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Appendix A

Figure 1 - TaASYI cDNA sequence.

ATGGTGATGGCTCAGAAGACGAAGGAGGCGGAGATCACGGAGCAGGACTCGCTGCTTCTAACAAGGAATT
TGCTCCGGATTGCTATATACAACATCAGCTACATCAGAGGCCTATTCCCTGAGAAGTACTTCAATGATAA
GTCTGTTCCGGCACTAGAGATGAAGATTAAGAAGCTGATGCCCATGGATGCTGAATCCAGGAGGTTGATT
GATTGGATGGAGAAAGGTGTCTATGATGCCTTACAAAAGAAATATCTCAAGACCCTTCTCTTCTGTATAT
GTGAGAAGGAGGAAGGCCCAATGATTGAAGAGTATGCCTTCTCATTTAGCTACCCCAACGCAAACGGGGA
GGAAGTTGCAATGAACATGAGTCGCACAGGGAGCAAAAAGAATAGTGCCACATTCAAGTCAAATGCAGCA
GAAGTCACTCCTGATCAGATGAGGAGCTCTGCTTGTAAGATGATCAGAACGCTAGTTTCACTTATGAGGA
CCTTGGACCAAATGCCAGAGGAGCGAACCATTCTAATGAAGCTGCTATACTATGATGATGCTACACCTGA
GGATTACGAGCCTCCCTTCTTTAAGGGTTGTGCTGAGAATGAGGCCGTAAATATATGGAACAAGAACCCC
TTGAAGATGGAAGTGGGGAATGTCAATAGCAAGCATCTTGTGTTAGCTTTGAAGGTTAAGAGTGTCCTTG
ATCCATGTGATGCTAATGATGCTAACAGTGATGATGACAAGATGAGCGTGGGTCATGAGTCAGACCAAGA
TGACTTTACGGACACCGAGGTTCACCCATCTGAAGTGGATCGTTACGTCATTGCTCCTAATGATGGAAAT
GGCAAAGGTCAAAGTGGTACAAACTCAGATGATGAAACTCAAGATGCTGCTCATGAGGAAGAGCTAACAG
CTCAAGTAAGAGCATGGGTATGCTCAAGAAACATGGGTACTGTTAATGCTTCAGATGTCCTTTCCAACTA
CCCTGACATATCATTGGAAATGGTGGAAGATATTTTGGAGAGGCTACTTAAAGATGGTTTACTTTCGAGG
GCAGGCAAGGATGGTTATGCTGTTAACAAGATTACTGATCCCAAAACACCCTACATAAAGGAAGAGGTTG
CCATGCACAATGTTTCACCTACTGAAGGAACCAAGAACAACAGTGGAGATCTGATGTATATGAAGGCATT
ATACCACGCACTTCCAATGGATTATGTGACTATAGCTAAGCTTCAGGGCAAGCTTGATGGCGAAGCCAAC
CAGAGCACAGTCCGAAAGTTGATGGACAAAATGGTGCAAGATGGATACATTAAGAATTCAGGCAACAGAA
GATTAGGCAAAGCTGTCATTCACTCTGAAGTCACCAACAGAAAGCTCCTTGAGATAAAGAAGATACTGGA
AGTTGATATCACTGAAGACATGGCAATTGATACCAACGCAAGGCCTGCTGAGTTTGATCGCAGAGATCAC
CAAACGGCTGACCAGGAAATGAAAGATGGCTCGACAAACGGCCGCTTCCAGTCAGTTGGATCTGATCTTA
CCCGCACACGGGAGCTGCCGGAGCAGCAGCAGACTAACAAGGACCCAAGCAGGACTCCCACAAGCAATCG
CGAGTCGGCCACGTCCCTGGAGAGTGGGGTGCTCGGGCAGAGGATCAGGAAGTCTCTGGCTGGCGAAGAG
TCGATGTGCATGCCGGACAAGCGGACCAGGAAGGCCAGCATGGTGAAGGAGCCGATCCTCCAGCAGGTCA
AGCGCCAGAAGTCCTAG
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Figure 2 - TaASYI genomic DNA sequence. The gene sequence of 7aASY1, with exon

sequence highlighted in yellow, and intron sequence with no background.

