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1 Spectronaut f@#}

Spectronaut £—7Ki#H{T DIA (Data-independent acquisition, ZIEIHKHRE) EUEDITHIRMLALERA,
79 DIA HUERID TR BNMRR SR, BRIEREGE. JUERE. EHEE. FitHi. GO BEESF.
B S ARESCIGAIHRIE DT, BSETSEIEIA 10,000 4 run 99T, BRISEIHZE 14.0 kR, IhAsN
™
> EEENE

B Pulsar f2R5(|%, 37§ DDA, DIA, PRM (& MS15R) #iEEE,

SRR RS |22 4E: Proteome Discoverer (version 14.0 3285 PD 2.4; i Protein group 7K FDR
i, SZi% FAIMS DDA HUEEELERERE). MaxQuant, ProteinPilot 52 Mascot #4245 ;

REF A iRT (REBAJIEIFTIE. decoy TN, Pulsar 3%y, H—SIRFMBRLETEE,;

3245 ETheD (Version 14.0);

HEIEEREEE NHEEESEESE (Version 14.0);

PASEF & E|FEVIEEZIE (Version 14.0) ;

DDA # DIA ZEHBEEZRH (Version 14.0);
< Quant 3.0 (Version 14.0)

KF MS1 fI MS2 HEENEEHITERITE, SERESH,

#TIE Unpaired t-test {I0EELMEABNARNSEIRE.
< DIA BIEDHT

XIFEEEEAKERY DIA 917,

XFEAEEEIFMHRED directDIA 47 (directDIA 2.0) ;

1 ———
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IHENREZIRFHER A OH DIA RS HTIERE, directDIA £FEEBRZIRF (Version 14.0) ;
DirectDIA £ #rEIRFAI4ERY, Search Archive 324 (Version 14.0) ;
32 #5 BoxCar DIA #UESHT;
3243 Ton Mobility
Bl T XS Thermo FAIMS Pro. Bruker dia-PASEF (BEIZIEEE(NSIFET Pulsar #ER5(%,
MaxQuant ZA37$E) LA Waters HDMSE %3 (Version 14.0) ;
EERESHES lon Mobility (Version 14.0) ;
32#F PTM DIA RS
BUHT Ton mobility HUESHTHRAY PTM localization (Version 14.0) ;
XFFRCEEDT (R 3 MNEE).
< BERE
RELT iRT kit FOBGREUEARIR, X DIA BIESHRIERIEXIERLL. (REBRIE. (E5BEEXS DIA
IR T R,
¢ SNEZE&
RIS AEURES T, AILUEABIRERD RSN FEIES, SR TEIRDFER SNE X, &5
£ Pipeline MIEI FEZ SNE XHEFH, BIHTEIRS (Version 14.0);
> EIHREMEEFEDHT
EERERLT,
EFFDEST
HARZREHOT,

BEAREXRMEDHT
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EFERXLE;
&|H GO RSN EEDT
<+ iREEH
REREEHE,
XFHRERIMELHIE.
Spectronaut AJLADHTAE S EREBRNEIFTIEINN (iRT kit) BY DIA #iE, B2, ERIBXEZFER iRT

HRIE, LUSRIBRE R EIRRIR IE R R TR =LA RSB RBHRRIEER.

2 Spectronaut FE T

FRANACE :

Spectronaut {N52iF Windows ZMERSE, RRISFaSITIRME. LRIBEDERIEBINZE Windows
78 10, 64 NEIRERF, NEFEBEFENUATF 16GB, HE2IRFNSEEIN 200GB =58, NET 4.7 SESIR
A&, CPU, 2.7GHz,

BRI 26 SREN

KR LSZEEYREAERAT (marketing@omicsolution.com) , $KENE{4ZEER,

ERIHRYRGE -

HE—IRKIE Spectronaut, FHEMNELEIIFELEXG. SMEBRN—MERK, TEESTHENLE
EEEA. JUBRR LBZE8EYRIRBRATHTWE, WALRERR, WAEA—NR, RN
AT E SRR E.

1 ———
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Demo 23R :
RINTERTF DIA UBBRIEER, LMEDLAME, WREAKBE#HIT DIA L58, AJLAE Biognosys

B (https:/biognosys.com/shop/spectronaut#SupportMaterials) & Demo HUEHITIHH.

SRR R AR RER !

Spectronaut x5 Thermo Scientific™ (Orbitrap Exploris™ 480 . Q Exactive™ZZFIF] Orbitrap
Fusion™Z%1|) . Sciex (TripleTOF®Z%!), Bruker (Bruker impact II™_ timsTOF # timsTOF Pro) %0
WatersXevo® G2-XS QToF, Synapt G2-Si [RIE{RENEIE. Sz F HRM™ (Bruderer et al. 2015), WiSIM-
DIA (Kiyonami 2014), AIF (Geiger et al. 2010), SWATH™ (Gillet et al. 2012), SWATH™ 2.0 (Lambert et al.
2013), SONAR™ (Moseley etal. 2018), BoxCar (Meier et al. 2018)DIA, FAIMS Pro (Bekker-Jensen, Martinez-
Val, et al., 2020)).  dia-PASEF #] HDMSE (Distler et al., 2014)H9E03EOHT. STIFEE KEGA(Amodei

et al,, 2019) = HHAVEHE DT, (BRFJESLET HTRMS converter (I 6. JAERIE) XEUBRHI T,

A32#F Multiplexed DIA (Egertson et al. 2013)F] MSE (Silva et al. 2006) ,

2% DIA LRI DHT, BRFEFRADRLR, RETE DDA HIERERETD, HRORLER]
DEEREEANETEE, BT DIA TEERFRBRPHENGS. BF, WT DIA Xk, EEE
ASEENSEREY—NERENMEEE. #8, DIA FEN— 1 FEREHERTRENSESH,
EEFEOFLESRESERE, BNERERRS, X SSEUERENIFHE. EATEFIREE,
{82 Spectronaut tBZFFDRLIHIEIRDHT. WRHTTHRLE, FEEFADBRENRHEERS
RIER, LMETFTRETOREGERNITI—IE (FEARVERMEN 5.2.1),

NREEEMAANERR, A LURIEBRMEE! support@omicsolution.com H{TE&IAL,

OMICSOLUTION 8
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3 Spectronaut ZH/BRENE

Databas:

H]

Y EEE T

Biograsys Spectrl Library Online Repositor

Speciral Libraries.

2% R QHERETNE

SNEFf7R, Spectronaut FIREDA=NEEHD, BER&E LRAIONER, £EEFE Library (15E]
PESENIIRIR). Analysis (DIA FRDHMRLR). PostAnalysis (BE=EEERFIT RERTFEIRR), Report
(IREEHMRR). QC (BUERUTIRLR). Pepline (LEDHHRLR). Database (BIEEFEIRIELR). Settings
(BEURERR) . About (BFRAFIELR) NERD, B—EROXINAIHREMIRPRIFIFEN T, BEX, £
BERQEEN, TEFARERCSARNSESHEENNHER, BHEHERNPHE—ITR, %1
RPESMFAERSENEANOERETRNE. ERETFTES AL THNRE, JUSIEEREE
ETHIAE, ENETRRBOER (TEL). MR ETHRNREEENATER, WeBrE—PKE

(TEA).
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[[Upper Panel— Library Summary - Lower Fanel _ Protein Inference ~ Urper Pl RT Catrzion 7| lemfed TGRS N
Library Summary - LC Gradient
Pagamet T T

Protein Coverage
e

Modified Peptid Precursor Charge w
Petide Channel
Peptides .
Peptide Length .
Protectypic Ped Peptide Modification
Protein Groups| Missed Cleavage
C-terminal Residue
N-terminal Residue
Single Hits | Fragment Type
Protein Inference
Libeary Log

Proteins

Fragments
Library Source
Software Version  12.0.20481.0.21367

Digest Type v w
Missed Cleavage 4

Min Peptide Length

Max Peptide Length

Toggle N-terminal M

Digest Rule

®1

4 FHREIRSFRIRYES IIE

T REIRED T2, RFTAR—LEEANRE, SEBHNEENSTTEEER. BHA

Settings—Global—General~CPU Affinity 38— FEA IAVEHIZ1TRrEERY CPU &, oEchY CPU #%2ia

ITRORE MR, AIRIESRIEBA TIPRESSESE.

.Anlﬂl@@ &)

Post Analysi Pipeline D tabases | Settings About
Pulsar Search directDIA™ Ubrary JCM@ lobal I
CPU Affinity @cruo
:) o Tl
Directories @ cru2
Ploting @cru3
Reporting @ crus
Mcrus
cPUS
High Performance Mode %)
Experiment Naming Strategy Longest block of letters strategy
File Name Parsing Schema [DATE] || _ || [CONDITION] | _ | [REPLICATE]
QC Plot History Length
Remove Common Filename Patiern Never remove common patiern
Check for Updates on Startup “
Protein Ul Label IAccession]

ER, Settings—Global—Directories I8%E J

FHE C 2, BT C 2FEFR, BNTUEHSRI—MZEARANAHEE, BEREENR

“Browse..." BIRE#FHHEC,

Local Search Archives C:\Users\omicsolution\AppData'\Roaming \Spectronaut local_stores
Resource Search Archives

Protein Database Storage C\Users’ \AppData\Roaming'

asta

Shotgun Raw Repository

Spectral Library Storage C:\Users\omicsolution\App Data\Roaming\Spectronaut \spectral_libraries Brows
Temporary Directory C:\Users\omicsolution\App Data\Roaming \Spectronaut \tmp

/G, Settings—Global—~Reporting IZESFERFFNNE. KEAZBNREDTER, FIUFE

OMICSOLUTION 10
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ERAIRBFENREREFMENE. 1§ "Automatic SNE Storage” 159, £ "Storage Location” {1l

MRif “Browse..." EERFHIIERDT].

Automatic SNE Storage =
Storage Location DADIA Browes..
Store with XIC Data O

Batch Output Destination D:\DIA

Output File Naming Schema [YEAR] || [MONTH] || [DAY] || _ || [HOUR] || [MINUTE] || [SECOND] || _ || [EXPERIMENT-NAME]

5 &F Spectronaut Y DIA EHESHRIE

1 ) \.‘:I:h I _— Sample

HRM or iRT Calibration Kit

‘ ; Data Dependent [ Data Independent

Acquisition Acquisition

3) |’ ‘ v h

s
DA | 09
N

A

‘ | Spectronaut

[ S -

) ) DIA/SWATH analysis
Spectral library generation \ Y,

N S

5.1 Library — {EEFERNEZRES

f£ Library &R, mILASCEIROTHEEEES:
< JBIY Pulsar X —/MEEE, Pulsar 2 Biognosys ANEIFARN—IEZ5|2, WETF Spectronaut
., AJLUEZE DDA, DIA, PRM (& MS1 {E8) EUE, centroid 0 profile 1&XAVEHEER T LM,

Pulsar JBIITE PSM. peptide F[I protein group =K LIZE FDR [FERIEHIFEIRIZEI,. Pulsar fisz
|

OMICSOLUTION 11
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SRS KEDZ T
Thermo Scientific™ : DDA, DIA % PRM (& MSI1 {58)
SCIEX : DDA . DIA/SWATH™
Bruker : DDA, DIA (3Z#F TimsTOF Pro)
Waters : DDA § HDMSF
FEEERAEN (5.1.1)
< [ERSMNERIEZERS|ZE (40 MaxQuant . Proteome Discoverer, ProteinPilot, Mascot) GZRSRIERE
BEE, ZEER (5.12);
& BANIMBRBEANEEE, AN ATFEERERE (iProX. ProteomeXchange) FTFEAVEIER, AFER
(5.1.3),

AT BINEBET Spectronaut BE LA L =FN& i TIEEERIRIFRIE.

5.1.1 @ Pulsar BB IEERE

B, RIEEEEES TUERIFTRRIETE:

REFRETE | FREET Seach | g search
R Archive STHFEHE | Archive iz
=
R TSR s BB FEE
BEFISEE | 4B pes FEE
(FASTA #&%)
Search Archive X1 | AHEE W WEE

OMICSOLUTION 12
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GO EREUER: E|7Es E|7e5 E|7es

5.1.1.1 YRR

ZE—25: "Generate Library from Pulsar/Search Archive..” FHRES—MEEE;

FIL: B[REEEDS;

=245 "Add Runs from File" FMINATEILEEZER DDA I8 RAW X, Aemth

TA "Next” ; WIEREBET Search Archive X{45EEE, WAL E, BHigmE "Next”. 1#

MEBITE:

= Al B B8>S &0 -

Libaryy, _ analysis L

Choosa an axparimant nama and salect the rnw fies you want 10 saarch

Spectal L Search Archive:

r— -
Bicgnasys Spectral Library Online Repository

@i et (@) BETREE

Spectral Libraries

@[ =]

SREMNE "HFX2_DDA_Lraw” "HFX2.0DA | Al Supported Fies Curaw, * v

: i— e : -m =

from File

from Felder

ZBPU25: “Choose Fasta File”, 780 FASTA {4, BILAEETE Database AT R AYEHE
B, BB "Import” SINFHISE, HRTLARRNERES S FASTA X4 ; WNERZEET Search

Archive 4R, MR ZRSLLEE:

OMICSOLUTION 13
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Select the proten databases
Fasta fles can be assigned per run or for the whole expenment

©
4 dmtest
'. [1] HFX2_DDA_1 ~ Fvom‘Recenl Entries
j 12 HPX2_DDA 2 _ P101SCI8101250-01-nicotiana tabscum-uniprot 20181 § U Cre=ted
J 131 HOC_DDA 3 - Date Modfed
i 14 HOQ_DDA 4 P101SC18113267-01-Pabies1.0-customer Orginal Fie Name
A g
= = Organsm
. uniprot-proteome_mus-musculus-201711_validated
n p R Proten id -
.2 uniprot-UP000005640-Homo sapiens-20170613-hc-hpv_ i Descrption
> SP_Human20181103
e & Databased 2
_» up_ECai k12 180803 RTFTERIFRSI
4 ) = .
) 2 R, TIld
rom e A
/i gy ERIYHER
/ ~o P101SC18101250-01-nicotiana tabacum-uniprot-20181
/ _: PI01SC18113267-01-Pabies1 O-customer
/ - SP_Human20181103
/‘" . uniprot-proteome_mus-musculus-201711_validated
/ = uniprot-UP000005640-Homo sapiens-20170619-he-hpv
/ _ UP_EColi_K12_180803

Database R Z7ERIBE At “Import” BTN
RBESNFRIFYEUERE, FEH—TIESEEURRENFETAMN (Parsing Rule) BJ FASTA

NAHEEONAINIAE. BABANERNEIREERRSMESE, BEETRIIEREHEREI

ARERE, FUAFEASBESHONSN, EEIMRERSUBASEAINNE R, MUY

RETETE:

|
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[ ]
Source
Na=e  P1015C18101250-01-nicotiana tabacum-uniprot-20181204
BZEFIEBIERGS ﬁﬁﬁﬂs;}?ﬂ‘]ﬂﬁé
Pazz DI 5C 18101250-01_DIA\P1015C18101250-01 nicotiana tabacum-uniprot 20%1204¢asta 5
Parsing Rule UniProt FASTA -
FEHTHRM RYi%iE K FiiE
Data ¢
""" Database Accesson  UniProtd  ProtemMame  ProteinDesswton (&)
P sp 040541 Q40541 NPK1_TOBAC Mitogen-activated protein kinase kinase kinase NPK1
i sp P00876 P00876 RBL_TOBAC Ribulose bisphosphate carboxylase large chain
sp Q3asSLNS QasSLNS DBR_TOBAC 2-akenal reductase (NADP(+)depandent
sp Q85950 Q8s950 KNTA_TOBAC  Kinesin-ike protein NACK1
sp 024144 024144 CAMT1_TOBAC CaffeoylCoA O-methyhtransferase 1 N
Q94FM7 Q94FM7 C71DK_TOBAC S lochene 1.3-dihydroxyla *E; Emmmuﬁ
5| FM7 M7 7 TOBA n B - =
® - -ep@nstolochens ihydroxylase mmﬁf&ﬁ'ﬁ%
sp Qsxivs Qsxive PERN1_TOBAC Percxadase N1
sp 024164 024164 PPOM_TOBAC Protoporphynnogen oxadase, mitochondnal
sp Q41224 041224 ADX1_TOBAC Ubiquinol oxadase 1, mrochondnal
sp P24091 P24091 CHI2Z_TOBAC Endochitinase B
sp P49729 P48729 UCRI1_TOBAC  Cytochrome b1 complex subunit Rieske-1, mtochondrial (Fragment)
sp AQA1S3X835 AOA1S3X835 MBP2C_TOBAC Protein MICROTUBULE BINDING PROTEIN 2C
P P69556 P69556 PSBA_TOBAC  Photosystem |l protein D1 .
‘| J »

B TANMRED, NREFNFLESEAATRETEH—SERANE, =t "New
Rule...” BILUSERTHIRIA, FRAILL “>sp|P60139|PSBL_TOBAC Photosystem II reaction center
protein L OS=Nicotiana tabacum OX=4097 GN=psbL PE=2 SV=1" Jfjl, IEEER T, ENEF L%
BRNEIEEEEIR (sp), EHERTY Accession 5 (P60139), EABFR (PSBL_TOBAC), EAM
##iA (Photosystem II reaction center protein L OS=Nicotiana tabacum OX=4097 GN=psbL PE=2
Sv=1) SRIEREARRFIF, XABERNETHEXBLEENFTRNR SR, RENRE
BITESINSREBOREAN . ">" =% “Database” =N " —i%&H “Accession” =N “|”
—i%F “Protein Name” —#N “ZS4&" —i%9 "Protein Description” itEAENELREEEH

>R, > ZEREUEENSR, MEEZEEE " B, EEXRNEEER
Accession 5, ZlaRE, BIFHENNELIRG, Rd& "AddRule” BHREMKD), BEHELE

HERISKIRRIERE AT LA MRS IEFRZ AN,

e
OMICSOLUTION 15
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Parsing Ruke Name  Unprottest (D) 4ARBHTHINISS

N
> |Dambaze] = | [[Accassion] * ||| Protn Nama] x| | Proswn Deseipmon] % (3) HM4EAEAS ?
[Gene] f Locus] [Organizm] [Organismic]
[Protein Existence] [Sequence Version] [Status] [UnProtid]
WBGene]
Search

Parsing Token

_ Mifwshalds  SERORFASTAXMRNERIEE
Parzing Preview

i >splP60139IPSBL_TOBAC Photosystem |l reaction center protein L OS=Nicotiana tabacum OX=4097 GN=psbL PE=2 SV=1

Database = sp

Accession = P60139

Protein Name = PSBL_TOBAC

Protein Description = Photosystem Il reaction center protein L OS=Nicotiana tabacum OX=4097 GN=psbL PE=2 SV=1
MMFREE O

?) Proten Id  Accession hd

IREFFTAN, ELIR, REEOATHRY "Import”, ik EHANAY FSTA X4, =&

"OK", #%E “Next” :

Select the proten databases
Fasta files can be assgned per run or for the whole expenmant.
4 4w test
4 ] I HPQ_DDA_1+——  Raw3l{§
= P101SC18101250-01-nicotiana tabacum-uniprot-20181204 «+—— FASTAIZ{tE
4 | 12 HPX2_DDA_2
= P1015C18101250-01-nicotiana tabacum-uniprot-20181204
4 | I3 HPX2_DDA3
# P101SC18101250-01-nicotiana tabacum-uniprot-20181204
4 ] [4] HFX2_DDA4
= P101SC18101250-01-nicotiana tabacum-uniprot-20181204

SR "Search settings”, REHIEEMRIVERSH. BEMEFERREGRANSEH (B

OMICSOLUTION 16
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RIS ENBIEN 5.8 Settings), B “BGS Factory Settings (default)”, SAfGmDh "OK", #kik
“Next” (WIRZFXIENESEIMMBFHITANER, NHE Applied Modifications— Variable
Modifications IS BB AVEIHSERY; EH), Spectronaut 14.0 3735 ETheD, £ MS2 AR B
REFHEE, K by BF). WMREET Search Archive X, WEHIARE;

587525 "Import Search Archive” HRIAJLIZEE, EIERE "Next”; WIRFBERGUORET
Pulsar BIESBIMISUREHITES, WARTLAS N\RIHREREERTAERAY Search Archive 3X44;
REBZET Search Archive {4, AT EE (R "Import”) #HRAY Search Archive
A4

St BARN GO TR, EEEFXINYFIR GO IEREARITT, NRESIRERZX
%, WFEESA "Import..." HENEHEE, XHOAE2UFHE, TN, B "Next", WMIFHT
GO EFRREEDST, 1ENEIEFAEAERSEIRESN.5.8 Sertings,

F)\& EEEEIEXSEHIRE, BUENSERUIANISE, BiE "Next", (IRE#H
ITRIEMEEEIRIIERYEE, NWEEREEINAIRAYRISEFT2EIERD PTM Localization

(Identification—Filter on PTM Localization—Min Localization Threshold—>ZXIA{E 0.75)
FENE: |E "Finish”, REFHAEEENEE, AERANE TARKET—THESR, BR

EEERHE, R “Cancel” HJLARILHREE, M "View Live Log..." BJLAEFFHNSHTH

=+
1&ho

WEREREEFIE, 7E Library—Spectral Libraries TEPETEEHENERANSERE, BEEMAIS

il

1 ———
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@ Spectronaut

lemry'}r_‘] ‘Analysis  Post Analysis

= Al B WD E

Pipeline Databases

L

Spectral Libraries Search Archives
v

’2) Biognosys Spectral Library Online Repository
N 1 Piles Polders - Right C1 t - ad

Specrral Libraries

a4

4 E'ognosys Specaal Libraries

Upper Panel

Library Summary -

Lower Panel  Protein Inference

Parameter

b Date created
Precursors

Peptides

~ |
(3 HEK-253 H. sapiens 1000 (tease) ]

b

IIE'

(3

Hela H. sapiens 1000 (teaser)

iRT Peptides

IE &

Yeast S. cerevisiae 1000 (teaser)
i ABMART-COW

rate Library from Pusar

v Generate Library from Proteome D

Protein Gro..
Fragments
Search Eng.

