LFQ with FlashLFQ in
MetaMorpheus



Modes of Quantification

e Easy Peptide/Protein LFQ,

* Advanced Protein LFQ with Fraction and Biorep
Normalization



Easy Peptide/Protein LFQ

Add databases and RAW files to MetaMorpheus

Select ‘Search Task’

Open Post-Search Analysis

Check ‘Quantify peptides/proteins with FlashLFQ’

Check ‘Match between runs’ (Optional)
Click ‘Add the Search Task’
Click ‘Run all tasks!’

M MetaMorpheus: versian 0.0.286

Settings Data Help
Protein Databsses

Tasks

Use Contaminant FileName

eColifasta

FilePath
E:\ProjectsilonStar_eColi\eColifasta

[catibrate[Discover PTMs[SearchlxL search|

humanComplete fasta

E\Projects\lonStar_eColi\humanComplete fasta

K==

[

CRAP_databasexml

EA\Projects\lonStar_eColi\cRAP_database.xml

Databases

Mass Spectra Files

Add|Clear|

Use FileMName

B2 06_161103_A1_HCD_OT dulraw

Parameters FilePath

EA\Projects\lonStar_eColi\B02 06_161103_A1_HCD_CT 4ul

B02_07_161103_A2_HCD_OT_dulraw

EN\Projects\onStar_eColi\B02_07_161103_A2_HCD_OT_4ul

Task1-SearchTask

Search Task

B02_16_161103_A3_HCD_OT_dulraw

E/\Projects\onStar_Coli\B02_16_161103_A3_HCD_OT_4ul

[Eoad]Clear]Delete Task = Canc

<[] &

BO2_17_161103_A4 HCD OT 4ul.raw

EM\Projects\lonStar_eColi\B02_17_161103_A4 HCD_OT 4ull

RAW

Files

Output Folder: E:\Prcjects\\onStar_eCoh‘\iDATE

Run all tasks! ‘

Add|Clear|Set

fic Parameters Experimental Design

Notifications

M Search Task

Task Name

SearchTask

File Loading Parameters
W

Assumed Spectral Data Parameters

Search Parameters

® Seme search properties...

Madifications

Post-Search Analysis

(~) Hide

Protein Parsimeny

Apply protein parsimony and construct protein groups
[[] Require at least two peptides to identify protein
[] Treat modified peptides as different peptides

Quantification

5 ppm peakfinding tolg/nce

Quantify peptides/proteins with FlashLFQ

f

Match between runs
[[] Normalize quantification results

Mass Difference Histogram Analysis
[] Construct mass-difference histogram

Histogram bin width (Da): 0.003

Pruned Database Writing

[] Write Two Pruned Databases (Mod and Mod+Protein pruned)

Mod Type

Common Fixed

Do not Write

Write if in DB and Obser  Write if in DB

Write if Observ

Commeon Variable

Artifact

Biological

Crosslink

Detached

fallOffC

fallOff

N-linked gly

O-linked glyco

Other glycosylation

missing

olo|olo|olo]e|lele|le o

ProteinTermMod

(YE]

Cancell

Add the Search Task




Advanced Peptide/Protein LFQ

e Add databases and RAW files to MetaMorpheus
e Select ‘Search Task’
. Open Post-Search Analysis

. Check ‘Quantify peptides/proteins with FlashLFQ’

*  Check ‘Match between runs’ (Optional)
. Check ‘Normalize quantification results’
e  Click ‘Add the Search Task’

Click ‘Experimental Design’ (See next slide)

Click ‘Run all tasks!

M MetaMorpheus: version 0.0.286
Settings Data Help

Protein Databases Tasks

Use Contaminant FileName FilePath [catibrate]piscover PTMs|Search|xL Search]
O eColifasta E:\Projects\lonStar_eColive
] humanComplete.fasta | E:\ProjectsilonStar_eColi\h
cRAP_databasexml | E:\ProjectsilonStar_eColilc

Databases

Add|Clear|

Mass Spectra Files

Use FileName

Parameters FilePath

RAW Files

< [Experimental Design

Search Task

B02_06_161103_A1_HCD_OT 4ul.raw EA\Projectsilor [ci Teg| ot
B02 07_161103_A2 HCD_OT 4ulraw EAProjects\lol | Qutput Folder: |EAProjectsilonStar_eCol\SDATETIME
BO2_16_161103_A3_HCD_OT Aulraw E\Projects\lo

