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Collecting Data

DDA workflows are complex, especially when you're looking for
ultimate coverage and repeatability.

N samples

%‘iﬁ%
%% v “ v \Nm\\‘relites

ks

Replication is necessary to ensure your peptide can be identified
and quantitated with confidence.

Fig.2-1 DDA BIfICHIT DT —SFUINE
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Collecting DIA simplifies your workflow while still giving deep
coverage and repeatable ID /quant.

N samples

LSS LSS
4 £ 2 :
,\ E@ DIA

You are guaranteed to sample every peptide every time.

Fig.2-2 DIA BERICRITDT —HUNE

2-3. Scaffold DIA T—2 70—

Scaffold DIA [& DIA T—YRESATIIICHITEITSTITA VNI —UZLE T HE T RTFR/
YONVBEDREEEEZRFFICITVET,

Scaffold DIA offers one-step analysis of DIA experiments using
library-based identification algorithms.

N

N
-

DIA
—) SDIA
scaffold

library

Fig.2-3 Scaffold DIA DD —220—

©2023 Scaffold DIA ~==7 /v < hVU v 7 2% 1 24 All Rights Reserved 7



RFFFICBRIBISATSVITDOVNTIFE EICLUTD 4 DOFEICHIGLTNET,
- FASTA J7MIVZEESHE
FASTA J#—XVEDYVINVBEINIT7AIVEFE > TRITTEET, E—U8EIERIE T
LEEA.
- Prosit 51T S5UZEESHE(DLIB ZES5E)
FASTA JA#—XVYEDIZVNNOBERIEHRNS. TOT 5 L PrositZ MU TER TN
ARG SATSVICHUTRENTRETT o TP MIVIEERF(E .dlib TT. 51T IUIL,
Proteome Software 117
https://support.proteomesoftware.com/hc/en-us/articles/360035151172-Prosit-

Derived-Spectral-Libraries-for-Scaffold-DIA-Searches

HSEETI3(EFN. CHET FASTA J74JLTTIC Prosit DAk

https:/ /www.proteomicsdb.org/prosit/

TIERULESNTZ I 7AILHLEERFN .csv £2(E .spectronaut) ZEHITDIEELTEET,
FATIMERICDOVWTEHUWFIEZ 14 E(P.94~)ICKEDHED T ERDIRIZEE &SR
<7fZ&L,

- BLIB Zff57543% (Skyline X7/zI% Scaffold 5 #ZH)

DDA BEFICBONTEE—DURNSA T3 TY YT II7 Skyline ¥ Scaffold 5 £T
ER CEE T, Skyline REDMY T I T PN SE/ZiRTDB I 7MIVEHETHRYVRATENTE,
RT D7 SAAXVMIFIATEENTETFET,blib LAHIC, dlib, traML,MSP,SPTXT &\W\D7c
TA—=YMMIERBLTNET,

- ELIBZ#E>5HE

Scaffold DIA BMERLL7z2 OV NI S LMNDS4TS!) T, BLIB,DLIB X° FASTA Z{E> /2T D
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® ELIB & DLIB [FRUTJA—Y Y TRERSHNRAU THY  iHEE#HHY KT, Scaffold D
ELIB Fi/DLIB A Y3V (dEE5EHFIAREETY

Creation of a Pooled
Reference Library

N samples

gﬁ&ﬁ i pool

W =
vvy

Fig.2-4 ELIB 1Rl
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The Combined Workflow

For the highest quality identifications, Scaffold DIA can create a
library. A pooled sample is searched with XCorDIA and the
resulting ELIB is used to extract and quantify peptides from
experimental samples.

N samples

Y oo soia
Ny E\/ =

‘ELIB

Fig.2-5 {@5IMD DIA 7 —4 & pooled T —H ZHBHE DB IZEE
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3-2. OVIURSA1TORA

Scaffold DIA Tl&, U—N\—TOHAVCEEEUEZENEL T, AVIRSAUTERATEET,
ETRFICT—0 70— DEREITO>CNB TP E raw TPAIVERHRAAET . INIESAUD
19— 1—REFETBHA. [ScaffoldDIABatch.exe | JOT S LEFIAULET, -help) TELAIC
B9 DERAMDIRNE T, K/ZLUTD HELP A hEFIAT 2 EEITUIZLWABRZEIME UL TIERE
TBRICIFES TN LWURRISEFETETERT,

https:/ /www.proteomesoftware.com/annotated-scafml

CRBAIEHR— R ABENADE T,
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3-3. F1TSIYR—Iv—

BRRETORICERIT DI ITIVICDODVWT. Yo 0O0—R -S4 TIIMEREEIEEBIRETOOMN
SATINIX—Iv—TF . TAM TR —Iv—Z B TREIERICERD S TS EERUEY.,
FASTA J7MILEDIR DT ZEFTHIBELIEY T D EEREETT,

b Library Manager

MNarne Status FASTA
hurnan_hcd_selected.msp :
saccharomyces_cerevisiae_prosit_generated_library.dlib il Pending... saccharormyces_cerev..,
hurnan_coronavirus_combined_prosit_generated_library.dlib [0 by

| human_coronavirus_...
Label-Free.blib |

(7] Add Library Rernove Library Create Library Download.., Ok

Fig3-1 S1T5UNR—Yv— S P0Y

SATSIRR—Iv—IZLULTD 3 DOBRIEOVITNH CREITEEXT,

- [File]XZ=21—H"5TOpen Library manager | % %R

YRS TSR~ PA IV E Ry

- TWorkflow |¥ 1707 Ml reference file 3#IRNY I X TlChoose... &V )V I TDEFRRIND
ROw TS IUH 5[ Library manager ] Z 3R

BE TOZRRIVIZDOWT LEXLVFUSEHBRLET.

“Add Library”

HEIZSA4 T3S )EBMUE T RV EBTET7MILBIRY I 7O RENE T 51 TSV T 71
(FASTA L%} & #IRU T Scaffold DIA [CERWIAHEF I M, COEFE TIEXIIET D FASTA J71ILbED
HOFRITONTOVWERABIFZEITIICIE. 1T SUEBRLTHY' )WL, [Associate with
FASTA]Z:&RU T W59 D FASTA J7MIZERBATIESV\(RE Fig3-2). Mt D7 Z{TDET.
SATSURRICH T DIRTFREYVNIBDERNTON, Y VNN IBLEROET IO FEDFRE
S TEDLDICRUET,
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M Librany Manager x

Mame Status FASTA

arabidopsis_thaliana_prosit_gener.. —':EE_ _

Associate with FASTA..,

Show in file browser

Q Add Library Remove Library Create Library Download...

Fig3-2 SA4T35UNR=—Iv— SATSJEFASTA DFEDITERE

“Remove Library”

YE U721 351) % Library Manager N SHIFRUE T,

“Create Library”
BRFRETVEDRHERE DIA DIRFBER ST S (ELIB)EUTRET DENTETH T RFREIER
INES1TSUIFBEEMIC Library Manager [C, X6 % FASTA 771 JUEREHICEZFINE T,

“Download”

Proteome Software #tDMERK U7z, Prosit HSRDE—VUXN I 7(IVES D oO—RLEYRTZEN
TEFT NI VEHTE Figd3-3 DLORTAT7OTHRIENE T, OTEYRBEENE, T—IR—ID
SFHiBEREHIC URL ROICBEMICANINE T (RE Fig.3-4) @TI7MILY I O—REMUIC
FoUO0—REDT71IVEEERT & Download” Ry U aBITEMTITBDLDICRUE T, CDHF,
1T S)ICHHIST D FASTA T 7 IVEREBFICEREBLET,

Mame Status FASTA
bew Download Library
. . : 2
Public libraries | Choose.., o ~ | Request Prosit Library...

s @
Destination 6 Choose...

g Cancel Download

Fig3-8 514735 UVYXRX—Yv— “Download” &+ P0O70
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™ Download Library 4
Public libraries Arabidopsis thaliana ~ | Request Prosit Library...

DLIB size 1.2gb

FASTA size 8.7mb

FASTA arabidopsis_thaliana_reviewed_unipr...

Min charge 2

Max charge 3

Missed cleavages 1

Min m/z 396.4

Max m/z 10027

Mormalized collision energy 33

Default charge 3

Fixed mod(s) ["carbamidomethylation"]

Variable mod(s) 1]

Source Proteome Software

Type prosit derived

URL v | =software.net/prosit_dlibs/arabidepsis_thaliana_prosit_generated_library.dlib
Destination Choose...

0 Cancel Download

Fig3-4 521405 UV¥XRX—Yv— “Download” 17700 Sa4T35JDFMSHR

3-4. fRADRBEDT—o7O0—-51705
HU<SEMZW®ROHDICIE. VI D I 7 EREEUTDEESH DR EZITVET,
- XZ1—O File -> New

- Ctrl+ N
- XZa—N\—=TICHdD7AaY a| =o1)vyo

HFUWIPIILDMERSNZ ERFICIENZONTD—o70—49 1705 1 T (Fig.3-5). 1707 D
F1MIVEICIELoad Data| RSN TLVET,

g¥s Load Data X

Search v Analysis v Advanced

Please choose a workflow 0 Help me choose
@) Search a reference library

Create a chromatogram library and search against it
Save DIA Filesin... Choose...

Experimental Data Search Parameters Click to expand |

Some required fields are missing

9 Load Workflow From File... Save Workflow As... ) ta Cancel

Fig3-5 D—020-45+7P00 #HBRTEB

©2023 Scaffold DIA ~v==7 /v < FU v 7 A% A =2 A2 4E All Rights Reserved 16



D—0 70— 14707 ClIRBEEITICHERBE/INSA—FZERELEF T, /\TAXA—FDELF
TIAIMENREDSNTVWERITN—ER/INSA—F[EI—F—DEETINENHDVET, I—F—N
BELREINERSRVWIINSA—INEOTVBEBIC DV TR, A TEERKRRINTLET,

D—0270—4514707IEUT3DDITHSBEINTUVET,

1. Search 97 (3-4-1,P.17 ~)

BREDIA T BREARDTA TS ICEI T 71V, FR AR R ESHFRE ZIEELE T,
2. Analysis %7 (3-4-2,P.24 ~)

RFRE EDLOBEBDI VINVBEFRICKRTDNIEATI/INTA—IEIBELET,
3. Advanced %7 (3-4-3,P.25 ~)

EEHEDRHEP—BI71ILDESHREZEIBELET,

FEREATISOMSRVGE. EVHZ T L Search 9T TLBRRRINANZRINTLVBIIEED
HEEALTLIZE WV F2RY T DTV —E 73 ICHEL THRANE 1S Load Workflow From File ... |
&lsave Workflow As ...l CDT—07JO0—45F17OJTEERIDHRABICDOWNWT. FHIPTIILE
UCTHREULEZRBZNUERELEEY  BICERUVEARBZE I 7MIILELTREFELVEV T BERICHIALE T,

LI, D—2270—49470 D&Y TORBICDWT, SFlZEHPELET,

3-4-1. J—2270—45470J® Search 57

Search ¥ J TClIERBENEZNDS1 TS ) (FASTA,BLIB,DLIB,ELIB 2 &) Lol I 71 )b, EFAF8E%::
AR E EEELE T (Fig.3-3)0

F470O7 LERICIF2 DDERED HYUET
- Search a reference library

- Create a chromatogram library and search against it

[Search a reference library|(X. FASTA 32\ \|d BLIB, DLIB,ELIB(CORD L\ INAH 1 #&E5H)IC
W DIRRZETVNET . ARTHFICHRU TV SFES ERAENZEFRBATZS1T SN Prosit IS
KD THERR I NS4 5!) (DLIB) T, Prosit [& Wilhelm & Kuster DT )V—FICK > THFEINE.
RIFRDISTAVSEFFREZFAT SRBEFE 7TV XL TT, Proteome Software L Tl
Z<DEYD Prosit 51T S ZRFELTEHY, Library Manager NS T 7 EFY D IO—RTEFT
U LT WEB DS IV O—R T EEEEEE T T EHRICEAT 255LLVARAIL LUF URL F/zI&
AERD 14 EP.93~)ETSELIIET,

https://support.proteomesoftware.com/hc/en-us/ articles/360035151172-Prosit-Derived-Spectral-

Libraries-for-Scaffold-DIA-Searches
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https://support.proteomesoftware.com/hc/en-us/articles/360035151172-Prosit-Derived-Spectral-Libraries-for-Scaffold-DIA-Searches
https://support.proteomesoftware.com/hc/en-us/articles/360035151172-Prosit-Derived-Spectral-Libraries-for-Scaffold-DIA-Searches
https://support.proteomesoftware.com/hc/en-us/articles/360035151172-Prosit-Derived-Spectral-Libraries-for-Scaffold-DIA-Searches
https://support.proteomesoftware.com/hc/en-us/articles/360035151172-Prosit-Derived-Spectral-Libraries-for-Scaffold-DIA-Searches
https://support.proteomesoftware.com/hc/en-us/%20articles/360035151172-Prosit-Derived-Spectral-Libraries-for-Scaffold-DIA-Searches
https://support.proteomesoftware.com/hc/en-us/%20articles/360035151172-Prosit-Derived-Spectral-Libraries-for-Scaffold-DIA-Searches

£ 1 DODEIREL. [Create a chromatogram library and search against it|(X&#]|C FASTA
%%\ BLIB,DLIB [T $IRFRZ1TL\ T TROSNIZIBIRE TTICIER S N7z DIA OBRTIERZ
ST 3UMEUTz ELIB [CHUTRINDT —9ZRFRT D, 2 ERFEIRZRTY (P.8 D Fig2-5 DIRFRIFTIEIC
WIHLTWET ), 1 BB E 2 (IHDRRSE ST —Y EDE T, RIFREICEAT SEEMENHDHIEN
KHoNET,

2 BRADRREDESSHEE NN > THEENMER/NSA—FIHREFHLTI——IZRR
INET,AIHED Fig3-5 [&Search a reference library | ZRAIHE. LU Fig.3-6 I
[Create a chromatogram library and search against it | Z:ZAZ5EE T,

LU, 2 D DFEREBRR ZBATCIBEENETNICH T DN A—F ANEREIC DOV TEHRRALZULET,

g4 Load Data X

Search v Analysis v Advanced

Please choose a workflow @ Help me choose
Search a reference library

®  Create a chromatogram library and search against it
Save Chromatogram Library As... Choose... Please specify a save location
Save DIA Filesin...| Choose...
Chromatogram Library Creation Parameters Click to expand l

Experimental Data Search Parameters Click to expand |

Some required fields are missing

Q Load Workflow From File... Save Workflow As... Cancel

Fig3-6 D—22J0—-45<702 Search ¥THEARTBEE

B Search a reference library Z:#IRUZIHE

Y4702 AI_TExperimental Data Search Parameters|& |\ DFBIHNIBNE T, DT
D)W BDEINTA—I ANEEMNIRNE T (RE Fig.3-7) F/\NTAXA—FZ A% E@ FD
[Load Data|N¥ V&9 & CTRTMNEBINET,

COMWHICDOVT BEEZE3IDD/N—YICHFTEHRALZLET,
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g Load Data

Search ¥ Analysis v Advanced

Please choose a workflow 0 Help me choose
®) Search a reference library

Create a chromatogram library and search against it
Save DIA Filesin...

Choose...

Experimental Data Search Parameters

Click to collapse T

Experimental Data Search Parameters

Reference Library Choose... Please select a reference library

Protein Sequence Database Choose... Please select a fasta file

Choo

Experimental Data Files Add

3

Remove

v Fragmentation HCD ~  Higher-energy collision dissociation
¥ Precursor Tolerance 10 ||| ppm ~
v Fragment Tolerance 10 ||| ppm ~
Library ent Tolerance 10 ppm
¥ Digestion Enzyme | Trypsin ~
v Peptide Length | & - 30 amino acids 1
v Peptide Charge 2 -3
v Max Missed Cleavages 1|8
Moditications
Add... Remove
Name Mass Neutral L... AA Terminus
Carbamid... 57.021464 0 C None Fixned

v Peptide FDR Threshold | 0,01
Data Acquisition Type
Please choose an acquisition type @) Help me choose
MNon-overlapping Windows 2
Cwerlapping Margins Da
Staggered Windows
Precursor Window Size

®) Determine from raw file

Precursor window of Da

9 Load Workflow From File... Save Workflow As...

Some required fields are missing

Cancel

Fig3-7 D—020-517P00

©2023 Scaffold DIA ~v==7 /1
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Experimental Data Search Parameters
Reference Library Choose.., Please select a reference library

Protein Sequence Database Choose.., Please select a fasta file

¥ Fragmentation HCD ~ | Higher-energy collision dissociation
¥ Precursor Tolerance 10 |3 ppm R
¥ Fragment Tolerance 10 ||| ppm W
1t Tolerance . I 1
v Digesticn Enzyme | Trypsin W
¥ Peptide Length & - 30 amino acids
v Peptide Charge | 2 -1 3
v Max Missed Cleavages 1|8

Fig3-8 D—220—-45+<1702 Search7D 1 8D

Reference Library & Protein Sequence Database

[Reference JIRBREMNR /8D Library ZEIRUE T, SATSIVR—Iv—H @I AEE.
DLIB ¥° BLIB ‘8 ED T 7V EEEERT 5 AENHY  BEDHRIFE—IURNIT7L RIS
X9 D FASTA J71J)LZ T DI Protein Sequence Database] CiEIRT 2MNENHYET,

-iRT Database File [WiZEClFE0)]
BLIB ZR&ZRFRE U, H'D Skyline NS EH I 7MILEHNL T\ SDIHA. Scaffold DIA DEHEIC
TDIT7AINZEREREIFERE U TR TEE Y. ” Choose” TI7MILEBEIRULET,

‘Fragmentation

CID / HCD / ETD h5ERUE T AR TFROBRIELVICEEDRICHRE T D1A =N
ZNHYET,CID,HCD [ b,y 14U ETD [ c & z 1AV EREPEERICFIAULET (CID [XEFED
T—RACHEWTHAERFy 14V UNERBURVENRBUER TN, TOREEZ(CIE b 1AV EFERLET),

* Precursor / Fragment / Library Fragment : Tolerance
BIEBEE . BREFRZIESATIE COFRREHBTY, BIEUT Da & ppm E55TEH
EIRATRET Y,

‘Digestion Enzyme

KR CTRWERTFRUIMAE(EEZR) T9 ', None Specific DIGESERDIZAI CTOYIRT/INST— 2 ZEE
ULEIH., TDIHE(E missed cleavage DFREZ . (BRULVWRANRTFREER-1) OBBZHRETD
FOICLTLIZE LN,
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‘Peptide Length

BRENRETDIRTFROREITY,

‘Peptide Charge

BRENRETDIRTFROERTI,

*Max Missed Cleavages

SRR T T RER DR, I RO 7 S /B e fEEEU R TFREFRT S DRETT . BN

ZVEIHRNTFREIER E T,

Modifications

Name

Mass

Carbamid..| 57.021464 |

() Overlapping Margins
() Stageered Windows

Precursor Window Size

() Precursor window of

Meutral L...
1

v Peptide FDR Threshold 001
Data Acquisition Type

() Mon-overlapping Windows

(® Determine from raw file

Da

Ad

C

Add- -

Terminus

MNone

Please choose an acquisition type '_QJ,' Help me choose

Da

Remove

Fixed

2

Fig3-O D—202J0—-45700 Search®d7J Od 2 1D

Modifications

EE I DIER TI . FASTA TR ETIRRDIGE . COUANTIEEUV B EEZERB U IERmES
ER L TR UE T, —A BLIB ¥ ELIB i:&, E—2 AR DRZEDEEIL. 51 TSVICEENDEERIC
B9 3EHREB DB LT TTORICEMERERTUET,

‘Peptide FDR Threshold
Percolator #AICK D TEHEINSDIARTFR FDR DBHETY,

©2023 Scaffold DIA ~==7 /v
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‘Data Acquisition Type
DIA MIFE TD Precursor Isolation Window DI&ICEEY DE%XE T (Fig.3-9)o

- Non-overlapping Windows:MifMD7A—/\—3w TMBIEEHRL)

- Overlapping Margins : 7—/\—5VJBENG GG, V1 VRUBEEDETY—IUIRE
f8E

- Staggered Windows : —[& MS/MS DAIEZEULRZER. T4 VRIBZEFATSLTHE

MS/MS DRIEZEITOFE.

Non-overlapping Windows
Ti _ 24 miz
ime = To 24 miz To8 mrz
24 mJsz
24 miz
24 miz
24 miz
400 M/Z 1000 M/z2
| Precursor Scan |
M| Fi ES . .
[agmErE capM Overlapping Windows

M Fragment Scan M
M|Fragment Scan M

M|Fragment Scan M

| Precursor Scan |

M|Fragment Scan M

M Fragment Scan|M
M|Fragment Scan M

M|Fragment Scan M

Staggered Windows

Fig.3-9 D—220—45+17”P0% Search¥d7 O @ %D

Precursor Window Size
T4 URIEZE. JPMIVBHRISBEURETIN I—F—NRETINEVET . B8F
& ”Determine from raw file”ZEIRUTLZE LY,
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Click to collapse T

Experimental Data Files  Add Remove

3

Fig3-11 D—220—-4547’07 Search®d7 @ 3 &%9D

Experimental Data Files

REFEWRERD raw J71IVERIRUET,

B Create a reference library and search against it Z:#RUZI5S

417704 AI_Chromatogram Library Creation Parameters|& [Experimental Data
Search Parameters | D2 DN IVIVNIENE T, RYIDIRFET ELIB Z{ERH L. €D ELIB [CXLT
KesD U T 7T —49%1%FRULFE T, [Chromatogram Library Creation Parameters||[Z DU\ Tld
ABRDBEEIRRE/NTA—IDABNEU T, 2EXICH7/=5. [Experimental Data Search
Parameters | D[ Experimental Data Files | C. BENRETDIARGDT VU TIVT—9ZIBELT
<FZEL\(Fig.3-12),

P Load Data X

Search v Analysis v Advanced

Please choose a workflow 0 Help me choose
Search a reference library

® ) Create a chromatogram library and search against it
Save Chromatogram Library As... Choose... Please specify a save location

Save DIA Files in... Choose...
Chromatogram Library Creation Parameters Click to expand |

Experimental Data Search Parameters Click to collapse T

Experimental Data Search Parameters . .
Experimental Data Files Add Remove
Using the following from 'Chromatogram Library Creation Parameters':

Protein Sequence Database: Arabidopsis thaliana_TAIR10.fasta
Digestion Enzyme: Trypsin
Fragmentation: HCD

Precursor Tolerance: 10.0 ppm
Fragment Tolerance: 10.0 ppm

Peptide FOR Threshold: 0.01

Data Acquisition Type:

Precursor Window Size: Determine from raw file

Some required fields are missing

9 Load Workflow From File... Save Workflow As... oad Data Cancel

Fig.3-12 Search 7 Experimental Data Search Parameters BIE
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3-4-2. J—0270—49470J® Analysis 97

Analysis ¥ 7 TCld RTFRICEAT 28FRE. TORBERNSREIVINVBISEELIIV—TETD
BRICFIASNDINSAX—FTT,

| £ Load Data %

Search ' v Advanced

Shared Evidence Clustering

Pertect shared evidence protein eroups
[ Moderate shared evidence clusters

[] Any shared evidence clusters

v Target Protein FDR 1.0% FDR

v Minimum Number of Peptides 25

Some required fields are missing

w Load Workflow From File=-- Save Workflow As Load Data Cancel

Fig3-13 D—220—-%54 7707 Analysis 57

‘Shared Evidence Clustering
VITPRIFREF ORI VNIVEDT IV—TEICDOVWTDRETT . LUT 3 RIENHYUKT,
- Perfect shared evidence protein groups
- Moderate shared evidence clusters

- Any shared evidence clusters

FIZITKIEFEEISRI—LTEDLDIIRTFREVEDBEHFENDERENEL <Y . FEICTIEHELS
RYET, —FE LD Perfect~ |25, BRICRTFREYMRIUIVINIBTRW\WET V- nxt
Ao BIC—BETDMany~ I TIXTI D TEVIPRTFRABNIXT I —FESINET,

FHMIEARER 12 B9 UNVBED T IV—Tb. 95 ZA9—1L1(P.89~)ZE ZELZE L\,

*Target Protein FDR
RIRIHEBDYV/INDEIZDUVWT FDR DFMEZRELET . AR TFRD FDR :REEIFBRRD. YV/INDE
D FDR THBZEICTFRELSIETL,

*Minimum Number of Peptides

RIESEDRIVNIEDREEVUT. PHAITINTVWBRIZ—IRTFROBBEHEHRELET,
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3-4-3. J—2270—4%547040 Advanced 77

Advanced ¥ 7 Tld, 7 —5UNIEICET 2 EARNGEDICEAT HREZITVVE T (Fig.3-14)

| £ Load Data X

Search v Analysis '

Processing Directory
v C¥temp & Help

(®) Create a subfolder for intermediate files and remave it upon completion
() Create a subfalder for intermediate files and retain it

() Wirite intermediate files directly to this location

v Minimum Number Of Quant Ions 3
v Maximum Number Of Gluant lons 5
v Percolator Training Set Size 500000
v Percolator Training Set Threshold 0.001
v Filter RT [] - min

Some required fields are missing

(7] Load Warkflow From File==* Save Workflow fge- Load Data Cancel

Fig3-14 J—220—4%+4770%7 Advanced 57

‘Processing Directory

Scaffold DIA MWTF—5IBZE(TIRICHIAT 2 —RA T 7MILDREBA TT . TA4ILT DERE .
SIZNRY I THEICHALE—B I 7 NIVORWERELE T T IA IV TIIEEDEICT T T4IE
ZER U CED IR T 71V E/ERR L. BtTRERICZED I 7MIVEHT L OICRELTVET,
TPAIWEHEIBRVWKDICUIZY T IFINI TRLER T AV [CEFHE I 7V EET AT L DICHE
LY T BENTEXT,

*Minimum/Maximum Number Of Quant Ions

DIA DEEEEICED TS TAVMAVDEIZDOVWT ERETIRZEREL TLVET, Scaffold DIA D
EBEFHEITSTA VN —IDHAENRELE T, HIFHDOHEICLDBEDK T =TS EMNT,
IRTDIZTAVPEFEDIDITTRERE Uz LIREEETUNMER ULEE Ao Scaffold DIA Tl&
TIFIWNTERTEISITA =08 E 3L L S LIFEVLTERELTVET,

‘Percolator Training Set Size, Percolator Training Set Threshold

Percolator 5tEICEATD/INTA—I T BEET IAIMEZFERLTEE L,

‘Filter RT

RT D71 —TF, BB BRI CABRBEN S DIHEICIEEL TV BH, T—FBRURAH
DERAIDEMET raw TJ7AIVHS dia TPAIVZEERT DIRICDHEEET D76, input T—F N .dia
74 ) (raw X° mzML h% Scaffold DIA BICEHUEZ T 71 DEEIFEELFRE A
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4. Main HH

4-1. Scaffod DIA XA VEMEICDL\T

Scaffold DIA & AR 6 DD/ VI (BEEARD N SEBRINTLET,

- Organize (5E)
- Samples (6E)
- Proteins (7E)
- Visualize (8 E)
- Analysis (9EF)
- Publish (10 &)

LEICHE< 5 B~ 10 ETIFENZTND/INRIVIC DV TERALTLERT,
COETIF EONRIVEERL TV TERTINS BEDRELICH 55 MV/N—PX Z1—/\—7%
EICDVWTEHUSEHRALTWET (Fig.4-1).

