Supporting Information S13.

Identified
in two-step
but not in
one-step

METAPROTEOMICS method.

28 @19 € € €%

Spectrum information Identification Peptide Conf
Sample | Fraction Charge |Theor m/z Sc Two
Step
One Step | Metho
A Mass [Sequence Method d

1 2 2 437.255 | -0.0003 [EVAKEIGK 9 12.3 98.6
6 6 2 468.761 -0.0072 |MLFGELVK 9 64.9 98.4
6 6 2 441.251 0.0007 |QSLGAHLR 9 80.1 98.3
1 3 2 407.226 | -0.0001 |LNVENPK 9 87.4 98.1
1 3 2 634.853 0.0003 |WLSLPGETRPL | 11 88.1 96.6
6 6 2 511.751 0.0002 |[EHFAIYKD 8 66.1 95.5
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5/12/2011 6:52:19 PM

tgriffin_koore004_051211_PIC2 #5300 RT: 42.31 AV: 1 NL: 3.16E3
T: ITMS + ¢ NSI d Full ms2 437.26@cid35.00 [110.00-885.00]
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tgriffin_koore004_060611_P6C_6

6/6/2011 9:19:10 PM

tgriffin_koore004_060611_P6C_6 #2428 RT: 19.84 AV: 1 NL: 9.81E3
T: ITMS + ¢ NSI d Full ms2 468.76 @cid35.00 [115.00-950.00]
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tgriffin_koore004_060611_P&C_6&

tgriffin_kooreD04_060611_P6C_6 #2424 HAT: 19.82 AV: 1 NL: 1.07E4

6/6/2011 9:19:10 PM
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tgriffin_koore004_051211_PIC3 5/12/2011 8:58:15 PM

tgriffin_koore004_051211_PIC3 #2204 RT: 20.11 AV: 1 NL: 1.76E4
T: ITMS + ¢ NSI d Full ms2 407.23@c¢id35.00 [100.00-825.00] 9
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Best Sequence

Modifications

[ conf | Theortmw| z [~

[4Ti143851 | [ ioz147 | 5117508 |

630 EHFA LYKD

[ es5 oztases] z]+

Peptide ID Hypotheses - 41.1.1.4385.1

Precursor MS Region

Conf ©| ProtH -~

Sequence

Modifications

Theor Mw

Theor mfz

55 630 | EHFAIYED

1021 4863

11,7307

=1 DFRGORDE

Deamidsted(QI@S5

1021 4841

5117543

=1 FE DG GEEEER

1021 4733

5117467

=1 MTHVYLDE

Coxichation (i)

1021.4303

5117324

=1 EFDRGRDE

1021 4841

511 7543

Mo Data Shovwing

Fragmentation Evidence for Peptide

[ErFarke

Residue b b2 ¥ y2
130.0499 B5.5286( 10224942 S11.7507
2671088 1340530 893.4516| 447.2294
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tgriffin_koore004_060611_P6C_6

6/6/2011 9:19:10 PM

tgriffin_koore004_060611_P6C_6 #4385 RT: 34.54 AV: 1 NL: 1.58E4
T: ITMS + ¢ NSI d Full ms2 511.75@c¢id35.00 [130.00-1035.00]
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Identified in
two-step but

not in one-
PROTEOGENOMICS step method.
Spectrum information Identification Peptide Conf
Sample Fraction Charge Theor m/z Sc
Two
Step
A Mass  |Sequence One Step Method | Method

6 3 2 510.232 0.0061 MDNAIGDQR 9 66.1 96.7
4 3 2 498.774 -0.0005 |MSPHLQRK 9 92.1 96.2
6 5 2 574.2341 0.0019 |GEEEGEGGGGGGR| 9 84.8 97.5
6 5 2 679.8591 -0.0093 |RTSVCPRTWPR 10 73.85 98.1
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tgriffin_koore004_060611_P6C_3 6/6/2011 3:01:19 PM

tgriffin_koore004_060611_P6C_3 #3655 RT: 33.44 AV:1 NL: 6.66E4
T: ITMS + ¢ NSI d Full ms2 510.23@cid35.00 [130.00-1035.00]
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445.1565| 2230515 8323544 46.6808
502.1780| 2515926) 703.3118| 3521595
631.2205) 3164139 646.2003[ =2364ss
656.2420( 3445247 617.247T| 269.1275
7452635 3731354 460.2263| 2306165
802.2350| 401 B4E1| 4032043 2021060
659.3064| 4304569 3464833 173sesa
a16.3278| 458F676| 2891619 1450845
9733494 457A7E3| 2321404 118573
11284505 666.2289| 1751130]  GE06H

Alo|o|o|o|e|a|m[a|m]|m[m|a

72596
1

00

@r

teinPilak™

Spectrum information

Identification

Peptide Conf

Fraction | Scan [ Charge

Theor m/z

A Mass

Sequence

Sc

One Step Two Step
Method Method

2617 2

574.2341

0.019598

GEEEGEGGGGGGR

84.84 97.48




Spectrum List

‘ Spectrum | Time | Prec MW | Prec miz ‘ Precz| ProtN ‘ Best Sequence Modifications | Conf | TheorMW| z |
[aa1126171 | [ 11464734 | 57 2aan] 2| 1008 | GEEF GE GGG GG R | o7s] f1epasar| 2]

Peptide ID Hypotheses - 39.1.1.2617.1 Precursor MS Region

ProtN Sequence Modifications Theor MW | Theor miz

1008 | GEEE GE G566 GR. 11464537 | 574.2341
CPNE FECYOE Dieamidated(M)@3 11464885 574.2418 Mo Dt Showving
CPSGAQECPGAR 11464797 | 574.2472
QVCEPENFCK Deamidated(M)@? 11464885 |  574.2418
AMEOPPEOSH 11464685 |  574.2418

Fragmentation Evidence for Peptide

|GEEEGEGGGGGGR

Residue b b+2 ¥ y+2
sg0ze7| 295180 11474810 5742342
1670713 semea| 10904395 5457234
3161139 1585608 9613970  481.2021
4351565 2030519 832.3544 416.6808
502.4780| 2515326) T703.3118| 3521595
6312206 3161138 646.2003| 3236483
660.2420| 344 6247 | 517.2477| 258.1275
7452635 3731354 460.2263| 2306168
B02.2850| 4016461 4032045 2021080
6593064 | 4301568 a3461833| 1735353
916.3278| 4536676 289.1619) 1450846
a733494| 4871783 23z14nd| 116573
11204505 |  665.2289| 1751190  @s.0631

Al @@ @@ @|ma|mlm]m| g

24089 . =4

2

Spectrum information Identification Peptide Conf

Sample | Fraction | Scan | Charge |Theor m/z Sc | One Step Two Step
A Mass [Sequence Method Method

6 5 2617 2 574.2341 | 0.019598 |GEEEGEGGGGGGR 9 84.84 97.48




tgriffin_koore004_060611_P6C_5 #2617 RT: 23.70 AV: 1 NL: 4.98E3

T: ITMS + ¢ NSI d Full ms2 574.24@cid35.00 [145.00-1160.00]
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Spectrum information

Identification

Peptide Conf

Sample

Fraction

Scan

Charge

Theor m/z

A Mass

Sequence

Sc

One Step
Method

Two Step
Method

2617

574.2341

0.019598

GEEEGEGGGGGGR

84.84

97.48




Software - [Result -

Duften_April 2012001 1_Two_StepiResultsty P146C_HumanUniProt_ASI_FDR_12212011.group]

Fie Configure Window Help

BEE]
. -
Workflow Tasks m Protein ID Spectra Summary Statistics
Identify Proteins Spectrum List =
LG | Spectrum ‘ Time ‘ Prec MW | Prec miz | Prenzl ProtH ‘ BestSequence A | Modifications ‘ Conf ‘ ThenrMW‘ z |3
391137824 1357 6945 | 6796545 2 1308 | RTSVCPRTWER F36| 13577037 2w
Spot Basad (M5 only)u. [ I I [ [ [ I [ I I [
Spot-Based (MS and MS/MS)... Peptide ID Hypotheses - 39.1.1.3792.1 Precursor MS Region
i 7aa|10]  1a08| RrsveerTuER 1357.7037 | 6798591 BIEEE
Analysis Log... =1| 8| 1630] CGGELVLGEGLVER 1357 7024 | 6798285 2| -oo0e0
Mo Data Shovwing
Resuit B EEVGUL SGVGELR 13576000 | 6798968 2| -no0es
<i] 7 AUAETLSSPAVAR 13576290 | 6798568 2| -no04s
_ =1 7 CLOLLASSAEDPAR 1357 7024 6798585 2| -0.0080
Peptide Summany...

Protein Summary...