B02_17_161103_A4_HCD_OT_4ul.raw E\Projects\lor RU na | | ta 5 ks |
B02_24 161103_C1_HCD_OT_4ul.raw EA\Projectsilor

B02_09_161103_C2_HCD_OT_4ul.raw E\ProjectsMlol © \ircations

B02_14 161103_C3_HCD_OT_4ul.raw EA\Projectsilor

B02_19_161103_C4 HCD_OT dul.raw EA\Prajectsilol

M Search Task

Task Name | SearchTask
File Loading Parameters

W

Assumed Spectral Data Parameters

Search Parameters

® Some search properties...

Madifications

Post-Search Analysis

() Hide
Protein Parsimony
Apply protein parsimony and construct protein groups
[] Require at least two peptides to identify protein
[] Treat modified peptides as different peptides

Quantification
Quantify peptides/proteins with FlashLFQ

5 ppm peakfinding tolgfnce

Match between runs
Normalize quantification results

Mass Difference Histogram Analysis
[] Construct mass-difference histogram

Histogram bin width (Da): |0.003

Pruned Database Writing
[] Write Two Pruned Databases (Mod and Mod+Protein pruned)

Maod Type Do not Write Write if in DB and Obser  Write if in DB

Common Fixed .

Write if Observed

Common Variable

Artifact

Biological

Crosslink

Detached

fallOffC

fallOffN

N-linked glycosylation

O-linked glycosylation

Other glycosylation

slelolele|l o o ol el ele

missing

ProteinTermMod

(R Er -

cancel Add the Search Task




M| MetaMorpheus: version 0.0.286

Settings Data Help
Protein Databases
Uze Contaminant FileMame FilzPath
] eColifasta EfProjects\lonStar_eColive ‘ - - ?
] humanComplete fasta | E\Projects\lonStar_eColiVh Open Experlmental DeSIgn
cRAP_databasexml| |E\Projects\lonStar_eColihc Bl Experimental Design — O %
FileMame Condition Biorep Fraction Techrep
B02_06_161103_A1_HCD_OT_4ul
B02_07_161103_A2_HCD_OT_4ul
B02_16_161103_A3_HCD_OT_4ul
B02_17_161103_A4 HCD_OT 4ul
B02_24_161103_C1_HCD_OT_4ul
B02_09_161103_C2_HCD_OT_4ul
B02_14_161103_C3_HCD_OT_4ul
.&ddlCIear B02_19_161103_C4_HCD_OT_4ul
Mass Spectra Files
Uze FileMame Parameters FilePath |Save Experimental DesignlCancel|
B0Z_06_161103_A1_HCD_OT_4ul.raw E\Projects\lo
B02_07_161103_A2 HCD OT_4ul.raw E\Projects\lo
B02_16_161103_A3_HCD_OT dulraw EA\Projects\lon Set values for Condition,
B0O2_17_161103_A4 HCD OT_4ul.raw E\Projects\lo . .
B02_24_161103_C1_HCD_OT 4ul.raw E\Projects\lor Biorep, Fraction & Techrep
BDZ2_09 161103_C2_HCD_OT_4ul.raw E\Projects\loy M Experimental Design - 0 w
BO2_14. 161105 €5 HCD_OT 4ul.raw E:"-.PFDJ-ECtSUC/I FileMame Condition Biorep Fraction Techrep
502_19_1'51 1 D3_|:4_HCD_DT_4LI|.FEW E:"'.PFDJ-ECtS\'dbe B02_06_161103_A1_HCD_OT 4ul