Value
412014 1:43:21 PM
1,000 of NaN
a0ofNen B EIEEETEAERT
NaN (467)
8.346 of NaN
NaN

No protein inference data found for this kit

5BE), BETF Spectronaut FEI7ANEEE, HREEERESS
). M5 “Library” THY “Search Archives”,

BIYAE TSR “Export..” #1 “Import..” SHEKSNIZZ

IR

AMEF— Search Archives {4 (.psar ¥&
B LABEHKEFRIANEEEEXIRAY Search Archives 34, ATLA

KRIRYSTH, KT Search Archives FIE SNBSS 6.

\.Allﬂl@@

Fipeline D

hbrily Analysis  Post Analysis

'1J (o)

i

° L

Speciral Libraries by Search Archives

PubhshedDau

o Human P.m(nam mapd J

Buogmsys Search Archiva Online Repository  + |

[

Gl Plaame Proﬁlmg (Plasma proteome pr.

Human Proteome (A draft map of..., PMID: 24870542)

This search archive was generated based on 2,206 DDA runs from proteomic profiling of 30 histologically normal human samples, |
including 17 adult tissues, 7 fetal tissues, and 6 purified primary haematopoietic cells. These runs were searched using the
Pulsar search engine, integrated into Spectronaut Pulsar X, with 1% PSM FDR, 1% Peptide FDR, and 1% Protein Group FDR.

Sea:ch Atchwa
'ﬁ 2019
1@ 2019

tﬁ 2019

Digest Rule Typsin/P
Digest Type Specific
Missed Cleavage 2

Min Peptide Length 7

Max Peptide Length 52
Toggle N-terminal M True

Variable Modification(s)
Fixed Modification(s)
Protein database

Protein inference

Oxidation (M), Acetylation (Protein N-term)
Carbamidomethylation (C)
UniProt Human Isoforms 1.1.2018

IDPicker
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512 (ERMMERSIESLIMEREREIRERF

Spectronaut [FRYSTFFET NP ZRS [EERNEFRENEERE. PSSR ERS [ E R NAIE

PR S BN TR

BR5[E 8L

Proteome Discoverer

.pdResult (PD Version>2.0);

.msf (PD Version 1.4)

M

axQuant BSERIIHITAE (ix)
ProteinPilot [E454 " FDREY Excel &
Mascot dat

PR T LA LFISAISIH SR, Spectronaut [RIATSZHF mzldentML ASHAIN M (BEEFEFER).
RARET LIANEERS IZERINERE, B RER B RTLAZEIR A Biognosys (BGS) &
FAtE=t, RSB Spectronaut HH{TEEE.

A1 F3kLA Proteome Discoverer 2 EEEE R ABIHTNE,

TEHTIRIERT, RINEEHSHIEUEVIE: DDA REMRIA RAW 3, PD #HTEIRERER
SHAYEERH (pdResult( PD Version2.1)8¢.msf(PD Version 1.4)) LUK FASTA f&=VHIEIERS 4, Eftb

RO ZRS |ZE R B R ER XU

1 ———
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P
. I[I . E 4 || « P101SC1810125.. » DDA v & | m=oDoA P
A I] miay R =- o @
Library Analysis  Post Analysis a ~
) e
b EE
SDec{raI Libraries Search Archives Il Desktop
/ D\ Btognosys Spech'al lerarv Onlme Reposllorv B =
€/ ' 21 Files. 8 Folders - Righs CLi = BE HFX?_DD:_-PO'
I~ = ) Resul
Spectral Libraries / o wE
4 Files Folde 4 T
b ES
- EEE ()
v 3
—— IR BELE SR A
————1%
RAHE(N): | HFX2_DDA _pdResult ;é ) | |Proteome Discoverer 2.0+ ("
F17(0) A
L]
A4
Spectral Library Nazme
¥ F 3t .
- e (B EEEETRGE
Raw Data
4 4@ HFX2_DDA_ -
4 | HFX2_DDA_1
X HFX2_DDA_1
4 | HFX2_DDA_10
x HFX2_DDA_10
4§ #Px2_DDA2
X HEX2_DDA_2
4 | X2 DDA3
MaxQuant X HEX2_DDA_3
4 | HFX2_DDA4
4 T
7 4 | HX2_DDAS A -
ProteinFilot e [fese ] 0) FNIDDARE Iraw {4
Mascot Schemas 4 BGS Factory Settings Telaranca Parametars =
& BGS Factory Setting Tolerances Thermo loeT:
mzldentML Identification e
BGS Genaric Format Protein Inference Calibration Search Dynamic
I . 73 Search Arct Spectral Library Filters MS1 Correction Factor 1
Al . . . o Workfiow MS2 Correction Factor
[ w|Generate Library from Proteome Discoverer
\3 | AT Calibration Main Search Dynamic
7\ MS1 Correction Factor
« i v M i Bt M

£
B—H
B=H: BiEEEDR.

"l—l RIS SIREEFASTASI

“"Generate Spectral Library from Proteome Discover...”, FF

R AR | B R AR AR FEEE RN .

IEEI R,

“Add Shotgun Files” ZFIMEEEERIIRAT RAW 324, RTATLABZRIZBRIN RAW X

HZ/l, XHRAETR— X", MIRTHZESER V" (WTE), <& "OK" 4k4g,
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I —— AN
Match from Directory (D] Brosse ] oo/ 1015C18101250-01_DIA\DDA —

(] search sub-directones

search sub-directones

HFX2_DDA_10
v
~ HFX2_DDA_2 s e s
© T Ponscie0izs0 oA 5 Browss ISR RIA R
o0k . HFX2DDA3 BRI
. e
PI01SC18121347-01-20181226 Exovse
acRAsEn v HFX2_DDA_4
PEAKS PROJECT e -“-———.
pFindWorkspace v HFX2_DDA_5
| pitract Browse
Shadowsocks —
System Volume Information v FF X2_DDA_6
¥6Q Browse
= E (\\genome) (R3) -n g -
= 05-Exp (\\omicsolution) (5:) v HF1Z_DDA_T
= D (\\dia-7960) (T 7 Brow
= DIA (\\dia-7960) (U ‘-\2/“ HFY2 DDA 8
N v » X2_DDA_!
s _—
o W)/

5#& "Import” FASTA M4 Z/SRIAJmMTE “Load”, STHIRE, FHAEE.

® ce

t up Library Generation from Proteome Discovere - O X
J Spectral Library Neme
1
i Hame: HFX2_DDA_
Raw Data
4 4® HFX2_DDA_ -
4 | HFX2_DDA_1
_ ¥ HPQ_DDA_law
4 || HFX2_DDA_10
_ ¥ HFX2_DDA_10.mw
4 ) HFX2_DDA_2 =
_ ¥ HFX2_DDA 2w
4 ) HFX2_DDA_3
% HFX2_DDA 3w
4 | HPX2_DDA_4
¥ HFX2_DDA_4.raw
4 | HFX2_DDA_S
_ ¥ HFX2_DDA S.aw
4 | HFX2_DDA 8 -
« HEYD DDA & me
Remove  Assign Shotgun Files
P From Recent *  Enmes 75138
E— = = Dste Creatad 2018-01-22 16:06:01
@ P1015C18101250-01-nicotiana tabacum-uniprot-20.. e s
S| 76,136 Emeries Date Modified: 2019-01-22 16:06:01
— [ P101SC18113267-01-Pabies1.0-customer Onginal File Name: P1015C18101250-01-nicotiana tabacum-uniprot-201
I Organism: Unlknown
— " uniprot-proteome_mus-musculus-201711_validated
ER 1048 zacries Protein Id Accesson
— [ uniprot-UP000005640-Homo sapiens-20170619-he-_ Desenpron
[ ) -
] 4 m ) »
Search
Import < >
{
Library Semings FASTA Fies Gene Annotations

5.1.3 SANINBRIFRIEIERE

Spectronaut SZFFHIINERIEREBIEEAVETVEIE kit, txt, .csv. .tsv, xls,
I
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a) Skt iBAGEEE, 1ZEEES Spectronaut FFERIEH—H, SANBAFEHTEAE
MR, S\STRREEEAMAEUEN P BRI,
b) WMERESANWEEME, kit csv. tsv, xls, EHIRBSETF MRM/SRM HIR-F

BTHE, HEhemgaLA™MER

=% EEWE SE
PrecursorMz WEE RERBE IS m/z, AENEAAN
FragmentMz R EREFECN vz, FENSAAN

AR E R B IS AYSCRMR BB AT 1BV 1L Y
iRT{B (iRTirrpep = f(RTirrpep).) e B 7 XA
B, ATLBEREHOHIERE. HITERN
iRT SBFGENEE | BRERRHE. NRILEIRTE,
Spectronaut S/ PMIAERFGN— iRT 1§,
(EREMERRE, ATHRERTE, EiY

FERRESRRTINA Biognosys iRT iFI&E.

EREFIENFE (LURERENERES
FHEEEABRSZH, HitEREFSHE
RelativeFragmentIntensity | 3BZEINES
RATENESLL), BrREEasSHFRE

FRERE BB S, FHIEim, FFIE 20
StrippedSequence BENEE
MR ERERIRD,

1 ———
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FREREIE FRUTHEEMEL, IZERWARImE

PrecursorCharge BENER REEBEF, FEARBEENEEFE<IL
789 ID Bk,

REREFREEIZAN, BERE ' Y B

FragmentType =N ¥, ZIEERARNE B FH TR EAT
7.

FragmentNumber BENEE ERBETFEE

FragmentCharge BENES R B EREE

IEEERBEFRIERRRE (a0 NH3 B
FragmentLossType ENEE
H20)

“True By, False"IEXE R AR TEMMAE

ENERREF. MRIZFIEEHIT, WEKHEF
ExcludeFromQuantification | fE)RIE
BaRIEFIERE R F KT R S {FFIZ AR

% RRIEEH B IR ERFS.

Spectronaut =B I MIRHAIFFF gt HIE

ModifiedSequence ANEER
ImREIFH SR B RS R TICED, 138
DABARCEET S INRIIRES,
BT
S5igtnrrsIzid, ZFR5 IR EERCER
LabeledSequence (ANRERC
S ENMEESE RIS,
S EEIE

1 ———
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Proteinld Elprin e EARN D E

UserGroup Elprizzssy FIMOREFER, ATUAESE

$£— 4%‘&%9?5’]3‘114: Bid “Import Spectral Library...” 8N, HASEIKERE:

. Al & E

Analysis  Post Analysis iy -DDA )
® Y & Bosnonys Specml vafvlr)' Orline Repository Seperator: auto PMRIERLENABIRE IJEEW:,: MRBIHMPFRLER, RURRTMIRERERTZS]
Seeckal Litraries PrecursorMz FragmentMz iRT iRTSourceSpecific Relativelntensity  StrippedPepbde  PrecursorCharge  Fri a
‘ PrecusaMz ~ FragmentMz ~ iRT v iRTSourceSpe ~ RelativeFragment StrippedSequence - PrecursorCharge Fvagj
1321.67802701353 359.265282054632 29.76749 29.76743 2955534 STSGGTAALGCLWK 1 y
1321.67802701353 519.295930559912 29.76749 2976743 4834641 STSGGTAALGCLWK 1 y
1321.67802701353 576.317394280482 29.76749 29.76743 100 STSGGTAALGCLWK 1 y
1321.67802701353 689.401458257612 29.76749 2976743 58.03875 STSGGTAALGCLWK 1
1321.67802701353  760.438572042322 29.76749 2976743 47.06733 STSGGTAALGCLWK 1 y
4 1321.67802701353 633.283845222732 29.76749 2976749 16.42338 STSGGTAALGCLWK 1 b =
i . 1 .
Schemas [[ 4 BGSFactory Setings Tolerance Parameters e
& BGS Factory Seting._ | Tolerances | ThemotonTrep |
Protein Inference E
Spectral Library Filters Calibration Search Dynamic ‘
Workflow MS1 Correction Factor i
iRT Calibration MS2 Correction Factor
‘:“ Main Search Dynamic
/ MS1 Correction Factor
MS2 Correction Factor
< " » Thmemnn Mobibemn i
3 | [oary Seings || [Fastaries] | | 8
o 6 {

B "Name" J9EUERED

SB=#5: "Library Settings" REZFEERIISEH, EINSERHIANSEY, FHF2HTH.
SBPUL: RE "FASTAFiles” INFFIEUERE, BESZRANBIER (W 5.1.1.1 FFE).
T Gene Annotation HIFVFEAE, TTEREPNT, "Next”,

B RE "Import” BITERURE, EAMEENER FTEBRIINANEERE.

5.1.4 BUEERES

RE Spectronaut SIFEMUEEES, BRNREEESSSHERLTENRMIAMSR (FDR) X,

FTLA, ARERIYFE Library BR FEESS MEERE Merge Fl—#2. .
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EEZEEMBRARAE

IR LA ETTRIS =,
HE— BREXRENFRIGEIRRTY Pulsar EFEEET—MFRNEERE, LIH—SEHIEARY

FEZ: AJLAR Search Archives M4REFIEE— N UEE. BEREUT:

1 o
Library Analysis  Post Analysis Pipeline Dmbasa Settings About
Spectral Libraries Search Archives ” Lgoer Panel  Peptide > Lower Panel  Protein Inference > |
Biognosys Spectral Library Online Reposite| ® 5¢ m Pul = -
soecg,u mﬂnu Choose an experment name and select the raw fles you want 1o search ikl ot eaas R i yome mashie
= This slows you o 804 sey prevecsly searched deta o fusher enich the depth of your ibay.
BWysSoecvdhbvm 4 D f‘3w Biognosys Search Archives Orline Repository Upper Panel  Siore Summary
e CSOH DDA / d® test o Seochirchives Parameter Value
oilisisnis = +=g » Date crested 20181204_231514
A /
g D-SeDDAFmctonls / ‘.._._, ‘r.r ''''' B vy o
wt HFX_DDA / b @R *Thallih i) | Modified Pegtides 1778
= oom / i ) 10w (18 Rurs) | Pegsdes 13098
it Liwxh / y ‘ « =, :
- . . / L. = comscmRm -~ 4 e e i
/ L & Proteins 23
g Lo DOA ). g D-SerDDAFracsont.« (6 Runs) Single His .
: / Apbia
U / g Lwh (8 Runs) Search Engine Platiorm  Pulsar
4 LQVRT FrackorDDA / g LQYRT-FractonDDA (6 Runs)
; / =
/ Rz (5) #ehzASearch
"y r-uohe~20190!1 / >
E VA Archives3{4ak#&
g che T -zmsona/ SRS
7
TEST /
g /
] # O — i P ®
y i luaod Sichi ! / )
/ | / =
/
/ g ”
Se. b Bemove / o I |
= Inference Base
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i Choose settings for ibrary generation

This is the summary of the expenment setup

Schemas 4 BGS Factory Settings Toorance Patainel | 2 oSS fine, you can stan the expenment
G ; Tolerances
@ BGS Factory Setting Thermo lonTrap | e
Identification
test
Calibration Sez * **'%° :
£ BGS Factory Settings [Modified]
tral Library Filters MS1 Corrects Raw Files
ry
Workflow MS2 Correct; 4 Search Archives
410
RT Calibration ”
l g Main Search 4 4N-10.wif
MS1 Corrects 5 :Ji
2] 4N-
MS2 Corrects AN-4
4] 4N-5
Thermo Orbitrap e
] 4N-
Calibration Sez i 126] 4N-7
MS1 Correcti ! 27) 4N-8
| [28] 4N-9
MS2 Correcti i 29 aN-10
Main Search ! 130] 4N-11
i 31] &N-12
MS1 Correcty i B2 413
MS2 Correcti i B3 4N-14
7 [34] &N-15
TOF i 135] 4N-16
Calibration Sez 8

MS2 Correction Factor - I -

“Generate Library from Pulsar/Search Archives..” = ApZISEERZFR— “Next” = EESBRI4HA)5ERL

“Import..” SNHFTHY Search Archives 34— "“Next” —Gene Annotation B] Z2HE, EiE "Next” —SEIKE
IR FHEAIARY BGS Factory Settings, EHi%E “Next” —fadh “Finish” TRHIRE, FHRERE.

FHE=: E/a%L DIA HUESHEY, BATLARRNEFEZNERE, RS MLEERPHE— R

ERIFARERIEESER.
515 By—MricCiEEFRERNMRMCEERE

£ Library HH, AF— 1 "BEMFANEEE, JLGIIFRNEBEMNILEUEFIRG, #3— 1M EE
RUPRCIEEZE,

BFPR: P — 1 CEFERNEEREE AL, ~d "Generate Labeled Library” — sy Workflow BJF
AISRE, IGERCRR > EER AN RN AR RIRCHE > Rd "Create Library” BIRJAERE—
MNEICRITRCIEEE,
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All HEH2E &[0

Library | Analysis  PostAnalysis  Report Pipeline Da!abases Setings
Speciral Libraries Search Archives Upper Panel  Library Summary o+ ™
Biognosys Spectral Libraries Parameler Value
ceotroma v [Eespee] 20130123 142512 Select the workflow of the brary and labels to modiy the ibrary by double-clicking or dragging the
4] . Precursors 129101 of 129101 modifications from the nght
sy €s018-DDA Modified Pe_ $7837 of 97837 - A e 5 — N
% o384 Pro Workflow wbel (4) FIE FRZER, HERRIRCRISEEY
O SerDOA Fractiont Peptides  931190f33119
s D-SerDDA
£ Proteatypic.. 22568 Category Fiver Label x | isobanc Label x
s HPQ.0DA_ Protein Gro. 9129 (1) .
iy Litch Proteins 13797 (1) \A'I |aq| : ?ef‘rﬂy Used
= Single Hits  1109.(0) { ! 4 Al Modfications (Showng 116 of 1403
s Liveyan DDA Fragments 764691 of 1887122 Dimethhterd
U Library Sou. Spectronsut TS Argb 5
‘ . Software V. “ i 5 Arg10
syt LQY-IRT-FractionDDA- e / BRTEIAE Lysé
<] . Macnas / Y MR
1EIREN
sl nuohe-20180117 ? / DimethL — ”
o " - Digest Type / Lt EERICHOFSS
Missed Cleavage DimethNterd
 Puche-374-20190118 Min Pectide L
. : o P Lo DimathLys8
4 PQS00_Verl_DIA
& ST Toggle N-terminal M Dimethherd
(D) g PASI0_Verl DIAISPIKE N Digest Rule 180
\CF BE 4 7rs b Protein Databases //' ICATO
sy TEST ( /
i TES B ICAT-9
Generate Labeled Library ICPL-Lys0 i
Enable GC
+ Gansrate Library fros NexQuwt Remaove (Del)
Set Selected Version 6

Spectronaut XIFHIEE RIS :

> Lable free: IFFRTER, WABRIBEERHIITIOANRE, SFEIERE. TOFMEE.

> Labeled: #RC R T D EREEENT, (EREERTIIERMIERIVELE.

[ N =N
EE,

Spike-in: IERFIRESE (FBfy) BEHT, IHMEEERR (Etr) BEHT. BREE

g FERZHIRA, FUATLUAEREGR R, EEEHRIULERNT RS,

Iverted spike-in: 5 Spike-in ¥}, REBRIFBEERNSE,

5.1.6 FEEFEFHE—1 QC kit

SET N IFREEERN, ERHAHESEREIE AT "Enable QC RILUGEF RIFRIEEE

E—PHEHY QC kit, INFRIEFEHITICRE, WH=BIEEEETNEFERSAY 250 FIKREMR —

QC kit BT RSB IRARIBITRES . BRI HEEFIEERSX LRI TF RS (FERHAIRY

IEERRE "Yes" BEIHANFNRIERE). MRRATIZ QC kit, FPARLAIRIZERALIE QC &R

e
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LEZEEYMRBRAT

TEERIRER.

Library

Analysis  PostAnalysis  Report

Pipeline

All MEHSE @[

Da abases Settings

2
1
Spectral Libraries | UpperPanel  Library Summary Lower Panel  Protein Inference
B Peptde Selecton
Biognosys Spectral Libraries Parsmeter Vales « @ -
Date cresied | 2013-01-23 142512 a
g CSO11-DDA = 0
] Precursors 129101 of 129101 2
g c3018-DDA Modified Pe. 97837 of 57837 ]
. Pepides  93119.of 3311 GC Peptides Selected @
i D-SerDDA-Fractionl « 2
o a Proteotypic . 22568 2
HFX2_DDA. & Spectronaut has selected 250 high sbundant peptides suiteable for GC monitoring. =
e Prolsin Gro.. $129(1) Do you want to manually change the selection? B =2
ay Liwch Proteins. 13797 (1) Pepa— - ]
o Single Hits 09 (0) 4 | Yes |‘ No Cancel =
g Liyueyan-DDA - 2]
] 7 Fragments 764691 of 188
Ly s IEBEERHBIAGBRER, Ak “NO” BDE, 40 o
] = —p ok 3 = =]
» sy RRTENEE, NSE Yes' HNFCRE z
i LQY-RT-FractionDDA- =
B i a e i L s &) 4
i Muohe-20190117 Digest Type c]
s i Missed Cleavage | ]
it nuche-374-20150118 Min Peptide Length | @
Max P /
~  PQS00_Ver!_DIA o Papics Lesgty =
a Toggle N-terminal M B® v 2 =
D) gat PaSE0_Verl_DIA[SPIKE IN DigestRule | . :
| - « Protein Databasgs »
@ 6
Generate Labeled Library /|

Enable GC

Remove (Del)

517 EEFEEREE

EEMREERT=REENAEERE, AERERENNTEEFARES, TEREE:

1) EEERES (Library Summary) @ XSEEEERIESRIT 7 0E, BIEZREFRIEE] (Date

created) , SEEFIRIAREBEFHIELE (Precursors). ZIMIAERAVEIE (Modified

Peptides). ME—RARRAYEIE (Peptides). ERFFRAIRERAVEIE (Proteotypic

Peptides), HH, “of RIERIEFRTREEEHNEEHE, FENEFETIER

U REmiRaIC . toh, EEZIRIER group RIEIE (Protein Groups). EHRIEIE

RIENESFERERERNEEHE, ESNIEBERBHITEEKTR

(Proteins) ,
BT AIIS A, WRRSES— M EETAEEME (Single Hits), RAEF

AIEZE (Fragments). EEZEAISEIR (Library Sourses). #HUFHIMRAS (Software

B T EAMRIRIVEIERE (Merged, False A7), EER5(|ZHIRE

version), 2EE

e
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(Search Engine),
2) EEAEBZESDT (Protein coverage): FH group BEEIEIRE, HATEREREETH

3)

4)

5)

6)

7)

8)

9)

10)

#H, HAIFNER group HIEE. ZERTHIZER group £EFIRINKREEFEE
RIS TRTER.

