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Table S1 Detailed results of the in vitro electroporation in the presence of ribonucleoprotein (RNP) targeted toward the exon 4 of murine

GGTAL.
Name of single Pattern of mutations in Sequence at exon 4 of porcine GGTAL?
embryos?! exon 4 of GGTA1?
#1 Mosaic AATAAANAG TGGTTCTGTCAATGCTGCTTGTCTCAAC
#2 Bi; Ins AATAAATGTTTCAA@AAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC
#3 Bi; Del/Ins AATAATGTTCTGAAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC
44 Bi: Ins AATAATGTTTTCATTTAATGTTTAATGTTTTCATTTAATGAATGTTGA@AAGAGTGGTTCTGTC

AATGCTGCTTGTCTCAAC

#5 Normal AATAATGTCAA@AAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC
#6 Bi; Del/Ins AATAAATGTG@AAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC
#7 Bi; Ins AATAATGTTCAA@AAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC
#8 Bi; LD AATAATGG NGGAAGAATGATGGTTTCGGTCA
#9 Bi; LD AAAAAGAGAGGGAAAGAGGGTTTCATTCTGCG
#10 - -
#11 Normal AATAATGTCAA@AAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC
#12 Bi; Del AATAATGTG&AAGAGTGGTTCTGTCAATGCTGCTFGTCTCAACTG
#13 - -
#14 Normal AATAAATGTCAA@AAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC
#15 Bi; Del AATAAATGTG@AAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC
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AATAAAAAG GAAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC

AATAATGAATGTCAAAGGAAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC
AATAATGIAATGTCAAAGGAAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC

AATAATGAATGTCAAAGGAAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC
AATAATGAATGTTCAAAGGAAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC
AATAATGAATGAAAGGGGAAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC

AATAATGIAATGT N AAAGGAAGAGTGGTTCTGTCAATGCTGCTTGTCTCAACTG
AATAATGAAGGAAGAGTGGTTCTGTCAATGCTGCTTGTCTCAACTG

AATAAAT@ AAGAGTGGTTCTGTCAATGCTGCTTGTCTCAACTG

AATAAATAAGGAAGAGTG GTTCTGTCAATGCTGCTTGTCTCAACTG
AATAAATGTCAAAGGAAGAGTG GTTCTGTCAATGCTGCTTGTCTCAAC

AATAATG GAAAAGGAAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC
AATAATGAAA& AAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC
AATAAATGTAA& AAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC
AATAAATGTCAA@ AAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC

AATAATG GAAAAGAAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC

AATATTGTN NAAGGGCTAGNGGTTCTGNCTGTGCTGCTTGTGTCAACTG
AATAAATGTTATTCATTCATTATATT@AAGAGTG GTTCTGTCAATGCTGCTTGTCTCAAC

AATAAAAG GAAGAGTGGTTCTGTCAATGCTGCTTGTCTCAAC
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Yn vitro electroporation (EP) was performed on porcine parthenotes in the presence of RNP targeted toward porcine GGTAL. The treated parthenotes
were cultured until reaching the blastocyst stage. The resulting single blastocysts were subjected to molecular biology analysis to detect the possible
mutations in the target area of GGTA1. Among the 34 blastocysts obtained, genomic DNA could not be extracted from sample #10 and #13
blastocysts. The parthenotes numbered #1 to #19 are the samples electroporated 4 times, while those numbered #20 to #34 are the samples
electroporated 7 times.

2Mutations that occurred in the exon 4 of GGTA1 are defined as Ins [insertion of nucleotide(s)], Del [deletion of nucleotide(s)], Del/Ins [deletion of
nucleotide(s) and subsequent insertion of nucleotide(s)], Mosaic (comprising several mutations in one embryo), LD [large deletion (at least 20 bp)
immediately next to the translation initiation site (ATG)], and Normal (exhibiting no mutation in either of the alleles in an embryo). Bi: bi-allelic KO
mutations.

3Sequences of the exon 4 of GGTA1, including the ATG site (boxed). The PAM site is underlined. The nucleotides depicted in red are those inserted,
replaced, mixed (represented by N), or derived from the downstream sequence.
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Table S2 Nucleotide sequences of a region spanning a sequence recognized by gRNA (targeted to GGTA1) in sub-clones from #2, #6, #1,
#22 and #32 samples1.

Name of fetuses I\/Iode.of 5 Mode Sf mutations in sub- Sequence (5'-3')/ PAM Rate
mutations clones

#2 Bi Ins ATAAATGTTTCAA@AAGAGTGGTTCTGTCAATGCTGCTT 6/6 (100%)

#6 Bi Del/Ins ATAAATGTG@AAGAGTGGTTCTGTCAATGCTGCTT 6/6 (100%)

#1 Mosaic Wild-type ATAAATGTCAA@AAGAGTGGTTCTGTCAATGCTGCTT 1/9 (11%)
Del® AAAAGAGTGGTTCTGTCAATGCTGCTT 7/9 (78%)
Replac* ATAATGTCAA@ACGAGTGGTTCTGTCAATGCTGCTT 1/9 (11%)

#22 Mosaic Wild-type ATAATGAATGTCAAAGGAAGAGTGGTTCTGTCAATGCTGCTT 3/6 (50%)
Replac® ATAATWTAA&AAGAGTGGTTCTGTCAATGCTGCTT 1/6 (17%)
Replac® ATAATGGCAA@GGTACTGGCTCTGCCGCTGCTGCTI' 1/6 (17%)
Replac’ ATAATGTCAA@AAAAGAGGGTCTGTCAATGCTGCTI' 1/6 (17%)

#32 Mosaic Wild-type ATAAATGTCAA@AAGAGTGGTTCTGTCAATGCTGCTT 5/16 (31%)
Del® AAAAGAGTGGTTCTGTCAATGCTGCTT 7/16 (44%)
Del® AAAAAGTGAATGGCAAAGGGATACTGGTTCTGCCGCTG 1/16 (6%)
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Replact® ATAATGATTGTCAAAGGGCTGCTTGTTCTGTCTGTGCTGCTT 2/16 (13%)
Replactt ATAATGATTGTCAAAGGGCTGCTTGGCTCGTCTGTGCTGCTT 1/16 (6%)

1. 1Sub-cloning was performed using TA cloning system. The samples sub-cloned are those with bi-allelic KO phenotype (Bi) for #2 and #6, and those
with mosaic mutations, which had “N” in the sequence recognized by gRNA (see Suppl. Table 1).
2Mode of mutations are classified as Bi or mosaic (including multiple alleles).
318-bp deletion, including ATG.
4Replacement (A to C) immediately below the PAM.
5Replacement (GTC to TTT) immediately below ATG.
6Replacement (TCAAAGGAAGAGTGGTTCTGTCAA to GCAAAGGGGTACTGGCTCTGCCGC) including the PAM.
7Replacement (GAGT to AAGAG) immediately below the PAM.
818-bp deletion, including ATG.
90ver 30-bp deletion, including ATG and PAM.
. 10Replacement (AAGAGTGGTTCTGTCAA to GCTGCTTGTTCTGTCTG) immediately below the PAM.
. 11Replacement (AAGAGTGGTTCTGTCAA to GCTGCTTGGCTCGTCTG) immediately below the PAM.
Abbreviations: Ins, insertion; Del, deletion; Replac, replacement.
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