Fragmentation Evidence for Peptide

[RTsverRTARR

Residue b b+2 ¥ ¥e2
R 1571084 79057E[ 13587110 B79 8591 ¥ va s 5 7 v
T 2581561 | 1205817] 12026009 E01 805 21e5 paiz e p1s2 o g wio
k3 3451881 1730877 1101 5622 551 2847
2.0e5 67077
W 444 2565 222 E319] 10145302 507 TEET
C S47.2657| 2741365| 915.4618| 458.2345 1.9e5
P 644.3185) 3225629) 8124626 4067299 1 ges
R 800.4196 4007134 715.3998 358.2035
T 901.4672| 4512373 559.2987| 230,530 1785
W 10675465 5442768| 45B.2610] 2295282 1 55
F 1184.5993 582 8033 2721717 136 5895
R 13407004 | 670.8539 1751190 20831 1.5e5
1.4es
1.3e5
1.2e5
=
21165
5
E
1 0e5
9084
B 0ed
7 Oed
6.0e4
50ed
BE213
4024
3084
2084 50135 728.37
1 G4 789
45092 59337 £12.29 340123
25120 5‘ 043, L | \353124 108356 ME5T7
00e0 I 1 1 I L
o 100 200 300 400 00 BO0 oo 800 900 1000 100 1200
miz, Da

=]

Spectrum information

Identification Peptide Conf

Sample

Fraction | Scan | Charge | Theor m/z Sc

A Mass  [Sequence

One Step

Method Two Step Method

5 3792 2 679.8591 -0.00927 |RTSVCPRTWPR 10 73.85 98.08




Spectrum List

| Spectrum | Time ‘ Prec MW |Prec miz | Precz| ProtN | Best Sequence Modifications | Conf |Theorllw‘ z |
[351437921 | | 1357 6945 £75.8545 2] 926 | RT3V CPRTWPE. | RN IR ] |

Peptide ID Hypotheses - 39.1.1.3792.1 Precursor MS Region

Prot N Sequence Modifications Theor MW | Theor miz
RTAVCPRTWFR 1357 7037 E79.8591
7,20, | QSVEADINGLRR Deamidated{h@d 1357 B949 B79.8548

18| OTVEADVNGLER Deamicated (M@ 13576949 6798548
ELCIDOTPTEPR 1357 7024 B79.8585
ACRELGGDLATPR 1357 BT72 673 5459
QLSEDGROLER Deamicated{C@E 1357 7082 E79.8E604
GE GEEVEERLGR 1357 B949 B79.8548
GEALOPEDSLVAR 1357 6837 [ 6796492

Mo Data Showing

Fragmentation Evidence for Peptide

|FTsverRTWRR

Residue b b+2 ¥ y+2
1571084 790578 13887110 E79.850
2581561 1295817 12026098 601 5056
345.1881 ATI087T| 11015622 551 2847
444 25685 2226319 1014.5302 S07.7BEY
547 2657 2741385 915.4618 458.2345
B44 3185 3226629 812.4526 4067299
800.4196 4007134 715.3998 358.2035
901.4672 451.2373 559.2987 2801530

1087 5466 544 2769 458.2510 2295292

1184.5993 592 5033 2727 1365895

13407004 670.8539 1751190 88.0631

alolz| == 2| o] <|w] ==

1083.56

1100

Spectrum information Identification Peptide Conf

Sample Fraction | Scan | Charge | Theor m/z Sc One Step
A Mass  [Sequence Method Two Step Method

6 5 3792 2 679.8591 -0.00927 |RTSVCPRTWPR 10 73.85 98.08




tgriffin_koore004_060611_P6C_5 #3792 RT: 31.32 AV: 1 NL: 1.98E5

T: ITMS + ¢ NSI d Full ms2 679.86@cid35.00 [175.00-1370.00]
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Spectrum information

Identification

Peptide Conf

Fraction

Scan

Charge

Theor m/z

A Mass

Sequence

Sc

One Step
Method

Two Step Method

3792
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-0.00927

RTSVCPRTWPR
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73.85

98.08




Metaproteomics (Identified in
one-step but not by two-step

method)
Spectrum
18.1.1.3933.1
19.1.1.2087.1
19.1.1.6769.1
19.1.1.7363.1

19.1.1.7502.1
19.1.1.8053.1
33.1.1.4545.1

One Step Method Conf Sc
NNEDEIAGK 97.6
AEAPAAPAQEAPK 99
IALTPVAIAAGR 99
VQIVGDDLFVTNPER 97.4

GDMGIEVPFEMVPVYQK 99
VAQEEIFGPVATVIK 96.4
ASGEVPLDVAPQGK 99

Two Step Method Conf Sc Reason why it was not identified in two step method
11 DLTEQQQK 173 8 Protein present in second step database. Reason unknown.
13 HPFQPWVNPK 60 1 Protein present in second step database. Reason unknown.
13ALLTPVAIAAGR 99.0 13 Not detected in the first step.
13 VQLVGDDLFVTNPER 99.0 13 Not detected in the first step.

ANLHAEPDYLEVLEQ
16QT 80 1 Protein present in second step database. Reason unknown.
12VQLYGPTNVAPIISK 124 8  Protein present in second step database. Reason unknown.
15 AKDNAVMSTRFK 765 9 Protein present in second step database. Reason unknown.



Protein ID Summary Statistics

Spectrum List

| Spectrum V‘ Time ‘ Prec MW |Prec miz | Preczl ProtH ‘ BestSequence Modifications ‘ Conf ‘ ThenrMW‘ z ‘
| RERRREEE NI [ 0.0000] 49572484 of 924 NNEDETAGK [ arE] omsddsz]| 2]

Spot-Based (MS only)...

Spot-Based (MS and MS/MS)... Peptide ID Hypotheses - 18.1.1.3933.1 Precursor MS Region

are| M 924 | NNEDEIAGE 565 4462 4952303
D DIEDELER 9835077 | 4352611 o Dt Showing
0 9854713 4852429

Resuit... ° DLEDEIQR
=110 DLEDELQE 96884713 4952429

Peptide Summary...

Analysis Log...

_ Fragmentation Evidence for Peptide
Protein Summary...

) [nmEDEIGH
MGF Peaklist{s)...

Residue b b+2 ¥ ¥+2

113.0502 560287 9894534 4332304
229.0931 1150502 8754105 438 2088
358.1357 1795715 T61.3676 3811874
4731627 237.0850 632.3250 16,6661
602.2053 30 BOB3 517 2880 2581527
715.2893 358.1483 388.2554 194 6314
TE6.3264 393 6669 2751714 1380593
843.3479 4221776 2041343 102 5708
9714429 486.2251 147 1128 740600

531 452
435397
23151

323259
103 SER2TS 46 343

701,398
478 570,440 asadn 816.373
I Il \ Il \ T
0 20 40 B0 B0 100 120 140 160 180 200 220 240 260 280 300 320 340 360 380 400 420 440 460 480 500 520 540 560 S80 GO0 620 640 BBO B80 70O 720 740 76O 780 800 &20 540 860
miz, D&

el @ 4 * PR g

Spectrum One Step Method Conf Sc
18.1.1.3933.1 NNEDEIAGK 976 11



@ Fie configure Window  Help

Workflow Tasks m Protein D Summary Statistics

L

| Spectrum V‘ Time ‘ Prec MW |Prec miz | Preczl ProtH ‘ BestSequence Modifications | Conf |TheorMW| z [*
[Ae119381 | [ ooooo| asszase| o] [pLTERDOK [ t7a] sssasas] 2]~

Spot-Based (MS only)...

Spot-Based (MS and MS/MS)... Peptide ID Hypotheses - 18.1.1.3933.1 Precursor MS Region

173 DLTEQQQE 988 4825 495 2485
14.2 542 | ENSAEAIQE 9354525 4952435
142 VDEDLAATR 985 4825 44952485
Result...

B NLENIEEEK Deamidated Mg 985 47135 4952429

=1 NE THELTE Deeamiciated M@ 9564525 495.2485

Analysis Log...

Mo Data Shovwing

Peptide Summary...

