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[bookmark: _Hlk56672426]Figure S1. Genotypes of three G0 BmGR66 knockout silkworms generated by co-injection of sgRNAs T1, T2, T3, and T4 complexed with Cas9 protein
Mutations were detected in three male G0 silkworms by PCR-amplification of regions surrounding the four sgRNA targeting sites. Amplified products were then subcloned and sequenced. Nucleotides shown in red are base substitutions; boldface represents insertions; dashes represent deletions; blue indicates an inversion. For large deletions, the size of the deleted region is shown in parentheses. The numbers of specific mutations detected in subclone sequencing are shown to the right of each sequence.
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Figure S2. Genotypes of two G0 BmGR66 knockout silkworms generated by co-injection of sgRNA T1, T2, T3 and T4 with Cas9 protein
Mutations were detected in one male G0 and one female G0 silkworm by PCR-amplification of regions surrounding the four sgRNA targeting sites. Amplified products were then subcloned and sequenced. Nucleotides shown in red are base substitutions; boldface represents insertions; dashes represent deletions. The numbers of specific mutations detected in subclone sequencing are shown to the right of each sequence.
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Figure S3. Uncropped original PAGE gel image. The cropped area is indicated by a red dashed rectangle.
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Video S1. A compound heterozygous mutant of BmGR66 eating cabbage leaves. 
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image1.tiff
GR66:-2

GR664-3

GR66.-4

TTTAAATAARATAACATGTTTCAGTACACTCGACTCCCTTTTATCGCTTGTGGTAG (218 bp deletion) TGTGCAGTTATTGGTCTGCA
218 bp deletion, 6 bp substitution

GGATTCCATGTAATAGTTTATTAAATGTAAACGCGGGATAAGTARATTG--~~~. AGAAGGTGGCCATAATAATGCACTTCGAACGACACA
5 bp deletion
TTCCATGTAATAGTTTATTAAATGTAAACGCGGGATAAGTAAATTG---AGGTGGCCATAATAATGCACTTCGAACGACACARAGGCGTG
3 bp deletion

TTTATTARATGTAAACGCGGGATAAGTAAATTGAGATGATGTGTAATTGAGGTGGCCATAATAATGCACT TCGAACGACACARAGGCGTG
13 bp insertion

TTTAAATAAARATAACATGTTTCAGTACACTCGACTCCCTTTTATCGCTT-—-—--————~ ATGAGGATTCCATGTAATAGTTTATTARATG
TAAACGCGGGATAAGTAAATTG---AGGTGGCCATAATAATGCACTTCGAACGACACAAAGGCGTGCATGGGAAGCARATAT

10 bp deletion, 3 bp deletion

TTAATGAGGATTCCATGTAATAGTTTATTAAATGTAAACGCGGGATAAGTAAATTG:
3 bp deletion

—AGGTGGCCATAATAATGCACTTCGAACGACA

ATTGA--———- GGCCATAATAATGCACTTCGAACGACACAAAGGCGTGCATGGGAAGCAAATATATAACTGGTTTGATTAGAATCTGAAG
TGAATTCGGCACAATAAACACCAARAGCTATCAAAACATTTATAATGCAAGTCTGAATTACAAGTTTACTGGAACCTTGTGCAGTGTTGTA

6 bp deletion, 4 bp insertion

TATCGCTTGTGGTAG-—————————————————————————— TTAARATGTAAACGCGGGATAAGTAARATTGAGAAAAGTAATTAAAGGTG
27 bp deletion, 11 bp insertion

ACTCGACTCCCTTTTATCGCTTGTGGTAGTTAACTGCACAAGGTTCCAGTAAACTTGTAATTCAGACTTGCATTATARATGTTTTGATAG
CTTTGGTGTTTATTGTGCCGAATTCACTTCAGATTCTAATCAAACCAGTTATATATTTGCTTCCCATGCACGCCTTTGTGTCGTTCGAAG
TGCATTATTATGGCCACCTTTAATTCACTCAATTTACTTATCCCGCGTTTACATTTAATAAACTATTACATGGAATCCTCATTATTGGTC

228 bp inversion, in which are 7 bp insertion
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GR669-2

