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ary Report (w/dz' X | Lo, Mascot Searchlog x

O [ localhost /mascot/x-cgi/ms-review.exe

+

URL #52

MASCOT search log

.7.0 - MSKK (D6RQ-7VGN-88XU-9YVD-MLUB)

GETs?: [0

Job# PID dbase User Name Email
@ o @] o o]

og File: [../logs/searches.log Start at: (-1=end, 1=start) how many: 86 in log, 86 after filters. Data dir:

WEB J5Jtf-Search log Di5&

Durati

1 DEIF A. Search log #ER—&MNS dat 77
tHUET, TREEDAT n] EEMTVWBIEBDFIVIRYD

AICFTvoZEAN. EAID [Sort / Filter]

=)

1IDGhEHRT A%

=

MRy VZE e - - - 5.

& Concise Summary Report (./da’ X & Mascot SearchLog * +

& C @

MASCOT search log

Version: 2.7.0 - MSKK (D6RQ-7VGN-88XU-9YVD-MLUB)

[ sort / filter | Log File: |../logs/searches.log Start at: (-1=end, 1=start) how many: 86 in log, 86 after filters. Data dir:

GETs?: [0

O O localhost/ 'mascot/x-cgi/ms-review.exe?Ca

g

lledFromForm=18&logfile=..%2Flogs%2Fsearche

Job# PID dbase User Name Email Ti  Intermediate file start time
()
. ../data/20211015 .
1332 3016 SwissPro  takaesu o FriOct 15 12:«
/F001332.dat
1331 8980 SwissPro  takaesu .. FriOct 15 12:«
/F001331.dat
1330 7692 SwissPro  takaesu N
T7AIIHEHNMNTVDEX path & T 71
S —
BRFTRRINZEY
=X
URL F#:3
- o x
1=PAN
Daemon DIZH
[ Task Databsss Access... | Mass | Sc... | Desciption | Database PResult URL —WNubmitted
@ 1 Tutonal Search 02 bs  LEUTX. 22458 14  Paieddke . Swiss hitp:/Aocalhost /mascot/cqi/master_resuits plie=. /data/20210311/FD01244 dat 03/1110:44
1= DDA-Plasma_Sng-mL_0"10.mzML Bs.. DPY30. 11243 12 Proteincp.. SwigProt.. hitp:/ocalhost/mascot/cai/master_resuts piTfle=. /data/20210311/F001245 dat /11 10:4€
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= 0 A'P““"‘afbl i*“ﬂﬁ '[A"E s STX3_. 3313 12 Syntaun-3 . SwlesProt_ hitp://localhost/mascat/cgi/master_results plfle= /data/20210311/F001247 dat  2021/0F11 10:45
= DDA‘;;Z’;‘;; ;ﬂ”;ﬂL DT;szL bs. TVAZ2. 12278 16 Tcelrece.. SwiProt. hitp://localhost/mascot/cgi/master_results plofle= /data/20210311/F001248 dat  2021/§B/11 10:50
= il bs.. FASOB.. 38742 12 ProtenFA. SwisNgt.. hitp://localhost/mascot/cgi/master_resubs pl¥ile=. /data/20210311/F001249.dat 20340311 10:52
1| DDAp-Plasma_25ng-mL_013mzML |
bs  DPY3). 11243 11 Proteindp.  SwissProNhttp://localhost imascot /cgi/master_results plfile= /data/20210311/F001250 dat_2021/03/11 10:52

1| DDAp-Plasma_50ng-mL_012mzML
@ 2: Tutoriald2
@ 3: Tutorial 03

1 DOFUAFI B. Daemon TEINAD—E%E
RIATHEBRIENTEFET,
[Result URL |DIEEZHELIZ T,

Refresh (F5) Filter...

Clone Delete




[ dat T7MIVEHEEL CHRAADHE |

LUTREAEICOVWTIRALE T ERI DT —I TI M, Category £LT Control & Treatment,
FNENIC Sample Z2BERBUZET4 DD T—IDERVAHZEELTVET,

Category Sample dat

Control Samplel F001234.dat
Sample2 F001235.dat

Treatment Sample3 F001236.dat
Sample4 F001237.dat

[Control, Samplel DIEE]

B Scaffold Q+S Evaluation - Load Data - m] x
File Edit View Experiment Export Quant Window Help
‘ L) e onil w| A B0 & ki | B Protein Theshold] o0 i # Peptides Peptide Threshold: 159 |@
U 1. New R ZEBU(FZIE
L]
Load Data Ctrl+N) ERWAHZRIIRLE T
o'?g
Samples
-?
g .
Prmegs
L.
Similarity
||||||I' B scaffold Wizard X
Quantify
1. Vieloome to Wizard Select Quantitative Technique
2. Select Guantitative Technigue
3. Cuewe Files For Loading
4. Add Arother BioSample? _
Publish 5. Load ard Aralee Data (®) Spectrum Counting (Standard)
(O TRAG! (4-plex) —
2. EET—YEEATLRWVIESR. "Spectral
Statistics (D)iTRAG (B-plex) . " .
Ao | CONting(Standard)” 2 R UL & 7 o
O e | 2LV T Next” MY ZBULET,
""" OTMT (10-plex)
(2 TMT (11-plex)
(2 TMT (1 6=plex)
() Stable leotope Labeling (Multiplex)
(D Precursor Intersity (Standard)
9 Help 4 Previows mb Dore Cancel




B Scaffold Wizard

1. Welcome to Wizard
2. Select Chantitative Technicue
3. Mew BioSample

4 Quewe Files For Loading
5. Add Arcther BioSample?
. Load and Analyee Cata

@ teip

Sample Category:

0

Sample!

Contral

NMUDPIT Experiment
(Combire Samples)

I ML\ TINextI Ry U ZBUET,

3. Sample Name. Category D% A
UET . EHT7MIVZERVAHN DR ZERT)
MNoFEAULIDDT7AILD LD ICI/RVZVIGE
(&. TMuDPIT ExperimentllCFIvoZEAN

4 Erm.lim.s Dore Canca

B scaffold Wizard

1. Welcome to Wizam

2. Select Cluartitative Technicoue

3. New BioSample

4. Quewve Files For Loading
- Cwewe More Files

5. Add Arother BioSample?

6. Load and Arahee Data

Queue Files For Loading

Select files to add to this BioSample. You will have the opportunity to add mare files later. Scaffold wall
nat load and analyze the filas (which can be time consuming) until you afe finished adding filas

— o~

v

(luewe Search Engre Results For Loading

%\> '

Guewe Files From MASCOT Server

Cluewe R

b, =

Digbn Eny | e s L o Shevctsead Dheasboria

Loadingl =2'J)woULZEY,

4. TQueue Search Engine Results For

B Select Data Files

IPUDIBRTL)  Scaffoldsample

Lo

=
 chligl el

FADMTD

h#l;f-‘:/h
&

PC

4

Fubd=h

- FD01234.dat}

Gt dat I7MIVEERULE T,

BEOIT7MIVEBIN_EERRETT . et b ore | Cancal

B F001235.dat
B Fo01236.dat
B F001237.dat
74 LB FO01 234 dat

TP II} | Data Files

| Add to Import Gluewe

v LEd|
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B Scaffold Wizard

1. Welcome to Wizard Queue Files For Loading
2. Select Guantitative Technioue

3. Mew EinSample

4_Quewe Files For Loading BioSample: Samplet

= Quewve More Files
5. Add Arother BioSample?

6. Load and Anahee Data If you wish to add more files to this BioSample, press a "Queue More..." button below:
If you are done adding files, press "Mext” to continue.

. & GQuewe More Search Enge Resuits For Losding For This BioSample |

Stardard sample: each file will be arahzed separately

L1 Guewe More Raw Deta For Loading For This BioSample

+ Chewe More Files From MASCOT Sarver

© teip

6. BTV TIVELTHRMATCHER I 71IVNE
CBRWHAEONET . RVESEEE TD
NextlN9Z#HLET,

d Em@ Dore | Cancal

B scaffold Wizard

1. Welcome to Vwizard

2. Select Quartitative Technioue
3. New BinSample

4. Cuewe Files For Loading

5. Add Another BioSample?
6. Load and Arahes Data

@ Help

Add Another BioSample?

“fou can create several BioSamples and put files into their bading guewes before loading ard arsheing
their data (which can be a siow prooess).

Click "Add another BioSample” to loop back to the begnning of this Wizard and create a rew BicSample
Click " Mest”™ to load ard arahee vour data,

A Add Arother BoSample

7. FREDIBEEILHID sample &L THRAA
CRERI 71V VWHEDONE T, H 555
F'Add Another BioSamplel N5z o' ) w2
LET,

4 Previos Mt P Core Cancal
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[Control, Sample2 DIEFE]

B scaffold Wizard *
1. Welcome to Wizard Select Quantitative Technique
2. Select Guantitative Technigue
3. Guewe Files For Loading Choose Quantitative Technigue:
4. Add Arother BioSample?
5. Load ard Aralhee Cata (@ Spectrum Courting (Standand)
() ITRAG (4-plex)
(O iTRAG (B-plex)
O TMT (2-pie)
B scaffold Wizard x
1. Welcome to Wizard
2. Select Quartitative Technigue
3. New BioSample
4. Quewe Files For Loading
5. Add Arother BioSarmple? -
. Load and Arahlee Data
Sarmple DCescription:
m MuDPIT Experiment
(Combire Samples)
= = ~ A
8. 2~6 MDRFZRYERLET.SEIX Sample
B 5caffold Wizard [ - .
BIREDRENEZEZADFE KEEEERELD dat
1. Welcome to Wizard Queue . . .
£ Solct urttat Tecmias IPIVEBRT SBITERL T,
' - Select files
. Fi
4 CEIEELE I:fmﬁgirbswum! not load and analyze the files (which can be time consuming) until you are finished adding files
5. Add Arother BioSample?
6. Load and Anaheze Cata
= '
Quewe Search Engine Resuts For Loading Cluewe Files From MASCOT Server
Quewe Raw Cata For Loading Cluewe Structured Directories
B Select Data Files =

D7D IR | Scaffoldsample

. B Foo1234.dat
R
[
L linl e
B scaffold Wizard
1. Weloome to Weard Queue Files For Loading
2. Select Quartitative Technioue
3. Mew EinSample
4 Quewe Files For Loading EioSample: Sarmplel
- Quewe More Flles Stardard sample: each file will be srahezed separately
5. Add Arother BioSample?
6. Load and Anahee Data If you wish to add more files to this BioSample, press a "Queue More...” button below.

@ teip

If you are done adding files, press "Next” to continue

& Guewe More Search Engire Results For Loading For This BioSample

A Guewe More Raw Data For Loading For This BloSample

+ Cewe More Files From MASCOT Server

il

4 Previos bt B Dore Cancel
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[Treatmnt, Sample3 DIEE]

B scaffold Wizard
1. Welcorme to Wizard

3. New BioSample

4, Cuewe Files For Loading

5. Add Another BioSample?
4. Load and Aralyze Cata

2. Select Quantitative Technicue

Add Another BicSample?

You can create several BioSamples ard put files into their lbading guewes before loading and araheing
their data (which can be a slow process).

Click " Add another BioSample” to op back to the beginning of this Wizard and create & rew BioSample
Click tp load ard arahee wour data,

A Add Arpther EioSample

9. 7 Atk FAEDIBEELIEHIDT U TILELT
FARCERI 7MW HEONKT . 55

B Sscaffold Wizard
1. Welcome to Wizard
3. Guewe Files For Loading

4, Add Arother BoSample®
5. Load and Arahee Data

2. Select Gantitative Technigue

B&IETAdd Another BioSamplehy %
2)woUET,

Select Quantitative

Choose Quartitative Techni

(@ Spectrum Courting (Stal

(O ITRAG (4-plex)

B 5caffold Wizard

1. Welcome to Wizard
2. Select Guartitative Technioue
3. New BioSample

4, Guewe Files For Loading

5. Add Arother BoSample?

§. Load and Aralyee Data

Treatmert

Sarrple Description.

MuDPIT Experiment
(Combine Samples)

O

B scaffold Wizard

1. Weloome to Wearnd Queue Fi

2. Select Cuantitative Technioue

3. New BioSample

4. Queue Files For Loading
— Quewe More Files

Select files

5. Add Arother BinSample?

not load and analyze the files {which can be ti

10.CNETEK. MURAMREERVELET . SEX
Category && Sample 852X 2 3F & . klFEE

les For Loading

to add to this BioSample. You will

6. Load and Arales Data

ERDd dat I7MIVEERTBEITSTEELTETL,

TN

-

@ Help

Cluewe Search Engire Resuts For Loading Cleue Files From MASCOT Server
M Select Data Files * ‘
L|‘.|_ l " IO BT} Scaffoldsample v #ceme
Quewe Raw Data For Loading o I F001234.dat
=t Bro01235dat
Lol . F001236.0at
B F001237.dat
Bl B | P
B Scaffold Wizard X
1. Weloome to Weard Queue Files For Loading
2 Select Quantitative Technicue:
@ Cme Fon P Lo BoSanoe: Sanger
B e Standard sampi: each fl wil ke arahzed soparately
5. Add Arother BioSample?
6. Load ard Arahes Data If you wish to add more files o this BioSample, press a “Queue More _* button below.
If you are done adding files, press “Next” to continue.
& Guewe More Search Engre Resuits For Loading For This BioSample
L4 Guewe More Raw Dsta For Loading For This BioSample
ot 236 dat Add to Imgort Queue
+ Quewe More Files From MASCOT Sener
leta Files ~ E9;H
@ toip 4 prevos | pet b fore || ancel
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[Treatment, Sample4 DIEE]
CNETRRERVIAHRIEERYUIRULE T,

B Scaffold Wizard s
1. Vieloome to Wizard Add Another BioSample?

2 Select Quartitative Technique

3. New BioSample You an create several BioSamples and put files into their loading queves before Ioading and araheing

4, Quewe Files For Loading their data (which can be a slow process)

5. Add Another BioSample? . .

6. Load ard Arahyee Cata Click " Add another BioSample” to loop back to the begnning of this Wizard and create a rew BicSample

Click "MNext” to load ard anahee your data,

A Add Arother BioSample

11.9RTD dat,sample,Category DEXAAHDIET
L7z5.TAdd Another BioSample i hd &0\ )wo
H9 TNext] KNy &=BUET,

@ el 4 Previo hext B e
B scaffold Wizard *
1. Welcome to Wizard Load and Analyze Data
2. Select Cluantitative Technigue
3. New BaSample Searched Databess(s)
4, Cene Files For Loading
5. Add Arother BioSample? -
6. Load and Analee Data & 1. SwissProt 2021 03 FASTA Databasa
]
dem (7 12. RETHRALET—IR—X
13. XlTandem z & Edit Databases..
- ZHEELET,

MSFragger ) TR & %

EINTITOMN EBELET, ]T::\_.:e with 30 Tardem

(CNESDBRREIII U % fpriesysten

EITABERIESDH) ) ke Percolator @ Help me chocse

| Use PeptideProphet scoring (High mess accuracy)

() Uee prefiltered mode (accept search engire probabilities, e.g from Peroolator, when availabia)
O Cther 14. Scoring ( Validation
BU)AEEEEVET,

15 g ) /\o 7 E 0) Protain Grouping
7\ I — 70 ﬂ: %E H_T 1) () Use protein cluster arahsis

(@) Use stardard experiment wids protein grouping

ﬁﬁ%*gibijo '::'Uae kEgcy indeperdent sample protein grouping

I Optioral Loading Steps 17. Gene Ontology
16. FEREIERTAIIC | [ Pemmuts FOR theshokds Pathway 7./F—3v
FDR DEtEEEHET HH | [ Amotste poteie L Coflare Avel YRR AR L E T,
EELET,

O teir 18. IRTDHINTA—F % EIR%E. "Load | Do || Qancel
Data" My Z=Hd ERWUAHDHIELET, T

LLET dat DT —YERVIAHTHE T TY,
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[mzIdentML iU C MGF 771 JLD#¥E(H)

Scaffold THXWIAATZLMERIZC DLV T, MASCOT DFEEREEIC T, [Export]D As HAIDEIREL
ZImzldentML](CZEUL. [Export INY VZEHULET,

H - a X
L Mascot search engine | F X/ L not kimeric, just changin. X
/

< 2 C | © localhost/mascot/cgi/master_results_2.pl?file=..%2Fdata%2F20170719%2FF001294.dat  ¥r :

, 1. TExport 1 ® As & fil =
stinc: MASCOT Search Results | | oML ez & L .

User BMS rEXportJ

E-mail

Search title : not kimeric, just changing parameter
MS data file : 150211tk04-whole_2m8h-2_ProfProfOnlychangePeakListsetting.maf
Database : SwissProt 2017_05 (554,515 sequences; 198,509,421 residues)
Timestamp : 19 Jul 2017 at 02:03:30 GMT

Re-search | ® All ) Non-significant (' Unassigned  =f[help] As g mzldentML M

Mot what you expected? Try 2the select summary.

P Search parameters

P Score distribution

TPAIVENROFRMGFREZTOEMICHEITUER T, [Target FDRIREDFIEZ 1%/ EBHIR
BICZEL. Bl FERDIExport search results TRy U ZEIBUET,

L Mascot search engine | F X / L Matrix Science - Mascot X
J

&« C' | ® localhost/mascot/cgi/export_dat_2.pl?group_family=18_showsubsets=1&file=..%2Fdata%... ¥t

PRSI M ISl  Database search help  Contact

Mascot database search > Access Mascot Server > Export search results 2 i F D R @%&ﬁ‘ﬁj&ﬁt}] @1@(:2@ L/\
[Export Search results]

Export search results

Export format | mzldentML v

old pe 007 identity ®homology

Target FDR
(overrides significance | 1% v H _ o X
threshold if set) L Mascot search engine | F X/ L Matrix Science - Mascot X

J

FDR type

< C' | @ localhost/mascot/cgi/export_dat_2.pl?group_family=18_sho... ¥¢

Display non-significant matches
Max. number of hits |AUTO

Protein scoring Standard @ Query Level Information

Include same-set protein hits

(additional proteins that span
the same set of peptides) Export data for all Queries

Matched Fragment Ions

Include sub-set protein hits
(additional proteins that span (1

a sub-set of peptides) Show command line arguments ‘ Export search results

15



2% UTZEHE ClDownload 1N U ZEIBULER T, HAIND T 7MIVIE, [F(search &HS).mzid |&\\D
BIRDT7AIVERY TSI OBRENDY 7 O—RIA I RERIFINEKT,
C D mzldentML I 71 JLDERZ . Scaffold [CTHIWIAHTZ L MER TRRYEULITWE T 1,
*1 Mascot Daemon [T, RZREFEITEEEL TEHNIC mzldentML J7AIVEERR T 24 T3 U E g™
NCTVLEY,

MATRIX '

3. ¥90—RULT F<search #S>.mzid
|
SCIENCI WS TP EAELET,

IR EE gl  Database search help Contact

Mascot database search = Access Mascot Server = Export search results

Target FDR is 1% (at homology level).
Closest FDR found is 1.00% at significance level p<0.002771.

Exporting is ready to be started.

D mzid 77 IVICIEE query DE—IEBRIEFN TV E B Ao mzid ERAUTAIVEY EICE—DU XS
T74IVTHD MGF J7 12 AL THENWTEMENHYETT . MGF DHEALFEREED Export H
5\[EETT,

fBREmD Export format CIMGF Peak List |7 EIR9 5 & BENERLE T,

Export search results Help

Export formatfl | MGF Peak List ||

Significance threshold p< at Oidentity ®homology

Display non-significant matches O

Max. number of hits |[AUTO
Min. number of sig. unique sequences

EHE FDIExport search results 1KY VZ&H#T & MGF J 7MUY 70— RENET,

Export search results Help

Export format | MGF Peak List v |

® original order (for use with mzIdentML or mzTab)
Output spectra in  _
() Mascot query order

Show command line arguments ‘ I Export search results I
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INRTD mzid T7AIZEEFELUZS. Scaffold ZFEILT —YDEYVAHZEFRIBUE T FIBIZLLTD
BYTY,

B Scaffold G+5 Evaluation - Load Data - [m] X

EIE Y !'E"—* 1. New '—R‘ 9 D= ?qﬂ L ( 35 7:—- I % Min # Peptides Peptide Threshold: |@
Ctri+N) BRWAHZEFIIRLET

Load Data
B Scaffold Wizard *

o= ?e 1. Welcome to Wizard Select Quantitative Technique
ol 2. Select Guantitative Technigue
Samples 3. Quewe Files For Loading

4 Add Arother BoSample? —
fjx 5. Load and Aralyee Data ® Spectrum Courting (Stardard)
J
Pratuﬁx ':::' TRAL (4-plex)
() ITRAG (B-plex)
Siaitartty ) TMT (2-plex)
| (O TMT (Gi=plen)
Il |Il|| ) TMT (10-plex)
Quantify
(2 TMIT (11 -plex)
(2 TMIT (1 6-plex)
Publish
() Stable lsotope Labeling (Multiplex)
() Precursor Intersity (Stardard)
Statistics

2. EET Y EEF A TULRERLIBE
""" & . "Spectral Conting(Standard)” %
EIRUET . KLV T’ Next" Ry U =IBUET,

© t=ip 4 previos( | net b)) Doe Cancal

B Scaffold Wizard x
Mew BioSample

Sample Mame

1. Welcome to Wizard

2. Select Chantitative Technicue
3. Mew BioSample

4, Quewe Files For Loading

Samplet

5. Add Arother BioSample?
4. Load ard Aralyee Cata

Sample Category: Control

......

N MUDPIT Experiment
(Combire Samples)

3. Sample Name. Category Di#EZEE A
LET. BRI 7MIIVERYAHD DFERZE R
NEFEALIDDITZAILDELDICH/RLNZL
%5, IMuDPIT ExperimentlICFIVIZA
nxd,

LW TINext My Z2BLET,

© Heip 4 Previous blext B Done
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B scaffold Wizard
1. Welcome to Wizand

3. New BioSample

4. Quewe Files For Loading
- Cwewe More Files

5. Add Arother BioSample?

6. Load and Arahee Data

4. Queue Search Engine Results For

Files For Loadi .
2. Select Quartitative Technioue Sl " Loading =2 J)woUXEY,

Select files to add to this BioSam

nat load and analyze the filas (which can be time consuming) until you are finished adding files

4

Guewe Files From MASCOT Server

=

Ciuewe Raw Data For Loading Cluewe Structured Cirectories

B Select Data Files

27D IEFR: rrelDert L

v @

@
et |l Fo01274mzid
BRI | r001275 mzid
m [ FOD1276.mzid
Byl 5. FiAL mzldentML 71V &&RUE T,
=
Pz A
&
PC
Core Cancal
PER =T FOO1 273 et
FIT=D D BT [Data Fils v 8
B Scaffold Wizard *

1. Welcome to Wizam
2. Select Qluantitative Technicue
3. New BinSample
4. Qe Files For Loading
= Quewve More Files
5. Add Arother BioSample?
6. Load and Arahee Cata

© teip

Queue Files For Loading

EicSample; Samplel
Stardard sample: each file will be arahzed separately

If you wish to add maore files to this BioSample, press a “Gueue More.. " button below
If you are done adding files, press "Mext” to continue.

. & GQuewe More Search Enge Resuits For Losding For This BioSample |

L1 Guewe More Raw Deta For Loading For This BioSample

+ Chewe More Files From MASCOT Sarver

6. AT TN ELTHRMACHKER I 7MIVNE
CHRVWHAREDONEKT, BVWERIXEE FD
NextIMy 2 ZBULET,
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B scaffold Wizard

1. Welcome to VWizard

2. Select Quartitative Technioue
3. New BinSample

4. Cuewe Files For Loading

5. Add Another BioSample?
6. Load and Arahes Data

A

Add Another BioS

ou can create saveral B
their data (which can be

"Add another BioSal
"Mest” to load ard

Click "
Click”

7. SRRDIBEEIFRID Sample &UTFHARA
/R I 71DV DENONE T H2IFE(E
FAdd Another BioSamplelh5 >z 0w o
LETD,

Add Arother BioSample

B scaffold Wizard

1. Welcome to Wizard

2. Select Quantitative Technigue
3. Quewe Files For Loading

4. Add Arother BioSample?

5. Load ard Arahes Cata

Select Quantitative Technique
Choose Quartitative Technigue:

(@) Spectrum Courting (Standard)

() ITRAD (4-plex)

B scaffold Wizard X
1. Welcome to Wizard Queue Files For Loading
2. Select Gluantitative Technicue
3' xfﬁ@eﬁr Loading Select files to add to this BioSample. You will have the opportunity to add more files later. Scaffold wall
o Quew More Files nat load and analyze the filas (which can be time consuming) until you are finished adding files
5. Add Arother BioSample?
6. Load and Anahee Data
= '
Cluewe Search Engine Resuts For Loading Cuewe Files From MASCOT Server
B Sscsffold Wizard % |Structured Directories
1. Welcome to Wizard New BioSample
2 Select Cuantitative Technigue
3. New BioSample Sample MNama BioSample 2|
4 Quewe Files For Loading
5. Add Arother BoSample? Sample Category Contral ~
G, Load ard Aralyes Cata
Sample Description:
| MUDPIT Experiment
(Combire Samples)
] o 5=
8. 2~7 DRMFEHKRYIRLET,Sample BIBEDK
BMEZZDEE. EFEEELRDmzIdentML J7 1)
EERTDEISTTRUTLIET L, X

2. Select Quantitative Technice
3. hew BinSample
4. Quewe Files For Loading
— Queuve More Files
5. Add Arother BioSample?
6. Load and Aralyee Deta

BioSample: Samplel

Stardard sample: each file will be araleed separataly

If you wish to add more files to this BioSample, press a “Queue More..” button below.
If you are done adding files, press "Next” to continue.

& Guewe More Search Engine Resuts For Loading For This BicSample |

© teip

@ el

dd Quewe More Raw Data For Loading For This BioSample

+ Quewe More Files From MASCOT Server

4 Prevows bt B Core Cancal
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B scatfold Wizard

1. Weloome to Wizard Add Another BioSample?
2. Select Quantitative Technicue
3. New BioSample

4. Guewe Files For Loading

5. Add Another BioSample?
6. Load ard Arahee Cata

You can create several BioSamples ard put files irto their bading quewes before loading ard araheing
their data (which can be a slow process).

Click "Add arother BioSample” to lbop back to the beginning of this Wizard and create a new BioSampie
Click “MNext” to load ard arahee your data

A Add Arother BinSample

9.9 RTOM dat,sample,Category DEWIAHHNHLT
UL7z5.TAdd Another BioSample /Ry &0 w9
T TNext) Ry U EBULET,

@ Help 4 Previo I

B scaffold Wizard . N

10. RETHRALET—IR—X
1. Select Gluartitative Technioue Load and Analyze Data
2. Mew BioSample ETEEL/?@'O

3. Cuece Files For Loading Searched Database(s):
4. Add Another BioSarmple?
5. Load and Analyze Data 1. |SwissProt 2021 08 FASTA Detabase -

Edit Datalases...

11. X! Tandem (F£7=1& . o ——
MSFragger ) T 48 %5 % o Taren 12. Scoring(Validation &E)A&

ralyze wi ardern ETE I EICEREELT=
BT SRR, | ’i?a&bi@%’fﬁ%{/;/ﬂinﬂr Ut
oorng System ; A [N
(CNEDRRTVIVERE [ o RRETORFMILOES. [Use
prefiltered mode & #IRUE T,

?ﬁﬂﬁgmi%éwaj‘) ee PeptideProphet scoring

@LJEE prefiltered mode (acoept search engine probabilities, e.g from Percolator, when available]

() Cther .

13. 92VINOBDT I —
TERTOBEEEIEEL || Protein Growine

() Use protein cluster aralysis

x99, (@ Use standard experiment wide protein grouping
| O Uae Iegcyl independent sample protein grouging _I 5 g_/\\z_o)/\oix_gé-_’ig?R
14. Gene Ontology * [ eimeser #%.”Load Data’ Ry &

Precompute FOR thresholds

Pathway 7/7‘-93) DAnmtate proteins Choose source™ | Conf ?tﬂ?‘)i&é’jb\\ﬁﬁﬂﬁ‘biﬁ'o
DEEEZEELVERT,
P

@ Help 4 EreviousQ%ad Day Dare Cancel

LA_E T mzldentML DEYWAA TR T T,
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2-3. MASCOT Server 'SRV ET—9ZNUT dat ZES I D 5%

MASCOT DfER% Scaffold [CEXWIAL 2 DDAEDDIEDT1 DL MASCOT OOT I71IVZERT.
Mascot Server 'OXWRI—0%@BU TEZE dat J7MIVZERVIALHETT,

[ Sample % Search log NSIEEULRYNI—IHATIPIIVEREIDAE |
Category &LC Control & Treatment,E11Z 1T Sample Z 2B LET—9ZHELTVET,

Category Sample dat

Control Samplel F001244.dat
Sample2 F001245.dat

Treatment Sample3 F001246.dat
Sample4 F001247.dat

[Control, Samplel DI5E]

B Scaffold Q+S Evaluation - Load Data - m] x
File Edit View Experiment Export Quant Window Help
BEEohiil w A I B & i |[H Protsin Theshold 008 Min # Peptides Peptide Threshold: (7]

U 1. New R ZEBU(FZIE

)

Lowd Dute Ctrl+N) BRYAHZRIALET

o ?OQ)

Samples

N

J_ . B scafold Wizard *
Proteins
1. Welcore to Wizard Select Quantitative Technigue

2. Select Quantitative Technigue
Bie 3. Cuewe Files For Loading
Similarity 4. Add Arother BioSample?

Choose. Chactliokhve. Tackoin &-
5. Load ard Arahee Data (@ Spectrum Courting (Standand)
I|| Il (O TRAG (4-plex)
il

Quantify (O iTRAG (B=plex)

) TMT (2-plex)

{

Publish () TIT (E-ple)

vy (0

(O TMT (1C-plex)
Statistics (2 TMT (11 =plex)
O TMT (16-plex)

() Stable lsotope Labeling (Multiplex)

O Precursor Intersity (Stardard)

2. EET — Y& E ATLEGEN
5. Spectral Conting(Standard)” %=
BIRUET, KL\ T Next" Ry U =#BUET,

@ teip 4 Previows r'e Canecal
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B Scaffold Wizard

1. Welcome to Wizard

2. Select Chantitative Technicue
3. Mew BioSample

4 Quewe Files For Loading

5. Add Arother BioSample?

. Load and Analyee Cata

@ teip

Sample Category:

Sample!

Contral

0 MUDPIT Experiment
(Combire Samples)

3. Sample Name. Category DHZEEALEY,
BEI7FAINERVAHD DBERERINSHEEL
12DT7AIDED ICHRWVZWIEE . TMUDPIT
Experimentl]ICFITVIZ ANET,

LW TINext IRy EBLET,

4 Ermrim.s Dore Canca

B scaffold Wizard

1. Welcome to Wizam

2. Select Cluartitative Technicoue

3. New BioSample

4. Quewve Files For Loading
- Cwewe More Files

5. Add Arother BioSample?

6. Load and Arahee Data

Queue Files For Loading

Select files to add to this BioSample. You will have the opportunity to add mare files later. Scaffold wall
nat load and analyze the filas (which can be time consuming) until you are finished adding filas

s (

Cluewe Search Engine Results For Loading

A,

Quewe RepeDaka Enr | aading Clpsn Sbeyirks wad Niracbacin

4. Queue Search Engine Results For
Loading =2')wvoULZ%Y,

4 Previos et Cora Cancal
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L \l N ‘:t D » \ ~ | “w =
B Cueue Files From MASCOT Server 5. RURAGHREDT NS TV IT
BUFT(ARICEHBEIRZTSCE
Wesoot Server: http/Slocalhost/mascot ¥ Conrected to localhost
ER[EETY ),
«Job Mumber: Lizar Mama Tithg . _
- TAAd IRy 2z 9 & TOMICEY
«Job.. Database  LUser MName Email 1 - Ry R
i | RENERIRTING T BIRE
%aﬁ—mﬁ_ e e o] 1R Z T STOKIRY U EBLET i
wizsPro  mame short me
1245 5wissPro name short me| Mescot Server: hitp//localhost
1246SwissPro  rame short Ml g number: User MName Title:
1247 SwissPm rame short me|. :
1248 SwizsPro mame short me|| Job.. Databsse  User MName Errail Title
1245 5wizsPro rame short me 1243 SwissPro MS/MS Example A
S s s 1244 SwissPro  rame short memo 201030 Tukorial Sear
| < 1245 SwissPro rame short mermo A1 030 Tukorial Sear
1245 SwizsPro rame shor memo 20210310 Tororial Sear
1246 5wissPro mame short remo 20210310 Turorial Sear
1247 SwissPro mame short memo 20210310 Turorial Sear
1248 SwissPro  rame short memo 2021030 Tukorial Sear
- 1249 SwissPro__rame short memo 2010810 Tudoril Sear v
Download Status Job Mum., Detabesse || < >
Add Rarmove
£ [ Job Mum..  Detabass  User MName Email
g _ Download complete. SwissPro_[rame short mermn
oot o5
Logout Oarnal( Ok, J
T —
B scaffold Wizard *
1. Wilcome to Weard Queue Files For Loading
2. Select Duantitative Technioue
3. Mew BinSa
4. I.SBL:LE Filel;t;zr Loading BinSample: Sample!