EroteinlsUnmanst Fragmentation Evidence for Peptide

MGF Peaklist{s)... [pLrEcack

Residue b b2 ¥ y2
116.0342 565207 989 4895 495 2485
2294183 11506528 644620 4377380
3301660 165 5866 T61.3788 381.14830
459.2086 2301079 BB0 3311 330 BESZ
587.2671| 204.1372| 531.2885| 2661473
715.3257| 3564665 403.2300] 2021186
843.3843 42218958 2151114 138 0893
or14795| 4862433 1470128 740800

HEEEHEEE

435365
423.093
-

e 388,075 B 546 321

701377
214745 ‘ 570414 A 516,360

| Il |
I | | | Ul

0 20 40 B0 B0 100 120 140 160 180 200 220 240 260 280 300 320 340 360 380 400 420 440 460 480 500 520 540 560 S80 GO0 620 640 BBO B80 70O 720 740 76O 780 800 &20 540 860
miz, D&

e O eS| R B e

Spectrum Two Step Method Conf Sc
18.1.1.3933.1 DLTEQQQK 173 8



ProteinPilot™ Software

File Configure window Help

Workflow Tasks m Protein D Summary Statistics

Spectrum Lis

| Spectrum V‘ Time ‘ Prec MW |Prec miz | Preczl ProtH ‘ BestSequence Modifications ‘ Conf ‘ThenrMW‘ z ‘
RS [ TEdE Eann | s | E| 10 AEAFARPAQEAFE | o8] 1249.8302] 2]

Spot-Based (MS only)...

Spot-Based (MS and MS/MS)... Peptide ID Hypotheses - 19.1.1.2087.1 Precursor MS Region

EN N e oz Wotestons | Thoor tw] Theor miz

a3 810 | AEAPAAPAQEAPE 1248 B302 B25 5224
=1 0D IYDQ IEAR Deamidated(QI@E 12496302 6258224 Mo Data Shoving
Result... <1 QD OP IRHEVE Deamidated(CO@F 124956415 6256260
=1 AEEMRFLOAR 1248 F238 F25 5182

Peptide Summary...

Analysis Log...

Fragmentation Evidence for Peptide

IAEAPAAPAQEAPK

Residue b b+2 ¥ y+2
720444 355258 12506375| 6256224
201.0870] 101.0471| 11796004 5903039
2724241| 1365657 1050.5578| 525.7826
369.1768| 1850821| 979.5207| 490.2640
40210 2205108| 8824680 4417375
5112511 2561202 8114308 4082191
6063038 3045356) 740.3937| GrO700S
§79.3410( 3401741 B433a10[ 3221741
807.3995| 4042034 5723039 286.6556
9364421 45a7247| 4442453 2226263
1007.4793| 5042433 3152027 1581050
1104.5320| 5527896 | 2444656 1225364
12326270]  B1681T1| 147.0128] 740800

Protein Summary...

MGF Peaklist(s)...

HEIBREGEHEEREEEEERE

8247
20617 36078 B9858 72081 . 105081
T | N | | 11348

300 400 o0 500 1100

i I [ ‘P B G

Spectrum One Step Method Conf Sc
19.1.1.2087.1 AEAPAAPAQEAPK 99 13



ter_April_201, _1_Two_? econd_StepResultsi9A_P126C_Human_HOMDE49_Second_FDR.group]

Protein ID Spectra Summary Statistics

Spectrum List =

| Spectrum V‘ Time ‘ Prec MW | Prec m/z | PrEEZl ProtH ‘ Best Sequence Modifications | Conf | Theor MW| z H

FEERE e T34 A0 | o8 FE5E 3 T e e | 31
Spot_Based (MS only)... I ‘ [ [ [ [ [ roFirmEE ] |

Spot-Based (MS and MS/MS}... Peptide ID Hypotheses - 19.1.1.2087.1

=1 HPFOPWVIPK Desmidated( )@ 1249 B244 B25.8195

<1 K5 SEANEPAPPR 12436415 6259280 No Data Showing
<1 HRETLD PSAPK 12436415| 6250280

Result...

=1 KGECL3R3GASR 1249 6188 6258171

_ =1 EFNYVIHAER 12496204 B25.8174

Peptide Summary...

Precursor MS Region

Analysis Log...

Protein Summary... Fragmentation Evidence for Peptide

MGF Peaklist(s)... [rPraimeaiprnmpr

Residue b b+2 v w2
138.0882 B9.5367| 12506317 B255195
2351180 1180631 | 1113.5726 557.2900
3821874 1915873 10165200 508 TE36
511.2300 2561136 8694516 4352294
608.2627 304 5450 T40.4090 3707031
794 3620 397 BB47 643 3562 3221817
593.4304 4472189 457 2789 2291421

A007.4734|  504.2403 3562085 1795073

1104 5261 5527667 2411656 122 5864

12326211 616.8142 147 1128 740600

&11.40
a7 AT
42211 4apos5 ~ ’8255631 oszar a0
200 e 1o sz . o559 7081|4926 : p— 105061
i’ \ \ [ ol il
L Ll (] L | 1 |
300 400 700 900 1100

ool % &5 2@ 1] 5]

Spectrum Two Step Method Conf Sc
19.1.1.2087.1 HPFQPWVNPK 6.0 1



oftware - [Result

File Configure ‘Window Help =1&] x|

Workflow Tasks m Protein 1D Spectra Summary Statistics

GimiEns Spectrum List

LC...

‘ Spectrum V‘ Time | Prec MW |Prec miz | Preczl ProtH ‘ Best Sequence Modifications | Conf |TheorMW| z ‘
p1a11676a1 | | 1151 702e] a7 8567 | | 774 | TALTPVATAAGR | aa| 11517026[ 21

Spot-Based (MS only)...

Spot-Based (MS and MSMS)... Peptide ID Hypotheses - 19.1.1.6769.1

13 774 | IALTPVATAAGR 11517026 76 G366
13 ALLTPVAIAAGE 1151 7026 576 8586 Mo Data Shawing
7 ALIRLDFRAK 1517139 476 8642

Result...
7 LEQEFRALGE 1151.7000 5763572

_ L ALIVGGTRP IR 11517139 5763642

Peptide Summary..

Precursor MS Region

Analysis Log...

. Fragmentation Evidence for Peptide
Protein Summary...

" fleLTPvasacr
MGF Peaklist(s)...

Residue b b2 ¥ yi2
1140913| 575493 11527088| 768586
1851285| 930878 10336258| 5203166
298.2125| 1495099 96B.5887| 4347930
399.2602| 2001337 8555047 428.2560
436.3130] 2466601 7544570| aTT.Ta2M
5853814 2981943 657.4042| 3292058
6E64185| 3337129 6683388 2796715
7795026 o02549| 4sv2gsT| 2444530
850.5397| 4257735 3va2146] 187E110
9215766 4612920 3034775 1520924
a7e5982| 4898026( 2324404 1165738

11346994 667.8533| 1751190  asoe31

EAE-E I Y Bl o0 I Bl ] il )

100514
102352

| | 1053.25

1000

Spectrum One Step Method Conf Sc
19.1.1.6769.1 IALTPVAIAAGR 99 13



Protein 1D Spectra Summary Statistics

Spectrum List

Spectrum V‘ Time | Prec MW |P[El: miz ‘ va:zl ProtH | Best Sequence Modifications | Conf |ThEI]rMW| z |~
194167631 | [ 1151 ro2s] s7e.aser | | 575 | ALLTPVATARGR | 99| 11517028 23~

Spot-Based (MS only)...

Spot-Based (MS and MSMS)... Peptide ID Hypotheses - 19.1.1.6769.1

& 875 | ALLTEVATAAGR 11517026 5763588

=1 FRPRLOAQR 1517000 5768572 Ho Data Showing
1 11517138 5768642

Resuit.. < JAPKIAQIER

=1 ALTGNTLATGLE 11516014 5768530

_ =1 LEAVNGEVAER. 11517138 57F BE42

Peptide Summary...

Precursor MS Region

Analysis Log...

Fragmentation Evidence for Peptide

|aLLTPY AR

Residue b b+2 v y+2
720444 36.5258| 11527088 5768586
1851285 930679 10816728 541.3400
298.2125 1456099 968.5887 484 7980
399.2602 2001337 855.5047 428.2560
4363130 2486501 T54.45T0 TN
5953814 298.1943 657.4042 329.2058
BEB 4185 333 558.3358 2796715
TT9.5026 3302548 487 2957 2441530
850.5397 4257735 374.2146 187 E110
921.5768 461.2920 3031775 1520924
a75.5982 4888028 2321404 116.5738
1134 6994 567.3533 1751190 380631

Protein Summary...

MGF Peaklist(sh..

70 87080 Jaos 14
73382 102352

‘ | ‘ 105325

1000

o] & & )@ 2] 5

Spectrum Two Step Method Conf Sc
19.1.1.6769.1 ALLTPVAIAAGR 99.0 13



Protein ID Summary Statistics

Spectrum List

| Spectrum V‘ Time ‘ Prec MW |Prec miz | Preczl ProtH ‘ BestSequence Modifications ‘ Conf ‘ThenrMW‘ z ‘
197473631 | [ rooaTel | as1.4453] H 920] ¥ IVGDDLEVINFER. [ or4] ronaras| 2]

Spot-Based (MS only)...