Summarization
AXZa—/\—
Scofiold DIA - Demo2 Hela insulin 6 files 30 proteins.sdia ?-90}&" t&)%fﬁ O X
File Edit View Experiment Export Tools Hel |
B Ha=0 @ 4 Summarization: | Treatment vI * ProteinFDR | 1.0%FDR | Min#Peptides, 2 |2| M | @ I
Filters
| Show Hidden |17+ [/ # P | paluefiterv GOTermw @ [
KNS VINDBDT « L= VT
@5 Display Type: | Exclusive Intensity [ Normalized || Log Intensities Color Options... I
Organize Color Legend (Displayed Value} . : CE“"""C“"‘P“—M"'B“;
1.22E8 E & Fi EE :‘%
3 . Lt d o5 B3 | |; g
5 | 4|2 & PR i EF =
= poary 2| 3|8 = £ HEEEE 5 22
SBEENDUDEZ 58|38 2 El & |zelSIEEE =3z |e 55
2 sl E /2] 5 LB S |gp=sEZesEiisazs B £
s : : $ 28 3 $ 85| & Sg2iiiefniize: : i
#|= & Prote protein Name < = & z R a I I e IR HEEE R S L
3 v splpe "7 E3SUMO... sp|P49792|RBP2_... 358kDa 1 54 54 ®100% 026 Homosap.. ® & @ @ e . 2.45E8 2.24E8
Proteins | sp|P15924|DESP_HUMAN Desmopla... sp|P15924|DESP_... 332kDa 1 53 53 @ 100% 034 Homossp.. @ ® & @ L) 1.32e8 1.39E8
V| sp|043707|ACTNA_HUMAN Alpha-... sp|O43707|ACTNS... 105kDa 1 51 51 69% 048 Homosap. e . . . &W7EE  58lE8
V| sp|Q5T457|UBR4_ HUMAN E3 ubiqui... sp|QST4S7|UBR4 ... 574kDa 1 49 49 @ 100% 027 Homossp. L] . L) . 8.93E7 8.06E7
v sp|P11388[TOP2A_HUMAN DNA to... sp|P11388[TOP 1 44 44 @ 100% 0036 Homo sap. es e . . | AGEB 4498
V| sp|P18206[VINC_HUMAN Vinculin... splP18206VINC_.. 124kDa 1 43 43 @100% 031 Homosap.. ® ® & @ @ . | e58E8 | | Sa44EB
Visualize V| sp|P12B14JACTNI_HUMAN Alpha-a... sp|P12814JACTN1... 14 @ 63% 049 Homossp.. ~ ® ® & @ . 1.77E8 1.68E8
V| sp|Q9NR30|DDX21_HUMAN Nucleo... splQSNR30IDDX2.. 87kDa 1 41 41 ®100% 023 Homosap.. ® ® ® .o e | s7Es | 5918
V| sp|QoP2E9|RRBP1_HUMANM Riboso... sp|Q@P2E9|RRBP1... 152kDa 1 41 41 ®100% 0090 Homosap.. LU . L Ld 1.2268 1.04E8
V| sp|@BBUPZIKTN_HUMAN Kinectin ... sp|Q86UPZIKTN1_... 1 4 41 ®100% 018 Homosap.. . . . 1.24E8 1.09E8
V| sp|O75533|SF3B1_HUMAN Splicing ... sp|O75533(SF3B1_, 1 40 40 ®100% 014 Homosap. @ @ . 2.66E8. 24268
Analysis v sp|P34532|HSP74_HUMAN Heat s| sp|P34932|HSP74... 24 kDa 1 33 38 ®100% 065 Homosap.. [] (] ] | 56IEB 5558
V| sp|P26639|SYTC_HUMAN Threonine... sp|P26639|SYTC.. 83kDa 1 3% 38 @®@100% 051 Homosap. L] . | B78EE  9.20E8
V| sp|Q14152|EIF3A_HUMAN Eukaryot... sp|Q14152|EIF3A 1 38 38 @100% 083 Homosap. e . . amEE  48Es
V| sp|P22102|PUR2_HUMAN Trifunctio... splP22102|PURZ_.. 108kDa 1 37 37 @ 100% 065 Homosap.. .o ® | 5esE8 | | S4eEB
V| sp|PS0990|TCPQ HUMAN T-comple... splPS0990[TCPQ.... 60kDa 1 36 36 ®100% 025 Homosap.. @ ® . . e | 18 | 1z2E9
Publish v sp|P78371[TCPB_HUMAN T-comple... sp|P78371[TCPB_... 57kDa 1 35 35 @®100% 038 Homosap. e ] | 7588 B.B2°EB
V| sp|Q04a637|IFAG1_HUMAN Eukaryot... sp|QO4637|IF4G1, 1 34 34 ®100% 051 Homosap.. @ @ @ L) | aBsE8 | 4798
V| sp|P14625(ENPL_HUMAN Endoplas... sp|P14625|ENPL_... 1 3 34 ®100% 083 Homosap. L] . [ ) . 118 1ATES
V| sp|P08T29|K2C7_HUMAN Keratin, ty... splP0S729K2C7_.. S1kDa 1 33 33 @100% 061 Homosap.. .o 0 [ 2aes | zeEm
| sp|P00558|PGK1_HUMAN Phospho... sp|P00SSE|PGK1_... 45 kDa 1 30 30 ®100% 052 Homosap. L) . . . assEs agF9
v sp|POG7I3[ENOA_HUMAN Alpha-e... sp|POG733|ENOA ... 47 kDa 1 30 30 ®100% 013 Homosap. e . . | 749 101E10
v 1 25 25 ®100% 071 Homosap. @ @ @ .o 30767 2.96E7
1 22 22 ®100% 0082 Homosap.. . . . 1.02E8 B.8BE7
Proteins v E‘I’%{Eﬁl—?\ 1 21 21 ®100% 0011 Homosapp.. " ® ® 8 @ ) 111E8 9.45E7
“;:ﬂz’:(ﬂ"‘ﬂ“”) ¥ 1 20 20 ®100% 012 Homosap.. @ @ . L) 1.15E8 1.09E8
. V] s a e 1 17 17 @100% 0013 Homosap. @ & @ . 1.99E8 1.76E8
V| sp|Pos243|ASNS_HUMAN Asparag . 110 10 ®100% 0015 Homosap.. @ @ @ . 4.23E7 6.17E7
Peptides v sp|QSNXS5|HYPK_HUMAN Huntin.. splQSNXS5HYPK... 15kDa 1 4 4 @®100% 0025 Homosap.. . . | 1eE
0.0% FDR (sttained)
986 Targets
0 Decoys

Fig.4-1 Scaffold DIA X VE®

DO

6
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4-2, X=1—/\—

XZ1—N\—MLIEB(Fig.4-2) [CDWTEHRALETD,

File Edit View Experiment Export Tools Help )

Fig.4-2 Scaffold DIA XZa1—0DRAB

XZ1—

FEHADAR

File
B New Ctrl-N
Open Ctrl-0
Close
I Save Ctrl-5
H SaveAs..

B Mew Chromatograrm Library...
é Open Library Manager...

@ Convert Raw Files to DIA Files...

Print.. Ctrl-P

Frint Freview...

New — Hi7z8BB D 7V EFRRLE T 55l 3 BI T —YDEWAH | &
TEBLETL,

Open - Scaffold DT 7AII*.sdial ZRTFET,

Close - IREMWVWTWS I 7MILZERALET,

Save - MEMWVTLSI7 M ELESHRELET.

Save As - IREFWVTWB I 7ML ZRIBZTHRIFLET,

New Chromatogram Library — fRZRB(ZEAT #7274 Chromatogram
SATSVJ(ELB I7 M) EERT 291707 ZMTET,

Open Library Manager — Library Manager 51707 =, IRTEEER
TNTVBSMTSUDRENTEET,

Convert Raw Files to DIA Files — raw J7)V%& dia J7AIVICEH]RTS
WIBZEATSHDIAT7OTERMEEFT,

Print - AV TV EEZEIRILET,

o Print Preview - BERIL\TL\SEEEFIRIT S, FIRIEDAA—I%E
FRUETD,
Exit - VI II7EETUET,
Edt Copy - HERVWTLWIEEDEREREFEHTIU Y THR—RICOE—
1 LET. TP TRPUTT MY TIT7ICTFRMEHRELT
BB EMNTEET,
Find - WERVTLSBEEAN TTF—J—RRERET 51707 2K
B Copy Ctrl-C
.. LEd,
ik Find Ctrl-F 3
Edit Go Terms Options - GO [FHRIC DWW TRRNEEHZEIRLIZY . S]ROD
Edit GO term options..
TPV ESRELEYULET,
Preferences... Preferences — Scaffold DIA AT 3EICHNERRERARRTE

(XED, 7Ot v —#. proxy. msconvert JOJ S LDIBERE) &
R -EEULET,
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. *+ Color Options - EBENHRTHFDORNNERIBICOVT. REZEE
View 9591707 =RRULET,

View [ E—— + Advanced Filter -XAAVEMAICH 2T 1 )VY—EHE CIFFEELINEN
Color Options.. HAVWREERELE T IY— )T ERTUET,

@, Advanced Filter... + Show/Hide Columns - FEE CRRIINTVDINATEZRELET
show/Hide Columns.. - Navigate - RSN TVB/\RIVEERNY TEVERET (5T EEE
——— ' S ILTERIEDYET)

Summarization > .
Display Type X + Summarization - X4/ VBEHEADISummarization] EFUL, T—%%
Cluster Value Suppression > FEHBEA(ERBESE) ZIVERFT,

Log Intensities + Display Type - X4 VHEHEA®DDisplay typel UL, RN 2HFD

U} Organize View  Cr-1 RBEZYIEART.

#82 Samples View Cirl-2 + Cluster Value Suppression — Y VNIV BZEFEHDITRY—{t®E

# Proteins View Ctrl-2 UTeBR. —BRICOSRI—MVICRBRI VNN VBDEBEZENLSIC

@ Visualize View Cirl-4 =TT INEELET,

AL Analysis View Ctrl-5 + Log Intensities - FEEFRRZEN 10 D Log "RnICHIWVEZZYUTTICE

&) Publish View Ctrl-6 LEYLET,

+ Organize View ~ Publish View — XA VEEDZFID/NxILERUL,
BNRINGTVER - BETEXT,
. + Apply Thresholding BRI FRICDVWTREIEDNEFEZRHD/INTA—
EXperlment TG, BXEMED Percolator g-value BifEZ _LEISRVWRTFRIFEESTE
[ Experment IR [ZERINE LA, T I7)VME No bound TRIEREIEH Y FEE A

Apply Thresholding p + Protein Clustering - ZIY VNV BETIL—TLLTEEDHD

Protein Clustering ’ [Clustering | [CDV\T, REHDEENDHZREELE T (> 12 E. P.89~),

Apply GO Terms ’ + Apply GO Terms - (Samples EH) FHERELZ GO T—FIRN—2X

% Import Attributes File.. TPAVICERELY VINVEIC GO BHREMSLET (215 %, P.108~),

Wll Quantitative Analysis.. + Import Attributes Files - FH VI T—IEDMERE - BEEZERLL
Clear User Peptide Validation lAttribute file | ZFAAHET
* Quantitative Analysis -EEBZFE> TREZIT>Y. REDEEELE
[CDVWTDEREEITOIEULET,
+ Clear User Peptide Validation - EEFHEZTOEICITOIZRERER
DtybhUT. 7 IA4IVMBICRUE T,
Export + Export Attributes Files - 7 ILT—YEDEE - BiEEERLE
Toois Felp lAttribute file]Z3&E I 7ML ELTHALET,
: ::::.t:::::m - + Export Samples Report to Excel ~ Export Workflow — fi#ti7—%
B Export Peptide Report to Bxcel.. ERRRBBETEEHIZLTR—%E Excel ToRdHAHRBIRELR CSV JA4—<WY
o R CHALET, S4lE P.9O1~ 113 Report E BT,
; :::::;l:epomB(ce“” +  Run SQL Query for Export - SQL AV RZEAAETITDI47OIN
A Run QL Query for rport..  Crl+Shif B’NEY,
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Tools

Tools | Help

Windowing Scheme Wizard...

- DIA Structure Viewer (mzML only)...

Launch Peptide Browser...

Convert BLIB to ELIB...

Convert MSP/SPTXT to ELIB...

Convert Prosit/Spectronaut CSV to DLIB...
Convert TraML to ELIB...

Convert ELIB to BLIB...

Convert ELIB to OpenSWATH TSV...
Convert FASTA to Prosit CSV...

Combine ELIB libraries...

Subset ELIB library...

* ELIB & DLIB [dEU
TA—YYETOBEDRERICH T
FREFEHVRACENDEEZ THIE
»YE B A.Scaffold DIA L TlX
ELIBA/DLIBA A7JYavik
EE5NTA—<YEFIARRET
9, (fl:DLIB DFER(CI combine
ELIB libraries |ZEA T 5. &)

ELIB & DLIB [CDW\T

https:/ /bitbucket.org/searleb/encyclopedia/wiki/

EncyclopeDIA%20File%20Formats

Windowing Scheme Wizard - Windowing Scheme Wizard
(EncyclopeDIA DEEHE) ZHEEILE T . BEDTERED DIA RIE(C
PRUTEBEDREICHERI1 VR IBDOREBEZAELE T,
DIA Structure Viewer (mzML only) — DIA Structure Viewer
(EncyclopeDIA DE&HE) ZHEEILE T o mzML ZFL\ T windowing
scheme [CEAY 2R EZMHR T D2FEMN TI XY, Data Acquisition
type DHESRREIZFIBTEE T, Scaffold DIA L TlE mzML AD
T —)VEFRATERVD T, Fuh raw T71IVERZVECIE
A& msconvert ZHEEIUERZERRBLUIZ LTY—ILICHRMAETES
WENRBYUET,

Launch Peptide Browser — Peptide/DIA Detection Viewer
(EncyclopeDIA DHHE) ZHEEILE T o mzML 7z (& dia T 71
DO RERTFRERBRLET . RI1TER. F17OTADLD/ARIV
[CIETSTX MM A DE—TREEMN, TO/NRIVICIEZIT DIER
NRRINE T (EE5H1EEIE RT),

Convert BLIB to ELIB- BLIB J7-Jl% ELIB J7JUICEHLE
ED

Convert MSP/SPTXT to ELIB - MSP *° SPTXT % ELIB |Z &4
LET,

Convert Prosit/Spectronaut CSV to DLIB - Prosit D51 J35
l)(Prosit MBS HATNIZT 7)), F7zld Spectronaut D1 T3')
TH3 CSV IJ71M)V% DLIB [CRIRUE T . kDT PAIIEADT 71
IWERIUHARICEREINE T,

Convert TraML to ELIB - TraML J74J)L% ELIB [CEH#UF T,
Convert ELIB to BLIB - ELIB J7-J)L% BLIB [CEH#LF T,
Convert ELIB to OpenSWATH TSV - ELIB 771/l %
OPENSWATH TSV JA4—<YNIZHRULE T HAT7 I

ADT 7V ERUEFRICERINE T,

Convert FASTA to Prosit CSV — FASTA J7-JUH\5, Prosit
RFEDAAT—F(CSV ER) EFRR LT AFRI NI T 71ILIK
Prosit A MNCTAANT—FEVLTHERTE. S1TSVEERT DS
NTEXT COMBRZFALIZBEIEX LUTHRXAD Citation &2
PRGN

https:/ /www.nature.com/articles/s41467-020-15346-1
Combine ELIB libraries - 8% ELIB D71 )LZREULE T,
Subset ELIB library — ELIB ZfT  REERHICE S ERDH %
REHB U2 ELIB 7 71 UICHALETD,
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https://bitbucket.org/searleb/encyclopedia/wiki/EncyclopeDIA%20File%20Formats
https://bitbucket.org/searleb/encyclopedia/wiki/EncyclopeDIA%20File%20Formats

Help on Current View -IRTERVTL\SEE /Y1707 DARAIC

Hel _
p ST B TEAEES £
+ Help Contents — VY INIITDANITEHETET,
@ Help on Current View... « Scaffold DIA User’s Guide — Scaffold DIA 1—1'—H1 RZ&EE

WR(PDF 771 EREET,

Scaffold DIA FAQs/Resource Center — Proteome Software #t
MR T ZRERFAAXA VI EESNE WEB R—IATPITEALZE
9 (WEB J5UF#EH),

Open Demo Files — Scaffold DIA TTFHERL TS
TEIPAINERTI7OINENET,

Show License Agreement +  Show Log Files - YIIIPORFOT TPV EREET.,
Referencing Scaffold DIA ESTIWDa1—T4 IR ETERLET,

Show License Agreement — 12V XEZHABTERRLET,
Referencing Scaffold DIA - Scaffold DIA [CDWTERNREC
EE I BIHDEdFERTLUET,

About Scaffold DIA + Update License Key - D1V RBEHREANT D700
BNE T ARSIV ANSHRIIEVRICHIVEBADIHE .
HERED S Rz SHRREICFIBLE T,

About Scaffold DIA - SV RIFRCETHERENRTIN
E3

(7] Help Contents

€@ scaffold DIA User's Guide

a Scaffold DIA FAQs/Resource Center
€ Cpen Demo Files

Show Log Files

How to Purchase

Update License Key...

4-3. V—=IVIN\—(71432)

BE LEEICSEREICES AV URICHIGT D 7AIVDNERBINTVET (TR),

B H == & &g i rotein FDR 10% FDR « | Min # Peptides i

Fig.4-3 Scaffold DIA Y —)UL/N—=IC&HD)771 3V

PAIAVHRIIVIRIELLTOEY T,

Y TRRE

1
B New — F=RIPAIVEVERLE T, $lld 3 B F—9YDIUAA | ESEBLEE 0,

Open - Scaffold DIA D77 )I*.sdial ZFHTFET,

= Save - AR TWEI7NIVE LESRELET,

Open Library Manager — Library Manager 2SS %7,

k]
—] Print - IREFV TV IEEEERILED,
o Print preview - RERV TV SBEEZEHRIT SR1IC, EIRIEDAX—IZRRUET,
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B Copy - RAMWVWTLWSEEDERERZFEHTY )Y TIR—RICOE—LET MY TIPS

TFAMBREUVTBEUMITECENTERT,

i Find - RAMV TV SEER T, F—7—FERET5I(7O0JERTLET,
lilly Quantitative Analysis - RINCN TV S EEEZTTICREZIT Y. Y VNN IBDOEREEICDL)

TOREZET2IZYUET (BFULIEI5-7 Experimental Design DEREI(P.43~) &2 ZEBELIZELY),

N Excel - RERLVTL\SE@EISELZLR—M%E EXCEL THithd CSVERTHALET,

@ Help - ZUSAIUNITERHTET

4-4. XK IINDBED T4 WA= T

RTRIVINIEIIDVWT BEREICED TN T ETIENTEET,

= ==0

B #'L Summarization: Treatment ~ | lli §Protein FDR | 1.0% FDR | Min # Peptides 2L 5 0
i [

Filters

| Show Hidden |17

P | pvaluefilter v GO Term » Q |

Fig.4-4 Scaffold DIA RS VINDBEDD « )L =) Y IHREIEB

7AY

HRE

‘ [ Show Hidden|

Show Hidden - ZERVIAAFEICENDRWVWIVINVEBEER RIS / LR &HY
B2Fd,

Xy

Star Filter — Samples BIHAIC CERETNRIEBIStar|IORB TI(II—) 0T %
TLWE . Star [CIF. /BRU/BE/BFER/BE+FE/ D 4BENSVET,

Name/Accession - F—TJ—RIRZRIZKY Accession /NI BEDEZFRTTHLT
BRUIABEITOCEMTEFET,

P-Value Filter =

P-value filter - P value DN #&ED p (B, FZFITSIZHERESH ST Family-Wise
Error Rate(Z7z(3 FDR) DBHEZEBZ TL\BNEINTI(II—I VI EITVET,
REEZERBULEBRDAH CTEIRTEFXT,

GO Term »

GO term — PHAUENE GO BRICK D TINI—I T ETVET,

Q

Advanced filter - X1 VEMEIZH D T4 I)VY—EE CIFFIBELUINRVE SN
REEBEL I —) T EETUET,

Protein FDR | 10% FDR |

Protein FDR - Protein FDR DBICK BT ILY— T %ETVET,

Min # Peptides He

Min # Peptides - 7 AV INERTFREICLD TAII— DT EITVET,
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4-5. FEEADYIVEZ =

JI
L&
Organize
EmEA DI Navigation pane](Fig.4-5) [ZC. Scaffold DIA DERHTIEIEZ
PUBZBIENTEET, Gj‘fg
O‘g./
Samples

- Organize (5) %

- Samples (6%) Proteins

- Proteins (7 &)

- Visualize (8 %)
9F)

- Analysis Visualize

- Publish (10%)

Analysis

LIBIZH< 5B ~10 ETIFENEND/INRIVICDWVNT

AL TWVET, @

Publish

Fig.4-5 Scaffold DIA Navigation pane

4-6. FDR 5tH{ERT

Navigation pane DI, FDR DIFEFHRMNF ESHoN=FRREN DY FT (Fig.4-6)e RTFR. IVNIE
FNEFND FDR FREMBW O CRIEEFEZ D Target / Decoy TN J—DENTRRINETD,

DI VIAR—FADBRIE. TT1 I RIEDLIICRSYT &S YT ETO>TIE—THEN
TEFET,

Proteins

0.0% FDR {attained)
43 Targets

0 Decoys

Peptides

1.0% FDR {threshold)
0.0% FDR {attained)
319 Targets

0 Decoys

Fig.4-6 Scaffold DIA FDR Info w272
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4-7. Summarization

Summarization /\—(Fig.4-7)Cl&. BB I TIVDEEBEEZIVEBZ D2 ENTEET, BR
BEEICRRINDT TV ECICEDEEELEEIL TEEINE T,

Summarization: Condition v

Fig.4-7 Scaffold DIA Summarization /\—

HEMD—&T. [Edit]Z:&5 &, [Configure Sample Organization and Statistical Analysis %5177
O MDl'Sample Hierarchy |WNTRRINET, CDF 17O 1DV TIEN5-6.,:8RATEE: 3 BEED
Experimental Design [CDW\T(P.41~)JICCEFU<ERBALTLET,
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5. Organize HH

5-1. Organize /\RJV[CDU\T

Scaffold DIA TlE&T—YDEREICDIF 5 BFN%E "Category" &MU, Category HDEZE(BME) DRAFR
Z"Attribute" EMUE T, Organize /\RIVTIET—F D Category(F&E) ¥ Attribute(B4) DEZ .
& Sample T—%IZX LT Attribute EDFAIFEITOENTETET,

B Z L. "Treatment Group "&\\D Category ZEFEL. €ZIC "Control "& "Treated "&L\D
Attribute ZEB I DIEMNTIET, HDIVIEYMLI—R  EYDRESICHT D RIGZEBIET DMET
(. "Time "&MF(EN D Category Z{ERLL T, €CICET S Attribuite &L TCIOmin|[20min]
[40min |T60min| R EZERET DFETI XTI BRKRT U TIVICIXZLDEGE. Fifh, M5 WERED
Z<DEMENMTEINTUVE I, Scaffold DIA EICHEWNTETIDDT—FITEED Category D
Attribute ZE|V HTDENEAETY, Category & Attribute [&, Organize /\RILDT ST 1 HL
A —AVI—TI—ATERI BN TTBIFIN FOHRENT T ULBERENDT T BT 7=
FAAATHIRAT BN TETET,

&#))IC Scaffold DIA [CO—RINEZENYDERETIEIINSDERNEIINTS ST BRURAALR
7T —% (raw X|& mzML)DEFR A SNFET DDH T, Fig.5-1 [ T FIAO—REINEZEZD
Organize /\RJU BEE T,

Define Categories
g Group Samples By | Selected Category »: Bulk Edit Sample Names...
& Import Attributes File... X Export Attributes File... BHISRE L
Sample Name
+ Add Category B Delete Selected Category SD 1 from FOD1466.mzid
SD_1 from FOO1467.mzid

® 5D_1 from FOD1472.mzid
@ 5D_1 from FOD1473.mzid

bt

Fig5-1 T—5 CEEEEDH

LA, Organize /NRIVDEIEIANT Category ¥ Attribute DERZ/ERULE T —FERMIITETD
TEEICDVWTIRALET.
5-2. Organize /\RJVODEHE FREEFR
Organize /\RIVDBETT CRER) . LLTD 4 DORA VAT TITERALET,
@ Category, Attribute DEFRHXE [5-3]
@ sample J71)LE Attribute DEIMRIEERE HRTDE [5-4]

@ Import Attribute File / Export Attribute File [5-5]
@ Experimental Design NDE&E [5-6,5-7]
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! Scaffold DIA - Demo2_Hela_insulin_&_files_30_proteins.sdia — O X

File Edit Miew Experiment Export Tools Help

B = é = % ‘B L Summarization: » Treatment ~ | |l Protein FDR 1.0%FDR ~ Min # Peptides AR | 0

Filters

/| show Hidden  7¥/ 7 # v=d @) Import Attribute File / Export Attribute File

@ Define Categories

Group Samples By | Selected Category ~ Bulk Edit Sample Mames.., e P
Organtze I = Import Attributes File.., ¥ Export Attributes File..,
,oe — Sample Name Treatment ]
:-. ]g + Add Category ) Delete Treatment [ control
Samplas @ Control_1
Treatment [ ] | Control_2

Insulin ® Control_3

o= Add Attribute [0 insulin
@ Insulin_1 @ Insulin

?
g)a
Proteins
@ Insulin_2 ® Insulin
Vinsatizs % ® Insulin_3 @ Insulin

@ Category, Attribute DEZERE a /

@ Sample 7 71 )L & Attribute D

Analysis

Publish

q . o =
= @ Experimental Design DREZ BREEER T DK
0.0% FDR (sttained)
28 Targets -
D Decoys A A - A-Z
. Sample Information
Peptides
D.0% FDR {sttsined) ™ Configure Experimental Design No Sample Selected
586 Targets and Statistical Analysis...
0 Decoys

Fig.5-2 Organize BENDOSHEEICEIT D5768

5-3. Category, Attribute DEZHRK

EmEZ . (Define Categories| CTld category &, FNICET D Attribute DFREZTITOEN
TTET(Fig.5-3).flEUT. ODI )7 Tl Treatment | &L\ D 173 —Z{ER L. €[ Control | &
Mnsulin | &L\ D220 Attribute Z{FR T DIEFEZCRHULET,

Define Categories
(L% Import Attributes File== ‘J Export Attributes File=-
1 Add Category Delete Treatment

Treatment O
+ Add Attribute

a r's v b4 Az

m Configure Experimental Design
and Statistical Analysis:

Fig.5-3 Organize B@E View Table X
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=PI, "Add Category’"y U ZEHULET (Fig.5-4)

Define Categories

2 Import Attributes Filer* 3] Export Attributes File
= Add Category ‘ [ Delete Selected Category

Jil[ Confieure Experimental Desien
ahd Statistical Analysis

Fig.5-4 Organize BE Add Category Y VD&

Category H& U T I Treatment | E ANUFE T L\ T GlICHDTAdd Attribute| =0 )V I ULFET
(Fig.5-5)0

Define Categories

|27 Import Attributes Files-: 2 Export Attributes Filer
“ Add Category Delete MNew Category
I'I'reatmen‘d | .I = Add Attribute

Fig.5-5 Organize B@E Add Attribute MY >V DHIE

Attribute & UTlnsulin|& AAUE T (Fig.5-6),

Define Categories

L% Import Attributes File- 3] Export Attributes Filer
“* &dd Gategory Delete Treatment
Treatrnent .I Thsulin| I .

Fig.5-6 Organize B@E Attribute :%7E
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HEICINUTEBO7PAOVZI)vIL, BOREEZEELET (Fig.5-7)0

& Pick a Color for *
YIS HSVIH) HSL(L RGBIG) CMYK

L€~

W& | UEsHB

Fig.5-7 Organize B@E Attribute DEIRE

L TER LTz Attribute D FICH7ZIZIRN ST +Add Attribute |22 )Y 2 UE T (Fig.5-8) .

<= Add Attribute
Add Attrbute
a - v b f-Z

Fig.5-8 Organize B@E Attribute 810

BEIFRDIFIET. ©D 12D Attribute Tdr D[ Control I Z{FRK L FE T (Fig.5-9)

Treatment

- Add Attribute

Fig.5-9 Organize B@E Attribute 8058 T
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PUETHERDIREIZE T TT,
EUIERRD Category ZHIFRY DEF(E. BIEADMRY Ul Delete (7T —R)1EI)VILET,
ER D Attribute ZHIPRT DB E. Attribute ZFIRL THSHGD) Y I U Tl delete ] ZFIRULE T,

5-4. Sample J71J)L& Attribute DEARMEZERE -HRT DR

Fig.5-2 EHE. ARINDQDMEIE TIE. BXVRAATE T—F D Sample EFFRUT Attribute &D
HMOITOEREUZYEDODRBEHEALIZYU T EENTTET (Fig.5-10),

Group Samples By Selected Category Bulk Edit Sample Names=-* @ P
Sample Name Treatment =
= . Control ~

- @ Control_1 @ Contral

. Gontral_2 @ Control

“- @ Control_3 @ Contral
-l lhsulin

@ Insulin_1 ® hsulin

; Insulin_2 @ Ihsulin

" @ Insulin_3 ® Insulin

Fig.5-10 Organize BE Sample-Attribute Xtz

LUF. T—9 EBEDHDITRMEICRIT 5 CRATT,
[sample & attribute ZH D179 HIRIEICDLT]

Sample ZEIRUITIARETE VWO TH & F/in'JARDAIC Category HMIRNE T, Category &I
A=V I ZEHED L, THIC Attribute BFRNINEK T, Attribute ZFEIRT HE T, 5%= Sample [C
ERUTZ Attribute fEEROE DT INE T,

72& Sample ZR W &ROW X0 Ctrl F—%{F > TEELGEIRUL. [BERFIC Attribute i D75 E T 5E
L TEFJ (Fig.5-11),

Group Samples By |Selected Category Bulk Edit Sample Names - (7]

Treatment

Sample Name

Il Control

[l Tnsulin
Control_1

@ Control 2
Contral_8 Edit sample...

