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Supplementary Figure 1. Additional examples of color pattern reduction caused by spalt
deletions. Examples of minor eyespot reduction phenotypes: (a) V. cardui ventral hindwing; (b) J.
coenia ventral forewing; (c) V. cardui ventral hindwing; (d) V. cardui dorsal hindwing. (€) Loss of
discal spot on aJ. coenia dorsal forewing associated with vein abnormalities.
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Supplementary Figure 2: Additional examples of DIl deletion phenotypes. (a) Reduction of the
distal leg (tarsus) in V. cardui. (b) Bilateral reduction of antennaand palp in V. cardui. (¢) Reduction of
parafocal elements on V. cardui dorsal hindwing. (d) Reduction of margin patterns on dorsal J. coenia
hindwing.
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Supplementary Table 1: sgRNAs and primers used in this study

Target
gene

sgRNA name

sgRNA sequence*

Genotyping primers

V. cardui

Ddc

V. cardui

spalt

V. cardui

Distal-less

J. coenia

spalt

J. coenia

Distal-less

Vedde_sgRNA1
Veddc_sgRNA2

Vespalt_sgRNA1

Vespalt_sgRNA2

Vedil_sgRNAT

VcedIl_sgRNA2

Jespalt_sgRNA1

Jespalt_sgRNA2

Jedll_sgRNA1
Jedll_sgRNA2

GAAATTAATACGACTCACTATAGGAGTACCGTTACCTGATGAGTTTTA GAGCTAGAAATAGC
GAAATTAATACGACTCACTATAGGTGGTCGTGTTTCAAGTAGAGG A GAGCTAGAAATAGC

GAAATTAATACGACTCACTATAGGACCAATTTCAATAGCAACG AGAGCTAGAAATAGC
GAAATTAATACGACTCACTATAGGGGAATATTGGCGGAGGGAGTTTTAGAGCTAGAAATAGC

GAAATTAATACGACTCACTATAGGGCCTCCTCAGTCCTCGGAGTTTTAGAGCTAGAAATAGC
GAAATTAATACGACTCACTATAGGAGAATCCTCATGAAGCCTCGGTTTTAGAGCTAGAAATAGC

GAAATTAATACGACTCACTATAGGAACGTTTAGAACAAGTGAGGGTTTTAGAGCTAGAAATAGC

GAAATTAATACGACTCACTATAGGTGGGTCTTCCCTTTCCCGGTTTTAGAGCTAGAAATAGC

GAAATTAATACGACTCACTATAGGGCCTCCTCAGTCCTCGGAG AGAGCTAGAAATAGC
GAAATTAATACGACTCACTATAGGAAACCCTGATGCCTCGTGG AGAGCTAGAAATAGC

5'-GCTGGATCAGCTATCGTCT
5'-GCAGTAGCCTTTACTTCCTCCCAG

5'-AGCAACGAAGATCAAATTGGCAGA
5'-ATGGGAGGGAAGCCGTTGTG

5'-GTGATAGTGATGCTGTGTACTGCAGTT
5'-CGCACTGTGGAGCATAGGAACCT

5'-CAATGCAAATGGGAGAAGAACG

5'-GAATTGTGCTACGGCAACTTTTGT

5'-TGCGGGGCATAGGAACCTAAATG
5'-TTACCCGAATTCAATCCCCTAGTAC

*: sgRNAs designed with GGN18NGG rule are marked with red GG; sgRNAs designed with N20NGG rule are marked with blue GG.



