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Supplementary Figures
Avenin-like protein A (F2EGD5):

MKTML I LAL IAFAATSAVAQLDTTCSQGYGQCQQQPQQQMNTCAAFLQQCSRTPYVQSQMWQASGCQLMRQQCCQPLAQIS
EQARCQAVCSMAQV IMRQQQGQSFTQPQQQQSQSFGQPQQQVPVEVMRMVLQTLPSMC TTTPCSTITPTIYSI
PMAATCAGGVC

B1-hordein (16SJ22):

MKTFLIFALLATAATST IAQQQPLPQQP 1PQKPQPYPQQPFPPQQPFPQQPVPQQPQPYPQQPQQPFPPQQPFPQQPPFGL

QPFPQQPPFGLQQRILSQQQPCTPQQTPLPQGOLYQTLLQLQIPYVHPSILQQLNPCKVFLQQQCSPVRMPQL I ARLQML
QLSSCHVLQQQCCQQLPQISEQFRHEAIRAIVYS I FLQEQPQQSVQGVSQTQQQLQQEKVGQCSFQQPQPQQLGQPQQVPQ
SVFLQPHQIAQLEATTSIALRTLPRMCNVNVPLYD IMPPDFWH

B3-hordein (165J26)

MKTFLIFALLATVATST IAQQQPYPQQPQPFPQQP 1 PQQPQPFPQQPQPYPQQPQPFPQQP 1 PQQPQPYPQQPQPFPQQPI
PQQPQPYPQQPQPFPLQPFPSQQPFPQOPPFWQQQPVLSQQQPCTPQQTPLPQGQQDQMLYQVQ I PFVHPS ILQQLNPCKV
FLQQQCSPVAMSQR 1 ARSQMLQQSSCYVLQQQCCQQLPQ I PEQFRHEAVRA1VYS IVLQEQPQQLVQGVSQPQQQSQLHQV
GQCSFQQPQPQQGQQQQVPQSVFLQPLQLAQLEATAS IALRTLPMMCSVNVPFYR I LPFGIDTRVGY

B3-hordein (I6TRTS):

MKTFLIFALLATVATST IAQQQPYPQQPQPFPQQPQPYPQQPQPFPQQP I PQQPQPYPQQPQPFPLQPFPSQQPFPQOPPF
WOQOPVLSOOOPCTQEQTPLLQEQQDQMLLQVQIPFVHPS I LQQLNPCKVFLQQQCSPVAMSQR I ARSQMLQQSSCHVLQQ
QCCQQLPQIPEQLR ATVYSIVLREQSLQLVQGVSQPQQQSQQQQVGQCSFQQPQPQQGQQQQVPQSVLLQPHQIAQ
LEATTSIALRTLPTMCSVNVPLYRIVPLAIDTRVGY

C-hordein (Q41210):

MKTFLTFVLLAMVMS IVTTARQLNPSSQELQSPQQSYLQQPYPQNPYLPQQPFPVQQPFHTPQQY QIPT

PLQPQQPFPQQPQQPLPRPQQPFPW PYQPQQPFNQQPQQ I 1SOQPQQPFPQQPQQPFPQPQQPFPWQP

QQPFPQPQQPFPLQPQQPFPWQPQQPFPQPQQP I AHQPQQPFSFSQQPQQP - PLQPQQPFPQQPQQPFPQQPQ
PVQPQQPFPQPQPVPQQRPQQASPL 1 PLQP HQPYTQQTIWSMV

C-hordein (Q40053):

MKTFLTFVLLAMVMS 1VTTARQLNPSSQELQSPQQSYLQQPYPQNPYLPQKPFPVQQPFHTPQQYFPYLPEELFPQYQIPT

PLQPQQPFPQQPQQPLPRPQQPFPWQPQQPFPQPQEP I PQQPQQPFPQQPQQPFPQQPQ PVQPQQPFPQP

QPVPQQRPQQASPLQPQPQQASPLQPQQPFPQGSEQI I PQQPFPLQPQPFPQQPQQPLPQPQQPFRQQAEL
QPHQPYTQQT IWSMV

D-hordein (I6TRS8):

