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Supplementary Figure S1. Embryos analyzed for their Fgf10 gene sequence.

The genomic sequence of the Fgf10 locus was analyzed for four selected embryos generated from eggs electroporated
with various concentrations of Cas9 mRNA and gRNA (Supplementary Table 2). Embryos were categorized into three

types (I, I, or III) based on their limb phenotype.
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Supplementary Figure 2. HDR-mediated insertion of a restriction enzyme recognition sequence.

(a) Schematic of the target sequence and the ssODN designed to insert the ECORV recognition site (shown in red) into the
mCherry locus. The protospacer-adjacent motif (PAM) sequence 1s shown in blue. Black underline indicates the gRNA
recognition sequence (protospacer sequence). (b) RFLP analysis of the collected embryos. EcoRV-inserted alleles were
digested into two bands (341 bps and 92 bps). The intact allele had 431 bps. The digested bands were observed in
embryos # 2, 3, 5, and 6. The PAM sequence is shown in blue. Black underline indicates the gRNA recognition sequence
(Protospacer sequence). (¢) Schematic of the target sequence and the ssODN designed to insert the Xbal recognition site
(shown in red) into the Figf10 locus. (d) RFLP analysis. Xbal-inserted alleles were digested into two bands (308 bps and
194 bps). The two digested bands were observed in embryos #1, 5, 6, and 7.
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