MEREE T XIRATE R EFEBE D (Fragments per Precursor) : 5 Protein coverage 2§
W, RREERNREE TSR BFIVERES T, BTAEAE TR
#HE, JATNRREREETHE.

FRER IR FASTENDRENDTn (Precursor Evidence) :  TEAMREMRR R FEERRIREL
20, PAIRZRE T MAYRER B FHIEE.

AR FHIRMIEED T (Precursor M/Z) : TEAMRREAREET M/Z 56, HAETRA
1% M/Z NI NAIRRERR BB FRIZE.

MR TR0 (Precursor Charge) : HEAMREIERBETFAHEREMAHME, N
AR Z RS T AR S FAIEE .

FRERHUIEIE (Peptide Channel) : S MARXNEMRIFCHEE, DIA SIHRCEER,
AR B—NEIE.

FRERIKE DT (Peptide Length) : BRATEEEZIRMBREERKES T, HERR
AR RKETYNAMEREE, SHRRKESHE 7-25 MaEBREEN.
12im5>fh (Peptide Modification) : G UIZIRUEIHSSBLAFERI N AIRREREL B .

IR R %0 (Missed Cleavage) : RASQIZINKER2BRIRIIMREE, —RESIR

EARNMBYIGLA, FRILMEAME—RRRER 0. 1. 27, HFgERY, B2 0 XIRAY
RERE B &R Z.
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11) BRERC (N) SHEVEBTEED (CON)-terminal Residue) | IXAEMERES BIRET 7 BAER

12)

13)

14)

15)

16)

17)

18)

A9 C ImF0 N InRERR D IR, —RRIER TR/ Trypsin ¥ 51488, ATLA C Ki
BEAEETN K HE R; N RGO HREEENE.

PFEAZE0 (Fragment Type) : HCD fFRASEIRIE b, y BFX, FAEHERR T AME
FIRAIE R EFEE.

EERMEE (Protein Inference) : RB7R 7 EALETETRANBXSE, BIERIRE
(Digest Type, &#/9 Specific BMFRMREY]), IRYIMIR (Mised Cleavage), RRERERAE/
BAIKE (Min/Max Peptide Length) , ESJ288Y (Digest Rule, ERMEH Trypsin), EHig
MNEEFYISUERFEER UHETR, FIISKBHE).

HUEESHTEE (Library Log, IERTHIESTHNSISE, MRHETLNBESHTCR
HEIHENEMMER)

BMEEEERIRAIE—AAER A TAIEE (Unique iRT Sources) : SNSRIGHEGHT R
RREEEE (BDRERECEEINERE) HMEIFERER—IRIET, MREESHY
AR EMTT AR AVEURRENS Bt SIRE T, £3Bm X NEHRRETLEE
FIRRREREE FHE.

BIKFAREEFAIEE (iRT Sources) : L Unique iRT Sources, BREFKIFIHE]
B FERIRREEFI9EE.

EEESHEE (Library settings) : EF Pulsar BELEPIRENSE. (35
Spectronaut 14.0 LUSHINACIEATEEEE, |IRRACIEANEEERSHHEESHNE
.

FEAEMIE R FATLUAE— Fraction, AIESEEKHEMER iRT HIELR, WF RT
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HIEER, IeRSELNNGERT, IRGEBENEE, ((ENRSHISE.

BANBEHSE &

Poeire  Dutsbases  Semege

4| UpperParel  Fue Sumeany - Lower Panel 4T Calibeation Pt

Parsmeter Value

;ﬂﬁjFraction
BTSSR

LC Gradwnt

5.18 BEIEERIMN

Spectronaut SZIFFIAMEEEFIIRERBEAHEE, TUFNEIBRTINEF, tILIMI—ERAS
F, tbantE DIA RESIFEFERR DDA DA BEXREZNEAEF, JUUFINAZLEEES.

ERFAITE:

|
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AUID.EQ & [

Library Analysis | Post Analysi Qc Pipeline [1 tabases
X
1
® Fragment Selection - u} X
4 [@() 000244 - _YDIDLPNKK_3 -
~[y4  Toggle Reject (R) 4[] Library Fragments =T e e sae miz ¥3+]- 389251 mz
5 > [ydo] - N
v Acceptin All Runs (Ctrl + Shift + &) [~ [y4+] - 486.30¢ miz . 469277 miz [v6+] - 714 415 miz
-~ [y3 [#) » [y5+] - 599.388 miz T T
= [y3  Rejectin All Runs (Ctrl + Shift + R) ()~ [y3+] - 389.251 miz
B ?:’2/; Refine Fragment Selection (F) )~ [y3+ -NHI) - 372228 vz 5| =y =S
DDOZ‘B-A . - [ » [y4+-NH3) - 469277 miz e
- omment (C) 3 Leng
) [y6+] - 714.415 miz
~) 000299 - 8- ?

Min R |, {
2 i 7 2 v
=)Ong7s | Reset Peak ) WE Set Fragment Filter (F) R\ f
~) 015144 - da CROTan_20T80% Valid Max Length (Sequenmcs - o /
5015220 - _DHYLP. + ly2+] - 275208 miz
E b1
2

<) O15270.Q8NUVT — ~ ly2ee]- 138108 miz ax Fragment Chares k1.0 412 414 416 418 420
504u91 - PG || 2+ [b3+] - 392182 miz + | retentionTime
=) 043681 ~ _LPLLP o [b3+] - 196 594 miz B

(=) 075083 - _siacic
<)075363 - _LKPGA

l53~] 19512‘3” Less Tyses
—— mono-isotopi

<) PO0367 = _NLNHV. & zo K0

=)POD®2 — _VASLLY 500 - -

) PO0S58 — _AGGFL P ~ b g :

<) POI003 — _WERPF s o [b5e] - 310.650 miz £ P04 SN0 |

<)POIOI = _NLAVS < 200 4 o [y5e] - 30019 miz Fi | I

=-‘ P01023 - _GHFSIS. $ ks

A — AMAYY - $ 203%1
‘« » E . &
1 ~ m
Qualue - @ 100 4 bfee] - 257,711 miz
ao [b79] - 831,388 miz I
cvave ¢ [001 | 0 8 1 + + + +
—_— 38 350 400 450 500 550 600 650 700 750
- miz
69 Peptides remaining / 569,509 Pep{

TP TR EEF, AREIRER "Refine Fragment Selections” £FEANZIBEAEFSERE.
Library fragments BR T2 HIERRTIEEEFHIEREF, Theoretical Fragments BR T ERIZIES
MUREABEF, ERXFOBABFRILEFERERN. BEFRAEFERE, mEA NI “Apply
Selection” BMRETERL. EREIREAMUASIZEITTA, EEMEER S E R AT ER,
&% “Commit Library Changes”, ¥HSIRIEEFNRBENRA BT EMMTIERI, KU ERE,

FrLA, AILUBETEH R BT EMLCF B EIRR.
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mAl HDEwSE @[
Library Analysis  Post Analysis Pipeline Dalabasa Settings About
“‘“'® .t |Adan O x
4 | [01] LYY-2COMraw

+ [ 50- 3898 - 2226 Remove Runs 52 XIC - Lower Panel  MS1 Isotope Envelope XIC ~ +
> (+) 000244 - _YD Map Missing Runs
» (=)000264 — _RF
b (=)000298 - _LH
b (=) 014974 - _SG Refresh Post Analysis
. ()015144 - _AS
b (015144 - DYl

Recalculate Qvalues

Re-extract all XICs

b (2015230 - _DH  Export Experiment Settings
. (=)015270:Q9NU S

. éo“‘,m_ Order Runs By L . Select Versio... ]

b (2043831 — _LP| = Group By.. »

b (2075083 ~ _SH 2)R A ek ) o '
> 0750 - LK et Pesks Select a name for the new version of this library!
b (S)PO03T — _NL| | CommitLibrary Changes

> ORI - VA T ete. 20190125_122418

b (S)PO0SS — _AGC

> E)POI00S - WE Save

b (@POI011 - _NL Fance r)l =

b @POI2 - _gH  EPortAl-(Cl+R) Cancel 3| OK

b @PO024 - AN g
> (=)P01042 - _RPI
> (=) PO1042 - _VQWAGK_2

b () P02008 - _LFLSHPQTK..

b (=) P02452 ~ _GRPGAPGP

b (=) P02671 - _RLEVDIDIK_3

b (=)P02730 - _ILLLFKPPK_3

b (~)P02749 - EHSSLAFWK. ~

O] —— ,
Qvalue hd ?/
[ cvmec
Remove All Fitters

457,769 Peptides remaining / 569,509 Peptides fi

Unique precursors: 34,310 of 40,343 | modffied peptides: 26,175 of 30,138 | peptides: 25,723 of 29,575 | protein groups: 3,306 in the experiment (Qvalue <= 0.01)

519 HEENSH

FENHNEREEE, Spectronaut STHEHREEFSH kit SEFN.x1s &, XFENER BTFEIRNIOS =N
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= A all &

Library Post Analysi

iR o gn

Pipeline D:labases Settings About

Spectral Libranies

Upper Panel  Library Summary Lower Panel  Protein Inference

OMICS OLUTION

Shanghai Omicsolution Co., Ltd.

Biognosys Spectral Library Online Repository R - )
) ® =55n X
Speciral Libraries »
L - - « 4 | <« Deskiop » DIMEENES v O  BREDASERS »p
Biognosys Spectral Libraries
4 b . |ae - RIeE
g CSO11-DDA
- . [ Desktop A &g pgxEW =
an D-SerDDA-Fractionl.r B n=
£ . SESEESHTENN
= BR o R
. HFX2_DDA_
= =
ag Lok 3T
g Liyveyan-DDA b B
= i THEEE ()
oy L i - WFI0E (D)
. LOYIRT-FractcnDDA = P o124 ‘3!
L nuche-20190117 Tab separated xls File (*.xds) ~‘
o - Tab separated xls File (*axls)
( 1 g uche-374-20130118
a7 . -~

| g, TEST |

Digt Rule RS
- otein Databases
uniprot-proteome._mus-musculus-201711_validated
SP_Human20181103

EPESHANEEE, Rd "Export Spectral Library..”, ERRARFAIRE, MR RFAIIHEI,

R "RE BEL

5.2 Analysis—DIA EiE ot

Spectronaut SZFREFR DIA BERDHTAUE | LHERY , iEEIREKIAYEWE ST (Library-based DIA analysis )

TAEARAREERRY, TTHEEERT (directDIA analysis) DA, XD ITIMERTBERIEIEN T&:

directDIA

THEEEE)

HuEER 2B DIA D47

(BT BERE)

DIA JRIAEHRE

Llibrary

BHEFFIEER (FASTA)
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5.2.1 Library-based DIA analysis

g—: miE "Seta DIA Analysis from File.." FEX—MZHAY DIA SR
TEEBEMNMELL, “SetadirectDIA Analysis..” WO MTRIEEA IS LML “Load a Spectronaut

Experiment..”, REHAAFTLASAZEIRFHEEDHIFHIER (sne ) HITEEIIRIE.

MANEEGE & [0

brary Analysis  Post Analysis Pipelin| @
e — « v 4 || « P101SC18121347.. > DIA v & | ®REDA s K
1 E_L—Aé’x‘EEB’JDIAﬁﬁfJE
| |R v s - @ 0
Stan 3 classic DIA anal using 3 targeted. ibrary-ba: search -
5 ELE A zZm = HE A
Il Desktop 2 %

\ £ k] HFX2_TP181201258.raw 2018-12-27 13:57 RAW X%
dins O s BT directDASHHE | g ws e A =
Suna brary-free DIA -n-vym using a protein database (FASTA) fle as input -_"l HFX2 TP181201259.raw 2018-12-27 16:16  RAW XXf%

= By ] HFX2_TP181201260.raw 2018-12-27 18:35 RAW X%
e g 8 1] HFX2_TP181201261.raw 2018-12-27 20:54 RAW X%
2d 2 Spectronaut Expernent FAN—NEESHTIFAIER (W) HFX2 TP181201262.raw  2018-12-27 2313 RAW i
Ope ved S from a * SNE fle $ =
- - G ) &5 ] HFX2_TP181201263.raw 2018-12-28 1:32 RAW Xi%
5 L] HRXd Supported Files (*htrms, *.raw, *.wiff, ".bgms, *.baf, HEADER.TXT) |
ot Bt ~ TEEE () (i) HFX] Biognosys HRM file (“htrms)
: - Thermo Raw File (*.raw)
oYY s W10% () ] HFXdsciex wif File (*wif)
Liyse == data (\\9980xe) (Q:) (i) HFXd|Waters Raw File ( HEADER.TXT) ( HEADER.TXT)
~ Bruker Raw File (*baf)
o TS = E (\\genome) (R) ] HPX]iognosys BGMS File (*bgms)
. o ) = OS-Exp (\\omicsolutic (] HFXQA! files ()
P a D (\dia-7960) (T) V¥ < ,f»\’
. N O/
cEcos TAE(N): | "HFX2_TP181201258.raw” "HFX | All Supported Files (“.htrms, v
o s
o] =
P LQY-IRT-25mMDIA-1 ’\4
BESFRITFHIAIS R ’

FT: L DIA &R RAW ST,
B=% BiZHE

ZEPUL: mth “Assign Spectral Library..” EEEEZE,
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L
Specify all LC-MS/MS measurements that you want to include in this expenment and assign which spectrabibranes 1o use
Each run needs to have at least one spectralibrary assigned in order to proceed
teiezoizse (1) BEpHITHE * 3
4 @ TP181201258 2
I [1] HFX2_TP181201258.caw e
I [2] HFX2_TP181201258.aw e s1901
I [3] HFX2_TP181201260.aw
| [4] HFX2_TP181201261.caw " e
I [5] HPX2_TP181201262 raw N
| (6] HFX2_TP181201263.raw & ‘
| [7] HFX2_TP181201264 aw 4g LQVRTFacienCOA
I [B] HFX2_TP181201265 raw -
| [8] HFX2_TP181201266.aw Y el
DIAREM rawsZis
2
RELE Az S HEEEEEF
| L E \2 = : ”,,,;A;,J;;L,;;”:,;, | I 4
I AT I raw 314 < ‘
I R ZLTDN =
el TP O TaW S = =

Fh: RE DIA DTS, —RIER FEMIEEEIAR BGS Factory Settings, ANERZHITHIRE

BEMIMENSTT, WEEREEIMANAEEITSEERD PTM Localization (Identification—Filter on
PTM Localization—Min Localization Threshold—EZKIAE 0.75)

g IEFRICRIFSEUER: (FASTA X, EHEEIREESIANEMAIE, FTl—RRABIEX,

R=BaiHTRE).

________________________________________________________________________________________________________________|
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LEZEEYMRBRAT

Specdy all LC-MS/MS measurements that you want to include in tf

Each run needs 1o have at least one spectrabibrary assigned in o  SHlest the search and eraction semings schema for DIA analyss.

Schemas \ 2 4 BGS Factory Settings MS1 Mass Tolerance Strategy Dynamic -
TP181201258 Dok Evbacion Comecion Fackr
2 @ TP1E1201258 HEP Clesnus Fefles o MS2 Mass Tolerance Swotegy Do -
4 | [1] HX2_TP181201258.aw ersification Corvection Factor
3 D.SerDDAFraction! r (2.999 Precursors) Quansfication
4 | [2] HFX2_TP181201258 raw Viorkfiow
# DSeDDAFracton! ¢ (2.999 Precursors) Frotemn Inference

4 | [3] HFX2_TP181201260 mw
3% D.SerDDAFraction1 « (2,998 Precursors)
4] HEX2_TP181201261.aw
#8 D.SerDDAFraction r (2.999 Precursors)
I [5] HQ2_TP181201262 aw

4% D.SerDDA Fraction’  2.999 Precursors)
i [6] HFX2_TP181201263.aw

#8 D.-SerDDA Fraction r (2,999 Precursors)
T [7] HFX2_TP181201264 mw

348 D-SerDDA-Fraction r (2,999 Precursors)
1 [8] HFX2_TP181201265 mw

8 D.SerDDA Fraction ¢ (2,999 Precursors)
T 18] HFX2_TP181201266.aw 3

#8 D.SerDDA Fraction1 r (2,998 Precursors) =

Post Analysis

4

[N

[

N

[

[N

raw {4 EIEEFEERE

Fts: EELhiRlt, EEFmoE. BrRBIRURSEOTITRINRESER.

Specdy condtions in order to perform statstical tests dunng post analysis.

] Is Reference Run Label Condition Fracton Replicste  Quantity Comectio_ Label Color File Name
1 = HFX2_TP181201258 mw  con NA 1 1 con [ coera-25-  Hx2_TP181201
2 (] HFX2_TP181201259.mw  con NA 2 1 con -ub. [A=25. HFX2_TP181201
3 =] HFX2_TP181201260.mw  con NA 3 1 con . Color [A=25_  HFX2_TP181201
4 =) HFX2_TP181201261@w  con NA 4 1 con -Cnb' [A=25_ HFX2_TP181201
5 (=] HFX2_TP181201262mw  con NA 5 1 con . Color [A=25. HFX2_TP181201
8 ] HFX2_TP181201263aw  con NA 8 1 con . Color [A=25.  HFX2_TP181201
7 HFX2_TP181201264 mw  can NA 1 1 can [] Color [A=25.  HFX2_TP181201
8 HFX2_TP181201265aw  can NA 2 1 can [[Jcowria=zs.  Hex2_tP181201
) HFX2_TP181201266 aw  can NA 3 1 can [[C]coboria2s.  HAx2_TP181201
4 10 HFX2_TP181201267.aw | TP181201267 NA 1 1 c10 .Cebv [A=25. HFX2_TP181201
n HFX2_TP181201268 aw .'rmaumss ‘m\ 1 1 cn . Color [A=25_  HFX2_TP181201
12 HFX2_TP181201269.aw  TP181201269 NA 1 1 c12 . Color [A=25. HFX2_TP181201
HRRS, EENths BAER, Hmod, [ EERS, [ “ERE>R  [F—condition
B RRHERRS EKiAEraw —{ERIEE R —condition gtRc, @ EeERE
Efan FRIARIEEA AHRIEFR Fanimig e BOREAM EF —condition
[EIRYEFR TGRS tRctER

HA, Quantity Correction factors FIRJLIAEMERIEEEERER T, HFSEITREINEEETRIAIX
MNFEEFEARENEEE. FINMEHEAR, NMRERNIESHEANVGBATRERERNNE, XERE

RFH T LURIE MBI ARH TR E, EOAZA | RIAREHITRTLE.
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Fraction FUZEIHIT T DRIRITHY DIA SLINFZIRERNSE, MRBIREDREE, NILFIROARY
2 'NA", MRBHTTOREE, WEEELSERDRRS, BTHREHITEIERII— L.

BI\E: GO TR, WEXRIIFUTFRIRME, TLBLL, MNREECERIMEXREREUEEDLLL
IO TIERE, LRI 5.8 Settings,

FENE: BN raw Y, SEURER FASTA XHEBRINEIRIG, Mt "Finish”, EBIFFREEED

#r.

P [6] HFX2_TP181201263 aw

ST5ERia, £ Analysis RETFILIEESERBSAFAINEERESE.
ERNESRMERD, iAo REUEN, S MHARENRENREED. SMREEOSE
EEMREEFAENEEFINNERBFRFRER, HUUECOERERHTES, 81 EEY

MAIDERMBESERMEAINE (ATFERFR).

|
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= A il

Mo 88 [

Library  Analysis  PostAnalysis  Report ac Pipeline  Datsbases  Setiings About
et xl|e X
| 1 [01] LYY-2COM. “ 1| UpperFanel  RT Calibration - Lower Panel  Analysis Summary =]
350 - 369.8] - 222 Precursor - - RT Calibration
+ (000244 — YDIDLPNKK_3 || trveyerdap) | tiyveyardialtl  Liyueyar-DDA[D F—— e
+ @ %9201 mz XIC Extraction Width Int
= [y4s] - 486.304 miz — —{MS1 Mass Calibration
ot bS] 599.388 miz 0 [Ce__iRT Peptides - RT=TRT)=A | o Mass Calibration . .
~ [y3] - 389251 miz 2 TIC Chromatogram
o [y3e -NH3) - 372224 miz 20t TIC Overlay Chromatogram k|
= lyds -NH3] - 469277 miz E 100 + Analysis Log 1
o [yBe] - 714415 miz 80 + 3
> (=) 000264 — _RFDGVQDPR_3 § o i ]
b (=)000298 — _LHIVQWC[Carbamidomethyl (C)JK_3 H
b (=) 014874 - _SGGTALHVAAAK_3 ol E|
b (=)015144 ~ ASHTAPQVLFSHR_4 20 £ ]
b ()015144 — _DYLHYHIK_3 0
b () 015230 - _DHYLPDLHHLR_4 100 50 0 50 100 150 200
() O15270.Q8NUV7 ~ _LSGATIR_2 et
b (=) 043491 — _APHLQGLIEGK_3
043681 - _LPLLPHEVR_3 Parameter Value =
b (=)075083 ~ _SIQC[Carbamidomethyl (CIILTVHK_3
b (=)O75%3 ~ _LKPGAPLKPK_3 » Precursors 23,601 of 4310 (40.343) -
(=) PO0367 — _NLNHVSYGR_3 Modified Peptides 18,168 of 26,175 (30,138)
b (= A/
;’)\ Po0ss2 - n:;%:miz Pepudes 17.885 of 26.723 (28.575)
» (©)POIOS ~ WERPFEVK_3 Protein Groups 264902206
b (=)POI01T = _NLAVSQWHK_3 Proteins 2728013402
(=) P01023 — _GHFSISIPVK_3 ) -
» (=)POI024 - ARVYHHFISDGVR_4 " oo
() PO1042 — _RPPGFSPFR_3 v || AVG Peptides per Protein Growp 7.8
Gvalue v @ AVG Precursor per Protein Group 106
AVG Missed Ch 02
_— e ¢ e
. % Missed Cleavages 176% o
A Fitery
457,768 Peptides remaining / 569,508 Peptides filtered

Unique precursors: 34,310 of 40,343 | modfied peptides: 26,175 of 30,138 | peptides: 25,723 of 29,575 protein groups: 3,306 in the expeniment (Qvalue <= 0.01)

group AER{LHITRIIMUL,

U ERRIERBE OXEIEHTINMNL, BaLIE

= A ol

Library Analysis  PostAnalysis  Report

BEL BRI TE

B E

Pipeline Dmu

o%‘t@l_;ﬁfhsz#wﬁﬁﬁﬁ |

= A |||]

Library Analysis  Post Analysis Report Pipeline

i o1 Ly,

i 02 Ly Remove Runs.