- Quoue More Files Stardard sample: each file will be arahezed separataly

5. Add Arother BioSample?
6. Load and Arahee Data If you wish to add more files to this BioSample, press a "Queue More..." button below
If you are done adding files, press “Next” to continue.

= Clewe More Search Engine Results For Loading For This BioSample

L4 Cuewe More Raw Data For Loading For This BioSample

4 Guewe More Files From MASCOT Sanver

6. ATV ELTHRARASHERI 7 1IN
BICRLWHAENONEIT . RVBSIEEER FD
NextIMNy 2 ZBULET,

@ teip 4 Emvt( l}h@ Core Cancal
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B Scaffold Wizard
1. Welcome to Wizard

3. New EinSample
4, Quewe Files For Loading

4. Load and Aralyee Data

2. Select Quantitative Technicue

5. Add Anothar BioSampla?

Add Another BioSample?

You can create ssveral BioSamples ard put files into their bading quewes before loading ard araleing
thelr data (which can be a slow process).

Click " Add another BioSample” to loop back to the beginning of this Wizard and create & rew BioSample
Click "Mext” to load ard arahes vour data,

A Add Arother BioSample

7. FRRDEBEEILRDY U TIVEUTEHRMMAD
ERIZMIVARVHBEONET, D55 (&
rAdd Another BioSamplel &>z o' v o
LEd,

© telp 4 Previows bt P Cone Cancel
[Control, Sample2 DI5E]
B Scaffold Wizard x

1. Welcome to Wizand

@ teip

2. Select Quantitative Technigue

3. Quewe Files For Loading Choose Quantitative Technigue:
4, Add Arother BoSample?
5. Load ard Aralee Data (@) Spectrum Courting (Standand)

Select Quantitative Technique

O)iTRAG (4-plex)

(O TRAG! (B=plex)

(O TMT (2=plex)

O TMT (E—plex)

(O TMT (10-plex)

O TMT (11-plex)

(O TMT (16-plex)

() Stable lsotope Labeling (Multiplex)

() Precursor Intensity (Standard)

< s e || oo
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B Scaffold Wizard
1. Welcome to Wizard

3. New BioSample

4. Quewe Files For Loading
5. Add Arother BioSample?
G, Load and Anahes Data

2. Select Quantitative Technioue

Mew BioSample

Sample Description:

B Scaffold Wizard X
1. Wieloome to Wizard Queue Files For Loading
2. Select Gluartitative Technioue
i' miﬁg%ﬂr L jing Select files to add to this BioSample. You will have the opportunity to add more files later. Scaffold will
" Guew More Files not load and analyze the files (which can be time consuming) until you are finished adding files
5. Add Arother BioSample?
6. Load and Anahee Data
= '
Cuewe Search Engine Resuts For Loading Cluewe Files From MASCOT Server
= =] ~ A
8. 2~6 DIRFEHRVIRLET . SEIX Sample &
=~ = o
EEQEEMELZZBE . KEFLERRB dat ji=-
= N —3== —»
T71)b(Job &HS) &ERTHHITERLTIZE L, Guece Structured Directories
|
B CQueue Files From MASCOT Server >
Mascot Server: http.//localhost/mascot + Conrected to localhost
@ telp Job Mumber: Uear Marme Tithe:
Job. Database  Lser Name Email Title
[ 1242 MCHIprat  Monitor Test .. MS/MS Test Search A
1243 SwissPro ME/ME Eample
1244 SwissPra  rame short memo 20210310 Tuwkorial Sear
1245 5wissPro rame short memo 2021 0310 Turorlal Sear
1246 3wissPro name short memo 20210310 Tutorial Sear
1247 SwissPro name shart memo 20210310 Tutorial Sear
1248 SwissPmo  name short memo 20210310 Tukorial Sear
1248 5wissPro rame short memo 201030 Tukorial Sear w
@ telp < 3
Remove
B Scatfold Wizard X
Files For Loadi i
‘12 ;\:glngﬁmﬁrwds Technioue Ul e e Lisar Marme Ervail
3. Mew EioSamole , ) =hort meno
4- Guews Files For Looding ﬁ:ﬁiﬁ'ﬁ;m flle will ke arelyeed serarately
5. Add Arother BoSample?
6. Load and Aralyee Deta If you wish to add more files to this BioSample, press @ "Queue More. " button below.
If you are done adding files, press "Next™ to continue.
= Guewe More Search Engine Resuts For Loading For This BioSample >
Li Quewe More Raw Data For Loading For This BloSampie Cancel oK
+ Guewe More Files From MASCOT Server
@ Lelp 4 Previos | Net B Core Cancal
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[Treatmnt, Sample3 DIETE]

B scaffold Wizard

1. Welcorme to Wizard

2. Select Quantitative Technicue
3. hew BnSample

4, Cuewe Files For Loading

5. Add Another BioSample?
4. Load and Aralyze Cata

You can create ssveral

Click”

Add Another BicSample?

their data (which can be a slow process).

Click " Add another BioSample” to op back to the beginning of this Wizard and create & rew BioSample
to load ard arahee wour data,

A Add Arpther EioSample

BioSamples ard put files into their lbading guewes before loading and araheing

9. 7 Atk FAEDIBEELIIHIDT U TILELT

B scaffold Wizard
1. Welcome to Weard Select Quantitati
2. Select Guantitative Technigue
3. Guewe Files For Loading

4 Add Arother BoSample?

5. Load and Arahee Data

(O ITRAG (4-plex)

Choose Quartitative Techni
(@ Spectrum Courting (Stal

SEAATER I 7D VHRENONE T, 5D
B&IETAdd Another BioSamplehy %
2o ULET,

Ve

B 5caffold Wizard

1. Weloome to Weard
2 Select Guartitat
3. Mew BioSampl
4. Glewe Files For Loading

§. Load and Aralyee Data

ive Technigue
e

5. Add Arother BoSample?

Treatmert

Sarrple Description.

MuDPIT Experiment
(Combine Samples)

O

B scaffold Wizard
1. Weloome to Wizard Queue Files For Loading
2. Select Cuantitative Technioue
3. New BioSample

4. Queue Files For Loading
— Quewe More Files

5. Acd Arother BioSarmple?

6. Load and Arales Data

Select files to add to this BioSample. You will
not load and analyze the files {which can be ti

-

10.
Category & Sample 852X 2 3F & . klFEE
ERd dat 771V (Job BE)EERIBDHEITFRLT
AN

CNETEER RUAHRFERYRLET, TEIL

Cluewe Search Engire Resuts For Loading i

Ciueue Files From MASCOT Server

b

Quewe Raw Data For Loading

B scaffold Wizard
1. Welcome to Wzard Queue Files For Loading
2 Seloct Quartitative Tachrias

3

3 EioSargle: Samk

hiew BioSample

Guews Fles For Loading
~ Queue More Files Stardard sample:
5. Add Another BioSample?

6. Load and Analze Data

et
each flle will be arsheed separately

1f you wish to add more files to this BioSample. press a “Queue More.." button below.
If you are done adding files, press "Next” to continue

| & Guewe More Search Engie Results For Loading For This BicSampe |

14 Guewe More Raw Data For Loading For This BioSarmple

+ Ouewe More Files From MASGOT Senver

O tel

W Cucue ASCOT R
Mascot Server: http://localhost/mascot ¥ Conrected to localhost
Job Mumber: Lar Marme Tithe:
Jobo Catabaze  User Mame Errail Tithke
1242 NCBIprot  Monitor Test . MS/MS Test Ssarch
1243 SwissPro ME/ME Eample
1244 SwissPro  rame short memo 20210310 Turorial Sear
1245 SwissPro  rame short memo 20210310 Tueorial Sear
X W6Swis=Pro  rame short mermo 2010310 Tueorial Sear
TSwissPro  name short memo AR10310 Tuwrorial Sear
SwissPro  rame short memo 20210810 Tukorial Sear
foSwisPo _ rame srort e 20210810 Tutoral Sear
>
Add Rermove
Status Job Mume.  Catabase  Usar Mame Email
Id complate 1246 5wissPro rame short memo
2 )
Cancal oK
Dore | Carcel
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[Treatment, Sample4 DI5E]
CNFETHEFIRYAARFERYRULET,

B Scaffold Wizard s
1. Vieloome to Wizard Add Another BioSample?

2 Select Quartitative Technige

3. New BioSample You an create several BioSamples and put files into their loading queves before Ioading and araheing

4, Quewe Files For Loading their data (which can be a slow process)

5. Add Another BioSample? . .

6. Load and Aralyee Data Click " Add another BioSample” to loop back to the begnning of this Wizard and create s rew BicSample.

Click "MNext” to load ard anahee your data,

A Add Arother BioSample

11.9RTD dat,sample,Category DEXAAHDIET
L7z5.TAdd Another BioSample i hd &0\ )wo
H9 TNext] KNy &=BUET,

@ teip 4Enevim.s< et B )

B scaffold Wizard *
1. Wlcome to Wizard Load and Analvze Data
2. Select Cluantitative Technigue
3. New BaSample Searched Databess(s)
4, Cene Files For Loading
5. Add Arother BioSample? - -
o ;mlm ata ; 1. | SwiesProt 2021 08 FASTA Database
13, XTandem (R 7% 12. BRTHRBALET—9R—X
. ITandem = Edit Catabases...
! EiEELET

MSFragger) CI8FR%E

X Tardem
MTITOIMAERELERT | amhes vith 2 Tandem

[Sooring System

(@ Use Percolator © Help me choose

() Uee PeptideProphet scoring (high mess accuracy)

() Uee prefiltered mode (accept search engine probabilities, e.g from Peroolator, when availabia)

Do 14. Scoring ( Validation
15 9)/\09&0)7‘}[/— Protein Grouping E@)H}fé?aﬂibij

7°'Tbi'§n_'\0)ﬁ,ﬂ¥€?l§ib () Use protein cluster aralysis

(@) Use stardard experiment wids protein grouping

EC) () e legacy indeperdent sample protein grouping 17. Gene Ontology *®
I Optioral Loading Steps — ~ ~
— Pathway 7./7—32
16_ %%EE%—%/—J—\ BU l,: [+/] Precompute FDR thresholds -
= Dﬁrf‘utate proteine hoose source Corfigue Anno @ﬁﬁ%*aﬂibi?
FDR O5t&EZXMET 5H
EELET, —

Ok 118, FARTOD/INSX—F%5ER%E. "Load | Dore || Qancel
Data” Ry &g EERUAHNBIALET . T

LA ET search log 57 —FERWADRIEFHL T T,
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2-4. raw XE[FE—DUR N EEFRGRAFAL ECADS1RDDFHE

Scaffold 5 M'Sl&.raw T—YZERWUAH IRFEIL VIV X! Tandem F/zld MSFragger THRERZ
1T TEDHFERZ Scaffold 5 Ll:ﬁ?iﬁé:tb\"@*é&il:m)ibm*ﬁﬁﬁ%ﬁaﬁum L7zWiga,
FTOHRBRIVIDEITI7AIVDIGFZ Scaffold LN SIEETIREZTITOMNERHBYET,
TneEnnz DgjL\Ek—*uﬁﬁ@ﬁ%‘;(g:j{thl;j\/\—cd:<k—ﬁﬁnu.\\l\7_7; . license agreement [C
AKETNDIMENRHVFIDTIIFERBKETV . FERREIVIVICEL D THERAAHARER TP
TA—RYIRERBRVEFITDTEDRETFEIETL,

RERERER TPV I A— Y
X! Tandem : mzXML, MGF, DTA, PKL R&EDE—DURANT 7ML
MSFragger : Thermofisher raw 7—%. Bruker .d 74 L2k, mzML 7R&ED raw J71)b

LIBIETON—U3 0 EERERY IRIN—IU3 U TlE X! Tandem NN RIVESNTLWERAFIFATS
=HICIEA——H X! Tandem Z4 D O—RUT Scaffold EEUCIVEI—5—ICAVRAR=ILTD
MERHYET,

X! Tandem URL (LA FICHIRMRHYUET,

http:/ /www.proteomesoftware.com/search-tools

A2AR=JVUTz X! Tandem % Scaffold TERY D728, UTOBRIFETOTIZIN

B Preferences *

' i
B Scaffold Q+S Evaluation - Load Data - My Expe o Merrory Pro - Wik Link

£ . Display Setti Password Pathe MEID
i Eot v 1. menu O Edit -> Preference S—
B %™ Copy
M Find Ctrl+F UNIMOD
) () Do ot use LRI . :
Edit FASTA Databases..  Ctrl+D _'j 2 TPath#J®MISearch Engines|T
ment V| (@) Use Scaffold def
| Edit Peptide Thresholds.. O Use 8 cstom ) X! Tandem Z=3#RU.Choose T
Edit Annotation Options... - o ~we —o o —
o Ot ol | oo mth | REBEI DI FOY S L(tandem.exe)
e will S ¥WProgram FilesyS N
unmatc EE?R
< Preferences... > Scarch Engres
Advanced Preferences...
() MEFragzer Choose
4;’} Q@ Tardem =¥tardenrwin1 7-02-01 ~4¥bir¥tardemess _hoose™
Proteins
© Halp Apply Cancal
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http://www.proteomesoftware.com/search-tools

MSFragger Z¥|H 9 S7zH(C[F1—1F—H MSFragger 49 0—RUT Scaffold E AU E1—%
—ICADVAS=IVT BUENBYEXT,
MSFragger URL [JELFICAHARNHUET,

http:/ /www.proteomesoftware.com/search-tools

A2 Zb—)VUTz MSFragger % Scaffold CTEFT 3726, LTFOREZITO>TIZEIL,

B Scaffold Q+S Evaluation - Load Data - My Experiment |

Fnle_Edlt View Expernment Export Quant Window Hg] B reierences -

2 -. Copy 1. menu O Edit -> Preference — Tt LIk
#4 Find I TR 00T e TVET Settings Password  Pathe  WEID
Edit FASTA Databases..  Ctrl+D | . | path Settings -
| A feptide Tinetols.- UMOD | 2 TPath ¥ JMlSearch Engines)T
Edit Annotation Options... O Cio .
T , itrol MSFragger Z3#EIRU. [Choose]T

ewilbeal (@ sas

rstcred |~ o RRIVIVD jar T771IV%FER
Advanced Preferences... LUMMCD path

m C-WProgram Files¥Scaffold¥paramaters¥uninod xml

Proteins

Preferences...

Search Engines
@ 1Frager e—

() Tandem [17-02-01 ~d¥bidtaooromyxml | Choosa=

@ Help Apply Cancal

B Scaffold Q+5 Evaluation - Load Data
File Edit View Expenment Export Quant Window Help

W 5[ 1. New RO UEMU (F T pontmawi 50 in Posrs
gpy | Lo monsEmsLEY

55¢

Samples

Proteins
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http://www.proteomesoftware.com/search-tools

B Scaffold Wizard b

1. Welcome to Weard Select Quantitative Technique
2. Select Gantitative Technigue

3. Guewe Files For Loading
4. Add Arcther BioSample?
5. Load and Arahes Data

() ITRAD (4-plex)

(O TRAG (B-plex)

S 2. EET YT ATLRNIE
t:fmm_pbﬂ & . "Spectral Conting(Standard)” %
S BIRLET. H5U1 T Next" IV EBLET,

O TMT (16-plex)

() Stable leotope Labeling (Multipiex)

() Precursor Intersity (Stardard)

%
B

o tip « e[ d ) oore

B Scaffold Wizard %

1. Welcome to Wizard

2. Select Chantitative Technicue
3. Mew BioSample

4 Quewe Files For Loading

5. Add Arother BioSample?

4. Load ard Aralyze Cata

Sample!

Sample Category: Control

0 MUDPIT Experiment
(Combire Samples)

3. Sample Name. Category DiEZEEAL
FI. B 7MIIVERYVIAH N DfERERN
SEa TR WVWIE S . T MuDPIT
Experimentl]ICFIVIZANET,

LW TINext IRy EBLET,

@ teip 4 Previo Mext B Core e
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B scaffold Wizard

1. Welcome to Wizard

2. Select Cluantitative Technicue

3. New EioSample

4. Quewe Files For Loading
= Cuewe More Files

5. Add Arother BioSample?

4. Load ard Anahes Cata

Queue Files For Loading

Select files to add to this BioSample. You will have the opportunity to add more files later. Scaffold will
not load and analyze the filas {which can be time consuming) until you are finished adding filas

4. Queue Raw Data For Loading %
—| 2y ILET,

Guewe Files From MASCOT Server

=

Cluewe Structured Diractories

Cluewe Search Engine Results For Loading

Lo,

Clueus Raw Data For Loading

B Select Data Files

D71 Ty SERRLY melCenthl

il FO01273.mg

v #eem-

= |F ro01274mgf
B |7 Fo01275.mgf

- ¥ FO01276.mgf
F30h7 5. BMRE1TD raw J7TILERIFE—D

. UZRIPOILEBRLET
F2 A
Dore Cancal

&

PG

l# I IlEN FOO1 273 mgf Add to Irmport Cluewe
F00=D 23 l081 A |Deta Files = ]

X

B Scaffold Wizard

1. Wilcome to Wizand
2. Select Quantitative Technicue
3. Mew BioSample
4. Cluewe Files For Loading
= Gueve More Files
5. Add Arother BioSample?
. Load and Aralee Data

@ telp

Queue Files For Loading

EicSample: Samplet
Stardard sample: each file will be aralezed separataly

If you wish to add more files to this BioSample, press a "Queue More..." button below
If you are done adding files, press "Next” to continue.

r Losding For This BioSample |

L4 Cuewe More Raw Dsta For Loading For This BioSample

+ Cuewe More Files From MASCOT Sanver

NextIMNy 2 ZBULET,

6. ATV ELTHRARASHERI 7 1IN
BICRLWHAENONEIT . RVBSIEEER FD

4 Previos prx D Core Cancel
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B Scaffold Wizard b

1. Welcome to Weard Add Another BioSample?

2. Select Quartitative Technioue

3. Mew BioSample ou can create seversl BioSamples ard put files into their bading quewes before loading and aralyeing
4, Quewe Files For Loading thelr data (which can be a slow process).

5. Add Anothar BioSampla? N .

6. Load and Arales Cata Click " Add another BioSample” to loop back to the beginning of this Wizard and create a new BioSample

Click "Mext” to load ard arahee vour data

A Add Arother BioSample

7. FROEBEEIIBDH U FINELTHEA#AD
ERI7PMIVARVHBEONET, H35E(E
rAdd Another BioSamplel &>z o' v o
ULEY,

@ teip 4 Previos | bt B Cone Cancel
B scaffold Wizard X
1. Vielcome to Wizard Select Quantitative Technique
2. Select Quantitative Technigue
3. Quewe Files For Loading Choose Quantitative Technigue:
4. Add Arother BioSample? _
5. Load ard Anales Data (@) Spectrum Courting (Standand)
(O TRAG! (4-plex)
(D) TRAG (B=plex)
() TMT (2=ple)
O TMT (6-piex)
O T™T (10-plex)
O TMT (11-plex)
() TMT (1 6=plesx)
(O Stable lsotope Labeling (Multiplex)
() Precursor Intersity (Standard)

8. 2~6 DMFZERYVIERLET.SEIL Sample &
BEDERBMEZZADEEL . KEFEEERD raw
D714 (E=2URT74I)) Z:&RTBEITTFRL
TLIETL,

@ teip 4 Previos pore || caneal
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B Scaffold Wizard
1. Welcome to Wizard

3. New BioSample

4. Quewe Files For Loading
5. Add Arcther BioSample?
. Load and Analee Data

2. Select Quantitative Technioue

Mew BioSample

B 5caffold Wizard X
1. Weloome to Wizard Queue Files For Loading
2. Select Quartitative Technioue
i' EELE%]SFN | jing Select files to add to this BioSample. You will have the opportunity to add more files later. Scaffold wall
. Cuewe More Files nat load and analyze the files (which can be time consuming) until you are finished adding files.
5. Add Arother BioSample?
6. Load and Anahee Data
—— ‘
Quewe Search Engine Results For Loading Chuewe Files From MASCOT Server
Qe Raw Data For Loading Cluewe Structured Cirectories
@
>
IPALMBEII: | mellentML < #ecm-
F~ FO01273.mgf
F~ FO01274mgf
¥ F001275.mgf
o\ F~ Fo01276.mgf
FADNT
B Scaffold Wizard *
1. Welcome to Weard Queue Files For Loading
2. Select Guartitative Technigue
3. New BioSample:
i ¢ Loadi EicSample. Sarmple!
4. Guowe Filee Fuor Loxding Stardard sample: each file will b= anaheed ssparately
5. Add Arother BioSarple?
6. Load and Anahee Data If you wish to add more files to this BioSample, press a "Queue More..." button below.
If you are done adding files, press "MNext” to continue
| & Guewe More Search Engine Results For Loading For This ioSample |
Add to Import Cluewe
44 Guewe More Raw Cata For Loading For This BioSample
" mid
+ Quewe More Files From MASCOT Sarver
@ telp 4 Previos st B Lore Cancal
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B Scaffold Wizard

1. Weloome to Wizard

2 Select Quartitative Technige
3. Mew BioSample

4. Quewe Files For Loading

5. Add Another BioSample?
6. Load and Arahyze Cata

X
Add Another BioSample?

You can create several BioSamples ard put files into their loading quewes before Ioading ard arakeing
their data (which can be a siow process)

Click " Add another BioSample” to loop back to the beginning of this Wizard and create a rew BicSample
Click "MNext” to load ard anahee your data,

A Add Arother BioSample

9.9 RTH dat,sample,Category DEAAHDIET
L7z5.TAdd Another BioSample i hd &0\ )wo
9 TNext] KNy &=BUET,

4Enevia..s<_Ng>«> >

B scaffold Wizard

Welcome to Wizard

Select Cluantitative Technigue
Mew BioSample

Chuewe Files For Loading

Add Arother BioSample?

. Load and Amalyze Data

[= W S

Load and Analyze Data

Searched Databass{s)

11. XlTandem (£ 7= &
MSFragger ) TR &Z& %=
EBINTITOM FBELE T,

& 1. SwissProt 2021 03 FASTA Databass
+]
10. RETHRALET—IR—X
Edit Oatabases...
ZIRELEXT,
X Tardem

[ ] Arahze with X Tardem

[Sooring System

13. 9VINOBDT IV —
TERTDEEEREE
LET,

(@ Use Percolator © Help me choose
() Uee PeptideProphet scoring (high mess accuracy)

() Uee prefiltered mode (accept search engine probabilities, e.g from Peroolator, when availabia)

() Other .

12. Scoring ( Validation
a0 EEEELET,

Protein Grouping

() Use protein cluster aralysis
(@) Use stardard experiment wide protein gouping

() Use legacy irdeperdent sample protein grouping

Optioral Loading Steps

15. Gene Ontology

Data’ Ny &g & BRR/INTAXA—F AHiE
HICEBZUET,

' — Pathway 7./7—3v
14. %%Eﬁﬁﬂ_\ Z[I] |Z Precompute FDR thresholkds @ﬁﬂ%?b""‘bia—
- 2 ! o A Y iE o
FDR OstEEEHEG ZH | At poteins 00 ol e a
EBELEY, —
O |16, FARTDINSX—F%E5ERE. "Load | Dore || Qancel
v
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[X! Tandem DIHH]

UTFDESICIRFZERITIBRICHEADNIX—IANEEAHIRNET .

B scaffold Wizard

1. Select Quantitative Technigue Load and Analyze Data
2. Mew BioSample
3. Quewe Files For Loading ¥ Tandem Catabase Cptiors

4, Add Arcther BioSample?
— VWalidation with X! Tandem Gererata acany pootel e

Accession Fliter

Add Extra Fied Mods:

Modification Mass:

|Met=>Hsl =48.00
Met—>Hsa 2059
Dehydrated -18.01
[Glu—>pyro—Glu 180
Ammonia—ioss -1708
|Gl pyro=Glu =17.08
|Amidatad =058
Deknydro -10

|Deamidated +188
|Deamidated +028
Label18C01) +200
|Label1BOZ] 0

Methid 402
|Methid +H4.02
Mt A4
|Cridation #5450
Chidation +559
Ciidation 569
[Cation:MNa +21 58
[Cation:MNa +21.58
[CationMNa +21.58
Forrmd +27 55
Dioxidation +31 89

© te=lp

5. Load ard Aralyee Data Inclde orly identified proteins

Variable Modificatiore Fbed Modifications

A

Peptide C-Te
Peptide C-Te

Peptide MN-Te.
Peptice MN-Te...
Peptide h-Te.

Peptide MN-Te
Peptide C-Te
[
M
o]
Peptide C-Te
Peptide C-Te
D
E

Peptide C-Te..

mosz I

Peptide C-Te
Peptide MN-Te
M

Precursor Tolerance 205 ppm =

Fragmant Toleranca 205 ppm v

Digestion Ereyme SemiT rypsin v

Selected Fied Mods:

Wodification Wass AR
(Carbamidometi I .

Add P
Naw 4

4 Remowe

IARTDINTA—9%ER%. "Load
Data" Ny zig &, 77—V
AW OITHRBENEITINE T,

<o (e s Dove || oo

X! Tandem Database Options

Include only identified proteins : ¥ARIRFRERDZA T3V ht COBE@E CIHMERLEE A,

Generate decoy proteins : FDR 5tEZ1T75728 D Decoy T—INR—Z{ERRZEITVVE T,

Accession Filter : NFEHDFRHHRFR T, taxonomy PHREBLGFDAHERNRETD
BFICRIALET (_HUMANZREEHALET ).

Precursor Tolerarnce : Precursor MAIEE CIERIEDIRE

Fragment Tolerance : Fragment DBIE(EE IBFRIEDFRE

Digestion Enzyme s FVINOBEIIHSIER R TFREERK T DEDLIRT/INS—2,

Modification . B, Fixed(£77 X /ERIEHR) & Variable

(B 9d/L2V ZEAERE)
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[MSFragger MIFA]

UTFDESICIRFZERITIBRICHEADNIX—IANEEAHIRNET .

Analyze Data X

1.Load and Analyze Data
- Validation with
MSFragger

Load and Analyze Data

MSFragger Database Options

Indude only identified proteins

Generate decoy proteins

Recommended
Accession Filter

-

Precursor Tolerance 2054 lppm

Fragment Tolerance | 2013 ppm « |

Digestion Enzyme | Trypsin N |

Variable Modificationst, Fixed Modifications

Add Extra Variable Mods: Selected Variable Mods:

Modification Mass AA | Modification Mass AA
Met->Hsl -48.00 Peptide C-Term... A Oxidation +15.99 M
Met->Hse -29.99 Peptide C-Term...

Dehydrated -18.01 Peptide N-Term...

Glu->pyro-Glu -18.01 Peptide N-Term...

Ammonia-oss -17.03 Peptide N-Term...

GIn->pyro-Glu -17.03 Peptide N-Term...

Amidated -0.98 Peptide C-Term...

Dehydro -1.01 C

Deamidated +0.98 N

Deamidated +0.98 Q

Label: 180(1) +2.00 Peptide C-Term... New ofp

Label: 180(2) +4.01 Peptide C-Term...

Methyl +14.02 D

Vethyl 11402 E Jisswe

Methyl +14.02 Peptide C-Term...

Oxidation +15.99 H

Oxidation +15.99 M

Oxidation +15.99 w “ o — 5, 4 ”
Cation:Na +21.98 E 9 o — L3
Cation:Na +21.98  Peptide C-Term... Data’hy 2 %Z#de. 7T—FHYA
Formyl +27.99 Peptide N-Term... Ny — S —

Dioxidation 3199 M b AW VITHRBENETINE T,

)

4 Previous LoadData yone Cancel

MSFragger Database Options

Include only identified proteins : IEARIRFREFHEDA T3 VN, COEE ClIEERALEEA,

Generate decoy proteins

Accession Filter

Precursor Tolerarnce
Fragment Tolerance
Digestion Enzyme

Modification

: FDR 5tEZ1T75728 D Decoy T—IR—Z{ERRZITVVEK T,
: NFHDFRHHRZR T, taxonomy PHRIEBIGFNDAHZENRETD

BCRIFALEYT (C_HUMANAREEFIALET),

: Precursor MAIE(E CIEFRIEDIRE

: Fragment DAIEEE EERIEDRE

: FVINOBEIIH SIERAR T FRZEER T DED YT/ Y—2,
. B8, Fixed(27 X /BRIER) & Variable

(B9 3/ LRV ZlWAER)
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2-5. EAllT—IN—ADESR

Scaffold ICEXWATCIER I 7AIVICIEK. IV NIVBDEIINEENTVWEREAREIV/INIED
ID(Accession) Bz E(ICELIIBHRZEUS UK DT D726, Scaffold £ THRZRERICFIALZEDEEUES!
T—IR—RZRIAOHNENHYUET, £z FASTA T—IR—AD Y ;& Scaffold TRFREGERZ M
AATEVRRZEETIDRIICIT DIV TDHUENBHBYF T, Scaffold TEXWIAATE FASTA T71)bI&
“Edit FASTA Databases”¥ 1707 CEIBIIENTTET,

FASTA ZEXWADHEE. FASTA Fe8R{ TN TE DERAIN Accession(1Z—7R ID) &R Fe EDERAL
M Description(¥9 V/INVBDHRABICDOWVWTDHA)CHIZ2DNEIRET DIMNENRHUEIN. TNZR
EIRICITOERED Scaffold ICIFEERBINTUVE T, CC TIKESIT —IRN—R % Scaffold I[CERWAFE S
RO ZFDRLESIEIC DV THBALTVETY,

*Menu @ Edit -> Edit FASTA Databases
- T = )IAR R E BTN ELREFICIRN B TEdit Databases JTRY >
CNSREICKV Y70 D ENET,

Bl scaffold Q+S Evaluation - Samples - SILAC

File Edit View Experiment Export Quant Window Help

B | ™ Copy CrleC s | A & W
i Find Ctri+F

ntification Prokakility

Edit FASTA Databases... rl+D
Edit Peptide Thresholds...
Edit Annotation Options... 8

Prol
[

Bulk Operations... >

Preferences... 0

Advanced Preferences...

