGTGAATCAGCTTGGTGGTGTCTTTGTCAACGGGCGGCCACTGCCGGACTCCACCCGGCAGAAGAT CGTAGAGCTAGCTCACAGCGGGGCCCGGCCGTGCGACATTTCCC 120
Pax6-#3 zllele 2 1 EICACAGCGGAGTGRAATCAGCTIGEIGETEICITIGTCARCGEECGECCACTGCCEEACTCCACCCGECAGARGAT CGTAGAGCTAGCTCACAGCGEEECCCEECCGTECEACATTICCC 120
Pax6-#s allele 1 1 BTCACAGCGGAGTGAATCAGCTTGGTGGTGTCTTTGTCRACGGGCGGCCACTGCCGGACTCCACCCGGCAGARAGAT CGTAGAGCTAGCTCACAGCGGGGCCCGGCCGTGCGACATTTCCC 120
Pax6-#s allele 2 1 EICACAGCGGAGTGAAT CAGCTIGGIGGETIGICITIGTICAACGGECGECCACTGCCGRACTCCACCCGGCAGARGAT CGTAGAGCTAGCTCACAGCGGEEECCCGECCEGTGCEACATTICCC 120

Control 121 [GRAT] CTGCAGGTGATCCTCCCGTGGCTGCCCTACTTGCAGCTCCCTACCCACCCTACCCCGCCCCTCGTCCCGTGGTCCTCCACTCTRAAGCGTCCTCTCTTCATTTCTTA| 231
Pax6-#1 allele 121 [GRAT] CTGCAGETGATCCTCCCGIGGCTGCCCIACTTGCAGCTCCCTACCCACCCTACCCCECCCCICGTICCCGTGETCCTCCACTCTAAGCGTCCTCTCTITICATTICTTA 231
Pax6-#1 allele 121 ERRI] 0 —————— TGATCCTCCCGIGGCTGCCCTACTTGCAGCTCCCTACCCACCCTACCCCGCCCCTICGICCCEGTIGGTCCTCCACTCTARGCGTCCTCTCTICATTITICTTR 224
Pax6-#2 allele 121 [GRAT) CTGCAGGTGATCCTCCCGTGGCTGCCCTACTTGCAGCTCCCTACCCACCCTACCCCGCCCCTCGTCCCGTGETCCTCCACTCTRAAGCGTCCTCTCTTCATTTCTTA| 240

Pax6-#z allele

[N T S VI VY
=
=
I

Pax6-#3 allele F [ CTGCAGETEATCCTCCCEIGECTGCCCIACITGLABCICCCTACCCACCCTACCCCECCCCICGICCCGTGETCCTCCACTCTARGCGTCCICTCITCATTITCTTE 231
Pax6-#3 allele 121 gF-- 121
Pax6-#z allele 121 E EcTGCAGGTGATCCTcccerGc‘chccr;\crrGCAGcrcccmccc;xcccmcccc&ccccrCGTcccGrGGch‘rcc;\crcrAAGcGrccrcrcrrc;\rrrcrm 231
Pax6-#z allele 121 f 125

Control 232 [CIGTARACACTACTARTTATGGACCAACCCACCCICACCTAGICCATCCCCACCARCTTCCCTACCTICTAGCTTCCCCICTCCTICCGCCACGGTCCCTATCICTTTCARCCICAGICH 351
Pax6-#1 allele 1 232 CTGTARACACTACTAATTATGGACCAACCCACCCTCACCTAGTCCATCCCCACCAACTTCCCTACCTTCTAGCTTCCCCTCTCCTTCCGCCACGETCCCTATCTCTTTCAACCTCAGTCE| 351
Pax6-#1 allele 2 225 CTGTAAACACTACTAATTATGGACCAACCCACCCTCACCTAGTCCATCCCCACCAACTTCCCTACCTTCTAGCTTCCCCTCTCCTTCCGCCACGGTCCCTATCTCTTTCARCCTCAGTCE| 344
Pax6-#2 allele 1 241 CTGTARACACTACTAATTATGGACCAACCCACCCTCACCTAGTCCATCCCCACCAACTTCCCTACCTTCTAGCTTCCCCICICCTTCCGCCACGETCCCTATCTCTITCARCCTCAGICE| 360
Pax6-§2 allele 2 115 115
Pax6-#3 allele 1 232 [CIGIAAACACTACTAATTATGGACCAACCCACCCTCACCTAGTCCATCCCCACCAACITCCCTACCITCIAGCTICCCCICICCTICCGCCACGGTCCCTATCICTITCARCCTCAGICE 351
Pax6-#3 allele 2 121 121
Pax6-#g8 allele 1 232 [CTGTABACACTACTAATTATGGACCAACCCACCCTCACCTAGTCCATCCCCACCARCTTCCCTACCITCIAGCTTCCCCICTCCITCCGCCACGGTCCCTATCICTTTCARCCTCAGTCE 351
Pax6-#z allele 2 125 125