@ Ingulin_1

@ Ihsulin 3 Expand All @ Insulin
Collapse All m

Edit Selected Sample Names... w

Fig.5-11 Organize BI@ Sample [Cx1 LT Attribute 185 R =S LT\ DIRE
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Attribute [FERZE 5. TDEWOIERAICRISINE T (Fig.5-12)0

Group Samples By Selected Category | Bulk Edit Sample Names*** | © A

® hsulin_1
Ihsulin_2
Iheulin_3

Fig.5-12 Organize BIE Sample [C Attribute [BEFRDMT SN EE

[Group Samples By]D:&EREXICDULNT

3DM&EIRAEL. [Sample Name | Selected Categoryl/Experimental Design|h'\E T,

Group Samples By |Selected Category « | | Bulk Edit Sample Names~ = (@)
Sample Mame

Sample Name Selected Category Treatment

B B Control Experimental Design

Control_1 Control
@ Control 2
@ Control 3
=l Insulin

Fig5-13 Organize BE [Group Samples Byl 188

KRADT—HYDAHICDVWTENIEHICEB I 2N EEUVFET,

Sample Name: Sample ZDT7IL I 7RV NEBICHATE) ARIRYET,

Selected Category: Category. Attribute ZDIEICIEATZ I ZASIRYET,
Experimental Design: Experimental Design(Fifll& 5-6. 2 CSR</ZE V) DIEEEEE
Category, Attribute [FERICEDE T —INFXEHONEFRINET,
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[Bulk Edit Sample Names] &3EREZICDVNT

Group Samples By

Selected Category Bullk Edit Sample Mamesg-+-

Sample Name

HY3AATE Sample EHRT T BIHBA. Scaffold DIA DR TT—YERLNPTTBHIC, T

INS Sample BEELEETITDEFEFTT, —D— D& BIRUTERRINSD Sample BZ=iRETDIEL
TEXTH. TIBDZ VI EDREOEBEIERICEM TI . EO Lo EBRIC— U TI 71V

ZZECTE 2NN [Bulk Edit Sample Names |5 1707 TY (Fig.5-14).

T71IVAICDOVNT, 2771 RICHEHBE T IRENFE—EUTHIBRULZY (Remove prefix, Remove
suffix*) . 771 ILEDRT/EAH O DREXFEE@FHMICHIFR T TN TEX T (Remove characters

at beginning, Remove characters at end), X/T2BfHICXFZHRT B7Z1T T, FERUE

Attribute [BRICED W T I 7MIVEZEZEET D24 T3 0155 £9 (Rename based on Attributes)o

* prefix -> ¥E5HEE. suffix -> &R

& Edit Sample Names

(") Remove prefix
(") Remove suffix )
() Remove characters at beginning
() Remove characters at end

(@) Rename based on Attributes

() Custom

20121130 MD_

10
10k

Extraction Method 3

hd
-

R

Current Name

20121130_MD_10A (20121130 MD_10A.mgf-a...

New Mame
Complete Extraction-Digestion_10 Min_1

20121130 MD_108 (20121130_MD_108.mgf=l...

Complete Extraction-Digestion_10 Min_2

20121130_MD_10C {20121130_MD_10C.mgf-a...

Complete Extraction-Digestion_10 Min_3

20121130_MD_10D (20121130_MD_10D.mgf-a...

Complete Extraction-Digestion_10 Min_4

20121130_MD_11A (20121130 MD_11A.mgf-a...

Complete Extraction-Digestion_20 Min_1

20121130 MD_11E (20121130_MD_118.mgfl...

Complete Extraction-Digestion_20 Min_2

20121130_MD_11C {20121130_MD_11C.mgf-a...

Complete Extraction-Digestion_20 Min_3

20121130_MD_110 (20121130_MD_110.mgf-a...

Complete Extraction-Digestion_20 Min_4

20121130_MD_12A (20121130_MD_12A.mgf-a...

Complete Extraction-Digestion_5 Min_5

20121130 MD_128 (20121130_MD_128.mgfl...

Complete Extraction-Digestion_5 Min_6

20121130_MD_12C (20121130_MD_12C.mgf-a...

Complete Extraction-Digestion_5 Min_7

20121130_MD_120 (20121130_MD_120.mgf-a...

Complete Extraction-Digestion_5 Min_8

20121130_MD_13A (20121130_MD_13A.mgf-a...

Complete Extraction-Digestion_10 Min_5

20121130_MD_136 (20121130_MD_138.mgf=l...

Complete Extraction-Digestion_10 Min_&

20121130_MD_13C (20121130_MD_13C.maf-a...

Complete Extraction-Digestion_10 Min_7

20121130_MD_130 (20121130_MD_130.mgf-a...

Complete Extraction-Digestion_10 Min_8

20121130_MD_144A (20121130_MD_14A.mgf-a...

Complete Extraction-Digestion_20 Min_5

20121130_MD_146 (20121130_MD_148.mgf=l...

Complete Extraction-Digestion_20 Min_&

20121130 MD_14C (20121130 MD_14C.mgf-a...

Complete Extraction-Digestion_20 Min_7

20121130_MD_14D (20121130_MD_14D.mgf-a...

Complete Extraction-Digestion_20 Min_8

i@ Help

Fig.5-14 Organize B@ [Bulk Edit Sample Names] MYV ES 1 20O
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5-5. Import Attributes File / Export Attributes File

BUT—9ZRVRALEDDNSA—YZZEZTERZEUVZWVWEE IB/\—I320 Scaffold DIA T
ET—YDFTHAHNSBEEXET DUNENHYET, ZDEE. Sample & Attribute DD T EZHE
BRET DIV 2EETT,

TDXDGEFICIE Sample TP L& Attribute [EFROM D TIRAZ T 7N ELTRIFLUTH S T
BUSAANTHRT BN TS ET, T71IIEHUYTRYIS N/ CSV I 7L T (Fig.5-15),

1 Sample HName Biosample Category Ethnicity Anticoagulant HELC
2 CLK-20-400-300.R&W (FOO02703) Pae000817 Lab-1 bl egdta 20-400-900
3 CAS5-40-900-1200.RAW (FOD2698) FRe(Q00E10 Lab-1 bl =erum 40-900-1200
4 CAH-40-900-1200.RAW (F002760) PReQ00862 Lab-1 bl heparin 40-9%00-1200
5 CAH-20-9300-1200.RAW (F0O02757) BRe000862 Lab-1 bl heparin 20-S00-1200
& CAC-10-400-900.RAW (FO02743) BRe(Q0DO0E5S9 Lab-1 bl citrate 10-400-300
7 CAC-40-900-1200.RRW (F002751) Pne(Q00&58 Lab-1 bl citrate 40-%00-1200
CAH-20-400-300.RAW (FO02756) BRe000862 Lab-1 bl heparin 20-400-9%00
8 CA5-20-1200-200.RAW (FO02696) BLe0Q00&10 Lab-1 bl serum 20-1200-200
10 CRE-40-400-900.RAW (F00270&) BRe(QODOEL17 Lab-1 bl gdra 40-400-500
11 AR5S-10-400-900.RAW (F002734%) PAe000797 Lab-1 b3 serum 10-400-500
12 CA5-40-400-900.RAW (F002697) BAe000810 Lab-1 bl =serum 40-400-300
13 CAC-40-1200-2000.RAW (F002752) PRe00O0BSES Lab-1 bl citrate 40-1200-2000
14 /3, nA ann OAA DAW rEaAnTaT na-nnnasen Tow a 1 msene a8 Ann nnn

Fig.5-15 Attributes text file

BREUREHNAZ CSV J71IbELTH AT BICIE Export Attributes File”Z ., L\ D7z AMRFELTE
CSV J7MIZEFRAADICIE "Import Attributes File”/hY 2V &EHUEXT (Fig.5-16).

Define Categories

% Import Attributes File=

] Export Attributes Filer I

. m Delete Selected Category

“= Add Category

“L Configure Experimental Design
and Statistical Analysis ="

Fig.5-16 Import Attribute Files / Export Attributes File

5-6. #IRAJEEZR 3 #E%E(D Experimental Design [CDL\T

Scaffold DIA CIIEBRETEAICE DV EBFRTETOENTERT . T —YDIBEIC DOV TUT3D
DA TIIVHHERAIRETT,

- Basic Design

- Repeated Measures

- Two-way Design

LEENFNOA T3 ICDVWTEUEGRBLED,
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M Basic Design

Biological Classes
| Experimental Variation |

Treatment

/// // \
P Fe

Biological Replicates

| Biological Variation | / / /
/ \ ’ : \ /
Technical Replicates / \ / /
(within biological replicates) B E Q5 sz] [so <10 512
Technical Variation P) ) b P b b P » bl ¢ b4 L4
@ ¢ ¢ ¢ ¢ @ ¢ ¢ @ ¢ ¢ ¢
4 ¢ ¢ ¢ ¢ ¢ ¢ ¢ 4 ¢ ¢ ¢
Fraction(s
i y [T L] ] [ e R = W (=] [ =]

(within technical replicates

Fig.5-17 experimental design &%l

XY 2 DOEIREHAE R RNIRSRZEEL TV DITXF UL [Basic Designlld &Y —RRHVR T —1EiE
ZBEL THY, Experimental Design DERMN LSO SGWNZHIEZ DI Basic Design ] Z:#RL
TFEL,

FILERZITVWzW—FERT R0 EUT, 2 DLLEDIBiological class | Z5&E LXK T, [Biological
class]FERFZMHDEV\ZE RBUZTIV—TH SEBKINET (fl:Control & Treatment RE),

ZNENDIBiological class]lIBiological Replicates |ZB I E3FENAIEET Y, NIKFE—EERT
HUBRHROEEYNRERNH DT —RQENETIEFRVE T, TSICENENDIBiological
Replicates |[ICF U T, #8Y3RUEER TH S Technical Replicates | EX T T DENTITE T 7—F
&N FEE U T, Bl Technical Replicates |INERDED N SEBHRINTVWDIEGETNE
[Fraction]EUCHDITITDENTEEY,

Fig.5-17 MDIAREZ Scaffold DIA (D Category [BHRZFEDODTUTDLDIICERTDELET,
Group -> { Treatment, Control }
Subject -> { Subject 1,Subject 2, Subject 3, Subject 4 }
9 % & Scaffold DIA ) summarization FERTIFILUT DL D ICEBEENRTINET,
Group
Subject
(MS Sample)
FESREMOD Summarization T Group ZEATZIHEIE Treatment & Control [CKEDHTHFERDN
Subject ZBATZH R Subject DE[I THREHONIFHBERMNFTRIINET , (MS Sample)ZERUZ
BRIET—INTEHOSNT & MS T—YEAAET —FDEA) THRENFTRINET,

B Repeated Measures

B—DOEYMBEERNST—IERELTVSCEZRRELTHY  FEADLRIVNED LD ICE1L
FEINZERHT DIRISENEIRE T, Al UT BREFMZE(L ZE SRR IO T —/IN—ENEITHS
NFEY, gHRDIEEBasic Design DK DI, Biological Replicates ¥° technical replicates. fraction
BREDNEEERIDEELTETEXT,
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B Two-way Design

2DODBIIEHDIMRELLE L. 2 DOZEHDOBICKRE(ERANH DM ESHEHIETT HEEITES
BEIREECTY . IR IEH 5FFZ1 S URDBHEE LD RIGDEWVIC DOV TOLLE T, Two-way
ANOVA ZXEEI5E. 3DDRETHET 2EN TETET . 3DOREEE 2 DOERNREIEHTS
2 (Interaction) UM Primary EUTHEEUZERZDFERE. i U'C Secondary EUTIHEEUZER
DEEE TY, e DIEHEBasic Design DK D, Biological Replicates *° technical replicates.
fraction ‘REDNEEERIT DELTTHT,

BRH | FFFRISIRR TD Two-way Design Tdr5 Randomized Block Design (ELEEZE)ICEXTIHL TN
FJ (ELBE : Randomized Blocks in Analysis of Variance (ANOVA) - StatsDirect), 7 IV %
JOvOEMEND T IV —TICHEI(T0Ovo1E) U BT )V— T DIRRELUA DB DZE R (s - 4 515)
EHET —IRINRERENSADHEDESV\EMHEELE T, Randomized Block ANOVA (X
JOvo{eLiz A7) —DMRERIMEULBENSIBEENR (treatment effect)Z R D2 DRI HE
T, Two-way ANOVA EE7QY, JOvF 27 - A7 T —DROFHMEFIITVEE A

5-7. Experimental Design (DEXE

LI, Scaffold DIA _ETT—9 D SXBRFTBENDHRNBEERT DEFAECOVWTIBNALET,
%X |& I Configure Sample Organization and Statistical Analysis1¥ 17707 (Fig.5-18)N\51TL\E T,
FAT7OT 2RI EDHEFILUTD 4 BVHUET,

- [Organize|View MEMHEZL FZ3 3 Configure Experimental Design and Statistical
Analysis /KNI V&I )YD
- menu DIExperiment]-> [Quantitative analysis| % iR
- W=IUI\—I|ZH B Quantitative analysis| 711 Z D)V D
- Y= )LI\—DISummarization ZBREXAICHDEdit | = D' )vD
]

~
After providing
infert [ 5amples were fractionated

[] Technical replicates were acquired

Experimen tal Design

@ BasicDesign (0 Repeated Measures Design () Two-Way Design

If desired, switch to
the Statistical Analysis
tab to apply a
statistical test

which Categories should be studied? (@)

(Optional)
>

~  which Category identifies the biological samples? @)

M5 Sample

Design Matrix

v

® -
Fig.5-18 Configure Sample Organization and Statical Analysis 5 7702
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https://www.statsdirect.com/help/analysis_of_variance/randomized_blocks.htm

CDFA7OTE 2 DDYTHOEEEINTWET (RIERIFR).
-ISample Hierarchy|¥ 7 : EROEEDFERCEATIV—DABEIITDER [5-7-1]
-I'Statistical Analysis]¥ 7 : REFECLEREDFHLEICDOVTDRE [5-7-2]

LU, &9 J TORENBICDVWTEHUSEHRALET,
5-7-1. Sample Hierarchy 57

ADDIN—YDSHERINTUVET (Fig.5-19).
- Sample Acquisition
- Experimental Design
- Summarization Hierarchy

- Design Matrix
Sample Acquisition

[[] samples were fractionated

[[] Technical replicates were acquired

Experimental Design

(@) Basic Design  (_) Repeated Measures Design () Two-Way Design

Summarization Hierarchy

Available Categories (&) Which Categories should be studied? '@:l
| ©optional)

Extraction Method L=

Which Category identifies the bicological samples? '.Q.I

-MSSamfje
=

< Clear Summarization

Fig.5-19 Simple Hierarchy 571 Q@@ LEIHK

Sample Acquisition
Samples were fractionated

BET—YICHBET —INEFENTVWIRICF IV IZEANT T, EE-EEICH\WTHBEINZT—F
[FRMEF /AL TI DD IPAILTHINDE S ICRVIEWET . FIVvIZEAND . ATTV—DED
SEOBEBERNDERIDELETH DN EIEE T SREMNSummarization Hierarchy |[CIRNEK
ER

Technical replicates were acquired

HET—FICDOVWT RRYIBUVER(B— 2 TV -E—REOT TV OWTAELR) T—9 &80
RICFIVIZANE T EEICH VW TRYBRUERDEBEA TIRELETVERT . FIVIZAND E
A7J)—DEDREDEMEERZEFE D T Technical Replicates T—¥ %588 DHIEE I DREHEN
[Summarization Hierarchy||CIR11E T,
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Experimental Design
Basic Design / Repeated Measures / Two-way Design O 3 IRCY . :#BIREIDFFMITLLTD
WY T, FMIC DL TIE5-6. B RATREL: 3 #8850 Experimental Design [CDW\T|(P.41~)%&
CELETL,
B Basic Design
TEC 2 FELUADBZEICHER, 7 — Y EEBEE(LURA SR TT — Y2 R3EN
TEFET,
B Repeated Measures
REFHRZEEPIORA —N—HERE | B—EEEN S 2T - DUERET D
B Two-way Design
2DODIBIEHDMNRZLLR L EHOBICREFANSH DN EIH ZHIIT D

Summarization Hierarchy :

AT —ICHUTHE EEEE LT ORER T I . BE LD Sample Acquisition |M T
[Experimental Design] T ZBAEMNI K> TERIRNZE DY X T, AN (. BEAAID
[Available Categories|[CFRRINE AT I —ZEEARIDDFECEEBEEE EH DEMICHEH)
(R T &ROYVTEEZIIKRNZFER) S ETEHREVET,

Experimental Design

®) Basic Design Repeated Measures Design Two-Way Design

Summarization Hierarchy

Available Categories @) Which Categories should be studied? &)

(None) Condition

Which Category identifies the biological samples? Q

M5 Sample

<< Clear Summarization

Fig.5-20 Summarization Hierarchy %% / Basic Design

Available Categories [§ R TDKRRTENDS]
Organize BIH CeXEULLNT IV —D—E T AT —DEREPT —F EDIDIFAEIC DL TIE
5-3,5-4 Z BTV Z[ICH D AT —ZERIOBERAEICHTIEIH TLEFET,

Categories to be studied [Experimental Design C Basic Design Z:&R U7z
RETRRMZITONRERDHT I —C REHBRITETOHBIEMN T RANLSDAT I —ZEZDHHIC

THAUTEIURERDYET, CCTIRESNDIATIN—N 1 DTHIBAE. ZDOATIV—DEMEEIC

—IMFEHONE T, 2 DU EIBESINZIHS (Fig.5-20). FHTTUV—DEEICDVWTIARTD

)
>
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HASHERT—IEEHDRERY F T, XL Condition | 717 1) —(ZEBMHAE{Control, Treated} H¥,
lsex| /17 J')—[T{male,female} MTEEL Fig5-20 DK DI Condition & sex &5 5E [ Categories to be
studied |[CHEEULTWVWEIEE. T —9FEHD FRIEIControl,male]. [Control,female].
[Treated,male]. [ Treated,female D 4 #@FEERUEXT,

Biological Samples [ R TDIRR TN D]
Biological Replicates]|IC /= dEEZ BRI BN TETET, HTEFEDIELDONARVFEEIFICRICET
MS Sample |HEIFNTLDIRRETHNIEL OK T,

Technical Replicates [Sample Acquisition T Technical replicates were acquired Z ;&R U7=HF]
Fig.5-17 T—Y D&HARICH TS Technical Replicates]ICHzDIEHZEIRT SENTIT XTI %HTD

EDHRIFNILI Technical replicates were acquired |DFITVIZHUTLIEIVZHTDIEDNH D

EDDFICHTIEED AT T —H7EVHE, TMS Sample |NBIENTWSIRETHIUL OK TY,

Fractions [Sample Acquisition C Samples were fractionated ZER U7z ]

Fig.5-17 T—% DERBAICH TS [Fractions | ICH = DBEEEEIRT 2ENTI X T ZHITDIEDON
"RFNILT Samples were fractionated |IDF TV IZEHAUTLIZI L\ ZHTDIEDNHIEDDHETIEFESD
AT TV—H4FICRVHE . TMS Sample ]hNEIEN TV DIRRETHNIX OK TT,

[Experimental Design C Repeated Measures Design Z#{RU7HEF
The Time Category

Repeated Measures Design ClERIUEINRDORFEILCRGZZER e T —YRIEETORREETE
LTHBYV. ZDESBATTN—EBRUE T HIZIE [TimePoint A7 ') —{EME(Ohr, 1hr,2hr,3hr)}X°,
[Treatment] 173 —72 & TY (Fig.5-21)o

Experimental Design

Basic Design (@) Repeated Measures Design Two-Way Design

Summarization Hierarchy

Available Categories (7] What is the time (rep. measures) Category? Q
(None)

What is the biological subject Category? €

species

<< Clear Summarization

Fig.5-21 Summarization Hierarchy 52%E / Repeated Measures Design
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[Experimental Design C Two-Way Design Z:#{R U7
Primary Analysis Category ,Secondary Analysis Category

Experimental Design

Basic Design Repeated Measures Design  (8) Two-Way Design

Summarization Hierarchy

Available Categories € What is the primary analysis Category? €

[(Mone) Treatment

What is the secondary analysis Category? @)

=

Which Category identifies the biological samples? @)

MS Sample

Fig.5-22 Summarization Hierarchy 2% / Two-way Design

Two-way Design [$2 DDMHIIZHDINRZLLE L. 2 DOZHOBEICREERAN S SHE D HZHIMT
T HERISENERK T, IR [EHDEH &R S VRS E D RIGDEWC DLW TDLERGEN
BICEIFONE T, CORFRBRDERERERDHTT)—% Primary Analysis Category &L T,
BRICHELZRIIITAREENH ST 31)—% Secondary Analysis Category CIEEULE T, I TIX
Primary Analysis 777 3')—[C[Treatment]{control,treated}% . Secondary Analysis 7173'J—I[C
sex|{male,female}ZEELTLET,

Design Matrix

EREUT Experimental Design DRBICH DT AT7TV—DEUDDEEZDEMEFOT TV
TR T EIENREATIREDHSNKT,

Design Matrix

All Samples

20121130 MD _10B (20121130 MD_10B.maf-allergens-9860)

20121130 MD 148 (20121130 MD_14B.mgf-allergens-9878)

20121130 MD 20 (20121130 _MD

Fig.5-24 Design Matrix
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5-7-2. Statistical Analysis %7

REFECZEREDHIEIC DLW TDREEITVVE T (Fig.5-24)0
B FEROMIEICET DML N11-2.8F(P.85~) 1 Z B2V, CCTIIREERICDWT
B CEHAALE T,

gj Configure Sample Organization and Statistical Analysis X

Sample Hierarchy Statistical Analysis

Statistical Test Test Hypothesis
Choose and configure
a statistical test. The ANOVA / t-test ﬂ =2 Treatments H_;: Treatment does not have an effect on group mean
selection of displayed L
tests depends on your ®) Permutation Test M =2 Treatments H_: Treatment has a significant effect on group mean

experimental design .
(set on the Sample Mann-Whitney U Test M Exactly 2 Treatments
Hierarchy tab). Ifa g

displayed test is Kruskal-Wallis Test M =2 Treatments

unavaiable, its tooltip MNone
will explain why:.
Checkfuncheck Multiple Test Correction Reference Samples

columns or rows in the
Design Matrix to

determine which P
Significance level o 0.5 ®) Use matched reference samples
samples are included

in the statistical

Control FWER with Hochberg's step-up and Holm's step-down Control 4

Use all reference samples

analysis.

Design Matrix
¥| Control |+ Insulin
e

Q Cancel
Fig.5-24 Statistical Analysis 57

Statistical Test
EIRENZERETBIOBEPHICE DT R/ fERET T AIRGIREDERRNIBNET (Fig.5-
25) o

Statistical Test

ANOVA / t-test P| 22 Extraction MethodxRoast Times|

Permutation Test EJ =2 Extraction Methodx=Roast Tlnﬁl

Fisher's Exact Test M Exactly 2 Extraction Methodx=Roast TI!‘I‘EI

Mann-Whitney U Test EJ Exactly 2 Extraction Method=Roast Til‘l‘E]

Kruskal-Wallis Test NP/ 22 Extraction Method:xRoast Times|

(@) None

Fig.5-25 Statistical Test

Test Hypothesis
ERENTAREICED B TRERIRER (Ho) E X ILRER (Ha) DRBE MR R INE T
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Multiple Test Correction
ZEREDFIE. TRDEZEREICHIEBED LR ZINZ 272D (CHTzICRITHEEECDVLTO
BRECY MEREEBVEEEZIEELE T 5FMlllEN11-2.RE1Z BTV,

Reference Samples

FN 9 B Intensity [ % Fold Change & U72355. Reference &3 FIVEENICT EHMERE
UET . TDICHEET D Reference &, WV FULET—YICHIGT D U FIVICREN h7TU—K
2TOTUTINERNREVZEDICTEINERNCENTITET,

Design Matrix

Sample Hierarchy ¥ 7 TERRIN T DD EF BREULZ Experimental Design DREIC
MO T ATIV—DEEDDEREEDEBEER OV TN T -5 &R T 2BNREAT
KEDOENFTT . CES5DYTTIIESIC BITRRE T DREMEREEF TV IRY I X T ON/OFF U,
REDMREXE I DEEARETT,

Design Matrix

¥ | Control [+ Insulin

Insulin 3
15

Fig.5-26 Design Matrix (Statistical Analysis 5 7)
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6. Samples [HH

6-1. Samples EHMHEICDL\T

Samples BHE Cl& AESNLY VNIBO—EIUVICEEEZIEUHET DY V/INIBDORERRN
13§T ﬂi_g"(Flg 6- 1) ﬁ**ﬁ#%%ﬁﬁmuj%ifiﬁstEéﬁﬁ?a—o

P 5caffold DIA - Demo2_Hela insulin_6 files_30_proteins.sdia - O X

File Edit View Experiment Export Tool Help

B H= 2O B i summeaion] Tement|  [2] Display type /\— in#peptides| 2 /¢| M @
Fiters [1] Sample Table

/] Show Hidden ¥z e/ de|#| | NomeAccession £ poaluefiter ™ GO Term,
P

('Wj Display Type:  Exclusive Intensity || Normalized [ ] Log Intensities | Color Options...
m e —
L eEs .
1.22€8 H - ﬂ] .
2.33E7 z F|g6 2 tab]e E F|g6_3 tab]e Etﬂ\u
£ s 3|8 §
B.54E5 = E 2 = = éé v ¥ v L=
s Z P gl & | :E g I EE S
2z g : 8|5 s | ES g < e £
£ & Protein Name X s &= 3 2d ] k- HEIEIEIR] 3
1/ sp|043707|ACTNA_HUMAN Alpha... sp|O43707)ACTN4 HU.. 105kDa 1 51 69% 0.50 | Homo sapiens e e o0 ] @ I ewEs
2 [v] sp|075533|SF3B1_HUMAN Splicin... sp|075533|SF3B1_HUM... 146kDa 1 40 @ 100% 030 Q§Homo sapiens [ N ] [ ] @ 2.66E8
Visualize 3 v sp|075684|NU155_HUMAN Mucle.. sp|O75624|NU155 HU., 155kDa 1 20 @ 100% 020 W Homo sapiens [ N ] L N} [+ o 1.15E8
4/ £p|Po0SSEIPGK1_HUMAN Phosph... sp|P0osselPGK1_HUM... 4skDa 1 30 @ 100% 0.50 | Homo sapiens [ N o0oe o e | assks
5(/]  sp|POGT3ENOA_HUMAN Alpha-... sp|P06733ENOA_HUM... 47kDa 1 30 @100% 020 [ Homo sapiens e co0ee oo NG
6 V] 5p|P0B243|ASNS HUMAN Aspara.. sp|P08243[ASNS HUM... 64kDa 1 10 @ 100% 010 Home sapiens [ -] o] (o0 ] 4.2367
“Analysis 7/ sp|P0oa729)K2C7 HUMAN Keratin, ... sp|P0&729)K2C7 HUMAN 51kDa 1 33 @ 100% 060 J| Homo sapiens ee e e o Lamm
8/ sp|P11388TOP2A HUMAN DNAt.. splP11388[TOP2A HU... 174kDa 1 44 ®100%  0.10 J| Homo sapiens ee® o (6} e oe 41668
9]  sp|P12B14|ACTN1_HUMAN Alpha... sp|P12514JACTNT_HU... 103kDa 1 43 63% 050 BHomosapiens © @ @ @ @ o 0 0 (] 1.77E8
- - T T Fomo sapiens T CCo¢C o
Publish 1] sp|P14923[PLAK_HUMAN Junctio... sp|P14923(PLAK HUM.. &2kDa 1 21 @ 100% 010 Homosapiens O @ @ @ ® ooee =] (o] 1.11E8 9.45E7
1] sp|P15924|DESP_HUMAN Desmop... sp|P15924|DESP_HUMAN 332kDa 1 53 @ 100% 100 Homosapiens O @ @ @ ® cocee (o] (o] 1.32E8 1.39E8
g‘;:':m(mm 1[/]  sp|P18206]VINC_HUMAN Vinculin... sp|P18206|VINC_HUMAN 124kDa 1 43 @100% 030 Homosapiens O @ @ @ o0 00@ (o] ® [ &seE8 | | smEs
128 Targets 14| sp|P22102|PURZ_HUMAN Trifunct... sp|P22102/PUR2_HUM... 108kDa 1 37 @ 100% 0.60  Homo sapiens @ o o0 @ @ | seske S48
l0 Decoys 1/ sp|P26639|SYTC_HUMAN Threoni.. sp|P26639[SYTC_HUMAN 83kDa 1 38 @ 100% 0.60  Homo sapiens ] o0 o e | B¥sEB 92068
— 1/ sp|P34932|HSP74 HUMAN Heats... sp|P34932/HSP74 HUM.., 94kDa 1 38 @ 100% 070 Homo sapiens ] ® o e [ ] [e] | selEB 55568
10.0% FDR (attained) 1] sp|P49792|RBP2_HUMAN E3 SUM... sp|P49792|RBP2_ HUMAN 358kDa 1 54 @ 100% 030 Homo sapiens [ N ] [ N ] o] L N} (o ] 2.45E8 2.24E8
/988 Targets 1 sp\PSOBBOﬁCPQ_HUMANT comp.. 5p|P50950\TCPQ_HUM kaa 1 36 ®100% 030 Homo sapiens (X} ® [o}N+) [ ] o e R ¥ R -, - B
l0 Decoys o nmon N i P — . -~ -~ . -~ —— —

