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Execution State ‘ Details | Progras| Type | Name ‘ Submitted at | Study | Data Source | Description
o] O] ] o] O] = o] m
Completed C Consensus hela_lug_120min_160901165510 9/18/2016 11:31 AM bemo samplesiHela\hela : . | Result filtered fo
Completed oK 100 %  Processing hela_1ug_120min_160901165510 9/18/2016 11:31 AM Hela D:\Demo samples\2016\Training\lika... Basic processing.
Completed oK 100 %  Consensus hela_1ug_60min_160801121351 9/18/2016 11:31 AM Hela D:\Demo samples\Hela\hela_lug 60... Resultfiltered fo
- Completed oK 100 %  Processing hela_lug_f0min_160901121351 9/18/2016 11:31 AM Hela D:\Demo samples\2016\Training\lika... Basic processing.
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Show Job Queue

STA Indexes
Maintain FASTA Parsing Rules
Maintain Spectrum Libraries
Maintain Chemical Modifications
Maintain Cleavage Reagents
Maintain Annotation Aspects
Maintain Quantification Methods

Manage Licenses

E»abeapgaf s

Configuration

Administration | Tools Window Help

&

Ctrl+)

Administration i E-FIiFENE T FASTA #ii8E

Seac--"

~

4. 3% 3% “Maintain FASTA Files” , # A\ FASTA Files 5, o M &3 “Add” # A “Open” 5,

BEEFEEZTRENFRM fasta X, =i “Open” , BEBkEZE “Job Queue”
REBREEERRTS. SERBEBERITEAE, RiAEMA “FASTA Files” 1R[]
FASTA Files 5t1, —#IZBEEINAFAHES), T IN#E—FTEBERMEBEENFE LR, LUK
BERET. R, MES. RAS. /. BEHNEERFEIIHE. SERKERE.
RE. RE—REXANHENEETEANEHSER. BIIMTITNERER. SHEE
SHNT SO TR

|.# Therme Proteome Di

File View Administration Tools Window Help

f

W d

StartPage | Study: Hela 3 | hela_tug_120min_160901165510

“| gk Add )@ Download @@ Update J{ Remove @ Cancel | B Export | 2 Refresh @ Check for Updates

{ﬁ Job Queue

Content Management 2

FASTA Files

FASTA Indexes
FASTA Parsing Rules
@ Spectral Libraries
.3 Chemical Modifications
~g Cleavage Reagents
ﬁ Annotation Aspeds
a Quantification Methods
License Management H

n Licenses

Configuration H
-] Processing Settings

& Display Filter
| B Mascot

m

Name | Protein Database | Taxonomy ID | Version | File Size [kB] ‘ # Sequences | #Residues ‘ Status ‘ Last Modified | Update Available ‘
o sapie i i 2015-13-11 28154 42084 24 04/06/2016 r
@w aromyd () Open — - - - % | D4/06/2016 r
RT_nominal; - - 10/13/2014 r
p— (;_y@v‘ |+ Computer + Local Disk (D) » database » « [ 43| Search database _;J| et ni
Organize » New folder E~ A @
Y Favorites Name ‘ Date modified Type Size i
M Desktop 1 musa_pep.faa 171072014 9:29 PM  File folder H
& Downloads 1 spectra liberary 5/1/2013 2:19 PM File folder
"l Recent Places A xpp 12/24/2015 5:15 PM  File folder
4] 115 fasta . “@ 4/21/20153:39 PM  FASTA File 1KB
7 Libraries =| %] anjifasta . 4/23/2015 %44 AM  FASTA File 1KB
|®] anji_papin_DTT fasta 11/20/2012 401 PM  FASTAFFile 2KB
18 Computer || apis_from Nr_20130423_all fasta TAT/2013%:12 AM  FASTA File 22,091 KB
&, Local Disk (C) 1] apis_sc_20121017_bee.fasta 8/24/2011 6:19 PM  FASTA File 18,791 KB
a Local Disk (D:) || Arabidopsis thaliana fasta 1/19/2012 1:21 AM  FASTA File 87363 KB
& DVD RW Drive (E{ |7 beta_casein_bovinefasta 11/16/2012 8:57 AM  FASTA File 1KB
e Removable Disk | || bread wheat fasta 6/18/20121:30 AM ~ FASTA File 4,358 KB
% common (K ||7.‘ BSA_antifasta §/2/2012 6:02 PM FASTAFile 1 Kl‘E S
v m 3
File name: || ~| | FASTA File (*fasta) -

