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WT GGGATAAAGGTAAAGTCAGAGCTGCAGAGCTGTTGTCCAGGGGTGAAGACACAAAGGCCCAGTGGCAGGTCTTTTCTCCCCCARAGCCGATACCACCTGCAGGGCCCGGGCCTCTCCTGA
Del GGGATAAAGGTAAAGTCAGAGCTGCAGAGCTGTTGTCCAGGGGTGAAGACACAAAGGCCCAGTGGCAGGTCTTTTCTCCCCCAAAGCCGATACCACCTGCAGGGCCCGGGCCTCTCCTGA
HP Meis
WT GTGTCCCAGCACCACTCTCC. TGATGATTAATCACGGAGTGCTAAGAGGGGGGGGGTGGTTGCACCCTGACACAGCCATAATGCTGGTCAECAGAGTCTGGATTGGCCAGCGGTGGTC
Del GTGTCCCAGCACCACTCTCC. ~CCAGAGTCTGGATTGGCCAGCGGTGGTC
HP
WT PGT TGTCCGAGGébGATGGATGACCTCGACCTCCTGTCATTAACAAGAGAAGAAACAAAACAGACAACAAAAAGAAAGGCAGCACGGTGTGAGGGAGAGTTTGTGTGGGAATA
Del |5 ¥ GATGGATGACCTCGACCTCCTGTCATTAACAAGAGAAGAAACAAAACAGACAACAAAAAGAAAGGCAGCACGGTGTGAGGGAGAGTTTGTGTGGGAATA
WT GGGATAAAGGTAAAGTCAGAGCTGCAGAGCTGTTGTCCAGGGGTGAAGACACAAAGGCCCAGTGGCAGGTCTTTTCTCCCCCARAGCCGATACCACCTGCAGGGCCCGGGCCTCTCCTGA
Del GGGATAAAGGTAAAGTCAGAGCTGCAGAGCTGTTGTCCAGGGGTGAAGACACAAAGGCCCAGTGGCAGGTCTTTTCTCCCCCAAAGCCGATACCACCTGCAGGGCCCGGGCCTCTCCTGA
HP Meis
WT GTGTCCCAGCACCACTCTCCAAATGATGATTAATCACGGAGTGCTAAGAGGGGGGGGGTGGTTGCACCCTGACACAGCCATAATGCTGGTCACCAGAGTCTGGATTGGCCAGCGGTGGTC
Del GTGTCCCAGCACCACTCTCCAAATGATGATTAATCATGCGTCAATGGGCGACGATGATTGACGCAAATGATGA TTA. ATCATGCGTCAATGGGCGAC
HP
WT GTCCGAGGAA--——=— GATGGAT[GACCTCGACCTCCTGTCATTAACAAGAGAAGAAACAAAACAGACAACAAAAAGAAAGGCAGCACGGTGTGAGGGAGAGTTTGTGTG
Del GTCCGAGGAIGATGGATGACCTCEACCTCGACCTCCTGTCATTAACAAGAGAAGAAACAAAACAGACAACAAAAAGAAAGGCAGCACGGTGTGAGGGAGAGTTTGTGTG
WT GGGATAAAGGTAAAGTCAGAGCTGCAGAGCTGTTGTCCAGGGGTGAAGACACAAAGGCCCAGTGGCAGGTCTTTTCTCCCCCAAAGCCGATACCACCTGCAGGGCCCGGGCCTCTCCTGA
Del GGGATAAAGGTAAAGTCAGAGCTGCAGAGCTGTTGTCCAGGGGTGAAGACACAAAGGCCCAGTGGCAGGTCTTTTCTCCCCCAAAGCCGATACCACCTGCAGGGCCCGGGCCTCTCCTGA
HP Meis
WT GTGTCCCAGCACCACTCTCC. GATGATTAATCACGGAGTGCTAAGAGGGGGGGGGTGGTTGCACCCTGACACAGCCATAATGCTGGTCACCAGAGTCTGGATTGGCCAGCGGTGGTC
Del GTGTCCCAGCACCACTCTCC. ACCAACGGCCACTGACTTACTGGTGCCCAAC AT----CCCGGGGTAAGGGGTGGAAC
P HP
WT AGTGGG! TGTCCGAGGARGATGGATGACCTCGACCTCCTGTCATTAACAAGAGAAGAAACAAAACAGACAACAAAAAGAAAGGCAGCACGGTGTGAGGGAGAGTTTGTGTGGGAATA
Del ATTACATTGACGCAGGTTGCAGATGGATGACCTCGACCTCCTGTCATTAACAAGAGAAGAAACAAAACAGACAACAAAAAGAAAGGCAGCACGGTGTGAGGGAGAGTTTGTGTGGGAATA