CCACGCGCGCACACAACACACGCCCACCACCAGGGCGGCAAAATGGTGAGTTCTCCCGCGTCCCCGLCCC
CGCCCCCATCTCGTGGTTGCGCCGCCGCGCGCGCTTCGTGTCGTGCTAACCGGCGCCCCGTCGCTCTTCT
CCGGTGGATGCAGGTGGTGATGGCTCAGAAGACGAAGGAGGCGGAGATCACGGAGCAGGACTCGCTGCTT
CTAGTAAGCCCACCCACCCACCTCCCCCCTCCCCTCGCCTCCCACCCCCGTCTCCGGTTCGGTTCCGCGC
GATTCGAGTTGGTCCCGTCGGTGGTTTCGTGCCGGTCGGTCCAGATTTCCTCCTGCGGTTCCTGAGAAGC
GCTTGCCCTAGGATTTGGTCGCTCGGTTGGCCGCGGCGCGTGCGTTGCGCGGGTTCGATTCGGGGCCGAT
TCGTGCTGCGGGGCGTCGGAATCGTTTCGCTCTGGTCGGGTTTTTCGGGGGTGGATTTTGGTGCTGCTTG
GCGGGATTTTCACCAATTTCGTGCGCGGGTTTGGGGCTTTGGGCGTGCAAGGGAGGTTAGCCATGGGGTT
TTGTGGGGGTTTCTGCTCCAATTTTGCTGATGGAGCGGCGGCTAGAAGCGTCAGTAGATCCCGTATCGGC
TATCGCTCAAATGGATTCTGTTCCTAGTTTCCTCCGCGAACTCTCGGGTGCGTTCGGTCTGCTCAAACGG
GCCGTCTCGCTGTTACCCCGCTGATTTGATGGGTTTTCCTTCATCCTGCTTGCTTGCTCGGTTCCATTTG
CGGATTTGAAGCGTGGAAATCTGCTTTTCGGGAGGCTTGCCTCGTCGTTTTCCTCGATTTCGCGGGAGAT
TAGCGCAGAAACCCTCCTGGTTTGCGCTGCGATTCTGAACCAGCAGTGTTCTGAACATTTGGGGGAGCTG
TTGAACTAATTTGGGTTTGGTCGCTTTGGGTTTTCCCGTCTCGATTTGGTTTGGTCGTCGAAGTATGCTT
GTGGTAATATCGCTTGCGTATGTAGTTAGCATTAATTCCGCTGGAAATGTGGATTCACACGTTCGACGTC
GATCATATTGGTTGGTTTACTAGTTTCCTCCATGATCCTATAGTTTTCTCTGGCAATTTCCTAAGCACAT
CGATTCTGGTGCGTTCTGGTAGAAGCGTCTAGGGATTTTCAGTGCTCGAACTCTTCCTGTACGTGTGGAA
TTAGTTTGGTCTCGTTTCCTATTTAATTGCTGAAGTTGTGGTAGCAGCCTATGTTCGATTCGTAACTTCA
AGTCCCTGCTATCAAAATGCTTTGTCTATGTAGAACAGTGGAAGGGGGAGCACAGAGATACATTATTTAC
TGGCTTGCACATTTCCAAATTATCATGGAACAGTAGCACGAACTTCTGTCATCTTAGTTCGAATTGGGCT
TTACTAGTTCCTGTTGTTCTAGGAGTAAGATTTTCTGCTGTTCAGATGCTTCCAGTGGAGTACTAAGCGG
CTCTATGATTGGGGTTTTACTGTTTGATTCAAACGTGACGTACTTTTGGCCAGTTTGAATCAGAAAATCT
TCTCTGTAGTTTATAAGTATGTTTTTTCTTGTGCTATGCTGTGAGTTTTTCAATGTATGTTCTGCATTTA
GGAATTATCTGAGATTAGTATACTTCTCTTGCAATGTTTGGGAAGCAACTCTCAAACTGTAGTCTCCTCA
TTTGATATTACTGCTTTTAGTAGTTGGGAGGGTTGGCAAATACATTGCAGGATTATTGGTTGGTCATCAG
GTTTTGATAGCTTTCACTTTGAAAAGCTGGGTGGTTCATTTCCTATATGACATGATATGTCTTGTTTACA
