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Shalit T, Elinger D, Savidor A, Gabashvili A, Levin Y. J. Proteome Res. 2015, 14, 1979 -1986
https://pubs.acs.org/doi/10.1021/pr501045t
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File Sample : Ecoli spike l
QEP1_Spikeln_230914_1 3ng_270914.raw
QEP1_Spikeln_230914 2 3ng_270914.raw 3 ng
QEP1_Spikeln_230914 3 3ng_270914.raw
QEP1_Spikeln_230914_4 7  -5ng_270914.raw
QEP1_Spikeln_230914 5 7 -5ng_270914.raw 7.5 ng
QEP1_Spikeln_230914 6 7 -5ng_270914.raw
QEP1_Spikeln_230914 7_10ng_270914.raw
QEP1_Spikeln_230914_8 10ng_270914.raw 10 ng
QEP1_Spikeln_230914_9 10ng_270914.raw
QEP1_Spikeln_230914_10_15ng_270914.raw
QEP1_Spikeln_230914_11 15ng_270914.raw 15 ng
QEP1_Spikeln_230914_12 15ng_270914.raw

WIN|IP|WINIP|W[IN[FP| W[N]

raw
s 4 nzed”WbgWwat+ M| . st ]| e HGy S X Jhuman,ecoli €S
contaminants dWbgWwaet x*© 5¢ resr |t § z pe it wed |
F° e 4 z . x fasta é# v ke MASCOT sbdDz]| fos@
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3. " dW Db

3 5 mz*A : X SGr | z| eHG
3 mz 43 m zgdV I SGr |l #[] rezens

e 3IWEBFkz ypmd¥bx . mxl-1 uvDsv baz|fss@ )°
http://ftp.pride.ebi.ac.uk/pride/data/archive/2015/03/PXD001385/

- [} X
@ Index of /pride/data/archive/207 X + ©
& C A RESNTOWRWESS | http/ftp.pride.ebiacuk/pride/data/archive/2015/03/PXD0... Y& M @ :

/pride/data/archive/2015/03/PXD001385/

Q0 n_230914_10_16ng_270914.dat 25-Mar-2015 14:25 144786842
Q0 n_230914_10_15ng_2/0914.raw 25-Mar-2015 14:29 1455231984
Q0 n_230914_11_16ng_2/0914.dat 25-Mar-2015 14:28 143189621
Q0 n_230914_11_16ng_2/0914.raw 25-Mar-2015 14:23 1478419871
Q0 n_230914_12_16ng_2/0914.dat 25-Mar-2015 14:22 144468872
Q0 n_230014_12_16ng_270914. raw 25-Mar-2015 14:28 1474443818
Q0 n_230914_1_3ng_2/0914.dat 25-Mar-2015 14:24 145525463
Q0 n_230914_1_Sng_2/0914.raw 25-Mar-2015 14:16 1455849248
Q0 n_230914 2 3ng_2/0914.dat 25-Mar-2015 14:23 144594743
Q0 n_230914 2 Sng_2/0914.raw 25-Mar-2015 14:20 1456809757
Q0 n_230814 3 3ng_2/0914.dat 25-Mar-2015 14:25 143720823
Q0 n_230014_3_3ng_270914.raw 25-Mar-2015 14:21 1459813621
Q0 n_230914 4 _/-bng_2/0914.dat 25-Mar-2015 14:16 137493346
Q0 n_230914 4 /-5ng_2/0914.raw 25-Mar-2015 14:22 1422454476
Q0 n_230914 5_/-bng_2/0914.dat 25-Mar-2015 14:22 143506273
Q0 n_230914 5_/-5ng_2/0914.raw 25-Mar-2015 14:19 1449986091
Q0 n_230914 6_/-bng_2/0914.dat 25-Mar-2015 14:19 146598945
Q0 n_230914 6_/-bng_2/0914.raw 25-Mar-2015 14:18 1472737908
Q0 n_230914_7_10ng_270914.dat 25-Mar-2015 14:19 147122563
Q0 n_230914_7_10ng_270914.raw 25-Mar-2015 14:24 1474402469
Q0 n_230914_8_10ng_270914.dat 25-Mar-2015 14:25 145883083
Q0 n_230914 8 _10ng_2/0914. raw 25-Mar-2015 14:24 1454784098
Q0 n_230914_9_10ng_2/0914.dat 25-Mar-2015 14:21 14623791
QEPT 5 n_230814_9_10ng_270914. raw 25-Mar-2015 14:17 1458632108
README . txt 25-Mar-2015 14:29 3788
Phum_canon_2014_06_eco|iK12-201408_contm. fasta 25-Mar-2015 14:18 16238467

raw dat (MASCOT

) raw fasta
FEm . st | ! raw ¢ ¢ v k (12 )n IMASCOT x d”"bg¥WaFASTA mx
| 3 PSPhum_canon_2014 06_ecoliK12 -201408_contm.fasta Re Cz | kdz| fos, C
[Czl kndsAd ] ]
HRaw ¢4 vk v B 145GB 6 12 x d" b 3 18 GB

H fasta & ¢ v k: 16MB G

Czl kWwds Awyx! vf 3t xAs 4euyz5e | gfrneodfzen’ 4o

vsz Ofasta 8¢ v kwe mwv_ G
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4 mz IMASCOT Server S xd"WbgWwaebdDw ! SGr ) £l
r gz B8 H G srfgyxf =2HeM r vobb( wex L s HG
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> sp|05100|3MG_ECOLI DNA -3 -methyl ladenine glycosylase
Accession :  sp|05100|3MG_ECOLI
D escription : DNA -3 - methyl ladenine glycosylase
& g IMASCOT Server x Home ’ s v~ b a 23 Configuration Editor -> Database

Manager © He v G

.. Mascot search engine | Protein « X 4 (-]

&« C A BEShTWEWEE | losgatos3/mascot/index.htm aQ * N o
* Log In .
* Log out
* Change password
* Edit settings
* Current session information
Whether or not Mascot security is enabled, in order to comply with the licensing conditions,

access to this Mascot server must be restricted to authorised users. We strongly
recommend that your server is protected by a secure firewall.

Mascot Utilities
Your system administrator may have restricted access to these utilities
Database Status

View the status of all the sequence databases. Links to database statistics, search
status, log files, etc.

Search Log

brch log. Can be filtered to find specific search results.
Configuration Editor
htion editors, including security administration and sequence

database management.

. Mascot search engine | Protein ic X L Mascot configuration X + (-]
Mascot Daemon is
Mascot server. It ru

C A RHFINTVLRWE(S | losgatos3/mascot/x-cgi/ms-config.exe & N » @

losgatos3/mascot/x-cgi/ms-config.exe 1]

Mascot Configuration

Amino Acids Amino Acid Data
Modifications Modification definitions
Symbols Symbols used in chemical formulae
Linkers Linker definitions
Enzymes Enzyme definitions
Instruments Fragmentation Rules
Quantitation Quantitation Methods
Crosslinking Crosslinking Methods

ormgeration Opeo Global Options in mascot.dat
Database Manager Sequence databases, Parse Rules and automated downloads
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€ KW HxR mstaRg x | 3RCreatenew RK|™ e~ Kd~ z8& H G
N m3P NnonoooAs, 5BRKBMI38S R dUbgWax ynd =23
X n z | PNew custom definition Rx k A® Hb | e Z BNext RHb | e fize v G

{i.. Mascot search engine | Protein

Database Manager

X | {i.. Mascot configuration X

2> C A R#EINTLWELERS | t5820/mascot/x-cgi/db_manager.p

&,H Mascot Database Manager

UP5640
Enable predefined .
definition

Scheduled updates
(0)

Running tasks (0)
Settings

Synchronise custom

braries_2

Data. A - A_A=N -
Databases (5) L Mascot search engine | Pratein i« X | L Mascot configuration X ﬁ,H Mascot Database Mar]
Parse rules (13) Name
Scheduled updates Human € 2 C A RESWTUELGESRE | t5820/mascot/x-cgi/db_manager.pl?sub=dbs.new;dbs.ney
(0) -
Running tasks (0) NCBIprot
: PRIDE_Cq [DEIEFEENIELELEY H—
Settings g
swisspro] |Dotabecs (5 New database definition
Parse rules (13)

Database name (?)
: PXD001385

) Copy of (?)

<select> v

O Use predefined definition template (?)

<select= v

® New custom definition @)
[ Noxt ||

Ful datab
Enable predei
predefined
Enable predefined _Refresh | | gefinition
definition Synchronise custom
Synchronise custom definitions
definitions Create new
Create new
Snectral librare m
Enable predefined
FASTA s 4%t | x o

Z 6 H G

z ¢ H Gy r mzPAmino acid(protein database) R e

BNext RHb | e fize v G

L Mascot search engine X | k,,_. Mascot configuration X

< C A REINTVEWVERE

= | - - =
Database Manager Custom deflnltlon

Databases (5)
Parse rules (13)

Database name:

Scheduled updates
(0) PXD001385

Running tasks (0Q)

Settings

Enable predefined
definition

=z

Synchronise custom
definitions

Create new

L Mascot Database

| t5820/mascot/x-cgi/db_manager.pl]
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FASTA &4 v Kk x o z6HG S 'eXx b g+ X X L my # |
4 x[ethd)G;;mZ[:[(z‘e’zléuukeudkodH] mé[] ze w6
Pupload or copy file manually Re z RCreate RHb | e fizse v G

-
Enable predefined y
definition

Synchronise custom Delete original FASTA file after copying (?)

definitions Version file URL or path to source file on Mascot Server hard disk (optional) (?)
Create new
Spectral library £
filters Delete original version file after copying (?)

Reference file URL or path to source file on Mascot Server hard disk (optional) (?)

“
er copying (7)

a om a remote server or copy from the Mascot Server hard disk, the
task WI|| be schedu\ed asa background task. You can follow the progress in the task list. Coanurahon can
be completed once the files have been downloaded or copied.

The original file can only be deleted if it resides on the Mascot Server hard disk and Database Manager has
sufficient permissions in the source directory.

[reviol | creae

d"bg¥va X 3 e st & HG o h bgevvkaWEB Fkz- m Hl gt

PUpload file using web browser Re Z RNext RHb| e fize v G

Database: PXD001385

Databases (6)
Parse rules (13)
Scheduled updates

(0) Name
Running tasks (0) PXD001385
Settings

Database type

Amino acid (protein database)

Enable predefined Database directory
definition C:/inetpub/mascot /sequence,/PXO001385/current
Synchronise custom -
definitions Filename pattern
FRDO01386_% . fasta
Create new
Database files must be present before database configuration can continue. You have the fd
Enable predefined
definition O Download from remote URL or copy from Mascot server hard disk
gggﬁrilri’ggése custom @ upload file using web browser
Create new O Copy file manually

Spectral library
filters
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PFASTA file to upload Rx T gX ) Rew v ke RHbl efiz3 vDyxdCzlKk

zyfasta é# v ke ¢m bDsesnG X s fRUpload RHb] e fiz#& n G

Upload FASTA file

Please select the FASTA file to upload.

Note that if the file is large (more than 50 megabytes), it is betterto t
hard disk by some other means than uploading via web browser.