Dentaine

%| % Hio Wiew:

# = | {7 620 Proteins in 586 Clusters
2 Elongation of very long chain
3 v 63 kDa_protein

B scaffold Wizard

1. Welcome to Wizard Load and Analyze Data
2. Select Cluantitative Technicue

3. New EnSample Searched Databass{s)

4. Cuewe Files For Loading

5. Add Arotrer BicSemple? B 1 SwissProt 2021 0 FASTA Databass v
6. Load and Analyze Data it

Edlit Databases.. >
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[Edit Databases Y1707 CIIEH INTVWDRT—IR—IAD—E., T—IR—XADEMN -TE - HIfR%E
TOBENTEFET,

B Edit Databases p 4
Catalms= MName % Decovs
SwissProt 2021 08 FASTA Databass Mo decovs

€ Help Add Dtabass... Fix Ok,

1. 2-5-2 TEANUTL\SAET. TEdit Databases |91 7O @I Fd,

B Edit Databases %

Catabase Marme % Deconys
SwizsProt 2021 03 FASTA Cotabase Mo decovs

2. TAdd Database | "5 Z=#HULET,

€ Help Add Database... Fix

\—/

Ok
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N\

B Open FASTA Database

cUent

I7A D SRR

=

3. TIR—RT7AIVEZERL,
MEE<IZEIRLE T,

Ld? I BN
FII=0 e A1)

FASTA database files

UPSG40 H sapiens 20201 007 fasta

v B2 H

B Parsing Method
Select a method for parsing vour database:

How should we identify decoys?
REVERSE|RANDOM 3 de ooy

4. 7—9R—D ID,Description
ICEATDIREIN—IEZRELET,
BICZEDYRGRLWAETY ., [Auto

M S ==y
k= Regular Exgpressions Cancel Parse];&lg/u_c<7:‘ <Ll
B Edit Databases P
Datakbase MNarme % Decoyes
; v L ] Mo decovs
LIPEE40 H sapiens 20000 007 FASTA Databass Mo decoys
\

5 T—IR—XOBURAHNHIBLET . NS
BRVRAFERNZT —IR—-IP—EICRTIN
I EERRIOKIZRLTIZE L,

@ Help

| Add Dotabase.. |

Edlit... Celete Ok >
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2-5-4. parse rule [CDU\T(Configure Database Parser)

2-5-3 D parse rule [CEAT SMEHRAELZLET,

FASTA DS EEAITDIEIRN S Accession (T—FAR—RMN1=—%73 ID)& Description (EBFERSDED
) DEFZEETHL BTN —FT—I DR E UE T . CDBF, Accession X Description DERIZ 5855
FB0DIV—=IV. SEDLSREDH parse rule] TH, NERFKIR | EMFENDKSRIV—IVEFEDT
EERUE T, Accession [CDWVWTIE IERI7INICEENTVDIHNAEE Scaffold L TIEEULEZABHN
—HUTLWBSRENRHBYET,

Parse rule |& 2-5-3 THEBALEELDIC, BEF Auto Parse”ZEIRINUILEEHWEE A LML
BRI Y AITERLTLE parse rule &, Scaffold auto parse TIEEULTZ parse rule ’—EULT
WRVWISSITRETDIHNENRDYUERT, —URL\E Scaffold TEWIRAATZEDERY VINOBEDEFID
HOFMNIESVWHA T BT O FELRE DRI ELITONEE A,

BB Tmls parse rule ZIEEULRZVVIFE. FASTA J71IVERERFDER. IParsing Method |
ZEIREF(C. [Use Regular Expressions [NV ZEHULE T (TH),

B Parsing Method ¥
Select a method for parsing vour database:

How should we identify decoyws?
REVERSE|RAMDOMEE|de ooy

Auto Parse k2 Regular Expressions Cancel

B Configure Database Parser X
Parsed Accession MNumbers and Protein Mames:

Marme Database Parser: | UPSG640 H saplers 20201 007 FASTA Database

Reset File Location: C¥inetpub¥rrascot¥se gue nce¥UPEEA0 H sapiens¥current ¥ UPEE40 H sapiens 20201 007 fasta

Cetabase Version:

Accession Protein Cescription Decoy Alterrate 1D
CIO02EG ‘S—adenosvmethionine synthase isoform tvpe—1 O5=Homo sapiens CX=860G... MATTA
CENE 6 Mixed lineage kinass domair-like protein CS=Hormo sapiens CH=RE06 GMN=. hALKL
CENE 62 Izoform 2 of Mixed lireage Krase dorrairlike protein OS=Hormo sapiens O.. hALKL
4851 _[Fﬁctin]*rmmaxy@nase MICALZ OS=Homo sapiens OX=0606 GREMITAL.. MICALZ
48512 Izoform 2 of [Factird-morooxyerase MCAL? OS=Horm sapiens OX=D60.. MICALZ
94851 -3 Isaform 3 of [Factinl-morooxyerase MICAL? CS=Harm sapiens OX=060 MG ALZ
94851 -4 Isaoform 4 of [Factinl-morooxyerase MICAL? CS=Harm sapiens OX=060 MG ALZ
94851 -5 Isaform 5 of [Fﬂctlrﬂ morooxyeEnase MICAL? CS5=Homo sapiers OX=560 MG ALZ
O=560 MCALZ
FHEFINTS parse rule NORERE 2L oA
[ix=0606 CSAGEZ
DEZC. TApply RIVEBUTLEE L, oo
bpiens O CohC 36
CG=Hom... ChBDZ

Uan'rot/Sw&;—F'mt Alt. Accession (LniProtkB)  ~ Accession Mumber Parsa Rule: S0 7epll7tr (7] T+

rot Alt. Accassion (UniProtkE) G = ~
Description Parse Rue: [0 Bl I (4]
LniPrat/ Swiss—Prot (UniPratkB) i ‘
niRef/NREF (UniProt) Decoy Protein Parse Rule: |REYERSE|RANDOMEE e ooy

Ersembl (EMEL/EED)

Swiss—Prot Alt. Accession (SIB/EE)
Ui rot /Swiss—Prot Comb. Accession (UniProtke) Use Magic Matching
niPrat/ Swiss—Prot (UniPratkE old)

Alterrate 1D Parge Rule: | > 4GRS D= ]+)

© Help Export: Apphy Cancel
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3. Samples View

3-1. =

Scaffold TIIEFEMEAEZRFD View(BEIH) NHY. ERIICENSD View ZHIWEZDHDIMYFH
HUET,

T—YZRYAHE. RAICFRRINDDH I Samples [View TY,

B UTIADOREIVINOBRTPHAIINEERTFROB.BAEINTZY VINIED Gene
Ontology [B¥#RZE—E CFR/NJ DEIME CJ . Scaffold DT —FHREEIFFEICZD Samples View TITL)
F9,

5 Scaffold - Samples - Label-Free
File Edit View Experiment Export Quant Window Help
D EH3S B | B2 4 B | i M3 | gy G ¢ lih | Q |Protein Threshold|  990% v ||Min# Feptides| 2+ | Peptide Thres
A » Dizplay Optionz: | Total Unique Peptide Count W Feq Mods: | Mo Filter w | Search:
Load Data i i
Probability Legend: Biologica
1 over 95% =
e = K=
K 80% to 94% ] n
") Nl
5"“:}' 50% to 79% ‘s 5
| 20%to 4% z S 2
e £ x w w5
{ 72 w £ ol 2
v ’)f;: 0% to 19% 3 o g § i
Proteins < 5 & E 5
5% 3 ERE g 5 Z|E
2| £ Bio View: & z |3 g Ef I
111l # iy 358 Proteins in 305 Glusters £ = & = B &G
Slﬁil::it'y . +r Hemoeglobin subunit alpha O5=5palax leucodon.._  HEA SPAEH 15 kDa - Nannospalax ehre...
Hemoglobin subunit alpha 05=Mus musculus G__HBA_MOUSE 15kDa % Mus musculus LA
Hemoeglobin subunit alpha 05=5permophilus ci... HBA_SPECI 15kDa % Spermophilus cite.. © O
ul'lm Hemoglobin subunit alpha 05=Chalinolobus mo_ HBA_GHAMP 15kDa - Chalinolobus morio oo
emoeglobin t alpha 05=5 pit . 3 emnopithecus en_.
Quantify H. lobi bunit alpha 05=5 ith HBA_SEMEN  15kDa & 5 iths oo
Hemoglobin subunit alpha 0S=Bal tera ac._HBA_BALAC 16 kDa * Balaenoptera acut.. © ©
- Hemoelobin subunit alpha 05=5permophilus to.. HBA_SPETO 15kDa % Urocitellus towns_.. © O
B 18 Hemoeglobin subunit alpha 05=0ndatra zibethi.. HBEA_ONDZI 15 kDa % Ondatra zibethicus © O
}uh h Protein Information: Gene Ontology: Sample Inf
Lookup Accession Number v | NGBI (ieeil 1351907.ALB1_.. ® pstablishment of localization X Bialogi
358 F ins at Iologica
99.0% Minimum | HBA_SPAEH o transport Sample G

3 ETCld samples View [CDWT. EDRAFEVWAZHRALNZLET,
HNVYZ17)VDIChapter.6 Sample View|[CZHTDHNABTI,

3-2 . Samples View EHHE - FZRT-HNA

Samples view TlIEU U TIVEBIC BEYVINOB/ PHA I ENRTFRDE,Gene Ontology &
EDFHRZERTUTVNET LI RASICOWVWTERIAWZLET,
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=z

TERADES(DRE)D LIEDRADINER ([3-2-117:E) & EBLTLET,

@ Filtering Samples
FoRE L IRTGIRT T RO IAFGAM

(D The Display pane :
samples table TH/RT D HUE DK E

\‘t Quant Window Help

File Edit View

DE WS Iﬂ g | lﬁ f& ‘ b ﬁ * Mﬂ | Q:”Protem Threshald: 99.0% v |[Min # Peptides: 2+ || Peptide Threshald: 95% W al
» I Display Options: ‘Total Unique Peptide Court vl Req Mods: |ND Filter v | Search: | | |I :Q |
Load Data Probability L egend: Biological __Cellular G__ Molecul
4 over 95% =
% Z g
& 80% to 94% E E
) [}
Bam) 50% to 79% 2 Tg
S s 5 : 1.0 3 |3
= £ T e B = 5
1zl 0% to 19% 5 - = |83 =
&, = 2 |2 L £ 5
eins N g 5 |5 £ 2 = z
k. ERE R 2 5
B g e |B =5 &8 g :
sdad =S P L
it 1.1 Hemog lobi palax leucodon_ HBA SPAEH 15 kDa ' Nannospalax ehre._ A
w12 Hemoelobin subunit alpha 05=Mus musculus G._HBA_MOUSE 15kDas % Mus musculus o NS
1.3 Hemoglobin subunit alpha 0S5=Spermophilus ci... HBA_SPECI 15kDa * Spermophilus cite.. © © o e 1
u w14 Hemoglobin subunit alpha 05=Chalinolobus mo._HBA GHAMP 16 kDa % Chalinolobus moric © © o 3N .
Quantity ] Hemoglobin subunit alpha 05=5emnopithecus . HBA_SEMEN 15kDa * Semnopithecus en.. O O o I
S N1 Hemoelobin subunit alpha 05=Balaenoptera ac...HBA_BALAC 16 kDa % Balaenoptera acut.. © © o4 1
= 1.7 Hemoelobin subunit alpha 05=Spermophilus to.. HBA_SPETO 15kDa * Urocitellus towns.. © O o s
| 18 Hemoglobin subunit alpha 05=Ondatra zibethi.. HBA ONDZI  15kDas - Ondatra zibethicus @ © © G o]
Pub \rotein Information Gene Ontoloaw Samole Information:
pkup Accession Mumber I NGET Geceif1 ETa0 ALBL . W L] i of lizati 2l Binlogical Sample ‘ |
358 ins at
95.0% Minimum HEA_SPAEH " transport Sample Category:
i ® localization -
Sample Description: ‘ |
= establishment of localization
S wansoort MS/MS Sample [ |
El- gas transport ME/ME Sample Notes: ‘ |

1
@The Samples Table @ Information Panes
[[E 2 ™7 EIZET 5 1F#E &R Bl x xR, GO fH#e Ly

LU, BIEBICDVWTEHRAZLTLS XD,

B TIWVDI TRRINDHBFICOVNT, ZRTRBZTVEZF T, . AEDHEN S LI PEEZICE
B AHEZTHE CI S HETRIRTDENTTET,

Display Options D:ZERIEHIFRERDBEY TT,
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I5H BT

Protein Identification Probability | ¥ V/NOBDEIEER, YV INIBICTHA DV EINEZRTFROREE
HEH (Peptide prophet) ZEI[Z Protein Prophet TEtH IN&E

ED

Percent Coverage SNV BL2RGREL) ICHU. PHA U INERTFROZRELR
O} =

Percentage of Total Spectra B TIWAEZARIBIVICSHU T I VINIBIZT A ENZAR
IJRILDBDEIS,

Exclusive Unique Peptide Count

Unique Peptide Count

TECERBAN S IR, RIEEDRERE LT,

Exclusive Unique Spectrum
4 P =7 : Exclusive H

Count

TDERAIC

Unique Spectrum Count

Unique peptide / Unique spectrum / Spectrum
Count EL\SERELDTLET,

Exclusive Spectrum Count

Spectrum Count

Quantitative Value Total Spectrum Count %, &V TIVDLREEANRI MVEZETT
[C Normalize UTziEiRE. RNABZHDESIERICEEAIRE
(Experiment -> Quantitative Analysis D [Use

Normalization]->[Quantitative Method])

SRBAfERE:

m Exclusive &

‘Exclusive & FZEHIVINIB(TIV—T)DHIFHETDIRTFR/ ARTMV, ENITHU (X<
Exclusive [CIZMDT I —T YUYV INOBEI TET7HAIINTVWBIRTFR/ ARINVENZ
RBEBRVRT > T L

= Exclusive &RVET,

m Unique peptides / Unique spectra / Spectrum

Scaffold MAZEIZH LTI Uniquell tMDEEY VNI BEHBLUTTFTAIEINTVWBIRTFRT
HIDINEDINEF—URERBVWFRE A RUEIICYYFUTVWDIEEDARINVICDOWT, 1DICFKESH
TIDEHZ LEIFEN. ENEEESESDERETHA LIFEINDENTT . 3DNDEBIFRENDL SR
BUNBYUET,

*Unique Peptides
SUNDEICTHAVEINIRTF R EBHDH DB UICEOS T FEFOEEICEADS T F—
BEFIDRTFRIFTIDELTHAFT,
43




*Unique Spectra
Unique peptides EEITVETH BEIHERRDGZEPERNERDIFZRFRIDEDE U THAFTT,

*Spectrum

BE—RTFREIIEVTRIESNLEARINVIANTEIDICTRED T NSNIITHAFTT,

> THIE
Spectrum ZUnique Spectra ZUnique Peptides &RV FXT,

[ Req Mods |:
BEDBHENDVWTVWIRTFROBER T DIZHDT1ILI—

[ Search ]:

IRTDIYVINVE | RTFR T—9=WREUF—T—FRERCRRFMGICZHEITDIVINIE
RTIFR DHETRRIDIEDHDTAIVI—o ATRICF—T—RZANTRRIT DEMRRDIIH RHER
B0 )y o9 ERNDFRREmN HYERT (TH),

&F Configure Advanced Protein Filter X

Search for proteins bazed on accession number, protein name, peptide sequences {or sub
sequences) and spectrum ID names. &l searches support regular expressions. For example,
vou can find pozzible CaMKI phosphorylation zites by zearching for peptides with the
"R.IST]" matif. Please vizit this site for more help with forming reeular expressions.

Warnine:
Searching by spectrum name can be extremely slow. It works best on small data sets.

hatching Al ~ of the text filters:
Accassion/Protein Marre:
Protein Sequence Motif:
Idertified Peptide Sequence:
Spectrum MName (SLCW )

Category Filtering Cptions

Presert in Al ~ of the Categories: Abzent from the Categories:
Add Categories Add Categories
Cluantitative Profile Filtering Options Filter by | Significant
Compared Categories: High Categories: Low Categoriss:
B Add Categories B Add Categories B Add Categories

Starred as.. I:‘ D ' D ‘ D

With taxorormy: ~
With | Any s | of these GO Terms:

Add GO Terms

@ Help Apply Clear Cancel
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Frotein Threshold: 99 0% W ‘Min # Peptide=| 2  w ||Peptide Threshold: q5% )

[Protein Threshold]

Y INOBDREREZR (Protein Identification Probability), &7z[d Protein FDR [C&$FK
FIINDBDRIAHNTEEXT, AEHERIE 77V X sProtein ProphetlCKWUETEINSIHIETT,
Protein FDR [&%MD#&5(CTFDRIEDWVWTWSIER (TH) T, decoy T —INR—RITH T DIRZR%
T2 DHITRNET , (Protein FDRDFTEFEFDURHR T XY Z27IZETSBIZEN)

‘Protein Threshold: FQ.D% E Min # Peptides:| 2 - |Peph’de Threshold: 5% - ‘ @
20.0%
TR
90.0%
ility Legend: 95.0%
er 95% z
k to 04% 99.9% 2
1.0% FDR - 5
fo to 79% 2,0% FOR. IU'EJ £ 2
Wto 49% 3,0% FDR 2 £ 3
o 19% 5.0% FDR 5 5 G
10.0% FOR & i 8
o] = 2] o ©

[Min # Peptides]
GONGBICPHAVSNIZRERTFREDRBESIEZIEETCI KT, 1~5 TTHNH(EZ
ISSEXE

¥a
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- r 1 20%
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w 0.1% FDR.
to 79% ] -
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“Custom” ClIRRA BRRGZIEET DENTT LT,

- Peptide Probability (RFINSADCVWEINIZIFF7AIVZIV VIV THIENTELY)
- BE

- Precursor D%

- RTIFROERS

- (EEROTERR

- Missed Cleavage#{
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@
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Mame |Mame cannot be blank

W C Peptide Probability X

Ak

Allow peptide when its probability is at least 0,95

Charge
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Parent Mass Tolerance
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| M5-Amanda Proteome Discoverer
| MS-GF+
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MaxQuant

MyriMatch
| OMS5A
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|
|
|

]
| | £ Peptide Rules >
|

Protein Pilot

Seguest

Spectrum Mill

%1 Tandem

ZCore Proteome Discoverer

Add Cancel

! '_@J Help | + Add Peptide Rule OK Cancel
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Samples Table CIEE TV TIVCRIES NIV INOBDBHRIFTRRIINE T,

Probability Legend: Biological Proce Gellular Gompartment (1] lar Function, fema..fema_. male.. |
over 95% \ o | |
80%to 94% N < % L 2
500 to 79% E 5 | . TE; Y 2|8
| 20%to 49% N g s 88 |5 88 W
0% to 19% z £ w g5 |, 8 |2 R Gene Ontology 2T E233
-0 T o=l | 255 o= Sz 5 1 TE 8 R
VA i 1158 |2 22 n sl eolB |5lel |55 |2 [EEEse 5/Eele
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erum albumin precurso.. ALBU_HU.. &9kDa % Homo.. [® © & @ ] [ ] - - 15 17 24
flpha—amylase 1 precur... AMY1_HU.. B8 kDa % Homo.. L] . 16 23 20 —
fpolipoprotein A-I prec.. APOA1_HU.. 31 kDa Homo.. |® & @ . [ ] L] . 2 2
Bactericidal/permeabilit. .BPIL1_HU... 49 kDa Homo. . 5 9
Breast cancer type 2 su._BRGAZ HU_ 33 kDa * Homo. |[® @& @ . L L] L L] L] 1
arbonic anhydrase 6 pr_GAH6_HU.. 35kDa  Homo. . L] 3 3 5
Sathepsin D precursor . GATD HU.. 45kDa  Homo. . [ [ 5
entrosomal protein of .. GEP57_HU... 57 kDa Homo.. |® & & @8 . LN [ ] [ ] 2
eruloplasmin precursor. .GERU_HU... 122 kDa Homo.. |® ® & @8 . [ ] L ] L ] [ ] 3
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I iatodenCR2EOLLL DSl LD " (s
=
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.
=
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o
Bio View XiX =
Accession SFE T || PR
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4 | = - 1] i}
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L -r- - L] m
= | /= Identified Proteins (69) T = | £ &
Alpha-1-antitrypsin pre... ATAT HUM... 47 kDa Homo.
Actin, cytoplasmic 1 - .. ACTB HU... 42kDa * Homo..
Serum_albumin precurso.. ALBU HU.. 69 kDa % Homo.
IBilvl:nIvll:lngiI-::aII Plru:n-I::nselssI | | III)IEI:III.Illalr Clrunlip?rtlmelntl | hl'!lulleclulalr Il:urllt:tliorll Ifema... fema... male..
Gene Ontology Gene Ontology Gene Ontology
Biological Process Cellular Compartment Molecular Function
= 4T c R EREE RN
i @ K —
[} &l oo = = 2] N =
5.2 e = BEE 8 lel2 [ |B|FT VT rORE
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Samples View TDFRRIE, 711D BioSample View / MS Sample View MY VDYIWEZ(CK
DTHRZEEITHENTEFRI (TR,

File Edit View Experiment Export Quant Window Help

D HSR|ann i & 8 |

MS Sample View

BioSample View

BioSample View CTl&. FTHEZR Iz BioSample BAI[CT—INKEHENET, —H MS
Sample View ZiENE, REHOSN T2 MS Sample HNEFEUTERRINDILDITRYET (TH)

S, S
mesfll;f::; s | & o b | o }Proteinﬂveshold:! 9.0% v i|win =Peptides: 2 v ‘|Peph'deT
: [Protein Identification Probability v| ReqMods: |NoFiter v | search: |
Probability Legend:
Load Data _over 95% g
80% to 94% -]
v a <L
| 20%to 49% 2 T
£ 0% to 19% 5 5 |9 &
%8 L 7 2 |5| &
2 | § [Bio View: } @ s (2] &
# 2[R tified Proteins (7) 2 2 g &
1 (P19141) Beta crystallin B3 (Beta... CRBB3_BOV... 24kDa 100%
2 (PX1843) Beta crystallin A3 varia... CRBA_BOVL.. 25kDa 100%
3 (P02522) Beta crystallin B2 (BP)  CRBB2_BOV... 23kDa 100%
4 (P07318) Beta crystallin B1 CRBB1_BOV... 28kDa 100%
5 (P11842) Beta crystallin A4 (Beta... CRBA4_BOV... 24kDa 100%
6 (P26444) Beta crystallin A2 (Beta... CRBA2_BOV... 22kDa 100%
7 keratin, 67K type II cytoskeletal -..CONT | gi| 8... 65kDa 100%
A A A A

MS/MS Sample View
selected

% | Protein Identification Probabilty v| ReqMods: |NoFiter v | search: |
Probability Legend:
Load Data | i i z
e = — k=3
5
3 & H
gl &8 2 2 2 2 2 2 a a a 2 2 2 2 2
s 5 0% to 19% § .':" g ml ml ml m| ml I"I ml ml ml "'I ml ml ml ml ml
amp MS/MS View: g 2 |El g ||| ||| |||t
— Identified Proteins (7) Rl s G Bl Ealls Bl ALEIBIAIE LA S &8
) T 1 (P19141) Beta crystallin B3 (Beta... CRBB3_BOV... 24kDa 100% 100% 100% 100% 77% 100% 100% 100%
Q '," (? 2 (PX1843) Beta crystallin A3 varia... CRBA_BOVL.. 25kDa 100% 100% 100% T7% 100%
d ) 3 (P02522) Beta crystallin B2 (BP) ~ CRBB2_BOV... 23kDa 100% 67% 100% 100% 99%
A 4 (P07318) Beta crystallin B1 CRBB1_BOV... 28kDa 100% 100% 7%
HE (P11842) Beta crystallin A4 (Beta... CRBA4_BOV... 24kDa 100% 100%
1 6 (P26444) Beta crystallin A2 (Beta... CRBA2_BOV... 22kDa 100% 100%
¥ ‘ 7 keratin, 67K type II cytoskeletal -...CONT| gi| 8.. 65kDa 50% 73% |
4444
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L RADENED VI DE TDEB CTORIE/FIE HLOBEZ#EF ([CTEINEHUERID
EMTEET,

i c [ 1 :
Probability Legend: Biological Process Gellular Gompartment Function fema.. fema._ male_.
over 95% w
i 2
80% to 94% 1 = £ 2 HEE
50% to 79% = o a = [2E%
2 g4 |4 e £ | |o =
| 20%to 49% o = |l @
5 < CERREERER EEREE cREE I IO O T -
0%to 19% 2 £ |w 35 s5s |2 |WESE (2E, |E |mE 252 2B Ez
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Alpha—1-antitrypsin pre_. A1AT_HUM.. 47 kDa Homo.. ® L L L L] e 3 6 4~
Actin, cytoplasmic 1 - . AGTB_HU.. 4?kDa % Homo... [ ] . [ ] [ ] L] L] 3 7
Serum albumin precurso_ ALBU_HU_. &9 kD2 % Homo.. ® © & @ L] L] L] L] 15 17 24
Alpha—amylase 1 precur.. AMY1_HU.. 58 kDz * Homo... L 16 23 20
Apolipoprotein A-I prec_. APOA1_HU. 31 kDa Homo.. ® [ ] [ ] [ ] L ] [ ] [ ] 2 2
Bactericidal/permeabilit_BPIL1_HU . 49 kDa Homo_ 5 9
Breast cancer type 2 su..BRGA2_HU_384kDa * Homo.. ® ® & @& L] L] [ ] L] L] . 1
Garbonic anhydrase 6 pr. .GAHG6_HU.. 35kDa Homo... [ ] [ ] 3 3 5
Cathepsin D precursor .. GATD_HU._. 45kDa  Homo.. [] . L] 5
= a s ¢ meneeaas coan - s maa - aaa - - -

B FEBICIE Samples table &IXEGDFHRZERTI S Information Panes W ET (TH),
ZNS|EIC. [Protein Information pane |l Annotation pane]lSample Information pane H'S

BRENTLET,

Protein Information: Gene Ontology: Sample Information:
Lookup Accession Number I | NGEI (iei 1351907 ALEU_.. w . astablishment of localization ~ Binlgical Sample:
HBA_SPAEH e transport Sample Gategory:

® localization .
| (oeaneAt Sample Description:

El-  establishment of localization
B transport WSS Sample:

Bl gas transport w MS5/MS Sample Notes:

Protein Information pane

Z FDIProtein Information pane | Tl& FIRULTWSYV/NTEIZDWT, 73— (Scaffold Tl&.
MASCOT TL\D subset & sameset [C3ZHTD)YV/INIED ID MIfATRRIINET (TRD.F
f=TLookup Accession Number In| CEREDT MR EEIRL THESRI I ZIBT & ZETAMIHIT
SIVN—ERZT SV TCHRRISEDZENTEFT,

Protein Information:

Lookup Accession Mumber In: iNCEI (ie:gi|1351907,ALBU_BOVIM,PO2759) -

Proteins at
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in # Peptides
e Decoy FDOR
Spectra at
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Annotation pane

BARTDIGene Ontology pane | Tl&. EIRULTL\DFV/INIED Gene Ontology fEEHEIEDIEHR
MHRARINET (FH) . USRS GO ICEAU GEIRLY TV D) w9 B &, Gene Ontology DFIEESREAD
R—IMWEB TSI THTET.

jos Ta... o 100% 100%
osTa.. ©O 0O o o 100% 100%
Gene Ontology: 1G:
il I biological regulation |_*| Biological 5
-] regulation of biclogical pr =
= | regulation of biclogical process =l Sample Ca
= regulation of localization
: . Sample De
= reqgulation of transport
=S regulation of intracellular transport MS/MS San
' negative regulation of intracellular bransport MS/MS San

Sample Information pane

BEmEA T I&. Sample [CRHY 5 1F#HRZ R~ J D Sample Information pane | T9, sample table AT,
% sample(Biosample F7/z[d MS Sample)DFIDAHNDIEEZFEIRT D&, €D sample [CET DI1FER
MERRINET (THD.

L 50% 100%
100% 100% 3
(=] 100% 100% 57
1G:
o 2 -
|_. | Biological Sample: 1G
= Sample Category: Bovine lens
Sample Description:
t M5/MS Sample: bovine_mudpit_10
llular transport il MS/MS Sample Notes:

(]

3-3. FDRAYYIANR—R A3 o10I95—49—5207

EE—&ALRIDOTIC, FDR OFHERBICETERTE . RRICETEIA T3y | 2 Proteins

|99.0% Minimum

TANBRINTNSDE—BTHRITZIVIT—I—DDONTVET (BB | 2 opton naicatorignis |

1359 Spectra ai
195.0% Minimum
|0.00% Decoy FDR,

FDR #vY1iR—RIC[E AEEEEZBR DYV INTEH ARITNVEAETIC
50



TNTNDTAINI—) T FRENRFREINET,
FEMTIRDIRZRM Decoy T—HINR—XRICHUTOREFEEITLY FDR DFtENTEBE. VI 1Rh—RD
BOR(TRE)ICRYET . decoy DETEZLTLVVRVWGEE. BE(TRA) ERVYET,

FDR #wZaih—

£y

19T —=59—DLEICHh—

21 Proteins at
59.0% Minimum

2 Min # Peptides
0.0% Decoy FDR
1359 Spectra at
95.0% Minimum
0.00% Decoy FOR

Show less <5% probability
Show lower Scoring Matches
Show entire protein Clusters

Use Protein Cluster Analysis

|7 Proteins at
199.0% Minimum

|2 Min # Peptides
|0.0% Prophet FOR
447 Spectra at
EHS.I}‘}{. Minimum
|0.27% Prophet FOR

Use Independent Sample Grouping strategy

Scoring Scheme
Peptide Prophet:£)

(LFDR:#%,

—VIVEEHTE D EEHRIAN

RDOTIZH D6 DD0IE "rxDFA Ta BRIKRDA Y /A D EHEA ) BRTERL
TWET (TR, EADABITENSIBICUTORB T ALICH

e gy )

;’21 Proteins at ‘
|99.0% Minimum

§¢ Option Indicator lights

Rt |

|95.0% Minimum \

»1359 Spectra al ‘
|0.00% Decoy FDR,

VIVEEDEIET BRRNEEXF CHREISENTEET . RH LR

DD EDIERIE. Menu @D View ICTERERNBZTVEZDEMNEEETT,

3-4 . Probability D FL{l

MS Sample iU} BioSample DFELIVICDWLWTWVSEIE Sample BEINDKRE LICHDYVINIE
DEEHZE (Probability)[CEDWTWVWET (TH) . ¥ VIV OB DREMZE(L. Protein Prophet IC&2T
HEINZHETT,

N U bW N

Probability Legend:
over 95%
80% to 94%
50% to 79%

Accession Number

~ | B
2L | £ MS/MS View:

# 2 | 2 Identified Proteins (7)
(P19141) Beta crystallin B3 (Beta... CRBB3_BOV...
(PX1843) Beta crystallin A3 varia... CRBA_BOVL..
(P02522) Beta crystallin B2 (BP)  CRBB2_BOV...
(P07318) Beta crystallin B1 CRBB1_BOV...
(P11842) Beta crystallin A4 (Beta... CRBA4_BOV...
(P26444) Beta crystallin A2 (Beta... CRBA2_BOV...
keratin, 67K type II cytoskeletal -...CONT | gi| 8...

Molecular Weight

24kDa
25kDa
23kDa
28 kDa
24kDa
22kDa
65kDa

BioSample 1

Z
=
o
=)
[
T

Sl (B Easl|Sa (Sl S oS Sl R S S0 | e

e o 2 2 o o ) £ o 5

o [=3 Q =] Q [= [=] [=3 [=3 Q [=3

by (=% a a a (=% (=9 a (=% (=% a

] o @ & o @ & o o & o

£ L) o o o i) o o o o o

1] £ £ = = £ £ = £ £ =

S| 3 3 3 3 3 3 3 3 3 3

a 0 E= =] = E= =] 0 0 0 0

100% 100% 100% 100% 77%

100% 100% 100% 7%
100% 67% 100% 100%
100% 100% 7%
50% 73%
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4. Menu DFIEBRICDUT

ZDETIZL, Scaffold DAZ1—BIRABERIEEH CRECITDIABICDVWTEHALTWLWET . HHIC
—@YERAL. TNLUBOER CRERBHOARTLYUEUVWERSENUNERBRICOLWTE YO 7Y S

LTWLWET,

4-1. menu ODAAAE =i

| File Edit View Experiment Export Quant Window Help

X_Za1—

avIkR

File

Edit View Experiment Export Qu

1 Mew Ctrl+MN
5 Open Ctrl+0
-;:;,. Merge... Ctrl+M
Cloze

H Save Ctrl+5
H Save As...

H Save Condensed Data... Ctrl+T
=i Print... Ctrl+P
&3, Print Preview...

‘New - J7AIUERRD 1 —REEBLE T 55l 2 EMMASCOT
ERENIAA 1 ZEBLZT L,

Open - Scaffold D771 (.sf3)ZFHATEXT,

-Merge — Scaffold £ T .sf3 J7AINZHRELUET . FMIE
[4-3.sf3 T7AILDHEA (merge) = ELZTLN,

-Close - SHVTWS sf3 T7MILERAUET

-Save - SHVTUVD sf3 TP ZFREFEVLXT

-Save As - SHL\TV\S sf3 TP ERIE THRELET,

-Save Condensed Data - SFHL\TUL\D sf3 T7MILZ& fRiF Xt
REZBEUNORRREFELE T, FilllE4-4. 751X B5IE
FHEIEZELIZT,

-Print — IRERALVTL\D view BEZHIRULET,

Bt -Print Preview — FIRI®D preview ZFR/RUET,
-Exit — Scaffold Z#&TUET,
Edit Copy - EREFICFHVTWVS view DT—YZEEFDFERFV) VIR
—RICOE—ULET Y TRYPVDT—FERVET,
Nk e ‘Find - RERADY 17O ZHT view hoZHEBZHUET,
M Find cuisk | “Edit FASTA Database - FASTA 7—9AN—2ZBHMUE T 3l

Edit FASTA Databases.. Ctrl+D
Edit Peptide Thresholds...

Edit Annotation Options...

Bulk Operations...

Preferences...

Advanced Preferences...