TTTCTCTTGTACATGTGTGCCCTAAATTGCAATGTTTTGATCTCTGTCCACTTAACAGATTTGATTATTA
GTACCAATATATGTACCTGTATTTGCATGGGCTATCTGTTCTTGGTGTTTAATCGAAGAAATGTATTACA
CGATCATTATTGTATATGTATGTGTTTGAACAAAACATTATTGAAAATGTGTTTTGTCATGAATTATGTG
CTTCACTCTGAGCTTGTTTATCAGTACTCCAATTTCATATGATGTTCATAGGTTTCTATTGCTGAAGCAC
TGGGCTATTTCAATAAGTATCTATATGATCTGGTGAAAATCATAGCAAAGTGCGTAGTTTTAAGTTATTC
ATACAGCTATTTGGATAACATTGGTGTTTTGTTGACCAAACAGACAAGGAATTTGCTCCGGATTGCTATA
TACAACATCAGCTACATCAGAGGCCTATTCCCTGAGAAGTACTTCAATGATAAGTCTGTTCCGGCACTAG
GTCAGGATCGGTGACCAGCATATATATATGTAATATCTACATTCTGCATGACATTTATTTGCTCAAAGTC
TCAAACAACCTTATATTTGTTGCAGAGATGAAGATTAAGAAGCTGATGCCCATGGATGCTGAATCCAGGA
GGTTGATTGATTGGATGGAGAAAGGTAAATATATGTCTTAGATAACTTGAGCTCATTCAATTAGTTTACT
GTTTTATGATTATATGTTTTAGATGTGCTTTTCTTATGTGCTTATCTGATTAACTTACCGATTCTAGGTG
TCTATGATGCCTTACAAAAGAAATATCTCAAGACCCTTCTCTTCTGTATATGTGAGAAGGAGGAAGGCCC
AATGATTGAAGAGTATGCCTGTGAGTATCACCGGGTGGAGTTTGCTAGTGTGTAGTGTATTAAGTTGGAC
TGACATCGATGCTGGATCACATGCCCTACATTTGCTTATCATGTGTCATAATTATCATGCATTCTCATTT
AGCTACCCCAACGCAAACGGGGAGGAAGTTGCAATGAACATGAGTCGCACAGGGAGCAAAAAGAATAGTG
CCACATTCAAGTCAAATGCAGCAGAAGTCACTCCTGATCAGATGAGGTGCTATCTTGCATACCCCTTTTT
GGATGCTAGGATTTGTTTTTGTTGTTAGTCTTTTGTGCTCCTAAGAGTTAATTTGTGAAGGGTGTTTTTA
TGTGTACTGTAGTCGTCATAGTAAAGTAATACTGCATGCAGACTGGTATAATTTCAAAGATATGGCCTCA
TAAAGTGAAGGCATAGGAGTTCAGTGTTCTATTTTTCTCTATTATAGTGTGTGAAACTTAAGATATGGAG
GAGCTATTCACCTCTTGACAATTAGTACTAGTTGAATTTGTAAGTTGCTGTTAGTTTTCCTGCCCGACTT
GCAAAATTCTAGTACTGAAGGTATGAAATAGTTGAGGTTTCAGTGTGGTTTTCTCATATACATCCTGCAA
ATCAGTTTGTGAATTGCTATTCATTGGGTTCATATGTGCATGTCATTGTCAGCATAAACATTGTCAGCTG
TAACCAGTGGTAAAATGGCAATATCCTGACGTGGCAATGTTTTCCTTTTAGGAGCTCTGCTTGTAAGATG
ATCAGAACGCTAGTTTCACTTATGAGGACCTTGGACCAAATGCCAGAGGAGGTAATTTTGGCATTCTGTA
TTTTGGTTACATTGGATTGTGCTGTTCTGATTCTGTCACTTGTTTATGTTCAGCGAACCATTCTAATGAA