MAKRLVLFVAVIVALVALTTAERE INGNN I FLDSRSRQLQCERELQESSLEACRRVVDQQLVGQLPWSTGLQMQCCQQLRD
VSPECRPVALSQVVRQYEQQTEVPSKGGSFYPGGTAPPLQQGGWWGTSVKWYYPDQTSSQQSWQGQQGYHQSVTSSQQPGQ
GQQGSYPGSTFPQQPGQGQQPGQRQPWSYPSATFPQQPGQGQGQQGYYPGATSLLQPGQGQQGPYQSATSPQOPGOGOGAQ
ETYP IATSPHQPGQW QGYYPSVTSPQQSGQGQQGYPSTTSPQQSGQGQQLGQGQQPGQGQQGYPSATFPQQPGQ
WQQGSYPSTTSPQQSGQGQQGYNPSGTSTQQPGQVQQ QGYYPIATSPQQPGQGQQLGQGQQPGHGQQLVQGQQQGQ
GQQGHYPSMTSPHQTGQGQKGYYPSAISPQQSGQGQQGYQPSGASSQGSVQGACQHSTSSPQQQAQGCQASSPKQGLGSLY
YPSGAYTQQKPGQGYNPGGTSPLHQQGGGFGGGLTTEQPQGGKQPFHCQQTTVSPHQGQQTTVSPHQGQQTTVSPHQGQQT
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TVSPHQGQQTTVSPHPGQQTTVSPHQGQQTTVSPHPGQQTTVSPHQGQQTTVSPHQGQQTTVSPHQGQQTTVSPHQGQQTT
VSPHQGQQPGEQPCGFPGQQTTVSLHHGQQSNELYYGSPYHVSVEQPSASLKVAKAQQLAAQLPAMCRLEGGGGLLASQ

Gamma-1-hordein (I6TMV6):

MKILTILTILAVATTFATSEMQVNPSVQVQPTQQQPYPESQQPF I SQSPQQFPLPQQPFPQQPQQPFPQSQQQCLQQPQHQ
FPQPTQQFPQRPLLPFTHPFLPFPDQLLPQPPHQSFPQPPQSYPQPPLQPFPQPPQQKYPEQPQQPFPWQQPT 1QLYLQQQ
LNSCKEFLLQQCRPVSLLSYLWSK ILQQSSCRVMQQQCCLQLAQIPEQYKCTAIDS IVHATFMQQGQRQGVQ1VQQQPQPQ
QVGQCVLVQGQGVAQPQQLAQMEAIRTLVLQSVPSMCNFNVPPNCST IKAPFVGVVTGVGGQ

Gamma-1-hordein (MOXYT?2):

MKILTILTILAVATSFATSEMQVNPSVQVQPTQQQTHPESQQPF I HHSQQQFPQPQQSFPQQPQQPFPQ HQ
FPQPSQPFPRQ PFLPFPEQPLPQPPQESFPQPPQSYPQPPLQPFPQPPQESFPQPPQSYPQPLLQPFPQPPQQQ
YPEQPQQPFPRPPQEQFPNQPQQPFPWQQPS 1QLYLQQQLNPCKEFLLQQCRPVSLVSYLWSK I1VQQSNCQVMQEQCCLQL
AQIPEQYKCTT IDS I'VHAI FMQQGQRQGVQ 1VQQQPQPQEVGQCVLVQGRD 1 VOPQQLAQMEA IRSLVLQSVPAMCNFNVP
PNCSTMRAPFFSLVNAGML

Gamma-3-hordein (I6TEV?2):

MK I FLLFSLLGVATAITTTTMQFNPSGLELERPQQLFPQWQPLPQQPPFLQQEPEQPYPQQQPLPQQQPFPQQPQLPHQHQ
FPQQLPQQQFPQQMPLQPQQQPQFPQQKPFGQYQQPLTQQPYPQQQPLAQQQPS I EEQHQLNLCKEFLLQQCTLDEKVPLL
QSVISFLRPHISQQNSCQLKRQQCCQQLAN INEQSRCPAIQT I'VHA1VMQQQQQQVQQQVDHGFVQSQLQQLGQGMP 1QLQ
QQPGQAFVLPQQQAQFKVVGSLV IQTLPMLCNVHVPPYCSPFGSMATGSGGQ