StartPage X | Study:Hela X [ hela_lug_120min 160301165510 ./ Admink x | L
7
* {ji Pause & Resume & Abort | # Remove | @ Refresh ‘ &1 OpenResults fj Cpeﬂ,&(udy Display Verbose Messages
Process Management H /’
Job Queue: ’
{ﬁ Job Queue ,’
y Execution State ‘ Details | Progrss| Type ‘ Name | Submitted at V‘ Study | Data Source ‘ Dest
7
- B_5 gl ] ] ] ]
A H
Content Management ° [ EE] Processing Import of znji fasta 9/182016 2:00 PM 0
EASTA Files - Completed 0K 100%  Consensus hela_1ug_120min_160901165510 9/18/2016 11:31AM  Hela D:\Demo samples\Helalhela_tug 12.. Resultf
= i#.’? Completed 0K 100%  Processing hela_1ug_120min_160901165510 9/18/2016 11:31AM  Hela D:\Demo samples\2016\Training\ika... Basicpr
E@I FASTA Indexes Y Completed 0K 100%  Consensts hela_lug_60min_160901121351 9/18/2016 11:31AM  Hela D:\Demo samples\Hela\hela_tug 60.. Resultf
| ~ :
e Completed 0K 100%  Processing hela_lug_60min_160901121351 9/18/2016 11:31AM  Hela D:\Demo samples\2016\Training\ika... Basicpr
FASTA Parsing Rules b <
N
~
~
~
~
StartPage X | Study: Hela x| hela_lug_120min_150901165510 ./ Administration X | v 4

Process Management H
@ Job Queue
Content Management H

%l FASTA Files

FASTA Indexes

o Add @@ Download @ Update 6 Remove (9 Cancel | I Export | @ Refresh @ Check for Updates ]

Name ‘ Protein Database ‘ Taxonomy 1D | Version ‘ File Size [kB] | # Sequences ‘ #Residues | Status ‘ Last Modified | Update Available ‘
Homo sapiens (SwissProt Ta... | SwissPrat 9606 2015-11-11 28154 42084 24249374 Available 04/06/2016 r
[ Saccharomyces ceravisiae S SwissProt 554292 2015-11-11 3699 6656 3011607 Available 04/06/2016 r
[ iRT_nominal_Fusionfasta Custom 0 1 134 Available 10/13/2014 r
[ uniprot_Rat_201605.fasta Custam 21415 35485 18344221 Available 05/26/2016 r
» A ]

ThermoFisher
SCIENTIFIC




Ao\
p e

Administration i &-F £ B ) T FASTA #iBEFRMILF B

[ Thermo Proteome Discoverer 21.0.81

File View Administration Tools Window Help

LA,

==

DDDEE DGO RAIRERR

StartPage X | Study:Hela X | hela_iug_i20min_160901165510 x Administration x | ~ 4k
g ] Add[ﬂ Download lf@ Update J§ Remove (& Cancelj H Export ‘ @ Refresh @ Check for Updates
gmmwﬂt A = 'o gl e i eenes :54| “Seqm::aJ #Reszij:j;?J :talt”; | L::;u’::zc!:d | Updaf;‘f"a”a"‘e |
Job Qi — — wvailable
e 99 6656 3011607 Available 04/06/2016 '_
R T ID: 906 - | Include Al Subcategories 0 1 134) Available|  10/13/2014 r
“ | | uniprot_Rat 201605 fasta e = 415 35485 18344221 Available  05/26/2016 [l
‘Content Management 2
5 FASTA Fles : anjifasta e S 0 1 28| Available|  04/23/2015 [l
N
FASTA Indexes Ensembl (2015-1002)
hito://www nch SGD (2015-01-13)
FASTA Parsing Rules hitp:/ A umE_Fer‘i;se (2015-08-20)
= £ Plzsmo (2015-01-14)
-1.”—'-” Spectral Libraries %Eﬂﬂahm)
st
z Chemical Modifications .—inTTRrgccizmwwt)
~g CleavageReagents ) N |J_-T P N « N "
5. 7t FASTA Files 5/, o =& “Download” # A “Download from ProteinCenter” 5t T,
G o HABTHYHNHES, NRFMEMES, TG NHEROMIEHTEN, REMN
§ Quantification Methods Database 9 FHI% R FIEFEIEE T HAOKIR, —HR%EFE SwissProt, &asd “Import”
: TUER BBk Z “Job Queue” SR, O] AR B T H M E, SEREHBFTH FASTA Files 57 M,
“”8'*""'“”“"‘ U TNERE TEREEENFRES. B, ZILNAGE, JAE “Check for Updates” #t47
Licenses E%ﬁ-o