GCTGCTATACTATGATGATGCTACAGTGAGTGCCTTTGTTTCTAGTTATCGACAGCTGCCATCCTAGATA
ACCTGATTCTATTGTTCTGTAGAAATAAGGATTTAGCTTTTCTTCTTCTATATAATTTTGTTGGTGGAAG
CTTACAGACTTTATTATGTTGCCAGCCTGAGGATTACGAGCCTCCCTTCTTTAAGGGTTGTGCTGAGAAT
GAGGCCGTAAATATATGGAACAAGAACCCCTTGAAGATGGAAGTGGGGAATGTCAATAGCAAGCATCTTG
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TGTTAGCTTTGAAGGTGTAGTGGAAATTACAGCATCTGTCCAGAATTCTGTTGGGGTCTTTTTGATCAAT
TTCTCATGTTTGCTTTGTTTATGCAGGTTAAGAGTGTCCTTGATCCATGTGATGCTAATGATGCTAACAG
TGATGATGACAAGATGAGCGTGGGTCATGAGTCAGACCAAGATGACTTTACGGACACCGAGGTTAAAGGC
CAAAGAAATCAGATAACTGATAGTTTCAGTAACATTATCTTTAGTTTGCTCTTTTTTTGGTTATGGACAT
GTTGTACCTCCTTTTTGCATGAAAATGTCTGTACCGTATTTTTGTTTTCTTTTTGTAATCTAAAGTATTC
CCTGACATTACATAATCCCTGATTCTATTAGTTCACCCATCTGAAGTGGATCGTTACGTCATTGCTCCTA
ATGATAACATTTATTCCATGATGCTCTCATTTATTTAATATTTGGTGCTAATATACTTGCTACAACAGAT
GGAAATGGCAAAGGTCAAAGTGGTACAAACTCAGATGGTCAGTTATTGGTTCAAGAGAGCTTTATTTGCT
CTCACATATATATGTAATTTTTACATGCAGACGTGGTCTATGTCCGTTTGTTTGCTCTTCTCTAATTTCA
TATATTCACAGATGAAACTCAAGATGCTGCTCATGAGGAAGAGCTAACAGCTCAAGTAAGAGCATGGGTA
TGCTCAAGAAACATGGGTACTGTTAATGCTTCAGATGTCCTTTCCAACTACCCTGACATATCATTGGTAA
TTCTTGCTGTCATCTTCCCTTTTATGACAAGTATTGATATTTCGGTTGATTATTTGTTCTACTTTAGTCA
CTAGACTTGTGAGCAAGTGACAGATTTCTTTATAGTGTTAGTCCACCAGTGTGTGTAAACAGACCATGCC
TTGATACACTTTACAAGTTTTCTGGGCTGCTATTAACAAGTGCTTGTTGAATGTTTTGCAGGAAATGGTG
GAAGGTAATGCAGAAACAGTTCTGTGTGCTCGTCAGATTAATCTCGTAAAACAGAGGCATTCTTTCTTCA
TTCTTATTCAAGTCGTGAATTACTAAACTAATGACTCATTTTTCAGATATTTTGGAGAGGCTACTTAAAG
ATGGTTTACTTTCGAGGGCAGGCAAGGATGGTTATGCTGTTAACAAGGTCAAGCTAAGTAACAGTATTGT
GTACCACACGATATATTGTTCTTCACTAACATGATTATTCCCTGATTACAGATTACTGATCCCAAAACAC
CCTACATAAAGGAAGAGGTTGCCATGCACAATGTTTCACCTACTGAAGGAACCAAGAACAACAGTGGAGA
TCTGATGTATATGAAGGTGCAGTCCTTTAACCCTTGAATGTCAATGCATGGGAATCTCCCCTAACACAAT
GTTGTCATTGCAGGCATTATACCACGCACTTCCAATGGATTATGTGACTATAGCTAAGCTTCAGGGCAAG