@ ¢ X
. 4 > PC > OS{C) » temp > replicatesDataset > v L I replicatesDataset %
Filename pattern o
B - FLLWIALY = - [
PXD001386_x.fasta ~
& pC
| Edit filename pattern ‘ B ATIIH
A @ § § § =
W AT
TR patricksamedata 190517 Roduit.1 180517 Roduit.1 190517 Roduit 1 190517 Roduit_1 190517 Roduit1  190517_Roduit_1
A A fi d - 1243_SCX1.1aw 1243 _SCX2.1aw 1243 SCH3raw 1244 SCX1 raw 1244 SCX2 raw 1244 SCX3.raw
3 = UOFe
5 - B v
| 71 I)LEER E IRENTWEE [,
2_05(C)
" . «- DATA (D}
The uploaded file will be renamed to o SPhurm_canon 20
~- DATA(E) 14_06_eeoliK12-2
DVD RW 347 01408 _contm.fas
| Previous @ Upload | s share2 terasts -
@ wrh9-7 v
74 Jb&(N): |SPhum_canan_2014_06_ecoliK12-201408_contm fasta - FRTOIPAN () 5
ge v kwevdf kWdst stln we | n REditconfiguration RHb] w t

xmHb | e fizenG

Database: PXD001385

Name
PXD001385

Database type
Amino acid (protein database)

Database directory
C:/inetpub/mascot /sequence/PXD001385 /current

Filename pattern
PXD001385_x . fasta

Files matching PXD001385_x .fasta
PXDO01385_20210429 . fasta (14.53 MB)

Finish database configuration

onfiguration to finish setting up the database definition.

Edit configuration

9 MATRIX
SCIENCE



10

MASCOT Distiller Replicate k § k & K4 )

¢l"DKvKk

dvbgfax k¥ke zewe
& 3z Accession( dWbgWwax m qnr! vy
PAem8 AANY3 Z,

X en ] WL KM K RSN ([ V) Ry

]

)%

20l %8S ¥ PRChQOSR RHb | e fize v @HWax !  z

ZzZ6 HG

~

FASTA file

Files matching PXD001385_x.fasta
PXDO0T385_20210429 . fasta (14.53 MB)

Accession parse rule (?)

Description parse rule (?)
(none}

Database configuration: PXD001385 (step 1/2)

Accession and description parse rule must be selected before you can continue to the next step.

kMk)S we L 6 HG

X §x PRV \)Re

QGHG

Suitable parse rules (10)
Parse rule Match Extracted data
(ORI INNEIEI(REE] 10/10 1. 3M31_FCOLT

» 9 more matches

(ORI (RN BES] 10/10 1. P0O5100

» 9 more matches
O 2[" Ix ¥x¥) 10/10

» 9 more matches

(Warming: contains spaces)

O >[I ¥ 1) 10/10 1. POSTO0 | 3MGT_ECOLT

» 9 more matches

O 2¥x¥) 10/10
» 9 more matches

(Warning: contains spaces)

@ ¥ 10/10 1. sp|PO5100|3MGT_ECOLT

» 9 more matches
O ¥ 14 VAL 1. 55|PO5T00]3MG1_ECOL]
» 9 more matches

O Ix x(x) 10/10
» 9 more matches

(Warning: contains spaces)

O ¥.%¥) 10/10

1. DNA-3-methy ladenine zlvcosylase 1 05=Escherichia coli (strs

1. =p|POS100|3MGT _ECOLT DNA-3-methy ladenine glvcosylase 1 03=F

1. DNA-3-methy ladenine zlvcosylase 1 05=Escherichia coli (strs

1. »ap|PO5100 |3MG1_ECOLT OMA-2-methyladenine zlvcosylase 1 037

H ¢
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3" 1 xRChoose RHbl efiz| £ s 5, G

) P¥(x¥) 10/10 1. 5p|POS100]3MGT_FCOLT DNA-3-met hy ||
» 9 more matches

Marning: contains spaces)

@FLI{NNEELY 10/10 1. 5p|POSI00|3KG1_ECOLT
» 9 more matches

SRV INELY BN 1. op|POSI00] 3MGT_ECOLT
} 9 more matches

O [7 s ¥ 0ak) 10/10 1.DNA-3-methyladenine glycosylase 1
» 9 more matches

(Warning: contains spaces)

O ¥-#¥) 10/10 1. »sp|POST00|SHGT _EGOLT DNA-3-nethy
} 9 more matches

(Warning: contains spaces)

Q¥ 18 LUK 1 5op|POS100]3HGI_ECOLI
» 9 more matches

P Unsuitable parse rules (40)

| Cancel || Create new parse rule | Choose |

X s L ewc | X MRNsAST dexnd3 KM k e

H GRDescription 2 or As, X P %8 RRChoose RHb| e fiz| f 85 G

Database configuration: PXDO0O]

FASTA file
Files matching PXD001385_x_fasta
PXD001385_20210429 . fasta (14.53 MB)

Accession parse rule (?)

oD D[y Ix)

Matches from PXD001385_20210429.fasta:
1. 3MG1_ECOLI
2. 3MG2_FCOLT
3. 3PASE_ECOLI
4, ZZEF1T_HMEN
5. ZZ2Z3_HMEN

Description parse rule (?)

Cance

Accession and description parse rule must be selected before you can ¢

11 MATRIX
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k" k x ' 10 Lt eHGagHWa. w[ ]| x e Descripton n z |
Wl 3RS[]F | (*\ )R e z| 3 T RChoose RHb| o fiz| § o5 ©
Suitable parse rules (11)
Parse rule Match Extracted data

[N I IEIEANE 3] 10/10 1. 3hE1_ECOLI
P9 more matches

(SRR ALY 10/10 1. POS100
} 9 more matches

RN E R3] 10/10 1. OMA-2-methy ladenine glveosylase 1 05=Escher ichia o

P9 more matches

DRI 14 10/10 1. POS100 |3ME1_ECOLI
} 9 more matches

030 ) ELIELN 1. 5p|POS 100|341 ECOLI DNA-3-methyladenine glycosyla
} 9 more matches

CIFEC ] 10/10 1. sp|POS100 | 2ME1_ECOLI
P9 more matches

O ¥ 14) 10/10 1. zp|POS100 | 3M51_ECOLI
# 9 more matches

OO |14 10/10 1.5p
P9 more matches

[SENNEE - {0 -] 10/10 1. DNA-3-methy ladenine glyoosylase 1 05=Escher ichia o
P9 more matches

¥ #) LR 1 vop [POS100|3ME1_ECOLI DHA-3-methy ladenine g lycosy
} 9 more matches

CE(T 1# 10/10 1. r=p |POS100| 3hE1_ECOLI
P9 more matches

} Unsuitable parse rules (39)

|-:5r':>e || Creats new parse ruld

X § Ll ens kWkw=2 z| 14+ xmx! fne M zu m3

X1 RNext RHb | e” Kd~™ z#& w G

FITES TITECCITY FADOUTI00_ ¥ -TAS A
PXDO01355_20210429.fasta (14.53 MB)

Accession parse rule (7]

oI (00 1#¥)

Matches from PXD001385_20210429.fasta:

1. SMGI_ECOLI
2. 9MEE_FCOLT
3. 3PASE_FCOLI
4. ZZEF1 _HUMAN
5. ZZZ3_HUMAN

Description parse rule (7}
S Tx ¥ (x4

Matches from PXD001385_20210429.fasta:

1. DN&-3-methyladenine glvcosylase | O5=Escherichia coli (strai
2, DNA-3-methyladenine glycosylase 2 OS=Escherichia coli (strai
3. Inorganic triphosphatase OS=Escherichia coli (strain K12) GN
4. Zinc finger ZZ-tvpe and EF-hand domain-containing protein 1

5. ZI-type zinc finger-containing protein 3 08=Homo sapiens Gho

12
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] +17  z taxonomy Ybl e” e Ml 5wl X" mr .3
'z s zyr nz®&H"G 1 gxRSaveandfinsh RHb] efiz| fwos, G
(example]

Copy from EST_human (or EST_mouss or EST_others)

https:ffeutils nebionlm nih, gowfentrezfeut i sfefetoh. Fog itr attvpesgbér etrinde=text Sdb=nue |eot idestoo l=nescot
(example)

Copy from NCBIar {or NCBIlprot)

https /feutils_nebionlmnih gowfentrezieut ilsfefatoh. fog ity ettype=gpir etnde=text &db=pr ote initoo l=mascot s
(examplz]

Copy from UPI1855528 % lasvis (and similar entries)

https:/fwen unipr ot oF gfun iprot/$ACCESS | ONE. t=t
(zxamplz)

i
Local program (7]

Command line template
L fmmogifme-getzeq exe TPEDODIZEST WACCESS|ONF all

e

Parse rule
fnonal

To choose or adit loczl program 25 a full-text report source, plezse bring the databaszz online,

| Cance! ” Prewvious

zvdVWbgvwa g Lewc 3 gxIPActivate RHb]l e~ Kd~ z| dW¥

ae 0 I sz| fo5s, 6

Database: PXD001385

Name
PXD001385

Database type
Amino acid (protein database)

Database directory
C:/inetpub/mascot /sequence/PXD001380/current

Filename pattern
PXD001386_% . fasta

Files matching PXD001385_x.fasta
PXO001385_20210429 . fasta (14.53 MB)

Upload files

Database status
Offline

Scheduled updates
(no schedules defined)

Main database file URL has not been defined; database updates are disabled.

Show configuration details |

b

g

n
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dvbg" a x Mz PDatabase Status R s | r & v GHome S
Xl Rnonooons, ATKAdPERBRHG zyd" bg¥ aPXD001385 e xd"b
gvaxy s tlcdxpvxd ot AenonpABR Dz, pyysfR|
X sgrl v fovs, 6

C A BREINTVWAELEE | t5820/mascot/index.html
- . DLIEI\ILE Search|

Il Access Mascot Server  Database search help  Contact

Welcome

This is the heme page for your in-house Mascot Server, a powerful search engine that
uses mass spectrometry data to identify and characterise preteins from sequence
databases. To assist you, the help text for Mascot forms a substantial knowledge base
concerning protein identification by MS.

If this is your first visit, start here. If you include results from Mascot in a publication,
please cite either www.matrixscience.com or Electrophoresis, 20(18) 3551-67 (1999)
(abstract).

Security

Mascot incorporates a role based security model, which allows the system administrator to

control which functionality is available to individual users. If security has been enabled, you
may be prompted to log in if you attempt to access a page or perform a task that requires

authorisation. If security is not enabled, which is the default, the follewing links will simply

confirm this.

" Login

* Log out
* Chz
* Edi

* Current session information

Whether or not Mascot security is enabled, in order te comply with the licensing conditions,
access to this Mascot server must be restricted to authorised users. We strongly
recommend that your server is protected by a secure firewall.