6. 7€ Administration 51, =i “Chemical Modifications” A& EEX R H. HRMFOSIHR, BilaE “Delta
Mass” HITHHFEERFHS, AREFEMPNREBLPHLHTER, MERIBRREBNEHEE, TIUEFHIA “Is
Active” BEBEEAE, MRFRETNHTARE, REFLE “Apply” , BITHEELENEIRESTHFHITIZEMNEE;
MBEHRAIEERENEHEE, WEEST “Add a Modification” , ZEHMAERENTAMNBSHTHENNENS
. B, BhREE. BHITHREE. hEXEZHA. FREF (—BMAFTEES ) . £EME. Unimod BS5%E
FR%N; 7 “Position” X, T DIARIEEIHAEMNMEHTHENAEE, HEFET “Ay” &, RIFESEEHERXE,
MAEFHMANEBHZSEI “+7 , ad “+7 , BEHEIH “Add an Amino Acid site” , TUT] UM Thi%l 3R
THENEERAEE, BETMAE “Classification” I HITEIFEFEAEFE, WTMER, EHFHEHEZE, B
=i “Remove” , BIALIRE, =i “Apply” WT IEREMEIESFTHHTIEE, RIMETIIM Unimod M T1s#H
AR EES N2 EM,

File View Administration Tools Window Help

WOHI AR Y

(L]

DDDDEEGDR A4B80

StartPage X | Sudy:tels X | hela_lug_120min_16001165510  x. Administration X | ~dr
* @ Import ¥ Remove @ Apply
Process M ent H
bl Is Active V| Modification "‘ Abbreviation ‘ DeltaMass ‘ Delta Average Mass | Substitution ‘ Leaving Group | Position ‘ UmmndActessinnNn.‘ l 3
48 oo e | = = o 3] g
» |
Content Management % ] W 21 Acetyl 21 42.010565 42,0367 H(2) C[2) 0 Any 1
# ¥ Acetyl 42.010565 42,0367 H(2) C[2) 0 Pratein ... 1
5 FASTA Files
= [ 2 Acetyl Acetyl 42.010565 420367 H(2)C(2)0 Any_N_Te.. 1
FASTA Indexs [ o ¥ | Amidated Amidated 0984016 09848 HNO(-1) Rny_C_Te. 2
! [ 7 Amidated Amidated -0.984016 -0.9848 HN O(-1) Protein C. 2
FASTA Parsing Rules [ o 72 Carbamidomethy! Carbamidomethyl 57.021464 57.0513 H{3)C{Z)NO Any 4
a2 = | ¥ " Carbamidomethy! Carbamidomethyl 57.021464 57.0513 H(3)C2)N O Any_N_Te.. 4
| Spectral Libraries = ¥ Carbamyl Carbamyl 43.005814 43047 HCN O Any 5
[ ¥ Carbamyl Carbamyl 43.005814 43.0247 HCNO Any_N_Te.. 5
z Chemical Mndrﬁoatmlns [ ¥ Carbamyl Carbamyl 43.005814 43.0247 HCNO Protein N... 5
= v ( ; ]
\g Cleavage Reagerts N [+ o " Carboxymethyl Carboxymethy! 58.005479 58.0361 H(2) C(2) 0(2) Any_N_Te. 6
@ [ WV Carboxymethyl Carboxymethyl 58.005479 58.0361 | H(2) C(2) 0(2) Any 6
@ Annotation Aspeds [ ¥ Deamidated Deamidated 0984016 0.9848 H(-1)N(-1)0 Any 7
[ 72 Deamidated Deamidated 0.984016 0.9848 H(-1)N(-1)0 Protein N... 7
ﬁ Quantification Methods H W | Dimethyl Dimethyl 280313 280532 HE4) C(2) ProteinN... 36
] M Dimethyl Dimethyl 280313 28.0532 H(4) C(2) Any 3%