CTTGATGGCGAAGCCAACCAGAGCACAGTCCGAAAGTTGATGGACAAAATGGTGCAAGATGGATACATTA
AGAATTCAGGCAACAGAAGATTAGGTAACTGCTTGAACTTATCTTTATGAAGTCAACCTCTTCGAAAATC
TGTATGAAGTCGAAGATGCCTTCTTCGACTGTAACCTCTATTCTTCTGGATGGTTCACGTGTTATTTGTT
CTTTATGTGAAGTTGGCCAGCCAGTGGAAAAGAATAAACCAGCCACTAATCTCGTCTTCATTTCCTATAA
AGATTTGCTGTGAGACTCAAATGATCAGTTTTTTGCATGTTGATCACTTGCATTTTGAAAAAACTGCTGT
ATAGCTCCCCTGAAGCAAGACCATTTTCTTCATGAAAAATGTTGTTTACCAGTAATACTTGCATGCTGAT
CTTTCTTGGATAAAATGCATTAGCTGGAAAGCTTCATAGTTGTTGTGTTCGCTGCAAACTAATCATTGTT
AGGATAACCGATCCTGTCATTTTACTGTCCCTATTATACTGTAATAATACATATATGTATCTTCTAAATT
CGATCTTTTGCCATGCCAGTTCACACCATCCATGTTATGCAATTTACTATATTTGTTCTCTTTACAAAAT
ACATGTCAACCTGTGCCTCACAGGCAAAGCTGTCATTCACTCTGAAGTCACCAACAGAAAGCTCCTTGAG
ATAAAGAAGATACTGGAAGTTGATATCACTGAAGACATGGTATGACCATTGGATTCCAAGCTTTGTGCAC
TACTTCTGTAGTAATTCTGCAACTCATTTGTGCAATCCCGATCCATCTCAATCTCTGTTATATCATGCAG
GCAATTGATACCAACGCAAGGCCTGCTGAGTTTGATCGCAGAGATCACCAAACGGCTGGTGAGTGGCAAC
AGTGATCCAGACATCCATGTTCAGGCTCTTACCTCTGTCACATTGGGTTTGGCAGCAGTTGCTAAACCCT
AGAATTTACCTCTTGTCGCTGACCAGGAAATGAAAGATGGCTCGACAAACGGCCGCTTCCAGTCAGTTGG
ATCTGATCTTACCCGCACACGGGAGCTGCCGGAGCAGCAGCAGACTAACAAGGACCCAAGCAGGACTCCC
ACAAGCAATCGCGAGGTATGACCGAAGCCTGGTTGGACTTCCCCAAGTAGTCAAGAATTTTGCAGTGTTG
AGACTCTGAGCAAGAGCAACCGCAACATATGTAGTATAGTTGAAACGTGATAAACTGTGATGCCTTTCTC
GCGAGTCGGCCACGTCCCTGGAGAGTGGGGTGCTCGGGCAGAGGATCAGGAAGTCTCTGGCTGGCGAAGA
GTCGATGTGCATGCCGGACAAGCGGACCAGGAAGGCCAGCATGGTAAGGAAAAAGTTCCACCTTCCTCCA
GTTAACCAAAATGATCAAATCCACAAATCTCACGCATGTGACATGCTCATCACCCTTTCAGTTGCATCAG
TTTAACAGAAACCATAAGCTTGACCACCCCTGAATTCTGCCAGCATGGTGAAGGAGCCGATCCTCCAGCA
GGTCAAGCGCCAGAAGTCCTAGTTCAGTGAGGCGGCACGGAATCGCAAGGAGCCTCGGCGCAAC
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Figure 3 - TaASY1 promoter sequence. The isolated promoter sequence of 7aASY 1, with the
start codon (ATG) of the cDNA sequence shown in red.