Fig6-1 Scaffold DIA Samples B&E

CDETIL Samples BENDFRD R A (H[1] Samples Table) &, ®~d DEIEDAS (H[2]
DisplayType /\—) [CDWTEFU<ERBALE T,

6-2. Samples Table (Fig6-1 MD[1])

Samples Table Tl BEYV/NIBD—BUWVICEDYVINIBDREEFR. EE2ENTRIINE
ED

Samples Table THRRINDYVINVBIE BFEITAIVI—) D THEEETCRINREZLE T HEN
TEFTFUK[F 4 ENXAMVEAEIDI4-4. FTRIVINDBD T« IVF—) 20T |(P.31~)%

CELETVW XN EI UV ITEETRIR-RIRICHUERA D ENTEXT,

RELET, table ICRREN TV SZIDRAICDOWTEHRAWLWEZLET,
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Color Legend (Displayed Value)
6.36E8 11 7 | . 9 10
1.22e8 | 8
2.33E7 & 6 S| 5 o
E ! 2| & =
= o oo 5 [T
s I s 8|5 £ |4k
3 g o 8 |3 8| 3 | EE
& § 2 |Protein Name 4 E § .:‘._? = ._% L d
1] sp|043707|ACTN4_HUMAN Alpha... sp|043707]ACTN4 HU.. 105kDa 1 51 A 69% 0.50
2| sp|O75533|SF3B1_HUMAN Splicin... sp|O75533|SF3B1_HUM... 146kDa 1 40 @ 100% 030
3V sp|O75684|NU155_HUMAN Nucle... sp|O75684|NU155_HLUL.. 155kDa 1 20 @ 100%  0.20
4[] sp|Po0SSB|PGKI_HUMAN Phosph... sp|P00SSB[PGKI_HUM.. 45kDa 1 30 @ 100%  0.50
sv|  sp|POS733ENOA_HUMAN Alpha-... sp|P06733ENCA HUM.. 47kDa 1 30 @100%  0.20
& v  sp|P0E243)ASNS_ HUMAN Aspara.. sp|P0E243|ASNS HUM.. 64kDa 1 10 @100%  0.10
7] sp|PoB729|K2C7 HUMAN Keratin, ... sp|P08729)K2C7 HUMAN 51kDa 1 33 @ 100%  0.60
Fig.6-2 Samples table Z{Al
&S e = SRR
1 | # LRNSIRICEIY ETRES
2 | Visible [Hiddenl 71 LI —[CKUBEKHIVINOBZIMNIFRRT DN
URLWAZESHFRT
3 | Star YUNVBICMNETEEIV—V . BEe/&HE/F/RAEB+F D4EH%E
SXEFIRE
4 | Protein Name FINDBDEFR
5 | Accession Number | /\VED ID
6 | Molecular Weight | Y/\VBODEE
7 | Protein Group Clustering JIV—TICBIT DI VINIBICT7 A INE2RTFR
Score DHTHRLEEVWRTFRORTEERDE, 1. 205 100%. B
BRAETHENAETVIEEREDOESVWRTFRNT7H1EINT
WBEZRUTLET,
8 | Identified Peptide | BIEXRTFRE
Count
9 | Exclusivity BIVINDBDETHAIRTFRIZHIT S, Exclusive R TFRD
& HENSVEE VRS EOMIVNIBEIITPINTNDS
RTIFRBDIZVWEZTRL. Exclusivity B 100%NDY /NI B
FTRTMY VNN IBEEFD I 7 INTWVRWRTFREFRT A
SNIRRETHEIEZRLTLVET,
10 | REICRAT BE R (Experiment -> Quantitative Analysis) CRIEUZIREIZEDE
I 5B, p (B, q ECZEENIRERE
11 | Color Legend IBH 14(R8)DEEEFRTDEEDMNA, Display type DYIVEZ(C

FUNBIFRTETVEDYET,
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13
|

| Gellular Gom__ Molecu__. | 1
5 5
2= E
A 3
|5 |&[32 c o 14 E
12 M E R B = 3
2T g b o ==
TEEEGZE i 7|8
= — ==z o E =1 m
£ |B|E|55 :|8| | 83| 5| el 8l lelBE] (3 c
2 v w| B2 2|52 8|53 5|25 2 s =
o ooz ="z §R2EL a5y x F
e I AR IR AR AR =R 8 8
— L 0 O Mmoo O ok D =] e =R X ) (L] =
Homo sapiens LN ] L ] L] 876 ara ]
Homo sapiens L L I [ I ] [ ] 246 83g
Homo sapiens L] L] L ] BEL BEL
Homo sapiens L L] LI BEL an2
Homo sapiens L L] ] ana ans
Homo sapiens L ] ] ] 362 364
Fig.6-3 Samples table Gl
= =
&S 1aH aEA
12 | Taxonomy tE
13 | GO info Gene Ontology &%k

14 | Quantitation | EE{E, T d DFUEIL Display type N\ —DERERBICEDITHI . F/2
[Summarization | DFIRIBEICKY . T—9ZFEHDEMNEEIN,
EEEERTITDINENEZILLETD,

6-3. Display Type /\— (Fig6-1 DQ)

1 2 3 4

Dizplay Type: Excluzive Intensi.. « [ | Mormalized [ ] Loe Intensities Color Options
B Exclusive Intensity

Total Intensity

Exclusive Intensity {Log: Fold Chanege

Total Intensity (Log: Fold Change)

Exclusive Quantitied Peptide Count

Total Guantified Peptide Gount

Fig.6-4 Display Type /\—

Number

L5 14 DEBMEICOVT. KRB ZENVEZ S ENTESDH Display Type] /N\—TTY
(Fig.6-4)o LARE. RIEBIC DWW TCERIALE T,
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1. Display Type
RN TDWFELED 8 AN OSBRI BFMNTEET,

- Exclusive Intensity
share RTFRZEFR<S Exclusive(1Z—2) @R TFREZGFBRREVTIVINVBEDEEESE
B
- Total Intensity
share RTFREGOERTFREFENREVTIVNIBDOEEEZE T

- Logz Fold Change (Exclusive Intensity )
share RTFRZ[R<S Exclusive R(AZ—VR) P HA IR TFREF[RELVTIVINVBEDEEE
ZHEH U, Reference EDELZEEY ZDEFICTHUT 2 ZIEIZT D Log =& D72fE, Scaffold
I)—=XTlE LEZEERY 2 ZKICT D Log & Fold Change] &UCMATWETD,

Fold Change Z:#iRU7155 . Reference ZI5E 9 DN HF7/7ZICFENE T (TH Fig.6-5)

Display Tvpe: Exclusive Intensi.. «  Ref: Wiater v | [_] Mormalized

Fig6-5 Fold Change &RIRUCHIZ reference Z&IRT DEEHIRND

- Log2 Fold Change (Total Intensity)
share RTFRZZCETPHTAIRTFRZENREVLTYVINIBDEEEZR LU, Reference &
DLEZEY ZDEFICHUT 2 ZIEKIZT D Log Z& D7{B, Fig.6-5 Reference ZIEE Y DN
WNE9,
- CV (Exclusive Intensity)
share RTFR%Z[R<S Exclusive /R(AZ—VR)RTFRZEFTRE Uz E2EDZFHREL
- CV (Total Intensity)
share RTFRECINRNTORTFRENRE U EEEDEBFREL
Exclusive Quantified Peptide Count
share RTFRZFR< Exclusive ‘R(AZ—D{Q)RTFRTHDEEITHEONLETSTX U ERD
RTIFRICREL THA LTI U T AR R Z T O728F (11-1-1, P.84~),
Total Quantified Peptide Count
share RTFRZZGERTFRTHDEEICEDONIZ T ST AR EFORTFRICREL THA
EBF7ERICHUT R AR EIT D728 (11-1-1, P.84~)

2. Normalized
Normalization ZEET D/ LR ZHYIWEZDCENTEFRT, T TIVOBBIEEERRIC
TR(Technical Replicate) EUTERINZT I —TDE[EIC Normalization DILIEMN
TON ID 4 DAIMERT —5D 4 DAEDEZHIZA D LD ICRBEINE T HlllEN11-1-
2. IRNIVI)—EE]Dmormalization ] (P.85~) & Z&LZT L\,
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3. Log Intensities

YONVBEOEEEZ. EE 10 EUEOVICEBRUTERT

4. Color Options
MBAIDESFICOVWT, ZDEEEEBZERLET I——ICLVBRBICREEZENTTET,

! Edit Celoring for Display Type "Total Loga. Intensity” X
Adjust Colors

Double-click en a color to change it, or on the track to add a color. To remove a color, select its handle and press the delete key.

O =] 0 0 O
o o [ ——
Selected Value:
/| Use color gradient
@ Help Restore ScaffoldDIA defaults Cancel

Fig.6-6 BDIFICEI DEEEE

6-4. [Summarization] & E&(E

T—YZERYVIRAATZEHID Samples HE TIE FT —YDEEEN EDRIRRSNTVDIRRETT

(Fig.6-7)o

File Edit View Experiment Expot Tools Help
B BE=0 B MS Sample ~ Protein FDR 1.0%FDR Min # Peptides R @
Filters
/] Show Hidden |7/ dr| | | NomeAccessio P | paluefiter GOTemw @
@l\} Display Type: | Exclusive Intensity | [/ Normalized | | Log Intensities Color Options...
orga,fe Color Legend (Displayed Value) o g
= ¥ é 3
9.96E7 b x & 2 &
B £ £l = v
— 3 ! SRS
: I S : sl om || .
# | 2 protein Name 4 2 & i B E K &3 | B | E
1 /| sp|P49792|RBP2_HUMAN E3 SUMO-prote... sp|P4S792RBP HUMAN 358 kDa 099 58 58 @ 100% Homo sapiens 3238 (33468 2.83E8
2 /| sp/Q5T4S7|UBRA_HUMAN E3 ubiquitin-pr... sp|Q5T4S7JUBRA_ HUMAN 574 kDa 0995 53 53 @100% Homo sapiens SBTEF—TO0ES 1.26E8
Proteins 3 /| spl/P15924|DESP_HUMAN Desmoplakin O... sp|P15924|DESP_HUMAN 332 kDa 0994 53 53 @100% Homo sapiens 108E8 109E8  9.82E7
4 v sp|043707]ACTNA HUMAN Alpha-actinin... sp|043707JACTN HUMAN 105 kDa 0897 50 50 68% Homo sapiens ['5.74E8| | 506E8 |5.23E8
5 V| sp|P18206]VINC_HUMAN Vinculin 05=Ho... sp|P18206VINC_HUMAN 124 kDa 0.99 45 45 @100% Homo sapiens |563E8 | 502681 | 4.87E8
@ 6 V] sp|P11388[TOP2A_HUMAN DNA topeiso... sp|P11383[TOP2A HUMAN 174 kDa 0.99 45 45 ®100% Homo sapiens |441E8| (43268 (4.28E8
7 /| sp/P12814|ACTNT_HUMAN Alpha-actinin... sp|P12814ACTNT_HUMAN 103 kDa 0994 3 2 3% Homo sapiens 135E8 121E8 12768
Visualize 8 v sp|Q9NR30|DDX21_HUMAN Nucleolar RN... sp|Q9NR30|DDX21_ HUMAN 87 kDa 0.997 n 41 @ 100% Homo sapiens |'5.76E8 | 5.09EB | 5.20E8
9 /] sp|Q9P2EYIRRBP1_HUMAN Ribosomne-bin... sp|Q9P2ES|RRBP1_HUMAN 152 kDa 0994 0 41 ®100% Homo sapiens 11468 11268 | 1.14E8
10 | spl086UPZIKTNI_HUMAN Kinectin 0S=H... sp|Q86UP2IKTN1_HUMAN 156 kDa 0993 f 41 ®100% Homo sapiens 10468 11368 | 1.15E8
11 /] sp|OT5533(SF3B1_HUMAN Splicing factor... sp|075533[SF3B1_HUMAN 146 kDa 0998 20 40 ®100% Homo sapiens ZOTES | 1.87E8 |2.08E8
12 M sp|P22102|PUR2_HUMAN Trifunctional p... sp|P22102|PUR2_ HUMAN 108 kDa 0597 38 38 @ 100% Homo sapiens |'5.58E8 | 5.0BEB | 4.94E8
Analysis 13 o sp|P34932|HSPT4_ HUMAN Heat shock 70 ... sp|P34932|HSP74_ HUMAN 94 kDa 0.99 38 38 ®100% Homo sapiens |550E8] |478E8 [5.38E8
14 vl splQ14152(EIF3A_HUMAN Eukaryotic tran... sp|@14152[EIF3A_ HUMAN 167 kDa 0994 38 38 @®100% Homo sapiens | [345€8) (32568 (33268
15 v sp|P26639|SYTC_ HUMAN Threonine--tRN... sp|P26639|SYTC_HUMAN 83kDa 0.994 38 38 @ 100% Homo sapiens |9.29E8 | 7.85E8 | B.56E8
16 v sp|P50990[TCPQ_HUMAN T-complex prot... sp|P50930[TCPQ_HUMAN 60 kDa 0593 36 36 @ 100% Homo sapiens (L1ES (10489 | 1.08E0
7 o sp|P78371[TCPB_HUMAN T-complex prot... sp|P72371[TCPE_HUMAN 57 kDa 0.995 35 33 ®100% Homo sapiens |842e8| |827E8) [7.54E8
Publish 18 V| sp|Q04637|IFAGT HUMAN Eukaryotic tran... sp|QD4637|IF4GT HUMAN 175 kDa 0997 34 34 ®100% Homo sapiens 43768 406E8 4.21E8
e 18 v sp|P0B729|K2C7_HUMAN Keratin, type Il c... sp|PO8T29|K2C7_ HUMAN 51kDa 059 34 34 @100% Homo sapiens {20069 (19269 (19160
0.0% FOR (stisined] 20 V| sp|P14625|ENPL_HUMAN Endoplasmin O... sp|P14625ENPL_.HUMAN  92kDa 0.994 34 34 @ 100% Homo sapiens 1159 | 1.15E9 (19289
29 Targets 2 v sp|P00558|PGK1_HUMAN Phosphoglycer... sp|P00538{PGK1_HUMAN 45kDa 0.99% 0 30 @ 100% Homo sapiens 3670 (32569 | 3.28F0
b 2 V] sp|POE733[ENOA HUMAN Alpha-enolase ... sp|POB733|ENOA HUMAN  47kDa 0594 30 30 @ 100% Homo sapiens | 7.66E9 | 643E9 | 5.9569
Peptides 23 V| splQ3UIPOIRIF1_HUMAN Telomere-associ... splQSUIPOIRIFI_HUMAN 274 kDa 0997 25 25 ®100% Homo sapiens 226E7 [1.78E7 | 1.89E7
0.0% FDR (sttained) 24 V| sp/Q9BSIBESYTI_HUMAN Extended syna... sp|Q9BSIBJESYTI_HUMAN 123 kDa 0993 Fi} 23 ®100% Homo sapiens 956E7  937ET  9.49E7
I‘]"D":;';m || 25 [/ splP14923PLAK HUMAN Junction plako... sp|P14923|PLAK HUMAN  B2kDa 0995 2 22 ®100% Homo sapiens 923E7 | 938E7  9.26E7

P
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[Organize |HH CHT —YDEEBBEEEBUHZERT L. TDEENEMN Samples BEICE KRR

INE T (Fig.6-8)e RARINDEEERTC. T —YRD LIICEBOBHENTRINET,

File Edit View Experiment Export Tools Help
B HE=g B Drotein FDR  1.0%FDR | Min # Peptides FRECINE W]
Filters
/| Show Hidden 17 7| £ paluefiter>  GOTermv @
((;L'[ Display Type: | Exclusive Intensity /| Normalized | | Log Intensities Color Options...
‘@ ; T
Organize lor Legend (Displayed Valt = 3
s : e
ee 9.96E7 3 £ g 2 £
S8 e AR
o [ E— = — < E - % g & E S|P e e e
il i . 63365 i s £ | 3 T|E|Z| 5 2|2
i b 5 % < E = = ® | ®2| E| 2| &l 3
(v # 2 & Protein Name £ = a = 2 3 ot} gl 8| 8 2 2| 2
j T 1 /| sp|P49792|RBP2_ HUMAN .. sp|P49792/RBP2_ HUMAN 358 kDa 0.99% 58 8 ®100% 0080  Homo sapiens EoNy EEE PR 220
)J 2 [¥]  sp|QST4STIUBRA_ HUMAN... splQST4STIUBRA HUM... 574kDa 0995 52 52 @100% 021 Homo sapiens .
Proteins 3 /] sp|P15324|DESP_HUMAN ... sp|P15324|DESP_HUMAN 332 kDa 0994 53 53 @100% 049 Homo sapiens
4 [/]  sp|O43707T|ACTNA_HUMA.. sp|O43707|ACTNA HU... 105kDa 0997 50 50 69% 016  Homo sapiens
5 /] splP1320B[VINC_HUMAN ... sp|P13206[VINC_HUMAN 124 kDa 0996 45 45 @100% 017 Homo sapiens
. 6 /| sp[P11388[TOP2A_HUMA... sp|P11388]TOP2A HU... 174kDa 0.99% 45 45 @00% 011 Homo sapiens
7 4 splP12814ACTNI_HUMA... splP12814/ACTNT_HU... 103 kDa 0994 43 4 63% 062 Homo sapiens
Visualize & /| sp|QSNR3DDDX21_HUM... sp|QSNR30|DDX21 HU... &7 kDa 0997 41 4 @100% 078 Homo sapiens
9 [/ sp|QSPZESRREPT_HUMA... sp|QSPZESRRBPT_HU... 152kDa 0994 4 41 @0% 010 Homo sapiens
10 /] spQ26UP2IKTNI_HUMA... sp|Q26UP2IKTNI_HUM... 156 kDa 0993 41 4 @100% 0011 Homo sepiens
11 /] spl075533SF3B1_HUMA... sp|O75533SF3B1_HUM... 146 kDa 0998 40 0 @100% 011 Homo sapiens
12 [/ splP22102JPUR2_HUMAN... sp|P22102/PUR2_HUM... 108 kDa 0997 38 B @100% 042 Homo sapiens
Analysis 13 /] sp|P34232/HSPT4 HUMA... sp|P34932[HSPT4 HUM... 94 kDa 0996 38 B @100% 015 Homo sapiens
14 /] splQI4152/EIF3A HUMA... sp|Q14152[EIF3A HUM... 167 kDa 0994 38 38 @100% 0024 Homo sapiens
15 (/] splP26639ISYTC_HUMAN ... sp|P26639SYTC_HUMAN 23 kDa 0994 38 B @100% 056  Homo sapiens
16 /| sp|P50390[TCPQ_HUMAN... sp|PS0990[TCPQ HUM... 60 kDa 0993 36 36 @100% 0058 Homo sapiens
17 [/]  sp|P78371[TCPE_HUMAN ... sp|P78371[TCPB_HUMAN 57 kDa 0995 35 35 @100% 057 Homo sapiens
Publish 18 V| sp|QD4E3T|IF4G1_HUMA... sp|QD4637|IFAG1_HUM... 175kDa 0.997 4 M4 @100% 091 Home sapiens
e 19 /] sp|P087291K2C7_HUMAN ... sp|POE723[K2C7_HUMAN 51 kDa 099 34 M @100% 031 Homo sapiens

Fig.6-8 Organize CEEBSCEEBMEERED Samples BE

Summarization DERZYVVEZ THIDEBZBIRTDE. TORBICHITIEERICT N
FEHBEINET (Fig.6-9),

File Edit View Experiment Export Tools Help
B H=o Summarization: | b Treatment Protein FOR | 1.0%FDR  ~ | Min # Peptides 7 Hes @
Filters
| Show Hidden [y % £ | pveluefiter ¥  GOTerm~ @&
Display Type:  Exclusive Intensity | [/ Normalized [ | Log Intensities Color Options...
olor Legend (Displayed Valu - s
5.37E8 " 5 e
= @ S ]
9.96E7 5 = s i =4
1.84E7 = T ‘a = & - =
= = g % Z §
5 x £ | 3 : £ £ 3
= 6.33E5 @ T § £ = = w2 5
# | £ & protein Name B = = k- & & £d 3
A ol |RBPZ_HUMANE... sp| |RBP2_HUMAN 358 kDa 0.996 58 58 ® 100% 0020 Home sapiens
2 [ sp|QSTAST|UBR4_HUMAN ... sp|Q5T4ST|UBR4_ HUMAN 574 kDa 0.995 53 53 ® 100% 0.21 Home sapiens 9.62E7 1.00E8
Proteins 3 [/ sp|P15924|DESP_HUMAN D... sp|P15924|DESP_HUMAN 332 kDa 0.094 52 53 ® 100% 0.49 Home sapiens 1.01E8 1.08E8
4[] sp|O43T0TIACTNA_HUMAN... sp|O43707JACTNA_HUM... 105 kDa 0.997 50 50 68% 016 Homo sapiens 5.69E8 52368
5 [V sp|P18206|VINC_HUMAN V... sp|P18206[VINC_HUMAN 124 kDa 0.996 45 as ® 100% 017 Home sapiens 6.33E8 5.02E8
6 [/  sp|P11383[TOP2A_HUMAN... sp|P11388[TOP2A_HUM... 174kDa 0.996 45 a5 ® 100% o Home sapiens 4.16E8 4.32e8
7 ] sp|P12814|ACTNT_HUMAN... sp|P12814JACTNT_HUM... 103 kDa 0.994 43 43 63% 0.62 Home sapiens 1.33e8 1.27€8
Visualize 8 [v sp|QONR20|DDX21_HUMA... sp|QONR30|DDX21_HUM... 87 kDa 0.997 a n ® 100% 0.78 Homo sapiens 5.25E8 5.20E8
9 V]  sp|Q9P2ES|RRBP1_HUMAN... sp|QSP2ESRRBP1_HUM... 152 kDa 0.994 41 4 ® 100% 010 Home sapiens 13168 1.14€8
10 [ sp|Q8BUPZIKTNI_HUMAN ... sp|Q85UP2IKTNT_HUMAN 156 kDa 0.993 41 @ ® 100% 0011 Home sapiens 1.39E8 1138
11 [V sp|O75533(SF3B1_HUMAN ... sp|075533|SF3B1_HUMAN 146 kDa 0.998 40 a0 ® 100% on Home sapiens 2.22e8 2.07E8
12 [/ sp|P22102/PURZ_HUMAN T... sp|P22102[PUR2_HUMAN 108 kDa 0.997 38 38 ®100% 0.42 Homa sapiens 5.49E8 5.08E8
Analysis 13 [ sp|P34932|HSP74_HUMAN ... sp|P34932|HSP74_ HUMAN 94 kDa 0.996 38 38 ® 100% 015 Homoe sapiens 5.76E8 5.38E8
14 [V sp|QI4152(EIF3A_ HUMAN ... sp|Q14152|EIF3A_HUMAN 167 kDa 0.904 L) 38 ® 100% 0024  Home sapiens 3.56E8 33268
15 [V sp|P26639SYTC_HUMAN T... sp|P26639|SYTC_HUMAN 83 kDa 0.994 38 38 ® 100% 0.56 Home sapiens 8.90E8 8.56E8
16 (] sp|PSDI9D[TCPQ_HUMAN T... sp|P50990[TCPQ_HUMAN 60 kDa 0,993 36 36 ® 100% 0058 Home sapiens 11569 1.08E9
17 [¥]  sp|P78371[TCPB_HUMAN T... sp|P78371[TCPB_HUMAN 57 kDa 0.995 35 35 ® 100% 0.57 Home sapiens 7.70E8 8.27e8
Publish 18 (Y] sp|lQU4E37|IFAGT_HUMAN ... sp|QO4637|IF4G1_HUMAN 175 kDa 0.997 34 34 ® 100% 0.91 Home sapiens 43288 4.21e8
m‘ 19 |v sp|PO2T29|K2CT_HUMAN K... sp|PO2729|K2C7_HUMAN 51 kDa 0.996 24 34 @ 100% 031 Homo sapiens 2.1969 1.92E9

FRDYIVUEZ [ Summarization :EREESIL TITHONE T, AUBHEDER T —INEDLSIC

Fig.6-9 Summarization IV EBZR&TSE.

