Table A — KASP design regions for yb1 yb2 fine mapping

Marker DNA sequence

name

Yb5-1 TTAATAATAGTTCCTTTTTGACCGCGGGTACGAGGGCTAGCGTGAAATTGGCCACGAAGTIT/C
JTGCCTAGATTTGAGACTTAATAGACGTTCGGGGTTGATACTCAATGTCGTACCTACTAAT

Yb5-4 GACTACTATCATTGCCAGTCTCAACCTGTTCTGGTTCAAGCTTCAGTTCCACGTCCTCTC[T/C]A
TCAGTCTCTGCAGGCTCAACTGTTTCGATCTCCTTGTGTTCTGGAACTTCTTTAGAATC

Yb24-1 TAGATATTTGCCTCTTGTAGCTGGTTTACCATTTATAAAGCTTTTTTCCTGTTGCCGCATI[A/G]A
TGAAGTGTAATGTTGTCTCTATTATCTGTTAAAGACTTGTGATGTAGCTTGGTGTTCTG

Yb24-2 GAATCCTATGCTGGGATTAAGCCAAGCTGGTTTAGCTGCATCGGGATTTAATCCTTCGTTI[T/C]
GTGGGGATTGGTGCTGGTTATGATATAAATAGCATTAATCCGGGCGTTTTAGGTAGTAGT

Yb24-4 GTGGAATCTAAGGAGGGTAAAGTGTAAGCAAGTTTATCCTTGTCCTAGAAAGGTAGAGATIA/
G]TTGTTTCCGATAGATCCTTGGCTAAAAAAACGCAGAAAAGAAGCAGTGTCAACAAGTAAT

Yb24-6 GCAATATAAAAGTCAATACTAGTCTTAACGGTGTGAGGCCTTTTGGAAAAACTTGTACGGI[T/G
JCTTGGTCCAAAACAGACAATATCACACCATTTAAGAGTATCTTTAGGCCGTTTTAGTCCG

Yb24-7 GACGGTATGGTTAAAGATGTATATACGGAAGACTTCTCGATCACCATCGGAGAGAAATGC[T/
G]TATTTTTATGTCTCTTTTGGCCCAATGGAGAGCCCTTATTTATAAATGTAGAAGATTGAA

EGY_2kasp | GCTTAGTGTTGCAAATTGTACAGTCACTTAAAACATTCTGTTTGTGCTGCTATCAGCTTGGTGG

ACCTCT[T/]GTCACTTCCTTGGGGATTGTATGTGCTTATATGTCAGGTAATAAAAATACATTGC
TTTATGAAGTATTATGCTTGTGTAATAATATCGCCGTCCTATTTCATGGTATA




Table B — Oligonucelotides used for map-based identification of yb1 yb2 genomic DNA and cDNA

Task

Oligonucleotides Used

Genotyping of EGY1 deletion

EGY_1-F/EGY_1-R

Genotyping of EGY1 homeolog insertion

EGY_2-nF/EGY_2-nR followed by EGY_2-kasp

Amplification of Yb1l cDNA cYb-F/cYb-R
Amplification of Yb2 cDNA cYb-F/cYb-R
Amplification of Yb2 genomic fragment 1 gYb2-F1/gYb2-R1
Internal sequencing of Yb2 genomic fragment 1 gYb2_Intl

