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Z chr KI 5°F/R <« 671bp

Z chr KI 3'F/R < 584bp
PCR primers chicken genomic seq. on Z chr.
CATCCAGTAT T 25,813,892
TCTGTGTTCT 'C GTTTGCTGTT GGCTTTGCTG T 25,813,942 .
ZchrKI S'F  CGTCGTTTAC [ T 25,813,992 9! seq.
GTCAGCARAT AGAAGTAATA ACCCTGTACT TGTTATTTCC CTTTGTTACA 25,814,042
TTTACTATGC TTCTTCTTAC CTTGCTGTGT 25,814,092
GTAGTTTCTC CCTTCATGTT GAAAC
25,814,118
ITT GAGG —
2 5'-flaking arm
(399bp)
Z chr cont F
25,814,
ggegegee (Asc 1)
cgatgtacag
Zchr KI SR
cccecgecea ttgacgtcaa taatgacgta tgttcccata gtaacgccaa
tatgggactt tcctacttgg cagtacatct acgtattagt catcgetatt
gatagcggre CMV promoter
aa g ]
aaattaatac gactcactat agggagaccc aagcttggta ccgagetcgg
g9 aattctgcag tcgacggtac
atggtgagca agggcgagga gotgticace ggggtggtgc Coatcctggt
c gt
tcttcaagtc cgccatgccc gaaggctacg tccaggageg caccatcttc
t agttcgaggg
eGFP
tggacgagct gtacaagtaa
agcggeegeg
Z chr KI 3°F bovine polyA
tgggaagaca atagcaggca tgctggggat gcggtggget ctatgg
—ggceggee (755 17

25,814,540

2 3'-flanking arm
(326bp)

Z chr cont R

CCAGTA
25,814,865

CTTT ACCAGTTTCA TTTGCTGTCT 25,814,889
GCCCTCTGGT TCTGCTGACA TTCCTTCAAT ACTGAGAGCC ACGAAGCCCC 25,814,939 "
ZchrKI 3R ATCCGTTGCT TCCTGGTGTT TTTATCTAGC TTCTCCTATA GGCAACARAC 25,814,939 9enomic seq.
CTCTGTTCAA AT T 25,815,039
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Z chr. Kl targeting site
(25,814,118-25,814,865)
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Scale
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voursea |
RefSeq Genes
ANKL/NM_801293232 - DMRT1/NM_001101831 peed
25,704,768-25,792,870 25,808,639-25,810,969

KANK1 (KN motif and ankyrin repeat domains 1) DMRT1 (doublesex and mab-3 related transcription factor 1)
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Supplementary Figure S1. (A) PCR analysis of Z chr KI offspring using the Z chr KI 5’F/R and Z
chr KI 3’F/R primer sets. (B) CRISPR knockin (KI) target position on the Z chromosome and
sequence information of the targeted genomic site and KI vector. Red underlined sequences denote
PCR primer sets. (C) The position of the target site between the DMRTI and DMRT3 genes on the Z

chromosome.
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