EEBOT—IFEDHHTEEND

REFRBMIOVWTIXORDIEET6-5. REBIET —IDHREHSNFH 1 & TEILZT L,
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6-5. EEET—YDIREHENT

[Rolling up, (AFKIEIIAI T TY]
Summarization DL NI ZZEBUBBIEEN LDLANIVEZEIRT S &, FORBEBICET 2R E2E

HEXI P IUNFHEINAKIEE U TRRINET,

(FRlEEZET]
o w w u u
o (] (] [ [
= = = = =
T o o o o
=] = = E=) o
&= = = i i
< o o < <
=] ] ] =] =]
A \n \n vi] vi]
= c c c c
= c c c c
< < < < <
-0.828 -0.665 1.5 -2.51 -0.0191 -~
Lozee | IEEEER 0.336
e -0.390 0,169 -0.399 -0.986
Reference Missing Reference Missing Mo Values Reference Missing Reference Miss...
1.24 0.894 0.333 . 343 1.07
-0.741 0.325 -0.863 -0.439 -0.891
4,35 =211 -0.202 4.24 : -0.440
0.257 2.37 1.60 1.94 -0.120
-0.226 0.958 -0.267 0.0261 -1.43
0.128 -2.22 -2.05 -2.58 -2.39
Reference Missing Mo Values Reference Miss,.. Reference Missing Reference Miss. ..
-0.252 -0.296 Missing Value -0.60% -0.863
2,10 0.194 3.16 -0, 165 2.99
M ang [a=icul Miceima Wahiz n a7 -1 1a

Fig.6-10 AEEHNEEZSIIFRIZRE : Missing Value, No Values, Missing Ref

Log2 Fold Change &%\\[¥ Summarization _EIEREFEIREFD Intensity (F7z[& Logio)ZHKESH
BTV TIVHSRKIEZFET DR AEDTET DINRICHU TUUTD LI BRREHINET
(Fig.6-10)o

Missing Value --- ratio [CHEVWTSRE(DED D F) DIEHR W
Missing Ref(X|& Reference Missing) --- ratio [CHVVTSRBIT(DEDDE) DIENZRL)
No Values --- ratio [V TSRELSRITHMEN L)

Summarization [C&Y Rolling up 98K, 50%LL EDT—INFREU TV BEFICIEALEETERIC K
DTRKBENETEINK T (Fig.6-11,%k#R). £/= 9 N T Missing Value THOZHETIE FEHTEFIC
t Missing Value &UTRRINFE T ORE Fig.6-11, 2480
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Lower level of summarization

Name Mersasion el

Stage 1 Stage 2

g m = 2 =
i | 8§ § 8§ & : g
0 @ 100% " -
+2) @ 100%
(+1) @ 100%
4] @ 100%
@ 100%

Higher level of summarization

E Name Accession e

|

JAM (+3) @ 100%
IMAN (+2) @ 100%
Ledam [+1) @ 100%
[:{#J ® 100% 1 |
& 100% 3.7 [N - GRS S O - |

Fig.6-11 Rolled up & missing value
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7. Proteins [H|H]

7-1. Proteins HEICDUWL\T

Proteins B ClEXRTFR /S NOBORENEVICEESTER/RELUFHUSKRIIT 2EN TEFT,
FINIBIZTHAIEINTVBRTFROER RTFRNAESFHEICERINTLENEDHN.
TIW—TICEITBDIVINIVEDRTFRIITZDINR. EZMHERT DEN TEXT, Proteins EIEABAT
9 5ICIF, Samples BE CRICR DY VNN VENMERINTVWSRETY TILOUY IS DN BEAED
[Proteins Jpane(Fig.7-1,#&#%) &0 ) v o ULET,

Proteins E@EIE. 2 DDY THSBREINTUVET, [Protein|¥ J & Similar Proteins |9 JTY
(Fig.7-1. ¥,

Protein ¥ T CIIRTFR /I VNIBDEENBTOCR T FROEESTERBRZFHUSRIITIENTE
FJ, TNICHU Tl Similar Proteins |9 7 Tl ELHINBET DY VNI BEED 2O SRY—TIV—TF
ICBT 2. BIVINIVBEDRTFRIUTITPDINREEZTDENTITEHT,

PP scafiold DIA - Demo2_Hela insulin_6_files_30_proteins.sdia - o X

File Edit View Experiment Export Tools Help

B H == 0 " i Summariston:| Treatment ~ | |l Protein FDR 1.0%FDR | Min # Peptides z2|¢

Filters

(1 RTFRIWEI=UVT
/] Show Hidden |¥7 Narme/Accession P praucfitery GOTemw &
L[ Protein | Similar Proteins I V

43
Yy sp|P45792|RBP2_ HUMAN ~ || search for peptides. modificatians etc. P || Showing All Peptides
Organize
Quantifi.. Peptide Sequence Quantified Mat.. Fixed Variable Modificati.. ~ Start  Stop  Protein Accession Proba.. Fragment ... Peptide Pr.. Peptide Mau. ©
G@ V] APGTNVAMASNQAVR. 3 1307 1321 sp|P4grozlRBP2.. 0G| 0914 0.767 1,485.736
) V| CVACQNPDKPSPSTSVPAPASFK 6 Cl Carbamidemeth... 1563 1585 splPac7ozier2.. [WGGEN  ooeo -0.009 244,146
V] CVSCQNLNPSNK 3 C1 Carbamidometh... 1372 1383 sp|p4orozlRBr2. NEEEN 0814 0.464 1,419,623
Samples EGFSIPVSADGFK 0cf6 1887 1899 sp|P49792)RBP2.. OGN 7 1,352661
V| EGQWDCSSCLVR 5 G 0236 1425618
3 V| EGOWDCSVCLYR 6 C6 Carbamidemeth... 021 1,507,655
| EIDTDSTSQGESK 6 095 0315 13956

[2]1 RTF RiER

k]

APGTNVAMASNOAVR
APGTNVAMASNOAVR
APGTNVAMASNQAVR
APGTNVAMASNQAVR
APGTNVAMASNQAVR
APGTNVAMASNQAVR

Control_1 s182E6 5 3281 3300 3322 743875 Control
Control 2 1.301E6 5 3254 3276 3291 T743.875 Control

@ Coial 3245 3265 32.88 743875 Control
Visualize 33.04 3326 3348 743875 Insulin
5 N 5 3252 3271 32.97 T43ETS Insulin

Cjoo% [3] AN 73: k- query s 3265 3264 3506 743875 Insulin

Analysis NV 9: > 7'f%¥f§

sp|P49792|RBP2_HUMAN sp|P49792|RBP2_HUMAN E “protein T Fragments
ligase RanBP2 0S=Homo sapiens GN=RANBP2 PE=1 8V=2 (358195.34 Da) 3,200,000 IR H
Publish 54 unique peptides, 750/3224 amino acids (23% coverage) T 10000
2,800,000 (£
SEIVEYEEDA HITFAILDAVY 660 2:000.000 2%
2.400.000
NGNIEDAVTA FESIKSVVSY 680 2200.000 . q q
[4] Visualization
WNLALIFHRK AEDIENDALS 700 7 oo —
o reoncc 2
£ 5 -
PEEQEECKNY LRKTRDYLIK 720 E | one g 00| ff,
©0.000 | /it .
1 IDDSDSNLS VVKKLPVPLE 740 1200000 :
1,000,000 50000
SVKEMLNSVM QELEDYSEGG 760 800.000 40000
000.000 20000
PLYKNGSLRN ADSEIKHSTP 780 400,000
Proteins 200,000 £ :
0.0% FOR fetainec) SPTRYSLSPS KSYKYSPKTP 80 B s 10,000
B 34 w0 328 w0 32z w4 30 23 R T
= o L£2 :
i PRWAEDQNSL LKMICQQVEA 820 Retention Time (min) 224 3 8 20 w2 na @
Peptides [ Precursor - - Precursor+1 isotope -~ Precursor+2 isotope S U ()
o0%
988 Targets [T T | | ) Show precursor isotopes |56 —y6 —y8 —y10 —yi5e3H
0 Dacoys

Fig.7-1 Proteins B@ [Proteinl 97

Protein ¥ JIEEICADD/IN—YDSEBEINTUVET (Fig.7-1 [1]~[4]) - LBEF. F/IN—YTFRR
SNBRABICDVWTERRALET,
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7-2. RTFRIT1IVH—=I2DT (Fig.7-1 [1))

Protein 7D EBBICHDDMIRTFR I ILF—1) 2T | TY(Fig.7-2)o

A B C
sp|P49792|RBP2_HUMAN v || search for peptides, modifications, stc. Jo

Fig.7-2 Proteind 97 NIFRI 4 JLI—IUVT

RTIFRER(Fig.7-1 [2]) TRASNBIRTFRERVACEICHIBLED,
ATIIV—TADIVNIBEFELTHY., B TP /BEINHDVIIEHHREDF—T—REEEIC
IOIIRTFRERVAGCENTEFT . KRUAHZE Y T B1551E CMShowing All Peptides|
MYIED)YIULERT, _DIShowing All peptides] |& Proteins EEA CHRIERIEICLUTR
RTIFRBPRVIAATRRICIEDODTCUE>IRIREBETTICR T, 715 —UEvhZULRVWEEICHIBLET,
BRERTFRDRYAHME, [4] Visualization THYVINTBEDHNL—VIFRERTIIETVIE EE
DINASANEFRTHIRERTFRERZEI )V ITEETEITONET,

7-3. NTFRIER (Fig.7-1 [2])

RIDTRTFRIFRIFTIE FBRUVEIVINIESDVEISRI=TI—TFICPHAEIN HND
TNV = DT ERmIZUIZI RTORERTF RN—BRFINFE T (Fig.7-3).

eptide Sequence ( Guantified Matches Dixed Maodif.. Variable Mo.. Start Stop Protein dccessi.  Proba..
AAPPPPPPPPPLESSPR 606 622  sp|QET4ST|UBRA..

86%
AEHASSLLELASTTK 0 of 6 1065 1079 sp|Q5T4S7|UBR4. | 100%
ALGTLGMTTNEK 0 of 6

4803 4814 sp|QST4S7|UBR4. | 00%
APSYIEIFGR 0 of 6 2364 2373 sp|Q5T4S7|UBR4. | 98%

Quantified

AQQALSELHTVEK dof 6 1838 1850 sp|GS5T4S7|UBRA4..
ASAQGDPDVPECLK Dof B C12 Carbami.. 768 781 sp|Q5T4ST7|UBRA. | 100%

ASVVTASSGSALOYDTLSIM--- 5 of B 3253 3277  sp|QSTAS7|UBR4. | 100%

AVEMTDOLMVPTLGSQEGA--- G 1851 1874 sp|QST4S7|UBR4. | 100%

Fig.7-3 [Protein] 97 NITF Rk

BLHIWERR, RTFRDYVINOB EDAIE. AEERERCEEE W\ OLBHRNRRINE T MEIC
ISUTEIIDEB BN CRIECAIBEDW VER ZITICENTERT XRIVT &ROY TRE
BRETHDIREEZ ANBRAZUAERBEEZIFRRICT I EETEET,

[Quantified|DF TV IDERIL, EEFTEICERAINLSIR G (—ERLU LD TS TXAVEDIRERE) &
WU VINDBDEESRICHBRTFRMERINTLSHIEIHNZERLTVET,

[Quantified Matches||&. £V FIVICHUTEEHEICERINLET D TIVHANDH DN ZE
FUTWET,

ITOBRFICRTINDFERIET —F DN S LS ZFHli I 51818 T3 CRE Fig7-4),
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Probability ragment Consistency Score Peptide Profile Correlation Peptide Mass
100% 0.841 0,254 2,578.286
100% 0.897 -0.059 2,769,387
100% 0.968 0198 1,761.874
100% 0.969 -0.099 2,444,146
100% 0612 0,488 1,888,957
100% 0.967 -0.152 1,697.734
E Rt o e oA 4 e -

Fig.7-4 MProtein) 97 NTF RiEHR

RTFRIBROWCRRINTVDIEEIL T TIREICEK N> TEHRLZARB T,
Probability| : XTFRDEEEEXRTT,

[Fragment Consistency Score]: S8EEDHELICERULISITAINNI=2D U FIVETD
—BlMEXRIER T, AEB/RNEERA TS HDVIEEEFEANDFERISEI GV AIEEMEN B S
RIFRZEFTHH T DIBIED—DTY [ TSI XV MDINT—2D—EM | &[& Proteins BEEA
M”Chromatograms”—>"Fragments”NY 5 J TRILIN T\ SR Intensity HIFRICDWVWTD, T
IEID—HBEEEEATT . COBERDTERAFLULTORY T,

n @D DIA U TIH SR BERTIREINERZRTFRICDNT, EORTFRICEIVE TSN
BISTAILDREZ . ST TIVDOBEDSETN 1 ITRDLDFTEVET KW T FILEFER
U730 XU BN EEE DT Z B LUE T, FIV(M_i)ICIK i BFEDT U TIVICHITS
i BBDI ST AV EDRBEZDENBENZENT T, TIDRIE. T TIVEDE—DT ST AUk
DeEE EFRJ [feature RIMVIEAHRTENTE, & feature NTNVITDWT EDFIRT IV S
D1—0)yREMEEREUE T, -7V FEEBEDREMEFIILLTRD avg)ZEL LLFORT
Fragment Consistency Score NEtEINE T,

(fes = (1— avg/\/f)z

fEN 1 [SEWVFET D TIVEDEREMNNE < U TIVEORBEENG<BIZLTL S EEN 0 (S
BRYUET T TIVA 2 DUDRWEEIIMEDERRISEENNUETT,

[Peptide Profile Correlation |:ZERTFRORTFRIOAT7MIVEFERTFRITOT7AILED
E77Y) B DRI T, Technical replicate B CE—V3BE NI ZEY) ZDIEZ JTICIEE{LALIEZE
L7z IR TORTFRHSIEfEZ & >fzlaverage profile ] Z{ER L TE7Y EBEDEBEREZ
KRHFET, ADEDHZEIEYEEFEN DY, £z 0 ISEVEHEBEMEN R MDIVINIBERTFRAHRE
INTVBREEVSERNFEL TV EREENEASNET,

CORATEIRUCVWBRTFRICDVWT. EH U TIICHIFTBIBRERRE FEHIZONT S FICKR

INBIRTFR-Query Vv F BRI (Fig.7-1 [3]) TH o FRTFREZBIRLY TIVOW OB E
Samples BHHEHICRY . ZEAXRTFREZECT I VINIB)DHFN I ANIFRREINEKT,
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7-4. RTFF - Query VYFIER (Fig.7-1 [3))

Sequence Modificatio...@obal Probability  Global g-value  Sample Probability  Sample g-value Sample

AEAESLYQSK 2 Cr 0,002 Control-PEROXO_IP_rep1.mzML

AEAESLYQSK 2 98% 0.002 Control-PEROXO_IP_repZ.mzML

AEAESLYQSK 2 97 0.004 Control-PEROXO_IP_rep3.mzML

AEAESLYQSK N

AEAESLYQSK < Quant. Intensity  # Qua. T Start (min)  RT Center (min)  RT Stop (mjg) Precursor MZ Attributes

TEEE:‘IEEE 1.034E9 5 14.68 14,92 15.44 563.275 Control-PEROXO_IP_repl.mzML,
2,825E8 5 14,99 15.27 15.79 563.275 Control-PEROXO_IP_rep2 mzML,
8.871E8 5 14.98 15.22 1547 563.275 Control-PEROXO_IP_rep3.mzML,
3.923E8 5 15.01 15.22 15.74 563.275 Control-PEROXO_IP_repd.mzML,
1.605E7 5 46,94 47,67 48,51 563.275 Control-PEROXO_whole-cell_rep...
2.461E7 5 47.15 47.68 48,35 563.275 Control-PEROXO_whole-cell_rep...

14 97ACT £ AT.nA AT EN Ao 73 £E£3 I Coanten | NEDOWN wachala call enn

Fig.7-5 [Protein] 7 RXITF FE-Query ¥ v FIER £ (R 68 (FR)

IT<EDRTFRIERT—TINTGERUTWBIRTFRIIDVWT BT U TNICH T DREIRNRZEFESH
TEOMIRTFR - Query VWFIEHR [3]1TY (Fig.7-5)o FRERICDWT ATICERBAZELE T,
[Global Probability |l Global g-value |[Sample Probability |[Sample g-value |

IHEZDHEAICIGlobal )N DWTWSIRE X BEEHANRTFRBRECHA DT TV 1 DUULEICHFET D
HEZEX® Percolator CEtEURFD g-value ZRUE T . R TFR-Query ¥V FBEHRDEFDH TRE
BEASWVT TV 1 TFICUNTRREINE R A, —ASample | TIEFDIEB L. ZHITOT U TILDH
ZXRE L TKHT= Probability W g-value MFRRINET,
[Quant. Intensity ]

RTFRDEEETY, TTIAXAIE—UD XIC DE—VEE(EEE) ZHZICEHINTUVET,
[# Quant. fragment |

EESTEICERUET ST XRDETT,
[RT Start(min)|[RT Center(min)|/RT Stop(min)]

ZARTFREREUVESETEICHALUL RT ORE - PR T ORI ZRUTVET,

7-5. Visualization 7%k (Fig.7-1 [4])

BEED—F . Visualization |7 DDY TN SEBEINTLET (Fig.7-6)o
- Protein Sequence
- Protein Level Charts
- Statistics
- Peptide Intensities
- Fragment Intensities
- Chromatogram

- Fragmentation Table

Protein Sequence Protein Level Charts Statistics Peptide Intensities Fragment Intensities Chromatoegrams Fragmentation Table

Fig.7-6 MProtein] 7 Visualization &%k
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7-5-1. Protein Sequence % 7J

[ (Fig.7-7) EZRIC &S VNV BDREH &Y FURRTFREEN, B FERTIEY VN VELRE
1 TCRUIRET RITIFROTYF IR EHRITEET,

Pratein Sequence | Protein Level Charts | Chromatogramsl Fragment Intanswtlesl Fragmentation Tab\el
2p|Q5T457|UERS_ HUMAN E3 ubiquitin-pratein ligaze UBR4 O5=Homo sapiens GMN=UER4 PE=1 Su=1
AT VELKNKPA RWHKAKKYQL TPGQOQTEVKID LPLPIVASNL 3640 =W

M1 EFADFYEN YQASTETLOQC PRCSASYVPAN PGVCGNUCGEN 3680
VY QCHKCRSI NYDEKDPFL@ NA©GF©KYAR FDFMLYAKPC 3720
CAvVDPIENEE DRKKAWYSNIN TLLDKADRWVY HQLMGHRPOQL 3760
ENLLCHKVNEA APEKPQDDSG TAGGI SSTSA SVNRY I LQLA 3800
QEY@GD@KNS FDELSKI I QK VFASRKELLE YDLQAQREAAT 3840

KSSRTSVAQPT FTASQYRALS VLGCGHTSST KCYGCASAVT 3880

756 out of 5185 (14.53%) amino acids identified with 23 modifications

Fig7-7 [Protein] 7 Visualization 8% Protein Sequence 57

BELEETIEYVINIBEDT I/ BESINRRINET . YV FURRTFREADEERD/\1 ST
FReo. BRI B DD IEEDDVZOTHENTVWE T BEBDRTFREZY TILIUY I T EEELED
RTFREHF2] TITAIVI—) DTN TON ZERTFROANFKRINE T (CORRZRERR
I B7=5HICIEIShow all peptides|ZD' v ILET),

EE FERDA/NL—IIZDVTIE RRDEROZBREENS N IVBLRERLUTHY . D' N Kif
. &N C KIFAITT . BDLICIE2RICHT IR TFREERDEE (HN\L—I) & RES NS
DB TRINTVET AR TEEBD S U TESN TV SEMBIRTFRYYFZ, BLMENFIHN
By hMERERLTLETD,

BIVYIICKY /RN TVBEREENLERETA—V YD I PAIVEVLTRETEX 21—

W/N3FH. BHZEIE—UY BLAST RZRICHFTRYTRIEETETET,

eI TRES)
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7-5-2. Protein Level Chart 77

BIRUCWBARTFRABT DY VINVEICDVWT,. EEEE TS IRTUET .. EEEDFRIERL
Summarization G:EIRUTVWBILARIVEEFULTWET . ZRFERICITFEOITREET ST,
TPAA)VED 3 BENHY FT (Fig.7-8)

g
I Protein Level Charts
= 6.8E8
¥ 6.6E8
- = i
=
G 6.4EB
&
iilI i
E 6.2E8
£
i g 6ES
4 ]
: 5.8E8
R ]
o
5.6E8
5 —_—
© i
g saes s :
= 2 s2es
Protein Sequence Protein Level Charts Statistics Peptide Intensities Fragment Intensities _
= 7E8
: 3 Y
- = 6.5E8 af\& Q.,f
o
& 8ES
| I' g 5.5E8 Treatments
E sEB
L = L 45e8
. ERre
) A B
'R 5 asE8
g 3EB
& 25e8
g s
g
S 15e8
1E8
SET
0E0 L —— —
& ‘3»“
ca B Protein Level Charts
Treatments B.oES
-
¥ BES
- =
=
3 7.5E8
iiII 8
£ 7es
H
. ] EXE
) A o
s 9 ]
= 6ES
i
S 55ES
E
=}
S sEs
4.5E8
N
o @

Fig.7-8 MProteinl &7 Visualization &%k Protein Level Chart 97

BJ ST TlE A7 U ELH VI ERESHENRRIINEKT,

FOTHTIE @O OICEXEER/IMENFREINE T,

DPAA) URIFFEOFEELTVWEITNT —YDERZEEDIFREHE TRRIINTLED,

ENENTSTICH—IINZEENDEDE. Ry TPV TENLT17OT (2T TDEEREFNTR
INEY,

PREICHES X
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7-5-3. Statistics 97

REICEATSHERTYT,

Statistics table :

REICEET DHFEREHRT ERUREICLIVRTINIBFHERVE T HIZE
ANOVA/t-IREDZE. [TFAMITEBEE IO ITF-HEE I F-HEtEDERMEI T,
Interaction Chart :

A——MN—REHE REH OB DX B FRAMROBIREIRET T B2HDETT,

—RELE REHOBICHEFRNRVSGE RITIFEFFATICRY AROES L —REHDIRE
RUET ENFEITCTIIRVHARELRWGE REFBRMIRNRVEFERA RV ) ZREHENHD
REHZEZRIFVTVWSFZERUL LT, —REHDIRERT T D EICRUETMENZETD

56 2 DOEHNERGHEERZ TR CEEZBHKU, —REHOMRIC OV TR REmELd
CEFTAREEEAE T,

7-5-4. Protein Intensities 97

Peptide Intensities

T
L
TN

Relative Peptide Intensity

&
2
Q
%
) uI[J‘ “
W

50% I {LASDLLEWIR, Control_3) = 54,741,472
|
30%
20%
10%
0% - -
A, LN v
/ A o o o
5\56 &8 I § s
& s 5 & 5

MS Sample

Fig.7-9 [Protein] &7 Visualization &%k Peptide Intensities 57

Peptide Intensities ¥ JIZIE, Fig.7-9 DLDICTVNIBICTFHAIINZERTFROEEEZE
BABRCEIT STINKRRINET Y VN VBEDOEREBICERASNIZRRTFROLBEICN TS
FEFERLTHY . BRTFROHEE (FSDESV)BRDOHMUET,

T—YEXREDBDBAIIGERPDAT I —(SEBILE T T TV TIVERNICT -5 Z R6H5
HRDZED > TWSERISEEITDE T ERTFROEEHHICH T EEHEEERNITDIES
TEFITHREATIV—ETRE<EENZEFHL TVD LD THNIE ZERTFRZEBEDEL
EDELTIN T 2B ZRET T DIUENSZY ET, BRBREDBERE URAEITVEWEE RTFR
BN Quantified FTVIRYIRZEATICLTIET LY,

BMONVRICNIREGNDEDE NRTFEOBEEESTRTFROBRIRTINE T, T5IC
DIVIGTDERTFRD TN DT HMTONET (TA4IVEF—) DT ERERRT BICIE. T LEBD
Show All Peptides &)V IULTLEEL)),

RTIFRZHANT DD NPIRTVE S TavEER/INTHY . JRRENAZVIRVICSVISEF
FRZEAIICLTEE L,
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7-5-5. Fragment Intensities 97

[Fragment Intensities ¥ 7 ClE ERR T FRICDOVWTEESEICHALEZ I I IXINE—DOD
EEEDEIGNTRINET (Fig.7-10) XTFROEET —YDEHEEZHA I SRFICHAATER
FARBIDTEREUFRAZITVEVWEE ARTFER  BEHRED Quantified FTVIRYIRZEATICLT
<IZELN,

Protein Sequence  Protein Level Charts  Chromatograms Fragment Intensities  Fragmentation Table

Fragment Intensities

gwow

put

C 80%

:

2

o G0%

o

gamc

<L

ﬁ 20%

5

o gy - - = = = = - - - .

Iy v v v v v v as v Iy v 5
IS AN SN S S G S S A e SN SN
& & F S & & & & F o F F
& & & & & & & & & & & &
MS Sample

Fig7-10  TProtein] ¥ 7 Visualization 1&%& Fragment Intensities 97

7-5-6. Chromatograms ¥

Precursor, Fragment TNENICHITSD XIC, RIEFFERIDAEE T (Fig7-11).

Showing All Peptides | . || sp|Q13423INNTM_HUMAN

~ ‘ search for peptides, modifications, efc. L

Peptide Sequence Spectral Matches  Modifications Start  Stop Protein Accession  Proba... Mass e}

KILDALQAK 3 C3 Carbamidomethyl... 1071 1079 sp|Q13423|NNTM... [100% 1,033.523 -~
KTTVLAMDQVPR 3 171 182  sp|Q13423|NNTM... | 100% 1,357.739
QGFNVWVESGAGEASK 3 8! sp|Q13423|NNTM. .. 1,577.769

SLGAEPLEVDLK 3 258 273 sp|Q13423|NNTM... | 98% 1,269.682 -

Valid Sequence Modifications Charge  Sample Quant. Intensity #Qu... RTStart (min) RT Center (mir)  RT Stop {min) Precu... Attrib... e}

% 2 20170430 Hela DIA control 2.... 6.961E6 5 41.04 4137 41863 759.892 Control ~

2 20170430_Hela_DIA insuiin_L... ] 789.892

Insulin
2 20170430_Hela_DIA_jnsulin_ra... 857556 5 41,55 4188 42,14 733,892 Rapa...

Protein Sequence  Quantitative Charts Chromatograms  Fragmentation Table

Precursor Fragments
300,000
3,500,000 280,000
260,000
3,000,000 240,000
220,000
2,500,000 200,000
= g, T
G 2.000.000 @ 180,000
2 £ 140,000
1,600,000 120,000 )
100,000 : -
1,000,000 80,000 \
60,000 L
500,000 40,000 Y
/’\ 20,000 -""\‘—j‘ i S e o e
0 o B - o R s
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Fig7-11 Protein) 7 Visualization 1&# Chromatgram 57
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TTZTARINIDWTIFBDRVWRIRE TR IIINTULET, Precursor, Fragments £55MDHIC
BWTETSTADIRICH—V I ZEEDTE D EEDRENFINEREFTRINEDEEHIDNMET,
FERSVIT ROV TDRMECI ST ZEARTKR I DENARE TH B EN. HYJ Y I TR EMEE
LzY . Bfg T —9 =R FULIEZY I DFE LRI T (RE Fig.7-12).
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Fig.7-12 Chromatgram 57 352K

7-5-7. Fragmentation table 97

RTIFROEINSHEINDZ TSTAIED m/z BRE—EDRTI, TSITREINE
TIITXRIMEBERITRRULTUVET (Fig.7-13).

| Protein Sequence | Frotein Level Gharts I Chromatograms I Fragment Intensitiesl Fragmentation Table

B Blns B+2H B-MNH3 E-H20 ah Y Tonz Y+2H Y=-MH3 =H20 i
1 1021 840 T 1.2286 614.8 1.2116 1.2106 1 G
2 2301 2131 2121 Q 11276 564.3 1.110:6 1.109.6 10
3 3612 3441 3431 [ 999.5 500.3 982.5 981.5 9

4 4322 4152 4142 A B6B.5 434.7 B51.5 B50.5 8

3 3612 3442 3432 E 7975 3982 1804 7794 7

6 660.3 330.7 643.3 642.3 v 668.4 334.7 651.4 650.4 6

7 7734 3872 7564 71354 L 569.3 352.3 351.3 3

8 8704 435.7 8534 8524 P 456.3 4392 438.2 4

9 9575 4792 9404 9395 S 3592 3422 3412 3

10 1.054.5 3278 1.037.5 1.036.5 P 2722 2541 2

1 1.2286 6148 1.2116 1.2106 R 1751 1581 1

Fig7-13 lProtein) &7 Visualization 8%k Fragment table ¥
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7-6. Similar Proteins 597

Similar Proteins ¥ J Cl&. ¥V FURRTFROERVEESEZR TIAMNDREIES VINOBER-D
RUEZHERITDENTITILBLUY V/INVBDEREE LT, protein inference [CTR<SfERATIND
BERDETHEAINSHEE T AL same protein, sub-set protein, iU |C family protein [
ZHTDYVINVENIRAICIENE T, 1 =— IR TF R (TExclusive to | DFIICBZEDIFTTERR)P
DITINEERTFRBENBZONEDHIR T EIRUTWET (Fig.7-14)e VI PR TFRIE ZD
VITEINTVSIVNIBORICKIVANY—IDERYESIN 1/2,1/3, 1/4 ... EEDYXT,

Protein  Similar Proteins Search functions
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|99..sp| Pé...
=

Similarity Table

Peptide Sequence Exdusive To

sp|Q9HES3 | TBA4E_HUMA
5p|P6E366| TBA+A_HUMAN
sp|QONYES | TBAS_HUMAN

TIGGGDDSFNTFFSETGAGE,
RTIQFVDWCPTGRK
AVCMLSNTTAVAEAWAR.
DVMAAIATIK
AVFVDLEPTVIDEVR.
AYHEQLTVAEITMACFERANG. .
TIQFVDVWCFTGRK,

EIIDLVLDR.

YMACCLLYR.
AFVHWYVGEGMEEGEFSEAR
LISQIVSSITASLR.
VGINYQPPTVVPGGDLAK
THFPLATY APVISAEK
FDGALMVDLTEFQTNLYPYPR
FOLMY AKF.
LFHPEQLITGKEDAANNY AR
QLFHPEQLITGK
RMLDIERPTYTMLIR.

FOLMYAK

MLDIERPTYTMLNR.
EDAANMYAR

LOHKFDILMY AK.
QIFHPEQLITGK sp|QoHBS3[TBA4E_HU... @)
AVCMLSNTTAIAEAWAR 'sp|P68366[TBA4A_HU...
AYHEQLSVAETTNACFEPANG. . |sp|P68366[TBA4A_HU...
DVMAAIAATE, 'sp|P63366 [TBA4A_HU...