Control 352 [GTTATGTARGATARTTCATCIGCGTAAGARAARGARTGIGAGTGAATIARARAACTACATCTTITCATTIGGIAAGGACATICAT IGTGETAACAGTGTATARACTGTARTGAGCTGAGT] 471
Pax6-#1 allele 352 [GITATGTRAAGATARTTCATCTGCGTARG GRATGTGAGTGRATT CTACATCTTITCATTTGGTAAGGACATICATIGTGGTARCAGTGTATARRCTGTAATGAGCTGAGT| 471

Pax6-#1 allele
Pax6-#2 allele

345 GITATGTAAGATARTTCATCTIGCETARGARA ARG TCTGAGTGAAT T ARA AR CTACATCTTITCATTIGEIARGGACATTCATIGTGETARCAGTCTATARACTGTARTGAGCTGAGT| 464
361 BTTATGTAAGATAATTCATCTGCCTAAGARAAAGAATGTGAGTGAATTARARRACTACATCTTTTCATTTGGTAAGGACATTCATTGTGGTAACAGTGTATARACTGTAATGAGCTGAGT| 480
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Pax6-#z allele 115
Pax6-33 allele 352 [ETTATGTAAGATARTTCATCIGCGTARGARAAAGARTGIGAGTGAATTARARRACTACATCITITCATTIGGTARGGACATICATIGTGGTARCAGTGTATARACTGTEATGAGCTGART] 471
Pax6-#3 allele 121 121
Pax6-#z allele 352 [FTTATGTALGATARTTCATCIGCGTARGARAAAGALTGIGAGTGART TARARRACTACATCITITCATTIGGIARGGACATICAT IGIGGTARCAGTGTATARACTGIAATGAGCTIGART) 471
Pax6-#s allele 125 125
Control 472 ATATAARCTGGGATARTTICATICCCCICICCCCATCCCGIGCTIARCCTCAGATTITAGAGATITGTCIGCATCCACCATGCTIGIGARGARTGTATATGGATTTICAGAGGCARATEC 591
allele 1 472 [[ATATAAACTGGGATAATTTCATTCCCCTCTCCCCATCCCGTGCTARCCTCAGATTTTAGAGATTTGTCTGCATCCACCATGCTTGTGAAGRATGTATATGGATTTTCAGAGGCAAATGC 591

allele 2 465 [[ATATAAACTGGEATARITICATICCCCTCTCCCCATCCCATGCTAACCTCAGATTTTAGAGATTTGTCTGCATCCACCATGCTTGTGAAGAATGTATATGGATTTICAGAGECARATGE S84

allele 1 481 [[ATATAARCTGGGATAATTICATICCCCICTCCCCATCCCGTGCTAACCTCAGATTTTAGAGATTTGTCIGCATCCACCATGCTTGTGARGALTGTATATGGATTTICAGAGECARATGM 600

allele 2 115 115

allele 1 472 [[ATATRARCTGGGATAAITICAIICCCCICICCCCATCCCGIGCIARCCTCAGATTITIAGAGATTIGICIGCATCCACCATGCITGIGARGARTGTATATGGATITICAGRGECARATG] 591

allele 2 121 121

allele 1 472 FRTATMCTGGGATMTTTCATTCCCCTCTCCCCATCCCGTGCTRACCTCAGATTTTAGAGATTTGTCTGCATCCACCATGCTTGTGAAGAATGTATATGGATTTTCAGAGGCMTGC‘ 581