B02_07_161103_A2_HCD_OT 4ul

B02_16_161103_A3_HCD_OT 4ul

B02_17_161103_A4_HCD_OT_4ul

B02_24_161103_C1_HCD_OT_4ul

B02_09161103_C2_HCD_OT_4ul

B02_14_161103_C3_HCD_OT 4ul

B02_19_161103_C4_HCD_OT_4ul

OO OO | B 1
o[ [ra | =& [wra]=

R [ [ R [ R [

JENFN [ DU [N N [ A N

Save Experimental DesignlCanceI|




MetaMorpheus Search Results

M MetaMorpheus: version 0.0.286

Settings Data Help
Protein Databases

Use Contaminant FileName
0 eColifasta

FilePath
E\Projects\lonStar_eColi\eColifasta

] humanComplete.fasta

E\ProjectsilonStar_eColivhumanComplete fasta

cRAP_database.ml

EA\PrgjectsilonStar_eColi\cRAP_database.xml

Mass Spectra Files

Add|Clear|

Use FileMame
B02_06_161103_A1_HCD_OT_4ul.raw

Parameters FilePath
E\Projects\lonStar_eColi\B02_06_161103 |

B02_07_161103_AZ HCD_OT_4ul.raw

E:\Projects\lonStar_eColi\B02_07_161103_|

Tasks

Calibrate|Dis Ms|Search|XL Search
4 T Taskl-SearchTask _ Done!
F SearchTaskconfig.toml
4 CIndividual Spectra Files
b C B02_06_161103_A1_HCD_OT_dulraw
b C B02_07_161103_A2_HCD_OT_4ul.raw
€ B02_16_161103_A3_HCD_OT_4ul.raw
b C B02_17_161103_A4_HCD_OT_dul.raw
I € B02_24_161103_C1_HCD_OT_4ul.raw
b CB02_09.161103_C2_HCD_OT_4ul.raw
C B02_14_161103_C3_HCD_OT_4ul.raw
I € B02_19_161103_C4_HCD_OT_4ul.raw
F aggregatePSMs.psmtsv
F forPercolator.tsv
F aggregatePaptides.psmisv

Done
Done!
Done
Done!
Done!
Dene!
Done!
Done!

F aggregateProteinGroups.tsv
F aggregateQuantifiedPeptidesFullSequences.tsv \
b T All Task Results | NN

B02_16_161103_A3_HCD_OT_4ul.raw

E\Projects\lonStar_eColi\B02_16_161103 |

B02_17_161103_A4 HCD_OT 4ul.raw

E\Projects\lonStar_eColi\B02_17_161103 |

B02_24_161103_C1_HCD_OT_4ul.raw

E:\Projects\lonStar_eColi\B02_24_161103_|

B02_09 161103 C2 HCD_OT_4ul.raw

E\Projects\lonStar_eColi\B02_09_161103 |

B02_14_161103_C3_HCD_OT_4ul.raw

E:\Projects\lonStar_eColi\B02_14_161103_|

B02_19_161103_C4 HCD_OT_4ul.raw

E:\Projects\lonStar_eColi\B02_19_161103_|

Add|Clear|Set File-Specific Parameter

F aggregateQuantifiedPeaks.tsv
F aggregateQuantifiedPeptidesBaseSequences.tsv k
F results.tet
F prose.txt
Load|Clear|Delete Task|Reset Taslsl(lancal
Output Folder; | E\Projects! !

Run all tasks!

Notifications

Protein Groups Quantified

Peptides Quantified by Base
Sequence

Peptides Quantified by Full
Sequence

Folder Containing Search Results



aggregateQuantifiedPeptidesBaseSequences.tsv

Sequende Protein Groups  Gene Names
ARAAAAARAARASAAL PES011 SAC12A3
ABARAAAAAKNGESGK 099453 PHOX2E

AAAAAAARAVER

AARAAAALOAK PI6STE RPLE
AAAAAADPHNAAWAAY 092545 KHSRP
AAAMALSCOOSAIR  QBWUQT CACTIN
AAMAASAAGPGGLVAG ABNINT UNCLI98
ARKANWEEPSSGNGTAI (99158 ROC2
AAAALGOLFEGMKAFK MOQTPY BCATZ
AARAPAATTATPRPEGA QHUPTE E=EH
AARAPGASPSPGEOAL PSTOL MEHE
AARASAALAGIATTGTEL PSS006 PEMDS
AAAASAACAGIATTGTEC QSVWCS PSMDS
AAMAVAAMASSCRPLGS QINRLY STRNA
ARADEWDER WRSPDT meyR
ARADSOPNLOBLMNEHI 095159 TERLL
ARADVOLR C38IT7 deba
AABEARREAKAR QIUNFL MAGEDZ
AASEDVNVTFEDQOK  ESROYZ|QSNGM PEDNS | PEONS
AAAEEGHIPR 095551 TOP2
AAAFELLAR 015357 INPPLL
AAMEGLMSLLR P30260 o7
ARAECAISYR QoLTE0 EXOSCI0
ARAEVAGOFVIK PO2TEE TERE
AAAEVNGOYGADRK  POTSS4 B
AAAFEEQENETVVVK  Q9v430 L
AAMFEGELIPASCUDR  C3SI87 ol
AARFEGLOK BaE26 TOMMI0
AAAFPRGFSISEIN QM2 RPF1
AAAGAAATHLIVAR Q96552 PIGS
AAAGEDYKADLCPPGNP/ P23361 WARS
ARAGEFADDRCSSVK  PASITL CTNNAL
AAAGFLOEDSGLOVLAR Q96C15 EFHDZ
ARAGGLAMLTSMR  AOALTWIPNXE  UNCISA
ARAGGLAMLTSMRPTLC ADATWIPNXE  UNCASA
AMAGGOGSAVAREAEM O8GITY EGLNL
AAAGLMSLLA GIEAS cocar
ABAGMVWIKPK Q14T DNTTIPL
AAAGPLDMSLPSTPDIK KTELCH
AAAGOQESEGPAVGPPQI 014497 ARIDIA