Spot-Based (MS and MS/MS)... Peptide ID Hypotheses - 19.1.1.7363.1 Precursor MS Region

a7 4| 13 929 | ¥QIVGDDLFVTNPER 17005733 8514440
EEEE VO IVGDDIFVTNFER 17005733 8514440
Result.. a7 13 ¥ LVGDDLFYTNPER 17005733 8514440 Mo Data Showing

<1 8 ALNTNGNLDNKAITVE Deamidated(M)@3 17008694 8514420
_ 1| 7 CLLKSIGAEVPDEAEK 17003855  851.4400
=1] 10 GENVDVAUTLTRLAR Deamidated(H)@3 17006845 6514496
=1| 8 EASLPEFTVEEVGDIKK 17008833 8514489

Analysis Log...

Peptide Summary...

Protein Summary...

MGF Peaklist(s)... Fragmentation Evidence for Peptide

IVQIVGDDLFVTNPER

Residue b b+2 v y+2
i 1000757 50.5415) 1701.6006[ 6514440
Q 2281343 1145708 16028122 5018087
3412183 1711123 14747836 7378805
440.2667| 2205470] 1361.6696 513304
497.3082| 2491577 1262.6012| 65316042
§12.3352| 3066712 12055797 6032935
7273621 3641647] 10805527 5457800
8404462 4207267 9755258| 488.2665
987.5146| 4942609 8624417 4317245
10865830 5437351 | T15.3733| 3591903
1187.6307| 594.3150] 616.3048 5086561
1301.6736| £513404| 515.2572| 2581323
13087264 6o9Eea| 4012143 2011108
15277690 7E43061| 3041615 1525044
1683.8701| 8424387 1751190| 880831

BREEEEEEEEEE

35
111860

1035.56

el @ 4 R g

Spectrum One Step Method Conf Sc
19.1.1.7363.1 VQIVGDDLFVTNPER 974 13



Protein ID Summary Statistics

Spectrum List =

| Spectrum V‘ Time ‘ Prec MW |Precm!z|Precz| ProtH ‘ BestSequence Modifications | Conf |TheorMW| z [*
| EERREE=A | | 17oosTer | 514453 2| 1007 [¥QLVGDDLEVTHPER | oa| irooeraz]| 2|~

Spot-Based (MS only)...

Spot-Based (MS and MS/MS)... Peptide ID Hypotheses - 19.1.1.7363.1 Precursor MS Region

£ 1007 | YO LVGDDLFVTNPER 17005733 8514440
<1 KGLES5CLESKGFAAEE 17005767 [ 8514455 Mo Data Showing
<1 UTLNSGRAREWTER. 17005746 6514445
Result...

=1 ERDRIDFSAAS ILMK 17008879 | 8514512

Peptide Summary...

Analysis Log...

Protein Summary...

—

Residue b2 ¥ y2
100.0757 505415 1701 8806 851 4440
2281343 1145708] 1602122 5019097
341.2183 1711128 14747536 737 8805
440.2867 2206470 1361.6696 B&1 3384
4073082 24001577 | 12626012 6318042
§12.3352|  3066712| 12055797 6032935
T27 3621 3641847 10805527 545 TE00
5404462 4207267 0755258 4380665
9675146 4942608 Gezadl7| 4317245

1086.5830 5437951 T15.3733 35818903

A187.6307| 5943100| 616.3049| 308 5361

13016736 ©6513404| 6152672 2561323

13987264 699 8665 412143 201 1108

15277690 TE4.3881 3041615 152 5844

16836701 | 8424987 1751190 ee0ed

MGF Peaklist(s)...

alm|of=z[=|=|n[|=|2]|al=||a]=

35 b1t
1860

1035.56

| & & )@ 5] I

Spectrum Two Step Method Conf Sc
19.1.1.7363.1 VQLVGDDLFVTNPER 99.0 13



ProteinPilot™ Software

File Configure window Help

Workflow Tasks m Protein D Summary Statistics

Spectrum Lis

| Spectrum V‘ Time ‘ Prec MW |Prec miz | Preczl ProtH ‘ BestSequence | Modifications ‘ Conf ‘ThenrMW‘ z ‘
| KRNI [ 18855135 | GEE G855 | 2T [ GO MG IEVETEMVEV TR [ Geddation )@, Goddation(... | "89] 1969575 2

Spot-Based (MS only)...

Spot-Based (MS and MS/MS)... Peptide ID Hypotheses - 19.1.1.7502.1

99| 16 911 | GDMGIEVPFEMVFVTQE Oxidation(M)@3, Cxidation( 1969 9165 985 9655
=1| 18 GDMGIEVPFEMVPVFQE Oxidationthd)i@3, Oxidationt... 1969.9165 9350655
Result... =1 & ANLHAEPDYLEVLEQQT Deamidated(C)E@ 6 1964 4268 4358707 Mo Data Showing

=1 & DTCLYVDAAGFNQISHMEE Oxidation(M)i@ 16 1969 9237 985 9652

_ =1 & FD IMSLLDRETMND VR Oxidationch)i@4 19699237 9350692

Peptide Summary...

Precursor MS Region

Analysis Log...

Protein Summary...

MGF Peaklist(s)... Fragmentation Evidence for Peptide

[eomoxiiGIEvPFEMIOiIVPY @I

Residue b b+2 v y+2
G san2e7|  2a5100] 1avoszas| oesesss
D 1730557  87.0315] 19138025 9574545
W] 3200911| 1805492 17988754 E99.8413
G 3770125 183.0399] 1661.6400| G26.4236
| 490.1966| 2455019 1694.8185| 7975123
E 619.2392| 31001232 14817348 7413709
ki 718.3076| 3535574] 1362.6919| 6760435
P 615.3604| 405.1638| 1263.6236| 65273154
=

E

962 4288 481 7180 11565707 578 7&90
10914714 | S46.2393( 10095023 5052545
12385066 619.7570 880.4597 440 7335
1337.5752 BE9 2912 733.4243 367 2158
1434.6230 T17.8176 634.3559 FTEFIE
1533.6964| 7573518 SIT. 303 2631952
1696.7597 848.8835 438.2347 2186210
1824.8183 9129123 2751714 1380593
1852.9132 976.9603 147125 T4.0600

1 145 .

1183.03 134573 1435.71 a2
&3 158275 175504

1000 1100 1200 1300 1400 1500 1600

i I [ P B G

Spectrum One Step Method Conf Sc
19.1.1.7502.1 GDMGIEVPFEMVPVYQK 99 16



ProteinPilot™ Software

File Configure window Help

Workflow Tasks m Protein D Summary Statistics

L

| Spectrum V‘ Time ‘ Prec MW |Prec miz | Preczl ProtH ‘ BestSequence | Modifications | Conf |TheorMW| z [*
[Ha1175021 | | 1gsogizs| sesomEs| 2| | ANLHAE PDYLEVLEQOT | eamidated(c@ & | <t] roeeacoeal 2|~

Spot-Based (MS only)...

Spot-Based (MS and MS/MS)... Peptide ID Hypotheses - 19.1.1.7502.1 Precursor MS Region

<1 ANLHAE EDYLEVLE Q0T Deamidated(Q)@16 19699269 9858707
=1 SFKKNIDSISSEEQSDR Deamidated(@@14 10609220 9850687 Mo Data Showing
Result.. <1 $SHNPFPIGILED IDNAN Dieamidated (M@ & 19696082 5859618

<1 DCMHFCHEVTRLHSKK 19699073 [ 9as.9609

Peptide Summary...

Analysis Log...

Fragmentation Evidence for Peptide

—

Residue ¥ y2
720444 365258 19709342 985 9707 5
1850873| 035473 180008071) 0504522 102
2981714 15008483 17858541 593 4307
4362303 2186188 1672770 836 8&87
S07.2674| 254.373| 15357112| 7683592
5353100 3186535 14646740 7328407
733.3628 3671850) 13356315 BRB 3194
848.3807| 4245035 12385767 | 619.7930
1011.4530] 506.2302| 11235517| 5622795
1124 5571 SE2TFTXR 960 4854 480 7478
12535707 | ©27.2035| s474044| 4242058
1352.6481| ©676.5277| T18.3618| 3996845
1465 7322 733.3697 619.2933 3101503
15947748 7978910 S06.2003 2536083
17226333 518203 7A657| 1890870
1851.8759 926 4416 2491081 125 0577
1952 9236 976 9654 1200655 B0 5364

Protein Summary...