Pax6-#z allele 2z 125 125
Control 592 [ATCTATTCCTAATTCACATTITGCTCAGTTGGECARAATTTTARAGGGARA AR A A TTCGATTATTTTCCCTTTGTTCTTTARRATCTARTACTGCTTTAAGCARGGTCAGCACRAARARAAD T11

Pax6-#1 allele
Pax6-#1 allele
Pax6-#2 allele

582 [RTCIATICCIARTTCACATITGCTCAGT IGGGCARRATTTTARGGGRRARL AN R TTCGATTATITICCCTITIGT ICTITARRATCTARTACTGCTTTARGCARGGTCAGCACRRARRLAD T11
585 [[ATCTATTCCTAATTCACATTITGCTCAGTIGGGCARAATTTTAAGGGRAARAARATTCGATTATTTTCCCTTTGTTCTTTARRATCTARTACTGCTTTAAGCARGGTCAGCACRARBARD] TO4
601 [ATCTATICCTAATTCACATITGCTCAGT IGGECARAATTTTAAGGGARAAAAAATTCGATTATTITICCCTTIIGTICTITAARATCTARTACTGCTTTAAGCAAGGTCAGCACAARAARR T20

1

2

1
Pax6-#2 allele 2 115 115
Pax6-43 allele 1 592 [[RATCTATTCCIAATTCACATITGCICAGITGGGCARAATTTTAAGGEARARRRRATICGATTATITICCCTITIGIICT ITARART CTARTACTGCT TTAAGCARGETCAGCACARARAAR T11
Pax6-#3 allele 2 121 121
Pax6-#g allele 1 592 [[ATCIATICCIAATTCACATITGCICAGIIGGGCARARTTTIAAGGGARARRAARTICGATITATITICCCITIGITCTI IARARTCIARTACTGCT ITAAGCARGGICAGCACARRARAR 711
Pax6-#2 allele 2 125 125