@]

Ol |O(D)splQ13748| TBAZC_HUMAN
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O
O
O
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Fig7-14 ['Similar Proteins] 57
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8. Visualize [H|H
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8-2. Quantitation %7
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@ Quantitative Scatterplot (8-2-2, P.71)
® Quantitative Trend Chart, Quantitative CVs (8-2-3, P.72)
@ GO Term Pie Chart, GO Connections Graph (8-2-4, P.73)

LI ZNEND TS TICDVWTERBELE T,

©2023 Scaffold DIA ~==7 /v

<~V v 7 A% A = AR S All Rights Reserved

B@E Quantitation 97

69




8-2-1. Protein Sequence

Volcano plot |&2 DD IV—TZ BT DIREEITOERFDAFNINET (Fig.8-3).x HilE
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Fig8-3 Visualize B@ Quantitation ¥7 Volcano plot
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8-2-2. Quantitative Scatterplot

[Quantitative Scatterplot| CI&EIRUZ2 DDNEXRDEREE O MUEHRENTRRINET
(Fig.8-4)o
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8-2-3. Quantitative Trend Chart & CVs

Visualize BENDZ FIZIE 3 DDH T TQuantitative Trend Chart ],
[Pre/Post Normalization], ZU C[Quantitative CVs | DEMNFZELET,
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B9 3IFRERRA 0T ST FEOIFR -#J 57 Trend Line - J 71 A1) VE) TRRLUTLVET,

[Pre/Post Normalization]% 7 Tl&. Normalization BIfEDEEEIC DV T. FFOITHEIE
DA VTR T BN TEE T (Fig.8-5)o
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Fig8-5 Visualize BIE Quantitation 7 Quantitative Trend Chart
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Fig8-6 Visualize BE Quantitation ¥ 7 Quantitative CVs
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8-2-4. GO Term Pie Chart, GO Connections Graph

GO BERICEAULTIF2 DD THh S EINTL\E T, [GO Term Pie Chart] &GO Connections
Graph | T, FIFT 37202 IET—FERUAHEIZTGO 1[BHRDIFTE 1 (X Z1—0D experiment -> Apply
GO Terms) E%ﬁ@“%u‘d\%b\‘w} F9,GO BIRICDVTEHEMITIAERD 15 Z(P.108~) %
CBLET

GO Term Pie Chart (&, f53 117z Gene Ontology 1&E#RZEEZ _EIFEISTICUIZED(Fig.8-7)
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Fig8-7 Visualize BE Quantitation 7 GO Term Pie Chart
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Fig.8-8 Visualize BE Quantitation ¥ 7 GO Connections Graph
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8-3. Principal Component Analysis %97
PCA FRIT[ERD DN &I T—IDIELS DT ICHBERIFITERD IER DT T -5 DsE L

DT ARTY L PCA BBMTDFFMIC DLW T, XX~ =17 )LD I Appendix I. How PCA is
Performed in Scaffold DIA(P.195~)] ZCZ&LZEL),

Principal Component Analysis ¥ (34 DD/INRIVHSHERINTLE T (Fig.8-9),
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Fig8-9 Visualize BE Principal Component Analysis 57

- Overview (£ t,8-3-1)

- Scree Plot (5.£,8-3-2)

- Scores Plot (£ T,8-3-3)

- Loadings Plot (BT,8-3-4)

T RELE. TS5 TICDVWTEUERBALET,
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8-3-1. Overview

FRAREICHITRENOTOYHTY (Fig.8-10)e T STHADRIFH U FIVERLTVET, I 5T ZHER
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BEBIRBD TS TICHIRUTETD Scores Plot 5 FMD[Loadings Plot |hVEEIL TRRNEE
INET, A TFDIFewer Principal Components ] More Principal Components |ThNY U Z#FET,
AN EDERD N EIERTDIENTEET,
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Fig.8-10 Visualize B@E Principal Component Analysis 7 Overview

8-3-2. Scree Plot

ROVENRER D DFSR. BRI FSFROREERUET (Fig.8-11).
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Fig8-11 Visualize 8@ Principal Component Analysis ¥ Scree Plot
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8-3-3. Scores Plot

Overview CEIRUZISTEILALRZ. ERDED A I7DHEE T (Fig.8-12). BD DL\ =FEAIE
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Fig8-12 Visualize BE Principal Component Analysis 7 Scores Plot

8-3-4. Loading Plot
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Fig8-13 Visualize BE Principal Component Analysis 7 Loadings Plot
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8-4. Heatmap 97
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Fig8-14 Visualize B® Heatmap 57

8-4-1. Heatmap Landscape pane

T INOB BN D T IVICEZEUE T 1T7-51&E(C Samples BEHE GERUVZABNREINT
WETITHEESEIS AT VT DRERERT T /ROT S LNEHIN. TOBERZEICT—IN
WOBEINTWET, 7 /ROJSLARADTOVIED VI T DEEDMMEIRINE T EIRIRAEICH
DM FIKETRRINE T, TOVIDABIC DOV TEFULWIERIL. THeatmap Details pane[ZT
HERCTE2(EN. TOVvIDOREICH T DHERENFRINE T (Fig.8-14).
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E—rYYTDT—IDARBZEEHFED CSV EAULREWE, H2WET5T7E2HELTHEAURE VL,
BENTEIUYIUTENENDRIFEEITTI XTI (Fig.8-15)0

I =i

T EI a4

Copy

Print...

Find...

L

-

i

Accession Number

ID:GSEAS2_HUMAN (+3)
ID:LEGA_HUMAN
ID:08UHS8_HUMAN (+3)
ID:EMILT_HUMAN
ID:RPNZ_HUMAN (+1)

> D:CAPT_HUMAN (+4)

‘ Export To Excel...

Save PNG (bitmap) Image... | ¢ pap, GDP dissociation inhibitor B
Save SVG (vector) Image... mer subunit alpha 05=Homo sapie

Save EMF (vector) Image... ation factor 2 O5=Home sapiens G

L DUAZ T HUIVIAT
ID:ABKAPI_HUMAN
ID:RREP1_HUMAM {+1)
ID:ETEUUS_HUMAM (+1)

MName

Group of Protein disulfide isomerase fami
Galectin-4 O5=Homo sapiens GN=LGALY
Group of PRO1975 O5=Homo sapiens PE
EMILIN-1 O5=Heomo sapiens GN=EMILIM
Group of Dolichyl-diphosphooligosacchd
Group of Adenylyl cyclase-associated pro

scid synthase O5=Homo sapiens G

« of Serpin H1 O5=Homo sapiens Gl

raucteclar RNA helicase 2 O5=Homo sapi
cDMNA FLIT23448, highly similar to Homo s
Group of Ribosome-binding protein 1 05
Group of Eukaryotic translation initiation
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8-4-2. Heatmap Details pane
Landscape CiERINZTOVIIZDWVT, ¥ VINIBEDEFIP Description REEZHIZLWUEELL)
[BHREERT D2EN TSI E T (Fig.8-16)0

Heatmap

Display Type: Exclusive Spectrum C
Details

Attribute Mean

(®) Biosample

[:E:- MS Sample

BioSample 2

BioSample 2
1 BioSample

Accession Mumber

PR510_HUMAN
ARFP1_HUMAN
MEPCE_HUMAN
AIMP2 _HUMAN
RM12_HUMAN
PSMDS_HUMAN
R516_HUMAN
ACINU_HUMAN
ACPH_HUMAN

I AN32E_HUMAN

| ATPF2_HUMAN

] MGN2_HUMAN (+1)

] ARM10_HUMAN

1 DDX42_HUMAN

ount

Mame

Group of 265 protease regulatory subunit 108 05 =Homo sapiens GN=PSMCa PE=15V=1

Group of Arfaptin-1 05=Homo sapiens GN=ARFIF1PE=15V=2

Group of 75K snRNA methylphosphate capping enzyme OS=Homo sapiens GM=MEPCE PE=1 5V=1

Group of Aminoacyl tRNA synthase complex-interacting multifunctional protein 2 OS5 =Homo sapiens GN=...
Group of 395 ribosomal protein L 12, mitochondrial OS =Homo sapiens GN=MRPL12 PE=15V=2

Group of 265 proteasome non-ATPase regulatory subunit 3 OS5 =Homo sapiens GN=PSMD3 PE=1 5V=3
Group of 405 ribosomal protein 516 OS=Homo sapiens GM=RP515 PE=15V=2

Group of Apoptotic chromatin condensation inducer in the nucleus OS=Homo sapiens GN=ACIN1PE=15...
Group of Acylamino-acid-releasing enzyme OS5 =Homo sapiens GN=AFEH PE=1 5V =4

Group of Adidic leudne-ich nudear phosphoprotein 32 family member B ©5=Homo sapiens GN=AMP32E ...
Group of ATP synthase mitochondrial F1 complex assembly factor 2 O5=Homo sapiens GN=ATPAF2 PE=...
Group of Protein mago nashi homolog 2 05 =Homo sapiens GN=MAGOHE PE=15V=1+1

Group of Armadilo repeat-containing protein 10 O5=Homo sapiens GN=ARMC10 PE=15V=1

Group of ATP-dependent RMA helicase DDX42 05 =Homo sapiens GN=DDX42 PE=15V=1
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9. Analysis HH

9-1. Analysis BENDT 5 7ICDWT

Analysis HIH Cl& TIC EHHIERTERD LC RIFFHEDIREZHR I DENTEXT (Fig.9-1), 22N
J57% L TN TERRUTVET , #H#fl(d 1 (Reference) Retention Time (min) T

Use aligned retention times Show Legand
11111

11111

Wiy

Total Positive lon Current (TIC)

[
1 |

— Control_1
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3E0

1E0
58

@ oo

@
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La -
|

a5 50 55 80
Reference Retention Time (min)

Fig©-1 Analysis BE

DTSN, HEEHS TIC(Total Ion Current) T, TIC [ MS1/ARTFRLARNIDT—IHSE5E
UCTWE T x i CHDFRFEFHICDOVTIEP IAXVEDRIE K, EE5TERRABE CI. I T LIC
HBFTVIRYIRICKVRTDYIVEZNTEXT,

TDIZTETT =YD RT EPFAAVMEDBEDREGTT Y&V IT7LIRADE) ERLT
W&,

EESENPIRSVICHRIED LICH—VILEEDE D EMART SN MBI DFEENC LD EDT—F
M EDRIRD DMV TRVUET,
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10. Publish [HH

10-1. Publish EEICDUL\T

Publish BEIEIE, RR/N\SX—5—EBZMHEELIZY.

w3 X° Repository site TECE(d D Method D

XE(CFEHTEARABELRRLUIZY TS Experiment Methods|YJ&, SQL AV VUREEELT
T—JIW(T71IV)EE /19 BSQL Report |y TH SHEBEINTL\ET (Fig. 10-1),

I scaffold DIA - Demo2_Hela_insulin_6_files_30_proteins.sdia
Flle Edit View Experiment Export Tocls Help
B H = Summarization:  MS Sample
Filters
| Show Hidden Y7 on »P
Experiment Methods | SOL Report
Organize Search
@ Search Library
e@ ® Processing Directory
o S ® Protein Sequence Database
Samples ® Fragmentation
@ Precursor Tolerance
@ Fragment Tolerance
@ Library Fragment Tolerance
@ Peptide FDR Threshold
Proteins ® Data Acquisition Type
® Digestion Enzyme
@ Peptide Length
® Peptide Charge
Visualize ® Max Missed Cleavages
® Modifications
@ Peptide o
Analysis
@ shared Evidence Clustering
Analysis @ Target Protein FDR
@ Sample g-value Threshold
@ Minimum Number of Peptides
® Grouping Applied in Version
Publish oThresh?\qu A;.:\ph.ed in V.evs\or\
@ Clustering Applied in Version
Advanced
® Precursor Window Size
@ Minimum Number of Quant lons
® Maximum Number of Quant lons
Version
@ Scaffold DIA
®Encyclopedia
® ProteoWizard
@ Percolator
Proteins
0.0% FOR (sttsined)
29 Targets
0 Decoys
Peptides
10.0% FDR (sttained)
986 Tergets
|0 Decoys

v

i Protein FOR 1.0% FDR

GO Term =

Q

p-value filter ¥

Hlinear_modified.elib
process_run_20210224-0
uniprot-swissprot-human. fasta
ao

10.0 ppm

10.0 ppm

10.0 ppm

1.0% FDR

Staggered Windows

Trypsin

[6.30]

[2.3]

1

Carbamidomethylation C 57.0214635 Mon-terminal Fix...
0.0598007

Perfect
1.0% FDR
Infinity

2

3.00
3.00

nfa
Deduced from file
3

5

3.00
122

3.01.nightly-13-655e4c7-dirty

Min # Peptides | 2

ANALYSIS OVERVIEW
DIA-MS samples were analyzed using Scaffold DIA (3.0.0).
MS DATA PROCESSING

DIA-MS data files were converted to mzML format using ProteoWizard, Deconvolution of staggered windows was
performed.

SPECTRAL LIBRARY SEARCH

Analytic samples were aligned based on retention times and individually searched against finear modifiad,elib
with a peptide mass tolerance of 10.0 ppm and a fragment mass tolerance of 10.0 ppm. Fixed medifications
considered were: Carbamidomethylation C. The digestion enzyme was assumed to be Trypsin with a maximum of 1
missed cleavage sitefs) allowed. Only peptides with charges in the range [2.3] and length in the range [6..30] were
considered. Pepticles identified in each sample were filtered by Percolator (3.01.nightly-13-655e4c7-dirty) to
achieve a maximum FOR of .01, Individual search results were combined and peptide identifications were
assigned postericr error probabilities and filtered to an FOR threshold of 0.01 by Percolator (3.0Lnightly-13-
655e4c7-dirty).

QUANTIFICATION

Peptide quantification was performed by Encyclopedia (1.2.2). For each peptide, the 5 highest quality fragment
ions were selected for quantitation.

CRITERIA FOR PROTEIN IDENTIFICATION

Proteins that contained similar peptides and could not be differentiated based on MS/MS analysis were grouped
to satisfy the principles of parsimony. Protein groups with a minimum of 2 identified peptides were thresholded to
achieve a protein FDR less than 1.0%.

‘GO ANNOTATION

Proteins were annotated with GO terms from: UniProt, HPA, Reactome, InterPro, GOC, Ensembl, IntAct, NTNU_SB,
ParkinsensUK-UCL, ARUK-UCL, LIFEdb, FlyBase, BHF-UCL, HGNC-UCL, MGI, GO_Central, SYSCILIA_CCNET, CACAO,
AgBase, HGNC, PINC, CAFA, SynGO, MTEBASE, YuBioLab, Alzheimers_University_of Toronto, WE, GDE, SynGO-
UCL, DFLAT, SGD, DIBU and dictyBase

CITATIONS

ProteoWizard

A cross-platform toolkit for mass spectrometry and proteomics.
Chambers, M.C., MacLean, B, Burke, R, Amode, D., Ruderman, D.L, Neumann, 5., Gatto, L, Fischer, B., Pratt, B.,
Egertson, J., Hoff, K., Kessner, D., Tasman, M., Shulman, N., Frewen, B., Baker, T.A,, Brusniak, M.-Y., Paulse, C.,
Creasy, D., Flashner, L., Kani, K., Moulding, C, Seymour, S.L, Nuwaysir, LM.,, Lefebvre, B., Kuhlmann, F., Roark, 1,
Rainer, P., Detlev, 5., Hemenway, T., Huhmer, A., Langridge, J., Connolly, B., Chadick, T,, Holly, K., Eckels, J,
Deutsch, EW., Moritz, R.L, Katz, LE, Agus, D.B, MacCoss, M,, Tabb, D.L. & Mallick, P.

Nature Biotechnology 30, 918-920 (2012)

[http:/fwww.nature.com/nbt/journal/v30/n10/full/nbt.2377.htmi]
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10-2. Experiment Methods 97

Experiment Methods ¥ J CIFRTRABNARET<GRIEERIICHMNTNETD,
ZefBlIE Scaffold DIA TIEEURZ/INOX—IM Y —EICEEHSNTERRIINTVET
(Fig.10-2),

Experiment Methods | S0L Repaort

E Search pe

—|-Seatch
- Search Library demao?elib
- Processing Directory Hwork,
-~ Protein Sequence Databaze uniprot-zmizzprot-human fasta
- Perform BT alignment between referencefalze
- Fragmentation CID
- @ Precurzor Tolerance 100 ppm
- Fragment Tolerance 100 ppm
- @ Library Fragment Tolerance 10.0 ppm
- Peptide FDR Threshold n.m
- Data Aoquisition Tyvpe Crverlapping DIA
- Digestion Enzyme Trvpzin
- Peptide Length [6--30]
- Peptide Charge [2--3]
- Max Mizsed Cleavages 1
- Modifications Carbamidomethylation G 6702146356 Mon—termin...

—l-Bnalveiz
- Shared Evidence Clustering Perfect
- Target Protein FOR n.ao1
- @ Minimum Mumber of Peptides 2
- @ Grouping Applied in Yersion 1.0.0
- Thresholding Applied in Wersion 1.0.0 |
- Glustering Applied in Werzion 1.0.0
- @ Gluantify on Exclusive Peptides true

—|--Advanced
- Precursor Window Size Deduced from file
- Minimum Mumber of Guant Ions 3
- Maximum Humber of Quant Ions g

—|-erzion
- Scaffold DIA 1.0.0
- Encyclopedia ng12
- ProteoWiz ard 3011748
- Percolator 30 nightlh=13-60hedci-dirty

Fig.10-2 Experimental Method Z 18l
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—ABERICIE. FmXPLIR—RD Method BN ZRHUL. BTFAIC DOV TEREH ONEXENTR
INZET (Fig.10-3),

AMNALYSIS OVERVIEWY
DI data were analyzed using Scaffold DIA (1.0.07,
RaAYY DATA PROCESSING

Raw data files were converted to mzML format using Proteowizard (3.0,11748), Deconvolution of
overlapping windows was performed.

SPECTRAL LIBRARY SEARCH

Analytic samples were aigned based on retention times and individually searched against demc, el with a
peptide rmass tolerance of 10.0 ppm and a fragment mass tolerance of 10.0 ppr. Figed rodifications
considered were: Carbarmidormethylation C. The digestion enzyrme was assumed to be Trypsin with a
rnaxirmurn of 1 rissed cleavage site(s) alowed, Only peptides with charges in the range [2--3] and length in
the range [G--30] were considered, Peptides identified in each sample were filtered by Percolator (3.01.
nighithy-13-655e4c7-dirty) to achieve a maximum FOR. of 0.01, Individual search results were combined and
peptide identifications were assigned posterior errar probabilities and fitered to an FOR threshold of 0.01 by
Percolator (3.01.nighthy-13-655e4C7-dirty).

QUANTIFICATION

Peptide quantification was performed by Encyclopedia (0.6.12), For each peptide, the 5 highest quality
fragrment ions were selected for guantitation, Only peptides exdusive to each protein or cluster were used
for gquantification,

CRITERIA FOR PROTEIN IDENTIFICATION

Proteins that contained similar peptides and could not be differentiated based on MSMS analysis were
grouped to satisfy the principles of parsimony. Proteins with a minirmum of 2 identified peptides were
thresholded to achieve a protein FOR threshold of 1.0%.

GO ANMNOTATION

Proteins were annotated with GO terms from: UniProt, InterPro, GO _Central, Reactome, GOC, HPA,
Ensembl, IntAct, ParkinsonsUk-UCL, MTHU_SB, LIFEdb, FlyBase, BHF-LICL, HSMNC, MGI, SYSCILLA CCMET,
CACAD, AogBase, PIMC, ARLIK-UCL, CAFA, MTBEASE, Alzheimers_University_of_Toronto, WorrmBase, GDE,
SynSO-LICL, DFLAT, SGO0, dictyBase and SynGo

CITATIONS

ProteoWizard

& cross-platformn toolkit for mass spectrometry and proteormics,

Chambers, M.C,, MacLean, B., Burke, R., Amode, D, Ruderman, D.L., Neumann, 5., Gatto, L., Fischer, B.,
Pratt, B., Egertson, 1., Hoff, K., Kessner, O, Tasman, M., Shulman, M., Frewen, B., Baker, T.A., Brusniak, M.-
Y., Paulse, C., Creasy, D, Flashner, L., Kani, ., Moulding, ., Seymour, S.L., Nuwaysir, L.M,, Lefebyre, B.,
kuhlmann, F., Roark, 1., Rainer, P,, Detley, S., Hemenway, T., Huhmer, A., Langridge, 1., Connolly, B,
Chadick, T., Holly, k., Eckels, 1., Deutsch, E.W,, Maoritz, R.L., Katz, 1.E., Agus, D.B., MacCoss, M., Tabb, DL,
& Mallick, P,

Mature Biotechnology 30, 915-920 (2012)

Thttoe fweeese nature, comfnbtfiournal 200 10 fullinbt, 2377 hml

Percolator
Semi-supervised learning for peptide identification frorm shotgun proteornics datasets
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10-3. SQL Report 77

Scaffold DIA D5 A—T NV —ZADIL—23F I T —IR—RAEEBI R T A:SQLite DI 7 IV %
HHTBEMNTIET, SQL Report ¥ T Tld SQLite D GUI BMEARIAET T, 1—H—IL SQLite D
OV IRZEITIDET. TV EHTBEROICED. HATEIENTEFT,

< Scaffold DIA Viewer - Derno2_Hela_insulin_6_files_30_prateins. sdia

E=SE=E =)
File Edit View Experiment Export Help
E Hd &8 Q‘ B &4 ‘S\Jmmanzatlor\ Condition = ‘ lily Frotein FOR [ LIXFDR v Min ¥ Peptides | 215 ‘ ] | @
Filters
[¥] Show Hidden ) (] () (] | Mtame/tccesoion P| pvaliefiter ™ GO Termw @
Experiment Methads | 5O Report
‘.,-‘ 2 d
o a’"g Saved Queries saL
(_ Organze | /+ Display names of all tables in databass */
= [ SELECT Name FROM Salte Master WHERE Type='table
o
Samples
:lg:’ m
Proteins
I\ll
¥
Visualize
Save query as | New Saw Run Guery
\ Results —
)
B
Analysis 9
e
&
Publis|
Froteins
[0.0% FOF: (attained)
29 Targets
0 Decoys .
Feptides =
0.0% FOR (attained) @ Help B Export Results
1002 Targets
0 Decoys

Fig.10-4 SQL Report 97

HATNDERT 7). sdia(sfdb)DRAF—FICDVNTIE EXYZ17)LDIAppendix A.
Structure of Scaffold DIA files](P.172~)ZC&</IZTL)\,
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11.EEDNFEEIREREE

Scaffold DIA TlIET 35T XV hE—0 DBEFREEICUTZSNIL T —DEERTZE T R—KLT
WE T8IV T IUEIT Normalization §EMNTE AFLANIDEEEDHASGHEICLDIFERD
BUVZHERT DD RN GREZT BRI SIENTEFT, BEEAMIC Normalization [FEERFED
HELANIZEWTIVNOERENRU THIFHRD FTITONTHY MENELRDST—RICHWNT
Normalization Z1T D EFBEUITIEHY FE A,

11-1. BEDFEICDOWVT
11-1-1. Peptide Counting

Scaffold DIA CIXEEFTD—IREUVT.UTD2DDARTFRE% Samples EH CHRRAIEE T,
Display type ZBU TRTABZZEIRT BN TETET,
*Total Quantified Peptide Count
EncyclopeDIA LD TREINEZICHEDONTVDIRTFRICDVWT, VIPRTFRHMEDIHIC
BS99 NIBBICHIINUIZEFTT,
:Exclusive Quantified Peptide Count
EncyclopeDIA [C& D TRIESNEZICENONTVWBIRTFRICDVWTC VIPRTFRERSIZ—D
RTIFROIFZEANIIRUIZHFTT,

EOIDEERRELT. INSDRRICHSFIRTFRAV I MIFERIESNTLWSDTITER
<7Z&E\\, Samples T—JIVICHRRINBDEZTHEL, RIDIZ—IRTFROGEHEHEUICESD
KOICUETBIRUIZFEDHDLARIVIZIEL. Samples T— T IV TRRINDFIDEIIZEHL, ATk
EEEULET,

11-1-2. SNJIVT)—EE

B RXOFROEE.YVINVBEDEE

Scaffold DIA TlX XIC [CHBIFDTSITXIMMAIDE—IBEER—REUEIRNIVI—EE%E
BALTWEYT, TUN—— 1AV DE—IBEREEHFEEDEDICIFFIATNTLERE A,

Scaffold DIA CIIEENDTRETDITTTAVEDEEICEWT MDD T ST AU ADDTFHD
BENTIDLITRVENVRE—DJZEN O, FHEEGV\VERT AO7ICK > TFHMALTLET,
BEBIINZTIITAIE—=DICDWT NI TSI RDFEEMKL TELSIVW cEEREZE LU,
FOIBRTFROERIEER)E T IHZRICK DT BRRUEARIBLSATIIDE—DELTIEE
FNTVWRWITTXAIMHEESINDZENHWET , CHUE. EncyclopeDIA MR TF R DAY
TSITAIT—=3VNI—DEFBRULTHY ERNRARI NV SEBMD I ST X UMM A D EE
INEBE. TN ZTEIRUCEESTEICINASENARE THD. EVWVDETY,
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BIRSNERTFRICDOVWTIK 29 FIVTRIETSDIEEY, 1—HF—MEELZ/INTX—Y(CEE
FAINEHELRAOT7ZTICESEBIRIN. Y VNN VBDEEEAEICHIRAINE T,

B Normalization

Normalization [&1—1'—#h' Experimental Design %4707 CT{ERELTz Technical Replicates
LRIVTITIONE T GRERIIEET—9ZE 12D TN —TEUVTRTVLET),

F 7 intensity DFIN Logl10 [CEHE N, Experimental Design T TR [Technical Replicate] 0
TIW—TEREINT—IET. EH U FIOESEICH T DHFH2EIDD IS H TS
HFE—NIT DL DITHABEIN. M AIBEFER TERILE T, 585 E. Loglo ho@EDHFICRL.
TR LNV THIESTEL CRREIEICRTRINE T,

Normalization (FEMHEICHDFITVIMNI I TERT D /LR ZHPUEBZDIENTEXT,

B Ri&fE

KiE{E|% Scaffold DIA DERR RETRICHEBZSZ 5120 BURUIBZE T EINENRHI T (EZ
KUBVWANIVTENLRY. BBt T AN ERD O Z{T o712V T 5728 RIEEMMSSNEH oz
BRICEYRMEEANTEINENRHYET,

DIA BTICHIT B RIEMEIFT 2V TIVARICRTFRHBFELRVD, FEIFIERICERVERE TFET DN
DWITNHDFERTH S EAREU. Scaffold DIA TldlQuantile Regression for Imputation of Left-
Censored data j&*| (QRILC) ZEAUEDRKAZITOTUVET,

* Cosmin Lazar (2015): imputeLCMD v2.0". R package version 2.0

QRILC &, 8AlE GEXRIEE) & KiIgEH FUEHAEOHZE EITBEUZIERAI NS, RIBEN
EDFAELVENTVWERELVTEZHELE T,

FRIERN 50%EBA DT —RATT—YZFEHDIHH. QRILC THEULHHEZFERALET,
BREZFDFZEFEOHICKIBELTVDEDE L TRV, BZIEINTEATERRUET,

RIBEDEIENERT —FHITHUT X%DHE . HEEITHED D X N\—EIF1IVLLFICES
FDICUFET,

QRILC MBBEEZIRM TS R/VYST—Y "imputeLCMD v2.0 "6HUETDT. TES5NDNEL
HETITSRIIZTL,
(https:/ /www.rdocumentation.org/packages /imputeLCMD /versions /2.0 /topics /impute.ORI
LO).