(X72-4. BT —IR—ZADEFIEBELIZE,

-Edit Peptide Threshold - RSFRDFUEERELE T, EHIE
[3-2-2. Filtering Samples M Peptide Threshold JHEZ &<
ZE0,

-Edit Annotation Options-GO |[CEAJ 2R EHEZRIET 5
#lLM4-5.GO DEREI1ZTEBLZE L,

Bulk Operation — [Samples view D#H| :BIRIBEZFXEHTHRE

ZTEULEY,
‘Preferences — Scaffold DEXEZLE, :¥illld[4-6.Preferences %
EIETELIZE,

- Advanced Preferences — Scaffold DR EZLTE ., ¥ M I
[4-7.Advanced Preferences | & &</,
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Experiment Export Quant Window Hi

Navigation Pane — View YJUEZ /\R)V(BEALH) Fr/IERT
-Switch Sample View — BioSample / MS Sample FniUI&
-Switch Display Options - Display Options Z &, 5[

¥ Navigation Pane Ctrl+0 r3-2-1Dlsplay OptiODSJE:‘Eﬁ,’:<EtL\o
R * | -Show Entire Protein Clusters - YV/\JBNDISAY—IC &
witch Displey Options " | N3, Protein probability NEZEEEBLTDA/N— 4
Show Entire Protein Clusters R _ _ _
Show Lower Scoring Matches D/\OEL’DU‘C%ET\HF%%T\ jéb\@tﬂg
Show <5% Probabilities -Show Lower Scoring Matches -Protein probability H'E&E
v Show Sample N . - " - o
Shz: Hai:ndpe: Pro:::ms EEELITDIHRIC display option CESDOSNIEEZSZ T TIV
_1 Show GO Annotations @t)bl:ﬁﬁ/ﬂfﬁﬂ_’\ 3-5 b‘@tﬂg
Navigate * | -Show < 5% Probabilities — Peptide Probability D&ETEHE K
WARTFRIZDOWVWT Fn/IERn TN DUE
-Show Sample Notes — Samples BE FEXD[Information pane]
[EDWVWT Fn/IERT T2HDYE
-Show Hidden Annotations — Hidden & E&RULYVINVBEDZE
/IERT THENDUE
-Navigate — BEEINICY TNEHD view AD pane [CDVT,EIRY
J&YE
Experiment -Edit Experiment — # R MS Sample(experiment)|C =
W BIVREZRET DI 7O NENET
it Experment.. -Edit BioSample — #{RH(D BioSample Difst, [Load Datal
it BroSample.. | view—sample ¥ RG0! v ->TEdit BioSample] AU #
4+ Add BioSample... Cirl+B
2 Delete Biological Sample ,{:‘F (9“,(7D 7“H:IIIE)
:i gz:: ::: Iiforn:[):ﬂ:is:il;Server For Loading... E:::? .Add Biosample - BlOSample Eﬁﬂuo rLoad DataJV1eW% rAdd
4 Queue Structured Directories For Loading... . — w43 “ N
ooy s Dot ? BioSample | E R UIRE(F 1707 H3R)
Extract Alternate IDs... ° . Ny .
o ot Aametmon Preferences. ‘Delete BioSample — BioSample ZH|fR, [Load Data]view—
#€ Load and Analyze Queue Ctrl+A

Reset Peptide Validation..
Add or Edit Annotations...

Quantitative Analysis...

BioSample D% &REG D) YT —>Delete BioSamplel & [EUIRLE
(914707 H3R)

‘Queue Files For Loading — Experiment Z &/, [Load Data]
view—Queue Files For Loading | &R URIE(F 17707 HIR)
‘Queue Files From Mascot Server For Loading - 1DEM
[Queue Files for Loadingl AN VR EUTVWEIT N, dat T7(IL%E
MASCOT Server DO N SZRLFY T —I#ZH THIS,

- Queue Structured Directories For Loading - 2 D LD
[Queue Files for Loading | EfITWE I MY BEREENRMN T 7L T
<TAHIWIHDIT7AIVEETHBDHBEICHER, [Load Datal view—>
[Queue Structured Directories | &R UIR{E(F 17707 HIR)
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Experiment fii™

-Apply New Database — T—IN—XMDEM, FFULLIE [2-4.

BLoT—IR—RADEHFIZSRUTIZTN

‘Extract Alternate IDs — #&RZRBFDAccession | & (FHIIC  ES

5Nz ID [CBIT BE’E, Pathway REHERT—IR—REDEHED

BRICEERT S ID DR HUIL—IVEBRULET,

-Apply Protein Annotation Preferences - £l /\VB &
W—TDHRT, EDYINIBZERFREVGERURTI ENET

DR IERTRIWCTHRELE TS

Load and Analyze Queue - [Load Data|View [CC Experiment
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VIAHDRTE T 7RREDIZE . BRWAH ZRIIRLE T,

‘Reset Peptide Validation — [l Proteins View T.,FEIT
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L\ DYIWER)Z)EvhUETD,

-Add or Edit Annotations — GO F/z[& Pathway [FEFRD{T5ICEH

THIREZEITVET, n$b<latr4 5. GO MREI. MLTIC l4-8.

Pathway DEE | & CBL/ZT

°Quant1tat1ve Analysis — Ezﬁﬂ‘ﬁ (FRE) Z1TV\\EF T 5FllE 11

BOIEEFEERE I Z2CEBLET

Export

Subset Database...
Spectra...

BLIB..

ProtXML...
mzldentML...
SFDB...

Scaffold Batch...

Scaffold Batch Archive...

¥
¥
¥
¥
3|
¥
3|
¥

Publication Report...
Samples Report...
Spectrum Reports
Peptide Reparts
Protein Reports
PSEA-Quant Report...

Current View...

Complete...

-Subset Database - fERICETEZIV/INIBED DI EREDFRY
Zmlz YV INDBDH % fasta TA—N YR THAULET,
Spectra - HEDFYZ®ILT E—0URMEHALET,
*BLIB - blib 74—V CREBRDFNE—IURNEHALE
9, skyline ¥° Scaffold DIA R& CTCERHRIEETT,
*ProtXML — protXML J#—<YhrCHEREZHALET
‘mzIdentML - mzldentML J#—<Wh CETERZHALET
*SFDB - Scaffold PerSPECtives(5l58) 7#—<VYhTI71ILZ
®EFELET,
-Scaffold Batch /
*Scaffold Batch Archive

EHIT Scaffold Batch(BIFE) TEMAT 2 TI4—VVh I PV ERTF
LXT,
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Export it

#] Publication Report...
#] Samples Report..

) Spectrum Reports
%) Peptide Reports

) Protein Reports

¥) PSEA-Quant Report...

¥ Current View..
¥) Complete..

>

LIBE(E Excel THIKEMNTESD CSV JA4—VYITOHATY

Publication Report — Publish view CRRINDABERUIE
#R-Samples Reports — Samples view CRRCNDIARBEREUIE
HCHALET . AR, T~ g 53F % Display option 53R
TEBI(EN\ sameset/subset DY V/INIBEHETHATINEE
MNCEMWTEFT,
-Spectrum Reports — BRER{EGREIANRIMNVBEUTHALET,
Spectrum DEFZEDXRFHANT N EERREH T EINEN
CEMTEFT,
- Peptide Reports - RERGERERTFREMTEALET,
Protein View () Peptide pane D7 —4%—&IZZHUET,
-Protein Reports - RZFEFEREY /NI BEAI TH A, Protein
View ) Protein pane D7 —%—%& [CEZHULFET,
-PSEA-Quant Report — PSEA-Quant B (BIEY /N IEIZDL)
THEERID T IV —TFHEZAT S BRI DL IR— b ZH D LE T,
‘Current View — IREATL\D View DFEHRZHE I (*kView (L
DTIGHBEIRTEFLEA)
-Complete - FRAQENIT—9Z2FREHTIAIVIICHALET,

- sample EHEO display option ZZ& X /z/\F9—2THH

- 9VINDEEIC Peptide Report EREIRNBDFRME S

Quant

Window Help

+ _—
QF Launch Q+ Quantitation Browser...

Edit Quantitative Method/Purity Correction...

(TQ+1F/zIETQ+SITEY 21— VBB AR T T — Y TS A HRFD H
IR ETRE

‘Launch Q+ Quantitation Browser - Q+EJ 1— )L Z{2E)
‘Edit Quantitative Method / Purity Correction - EEREMNTIC
BEhE T DIEDMIEICRE T DERE

Window
Wirl}ow Help

Emphasize »

(Le LoadData Ctrl+1
% Samples  Ctrl+2
‘2%, Proteins  Ctrl+3

Iy Quantify
Sirnilarity

Ctrl+4
Ctrl+5

Publizh Ctrl+6

Fe :

Statistics  Ctrl+7

‘Emphasize — ZEIRHAD view NEED panel HSBRLS NS K
ELKRURLVWEZ emphasize TEIRL T,

-view & - view RERUEBZEEIRT 5E T View BHOYIVER
M CEXTY, BEARI Navigation pane| T& View D/\RILZED!)
VIFBDERUTY,, (FRREINTLVDYI—bAYEF—TEEEZ
PUEBRESENTETET,)
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]

Help

i
m
=

@ @@ @@ ®

Help on Current View...

Help Contents

Scaffold User's Guide

Scaffold Q+ User's Guide

Open Demo Files

Scaffold FAQs/Resource Center
Show Log Files

Referencing Scaffold

Upgrade License Key...

About Scaffold

Help on Current View — IR{ERLVTL\S view ICEALT online

help BIEAFAETET,

+ Help Contents — online help DT X,

 Scaffold User’s Guide — PDF (D Scaffold ¥ =17V HHTE
ED

-Scaffold Q+ User’s Guide — PDF (D Scaffold Q+~¥ =17 JUH\F

=FJ,

-Open Demo Files- THEFIN TS demo TP MIVEHSEN

TETEY,

-Scaffold FAQs/Resource Center — Proteome Software £t

151233 FAQ *° tutorial FH®D Resource [CP LA TEXT,

-Show Log Files — errorlog, output log HMM&HIN TS TAI

FERTET,

‘Referencing Scaffold — Scaffold BE&E(D reference (FwX)ICEEY

DIERICTIECRATEET,

Upgrade License Key — license ZBHANTEXY,

-About Scaffold - Scaffold D/\—I3%, JE—F1MIETS

BIRREICTPIOERTEET,

IdentityE

Quantitation Options — identityE [CBd 574 Ta EigE
-Export IdentityE report — IdentityE (DL R—E#k. BRATYT SR
RIFRBROYTRUT—9Z2HNLET,

4-2. JP1IVRERE - JT71IZR<AEE

File -> Save (X|& Ctrl F¥— + S) TIPMIVERIFCEEY, Scaffold T 71 IDILKRF(Esf31 T,

1 New
[Z5 Open
45, Merge with SFD...

Close

Ha Scaffold - Samples - Scaffold_WholeProteome-converted
File Edit WView Experiment Export Window Help

Ctrl+N ﬂ!&‘ﬂﬁ‘ @\‘ﬁ‘g‘hhu

Ctrl+0

Min Protein] 85.0% ~ || Min # Peptidd

Ctrl+M pr of Unique Peptides ¥ |  Req Mods: |No Filter

robability Legend:

sl Save

over 95%
80% to 94%

=l Save As...

=4 Print...
&y, Print Preview...

Exit

Save the Current Scaffold File
|l Save Condensed Data... Ctri+T

0% to 19%
Ctrl+P

iew:
Proteins (69)
pha-amylase 1 precursor = H..AMY1 HU... 58 kDa

Mucin-5B precurser — Homo sa. . MUGSB H 590 kDa

Protein Grouping Ambiguity

dcoessien Mumber
Melecular Weight

axcnomy

* Home
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0S NEARBREDZEI7AINTEDLEITT AU T ETR<BINDGARAICELSLIICULTREE L,
RFELIE D71V ERKICIE, File -> Open (Ctrl + O)&UE T, IB/IN—I3 DT 7 (HiskF sfd) %
F<IBE. 74—V NEBROBENADDTEZVEBAINET, SEFRSEEL,

L8 Scaffold - Samples - Scaffold_WholeProteome-converted
File Edit View Experiment Export Window Help

1 New Ctri+N i | M | g | G| ¢8| lily || Min Protein] 950% — 1| Min # Peptidd
= Open Ctrl+0
e
4, Merge with SFD... Ctrl+M for of Unigue Peptides 7|  Reg Mods: |No Filter
Close
= robability Legend:
[ save Ctrl+S OVerasE:
s A 80% to 94% >
ave As... £
Save the Current Scaffold File S
sl Save Condensed Data... Chrl+T =
L <L
0% to 19% 2 x up
=4 Print... Ctrl+P ZE g §
o
&, Print Preview... E 5 |G £
i 3 .E =
i iew: & o B —|3
Exit Proteins (69) z | & EE

pha—amylase 1 precursor — H..AMY1 HU.. 58 kDa ¢ Homo ...
2 [ Al Py =] = kL MILICSE W RO kD o 1

4-3. sf3 J71IVDFRE (File ->merge)

B RICERINTZ sf3 T7AI %, Scaffold | & queue Scaffold Files... ==
L THBEISENTEFXT, Queue Scaffold Files For Merging

AT DRIEIFET—AHD sf3 T71 L% Scaffold :;Z:;ZT:
L THEZE T File -> merge &9DET7AIL #
REMAICRDDT. EO2—AHD sf3 TP &EE
RUEKT. TDEEARDELDR Merge BIEDST A
TOTMRENE T 14707 DI Merge |INF %
HIEIPIILDFEEN  THNET,

| @ tep | | oancel || Add More Fikes

BRP. Merge D, FRNDET—INS—EDT—IZHIFRT DDI&Load Datalview HNSITLET,
Sl I5-3.BioSample tab & Load and Analyze Queue button |Z_&L/ZT0),
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4-4. sf3 T71IVDT—IF A XZHIB T DHE

Scaffold TiRMIAL dat T7AIVDTA INAET<UIBHNES RO TERLEDHER . sf3 T7 M)
DRABRICHF>TLD MS/MS DARINVT—FZEIET. sf3 T7NIIVRERDTA X ZINE<TDIETHUL
TEFET,

¥ CCTHREIIRECIFIIVERETDE. T—INTRIE TONTUEVITTOREICRITEN

TEFEBARITBEREINT IT7IILDINYIT7Y TEERO>THSIT>TIREEL,

File -> Save condensed data &ERT D& BIREDY47O7HIRENEIT (THE),

' ™
¥ Save Condensed File ‘ ‘ ﬁ

This function creates Condensed Scaffold files containing only identified

spectra for distributing data over the web or email. Condensed files with only
identified spectra are generally 50% the size of uncondensed files, while
Condensed files without any spectra are generally 10% the =size. Warning: "Saving
Without Any Spectra™ and "Save MCP Required Spectra™ options remove TIC and
precusor intensity quantitation data.

’ Save Only Identified Spectra

[ Save Frozen Only Identified Spectra

[ Save Without Any Spectra l [ Save Frozen Without Any Spectra ]

[ Save MCP Reguired Spectra l [ Save Frozen MCP Reguired Spectra ]

4

EBIRFEOABIILUTOBEY TT . 8P, [Frozen | EDWLWTWLWBREDIEZ. DLWTLWRWVWEDIZMZT
T71IVEERZEREBCTERBLTHY ., T7MIVTAXII IV INE <KBRYFEITHIBIFESRYET,

*Save Only Identified Spectra
*Save Frozen Identified Spectra

FEEREEEZBZDIRAATERF DT —IDHARINT =Y ERIFURERY DT—Y JHELET,

*Save Without Any Spectra
*Save Frozen Without Any Spectra
FEEEZBRDEDERD. IRNTDRARINVT—IERRUE T ERTFROEFIY 37
([CRIT DIBRIITZVE T

*Save MCP Required Spectra
*Save Frozen MCP Required Spectra
MCP TIRENKOHONDEEICEDWzED T EARIICIL Only Identified Spectra ERU T,
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IBICKY T7AIVHAIHRDPUET BLEUT, [0Only Identified SpectralMTTT—4®D 50%.
[Without Any SpectralMNITT —FD 90%ZHIBRLE T, 7z Frozen DEMETIE 1/2~ 1/3 &
HRYUET,

HDBBITIEUTDLD ST PAIVTAXHMRNENEKT,

I"H T7A0ITAX
TDT—% 1,337,646 KB
Only Identified Spectra 457,167 KB
Without any spectra 79,657 KB
Save MCP Required Spectra 457,134 KB
Frozen Save only Identified 212,247 KB
Spectra

Frozen Without Any Spectra 36,271 KB
4-5. GO D&

Scaffold D Samples 4 2R T Gene Ontology DIBEHREZRIIIETIENTITET, Gene
Ontology DIF#RIE NCBI NNSEETEHEMTEDIEN EBI ICTREINTLIS Gene Ontology
Annotation Database 77 )% Scaffold MV AR—JLENTLD PC [CFDO—RUL.ED T74A
IWHSBEITIAEEHVET . O—NILDIT7IINZEWDIzATYRT D E 1 VF—RVEENUZEE
FVERECTHERZDE CEDEN. 1UF—Ry MERNRV EHRBHEEIEV RIETERER<FIA
TEFTL LR TGOA T7MIDEY NIRRT S GO DEFREINGO [HHREM S TR DHEITDOVNT
CERNULET,

4-5-1. GOA J71)ILDtvk

Gene Ontology Annotation Database % Scaffold [t BDAEICDVWTEELET, #1EIX GO

DI7AIVNBHTRIF TESHA L. BRRSEAARRMASH DEHTHRENT T URVGEICT
FTOIVERERIBL TEY NI DIFED 2 ERZE CRKALZLET,

PREICHREET]
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P71V ZBEEHTITIEE]

Edit -> Edit Annotation Options] -> GO Annotation DatabasellC CIAddINY 2V ZIBLET IR
NdY1707 DI Source JTEE THERAFEDEMEEZEIRL. [AddIRNY U ZHUET, (TH)

¥ Scaffold Evaluation - Samples - tutorial_6
Fi @ Experiment Export Quant Window Help
3|5 Copy Cirl+C l_“:i ";E | g 5 of
#  Find Ctrl+F
Edit FASTA Databases.. Cirl+p  [dentification Probab &¥ Configure Annotation Sources X
EdiiPeptideliinshol b Probability L GO Anrotation Database
Edit Annotation Options... over 95%
e 20% to 94% Database Mare Alterrate 1D Source
Dent y MZEL Anrotations MNCEL:Mone
. . . . pamgn_aturmefaciens_ valid gf
1.Edit -> Edit Annotation Options - N
— 2 GO Annotation Databases] % 7N®D
pES o
(Add) #27 VU > 7 LET,
Ty "g %lll?jio Yiew:
similarity # | = | Identified Proteins (11}
1 Keratin, type I cytoskele
2 Keratin, type II cytoskeld
MIIIM 3 Chain E. Leech-Derived
Quantify 4 Keratin, type II cytoskels
] Keratin. type I t_:yloskelg1 @ Help Edlit-- Delete Cancel

3. Source T GO Mz FR ST WVEYFLZ SR L,
TAdd] A& ZMMLET, LIFE, 774 VDX T

'ﬁ Add GO Annotation Database

Scaffold can annotate proteins using the Gene Ontology Annotation Datg . N
o— K, fi##, Scafold 7 7 A V7 +—~ > h~D

® Complsts domnload (‘A1 Proteomes') takes "8 hours and 60 GH

ticient t tem's temparary N .
requires SUTTICIENT EPAce I MOUP OPErating sysiems 1EMmporar /E—\A@\ Z)) E @E@@Z?Tbhi ‘@,_o

@ Complete human subset takes ™5 minutes and 100 ME

Pl izit the GO & zite it tion, > -t
eaze vizit the zite for more information % ’—AH Proteomesj @%/El\\ T’\VC @éﬁ%*ﬁéu%ﬁ}t{
ource | All Proteomes (EBL UK, ™4 hrs) Ch . . . N

Oryza sativa “ Liniprol Lijﬁi})774ﬂ/%/]}7\7§)j§%<43,‘%méz%)ﬁjﬂ}ﬁﬁﬁ7j)
Comprehensive Microbial Resource [multispeciss] N .
Narme e el HIND EFTOTIEEL TR,
shve To Schizozaccharomwoes pombe
Pzeudomaonas asruginoza PAOT w STHEEE
@ Help #dd Cancel
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P71V EREERLTEYRNT B158]

AR [P VEMEE BB TITSHA] (ST, 771 VAN —ERERICRD S B SRR EAS DD
BHTETRT URNRBE, J71 VS ERT o TZD T P AV ERHAL L CRIBEEE TS

BTENBYET,
Edit -> [Edit GO Term Options] -> [GO Annotation Database]lc CTEFFEDEYEZERL.

TAdd IRY O ZEBULE T (TH).

¥ Scaffold Evaluation - Samples - tutorial_6
Fi @ Experiment Export Quant Window Help
3|5 Copy Cirl+C l_l;]EI ";E | g 5 of
#  Find Ctrl+F
Edit FASTA Databases.. Cirl+p  [dentification Probab &¥ Configure Annotation Sources X
EdiiPeptideliinshol b Probability L GO Anrotation Database
Edit Annotation Options... over 95%
e 20% to 94% Database Mare Alterrate 1D Source
Dent y MZEL Anrotations MNCEL:Mone
. . . . pamgn_aturmefaciens_ valid gf
1.Edit -> Edit Annotation Options - N
— 2 GO Annotation Databases] % 7N®D
pES o
(Add) #27 VU > 7 LET,
Ty 2 %lll?jio Yiew:
similarity # | = | Identified Proteins (11}
1 Keratin, type I cytoskele
2 Keratin, type II cytoskeld
“.“M 3 Chain E. Leech-Derived
Quantify 4 Keratin, type II cytoskels
] Keratin. type I t_:yloskelg1 @ Help Delete Cancel

3. Source T [Other File] #&ER L E£9, 771 /L&

|£: | Add GO Annotation Databas
N Sy NN ~
REA T ZRBNLOTHEYE T 7 A V2R L, (B
Scaffold can annotate proteins using .-
<J EHF L GOA 77 A ABBIMENET,
# Complete downlosd (Al P
reguires sufficient space in
# Complete human subsat ta
& Choose X
Please wvisit the GOA site for more information.
D7 LOIBFRD. | o Ao ~| FEr
Source | Other File-- e Choose File ~ CitrullinationMGF
= EMBOSS-6.6.0
BRRa encyclopeDIA_PDF
s F001333
. - FileMaker Pro 16.0.3
Save To |C¥Program Files¥Scaffold 4¥parameters Choose- FADkoS Skyline-64_2_1_0_4936
xyzzy-0.2.2.253
= - gene_associationPAMGO_Atumefaciens.gz
240k - goa_uniprot_all.gaf.gz
b e
PG
L'd# 7B pamgn Atumefaciers valid gaf
FAD=D 2 DEAID)  [Gara Ontoloey Anmotation Datatass fies - WiE
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GO [EIBiological process]lCellular component]Molecular function]D3DICDLT, EFNEN

FEEHEE CHBEC 1L CULVE T, Scaffold TIX GO FHRERAIEDICENTITEIN, EDEEDENDIF
BIZCDWTERRTDIMNILUT 2 DOFRBENHVE T,

- PSEA-Quant Z#EAUfF5117Z Gene Ontology %
- BHETER
CCCIIFRTABICET R EAEZECENLET,

FREEEDRTI

¥ Scaffold EvaluatienSamples - pahtwaytest01
File Edit Viort Quant Window Help
=~ = | Edit Experiment...
Edit BioSample...
| Im 4+ Add BioSample...

Threshal
Cirl+E
cti+B P A

Load O

1.Experiment -> Add or Edit

%.] Annotations ZiENFE T,
S . .
il T |£ | Add or Edit Annotations... X
. Extract Alternate IDs...
e rdt Apply Protein Annotation Preferences.| T rotein Identifier
Wi

Pfoteins # Load and Analyze Queue Acoassion Mumber Alterrate 1D

) i S Annotation Source
Add or Edit Annotations...

LR B B
“erpes’ | il Quantiative Analysis.. < g
Slmllarlfy =
S3 Fiﬂ View: () Pathwave | Current Set
2| & Identified Proteins (181)
_H_H s |2 # Including 0 Decoys
Displaved Annotation Selection
OAutomatically select with a PESEA-Quant arahsis
. Manually select
2.Annotation Source T GO Terms
. S ———
ZERLET, FiF T, GO OFER
. . e I Help Ok Canceal
HHZBERLET CATREET)
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[a.Automatically select with a PSEA-Quant analysis Z3&EIR9 5I55]

Protein Idertifier

Accassion Mumber

Anrmotation Source
(@ GO Terms | Current Set
() Pathways | Currert Set

Digplayed Annotation Selection

|| Add or Edit Annotations...

3a.

[Automatically select with a
PSEA-Quant analysis| Z 3R L,
[OK] A& EMLET

|
® Avtormatically select with a PSEA-QLart arahes >

(O Manually sslect

@ Help

¥ PSEA-Quant Analysis *
Protein Set Source
[“] Set the Displaved GO Terms to the most significant results
Star Color
Lirrit results to the top 2005
Pathways
|:| Limit results to terrs with prvalue less than olo =
B2 e il i 10 o da. BBMIC, FRIHER GO 7
Arahysis Soope — 72 ERT D [ PSEA-Quant

@ Experiment—itide
O Ore Category

O Twio Category

M Cuartitative Yalue: Morrmalized Total Spectra (@

Sa\.re a copy of the PSEA—Cluart Report

@ Help

How to change this

analysis| FTICETHNNT A —F %
HIRLET, &E%. [Applyl ~¥
2T LERENEM S, REICED
7z GO [HHRAFRINE T,

* 2T 0T WIARE BT & O
RO HMTHRESINZHDT
9, AEOEREE TH Quantitative
Value & & OMT 1572 Report HiJ71Z
B4 o487 va 2@ IRT HEN
HRET,
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[b.Manual Select Z:&R T 3155 :RRIEBZIE 0T

[£ | Add or Edit Annotations...

Protein Idertifier

Accassion Murmber

Anmotation Source
O]

() Pathwans  Currert Set

Current Set

Displanved Annotation Selection

(@ Manually sslect

@ Help

Alterrate ID

[OK] RZ U Z#LE4

3b. Manually select] % i#&R L.

O Avtomatically select with a PSEACIuant amahsis

Search:

Total Terms: 45441

[ hiological process

+-® cellular process

® immure syetem process

® multicellular organismal process
detoxification
reproduction
single—organism process
sigraling

® localization

t cell aggregation

- hiological phase

[ estrous cycle phase

[ rerstrual cycle phase

[ singe—celled org@nism vegetative growth phass
hair cycle phase

B ol phase

interp

h1The cell cycle phase, following G1, during

[Add] RZ 2L £,

cell oui
rreintic cell cvole phase
telophase

mitotic cell cyole phase
[alg=t==]

metaphase

araphase

f G1 phass

H G2 phase

H- @ reproductive process

H-® response to stimulus

H-® hiological regulation

H- ® multi-organism process

H-® growth

AW Em w W W W e

4b. FE:® GO HF#HR TNz 72\ AR % B E
EEARBELANOELEL, EIRLRET

.

Selected GO Terms: 52

Reset to User Default Reset to Scaffold Default

Color 1D Head Mode Selected GO Terrms Definition
22610 Binlogical Process  hiological adhesion The attachrert of a cell or organism to a subst
. G5007 Biological Process  hiological regulation Ary process that modulates a measurable attriby
1506 Binlogical Process  cell killing Ary PrOCesS in an organism that results in the kil
® 9557 Biological Process  cellular process Any process that is carred out at the cellular |
. 32502 Biological Process  developmental process A hiological process whose specific outcome s tH
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T eSO T

® hiologcal regulation

IO

multi-orgnism process
[H-® growth
Al Remawve Resat to User Default Resst to Scaffold Default
Selected GO Terrms: 53
Color, jin} ezl bigeh Eleeskest T

F5007 Biolog ol Process

. biological re__‘h—\ Any process that rmdulates a measur“able attrlbute of any blo\ogce\ pmoea;
1806 Biological Process _cell killing |~ PPase A b hose..
] 5987 Biological Process  cellular prod Press .
] 3250¢ Biologcal Process  developrental procesy 5b. ‘FEQO)Z:EH—\‘ U A }‘ \_piéIE E 75 jjﬂj/) D i‘g—o
. 51234 Biologcal Process  establishment of local
] 40007 Biologcal Process  growth oo e oo DT
. 2376 Biologcal Process  immune system process Ary process involved in the developrrent or functioning of the irmmure swste..
. 51175 Biologcal Process  localization Any process in which a cell, a substance, or a cellular ertity, such as a prot...
. 4011 Biologcal Process  locomotion Self-propelled moverent of & cell or organism from ore location to arother,
8152 Biologcal Process  metatolic process The chemical reactions and pathways, including arabolism and catabolism, by,
- FA4 T Dimlm s Thenm mm e el e e e J I e R e T et S B e S ) e e o
@ Holp I:‘ Save displaved GO Terme as ueer default Select Cancel
> 8.0, —_— o =
[Manual Select ZE{RT HIFE :RTEBZRS THRIE
TP TSI
hiologcal regulation
- @ multi-organism process
v

- @ growth

Selected GO Terms: 53

ool Il

Mc( Remowve ) Resst to User Default

Reset to Scaffold Default

Color

10

ro..
. 65007 Biologcal Process  biologcal re, S oh | Ay process that rmdulates a rreasurable attrlbute DF ary blologcel process,...
1906 Biological Process_cell killing |2 P25€ g of e cwn calle ar tho
) 5987 Binlogical Process  cellular prod Press 'F2' to exp - < . N
. 32502 Biological Process  developmental process 6b‘F£&® GO 'hEJ i&‘( #JIJ IS/% L/ 7; % \IE E ’i’@?ﬂ L/
L] 51234 Binlogical Process  establishrrent of localization .
0 40007 Biological Process_growth I'RemoveJ RA ;’&ﬁﬂ LZ* j‘o
. 2376 Biological Process  immune system process
. 51175 Biological Process  localization ATy POESs T WO = T, o S e o, O 5 e TaT BTy, SO o & T
) 4011 Biological Process  locomation Selfpropelled moverrent of a cell or organism from ore location to another.
5152 Biological Process  metalolic process The chemical reactions and pathways, including arabolism and catabolism, by, .,
- R e e P R —— e o o S P RS T =S
@ Help [[]Save displaved GO Terrms as ueer default | Select Cancal

Tb. TEBOFIRY A M bk

HIHH

DHIFRS L ET,

et to Scaffold Default

Selected GO Terms: 52

Color jin] Head Mode Selected GO Terme Definition
2261 0 Biological Frocess  hiological adhesion The attachrment of a cell or organism to a substrate, another call, or othero.. A
[ ] G007 Binlogical Process  hinlogical regulation Any process that modulates a measurable attribute of any hiological process,
1504 Biological Process  cell Killing Any process in an organism that results in the killing of its own cells or those..
. 0587 Bological Process  cellular process Any process that is carried out at the cellular level, but ot recessarily restr..
. 32502 Bological Process developrrental process A hiologcal process whose specific outcore is the progression of an integrat...
[ 91234 Biclogical Process  establishrment of localization Any process that localizes a substance or cellular comporent. This may ocou...
O] 40007 Biological Process growth The increase in size or mass of an entire organism, a part of an organism or ...
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4-6. Preferences DX EANSE

Scaffold BI{EICRET DREMNEFED TL\ S Preferences |[FA70OT (X XZ1—D [Edit]—>
[Preferences | &1 EIR T DFE CHSEN TIE T, Preferences 1707 (CIE LLTDEODDITHS
BRINTVETD,

[Internet ] Memory |/ Procesors][Web Link | Mascot Server|Display Settings|/Password |
[Paths Settings|MZID |

F Preferences pd

Display Settings Password Paths WEID
Moy Processors Wk Link

UTF &Y TTRECTEDIEICDOVWTERRALT
(A 353_0 Internet Settings

[v] Allow Scaffold to conrect to the Interret

|:| ez an HTTP proxy server

Prosy server marme
for IP address)

Internet E# I D/ URL), Proxy T—/\—0D | Prowport rumer
BREZITOENTETET (HH).