7 03] LYY Map Missing Runs
7 104 Lyy|

7 105) Lyy] | Recaculste Qvahes

T 1961 LYY Refresh Post Analysis

) (07 LYy

j (08 Lyy]  Re-extractall XCs

T 1091 LYY Expont Experiment Settings
) 1o Ly

§ Ly [Oder e By

1AL Gassy. (D)

i 3Ly

j 114 Ly ResetllPesks

¥ S LYY | Commk Library Changes
i ne Ly

jOnLyy,  Savehs.
s .

Export All... (Cirl + R)

Settings

< Value ¢ 0.01

Upper Panel  RT Calibration

-dia [1]

liyveyan-dia[0] | liy
L

140 4
1203
g 100 4
=
]| g 90 + i
Protein Group Id @
Stripped Sequence
v Precursor Window

Run
User defined Group
Workflow

» Precursors
Modified Peptides
Peptides
Protein Groups
Proteins
Protein Inference
AVG Peptides per Protein Group
AVG Precursor per Protein Group
AVG Missed Cleavages

& IRT Peptides

.LW.,. %

sl B an

Daﬁsasessmngs

| 4 7> ADADTSESKA - 2 Precursor EHBgroup

78
10
0z

H O ExBOANFBIEFNNE

OMICSOLUTION

FREREEF 5

BRER SRS FXd
RIEER BT

AQAQ75B6S2.A2NJVS - 1 Precursor

> ADAOCADH41:P01824:P01825:P06331:P0DP06.PODP08 - 1 Precursor
> ADADCADHES - 1 Precursor

ADAVT1 - 2 Precursor

> AOFGRS - 11 Precursor

= A1LOTO - 7 Precursor

ATL4HT - 1 Precursor

=]

.}—_

Upper Panel  RT Calibration

liyveyan-dia [0] liyveyan-d

140 4
120 +
100 ¥
80 +
60 1
40 3
20 %

Retention Time

» Precursors
Modified Peptides
Peptides
Protein Groups
Proteins
Protein Inference

AVG Pantidas nar Protein Grees

39

ShAELER, RHREENRETTN, flLiER
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5.2.2 directDIA Analysis—directDIA 934

Spectronaut 3§5F directDIA DHTIAZR, RIAREEILEERE, EEETIHCHNFIISIEEHITEEE
E. BETEMR directDIA DITEXZEZ BRI BEIR, BABETF DIA FUBHITEIREICE.
Pulsar 2&TF DIA-Umpire (Tsou et al. 2015)A9ELFH1T DIA £iERIIEZ. BaEI directDIA {¥3Z#F Thermo

Scientific™ Orbitrap, Sciex TripleTOF, Bruker timsTOF Pro #[] Waters Synapt fF=HRVEUE., BIERIEUT:

@ spcrobind
Voad
I] [—]
Libeary Analysis [PostAnalysis  Report ac Pipeline  Databsses  Settings About
° “r X
L3
Suee s chimmio DA smalyls using & tesgoted, vy based saarc A || « P101SC18121347... » DIA v O @EDA P
2) |0 FRes
i A o
Start s rary-ree DA anayas usng ¥ paten database (FASTA) fle a3 input B e -
T P oue ] HFX2_TP181201258.raw
~a| B Desktop (i) HFX2_TP181201259.caw
Open 2 praviously saved Spectronaut experment from a * SNE fla B un ] HP TP181201260.rew
= B i8] HFX2_TP181201261.raw
Q HFX2_TP181201262.raw
s s ) s (i) HFX2_TP181201263.raw
O 3T (i) HFX2_TP181201264.raw
d &5 () HFX2_TP181201265.raw
- = & - RS (C) &) HFX2_TP181201266.raw
u D (D) (&) HFX2_TP181201267.caw
. ’ = data (19980xe) (@) (i) HFX2_TP181201268.raw 2:2
@) HFX2 TP181201269.caw  2018-12-28 15:27 RAW i ¥
- CFCOS - E(\genome) R) o ¢ S
@ LOVRT2SmORT SHER(N): | *HFX2_TP181201258.raw” *HFX v | | All Supported Files (“raw, %1 v
' 3) [0 W

e
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| ®

| Specify all LC-MS/MS measurements that you want to include in this experiment

test .
| 4 @ test 5
| [1] HFX2_TP1g120q Selectthe protein darabases you vant 1o inchide i this dreciDIA™ search. In order 1o use proten databases in your experiment you need 1o frst mpon them a3 FASTA fle i the Databases perspeciie
~ i
l_ [2] HFX2_TP181201 .a From Recent T 25138
| [3] HFX2_TP181201 . .
{ I 14] HFX2_TP181201 @m P1O1SCIen0eg s
= P101SC18113267-0 Select the search and wamcten semngs schema for drectDIA™ analyss.
: Schemas .
- Uniprot-proteome_my o BGS Factory Settings ( 7
¢ : HCP Cleanup Profng | 5P cndeomsm crersa pccen satasca o g post sowya
uni prot-UP00000564
A ' Rophcmm  Quantay Cometon Label Color Fila Mo
1 con [ Coor o255 HRX2_TP1AT2012
- SP_Human20181103 N - | i
) 3
. UP_EColi_K12_180 .
" From Database
. P1015C18101250-0
- P101SC18113267-01
i
~2  SP_Human2018110: § T
uniprot-proteome_m
3 e
- - -
‘ )]

Rd5“Set up a directDIA Analysis...” X — N TRIESA DIA FRIBRFHIE-BiZothma—mdt
“Next" =0 FASTA FFAIEUREIREDTESE (BICRFIBIASEL BGS Factory Settings) —fSEREMR
PEEEIERE GO ITREUEE (WP E1) ~REMAS N Y EEE X A& S RNHEIREEIR,

M “Finish” BIFHAEUEDHT. BEAEIEEE R SHESEM DIA RIE.

5.2.3 Analysis &EREBEH

ERNEDRFERD, MOHD REEN, A MHAREMNRENREEL. SRS
FEEIRRREEF RS MR FINANERBFRFRER, BUUEOIEREHTES, B

MUEN NSO TERMNBESBRMEaIs (TERTR).

OMICSOLUTION 41



iﬁ%ﬁi%*ﬁ'ﬁ;ﬁ BE/AEJ Shanghai Omicsolution Co., Ltd.

® Spectronaut Pulsar X - o %
Ubary  Analysis  Postanslysis  Report Pipsiine um Setings
Orx
=11 UpperPanel AT Calibrasion - Lower Panel  Anslysis Summary =
- . RT Calbration
H fyveyanda(0) | lyueyandiall]  Liyveyan-DDA[D) 5 “r v
XIC Extraction Wicth e
o [yde] - 486.304 mz | MS1 Mass Calibrasion
o [y5+] - 599,388 miz 140 T Pepices - BT=0RTI=1 2 Mass Caibration . .
o [y34] - 389251 miz 120 TIC Chromatogram
o [y3s -NH3| - 372 224 miz 1 TIC Overiay Chromatogram k|
o [y -NH3) - 469.277 iz E 100 4 foslysis Log 3
o [yB+] - TI 415 miz 80 ]
) 000264 ~ _RFDGVGDPR_3 o0 ] i
() 000239 - _LHIVQWC[Carbamidomethyl (C)]K_3
=) 014974 - _SGGTALHVAAAK_3 40 4 3
=) 015144 - ASHTAPQVLFSHR_4 20 4 1
S)O15148 — DYLHYHIK_3 0
<) 015230 - _DHYLPDLHHLA_4 -100 50 0 50 100 150 200
=) O15270.QSNUVT — LSGATIR_2 e
=) 0451 ~ APHLGUEGK_3
) 043681 — LPLLPHEVR_3 Parameter Value =
) 075083 = _SIQC(Carbamidomethy (C)LTVHK_ 3
» Precursors 23,607 of 34.310(40,343)
Modried Pestdes 18,168 of 26,175 (30.138)
) PO0SS2 — VASLLVK_2 ~
o PONSSS - AO0FLN2 Pepudes 17,885 0f 25,723 (23575)
=) POTON - _WERPFEVK_3 Protein Groups 2649063306
() POI0TT — _NLAVSGVWHI_3 Protens 2728 of 3,802
POI023 - _GHFSISIPVK_3
e - - Protein
<) POI024 = _ARVYHHFISDGVR_4 o rference Unknoen
)POILZ - RPPGFSPFR_3 v || AVG Peptides per ProwinGrowp 758
Qvaie v @ AVGPrecursor per FroteinGrow 106
AVG Missed Cleavages 02
€ Vake ¢ 0.0t
% Missed Cloavages 176% -
eptides remaining | 553 503 Pepudes Sitered
Unique precursors: 34 310 modified peptides: 26,175 of 30,138 | peptides: 25,723 of 29,575  protein groups” 3.306 in the experment (Gvalue <= 0

VI ERRIERBEE AR TN, BB daEER, TREENRETT D, fIaIE

H group ARAIHITAINML, BAELERUTE:

® Spectronaut Pulsar X

= A ol

Library Arslysis  PostAcalysis  Report

[mtr, @E @m& & |

j oy
- § 1ALy Upper Panel T Calibration
| 03 Lyy
i Iryweyan-cia [0] Iyveyan-daa [1] r L e
§ o v {Ressies ke - e i) RrCa]
! Yy |——
1 RSILY pfresh Post Analysia T RS TR liyveyan-gia[0]  lyveyand
i oy 140 - —
j 08 Ly ReedactalXCs -
T 1091 LY g Expariment Setings :
i oLy 100 M&@%?Rﬁ & RT Peptides
7Ly  Order Runs By » % 140 ——————
i oy FELE S o byBee) - 424 203 miz MOERET 120
; :,i; el oy ©@) | rPowecese 3) — o [y69] - 600335 miz 1
i Ly Resetil Pesks Stnped Seauerce o [yde] - £28.287 miz E 100 3
709 Y Comm Livary Chingen e GIAPVIVIVEDSK 80 }
i e Ly e s ST R B F 5 g o 1
§ 0 oS e ke - 3 Precursor
sy o User defined Group. VS - 1Precursor ! ]
Export AL (Co+ ) et 2 AQATSBESS AQAOCADHET AAOCADHES - 1 Precursar S
. 2 2 ADAOTSBEXS - 1 Precurscr 0 F——
s B 2 ADAQAOMRZE PO43 - 1 Precursor -100
g N ADA0ZOMSTS - 1 Precursar
Ootdn Y AOA0BAIZHO - 1 Precursor
ks o] 2 ADAOCADH23 - 1 Precursor Parameter
Prolsins 23 ADAOCADH31 - 1 Precursor
Freten Iterence n AOAOCADH3S - 3 Precursor d
AVG Pegtides per Protein Grow 76 % ADAOCADH41.P01824 PO1825,P06331.P0DPO6.PIDPOS - 1 Precursor Modiled Paptides
Quiv " @I VG Precursorper Protein Group 10 AO20CADHES - 1 Precursor Pepuzes
€ Vae ¢ oo AVG Missed Cleavages 0z 7 ADAVT1 - 2 Precursor [
“ - * AOFGRS - 11 Precursor
e AILOTO - 7 Precursor Pl
2 ATL4HT - 1 Precursor Proteir Irference.

a.  XFEA raw Xi§:

1) RT Calibration: {REBRJIEIFFIERNS:., 1ZXERR 7 RT #1 iRT Z[ERIRIRERR, EARKAIAIEIERS

1 ———
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ERIEAMN, FUSTHNE &%, AEZERNRIITEREIENR, RIAARIREIE
REESHENSHZE, NRENRBEESEEREIFEN, —RER M8 —IBoR
DAL, XREENSR, REXRD RESSEFOMENGHE Lo BRRE;

2) Analysis Summary: $ELERELE, FERAFTIRBUOT:

Precursors: B—MIFRNMEZHEATEFEIINEEFFIEREE, E-NMFRNMEFTEEART
EFEINEBFIRBRMENHAE, BESPIHFRREEFETEEINEEFIEREE;

(Modified) Peptides: SE—MIFRMEZEATLETEN (SBEIHN) KRB, BT
RVEFEFATEEEIN (SREIN) MBRMENHE, BESTHIBEFRNEEETLEEIN (B8
1EImAY) BRERSEL,

Protein Groups (Proteins) : SE—MIFRNMEZFEATLEEZINER group (BR) B, E2ANEF
RVEFTBREAREFEIRER group (BR) BIEE;

AVG Peptides (Precursor) per Protein Group: B MNEH group FE IR (BEF) #E;

AVG Missed Cleavages: SEI9GNIREEE FEBHNRIIMREE;

% Missed Cleavages: iftIELHl, EOBE—NRIMIRIIMREEFOEIKREEFHESTL;

Median XIC Width: SEIRENEFRIES, ZEHINTHEERER RT BEMS, XF 10 28K
L

Median Absolute Delta iRT: BAEREREBRJIENRELIHMEN L, —RRER FE 5 LANEBZRTLARY;

MS1(MS2) Average Delta [ppm|: REHFFLEG MS1 (MS2) REFZEEXHENTIE (ppm), DIA HUE
FEFE 10ppm LIRARRIENEEEREIFEEE,;

Peak Capacity: IEFE, HSHIHFAREIEAFIEZERNHE, —RERXT, YTEIEREE

120min 3, FAIBLBIESEME 200 LI E, T

1 ———
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Median FWHM: HIEFERIPEL (min), IEERMFRAREIERFIECENFIEST, —IZERE

0.2-0.3 B9IEE, KTF 0.5 WKEREEFMEETE, TEEFIL. ;

Median Peak Width: IEEEHIPAEL (min), ESRIIHFRERELTERNFIEZ/GHIEE;

Cycle Time: {B¥ATE];

Data Points per Peak : BMEREREIER, —MR 5-8 M, KORESREERERERE, MR

RENREBSSNEEERSERERD, FAFARUS T, 5-8 BHAIEETEE

Number of MS1(MS2) Spectra:

Gradient Length: E1Zi8ERHL,

3) XIC Extraction Width:

User Window Selection

I ¢ High Accuracy RT prediction @ Linear RT prediction
ction

A OO YO anmwas
Liaald .

Delta RT (predicted - measured)

—— Default Window Sele:
T

REFN—FK (ZR) EEEE;

=)

+
100 120

ETF iRT BHFFIE, WEATLSHRAEREORE. BeRrNERENER, EeRENA

BORE, I8XrNEAUERERNER, SFeRTIFEEFEENEER, BRATRESROTITR

BREORE, RITLER, KBOEHESHE LA, RBGEHEIEIEE,

4)  Ton Mobility Calibration:

OMICSOLUTION
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kon Mobility Calibration

[C# AT Fephdes
18 =

—— Empincal IM = f(Library 8} = 1.01 x Library IM + 0.00 |
T T

16 £
14 &
12 +
10 £
ne
08 £
04 &
0z I
oo

Empirical 140

T T T

t
(1] 0a

0e

1.1 15

Library 1/K0

1.0

BFEBE (lon Mobility) FFIEMZ, ZERR 7 EEEHIRNAE FERERSHETINATE

FIEBRZERIGNAR. dBNRREERIRIER, ESRIEMZU ST RREREATRT,

SRR RS,

5) Ton Mobility Extraction Width
e __ Preacied lon Mobidy ———_ User Nindow Selechion  ——— Defaull Window Sslechion |

E 015 FIREITIRNT Y v ki T T T L e T S TR

£ 010

3 005

{ 000 4

g

> ]

& 005 4

=2

B 010

!

Fosi + + + +- + + + + + +
07 08 09 10 11 12 13 14 15 16

1on Mobility (1K0)

ETHRHEMFIE, SUHRANEREORE. BREFNERFRENREE (BEXHIBERT),

BeRTREENEENENRER, SENREFTIUNENER, BeERTREEIROHATRAR

BORE.

6) MSI (MS2) Mass Calibration:

= with calibration
= without calibration

= with calibration
= _without calibration

t{ Average Delta Jopm|: 2.81

30 £ 30
20 - 20
10 10
g 0 § 0
10} ’ 10 £
20 § 20
a0 % / 30 4
-40 3 ' . 40
-50 } } } 50 }

Average,Delta jppm|: 2.87] , "
£ 3 B :
R b ey

20 0 20 40 60 80 100 120 140
Retention Time

'
t
1000
miz

'
0 500 1500 2000

Br—H (ZR) REFERRRRIR

= =|

I==RES

E5h, BRAKIER, I8NFIER, REETOHEL

OMICSOLUTION

45



OMICS OLUTION

tiﬁ%ﬁi%*ﬂ'&ﬁ BE/AEJ Shanghai Omicsolution Co., Ltd.

10ppm LINZHBRIEEER, RBARIEHIREERTIRS.

7) TIC Chromatogram/ Base Peak Chromatogram

intensity (10*9)
6 4 m oW e oo @ a
“'1'-“_-
221 |
5

MS1 BEFREEE/REESFREEER, 58 HEarREEFREEFRREINEESS
BERIELE. BMAITTEHIENE, ARTAERE, HIIFEEERTREINYISIS .

8) Analysis Log:

IERTEESTRIZEE, MRBETLBESMCREEIHERRRMER.

9) Ton Mobility Overview:

16 £
15 £
14 £

132 £
g§12f
= =
811 E
S0k
09 £
08 £
07 £

} '
1400 1600

BT IRRGRE, BRrBEAIRES vz BRIXR. T4FRTESR) DIA XEEM., 45 MSI

(=2, TFATF DIA AL FIEEIIE,

e
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b. WFE—KREETF:

Hbh—\REEN, £EN222/KREEF

4 [01) LYY-2COM r:gg// “ || UpperPanel  MS2XIC Alignment - Lower Panel  Peptide Data Match (POM) Plo
4 [ (350 369.8) *222 Precursor \ —
4 (~|000244 - _YDIDLPNKK_3 "J = COMR1 = XLR1 = COMR2
+|@3s3201 mz Qualue = 1.86e-04 Qualue = 5.04¢-03 Qualue = 1.585¢-02
e | g : T : £ I
o fy! b P i 1 !l !
e e, | MBSET B B i
+ . HRHRAE 2 90 g B i
» [y3+ -NH3] - 372.224 mv3} F, BeaEn - i + g & H
o [yde -NH3) - 469277 m/4 m’azﬁi P ? 40 + :H B + B :
o ly6+] - 714,415 miz BETFET| E pod o 0 ] E b y il
~|000264 - RFDGVQDPR_3 722 Nt/ ATy Y , )
000299 - _LHIVQWC|[Carbamidomethyl (C 0 1 o B R TR A HY 3
<|014974 ~ _SGGTALHVAAAK_3 0 5 10 15 0 5 10 15 0 5 0 15

R E O E R S 75

1) MS2XIC :

000244 — _YDIDLPNKK_.3 — PEP =7.171e-04 / Qvalue = 1.86e-04

— [y4+]-486.304 m/z [y5+] - 599.388 m/z
[y3+] - 389.251 miz ——— [y3+-NH3] - 372.224 m/z
~omee [y4+-NH3] - 469.277 miz =—— [y6+]-714.415 miz
25 £ - v : T :
i §l
20 1 i i r
& '
B ) -
e 15 4 { /¢ 3
g 10 F ’.’ i 3
E 7 b D
51 A .0 ) it ]
o Ia /‘\/\ : (A A Prodis
T T T T T T
38 39 40 41 42 43 44

Retention Time

ZEETHZSENRERZINER B FHREIEE, WATRRENRE, AMRRIERE, BEE
HOTRNAIRERE, SEELESINXKEERMHINZIMERNERSEE, demitEESEEREN
BAIE, REHRSE., TENNHRATEENRRBE T, E&RIIEABTFIRTER. 5% &
RBFXF, ZzEBB2ER, EERETWETHEREYF, EttERBETFHRERAKRE,

2) MS2XIC Sum:

|
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000244 — _YDIDLPNKK_.3 — Peak Quantity = 16056.149
—— 369201mEz

T T T T U T T

o
o
!

Intensity (1043)
W F
(=] (=]
1 1

0 /:-\\—AJ\ . }

38 39 40

42 43 44
Retention Time

BRTEER MS2 XIC PHEABEFRIESBEIMIHEE TXE PRIt EMZEEREKERIKF
REE(E.

3) MSI Isotope Envelope XIC:

000244 — _YDIDLPNKK_.3 — PEP =7.171e-04 / Qvalue = 1.86e-04
= mono-isotopic M+1 == M+2
----- M+3
T T T HLL T T
i
500 + i
i
- ]
$ o+ i
) il
- -
g 300 4
200 +
E i
100 + n j '
’ Py
0 I + A + - ; ;
38 39 40 41 42 43 44
Retention Time

ZERRFEMRINEEFURFERSHN/ I EUEEEFRIGIEE.

4)  MS?2 Intensity Correlation:

[—— Predicted —— Measured |
- — — —— — — —————
I ,Iy3+-NH3] ]
10 e
v6+ ]
v3+]
i 05 : 4
(]
5 i |[§'5']
E o i fré—hH3t i
S I 1 i i I
€ 05 1 .
10 + .
4 t + 4 t t 4
350 400 450 500 550 600 650 700 750
miz

ZERREPRIRRS AR A B FFESTINNFEREZEREX Y. dERRIRIESE T A

e
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BRETREFEST, BEAREEINERRBFAEFEEST, THBEBFUELET.

5) MS2 Isotope Envelope Correlation:

—— Measured —— Predicled

15 T T T T T T
101
T ] 1
1 1
% 1 1
g 05 4 1 1
1 1
E i i i
2 i i i
E 00 | " i
© H i i
= i
i
05 i
i
L 1 i
w0 F - - - - - = -
350 400 450 500 550 600 650 700 750

miz

1B KERXI N RO B B F R E R RIES M SRR EEN AR BREX . deRIBES

EEMUHNERET ReRREEINRRET THBEFLUELET.