FRXYZ17IVDI Appendix.D Missing Valuel(P.178~)ICEERAMNTILET,

PREICHEEET)
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11-2. &E

Scaffold DIA TlEFVW DD DIREMEEEZB U TVE T REMEEZFEITT 5726 ICIE. Experimental
Design DFRENMMEERYE T IREQRSUIC Experimental Design DEREIX.
[Configure Sample Organization and Statistical Analysis |5 1707 (CTITVET . D
FA7OTZFRRIEBICIELT 4 @BYDRIENHBYUET,

- [Organize|View MEMHEZL FIC3 3 Configure Experimental Design and Statistical
Analysis /K V&I )Y

- menu DIExperiment]-> [Quantitative analysis|ZZiR

- W=ILI\—ICH» B Quantitative analysis| 711 Z=J) VD

- Y= )LI\—DISummarization B REXAICHDEdit | =0 ) v D

EIREFICFE<Y 17073, [Sample Hierarchy|& [Statistical Analysis]2DND%Y J THERINT
W&ET,

Experimental Design CiEIRAIBERIBEEDAAIC DV TIEI5-6. ZFEIRATHEL: 3 4R D
Experimental Design [CDL\C(P.41~)1%& FEIRABDHREIC DL TIEI5-7. Experimental
Design DERE(P.44~) | Z BT,

REZZEITT D&, Samples BICREICRAT HFERTT DINIENE T . EBRUAREICEL DT
RATNBDEFIEERY F T (p-value ¥° g-value R &), IV BETEREULTZ Error rate 8% T
W\ BIBAITHFE T, ZEBELEN Error rate DIREEBZ TVWVRVSEIERBICEBRYIN. —5
BETRVGREEEBERVET,

LUFIC &7 — 9181 T T:ERAREBIREIC DWW T ZEDRBZFHIALE T, T8RRI TIVEU
ETINSARIYD | JIINSAN YT JERYET,

11-2-1. Basic Design CEIERIEELIRE

 t-test / ANOVA

BRUIRS T —TF = EAT T —BOHHEDOEFEM Z A I DRE T A7 T)—RICERHDH
ESHERUET, BAREZITLE T, 3 BfLLEHA ANOVA T, BRFIEN 2 BEUNRWES t IiREE
BRYET,

* Permutation Test

2EHDVE I BULDTIN— TR TERGENG DN ERE TCETDFETT NI FIRE
TIR BEDS VY LT =9 ANBAT F 8ZstE U1 E T, Scaffold DIA TlE 10000 [EI0D
STRZETV ANBATRICANE A SR FEZBAZEEZE 10000 GRTEIE) TEI>/zEZE
p-value £EUFT,
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Mann-Whitney U Test
IRIIUEAMED 2 DDIERD S5, —HDIENM A DIELWEREVMERICSH DM E DN EFHET D
J VNS ARYIRETY , 2DDAIYENREZFL VN EDNTEEFE T 2DDEART—Y DRI ZFER
UET RS D TIVEHRE 2B 2D TRV EFERATTE A

Kruskal-Wallis Test
IERIBI— TR E DA EEE R EANBEUAHICHR T INEINERET D/ VINT ARV IR
FETT UDN VAL DTDEERT—IVTHEBZERHREL TV T (FREHNFEU THHEEKRSH T
FEA) MU 3 DULEDY U FIVISERFIRE T IRRRER G U TV BRI 2EMHN AU
FIYEZRDITHY  RENBRRE, M R<KES 1 DOT U TILHIMD T D TIVEIFRRDEE R
UET, COREFENECTREL ZDON. ENEITOENRELZONERET DEIETETEEA,

11-2-2. Repeated Measures CRIERIEE/RIRTE

Repeated Measures ANOVA/Paired t-test
RIEREDEDHT(rANOVA)[E/NSX RV IRFETT 3 DULDRAEDEN (FREGE) &
ZRULZBRYBRUVAEMTON TV DIGEE. ENSDREDRTIINER DN E DN EFHHL TVET,
Paired- t RETERRCTIMNCESIET U TIV2 DDEICESNBDFETY  IER R cATI)—/
DAFENEFLWSEISERFEE T,

Wilcoxon Signed-rank test
JVINSXN)YORFERTY D TIVEIL 2 DORFICIRESNE T, 1Y R URAIEDEFIIDIERIA
RQRBIHESINEFHRL THY. 2D U TIVHRI TRI—DAH TH D EZRMHRELTLET,
INSARI Y OIRFETH S Paired t-test BHERATIRVERICSHIRAZEREL TV,

Friedman test
JUINTARIYDIRFET 3 DU LD T IV G DRISER T 2FET. FEEIBEANERDH
EDNEFHRL COVWE T U TIVH I CR—DAH THICEZRHRELVLTVERT /NS XNY IR
FETH B rANOVA DREBERETHY . ot T —INERDHBTRVGERISERAL TV,

11-2-3. Two-way CEERIEERIRE
Two-way ANOVA

“REDBONT TIE2 DDIRIUEHN Y VN OBEDEICSZ D EZTHILE T TNENDIMRIL
BHOEHNREZAEL. TOICEHEICERMHEE RN GINESINEHELET,
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Randomized Block ANOVA
Secondary 2t A7) —(ZOHZAFTOVIRF) DRZISO—ILULRN S, Primary 247
AT I —DMREFMLE T, Secondary B ATIV—ZDEDDHMRETET 5EDTIE
HUFEAN., TOVFUINRETMT 54 T3 EUT, Primary 977 31)—& Secondary
PR ATI—EDEICEEREEERNG DN EINZETHIT DENTEXT,

Friedman test
JOINSARIYIRFET 3 DU LEDORGTRIEMMTONZE. BFEENEAINER SN E D h 2T
UCWET U TIAMII CR—DAH CHhIDEZFHRELTVWERT . o7 —I N IERDH TR
BRISERLTIZEL,

11-3. ZEIREMIE

ZEREICOVTERBDER(BRERENE THDICENMMDSTAEULTERILTLUEIRY) =
<726, p BEABRUBITUBZHEITENHDY FT, VU TIVEAZEE LTI Bonferroni filEE LD
FENRBYUET, CNUE p EREE N TEo/z p/N EHHLERBREEEUVTES AETIN, COEETIE
E&L 9 =T False Negative MEX T CUEXRDDHMRE T, Scaffold DIA CTIEZFDHREEELZ2D
DFIEFEEHRALTLET,

- WRYIRRIVIDRTY TPV TFIBKTNIVADRTY TF I (FWER)
- BH% (FDR)

B FWER ERYIRRIVIDRATY TPV T &IRIVLADATY TSI I

Bonferroni DAFREAR—X & Uz, Bffi‘e Bonferroni fHIE X WIBRBHIICRIESY VN VB ZIGA D
fH1IE%1T> C Family-wise error rate (FWER)Z 1 hO—ILF 3FETY, [IRYRRIVIDATY T
W IETTRIVADRTY TF I D2 D% T R—ELTVWET,

SHICDOVWTIEX "X Y Z17)LMD TAppendix G. Controlling the Family-wise Error Rate|
(P.184~)ZEZEZT L,

B FDR & BH &

Scaffold DIA Tl& FDR (False Discovery Rate)(D518 % Benjamini-Hochberg A CstELT
WET . FDR AR TFROSYINIBETHERAL TS FDR E[FEAT VL TIAEIUSHD2EDDHH I
AILKERQUFEITDTTEESIET L,
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12. YNOBDTIV—T. V5 R5—1k

12-1. FEYVINVBED T IV—T1,. 95 X5—1t

Scaffold DIA TRNSNBREEY VINVEIE VI PR T FRDIEREEICELY VN VBRIV —F
. IS RI—EEINEKT, V5 RI—LICHITDIEHEE(C DUV T, menu (D experiment -> Protein
Clustering-> Shared Evidence clustering Z:®#R92FEICL>THRNDY(7OJ CEEREETY

(Fig.12-1)o

! Cluster Proteins with Shared Evidence x

How similar do you wish proteins to be for clustering? You may check multiple boxes to
achieve nested clustering. The first box must be checked because this clustering method

requires perfect shared evidence protein grouping.

Moderate shared evidence clusters

Any shared evidence clusters

7] Help Apply Cancel

Fig.12-1  Cluster Proteins with Shared Evience 5 77072

FLUESVOFHAICDVNTIE, ZDDYVINIE A B DRTFRIITZEAVEERT LA,B)E. BFHED
AlCEK D TEERINTVET,, ¥ MlllE3EEY =177 /)L Apendix .Shared Evidence Clustering Algorithm
(P.180~)EEBLIEE L INSX—F—L (A,B)[E L TFDOLSICEHEINTLET,

Z # Shared peptides in A and B in MS-Sample
MS — Sample

If4,B) =
Z # peptides in either A or B in MS-Sample
MS —Sample
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L(A,B) Z A LLERUTEEZ®/E IR YVINIEMISRI—LETNZXT,
FAT7OTRBEBDFRRE A FENTNREDBY TY,

Perfect shared evidence protein groups
A= 1 .98HE LA,B)=1 TA & B M same-set TRV\ETIL—FEINFEHA RIERDEREL NIV
EUTEICAVIZBEDTWREH, TLA7 IR TERENEE TERVLIITHRDTUVET,

Moderate shared evidence clusters
A= 1/3 ZEAEEXLT LAB)N 1/3 LLEDET IV—TIEEINET, [Perfect shared evidence protein
groups | & [Any shared evidence clusters | DIBBEDBICESH SNIZERE T,

Any shared evidence clusters
A=0 ZEEBEELTHY. . LABN 0 LWKTVE D51 DTEVIPRTFRRGNIEI SRS —
{EENF T MASCOT RE THRATN TV S EELFFTT,

72d. [Moderate shared evidence clusters|& [Any shared evidence clusters IO ACF TV IN

ADIERBEBDHZE T TISRI—NRRINE T, ASTRTU T XY—IE Moderate shared evidence
clusters DEEN, ZDHNDH TV S5 XH—I[& Any shared evidence clusters DEENBEHINE T,
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13. Report

13-1. Scaffold DIA CHARIEER T 71ILICDWT

Scaffold DIA TlEERR BCRBD T 7 IVHANARE T o X Z1—/\—DIExport][CEREHHNT
W&ET,

Export Attributes File
TOTIT I DEMREETH S Attribute 58

E M raw T—4 & attribute & DS E%S

5CU7z Scaffold DIA DT A=YV EDTFAN I 71 EHEHUE T, Organize BIEDExport
Attributes File... |[IRY 2 ERUTY, BAURET71)UI& Organize BE CHUEYUIADEN
TEFI AULT—ITERIFHZEATS BRIEREICHALET,

Export Samples Report to Excel
Samples EHHE CRRASNDIAT. YVINIOED

FEEEOLKR—rZE csV ERX(@OUYERPYD

TFANITPAIV) CTHATEERT . BARICIE Fig.13-1 DELD%R Export FDESEZEIRT S
FA47OTHIENET,, Samples BHE ClE—DOUNTRRINRVWEZE TIN, HHRFCITELEIR
9 BFEERRETI, Normalization DEREEEFICITOIENTETET,

! Export Samples Report...,

Display Type
| Exclusive Intensity

Total Intensity

CV (Exclusive Intensity)

CV (Total Intensity)

Exclusive Quantified Peptide Col

Total Quantified Peptide Count
Export Options

¥| Include Experiment Parameters

Q

Log: Fold Change (Exclusive Intensity)
Leg: Fold Change (Total Intensity)

*

Mormalization 9
On

unt n/a

n/a

Fig.13-1  Export samples 51 702

Export Peptide Report to Excel

Proteins EIEM_E. Peptide Pane DARBICK T DIFERMN. 1 /NI B TR Samples BEE T
RASNTVDIARTOYV/INIEIZDVNT CSVERTHATNET,
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Export Peptide Match Report to Excel

Proteins BEEDHER, Peptide Match Pane DABICK I DIHEEH M. 1 ¥ /IVIE TR Samples
BHE CRRSNTLWDIITRTOIV/INIEIZDWNT sV ER(TVIYRGYDTFIT7AIL)T
HAENET, [Export Peptide Report to Excel] & B I 71 )VIBHRAEFHATNEE A,

Export Publish Report to Excel
Publish . [Experiment Methods |%¥ JDZEIICRRIINTVD /NS X—FD—EIFH N
CSVHERX(AVRRPYDTFILTPAIL) TEAITNET,

Export Workflow

RFREFDINTA—=IITPAIVEFREDZWorkflow | T 7V EENTEE T New NYVZEILT
TF—IRYVIAHEITOIRICIENZ T 7OTARICH B[ Save Workflow as ... |/hY 2V ERUTY,
RIFULEDID7AIVIEBIDEETT import §9FBETEXT, MO CRIUKRRRG EEREEH
L7zVWSEICFIRALE D,

Run SQL Query for Export
Publish EEMISQL Report| Y THEZHITET,
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14. Prosit EDEHEIC L BF1TSUITU—H—F

Scaffold DIA TIERZRDWRETDT1TTJELT, Prosit ICKUETBEINZE—2UZXMNEUIC
RERBIEREES0T —9 (REAEERHCTDLIB’EZH U TVWET)DERESEHLTLET,
Prosit [& Wilhelm & Kuster DU\ —FICK>THE SN T+ —TS5—=2077IVTVZXLTT,
Scaffold £ TESIT—FR—R(FASTA)ZIEE T DIRRELLE T D EREFR I P E—UE &L\ o/
FANEZEF DI EICX) YRGB, 7z DDA 517 SURERE LR 5 & BRI DDA RREZNE
&Y. DDA FERICESDHNRV (DDA TRETIBN 2R TFREY—SYIETESR)RT
Xy BY)ET, 2720 DLIB R TIHMEER/NY— 2 EUTHREE TIEVRTA D AIVINIRXF
JNEERE) UNEELTVWRVWEICTFRSIESL,

CDETIZ, Scaffold DIA TFEFHY S DLIB OEYS AEICDWTUTF2DZE KRNV ELET,

14-1. Proteome Software f1H/AFHUTL\S DLIB J71JLEZFAHTS

14-2. #{gUL7z FASTA J71J)L%TTIC Prosit ZFIFALT DLIB 771 IVLE{ERK TS
F/zES U7z DLIB 7 71J)LICDW T,

14-3. DLIB it (’IC FASTA 771 JU% Scaffold DIA [CEY T3 A3E

ETHRNULETS

14-1. Proteome Software {1/ AFULTL\D DLIB J71IVZFIHTS

Proteome Software ftI1CT. WDHODEWYREIC DV TIEEFRIICEHEZ1T >/ DLIB J 71L&
Xfi9 % FASTA T 71 E AL TVWET  ER/NSAX—%(d Tab.14-1 DEY T,
https://support. proteomesoftware. com/hc/en-us/articles/360035151172-Prosit-Derived-
Spectral-Libraries—for-Scaffold-DIA-Searches

Parameter Setting
Charge Range 2-3
Maximum Missed Cleavages 1
m/z Range 396.4 - 1002.7
Default NCE 33
Default Charge 3

Tab.14-1 Proteome Software #f TR L TLVB DLIB 2 71 J)LD Library fEB/ NS X =45
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2022 F 12 BRIRE LUTOEMEICOVTERBLTVWET (REIILHTFORBICETD,
Fig.14-1)

Coronavirus (&F7zl& plus Human), Arabidopsis thaliana, Caenorhabditis elegans, Danio
rerio, Drosophila melanogaster, Escherichia coli(strain K-12), Homo sapiens, Mus musculus,
Rattus norvegicus, Saccharomyces cerevisiae
FALEZVWEYREIC DU\ T, "DLIB”E”FASTA” ZlAEEY T7O—RULTLEEL,
BGUTzTJ71M)V% Scaffold DIA THIRYSAAICDWTIL [14-3.DLIB # T FASTA Z

Scaffold DIA [CEYRTEHIE (P.106) 1 ZELIZELY,

im} I Prosit-Derived Spectral Librariez x| -+ - O X

& @ https://support.proteomesoftware.com/hc/en-u... A" [ 75 = 2
Featured Libraries

Coronavirus reference

Download Coronavirus only DLIB (1.9 MB)

Download Coronavirus plus Human (pan human) DLIB (259 MB)
Download Coronavirus only FASTA - 13 entries

Download Coronavirus plus Human FASTA - 20,350 entries

Available Libraries

Arabidopsis thaliana
Download Arabidopsis thaliana DLIB (1.2 GB)
Download FASTA file accessed 10/22/19 - 15,896 entries

Caenorhabditis elegans
Download Caenorhabditis elegans DLIB (380 MB)
Download FASTA file accessed 10/23/19 - 4,089 entries

Danio rerio
Download Danio rerio DLIB (250 MB)
Download FASTA file accessed 10/22/19 - 3,125 entries

Drosophila melanogaster
Download Drosophila melanogaster DLIB (365 MB)
Download FASTA file accessed 10/22/19 - 3,586 entries

Escherichia coli (strain K-12)
Download Escherichia coli DLIB (222 MB)
Download FASTA file accessed 10/22/19 - 4,518 entries

Homo sapiens
Download Homo sapiens DLIB (1.9 GB)
Download FASTA file accessed 10/22/19 - 20,350 entries

Mus musculus
Download Mus musculus DLIB (1.6 GB)
Download FASTA file accessed 10/22/19 - 17,025 entries

Rattus norvegicus
Download Rattus norvegius DLIB (682 MB)
Download FASTA file accessed 10/22/19 - 8,072 entries

Saccharomyces cerevisiae
Download Saccharomyces cerevisiae DLIB (512 MB)
Download FASTA file accessed 10/22/19 - 6,721 entries

Fig.14-1 Proteome Software #TH3B8 L CTLV3 DLIB & FASTA
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14-2. FASTA J 71V %ETTIC Prosit ZFIFAUT DLIB J 71 IVE{ERK

Proteome Software #t CFHERBIN TS DLIB IFTHRDEMRENRONTLET, £z FASTA
TR —Dx%R%Z Uniprot M reviewed (=Swissprot [CHHH) [CFREL TVWET . HEIZIGEU TAR
TNTVDEDLADEYEZFIALIZY unreviewed (FTrEMBL ) ZiNA 7LV eEE W\ oz
RAENNERERF, TSICIEENSEEE<HID FASTA J7MVEFBLURZWEE. CBE T DLIB Z1EK
TDIEMTITFHTMERRDHIE LT, Uniprot-reveiewed [CTEMIFE [Oryza sativallZiRWIRAATE
T—IR—ZDIERICDWTTEBALZLETD,

DLIB {ERD ATy FIXLLTFDEY T,

14-2-1. FASTA J7AIVZEfS9 S (l:Uniprot F1h)

14-2-2. Scaffold DIA T Prosit H DA YD 71V E{ERKT D

14-2-3. Prosit BT A MM TARTIFREFIIERN SEHEEITD

14-2-4. Scaffold DIA T Prosit /17 71JV& FASTA J74)UHS DLIB J 7M1 IVZE{ERLT D
LARE. IBICCEBALE

14-2-1. FASTA J 71 )VZERG 9 B (ffl:Uniprot t111)

FASTA 771N ZEEFEUETFASTA IFETHSRBULUZ I 7IIVTEERRIBETIT M., Gene
Ontology BIRICHDITMTEDRT—IR—ZXEUT. Uniprot T—IXR—ZADERZLESHLTHY.
ZZ Tl Uniprot 1S D7V ERREB T 2612 HBHTUET,

Uniprot ICEFINTLRYVINOBRRTIINET,

Uniprot - b (https: / /www.uniprot.org/) IC7 € XU, Proteins Z2')v I UK (Fig.14-2,75H)o

UniPro.t.,: BLAST Align Peptide search ID mapping SPARQL Release 2022 04  Statistics @ & £ Help

Find your protein

Examples: Insulin, APP, Human, POS067, organism_id: 9606

Proteins Species
UniProt Knowledgebase Proteomes

Fig.14-2 Uniprot U ~
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BRBEREZE reviewed, Lo UET/T—23arunDWTWBDT—YDHZUTVIGEESwissProt)
HzWZEI)vILET (Fig14-2,FHBR) . Unreviewed IRIGWT —F DA ZERNREULIZVWERE
[Unreviewed1D&7zY ((Fig 1 4-2,88#2) Z 01 ) v I UERT . BIRUBRVWERIEEADT —IR—IN
ZENTVBREE (Uniprot T—9X—X) T,

. G
Uf\lpfo.t..’ BLAST Align Peptidesearch IDmapping SPARQL  UniProtkB v !

Status
-

5 Reviewed (Swiss-Prot) UniProtKB 230,496,503 results
(568,363)

v o .

Unreviewed (TrEMBL) I &, Download View: Cards O Table ® £ Customize columns o4

(229,928,140) B Entry . Entry Name & Protein Names Gene Names
Popular organisms ) AOAOC5B5G6 % MOTSC_HUMAN Mitochondrial-derived MT-RNR1

eptide MOTS-c|...]
Human (205,788) pep

[J AOA1BOGTWY7 % CIROP_HUMAN Ciliated left-right organizer =~ CIROP, LMLN2
metallopeptidasel..]

Rice (149.191)

A.thaliana (136,466)

[J AOJNW5 % UH1BL_ HUMAN  UHRF1-binding protein 1- UHRF1BP1L,
Zebrafish (101,302) .
likel...] KIAAO0701, SHIP164
Mouse (86,431)
[J AO0JP26 % POTB3_HUMAN POTE ankyrin domain family POTEB3
Taxonomy member B3
Filter by taxonomy 0O AOPK11 % CLRN2 HUMAN  Clarin-2 CLRN2
Proteins with
O A1A4S6 % RHG10 HUMAN Rho GTPase-activating ARHGAP10, GRAF2
3D structure (58,487) protein 101..]

Fig.14-2  UniprotKB protein table

F2. EIL—LICH B Popular organisms] CREESNTLWIREYEISBIRLEVWVKRBE WY
TREZYUEYREBICRESNZIVNIBEDOANRRINET, BROEYEN XANIBRVEFE.
Filter by taxonomy Z=2')woUZEd (Fig.14-3 #FEZ),

Popular organisms
Human (205,788)
Rice (149,191)
A.thaliana (136,466)
Zebrafish (101,302)

Mouse (86,431)

Taxonomy

Filter by taxonomy I

Fig.14-3 UniProtKB 2D L —A¥K
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EMERZEANTHENFENENKT B LCRBZEIRLT Search MYV ZEBIETEYED
RUIAHDITONZKT (Fig.14-4),

Advanced Search X |
Searchingin -
UniProtKB v

Taxonomy [OC]

Taxonomy[OC] « oryzasatwa\ X | Remove stg

Oryza sativa subsp. japonica (Japanese rice/Q. sativa/Japonica rice/Rice) [3994

Add Field R
I Oryzasativa (Rice) [4530] I

Type * in the search box to search for allv Oryza sativa endornavirus (OsEV) [362693]

) U
Oryza sativa aus subgroup [1736459]
Oryza sativa aromatic subgroup [1736658] 1B

17
Oryza sativa subsp. indica (Rice) [39946]

33

Oryza sativa Indica Group x Oryza sativa Japonica Group [1050722]

[AT=V LWL 1 i Crmuin s Orvza cativea Indics (Crann (10009401

Fig.14-4 taxonomy filter CELIZENFEERIR

EVERIDY VINTEVANCEDVET RERDI N —HIEENER DYV INTE) X
EDURT . EERODI UM —HIERID” Status”™ TORICRRINTLSHFP—ED LDHFT
BEEENTEET Fig14-5 HER) ERAICEYNESINI BESNDIEMEDELCFHELR
L7RH 5 CHRET<IZE W,

e

. ..
Uﬂlpl'O.t..‘ BLAST Align Peptidesearch ID mapping SPARQL UniProtKB v [{eNel el Al Rk o)
srevieweaiswisseon | | UniProtKB 195,603 results|
(5,120)
Unreviewed (TrEMBL) &, Download View: Cards O Table ® 4
edlosdd B Entry a EntryName o ProteinNames a Gene
Popular organisms () ADAOPOX9Z7 % CWZF7_ORYS) Cysteine-tryptophan CWZ4
) domain-containing zinc 0s07
Rice (149,191) finger protein 71...] LOC]|
Taxonomy O B2ZX90 % FAS1 ORYSJ Chromatin assembly factor 1 FSM
4530 X subunit FSML...] LOC|
Filter by taxonomy —
PO6S
Proteins with O C7IWé4 % ROS1A_ORYSJ Protein ROS1AL.] ROS

Fig.14-5 Filter A% D UniProtKB
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NEZHERE. J7MVRSZTVET, Em LEDDownload ] (Fig.14-6) &)Y U, Format
ELT “FASTA(canonical)” Z#RUZET . Compressed / Uncompressed [dEE5 THIEHE T
N, EBINTLBIERAN Windows ZETIIEERTER g2 TIDT. TNZRETETD
P T—=203VEFOTULVRVWAIL” Uncompressed” Z#RULTTIU,

2 THEEZEIRE. [Download MYV ZEIBT T PIVENE (¥ 00 O—R) BAETINET,

UniProtKB 195,603 results
View: Cards O Table@® £ Cu

B Entry a EntryName o Protein Names a Gene Na
[0 AOAOPOX9Z7 % CWZF7_ORYSJ Cysteine-tryptophan CWZF7,
domain-containing zinc 0s07g06
finger protein 7[...] LOC Os(
0 B2ZX90 % FAS1 ORYS) Chromatin assembly factor1 FSM, Os(

Fig.14-6 UniProtkKB ®” Download”

Download selected (0)

® Download all (195,603)

Format
FASTA (canonical) v

Compressed

@ Yes
O No

Generate URL for APl Preview 10 Cancel

Fig.14-7 UniProtkKB @” Download” Z 7Y 3V

LEC#RFCIPopular organisms| CEMRBZIEE T DR, B OB REN S I—TVEETIRER
ZRETDDNEHLVNT—IMNHYWET, Popular organisms DIERFELEIREE U TN XFIIDERS
[CRRINTVBDEFE NCBI @ TaxiD TY o COEFICDLT.NCBI D Taxonomy TR T
BRICRANRTHE<EBR/DOHNSBODY—T YV ERDIEYEZEZUC TR ET  LLFEDIREIC
DVWTITHNAULET,

NCBI @ Taxonomy 1k
https://www.ncbi.nim.nih.gov/taxonomy
NT7PIOEALET,

©2023 Scaffold DIA ~==7 /v ~ U w7 2% 4 = 2k All Rights Reserved 98


https://www.ncbi.nlm.nih.gov/taxonomy

BEEEEORFR T, EYBRICEIDIRBEZTVERT . F—T—RZANTISearch IRy VZEHLET
(Fig.14-8),

& C @ ncbinlm.nih.gov/taxonomy =2 x @ ®» 0O @ :

M 2= kLA - takaesu.. E takaesu- ALv4— & support_Google 5. L Mascot search engi... L mascotBFEVT... »

BE An official website of the United States government Here's how you know v

m National Library of Medicine

National Center for Biotechnology Information

~
Taxonomy Taxonomy :I Oryzasatva J

Limits  Advanced

w\{ .M Uw:'j r"q Taxonomy

The Taxonomy Database is a curated classification and nomenclature for all

[ ‘? y | ’ | LY, ) of the organisms in the public sequence databases. This currently represents
W " w }}, v about 10% of the described species of life on the planet.

Fig.14-8 NCBI Taxonomy &Z&i#

REFEBRNRIINE T BROEMEZD/NAN-U2 0% D)V ILET (Fig.14-9).

m National Library of Medicine

National Center for Biotechnology Information

Taxonomy Taxonomy hd |Oryza sativa ‘w

Create alert Limits Advanced Help

Display Settings: = Summary Send to: -

Related information _
Qryza sativa Nucleotide
rice), species, monocots

. . Protein
Nucleotide  Protein

Assembly

Fig.14-9 NCBI Taxonomy &5 iER

BZEEIC T ZEEYED Lineage (R HAFRRINE T BREBNEVV\ERE B 8- % CThd
NZHERUENS, YTy ETREBED/NAIN—I200Z D ) ILET (Fig.14-10),

Lineage (full): cellular organisms; Eukaryota; Viridiplantae; Streptophyta; Streptophytina; Embryophyta;
Tracheophyta; Euphyllophyta; Spermatophyta; Magnoliopsida; Mesangiospermae; Liliopsida; Petrosaviidae;
commelinids; Poales; Poaceae; BOP clade; Oryzoideae; Oryzeae; Oryzinae; Oryza

ID Oryza sativa (Asian cultivated rice) I Click on organism name to get more information.
o Oryza sativa Indica Group (long-grained rice)
= Oryza sativa aus subgroup
o Oryza sativa Japonica Group (Japanese rice)
= Oryza sativa aromatic subgroup
= QOryza sativa temperate japonica subgroup
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Fig.14-10 NCBI Taxonomy 1&RiER Lineage &R
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EREMEICT.NCBI® Taxonomy ID ZFTvIUET LA T (Fig.14-11) THNIXT45301 T,
CDOEFZEERLUTHE. Uniprot TEYIREZRFET DEDEANIERE L THIAL TV,

iy Taxonomy
- NCBI , Browser
Entrez PubMed Nucleotide Protein Genome Structure PMC Taxonomy BioCollections
T — R
Display || 3 levels using filter: | none
Oryza sativa Entrez records
Taxonomy ID: 4530 (forlaferences in articles please use NCBI:txid4530) Database name Subtree links|Direct links
A Nucleotide 2,289,219] 322,013
Oryza sativa L., 1753 Protein 442,430) 62,025
Genbank common name: Asian cultivated rice structure 259 £0
NCBI BLAST name: monocots Genome 1 1
Rank: species Popset 1,227 1,077
Genetic code: Iranslation table 1 (Standard), Conserved Domains 12 5
Mitochondrial genetic code: Translation table 1 (Standard) CED Dalasol . 8; . 10g
Plastid genetic code: Translation table 11 (Bacterial, Archaeal and areser _— ==
Plant Plastid) PubMed Central 32,836 32,836
Other names: Gene 95,351 149
common name(s) 9 9
’7red rice, rice SRA Experlments 98,656 72,606

Fig.14-11 NCBl Taxonomy #&&iER SEMBEDOBREITEE

14-2-2. Scaffold DIA T Prosit D1 YL I 71IVE{ERRT D

FASTA ZE§ U7z 5 Scaffold DIA Z#&E)L. menu D Tools -> Convert FASTA to Prosit CSV

ZERUET (Fig.14-12),

M scaffold DIA

-

Organize

=4

i

i

4

File Edit View Expeniment ExportHeIp

¥ -~ Windowing Scheme Wizard...
. = 4 | :"
. ‘:: DIA Structure Viewer (mzML only)...
Filters
7| Show Hidden %% ¥ 4 %% Launch Peptide Browser...

Convert BLIB to ELIB...
Convert MSP/SPTXT to ELIB...
Convert Prosit/Spectronaut CSV to DLIB...

Convert TraML to ELIB...

Convert ELIB to BLIB...
Convert ELIB to OpenSWATH TSV...

[

Convert FASTA to Prosit CSV... I

=

3

Combine ELIB libraries...

Subset ELIB library...