CGACGGCCCGGGCTGGTTACTTGGCGCACATTCATGGCTAAACCAACATCAAGAGTAGCCTACCCATAATCGAGA
GTGTAAGTATGTTTGGCATCAGCTATCATTATCTCATGTAACTAATAGAGTGGTGTCGACTTCTTTAATTATCCT
CTCTCCATTTAAACTCCATGCACGACGTTAGTAAAGCAACGAACTAATGGAGGCAGGTATGAGTTCATCTCTGCC
TCATTGGTATTGATTACTTCACGGGGTTGGTTTTGAAAATGTGGGAAGACGTCCTAAGGCACCCTGTCCGACTAG
ACATCGGATCAAGATATCTAGCGCACCCGAACACAATGACCGACCAACAAACCAACCATCTGTACCGTGCGCGCA
AGACACCACCTACGTGTCAGGCCCACTATAGGNCACNCGTGGNCNACNGCCNGNGCNGNTATCCAAGTGAGATCT
ATGAATGGCGGACTCCATGATCATCACGTGGTTGTGCCTAGAGGCAAGACCAACAAGCCAAGTGTTCCTACTCGA
ACACATGATTGTAACGAGCAGACCCTTTCGCAACCACCTACTCGCGCATCGCCCCGTATAAAATCAAGGAGTACA
GAAAACACATATTGCTTAACTTTTGGTTGTAGCTGGTCTTTGCACGTCTGCGAACAGTTGAGGAAAGAAATCCTT
CACAAACAAAGTCTCATATAATAAAAAATAAACCACTAGCGAAAGCTATGTGCAATGATCATCATCAAGGCAAAT
AGAAACGCAGTATGAACATAATCATTTGTATAAGGTTGAGGAGAAAATCCTTCAAATAGTCCGCTTAACTTTTGT
TCGAAATATGCCCTGGAGGCAATAATATTGTATTATTTTTTCCAATTTTATAGTTAAGAGTTTATATTCTATGCT
ATAATTGTTGTGATCTTGTTATATGTCATTTGTGGAAATCTCATATGCACGTGTGAAATGATAAACGGTAAAACC
CGATTCCTAGTCTTGCCTCTAGAAATAGCTCAAGTGTTATATGTGATCACATTTTCTGGCTCTTGGGGTATCGTT
AAGTCTACGATGGTCCCAAAAAATAATGAATATGACGTTGGAAGAACGGTCATATTGAATTGACCCAACGTATTT
GTTATATTTTGAGATATTATTGTCACAAGTCAATCGTTATAACACATAGAGCTAACATATGCTTTATTTCCTTAG
ATCATGCACTACTGCATAAAGGTCCTAAGACGACACATGTATAGGAGACTAATCAACCAAATTATGTGCGATGCA
TGAATAGCAAACCGTATGGTAATAAAACCGTCATCAATAAAACAAACTATGTGCGATGATGGGTCCATCAAGCAC
GATTCAGATTAGAGTTGCTTATGCGAATCGTGACTTACAATTAATCCATACAAATTGTTTACGATGAGACAAAAC
AACAGAAACAGTTGAGGGGGGTGCCGGTCAGCCTGGCCATTTGAGGGCCGCTTGAGAGGCCCATCTAGGTCAAAA
AATCGTGACCGACCAGTGACATGGCGGATCCGCCCAGACGTATAAGGCGGGTTTGAGAGATCCGCTTGTAGATGC
TCTAAGCGCAACAAGGTAGTTGTTGCAAAGGTCCTCAACTAGCTATGATGGTAGATCAGACTGCTATTGTTATAA
ATGTTTCTGCAACCCCGTTCTTGTTGCAAGGAAGGTTACACACGTGGATGAGTAGATCGAATGGCCATTCTTGTG
CCCATCCAACGACCAGTTACGTGGCGGATGTTTTCTACTTATTCGCCGGCTGACGCGTAGCATGTCATACTCATC
TCTTTTTATTGTAATCGAACGACGGTGTAATCCGGCGATGCTGTGAGATTCGACGCACGCTTTCTGATCGACGGA
TTTAAATTTTAAATTTATTTACTAGCAGATACTAGTATTGATAGTTTTGAATGACTGGCTCGCGCATCCATGTCT
ACGATCCGCCACGGATGAAATGCCCTTAAATTCAATGCATAAAAAAACATCGAAATTTAAAGCGCTCCACAATTC
AAACAGAGCGAGACTTTCCAGCTGTCACAAGTGAAAAGGTGAACCCCTCCCGTGTCTTCTTGTCCACGCCTCGGG
GCTGGAGCCACTGCCCCGTCCTCTACAAGTACCCCTCCCATACCAAACCCCTCACGTCACCAGTCACCACCCTCT
CTCCTCTCTCTCTCCCCTCCCACCTTCCCACGCGCGCACACAACACACGCCCACCACCAGGGCGGCAAAATGGTG
AGTTCTCCCGCGCCCCCGCCCCCGCCCCCGCCCTCATCCCGTGGTTGCGCCGCCGCGCGCCCTTCCCGTCATGCT
AACCGGCGCCCCGTCGCTCTTCTCCGGTGG
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Appendix B

