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Supplementary Figure 11. CRISPR/Cas9 induced double and triple GO mosaic mutant
phenotypes from single injections. Larval, pupa and adult GO mosaic phenotypes of double
mutants including yellow body and white eyes (yellow/white), a mixture of yellow and dark body
(yellow/ebony), dark body and white eyes (ebony/white), and one triple mutant which is a
phenotypic mixture of yellow and dark body and white eyes (vellow/ebony/white).
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Supplementary Figure 12. Confirmation of the precise donor insertions in the target loci
via HDR. Genomic DNA sequencing was performed to confirm the donor construct insertions in
white and kh. Sequencing of the 3’-end amplification fragments with primers of AE025 and
AEO026 (left), and 5’-end amplification fragments with primer AE027 and AE028 (right) from the
white donor G1 founder (A). Sequencing of the 3’-end amplification fragments with primers of
AEO019 and AE020 (left), and 5’-end amplification fragments with primer AE021 and AE022
(right) from the G1 founder (B). Together, these results reveal precise integration of the white-

donor and kA-donor construct into the target locus.
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Supplementary Table 1. Supplementary table of primer sequences used in this study

Primer Primer sequence (5°-3°)

AE001 TTCCCACAATGGTTAATTCGAGCTCGCCCGGGGTTTAAACCATA
CTCGGTGGCCTCCCCAC

AE002 AACTCCTTGATGACGTTCTTGGAGGAGCGCACCATCTCGAGCAC
CAGAGACAGGTTGCGGC

AE003 CACGGCGGGCATGTCGACGCGGCCGCCGTCGTCAGTTATGGCGA
TGATGATGGTTGATGA

AE004 AAGAGGTTATCTTTTGTCTACAGAGTGAAACTCGAGATGGACTA
TAAGGACCACGACGGAG

AE005 CGGGTTCTCGACGGTCACGGCGGGCATGTCGACGCGGCCGCAC
GTTTTGTGCGCTCCGGG

AE006 CTCCGTCGTGGTCCTTATAGTCCATGTTTAAACTTGGATTTTGGA
CACTTATTAACACAC

AE007 CGACGGTCACGGCGGGCATGTCGACGCGGCCGCTCACCCGAAA
TTACGGTACTTATGATCA

AE008 GTCTCCGTCGTGGTCCTTATAGTCCATCTCGAGGCCTGTGATAAT
GCGAAAAAACATTTT

AE009 CGACGGTCACGGCGGGCATGTCGACGCGGCCGCATGTGAATCA
ACATTAGGTTGTCATGA

AEO10 TCCTTGTAGTCTCCGTCGTGGTCCTTATAGTCCATCTCGAGTTTC
CCCAGGGTGGAGCCTTC

AEOLL CGACGGTCACGGCGGGCATGTCGACGCGGCCGCTATCTTTACAT
GTAGCTTGTGCATTGAA

AEO12 GTAGTCTCCGTCGTGGTCCTTATAGTCCATCTCGAGATTCGTTGA
AATCTCTGTTGAGCAG

AEOL3 GTTCTCGACGGTCACGGCGGGCATGTCGACGCGGCCGCAGCGTG
AACCTTGCATGCGTGCA

AEO14 AGTCTCCGTCGTGGTCCTTATAGTCCATCTCGAGCTTGGATCAGT
CTGTGGAAAAGTCG
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CGGCATGGACGAGCTGTACAAGTAATTAATTAACTAGAATGAAT