Organism
Homao saplens
HOMO Saplens

ADADASYYCT| €19 2FP91-CNTF | 2FF Homo saplens

Momo sapiens

Meme sapiens
Home sapiens
Homo sapiens
Homo saplens
Homo saplens
Homo saplens

Momo sapiens
Momo sapiens
Momo sapiens

Homo sapiens
Escherichia coll
Homo saplens
Escherichia coll
HomE sapiens
HomE sapiens
Meme sapiens
Homo sapiens
Homo sapiens
Homo saplens
Homo saplens
Homo saplens
HOMO Saplens
Escherichia coli
HomE sapiens
Meme sapiens
Home sapiens
Homo sapiens
Homo saplens
Homo saplens
HOMO Saplens
HOMO Saplens
Momo sapie
Home sapiens
Meme sapiens

Home sapiens

Intensity_BO2

06_161103_A1

HCD_OT_aul
2034033
5307
1141879

1455551

1103532
4320679
1739704

BFI2
4RI4737

3158513
13153641
TSR
TTATTS6L
6502333
739391
1487620
4169190
2266176
FRIIEET
5138526

Base Peptide Peak Intensity by Filename

Intensity_BOZ,
07_161103_A2
HCD_OT_aul
2043710
15317229
1322240
SEISHTIE

o
513508
w5278

2463076

[}

1747112

1010521
5667492
2144122

1311253
ARIB676
50T
1425151
13753
1207TROE
B38005
2257325
1155189
1527150
2654103
14065641
TTETSIS

Intensity_BOZ_ Intensity BOZ_ Intemsity BO2_ Intensity BOZ_ Intensity BO2_ Intensity BO2
16_161103_A3_ 17 _161103_A4_ 24 161103 C1_ 09 161103 C2_ 14 161103 C3_ 19 161103 C4
HCD_OT dul  HCD_OT 4ul  WCD_OT dul  HCD_OT 4ul  HCD_OT 4ul  HCD_OT_dul
2133025 1883655 2332650 1653873 1728355 2415003
17782742 18098788 GEETIE 1650120 o 7042231
1512870 1758023 1413848 1500682 1123805 1357574
EZSE209 BE89EATS Trassal B0823230 £4114807 TSTTTES0
3881751 7103922 o 5385200 2406010 6614632
754868 o 680713 571565 L] 635712
489378 4533 MsL27 525213 421424 398881
1760996 2606635 25T123 2938382 2833338 2875000
[} 0 T9194 o 1137013 SR504
14404598 2090075 1594054 1784833 1271854
1178333 1479205 1S o L] 18ETETE
ATSAGT ATT6653 A189970 4459108 S010230 Aa59170
1827000 1453355 904921 1650869 1457234 1247950
1379247 o o 1544585 HATLS 0
5382501 5375380 10536824 10658485 13200837 11776081
581656 4636439 3594316 4381838 4504505 1550408
1057114 1557705 8EXS 1375845 N3 2218328
0 3050020 0 1045800 E25THE 0
EI5651 419853 7621301 12421266 TIOTUSE T4a2TE
819711 761524 571278 T4E590 684111 539234
1854321 2031065 1802034 1842520 1313112 1757450
1385768 1046756 1473247 1235718 1117962 1838350
1396347 1399839 1377022 1742151 19914 1483432
2372499 1865704 1950031 1413561 2339118 2183225
13218511 13738388 11464664 14740526 15076120 13015659
SEL0TIE 5102404 3745006 6247362 4872451 AB4806E
E3640134 53183428 158632790 156526075 172693740 A5TTBO0ES
BE16364 TrIasa T199%86 6551805 BEBA26Y TS02903
1071073 1114988 1195457 1265656 1227280 237263
2156424 2IETH 1609517 2288204 1197 1899773
3156164 AQITATA 3664579 3841138 1405438 AMALES
1SETTTR 1780945 1896004 031455 1544469 175570
6722067 6110466 8318407 TATIG 6312267 THI07T
2912265 2638160 1758823 ErerEiry 2118940
EITIN 5246230 2502620 5143868 Py e
1155455 1141935 1084772 1177764 1127368
o AT0a88 o o 0
1029958 1056234 BI5554 1170662 592629
1143690 1065978 1211158 1067428 B2l4zs
2152909 317065 2492229 2334383 973003