Figure 1 — Schematic diagram of protein expression vector with 7aASYI open reading

frame.
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Figure 2 - Mass spectrometry report. The expressed recombinant protein displayed
similarity to OsPAIR2, and therefore, it was dentified as TaASY 1.

Mass Spectrometry Report

Jan 20, 2006

Hanson institute
Protein Core Facliity

Sample; C:MS Files\20-1-06\06-006-1 raw

Samples for entification by mass spectrometry were digested with Irypsin under
standardised conditions. The resulting peptides were reduced with TCEP and
desalted through a C18 reverse phase silica column into the Q-Tof2 Mass
Spectrometar, via a NanoSource.

The specrometer was calibrated against the fragmentation pattern of JGluj-Fibring
peptide B and found fo be accurate to within 30 ppm.

Data was collected as intensity versus mass over charge (Th, Thompsons) and
multiply charged ions {+2, +3, +4) were automahcally detected and subjected to

The collected fragmentation data was the analysed using ProteinLynx software
and searched 2gainst a FASTA protein database.

Protein identification matches were assigned if 2 or more sequenced peptides
were werdified from a protein in the database.

REgQI‘dS Hanson Insttite Profein Coes Faciey
' DRisicn oF Haman imrunalogy Levet 3
S Bamding Frome Fomd, Adelaide,
SA, 56580
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Protein Match Details
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Accession:

Name:
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Confidence:
Coverage:
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Figure 3 — Negative control for immuno-gold localisation of 7aASY1 by transmission
electron microscopy. The negative control used in this assay was a goat anti-rabbit secondary
antibody, which could not bind to the mouse anti-7aASY1 antibody. The structure shown in

the image is a synaptonemal complex at pachytene. Scale bar, 200 um.
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Figure 4 — Immuno-fluorescence analysis of (A) metaphase I and (B) late anaphase I cells
using rabbit anti-TaASY1 antibody. These results show that during the later stages of

meiosis I, there is no longer any 7aASY 1 protein. Scale bars, 10 pm.

A
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Appendix C

Figure 1 — Schematic diagram of vector that was used to generate the 7aasyl RNAi mutants.

JAUAO3 regions represent sense and anti-sense 7a4SY!I sequence.