Figure S1. Amino acid sequence coverage of representative hordeins from each class as analysed using
liquid chromatography mass spectrometry. The discovery data presented here was derived from a
previous study of barley cv Sloop (Colgrave et al, 2016, Anal. Chem., 88, 9127). Legend: amino-acids
in green were confidently identified (>95%), while amino acids in yellow were identified with 50-95%
confidence and those in red with <50% confidence. Residues in grey were not detected. There was no
evidence of signal peptides (predicted by SignalP server, underlined).
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Figure S2. The effect of maturity (days post anthesis, DPA) on the accumulation of the indicated
avenin-like protein (ALP) specific peptides following trypsin cleavage. The mean multiple reaction
monitoring (MRM) peak area £ SE (n=3) from 5 pg extracted protein is shown for the indicated
peptide. Within A, points with different letters were significantly different at p<0.05 by one-way

ANOVA and Tukey’s test. No points were significantly different in B.
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Figure S3. The effect of maturity (days post anthesis, DPA) on the accumulation of the indicated B1-
hordein specific peptides following trypsin cleavage. The mean multiple reaction monitoring (MRM)
peak area + SE (n=3) from 5 g extracted protein is shown for the indicated peptide. Within each graph,
points with different letters were significantly different at p<0.05 by one-way ANOVA and Tukey’s
test.
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Figure S4. The effect of maturity (days post anthesis, DPA) on the accumulation of B3-hordein
specific peptides following trypsin cleavage. The mean multiple reaction monitoring (MRM) peak area
+ SE (n=3) from 5 pg extracted protein is shown for the indicated peptide. Within each graph, points
with different letters were significantly different at p<0.05 by one-way ANOVA and Tukey’s test.
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Figure S5. The effect of maturity (days post anthesis, DPA) on the accumulation of the indicated B-
hordein (identified by mapping peptides to low molecular weight glutenin subunits, LMW-GS) specific
peptides following trypsin cleavage. The mean multiple reaction monitoring (MRM) peak area + SE
(n=3) from 5 pg extracted protein is shown for the indicated peptide. Within each graph, points with
different letters were significantly different at p<0.05 by one-way ANOVA and Tukey’s test.
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Figure S6. The effect of maturity (days post anthesis, DPA) on the accumulation of the indicated D-
hordein specific peptides following trypsin cleavage. The mean multiple reaction monitoring (MRM)
peak area + SE (n=3) from 5 g extracted protein is shown for the indicated peptide. Within each graph,
points with different letters were significantly different at p<0.05 by one-way ANOVA and Tukey’s
test.
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Figure S7. The effect of maturity (days post anthesis, DPA) on the accumulation of the indicated
gamma-1-hordein specific peptides following trypsin cleavage. The mean multiple reaction monitoring
(MRM) peak area + SE (n=3) from 5 g extracted protein is shown for the indicated peptide. Within
each graph, points with different letters were significantly different at p<0.05 by one-way ANOVA

and Tukey’s test.
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Figure S8. The effect of maturity (days post anthesis, DPA) on the accumulation of the indicated
gamma-1-hordein specific peptides following trypsin cleavage. The mean multiple reaction monitoring
(MRM) peak area + SE (n=3) from 5 g extracted protein is shown for the indicated peptide. Within
each graph, points with different letters were significantly different at p<0.05 by one-way ANOVA

and Tukey’s test.
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Figure S9. The effect of maturity (days post anthesis, DPA) on the accumulation of the indicated
gamma-3-hordein specific peptides following trypsin cleavage. The mean multiple reaction monitoring
(MRM) peak area £ SE (n=3) from 5 pg extracted protein is shown for the indicated peptide. Within
each graph, points with different letters were significantly different at p<0.05 by one-way ANOVA
and Tukey’s test.
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Figure S10. The effect of maturity (days post anthesis, DPA) on the accumulation of the indicated C-
hordein specific peptides following chymotrypsin cleavage. The mean multiple reaction monitoring
(MRM) peak area £ SE (n=3) from 5 pg extracted protein is shown for the indicated peptide. Within
each graph, points with different letters were significantly different at p<0.05 by one-way ANOVA
and Tukey’s test.
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