Detection

Detedion

Method of Quantification

Detection Detection Detection

Detection

Detection

Detedion

Type_D02 06 16110 Type D02 07 16110 Type BOZ 16 16110 Type BOZ 17 16110 Type B0Z_24 16110 Type 02 09 16110 Type D02 14 16110 Type D02 19 16110

3_A1_HCD_OT_aul

3_AZ_HCD_OT aul

3_A3_WCD_OT aul

3_0_HCD_OT aul  3_C1_WCD_OT aul

MEMS MEMS MR MSMS MSMS
MSMS. MEMS MBR MER MER
MEBR MBA MBR MSMS MER
MEMS. MEMS MEMS MEME MSME
MsmEidentifiediu
MSMS NotQuantified MBR MBR NotDetected
MDA MIR MOR NotDetected MBR
MR MR MR MBR MBR
MEMS MEMS MR MER MSMS
MSMS
MSMS. MEMS MEMS MSMS MER
MEMS. MEMS MEMS MEME MSME
MSMS MSMS MSMS MSMS MSMS
MSMS MEMS MSMS MSMS MSMS
MsMSidentifiediut  MSMSidentifiediut

MR MSMS NetQuantified NotQuantified

(L MR MER MBR

MEMS MEMS MSMS MBR

MBA MBR MSMS M5MS

(O NotDetected MEME NotDetected

MEMS MEMS MEME

MEMS MSMS MBR

MEMS MBR MSMS

MEMS MR MBR

MR MSMS MSMS

MEMS MR MER

MEMS MEMS MSMS

MEMS MEMS MSMS

MEMS MEMS MEME

MEMS MEMS MER

MBR MSMS MBR

MEMS MSMS MSMS

MEMS MSMS MSMS

MEMS MEMS M5MS

MEMS MEMS MSMS

MEMS MEMS MER

MBA MBR MER

MEMS MEMS MEME

MEMS NotDetected MER

MEMS MBR MBR

MIR MR MSMS

MEMS MSMS MSMS

* Oneintensity is reported for each base sequence for each file.

3_C2_WCD_OT_aul
MSMS.

NotDatected
MSMS
MEMEAMBIgUOUsRE
akfinding
MSMS
MSMS

e This intensity is the sum of all forms (modified and unmodified) with that base sequence.

e There are three methods of quantification
e MS/MS: The peak intensity reported is from a file where that base peptide was identified by MS/MS

* MBR: The peak intensity reported is found in a file where that base peptide was NOT identified by MS/MS.
Instead, the peak was detected by matching the mass and elution time to others found in other files.

e MS/MSldentifedButNotQuantified: A peptide with that base sequence was found but no peak could be
identified in the MS1 spectra.

3_C3_HCD_OT_aul

MRR
NotDetected
MEBR
MEMS.

MSMS
MNotDetected

NotDeteced
MSMS
MSMS

MSMS
MRR
MEMS
MSMS.