MGF Peaklist(s)...

o|lm|[=[m[-]<[o]o[m]=[z|[=]=

1352 56 1481 58
58716

438.50 . 134573 143571 163632
1183 03
40338 i 344 | 091 &3 | | 1400, 23‘14 a5 | 198275 l
L Ly oy Ll Il | L

500 BOO 1100 1200 1300 1400 1500 1600 1700

EEEEEE
Spectrum Two Step Method Conf  Sc

19.1.1.7502.1 ANLHAEPDYLEVLEQQT 8.0 1



File Configure window Help

Workflow Tasks m Protein D Summary Statistics

Spoctrum s

| Spectrum V‘ ‘ Prec MW | Prec m/z | Prec z| ProtH ‘ BestSequence Modifications ‘ Conf ‘ Theor MW | z
| EERRIEN SR | seaas72] a00os0d | 2| 952 [ VAOEET FGEVATVIK [ o54] 1sogEET2

Spot-Based (MS only}...

Spot-Based (MS and MS/MS)... Peptide 1D Hypotheses - 19.1.1.8053.1 Precursor MS Region

_ Conf 7| ProtH Sequence Modifications Theor MW | Theor m/z

6.4 962 | VAQEEIFGEVATVIK 15936672  800.9508
<1 DLVVED $ENIDVVE Deamidated(H)@3 159968032 8009463 Ma Data Showing
Result... <1 LINSKIIIDNG5ADK 15098832 s00.9489
<1 WO LY GFTHV AP [I5K Deamidated()@a 15a36672|  #00.9508

EN = VI TILETIR FEET S W

Peptide Summary...

Analysis Log...

Fragmentation Evidence for Peptide

IVAQEE\FGPVATV\K

Residue b b+2 ¥ y+2
1000757 505415| 16008945[ 8008508
1711128 es0600| 15018281 7s14167
2091714 1s00es3| 14307330 7589
4282140 2145106 13027304 6516685
s57.2568| 2791319 M73.6878| 5873475
670.3906| 3356740 10446452 s22eze2
6174090 40az0e2| 8315611 4662842
874.4305| 4377159 784.9927| 3927500
a71.4533| 4882453 727aTis| aed23es

10705517 535.7795| 6304185 M57123

11215888 | 5712950| $31.3501| 266.1787

1242.6365| 6215219 460.3130 2308601

13417049 | 6713561 399.2653) 160.1363

14547890 | 727.8981| 2601968 1306021

15528639 | 791.9486| 147.1128) 740800

Protein Summany...

MGF Peaklist{(s)...

=A== oMo e] <

=

1374.28

1083.90
SB0.97

e 10%0.60 BBO14 4301
. 1341,

ree|  2[@ S PR S

Spectrum One Step Method Conf Sc
19.1.1.8053.1 VAQEEIFGPVATVIK 96.4 12



Protein ID Summary Statistics

Spectrum List =

‘ Spectrum Vl Time | Prec MW ‘ Prec miz ‘ Precz‘ Prot H | Best Sequence ‘
[oaa80s3d | | 15008873 soo.gsoo] Al [ror¥ermmvarTIse | Deamidated(Mi@a |

Modifications [ Conf | Theormw| z [=
124| 15998872 2|~

Spot-Based (MS only)...

Spot-Based (MS and MS/MS)... Peptide ID Hypotheses - 19.1.1.8053.1 Precursor MS Region

124 VOLYGETHVAPITSE Deamideted(M)@E 15938572 | a00.9509
<1 LHELQLHQSTVTLK 15998832 |  00.9439 Ho Data Showing

Result. =<1 NQGELEIAITLDGTE 15838832 8009459
<1 TYVIQIVSIVETIR Deamidated( @S 1590 5954 | 800 9555

Peptide Summary...

Analysis Log...

Fragmentation Evidence for Peptide

—

Residue b be2 ¥ 32
1000757 50.5415( 16008945 8009509
2281343 1145708 15018261 7514167
341 2163 1711126 13737675 667 36874
504 2817 252 6445 12606834 B30 5454
561.3031 | 2811552 10976201 54003137
6553559 | 32065616| 10405996 5208030
759 4036 380 2054 8943 5458 472 2766
8744305 a7 7ien| ee2dom2| 4217527
973.4989| o7 2531 7274713| 3642383

10445360 s227717 B28 4028 3147051

11415888 71 2080| sevaest| 2rodees

12546729 6275401 4603130 2306601

1367 7564 684 3821 347 2288 1741181

1454 7890 275981 2341448 1175761

15925839 T91.9466| 1471128 740800

Protein Summary...

MGF Peaklist(s)...

105390
453,37 N
10$0.30 117504 1260014 1301 76

427 80 X 134119

300 400

26025 35517

| B o @ < =] T g

Spectrum Two Step Method Conf Sc
19.1.1.8053.1 VQLYGPTNVAPIISK 124 8



ProteinPilot™ Software

File Configure window Help

Workflow Tasks @

Identify Proteins

Spot-Based (MS only)...

Spot-Based (MS and MS/MS)...

Analysis Log...

Result...

Peptide Summary...
Protein Summary...

MGF Peaklist(s)...

Protein ID

Spectrum List

Summary Statistics

| Spectrum V‘ Time ‘ Prec MW | Prec m/z | Preczl ProtH ‘ BestSequence Modifications

‘ Conf ‘ThenrMW‘ z‘

F330445450 | | 13867057 | ea4aEie| | 27 | A5 GEVF LDV AP QGE

| ga] 13ee7092| 23

Peptide ID Hypotheses - 33.1.1.4545.1

Precursor MS Region

Conf ¥ ProtH * Sequence Modifications Theor MW | Theor miz

9 27 | 5 GEVE LDV AP QGE 13667092 B84 3619

=1 97 | RHSSMVGVNLE QK 1366.7023 6343586

<1 528 | SWTGTDVDIVFSK 1366 6380 G834 3563

=1 AEDNAVMSTRFE 13667028 Fi84 3586

<1 QASGVYSFLPLGE DeamidatediC)@1 13567153 6943639

=1 ESKTAHDPLNKE 1366.72035 6343675

1366 6993 B84 3569

=1 QIFGAHDSAIAVE Gin-=pyro-Glu@h-term

Mo Data Showing

Fragmentation Evidence for Peptide

IASGEVF‘LDV’APGGK

Residue b b+2 ¥ ¥+2
T2.04d4 36,5258 13677165 G4 3619
158.0764 B80.0418| 1285 6784 648 8433
216.0979 1085526 12096474 BO0S 3273
345.1405 1730739 11526259 5765166
444.2089 2226081 [ 1023.5833 512.2953
5412617 2711345 9245149 462.7611
B54.3457 327 ETES 827.4621 4142347
769.3727 3851800 T14.3781 337 5927
868.41M11 434 7242 599.3511 3001792
939.4782 4702427 500.2827 2508450
1035.5310 518,769 429.2456 2151264
1164.5895 5827584 3321828 166 6001
1221.6110 B11.3091 2041343 1025708
1348.7060 675.3566 147125 T4.0500

=o|o|w=]<|o[r[o]<|m[a]w]=

28616 327 10

N 312.0?
|I‘ L 1

43 80465

43 /1D54 56

1002.79

103049
i

300

&00

1100

o

<)

Spectrum
33.1.1.4545.1

One Step Method
ASGEVPLDVAPQGK

Conf Sc
99

15

& [ Dy

12:15PM
oj18jz012




ProteinPilot™ Software

File Configure window Help

Workflow Tasks m Protein D Summary Statistics

L

| Spectrum V‘ Time ‘ Prec MW |Precm!z|Precz| ProtH ‘ BestSequence Modifications | Conf |TheorMW| z [*
|za4045450 | | 13Ee70se | ea4zeie| 2| 203 [ amDHAVHSTRFR | 7es| tsesqozs| 2|~

Spot-Based (MS only)...

Spot-Based (MS and MS/MS)... Peptide ID Hypotheses - 33.1.1.4545.1 Precursor MS Region

765 2038 | KKDNAVMSTRFE 13667026 | 684 3586
<1 90 | AHSSMVGVNLE E 13667026 [ 684.3586
Result.. =1 353| SWTGTDVDIVFSE 13B66380 | GHd 3563 Mo Deter Sheoving
<1 F3 QN 3HLIEHR. Deamidated(N)@d 13667106 5a4.3625

_ =1 HHPQVL SMEFK Oxidation(M)@E 13667180  B84.3663
<1 RIVDLD LAASHR. Deamidated(N)E@2 13665953  604.3549
=1 TNEVYD ITERK Deamidated(N)@2 13667082 [ 6843619

Analysis Log...

Peptide Summary...

Protein Summary...