Amplification of Yb2 genomic fragment 2

gYb2-F2/gYb2-R2

Amplification of Yb2 genomic fragment 3

gYb2-F3/gYb2-R3

Internal sequencing of Yb2 genomic fragment 3

gYb2-Int3

Amplification of Yb2 genomic fragment 4

gYb2-F4/gYb2-R4

Amplification of Yb2 genomic fragment 5

gYb2-F5/gYb2-R5

Amplification of Yb2 genomic fragment 6

gYb2-F6/gYb2-R6

Amplification of Yb1 genomic fragment 1

gYb1-F1/gYb1-R1

Internal sequencing of Yb1 genomic fragment 1

gYbl-Intl

Amplification of Yb1 genomic fragment 2

gYb1-F2/gYb1-R2

Amplification of Yb1 genomic fragment 3

gYb1-F3/gYb1-R3

Amplification of Yb1 genomic fragment 4

gYb1-F4/gYb1-R4

Amplification of Yb1 genomic fragment 5

gYb1-F5/gYb1-R5

Internal sequencing of Yb1 genomic fragment 5 gYbl-Int5
Amplification of Yb1 genomic fragment 6 gYb1-F6/gYb1-R6
Internal sequencing of Yb1 genomic fragment 6 gYbl-Int6
Amplification of CRISPR/Cas Yb2 target site 1 gYb2-F1/gYb2-R1
Sequencing of CRISPR/Cas Yb2 target site 1 gYb2-F1
Amplification of CRISPR/Cas Yb2 target site 2 gYb2-F1/gYb2-R2
Sequencing of CRISPR/Cas Yb2 target site 2 gYb2-CC2
Amplification of CRISPR/Cas Yb1 target site 1 gYb1-F1/gYb1-R2
Sequencing of CRISPR/Cas Yb1 target site 1 gYbl-Intl
Amplification of CRISPR/Cas Yb1 target site 2 gYb1-F1/gYb1-R1
Sequencing of CRISPR/Cas Yb1 target site 2 gYbl-F1

Amplification of fragment with Yb2 deletion in
Maryland lines

gYb2-F2/gYb2-R2

Sequencing of Yb2 deletion fragment in Maryland
lines

gYb2-F2

Amplification of fragment with Yb1 insertion in
Maryland lines

gYb1-F6/gYb1-R6

Sequencing of Yb1 insertion fragment in Maryland
lines

gYb1-6




Table C - Oligonucleotide sequences used in map-based cloning of yb1 and yb2 genomic DNA and
cDNA

Primer Name Primer Sequence (in 5' to 3' direction)
EGY1-F AAGAGTAGCTGCATGATGTGAAGA

EGY1-R CTGGCCCCTCTGAATTAGGTTCCTC

EGY2-nF GCAATCGTTGTCCAGTGTCTA

EGY2-nR TTTCCGACCTCTGTTACATCA

cYb-F ATGGGAACGCTAACGAGCTGCAGTTTCAGCACAATGAAT
cYb-R TCAAAAGCTGGTTACAAGACCTATACCTAGTTCTTCTGCAAG
gYb2-F1 ATGGGAACGCTAACGAGCTGCAGTTTCAGCA
gYb2-R1 CCGTGGATATTGTTGGCTGCCAAGAAATT
gYb2-Intl CCGGTGTCAATTTCTTCCAGA

gYb2-F2 AAGGTTGATCCCAGTGATGTGAAGATA
gYb2-R2 CCAACACACCATATGCCAGTGGTAT

gYb2-F3 CCGTTTGTGGATTCTGCTATACCAC

gYb2-R3 GGAATGCTTAATTTCACATTCCTTGGAAAC
gYb2-Int3 CTGATTTAGCTATGCTAGTTTGC

gYb2-F4 GAAATTGGGCATTTTCTGGCTGCG

gYb2-R4 GCAAAAGGACCCACAAGCGAAATA

gYb2-F5 CGAAAAGCAAAGGTAGATATTTCGCTTGT
gYb2-R5 CCAATAAGTGATCCTTTCCCAAAGGC

gYb2-F6 GCCTTTGGGAAAGGATCACTTATTGG
gYb2-R6 CCACTACGTACAGTCAAAAGATCAGTATGAA
gYbl-F1 CCTCACCATCTTCCAATTACATTTTTCACCATTG
gYb1-R1 CACATTCAGTACATTGGTTTCTCATCTTCATCTG
gYb1l-Intl AAGAAGCTCGTCACATGCATTC

gYb1-F2 AAGGTTGATCCCAGTGATGTGAAGTTC
gYb1-R2 CCAACACACCATATGCCAACGGTAA

gYb1-F3 CCGTTTGTGGATTCTGCTTTACCGT

gYb1-R3 GGAATGCTTAATTTCACATTCCTTGGAAAT
gYbl-F4 GAAATTGGGCATTTTCTGGCTGCA

gYb1-R4 GCAAAAGGACCCGCAAGAGAAATG

gYb1-F5 CGAAAAGCAAAGGTAGACATTTCTCTTGC
gYb1-R5 GGTGTCCAATTTCCCTAGCCG

gYb1-Int5 GGTTTCAATCCATCCTCTTGTGAT

gYb1-F6 CGGCTAGGGAAATTGGACACC

gYb1-R6 CCACTACGTACAGTCAAAAGATCAGTATGAT
gYb1-Int6 CTCCGCCATCAAACACCGA

gYb2-CC2 GGTTTAAAAGAATTGTGGCTGGGGTA