[0 Internet

@ Help Apphy Cancel

[J Memory
Scaffold TfEFATHENTED Memory DI ABZRET DEMN TTHT, Scaffold DEYEHGEL \EF,
REMEZ LITRETHEINDIENHYET . KEXENABTZRRE T DHICIL, Scaffold VI
hOTI 7 DBEEEITOMHENHIET,

[0 Processors

Scaffold TEMAT 2 I7HEEET 2FENTIET /272U Scaffold BAIIEARTGESR LY B LRI
2T, TNLLEDELEIF XITandem DRFRFFICOHEN T,

[0 Web Link

Samples View DEIE &, Protein Information |\, o.io Doy Settings Password  Paths  WZID
(TE. AR) TRIRSNDIVINIDEBET—IN—2R Interret Memory Processors Wik Lirk
ADYIDICBETBRERENTEFET, Wb Sites

MNCEIL Le.g gil1321 907 ALBL BOWIN POZ /69 )
UniProt le.g ALBU BOWIN POPTES)

HPRD (e.g POP76E9)

WikiPathwans le.g Gere MName)

# Preferences pd

Protein Information:

< Loakup Idertifier In: [NGEL (6.2, gl 561807, ALEU BOVINEOET60) > P

DyHZ1 _MOUSE Dynct bl

Mew Databass... Edit... Celete

T Apphy Cancel
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OO Mascot Server
log 771 )LZ58R9 D MASCOT Server [C
FRREEZITOENTTET,

&

[1 Display Settings
FIFATE % View BRI BN TETET (G,
FrvozHNdEEmAD Navigation pane H'D
SHA. 5[ menu D Window CTH:ERTDIEN
TER<FEYFT,

KT —IRVRAHCT P F—
FI< View [CREAT SRES

TURICRAIC
TENTETFET,

[1 Password

T7A VB CRIERIEICNZIT—RZHREL /N
AT—=RZAAUVBRVERDDIDEBRIENTERN
FIICLERT (BM) . REICRATSRIEHIC DV
CTOFHBIFLLTD@EY T,

- Use Password
INZAT—R{ERAD ON/OFF | WIZ/NRT
—RZERELXT,

- Protect Exporting Spectra
AR EENTBERINZAT—RZEKL
9,

- Protect Resetting Thresholds

&F Preferences X

Interret
Wascot Server

‘ieb Link
Paths  NMEID

Processors
i Password

Display Settings

Show Samples Yiew
Show Proteirs View
Show Similarity View
Show Cuantitation Wiew
Show Publish Wiew
Show Statistics View

Default view option (for new files):
Protein Identification Prokbability W

Reset Dor't Show hMessages

@ Help Apphy Cancel

F Preferences %

Wiah Link
Paths  NEID

Processors
Password

Interret
Wascot Server

hernory
Display Settings

Password

Protect Exporting Spectra
Protect Resstting Thresholds
Protect Changng Display Settings

Protect Hidden Proteins

@ Help Apphy Carcel

Threshold ZZEJ /N AT—REEXRULET,

- Protect Changing Display Settings

R View BIHIDEEZ I DIRIC/NRT—FZERULET,

- Protect Hidden Proteins

Hidden protein DFREZZEE I DRIC/NRAT—RZZEKLET,

[0 Path

EBERERE CHALTWB T 71)L unimod ICRAT 2R EZE

- Do not use UNIMOD

1TWET,

BRIFZMIVICADTLVDIEERICEAT DIBHREZDEIEFIALET,

- Use Scaffold default UNIMOD

Scaffold WEE THE>TL\S UNIMOD 77T ILEFALET,

-  Use a custom UNIMOD file

I—HF—hHEFELZ UNIMOD J7ILEFIALET,
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[0 MZID
MZID [CHVINVBEDEIIBBHRMNESENTVDIGE. MZID [CEFENTVWDIADY VNI BESIE &
FHUTERTBRLIICRETDENTETET,

4-7. Advanced Preferences DXEANS

Scaffold DMERBIEDTIV T XL THESBRRIVI VDRATICDVWTERT DENTIFT, &
ERBICKVREIEEEICEEN DY FEREENDDTEFT, Sequest & MASCOTHDERENHUWET A,
Sequest(Proteome Discoverer) FIDEREIZ/N—I3 N 1.2 KUHVIGEDOHBERZRETTIEDT,
ZLDANFHTIEFEYFEAS

[Sequest]
N=I3UM 1.2 LUVFHWES UTOERZCSEO LSREBEERITULTEE L\ ver. 1.3 LLEDE
B ERXEHRICHD KD ICRBREEZ Auto-Detect [ILE T,

‘PDF(&RX) ¥Z17)
Chapter.4 Scaffold’s Main Window -> Advanced Preferences -> Sequest tab
*Online help

Main menu component ->Advanced Preferences -> Sequest tab
[MASCOT]

[Ton — Identity Scoring HFE 19D H\Ton Score DAHMER | T DN EEIRTD_ENTEET,
SREIL. MASCOT DS FT=HERN . Proteome Discoverer DSRFFERNTISITHHNMNTUVET,

Advanced Preferences “
Set Mascot Scoring Function:
Lse Use
Ion-Identity  Ion Score
Scoring Only
Mascot: ()} x
Discoverer: ()
i@ Help Apply Cancel
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4-8. Pathway [CBH 9 5%

Scaffold ) Samples U4 VRJT Pathway DIFIRERTS EEDENTETXT, Pathway DIFHRIE
[Wikipathways] &7zl Reactome]tf 1~ NOEUIGT BN TETE T LR, [T —IXN—XDERAFRM
(%2 INOBE D) | ERDEESEIHEDHD Pathway [EHRFRIICDOVWTITRHUET,

4-8-1. Wikipathways,Reactome EfERRNDYV/INIE ID [CDUWT

WikiPathways, Reactome [FZNZENRIS/INATIAICTDWTERESDOSNIET—IR—I[TI1KTT,
SHHRIZLLMERZE CSBIIETL,

Wikipathways
Kelder T, Pico AR, Hanspers K, van Iersel MP, Evelo C, Conklin BR. (2009) Mining Biological
Pathways Using WikiPathways Web Services. PLoS ONE 4(7)

Reactome
Fabregat et al. 2017 PMID: 28249561

Wikipathways ZFIFI 927281, [gene name |[FERNMNE T, Scaffold ICT gene name &
FASTA 771 IVADIEHR. F7zIE NCBI DA M SEEUE T, gene name [FFROIEIEUICFRTSE
BICIE. TExperiment]->[ Extract Alternate IDs |ZXEME I D2NENRHYET,

— 7 . Reactome T—IN—XZF AT SEEE Uniprot (D Accession (fil :P02769 7
&£ ’ALBU_BOVIN REDFKE ClERV)BEHRNMVEERVE T, TD728. Reactome FRAZHIIRETD
7e . IRFREFHS Accession (P02769 RE )N ID ERDTVWBRT—IR—X ([T DIRRERE
Scaffold [CERWRAT LS ITEBLTLIES LY,

4-8-2. Pathway [5#R(MDIRT [Scaffold L]
Pathway [CBJ T %16 %Z Scaffold O Samples BH CHRTS EEIENTETET, /272U Scaffold ETIE
ZEYVINTBNEFEND Pathway DIEEENFKRINDDHTT . Y VINITBNEFENSD Pathway —&
P, KIE Pathway D2AMEZDHRTEZEY VN IBNEHDMAEDHESRIC DUV T AERT 1 ~DIEHR
ZiER I DWENHDUET . AT EDSHRIC DV TIZ, [4-8-3. Pathway [FEFRDFR [SHERT1H1Z

BRI,

RELUEE, Scaffold £ T Pathway [FiREFRTSESRIFAEICDOVWTIRALTWVET,
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FXEEEDERTI

¥ Scaffold Evaluation - Samples - pahtwaytest01

File Edit Viport Quant Window Help

N d4& Edit Experiment... Threshal
Edit BioSample... Ctrl+E
(l | : 4+ Add BioSample.. Cui+B ¥ F
3+ Delete Biological Sample
Load Data
lZ%  Queue Files For Loading... Ctrl+Q
" I Queue Files From Mascot Server For Loading... Ctrl+L
'vﬁ . . .
= . .
Sample 1.Experiment -> Add or Edit
~ Annotations Z#EWNE T,
LY %‘
L
- ) a ad 3 a3y 1
Prﬁteing ’:ﬂ Load and Analyze Queue Ctrl+A

Reset Peptide Validation...

8508

S

Similarity mul - -

|
0|
o
te IO

| | Add or Edit Annotations...

Protein Identifier

(@ Accession Number () Alterrate ID

() GO Terms | MCE

[] Only annatate filtered set of protd 2.Annotation Source T [Pathways]

, , , IR E£7,
Digplaved Annotation Selection

@ Autoratically select with a PSEACluart arahsis
() Marually select

@ Help Ok Cancal
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[a.Automatically select with a PSEA-Quant analysis Z3&EIR9 5I55]

|£: ] Add or Edit Annotations...

Protein Idertifier

Accession MNurmber

Alterrate 10

3a. [Automatically select with a
PSEA-Quant analysis| % &R L. >
[OK|] A& &ML ET

Displayved Annotation Selection

Automatically sslect with a PSEA-Guant a@

() Manually sslect

@ Help

¥ PSEA-Quant Analysis

Protein Set Source

Set the Displayved GO Terrs to the most significant results

Star Color

Lirrit results to the top 2005

Patbwaays
D Limit results to terms with pvalue less than o =

e EWEIC, FoC Al Pathway
TN—7%8IRT % [PSEA-Quant
analysis| FEITIZEATH T A—F %
() Ore Category BIRLE T, sE%. [Apply) A&
O Two Category %TEF L& j‘o

Arahsis Scope
@ Experimeant—hide

M Cuartitative VWalue: Mormalized Total Spectra @ How to change this
Sa\,-e a copy of the PSEA—CGuant Report

@ Help Cancal

&F Write PSEA-Quant Report (TSV format) e
TRTF | pathweny G201 90607 v #=m-
RIS 5a. 17 C PSEA_Qiamt Report @
@ A% & 7 7 A VAR biL, A
TR N
o J1 BRELET,
= = SER
w2 Pathway {E# N FRINET,
)
FC
lé* ) (gt Report for ched 7
AT Sp BT e Excel files v e




¥ scaffold Evaluation - Samples - checkof49_test04PathwayPXD12979 - a X
File Edit View Experiment Export Quant Window Help
DE WG R s DS A e

liln HF‘r\:tEin Threshald, 99.00 ~||Min # Peptides; 5 || Peptide Threshald: [s:3 v @

o) Display Optiors: | Total Unioue Pentide Count v ReqMods [N Fiter /| Search Advanced
| |
Probability Legend: Pathwar MSQ911_MariaRohm
Load Data over 95% || ||
80% to 94% 5 g5
= o &
50% to 79% okl CRL
20%to 49% 3l & g 2
08¢0 408 & f’_g‘ﬁ £ f
EEg | £
EWANIRENET g L
= 5 |
-, 6a. Pathway {Hi# 2 &= o SHEEEN
P 2 F0 88 B L
Iﬂ: BIO View: >%’E"’ Emijgi—
Proteins 2373 Proteins in 2114 Clusters ElE: £§E£ £
With 2295 Filtered Out R e
PR £
T =0 ES Bo S b2 8
5 |52 gegel £
= g H Hr Batce =
< T [ 2EEl
5 g z =0 (G 8 815 £ £l ]
S8 Bio Wiew: @ T H I ﬁﬁgﬁw =
2| £ 2373 Proteins in 2114 Clusters # H H S SEEL(E &
# |£]# With 2295 Filtered Out £ £ 205 = |5l a
2 || # Glathrin heawy chain 1 OS=Mus musculus OX=10080 GN=Cltc PE=1 Sv=3 CLHI _MOUSE Chtc 192 L] L] 67
3 [+ ATPcitrate synthase OS=Mus musculus OX=10090 GN-Acly PES1 S\=1 ACLY MOUSE Acly 120 59
514 [ - Cluster of Tubulin heta—5 chain 0S=Mus musculus OX=10090 GN=Tubks PES| SV=1 (TBB5_MOUSE)  TBES MOUSE [8] Tubks 50 1l * 16
[#15  [] * Cluster of Ras-related protein Rak—14 OS=Mus musculus OX=10090 GN=Rabi4 PE=1 Sv=3 (RABI4_M.. RAB14_MOUSE [18]  Rakl4 24 1l * %2
6 ] + Endoplasmin OS=Mus musculus OX=10090 GN=Hsp30bi PE=1 S\V=2 ENPL_MOUSE Hopdobt w2kl &+ eeee L 50
7 4] + Endoplasmic reticulum chaperone BiP 0S=Mus musculus OX=10000 GN-Hspa5 PE-1 Sv=3 BIP_MOUSE Hsiiab 72 kil * . 15
& 8 ]  Spectrin alpha chain, nomerythrocytic 1 OS=Mus musculus OX=10090 GN=Sptani PE-1 S\=4 SPTH_MOUSE Sptanl 265 kil * 78
5[] + Myosin-5 0S=Mus musculus OX=1 0090 GN=tiyhd PEI S\/=4 WMYHD_MOUSE Tyhd 26 1 * . 3
Publish [£10 [~ * Cluster of Heat shock cognate 71 kDa protein OS=Mus musculus OX=10090 GN=Hspa8 PE=1 SV=1 (H.. HSP7C_MOUSE [5] HspaB T Kl & L 48
ESR NI || * Cluster of Alpha—actinin—4 OS=Mus musculus OX=10090 GN-Actrd PE=1 SWV=1 (ACTINA_MOUSE) ACTIN_MOUSE [41 Actid 16 * 59
12 [/] + Ras GTPase—activating-like protein IQGAP1 0OS=Mus musculus OX=10090 GN=Iqgap! PE=1 Sw=2 IQGA1_MOUSE Iggapl 189 * 55
13 |v| + Transitional endoplasmic reticulum ATPase OS=Mus musculus OX=10090 GN=\cp PE=1 S\/=4 TERA_MOUSE Mcop 89 kI 4
14 || + Spectrin beta chain, non—enythrocytic 1 0S=Mus musculus OX=10090 GN=Sptbnl PE=1 SWV=2 SPTB2_MOUSE Sptbnl 274 * LI 1 57
SO 15 7] + Neutral alpher idase AB 0S=Mus OX=10090 GN=Ganah PES! SV=1 GANAB_MOUSE Gamb 107 o
(e 16 [7] * Hypoxia up—regulated protein 1 0S=Mus musculus OX=10090 GN=Hyoul PE=1 Sv=1 HYOU _MOUSE Hyoul M 57
17 7] + UDP in glucosyit 1 08=Mus OX=10090 GN-Uggt! PES1 S¥=4  UGGGI_MOUSE Uget! 178 55
< >
Protein Irforration: Anrotation Sarple Irforration:
Lookup Idertifier In: | NCEL (e.g. gl 351907, ALEU BOVINPO2769) v Biolagics! Sample
R DYHGI MOUSE || Dynct i Sample Categary:
199.0% Minimum
5 Win # Peptides Sample Descrintion:
6.3% Decoy FOR
214497 Spectra at WE/MS Sample
0.0% Minimum
1.23% Decoy FOR WB/MS Sample Nates:
. .

[b.Manual Select Z:#{RT DI50 :FHEB ZIEL T

= | Add or Edit Annotations... e

Protein Iderntifier

Accassion Murmber Alterrate ID

3b. Manually select] % & L
[OK) A& &ML ET v

T_J LAy [T TETIo OET

Displanved Annotation Selection

O Autormatically select with a PSEACuant anahsis

(@ harually sslect
@ Help « Cancal
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|£: | Configure Reactome

Fesource | UniProt

Species
Alptrapapillormayvirus B

4b. F /R 72 Pathway HH %
FETEIRL, Fxv 72 ANET,

Arenicola maring

MBS U THEATa 7 FTEICH D

Bacillus arthracis

Bos taurus

MRV 4 FUREERMEHLET,

Caerorhabditis elegans

Cardida alkicars

TRTERE, TOK) AZ 2L E

Canis familiaris

‘ﬂ—o

1| [Cavia porcellus

Cercopithecus aethiops

Chlamydia trachomatis

Chlorocebus sabaels

Clostridivm botulinum

Clostridium perfringers

Clostridium tetani

Congtephage beta

SO virus

Cricetulus griseus

NN

T et bidlio Faeeielat s

Search for species-

¥ Scaffold Evaluation - Samples - checkof49_test04PathwayPXD12979

File Edit View Experiment Export Quant Window Help

DEHa3 g,\ | \ 1™ "LM PR HPmtein Thresroid!  50.0% & ‘Min#PepIides 5 v ‘F‘emide Threshokt o v‘ @
Display Optiors: | Total Unique Peptide Court ~| ReqMods Mo Fitter  ~ | Search | Advanced [
FRSRRSNET i
S
Load Data 5b. Pathway hEJ EZI)) 71N ° L]
2 o g
= 2 B
2kl 5 |85
Zo || g gd
BEe-| | |8 £
ik Fi=
25058 B_Eg
u = o2 E B A
A CLEAETEE NS
! S fan s e gg
WO Bio View: EAEEER
Proteins 2373 Proteins in 2114 Clusters ggg ‘E’EE
With 2295 Filtered Out R ErEEkE
5 - B Z =
— - T £ 28 FoEEEE
5 2 Sle o%| P2
4 o 2 = B §|E ! T
. = 2 s BlEoiEdazis
G [pio View: i 5 Bl SRR ESEEsE
£ 2373 Proteins in 2114 Clusters i 5 s it alins
& With 2295 Filtered Out 2 E4 =2 =|qlalmlal olE bkl E
Clathrin heavy chain 1 0S=hius musculus OX=10090 GN=Cltc PE1 Sv=3 CLHI_MOUSE Cite 182 .
. ATP—citrate synthase OS=hus musculus OX=10090 GN=Acly PE=1 Sv=1 ACLY_MOUSE Acly 120
Quantify Cluster of Tubulin beta—5 chain OS=Mus musculus OX=10090 GN=Tubb6 PE=1 SY=1 (TBE5_WOUSE)  TBES_MOUSE [8] Tubbs 50 kD
Gluster of Ras—related protein Rab-14 OS=Mus musculus OX=10090 GN-Rabl14 PE=1 Sv=3 (RAB14_\M... RAB14_MOUSE [18] Rab14 24 kDa
= 1 Endoplasmin 0S=Mus musculus OX=10080 GN-Hsp80h1 PE-1 SW=2 ENPL_MOUSE HspS0bl 82 kDa seee o [ ]
Endoplasmic reticulum chaperone BiP OS=Mus musculus OX=10080 GM=Hspa5 PE=1 S\W=3 BIP_MOUSE Hspa5 72 kDa e
€ Spectrin alpha chain, nor—erythrocytic 1 0S=Mus musculus OX=10090 GN=Sptan1 PES1 SV=4 SPTMI_MOUSE Sptart 285
] Wyosin-9 OS=Mus musculus OX=10090 GN=Myh9 PE=1 S\=4 A yha 296 .
Publish Cluster of Heat shock cognate 71 kDa protein OS=Mus musculus OX=10080 GNHspaBl PES1 SV=1 (H... HSPTC_MOUSE [5]  Hepa 1 KDa .
Cluster of Alpha—actinin—4 0S=Mus musculus OX=10080 GN=Actnd PES| SV=1 (ACTN4_MOUSE) ACTNMOUSE [4]  Actmd 105
Ras GTPase-activating-like protein IQGAP! OS=Mus musculus OX=10000 GN-lggapl PE=1 SV=2 IQGA1_MOUSE lagpl 189
Transitional endoplasmic reticulum ATPase 0S=Mus musculus OX=10090 GN=Vcp PE=1 SV=4 TERA_MOUSE Vop 89 KDa
Spectrin beta chain, nonenythrocytic 1 0S=Mus musculus OX=10090 GMN=Sptbnl PE=1 S\/=2 SPTE2_ MOUSE Sptbnt 274 . e
e Neutral alphar idase AB 0S=hus OX=10090 GN=Ganab PE=1 Sv/=1 GANAB_MOUSE Garab 107
Statistics Hypoxia up-regulated protein 1 OS=Nius musculus OX=10080 GN=Hyoul PES1 SV=1 HYOUT_MOUSE Hyoul 11
UDP— in glucosyit 1 OS=Mus OX=10080 GN-Uggt1 PE=1 SW=4 UGGG1_MOUSE Uggtl 176 K
<

Q911 _hariaRohm Nk

ER2&E8253K85 3 20911 MariaRahm

L

Protein Information:

Lookup Ieentifier I | NOEI (e.g 1351907, ALBU_BOVIN PO2765)

Anrotation

2373 Proteins at
88.0% Winimum

5 Min # Peptides.
6.3% Decoy FOR
214497 Spectra at
0.0% Minimum
1.23% Decoy FDR

DOYHCH_MOLEE

Dynct Ht

Sarmple Irformation
Blological Sample:
Satnple Categry:
Sample Descriptior
MB/ME Sarple:
MB/WE Sample Notes:
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Scaffold L TFEYVINIBNEFEND Pathway [BHRNMKRRINDIDHAHIEEFWET, Pathway D
SHRIBERIC DV TIE, ABEIT? WikiPathways F7zld Reactome b ETHERTD_&ITRUET,
BT ARAD) 2 D(E Scaffold @D Samples [EE FEB. [Protein Informationpane &[lAnnotation]
pane ICHWERT,

FrotenTs =7
ik
Elg £ £
N <\ e £
2 £ |2 =z &
: 2 |3 ke s
2 a = 5
ol s @ s 5 EE 2
§ |Bio View: 7 g EREI E =
£ 2373 Proteins in 2114 Clusters 8 5 5 L 5 3
& With 2285 Filtered Out 2 z 2 &= =g 2z
Clathrin heavy chain 1 0S=hus musculus OX=10090 GN-Cltc PE=1 SV=3 CLH1_MOUSE Cltc 182 kDa . 67 ~
ATP—citrate synthase 0S=Mus musculus OX=10090 GN-Acly PE=1 S\=1 ACLY_MOUSE Achy 120 kDa 59
Quantify Cluster of Tubulin beta—5 chain OS=Mus musculus OX=10080 GN=Tubb5 PES1 SV=1 (TBES_MOUSE)  TBE5_MOUSE [8] Tubbs 50kDa * 5
Cluster of Ras—related protein Rab-14 0S=NMus musculus OX=10090 GN=Rabl4 PE=1 SV=3 (RAB14_M.. RAB13_ MOUSE [18]  Rabl4 24 kDa & 2
ST Endoplasmin OS=Mus musculus OX=1 0080 GN=Hsp0b! PE=1 Sv=2 ENPL_MOUSE HspB0b1 50
| [Endoplasmic reticulum chaperane BiP 0S=Mus musculus OX=10090 GN=Hspab PE=1 8V=3 ________BIPMOUSE ______JHopmab | | ' S—
&Q Spectrin alpha chain, non—erythrocytic 1 US=Mus musculus OX=10090 GN=Sptan! PE=1 SV=4 SPTNI_MOUSE Sptant 78
, Wyosin-9 OS=Mus musculus OX=10090 GN=kiyh9 PES1 Sw=4 1YH9_MOUSE Wyho 66
Publish Cluster of Heat shock cognate 71 kDa protein OS=Mus musculus OX=10090 GN=HspaB PESI SY=1 (H... HSPJC MOUSE [5]  HenaB 48
Cluster of Alpha—actinin—4 0S=Mus musculus OX=10090 GN=Actrd PE=1 Sv=1 (ACTN_MOUSE) ACTIA MOUSE [41  Actd 59
Ras GTPase—activating-like protein IQGAP1 OS=Mus musculus OX=10080 GN-Iqgapl PE=1 S\W/=2 IQGA1_MOUSE Iggap! 55
Transitional endoplasmic reticulum ATPase OS=Mus musculus OX=10080 GN=\/cp PES1 SW=4 TERA_MOUSE Vep 44
Spectrin beta chain, norerythrocytic 1 0S=Mus musculus OX=10080 GN=Sptbni PES1 Sv=2 SPTE2_MOUSE Sptbnt 57
- Neutral alpha-glucosidase AB 0S=Mus musculus OX=10090 GN=Ganab PES1 SV=1 GANAB_ MOUSE Garab 107 kDa 4
Statistics Hypoxia up-regulated protein 1 OS=Mus musculus OX=10080 GN=Hyoul PE=1 Sv/=1 HYOUl_MOUSE Hyoul 111 kDa 57
UDP-glucose: in glucosylt 1 0S=Mus musculus OX=10090 GN=Uget! PESI SV=4  UGGG1_MOUSE Uggt1 176 kDa 55 v
E— D
Frotein Information: Annotation Sample Irformation:
Lookup Identifier In: WikiPathways (2.2 Gere Name) ~| Pty Blological Sample:
(B0 Prateins ot IR MOUSE Prion dissase kathway (Homo sapiens) Sample Categry
Erm Photodyramic therapy-irduced unflded protein response (Homo sapiers) Sarmple Descrlption:
18.3% Decoy FOR. ATF6 (ATFG-aloha) activates chaperore geres (Homo sapiers)
204497 spectra st ME/MS Sample
0.0% Winmum
1.23% Decoy FDR MS/ME Sample Notes:
00000

<
Protein Inforration: Annotation
Lookup Identifier In: |WikiPathways (e.g Gere MName) e Pathways

BIP_MOUSE

Prion disease pathway (Horma sapiens)
Photodyramic therspy-induced unfolded protein resporss (Homo sapiers)
ATFE (ATFG-alpha) activates chaperore seres (Hormo sapiers)

Z DI Protein Informationl|C35% gene name (F7zI& Accession)iNF V&V )Y I T DL ZHIVIN
OB THA M LEICTHRZRURZ Pathway —BAFRRINET (FH).

& Log in / create account

special
P
Find pathways
" BETA | search for: Hspa5 ALL SPECIES v | | Search
WIKIPATHWAYS
Pathways for the People Tip: use AND, OR, *, 7, parentheses or quotes
search

l— 11 pathways found
-

= Help

= About us

» Contact us

= Report a bug
= How to cite

download

= Download files Photodynamic therapy-inducad ATF6 (ATF6-alpha) activates Unfolded Protein Response (UPR)
= Web service API unfolded protein response (Homo chaperone genes (Homo sapiens) (Homo sapiens)
= WikiPathways sapiens)
RDF
= Embed code

activity
® Browse pathways
= Recent changes } = . i

= New pathways
Edit noth, .
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FEARDI Annotaionpane [C[& BRFRIEE TV W FUTz Pathway DIEEJ AR BY  ENEND
ININ=2D0%D') VDT B EKS Pathway WRINENE T,
Pathway DHICEZHY VINOBNEDMEICHFET MDDV TIE FREIN/TE WEB R—IKNDERT
FZHIVINDBRERLU T,

R—PHNTEY
BN BEERR

L Mascot search engi... % Proteome Software... &F PassMark CPU Benc... I HSPAS 1/1 A

pathway discussion view source

Prion disease pathway (Homo sapiens)

2 pera | Lot van de Wouw, Friederike Ehrhart, Kristina Hanspers, Egon Willighagen, et al.

Pathways for the People
search
I > | PAXS5 POU2F2 NFKB1 Regulators of PRNP
| EP300 CHD2 RAD21 CTCF SPIT
| MEF2C BATF SMC3 STAT3 RFX5
= Help [ 1ee RXRA BCL1A EBF1 IRF4
= About us
= Contact us
» Report a bug
» How to cite SRHP
download PRNP (+ mutafions)

» Download files N
= Web service API 5 \/ }\n 7 E 73‘)
= WikiPathways ~ .

ROF HIRFR SN D

= Embed code

activity

» Browse pathways

= Recent changes

® New pathways
= Edit pathways
» Create pathway

» Statistics B CASP12 }—D{ CASP3 }—DNeurona\apuplosls
tools a_z-cam-fw

= Pathwaywidget
» Pathway Finder
» Software tools

[Protein Information]Z&7z[&lAnnotation] pane [ZDUVVTODFFMIE, [3-2-4. Information Panes:
SVNTE - TIVICEET BEMIFRIBHE TIHESRIZT L,

RECHK]
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49, Y—=)VIN\—=7P(4D

FERBAENMEVEBICOVWTR BEEEZLICPAOAVRERINTVXRT FEAEDTAIVIE
AZ1—ICRUEBNHYUET,

74D iER
0 ‘New - J7MIUVERT A —REHREILE T, 5HilllE 2 EIMASCOT #ERERWAH 1 Z2 8
<IZELN,
‘Bach Job Queue Dialog — Scaffold Batch DETFA7OTER T _DT7AIVIE
B Scaffold Batch D512 ABARDARRINET,
= *Open - Scaffold DT 7V (.sf3)ZHTET,
= -Save - SELTU\S sf3 T7AIVERFLET
3 Print — IRERLTULD view BEEZEIRILET,
£oY -Print Preview — IR preview ZF&RRUE T,
EFY -Copy - BEREFICEHALTWD view DT—FZFDFFIYTIR—RICOE—ULET ¥
TRYPUDT—FERVET,
ER) ‘Find - BZFERDT17OJZHE view NNoZHBEHZHELUET,
®) Excel - IZED View BETEIRIC DLV T, CSV TA4—YETH A, Export- current view
ERU,
i BioSample Summarization level — 7—%% BioSample E{i[|CF & sHizFRnICHIY
BAFT,
My -MS/MS Sample Summarization level - 7—%% Experiment (MS/MS Sample)
BHIICREDTERRICHVEZAXT,
N -Add BioSample - BioSample ZiEfll, [Load Dataview—[Add BioSample ] & [E U
E(F17O7H1R)
- ‘Queue Files For Loading — Experiment Z3B/l, [Load Data]view—[Queue Files
" | For Loading EAIUIE(51 POV EHIR)
P Load and Analyze Queue - [Load Data]View |[CC Experiment & BioSample D
T | SHMETULTNBEDD, Experiment DERURABNFKSE T RIREEDERE . IYAHEH
BUERT
il ‘Quantitative Analysis - EE8T (RE) Z1TV\\E T, HMlldN]
Qt -Scaffold Q+/Q+S — Q+/Q+S EY1—/L&#REILET,
@ Help — Online help Z#EULET,
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5. Load Data View

5-1. #I=E

Scaffold CTlIBIEMEEZRTD View BHY. BEAZAICENSD View ZHUEZDZHDRMYFN
HYET,5ETlELoad DatalView ICDVWTERBALTVET,

[Load Data|View CIFIREEYVIAATLNDT—FD BioSample [CBL T MS Sample T —4 %810/
HIFR U7zY. BioSample BRZEM/HIFR T5FENTEFT,

@ ScaMold Q+ - Load Data - My Experiment
‘;ummwmmmm
J G @R %A WA SR Q2 roenTivesot 50% o MnsPewsdes 2 o Pepade Thveshod:

Experiment pane B

| . Z

ij E %’F’E’Dﬁﬂmeﬂt 2746 Spectra - [ . Quee FlesFor ] l & e I = = “
| : Protein Grouping: Experiment Wide. ,/
w‘ d Sioample 1 | Gosample 2

%ample 1 2746 Spectra Uncategorized Sample

<. Standard sample: each file will be analyzed separately
- * Cond dense d for improved
Jue

Files Currently Loaded

BioSample tab | e
:’2‘&" Load and Analyse
ey Queue button
M | i |

Statistics Information

—
|/ Analysis Information: Fixed Modifications: Variable

o o Peptide Tolerance:  10.0 PPM (Monoisotopic) Modification Mass AA Modification Mass AA
5 0% Urmam Fragnent Joleraice: £0.80 02 Monceclone) c 57.02 5 Oxidation 15.99 M
2000 # Pegties Digestion Enzyme:  Trypsin Acetyl 42.01 |
:;‘ Oecoy FOR Searched Database: the IPI_human.v3.85.decoy_uniprotaccession database (180152 entries Phospho 79.97 s

Spoctra st : - Phospho 79.97 T ]
oy ponacin Orignal Search Date: Mascot=01/16/2012 B z
0.00% Decoy FOR Scaffold Version: Scaffold_4.2.1-test6.

b
esoces

LIFE Load Data View BEEICDUVT, LB TRI4DD/IN—Y,
- Experiment pane
- BioSample tabs &.Load and Analyze Queue button

- Information pane

[CHIFTEHRALTVERT,
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5-2. Experiment pane

View EE_LHR. [Experiment panel () Tld Scaffold THWRAATWDT—FICETIHER
HEER I BN TTBIEIH BioSample*° MS Sample DEMZEITOENTITET,

* BioSample -+ (MS) sample T—%ZF &7z, 1 DEDREBEAL, sl I2-1. HIE ERI 71
DS 1 Z CHES<IESL,

tutorial § 1366 Spectra |5 Quewe Files For Loading |5 Guele Structured Directories s, Add BioSample
Protein Grouping Experiment Wide

Experiment pane Zfill& Experiment MDA (sf3 T 7 ILDBFR)CEL :AATE AR T S ILDFREL.
FINDBDTIN—FHEDFRENTRRINTVET,

BRICIE3DDRI D HYIET,

‘Queue Files For Loading
BREEIRTIN TS BioSample |, #7zIC MS Sample ZIMZA X T, MZSD MS Sample N
1 I7IVDRICERULET,

*Queue Structured Directories
REEIRINTLSD BioSample [Z, ¥72I1C MS Sample ZINXE T, MMZS MS Sample I
TA NI HEEICR D> TV BEHIHERLE T,

*Add BioSample

BioSample ZENMT SFFICFIALET,

LTABORBEEBEUT, 2 ENIMASCOT fERIRVAH IEHETISRIEE L,
- MS Sample, BioSample, Category (2-1. &, &R 771 L DIEBIEE)
- TYDRYURAHRF (2-2, 2-3,2-4)
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5-3. BioSample tab & Load and Analyze Queue button