Mascot Utilities

Your system administrator may have restricted access to these utilities

Database Status

Na = SwissProt Family = C:/inetpub/mascot/sequence/SwissProt/current/SwissProt ¥, fasta

Fil e = SwissProt 2020 05.fasta Pathname = C:/inetpub/mascot/sequence/SwissProt/current/SwissProt 2020 0b.fasta
Status = In use Statistics Compression warnings Unidentified taxonomy Recompress file
State Time = Wed Apr 14 17:33:03 § searches = 0

Mem mapped = YES Request to mem map = YES Request unmap = NO Mem locked = NO

Number of threads = -1 Current = YES Twpe = Amino acid

Name: = PS640 H sapiens Family = 0:/iretpub/mascot/sequence/UPS640 H sapiens/current/UP5640 H sapiens *.
Filename = UP584O H sapiens 20201007 fasta Pathname = C:/inetpub/mascot/sequence/UPSE40_H sapiens/current /UP5640 | H
Status = Statistics Recompress file

State Time = Wed Apr 14 17:33:03 # searches = 0

Mem mapped = YES  Reguest to mem map = YES  Request unmap = WO Mem locked = MO

Number of threads = -1 Current = YES Twpe = Amino acid
Fami |y
0429.fasta Pathname = 01/ inetpub/mascot /sequence/PX0001385 /cur rent /PXO00T3A5 20210429, fas

Name = PXDO01385
) Statistics Recompress file

- mm——"1 ):73: 14 § searches - 0
Mem mapped = YES Request to mem map = YES FBReguest unmap = NO  Mem locksd = NO
Number of threads = -1 Current = YES Type = Amino acid

= :/inetpub/mascot/seauence /PHO001385 /cur rent /PXOO0T38E * fasta

MATRIX
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5.

(

3H X

5 mz IMASCOT Server s3 ~x  § WVzuy Label Free (Replicate)

ze "G | fkx ° x  z3ng75ng10ng15ng X
zmx3nyrl 12 _ xComponents " na i~ s

& H GDjstiller m e v 3rrm " zw X 0 z |

MASCOT mz x4 y pf

wex | 3 Sttt oo H g replicate k gk & KV x o

=]

I 4oL

p L

Wl ratio x

Z 6 H G

v wmbeH Gz, z

s zr oz sF X o zy 3 ingz)| suU N raw &v v kx

e

Yy

e

%38 %X

r

ekh“bRarPoznungng3RzWRoos v, 1 rss, vy NNt R

st | ratio §gr | Z MASCOT Server m sMl Jtygd Hatio nrf) ze
6 HG en Ll Yn i zylrdtio e X4 XS§ZYr z3¥rx Em ~wlt
v I X exdypft fwuwvym S Z Y e Quantitation z|
2] H | wx |l e v G
Home -> Configuration Editor -> Quantitation n | FIQuantitation e b
6 H G
recommend that your server Is protected by a secure firewall.
Mascot Utilities
Your system administrator may have restricted access to these utilities
Database Status
View the status of all the sequence databases. Links to database statisti
status, log files, etc.
Search Log
A tabular view of the search log. Can be filtered to find specific search rg
Configuration Edito
Browser-based configuration editors, including security administration af
database management.
h.ﬂ e W ol s
L t search engine | Protein ic X &_ﬁ Mascot configuration X +
A FEINTWELWEE | losgatos3/mascot/x-cgi/ms-config.exe
ascot Configuration
mino Acids Amino Acid Data
Modifications Modification definitions
Symbols Symbols used in chemical formulae
Linkers Linker definitions
Enzymes Enzyme definitions
o Fragmentation Rules
Quantitation Methods
8 — Crosslinking Methods
Configuration Options Global Options in mascot.dat
Database Manager Sequence databases, Parse Rules and automated downloads
15 MATRIX
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e . &HGi gMASCOT m D e st | 8sHG z
Replicate x0 mxlRWooewWssINNeR abHY Bz | Wl e nzl
| v f 3RLabel -freef]MD] R, gx ) PCopyRe™ Kd~™ z& n G

L Mascot search engine | Protein ic X L Mascot configuration X + ° = *
< C A REEWTLAWES | losgatos3/mascot/x-cgi/ms-config.exe?u=1620218330&SESSION_ID=... @ & M e :
TMTpro 16plex reporter Copy Delete Print -
DiLeu 4plex reporter Copy Delete Print
180 multiplex multiplex Copy Delete Print
SILAC K+6 R+6 multiplex multiplex Copy Delete Print
IPTL (Succinyl and IMID) multiplex multiplex Copy Delete Print
ICPL duplex pre-digest [MD] precursor Copy Delete Print
ICPL duplex post-digest [MD] precursor Copy Delete Print
ICPL triplex pre-digest [MD] precursor Copy Delete Print
ICPL quadruplex pre-digest [MD] precursor Copy Delete Print
180 corrected [MD] precursor Copy Delete Print
15N Metabolic [MD] precursor Copy Delete Print
15N + 13C Metabolic [MD] precursor Copy Delete Print
SILAC K+6 R+10 [MD] precursor Copy Delete Print
SILAC K+6 R+10 Arg-Pro [MD] precursor Copy Delete Print
SILAC K+6 R+6 [MD] precursor Copy Delete Print
SILAC R+6 R+10 [MD] precursor Copy Delete Print
SILAC K+8 R+10 [MD] precursor Copy Delete Print
SILAC K+4 K+8 R+6 R+10 [MD] precursor Copy Delete Print
ICAT ABI Cleavable [MD] precursor Copy Delete Print
ICAT D8 [MD] precursor Copy Delete Print
Dimethylation [MD] precursor Copy Delete Print
NBS Shimadzu [MD] precursor Copy Delete Print
precursor 12 Delete Print
replicate * Delete Print
average Delete Print
| New quantitation method ‘ | Main menu
[Annlied Rincvetams iTRAOITM) A-nlax
losgatos3/mascot/x-cgi/ms-config.exe?u=1620218330&SESSION_ID=msconfig_4942588086494 -
Label -free[MD] X e L & HGs ghame n descripton © B4y e HG T x

mz name © RWooB8WsY%, DPAN3WNBE @ : JNNtRZT coxnsy ya My3 2z,
SsReapPpAan3swuB yeoR © 1z6 2460

r | 3RComponent Rp Fe~ Kd~ z&n G

ch engine | Protein i+ X L Mascot configuration x
(A @® localhost/mascot/x-cgi/ms-config.exe?u=1620131059&SESSION_ID=msconfig_1553648676667 16

Copy Quantitation Method :Label-free [MD]

MName | Label-free Customized0l1 [MD] . Description |s|mp|e ratio, 3 files, label-free customized

Method Protmcol Report Ratio | Integration | Quality | Outliers | Normalisation | XML
Component

Components: newy hd MNew Copy | Delete |

MATRIX
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dé3s kDmz CLC2,Ref nr @X% e st | reHGC

MASCOT Server + Distiller e { u Replicates x mz 3 zwde v k( If
Kk )n3 s xRD3we3zshzliMm ~ st y Component e 2z b 0%
d3RCzwe3zspnpR&Es8e23rn, AboFimis3Ry e I ¥sLtseHG Ly Z
Lo z3IRgg~R™- POHRARANE 5 Fu Cxy FPpx0 sl

Jr 3wl ] xCh,hix Ref g *1 Ratio '8 1 g gL 8 HG

F¥mz32x raw &¥ v kg ' H Il component & . 7T X' v s Wl nzen6
File Sample :Ecoli spike File index

QEP1_Spikeln_230914 1 3ng_270914.raw 1 3ngR1
QEP1_Spikeln_230914 2 3ng_270914.raw 3 ng 2 3 ngR2
QEP1_Spikeln_230914 3 3ng_270914.raw 3 3ngR3
QEP1_Spikeln_230914_4 7  -5ng_270914.raw 4 7 p5ngR1
QEP1_Spikeln_230914 5 7 -5ng_270914.raw 7.5ng 5 7 p5ngR2
QEP1_Spikeln_230914_6_7  -5ng_270914.raw 6 7 p5ngR3
QEP1_Spikeln_230914 7 _10ng_270914.raw 7 10ngR1
QEP1_Spikeln_230914_8_10ng_270914.raw 10ng 8 10ngR2
QEP1_Spikeln_230914_9_10ng_270914.raw 9 10ngR3
QEP1_Spikeln_230914_10_15ng_270914.raw 10 15ngR1
QEP1_Spikeln_230914 11 _15ng_270914.raw 15ng 11 15ngR2
QEP1_Spikeln_230914 12_15ng_270914.raw 12 15ngR3

N Component § g,r | 3IRComponent Rm e z RFileindex Rm | &L graw &+

v kX n Component nx kne eHGyr RIyveE, wzorAR ' v 52| fos
r ¢ %380 27 9y ° Hl g P RNewR(x 1 r z Copy) Hbl e fiz | 3 e
l Z6 HG

Component

Components: new’y ~ Copy |De|ete
Component 10ngR1

File index

Action

| Save changes | Cancel

|He|p Window

MATRIX
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e

W

Kd~

Hl n3Component w7 X' v § 5L &HG RReport Ratio
Z 6 H G

Copy Quantitation Method :Label-free
Name

NMame Label-free Customized01 [MD] Description | simple

Report Ratio

Method | Protocol | Component Integration = Qu

Component
Components: 3ngR1 v | New
Property 3ngR1
Component
3ngR2
File index

3ngR3

Save changes Cance /pSngR1

Help Window 7p3ngR:

7p5ngR3

10ngR1

10ngR2

10ngR3
15ngR1

15ngR2

15ngR3

Rb F

18
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r | 3Distiller m st ! Ratio x e " zewG
st ratio x s gr | z3 N Component e nzy ¥ w o x I x?9
D mH Gy 3 H s ¥ |Component e ol wLx L 681G
MASCOT Server x protein ratio St rf gy x®f_ T1wxlixx3s m

xr © Z g,0 ratio © w1z Distiller m v wmbes oGy xt vy ¢ q

x z3 X 10m “wltyypdWbxexport O © nindble- omy
Hf ¢d om ‘ratio my £ intensity y 4 sty X e steHxmIgox
e f |+ m xbéDzzuve f{ |proteinrato Y\ X e flfovs, G
reamzN, I fksgrld gx |z X e f u ratio ° Hl 3 wh

“ A m3(15ngR1+15ngR2+15ngR3)/(3ngR1+3ngR2+3ngR3) nr foet vy 8
z6 H G
wl ratio z- 1T x gmt G
- 15ng n ngx ratio : (15ngR1+15ngR2+15ngR3)/(3ngR1+3ngR2+3ngR3)
- 15ng n 7.5ng x ratio: (15ngR1+15ngR2+15ngR3)/( 7 p5ngR1+ 7 p5ngR2+ 7 p5ngR3)
- 15ng n 10ng x ratio : (15ngR1+15ngR2+15ngR3)/(10ngR1+10ngR2+10ngR3)
ReportRatio  m o) zeHW®Rgga3zrn, AopgyupR mz 1 f nylewxx

m3 nr ! Component t Af ] Ms0O z]fws, 6

. (15ngR1+15ngR2+15ngR3)/(3ngR1+3ngR2+3ngR3)

Report ratio m Z Y n 3Component e k #a H | oy + x L & v ®RAdd
Numerator R , RAdd Denominator R Hb] e z| Component s I th] & g
Fnnt g3 x iComponent e e z| 3zfbln "~ wl wex | s H G
0 Coefficient Z mH G e Components % gViARdLeHG
Zr z-1 °e4¢§ fovsC

Report Ratio (15ngR1+15ngR2+15ngR3)/(3ngR1+3ngR2+3ngR3
Property S Lins Action
Report Ratio Delete Report Ratlo
Numerator 15ngR1 ~  Coefficient : [ 1.0 Delete