6) PTM Localization Plot

_AVRPPAK_
T AVRFPA
4 ©1085- AVRPPAK —— b6+ 364 —— b3~ 305 yo+ 253 y5+ 230 v+ 156
# () Confirming lons: 20.2 —— b4+ 155 bS5+ 145 —— y5+-(+HI*N): 125 —— b3+-(+H3+N): 12 —— yB++ 0.96
o (A —— b4+ {+H3I+N) 057 Assay Fragment
- -B2 0 180 . -
~ [R]- b3: 425 i0e
~ [P]-b: 212 L 3
o [F]- 5 145 g 1204
»~ [A]- b6 364 < 100
o [V]- y6: 35 g o0 4
 [R]-y5: 365 i 60 4
» [P]-y4: 156 40 4§
-~ [P 0 20 +
~A-y2 0
K 10 1" 12 13 14 15
%) Refuting lons: 0 RT
200 F T
_ 150}
&
P
e
2 100 + H
g yd* b y5+(fH3+N) |
50 H .
H
° P s P — | — ;
300 400 500 600 700
miz

ETEIEREINEMFE. DURTEERREERINER BT REMTOE, LAESEEEEREM
RERERRR, ARRRXINANEE,

7) MSI1 (MS2) XIC Alignment:

1 ———
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~
-/ COM.R1 = XLR1 2 COM.R2
Qvalue = 1.86e-04 Qvalue = 5.04e-03 Qvalue = 1.585e-02
0t § H H
& : 3 i
g oot :
S il
foq : P it
£ h i
E24 )\ § ] E i [ 5 )
o LAEAL | T ARG S A
L anans nasasasans ) t + f +
0 5 10 15 0 5 10 15
iRT IRT
v

BNEFRLER MS1 (8¢ MS2) BFReEEEREHRTNSmER, ETHTHRENT.

21

8) XIC Graph:

= mono-isotopic M+1 === M+2
———- M+3 —_— 4 y5+
S £ ——— y3+NH3 ==== y4+NH3
—
100 1 MS2XiC 1
§ 50
E o
°
§ -50

-
=]
=]

LB MS1 F1 MS2 IS FRBIEER> T TES, LFEoERSHFRT MS2 BFREiEos T,
TERoERSERT MS1 BFREIEST. EFTEER—Fm MS1 1 MS2 AUEIER—E4t.

9) iRT XIC Sum Overlay:

Quantification — 000244 — _YDIDLPNKK_3 — CV (Area)=0.27
= LYY-2COM.raw =—— LYY-2Xl.raw = LYY-3COM.raw
LYY-3XL.raw LYY-5COM.raw LYY-5Xl.raw
— LYY-6COM.raw - LYY-6Xl.raw = LYY-7COM.raw
= LYY-7Xl.raw LYY-8COM.raw o LYY-8Xl.raw
= = LYY-12COM.raw = LYY-12XlLraw = LYY-13COM.raw
S —— LYY-13Xl.raw = LYY-14COM.raw = LYY-14Xlraw
;200 T T T ; T T —
150 + ! E
§ 100 % /’3 3
: 50 % A E
3 -, — e
{0
iRT

SRR ERRAY XIC BIBEERMAERTIDMER, BMATREIARR iRT, EALIGEER
R SERRAYREBRTIE), J3{ERHTREmMIAIRILLRS.

10) MS2 Intensity Alignment:

|
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Target

= [y3+]- 486304 miz (=23 [y5+]-599.388 mz
'=:23 [y3+]-389.251 miz == [y3+-NH3]-372.224 miz
==y [yd -NH3) - 469.277 miz - [y6+]- 714.415 miz

120

ggg;@_unnﬂnnnnﬂﬂﬂ
G LELERILIIELULE

Area

i

Uﬂﬂ
ik

ZERR T IRERREARFERTRESHREYE, FRNEFRT RN R, SREFPARER
AeRMANAEREF, EFSERARZERBFFEE. BEZERI LIRS ZHHREIRRERPE
SHES.

11) Cross Run RT Accuracy :

=-=-= Expected =2 [y4+] ¥5+ =0 [v3+
= [y3+-NH3] 0 [y4+ -NH3] = [yﬁ] —— Apex
XIC Width
14 =
12 +
[
€3 i
= 43
2 3
0
5 10 15
Run

X HETRERRNER/un, FRENRBRRETRRNNNERET, S1ERNERRNER
BTHIESERE, YHAR RT (RENE., BOENSERTIRN XIC RIERE, REHNEEEUR
{RERRTIE), FEERILARSRAIEXINAVREERE. BIiZE, LR AR m/run FIEREAIE
ERER.

12) MS1 (MS2) Spectrum at Apex:

________________________________________________________________________________________________________________|
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LEZEEYMRBRAT

Retention Time: 41.01

e
L -
== =

100

intensity (1043)

Ssalosatiostanalositonsd

LS ]
s oo

e

+ ¥
300 400 500 700 800 900 1000

600
miz

ZERTRRZMRERIEESHEENTIREER AR MST (MS2) 1EE,

13) Peptide Data Match (PDM) Plo:

Basic Settings [ .
" R
Show Tolerance Window [ - Ion Count 5
Show Calibrated MZ ] 5+ CCIIIIE O -Tern Tons MS2
_YDIDLPNKK_ P
Peak Label fon - A ¥-Ters Ions (ITTIIITD ¥
Show Mass Error in Th v 2 5
A 200 T T T T T T :
Fragments Extended Library Fragm g 150 [LULIES) g
Minimum - Maximum Length 1 -8 v g 100
TR T J T * NH3 bk 6
5 500 M+0) Eo
S w0 200 300 400 500 600 700 800 900 1000
2 300 mi
? 200 M+ 5 001 T T T
E 100 E_
P 3692 3694 3696 3698 3700 3702 3704 i 001 + : 4 4
MS1 miz 200 400 A7 600 800 1000
BRERERT

ZERR VIR EE FROERER, REERNLEER. NSRRI A —RIgE,
AMERTZERS AN —FEE, URLCERNEEIRE (G TEE).

14) Protein Coverage:

I Gvalve <001 E Qualue<005 Gl >005 Key Value
QU Assigned to other Protein Group(s)
» Database s
D) oozt - Runconpecs: I | . oo
1 MPKHEFSVDMTCGGCAEAVSRVLNKLGGVKYDIDLPNKKVCIE UniProtid 000244
[——— ]
Protein Name ATOX1_HUMAN
44 SEHSMDTLLATLKKTGKTVSYLGLE
Protein Description  Copper transport protein ATOX1
Organism Homo sapiens OX=9606
EANSERFS oo e
Protein Existence 1 EEEE@&E;‘J&
4B >
Sequence Version 1 3&@4"593%#1?
FASTAName swissprot_human_201804_validated
FASTAHeader >spl000244|ATOXT_HUMAN Copper transport protein ATOX1 OS=Hor
‘4 L m | »

|
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RETRRERFTBNEALENESRE. FeERRNRERFIIRLRLIPEERIRIBERF
5, FRNFBRTEEHRAMER (FOR), FOBENMRETEENIERERS, FOR BT 1%;
BEBEAIERTEERSE, FDR(E/NF 5%, dBEEAIPKERNESERIE.

MTERBEFERERSMBREETFEARRI, EXERAHFER.

5.2.4 FNHTORGERIRIE

Spectronaut JLAHTEEER. BEaRERE, BEMTEREEN, WRIFRRGEMEHIER
NEe, AL TFERIET.

< AT EISIERTAR

EAEMRYEERFIEPENAIRREEF, AlRFEOSEZRIFMEEER. fia0, &%
"MS2 XIC" BILABREIZMERS AR FiBIEE, SE RSB AR AR Z BRI M AT
ISIE, FTLABIRMEMMISRERELHTET. BXZ/E, FTEEHIE Qualue, FRITEAMRIEER G

IZIRERH BB R R ENZE, SRIBZIEBREFNESIR.

1 ———
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21| UpperPanel MS2XC - Lower Panel  MST Isotope Envelope XIC -
St [+ s - s >  ADAIS3ZAL3 — ATAVLVR_2 — PEP =2.569¢.02/ Qualue = 8.138.04
ﬁﬁ/\?—ﬁﬂ > 365235 miz — [y5+]-557.377 miz [v4+]- 486340 mz —— 3+]-387271mz —— [b5+]-456282 miz I
e () ADATSLAOMT — EP_ == [y3+-NH3] - 370245 miz
TRIGBRIZARE (=) ADATSAAIZO.A0AISS 900 T T T T T T
oy ) 800 ¥ H AEZ N - T A,

FEWRIY > e LB TR

oca e lll sl A ¢ NREREEEXCEE

) g Il

[33-451] - 31 Precurser | ||| T 500 & :' i

[451-469] - 33 Precursor |~ gloo- [ |

[463 - 487] - 44 Precursor £ 300 & " : .

[487 - 505] - 46 Precursor 20031 i '\ /: \

[505 - 523] - 48 Precursor 100 i Y FA ¢

[523-541] - 47 Precursor 0 PY WL AR A

[541- 559] - 66 Precursor A PR

S Retention Time

577 - 595] - 68 Precursor

535- 613] - 71 Precursor ADA1S3ZAL3 — _ATAVLVR_2 — PEP = 2.569.02 / Qualue = 8.138¢.04

[613 - 633] - 73 Precursor

—— W2

s i
¢ i
=
2 i
b~} 1
3!
o
E i
il
I
i
\\\ o
Aty

21

Retention Time

Unique precursors: 1.919 of 1,919 | modified peptides: 1.368 of 1,368 | peptides: 1.108 of 1,108 | protein groups: 482 in the expesiment Qvalue <= 0.01

& 1EXIC FERIPE— M RRERIIE

() ADATSIWZFE ADAISAAING — _QATAGVLASGK_2 ADA1 oT[.] — _ JER_2 — PEP = 3.506e-06 / Qvalue = 7.072e.07
b () ADAISINOTS ~ LVFVINNSTK 2 = Tasnme: BE+-63627Tmiz —— [y6+]-0B6 410z —— [ya]-565240mz —- - [b5+]-565241 miz —= 7+]-900.368 miz
> (=) ADATSIXESADATSAAKY ] — _MEIBADSLYK_2 600 T T T T
» (=) ADAISIXEZ6 - _STAGDTHLGGEDFDNR_3
, (=) ADAISIXBTS.ADAISIXUR]. ] - _AYGGVLSGSAVR_2 L 500 +
» (=) ADATSIXCM3.ADATSAAICT. | - _LGLSAVIM[+16)GSR_2 5 400
b ()AOAISINCVE — IPSTEEIADR 2 g 1
> (=) ADAISTUITADAISAAL[ ] ~ VPLLGIWGGK_2 > 300 1
> () ADAISIUCEATAISIVSAL.] - LM-16JEVHGDYSEDVGVK_ 3 i
z ] - _SSILKPEVM[+16).2 £ 2003
> (=) ADAISIXG! 08 — _VGDIM[+16] 2 "
(=) ADATSINGIFADAISADCOS — VGDIMTEENK 2 100 +
> @ SIYNY ] - T 3 . . __1 Ay A 0
> (=) ADAISINSVAADATSIZHTG — _ELASGLAEVIK_2 . 31 32
() ADATSIXUIT-ADAISIXUGL.] — _YDEM[-16NDAM[+16K_2 _— Retention Time
> (=) ADATSIXUITADAISINUQL ] ~ _YDEMVDAM[+16]K_2 -
. (2 7] - YG GER —
l« (=) ADATSIYSATADAIS3YGU] | ~ _TREGNDLYR_2 f”// ADA1S oTL.] — 16]ER_2 — PEP = 3.5960.06 / Qvalue =7.072e.07
] = _NCUDFAMETERVAR_Z

> (=) ADATSIWZF ADATSAMNA — _QATAQVLASQK_2

b () ADAISIXOTI — LVFVTNNSTK_2

b () ADATSIXTESADATSAAKY ] - _MEIAADSLYK_2

b (=) AOAISIXEZE — _STAGDTHLGGEDFONR_3

b (=) AOATSIXBTE ADATSIXURL.] ~ _AYGGVLSGSAVR_2
» () ADAISIXCH )l - _LGL JGSR_2

b (<) ADAISIXCVE - _IPSTEEIADR_2 g 3
b () ADAISIXIITADATSAAIL.] — VPLILGIWGGK_2 = 1
b (=) ADATISIC SIYSQl.) - LM} 3 E

b (=) AOATSIXNREADATSIOC]..) — _SSILKPENM[+16]_2 E 4
b @ ADATSADCOS - _\ [+ 18] 2

b () AOAISIX 09 - ) 2 1

> 1- T8

b (=) ADATSIXSVAADAISIZKTS — ELASGLAEVIK_2

> @ ADAISINUG.] = _YDEMI+16]VDAMI+161K_2 — I
= L] - YDEMVDAMI-1GK 2 — ntion
> @ ] - JER_2
\:‘ - ADA1 9] — [+16JER_.2 — PEP =3.596e-06 / Qvalue = 7.072¢-07
AMMISIGNN o W ADAMIGEIR 2 [—— mone-isolopic [2s] = W —— e ]

BEHP— M IREEF, FANNERETEOPSIINER MS2 XIC B, FATTLBERIREBNRE]

HREPINE—E, MREEZEEIEEAEPE_NE, WEBRBES_NEEL, BrsBrnhF

OMICSOLUTION 54



tﬁ%ﬁi%*ﬁ'ﬁ;ﬁ EE/AE,I Shanghai Omicsolution Co., Ltd.

ERR, R RERNR, ZBRNNAENSEE— MR AEFE—ME, ZIRNER L8R
B—NINFE, £RFEEL. BRZE, FEEMTE Qualue,

mMANDES E @

Analysis  Post Analysis  Report Pipeline  Databases  Setiings About
Yo { | AddRure X
Remove Runs “|| upperPanet  Ms23C - Lower Panel  MS| Isctope Envelope XIC =
M 16]TSGEAVK_2
Map Missing Runs [K_2 ADA S4COT[.] — 16JER_2 — PEP = 3.5060.06 / Qvalue = 7.0720.07
Re ulske Qvaluss k2 o0 [—_1v6+]-723.308 miz = LyS+]- 836 277 miz [vﬁ']‘~9‘05 410 miz_—— [y4+]- 565 'Zlﬂmfz """ D5+ -5552£|mc: === [yT+]- 909 388 miZ
Refresh Post Analysia |
SAVR_2 o 500 4 ! ]
Re-axtract all XICs - E §
PIE)GSR_2 e i
Expart Experment Setings £t .\
Order Runa By N o || & 300 3 i ]
HGDYSEDVGVK_ 3 i
Group By. » Mi+16]_2 200 3 i i A 1
) ADATS EENK_2 [\ fv
Reset All Peaks S I A 14\
) ADATS (2 100 4 f\\ \ h LA\ ]
( ¢ Comait Libraiy Change: h/PSHAR_ 3 ) T i N .
(= AoA1S (2 o . - L y A
St Swess 2 28 20 R 30 2 2
(@AM Save 1o 160K_2 ¢ *
( ¢ X
?xL Export Al (Crl + R) |§1m_2 AA SACOTL.] — _ 16JER_2 — PEP = 3.5060.06 / Qvalue = 1.0720-07
@00 | sumign lsven,_2 | —) T —— T ]
(=) ADAY . 6 £ T T : g
(<) ADATSIYDPOAGATSAAWTS = _LAVNLIPFPR_2 p
ADATSIYEM ADAISIZWE! - _LLADDLFLAK_2 e
ADATSIYLLEADAISACAST - _FLPDKAIDLVDEAASK 3 : 44
(=) ADATSIYYS21L0SG48 - _APGVATPVIVR_2 2
() ADATSIYYMS,P4088 - DATDDFEDVGHSSSAR_ 1 14 ]
() ADATSIZ2H2ADATS4ARV] | - _RFDSEVSGOREVGR_3
(=) ADATSIZTST.ADAISBOHA - _MIs16]VPFAGWSMIs16/PIQYK_1 - 2 \ 1
Gualue -2 1 N\ \
€ Value ¢ o0t 0 e AT, s N L Yo 1) A
Remove Al Fikes 28 20 30 n 2
7.451 Paphdes remaining | 225 Peptides filtered Retention Time
Ursique precunsors: 1.919 of 1,913 | modified peptides: 1.368 of 1,368 | paptides: 1.108 of 1,108 | protein groups: 482 in the expenment (Gvalue <= 001
FaEZaEm— MR
< S i I"AA
l =
Library Analysis  Post Analysis Report Qc Pipeline Databases Settings About
| imtest, e % e x o “rx
4 [ (] HOQ_TPIB1201288 raw = " Upper Panel  MS2 Spectrum at Apex - Lower Panel  MS1 Isotope Envelope XIC =
4 [7[350- 375] - 3 Precursor
4 (f)ADATSIZALI — ATA. Retention Time: 33.42
> @525 mz
el o a0 . T T T -
Toggle Accept (A)
Toggle Reject (R)
Acceptin All Runs (Cirl + Shift + ) E
Rejectin All Runs (Ctrl + Shift + R) ]
Fiefine Fragment Selection (F) E
Comment (C) a3+ E
¥6- i+
|Tl A ] | PP s
ResetPeak ' Y t t
100 200 300 400 500 600 700 800

[541 - 558] - 66 Precursor
[658 - 577] - 50 Precursor
577 - 595] - 68 Precursor
[595- 613] - 71 Precursor
[613-633] - 73 Precursor

miz

ADA1S4A0MT7 — _EPEPLKEIR_.3 — PEP =1.987e-04 / Qvalue = 1.942e-05

s e o BT M+3 ]
[633 - 653 - 58 Precursor - - - : .
653 - 673] - 79 Precursor 301 k|
[673-698] - 68 Precursor :
1698 - 723] - 70 Precursor 5T E
[723-748] - 86 Precursor S0k E
[748-773] - 70 Precursor E
[773-798] - 63Precursor £ 15 £ H E
780 0V KA Demmirmne i
‘ v Eaed : ) :
Qualue ~|® k) L‘ !" |
s 1M W& .
[ ] «vaes 00 LI Al g7 | Y b
Al Fiters 30 36 38
7 451 Pepfides remaining / 225 Peptides fite Retention Time
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»_§ Orbxtrap Fusion Gradient Length
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5.1.6)
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1) Data Points per Peak (B MEXREMNEIER)

OMICSOLUTION 59



OMICS OLUTION

tiﬁ%%i%%ﬂ'&ﬁ I‘SE/AEJ Shanghai Omicsolution Co., Ltd.

Datapoints per

BNERENEIER, EPEMITAZ M ERTHABFIIRSEE, AERESEIMERET
FTRENRIEE S, TeREEPAE, —k 5-8 M, KOREREEERERERE, WRXK
ENREIZNSEEEREEHNERY, UAARHSHET, 5-8 RICKIEEREE.

2) Delta iRT {REBRIBIER:

T
H H

Delta RT

+ + + + +
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BT iRT FNAIBKER (R BB B EIFISERMEUZIRIRRER (8K iRT AAER) fREBRYEIC/AAYESR, B iRT/RT [
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3) Fully Eluted
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B Peak Fully Eluted
120

% Fully Eluted
a
2

BMRRTHIZEARAEN run, NIFRRAIZENEDN un PEERIRIRFEEBHRIEERIRNEN
EEBERIBRRATEAILLH, ZtLhlESET. tHMERIBARIRENEREYT, BRENS.

4) FWHM. Full peak width at half maximum (FUEEE)
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ZEEREMERTREEEFRFIERESH, HPESiras M MRThEE A AENRIELEE, 4
MMUREPEMUIREEFH M, BRBEFIERS T, LBR/EREPAEL, —iR FWHM PAREITE 0.2-
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5) Gradient length BIEHEERHE

|
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iz, EMIEATRERER, TR RAEARIARIREXINAYRERE, RT 2RIERIAR

177 IRERAYBIAVEEHE, Retention Time FE/REYESCARAYREBRTE], MEIREBIERZEU. TLAER LB
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7) Peak Capacity. EIERE
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REHIEREREAT 200,

8) TIC (Total Ion Chromatogram) EIEEEFR

Intensity (10%9)

FErAEERNBEREFRE (RRIESBRENES THTHARE, FEEImE TEIERE,
BXAREE—KRIEE, BEKEEETEEFREEN, SR RHNBEFRERE.), BAeR
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RHIERSE, NBIFHERE, FREABAFRAEFR. HIBEBERTERIEE5.

9) Area. —ZIEIRIEHETR

Log10 (Area)

s , . ; ;
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Time

RERFE— R K FREER ST, BT RERER, Homli—%, RRAREREREGEA
M, EHRRRRISRIEE IR .

10) Mass Calibration. [REFTIELERDTH

MS2 mvz Accuracy before Calibration --#-- MS2 m/z Precision after Calibration
MS1 miz Accuracy before Calibration --#-- MS1 miz Precision after Calibration
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11) MSI1/MS2 Mass Accuracy. MS1/MS2 /KFEHREFREE
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12) Identification $ELERD T
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TEARARRSLIRAIZA run, MAFRARTRIAY run PEEZIRIREREET. BER. EH group 9218
D, ZEEERBUKGHETHEIEE (INERY HeLa HUIEE) HTIEERN, SERNAK, TLUKR
3PS

13) Sensitivity. REUE
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TR AARIRIIGIEA run, HPAARARIRZAY run F7 Qvalue < 0.01 R THRBESHIBR.