Load Data View DEFERD Tld. BioSample FI(CY T THERINIZEENFRIINTVERT (TR),
4 JIZIE BioSample B, DT S TFICIFARI MV E (BioSample &Y _EAIICAIET D) Category
BRREINTVET . ZOTDTICIFUT2DO0A T3V DIRIC DOV THRRSNTLET,

- TIDIREHT (FREN MUDPIT EREDY)

- ZARITPIVT—I DR (condense FXFE)

¥ scaffold Evaluation - Load Data - tutorial_6 — O X
File Edit View Experiment Export Quant Window Help
D& H &R | U | T | i G oo b |Pmtein Threshold]  59.0% < |Mir # Peptides: 2 v |F'eptide Threshold]  95% v| d
[ Pecraerio
. N 1366 Spectra 1% Cuewe Files For Loading 1% Cluewe Structured Directories 4, Add BioSample
BlOSample D 5 7 rouping Experiment WWide
Coad Data R
I L2 Tnt-1 l-llnt—Q LUt L U2
3 Int=1 480 Spectra  Int
ﬁ‘:.‘. Standard sample: each file will be aralesd separately
s $ Cordensing off: kee IH unimatched spectra for future export
amples I Files in Loading Quewe I Files Currenthy Loaded
. . ascot .
A BioSample (2 -
X p CH191 (FO05229) BioSample (Z
7 ~ CHI191 (FO06230) . . )
Wi IR Y AT iE DR E: Y SABHEORER
. & & .
e ;-';»': o
Slmllarlt’g..r
Load ard
Arahee
l...ni
nlin
Quantify
Publish
Statistics Araheis Inforration: Fixed Modifications: Varable Modifications:
e ———— Peptide Tolerance: 030 Da (N‘bm!sotop!c) Wodification Mass A Wodification Wass A
99.0% Minimm Fragmert Tolerance: 020 Ca (Moroisotopic) 6. icomet nyt (Todoac.. 57.02 C Ceamidatian 098 N
2 Min # Peptides Digestion Ereyrre: Tryrsin Ceamidation 058 o]
0.0% Prophet FOR ot
e Searched Databmse:  the NOElnr 20050028 dats Ddation 1599 M
95.0% Minimum Crigiral Search Date:  Mescot=10/12/2006
1.26% Prophel FOR Scaffold Version:  Scaffold 3 0-pre63

ZOTFICHELNTWSEGZDODRTIN, BEADOERIDIRFiles Currently Loaded ]H\3R7E BioSample
[CEXYAAFEHD MS Sample Z3FxkUTWE T, —AZLAINDZEIFiles in Loading Queuelld. :&00I&
INTUVRLWAEBIMEND LS ICERETN TS MS Sample £3RUTUVWET,, Z{AIICIEE NS DIRRET.
BAHRDRY U Load and Analyze Queue | %9 &, T—YDERVUIAAERIALET,

EREELDRICEFENSD MS Sample ©. ')V I —>Remove &I ETHRUBRKENTEFLT,
FHCEMIDIFiles Currently Loaded DT —Y ZERYUR< & RIEBFENBEIMICERITINEKT,
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5-4. Information pane

Load Data View D FERIC&H HF M\ Information panel TY,
ZH5S|EICT Analysis Information | [Fixed Modifications][Variable Modifications|() sub

pane MSEEINTLET,

RRFR & Effi (fixed) {&#fi (variable)
I Arahsis Information: I Fixed Modificatiors: I YWariable Modifications:

Peptice Tolerance: 030 Da (Moroisotopic) Wod fication Mass A4 Modification Mass A
Fragrert Tolerance: 020 Da (Mbroisotopic) Cartamidarmethy (lodoac... 57.02 C Dearmidation 028 N
Digestion Erevime: Trypsin Ceamidation 085 Q
Searched Databass:  the MCEInr 20060028 datak Oidation 1558 M
Original Search Dete:  Masoot=1 0 22006

Scaffold Version: Soaffold_3 C-preg3

Analysis Information Tl #&R%RICEAT IRBNKRRTINTNET,
Fixed Modifications ifi{}'|C Variable Modifications Tld. HRZREFICISE UI=ISERICEE I DIHHRN

EINTLET,

B1EFRRIE, BioSample tab D Files Currently Loaded T MS Sample BMEEINTL\DIHA.
=R Sample TOBEBIFTRINEK T AEERENTUVRVISEEIET AN TOD sample [C DV TEZHIER
MNIFEINBH TERRINET (LIZVEBIRBERENIATRALUT —FYZRURATT—IANFEAT
HBDEEZFT ),
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6. Protein View

6-1. =&

Scaffold TIIZIEMEEZRTD View D&Y, BEALMICENSD View ZHYJUEBZBZHDI1YFN

HVET,

6 Z Cl&Proteins |View [CDUWTERBALVZLE T,
BYVINOBICEET DFHFMRER. IR XTI VNIBLERICHUTTZ A INZRERTFRODH
RRTHY . YYFURARTFRD MS/MS YAZRINVEDYYF T IRRERRLIZY EW ST
EI(L. lProteins|View T{TULVET,

Proteins View (&, FIZ3DD/IN\—Y T INTULET,
Z E(DIProteins Pane | CIXRAEY /NI BICET 2R~ RIBEHRZEFRRILTVET,
B LMDIPeptides Panel Tl& REY V/INIBICTHAEINTVWBIRTFRICET DA RIFHRZETR
RUT. Proteins Pane M:ERIEH & ZEEILTUVET,
BE FERD [ Spectrum Pane | Tl&. Proteins/Peptides pane TEIRUTLDIHAICEAET S

&g

/757 MFRRINEKT , LUER pane [CDVWTKIUFUSERALTWVET,

& Scaffold Q+S - Proteins - tutorial 2~ -8
File Edit View Experiment Export Quant Window Help
DESEHEHS B ‘ ST | | 1] %| PO ‘ OF |protein Threshold:| 93.0% || Min #Peptides:| 2 v | Peptide Threshoid: 95% v| @
Al Proteins | [All Bological samples | ~||vald ... Sequence Prob  Mascotlons... MascotIdentity... MascotDeltalonSc... X!Ta... NTT Mo
¥ 10 (R)FKDLGEEHFK(G) 0% 39.6 2 15.1 496 2 ~
Sequence Coverage Protein Accession  Category Bio Sample  MS/MS Sampie F [V 10 (KGLYLIAFSQYLQOCPFDERKL) 30% 672 2 Cat
Load Data T T T11] Serumabu... AA 31 ~ ¥ 1.0 (K)GLYLIAFSQYLQQCPFDEHYKIL) 0% 55.3 0.6 51.3 8.35 2 Cart
| | ) ab BU_BOVT [V 1.0 (K)GLYLIAFSQVLQQCPFDEHYKIL) 00% 39.5 9.9 381 629 2 Cat
i T Serum abu... ALBU_BOVIN BB 3 V| 1.0 (K)GLYLIAFSQYLQQCPFDEHYKLL) 0% 3.15 3 Cart
T 1 Serum abu... ALBU_BOVIN BB ot V| 1.0 (K)GLYLIAFSQYLQQCPFDEHYKLL) 0% 157 310 8.5 164 3 Cart
10 Serum abu... ALBU_BOVIN CC = [V 1.0 (K)LYNELTEFAKT) 0% 37.1 41 32.3 2.42 B
Serum abu... ALBU_RABIT AA | 1.0 (WWMELTEFAK(T) 252 i
Serum abu... ALBU_RABIT AA . | 1.0 (KNTCYADESHAGCER(S) . 6.25 Z  Cart
Serumabu... ALBU_RABIT BB PI'OtelnS Pane VL0 (OTCYADESHAGCEK(S) Peptldes Pane 2 cat
Serum abu... ALBU_RABIT BB | 1.0 (K)SLHTLFGDELCKIY) 5.13 Z  Cart
Serum abu... ALBU_RABIT CC [¥] 1.0 (K)SLATLFGDELCK(Y) 0% X Ein] 6.50 Z  Cart
T 1 Seumabu.. ALBUPIG  AA = | 1.0 (K)SLHTLFGDELCK(Y) 0% 315 319 17.6 5.40 Z  Cart
T 1 Serumabu... ALBUPIG AA 2 [¥] 1.0 {K)SLHTLFGDELCK{Y) 00% 30.1 3.7 243 282 2 Cart
] Serumabu... ALBURAT _ AA =3 [¥] 1.0 (RIETYGDMADCCEK(Q) 00% 524 a7 8.0 517 2 Cat
] Sermabu... ALBURAT _ CC [ [¥] 1.0 (RETYGDMADCCEK(Q) 00% 3.7 aL7 2.1 405 2 Cat
NFO0D5026. OTRF_CONTR AA cl ¥ 10 {K)JEPERNE CFLSHKDDSPDLPKIL) 00% 232 2 Amn
NFO0D5026. OTRF_CONTR AA c2 ¥ L0 (K)QEPERNECFLSHKDDSPDLPK(L) 00% L42 2 Cart
NFO005026... OTRF_CONTR BB (=] [¥] 1.0 (RINECFLSHKDDSPOLPKIL) 00% 8.1 26 0.4 6.30 2 Cat
NFO005036... OTRF_CONTR B8 4 [¥] 1.0 (K)LKPDPMTLCDEFK(A) 00% 2.9 434 9.3 620 2 Cat
T NFODD5025... OTRF_CONTR CC 5 1.0 v vOrONT FrEREAREL e nne. »a @R [EE] asa > cat Y
Betadactogl... LACE BOVIN AA cl hal| A3 4
m Protein Sequence | Simiar Proteins | Spectrum | SpectrumModel Error | Fragmentation Table ~
! m ALBU_BOVIN (100%), 69,284.2 Da
Quantify Serum albumin precursor (Allergen Bos d 6)
35 unique pep , unique spectra, 82 total spectra, 426/607 amino acids (70% coverage)
MKWVTFISLL LLFSSAYSRG VFRRDTHKSE | AHRFKDLGE EHFKBILVLIA FsaYLQQCPF DEHVKLVNEL
€ TEFAKMlCVAD ESHAGCEKSL HTLFGDELCK VASLRETYGD MADCCEKIGEP ERNECFLSHK DDSPDLPKLK
pubfigh PDPNTLCDEF KADEKKFWGK YLYEIARRHP YFYAPELLYY AN LLPKIETMRE
KYLASSARQR LRCAS|IQKFG ERALKAWSWYA RLSQKFPKAE FV GDLLECADDR
ADLAKYICDN QDTISSKLKE CCDKPLLEKS HCIAEVEKDA IP SpectrumPane NYQEAKDAFL
GSFLYEYSRR HPEYAVSVLL RLAKEYEATL EECGCAKDDPH AGC 1k@NcbaFEk
LGEYGFQNAL IVRYTRKVPQ VSTPTLVEVS RSLGKWGTRC CTRKFESERMP CTEDYLSLIL NRLCVLHEKT
PYVSEKWVTKIEIcC TESLVNRRPC FSALTPDETY VPKAFDEKLF TFHADICTLP DTEKQIKKQT ALVELLKHKP
KATEEQLKTV MENFVAFVDK [BICAADDKEAC FAVEGPKLVY STQTALA

1 Proteins at
199.0% Minimum
2 Min # Peptides
0.0% Decoy FOR
1359 Spectra at
195.0% Minimum
0.00% Decoy FOR
R
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6-2. Proteins pane : Y V/\VBICET SIFHRERT

Proteins View D7 L. Proteins pane Tl BEYV/N\IBICEAT DIERMPRRINE T, EHE_LHR
[CEB2DDTINIIIAZ1—MHUET,
EIZFVINOBE—E, AlE BioSample/MS Sample —& 9 (TH).

BRI BE—E BioSample / MS Sample —%&
IIKeratin, type [ oytoskeletal 10 (Cvtokeratir— O} (CKA 0) (Keratir 0).. All Biological Samples
Sequence Coverage Protein Accession  Categry  Bio Samp.. MS/MS.. Prob %Spec #Pep  #Uni. #8pec %Cov  mw.
I | 100%
Keratin, ty.. g[547749 It Int—2 100%  35% 10 10 16 16% 60 kDa
Keratin, ty.. gb47748  Un U 100% 28% £ f a B6% 60 kDa
Keratin, ty.. gb47748  Un U2 100% 053% 1 1 1 1.7% 60 kDa

BND—EN BioSample i MS Sample MEBIRUTVDBRRE—RICKVFET, IARTHDIERICDL

CEIR-F/I BN @RIDT VNV A, {EFID BioSample/MS Sample [CX U TRREITONZEEIRT
DENTEFY,

BNy E—E BioSample / MS Sample —&

Keratin, type | oytosteletal 10 (Cytokeratin 0} (GK-10) (Keratir10). ~ All Binlngical Samples
Keratin, type I cytoskeletal 10 (Cytokaratin=10) (CK1 0) (Keratir1 O) (S All Biologcal Sarmples
Keratin, type I cvtashkeletal 1 (Cytokeratirt ] (CK-1) (Keratine ) (K1) ( ~
IChain E, LeectrDerived Tryptass InhibitorTRYPSIN COMPLEX, g|995¢
Keratin, type I cytoskeletal 2 epidermal (Cyvtokeratin2e) (K2e) (CK 2e
Keratin, type 1 oytoskeletal 9 (CytokeratinrD) (CK-9) (Kerating) (K8), ¢
Rechame: FUllFACtir2, muscle—specific.

PREDICTED: similar to protein tyrosine phosphatase, receptor tyoe, O
Chain A, Crystal Structure OF Hurman Seminal Lactoferrin At 3.4 A 4

T IUDTICIXEES VINVEICET RERHRNTELTEREHONTUVET,
KOZEBICDWTIFENEFNLLTOEY T,

*Sequence Coverage
YONTBEDERICHUT WY FURTFROEBEME—EU THEATE SRR CI . BAEMNT /N
JBERE BBOEEHVYFURRTFROEMZ. SOBENMESERMIZRULTVWERT I /T
BT BioSample / MS Sample TEDLIICVYFULTLWDINZELEERT DERICFIAALET,
‘Protein
A INDBED description (28 DHERESREAS)
*Accession
2 INDBED Accession number
‘Category
BLTL\% Category #
‘BioSample

BLTUL\% BioSample
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*MS/MS Sample
T—%M MS sample &

‘m.w.

YONOBDEE
*Prob.

protein probability D&, prefiltered mode THAAEHZRIFFRRINEE A,
*%Spec.

Sample View O Display option |3 %, [Percentage of all Spectra]
-#Pep.

Sample View O Display option |3 3. [Exclusive unique peptide count]
‘#Unique

Sample View O Display option |3 %. [Exclusive unique spectrum count|
‘#Spec

FIONDBDTIN—T(DTRFIT)BREZLTL\SDIHE. Display option MDITotal spectrum

Count|ZFRUFXT, JIL—TMEHREZL TLRVIFSR. Display option DI Exclusive Spectrum
Count|ZRUX T IDEBRAICHA—VIZENDE DL ESONRIIINTVDIN HEERITDIENTER
ER
*%Cov.

Sequence Coverage (D%)

6-3. Peptide pane : X FRICEHT BIEHRETRT

Protein View D75_L. Peptides pane Tld. ZZ_ L TEIRE NI protein [CPHA I EINZARINVT—
FICEAT BEHMPIRTINTVET(TE),

Mo || s @ o b Poien Thestod s M # Paptides 2 Peptids T| i =

e L
: e o ‘

P DM
¥ (RKEMIGTIRE]

eI

Statistics
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ROBIRBIFLUTOBITT,

Yalid Assigred  Seguence Probh  Masc.. Masc.. hMasc.. MNIT  Modifications )4
v [RIALEESKYELEGKT) 2 3
o v (R4 EESMNYELEGKI) 100% G52 468 00 2 f
ol v (RhWLDELTLT KA 100% 8 G372 473 0.0 2 5
v v (R ECYBECOLAESMNRK) 100% G675 46 5 00 2 g
o v (RECYECQLAEDMRIK) 100% 575 46 5 oo 2 fi
v v (REQYEQLAECDMRKID) 96% 420 467 00 2 7
o v (KIDAEAWFREKIS) 97% 437 465 00 2 5
v v (RILEMEIQTYRIS) o7 | 431 470 00 2 5
+Valid

FIVIMAD TS T—FIS protein probability DETEICHERAINE T BRWUAAEFDT T4V TIE
peptide probability D threshold Z#7= I I N TDT—FICTFTVINADTULET,
‘Weight/Assigned

BT ) — TN ERATN TVWIGRIIZERTFRRIZ—IFZE/RDOF v o HERTFRIZE
TRDTFTRRIINEKT,, Clustering FBUYV/INIBDTIV—FHE)MNBERAIN TVWSRFCIEEZET—
D weight DEYEZRUE T, I=—0RR5 1,V 75 VI7IRRITIHU TEIENNE<RYFT,

‘Sequence

RIFREFNZERUXTBIEERAD ) CENDNEED EIRTFRERSDVIERD 7 I /BEERULE
ER
*Prob.

peptide probability. Prefiltered mode CTHIWAFENZIZRIEFFRRINETE A,
*Search engine scores
BRIV EICRTIABTNERYET,
- SEQUEST : Xcorr & DeltaCn
- Mascot : Ion score, Identity score. Delta Ion Score
- X! Tandem : Expect {E(log)
*‘NTT
missed cleavage 33\ \[& Number of Tryptic Termini (AUBKR CINRRL VI VRE THENE
FYUEXT)o
*Modifications

IEERTEER
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Dheerved  Actual M. Char.. Delta.. Delta.. Rete. Intersity TIC Start Stop # Ot Other Pr.. Spectrum I0)

631 .30 1,368055 Sum of 3 sca

0043 - 3061 166 177 Sum of 3 sca

ga1.31 1,380,450 2

516.530 1,06058 2 —otaz o 4651 258 2665 o Sum of 3 sca
§53.51 1,354 51 2 0025 -8 3240 323 333 0 Sum of 3 sca
§583.30 1,3564.58 2 0048 53 16660 323 333 0 Surn of 3 sca
74732 1,48262 2 -0 =73 13510 323 334 0 Sum of 5 sca
oEb.23 110844 2 e T 1618 335 343 0 aum of 3 st
553.50 1,16458 2 ooogd JE 1215 442 450 0 Scan 4796 (r

*Observed
ARIGPIT—=IRIDRTFRD m/z
*Actual Mass
RIFEDEE
*Charge
RIFROER
‘Delta Da
RIFREEDZED Da, EhfE - EiwiE
‘Delta ppm
RTIFREEDZED Da, (RAUE - EiRiE) / (RAHE)
‘Retention Time
LC DRFEFHRE (#)o T—FICE > TFRRINARL
‘Intensity
RTFRD Precursor ARV NV TD intensity (HHE)o T — P ICK D TIFRRINRL,
*TIC
MS/MS &E'—JO intensity Dl

-Start
RTIFREEERD, Y VNIBLERICHITDUE FHEEFES).
*Stop

RIFRKRIGED I VNIBERICHITBAE FHEES).
# Other Proteins

DITPRTFRDBE. VIT7INTVDIVINIEDE,
*Other Proteins

JITINTWDYVINIED Accession,
*Spectrum ID

ZRIBILDEFR.
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6-4. Spectrum pane :YV/\VB/ARINV BEHER

Spectrum pane (X YZ=17JUTCIE Protein Sequence pane) Tld. proteins pane *° peptides
pane CERUTVWBIVNIBEVOIRIMVICEAET SRERTEESCENTEXRTLUTFEDO0D5T
Mo INTVET,

- Protein Sequence tab

- Similar Proteins tab

- Spectrum tab

- Spectrum/Model Error tab

- Fragmentation Table tab

L. &9 JOEmICDVWTERRLTWLET,

6-4-1. Protein Sequence tab

Protein Sequence | Similar Proteins | Spectrum | Spectrum/Model Error | Fragmentation Table

HBA_MOUSE (100%), 15,085.4 Da
Hemoglobin subunit alpha 0S=Mus musculus GN=Hba PE=1 SV=2
7 exclusive unique peptides, 14 exclusive unique spectra, 159 total spectra, 125/142 amino acids (88% coverage)

I KAA
AGHL
ASVS

=2
===
—“o=s
<o
rrx
—“ o=
[N~ N
=P
“~rT
T
=P
rm

LSGEDKS
VADALAS
HASLDKF

rez

Protein Sequence tab Tl BIRULTWBIUNIVBEDERICHUT. PHAIINIERTFRN
ECITHBT DN ERLTVET REVED IR TF R YF U TV SHE. HOT7I/BEIEHE
ZFTVBEERUET, KBELINDLERICIEIVINOED Accession ¥ Description, B&., 712
SINRTFR)ARIEIV . coverage (%) REBLRRINET,

XY THTHEY )Y I ZEIRTHET B E L TRELVZVEERRZY Y TIR—RICOE—-ULRY
EECESIGET P

PREICHREET]
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Similar Proteins tab TlX.BIRUTWB I VNIBERBKRDAR T FRIVFZEZLTCVWDRIVINIE
(FIV=D)ITDOVWT, ZDNHEUBEZHERITDIENTTFTI (TR . IV —TARDIVINIBINTIC
DULT.ZE LD Proteins pane EEARHNICAUBEBRIERRINET JIV—THADIVNIBICHT,

RIFROBHRYEEHEERATZENTEET,

Protein Sequence  Similar Proteins Spectrum Spectrumdhiodel Error Fragrrertation Table

Sequence Coverage Protein Accession Prob  %Spec #Pep  #ni.. #Spec %Cov
| | Chain A, Cryetal Structure Of The First... g[1842351 100% 27% 5 s} 13 i)

1 [ ] Chain B, Porcine E-Trasin (EC34214) g 2 100% 27% 5 5] 13 1%

[Chain E, LeechDerived Tryptase Inhibi 702 27% B G 13 2%

| Chain A Trpsin (EC3.4.21 4) Corplexe... 484360 100%  27% 5 & 13 26%

] Chain A Complex Of The Second Kunit... g|2914482 100% 27% 5 5] 13 25%

[ | [ | ] Trypesin precursor g[136428 100% 27% 5 [i] 13 5%

Spectrum tab TI&. BEALD Peptides pane TEIRBDIARINILT—FICDNT ARI MV

R—RATIEREEDV YTV IRREHR T 2ENTEFRT (TR,

Protein Sequence | Similar Proteins| Spectrum | Spectrum/Model Error | Fragmentation Table
o
100% 626.35 miz, 2+, 1,248.68 Da, (Parent Erfor. 56 ppm)
F D L E E H + F + K
E E G—t D F
K % a

T5%
2 Copy WMF/EMF Ly
3 |
€ Copy Publication Sized JPEG
£ Save JPEG Image... y7
s 50% .
o ave As...
® 339.17 Print.. y6 b8
©
& Copy Peaklist

259% 367.57 Zoom Out e

v b3 Use Peakfinder b7
T2 | ‘ y3 J b4 Display Unknown Markers ‘ yo
o% e ol ol Ll |[¥] oisplay Parentions T T N T ‘ Loy JH
o v 3 T T
v | usepPM M
0 200 400 [ eelTliMasses 800 1000 1200
BLAST Peptide Sequence

ARGNIWDTSTEAVISOT 1 TITEIE/RR TEXRT RSV I ROV T TRERBZILKR
Ul ERRICO DTV I T BB TIRORRNICRULIZVT BN TERT . ey TATHIUYY
ZERTBET BREVTREFLZVE—IURNMERE D )Yy TR—RICOE—U7zY, Bc5lZE BLAST

BRRUEYTDIHFETTET,

PREICHREET]
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Spectrum/Model Error tab Tl&. LD Peptides pane T:EIRULTVBARIMILT—FIZDUT,
HEREERABEE DREZHER T OENTTET (TR . HEENRE MEIE TSI AVEDEE(Da) T
EP

Protein Sequence | Similar Proteins | Spectrum | Spectrum/Model Error | Fragmentation Table
050 62535 miz, 2+, 1,248 §80a, (Parent Error. 65 ppm)
D s L s s E s E s H s E I !
t 3 + D + L + + E + E + H + f ¥
. 4 H 4 E H E H 4 L 4 D 4 ! E
K t F + t t t t t t

S 0251
5 Copy WMF/EMF
b ¥2 b3 b7 Copy Publication Sized JPEG
o
L | ‘ y|3 y|6 Save JPEG Image...
Y 000 T T r T Save As.. r
@ 200 400 600 y% 800 Print.. 1200
=
o Copy Peaklist
= b6
© b2 b4 v4 Zoom Out
0O 0.257

¥ | Use Peakfinder

| Display Unknown Markers

+ | Display Parent lons

<050 | Use PPM Masses
BLAST Peptide Sequence
miz

XY TATHIVYVIZEERT DET BREUVTRFLEVE-DURNMERE Y TiRk—R(COE
—U7zY. BL%)%Z BLAST iRZRUZY T BFETTET,

Fragment table tab Tld&.H_L®D Peptides pane TiEIRULTVWDARIMLT—FIZDWT, EimlE
R—ACERBEEDVYVF U ITRREER T DENTETFT (TR) . BRESNTVDEZANVYF UL
B Cd . [+2HIIE 2 ffli. -NH3IT-H201FBR 7=/ /BiKERUE T £ TR THI )Y ZRIR
TRET.BREVREFELREYT—9ZD) Yy TR—RICOE—-URY.CSV T7IILICHATEIEN
TEFET,

Protein Sequence Similar Proteins Spectrum Spectrumshiodel Error Fragmentation Table

B Blons B+2H B-NH3  BH2O AA Yions  YHEZH Y=NH3 O Y=H2O Y

1 1141 57.5 22842 11426 22671 22662 Z20
2 2212 1141 21711 1.086.0 21541 21531 19
3 3282 164.6 310.2 2,058.0 1,029.5 20410 20400 18
4 4653 23341 447.3 1.956.9 979.0 19399 19389 17
5 5623 281.7 544.3 1.819.9 910.4 1.802.9 18019 1§
G 6764 338.7 659.4 658.4 17228 8619 17058 17048 1%
7 8234 412.2 806.4 805.4 1.608.8  804.9 1.591.8 15908 14
5 0385 469.7 921.4 920.5 1 14617 7314 14447 14437 13
9 | 8955 498.3 978.5 977.5 1.346.,7 6739 1.329.7 13287 12

10 1.109.5 555.3 1.092.5 1.091.5
11 12106 6058 1193.6 11926
12 1.323.7 6623 1.306.6  1,305.7
13 14387 7199 14217  1420.7
14 15527 7769 1.535.7 1.534.7
15 1.667.8 8344 1.650.7 1.649.8
16 1,780.9 890.9 1.763.8 1,762.8
17 1.911.9 956.4 1.894.9 1.893.9
18 20250 1.013.0 2.007.9 2.007.0
19 21381 1.069.5 2121.0 21200
20 22842 11426 22671 2.266.2

1.289.7 [ 6453 12727 12717 11
1.175.6 588.3 11586 11576 10
1.074.6 537.8 10576 1.056.6
961.5 481.3 944.5 943.5
846.5 423.7 829.4 828.5
7324 366.7 7154 7144
617.4 309.2 600.4
504.3 252.7 487.3
3733 1871 356.3
260.2 130.6 243.2
1471 741 1301

FHI_EHUZUF—!ZGJE'HZ'UI—!'—H—'

= P2 DD | OA| O |-l OO 2D
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7. Grouping,Clustering & Similarity View

Scaffold CTIIEEEREZRFD View MY BELZAICENSD View ZHIUERDZHDIYFH
HYUFET, 7 ETIEISimilarity | View ICDUVVTERAL TWLWE T, 7z Similarity CEENHDIHREE LT,
Scaffold [T Group 1t. Clustering 1t SBEDIL—IVICDVWTHEHE TEHIALTLET,

7-1. Scaffold THOFELUY 2V INIBDIKLN

BEDHT —IR—ADTOATAZIVRADBMT TIERARI VT —9ZTICR T FRESIZRELVED,
ZFUTEDRTFRBREDYVNIBICEFENSEIIERAUNE VWS BEHRETICAEY VINIBZE RN
VITUET . RRWMEDT —IN—XHIL RAERTFREIIT I DI VNIBENERFET 5E(I58%
[CEWET,

EVRUERTFROEHFENDENL<LEU. mascot Tlsame-set | EMFATLWDIHAENDEE.
Scaffold Tldlprotein group]&MA TLET, Samples 'JARDHT Accession DFRTDEAIZ()
NHYUZDHRICHEF, ERRINTVDREDNRINISZELET (TR).