15ngR2 v | Coefficient : | 1.0 Delete

| 15ngR3 v | Coefficient : |1.D Delete
Denominator 3ngR1 v | Coefficlent :|1.0 Delete

|3ngR2 v | Coefficient :|1.0 Delete

3ngR3 v | Coefficlent :|1.0 Delete

19 MATRIX
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X gXxrato s gr | e Z & H Ol ReportRatio z " [ | mbyyyfueegf 3

X2 X S o hze zyd

Report Ratio

Property (15ngR1+15ngR2+15ngR3)/(3ngR1+3ngR2+3ngR3
Report Ratio | (15ngR1+15ngR2+15ngR3
Mumerator ‘ 15ngR1 | Coefficient : ‘ 1.0 Delete
15ngR2 | Coefficlent : ‘ 1.0 Delete
|15ngR3 v | Coefficient : | 1.0 Delete

Denominator 3ngR1 | Coefficlent ; ‘ 1.0 Delete

3ngR2 | Coefficient : ‘ 1.0 Delete

|3ngR3 v Coefficlent | 1.0 Delete
(15ngR1+15ngR2+15naR3)/( 7p5 ngR1+ 7p5 ngR2+ 7 p5 ngR3)
Report Ratio ‘{15ngR1+ 15ngR2+15ngR3
Numerator [15ngR1 v | Coefficient : | 1.0 Delete
15ngR2 v | Coefficient : | 1.0 Delete
15ngR3 | Coefficient : ‘ 1.0 Delete
Denominator 7p5ngR1 ~ | Coefficient : ‘ 1.0 Delete
7p5ngR2 ~ | Coefficlent : ‘ 1.0 Delete
‘ 7p5ngR3 ~ | Coefficient : ‘ 1.0 Delete
(15ngR1+15ngR2+15ngR3)/( 10 ngR1+ 10 ngR2+ 10 ngR3)
Report Ratlo '(15ngR1+15ngR2+15ngR3

Mumerator 15ngR1 | Coefficlent : ‘ 1.0 Delete
’W Coefficient : ‘ 1.0 Delete

15ngR3 v | Coefficlent : | 1.0 Delete

Denominator [10ngR1 v | Coefficient : | 1.0 Delete
10ngR2 ~ | Coefficlent : ‘ 1.0 Delete

[10ngR3 v | Coefficient : | 1.0 Delete

| New Report Ratlo

cance

Savechanges Hb]l e fiv n ° Z Y X e gL 6 HG

20
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[ Hbl e~ f dNormalization S Gr )]
T z normalizaton © & st x99 ¢ fos, G
mz Xy human xble” 3 s w ¢ sx! ble” 20 o
d" bx MNormalization g 2] 8 MGy mz nzl 3 sKaDv df
stybl e’ 20¢e { ] normalizaton *® ! ®f[] ruvzenGC
e zdyble 20sgr) z3
https://pubs.acs.org/doi/10.1021/pr501045t
supporting info sxl 3 gfx (excel €& v Kk)g x| i e fos, G
x s R House keeping protein? (1=yes, O=no)Rnr vb° Dkx wx !l 3 x @agx ¢
Xel g ¥ x welsrfl ! bl e wnormalizato n g stygbl e’ mHG
Y m sbl e’ s*' ) normalizaton e & st | 37 xtvsz)
#Normalizaton b bF m3 +wl bl e~ x accessio ne z| fo5s5:6
I o 3 ¥ x normalization ZFrFm gz 21 tnt mH Gy g g EREED'¢
ie 8 m f | normalizaton § il bl e” e z | sl rnt ®© mH G
Method | Protocol | Component = Report Ratio | Integration | Quality @ Outliers
Normalisation
Property Value Action
Normalisation method average v
Mormalisation Proteins sp|P78406 |RAE1L_HUMAN Delete
sp|014561|ACPM HUMAN Delete
sp|P15924|DESP_HUMAN Delete
sp|Q8NBI5|GT251 HUMAN Delete
sp|P10606|COX5B_HUMAN Delete
sp|043242|PSMD3 HUMAN Delete
sp|P63151|2ABA_HUMAN Delete
sp|000233|PSMD9 HUMAN Delete
sp|QoY3C8|UFC1_HUMAN Delete
sp|P24752|THIL HUMAN Delete
sp|075153|CLU_HUMAN Delete
sp|Q96CT7|CC124 HUMAN Delete
sp|Q99426|TBCB_HUMAN Delete
Sp|QO3252|LMNB2 HUMAN Delete .
sp|Q9Y5KS5|UCHLS_HUMAN Delete
sp|Q4VC31|CCD58 HUMAN Delete
sp|PE8400|CSK21_HUMAN Delete
|sp|P12081|SYHC HUMAN| Delete Add Proteln
Rl X e nfwedd’ T §XIR axows, wpP oHbh.lseafRz | ® z|l 65,6
21 MATRIX
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6. HdWwp o 8
2 5m L fent Tm S e  eHGC 6 mz Distiller m raw
gl/lbe 0 3 2] r 8 H G

e 3 MASCOTDistiler e 0 =zew G | 3Menu x File y dR"sn NPpvny, 18vs, "rz

&} Z 6 HG
% J Mascot Distiller
.f,ile Edit Yiew Processing Analysis Jools Windows Help
| G Dew Proect r Wi S

é QOpen Project.. Ctrl+O
- .

Cvvk ] xAddFiles e~ Kd” zewGyrympv dbs nthehn" v es
bhéDzzv o z#&H G ° PXD 001385 x d " b z 3IThermofisher Scientific X
m st ygd” bm+ GAdd Files ->Thermo -> Xcalibur e zZ6 HG

X

% 2 New Multi File project

Sample name # Status Filename Path [ Add File(s)...
Agilent '

Bruker ¢

Sciex k
Shimadzu b

Waters ¢

Text..

WAL mzXML.

@ mzML...

Distiller Project File

l l | Browse...

MATRIX
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12 x raw €& v ke Z& HG s f u Fileindex zé#vkyx 98 8

Z| reHnGm ol e r ' v 3IComponents x index nraweée v kyx 6 8
e pSr!tvIaw e v ke z] | sxw czrmiGzyzrw ' 8§
zly m D omErxm3tEn iy z °b0sthg *m vsAt @KmH G
éuuke leOpenRHblefizGHG
#} Select XCalibur data set X
T74 WDEF(D: | replicatesDataset v‘ Q2@
* =2 B B8R & ‘A
QEP1_Spikeln_230914_12dataMod2CRfiles 2021/05/10 0:59 TrA I TA IS -
7497 7TEA (4] QEP1_Spikeln 230914 1 3ng_270914raw  2021/04/28 21:44 RAW 774}
7 ] QEP1_Spikeln_230914_2_3ng_270914.raw 2021/04/28 21:46 RAW 771 )l
E] QEP1_Spikeln_230914_3_3ng_270914.raw 2021/05/01 17:42 RAW 771 I
FRIbyT &] QEP1_Spikeln_230914_4 7-5ng_270914raw  2021/04/28 21:46 RAW 771 I,
- =] QEP1_Spikeln_230914_5_7-5ng_270914.raw 2021/04/28 21:46 RAW J71 )L
(| & QEP1_Spikeln_230914_6_7-5ng_270914.raw 2021/04/28 21:46 RAW 271 I
347351 &) QEP1_Spikeln_230914_7_10ng_270914.raw 2021/04/28 21:53 RAW 771 )l
'] QEP1_Spikeln_230914_8_10ng_270914.raw 2021/04/29 3:06 RAW 771l
, ! & QEP1_Spikeln_230914_9_10ng_270914.raw 2021/04/28 21:59 RAW 771 I
PC &) QEP1_Spikeln_230914_10_15ng_270914.raw 2021/04/28 21:59 RAW 771 I
i & QEP1_Spikeln_230914_11_15ng_270914.raw 2021/04/29 3:06 RAW 771l
* ! | QEP1 Spikeln_230914 12_15ng_270914.raw 2021/04/28 22:01 RAW 774 I =
FyhI-J < >
T7A I &(N): "QEP1_Spikeln_230914_12_15ng_270914.raw" "QEP v‘
TP LOEST): XCalibur (*.raw) v | ool
ALFH)
Processing Option default Ther moXcalibur opt
m v
| Field Value
< >
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XCUUK‘$[9H§J$X X ) 8 HG

X Z Distiller Project File, ¢v v k m+ Bistiler project file v e.rov
guvk mreddgskbDmz 8 ¢ws  xraw g¥ v ksakc] kmdtpl3

Zl zeyv 4 xm stlyrneogdf ze86 "z raw ¢ v k x 5 X 4!
e z\dVbs ' e zuy m3IR: wodviod? Ry v ©1y| 8 HG
X Z RProcessing Options Rm+ GDistiller mz \ H N\ s n"#Hl dvb S
zudé&3 kD ) z| e IpLe Wi yf gdWbp 8 8 ogtéwvuvke
zeHG H s ppt & v ke z| w885 G x mz n
e r ¢ #1¢ wIreporter.prof_prof.ThermoXcalibur .opt e Z| r s HG
¥ 3 Mew Multi File project *
Sample name # Status Filename E Add File(s)... b
1 1 |MNew |QEP1_Spikeln_230914_1_3ng_270914.raw |C
2 1 [Mew |QEP1_Spikeln_230914_2 3ng_270914raw |C
3 1 |MNew |QEP1_Spikeln_230914_3 3ng_270914.raw | C
4 1 |Mew |QEP1_Spikeln_230914 4 7-5ng_270914.raw | C Add Project...
5 I [Mew |QEP1_Spikeln_230914_5_7-5ng_270914.raw (C
6 1 |MNew |QEP1_Spikeln_230914_6_7-5ng_270914.raw |C
7 1 |MNew |QEP1_Spikeln_230914_7_10ng_270914.raw |C
8 1 |MNew |QEP1_Spikeln_230914_8 10ng_270914.raw |C

Distiller Project File

I{::¥temp¥replicatesData =@ OEP1_Spikeln_23091412dataMod2.rov | Browse...

Processing options

reporter.prof_prof ThermoXcaliburopt - |

Import settings and processing options from:

| | |:

MATRIX
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¢l"DKvKk

IR pRb | e fin néevvke b fenG

Opening datasource(s)

|
Opening data source(s)

18%

NaDdfsor |3 xabDdfs @

sdVbSave z| gf¥rneegdfygzens6

¥  Bew Project

é Open Project..
5 Close Project

‘IE Save Project

% 4 Mascot Distiller - GEP1 Spikeln 230214 212data 270974

File | Edit Yiew Processing Analysis Jools Windows Help

Mew Multi File Project...
Pdansge Multi File Progect..