5.4 Post Analysis—DIA EHEEIT R HITRERGAEREEE

WANDESE &0

Library Analysis | Post Analysis Pipeline Databases Settings About
eLYyY «»
[« Analysis Overview 4™ SIHTHEREE fvg Profiles 25432 0 40,343 -
\ [ overview Precursor 25432040343
Data Completeness Modified Peptides 19,585 of 30,138
Run Identifications Peptides 19.282 of 29,575
Coefficients of Variation Protein Groups 277903805
Cve Below X Proteins 285703914
Normalization 4 Sparse Profiles 343100140343
" Sarr:le Cofrelabov! Tee Precursor 34310 0f 40,343
4 Scoring Histograms 4 fgﬁﬂﬁ; Modified Peptides 26175030138
Label Free % 77 -
Peptides 25723 of 29575
{oioin £ Protein G 3,306 of 3805
Protein Pralue Histogram F'“"" o i
4 Analysis Details & ﬁ*ﬁ-ﬂ"ﬁ oS - " a
4 Full Profiles 14094 0f 40,343
Binned Identification
4024
Binned Coefficients of Variation Precursor 14094 ol 40303
# Differential Abundance 4~ Modified Peptides 11.278 030,138
Codidatos Peptides 11107 of 29575
P-value Histogram Protein Groups 1772663805
All Comparisons Histogram Proteins 1.8240f3914

Analysis Overview

FEZN DIA FUEOITERINEE N EE, Overview FTERWUSTFEERESLS, Data Completeness

FATiFl DIA HRAVEHEURRE, DRERBET. ImIK. ZERKFS). R Grouwp KFHITRT:, 8

1& Recovery (DIA BANSLIGAIENISIRERER HIEEFEPENISREIERILAI) F1 Completeness (FTE#HE

AAVERHEIREERIF 9802 & DIA BNLIETELEMLLE]) FMER.
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Precurser Profiles
74.1% Data Completeness

Nr. of Identifications (1043)

1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 9
C ive Runs .
g

Recovery B, #4459 DIA BRRSANHINFRS, ABIFARINETRKF (NBEF. ZI60K 4
BKFF5I. BB Group %) RIEIE, TEE Full Profile, HHETRIZE (AIELRIBRIFMES RS
EZIRIENEE T BREREER group RIZEE, lEESAHEBKUSZHB RSB MEMEE RIFTAE)
L1879 Sparse Profile, B TRIAFE (RIELLEIBRIFMESANFRITEERRENEET. KEREER
group RIFEE, FEESAHEMKMSZHESZFANSIE). MEMRERL, NWARSLRESHIUNSIEAR
PENEREYFESEEN, EREUESFI—EY EABUERSErFEERDSELAEEER
AU,

Completeness [El, HAMREMRKEAIEE (41 X=0 BEFRZAIE XRIELY 14,000 NMFEFERMEN
9 18 MEARP L EFLSTEER], ZEUEXIRIZ Recovery EIFBIARE—IRIEEIET) , MR RIEETEIK
(BT, BIREK. fEBKFSI. &R Group F) RIEE. GRAEN 0 ERBARMSHYT, AR
ESMUNLRARSBNFRENFEREEI, EEREEIRAREFAERSHEINERAEE.

LA ERMERR RS G SERRSEIRIT RIS, FAR—ARRANREK > —ElisT.
1) Run identification

MR B, SIESET. IS, SMUFF. B group KTHITL,

e
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Precursor Identifications

E=m Complete Identifications =2 Shared in 250% of the Runs
IC—2 Sparse |dentifications EEm Unique Identifications
T T T T T T

Nr. of Precursors (10~3)

Complete id REBEMERPIIRLINEMERIENE, Shared in>50% of the runs B—FFEFRLAEEZRIEMRT
BH (KHREEE, BESBRAREIEITAILA—HITE) , Sparse identification BI/91% 3 HRAVIRAEMLER.

Unique identification BIJ9iZERAVHBELER.

2) Ranked Protein Groups

9 .
8 ]
7]
z
HER
]
g
2
S 5
£
3
H
a
2 4
3
3 +
*
2]
1
.
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Rank (1043)

ZEISBLEEIRY protein group IREBHTEEEFHTHIF, BMATRTHIFNEFS, NTRTZ F
S EYNNEANEEE. TLERNMEBEES M ER LUEENN T8I RERER. B, &
AL AERRERRNETAS.

3) v

CV (coefficient of variation) BIZEREREL, BFHLEIRP2ZMNWETHEE, MEAEEERNES
|
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., Cv i\, ARNESHELT, EENT —EERMFEAWIRRER, CV2EtRES, FrAESuH 78R
IR, ERINIE CV fEA—NEIkiEiR, AMEEEMEEK, CV 2BU5RA boxplot, density & BelowX ARE
I, Erh boxplot #1 density FrRIARIENERE], BIXMNAENFEREEFR CV omRES[EL, M BelowX

NSHIHETBAFRERNEETFHRER 20%, 10%CV RIBEFRIEE.

Precursor- CV Distribution per Condition
vvvvvvv COoM X

Condition

4) Normalization

FOE R —RRE S M TIEELMRIE LHI—EE, BT EERERERRARNIFR (18
BSFENLEFE) HIESHRARE, BRLFMNAHITEAREREERNIT—H EOARER local
normalization, BMRETEHATRIARS EQRNEEESNIZLT—MBUEIKFE, NBTERER

FERAHNES).

e
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@™ ~
i

o

w

Log10 (Response)

]

original response BB RIEA—H ZBIZ AR EF NN BE S, normalized response &
ETNRII—WZEHNESHEAREMGEE SRR, R normalized response B A AEDHFRIVES

SEREYSCIL T BEAERERIEASLERE, BBAERSAILUASEERTA.

5) Sample correlation

FrAEHERTEEFEEEXN. BTN M RO BIRTRIEES MEn, ERERS B
1THER. Eitt, ANERIEXENS, ERoEBNEXEHEERSTERET, A6Xk =EHE

K, BEFRTEXMEENRE, BMEXERICEEREN 0.75-1,

b.  Scoring Histograms
________________________________________________________________________________________________________________|
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IFOERERTEREHAIEERRTOER, ETHEIERTRE. X—BoFFEEIXRE, BRIE

HI CV EFRBIASE BEEEESFHIDARHER, FAITLATBLEDER Decoy F Target IS RS

B,
BANBDBSE @D

j LYY-2C0M.raw @
oz  [E=Teme == Deco CD o [E=Tomet e e
B ¥ Scoetes - T E - - > - - - T e - aan
i LYY-D0w 5 ]
§ LYY-5COMraw
i LYY-50 aw E =
i LYY-6COM raw
T LYY-6raw & 5
i LYY-7COM.raw
i LY 1 .
B LYY 0O 01 02 03 04 05 06 07 08 09 10 00 01 02 03 04 05 08 07 08 09 10
4 Avelysis Details B LYrE - Intensity Correlation Score Absolute Delta iRT
Birned Identfication § LYV-1200Msaw
Binned Coeficients of Variation § LVY-120rew [_Eﬂma(edNuﬂstb Ution —— Target @ (= —— Sensivity (Svaie) ] @
4 Diffecential Abundance § LYV-1300M oo D |
Candidates § L3 10 v T 10
e kg j LYV-14COMraw E o S |7068% Senstnay at 1% QValue
All Comparisons Histogram T LY 180w 0565 Cscore at 1% QValue M
GO Enrichment 6 % 06 S
GO Clustering . & i \\
Volcano Plot & \
2 02 Y
0 3 00 + + =
02 03 04 ] 06 07 08 03 04 05 06 07 08
Cscore Cscore Cutoft

Label free: 75 run 2 Target BRERAN Decoy BAERRIMAVEE N EEAIFREBXME. iRT {RERIIE

IREEXE, MREETFHHIER.

== = ey — Evimaea i Gabuin] ’

2500

2000

§ 1500 |

1000 4

s00 |

EOSERFIDE (Protein FDR, EE), 1EMIREEHR group A9 Cscore BIEBANFES, MLIREXT
NESD TEH group HEIED . LLEBFRR Decoy FEREEZIRIER group, KB Target FEHLESER!
HZER group, EEAIEDEIARNEPREESENER group BMEAMEH. BINZERE(ITLIEWRNE

ZIfBM FDR BHETER group BFDENREES T, LAIHAEEERIITENL.

I ———
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Protein Pvalue Histograms (F5&]) BIER group A P ESIER. BEA_LEE S A P BEREHXIE.

C. Analysis Details

RT based IDs grouped by Condition Log10 Quantity based IDs grouped by Condition M1Z based IDs grouped by Condition
== COM =3 X == COM =3 X (== COM =3 XI
06 - - - 06 - - 07 T T
06 +
05 1+ R 05 4+
05 4
04 1 04 +
04 4
a a =]
H H 2
g0 g 00 E
3
4 o« @

03 4

02 + 02 +

02+

01 01 +

00 0.0 00 4
;12 [B5;46]  [69:80] [0;08  [25:34] [5:5.9) 1350 ; 479] [866 ; 995]

RT Buckets Log10 Quantity Buckets M/Z Buckets

ZE D BIETRERTE. EEEM M/Z IIAE condition FEH group HBHIT T HLt, HEEIRD B
ETRRIRXNAVREERE, EEER WZ fTEE, NLRETRYINEERIERRILLE. XAERAR
condition FHIRAISIRER (FPINRIEFMBIEMLSE) RUHTRIFNSE, ERNEEEERBMTAER,
FRLA—RRIRADKiE, 20, Binned Coefficients of Variation FRTAIRERRED T, EIRFRIR 7F1Y

TRRY, HtSEHEEMN.

d.  Specialized Workflows

1
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® Soectronaut - ] *
Library Analysis  Post fnalysis Report Fipeline Da(ahases Settings About
g 20200429_| FQBench-directDIA_SN14 LI
4 hnalyais Qvenview | Homa sapiens Saccharomyces cerevisiae (sirain ATCG 204508 / 5286C)
Overvisw Ezcherichia coli(strain K12
Run |dentifications 5 T T T E—

Data Completeress
Ranked Protein Groups

Digestion Efficizncy 4
Coefficients of Variation
CVs Below X 3

Normalization

N

Sconng Hisiegrams

Label Free

Protein FDR

Protein Pvalue Histogram
Analysis Details

Binned Identification

Binned Coefficients of Variation
Specialized Workflows

LFGBench
Differential Abundance

S

.

Log2(A:B)

Al Cﬁn"p risons Histogram

0 Enrichment 2
G0 Clustering

Voleans Plat

Heztmas ENE

:
a 5 10 15 20
Log2 Abundance

LFQ Bench plot: &, H#AHXBTF=WMHNEEA—ELLHIRETMK. vy if(log2Ratio)BRTHE
FOe IR RS EREAIELH, i‘)ﬁ,ﬁﬁﬂ’ﬂtMﬁU(ﬁﬁ)Ejuﬁﬂmﬁl@ XERFrmEAaE (Set Expected ratios)

FiRE. BANNSHER 7 LRERRETHILLAIIER. x MRREARFE (log2 #iR),

e. Differential Abundance

1) Candidates: ERRANEEERNRERTIRES, X—HoWKIIRRERRAEERN:
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mMANEIHS E &

Eaéﬁijtt&ﬁﬁﬁﬂ

§ | EOEsSHRTNRARS T

£ $

Runs

Precursor lon (summed fragment ions) Profies

,
.

ZEEX MR EEFE
SHRPHRARS D

s & 08

&

Runs

ERTHEEEINEANREESMATNERS T, RIEFHINRATLISR candidates 71509
FLGRHE, ERHTER. HEEERPAERIEZIFT LB T IREENASES SRR TS, BIE
IERNEREEA p B, SAMNENYTUERNNEAREMBREESEFESHERTRIIREER.
it IR AR R/ “Export Table” EIHEFHIERSL, MMREESHLENER, RERSE
Bk, REAN “No filter” SAFSHHEDA],
2) P-valueHistogram: p {ESHITE, BESRNEBR p BELMER, BN p EEE, Y
ARIZ p (ESEEINXIRAYEREE.

3) ALL Comparisons Histogram: XJLUDITHEFE, 1ZBE~NEECENEEESDENTLHEE
ESRAER, BUTEEARANNEREL (B Log2 #iR), WNOHEZERKFHNER
E YR,

4) GO Enrichment: ZF GO (Gene Ontology) LHBEETEESSHT.

5) GO Clustering: ZEH GO JNEEREST.

Hep, 4) 70 5) F1 GO jERARRAIELR, GNRKA Spectronaut SHTHREICIFIZAIFIRIMAT GO jERE

S (.obo Bl.gaf FEZVAISMF) TETH (THEMERE: http//www.geneontology.org/) FBSANFERHAEE
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IR, ZFTBIVBSERFI SRR, FLA—RRER FIEEAET Spectronaut H1T R, MERIMEERS
BRI TIERE.
6) Heatmap:

BE (H%5) EERE (8) IR () REFLUASIHMGEENSIRASIERE.

ERNEERENS (BE) R (E8) HTHRF, BeNoRREE. RITEEFEZERN—H
MSHF, FEEN—EMEBRRTEIRRIT, FIF—EEERTHREAE. AEMRBEEEINEAT
BHRTNRAKEHTEREE, BESHITERKFNIREOSIHITHEARENRE, NLE, S
KERLEBHRINEOEMNL IR ERUERMER, R, FAREARAMBIIAGER AR ERY
IEEthiEER, RNEABERAANBERT, SUIHRERFNER, BTERIR.

7)  Volcano Plot: ZFEMAXLLIE

ZER S D AP ER BRI T RER, AR A RENE RS, AL AERXIRN p E,
HERETBIEEEHEZ FRE, BPNE— R EEIN—ER, KEATHERINERES

HETERNER, AENREIRENEFRIAGERNER.

________________________________________________________________________________________________________________|
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55 Report-iREMNERNREE

mMAMNBDEHES E @

SN,

Libeary Analysis  Post Analysis Pipeline Databases Settings About
o LYY >
Schemas Columns Filters Fragment Report [Preview] 5 }m%}ﬁ%
- 4 Normal Repo Experiment 4 Elution Group =
AN ) ) z
2) 8 BGS Factory_ [|-->@ Run [ Quantfication D RCondion RFileName RFracim Rlabd  RRep PG PG.F [t
v B MSStats F G Fil Analy :
pric 's Fom- || > [Ml Protein Group teredinfety-{l » [EE LYY-2C0M  NA LYY-2COMraw 1 ADAOTSBEKA ADAOTSBEKA o~
gz__ & MSStats Repo @ Peptide [#] No Decoy
3 B Pepiide Quant B Blution Group Post-Analysis C coM LYY-200M  NA LYY-2COMraw 1 AOADTSBEKS A0ADTSBEKA 0s
f;E & Protein Quant Fragment Group Found in Protein com LYY-2COM NA LYY-2COMraw 1 ADADTSBEKA ADADTSBEKA 0t
= Run Pivot Report ’
g4 Rerwath == |I" I Fragment CcoM LYY-2COM  NA LYY-2COMraw 1 AOADTSBEKA ADADTSBEKA 0
R b i 4) RIS > — .
[ G 2 com LYY-200M  NA LYY-2COMraw 1 AOADTSBEKA A0AOTSBEKA 0f
8 Peptide Quant || [¥ Quantification | irj*ﬂﬁ‘#?_\v
peptide-Report-io oring ‘F’ TS con LYY-2C0M  Na LYY-2COMraw 1 ADADTSBEKS ADADTSBEKA o
n [y v
& Prokein Quant |3 % CcoM LYY-2COM  NA LYY-2COMraw 1 ADADTSBEKA ADAD7SBEKA 0
protein-Report-lo N
protin-Repartshort || VERETR B R & com LYY-2C0M  NA LYY-2COMraw 1 AQADTSBEKA A0A075B6KA 0t
—— o
> THRE, 4 com LYY-200M  NA LYY-2COMraw 1 AOADTSBEKS AOAD7SBEKA 0s
\ %E/‘JCOIU”‘”S coM LYY-2C0M  NA LYY-2COMraw 1 AQAOTSBEKA A0AOTSBEKA 0f
B~ M
b E;EZEEM coM LYY-2C0M  NA LYY-2COMraw 1 AOADTSBEKS AOADTSBEKS 0f
5
\ = com LYY-2C0M  NA LYY-2C0Mraw 1 AOADTSB6KS AOADTSBEKA 0
\\ coM LYY-200M  NA LYY-2COMraw 1 AOADTSBEKS A0ADT5BEKS 0f
\ coM LYY-2C0M  NA LYY-2COMraw 1 ADAOTSBEKS A0AOTSBEKS 0f
| \ L COM LYY-2C0M  NA LYY-2COMraw 1 ADADTSBEKS ADAOTSBEKS 0f
|) e s . coM LYY-200M  NA LYY-2C0Mraw 1 AOADTSBEKS A0ADTSBEKS 0f
o ©) | mEmmmssmmeTE,
riraig RS g " y ; MO AGAD ;
_ _ (R0t ERS HINTEAERAS, coM LYY-2COM  NA LYY-2COMraw 1 ADADTSBEKS ADAO7SBEKS 0¢
com LYY-2C0M  Na LYY-2COMraw 1 ADAOTSBEKS A0AOTSBEKS 0t
P : coM LYY-200M  NA LYY-2C0Mraw 1 AOADTSBEKS A0ADTSBEKS 0f
8 +— A LU EFIRR SRS H com LYY-2COM  NA LYY-2COMraw 1 ADAOTSEEKS ADAOTSBSKS 0
) or | s
7 < BHTHTE. com LYY-2C0M  NA LYY-2COMraw 1 ADAOTSBEKS ADADTSBEKS 0f
% | = = s P
\ AFANEHIRES com LYY-2COM  NA LYY-2COMraw 1 ADADTSBEKS ADAD7SBEKS 0t
[ coM LYY-200M  NA LYY-2C0Mraw 1 ADAOTSBEKS A0A075B5KS 0t
|" o |$A ) ;ﬁgl_a‘ te F"‘ e rile »

Spectronaut SZFHRERIEIIEE, AILAERIRSHIAE. AAO— =R LUGER SR, Normal Report fH

EE Pivot Report BEEZHUER, —MRIERT, Pivot Report IABHELHEHAVSEMIDITEX, FrlA

FEAIBER TER Pivot 121, WMRFEENNEERIEEAILUER Normal Report IRERRSH, ATLAET
“Columns” B IEEEEMBRENAIEIES (BAMEHES— columns BFR L, B BRXIMATSEA) ,

ERANNEOENNSERRENAS, BEA MRRY “Export Report” BIRJSHRE, BAILUSIEIT

SFRUREIR “Save AS" fRIFECR, LUGHLIERER, HAILInERESEEMA.

5.6 Pipeline—tERMRBERERSH

Spectronaut 3{4HY Pipeline REEALILELMIELLEE DIA (Library-based analysis) LAK directDIA 54
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ROTIE, SRIEZS T MERNEIEFES T, JLSSRSHRET, WHSRERIISANIA IR

RHTEIEDT, XECHATRIHTZS N B NDIMEEE IR,

REMESHTHIRFEIN T :

@ Spectronaut 1 - o X
A o MR E & [
v
u ]
Library Aalysis PostAnalysis  Report ac Fieline | Databases  Settings About |
Pipeline Queuve ‘
. .
1 « P101SC18121347... > DIA - "
80 v b 5 sd-=3
W ol A
P 30 IR (1] HFX2_TP1812
I Desktop ] HFX2_TP1813
B 5 ] HRX2_TP1813
- ] HFX2_TP1812
(@) HFx2_TP1812
g S (i) HFX2_TP1812
4 T (@) HFX2_TP1812
D &5 ) HFX2_TP1812
L TIGRE (C) (@ HFx2_TP1813 9 6
1o BEO0E (D) & HFx2_TP1817 - [msemniem] =
= data (1\9980xe) (Q) (] HPX2 TP1812 o =]

(&) HFX2_TP181201269.raw N

4 = E (\\genome) (R:)

, 9l 78 >

/
SHE(N): | "HFX2_TP181201258.raw” "HFX v | |All Sup/péned Files (“.htrms, v

F—2: A "Add from File..” S\ DIA [RIGEUE.

$H: BB,

=4 /i "Assign Spectronaut Library..” iV IMEEFEEE K directDIA FFEANERLRIN FASTA
Frr ¥R, RERRIENBREA DIA MBS TG (FW 5.2.1),

S IRE DIA DITSEl, —RIER FEMIEEEGAR BGS Factory Settings, Y1RZEFHITHIE
FREIMBNS T, WEERERIBRAYREEFIZBIERD PTM Localization (Identification—Filter on
PTM Localization—Min Localization Threshold—ZXIA{E 0.75), 54, BGS Factory Settings — Pipeline Mode
I, AEEEREBEINRFEZER (Generate SNE File, Post Analysis Reports LA Report Schema HAY

BoSEEIN AL, TTHRE SNE File), Rdi "Next”,

e
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=amin “Finish” BIREZ—1IE.

$h¥P: R "Add from File..” FRABIIM—PMIBRIRE, WEREL.

FNE . FEMBRINTEKE, = “Run Pipeline” BPFHBH NS ITIRIE.
BANDB2E S D

Library Analysis  Post Analysis

Pipeline Queve Log
TP181201258 - |4 Runs]

i -[118 | Spacdy a1 LCMS/MS mensuraments that you want 0 nckude m tha exparmant and a1sgn which specvabibmres 10 use
1 Each run needs 1o have at ieast one spectalibary assgned n order to proceed

. test2
EREGFMESR, |

s it BTl ™~ ‘ ‘. i-T:ql HEX2_TP1B1201258
= ~ X aw
EamHTEHRE N 2l 19x2_00A_ (0 Precursors)
4 | [02) HEX2_TP1B1201258 aw
_ i3 17Q_D0A_ (0 Precunica)
o T 103 HX2_TP181201260 e
48 #P2_D0A_ (0 Precursens)
a | [o4) HX2_TP181201261 aew
48 HFX2_DOA_ (0 Precursons)
4 | ps) HX2_TP181201262 caw
3 HFX2_DOA_ (0 Precursors)
s P HILTPIZHIZE e
HEX2_DDA_ (0 Pracursors)
| (an HEX2_TP1B1201264 raw
ik #9x2_00A_ 0 Precursors)
o i P8 HOQ_TP181201265 w
_ 8 4Pa_DoA_ @ Precunen)
4 T 109] HEX2_TPIB1201266 o
4 HFX2_DOA_ (0 Pracursons)
a T 0] HOQ_TP181201267 cam
i HFX2_DOA_ (0 Precunson)
o ] HX2_TP181201268
44k 4Ex2_DOA_ (0 Pracursors)

BANCEHS E &0

Libeary Analysis  Post Analysis Databases Settings

Pipeline Queve =
test2 - [6 Runs]

EFHHTIRE

TEEDHTHITE HE

v Add from File .. Bun Pipeline

l Cancel Run 1/4: Generating Scan Map ... (74 48%) ]i&Eﬂﬁrﬁ’fﬁB’\JiﬁE

|
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5.7 Pipeline—SNE Combine

9T NS KRR AR ZEEDHT, Spectronaut 14.0 HEH SNE EE2E7FE (Pipeline — Setup a SNE combine
Process...), BETIZME, AJLUG ARSI SRIREIRIRS BE T VNS TR, EREME AR
JRAY SNE 3214, AAFSRILAGERS SNE combine TAERHITEARGH K FDR 124, NMSHTEIRE,
SNE combine FIFFSHHTIA—{C, FHARIE. BERMENT. EEF0 FDR =46, BISZmie I LAPR(EE
HECEMA, ERSEHAHIREIREST,
5K SNE combine SfritiER =i B TV EHESH:
> FrBHRAHN SNE X iE A ERANEEREFIRETT A
> directDIA A,
> ERDIIAERANETIRERINAE., KILEERE,
> Report SHIER BEINSZHF Normal report 187, Pivort {8V EASIE;
> HUERYA—CBEI{NSZF "Global Normalization™;
> BEATIRNAY Condition REFTHFIEN, FTLMEIRSZ SHTHIRHEHM FEIERDH.
BRAEREAT
Rt “Setup a SNE combine Process "—IEEHREREAH SNE XH—1RE DIA DTS (—K&iE
ST ERIGEEERIARY BGS Factory Settings, 559%, Pipeline Mode &I, AEFRERGEMREFIER
(Report Schema HIEEFESHAPRERNR), ML “Next” — Output Directory IEEERMHANIE

— | “Finish” RGIZRE— =i “Run Pipeline” FF&o#T.