Cytochrome b-c1 complex subunit 8 05=Mus musculus GN=U... GERE_TI 10 kDa LK3 transgenic mice #
405 ribosomal protein 529 05=Bos taurus GN=RPS29 PE=3 SV...H 7kDa Bos Tauurus =]
Hornerin 0S=Homo sapiens GN=HRNR PE=1 SV=2 282 kDa Homo sapiens ] .

same-set &Y T EVRUERTFRICAV I FILDRTFRNGL MBICEIVELSDRTFRNYF
ULTWBYUNIEBENEFET DT —RX%E MASCOT Tldlsub-set|& A TLET, Scaffold Tl&
sub-set DT —% (& Samples View DREIETV/INIBZAMIIINTG b d 5K DIC Similarity View
DI No groupl[C—#E</ZICEINTULHRVEXT,

—AVITIRIRTFREFELGNS MDY VNIBICET7HA I EINTVWRWIZ—IRRTFR%E
ED9VINVBEHYET MASCOT TIEINSIVINIEIFXT AN TIFamily Protein | & U TEEHDS
NFETIVRAHFRFDT I —FE7 IV TV X LDFRICE LW FIH, Scaffold TIFIZ—IXRTFRDH
BOGTIITPRIFROENSULEICEDNT, VTR I—(Cluster)ELTHREHONDT—RE AR
DHDIVINGBICII PRI FRIFRETDEERTICEERDT—IANHVET,

LIBF 7 ETIE, 7 )b—FEXP Clustering DFEICDVWTEHRBALTWLET,

7-2. RNABDEFH : summary EHH

Scaffold 4 LI CldIShare peptide Groupingl& WD T IL—E-0S5 59— D7V X L% EH
BN TEEXT,Scaffold 3 LETTIHRON TV ZRBIC DL TIEILegacy Protein Grouping|&MA
TWET,

[Share peptide Groupingl DAEIE. KD AETKHON T [BVRIEERTHIRTFRN
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FIZ—DICHFERETDIEVOFRHBERICCIEDDSERETIVINVBUZARNGIRITELETUES LD
YNOBEHEITDEZE—DENELE7IVTUXLTY,

T —E) :AHBFICTProtein Grouping|& U\ D7 7’232 Tl Use protein cluster analysis]& ULV D R
RZEBHINCETZOT7IVI) XLDERARETY (FR),

Load and Analyze Data

Sevan <P Dbt
WEr Ot _tor ol mouta _JO LI L LI FASTA Databane () -

Ui ron-ciefault formard decoy rato
A ture D tathan

X! Tandems

Analty pe wih X" Tande=

Seorrg Syrtee=
@ Use LFDR scorimg (alll metrusenss)
Ut legacy PeptdeProphet sconng (high mads acouracy)

Ui gty PeDSdeRy opit aooring (standand)

Protein Grouping: /

@ Use protein duster analysis

() Use standard experiment wide protein grouping

() Use legacy independent sample protein grouping

ol Arriplatiord
@ Dot avdtate Do downicad reguired)
Fatch GO adtatong rimdtily (UnPvot, IPT, NCBE: ~20 ming arvir'y )

(Confaure GO Sourdi)

4 Previous H Load Data H Done

(o]

BOBIREEBATIEATE . F—9ERYA | & Edit Bperiment —

/UE?&(:QE?%:tb\\T:E 353—0 Experiment Description:
XZ1—@ Experiment -> Edit Experiment [C Protein Grouning:

TENZIAPOIICT SUARI YLD ER || Cotscprotandoster nss
Sard - id ; )
ﬂi(:?ruse protein cluster analysis]O)IEEE _1 Use standard experiment wide protein grouping

BO. [Apply /N V&I ECEEARETT (A

. M=

L COTN—THEGICISREY—D FITIVXLDOHADZH ARZESTSICLLT3DND/N—k
[CDIFTEHALE T,

() Use legacy independent sample protein grouping

4
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+7-2-1. Protein Grouping (same-set)
+7-2-2. Protein Paring (sub-set)
+7-2-3. Protein Clustering (Family protein)

7-2-1. Protein Grouping (same-set)
EYRUERTFROBHFENDENE<HEU. mascot Tlsame-set ] é:U?/uT“L\é‘ﬁH%*A*)’G’E

Scaffold Cldlprotein group|EMATWET BHRDK DI, group [CEBDYVINIBZETIHS.
Samples view [ZT Accession DEAIC() & +HF, EFRRINFT (TR,

 Bio View:

793 Proteins in 2524 Clusters

th 12 Decoys and 6 Filtered Out
NADH dehydrogenase [ublqmmne] 1 alpha subcomplex su.. NDUAB MOLBE
Calmodulin1 0S=Mus musculus OX=10090 GN-Calm1 PH.
Adermyvlyvl cvclase—associated protein 1 05=Mus musculus™

Elongation factor Tu, mitochondrial OS5=Mus musculus OX__. EFI'U MOL.BE CAP1_MOUSE [ g
Cihiister of Calchim calmodulindenendent nmtein kinacs KC2B MO ISE [4 (=

Accassion
Alterrate 1

Molecular

B Starred?
. Pratein Ging

P e 3 N el hERST1
B2 © ~|o|enM300650

Accession Number DECAEV)WITDE, group [CEENDIVINIBNRRRIN, TOHH DR
IRIDETURMMIRRIND Accession ZEFE FDHENTETHRI (TAMK), F/z Samples View TER
DI Protein Information pane | CETIN—FICBIT DY VINVBZHEIRITDENTETEFI (TER)

J [l CLEURNOLTICTE L T THMTOTSSOE O TRS TIMORS Lo T ooy L
| 321 v MADP—dependent malic erzvime O5=Mus musculus OX=10_. I
= IH 322 | Cluster of Uncorventional myosin—Id O5=ldus musculus O___ L]
l D.I‘IJ'!.LII'I.I'H MDLEE Pt 323 v Cluster of Lamina—associated polypeptide 2, isoforms alp... L4
— —1 o 324 |v|  Splicing factor 3A subunit 1 OS5=Mus musculus OX=10080__5
ALK _r'|_|'1|._.||._.t:|E 208, A—trimathdaminohutaaldalda dakbdramnacs OS=hioe m A
Protein Information: Gere Ontolo
DALW—MDLEE Lookup Idertifier In | NCEL (e.ﬁih 351807 ALBL BOWIN PORTER)
D"&"Lm MDI"’EE CALM _MOUSE CALM2 MOLSE CALMI_MOUSE I
0% Minimum
lin # Peptides
% Decoy FDR
7403 Spectra at
0% Minimum
4% Decoy FOR £ >
L] L]

ITWN—TICBIDIVINVBEE. EDIVNIEICRB T DR TFRICDODVWTEE T ARTFRIFUT
D 2 BEICKAT2ENTEET,

- DITPRIFR L EBIVNDEICTHAUINBIRTFR

- AZ—UORBRTFR . B—OIINIBICTHTAIINTVBIRTFR

VIPRTIFRIOVWTRKYVNVBICEL O TRALERDFHEIN, EROHBELR LTI EDED LR

MNBERINET . BENLERBERIEY VN OBEDFENENSULWVFIER BB L IREFHERICRO>TVT,
FICAZ—DBRTFRZEEO>TEHRELE T,
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FVINDB A ITHITD RTFR p DEDLEER Weight W (p,A) [ ATFORAINSEHEUET,

PE  (A)
W(p,A) _ excl
Z PEexcf(B)

All(B2p)

2 F(numerator) Cd D PEexa(A) EIFAICTFPHAIEINTVWEDIIARTDIZ—IRTFRXDEEHER
Px ZEULEDERZEDTT (FR).

PEexc/(A) - Z PX
XcA

B (denominator) NEIK T 5 & CAIFREIL T I o PEexa(A) EFRIZ—I R TF R D probability I
ZNRTFRpBPHAIENTVWDIIRTDIVINIBTESICELEDE. TOHFTEDE  LWOE
EAEETOTVET . TRDE MDYV NVEICLERIZ—IRTFROBENEL a0
probability MRV EEERLEREERD L IITRO>TNET,

STEINZEC D EEEIE Similarity View DBEEN CRRINET (TH),

-Myoglobin
Cluster of Myoglobin (MYG_HORSE) Cluste...No Group
x
[VN)
[Ty]
o
(]
T
ot |
[i1] B L
E Peptide Prob | Exclusive To i
1 ADIAGHGQEVLIR 100% 076 0.02
2 ALELFR [33% | 0.01  0.00 0.09 0.09 0.09 — .
3 ETLEKFDKFKNLKSEDEMKGS... [100% NGHISHR 1.00
4  GDFGADAQGAMTE 100% Myoalobin
5 GLSDGEWGQOQVLNVWGK 100% | Myoalobin
& HGTVWILTALGGILK 100% Mvoalobin 1.00

same-set DT —%[E group EUTHREDSFITM ARTFRDT7HA KR sub-set, A2EERBICT
RIICAIE T DI DIFA. group [CIEFREHOHNT Similarity View THDHHEERT DENTEET,
Similarity View DEEAE]. [No GrouplICEESHSNTWVWET CREM),
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Histone H2A type 1-B/E O5=Homo sapiens GN=HIST1H2AE PE=15V=2

(+21)
(+1)

¥ H2AN _BOWIN
fF H2AZ _CAMAL

Exclusive To |

ATIAGGGVIPHIHE
HLOQLAIR.
HLOQLATRMDEELMNE
MNDEELMKLLGK
MNDEELMKLLGR.
VTIAQGGWLPNIQAVLLPK

[, R Y

MASCOT Tl&. AEEEZBZ 2V I PR TFRMNTI D TEFEI UL Family Protein &L THREH
S5NET(FELRM 1)o —A Scaffold D Protein Clustering D7)V XA TIEEFNLY BEEL VG
(FEERH 2) W BY . I PR TFRN—EDEEZBZ TLVRITNIERY FE A,

IS A EDIL—IVIFLLTD@YU T
¥ RYNZaA7 IV EEBRDBHRNDPURRYETDTIEFRIZIL

1. YT PRTFRD probability EOFIH 95% U ETHS

2. YITFRTFRD probability EDFIMN, YT PICIZ—IRTFRD probability EDFIIZFLT
50% KU ETHD,

3. 1,2 DERHEEIT N THEIZTYVINVBRLT T Family KMERIND

2P, Cluster IR ERETT DERFE Tl Samples Filter DEIERAIIIRETINEH Ao Cluster FERRE.
filter BTN, Samples BEICRRINDINE DHNDRFIFV XY, TeBERHI. STEBIE S sH7=5%EA
RTTNET,
https://proteomesoftware.zendesk.com/hc/en-us/articles/115001221723-Protein-Grouping

-and-Clustering-in-Scaffold

Cluster (. Samples EHIZT Row number DHEICTFET7AIUNFRIIN, BINE I Cluster of ~ |
ERTEINTVET (FB) o Accession DEAICIE, Cluster [CBT DY V/INITBEDEE N|DOF TR

INTVET,

T T L= ] NIFIF]T ] L] AT IULATD HTILAD LA LA AP 1 WU AN oA L ——— Unl_ll.lll_ll.lluwl_ L )
285 E Ademyh cyclase—associated protein 1 05=Mus musculus ... CAP1_MOUSE
286 | Elongation factor Tu, mitochondrial O5=Mus musculus OX_.. EFTU_MOUSE
] “ luster of Calcium/calmodulindependent protein kinase ...
288 ||  Transport and Golgi organization protein 1 homolog O5=_.. TGO _MOUSE
283 |v|  Cluster of Creatine kinase B-type OG5=Mus musculus OX=_ KCRB MOUSE
30 |v|  Aldo—keto reductase family 1 member Al O05=Mus muscul .. AKI A1 _MOUSE
am v Dymamim1 —like protein OS=Mus musculus OX=10090 GMN=__. DN L_MOUSE
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https://proteomesoftware.zendesk.com/hc/en-us/articles/115001221723-Protein-Grouping-and-Clustering-in-Scaffold
https://proteomesoftware.zendesk.com/hc/en-us/articles/115001221723-Protein-Grouping-and-Clustering-in-Scaffold

Cluster (D Accession number ND&EZA%E V)W I T B E, Cluster TR DRKRYVINIED
Accession [CEAUCEBIRT 22BN TEET,

TERYIED)YOTDEFDTICERU. Cluster ICBIT 39 V/N\N0BN—ETRRINEIT(F
=),

Adenmydyl cyclase—associated protein 1 05=Mus musculus .. CAP1 _hI'IDLBE

]
E Cluster of Calcium/calmodulinrdependent protein kinase . KCC2B_MOUSE [2]
o Calcium/calmodulindependent protein kinase type II ... KCC2B MOUSE
‘ ' Calcium/calmodulindependent protein kinase type 11 ... KCC2D MOUSE
2 [+ Transport and Gol@ organization protein 1 homolog _
I+ 205 /|  Cluster of Creatine kinase B—type O5=lus musculus OX=... KCRB_MOUSE
a0 « Aldo—keto reductase family 1 member A1 O5=Mus muscul... AK1 A1 _MOUSE

XZ1—0@ View -> Show Entire Protein Clusters Z3&iRY % &, Samples BEDEIE Filtering &4
ERmESRBRWIINIBNRITL—FIDETRAINET(TR) . CSHSE. Family DFKICIE
Samples O Filtering FAFIFRERBRVCEARDMIET,

-
I=l 297 z Cluster of Calcium/calmodulinrdependent protein kinase ... KCG2B_MOUSE [4]
e 2971 |V Calcium/calmodulimdependent protein kinase type 11 ... KCC2B MOUSE
oo 2872 |V Calcium/calmodulimdependent protein kinase type II ... KCC2G_MOUSE
----- 20973 v Call::lumf"c:alrmdulln—demrdent prutem kmase type II ... KCC2D_MOUSE
Nise :ai: ‘ = 1 () X
293 | Transpur‘t and Gulgl Dr@nlzatlun pmtem 1 humnlug DS—. TGO _WMOUSE
I+ 258 |  Cluster of Greatine kinase B—type OS=Mus musculus OX=... KCRB MOUSE [2]
300 v Aldo—keto reductase family 1 member A1 O5=hMus muscul_.. AKI A1 MOUSE

Samples View R& CHRIRNINDEFIC DU T, Cluster TIHME~Z DYV INIBEIFRENERVET,
FIZIETEZCE<SEIV L AB,C NYVINOB, ADOFRDNE VWVEADRRINARI MV ZEFRU,
FVINDB B & CNITRY—ZEEHRLTLVDEULFET B D Total Spectra |l 4.CH4 TINBE C
NUSRI—TIFFD 8 TIFRK 6 THAZEITFEUTKET V. VIPINTVBIRTFRIEFEHT
12EHATIRENFET,

B

SEQ1, +2 I
| SEQ1, +3 I

ProteinA 3 2 3

SEQ3, +2

ProteinB 4 2 4 2

ProteinC 4 2 3 1

SEQ7, +3

D
o
($)]
S

Cluster
of B&C

SEQ7, +3
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7-3. Legacy Protein grouping

C_CCl& Scaffold 3 HlaICHIAINTWE JIL—FHEDIV—IL(ER/IN—I32TE Legacy Protein
grouping EMENTLBDIL—IV)ICDWTERBAL TLE T,
Legacy Protein grouping JL—JUHNBRAIN TV SIHETE. Similarity View DFRRIFIFEAEZEDY
FEAN., BLILDOBIEN Weight Ta< [EIEHER probability ThdRMNERWET (TH).

— | — —= | =m o=m | W W e T 1 . . -

' serum albumin precursor (Allergen Bos d 6)

Group
E £ w5 5|8 2| £ g T |8 8|4
[} =} o =< = T S = o} 3 o =] [=]
fira} UI = n:l = U'|I EI UI u_I II II EI :l:I
4 ] ) z 2|2 |3 | 2|3 |3|2|3|=2|3|=2]|3]|E¢
= Peptide Exclusive To ) E * E * E E E E S = E !
1 AADKDNCFATEGPNLVARSKE... STl 95%
2 AATITK [(36%)
3 AEFVEVTK Serum albu... 100%
4 AIPENLPPLTADFAEDKDVCK  SETmmalbmm 100%
5 CCAADDKEACFAVEGPK Serum albu... 100% 100%
6 CCTESLVMR 100% 100% (100%) {100%} (100%) {100%) (100%)
7 CDNQDTISSK
8 DAFLGSFLYEYSR Serum albu... 100% 100%
9 DAIPENLPPLTADFAEDKDVCK — [SErumialbm 100% 100%
10 DDPHACYSTVFDK Serum albu... 100% 100%
11 DLGEEHFK Serum albu... 100% 100% (100%)
12 ECCDKPLLEK 100% 100% (100%) (100%) {100%)
13 ECCHGDLLECADDR 100% 100% (100%) (100%) (100%) (100%) (100%) (100%) (100%) (100%) (100%) (100%)
14 ECCHGDLLECADDRADLAK 100% 100% (100%) (100%) (100%) (100%) (100%) (100%) (100%) (100%)
15 ENFVAFVDK Serumalbu.] v/ 29% | 29% [(29%)
16 ETYGDM Serumalbu... /| 26% @ 26% [(26%)
17 ETVERMANCCER ERRIRERY [ Aannes Anns FANNBY

Legacy protein grouping [CHIFTD . RTFRDYVINOBADIREHEFLLTOEY TY,
RENMCVWDSENRTFRBEIFYVNVEDRIEDENSULEDREVWAICRTFRZRETES. &
WOI—ILERDTUVET,

ZITEITYVNOERIC. PHAUEINERTF RO probability DFMZHEEULFET (TH),

) scatfoid Table Export.xis o @R
[a 8 c D E 3 G H ] J K L ™ N o =
« S S S B S I AR
R o . & A N A4 s 4 & & 0 &
& & & ¥ P @ ¥ © ¢ ¥ ¢ ¢ § ¢ |8
1| < < N ) @ ) < ) ) < ) < ) )
2 1 AKWYPEVR FALSE 9% 9% 9% 9% 9% 9% 9% 9%
3| 2 CVVVGDGAVGK FALSE 28% 28% 28% 28% 28% 28%
4 | 3 DDKDTIEK TRUE 73% 73% 73% 73% 73% 73% 3% 73%
5 4 GSPQAIK Chain A, Small G-Protein TRUE 75%
6 5 IISAMQTIKCVVVGDGAVGK TRUE
7 | 6 KLTPITYPQGLAMAK Chain A, Small G-Protein TRUE 95% 95% 95% 95% 95% 95% 95% 95%
8 7 UPITYPQGLAMAK Ras-related C3 botulinum tox TRUE 95% 95%
9 | 8 LTPITYPQGLAMAK Chain A, Small G-Protein TRUE 95% 95% 95% 95% 95% 95% 95% 95%
10 9 LVPITYPQGLAMAK TRUE
11| 10 TVFDEARR TRUE 95% 95% 95% 95% 95% 95% 95% 95% 95%
12| 11 VDSKPVNLGLWDTAGH 92%
13 Sum of probabilities a33%”  263% 263%  358%  358%  285%  285%  285%  263%  263%  260%
14 o
15
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RITIFRBATT —IZERDEER. II7INTVDY VNN TEDHTRE probability DFHKILY

SONVBICREIEET E

[FHRICESNTZEFDRE T SMUETT,

\BUYVINOBMN 2 DUEHBGEIXETDIARTIZBEBIEET, THT

@_] Scaffold Table Export.xls

e
8 C D £ F G H i J i TS M N ) P
o o§° o}a N > o > N © & @"x
s & & 0‘3’ é;? @'9 & & &L v S
s & S’é RS o\ @& N > 29 & 2 & ¥© 5 &
= & F F & L& &FFTE &F P& & &S
1 < s ® © D) D) @ @ @ ) ) @ )
2 AKWYPEVR FALSE 9% 9% 9% 9% 9% 9% 9% 9%
3 CVVVGDGAVGK FALSE 28% 8%  28% 8%  28%  28%
4 DDKDTIEK TRUE n%  B% B% BRI BHRB%
5 GSPQAIK Chain A, Small G-Protein
6 IISAMQTIKCVVVGDGAVGK TRUE
7 KLTPITYPQGLAMAK chaina, smaliG-protein ~~ TRue (BB 9% 5% es% 9% 95% 95%  95%
8 LIPITYPQGLAMAK Ras-related C3 botulinum tox TRUE | 9% 95%
3 LTPITYPQGLAMAK chaina, smallG-Protein ~~ TRuE [ BB  9s%  9s%  es%  9s% s 95%  95%
10 LVPITYPQGLAMAK TRUE
11 TVFDEAIR troe BB 5% 9% 9% 9% 9% 9%  95% 95%
12 VDSKPVNLGLWDTAGQEDYDR TRUE e
13 " a33%  3se%”  3ass%”  28s%  2ss%”  285%”  263%”  263%  263%  263%  260%
14 |

BOWTUHRICESNEERTFRABRWY N OBZE ) ZANDSBEZT(TH),

1

2

'g_]] Scaffold Table Export.xds

B

¥
Q“Q

3 AKWYPEVR

CVVVGDGAVGK

DDKDTIEK

GSPQAIK
IISAMQTIKCVVVGDGAVGK
KLTPITYPQGLAMAK
LIPITYPQGLAMAK
LTPITYPQGLAMAK
LVPITYPQGLAMAK

TVFDEAIR
VDSKPVNLGLWDTAGQEDYDR

C D E F G [ H ]
Group1l Group2 Group 3
) >
o & & 3 %@(’
& & <0 @@ &
& F Yy &
< ¥ e ) D) )
FALSE 9% 9% 9%
FALSE 28% 28% 28%
TRUE 73% 73% 73%
Chain A, Small G-Protein TRUE
TRUE
Chain A, Small G-Protein TRUE
Ras-related C3 botulinum tox TRUE
Chain A, Small G-Protein TRUE
TRUE
e B 5% 9% 9%
TRUE
433% 263% 263%  260%

REICRICESNIZARTFROF T probability M 95%FKmNDED UNVRWNT NI BEE D SRS

I (T,

[#}] scaffold Table Export.xis
[ A] B c D E F G H
1 Groupl Group2
L0 & & N
® 5 £ & F
Ry ¥ S . 3

2 | < < v ) ® &

3 1 AKWYPEVR FALSE 9% 9% 9%
4 2 CVVVGDGAVGK FALSE 28% 28% 28%
5 | 3 DDKDTIEK TRUE 73% 73%
6 4 GSPQAIK Chain A, Small G-Protein TRUE

7 5 IISAMQTIKCVVVGDGAVGK TRUE

8 6 KLTPITYPQGLAMAK Chain A, Small G-Protein TRUE

9 7 UPITYPQGLAMAK Ras-related C3 botulinum tox TRUE

10 8 LTPITYPQGLAMAK Chain A, Small G-Protein TRUE

11 9 LVPITYPQGLAMAK TRUE

12| 10 TVFDEAIR Teue [ o os%
13 11 VDSKPVNLGLWDTAGQEDYDR TRUE

14 "z 263%  263%

BRIZHZFER D72 E M Legacy proteins group CEEH SN B grouplERYET,
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7-4. Samples View & Similarity View &DBEHEICDLNT

$8{l(Group,Cluster)¥ /N VB DFELURRE . Samples View AT Similarity View TZEHHM
EDESICRRINDMIDVWT, D TEHRALE T,

group [same-set] DTV INVEIL, Samples view THRERIV/NIBIDICKEHONTERRIN
&9 (TB) . Accession Number DESIC(+8F) D TRRIN, A—VILEEHE D CEE D
Protein Information pane [C group [CB 9 2MDF VINVBDIBEREHIR T DENTTET,

Display Optiorns: | Total Unigue Peptide Count e Feg Mods: | Mo Filter ~ | Search:
Probability Legend:
over 95%
B80% to 04%
50% to 79% w
3
| 20%to 4% £
0% to 19% = o
o 5 z
B Bio VWiew: B I
= 2793 Proteins in 2524 Clusters bl o
i With 12 Decoys and 6 Filtered Out I =
DENN dl:lmaln—mntalnmg pmtem 4C 08= Mus musculus O DEN40 MOUSE Denndic
orhi Hr 1 =3

FAS—asa:lclated factur1 OS=Mus musculus O)(—1 0080 G FAF1 _MOUSE

Faﬁ
| Histone H2A v os Mus musl::ulus 0)(-1 0090 GNZHQafu Hz.w MOUSE (+1) J

Immr‘tln—ﬁ 058=Mus musculus OX=10090 GN-Ipo8 PE=1 S...IPCB_MOL.BE IpnB
1266 Protein NipSnap homolog 1 05=Mus musculus OX=10090 ... NIPS1 _MOUSE Mipsnapl
1267 MNuclear pore complex protein NupS8—MNup96 O5=Mus mus... NUPS8_MOUSE MNupSa
1268 Ademyosuccinate synthetase isozyme 2 OS=hMus musculu_. PURAZ_MOUSE Adss
1265 Sideroflexin—3 05=Mus musculus OX=10080 GMN=5fxn3 PE... 5SFXM3_MOUSE Sfxn3d

Dl b, Tk, e iy kol =) Lo Tani, £

MASCOT TL\D sub-set DY V/\NDEIL, samples view [C[FELKFTRINEBR A, Similarity View
DI No group lfICEEHTHRRINET (THD) .

Histone H2A type 1-B/E O5=Homo sapiens GM=HIST1H2ZAE PE=1 5V=2

(+21)

+1)
(+30)
(+40)

¥ HzAY_BOVIN
¥ HZAZ_CAMAL
241 CAMAL

Peptide Prob | Exclusive To
ATIAGGGVIPHIHK
HLQLAIR
HLQLAIRNDEELNK
MDEELMKLLGK.
MDEELMKLLGR
VTIAQGGVLPNIQAVLLPK

@ o ro e
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Family protein ICBIDLDR VITPARTFREFEDDIAZ—VBRRTFRZEZFDIHZBET.VI7
RTIFRDENSUTEHDIIEERETN CL\DIHE. Samples View [CIECluster]&ELTERESH SN
THERRINFT(TE),

2585 ] Aﬂén}dlﬂ c;rclase—a;ﬁnclated pmtE|n1 D'S Mus ml...t-SGI..“US GAP1 MDUSE

|  Cluster of Calc:lumf'l::alm:ldulm—demrdent protein kinase ... KGCZEI MDUSE [2]
------ o Calcium/calmodulinrdependent protein kinase type II ... KCC2B_MOUSE
------ e Galc:lumfl::alrmdulm—deperdent protein kinase type II . KGC2D MDUSE
= eSS
289 Z Cluster of Creatlne klnase El—type O5=llus musc:ulus D)(—...KGREI MDLBE
300 o Aldo—keto reductase family 1 member A1 O5=Mus muscul... AK1AT_MOUSE

—h VIPRTIFROEENEEZHBZIGVWEEPY. HWN—=I32D Grouping 7IVIUXL%E
fFo723% A, Samples View [CHEVWTHICYVNIBEZFREHIZRRIFITLEE AN, Similarity View
[CTZENEEESVWEFIVITHIENTETET,

Cluster H88 . VI FPRTFRZE DY VINIEIE Samples View [Z Tl Protein Grouping
Ambiguity IFIDEENRDVNTVET (TH),

Displary Options: | Tatal Unigue Peptide Count w Req Mods: | Mo Filter w | Search g\;
Probability Legend: m—ysast... MSG96Sk....
over 95% ‘é’n
80% to 94% =
= £ &
50% to 79% = < £ 5
w0 e £ izl ¢ £
5 3 |5l ¢ 3
0% to 19% = = 20z g i
) 5 o s 4O 3 g
% B Bio View: m i N (B = @
2| £ 2793 Proteins in 2524 Clusters A 5 = 2N o a3
# |=|& With 12 Decoys and 6 Filtered Out 2 = 21z 4 “
1 Cytoplasmic dynein 1 heavy chain 1 OS=Mus musculus O... DYHC1 MOLBE Dyncl hi 532 kY a3 4| ~
2 ATP—citrate synthase OS=Mus musculus OX=10090 GN=A__ACLY MOUSE  Acly 120 kDY 48 35
|- Cluster of Tubulin beta—5 chain 0S=Mus musculus OX=10._[TBB5 MOUSE [ _ITubb5 50 kD= | || I ERN | M -
4 o Clathrin heawvy chain 1 O5=lius musculus OX=10090 GN=_. CLHI _MOUSE Cltc 1592 kDY 55 43
B J Cluster of Ras—related protein Rab—14 OS=hus musculus... RAB14_WMOUSE... Rabl14 24 kg 68 58
4] v Endoplasmin 05=lus musculus 0OX=10090 GN=Hsp0hl P... ENPL_MOUSE Hspo0hi 52 kD 37 ki
7 o Emluplasmlc retll::ulum l::ha[:erune EllP 05= Mus musculus ... BIP_MOUSE Hspa5 72 kg 42 33
g v Six X ; : il 50

EMNESITINIIVvITRE ZUYV/INUEICEAT D Similarity view [CHYIUENHDYET(FH),

Cluster of Tubulin beta—5 chain CS=Mus musculus TX=1 0080 GRETubks PES SY=1 (TBEES MOUSE)
Cluster of Tubulin beta—5 chain OS=Mus musculus...

[clex

Prob |Exclusive ...
AILVDLEPGTMDEYE  EDDEE

1

2 ALTWPELTQQMFDAK.  [100% 047 040 007 007
3 ALTWPELTQQMFOSK 100% 0.50 0.50

4 ALTWPELTQGNWFDAK 100% Tubulin bet... 1.00

o AVLYDLEPGTMOSYR 100% 085 0415

6 EVDEQMLAIQSK 100% Tubulin bet... 1.00

7 EVDERMLMNWEINK 100% 0.62 013 043 013

g EVDERMLSWQSK 100% Tubulin bet... 1.00

9 FPGRLNADLR 100% 022 002 005 004 031 026 005 005
0 FRPGCLMADLRE a5% 022 002 005 004 03 026 005 005
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Similarity view CHRBZFIVIULRECEDNH DY VINIEIL Samples View TEDEBHHERIC
KDOYVET(TH) . PUEBNDDRIDEDEITHFETT,

Displayy Options: Total Unigue Peptide Count ~ Req hods: | Mo Filter ~ | Search: C\)
Probability Legend: . MS0911._... MSQABESh ..
over 95% ‘éj
B80% to 94% =
£ £ &
50% to 79% . < E £
2 £ o £ 5
| 20%to 49% E D 3 & 3
0% to 19% Z o 2 |z I i
IS s o = &) 1 g
B Bio View: 0 I 3 |= 5 &
= 2793 Proteins in 2524 Clusters - o o g =] =]
£ ith 12 Decoys and 6 Filtered Out 2 =4 £ g ¢ £
Cytoplasmic dyrnein 1 heavy chain 1 05=ldus musculus O.. DYHC1 _MOUSE Dyncl hi 532 kKDa 93 m ~
AT P—citrate synthase OS=Mus musculus OX=10090 GN=A_..ACLY MOUSE  Acly 48 35
| Cluster of Tubulin beta—5 chain 0S=Nus musculus OX=10...[TBB5 MOUSE [._[Tubb5 | 36
Clathrin heavy chain 1 05=Mus musculus OX=10090 GN=... CLH1 _MOUSE Cltc 43
Cluster of Ras—related protein Rab—14 O5=lius musculus... RAB14_MOUSE... Rabl 4 24 kDa A P f [
Endoplasmin OS=Mus musculus OX=10090 GN=Hsp0b! P_. ENPL MOUSE  HspBOl 52 kDa 40 'cN 9rouping ambiguity
Endoplasmic reticulum chaperone BiP OS=Mus musculus ... BIP_MOUSE Hspab T2 kDg HTTESs T €Xpanad
Spectrin alpha chain, nomerythrocytic 1 O5=Mus muscul_.. SPTH _MOUSE Sptani 285 kDa & 50
Iyosin 8 05=Ius musculus OX=10090 GN-ldyhd PE-1 5... MYH3_MOUSE I3 226 kD & 51
Cluster of Actin, cytoplasmic 1 OS=lMus musculus OX=10... ACTB_MOUSE _.. Acth 42 kDa & 19
Cluster of Tubulin alpha—1 A chain OS=Mus musculus OX=_. TBA1A_MOUSE... Tubala 50 kDa & 18 .
MNlhivdner AF HaAad clacls camandba 71 DA sendadien T =i 0n HOD7 hamil e Heenn 3 T4 LM an
>
Protein Information: Gere Ortology: Sarmple Information:

7-5. Similarity View BI&

[Similarity |View Tl HFEIVNIBEIYF I IHNBNELT DRI VINIBICDVWT RTFR
DNERVEEREZFIVITDIENTEFT (TR,

& Scaffold Q+S - Similarity - tutorial_2 - a
File Edit View Experiment Export Quant Window Help
DS Hdamn ‘ L | ‘ i s ‘ i o b |Q_t ‘Pmtﬁ\r\‘mreshn\d: 99.0% v ||Min=Peptides] 2 . ||Peptide Threshold:  95% v| @
Serun albuin grecursor (Allergen Bos d 6) v
Load Data . .
£ = w z w
Protein : g 2483 E|¢
3 g S 2 2 E 3
» = N & BN D
e ¥ El 2 =N Z E -
: . 2 ilalglalils
i| Pulldown list .
samp : ulilaown 11s
3
—oy 4 APENLPPLTADFAEDKDVCK S. .1 . bl
472 5 CCAADDIEACPAVEGPK 1mi anty table
79 6 CCTESLVNR [ 100% | — N 1 ]
= Aol | 7 CONQDTISSK 62% [Serumalbi.l
Proteins 8 DARGsRYER 100%  SEAIDIL
9 DAIPENLPPLTADFAEDKDVCK  [100% [SeTlfmiaibu
10 DDPHACYSTVFDK 100% [Seramalbil
1 11 DLGEEHFK 100% SErumalbin
St ;‘r-"" 12 ECCORPLLEK 100%
Simillri{y 13 ECCHGDLLECADDR 100% - -
14 ECCHGDLLECADDRADLAK  [100% - -
15 ENFVAFVDK | 29%  Serum albu... =
16_FTYGDM i~ = b
Identifications | Spectrum | Spectrum/Model Error | Fragmentation Table
nll
Quantify Sequence Prob  Masc.. Mesc.. Masc.. XiTa.. NIT  Modifications Observed  ActuclMass  Charge Delta... Defta... Refe.. Intensty  TIC Spectrum ID Category ~ BioSample  MS/MS Sa.
& ) 43, 3. I . 2 . I
= (PICCTESLYR(T) 7?08 421 296 2 570,06 1,138.11 2 082 55 241%7 _ ScaffoldiDumbe. .. AA =) control_07L...
(K)CCTESLWNR (R) 100% 251 2 Ammoniadoss (-1...  1,122.71 112170 1 12 1100 2.36%7 _ ScaffoldDNumbe. .. AA 2 control_071...
€ (KCCTESLUNR(R) oT% 35 498 124 2 569.73 1,137.45 2 003 33 2.20%7 _ ScaffoldiDNumbe. . B8 a control_07L...
4 (KICCTESLUNR(R) 100% 390 438 278 270 2 569.73 1,137.45 2 003 33 2,08E7 _ ScaffoldiDNumbe. . B8 =) control_07L...
Publish (KICCTESLUNR(R) 100% 449 433 295 192 2 569.70 1,137.38 2 011 54 180%7 _ ScaffoldIDNumbe... CC 5 control 071,
Statistics Identification pane
21 Proteins at
5.0% Minimum
2 Min # Peptides
0.0% Decoy FOR
1359 Spectra at
85.0% Minimum
0.00% Decoy FDR
.
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[Similarity |View EIEIEEIC3IDD/N—VICHHINTNET,
EHE_LERC3 D Protein Pulldown list]IE, IRGERPD IV INIBEERLUET,
[Similarity table] (3BT NVBEDRTFROEEEGV\EHRTDIENTEFT,
Ndentification pane] Cl&. [Similarity table](C GERULTVWBSIARTFRICEALU TEERRE R
g DM T, [Proteins View |EIE DA Ll peptides pane ], TERISpectrum pane] ERIUAATY,
IHE DI DUV TIE, Protein View NEIEIDFRE#EAI6-3 peptide pane]l6-4.Spectrum panelZ
CBERLIETL,

AERTIE A V&R B KRR Similarity table]I[CDWTDHERAALTLVET,

Similarity view DEELEMNSHERICHNTTRARIN TV SEENSimilarity table | T9 (),
Y VINDBIZDWT EDRTFRBIITZEINTVDDH =R T IRICFHBLED,

.Myoglnbin
Cluster of Myoglobin (MYG_HORSE) Cluste...lNo Group
z z 0%
£ % ) @ w
é =2 L_'ZII LDI LDI LDI L_'JI
E Peptide Prob | ExclusiveTo |5 | = £ £ = z
1 ADIAGHGQEVLIR 100% 076 0.02 0.11
2 ALELFR 33% 063 001 009 0.09 009 009 — —
3 ETLEKFDKFKNLKSEDEMKGS... [100% NiSaiSSmnm 1.00
4  GDFGADAQGAMTK 100% Myoqlobin 1.00
5 GLSDGEWQOQVLNVWGK 100% | Myoqglobin 1.00
6 HGTYWLTALGGILE 100% Mvoalobin V] 1.00

