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Supplementary Figure 1(a). Peptide spectrum of protein spot (ID 14) from 2-Dimensional Electrophoresis (2-DE) gel of HD2985
cultivar of wheat using MALDI-TOF/MS.
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Supplementary Figure 1(b). Peptide spectrum of protein spot (ID 15) from 2-Dimensional Electrophoresis (2-DE) gel of HD2985

cultivar of wheat using MALDI-TOF/MS.
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Supplementary Figure 1(c). Peptide spectrum of protein spot (ID 16) from 2-Dimensional Electrophoresis (2-DE)

cultivar of wheat using MALDI-TOF/MS.
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Supplementary Figure 1(d). Peptide spectrum of protein spot (ID 20) from 2-Dimensional Electrophoresis (2-DE) gel of HD2985

cultivar of wheat using MALDI-TOF/MS.
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Supplementary Figure 1(e). Peptide spectrum of protein spot (ID 32) from 2-Dimensional Electrophoresis (2-DE) gel of HD2985
cultivar of wheat using MALDI-TOF/MS.
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Supplementary Figure 1(f). Peptide spectrum of protein spot (ID 35) from 2-Dimensional Electrophoresis (2-DE) gel of HD2985
cultivar of wheat using MALDI-TOF/MS.
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Supplementary Figure 1(g). Peptide spectrum of protein spot (ID 36) from 2-Dimensional Electrophoresis (2-DE) gel
cultivar of wheat using MALDI-TOF/MS.
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Supplementary Figure 1(h). Peptide spectrum of protein spot (ID 45) from 2-Dimensional Electrophoresis (2-DE) gel of HD2985
cultivar of wheat using MALDI-TOF/MS.
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Supplementary Figure 1(i). Peptide spectrum of protein spot (ID 52) from 2-Dimensional Electrophoresis (2-DE) gel of HD2985
cultivar of wheat using MALDI-TOF/MS.
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Supplementary Figure 1(j). Peptide spectrum of protein spot (ID 66) from 2-Dimensional Electrophoresis (2-DE) gel of HD2985
cultivar of wheat using MALDI-TOF/MS.
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Supplementary Fig 1(k). Peptide spectrum of protein spot (ID 74) from 2-Dimensional Electrophoresis (2-DE) gel of HD2985 cultivar
of wheat using MALDI-TOF/MS.
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Supplementary Figure 1(1). Peptide spectrum of protein spot (ID 84) from 2-Dimensional Electrophoresis (2-DE) gel of HD2985
cultivar of wheat using MALDI-TOF/MS.
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Supplementary Figure 1(m). Peptide spectrum of protein spot (ID 118) from 2-Dimensional Electrophoresis

cultivar of wheat using MALDI-TOF/MS.
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Supplementary Figure 1(n). Peptide spectrum of protein spot (ID 120) from 2-Dimensional Electrophoresis (2-DE) gel of HD2985

cultivar of wheat using MALDI-TOF/MS.



g x104] 738.414 i 11'[112 SN Quality Fe‘lc, l?as, Im‘ans, Area
&, 1724392 ‘6 204 97 B4 3TOR 1387, R§ 330
g‘ 1 599,332 193 8030 3900 2769.05 674
o ! 656021 T8 343 2875 112651 405
£ 1.25 1 672004 8.1 665 3112 116236 398
9 | 724392 347 13805 4310 497248 1416
4 . 738414 952 28021 4273 1362648 3085
i ! T60.389 6.5 553 M86 92315 267
' T68.522 108 419 2592 1533.88 760
1 | 882563 74 B33 4660 1039.83 338
1.00 i 889.481 10.4 3453 5927 1478.03 420
g ! 206.511 206 o776 5041 2022.01 081
i 1 017.498  16.6 241 339 23310 1155
: 933.531 14.0 965 3248 196116 1037
) : 965507 18.1 1940 4280 2551.39 1000
7 1 981.301 10.0 B4l 4196 1399.02 624
0.75 | 1012493 215 4019 4460 208888 1320
4 1 1051.744 6.8 604 3940 940.64 405
i ! 1365615 159 9806 5185 2138.67 1355
' 1381.611 6.2 1033 4258 837.75 633
1 1 2072.080 6.2 1358 3069 819.62 1089
1 ! 2279.005 131 1592 6067 15353.96 1993
050 ! 2296040 137 1041 4881 2524
1 2367.075 2350047 166 1934 5851 2559
i } 2361.059 16 T36 4759 1442
| 2367.073 292 6004 6103 4349
b 1012.493 | 3353.598 8.3 568 S111 1106
1 ! 3401596 229 4155 7912 1078.63 2017
0.25-| 1365.615 3401.506 7500 62 1194 8339 28652 534
2 3401.596

1 |

I

b 2072.080 !

i = I

|
0.00+
I e LD e B e ey B e e e By e B e B By By e
1000 1500 2000 2500 3000 3500 4000 4500 miz

Supplementary Figure 1(p). Peptide spectrum of protein spot (ID 164) from 2-Dimensional Electrophoresis (2-DE) gel of HD2985
cultivar of wheat using MALDI-TOF/MS.