Control 712 [[TARCCTGACITAGTTIIGATGCATCITCACACAGIGT ITAGARRARTAGTITTITIGARAGCITT I TARAAAATARTICCARGTGT TIGARAGTATCATCATATTTGTAGTIITAGEEC 831
Pax6-§1 allele 1 712 [TTAACCTGACTTAGTTTTIGATGCATCTTCACACAGTGTTTAGARRAATAGTTTTTTTGARAGCTTTTTARAARATAATTCCARGTGTTTGARAGTATCATCATATTTGTAGTTTTAGGGC 831
Pax6-#1 allele 2 705 TTAACCTGACTTAGTTITGATGCATCTTCACACAGIGTTTAGAARAATAGTTTTITIGARAGCTITITARAARATARTTCCARGTGTTIGARAGTATCATCATATTTGTAGTTTTAGGGC 824
Pax6-#2 allele 1 721 [TAACCTGACTTAGTTITGATGCATCTTCACACAGTGTTTAGAARAATAGTTTTITTGAAAGCTTTTTARAARATARTTCCAAGTGTTTGARAGTATCATCATATTTGTAGTTTTAGGGH 840
Pax6-#2 allele 2 115 115
Pax6-#3 allele 1 712 [[TARCCTGACTIAGTIIIGATGCATCITCACACAGIGTTITAGAARAATAGTTITIITIGARAGCTITITARAARATARTICCARGTGITIGARAGTATCATCATATIIGTAGTITTAGEGM 831
Pax6-#3 allele 2 121 121
Pax6-#g allele 1 712 [[TAACCTGACTTAGTTIIGATGCATCITCACACAGIGITTAGAARAATAGTTTTITIGARAGCTTTITARARAATARTTCCARGTGTTIGARAGTATCATCATATTTGTAGTTITAGEGM 831
Pax6-#z allele 2 125 125
Control 232 [[ACRGATGTAARTITITARGGARARRAGCTCTCIATAGTAAGITCICGTACCATIGARGETATATIITIGI GITATAGACCCATGCAGAT GCARRAGT CCAGGTGCTGGACRGTGARRACE 951
Pax6-#1 allele 1 832 [ACAGATGTAATTTITAAGGAAARAAGCTCTCTATAGTAAGTTCTCGTACCATTGAAGGTATATTTTTGTGITATAGACCCATGCAGATGCARRAGTCCAGETGCTGEACRGTGARAACE 351
Pax6- 1 allele 2 825 TACAGATGTAATTTTITAAGGAAANAAGCTCTCTATAGTAAGTTCTCGTACCATTGAAGGTATATTTTTGTGTTATAGACCCATGCAGATGCARAAGTCCAGGTGCTGGACAGTGAARAC 944
Pax6-#2 allele 1 841 [[ACAGATGTAATITITAAGGARARAAGCTCTCTATAGTARGTTCTCGIACCATTGAAGGIATATIITIGTGITATAGACCCATGCAGATGCARRAGTCCAGGTGCTGEACRGTGARRACE 260
Pax6- $2 allele 2 115 o
Pax6- 3 allele 1 832 "EACAGATGTAATTTTTMGGMMAGCTCTCTATAGTMGTTCTCGTACCATTGABGGTATATTTTTGTGTTATAGACCCATGCAGATGCMAAGTCCAGGTGCTGGACAGTGmACGr{ 951
Pax6-#3 allele 2 121 121
Pax6- 8 allele 1 832 [[ACAGATGIARTITITAAGGAAARAAGCICICIATAGIARGIICICGIACCATIGARGEIATATTITIGIGITATAGACCCATGCAGATGCARAAGTCCAGETGCIGGACAGTGAARACE 951
Pax6- 8 allele 2 125 125
Control 952 [ARGCTIGICATIGITTARTGCATACITARACAATITTATITIIIGICITGARATTAT TARTARTGIGGITTITTIGICCARTICCCCARTGCAGGIGTCCARCGEATGTGIGRGTARAAT 1071
Pax6- 1 allele 1 952 MAAGCTTGTCATTGTTTAATGCATACTTARACAATTTTATTTTTGTCTTGRARATTATTAATAATGTGGTTTITTTGTCCARATTCCCCAATGCAGGTGTCCARCGEGATGTGTG--——-——~ 1063
Pax6-#1 allele 2 945 [[AAGCTTGTCATIGITTAATGCATACTTARACAATITTATTS EEH
Pax6-#2 allele 1 961 [AAGCTTGICATIGITIAATGCATACTTARACAATITTATTITIGICIIGARRTTATTARTARTGIGGITIIITIGICCARTICCCCARTGCAGGIGICT] 1060
Pax6- 2 allele 2 11§ F.CTTmCMTTTTATTTTTGTCTTGAAATTATTABTABTGTGGTTTTTTTGTCCMTTCCCCMTGCAGGTGTCCMCGGATGTGT 209
Pax6-#3 allele 1 952 [AAGCTIGICATIGITIARTGCATACTTARACAATITTATITTITGTCITGARATTATTAATAATGTGEITTITTTISTCCARTICCCCARTGCAGGTGTCCARCGEATGTGIERGTARAAT 1071
Pax6-#3 allele 2 122 AT 124
Pax6- 8 allele 1 952 "EAAGCTTGTCATTGTTTMTGCRTACTTMACAATTTTATTTTTGTCTTGAAATTATTAATABTGTGGTTTTTTTGTCCMTTCCCCMTGCAGGTGTCCMCGG&TGTGTGI— ——————— 1063
Pax6-#g allele 2 125 125
Control 1072 TCTGGGCAGGTATTACGAGACTGGCTCCATCAGACCCAGGGCART CGGAGGCAGTARGCCAAGAGTGGCGACTCCAGRAGTTGTAAGCARAATAGCCCAGTATARACGGGAGTGCCCGTC 1191
allele 1 1064 -—--[GECAGETATTACGAGACTGGCTCCATCAGACCCAGGECARTCGGAGGCAGTARGCCARGAGTGGCEACTCCAGRAGTTGTARGCARRATAGCCCAGTATARACGEEAGTGCCCETC 1179

allele 2 986 T TGTAAGCARARTAGCCCAGTATARACGGEGASTGCCCGIC] 1026

allele 1 1060 1060

allele 2 210 TCTGEECAGETAITACGAGACTGGCTCCATCAGACCCAGGECARTCGGAGGCAGTARGCCARGAGTGECEACTCCAGRAGITGIARGCARAATAGCCCAGTATARACGEEAGTGCCCEIC 329