Cirl+O

Cirl+&

Save Project (Ctrl+5)

25
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7. 2H En-

8 ¢\ raw d"Wbs =z | EW~ e , & H QUASCOT Server mz raw
d"bet xee n Rl zmb e s@aH DkyJEV Be ZHf ¢ digk”
hl DxEY" sY »! ° bz|lenfwe dibe W 'x L e ® x X
°FXx  mzEEWT b tmp e
Menu x Processing y 4 RProcess All Scans Re Hln3n [ | xrawd"bsg z]|
|:—__VI‘ e , 641G

3 I Mascot Distiller - GEM Epikeln 230974 212data 270914
File Edit Yiew | Processing | Analysis Tools Windows Help
IERRCEERER 11 | Process Sco SR T e, = (e

0914_1_3ng_270914.raw]

Process All Scans (Ctrl+Shift+H

- B QEP1.5p Delete Peak list colle
UEF1_5p Create Summead § rum
E QEPISH |, - pect

- B QEP1_5d L;,‘ Edit Processing Options..
- B QEP1Sp -

- 8 Q1 S SR

R

OEP1_Spikeln_230914_9_ Iﬂnu_%
QEP1_Spikeln_230914 10_15ng

|

[ A : Peak Processing opton § gr | ]
'TZ& st | X 0 X mHGEM' zxdxpf fiLy °ins gL 6 HG
Z 3 d n b l o] )Sopt é 3] k S fdL l (& H 3 d n b o] Z X S H | w
m‘b 6 H G es e H | e ¢ " z86 HG S ! 6 l Z l fos, G
Menu X Processing x J REdit Processing Options Re z| o556

¥ } Mascot Distiller - QEP1_Spikeln_230914_12data_datamod

File Edit Wiew | Processing | Analysis Tools Windows |

PG (X S ER ]| Process Scan Ctrl+F E
4y | Process Range :[
Procesz All Scans Cirl+Shift+F &
Process And Search.. 244
. . B850

g Delete Peak list collection
F25]
% QEP1_Sp Create Summed Spectrum Lo
- B Edit Processing Options... =
75

§ EIEE1 ahbration...
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Processing options Z OgXxbFyi st | renG
b F
M S Processing MSaH Dkd“bx Hd"Wbx sgr|
M S/MS Processing MSMSaH DkdYbx HdWbx sgr )
Time Domain AnA zw3 qHf édsg v n
M S Peak Picking MS x EV ™ x n )
M S/MS Peak Picking MSIMS x EV~ x n .
\'bFs X sGr)z3Cuvk T BV vk fus, ©
FEMz  EMT x5 shyxlYef o owlekhb2gsgr ) x8Ed vdfz)
§ ~zeHG EV x we nlon i+ Dl rnpuwxlsne

M S/MS Peak Picking bFestr fwvs5,6

¥ i QEP1_Spikeln_230914_12data_datamod1 b
| MS Processing | MS5/MS Processing | Time Domain | M5 Peak Picking
Filtering General
Correlation Threshold (Rha) ! |_| Same as M5 Peak Picking
Minimum signal to noise (S/N) l ["] Apply baseline correction
Minimum peak m/z 50 Fit method I lsotope Distribution -
Maximum peak m/z [ 100000 | Maximum peak iterations per scan 500
Peak Profile Reporter lon Region
Minimum peak width (Da) 0.005 [] Pick single peaks in this range
Expected peak width (Da) 0.05 Minimum peak m/z 110
Maximum peak width (Da) 0.5 Maximum peak m/z 135

[ | Reject width cutliers

| sae | - || load. oK || Concel || Hep |
Correlation Threshold : o aH Dkn d¥ b x 3 A Gls rn
X s |rl¥newe T3t30g At aq |rpd st dyplen
M inimum signal to nose (S/N) :SING w  3p wen e Wl sHG
e f ygd R xouwyR| FProcess Peak Scan g z| 65,6
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8. 3HIMASCOT n X

EV- e nlezyd I b MIASCOT Server mx © 8 HG
Distiller x menu Analysis -> Mascot Search -> All Peaklists e z| fov5,6C

% 4 Mascot Distiller - GEP1 Spikeln 230914 212dats 270914

File Edit WView Processing
(i - é' ﬁ @ | ds |

Peak Lists

1'{1, Al Peakhsts..
=@ QEP1_Spikeln_230014_21) 5

itk X QEP1_Spiksin_230914) -
i B OFP1_Spikeln_z30914,
L: X QEP1_Spikein_230914) Analysis Info

| EE miz470.288 24 12| -

H :--_{I Grouped Scans Caleulzts XIC...
i i MS/MS B0,

{2 mizaeaaz e nl

Analysis | Tools Windo
| Mascot Search

PE o

> >

ekhvhb e &G oz xtvs\N ekhvbe z%zuG
§SfF =2r88byr xXwLRAPOZNYMNONMI ER 4 5l xdypfdlWbs {4d
Quantitation e Z Y Zt X 3t vmy s RWYoosvVv, 117 8% JNne R
zZ| tos5/, 6 z-1% | mnG z e¢f fwv85/6C
D atabase P XD001385 xdVWbgWwae z|+ o
Allow up to 1 S ZY G x dv b
" Dsz ey ©2bm
Quantitation Label free Customized[MD] x |
Fixed Modification Carbamidemethyl(C)
Variable Modification Oxidation(M)
Peptide tol. 10 ppm Y uDm st}
M S/MS tol. 0.02 Da Y uDm st}
#13C 1 s zu Gpb mi
I nstrument D efault S zZy G g nthe

XS 2|4t
Decoy ¢ad” e | FDR X uf
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x R Start Search RHb] e fiH n e Z& HG
¥ 1 Mascot Search (localhost) O X
~
MASCOT MS/MS lons Search
Your name |takaesu | Email
Search title |QEP1_SpikeIn_230914_12data |
Database(s) |PXD001385 (AA) MNucleic acid (NA)
= Human_EST
Amino acid (AA)
= NCBIprot
SwissProt
UP5640_H_sapiens
Spectral library (SL)
PRIDE_Contaminants
Taxonomy |AII entries V|
Enzyme Allow up to missed cleavages
Quantitation |Labe|-free Customized01 [MD] V|
Crosslinking [None v
. Fixed [carbamidomethyl (C) Acetyl (K)
modifications Acetyl (N-term) ~
= Acetyl (Protein N-term)
Amidated (C-term)
Amidated (Protein C-term)
Display all modifications [ Ammonia-loss (N-term C)
. Carbamidomethyl (N-term)
_Variable [gxidation (M) Carbamyl (K)
modifications > carbamyl (N-term)
= Carboxymethyl (C) L3
Cation:MNa (C-term)
Peptide tol. + |10 [[pom v| #tc[1v]  Ms/MStol. + [0.02 |[pa  v|
Peptide charge Monoisotopic ® Average O
Data file
Data format Mascot generic Precursor I:I m/z
Instrument |Default v| Error tolerant [
Report top |AUTO %| hits
W

| Cancel

[

s bew]
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e "l n3Distiller x &KYHSs ble” 3 w 5L 6HG

§J Mascot Distile - QEP1_Spikeln 230514 12data - [QEP1_Spikeln_750514_12_15ng 27081 dems]] - 0o x

B B LAMQEPMILPYGAANFR(
i B LAMQEFMILPVGAANFR(
B B DATNVGDEGGFAPNILEN

B FTASAGIQUVGDDLIVT? ‘ {

in 230914_12, 15n_2709 Vsl 5 x

45 Fommat Options

U ] Search header

) 4 1.1 plPOSTI3{ENOA_HUMA
£ § EGLELLKI2., 46
& B TIAPALVSK2+). 51
& B IEEELGSK(ze), 37
W B NFRNPLAKIZ+), 5T
B § schaiikee, so
& § TIAPALVSKK(3+). 43
& § SGKYDLDFK(2+), 51
i B IGABYWHNLK(2-), 55
& B (MIEMDGTENK(z ), 55
& § (MIEMDGTENKG ), 46
B § LNVTEQEKIDK(z+), 74 b
B # GNPTVEVDLFTSKz+), 8
1§ VISPDQLADLYK(z+), 88
© B KINVIEQEKIDKGZ ) 81
& B FGANAILGVSLAVCKiZ+)
B 4 LAGANGWGVMVSHR(
i § VWIGMDVARSEFFREZ+)

LAQANGWGVMVSHRZ ‘ '

& B VDLDFKSPDDPSR(2+), € 1
B # UNQIGSVTESLOACK(Z ! |
) B IDKLMIEMDGTENK(3 ), \ Rl 1
0 B AAVPSGASTGIVEALELR( | ‘ \ | l ‘
& § soxvoLomsPoDPSRG ﬂ |

LAMQEFMILPYGAANFR( ‘

& § AGVTDKVVIGMDVAASE
& § FrasaciqueDoLIVT?
i § AAVPSGASTGIVEALELRT
i § VowmATNVGDEGGHAPN
SGETEDTFIADLVVGLETC
& § DYPWSIEDPFDQDDOWC
i B AAVPSGASTGIVEALELRT
1§ (NVTEQEKIDKLMIENDC
& § DATNVGDEGGFAPNILEN
& § SAKOVPVSIEDPFDQDI
0§ HIADLAGNSEVILPYPAFI 1

i B VGKDATNVGDEGGFAPN | ‘

25p/P T2 ENOB_HUMAI
2.1 5p[PO700IHSB0A HUMA 1

HEE

22 5p|PCBZ3BHSS08_HUMA
23 5pP 14525/ENPL_HUMAN
24 5p|a12931[TRAPT_HUME
3.1 5p[POSTATIKECE HUMAN
3.2 5p|PGBETOMIME HUMAR
3.3 5pPaOTZSIK2CT_ HUMAN

EEEES

41 5plPe0TOSACTE_HUMAN
42 5plPEBOSZACTC_HUMAN
4.3 sp|QSER1ACTBL HUME
51 splP21333FLNA_HUMAY

o9 5.2 5p|O7536S|FLNE_HUMAI J| \
38 a1 porarTIaBS HUMAN l ‘
|

HHEE

62 5p[PEB371TBE48_HUMA
53 5|01 2685[TBE2A_HUME |
64 5p|Q13509(T882 HUMAN I

s@E

65 5p|Q2BUFS{TB3E_ HUMAI |
71 5pP 136ISEF2_HUMAN |
% 72l LA |
55pIP4GIGIKPYIM_HUMAN

9.15p|QSBQES(TBAIC_HUM ‘ “

EEEEEE

B 02pPeaIETEAIA HUMD
8 3 9.3 splAGNHLTBALL HUM
39 101 spiP 114HSPIC HUM

% 102 5plPog1oAHSPTI HUM | \
4% 103 sp[P11021|GRP7B_HUM

9§ 104 5pIPOAGYEDNAK_ECOL r

9 111 spPOHOHGI HUMAN v

< > R
Precursors PeakLists  Searches —

Acquisition Proteins 500 1000 1500 2000 2500 3000 3500 4000 4500 5000 5500 6000 6500 7000 Sec

r) 3 bl e x S G | zyl 3 x0 © zuyl
x Tools yx 4 RFormat Options  Re Zs HG

#j Mascot Distiller - QEP1_Spikeln_230914_12data - [[QEP1_Spikeln_230914_12_15

File Edit Wiew Processing Analysis | Tools | Windows Help
A RN A R SIS AR i Dataset Info

Proteins R x =% | Preferences...