BIDERIEENETNLLTODBYTY,

‘Index - RTFRDELES

Peptide — R TFREFI

Prob. - RTFRDREIEMER, prefiltered mode THWWRAARIZE. INRTI99% &K R

‘Exclusive to - I=—IRTFRNEIN, IZ—IRI5E. IV INVBEANKR

Valid - RTFRZBHICFALTVWBINE DD A—F—NRBES VUV I L. FERTIHNE DN ZERREE
IHELTEFT,

ZDRDFUNSFIVINDBICRVET . IVINVBIXAZ—IRIVINIBEIC. HDVIEITRI—
CEICBRIFTTRRINTUVWET,, "Exclusive to” FCHVINIVBEZDRREEENHY . &R LD
YUNOBDOEEEHUTLET,

RIFREGINIBIERDZZCIVICRRINDZHFIE FILWLWII—ED TPV TV ZXLDERATN
TUV\BEFIE Weight DEUBENFRNEMNZE T, Legacy protein grouping DEFld Probability HFRAI 1
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FT (BT NARTFREBTPHAIEINTVD YN ITBDEIDHEFNRTIINET,

B INDBED Accession DFICkMNBHD
e NTFROBEREZH LIZ—

(2]
g

BRIFROBETZEND, IVINVED | J8 83 8]
. . . E Peptide Exclusive To | T 2 z e I ]
ﬁiglﬁ%}ﬁf:ﬁ?iﬁf&ﬂ%@ Samples 0) 1 AADKDNCFATEGPMLVARSKE... SETHMID 95%
2 AATTTK
| — — PN TAN S 3 AEFVEVTK Serum albu... 100% 100%
JZl\(“liil—r\“ TL'CL\ db\ &J/\OE—C 4 AIPENLPPLTADFAEDKDVCK  [SETUmaIDmg 100% 100%
— — ~ 5 CCAADDKEACFAVEGPK Serum albu... 100%  100%
HBD_EERLTVET (EED | e [7] 100% '100% (100%) (100%) |
7 CDNQDTISSK VI 62% | 62%

N 7 conopmssk M
ALBU_PIG &) 8 DAFLGSFLYEYSR Serumalbus [/ 100% 100%

9 NATPFNI PRI TADFAFNKNVCK SRS (7] anns. anns.
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8. Quantify View

8-1. Quantify View : EEIRIZEZE(CLZI ST GONVEZERT

Scaffold TIFEEMEEZRFD View (BE)H'HY . ZRIICENS D View ZHIWEZ DT2H DRy FH
HUVET . EEEICAET DI ST ZRRUEY. BIEBRDAR VI Gene Ontology ICEIT K- T 5 T7%
FRURWTDIENTEDDNQuantify|View TF (FH),

Quantify View [FRELDFTZEL4DD/IN— D SHEBHEINTLET,

&

File Edit View Experiment Export Quant Window Help

2 Lo 10|

_Scaﬁgld _Qr_S & ngimify £ tuu_)rial_ﬁ_

Jdgd&|%umwmnu

Load Data
%
Samples

=A
/Ty

Proteins

sidd
ot 5
Similarity

Quantify

)

Normalized Total Spectra

8-2. Quantitative Value pane

~

eratin-10) (K10)

&

BioSample

~

des:| 2 v ‘PEDﬂdeThreshn\d: 95% I

8-3. Quantitative Scatterplot pane h

Q-Q Scatterplot | Stdev Scatterplot | Volcano Plot,

% [un

Int

v |y It

Un/int Scatterplot (T-Test, p <= 0.05, No Correction)

o

1

Counting unit:

Evaluate based on:

{ | |venn Diagrams @

Individual Proteins

Presence [Absence

8-4. Venn Diagrams pane

1 |Int v| 2 [Un ~ | 3: | No Category Specified v
Proteins | Total Unique Peptides | Total Unique Spectra
Accession Protein Name
nt U Keratin, type I cytoskeletal 10 (C....
L n g|1346343 Keratin, type IT cytoskeletal 1 (C.
A= g|3318722 (Chain E, Leech-Derived Tryptase
Statistics g[54775% Keratin, type Il cytoskeletal Z epi...
11 Proteins at g[81175178 [Keratin, type I cytoskeletal 9 (Cy.
199.0% Minimum gi[ 1168320 RecName: Full=Actin-2, muscle .
2 Min # Peptides. \gi|50728376 PREDICTED: similar to protein tyr.
0.0% Prophet FOR
163 Spectra at
85.0% Minimum
1:26% Prophet FOR

Gene Ontology Tern|

Fie Charts | Bar Charts (by

Biological Process v

oooooo

Quantitative Value pane (% L)
BIRBDYVINDBEICDVWT T TV BIDEEICEET B (Quantitative value) DELEMNTED
BISINKRRINET,

Quantitative Scatterplots pane (/1)
T UTIETEY VINVBDEZIEICET 28BN volcano plot MFRRINET,

‘Venn Diagrams pane (X TF)
BEYVINIE/RTFRICEALVTH D FIVAIICHEBEN TEBIRVHNRRIINEK T TIZAVED
BIVPICEIDIVINOB/RTFR ZHRITEIENTEET,

-Annotation charts pane (5T)
Samples [CFRIRIN TSI VINIEBED Gene Ontology DIEEEHRY Pathway DIBEEIRIC DT
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FEHEAT STRENTKRIINZET,

Quantify ADFTRTHBITEEIL THY., FIZ (L Quantitative Value pane DTIVI I TIINOE
%Z#{R9 D & Quantitative Scatterplot pane ¥° Venn Diagrams pane Ciz=% /OB EFART
INEY,

LARE. & pane [CDWTERBALTULETY,

8-2. Quantitative Value pane

BEmEZ _ED Quantitative Value pane T9, fit&#liHY Quantitative value TR TILBIDET ST
MRRINFKT, MEHDIEIL Experiment -> Quantitative Analysis TEIRU TL)S T Quantitative
Method | D@ IRERIHEEIU TWVET o BIRERBICDOWTIE MN11-2. SR TU—DEEAHE ISR
<ITEETLY,

Keratin, type I cytoskeletal 10 (Cytokeratin-10) (CK-10) (Keratin-10) {K10) ¥l
Keratin, type | cytoskeletal 10 (Cytokeratin-10) (CK-10) (Keratin-10) (K10}

15.0
il
S o125
o
73]
| 100
o
=
o 75
o
™
E s0
Q
=

25

. |

& & 5 5
BioSample v

OSIRTEIIYIES B, SEEE T 7 IADIIAK—NPERL F—FDFFIFIE—RED
EIREDENET

8-3. Quantify Scatterplots pane

BEEA LM Quantitative Scatterplots pane T4, EE2MBICDWVT, YU FILETLEEL THEER
UTzWRICFIRAUVE T LLTD3 DD TH SRR INTULET,

+ 8-3-1. Scatterplot 77
+ 8-3-2. Stdev Scatterplot 77
+ 8-3-3. Volcano Plot %7

LA, Quantify Scatterplots pane D&Y JIC DWW TEREALE T,
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8-3-1.Scatterplot ¥

XEE YHIC, FTv oUW DT ETIVI DN SEBIRUE T ENETNOEDIEIE Quantitative
value ZxXR U, BRIFYVINIVBICZEULEF T (THE) . Quantitative Value pane ERU <.
Quantitative value HNEAEBITA[ZRL TLV\DHE Experiment -> Quantitative Analysis CTiEIRU
TL 3 Quantitative Method |D:EIRELIEEILTWE T (EY 1707 WD Use Normalization |¥°
Minimum Value JBREEEELTVET),

This view includes lower scoring matches and does not include entire protein clusters.
Quantitative Scatterplots ©@
Scatterplot | Stdev Scatterplot | Volcano Plot
X: |AA v|Y:|BB

AA vs. BB Scatterplot (T-Test, p <= 0.05, No Correction)
200

Standard deviation ___,_-——"""‘_- ——————

BB

Values: (12.73, 0.0000)
ALBU_PIG, T-Test: 0.013

@

05 10 15 20 25 30 35 40 45 50 55 60 65 70 75 B8O B85 90 95 100 105 110 115 120 125 130 135 140 145 150 155 160 165 170 175 180
AA

® Significant Insignificant == Optimal 45° 1 stdev === 2 stdev === 3 stdev

TSTADERISDVNT A—VILEEDHTE D it B DME, WU Accession DIFEFRNFTRIN
FI(EBERD). Fz20V w0329V NIBZEERUZCEICRY (EHRQ) . EDY U INOBDIER
[CDUVWTZ LD Quantitative Value pane THDEFRRY, Z£ FD Venn Diagrams THD/\1 51 bRR
EEBILET,

Fz.HARICIE y=x DEHRNEIMND(EKHRDER) IFMN 0. £20. £30ICHZETHRES NN
&9,

THICKREZERLU TV HEE. FEEEISEL VAN EINTRERDENEILLET  RE T
Coeeficient of Variance (ZEIRE)MBIREN TV ZHE(E 1 LLEDEE, Fold Change HMERTINTL)
1B alE 2 b &7z[3 0.5 LTFORHIIEEIELTVETD,
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Stdev Scatterplot ¥ J Cl&. Coefficient of variance (F7z[d variation, ZERE:CV)DEHEIZF B
9595 TTY,Quantitative Value DIEXS5DTE/FZRTVET . BRIFFYVNIBZRL., EEN
Quantitative Value D (AT T J—R) 2T TIVIZHITSD Mean [CDUT Logio ED72ED, HHitENS [E
FRDFUED SD TI CREM) . EURENITHON TV DISZRIFREDHRE LU GEIRL TLYSD sample D
H BRI REINET,

&F Scaffold Evaluation - Quantify - tutorial_6 — Od x
File Edit View Experiment Export Quant Window Help
05 d @ B(% 8 0| "a & @ i fprotein Threshold] 9008+ [Min # Pepides; 2 < |Peptide Th
\ This view includes lower scoring matches.
( Quantitative Scatterplots @
Load Data Scatterplot  Stdev Scatterplot  Wolcano Plot
Log10(Mean) vs. Log10(Stdev) Scatterplot
&:‘5.:,;% 1.00 .
L]
Samples 5 078
E 0.50 u
- =
i)
'Y ?“ﬁ‘ 0O p2s _.-"""-
[ | o AL - "
E fﬁ‘.\ & 000 e =
Proteins = T
th 025 T
= e
o -0.50 o .
(=] - u
LR 5 - 075 - | |
PP 0. . -
11 Proteins at -1.00 =
59.0% Minimum 0.1 00 0.1 0.z 03 0.4 05 0k o7 o8 08 1.0 1.4
2 Min # Peptides Log10(Mean)
0.0% Prophet FOR
163 Spectra at ® Int ® Un ==Logl0{Mean)/Log10(Stdev) (linear regression)
95.0% Minimum
| 2L ETIEiFIE Gene Ontology Terms @
& s & & & @8

J37ANRREIZTOVEDSHBEINZERERTT . T —IDIESDENKEIRIVNVEZ
AL EEBDIREEICESINE DN EH T DFETTET,
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8-3-3.Volcano plot 77

Volcano plot [FFVNIBDY U FIVEITOEEZRDDICENRIT ST T HIIREL T WR
YT EERUc LCOREEERT DUENHUET,

X 8l Scatter plot ¥ T C:EIRPD 2773 —[ZHIFS fold change D Log TY, fold change &I&
COBZEEMICLEEIVE)DBEZETL. TDMEICHUT Loge ZE2>TVET

¥ B CAVWONIAEDIES DEICE>TIR AT STTDHEMTH D, thD Log2 MDEZ% Fold
change EMF T BHIBZFELHUET,

Y BHFREDBREITBINSLEZIV/INIED p-value ICDULT Logio ZEYNAFTREMITZEDT
ER

O T X DOWTIFEADABEICWFIEVKIZE Y BT DLW TIE EICTIFIRITIREZY Y VN
BMNERY U TIVETAS<KEHULTVWBRZEEZEHRUEX T CRER).

a Scaffold Q+S - Quantify - RY_5_and_5_TTest - a
File Edit View Experiment Export Quant Window Help
DEH&R | (W R ] ‘ LR ‘ A= ‘ Q ‘Prntﬁ\nmreshu\d 99.0% v ||Mn #Peptides: 2 v ||Peptide Threshold 0% v| @
™ This view includes lower scoring matches and includes entire protein clusters.
Quantitative Scatterplots @
Load Data Scatterplot | Stdev Scatterplot | Voicano Plot
Voleano Plot (T-Test, p <= 0.05, No Correction)
Samples
Q72
/9
Proteins

ot b
Similarity

-Log10 pvalus
s s omow

Ak - L] n 1 |
Quantify . x . "
Y a0 . .
L] L -
() . = IE N e L P
T .
[ [ 1] u Ll
Pubfish 15 B mmmay |ow tmn
o
Statistics

10 05 00 05
539 Proteins at Log2(Fold Changs (Ysllow/Red))

= signficant ® Insignificant --- Signifitance Threshald === Zera Fold Ghange

Show sigrificance threshold lne [ Bhoi 726 fold change e

Gene Ontology Terms @

DTS TR BRlEYVINVBZERLU, RICH—YVILEEHTE S & accession W X/ Y BHDIEN
RRSNKT XV ITBDETDYVINIBDIFIRIC DOV TE LD Quantitative Value pane T
MR, Z£ FD Venn Diagrams CTD/\1 S hFRREEUET,

X ED 0 DE, TRNDEEEFNRVNSI U DVWTIXTSTRRDA TV TEETDIEMNTEET,
FZEFRIC Y #1OD Significant DS VICDWTELEERIEETT,
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8-4. Venn Diagrams pane

Quantify BEEIDZ . [Venn Diagrams pane| CIFmAIDDATIN—ZRRICRIFZENED
C_EMTEET, [Proteins | [Total Unique Peptides ]/ Total Unique Spectra] 32N T H SR 1N,
TNENIVINOBRTFRZARTBIVE [CDOWTAR VR ZHE<ENTEET (TR,

Venn Diagrams @

Counting unit:

Individual Proteins W
Evaluate based on: Presence/Absence ]
1. AA w | 2t BB w | 3 |CC W

Proteins | Total Unique Peptides | Total Unique Spectra

Accession Protein Name
A.A B B ALBU_BOVIN Serum albumin precursor (Allergen Bos d 6)
OTRF_CONTR MFO0050265 COvotransferrin [Gallus gallus]
@ IGGL_COMNTR IMMUNOGLOBULIM LAMBDA LIGHT CHAL...
PERA_ARMRLU Peroxidase C1A precursor (EC 1.11.1.7)

UBIQ_CONTR MF00159392 Ubiquitin [Bos taurus]
MYGE_HORSE Myoglobin

SODC_BOWIN Superoxide dismutase [Cu-Zn] (EC 1.15....
IGGH_COMTR. IGG2A HEAVY CHAIN CONSTANT REGIO...
[TRYP_PIG Trypsin precursor (EC 3.4.21.4)
LACE_BOVIN Beta-actoglobulin precursor (Beta-LG) (Al..
LACE_CONTR MF00161101 betadactoglobulin [Bos taurus]
CYC_BOWVIN Cytochrome ¢

CC ALBU_RAEIT Serum albumin precursaor
IGGY_CONTR. IMMUNOGLOBULIM LIGHT CHAIN VARIAE...

RUHHADZEFZEIRLIVYITEHEEHBD/N\ASAARTIDEIN(LEROD) . EREKICE TS
SIINDBIRTFRIARINIL D—EBERZEDHEMICRRINET . FRICTHEET/\1I1MLEHOQ)
ZZITTCVBDIFREEIRINTVWBDYVNIBE T RKRDITZY TV )OI DETIVINIEZELY
BADEELTTFT,

FREERDIVTZZESTIVD)WI TS E Samples View [CHIUEDY  ZDRFISERT7IC BT
FINOBRITH T I T THERINIDIREE XD TVET . TtDIREEICR I IZIE Samples B _E
BRI Search1DECAICH D FINEHBRUZERICLE T,

J25TD_LEDTICounting Unit] TlE A LITEIRFZEISRI—BAETEIMEAXDIVINIE L
TINEEI B EMNTEERT T —IMIRBHFDTIN—TEATYIVICI > TERTINEE A

F7z[Evaluate based on]IFWRET DY V/INIBICDWTDA T3V T, [Presence/Absencelld
Samples R CHDEETHIETTDDIZF U, [Quantitative profile ] [FREICHERAI NN E D HTHIER
INZET, k> CTlQuantitative profile |[FHREZITO/ZRFICUNBIRT 3EN TS F Ao

8-5. Annotation Charts pane

Quantify View (D& . [Annotation Charts pane| Cld. &5 V/INVBICT7H A ENE Gene
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9. Publish View

9-1. Publish View : Method DXEA1L
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oa ata Experiment: Labe—Fres analyzed using Mascot (Matrix Science, London, UK; version 2.4.0) and X! Tandem (The GPM,
4 Peak List Generator. thegpm.org; version CYCLONE (2010.12.01.1)). Mascot was set up to search the
“ » ersion uniprot_sprot_2010_09 database (unknown version, 519348 entries) assuming the digestion
{Ls\‘; Ciharge States Cal - enzyme strictirypsin. X! Tandem was set up to search the uniprot_sprot_2010_09 database
K 4 - = = {unknown version, 519348 entries) also assuming stricttrypsin. Mascot and X! Tandem were
Samples + Ceisotoped: >~ searched with a fragment ion mass tolerance of 0.020 Da and a parention tolerance of 10.0 PPM.
P & Textual Annotation: Carbamidomethyl of cysteine was specified in Mascot and X! Tandem as a fixed modification
Database Set: | Database Deamidated of asparagine and glutamine, oxidation of methionine and acetyl ofthe n-terminus
. I ; s = i e X
. ,{\ Catabams Mame: the Lriorot sert 201009 catabase Were specmgd in Mascot as variable modlﬂ:qtmns. Glu fpwo Glu of the n-terminus, arnrr!oma loss
' \l L4 - of the n-terminus, gln-=pyro-Glu of the n-terminus, deamidated of asparagine and glutamine,
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Pr6tein's Taxomary: All Entries modifications
Murnber of Pr.. 519348
Hems ekl @3 = CRITERIA FOR PROTEIN IDENTIFICATION- Scaffold (version Scaffold_4.8.9, Proteome Software
£ - = - Inc., Portland, OR) was used to validate MS/MS based peptide and protein identifications. Peptide
Search Engre Set 2 Search Engres identifications were accepted if they could be established at greater than 95.0% probability. Peptide
Search Engire: fiascot Probabilities from Mascot were assigned by the Scaffold Local FDR algorithm. Peptide Probabilities
fersion: 240 from X! Tandem were assigned by the Peptide Prophet algorithm (Keller, A et al Anal. Chem.
Sarmles Al Sarmples 2002,74(20).5383-92) with Scaffold delta-mass correction. Protein identifications were accepted if
HlEs. B - - they could be established at greater than 99.0% probability and contained at least 2 identified
Fragment Tole. 0020 Da (Moraisatopic) peptides. Protein probabilities were assigned by the Protein Prophet algorithm (Nesvizhskii, Al et al
Parent Tolers... 100 PP (Moroisotopic) Anal. Chem. 2003;75(17):4646-58). Proteins that contained similar peptides and could not be
Fixed Modifica...[+57 on C (Carkamidomethd) differentiated based on M3/M3 analysis alone were grouped to satisfy the principles of parsimony.
Quantify s [ n e Proteins were annotated with GO terms from gene_association.goa_uniprot-large (downloaded
Variale Modif..[+1 an NG (Dearmicated), 18 an M..| || £o, 56 %5013 (nshoumer, I o al Nat, Genet, 2000,25(1)25-9)
Database: the uniprot_spmt 201008 databas
Digestion Erey...[stricttrypsin
= Mia hissed CI..2
Pubfish Prokability Mo...
g2 10122 |LFDR Whdel, Classifier data: Bayve
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10. Statistics View
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10-3. Statistics View Upper Right Pane
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10-4. Multiple Search Engine Scatter Plot pane
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11-2-1. Spectral Counting
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L7 —IZHWT Scaffold TCUNMERUTWARWEBIL—ILARBY ZINEMIEERYY =17 IV E
BRIV
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H NSAF
NSAF H£YVNIBOARETITEM /T NEULRVWELD ITIEECUNBZL, SSICAEARTNIVEL
2HEDLEEERUIZEEIEIE TJ, NSAF |& Normalized Spectral Abundance Factor D& T,
X CRREINTU\S NSAF DETEAETI M, F9 Number of spectra (@YX Tl SpC &FKiL) =%
VINOBDEKR(L) TEIo7z. SpC/L NISAFITY, BETAIIC SAF DIEZIANTEURZIETE SAF &
E> THE#{E (Normalized) Uz DHY NSAF TY,
Scaffold Tld SpC M&ZATlnumber of exclusive spectra] ZBAU TLVE T, 7= normalization
[¥M11-3. Normalization [CDWTITEREAT S AENMEATNTVET,

11-2-2. Total Ion Count

Total Ion Count MS2 DARIKFILD intensity FHRZEEEF/HRE LV TCHEBUET LLTD
3TEBNMERAGE T,
- Average TIC
- Total TIC
- Top Three TIC
LT &FEICDOVWTEHRBELET,

B Average TIC
query D MS/MS ARIMVADETARTOE—D(ZDVWT, ZDEEDIIHEZ EEF/HRE L TH
RAULET,

B Total TIC
query D MS/MS ARIMVADITARTOE—TICDOWT, EDREDMZzEE/HRELTHAL
*x7,

B Top Three TIC
query D MS/MS ARITMVAD TR THOE—I DA TIEEDFEL top3 ICDULVT, EDFEEDF]
ZEERFRBEVTHALETT,

11-2-3. Precursor Ion Intensity quantitation

Precursor Ion Intensity quantitation [& MS1 DR TFRD Intensity {FEEEIBEHEUVTHAE U
9L LUTD 4 HENMERAIETY,

- Average Precursor Intensity

- Total Precursor Intensity

- Total Three Precursor Intensity

- iBAQ

CHOEEFEENMTBHICIL, Scaffold DERVRAHBICHIDY TDI 7 TFEICENDELZ B

MeXhd d2UENG DM, COROEM I 7 MIVERRIRVATEDINENHURTFMlE LT
DERGDWEEXYZ17ILD 14 BEZTSRTZT W,

http:/ /www.proteomesoftware.com/pdf/loading search engine results into_scaffold.pdf
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LR, &FXICDVWTEIALE T,

B Average Precursor Intensity
GONRNVBICPHAIINTVBIRTFREDEEEICOVT EAFHIZEERHRELVLCHIA UK
ER
B Total Precursor Intensity
FINTBICPHAIINTVBRTIFROEEIEICDOVWT. INTOMZEEERKELVTHA LE
ERS
B Total Three Precursor Intensity
GORVBICTHAIEINTVBIRTFROEEEICDOWNWT, LAI3DDMEEER/HRE U THALE
G T YN 3 DLUTDHZE. INTOMZEFALET,
B iBAQ
MS1 intensity A—XDEEIC. emPAIl DR ZEHAGDEZL D BRETETT AR TFROEEEDH
T REYINVBDBRNRTF R TEVET,

11-3. Normalization [CDUL\T

Scaffold DEEFHR TIE. U TIVEIDREZIRINT 72 DIFELABHTONE T, TDHIRE
BRBEZMN [T TV (MS Sample) CRIESNDYVNIBEDLREIFENDSRVIEWVWDIEDTT,
Spectrum Counting ‘RSRIEANRT MUVEDFIN, MS1 ° MS2 O Intensity ‘RS FDHRFID BN
£V TFITRU THDEWDFHRDTT. FILWZW (AT V) GERIFDR(NEL) 8D £IIC,
DRVWONEWVWIBEEZE(RED)RDIDITABINET T T U TILED YINOER
ENFULBVERNOND T —XTlE Scaffold D Normalization Z@EAURVWANRBWC EICRYEFT,

BRI 1TV IL I DHRTLENDRVWIVINDEIL Normalization DFEE KEILTITTE
NEPT <Y ARDEHN S TNEIEEATRDIRITERLTLIZEL), (Scaffold DIHA. intensity
DENNEWI D INOGBEOTPHAVENZARI VBN D RNV NVBEDEETUET )

&F Quantitative Analysis Setup X
Normalization Z=X{T9

Statistical Test

5 / LJ 79: L\ . l: —D \/\ T lg: . @N:Test Removed 5 Selected 5
menu 0) EXperiment > (O Cosfficient of Yariation ga.. Ca.. Sa.. Ga.
Irt—1 Int
. . O T-Test Int=2 Int
Quantitative analysis C Ut Un
Arahysis of Variance (ANOWA) N U2 Un
N . Add
Eﬁ<9’rTD7@E—F\ () Fisher's Exact Test 15
emove

[ Other Setting] 0) EF' l': Multiple Test Correction: | Mo Correction

[Use Normalization|& |\ Slerificsnce Leve! s

SEEABYET (EHE). Fot Crne 1

@ Mo Fald Change
Lse MNormalization

Fold Change by Sample

Minimum Walue: |00 A
(O Fald Change by Categary

Cluartitative Method: | Total Spectra

© Help Apphy Cancel
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BE. KiEfEMissing values)|CDWTIE, FTHEHZE/IME (Minimum value)lCE TR TIEEE(L
STROANEZLUFE T Minimum value [&7 J4)VET O ISRESNTVET, FFRELE =IMELKY
INERMELR/IMEICES I SN THLEEINET,

11-4. &%

Scaffold CIXEHINEEEEIC DV (ERBREEER CIFE I, REDERICHAINIHUEIL.
RTIFRGINIBIREDEET I ) T RGEE BT EDLETHATRERVET,

&F Quantitative Analysis Setup X
Statistical Test
....................... . Rermoved Sarm... Selected Sa...
@ o Test
() Cosfficiert of Variation Sam.. Cat. Sa.. Cat.
Int—1  Int
O T-Test =2 It
Aralysis of Yar [ANCYA) Sl _n
rahysis of Variance =
Add D L
() Fishar's Exact Test
4 Rerove
Multiple Test Correction: | Mo Correction
Significance Level: p < 0E
Fald Changs
Chther Settings
(@ Mo Fold Change
= MNormalization
Fold Change by Sample
Minimurm alue: 00 e
() Fold Change by Category
Cluantitative Method: Total Spectra
@ Help Ay Cancel

MRE&IFAIC, Fold Change (Eb)DEZFRRIED_ENTEFT,

FARTRERREILEIRLUTWS AT IV CAT T —ADT YR ETEEIN. GDBVWFE
[EDWTIFTLATPIRENDENBUET,

*Coefficient of Variance or Coefficient of Variation
*T-test
rANOVA

*Fisher’s Exact Test
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BREEEMT &, Scaffold LTLKDHDEEAHUET,

BMSamples View : BREDGR. BEMZRIEHE(p-value RE) & EFHDRFERIIINTRIIND
FOICFWFT,

B Quantify View :Quantitative Value pane [CC i REDBRMEEFEEUVLENI S TICTRRIND K
DISRVFT,

Fold Change WUICHIREEBICDUWT, LEETERALVZUE T,

B Coefficient of Variance or Coefficient of Variation

CV. EEMRHIFEREREZTIITEOLEDT. T—YDESDTE/ERULETEHNAETL  (FE
[ESDENKEVNEZRBIRUE T, Scaffold Tld %RRERDTVWRTIENKEREGES. TUTL
DOERIE 1 DOEHNAEITNTNEIEERUV MEZ(TSTRET) RUNDSETEEIDH O/
TIZEFELTCVSENTEFRY,
Bl T-Test

TRETIE 2 D2DAT I —EDHIITERENH DN ERIEL TLVE T, Scaffold TIIMAMREZ1T
DCVWEI . THREZEET D&, p-value N Samples BEICLIR—FINET . THREZER  IBIC
[FAFTTV—H 2 DUEERINTLWSRENRHYET,
H ANOVA
ANOVA (ANalysis Of VAriance, D8O Tl 3 DU LD AT I —RDIICHEEENH DN\ EHR
SEUTWET . ANOVA [FERA BFEN B Y E TN, Scaffold THAINTWBDEI U FIVEFEDH
TY.ANOVAZENET D& p-value H' Samples BHHICLIR—EINE T, p-value NS FH.CV
[CXBDFHERRDRLEENTT)—DHDOENHN DMt B0 DB ZRUETHN BENEAE
FONMVEEANEZT T TRETRUERDBICKVEFIDG >V TIVERELT WKTENTEE
ER
B Fisher’s Exact Test

Fishers Exact Test (71YV v —DIEEHERIRE. J1vIv—DEREFRRE) L. TRERK 21

DIIIVEOHERICEVUET D TIVEICERN SN EHET 2FETT. T REEDFRICHIFTEKRED
BREREVT AT -ADKRYRUDADBWVGEEQERRE)ICFREZERTESEE  HEWHULET,
T4V —DIEHEERIREZERET D E p value D Samples BEICLR—FIN, ZDINT T TEEN
HEINEFIMLE T,
p-value DELICEAUTIE L TFRX CEam S UESRINIZETIVICE DLW TLET,

E:pd
Zhang, B., VerBerkmoes, N.C., Langston, M. A., Uberbacher, E., Hettich, R. L., Samatova, N. F.

Detecting differential and correlated protein expression in label-free shotgun proteomics

J. Proteome Res., 2006, 5 (11), pp 2909-2918. DOI: 10.1021/pr0600273
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B Multiple Test Correction & Significance Level
REDERBEED TIC, ZEREMIEDENICE T 5:ERKkE . KT SHADRHEZRE T EEN
P E

Statistical Test

....................... q NO GOW&Ctlon -
RN No Correction
() Coefficient of Wariation Benjamini—-Hochberg (Recommended)
O) T-Test Bonferroni

Holm Step—down

Aralysis of Warianoe (ARNCYA] Hochberg Step—up

() Fisher's Exact Test

Multiple Test Correction: | Mo Correction
Significance Lewvel: p <00

ZEREDIRICERZENBIML TUESIBZEREL. AIRFHhEEZR T TEHIDBNICENE
BREEDIRBITZET D, EVVSDHRTDFENDHM T, Scaffold TIILLFDOFENER/INTNET,

- Benjamini-Hochberg

- Borferroni

- Holm Step-down

- Hochberg Step-up
Significance Level (& ZEREMEICHVWTIEELLITFPIN—TJA XI5 —F(FWER &ERELTNDE
MEZW) IEFENFT T ENETNOFAICOVWT, UTFERICHESRZMAXT GREADEHEICKIWIA
BOIEEZZEEUCERIALTLERT),

<> Borferroni

COFOFECROBM CHIHADEICIRIESNIZFIATT . RELEL p-value [TXUIREDETE!
VEZULET, UNULCOBEDZEEENRLS RV TED(FREEICHLZZVEDHZLEO>TUE
3)EVDET HBETIRIDFAFERING HIDFENENDNEIENZ<EDODTLET,

<> Hochberg MATYI7YITE Holm DATYVIHFI
Bonferroni DAEFRER—ZAEUTVEITN BRABREZFRBUEENEURY TTRVNK D RMFHIE
MEIESNTVET, ATV /INOBEHN DI EVWEEIEZOFENRNTNET,
SHIEZZEX~Y =17 )L Appendix E (DIHolm’s and Hochberg’s Techniques
to Control the Familywise Error Rate|Z_&</ZTL)\,

<> Benjamini-Hochberg
FINTBOENDRTTRVGERIFEANICCESZEIRU TTHIFA<LIZEE L, Hochberg DA T
VT I Holm DRTY TF IRk BELU T TR VWVEEICHIESNE T, Scaffold [T HIF D5
BTRIUTORMY TRIBESNIZETIIVEFALTVET,
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Benjamini Y. and Hochberg Y. Controlling the False Discovery Rate: A Practical and
Powerful, Approach to Multiple Testing Journal of the Royal Statistical Society, Series B

(Methodological),1995, Vol.57, No. 1: 289-300

B Fold Change
BHOT U TIVETOLERZTOHDREZ CHBNAUTTRUEN Lo B AHDEEZ RX—
A (Reference)|CtbZE & D TFRRT DI Fold Change | Z RS ED_EETIEHT,
Biosample M2 DUNRVIHFEDHFold Change by Sample |hMEIR TEE T, K7z, Quantitative
Analysis [CCH7I)—% 2 DIZIHEIRLUTL\BEFICIFold Change by Category|hNERTEXT

(FED).

Fold Change
@ Mo Fold Changs
Fold Change by Sample

() Fold Ghange by Category

[Fold Changel ZEXELEA. ARERDZATIV—E&RL. €D —A Int T
EDLENTFold Change |5IICFRNENE T, Samples EIH CldORHIEEN
EANRR=I 12, B FDOANERBICENEOSN TRIINTT (BRD).
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