MEMS.
NotDetected
MeR
MSMS
MSMS

3 C4_HCD_OT_aul
MEMS
nBa
nBa
MEMS

MBR
MEMS
MEMS
MEMS

(T
MEMS

MEMS
MSMS
MEMS

MotDetected
(T
MEMS
MEMS
NotDetected

MEMS
MEMS
MBR
MEMS
MEMS
MEMS
(T
MEMS
nBa
MEMS
NotDetected
MBR
MIR
MEMS




Note:

aggregateQuantifiedPeptidesFullSequences.tsv

Modifications

Organism

Homo sapiens

Home saplens
Home sapiens

Harmo sapiens
Homo sapiens

HomG sapiens

Homo sapiens
Home sapiens
Hame sapiens
Home saplens
Home sapiens.
Homo sapiens

Homo saplens
Mame sapiens
Homo sapiens

Hame sapiens
Escherichia coli
Home sapiens.
Escherichia coli
Homo sapiens.
Homo sapiens
Mame sapiens
Homo sapiens
Hame sapiens
Hame sapiens
Home saplens
Homo sapiens
Hamo sapiens
Escherichia coli
Homo sapiens
Mame sapiens
Homo sapiens
Hame sapiens

Sequence Prolein Groups  Gene Names
[ i vl ] AMOHWE | UNDERINED
[ I OO0 G2 U
pemman Variab| UNDEFINED
I 2 C[Commen Fiue| UNDEFINED
I v ] FINGD
[ I Jel SUMOL
I QL PE3LES suMolL
I UNDEFINED
AAAAAAAAAAAAAAAGAGAGAK PS5011 SLC12A2
ARAARAAAAKMGSSGE (199453 PHONZE
ARAARAAALVER ADADAGYYCT| QO ZFPIL-CNTF | 2FF Momo sapiens
ARARAAALCAK P36578 APL
FYSHYFOOP 92345 ]
ARALALSOOOELOER aswuar CACTIN
AMMARSAAGPGGUVAGKERK RENIHT uNCIIS
ARAAAWEERSSENGTAR asPzss LE]
AAAALGOLFIGM[Commen Variable:Oxidation of A MOQZP4 DCAT2
ARAAPAATTATPPREGAPPOPGVHNLIVATLFGTVE  CURTS 234
ARARPGASPSPGEOANWSENGRGRR P53701 MSHG
ARANSAALAGIATTGTEDSDOALLE PAS036 PEMOS
ARARSAAEAGIATTGTEGERDSDOALLK 5w PSMDL
ARAKVAAAASECComman Fixad:Carbamidamathy CONAL sTRMA
ARADEWDER WESFDT meyE
AAADSDPNLDPLMNPHIR 095159 ZFPLL
ARADVOLR C38T7 dsba
AMATAMACAKAR QAUNFL MAGED2
ARAEDVNVTREDQOK ESPOIYE| GNP PEONS| PRONS
095551 ToRz
015357 INFRLL
P0260 €ocar
ARAEQUISVR o170 FXOSC10
ARREVAGUFVIE PO2TEE TERE
AAAEVNQDYGLDPK PO7954 FH
Al ENETVVVE gvase Ty
ARATIGIUPASQIDR 35187 mall
ARAFEQLOK 098826 TOMMTO
ARAFPRGFSISEIK QI HRFL
ARAGAAATHLEVAR 96552 mGs
AAAGEDYKADC[Common Fixed:Carbamidomnethyl P23381 WARS
AAAGEFADDOC|Comman Fixsd:Carhamisameathyl PI52I1 CTNNAL

Hame sapiens

Base Peptide Peak Intensity by Filename

Intensity_BO2_ Intensity 002 Intemsity BO2_ Intensity B2 Intensity D02 Intensity BO2_ Intensity D02 Intensity DO
06_161103_A1_ D7_161103 A2_ 16 161103 A3 17_161103_A4_ 24 _161103_C1_ 09_161103_C2_ 14 161103 C3_ 19 161103 C4 |
HCD_OT 4ul  WCD_OT 4ul  HCD OT dul  HOD OT 4wl HCD OT dul  WCD_OT 4ul  HCD OT dul  HOD_OT_4ul
2958436 3357256 3060362 3031378 3056672 2876728 270817 3051927
SosaTEs 5180623 5425400 5181106 S06TI62 2685541 5208300 2431331
1313574 Tee6E9 1891729 21350753 1118747 3742391 1457000 1590447