MGF Peaklist(s)... Fragmentation Evidence for Peptide

—

b b2 ¥ y2
720444 365258 1387.7100 B84.3586
2001354 1005733 12366723 6488401
3151663 1580868 1168.5779 584.7926
429.2092 2151083 1053.5510 527 2791
500.2463| 25065268 939.5080| 4702577
599.3148 3001610 868.4709 434 7391
730.3552 3656813 769.4025 3852049
B17.3575| 4000973 6383620 106847
3154349 4537201| 5513300] 2761686
1074 5361 s3I 450 2825 225 Ba45
12216045 6113053 2041812| 1475042
13436954 6753534 1471128 740600

HEEIEREBEEEBEEEE

42925

102349 |, 105456

28815 aopps 0821 I
. . 71435 754 g BDAES 100279
| .

W J Y I

300 400 &00 1100

109049
L

enef & & 2| @ 5]

Spectrum Two Step Method Conf Sc
33.1.1.4545.1 AKDNAVMSTRFK 765 9



ProteoGenomics (ldentified in one-
step method but not by two-step
method)

Spectrum  One Step Method

17.1.1.1993.1 FRFPSAFFSSVFPAAIEPGERASAR
26.1.1.484.1 GLSHAAASPGGASAGGR
33.1.1.7390.1 FNIHAPLCNTKK

35.1.1.3120.1 EAMSSKVSR
42.1.1.365.1 MNVGGAGVAGK

Reason why it was not identified in two step
Conf Sc Two Step Method ConfSc method
LLNYNAQPLNSVQK Protein present in second step database. Reason
99.0 13 ALELTGEGEDK 1 7 unknown.
GLSHAAASPGGASAG
99.0 11GR 24.1 11 Peptide identified at a lower Conf Sc.
Similar accession numbers. Peptide identified when
99.0 13 NFLYAWCGKRK 61.9 9 correct accession numbers were restored.
Similar accession numbers. Peptide identified when
94.3 9 SISMSVAGSR 449 7 correct accession numbers were restored.
97.5 9 MNVGGAGVAGK 81.7 9 Peptide identified at a lower Conf Sc.



Software ILt: P146d DR_12212011.
ile  Configure  Window Help

Worldlow Tasks @ Protein 1D Spectra Summary Statistics

Spectrum List

LC..

| Spectrum ‘ Time | Prec MW ‘ Prec m/z ‘ Prec zl ProtH ‘ Best Sequence Modifications | Conf Vl Theor MW| z |~
| EERREE=ENIN | =7a33ss0] 8154830 | BS7 | FRFDGAFFS SYFFAATED GERAS | o] z7assaro| s|w

Spot-Based (MS only)...

Spot-Based (MS and MSMS)... Peptide ID Hypotheses - 17.1.1.1993.1 Precursor MS Region

Conf 7| ProtH / Sequence i Theor MW | Theor miz
99 G397 | FRFP SAFFS SWFPAAIEP GERAS AR 2743.3870 9154695
=1 NV PAASNATAQTIPSTTVTATRTT SNGGR 2743.3830 9154683 Mo Data Showing
=1 TLPLOVCERAQTOAVS GGALD LGEDEK Deamidated{ @S 27433811 9154677
=1 AVOLHYGAKGGOAWS LRVGFGC SESLR 27433977 915473
=1 GCKSTTRYLLLSVAHS LMOLSTFGIN 27433360 915.4692

Analysis Log...

Result...

Peptide Summary...

Protein Summary... Fragmentation Evidence for Peptide

MGF Peaklist(s)... IFRFF‘SAFFSSVFPAAIEPGERASAR

Residue b b+2 v y+2
1430757 T45415| 2744.3943| 13727008
3041765 152.5920| 2997.3250| 12991666
451.2452 2261262 2441.2245| 12211160
548 2980 2746526 | 228941564 | 1147 5818
B35.3300 F81B36| 21971036 10990555
7063671 353.6872| 21100716 10555394
§33.4355 427.2214| 2033.0345| 10200208

1000.5039 5007556 | 1891 8661 846 4867

1087 5360 S44.2716 | 17448977 §72.9525

1174.5680 SET.TEVE| 1657.8656 8294365

1273 6364 G37.3218| 1570.8336 759204

1420 7048 710.8561 | 14717652 7363862

1517 75768 759.3824 | 1324.6968 662.8520

1588.7947 7949010 1227.6440 B14.3257

16586316 5304136 | 1156.6069 578.8071

17728158 8868616 | 1085.5688 543 2885

1901 9585 951 4829 972.4857 486.7465

19990112 1000.0093 843.4431 4222252

2055 0327 [ 1028.5200 746.3904 3736858

21850753 1083.0413 659.3689 3451881

23411764 1171.0918 560.3263 280 BBES

24122135 12085104 404.2252 2028162

2498 2436 12301264 3331681 T67.0877

25702827 | 12856450 2461561 1235817

2726 3838 | 13636955 1751190 88 0631

| w|=[=| 7] <[w|w]|n][=]w]=][=]=

| w|w|=[x]|mal=[m

142175
897

B[St g
115
10spE 1223 24
a00

144678
L] [y Pl B

1100 1200 1300 1400 13500

Tl a E ;I & [ g oy 9?11?2?112

Spectrum One Step Method Conf Sc

17.1.1.1993.1 FRFPSAFFSSVFPAAIEPGERASAR 99.0 13



Protein ID Summary Statistics

Spectrum List =

‘ Spectrum 'l Time | Prec MW ‘PIBE miz ‘ Preczl ProtH | BestSequence | Modifications | Conf |TheurMW| z | -
| SEEERE X | "EFaE 5EeG | Bi5 4540 | 3] [ CEAF A § PLHS TORALEL TGE GEDE | [ =] erazanze ] ¢

Spot-Based (MS only)...

Spot-Based (MS and MSi... Peptide ID Hypotheses - 17.1.1.1993.1 Precursor MS Region

=1 LLNYNAQPLASVOKALELTGE GEDK 27434028 | 9154748
<1 VK IS GLDPHOQVYIANDIVPYDNE Deamidated(@)i@11 2743.3802] 9154703 No Deta Showing
Result... =1 CADL LHELADEDDANIAYVVLASAGTR 27433962 8154727

=1 TFTWFISAD LOTHDAVETFOQ 00K 27333818 | 9154808

_ =1 VAEATVCASINSVLO]PIGOSSDTGEE 2743.3689 9154639

Peptide Summary...

Analysis Log...

Protein Summary... Fragmentation Evidence for Peptide

MGF Peaklist(g)... ILLNYNAGPLNSVQKALELTGEGEDK

Residue b b+2 ¥ w2
1140913 575493 27444101 | 13727087
2271754 1140913 26313261 | 13161667
3412183 AT 28| 25182420 | 12596246
S04.2817 2525445 24041991 | 12026032
B18.3246 3086658 22411357 11210715
689.3617 3451845 2127.0928| 10640500
817.4203 4092138 2096.0557 | 1028.5315
9144730 4377402 1827.8971 9545022

1027.5571 514 2822 18308443 8158758

1144 B000 571.3037 | 1717.3603 859.4338

12286321 6145187 | 16038174 3024123

1327 7005 BB4 3539 1516.7853 758 8863

14557501 7253832 1HM7.71E9 7093621

15635540 7924306 1289.6583 545.3328

1654 8811 8278482 1161.5634 5812853

17E7 9752 5544912 10905263 5457665

18970175 490125 orrddaz| 4832247 132355

20101018| 10055546 5483896 424.7034

2111.1435| 10560784 7353155 3681614

21651710 10245591 6342679 INTEITE

2287 2136| 11481104 577 2464 2681268

2354 2351 MIT 612 4482038 224 BO5S

24532776 12421425 31823 1960943

2395.3046| 12886559 2621337 131.57335

27263896 | 13637034 1471128 740800

=|lo|mla|lm|a|=|r|m|r|=]=|c]<|v]z||=|a]|=]=|<]=][—

142175
39721
10
@06 BE260 JEf1E1 am o8
oo 115549
85375 108351 p23.24
138002
L I T ARV

144678
[

BO0 o0 1200 1300 1400 1500

ﬂ a w_uﬂ]"@ & [ Dy 9?11?22?2

Spectrum Two Step Method Conf Sc

17.1.1.1993.1 LLNYNAQPLNSVQKALELTGEGEDK 1 7



HumanUniProl

Protein ID Summary Statistics

Spectrum List

Spectrum Prec m/z | Prec z BestSequence Modifications Theor Mw
2611 4341 4752354 0 GLSHAMLGE GGAGAGGR 1422 G364
2611 4861 393.5059 ) ENQFHCCGIE 1177.5003
26114931 376 6001 0 KVTITLIIVE 1126 7689

Spot-Based (MS only)...

Spot-Based (MS and MS/MS)...

_ Peptide ID Hypotheses - 26.1.1.484.1

Analysis Log...