Supplementary Table 6. Sample info and running conditions followed for normal liquid chromatography mass spectrometry (nLC-
MS/MS) for identification of peptides and proteins in control (22°C) and heat shock treated (42°C, 2 h) samples of HD2985 cultivar of
wheat using available protein database, (a) Arabidopsis thaliana protein database (b) Oryza sativa protein database (NCBI RefSeq).

(a)

Sample Name HD2985 (Control) and HD2985(Treated)

MS run details and parameters C18 nLC column used for separation of peptides
Run time (gradient time) 120 min

Resolution settings for MS and MS2 MS@60000 & MS2@15000

Top N 20

Fragmentation method HCD

Search parameters

Database Arabidopsis thaliana protein database (NCBI RefSeq)
Search algorithm Sequest

Modifications methionine oxidation : dynamic & Carbamidomethyl at cysteine : static
Enzyme Trypsin

Missed cleavages 1

MS and MS/MS tolerances MS : 20 ppm and MS/MS : 0.1 Da

(b)

Sample Info HD2985 (Control) and HD2985 (Treated)

LC details

Enrichment column 75um i.d.; 2 cm length; 5um C18 particles
Analysis column 75um i.d.; 10 cm length; 3um C18 particles

LC gradient 0 to 90min - 5 to 30% Solvent B

MS run details and parameters




Run time (gradient time) 120 min

Resolution settings for MS and MS2 MS@60000 & MS2@15000

Top N 20

Fragmentation method HCD

Search parameters

Database Oryza sativa (rice) protein database (NCBI RefSeq)
Search algorithm Sequest

Modifications methionine oxidation : dynamic & Carbamidomethyl at cysteine : static
Enzyme Trypsin

Missed cleavages 1

MS and MS/MS tolerances MS : 20 ppm and MS/MS : 0.1 Da

Supplementary Table 7. List of primers used for characterizing the expression pattern of identified heat stress associated proteins in
control and heat shock treated samples of wheat (cv. HD2985) using quantitative real time PCR.

Primers Sequences (5'-3") Tm (°C)
HSP9Of TGAGTATGGGTGGACTGCCAACAT 62.7
HSP90r TCTCGAAGAGCAGCATCACAAGGT 62.7
HSP70f CTTCGTCCAGGAGTTCAAGC 63.9
HSP70r GTCGATCTCGATGGTGGTTT 63.9
HSP26f ATCGACGTGAAGGTCCAGTGATGA 62.7
HSP26r AGAAAGGATCGGAGAAGAACGGCA 62.7
CATf CAAGAGCGATTCATCAACAGAT 63
CATr AGACCAGTAGGAGAGCCAGATG 63.6
Can3714f GGCCGGTCATTCATAGAGAA 60.04
Can3714r TGAATTCGGACCAAAAGGAG 60.04
SIPf TCCCCAAGAACTTCAAGCAC 60.2
SIPr CTTCTCCCCTTTCCTGAAGC 60.3
RCAf CGCAAGTACGACTTCGACAA 57.3
RCAr CAGGATGAGAGGGACCTTGA 504
CDPKf TGCCATTCACTTGGTGTGAT 55.3
CDPKr GGCCTGGCTTGAAGTAGATG 504
Calf TTTCGAGCACCTCAAGGAGT 59.9
Calr TCTTCAGCTGCATTGGTGTC 59.9
AGPf ACAGCCTTCAAAGTTCAGCTTC 60
AGPr GTGCTCTACCCTGCATTTATCC 59.9
GAPDHf CGGAAAGTTGACTGGAATGG 64.3
GAPDHr ATCATAGGTTGCTGGCTTCG 64
Can152f GCAAGGCTGAACTAGACAGGTT 59.9




Can152r CCTCTGCAATTTCCTCTCTGAT 59.8
Actf GCGGTCGAACAACTGGTATT 63.7
Actr GGTCCAAACGAAGGATAGCA 63.8

*f-forward; r-reverse; CAT-catalase; SIP- stress induced protein; Can- candidate gene; RCA- rubisco activase; CDPK- calcium dependent
protein kinase; AGP- ADP glucopyrophosphorylase; GAPDH- glyceraldehyde-3-phosphate dehydrogenase; Act- actin.