5.8 Database—EUEEE

HIEEAERMERIEMERRIEIRE, L EEDTArRRIF SRR, REZIHRERESY]

1 ———
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M,

5.8.1 Protein Database—EHFEFEIEESIE

Protein Database BIRFETFENRIE FASTA BAFIEUERE. SHFEHIEENSA. RE. RE. S
HAMFRINEE. EREMDITIRETSANFIISIEESRSRFELL, HALIRRISA—ERE RN

iRk, REEENSTRISENERAIRAI. BRI TR

-Anm-@aggg

Post Anal Pipeli Databases.
Modficaions  Cleavage Rules GO Table Import
Databases [
. FASTAFie  C:\Users\omicsolution\AppData\Roaming\Spectronaut fasta\SPHuman20181103 bgsfasta Y{L‘Fggfé
Ly P101SC18101250-01-nicotions tabacum-uriprot20. || Oganism = - YRR
2 PIOISCINIZ67-01-Paies! Ocustomer Dyscipion
. SP_Human20181103 A
- ¥ (3
Uprok proteome_mus-musculus- 201711 validated
‘ Pamng Rule  UoProt FASTA # s
niec PSS Ham sopers 0170615 SRR R 3T
Lo UP_ECoii_K12_180803
‘ Parsing Preveew
Database Accesson UniProdd  Protein Name Protain Descipton Organim Organemid  Gene  Protein Exismence Sequence Vesion
» Q9UHF1 QIUHF1

QSNID4  QBN3D4
Q96KSO  Q9EKSO
» QINRSO  QINRSO
PSE9IS  PSE9IS

HUREERRATIUE

» 2

» Q9QAS  QIQAS  GSD 4

s QSTAXS  Q8TAXS 2

» Q98YGE Q9sYGE 3

» PS7764 PS7764 1

» 06043 06043 2

» QINKD  QeNEKD 1

| B 042043 042043 ENK 2
2) —SN\FHEEEE » PEISSES  PEISEE  EM 1
4| <—ARIPHIERRSTIONIEN 7 |wmow '
- 3 » 8TC2 TC; 1
‘%tﬂﬁfgﬁ » P48506 P485I 2

PRI RASEERRE

S BT InTE e

5.8.2 Modification—EIEGIEIHETR

Modification IRHtFIFXIERRIEINEEHTEIERNFRE. SRAINMERS IESHAEEEFRETIE
ElRRT, A SRIENERIEINESE AT Spectronaut BFBZMRBNEIHRFF. Spectronaut BE—EAIAR
[ElEihEE, B3 7 ERERS IEHhELFERNSINEE, INRERTAREIHRE, AILUSATISA.

R E SRR T AR RS | ZEAUSInE B I B S NIRRT AUE IhE BRI ThEE,

SNIMEHERSIZEPRIEIRER, TLMESA:

e
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<>

< ProteinPilot &R,

<>

<>

Library

Modifications
4 Recently Used
*, Acetyl (Protein N-term)
*, Carbamidomethyl (C)
*, Carbaxymethyl
*, Oxidation
*, Oxidation (M)
4 All Modifications
= 180
. 2-dimethylsuccinyl
% 2HPG
*, 2-monomethylsuccinyl
2 2-nitrobenzyl
4, 2-succinyl
* 3 deaxyglucosone
#, 3 phosphoglyceryl
2, 3sulfo (Any N-term)
® 4AcAllylGal
* 4-ONE
%, 4-ONE+Delta:H(-2)0(-1)
*®, AccQTag
. *, AccQTag (Any N-term)
( 3 ] MaxQuant
Protein Pilot
Proteome Discoverer

Unimod

Analysis  Post Analysis

Protein DatabasJ Modifications I Cleavage Rules GO Databases Table Import

MaxQuant 38, FTESA xml {8T;;

SN\ xlsx 18.;

Proteome Discoverer KR, FohikE>K, .pdResult 52 .msf FETERSE;

Mascot KR, FEMELEFER.

m Al B ES

=3
=
|
Fipeline | Databases | Settings

(5]

v

Name

Category Label

Synonyms

Composaion

Posion

Sne

Specal lons

Mapped 1o

Usar Namas

180

Label x

141 =|[1180] x|[[+4.0] x||[Label180R) {Any Crerm)] x || [UniMod:193] =
+180202 Mass Shift 4.01
Any Casm - Speciicry Rasidue -

A MC #o FE MF MG EH 1 MK FEL Em

N Fo MP Ma MR s MT Mu Ev Ew EY

Label Chemical Formula Charge Sites.
Source Name Descripbion =

P |MaxQuant 180 C-terminal 180 label H

Unimod Label: 180(2) (Any C-term)

Spectronaut & BFIHTIEIFAIEEMNE, NRENFERETS MERS 1 EHERIZI

REBEP—MERE 1 ERE T ERIEERS IEER.

KHEE, ATEEFIRT.

MELEFHEIRER:

IRBMHTED IR

B, RH=EaD

LERE, SESATET
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BAID@RSE & O

Library Analysis  Post Analysis

Protein Databases |1 Modifications I Cleavage Rules

Pipeline Databases Settings

GO Databases Table Import

Modifications

% NA-OA-NO2 -

*, Naphthyl

* Napthylacetyl

* NBS

*, NBS:13C(6)

* NDA

® NDA (Any N-term)

*, N-dimethylphosphate

* NEIAA

®, NEIAA:2H(5)

®, NEM:2H(5)

®, NEM:2H(5)+H20

*, NEMsulfur

*, NEMsulfur\/ater

#, Nethylmaleimide

% N-Ethylmaleimide

#, N-Ethylmaleimide (Any N-term)

*, Nethylmaleimide+water

# N-Ethylmaleimide+water (Any.

* NeuAc

* NeuGe -
< m J »
Né@jﬁexi Filter v @

Node Text ‘

5 = ‘
\3\ New modfication | — |

D[]

)

—Name

“Category Lab

Synonyms

Compostion

Posttion

Ste

Specal lpns

fapped to

User Names

Unknown x

UEIRCE

Anywhere =

Label Chemical Formula

Name
Charge

Postions

Chemical Formula

Charge

Mass Shift 0.00

-

M "New" —4RiE(EIH

T "Save” {RFIEMD

Ay IR~

i "OK" —fwiE(Elh

RERNR., W, BEFHER-

mEa

5.8.3 Cleavage Rules—ESHI# RN 12

iz TERRE G SR ETRER R TIEICEBIROMN , iZANERTET Pulsar BHTHIEN

R, BIREEEEIL directDIA, EFRERES LIS ELE BER , 813 Trypsin,

Trypsin/P, LysC. LysC/P #1 GluC, MNIREEFRIFHAIAN, TLUSH— N ELFERNEBIRE, #1TiR

BZlE, RE "Saveas...” (RIFNFAVEBTIMN, AMRMEEL, TLUREMIIMNAYHA, HEEE

U, "Preview” BEORTLATUGEBIRIER, WIATIREALARE “Save as” {RIF/IFTAIEBIISEELRA],
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.Aulﬂ__l@@%%@

sis  Post Analysis Fipeline  Databases

n Database: Modifications " ., Cleavage Rules GO Databases Table Import »
, Digestion Rules 4
12 ) & LysC cription Cleaves after lysine but not before proline 3
& Trypsin o
& TrypsinP
Clea':aaepules A R N D c E Q G H s
A AA AR AN AD AC AE AQ AG AH A AL AK AM AF AP AS AT AW AY AV
'4‘ 2 RARR RN D RC RE RQ RG R A

N NA NR NN ND NC NE NQ NG NH NI NL NK NM NF NP NS NT NW NY NV

1EIZRERUAIA © DA DR ON DD OC DE DO DG DH DI DL DK OM DF DP DS DT DW DY DV

© QA QR ON QD QC QE QO QG QW QI QL QK QM QF QF QS QT Qw QY av

New Enzyme 6 - )
7 Preview

EELTEESRIE

5.8.4 GO Databases—GO #iEESIE

.

i

LT Protein Database, GO database FAEH—LXIEELERITIER, BEEEDTTIH—SIZHE
FTHNEANEYFINEE. GO database TIEFFARRIRIEIRELET: Gene Ontologies 1 Gene Annotations,
Gene Ontologies SZFLABI FRIFZ NS ANERMER RSN, XEEALIBATXEBRIIEE. Wi
ENFIEYNIFRHITERERSE, Spectronaut SZFFKIRTF GO Consortium f9.0bo 1&TLAIS . EEAARICEL
RXATEEDMERER.

Gene Annotation {4JEEEH ID (Uniprot Accession number) #] GO jERERBEERLCHK, —RRIET T
HEFEH R SLATRFIAZE: 1. LA Uniprot #HEEHH Accession SFRRIEH ID; 2.81MER
ID SRIRAT GO term B ID S, BFEZ ID SIIMAT GO term AIRFRLARFTBRIZZ (MF. CC. BP). B
TIXEASE, Spectronaut BJLUSEAFIENINANEREXFICK, ESHEFRIEIREINN.cof 1820, BRED

e
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BB SGERESUHRIIER.
GO Database HIZREN:
T3iE— FERHRRELEURE B T8 Gene Annotation {4
Spectronaut H2HZ MIFIAY Gene Annotation FERR, HEFTFYR, AHERE "Download” BIEJ R

. THEBAISUFRLAE Gene Annotations R MR, Rz Xy, EEFHITERER.
.AMIEE!

Library Analysis  PostAnalysis  Report Pipeline

| %Hotm nDatsboses  Modifications  Cleavage Rules | GO Databases I
> ognosys ene Annotations Lnline Reposiiory -
= it 0 [] E
@ Rorcbacierium nefaciens sy C58 (PAMGO) o
- ® 40 023 (D) ORer Library Analysis  Post Analysit Pipeline Dnb-n Settings
@ Seebidopsis thalis ,\ Deacripion | o Detmes Moiicaion’ Cleswage Fias O Datsbases | Table Import
Aspergillus nidulans (AspGD) \\ L Biognosys Gene Annotations Online Repository
® . . . o\ . ers - g - Aonctation File $\Bg_Temp\Susanne\20180320_GOA_DLC\GoaFies\03_statingFies_wihout UProt\pamgo_atumedaciens g
g Bostaurus (50 Amtstions EB) e Oilogies Orgarism z
i ’ o Aonctas Descri sverson:
g Bos tmuns complex (50 Anmotaions EB) b - kw2
P g : 5 \' P
Ny ‘Agrobacierium tumefaciens str, C58 (PAMGO) Generaled by GO Carkal
> Bos taurus RNA (GO Annotations EBI) =1\ ® . H—>
& . : e Accessid ’ —
\ ey Homo sapiens (GO Annotabons EBI)
@ Coeroxhabiis elegans (WormBsse) » A@“‘“ % tassie
@ Cendids slbicans (CGD) A0AN4R1E iy
5 % : = ADAO2MR1G
% Canis lupus familiaris (GO Annotations EBI) . _55‘&_ Accession Annotaton  Namespace Evidence OntologylD
: . Aox07sel . ) "
Cari ows oA (GO vrs £ Wi, » NP3542392 Requires Oniclogy Component 1SS 600043150
® NP_3542392 Requires Ontology Functon 1SS GO.0042626
A0207585H
® CW'M"* ve Microbial Resource. "“MW NP_3%519.1  Requires Ontology ~ Process 158 600006520
ADAOTSBSH
S Do rero 250 NP_3965211 Requires Ortology Function 1SS 600004725
® g - S NP_3965211 Requites Ontology Frocess 1SS 600044006
@) Dickors dodenki (PANGO) AonoT5BeH NP_39%5211 Requires Ontology Process 1SS GO-0003405
) Dot ducadeun (scyBse Asorsee NP_3965221 Requires Ontology Function 1SS 600004725
® raien ADAD75B6H NP_39%65221 Requires Ontology Process 1ss GO:004£006
()| DRl netanagestic F“B‘“‘ . v| oorsesH NP_3965221 Requires Ortology Process 1SS 500003405
. AOADTSBEH NP_39%5231 Requires Ontology Function  TAS GO:0004725
vl Isz Be A0A075BEH NP_3965231 Requires Ontology FProcess  TAS 600044006
Dae 3 A0AOTSBEH NP_3%65231 Requires Ontology FProcess  TAS 600003405
Expert ADAQTSBEH | Search NP_396523.1 Requires Ontology  Funcion TAS G0.0004725
v iss Bs NP_3965231 Requires Ontology Process  TAS 600044006
Save NP_3965231 Requires Ontology Process. TAS GO 0009405
: NP_3965231 Requires Ontology Funcion  TAS 600004725

7375 7£ Gene Ontology BEFTMuA T EL, A/ LEREAH.,

TEEEEE:  http://geneontology.org/page/download-go-annotations

MAEHY_ & TR 7 Database &R THJ GO Database RE N, i A& FAHY “Import Gene Annotation. .

e AT RIS EAERIA]. ANTRE:

e
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Library Analysis  Post Analysis Repm Pipeline Datd)as«s Settings About
Protein Databases  Modificaions  Cleavage Rules | GO Databas | Table Import
Gene Ontologies
g . Ontology Name GO Consof ® 777 e
® GO Consortium go-basic Path C/Usersio 1+ « P1015C18121347.. » DIA v b 5 p
o . Update Link hitp /lpurd
Gene Annotations PR - - @ @
Gene Oniology Preview 4 o ~ % - a8 )
4 FE
OESREESEIE
b &5 e
- TIEEE (C)
w= WD (D) v < >
FE(N):
Comma Seperated Value File (*.csv]
Tab Seperated Value File (".tsv, ".xls)
Text File (*.bxt)
® 77 *
rocebier 4 [ « P1015C18121347... > DIA v & | ®EDA o e -
|R v s - @
s ~  EX =t =
N JoTR O SREEETUR
- _— Il Desktop
: — B ws
/// W = BE i o
Gene Annotation — ™
- ) STHEN): v | [Supported F ¥
[ Search Supported Files GO Consortium Ortology file (*.obo)
|

5.8.5 Table Import—fiSFRLETE

Spectronaut AJLUEFRFANEEES—FIRIRTIR, —B LET— M FBERFELI THEs, K=

HERERFIFIE, JUEFIRIREIRN-RFEEXLZTR,

5.9 Settings—S#HgH

SHIREFRHE, 12t DIA 7. Pulsar #2E (BT Pulsar B35 |EENEEIFRNSHIRE). directDIA

o, BB RBERSEHIRENIIE. REFNSHELETLRTEABRERNER, LIRTREIS

WRDE, SHHRRNSARSH, SMNANSEEMEFAEERRE, SEARERINASE T

SEHERHENNAT FiRE. B2, BIEEENNCRBIRARANSEH TEIEDHT.
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LEZEEYMRBRAT

.AUIDIEE

@
l

Library PostAnalysis  Report Pipeline Ew“,s Moo
2 DIA Ansly Pulsar Search Global
| Schemss 4 8 Intensity Exiraction MS1 Maximum Intensity
Biways W51 XiC Exracion — I
o Calibration ‘4‘ B MS1 Mass Tolerance Strategy Dynamic 5

BGS Factory Settings (Fipeline Mode)

BGS HRM - Significant Correction Factor

Identification

BGS HRM - Sparse
BGS PTMs - Significant
BGS PTMs - Sparse
HCP Cleanup Prefiling
test

Quantification

M52 Mass Tolerance

Correction Factor

BATHIEER 23T,

/

RETZSHARSA

B) |, "Saveas” {RIFFAIEIR

GiBRMEHAILIRE
¥

+— SADARRIR
T SHIGEIFANER

xport_schem

5.9.1 DIA analysis—DIA StFEXSENGE

DIA SHTIREREEM T DIA SHEXIFIESHINRETIRE, NEIRRENEIEINSt o, 815

FDR R{H, Decoy #IEFENERN, EESHNEEMES. —RERT, ENRARGEARNSE (BGS

Factory Settings (default)) {707, BAILIRIBELRE RS T MEKEERE., SSHETRBITE:

B Data Extraction ((REREIRE)

Intensity Extraction: ENXEFRENTEAT.

a) Maximum Intensity (BRIASE): REFECEIRBIEKLY Area {H;
b) Sum within Tolerance: [RBEAZESEEIMATE Arca HOAFN;

c) Highest Peak: FRERE CENRSIEIEEE;

d) Nearest Peak: RERZEBEINRROTRERN m/z BOIEE.

MS1/2 Mass Tolerance Strategy : {EERIARNISENEZE (BGS Factory Settings (default)) T, #UEREEIR

ERENEO U BEERKET iRT BaRIESE, EREILUBECEERESTE.

e
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a) Dynamic (SVAIRE, #EFFEA): BiRE, RERHKIAS 1. IFREN 2, VEFAERk 2
BRRESERMHTRIE, ERESMRE(RE,

b) Relative: RIEBIREFREENHNEESZE (ppm).

c) Static: IREEIENRESZE (Th).

B XIC Extraction (}Z2ENEIRE):

XIC BAEBZHRENEN (IM Extraction Window) ENXEERAZAFUUE lon mobility :

a) Dynamic (BIAIRE, #EFFEM): Spectronaut HENIEINEO. BIARMRIEREN 1.

b) Full: ELBEEERNSHKERET.

XIC {REERIEHEENE E 2 AR iRT FUUAKERATEA A 8] :
c¢) Dynamic (EKIAIRE, #FFEM): Spectronaut 1RYE iRT FERLER R BIEHEIREERBHE
MIRREO. HESRREENME, BARRIERHS 1.

d) Static: RFEIEEAIIEEERIZEY (min) .

e) Full: ALBECENSHKBEREST.

B Calibration (fIE):

Allow source specific iRT Calibration: Z2Z5JEF Source-specific iRT HTIRIE (BRARA, HEFXHEIZ
S8, XF Source-specific iRT BUELBBIL. 6. 7 EITiE) .

Calibration Mode: REHBEEMIRIE, —RRBEHIEEINE HTRMS (Biognosys FREAIEUEIE(,
B 6.4 5L HRHEAEE, BUAIEE Automatic BIEXHRIBSEIME R BEHEREREHRE .

MZ Extraction Strategy: XEMERERZE BEMNIEERIZIEIIHN,

Maximum Intensity (BRINIRE): 1RIE Area IR ESBERENIE;

1 ———
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Nearest Peak : WERERIFIEFRIERRN m/z BOIE, —RAFIRCEELIET, tRoHFIRERER/N
(<50 ppm)AIBIL T,

Precision iRT: RFIEZHAURIEKERSKIRS iRT AURSHREFIERMY, FARA.

Exclude Deamidated Peptides : S A%, RIEISFE PIEIEE TS S B B EE AR ER R K=,

iRT — RT Regression Type: Spectronaut FR{HFIFIAZZURIRIE: Linear iRT calibration BPZZ4HR1IE; Non-
linear iRT calibration BIFFEEMIRIE, —RRIER M EISIFEMRIE, —HEEIIRANEIEHELESN
IFEMBEE, B5—HH, EMEREENNRE, ELBEEENHTIFAMRIE, BREHT L/
R SHITEMRIE, SIS EIEBH RS RS BaEIEAEMRIE, FTLARIUEE Non-
linear iRT calibration FIRIE/T .

Used Biognoys iRT Kit: 2&XMA iRTIXFIE, RIEERERHTIERE.

Calibration Carry-Over: RB7EHIT HCP TR AR IN ik, HEERELS Spectronaut Pulsar X £7E3L
WA — NRERIFA run SKETIRIE, AREIZFHIEEREREIEM run FIEEEDTT., #0ER DIA
DITEAEAIE, EDHTHCP RS, EiNAE, FHEEL XIC RERIRIEREEES] 1.5 (Settings—XIC
Extraction—Correction Factor),

B [dentification (¥55E):

Exclude Duplicate Assays: SIFEMFENKEREE T, JreatMESME R, FIIARRNER, RE
AOEIREREY, RURRBRFN— 88T, HitEHR. BNk,

Generate Decoys: REILBFBTIAER Decoy #ERE, FAEER. WHLULRITE Qalue, MNRA
ik, VEFHRRUINEEZEFEREE Decoy HUEFRE,

Decoy Method : 4E% Decoy HUREERISRAR, Spectronaut STHFAISARFEFA . Mutated, Scrambled.

Inverse, Q3 shift, ¥EFF(FEA “Mutated”, (Mutated 73iEREFIFETPRERAURFITHRE, /TN
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RED 2N, REAFFIKEN"SZ—; Scrambled J5iARISFFIENITEL, RE—MNERERFEISFE;
Iverse T ARBFIIRE:, RERE—NEERRIFAZE. Scrambled ] Inverse FFHITIAHERR LR E
A9, EEAN Skyline #1 OpenSWATH B3 BISRFA TIXAMITIE, B2 Q3 shift EINERTBIEFEIED
tr, ERREFAKREIR, FIETEFRA.)