Precursor MS Region

Conf 7| ProtH / Sequence Modifications Theor MW | Theor m/z
Result... a3 635 | GLSHAARSP GHASAGGR 1422 6964 4752384

=1 WCVGUTFFRIGE 1422 BEEE 475 2362
_ <1 MMOATAVVETASGE 14226847 | 4752355 Mo Data Showing
<1 DSEGAGPLPPDIVR 14226740] 4752318
=1 EFCRGDRLDAGE 1422 6674 4752297

Peptide Summary...

Protein Summary...

MGF Peaklist(s)...

Fragmentation Evidence for Peptide

IGLSHAAASPGGASAGGR

Residue b b+2 v y+2
550287 20.5180) 14237037 7123955
1711128 B86.0600| 1366 6822 683 8447
2581445 1295761 [ 12535981 B27 3027
395.2037 1951055 11665661 5837367
466.2409 23308241 10285072 F15.2572
5372780 2691426 858 47 478 7387
B03.3151 3046612 BE7.4330 4442201
5335.3471 481772 16,3959 4087016
79238988 396 7036 7283638 365 1856
5494213 4252143 632.3111 F6E%92
906.4428 433.7250 5752896 258.1484
977.4799 4892436 5182681 258 B37T
1064.5119 £32.7596 2310 241191
1135.5431 S66.2782 36001330 180.6031
1192.5705 5967888 289.1619 145 0846
12495920 625.2996 2321404 ME 5738
1405.6931 703.3502 1751190 530831

Alo|ofelv|=|ofa|o]v]|el=|x|zju|r|o

F25.52
63184
- 83351

33244 34635 T4 733

BA6 56134
[

ﬂ @ J & [ Dy 9}14?22?2

Spectrum  One Step Method Conf Sc
26.1.1.484.1 GLSHAAASPGGASAGGR 99.0 11



ProteinPilot™ Software
(@ File Configure Window Help

econd_FDR.group]

Workflow Tasks

Identify Proteins

LC..
Spot-Based (MS oniy}...

Spot-Based (MS and MSMS)...

Analysis Log...

Result...

Peptide Summary...
Protein Summany..

MGF Peaklist(s)...

o] @ 81

Spectrum List

Protein ID

Summary Statistics

[ spectrum ‘[ Time

| Prec MW |Pre|:mlz | Prel:zl ProtH |

Best Sequence

Modifications

‘ Conf |ThenrMW‘ z ‘

| EXRECN |

0.0000] 4752354 | |

| GLSHARASPGGASAGGR

241 14228984 3§

Peptide 1D Hypotheses - 26.1.1.484.1

Precursor MS Region

Conf ¥ ProtH /

Sequence

Modifications

Theor MW

Theor m/z

241 GLEHAAASP GLASAGGR

1422 5364

4752384

=1 CYGELCQ0S SVRR

Desmidated(QI@3

1422 G708

4752309

=1 EVENELAKAGNE

1422 6740

4752319

=1 CLDPTEAPFDPGGR

14226925

4752351

=1 CYSCTETFPNAFR

1422 5748

475.2322

ho Data Shoveing

Fragmentation Evidence for Peptide

IGLSHAAASPGGASAGGR

Residue b b+2

¥

w2

580287 295180

14237037

7123555

1711128 &E.0600

1366 Ba22

B&3 8447

2551443 1295761

12535981

627.3027

395.2037 1881055

11665661

5837567

466.2409 233 6241

1028 5072

5152572

5372780 2691426

9554701

4797387

6053151 3046612

HT 4330

444.2201

B35 3471 3481772

816.3959

408 7ME

72359499 396 7036

729 3638

365 1856

3494213 4252143

632.3111

F6.E%92

906.4428 4337250

5752686

258.1484

977.4799 489 2436

5182681

258 6377

1064 5115 532 7596

4472310

224 1191

1135.5491 565.2782

3601990

1808031

1192.5705 5967359

2891619

1430545

1249 5820 625.2996

2321404

116 5738

A o|a|=lv|=|lola|v|o]|s{==|T|n[r|o

14056931 7033502

1751190

530831

383

33244 34838

B25.52
B31.54

B35 .51
B47 46

733358

Trase  H2E4E

Il

86134
.
[

i)

a0n

Spectrum

26.1.1.484.1

Two Step Method

GLSHAAASPGGASAGGR 24.1

Conf Sc

11

A [T 5 O

1:26 PM
si4fz012




Protein ID Summary Statistics

Spectrum List

| Spectrum ‘ Time ‘ Prec MW |Prec miz | Preczl ProtH ‘ BestSequence Modifications ‘ Conf ‘ TheorMWl z |
F334736800 | [ 13847152] eozaEea] H 791 | FNTHAPLCHTER [ 93] 13s47285| 2]

Spot-Based (MS only)...

Spot-Based (MS and MS/MS)... Peptide ID Hypotheses - 33.1.1.7390.1

93 791 | FNIHAF LCNTKE 1354 7285 B93.3715
=1 9 564 | NF LY A CGRRE 1384.7074] 6933610 No Data Showing
Result... =1 FCLMGLELSTKE Orzickationih )i 13547085 6333620

=1 FLDHALGALWR.S 1354 7252 B93.3699

_ § —

Peptide Summary...

Precursor MS Region

Analysis Log...

Fragmentation Evidence for Peptide

[FramapLenTRI

Residue b b+2 v y+2
F 1480757 745415] 13857356 6933715
H 2621186 1315629 1236.6674| 5198373
375.2027| 1831050 M24.6245| sezs1sa
512.2616) 2565344 10115404 5062738
5532987 2921530 874.4815| 4377444
680.3515| 3405794| s03.4444| 022258
7934365 972214 70BA96[  G53.609¢
896.4447| 44957260 693.3076| 2971574
A010.4876 | 5057475| 402984 245852
11115353 5562713 376.2654] 1606314
1239.6303| 6203188 2752078 1381075
13677253 6843663 147.1128| 740800

Protein Summary...

MGF Peaklist(s)...

H
A
P
L
c
1
T
K
[

1124.55

85529 100204
52
B4TES [ gaogr 118567
513.35 100,52
#1832 503.30 . 105872

46313 ‘ ‘

n3

‘ 1271.81
1

ﬂ @ J & [ Dy 9}14?22?2

Spectrum  One Step Method Conf Sc
33.1.1.7390.1 FNIHAPLCNTKK 99.0 13



ProteinPilot™ Softwar:

After_April_201

econd_StepResults',10A_P126C_Human_ASI923_Second_FDR.group]

ﬂF\Ie Configure  \Window Help

Workflow Tasks 1]

Identify Proteins

LC..

Spot-Based (MS only)...

Spot-Based (MS and MSMS)...

Analysis Log...

Result...

Peptide Summary...
Protein Summary...

MGF Peaklist(s)...

o] @ ]

Protein ID Spectra Summary Statistics

Spectrum List

[ spectrum [ Time

\ Prec MW |Prel:mtz‘Prel:z‘ ProtH |
[3s1173801 |

[ 13847192 sa33e6s] 2]

Best Sequence Modifications ‘ Conf ‘ThBl]rMWl z ‘

894 | NFLYAUCGKEE ["eTs] Tssavara| 2]

Peptide ID Hypotheses - 33.1.1.7390.1 Precursor MS Region

Conf ProtH *
1.9 594 | NFLY AW C GERE
1338 QAALEEEJARLE

5.4 E3IAEHEPHIDE
18 QRVELQQEVEK
12 NHDE LKS3VKTE

Sequence Modifications Theor MW | Theormiz
1354.7074 E93.3610
1364.7311 B33.3725
1384 7100 F93 53622
1354.7311 B93.3725

1364 7311 93 3726

Ho Data Shawing

Glu-=pyro-Glu@hi-term

Fragmentation Evidence for Peptide

[NFLYACGHRIC

Residue b b+2 ¥ yi2
1150502 580287 13857147 6833810
2621186 1315629 1271.6718| 6363335
376.2027| 1551050 1124.6033| 5628053
538.2660| 2596366 1011.5193| 5062633
609.3031| 3051552 G40.4560| 4247316
7953824 3981%48] 777.4188| 3892131
§98.3918 | 4496994 591.3395| 2961734
956,131 | arozioz| 460.3303| 244.6068

10835080 | 5422577| 4313088 2161581

1239.6092| 6203082| 3032133 1521108

13677041 ] 684.3557| 147.1128] 740600

BEECREEEEEE

112455

£4

- 118567
03 51335 RLILES
41832 50330 105872

46313

n 1:23PM
[ 3y ai42012

Spectrum  Two Step Method
33.1.1.7390.1 NFLYAWCGKRK

Conf Sc
619 9



Protein ID Summary Statistics

Spectrum List

| Spectrum ‘ Time ‘ Prec MW |Prec miz | Preczl ProtH ‘ BestSequence Modifications ‘ Conf ‘ TheorMWl z |
| ESREEN

94.3] "oas4dis] 3]

053.4804 | 407 7524 2] 355 | EAMS SEVER

Spot-Based (MS only)...