WT GGGATAAAGGTAAAGTCAGAGCTGCAGAGCTGTTGTCCAGGGGTGAAGACACAARAGGCCCAGTGGCAGGTCTTTTCTCCCCCAAAGCCGATACCACCTGCAGGGCCCGGGCCTCTCCTGA
Del GGGATAAAGGTAAAGTCAGAGCTGCAGAGCTGTTGTCCAGGGGTGAAGACACAAAGGCCCAGTGGCAGGTCTTTTCTCCCCCAAAGCCGATACCACCTGCAGGGCCCGGGCCTCTCCTGA
HP Meis
WT GTGTCCCAGCACCACTCTCC TGATGATTAATCACGGAGTGCTAAGAGGGGGGGGGTGGTTGCACCCTGACACAGCCATAATGCTGGTCACCAGAGTCTGGATTGGCCAGCGGTGGTC
Del GTGTCCCAGCACCACTCTCCAL- GAGTCTGGATTGGCCAGCGGTGGTC
) HP
WT PG‘ GTéEGAGEAAGATGGATGACCTC ACCTCCTGTCATTAACAAGAGAAGAAACAAAACAGACAACAAAAAGAAAGGCAGCACGGTGTGAGGGAGAGTTTGTGTGGGAATA
Del |5 -CGAGE -FACCTCCTGTCATTAACAAGAGAAGAAACAAAACAGACAACAAAAAGAAAGGCAGCACGGTGTGAGGGAGAGTTTGTGTGGGAATA
WT GGGATAAAGGTAAAGTCAGAGCTGCAGAGCTGTTGTCCAGGGGTGAAGACACAAAGGCCCAGTGGCAGGTCTTTTCTCCCCCAAAGCCGATACCACCTGCAGGGCCCGGGCCTCTCCTGA
Del GGGATAAAGGTAAAGTCAGAGCTGCAGAGCTGTTGTCCAGGGGTGAAGACACAAAGGCCCAGTGGCAGGTCTTTTCTCCCCCARAGCCGATACCACCTGCAGGGCCCGGGCCTCTCCTGA
HP Meis
WT GTGTCCCAGCACCACTCTC TGATGATTAATCACGGAGTGCTAAGAGGGGGGGGGTGGTTGCACCCTGACACAGCCATAATGCTGGTCACCAGAGTCTGGATTGGCCAGCGGTGGTC
Del GTGTCCCAGCACCACTCTCOIGCGTCAATGTAATCGGAAGAGCGTTCCC
HP
WT \TGTCCGAGGAAGA['GGATGACCTCGACCTCCTGTCATTAACAAGAGAAGAAACAAAACAGACAACAAAAAGAAAGGCAGCACGGTGTGAGGGAGAGTTTGTGTGGGAATA
Del TACACGACGCTCGACC|IITGGATGACCTCGACCTCCTGTCATTAACAAGAGAAGAAACAAAACAGACAACAAAAAGAAAGGCAGCACGGTGTGAGGGAGAGTTTGTGTGGGAATA




S3 Fig. Analysis of somatic deletions.

(A) PCR amplification of either wild type (WT) embryos or FO injected embryos (MUT), using the primers indicated in
Table 1. FO embryos were injected at the one-cell stage with CRISPR/Cas9 ribonucleic complexes targeting elements A,

C, D, E, F or the krox20 gene and PCR amplifications were performed on whole embryos at stages 12s (for element A, and
the krox20 gene) or at 22s (for elements C, D, E and F), corresponding to stages of in situ hybridization analysis. Complete
elimination of the wild type diagnostic fragments demonstrates the high efficiency of the procedure. (B) Sequence align-
ments of wild type element C (WT) with five mutated alleles generated by CRISPR/Cas9 injections. Red brackets indicate
the limits of the deletions and putative binding sites for transcription factors are indicated: Hox/Pbx (HP) in purple, Meis in
pink, and Sp in orange.



