CLUSTAL 0(1.2.4) multiple sequence alignment

A thaliana SALl EPFSLVAEE DGSQDTLERITKLVNDTLATEESFNGSTLSTDDLLRAIDCGTSE 60
B distachyon SALl GSFSMVAEE EGAEEILEHITDLVNETLAEDGSFNI-SLSQEGILSAIDSGKSE 59
BW_Sall 5D GSFSMVAEE DSAEEILEHITDLVNETLAEDGSYNI-TLSKEGILSAIDTGKSE 59
BW_Sall 5B GSFSMVAEE DSAEEILEHITDLVNETLAEDGSYNI-TLSKEGILSAIDTGKSE 59
BW_Sall 7A GSFSMVAEE DGAEEILERITDLVNKTLAEDGSYNL-LLSKEAILSAIDTGKSE 59
BW_Sall 7D GSFSMVAEE DGAEEILERITDLVNKTLAEDGSYNI-LLSKEAILSAIDTGKSE 59
BW Sall 4A-1 GSFSMVAEE DGAEEILERITDLVNKTLAEDGSYNI-LLSKEAILSAIDTGKSE 59
BW_Sall 4A-2 GSFSMVAEE DGAEEILERITDLVNKTLAEDGSYNI-SLSKEAILSAIDTGKSE 59
dhk.hkkdhkhkEd ddkAk . ... kFkLkE KEkEk dAkEk . K.k **k - sk kkk Kk kX
A thaliana SALl GGPNGREWVLDPIDGTKGFLRGDQYA GKVVLGVLACPNLPLASIAGNNKNKS 120
B distachyon SALl GGPSGREWVLDPIDGTKGFVRGGQYAT GKVVLGVLGCPNLPLTSICNLN-GNS 118
BW_Sall 5D GGPSGREWVLDPIDGTKGFLRGGQYAT GKVVLGVLGCPNLPLASISNLN-GSS 118
BW Sall 5B G R GGOYAT GKVVLGVLGCPNLPLTSISNLN-GSS 102
BW_Sall 7A GGPSGREWVLDPIDGTKGFVRGGQYAT GRVVLGVLGCPNLPFTSVSNLS-GSS 118
BW Sall 7D GGPSGREWVLDPIDGTKGFVRGGQYAT GRVVLGVLGCPNLPFTSVSNLS-GSS 118
BW Sall 4A-1 GGPSGREWVLDPIDGTKGFVRGGQYAT GRVVLGVLGCPNLPFTSVSNLG-GSS 118
BW_Sall 4A-2 GGPSGREWVLDPIDGTKGFVRGGQYAT GRVVLGVLGCPNLPFTSTSNLS-GSS 118
* Fhakk Fhkadhdh Fhkakkakdhrhkh ddhkEkhkhk. .k . L.
A thaliana SALl SSDEIGCLFFATIGSGTYMQLLDSKSSPVKVQVSSVENPEEASFFESFEGAHSLHDLSSS 180
B distachyon SALl SGDQTGVLFSATIGCGAEVQSLDG-SPPQKISVCSIDNPVNASFFESYEGAENMRDVTGS 177
BW_Sall 5D CGDQMGALFSATVGCGAEVESLEG-SPPQKISVCT IDNPVNASFFESYEGAHTMHDLTGS 177
BW_Sall 5B SGDQTGALFSATIGCGAEVESLEG-SPPQKISVCTIDNPVNASFFESYEGAHTMHDLTGS 161
BW_Sall 7A SGNQTGALFSAAIGCGAEVQSLDG-SPPQKISVCT IDNPANASFFESYEGAHSMRDFTGC 177
BW_Sall_7D SGDQTGALFSAATGCGAEVQST.DG-SPPQKTSVCTIDNPANASFFESYEGAHSMRDFTGS 177
BW Sall 4A-1 SGDQTGALFSAAIGCGAEVQSLDG-SPPQKISVCTIDNPVNASFFESYEGAHSMRDFTGS 177
BW_Sall 4A-2 SGDQTGALFSAAIGCGAEVQSLDG-SPPQKISVCT IDNPANASFFESYEGAHIMRDFTGS 177
Lty K FE ke ek k. T N S I I e R I S
A thaliana_ SALl IANKLGVKAPPVRIDSQAKYGALSRGDGAIYLRFPHKGYREKIWDHVAGAIVVTEAGGIV ~ 240
B distachyon SALl IAEKLGVQAPPVRIDSQAKYGALARGDGAIYLRFPHKGYKEKIWDHAAGSIVVTEAGGIV 237
BW_Sall 5D IAEKLGVQAPPVRIDSQAKYGALARGDGAIYLRFPHKGYKEKIWDHAAGAIVVTEAGGVV 237
BW_Sall 5B IAEKLGVQAPPVRIDSQAKYGALARGDGAIYLRFPHKGYKEKIWDHAAGAIVVTEAGGVV 221
BW_Sall 7A VAEKLGVQAPPVRIDSQAKYGALARGDGAIYWRFPHEGYRETVWDHAAGSIVVTEAGGVV 237
BW_Sall 7D VAEKLGVQAPPVRIDSQAKYGALARGDGAIYWRFPHEGYRET IWDHAAGSIVVTEAGGVV 237
BW Sall 4A-1 VAEKLGVQAPPVRIDSQAKYGALARGDGAIYWRFPHEGYRKRYGIMQPAQLSSQKLEV# - 235
BW_Sall 4A-2 VAEKLGVQAPPVRIDSQAKYGALARGDGAIYWRFPHEGYRET IWDHAAGSIVVTEAGGVV 237
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Figure S3: Alignment of the partial Sall protein sequences from T. aestivum cv. Bobwhite, B. distachyon (Bradi4g40860) and A.
thaliana (AT5G63980). The proteins were trimmed to remove the regions not sequenced in Bobwhite (outside of the regions
targeted for CRISPR editing). There is a gap at residue 60 in the 5B gene that was not able to be amplified and sequenced
(black box). Highlighted areas show the conserved regions targeted by the 5’ (maroon), middle (green) and 3’ (teal) gRNAs.
Cysteine residues conserved in the grasses are shown in red text. Amino acids highlighted in yellow are unique to a portion of
the wheat homeologs. The different amino acids caused by the single base pair deletion in 4A-1 are highlighted in gray.