Spot-Based (MS and MS/MS)... Peptide ID Hypotheses - 35.1.1.3120.1 Precursor MS Region

EN N e Sexuoncs Wodestions | hoor | Thoor mi

Analysis Log 843 386 | EAMS SEVSR 9934913 497 75249 )
<1 5TSMSVAGSR 03435 4077529 Mo Data Showing
=1 TENCARVER DeamidatedN@3 S34913| 497752

Result...
=1 FLASOQZADR 893 4880 497 7513

1T —— r FATIE EYEn Wt

Peptide Summary...

Fragmentation Evidence for Peptide

[Eamssievsr

Residue b b+2 ¥ y+2
1300493  B55286) 9844986| 4877529
2010870 1010471 sesase0| 433236
3324275 1Eese74|  Tedamea| zar i
4191595 2100834 663.3784| 3321928
s06.1915| 2535994 676.3384| 2836765
634.2865| 3175469 489.3144| 2451608
7333548 367ae11| se12184| @013
8203368 4106971 2624810 1315781
are.4330| 4887477 17s1a0|  esoem

Protein Summary...

MGF Peaklist(s)...

| w|<[=lv|w|=z{=|m

4235
547 402

405,137

465 506 JBnaris

Az 453 Kerc
£34.243 21

983 32 286 J— 533 502 ~ s

324 M9 B29.076 . 47478

0 20 40 B0 80 100 120 140 160 180 200 220 240 250 280 300 320 340 350 380 400 420 440 450 450 500 520 540 560 580 BO0 620 B40 B60 680 700 720 740 760 780 800 820 840 560
miz, Da

225976

ﬂ @ J & [ Dy 9}1472:‘2

Spectrum  One Step Method Conf Sc
35.1.1.3120.1 EAMSSKVSR 943 9



Spot-Based (MS only)...

Spot-Based (MS and MS/MS)...

Analysis Log...

Result...

Peptide Summary...
Protein Summary...

MGF Peaklist(s)...

o] @ )@

Protein ID

Spectrum List

Summary Statistics

| Spectrum ‘ Time ‘ Prec MW | Prec m/z | Preczl ProtH ‘ BestSequence

Modifications

‘ Conf ‘TheorMWl z|

| ESREEN |

053.4804 | 407 7524 2| B 8B ST SMEVAGSR

[ s8]

983.4813] 2|

Peptide ID Hypotheses - 35.1.1.3120.1

Precursor MS Region

Conf 7| ProtH * Sequence Modifications

Theor MW | Theor m/z

45 B, 1861 | ST5MSVAGER

9934913 497 7529

132 FLASQSADR

993.4330 4977513

132 SLNMTS VSR

9334913 4977523

=1 SLOSVHADE Crxickation(M )6

993 4801 497 7473

=1 L PRHGGHER

993.4992 497 7569

Mo Data Showing

Fragmentation Evidence for Peptide

[eEmMaaGER

Residue b
= §3.0393
2011234
288.1554
4191959
5062278
B0S 2963
B76.3334
7333549
820 3868
a76.4330

b+2 ¥

445233 9944386
1010853 907 4666
1445813|  794.3825
2104016 707 3505
2535176  676.3100
3031518  489.2780
338ET04] 390,209
3674611 3194724
M0ES71| 2621510
4887477 1751130

y2
4377529
454 2369
397 6949
3541780
288 6586
245 1426
195 6054
1600639
131 5791

530831

EIEIEEEEER

983

225976 .28

425763

405137

b10+2

465,506

533,502

45

3
B34 249

B29.076

733434
BRZ 321 .

BSB‘ 35

03527

309.719

547 478
[

a

20 40 EO B0 100 120 140 160 180 200 220 240 260 280 300 320 340 360 380 400 420 440 460 480 500 520 540 560 S80 BO0 G20 640 BBO B80 70O 720 740 76O 70 800 820 540 860

miz, Da

Spectrum  Two Step Method
35.1.1.3120.1 SISMSVAGSR

Conf Sc
449 7

& [ Dy
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(@) Fil=  Configure Window  Help

n g a g
Workflow Tasks m Protein ID Spectra Summary Statistics
Spectrum Lt 5
LC...
[ spectrum ] Time | PrecMW | Precmiz | Precz| Proth | BestSequence I Modifications [ conf [ Theor w] z | :Ai
42113651 00000 4507436 il B83 G7 5| Ss94858| 2 hd
Spot-Based (MS only)... i | [ [ [ I VG GAGTAGE | I I I3
Spot-Based (MS and M5MS)... Peptide ID Hypotheses - 42.1.1.365.1 Precursor MS Region
_ Conf | 5c | ProtN Sequence Theor MW | Theor m/z z aMass |
ars| 9 353 | MNVGGAGYAGE 9504858 4807502 AEEE
Analysis Log...
nalysis L og. 1] 7 ATVEGQ AR Deamidated( Q@6 aso4672| 4807400 AR Mo Data Shawing
Result =1 6 AELSGEAETE 9594924 4807535 AIEEES o
=1 6 GHGUGTPKGK 9594856 4007502 z| oz
1 = 020 ATED A4S0 74 oo 7
Peptide Summary...
Protein Summary... Fragmentation Evidence for Peptide
MGF Peaklist(s)... [merGaaGvaGH
Residue b b+2 ¥ w2
[ 1320478|  BE5275| 960.4931| 4807502
H 2460007 1235450| 6294526 4152300 1 sea
3
v 3454501 1730892| 715.4097| 3582085 2 ¥3 sasr s7 v
G 4021G06| 2015939] 616.3413] 3086743 1788 .
G 4532020| 230.1047] 669.3198] 2001636
A 5302391 2656232 so22984| 2916528 1624
G S87.2606| 2941333| 4312613 2161343
H B56.3290| S436E81| 374.2398| 1876235 1584
B 7ST3661| 379.867] 2754714] 1350933 1 4e4 65179
G 6143676 4076574 2044343 1025708
[ 9424620 4T17448] 147.0128] 740800 1384
1204 47230
11e4
48
1084
z
5
5
E90e3
2083
L2 ki3 1142 b 7 10
70e3
6023
5063
4083 ST
3083 53046
-
2083
27496 39229
306 TIG4T
1083 . 344s8
204.29
.| #zp0 | ‘ | ‘ 76235 81575  gorsa
00e0 T TR T T
i} 100 200 300 400 500 800 700 800 a00 1000 1100 1200 1300
miz, Da
== 07 P
£ 7start @ 2
= EIETE . R R 1412012

42.1.1.365.1

MNVGGAGVAGK 975 9




Two_Step'Result:

Protein 1D Summary Statistics

Spectrum List

[ spectrum '] Time | Precmw | Precmiz| Precz| Prath | BestSequence Modifications [ cont [Theormmw] 2 |
| EERREEE | [ 0.0000] " 450.7436| 0] 1398 | MUVGGAGVAGE [ 51| gsaemss| 2]

Spot-Based (MS anfy)...

Spot-Based (M5 and MS/MS)... Peptide ID Hypotheses - 42.1.1.365.1 Precursor MS Region

&1 1398 [ MNVGGAGVAGE 959.4638( 4807502
=1 353 | QMVETELK GIn-=pyro-Glu@H-term 9594634 4807390
=1 EMTUPKVAG 9504746 4807445
=1 MHRTHER, 9584760 4807452

=1 EDNIDAVGE 959 4560 4807353

Analysis Log...
Mo Data Showing

Result...

Peptide Summary...

Protein Si
rotein Summan. Fragmentation Evidence for Peptide

MGF Peaklist(shn
el [Mrvecacvack

Residue b b+2 ¥ w2

1320478 BB.5275 860 4931 4807502
246.0907 1235480 8294526 4152300
345.1591 1730632 715.4097 35620835
4021808 2015939 B16.3413 3086743
4592020 2301047 559.3198 2801636
530.2391 2656232 502 2984 251 6528
587.2606 2841339 4312613 2161343
6863290 343 6631 3742393 187 6235
757 3661 3791867 2751714 1380893
814.3876 407 6974 2041343 102 5708
842 4526 471.7449 1471128 74.0600

M
N
W
G
G
A
G
W
A
G
K

&
76235 @1,
T Y

800

Tl @ _l ol SN 9?14?22?2

Spectrum  Two Step Method Conf Sc
42.1.1.365.1 MNVGGAGVAGK 81.7 9