! 15ng_27091

=& QEP1_Spikeln_230914_12data ™ Lag »
& Format Options
- 3 Search header EETE SEsER
C- 98 1.1 sp|P0O6733ENOA_HUMA
EGLELLK(2 +), 46
TIAPALVSK(2+), 51

- B IEEELGSK(2+), 37
‘B
B

Clean caches

&

=

| &_ Format Options

&

=

NFRMNPLAK(2+), 37
SCNCLLLK{2 +), 50

=

z & HGMenu
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FormatOptions Z g,x b Fy i st | renG
- Mascot Search Import Options
- Quantitation Options

- Replicates  ( Replicates x x99 Lt & #H)
E'\ll_)l':)g S Gr | e z6 H G

M ASCOT Search Import Options
¢ hK"W bl e Y subset/sameset bl e” x fp. 2vHf¢dsA zwv 3
Ho|

es ble” / Hf¢dxa o

mz Hf ¢dx a nz| FDR 1% x o f|lrez80¥Fx m# X
e, gzt H R"senueos, e@x3rdymbRor o n, aQIPENs x 1% n Z6Z

Len]bGHG

b GP " @nAxR Sz SR®esePrszas AhBwG g Hf (dsHd¢zquery 5 !
2| Dwe|y |3Sequence X qHf ¢dsHd¢z]| lquery o gsen’ | 21D
ze H G, 3 yx oy fss,C ¢ x 3 e (ML gphi e fdt]

r|:;HVG

% 1 Format Options X

Mascot Search Import Options | Quantitation Options | Replicate

Maxirnum Hits / Families | Auto M Display Unassigned Peptides =

Protein Grouping I Family A

Family Grouping

Show Same Sets |:| Show Sub Sets D
Standard Grouping
1 1
Show Sub Sets %
MNone All
Protein Scoring Report mode Peptide Scoring

() Significance Threshold [ 0.05

@) MudPIT

Score / Expect cut-off 0

| OK H Cancel ‘ | Help
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Quantitation Options
MASCOT Server m f{ & Quantitation X ob rmel 3£ & st ®Led m
WG. 73 sA w ¢ sAz|x3 /N g e HzeH O X ZRYy VRRIR] e

fiz|l+M £fo85,6

% i Format Options X

| Mascot Search Import Options | Quantitation Options | Replicate

Family range

e — Protein Ratio Typi.eI median v
(@):All Families
A MNormalisation I average -
= [ | —
(L) Range Outlier removal | auto -
Enter Family numbers and/or Family number ranges
) separated by commas. For example 3,4,6-10,13 ]
Quality Peptide threshald
.
Carrelation Threshold 0.5 f |
Type at least homology =
(oo |
Std. Err. Threshold 999 | |
Value 0.05
: -
D Fraction Threshold l 0.5
Changing any of these options will require the Quantitation Report to be re-generated. All Options

oK || Cancel | | Help

PQPov yn#R

XIC x 3 Y Hf ¢dxPrecursor EUW~™ e zyl X /S JeM zuyl H
Il s wlekhnpmwe 9 H nd i SGr ) CP.
36 ) + thl ¢ fos5,C

Correlation Threshold

aH Dkn aH Dkx o ~kabw sAz) Hd¢l ¢ fu x 4 m+ G

S r3R aH Dke aH Dkx S wex l3INsO0Os r3p ' Lo
| xlehoe s 3p 2zf3 § 3pNr G nplewe
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Std Err.Threshold
N Ax ratio §¢r | 3 gudDv | ™ x nx ., mH G X X
"vsRTTTHmMxta fxekhUbz zyrrsnez z| 0

Fraction Threshold

Hf ¢dx o ~kabWEW  ® wlmiz ps3+t."xEYW ® #l,pgyye
" mre¢ad  x mekh“bnz| Wl xpuxte NlLewne

Fracon nz ( o ~ kabYE"" x )/( x EN- x ) x ©> z&HG

e 1ls r3pHf¢dx o ~kabWgvw” -~ x °o s533X§s 3p X
EV- e z6HG
FEm st | ! - " g+ ekhvwbgz zZ&HG Rz3l "2 nuskdbRe fi z|

¢V fwvs; 6 yMASCOT x HELP HW" A 3Quantitation xRD3z~youPrxnu3zzR
1 thl ¢+ fos5,6C

http _://’www.matrixscience.com/help/quant config help.html

P"rsnsyvyz, £ony3 BAE23R
bl e’ sv, vlstwHf ¢dyatio yd I bl e  xrato epx' v g Hlxs

gr | = ze#+ Guerage, median, weighted(peptide X intensity ©+ nsgzwy 9 kne

1 2z u average) X Lex L & w6

PN3rwovinony3zR

Hf ¢dxrato e fwuwa e f|] T ozeng

POPnvysr, rsws3wovR

ratio s gr | ~ Lt e z o n | S Gr ) zeHG

Normalization Y Outlier removal gAnrl SGr | z3 - TURLY ] ¢ fos, G

http://www.matrixscience.com/help/quant statistics help.html
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Replicate
raw € # vV kncomponent x kaeM mbl! 3y 3 Hlrato §gr | ¢ e\
z gl zglrn!l wmbsnG
Files m st ]! raw é# v k n Tomponents x e zf ' wmdr] )y
M z|lfiwss: G kas= n|r!} wex | 3] xRMove up R, Move down Re
fiz] Components x ¢ © 3 e z| tov5,6C
& g Custom Hb| x FRRatios RHb | e fir# n 3 st | Ratio e oo remb s # G
z MASCOT Server x Quantitation m fueRaAEse3srn, gogmzB® zf z
4 ¢ fovs;, 6
% i Format Options X
| Mascot Search Import Options | Quantitation Options | Replicate |
Files Components
QEP1_Spikeln_230914_1_3ng * IngR1 -
QEP1_Spikeln_230914_2_3ng 3ngR2 Meve dewn
QEP1_Spikeln_230914_3_3ng 3ngR3 3ngR2
QEP1_Spikeln_230914_4_7-5I TpsngRi
QEP1_Spikeln_230914_5_7-51 7pSngR2 Companents/Ratios
QEP1_Spikeln_230914_6_7-51= 7psngR3 = )
QEP1_Spikeln_230914_7_10n 10ngR1 e
QEP1_Spikeln_230914_8_10n 10ngR2 () Automati
QEP1_Spikeln_230914_9_10n 10ngR3 .
QEP1_Spikeln_230914_10_15|__ 15ngR1 1 i
QEP1_Spikeln_230914_11_15 15ngR2
MArna C_l._l. ="=nama 4 am ar iof ar--n-= iof
4 il | b
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"Llxoe z |ROKRHb | e finn3 i x L oo Wl &
LeHG g x L e o xmt x¢ BOKRHb ]| e fiz| f 85, C b b3 i e
Z H WL htitenoge

Mascot Distiller X

|f you proceed, these changes will require the following items to
be reloaded/recalculated:
-Re-load Mascot search results

FruEl

;

FoX H o sgr]l} /]LEXX[GHGGH S*f.lz m z |
béDzzvwe Qhlzey +x1enGC e v §3 3 project & v k(rov &4 v k)
© Hl*vSZl#GSrG

-'t-'_:r'.-"ascl:l‘t Distiller - CEP1 Spikeln_ 230914 212data 270874
Ei|t| Edit Yiew Processing Anab=is Tools Windows Help

¥ New Project LT T
Mew Multi File Project...

i 1_3ng_270
Barsge Multi File Project.. "
{é- Qp=n Project.. Ctrl+0 -
&  Close Project
Close All

Save Project As.,

a

Save Project (Ctrl+5] |

é | Print.. Ctri+P
Frint Prawview

%5 10ChNbdata_LabelFresarow

%% 2 chtemplreplicatesdata rov

% 3 | 2 Chtemphaverage.rowv
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9. 4+ n3 i S Gr |

Hf ¢ dx e+ ns\N raw d” b mXIC e 3dsd gy vl st | ) Hf ¢dx
x4 Nbl e” x ® 26 HG

menu x Analysis m3RQuantitate Re Z6&HG

% 4 Mascot Distiller - GEP1 Spikeln 230914 212data 270914

Ele Edit Yiew Processing | Analysis | Jools Windows Help
e N N Mascot Ssarch | i
Pm:*;i‘l.ﬂs. - B Denovo Search v
@ QEP_Spikeln_230314_21)

- & Format Options

II j Search header

-85 1.1 splPOSTIIENCA K Analysis Info
- 8§ 1.2 op|P12020ENOE_H

-8 2.1 sp|PoT900(HS90A TR
98 2.2 sp|Pos236|HS20H
: 2.3 sp|P14625EMPL,

8§ 2.4 p|01 2031[TRAP_

k& ﬁ 3.1 sp|POSTET|K2CE_H| Reports ' b

Quantitate GV v k™ e L & G nylble” o zeHGrrmzH[ | X
bl e m e ynrv MBEDOVV, lowdv EsRORRHbD| e fize n G

¥ i Quantitate X

Family range

[ |
i) Range

Enter Family numbers and/or Family number ranges
separated by commas, For example 3,4,6-10,13

Current range: All

Cancel

X e st 3’ : I S i w sL 6 HG
[ AnT L EivbxaHd g4 =1 ]
replicates 4 § Awyxl&enwc x| fkdWpbéx3=12 x raw
g4V Koo |3 xgHd” e g~ | Eivbmp4 48 A  xxlerCysz
ver28 pxvdf  Kndgt | vl s JThHK z s f]renCGrxdVb
S &r | z 30GB xhHKe zo | Ei"bmxt g 4 e D mHG
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-3 % sA #l S Gr | r gze "G

sty X7 IPQuantitation Table Rz3I bl e~ X Sgr | BV 1 e
s fuIl gz s fite w®y s SL & HG
Qunatitation table mbl e~ e Hl n3 4+ x 1 §Maiches Table Rue ¢
¢ v GRMataches Table Rg z IQuantitation table m zubl e~ sv, vl st ]|
Hf ¢ ds g | Fratio Y+t g4 ! n s st 6 HG
si sRnonwsprfable RmHf ¢ de Wl on Distiller ] R, Window Rn ¢ m, ) 3
TIC gsY xHf ¢d X XICs w | f ke S st eHG

%) Mot Disiier - QEP1_Spikein 230914_ 120213 - [[GEP Spikein 210341 _Ing 27091415 - NFRKPLAKIZ 1] - 5 %

File Edit View Processing Analisis Toois Windows Help
- ol e

o -
T ——— — — B
40 Format Options. .1 SpIPOSTIHENDA_HUMAI 1137 H N
5 § S s s e Quantiation Table
RLMEOSERICHOAHUMA SDPOTIOOIHSB0A HU... 11109
A P e
2.2 4p|POBIISIHSE08_HUMA SIPIE2SIENPL_HUM.. 30 Endeplasmin OS=Homa sapeers GNe.
W 24 5p| Q12931 TRAP1_HUMZ X SoIPOSTETKICE HUM. ser a5 t 48 Keratin, type || cytoskeletal § O5=Ho.,
21 5POSTETIRR HUMAN SpIPESETONIME HUM. 4D Vimentin OS=Homo sapicrs GH=VIM,
PR HUMAK BT M s T s,y e Ot
41 p|POTASTITBRS_ HUMAN POT4ITTEES Hus Tubudin bets enain OS<Hama sapiers_
5.2 4p|P6BO32ACTC_HUMAP _M L1
62 5pi1026{USS1_HUMAN TaPaLvK s M t h T b|
i s : atches able
8.2 5p|O7SIES{FLNE_HUMA! SHoRT
21 3p/098QEITBAIC_HUM. SCMCLLLK 167461865
9.2 1p|PEE366[TEALA_HUMA TIAPALVSIX . e

