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Fig. S1. MultiNA gel images of heteroduplex mobility assay
(HMA) for detecting off-target alterations. Potential off-target
loci for target no. 1 (OT1), no. 2 (OT2), or no. 3 (OT3) were
analyzed using the mixture of genomic DNA extracted from 12
embryos that were injected with 100 ng/mL of Cas9 RNA and
either 25 ng/mL of sgRNA no. 1, 2a, or 3a, respectively. I and II
indicate the potential off-target loci identified by criteria (i) and
(ii). Sequences of the off-target loci and primers used for HMA
were listed in supplementary material Tables S3 and S4. Red
letters indicate two mutagenized off-target loci (OT2-I4 and
OT2-II4).

Table S1. Primer sequences used in this study

Name Sequence (59–39) Usage

hSpCas9FW GCAGGATCCGCCACCATGGACTATAAGGAC Cloning of hSpCas9 into the pCS2+ vector
hSpCas9RV AGTTCTAGATTACTTTTTCTTTTTTGCCTGGC Cloning of hSpCas9 into the pCS2+ vector
DJ1-FW2 TGTGACTGTAGCGGGTCTGA HMA, RFLP
DJ1-RV1 GTGTGAACAACGCTGCATTT RFLP, direct sequencing
DJ1-RV2 GTCGCAATTGCCATCACTTT HMA
DJ1-FW3 CAGGAATTCTTTTTGTCTCTTGGTGGTGCT Subcloning into the pBluescript vector
DJ1-RV3 CCCCTCGAGGTGTGAACAACGCTGCATTT Subcloning into the pBluescript vector
M13-FW GTAAAACGACGGCCAGT Sequencing
M13-RV GGAAACAGCTATGACCATG Sequencing
T7 promoter TAATACGACTCACTATAGGG Sequencing
SP6 promoter TATTTAGGTGACACTATAG Sequencing

Table S2. Oligonucleotide sequences used for construction of sgRNAs

sgRNA ID Direction Sequence (59–39)

No. 1 Sense TAGGCCTCTTCCAAGCTAGTAT
Anti-sense AAACATACTAGCTTGGAAGAGG

No. 2a Sense TAGGTCCAGTGCAGCAGAAACG
Anti-sense AAACCGTTTCTGCTGCACTGGA

No. 2b Sense TAGGCGTCCAGTGCAGCAGAAACG
Anti-sense AAACCGTTTCTGCTGCACTGGACG

No. 3a Sense TAGGTCTGTCCCGATACTAGCT
Anti-sense AAACAGCTAGTATCGGGACAGA

No. 3b Sense TAGGCATCTGTCCCGATACTAGCT
Anti-sense AAACAGCTAGTATCGGGACAGATG
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