GR667-1

TTTCAGTACACTCGACTCCCTTTTATCGCTTGTG-~~~~~~. ATGAGGATTCCATGTAATAGTTTATTAAATGTAAACGCGGGATAAGTAAT
TTG---AGGTGGCCATAATAATGCACTTCGAACGACACAARAGGCGTGCATGGGAAGCARATATATAACTGGTTTGATTAGAATCTGAAGTG
AATTCGGCACAATAAACACCAAAGCTATCAAAACATTTATAATGCAAGTCTGAATTACAAGTTTACTGGAACCTTGTGCAGTCTATATTGG
TCTAGGTCTAGTATTGGTCTGCATCCGATGCARATATCAAACTTACAGAGCTCTGAATAA

7 bp deletion, 1 bp substitution, 3 bp deletion, 20 bp insertion

AAATTGAGAGTGCCATAATATTGAGGTGGCCATAATAATGCACTTCGAACGACACARAAGGCGTGCATGGGAAGCARATATATAACTGCTTT
GATTAGAATCTGAAGTGAATTCGGCACAATAAACACCARAGCTATCAAAACAT TTATAATGCAAGTCTGAATTACAAGTTTACTGGAACCT
T————- GTTATTGGTCTGCATCCGATGCAAATATCAAACTTACAGAGCTCTGAATAATACAGGC

14 bp insertion, 5 bp deletion

GGTAGTTCGGATGTAGGATGAGGATTCCATGTAATAGTTTATTARATGTARACGCCGGCGATAAGTARATTGAGAGTGCCATAATATTGAGGT
GGCCATAATAATGCACTTCGAACGACACAAAGGCGTGCATGGGARGCARATATATAACTGGTTTGAT TAGAATCTGAAGTGAATTCGGCAC
AATAAACACCARAGCTATCAARAACATTTATAATGCAAGTCTGAATTACAAGTTTACTGGAACCTT— ~GTTATTGGTCTGCATCCGATG

1 bp subtitution, 9 bp insertion, 14 bp insertion, 5 bp deletion
CCTTTTATCTACC=-=======~ AATGAGGATTCCATGTAATAGTTTATTAAATGTAAACGCGGGATAAGTAATTTG---AGGTGGCCATAA

TAATGCACTTCGAACGACACARAGGCGTGCATGGGAAGCARATATATAACTGGTTTGATTAGAATCTGAAGTGAATTCGGCACAATARACA
CCAAAGCTATCAAAACATTTATAATGCAAGTCTGAATTACAAGTTTACTGGAACCTTGTGCAGTCTATATTGGTCTAGGTCTAGTATTGGT

4 bp substitubtion, 9 bp deletion, 1 bp substitution, 20 bp insertion

CGCGGGATAAGTAAATTGA-—————— GCCATAATAATGCACTTCGAACGACACAAAGGCGTGCATGGGAAGCARATATATAACTGGTTTGA
TTAGAATCTGAAGTGAATTCGGCACAATAAACACCAAAGCTATCAAAACATTTATAATGCAAGTCTGAATTACAAGTTTACTGGAACCTTG
TGCAG-TATTGGTCTGCATCCGATGCAARATATCAAACTTACAGAGCTCTGAATAATACAG

7 bp deletion, 1 bp deletion

TTTATTAAATGTAARACGCGGGATAAGTAAATTGA-————— - GCCATAATAATGCACTTCGAACGACACAAAGGCGTGCATGGGAAGCAAATA
7 bp deletion
TTATCGCTTGTGGTAGTTGAGGATGAGGATTCCATGAGGATTCCATGTAATAGTTTATTAAATGTARACGCGGGATAAGTARATTG---AGG
TGGCCATAATAATGCACTTCGAACGACACAAAGGCGTGCATGGGAAGCARAATATATAACTGGTTTGAT TAGAATCTGAAGTGAATTCGGCAC

ARTAAACACCARAGCTATCAAAACATTTATAATGCAAGTCTGAAT TACAAGT TTACTGGAACCTTGTACCTTGTGTATTGGTCTGCATCCGA

1 bp substitution, 14 bp insertion, 3 bp deletion, 3 bp substitution, 3 bp insertion

TTTTATCGCTTGTGGTAGTT----AGGATTCCATGTAATAGTTTATTARATGTAAACGCGGGATAARGTAAATTGA-—————— GCCATAATAAT
GCACTTCGAACGACACARAGGCGTGCATGGGARGCARATATATAACTGGTTTGATTAGAATCTGAAGT GAATTCGGCACAATARACACCARAG
CTATCAAAACATTTATAATGCAAGTCTGAATTACAAGTTTACTGGAACCTTGTGCAG-TATTGGTCTGCATCCGATGCARAATATCAARACTTAC

4 bp deletion, 7 bp deletion, 1 bp deletion
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