allele 1 1072 ICTGGGECAGETATTACGAGACTGGCTCCATCAGACCCAGGECARTCGGAGGCAGTARGCCARGAGTGGCGACTCCAGRAGTTGTARGCARRATAGCCCAGTATARACGEEAGTGCCCETC 1191

allele 2 125 TCTGGGCAGGTATTACGAGACTGGCTCCATCAGACCCAGGGCAATCGGAGGCAGTARGCCARAGAGTGGCGACTCCAGRAGTTGTAAGCARAATAGCCCAGTATARACGGGAGTGCCCGTC] 244

2 allele 1 1064 ----EGCAGGTATTACGAGACTGGCTCCATCAGACCCAGEECAATCGEAGGCAGTARGCCAAGAGTGECGACTCCAGRAGTTGTAAGCARAATAGCCCAGTATARACGEGAGTGCCCGIC] 1178
allele 2 126 ——-— ACTGGCTCCATCAGACCCAGEGCARTCGEAGECAGTARGCCAAGAGTGECGACTCCAGRAGTTGTAAGCARARTAGCCCAGTATARACGGGAGTGCCCETC 231

Control 1182 CATCTIIGCITGGGEAAATCCGAGACAGATIACTCTCCGAGGGGEICTGTACCAACGACAATATACCCAGTGTAAGTTCATIGTGAACACTIGTCTCCCACGCACCAAGCTCCTCACTCTC 1310
Pax6-#1 allele 1180 LATICTITGCITGGGRARTCCGAGRCAGATIACTCTCCGRAGEGEEICTGTACCARCGACARTATACCCAGTGTARGTTCATIGIGAACACTGTCTCCCACGCACCRAGCTCCTCACTCTC, 1298
Pax6- 1 allele 1027 CATCTTTGCTTGGGRAATCCGAGACAGATTACTCTCCGAGGGGGTCTGTACCARCGACARTATACCCAGTGTAAGTTCATTGTGAACACTGTCTCCCACGCACCRAGCTCCTCACTCTC, 1145
Pax6- #2 allele 1061 :”‘CTCCCACGCACCAAGCTCCTCACTCTC 1088
Pax6-#2 allele 330 CRICTITGCITGGGRRRTCCGAGRCAGATIACTCTCCGRGEGEEICTGTACCARCGRCARTATACCCAGTGTAAGTTCATIGTIGRACACTGTCTCCCACGCACCRAGCTCCTCACTCTC 448
Pax6- #3 allele 1192 CATCTTTGCTTGGGRAAATCCGAGACAGATTACTCTCCGAGGGGGTCTGTACCARCGACARTATACCCAGTGTAAGTTCATTGTGAACACTGTCTCCCACGCACCRAGCTCCTCACTCTC, 1310
Pax6- #3 allele 245 CATCTTIIGCITGGGEAAATCCGAGACAGATTACTCTCCGAGGGEETICTGTACCAACGACAATATACCCAGTGTAAGTTCATIGT GAACACTGTCTCCCACGCACCAAGCTCCTCACTCTC, 363
Pax6- #g5 allele 1180 LATICTITGCITGGGRARTCCGAGRCAGATIACTCTCCGRAGEGEEICTGTACCARCGACARTATACCCAGTGTARGTTCATIGIGAACACTGTCTCCCACGCACCRAGCTCCTCACTCTC, 1298
Pax6- 8 allele 232 CATCTTTGCTTGGGRAAATCCGAGACAGATTACTCTCCGAGGGGGTCTGTACCARCGACAATATACCCAGTGTAAGTTCATTGTGAACACTGTCTCCCACGCACCRAGCTCCTCACTCTC] 350

PR S R R

Supplemental Fig. S3. Sequencing of the PCR products (derived from abnormal fetuses carrying indels in the
target Pax6 locus; shown in Fig. 4D) cloned into a TA cloning vector. Based on these sequence data, the
deduced amino acid sequences are aligned and shown in Fig. 4F.
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Supplemental Fig. S4. Sequencing results of off-target
candidate loci in fetal/newborn offspring after i-GONAD.
The 20-bp target sequences and PAM (underlined) are

shown.
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