Preferred Fragment Source: 8% Decoy HURREHHFA B FEMANTIE. RETUURTHEMNES
> (NN Predicted Fragments) (SHERERIEFYS, BAJLIEREET Decoy HIMBRFIIMTEREFNS FEE
PRIEIERE (Template Fragments) . BRIAGERERIE)

Decoy Limit Strategy: E&IRE Decoy HURETFFIE B LR,

a) None BIEEIEERFEFFIENKEREEFELEM decoys.

b) Dynamic MRE—HBH BIRFFIRRER decoys, MERDFREMRERE:

Library Size Fraction: ERIA 0.1,

) Static JLURTE decoys RIEIEENE, ANREBERISRAEIE (Decoy Limit) /3 5000,

Precursor Qvalue Cutoff: fFEF/KYHY FDR FBEIRE, BAIA 0.01,

Machine Learning: FSXE Qvalue 1 Cscore itEHIAR, 28 run BMHITE (per run) Qvalue, FZE
EANSLIGEER (Across Experiment) 18 Qvalue, EIFEESE—ERRE FREREUE.

Protein Qvalue Cutoff: EEE/KAY FDR FEIZE, BRIA 0.01,

Single Hit Definition: fEEWMEAIEN —MEHREE/ single-hit EH (RPENLIGHREEE—MIAER
B9%H). By Stripped Sequence FRREEZE—PMEAERFFF!; By Modified Sequence MIZRREER—FME
IMRKEZ; By Precursorld RRREEE—NAREEF.

Exclude Single Hit Proteins: 2Z57IBR single-hit FBE, ERIAFRZIRE.

PTM Localization: IEEETHITEIEREITNESEURIZEEITNAISESIE (Probability Cutoff R

1 ———
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INBIES 0.75). ZIRERTEFREIGEIERISHT. MREMEADHT, WERNADE, HEFHE
®70,
Pvalue Estimator: 187 p {BItERABIEZ.
a) Kernel Density: ZEEGIT, BTIFSEMGINTTEAZ—, RECHEARBRIZIARER
ol BT AEARRMR, EEFREAGTHEN R, BE—FNEEFEEARS
HARFREIRD HERTTTIR. BUARE.

b) Normal Distribution Estimator: IEZ&x%fafdit.

B Quantification (FBE):
Interference Correction: ERARTINEF, BNAE., TEHRAERTINEF, BEE/DRERAEL
EBEEF, 3P MEEEF.

Exclude All Multi-Channel Interferences: {EFRCEIEH, HERFrERINBEMENBEETHEZNRAE

Proteotypicity Filter: EEEFERAIBRER.
a) None: PTEIEREBFREER;
b) Only Proteotypic: RRFHZERFIRERIMRIEITER, BMER Isoform EESHEAIBERD
BRI TER
c) Only protein group sepicific: RRFHZER group PIMBHIERHITEER.
Major (Protein) Grouping: TEXWPLEKERIFBARE—NER, HEE by Protein Group ID (EHBHE
Protein Group ID BIBAER# group Z—iE) E# by Gene ID (EHBHERER 1D BIRKEAK group El—i).

Minor (Peptide) Grouping: TENXBBLEFFFBIRE—MRAER, BIEERE by Stripped Sequence (EHFHERAY

1 ———
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HSIPERERRFS!); by Modified Sequence (EAHERANSITHIREERS!); by Precursor (EHHEERY
FRERBFRS ).
Major Group (Minor Group) Quantity: ERAFSIUKRHITEE (BAR) KFHIEE

a) Mean peptide quantity: Top N 4NEKERHIEIE;

b) Median peptide quantity: Top N PNRKERAIFNIEY;

¢) Sum peptide quantity: Top N PMEKERAIFD;

d) Geometric Median peptide quantity: Top N NERERAY) LAISEEI44,

Major Group Top N: BMERRILR Top N MIESKITHEEREE (13 1), RIEEEHENREHT
158, ZTPAIT R IOKFHT,

Quantity MS-Level: 1§ MS1 IXE MS2 B ITEE.

Quantity type: FSEFIEETR (Arca) ERIESRE (apex peak height) KIEE.,

Data Filtering: fEERFRMAFISAHTEIRAITHILIIE.

a) Qvalue (default): RE Q value [EREEXRNBEFRERASHIEREF, A2BTFHRIHT
HMERIE. AHIERTP Q value NHERKMHNEEF R/ Filtered”.

b) Qvalue sparse: RBEAE—MFEmPIGNEIE KR, ZMRERSHEBRERRERFMPE
WEER, THHRITIELL Qualue BEEAA—EL, ICAMRIERNERAIMAERIZRES (Imputing
strategy) :

Global Imputing: EFEAEIEFIYRFRESRABIHEFERNS U TIES,
No Imputing: RESSHRFHIESHKRES,
Run Wise Imputing: EFXIRAY run, A run FEENHEUEFEESHTER. WHEEE

AT AR,
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¢) Qvalue percentile: Qvalue sparse BIHBUHIR, ATLAREERIVEERPEEET Qvalue BHEAILL
iRz, fn, INRIFEET 0.5, BBARBE—FLAEAERPIAR TIREN Qvalue [
BN SRR ER ST,
d) Qvalue complete: FTEHEMAPIIBKEREE FEUNHE Qvalue BE, RRNAMIEAIEIER
ERE, BRNEEERERIN.
Cross Run Normalization: }§EEEFTHMIANIE—ILLE, EFQE.
Normalization Strategy: 18E/F—{LHISRER.
a) Local Normalization: JBISHULRIEIESITEZHTEIRIIT— (Callister et al. 2006).
b)  Global Normalization (by median or mean): ¥E#F5RF, RAPAEEEEOERITIT—
LR,
Row Selection: IEHEEAUEEETIHEITEATEUERIR. HEFIEE Automatic, RIRRRTE
HEHERR, SRAFRT 10000 MEBEFEEEN U ETFIEHTIH—K. AT run BIFHEE (sparse), &
(complete ) ER—TELMHI (percentile, WNSRIEHEIRHR percentile, NFEH—LIRELLH]).
Workflow: IEEDHIAIE, AEEHEHITHISHTR Label free DITEZEMBOHT.

From Library Annotation: WEEISE, WRHEARBEEETIIEN, MRIEEFEFRHER
HREREBETHRBET —NEE, WKESEMHAIES label-free, HAR, {RETLUSER—HIFHIEL
W, REEFNARFERE T, BITE Fallback Option HRIEFEIERAYRFE.

Profiling Strategy : X F—LEFHABEERTA run PERGLRBIZIAINE, RATLUARTFAERL run iR
BIZIAIBKER ((Qvalue <0.01)) HYiRT RENZIGHIRENEIEIEHR. ATURTFIATE LM

a) None: ABHTIHIR(E,

b) Template Correlation Profiling: #ERTHE run FHHIZAARRERIFNES, LAEAEIRE
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HR run PHRENEFERIES.
¢) iRT profiling: #EFTE run PIHIZMBRRERIFANES, BZESIIRAT iRT EFE/IENR
EHR run PIHBFEENES.
BEREZE, TEIEELIRREE FHITIHRE:
Profiling Row Selection: JBITIRTE Qvalue RIHIEHIITILIRIEAIRKER R F.
a) Minimum Qvalue Row Selection: £/)\fY Qvalue EAHEIRENFIERT,
b) Average Qvalue Row Selection: Qvalue FISEIEAH IS SHERT,
c) Profile All Rows: XFrERIBKEREEFHITIRIE.
d) Profiling Target Selection: IEEFFENTEFHATIIERIE (non-identified or automatic),
Unify Peptide Peaks: EAEHERIEMHNAEEMRSHEEFEHTIEEDNNIEERSESHY
IEFIAE,
a) None: AHUTIHIR(E,
b) Use exact Peak boundaries (SN 10): 5ZFH Spectronaut10 FPHIESE,
) Select corresponding Peak: M Spectronaut 11 FFAXIELEHT TIELE.
B Protein Inference (REHHE):
AN BEEHEEEXAISE, Spectronaut EF IDPicker B (Zhang et al. 2007) #H{T,
Automatic: FEINBET, BAEEFEFEZSHEXER, B2 Spectronaut RETFATELERIRY
FREREFTIHEER group,
From Search Engine: SRFREEEFAITEER.
From protein-db matching: BJLABITEHIREBIMNFFIEIEESHITERAIENER

group,
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B Post Analysis (EFEHATFIE):
IEEMETE DIA BEDTTHIBRSH R DTRE.
Calculate Explained TIC: IEREEITBRIUANERITE TIC, BUATRTE.
a) None: FNit&E,
b) Extensive: SRFESZANEEIRBIZERITERHN TIC,
) Quick: RABRERRENERG, BHRENER,

Calculate Sample Correlation Matrix: ITEREARRIEFME,

Differential Abundance Grouping: }§EEEITERIEYIZEN, BIRITEERKF (Major Group)
HNEEEERITEREKF (Minor Group) RIEE(E.

Use All MS-Level Quantities: FEEEE A MS1 F1 MS2 £54 (Huangetal., 2020, MCP) B9757%3
TESKRK. MRADIE, WELARA Quantification—Quantity MS-Level FIEERIERKFHITER
1,

Differential Abundance Testing: }SEEFITEAEIRTTIE.

Run Clustering: EEF{THFZA/run [BIRIERESHTRD Heatmap B, (IRIEER, WREH—SHTE
EEESEIL (Distance Metric), ZR3EEXL (Linkage Strategy) LARHIEREFEIHIT Z-score B (Z-
score transformation)

Gene Ontology: GO INEEFREEIAET GO Consortium,

Reporting: IREIREAEXSEL, HAFEHWINEMESTT (Pipeline 18x) NIIBRENSH
i®E. (ps: Pipeline #IEDTERASENMERGHMEREREFRF RS, FIAEBIETRIME
B9 ERFENAEERSIY) .

Generate SNE File: IEERGEDTTTeAZEERTT SNE X4, LORERSFF Pipeline 10
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RItEHAImE.

Pipeline Report Schema: fEEMEDITIRESHRARIENR,

Pipeline Reporting Unit: 1SERESHIIEN, RLASLL (Across Experiment, —/MNSEIEHAIFT
B run SRTRFFE—MREF) ABEAEELA run ER] (Perrun, B4 run BMESH—MRE).,

Scoring Histograms: JHEEEEE Pipeline 1R, F BRELHEFE.

5.9.2 Pulsar Search—ETF Pulsar REUEEISTZSELEE

I8 Pulsar EERAGERSEL,
B JRERTEXIZRE (Peptides):

EIERBTIEEY, BBIIHIN, SARRRRKE. BRI, Decoy BUBEFAEMISTEPAIRTHRE

B, NimM (RiRlR) BTk,
B BIPRYIRE (Modifications) :

AR ZAEIHAIELE (Maximum Variable Modifications) , FE— AR _ERTRERIRT R ERIRZHY
EIRUmRIEE, BARBIHER 51, REVHB#Z, HINETRNEASHSZ, ENNBET
TR RAR s,

IEE(BIMEEY (Maximum Variable Modifications), Fixed Modifications BEIE(&IH, FEEIE

BRRERNEN, Carbamidomethyl (O)RI BT B EINLAYED, AL —RRENKENEEE;
Variable Modifications BJEJ3Z (€1, |EM EAJRERSRENEN, —REH N kIBMK
(Acetyl(Protein N-terminal)) FIFFFREEREM (Oxidation(M)) EPRIRE, HAJLURINE SR,
B RMEmREL S AT 5 FARY R IRFNRT IS,
u FRICAYIRTE (Labeling)
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BSTERAT SILAC IFCER, BRFCEBEREST 3 4. FANEEE— MrtE
ERAREAR, BT RERRRASBERT, NBHTNEIHRNOER, NARIHRE,
B EHRETEEORE (MS2):

AT RIS YRR PRI R IVG R MAYE 752, BAN b, vy BT

5.9.3 Library Generation— jEEIFEREMAXSEIEEH

REIEEFFEEXAISEL,

B Tolerance ([REBEIRE):

a) Dynamic: BUARE, MURESWEHFETEHESENRESE, SN FRRE
{%8% (lon Trap, Orbitrap, TOF) AILIRBERFENRERE.

b) Relative: IREENHEESZE (ppm).

c) Static: REEERIRESZE (Th),

B Identification: REEFENREIRE, FIIAREAHEZRSETLEIMRNIREEXEE. ERER
TA7E PSM, Peptide F[1 Protein 7KFZ_ERZE FDR {E7 0.01, MR THIREIREIEIREEENS
., WEERRXMEEENEEERTH S IREEMASEE, i, WEER Fiter on PTM
Localization™&)i% £, FEi&E“Min Localization Threshold (EMSERNE, BAIA 0.75)

B Protein Inference: EIREERBEEERMEONGHEE, BIEE, ZERRS FASTA XH—i2
RETEERES, BHHTEESTN, REG<BmREEEE#HTRONEE. IRFE
Spectronaut SRIFEEAMEE, NEEH —SIREIIRE, BIIANRESTR N inRRak.

W Spectral Library Filters: X825 [E4EHAVSEERMTITIR, EEREBE AR R B FK TR

7. BNCRAREHRIANSE, IRFETHRE S, TERNEETRNSEHERH
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TEE.
B Workflow: —fREH{TAIEBRIRIER, FLAADE. MRAIE, Spectronaut RARIEIEEAIHHT
A — N REREICER— PN ERNEVEIRBIE,
B iRT Calibration: Flig iRT FFIERIAEHEE, BAIAR? (Minimum Rsquare) KF 0.8,
iRT Reference Strategy : 5XE IRT 1R IEAISRRE:
Empirical iRT Database: RFEBIFRER iRT SEFEHITRIE, BEZI KRN 10 525K
K
Deep Learning Assisted iRT Regression: #2885 J4HBIRY iRT EADHEE. ERAREFIE
IRERTRY IRT S8, XELENESEEPASSNAMEMEIEEST,
Use RT as iRT: TEIRBRINRT kit SZRAFRBIBINSER DT 3 KAF, 1Z run SAEREENS
bR, AT EREIEESIG, MRERPIZERN RT kit RERERFIZNSERDT 3 &, Bt
Q@i b, MEESERLIEFRNEIR RT ERE RT H, EOEEBIEEHTT,

Use Stripped Sequence To Identify Reference: FEEEIRA! iRT PAEGHITIRIEAIRHEE B E 2 RSARER

5.9.4 directDIA—directDIA SHIHXESELEE

directDIA FUSEUK EZX(UTFEES T Pulsar Search, Library Generation ] DIA Analysis FfEXES2],

BRBHEECENEY, EXERAFER.

5.9.5 Global SBRASHENEE

B (Global) SHUIKERE, TESNE—LMHUISEIRE, INSESH. XHRE
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B2, IREERE
a.  General IRIREZBR—EHHEITHIEARSEL, LLANGRRY CPU EE (CPUO ZYi%H)), BaGER
#T (Check for Updates on Startup, 2N A1E) &,
Experiment Naming Strategy: FSE Spectronaut ElE4EALSEIGZFRAVEREL,
HApLYEERIRZ "File Name Parsing Strategy” , FISISEIERURISEIESGZRIMN, LABTAREEE
BARIEN 2R ENRBIFANDBER, TJLAKEXE] Configure condition SAISHIREH. SRR

B, BXRERELL " B JUREEAXKEEHREREIN.

-AUIDIEQ & (1]

Analysis  Post Analysis Pipeline Dulbases
DIA Analysis Pulsar Searc rectDIA™ Library Generation Global
4 BGS Factory Settings [ CPU Affinity Mcruo =
| General @crut
Directories Mcru2
Plotieg @crus
Reporting Fcrus
M crus
M crus u
Experiment Naming Strategy Lor-;e;: u:xk of letters strategy v
1 [INSTRUMENT] || _D || [DATE] | _ || [CONDITION] | _M | [METHOD] | _R | [REPLICATE] | _ | [OTHER] | . || [EXTENSION] 2 Sy
High Performance Mode %) e
New Thermo API (%] >
[INSTRUMENT] x| _D |[DATE] x|_| [CONDITION] x| _M [METHOD] x| _R | [REPLICATE] x
Protein Ul Label [Accessi
QC Plot History Length [EXPERIMENT] [FRACTION] [SAMPLE]
Remove Common Prefix Never ren b
Check for Updates on Startup %] 3

Parsing Token
Parsing Preview

KNSTRUMENT -
DAT
CONDI T)OH

EXTENSION =

QC Plot History Length: 8XE QC 1R MV AZIE runs, BIAS 100, NRERNREERE L
PR, MHgESN-1,
Remove Common Filename Pattern: i T—PEFEIS AT, HESBIMREIEA run FFRF—EAYRE]

2%, AT LUSIEEPR (Always remove common prefix without asking ) IXLESEIERERE AZFR (Never remove common

e
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prefix) , tETLUREAEIXIAE (Always asking),
b. Directories: RESRHIBFRFRIIERE, REAME "Browse” HEEMEMNAIEEKERITA.,
c. Plotting: IREBELEENISEL.
Enable Smoothing: EEELE TIC BIEERNEENHELHTEBLE, ZRMERESFME AT
BRBER, AR D SR E a0,
Smoothing Strategy: J5EMERITRE, EATAIEREE Moving Average Smoothing,
Window Size: BHTHBMEMNEOX/N, BIANZENR 3.
Indicate Interferences: EERBERTINEF, MRERER, NWFMBFRUEEAFER
EEEH.
Line Strength: 3SEERPLERAVEM (B BR), A2,
Scale to Peak Height: £ XIC B, BmAREIESRS y iHaOtLAl.
Show Integration Boundaries: IBERERTE XIC EHFASEELERNERNLR, BREBEE
HRENRIERA,
Show iRT Line: fSEEEE XIC EFRERFUNAIRERE, MIRSRER, VUFRUARERES
DIEEHNREETT.
d. Reporting: RERESHRRFERNSE,
Automatic SNE Storage: BIEI/MAID pipeline RAAa SITRADITHISRAILIKENENRTF, T
SIS SRR LIS E A E R,
Storage Location: IEEDREHREFNER, REAMARY "Browse.” REFRFHR.
Store with XIC Data: 1BEFRFHNERFTREBECS "XIC Data”, MIREE, FLEEET Spectronaut

TEREENTULEREEEERES, IRAEE, WESLEENFEEH LE Raw X, EFEBIEZ
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[EA e TEENEER. (BEREA7T XICData Zf5, XHETEEK.
Batch Output Destination: ISEMEDITHIEREFNER, R "Browse” RERFER.

Output File Naming Schema: 18I 4mAAIHIN, mETmBXEETAGRERHN.
5.10 About—KTFERERI—LEN R

WNRFBEXGAIFE P FABEIEINFAAYREE, BJLAE About REEFR “User manual”, IHHAMIBIR

TP RAARRIEMNERE, FIANEAROMRAERR S, BUEtRIREAIRIERE, WHERFME.

® Spectronau

mAll HEWSE &

t
Analysis  PostAnalysis  Report Pipeline  Databases  Settings About

0"
.4
”‘\ =4
Spectronaut™
Spectronaut®E#HE —
TT—a14.0. 200601. 47784 (Coperni cus)
PAMERRIEEE ——— | i o

i s
License will expire in 359 days

Copyright © Biognosys AG 2013

‘ Biognosys &4t

S potiTing wrch data-taipeotot
v -
EBHED s
wmiiaR
FBPER Ueo

6 FRREFYiE:

6.1 iRT kit

J9T{# Spectronaut BEIEEEHENREAIHITIESAIE, Biognosys ARIFFA Y iRT iIdFIE. ZAFIER

ASZEALGHIWTERRBGRSYAMN, EFmEIEREN, JLMENSERRIERIRTE, RIBRERER
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BATLAERHRRAIRIEE, FEBAXHNEEERILIET OC BIREE., £ RT IHFISAILEN
T BIHTIETEHRIE, REXREEMSEY, EEEREES, BaRERs. Bt EXEE

{5F8 Spectronaut SHTHYBECE iRT IXFIE.

6.2 Source-specific iRT calibration

Source-specific iRT &2 spectronaut FRHAI—PMHES. B X, 1EEEPE—RRERRYRY iRT {ERIETFT
B run FIZBRBRIPAE. BR, JFIBES I FRSERESRE THEEEZIEEENMASE iRT
FBEAIEE. —MEBIFISFHEREES AHFMHEETRY DDA XHHIESEERN DIA HEMRESER
BR, XMERT, XKANSERMIIBERTFEER, HEEERESRER.

AT IREIEERRERE, B2/ MNIEER Spectronaut BRI EZ /DA iRT (E, HERXA
EEE T DIA RIS MRS, Spectronaut & MHHEEERIERIRRY iRT, EItL, {#F Source-specific iRT B

BIERASRELIEENERRILE iRT AIEE.

6.3 Search Archives

SNERIRA Search Archive X4, EFNMEIESNMEUBEERESE—RR, A TEHELEER FOR, FTEE
BRI SRR — B ENE —BEE S — P IS E .

i Spectronaut SRS TET, BURRFIQREILERIRIFA Search Archive X4, ZS3HE A TR
BT FDR REFNVER, EATLUEESA Search Archive &, AEEHIT FDR RE, E£R— M
IBEE, DR T ERTEEEFERTAE DRI,

BHh, MREEEFEEFENFRES, FIUIEETIRRER. ERYIER, FILUE Search Archive 34

S, 18 Spectronaut Mine 3HFTFEIRTEE. Spectronaut A3 EEIEEFERBRIIERTIREEE.
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6.4 HTRMS

L% Spectronaut FIFITE—RZE—1EH HTRMS Converter B, W4 HRELE, AILE
Z BN EEi T EAREIE BRI TAE.

HTRMS Converter BJLUGSREZIRT DIA #EH{L) Biognosys FREAISHAEZIRD HTRMS 180, 215
(RREXN—MUEHTZROTTE, RALRABIRIEIREH TSR EReB B R DT ATAERY
ARl ZERE AT LARREI TS MES.

BT AEREA FAM “Add Folder...” Bi&E FHANSHEDH) “Add Files...” AILAHAES 4B

TS TURIEEIR,

& HTRMS Converter = o X

A@D

Converter Settings

® v M M1 - Totallon Chromatogram MS2 - Total lon Chromatogram
30 300 T - — —
® Sh
Vamirg akeady exs1s 25 4 250 4+
) g 3
©) Waring - Fie aveasy ecrs l| & 20 ® 201
() BD140314_SGSDSsample2_ROT_MHRM_TO hirms £ .. - -
(> B_D140314_SGSDSsample2_R02_MHRM_TOhtrms % 1.0 3 % 100 3
' Dore-32GB
¢ B_D140314_SGSDSsampie2_R03_MHRM_TQhtrms "ost -
" 0.0 f 0 :
I 0 2 4 6 8 10 0 2 "
Retention Time

Monitoring
F:\Data\HRM_GSHRMv5\raw
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