Replication origin

bla 7 Dé

puUC ori \
\\\ %actm promoter

pMPBJA002 \‘
9269 bp | |
&
/\/}attm
ubi promoter \ JAUAO03
‘ attB2
JAAR /\/W RGA2 intron
bar gene attB2
JAUAO3

attB1
35S terminator
nos terminator
JAAF

Figure 2 — Genotype analysis of T; generation Taasy! RNAi mutants. (A) Gel images of PCR
analysis used to identify positive plants of lines (A) NW2804, (B) SB1984 and (C) SB1534. The
fragment at 1749 bp represents the transgene fragment amplified in positive transgenic plants, while
the band at 762 bp represents the endogenous 7aASYI gene fragment conferring genomic DNA
integrity. Lanes that contain both bands represent positive plants. In each sample, P = plasmid DNA
control from Figure 1, W = Bob White MPB26 DNA control. The marker (M) used in (A), (B) and (C),
was the Bioline Hyperladder I (Bioline, New South Wales, Australia).
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Figure 3 — Southern blot analysis of Taasy! RNAi mutants. DNA of positive plants from Figure 2
were used to identify the number of transgene insertions per line. (A) NW2804 contains 1 transgene
copy, (B) SB1984 contains 6 or 7 copies, and the number of insertions for lines SB1753 and SB1534

(C) was not determined. In each blot, P = plasmid DNA control and W = Bob White MPB26 DNA
control.
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Figure 4 — PCR based genotype analysis of T, generation Taasyl mutants. T, PCR analysis
was performed using primers JA002f and JA002r (788 bp product) to confirm presence of the
transgene. Primers eASY1f and eASY1r (762 bp product) were used to confirm the genomic DNA
integrity in these samples. (A) Taasyl-2.2; (B) Taasyl-2.4; (C) Taasyl-2.9; (D) Taasyl-1.7; (E)
Taasyl-1.11; (F) Taasyl-1.6 (lane 1) and /.12 (lanes 2-4). (G) Lane 4 = Taasyl-2.2.7 (from (A)), as a
repeat reaction of lane 7 from (A). Other lanes in (G) equal repeat reactions of negative plants from
(A)-(E). Negative control (-) = Bob White MPB26, positive control (+) = plasmid DNA from Figure 1.
The marker (M) used was the Bioline Hyperladder I (Bioline).

A Taasy1-2.2 (T,PCR)

JA002f and JAOO2r primers eASY1fand eASY1r primers

12 3 4567 8 91 1 2 3 4567 89 10 -+ M

B Taasy1-2.4 (T,PCR)

JA002f and JAOO2r primers eASY1fand eASY1r primers

C Taasy1-2.9 (T,PCR)
JA002f and JAOO2r primers eASY1fand eASY1r primers

12 3 45 67 8 91 1 2 345 6 7 8 9 10 -+
o . - Rk kL L - U =

E ==
=
-_
-
|
» ‘
M =

195



D Taasy1-1.7 (T,PCR)

JA002f and JAOO2r primers eASY1fand eASY1r primers

M1 2 3 45 6 7 891 1 2 345 6 7 8 9 10 -+

E Taasy1-1.11 (T,PCR)
JA002f and JAQO2r primers eASY1fand eASY1r primers

M1 2 3 45 67 8 91 1 2 34 56 7 8 9 10 -+

Taasy1-1.6 and 12 (T, PCR)

JA002f and JAOO2r eASY1fand eASY1r
primers primers

M1 2 3 4 1 2 3 4 -+
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G JA002f and JAOO2r primers eASY1fand eASY1r primers

M 1 2 3 4 5 6 1 2 3 4 5 6 -+
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Appendix D

Copyright permission for Figure 1.1

Dear Mr. Boden:

Thank you for your request for permission to reprint the figure cited in your e-mail below. We are
happy to grant you permission to use this material in your doctoral thesis. Please use the following
acknowledgment: “Reprinted, with permission, from the Annual Review of Genetics, Volume 32 ©1998
by Annual Reviews www.annualreviews.org”

This permission to reprint is for a one-time usage only and any subsequent use of this material requires
submission of a new permission request. Fees for this noncommercial usage have been waived for
you. If | can be of further assistance, please do not hesitate to contact me.

Best wishes for success with your thesis.

Sincerely,

Laura Folkner

Permissions Department
ANNUAL REVIEWS

A Nonprofit Scientific Publisher
4139 EI Camino Way

Palo Alto, CA 94306

Ph: 650.843.6636

Fax: 650.855.9815
Ifolkner@annualreviews.org
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