Fig.14-12 Tools -> Convert FASTA to Prosit CSV
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FASTA Z:#iRU (Fig.14-13) NIX—F LD UNRVWRYEARRNICIET T4V RERE TIOK]
MYVEBUTLIEE VW FASTA I7IVERUIBARIC CSV TP M IVAMERR S NE T,

M Convert FASTA to Prosit CSV X

Parameters:
This function will in silico digest peptides from your FASTA and
"create an input file for Prosit. If you use this feature, please cite
Searle et al._ 2020

FASTA:uniprot-organism_ Oryza+sativa+[4530]_fasta ! [ Edit I

Charge range: 2|C|to 3|8

Maximum Missed Cleavage: 1|

m/z range: 3964 O to 10027 O

Default NCE: 33 0

Default Charge: 3|C
oK Cancel

Fig.14-13 Convert FASTA to Prosit CSV &« 2047

*FAT7OTRICEELHNHVET LIS COKBEZFASNH LR - FREREINZEE. U0

MEESNTLBEX (Searle et.al 2020) D5|AZHFELVLTULET,

14-2-3. Prosit Y1 M TR T FREFIEHRN SHEZTD

Prosit D1 rAT7 2t RXU. [SPECTRAL LIBRARY1Z2'J)woUET (Fig.14-14 7"8E) .
https://www.proteomicsdb.org/prosit/

We now offer two new Prosit TMT models that will soon be published. One is for
fragment intensities prediction (Prosit_TMT_intensity_2021) and the other is for iRT
prediction (Prosit_TMT_irt_2021). The intensity model works with both CID and
HCD fragmentation methods but you need to add fragmentation column to the input.
We assume all the sequences are fully labeled and you don't need to add the tmt

modification explicitly in your input files.

P--- M PREDICT ‘ ‘ LIBRARIES ‘ ‘ FAQ ‘

Prosit offers high quality MS2 predicted spectra for any organism and protease as well as iRT
prediction. Prosit is part of the ProteomeToals (www.proteometools.org/) project and was
trained on the project's high quality synthetic dataset. When using Prosit is helpful for your
research, please cite "Gessulat, Schmidt et al. 2019" DOI 10.1038/541592-019-0426-7.

CE CALIBRATION SPECTRAL LIBRARY

This task estimates the optimal collision energy (CE) based on a given search result. You

Fig.14-14 Prosit U1
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https://www.proteomicsdb.org/prosit/

Scaffold DIA TYER U7z Prosit D CSV Z18E T 7= Nextl Y U Z=IBULE T (Fig.14-15),

Settings
Indicate collision ene the maximum number of missed dized
methionines per peptide.
How would you like to provide the list of peptides?
@® Csv
FASTA (comming soon)
CSV Format
modified_sequence collision_energy precursor_charge fragmentation
>
M(ox)CSDSDGLAPPQHLIR 15 2 & HCD
=
EMPQSDPSVEPPLSQETFSDLWK 28 2 t % HCD
TCPVQLWVDSTPPPGTR 35 3 3 -‘é CID
QSQHM(oxX)TEVVR 35 5 ciD

Please provide all three columns below and use , as a separator.
* nodified seauence Use upper case letters in the column and
indicate oxidized Methionine with "M(ox)". Sequence length is
restricted to the range of 7 to 30. Each C is treated as Cysteine
with carbamidomethylation. Prosit does not support U or O as
amino acids.
* collision_enerzy Use integer values from 10 and 50.
* orecursor_charze Use integer values from 1 to 6.
¢ frazmentation Either HCD or CID, Use upper case letters.*

*0nly for TMT model

N
NEXT »

Fig.14-15 [Settings] ERAS

EREmIC CEmARIORY ZED1)vIU, Scaffold DIA TER LTz CSV J71ILEIBELTHS
TNext]h4 &L TLIZEV (Fig.14-16),

* precursor_charge Use integer values from 1 to 6.
* fragmentation Either HCD or CID, Use upper case letters.*

*0nly for TMT model

uniprot-organism__Oryza+sativa+[4530]_.fasta.trypsin.z3_nce33. X

NEXT >

containing peptide sequence, collision energy and precursor charge.

Fig.14-16 Upload Files ERIEE
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HELWTE—IELT IR FRBOFATETIIVOBIRETVE T B BREEREVNext R %
HUET . FETIVICDVWTOEEMIL. 58X https://www.nature.com/articles/s41467-021-23713-9
REETSBLIETVWEINREGRID SHAEE CHIBT Wz WTRIERWEBLETD),

Settings
Indicate collision energy, the maximum number of missed cleavages, and number of oxidized methionines per
peptide.

o Upload Files
Fasta or CSV with list of peptides

o Model
Select intensity and iRT model for prediction

Intensity prediction model

O Prosit_2019_intensity_hcd

O Prosit_2020_intensity_preview
@ Prosit_2020_intensity_hcd

(O Prosit_2020_intensity_cid

(O Prosit_TMT_intensity_2021

iRT prediction model

(® Prosit 2019 irt
O Prosit_TMT _irt_2021

-

Fig.14-17 Model EIRIEE

HADT#—IVvEZERBUET, CZTIE” Generic text” Z@IRULTTFT WV Fig14-18) o
BIRE” submit” MYV ZEIRTETHENRITINEKT,
*J 74— %2 MSP ICU T, scaffold DZHET MSP—ELIB Z#IRUZIZEE . /ERRED T 7 IVIZBERID
DLIB ERIUEDNTEXG AASHDIS—REICKULUTIRAT SHET DLIB BMEB S NRVIGEN B
DERUEESEELDZEFREHHLIZTIL,

° Isobaric Label

TMT model is selected

o Task ID
Check if everything is correct and submit the task

Output format

O NIST .MSP Text Format of individual spectra (Skyline and
MSPepSearch compatible)

@ eneric text (Spectronaut compatible). All fragments are
reported.
SUBMIT ./

Fig.14-18 Model ZEiRIEE
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https://www.nature.com/articles/s41467-021-23713-9

SHEICIFERNINNIET, Task D ID BRFRRINEITH, ZD TasklD DIFEHREEZHNITHFHELTH
EAR—=TZOHERAUTUE BB TER TV IERTDENARETT,
BIZIELLTDELSIC Task ID BNRSNTLDIES

.% PREDICT ‘ ‘ LIBRARIES ‘ ‘ FAQ ‘ ‘ STATUS ‘ o

Prosit offers high quality MS2 predicted spectra for any organism and protease
as well as iRT prediction. Prosit is part of the ProteomeTools
(www.proteometools.org/) project and was trained on the project’s high
quality synthetic dataset. When using Prosit is helpful for your research, please
cite "Gessulat, Schmidt et al. 2019" DOI 10.1038/s41592-019-0426-7.

Task DSO7DA69FAC698CA2D23D4BDFBBC5144

This task is in progress. Tasks may take several hours for full proteomes
depending on system load. Please note down your Task ID or save this URL to
check back later. You can download the results here upon completion.
Resubmitting tasks will not lead to faster results.

Fig.14-19 Prosit Y- & Task ID ®Xm

URL [FELTD@EY ERVUFRT (BRADEBAMIRID ID TY),
https.//www.proteomicsdb.org/prosit/task/DO07DAGOFACGO8CA2D23D4BDFBBCS5144

SENRRDBELUTOLSICTPAIVEENEREERYET, [Download ]I U ZEFLTLIEIL,
T71IE zio TER TEHEINTULWEIT DT, (windows 825 GO >IN TR, TRERTIET,

.W PREDICT ‘ ‘ LIBRARIES ‘ ‘ FAQ ‘ ‘ STATUS ‘

Prosit offers high quality MS2 predicted spectra for any organism and
protease as well as iRT prediction. Prosit is part of the ProteomeTools
(www.proteometools.org/) project and was trained on the project's high
quality synthetic dataset. When using Prosit is helpful for your research,
please cite "Gessulat, Schmidt et al. 2019" DOI 10.1038/541592-019-
0426-7.

Task D907DA69FAC698CA2D23D4BDFBBC5144

Your files are ready.

I DOWNLOAD I

Fig.14-20 Prosit Y- ~ Task ID &m

©2023 Scaffold DIA ~==7 /v ~ kU v 7 2% A4z ZRkAE1E All Rights Reserved 104



14-2-4. Scaffold DIA T Prosit /1 771)L& FASTA J7JUHS DLIB J71IVE(E
DA )

* Lk 14 ECTIIROBESZEBLET,

Scaffold DIA ZE&&E#U. menu D Tools > “Convert Prosit/Spectronaut CSV to DLIB” %
ERUEY,

M scaffold DIA
File Edit View Experiment Export JGGIEE Help
2] - é = 3 i ﬁ: Windowing Scheme Wizard...
) ; DIA Structure Viewer (mzML only)...
Filters
v Show Hidden 17 | # % Launch Peptide Browser...
. t 4 Convert BLIB to ELIB...
"‘;L = vert M p 1B,
<K\$> t § Convert Prosit/Spectronaut CSV to DLIB...
Organize

¢ § Convert TraML to ELIB...

Sg + 4 Convert ELIB to BLIB...
%+ 4 Convert ELIB to OpenSWATH TSV...

Samples 4 Convert FASTA to Prosit CSV...

< + 4 Combine ELIB libraries...
B )} 4 SubsetELIB library...

RO B EREMEN S D EBET Y1 7OTHIRNE T, TOKIRY U ZIBL TS,

Attention! X

This conversion may take a long time, depending on the size of your library.

Continue?
H;E

Prosit h'5%&7z CSV T7AIb& Uniprot T hH\SEMGUTZ FASTA J7IVEEIRLT OK K52
EZHRUET,

! Convert Prosit/Spectronaut CSV to Library x
Parameters:
Spectronaut CSV/XLS myPrositLib.csv ‘ Edit
FASTA:|uniprot-organism_Oryza+sativa+[4530]_.fasta I Edit
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TPAINERRDFRIBLET LT AT7OTMEA D ET7AIVERRMTETUTHY. Prosit HhoEASTN
7z CSV T71IVERUHAIC DLIB I 7 IVBMER SN TLE T (hFRF ~dlib)o

& Please wait.. x

Reading Spectronaut CSV File

14-3. DLIB i’ |C FASTA J71JL% Scaffold DIA [CtY T DA%

Menu @ File -> Open Library manager |Mscfodnia

XEET7A4IET Library manager &

Eile Edit View Experiment Export Tools Help

B =l = ¢ B /% Summarization:

HCEILE T,
s Open Library Manager
V] Show Hidden 5.9 [ Name /Accession 4
“ Add Library” M&2ZE#BULET,
! Library Manager x
Name Status FASTA
BosTaurus_myPrositLib.dlib uniprot-reviewed_yes+AND+orga...
| whole-cell_IP_lib.blib —m_ Human_Uniprot_Sprt_Trembl_lsof... |
BSA_67_myPrositLib.dlib uniprot-bsa-filtered-reviewed_yes...

| arabidopsis_thaliana_prosit_gener... —m_ Arabidopsis thaliana_TAIR10fasta |

o I Add Library I Remove Library Create Library Download...

#fFEL7z DLIB TJ71IVEBIRUE T, iU\ T H7ZICR RTINS DLUB T71)LD1TEZIRUIZIRET
82')vo-"“Associate with FASTA” & #IRUE T,

! Library Manager

Name Status FASTA

whole-cell_IP_lib.blib _m_ Human Unlprot Sprt_ Trembl
BSA_67_myPrositLib.dlib PR uniprot-bsa-filtered-reviewed... ‘
arabidopsis_thaliana_prosit_g.. [INNEETNN Arabidopsis thaliana_TAIR10....

0 Add Library Remove Library Create Library Download...
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DLIB &XICDTULS FASTA (355\W\E Prosit T DLIB {EREF. &FIICEE UL FASTA &
BUET,

B¢ X

Look In: materialDLIBmaking v KA NK 2

B uniprot-organism_ Oryza+sativa+[4530]_fasta

File Name: uniprot-organism_Oryza+sativa+[4530]_.fasta
Files of Type: | FASTA v

[ B || mE

Library Manager |Z3ES0 DLIB ity bEINxELZ,

! Library Manager

X

Name Status FASTA
OryzaeDB.dlib uniprot-organism_ Oryza+sat...
Elaurus_ﬂmsltnﬂahs _@_ unlpmt-rewewa _yes+!ﬁ5+
whole-cell_IP_lib.blib Human_Uniprot_Sprt_Trembl_...
BSA_67_myPrositLib.dlib Ready uniprot-bsa-filtered-reviewed...
arabidopsis_thaliana_prosit_g... Arabidopsis thaliana_TAIR10.f...

©  Addlibrary Remove Library Create Library Download...

MRFREFIC Library manager = FIHATE<KET.DLIB & FASTA OBIRN R L—X(ZRVET,
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15. Gene Ontology

Scaffold DIA Tld, &9V /INIED Gene Ontology DIFHRZEFEREMEICERRIIEDENHEFXT,
FEREIVINOBURMDEY VINDBIZT /) T—3 21z Gene Ontology [§HRZEFEEHT

J57RNIEDIENTELT,Gene Ontology [BHRZ BRI ED72HIC1E. BRIICEETPMILE
4> 0—RU Scaffold DIA [CESFI B I2MENHYET,

15-1. Gene Ontology J 71 JL% Scaffold DIA [CEY T DAE

Edit -> Edit GO term options TGO Term Configuration |51 707 ZRAET£7,
[GO Annotations|¥ 70y oL CEHREZAT XY (Figl5-1).

! GO Term Configuration
Displayed GO Terms GO Annotations
The GO Annotation database currently contains annotations from 1 files.

Name
goa_mouse.gaf.gz

a

Import Annotations...

@ hep

Fig.15-1 GO Annotations ¥ 704, GO Annotations ¥

GO Annotations ¥ J Cl&. IRTE Scaffold DIA TEYFINTULD GO T7TILRAKRRINET,

HIRIBEEENNZ 2726, Bl FERD Import Annotations /Ky V&V WIS D& HilzRY1700
[[Add GO Annotation Database |NIRNE T (Fig.15-2),

! Add GO Annotation Database

Scaffold DIA can annotate proteins using the Gene Ontology Annotation files in GAF
format. These may be obtained from the Gene Ontology Annotation Database.
Please visit the GOA site for more information.

Human Cnly (EBI; UK; ~10 mins) Choose file...
Source:

ftpe//ftp.ebi.ac.uk/pub/databases/G0/goa/HUMAN/goa_human.gaf.gz

@ Help

Add Cancel

Fig.15-2 Add GO Annotation Database -1 2707
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Source DIEHZVJvIT DL, —BICESARREEE/BE D GO J7MIVHABENE T BEYIR
EEZEEVIAAAINY VEHTET I7IVDF 70— RE5TIC Scaffold DIA AD Y BEE)
HICITHONET,

B—EYRETEROEEN DU E TN ENZTENEIVNEIBTADONVRVEIEEY H X TRAICHAE
DVWTWRWEBHZEA TSIV, AIZE Fig.15-3 T Chicken T&h &l goa_chicken] TY,

M Add GO Annotation Database x

Scaffold DIA can annotate proteins using the Gene Ontology Annotation files in GAF
format.These may be obtained from the Gene Ontology Annotation Database.
Please visit the GOA site for more information.

Human Only (EBI; UK; ~10 mins) Choose file...
Source; -

Human Only (EBI; UK; ~10 mins) Ygoa/HUMAN/goa_human.gaf.gz

Other Web Site...

Other File...

goa_chicken

goa_chicken_complex
goa_chicken_isoform
goa_chicken_ma

goa_cow
O,
. Cancel
o goa_cow_jsoform =

Fig.15-3 Add GO Annotation Database &1 7707% [Sourcel I8

LFEEA T3 UIE Scaffold DIA AV SA VDB TH DX T4 HICZ DREH BIRER VB D AER
A[RE T, LA TVa UM BERATERVIGETE MWER I 71V ERIDIZFITEMYF L. Scaffold DIA [
yhIBEEEKRFET REBUIZTD 71V E Y T B0C(EIChoose file... TR U ZEHULET,

IS I BIRETPAILDIZARIZ DL TIE, Source THYFURZWBBZRBALKRICZEDOTICERRIIND
URL 2L LI\ (Fig. 15-4, IR CEDONIZERD).

Ml Add GO Annotation Database >

Scaffold DIA can annotate proteins using the Gene Ontology Annotation files in GAF
format.These may be obtained from the Gene Ontology Annotation Database.
Please visit the GOA site for more information.

- goa_chicken v Choose file...
urces

I http://current.geneontology.org/annotations/goa_chicken.gaf.gz I
Download Size: 4.4 MiB

Fig.15-4 Add GO Annotation Database #7704 [Sourcel 188
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15-2. Scaffold DIA D&Y V/\JEIC Gene Ontology B REZFR TS BDHE

15-1 T kU7 Gene Ontology 77 MIVDIBREREY VN VB EDH DT ERTZTOEN
Hi3RFE T, Gene Ontology [CDWTIFIERICZHDIEBENHDH T, I—F—NFRIICENDERZFR R
TESDOHIEEBRUTHEMERHYET,

15-2-1. ®T9D GOERZEIRTD

Edit -> Edit GO term options TGO Term Configuration|¥ 17704 %=, [Displayed GO
TermslY JZ 0 )y IULET,

EE L&D Gene Ontology DAEEIANT, BHE FENEDHATEYI77Y FUT Scaffold DIA THRIR
I BIEBERY XD (Fig.15-5).

M GO Term Configuration >

Displayed GO Terms = GO Annotations

Search: Total Terms: 46937

O biclogical process
O cellular component
O molecular function

Add REmove Reset to User Default Reset to Scaffold DIA Default
Selected GO Terms: 49
Color 1D Head Node Selected GO Terms Definition =

o 16209 Biclogical Pro.. antioxidant activity Inhibition of the reactions brought about by dioxygen (02) or peroxides. ...
o 22610 Biological Pro... biological adhesion The attachment of a cell or organism to a substrate, another cell, or other ...
@ 65007 Biclogical Pro. biclogical regulation Any process that modulates a measurable attribute of any biclegical proc...
@ 1906 Biclogical Pro... cell killing Any process in an organism that results in the killing of its own cells or th...
@ 9987 Biclogical Pro. cellular process Any process that is carried out at the cellular level, but not necessarily rest...
o 42056 Biological Pro... chemoattractant activity Providing the environmental signal that initiates the directed movement o...
@ 45499 Biclogical Pro... chemorepellent activity Providing the envirenmental signal that initiates the directed movement o...
_— e B - [ v 1 Dl a0 - 1 1 . " A | - r

@ Hep

Fig.15-5 GO Term Configuration 5 7074 T[Displayed GO Terms] 57
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Y —EEE 8D TUS GO I[FEN S BRNNIEBZRL. TDIEE Z:&ER U2 L CEmHPRD Add”
R4 2 (Fig.15-6,7~ CENNTZERD) Z1H T &, T ’Selected GO Terms”JEEABY | FEREMEIC%H
HEPRRINDLIITRVET,

™ GO Term Configuration X

Displayed GO Terms | GO Annotations

Search: Total Terms: 46937

O biclegical process

O single-organism process

@ rhythmic process

@ localization
@ actomyosin contractile ring localization
@ localization of cell
@ maintenance of location
@ cellular localization
@ macromolecule localization
@ establishment of localization

@ establishment of organelle localization

O tran SEDI't

@ transporter activity
O extracellular transport
O oraanic substance transport

)
Add Remove Reset to User Default Reset to Scaffold DIA Default
Selected GO Terms: 49 ’
Color 1D Head Node Selected GO Terms Definition [
© 18209 Biclogical P... antioxidant activity Inhibition of the reactions brought about by dicxygen (02) or ...
© 22610 Biclogical P... biclogical adhesion The attachment of a cell or organism to a substrate, another ce...
@ 55007 Biological P... biclogical regulation Any process that modulates a measurable attribute of any biol...
@ 1906 Biological P... cell killing Any process in an organism that results in the killing of its own...
a GaRT7 Rinlnnical P cellular nrocess Anv nrocess that is carried nut at the cellular level bot not nec...

@ ep

Fig.15-6 GO IEEMERE Add MYV

FICRAEREIN TVBIRRNEBZAUZVWES. TDIEEHZEVU Remove’ Ny U ZIHFET
EETETET (Fig.15-7).

M GO Term Cenfiguration X
Displayed GO Terms | GO Annotations

Search: Total Terms: 46237

O biclegical process
O single-organism process
@ rhythmic process
@ localization
@ actomyosin contractile ring localization
@ localization of cell
@ maintenance of location
@ cellular localization
@ macromolecule localization
@ establishment of localization
@ establishment of organelle localization
O transport
O intracellular transport
© transporter activity
O extracellular transport
O organic substance transport
O ion transport
~

[ —— |
Add Remove Reset to User Default Reset to Scaffold DIA Default
I

Selected GO Terms: 49

Color  ID Head Node Selected GO Terms Definition ]
(o] 1906 Biological P... cell killing Any process in an organism that results in the killing of its own...
® 9287 Biological P... cellular process Any process that is carried out at the cellular level, but not nec...
® 42056 L noattractant activity ding the environmental signal that initi
@ 45499 Biological P... chemorepellent activity Providing the environmental signal that initiates the directed ...

@ 32502 Biological P... developmental process A biological process whose specific outcome is the progressio...
] P24 Rinlanical D anmima ranilatar activibe Rinde #n and madulater tha artioihe nf an anmmes

@ tep
Fig.15-7 GO IBEEMEIRE Remove MY Y
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15-2-2. YNV EBE GO [FHREDFADITETD

Edit -> Edit GO term options C/GO Term Configuration %1707 % =/GO Annotations]
FTEI)YOLTGERLREV GO 771V ERU TIOK I ZIBL T<ZE L\ (Fig.15-8),

! GO Term Configuration X
Displayed GO Terms GO Annotations
The GO Annotation database currently contains ... search R
Name =

goa_human.gaf.gz

Import Annotations...

© Hep

Fig15-8 GO 71 JLDER

#tL\C. Experiment -> Apply GO Terms ->Apply All annotations Z3&IRI D&,
Gene Ontology DIFIRMFTRREINE T (Fig. 15-9),

B scaffold DIA - Check03_16data2nd.sdia o x
File Edit View Experment Export Taok Help
B He =0 ™ it Summaaton type Wl ProteinFDR| 1.0%FDR  ~ Min#Peptids 2 | W @
Filters
V| Show Hidden 77 #r v # 4 P paluefiterv GOTemw @
/F—L‘\ Display Type: | Exclusive Intensity | Normalized || Log Intensities Color Options...
Yo
Cellular Component Molecular Function
Organize -
§
x NE-|
H Ak "
SSS E| S 55§ £
o . HHE £ g
am) [ & 3£ h
. - T L § i
£ £ 3 = HEELES 4 £ 2
ﬁ H £ : i3z R £E g 53
)K g 2 ERRELE SRR R g i s t EEIE
Proteins 0877 1" ® 5% - L] [ ] L =] (] () (] o0
0825 10 ® 0% - L ] [ ] L ] L] [-] oee (o} oeeoo0e ce oe
0993 16 ® 12% 085 [ ] L] L] e oe (o] (] (4
a97s 8 ®12% - ° (] [ ] L] ] L] ceoe eocee e Q oe
0952 & 0 12% - L J [ ] L] L] o L L] Oe0 e0cee ® 0 oe
Visualize 0.866 L] ®12% 067 L] [ L] L L] ce oe [e] [ ] ¢
0.891 7 ® 4% - ° L] e L oe oe ° <] oo [4
0867 7 ® 1% - L] [ ] L] e L oce oe L] [e] oe (4
a79s 7 ® 1% 047 L] [ ] L] L] 2] L] [e] (] LN ) <] =]
a9 B 8T 049 L BCN ] e [ ) eoe ° oe ocoee ® O =] ¢
as72 6 ®17% - L] [ L L] (-] ® ] L] o0 ece oe
Analysis ass 10 @2% 0% .. cooe e o eo ® o oe oee e o oe ¢
0937 s ® 20% 0.3: e e [ ] [ ] L] ee 0@ (] [ ] L el e} cooo0cee ® 0 oe
0936 1 ® 20% 045 .. [ ] L ] ] L] o oe oe0 [ ] ce oe
0941 ] ® 2% 0B . ° ® ° ee (] e e oee (] e (]
0954 8 o 25% 029 . ° (] e e ee@e O L] o o oe o0 0008C [}
Publish as7 8 @2% 03 e @ ° 0 o e se00e0 °
0853 4 . 5% 052 . L] L] L] (o]
0832 4 o 25 032 L] [ ] L LN oOe0 oee eae oe
ag83 1] ® 26% 050 .. oe [ ] e L] oee - ] [ ] <] oo o0 ce oe
0902 T ® 25% - L] [ ] L] o [ ] L L] @ (] o000 e0 e o0
0%84 10 ®30% 098 oe L] L] ce oe L d (o] oe ]
0.896 ] ® 3% - L] [ ] L L] e oe L] el -] €
(Proteins 0.961 & ® 3% - L ] [ ] [ ] L] L] e L el e [ ] coee L el oe
el oy a8 3 eax o4 . O@ ® e e oo . ® Oecoeenee ece oe
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Fig.15-9 GO IBHRDOET[Samples BHE]

GO BEHRDFTLRTIE. HDOY—IONWERY EFNEVNTVDREDNHY FITH, CNIFBHROEHEES
RKUEXT . 2ZBVDEDIXEEENSL ABDERECF 1L —I—DHEZRZRETCL\DIFEHR T, FH
ZEVWTVWBADIEIEI—9—DF7IVTIXLICKD T/ T—32UTF . GO T71IVARICEH S Evidence
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code [FERICEDVTL\E T, Code EFNS5% Scaffold DIA TEDLDICRKRITDINCTDULTIE
Tab.15-1 BTV,

Type of evidence Code Type of Circle
Unrecognized Evidence Code . UNKNOWN closed circle
Inferred from Mutant Phenotype IMP closed circle
Inferred by Curator IC closed circle
Inferred from Genetic Interaction IGI closed circle
Inferred from Physical Interaction IPI closed circle
Inferred from Sequence or Structural 1SS closed circle
Similarity
Inferred from Direct Assay IDA closed circle
Inferred from Expression Pattern IEP closed circle
Inferred from Electronic Annotation IEA open circle
Traceable Author Statement TAS closed circle
Non-traceable Author Statement NAS closed circle
Not Recorded NR closed circle
No biological Data available ND closed circle
Inferred from Reviewed Computational RCA open circle
Analysis
Inferred from Sequence Orthology ISO open circle
Inferred from Sequence Alignment ISA open circle
Inferred from Sequence Model ISM open circle
Inferred from Genomic Context IGC open circle
Inferred from Experiment EXP closed circle)

Tab.15-1 GO 1&#D Evidence MI— & Scaffold DIA TOERM(Type of Circle)

GO 1B#RICDLTIL, Samples BEE CHEANBEULZEER TSI BIEH\, Visualize CTHEEZHU VLU
M350, RoUICYVINOBEBHDRERMEZTRRU Connection graph ZFR RS E5EELAEETY
(8-2-4,P.73~),
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16. TET—YEEMBHRDEA

16-1. 7EF7—%ICDWT

Scaffold DIA [C[ETET—INERBINTVERT . TET YL
Help -> Open Demo Files
THKZENTEET,

! Scaffold DIA - Demo2_Hela_insulin_6_files_20_proteins.sdia

File Edit Wiew Experiment Export To

B = é = 9 MM i Summ @ Help on Current View... bli ProteinFOR | 1.0% FDR  ~  Min # Peptides

© Help Contents
Filters
_ = - @ scaffold DIA User's Guide
+'| Show Hidden [Ty Mame/dccey
© scaffold DIA FAQs/Resource Center

M ’l &# Open Demo Files
l

GO Term = Q

':‘ 1 Display Type: | Exclusive | Show Log Files Log Intensities Color Options...
o = Show License Agreement
rganize
Referencing Scaffeld DIA
ges How to Purchase E o
= o
o Update License Key... g gu
Samples = -
[=] —_
w About Scaffold DIA @ 3
& a8 u K
«’ # § .j'% Protein Name 3 ED
; ) 1 v sp|P18206[VINC_HUMAN Vinculin OS=Homo sapiens... sp|P18206[VINC_HUMAN 124 kDa

16-2. Appendix [CDL\T

RKYILDI7EFERITDICHEY FICHEAEZCODVWTAFERELTEXXNYZ27IVICEHEAN
COVWET . CAHRPELGENRETVEURZSFES0ERECSEBIIETL,

Appendix A. Structure of Scaffold DIA files (*.sdia)
Appendix B. Computation of FDR in Scaffold DIA
Appendix C. Summarization : Rolling up Values
Appendix D. Missing Values

Appendix E. Shared Evidence Clustering Algorithm
Appendix F. Heat map clustering

Appendix G. Techniques to Control the Family-wise Error Rate
Appendix H. Using Principal Component Analysis

Appendix [. How PCA is Performed in Scaffold DIA

Appendix J. Description of Mouse Right Click Context Menu Commands
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16-3. EncyclopeDIA [CDL\T

Scaffold DIA [ZHFD. RTFREEPEENDH LR TOJ T AIK. lEncyclopeDIA]E WD T —D
JOJ 3 LHMED>TUVET,, EncyclopeDIA [CDWTIELLT URL 2 SBRET L,

https://www.biorxiv.org/content/early /2018 /03/07 /277822
https:/ /bitbucket.org/searleb/encyclopedia/wiki/Home

CRABENTTVNERLES SEERLSSHEVNEDELET L,

gifiiR—b B EIN(EHIRT)
EFX—Jlisupport-jp@matrixscience.com

& & :03-5807-7897
TJPYIR  :03-5807-7896
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