AEOLS CGTTTTTAAAATAACAAATCA
AEO01L6 AAAAGTTGGTGGTGGGGAGGCCACCGAGTATGGGCGCGCCCCG
GCCGTTAACTCGAATCG

SoRNA-R AAAAGCACCGACTCGGTGCCACTTTTTCAAGTTGATAACGGACT
5 AGCCTTATTTTAACTTGCTATTTCTAGCTCTAAAAC

SORNA-kh-F GAAATTAATACGACTCACTATAGGGAATGAATGCCGGATTCGGT
5 TTTAGAGCTAGAAATAGC

AE017 GGCTATCTGGAGCTGTGTATTC

AE018 CTCCCAACGCGTATCACTAAA

AE019 CATAGGCCACCTATTCGTCTTC

AE020 ACCGATACCGATCGAATTTCTC

AE021 CATTTGGCCGTCGGAATTAAC

AE022 GTACCACACAGAACACGATGA

GAAATTAATACGACTCACTATAGGTCCTTCAGGTCGCCTCCGGG

RNA-White 1-F
5g e TTTTAGAGCTAGAAATAGC

seRNA-White 2-F GAAATTAATACGACTCACTATAGGTCAGGGTTTCCGATGCAAGT

TTTAGAGCTAGAAATAGC
AE023 GCACGAACGACTCACATACA
AE024 TAAGAGGCAAGACACCACAAG
AE025 GGAGATCGATGTGTTTGGAGAG
AE026 TGATTTGTCCGTGCGGTATG
AE027 CTCAAAGTACGCAGTCAGGAA
AE028 GGGTTCATCACAAAGCAACAG
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GAAATTAATACGACTCACTATAGGCCAGTCACCGTGAATTCAGT
TTTAGAGCTAGAAATAGC

AE029

CGGTTCGAGCATAGCTTCTT

AE030

GTTCTCTTCGGCATCGATCTT

sgRNA-Ebony-F

GAAATTAATACGACTCACTATAGGCCGTGTTCGGCGCAACGCGT
TTTAGAGCTAGAAATAGC

AEOQ31

CCTCACCAAGACCAACTACAA

AE(032

CTACACTGGTAGGGACGTAAAG

sgRNA-Deformed-
F

GAAATTAATACGACTCACTATAGGATAGGTCACCTGATGAAAGT
TTTAGAGCTAGAAATAGC

AAAGATCTGTGGAGGCAGAATAG

AE(033

AE034 CCTTGGTTGCAGAGAGTGATAA

sgRNA-Sine GAAATTAATACGACTCACTATAGGCGGTGGAAGTGGCACAGGA
oculis-F GGGTTTTAGAGCTAGAAATAGC

AE035 GACGAATCTAGAGCGTGTCATC

AE036 GGACTTAAGCCGAAGGAACAA

sgRNA-Vestigial-
F

GAAATTAATACGACTCACTATAGGACGTGTGCCCGTACTGCTGG
TTTTAGAGCTAGAAATAGC

TTCATCGGCGGAGAAGATTAC

AE037

AE038 TGCATCACTCTGAAGGCAATA

AE039 AAAGTGGCACCGAGTCGGTGCTTTTGCTAGCAATTCGAGCTCGC
CCGGGGATCT

AEO040 AACATTGTCAGATCCGAGATCGGCCGGCCTAGAAGCTTTAAGAT

ACATTGATGAGTTTGGAC
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AE041 TCCCACAATGGTTAATTCGAGCTCGCCCGGGGTCCTAGGCCTCA
CGCCACTCGTAGAATGA

AE042 ACAGTGGCCCAATTTCATATTCGTACCATTTAAATAAAGCGTTC
AGCAAGGTTGTTTTA

AE043 GGCTTGGATAGCGATTCGAGTTAACGGCCGGGTTTAAACTCAAG
ATCGCACCGACTTCAG

AE044 TGGTGGGGAGGCCACCGAGTATGGGCGCGCCCCTAATGATTGA
AGTCGTTTTTGGATG

AE045 CCCACAATGGTTAATTCGAGCTCGCCCGGGGTCCTAGGACGCCC
TCCTCCAGCATGG

AE046 GGCTTCGAGACCGTGACCTACATCGTCGACTGCCCGTAGAAGGG
AACCATGGCAT

AE047 TAGCGATTCGAGTTAACGGCCGGGTTTAAACATTGTACTGTGTT
GACCGAGTTGTTC

AE048 TTGGTGGTGGGGAGGCCACCGAGTATGGGCGCGCCGTTTGTTGA
ATTTGCGACACGATAC
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