93 splAGHHL2ATBALY HUM

P111424HSPTC_HUM
10.25p{POBTOTIHSPTI_HUM.
103 5p{P12A[GRPTE_HUM.
104 3p{POAGTBICNAR_ECOL
1.1 35{POMOSIGIP_HUMAN
11.25{POASE2IGH_ECOL
13 5p{OMS5GIPT_ HUMA
121 5p{P31327ICPIM_HUMY

sarimLon EE & e
+ saxvouone a : oz
asvrnee 7 F P
[ a as 1064

225 X
13 3p|PCRSASILMNA_HUMA!
" HUMA

TIC Window
* XICs E

15 spIPAB3ETIFAS_HUMAN |
16 5pIPZ0TKT_HUMAN b
17 1p|POOSSEPGK1 HUMAN
181 5p{PEBTOMEF 1A1_HUM)
18.2 5p{QOSEIAEF 1AZ_ HUM.
19 5plP10BOSYCHEE HUMAN

1 5p{P22626{ROA2_ HUMY
20.2 5p{POBGS [ROAT_HUMY
20.3 5p{PSI9BTIROAZ_ HUMY
20450/ Q131511ROAQHUM)
21 spPTUBAT_HUMAN
22 splPTESZTIPRKDL HUMA
23 5p|PTRRTITCPB_HUMAN

H

v

24 5pi
25,1 5p{QSQNWEIH22F_HU
25.2 5p{POGOBIHABLHUM)
25.3 50{PSSOGDIAPOZ HUMA
26.1 5p{POMOTSIALDOA,HUN
26.25p{P0SIT2IALOOC_HUN
26.3 5p{P0SOE2JALDCE_HUN

27 5p|O0B30/HNRPU_HUM,
28 5p|PETTIPOIA HUMAN
28 5plP01TATPIS HUMAN |
0.1 5p{P2503BIMOES_HUM)
20.250{P35241[RADLHUMA
303 5p{PISI[EZRLHUMAL
31.150{POTISS|LDHB_HUMI

FERPIPPRRINEPRRIORP PPN RPRORPNINRRNINOPRPRARPNIRERED

Precursors  Peak Lists  Searches
Acguisition Proteins

n P ZZEAALTIRE

&% @&s késgrlisisg zf zeHG
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[ Quantitation table]

ratio SD(geo) #
| Accession | Score | Mass | (15ngR1+15ngR2+15ngR3)/(3ngR1+3ngR2+3ngR3) |SD(geo) |# | (15ngR1+15)
hn sp|PO6733([ENOA_HUMA! 33306 47481 11327 10902 34
— 1masmncicuan gy | 9940 | 47299 11704 11012 5
XxXbl e” HU.. 18698 85006 11109 7024 45
22  sp|PO8238|HS90B_HU.. 17983 83554 11230 1.0404 45
23  spP14625[ENPL_HUM.. = 7026 92696 11133 10544 29
24  sp/Q12931[TRAP1 HU.. = 2003 80345 11043 10652 9
3.1 sp|PO5787]K2C8 HUM... = 17641 53671 11180 17677 48
32  sp|PO86TOVIME HUM.. 11853 53676 11082 10447 38
33  sp|P08729)K2C7_HUM.. 8882 51411 11129 10392 31
41 spIPO7437TRRS HIUIM 15839 50098 11377 11118 2.
Nble” sgr|3xdyxpt Twv X I (ratio) © 26 HGyx mz
| Wl ratio e - T % ls fwef Iyt x e st | 8HGC

- (15ngR1+15ngR2+15ngR3)/(3ngR1+3ngR2+3ngR3)
- (15ngR1+15ngR2+15ngR3)/( 7 p5ngR1+ 7 p5ngR2+ 7 p5ngR3)
- (15ngR1+15ngR2+15ngR3)/(10ngR1+10ngR2+10ngR3)

~

S Zl o p 3 NComponent § g,r | Ref(erence) n x rowe gL eHG
SD(geo) z &7 me e v vl stwuHf ¢dx x4 fdvl ble”
stflz styrrenexlen
#z s rdtuHf¢ddbx mne©

SD(geo) n#3z z g rato g B sLEHG

zlrlble sgrlz x sHIHAW E®we stence si| ]
bl e” s§g-r | 3Quantitation table x H mt gRMatches table Rwe sL eHG

[ Matches table]

Matches fniPRA733IFNOA HIIMANT

| |z | Sequence w | X | (15ngR1+15ngR2+15ngR3)/(3ngR1+3ngR2+3ngR3) | StdErr | X | ngR1+15ngR2+15... | StdErm | X | (15ngR1+15ngR2+1. | Std.Err | Fraction | Comelation | Intensity | Modifications
2+ YISPDQLADLYK v 11284 0.0057 © osmss 00095 v 1017 00057 09777 03984 323306106
4+ | YGKDATNVGDEGGFAPN... | 11189 oome v | 10040 | 00277 v 1055 00184 09648 09826 29218245
3+ | YGKDATNVGDEGGFAPN... |V 11346 02845 v | 08466 00919 v 1055 00561 08116 08293 7Tes3089
3+ YDLDFKSPDDPSR v 10623 omsolv| | ez | 04756 0988 00628 0.8374| 05756 12275965
[ 2+ YOLDFKSPOUPSK K 10693 04321 v 10086 v 09847 01903 08302

3+ VVIGMDVAASEFFR 1 v 24034 og7o1 [ | 1048 12nz| 123 s g .

2+ VVIGMDVAASEFFR o 11600 0075 VI 10842 ] 10218 00728 05645,

3+ VNOIGSVIESLOACK |V 10870 02995 V) 08909 02887 ¥ 10541 0193 07583 09618 9039708
. I Py S N = [ R PR PR B

Wl e et 3y i s =l r gz& HG
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v

Matches [sp|P06733[ENOA_HUMAN] it Std.Err X
| |z |sequence w | X | (15ngR1+15ngR2 +15ngR3)/(3ngR1+ 3ngR2+3ngR3) | Std.Err | X | (1
2+ | YISPDQLADLYK v 11284 0.0057 |V
4+ | YGKDATNVGDEGGFAPN... | 11189 0.0149 |V
3+ | YGKDATNVGDEGGFAPN... | 11346 0.2646 |V
3+ | YDLDFKSPDDPSR v 1.0623 01130 |V

ble” sv vlsty\NHf ¢dsgr | 3 x (ratio )we 5L 6 HG st

ratio zT W  ux "~ gakbd Oxt vyl x samrf z gratio x e

s L & # GQuantitation X m s "~ ozl 4 I Quantitation X n
raw ¢ # v kK we ny 3 N Component s g r | Ref(erence) n x [ - stL 6
HOGH [ ] % s z|+t pt 3RS .ErRA RER, v X I §L 6 HG

Std .Err z 3 (Standard error) X mH G

Ratio e nl gadgbwe brdVbgz S Zlr oy e f 1 wembsnHG
MASCOT Distiller X mz 3IXIC x en| y3xl  zHf ¢dxrato e bl e

X ratio S "l xsgr )3 ogxaA xd 2] reH Gt xyvhx GEEr me©
Std .Err z st yHf ¢dx s HIN X% m+ G Hf ¢ dx zZXIC EV-
SeRlI Nf K"MW ve | x s z|] d guvdDv]l~sgtl Tl ,enwGgudDu]
Tz| dtow x Dbuwerato nyl sn wdrx X s +/! L Loy
br Hf ¢dx zble” X x4 Tsten(@ z kgkekw my #

SILAC x+ xm32 1 f kx W't ¢t pt LighttHeavy nrfl rer"xmse =fos5 §

Heavy /Light
160000 -

140000 - =
*

120000 /:
100000 /

30000

60000 2 /

40000 - /

20000 / -

0 20000 40000 60000 20000 100000 120000 140000 160000 120000 200000
light

Heavy
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PXRz3bl e™ X% sY Hfé¢dwe st |lye z|el3¢ad w /| !
S st l r bk n e Z! r & H G
v
Fraction Correlation Intensity
Std.Err | Fraction | Correlation | Intensity Modifications
00057 09777 0.9984 | 323306106
00194  0.9649 0.9826 29218246
0.0561 0.9116 0.9293 7663089
00628 0.8374 0.9756 12275965
NHf ¢ds =z | sA #1 5 w g3 is st | & v BEactio nR
n RCorrelation Rm+ G ¢ v J z Hf ¢ d we § rdtlyx enl samrf 3
®e st X As zlx e Wl ooxa sipf)renG
Fraction: E"~ X% (Fraction of peak area)
Precursor x EV~ * Scan Window, Cox x .x EW x s z| 3
ste T kabUEYx e TIM mrG T kabVWEY Tz dVbxm
HEv v bhbDEd” EVW”~ e HHEBU™ x x 4 5L & # GScan Window § z | 3

precursor % o ~ kab"."xEY" w £ #f| .l dVnb¥ oo A xrxfws

EV- e f] o “kab"n zfl+yydubpe Wl gfx tnplensc e

br'ls . 3R n Wl EVWT Rk rs t1b e fitiys s
rsp .~)SEVI')S e ZGHG

aH Dkn aH Dksgr | zDistller mHf ¢de ZY¥ § X' v
] steHxmt hdoes ieersisﬂl‘ K@g RSPP/DPP Quant dnonyd3z, ¥4z ":
)Sel]/zeésll X e Nl eHG

mz3 w® xaH Dkdvp?3 L stwe " kabWEW" mwe

Fraction X ® r 3p3 n yf) )o@ .7 x xaH Dkuw f e y !
lBﬂXlGHG
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Fraction
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Correlation coefficient : A )

d"bxEV™ n dWbxEV™ e y nthy x 4 mrs r 3R7 e
' wx L 3xs 0s %yl ny we ] 26 6

Correlation 0.999 (Fraction 0.991) X

[QEP1_Spikein_230914_3_3nq_2: 1 .y 1:1967)

105
100
%
£
-3
80
7%
70
6
60
86
50

7560 7555 756.0 7565 757.0 7515 758.0 505 750.0 7535 760.0 605 7610 7615

Correlation 0.9 (Fraction 0. 461 )x

T
[OEP1 Spikein, 2309143 3ng_270914 raw] - Survey 15971 (A=274.3371) - LIPOVLRR2+)

[ | [ i

5 ﬁ. fﬂ\ \ L l\h ﬂ lhn N N L

| (105,

4035 4040 4045 4050 4055 405.0 4065 4070 4075 4080 085 i
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[ TIC Window ]

Matches mHf ¢ d e ZY st TIC Window m3NdWbs +®IXICs+ h]|
st | 8" 1 GNrawdWbs z]| 3 X rUXICs st ) 0B o> zs
H G x AdY Dbz alignment st | & HG
I —_

N raw d"bs z]| XICs nyfe e [V wemberCdeés kDm
st 4 / 1) nyrflel of M mbe e wd pedkd o

dkdf m z| s#h! fnt mbew' 7 G

v
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fkoom—0@—_g 000R o @ T 0m =000
2

{1 'l —
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Quantitation table x \ 4 e v | s ! ¥ nwembs G & g ratio Y
normalization, peptide ratio x 4 protein ratio e s #! IpsS %r | Zz3Imenu x
Tools -> Format Options -> Quantitation Options sx i N ® o m (o]
m+ G ® zrwd3dI PwepvrlxyxeM zlrfrnwembesno