476762 (] 672027 ] ToosEs (] TeuTEE 0
4817699 5078744 6163723 BRADTAE 57RIETH 8040549 TIEIETA 50RI0TD
337 3539174 3699109 e 3598145 2072051 06055 3593864
1160655 2363532 HB0506 151716 2651231 61158 1111856 2273607
FrEo e 275306 3364751 ErrE) 3010366 2124573 355506 3562652
020N 2083710 2133025 18315 2212650 1593673 1728255 2415002
TrHE07 19317223 17782742 18098788 15668558 18650120 o 7042231
1141879 1322240 1812870 1758023 1413848 1500682 1129805 1357574
86925702 56358738 82589209 B6EIGATY THFMIE 90823230 BA114807 TSTTTRE0
6134241 (] 38R1751 TA035IT ] 5385209 2906010 6614631
T TH 513508 734888 (] sE0713 573565 ] 635732
39249 385278 4B93TR 45334 348127 525213 421424 398881
2476577 2863076 2760996 2606628 2571122 20zm982 2008 2875010
L] o a L] I Q 1l 589504
1455551 1747112 1820298 2050075 1594094 1525081 1284833 1271564
1103533 1000521 1178333 1475305 1791254 (] o 1987672
4320679 SEETANE ATHI674 ATTEESY 189929 45108 5010230 2059170
1735704 2144122 1877000 1453355 504521 1650869 1457134 1247350
B91442 1311253 1399247 0 ] 1544585 04715 0
4524727 4518676 5282501 5375390 10526824 10658455 12200827 11776051
145459 1350973 1581656 ASTEALY 15ME AZB1838 ASCAS0E 1550408
1543271 1825151 1057114 1557705 3521825 1375845 13 2218328
7537 B13T53 o 305020 o 1049800 BISTEE 0
10032355 12077508 8535651 8415863 F621301 12421266 TS5 7234278
115 B0 819711 761524 ST127E Ta6550 654111 539234
1573145 2257325 1854371 031065 1802034 1842520 1313112 1757490
1359385 1155189 1385788 Bl 188247 1235718 1117862 1838350
1352023 1527150 1396347 1377022 1742151 1419914 1483432
3188513 2654203 2272899 1865704 1950231 1812561 2318 2183229
13153641 14055641 13218911 13738388 i) 14740526 15076120 13015689
6727983 TITIS 5860728 5104404 J7A5006 6247362 4872451 2833068
TITTS6L TiENM1 BI640134 E318M428 158612730 156536075 17261740 157780065
6502333 6700626 6816364 TTI45L 7199686 6551805 6685263 7503903
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1437630 2480576 2156424 1333793 1609517 IIREI04 2115347 1699779
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Method of Quantification

Detection

3_C4_HWCD_OT_4ul

MSMS

NotDetected

MEMS
MSMS
MER
MSMS
MSMS

Detection Detection Detection Detection Detection Detection Detection
Type_BO2_06_16110 Type BOZ 07 16110 Type BOZ 16 16110 Type_BO2_17_16110 Type BO2 24 16110 Type_BOZ_09_16110 Type_BOZ 1816110 Type_BO2_19_16110)
3 AL HCD_OT dul 3 A2 HCD OT 4ul 3 A3 HCD_OT Sul 3 A4 HCD OT dul 3 C1 WCD OT 4wl 3 €2 HCD OT dul 3 €3 _HCD_OT dul
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M5MS MSMS MR MER Mmes MER NotDetected
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* Oneintensity is reported for each base sequence for each file.

e This intensity is the sum of individual modified forms with that base sequence.

e There are three methods of quantification
MS/MS: The peak intensity reported is from a file where that base peptide was identified by MS/MS

MBR: The peak intensity reported is found in a file where that base peptide was NOT identified by MS/MS.
Instead, the peak was detected by matching the mass and elution time to others found in other files.

MS/MSIdentifedButNotQuantified: A peptide with that base sequence was found but no peak could be
identified in the MS1 spectra.
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* Oneintensity is reported for protein group for each file.
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e This intensity is the sum of all individual modified and unmodified forms of peptides

from that protein group.

* |ntensities are summed from both MS/MS and MBR.
MS/MS: The peak intensity reported is from a file where that base peptide was identified by

MS/MS

MBR: The peak intensity reported is found in a file where that base peptide was NOT identified
]l?y MdS/MS.AnstfeIad, the peak was detected by matching the mass and elution time to others
ound in other files.
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