¢ gdTIC 2zv | dznScan z2v | dzzphis s r g mi stflzdégs
k D S Sl r¥fnwxl esntéGg zu] dze S b Windows ->

Tile Vertically g Wl m zuldzw esr!l Ynirlernpuwxlsdxme 2

fos, ©

f} Mascot Distiller - QEP1_Spikeln_230914_12data_datamod1
File Edit View Processing Analysis Tools | Windows | Help

e A== I S

-

Acquisition R x i e

Wé MS/MS 25162, miz ™ Tile Vertically |ket... | sDigeo) |

ME Survey 25163 5 _ i

5 25164 . -

mmur;g;ms 25165, miz ‘ ;j E Auto Arrange TIC/Scan 2
10é MS/MS 25166, m/z [QEP1Spikeln_230914_1_3ng_270%4.raw] - GNPTVEVDLYTAK(2+)
e MS/MS 25167, m/z e — ) p
!.ﬁ MS/MS 25168, m/z 23 |\/T| [QEP'lSplkeIn_2309‘II4_1_3ngl_270914l-.raw] - Survey 25236 I(rt:4195.693]"]| - GNPTVEVDLYTAK(2+) |
WE MS/MS 25169, m/z 24 sp/QI12931[TRAP1 HU.. 1908 | 80345 0.9054

ME Survey 25170 31 sp|POSTETIK2CE_HUM... | 16637 | 53671 0.9360

H m MS'EMS 251?1' n]."z 217 el DOARTAN/IKAE HIIRA 11018 CIRTE Nanky
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[ I m¢zd™ z]| 4 SGr |]

® 2. e yvdYbsgrlbmse Tz bty g3c xdV bzl e”

z human x protein m* [ |
stydWbmn G

1:1 s 3Ecoli x protein m1:5 1.2, 1:15 g1} el

& gz Distiller s | e z4y 3 x ratio w3human es§ Ecolim Ox*t vl

st} SQL#Jr r)SXfF\A

Distiller mr £ gyx%x n ok
¢ fwov85; PCAmMx, | fk

fos, 6dWpz\ m g y wdD m+ 6

& LD mH G z 10s * report O Sgr |
xM ezwyl3” kab¥ > \olcanoplot [ p mx

bl e” sgAwl > o fylHvlyrnuw m-G

¢ & z Distiller m v wmb!

H z dL],enG s' pl 3 10 x export

0 3x) . zrepot O x5 mdWhpe z] © xf k> kHm 38 e#hoyy mi

XJ)SBLlr] r @ H e ¢ m Z.l F r gz e HG

cw ° z p, | fksagr| replicate x 3 | znryv mHGy x x

Ny 2] MASCOT z| ! ~ x protein ratio e zyr 3 |
o\ zy o rur I pxa +xlyn &x Distiler m st iz

rato m* wedreport O § X!
sl ¥ nt mbe HGe & x

@& able -peptides -int b mN\N Hf ¢ d xintensity
Zt X e fl+tv .- X e z|l fos;

®

X
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10 . 5H xre poextpor t
Distiller x 0 mzrawd“pbe | 03 dv b x 5 An! xM Y
[ i & me v remb s H G

- ooy PDistiler sz f k™ kH Python n W10 wex L3N
T kg esih! wmbeH Gyt igeport 0 n ¢ mr & HG

cygdUpe XMLYD aDgevvk3I” Kdf Hud g s#h! £ nt mbe v Gexport 0
n ¢mrsHG

10 mz report 0 nexport 0 Sgr | £ ~zewG

i x report: N T k& Hoo 0 m H

Distiller mz 5.y x4 88 gKhupe Wl O o z| , eHG
er2.8 - x Distller mzf k™~ kH Python n x st fl KhvDO e z |
(£ #CGKh" DO z3Kh¥DH! o " z| . Python fk” kHn3fk” kHs !

d” b x S Wl XML 8V kyd st | e Wreport A x &¢# v kz Distiller
V1 aD"kg3kCRrsesgnk® sV st |, enGeydibyx ~ SGr ) z3
distiller_report_definition_1.xsd (Distiler v ] aDUWké3s kCRsaPsw@R kCs x|

eH)gd st | 8HG

“zw 7z menu x Analysis -> Reports § 7 s ¢« GDistiler mz Xy g
x report s O wer £ gy X1l 3  dELdxD e Kl embe #° _Ge oy
S&r | python f k™ kHY XML 8¢ v ke BHi4y| Hl 4D meG
si g3 s' ) T VW MWwreport 0 © 1zwl 3" abHvBzwl vl wo mH
[ s Dber]
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[ N H~ I’( é ] hg Analysisl Tools Windows Help
. ANOVA b Mascot Search vl b ,Ell QL
Denovo Search * Br Search 1]
- ANOVA plus clustering 12) st | Prote | Score | Mass | Cl/Re]

JA_HU.. | 22516 85006 0.

- Hierarchical clustering A 21001 | 23554 T
_HU... 1901 J

- K-mean clustering ‘;‘-: Analysis Info | HUM.. | 8490 926% 0
PCA DA_ Calculate XIC... P1_HU... 2374 BD345 0/
DB_ H Quantitate... $
- Volcano pIOt %;1H jon Results
b H o § Anowa
EH
. - XpOrt quantitation results * ANQOVA plus clustering
[ ® HTML " CSveg® v knz| ] ?B_Fl-'!UMAI'- BT 2% TFANYIDK - i
_ verage
- Peptides o [Ref] 2+ FLEQQNK
0 [C5) B 2+ SWTTSTR Box plot
N Proteins 51 [C8] 4| Hierarchical clustering
- Quality ?;ﬁéﬂ [QEP1 Spikeln 2309142 | [|  K-means clustering
- table -matches ), 42 [Ref] Peptides
. ). 30 [C2] :
- table -peptides 431C2) . Proteins
. . , 44 [Ce li
- table -peptides -int oy y | o™
2+), 57 [C
] ), 30 [Ref] Table-matches
- table -proteins lQK(2+), 8 " Table-peptides
2+),35 [¢ Table-peptides-int
QK(2+), 4 ‘
lQK(2+), 6 5 Table-proteins
K(2+),35 v Volcano plot
> 136.075 .
6 § table-peptides -int z 3 ¢ mH{ ¢ d xintensity x ¢ protein x 0

HO| e g st | t f j’]L]é3|/|HdDmHG

WMember Accession Score Mass  pepMatch z Sequence

2 EGLELLK
2 TIAPALVSK

Gorrelation  Modficatio|
0.9983

Ident(C1) Start(C1) End(C1) Intensity(C1) Ident(C2) Start(C2) End(C2) Intensity(C2) Ident(C3)
331 3390 3381 3409
2602 2652 2621 2670
124 1357 1339 13713

Sp|POST33ENCA_HUMAN  3.133e+04 47481 True 1.293e+07  True 1306e+07  True

Sp|POST33ENCA_HUMAN  3.133e+04 47481 2 09983
Sp|POST33(ENCA_HUMAN  3.133e+04 47481 3 2 IEEELGSK 09881
Sp|POST33(ENOA_HUMAN  3.133e+04 47481 4 2 NFRNPLAK 09986
0.9983

True 6.358e+07  True 6.157e+07  True

True 1.247e+06  False 1278e+06  False

True 2192 2232 2.639e+07  True 2214 2.758e+07  False

p|PO5733|ENOA_HUMAN  3.133e+04 47481 3 TIAPALVSKK 07026 09556 False 2056 2080 3.852e+05  False 2080 2122

RENCA HUMAN  3.133e+04 47481 3 SGKYDLDFK 09726 09948 True 2405 2444 T191e+06  True 2425 2465
2 SGKYDLDFK 0.9968
0.9884
099

3.133e+04 47481 1.0288+07

3.133e+04 47481 3 IGAEVYHNLK
JGAEVYHNLE

5.665e+07
42807

Member Accession Score Mass

pepMatch z Sequence

1 1 sp|PO6733ENOA_HUMAN 3.133e+04 47431 1 2 EGLELLKE
1 1 sp|PO6733ENOA_HUMAN 3133e+04 47431 2 2 TIAPALVSK
1 1 sp|PO6733ENOA_HUMAN 3133e+04 47431 3 2 |EEELGSK

ons Ident{(C1) Start(C1) End{C1J Intensity(C1)
True 3381 3380 1.293e+07

Ident(C2) Start{iC2) End(C2
3331 3409
2621 2670
1339 1373

Intensity(C2)
1.306e+07
True 2602 2632 G.358e+07 6.157e+07

True 1324 1357 1.247e+08 1.278e+06
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I x export: D aDd"hb

° 7

Z Y e z | ol 3 x report m s ! X §s8d §Xn X
méuuk e 5 th! Len]‘bGHG

APl A23rn, sPpoznynonn3 B Pr s A guami@aton table Rmu G

APl A23rn, gPoznuynonda3z, rsAPvIOAR

Menu x analysis -> Export quantitation results sl 3 X mes v ke H
} wembs # G
PSave Abbrev iated/Complete XML z 3 d"be menfl ! gt v km3
s viEK M {1l mML  mxdvblYl Lewl § zswus
n z | 3Scaffold Q+S nxd“wb4Yl Ll yrpw pdtLtesneG

7 3IReows, enona, " owsmz Iquesytmatshesh R Ipeptide, protein, protein
group K gk mx e bhF L g4 v km z3 3L e 1 ZHéHUkLEJLGHGbF
[éuuke o] flbéDzzUS; fos, G

¥ 1 Mascot Distiller - QEP1_Spikeln_230914_12data

File Edit View Processing | Analysis | Tools Windows Help
ﬁf = é ﬁ @l gb Mascot Search '
Proteins Denovo Search » B S

= @ QEP1_Spikeln_230914_12
4C Format Options
& 8 Search header

' 3

& W8 1.15p|P06733(ENOA H Analysis Info .
i W8 1.2 sp|P13929|ENOB_H

® ﬁ 2.1 sp|P07900]HS90A _ Calculate XIC... P1_H
% 9§ 2.25p|P08238|HS90B | MM | Quantitate...

&

‘, § ;i zz:g‘gz;lﬁzi;{ Delete Quantitation Results £ Hi
98 3.1 sp|PO5787|K2C8_H

- 98 3.2 sp|P08670|VIME_H
& W8 3.3 sp|P08729|K2C7_H
S 4.1 5p|P60709|ACTB_HUM

&

&

Save Abbreviated XML...

|[_evon aunttsion esuts | W | save Complete XL

+} -

AR -
Mmoo, ecnoaw Save Stats Package Export.,
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B. Copy Quantitation table

f l

§ Distiller

x Quantitation table

o xuvf K W Tl m

H],Hfsfl

~ Kdf HY d sQuantitation table

e” EWsihl ¥ nwembe G

Menu x Edit -> Copy Quantitation table ©

sL 6 HG

Ho

m3~ Kdf H1dsd"bw EY

¥ 1 Mascot Distiller - Triple Encoding SILAC samj
File | Edit | View Processing Analysis Tod
1 N E
Acqy Qu
D‘_] Paste Ctr+V | A |
=0

=0 [

Find... !

WL S .

Mé MS/MS 4515 m/7 410
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