& Import 3 Remove & Apply

Administration & & - RNk ZEEW

1 O Is Active | Modification | Abbreviation | Delta Mass | Delta Average Mass | Substitution | Leaving Group | Position | Unimod Accession No.
=|F @& - - A Al -]
v P d 14 14 P d Foay v 0
1
- Arg-loss Arg-loss -156.101111 -156.1857 | H{-12) C{-6) N[-... Any C Terminus o 1287
v Met-loss Met-loss -131.040485 -131.1961  H{-9) C(-5) N(-1.. Any_N_Terminus {65 765
r Protein_C_Terminus
Trp->Gly Trp-=Gly -129.057849 -129.1586 | H(-7) C(-2) N(-1) Protein_N_Terminus 676
[l Lys-loss Lys-loss -128.094963 -128.1723 H(-12) C(-6) N{-... Protein_C.. 313
L4
|
|
Y
| @ Import 3§ Remove @ Apply
Is Active | Maodification | Abbreviation | Delta Mass * | Delta Average Mass | Substitution | Leaving Group | Position | Unimod Accession No.
=N ] - - | | iy =
- # Add a Medification...
R ———e |
| new new
Amino Acid Name | One Letter Code | Classification |
]
# Add an Amine Acid Site... [
Is Active | Madification | I6D }bbre\riaﬁon | Delta Mass ~ | Delta Average Mass Substitution Leaving Group Position | Unimod Accession No.
- - Arg-loss ss -156.101111 -156.1857  H(-12) C(-6) N(-.. Any_C_Te... 1287
[#]- Il Met-loss Met-loss -131.040485 ) -131.1961 H{-8) C(-5) N{-1 Protein M 763
|
|
y
I @ Import B Remove & Apply
Is Active | Modification | Abbreviation | DeltaMass - | Delta Average Mass | Substitution | Leaving Group | Position | Unimod Accession Mo.
-B[=[ T [y - - [y [y | -|
- # Add a Modification...
— 1
2 new new 123.123 123.135 Any 0
Amino Acid Name | One Letter Code | Classification
* | ;T
Is & Amino Acid @. One Letter Code ‘ation Delta Mass -~ | Delta Average Mass Substitution Leaving Group Position Unimod Accession Mo.
- Alanine | [ A -156.101111 -156.1857  H(-12) C[-6) N(-... Any_C_Te... 1287
=0 Arginine R 131.040485 1311961 H{-9) C(-5) N{-1 Protein_N 765
- Rsparsgine i -131.1 -131. - - -1... rotein_M...
B Aspartic Acid [} -129.057849 -129.1586 H(-7) C(-3) N(-1) Any 676
[#- Average AsplAsn B -128.094963 -128.1723 | H(-12) c(-6) N(-... Protein C.. 313
B Average GlulGln  Z -115.042199 -115.132 | H(-5) C(-8) N(-1) Any 1224
M- C-Terminus -106.041865 -106.1219 | H(-6) C(-7) 0{-1) Any 1239
— Cysteine C -
[+ i HIY=s Gy HigEEEy -99.079647 -99,1344 H(-9) C(-4) N(-3) Any 646
L4
|
|
|
* @ Import M Remove @ Apply
Is Active | Modification | Abbreviation | DeltaMass -~ | Delta Average Mass | Substitution | Leaving Group | Position | Unimod Accession No.
=T 0 = = o | il =
- # Add a Modification...
- |
I new new 123.123 123,135 Any 0
Amino Acid Name | One Letter Code | Classification
FF Arginine R IChemical derivativ =
# Add an Amino Acid Site... CD—tran.-;Ia;iDnaI. é
Is Active | Modification | Abbrg :\:ﬁ}ﬁ;; Iabel elta Average Mass Substitution Leaving Group Position Unimod Accession No.
| = - Arg-loss Arg-loss  [N-linked glycosylation -156.1857 H(-12) C(-6) N(-... Any_C_Te... 1287
= T Non-standard residue ;
[+ L I~ Met-loss Met-loss O-linked glycesylation -131.1961 H(-9) C(-5) N(-1... Protein N... 765
M- [ Trp-=Gly Trp->Gly |Other - -129.1586 H(-7) C[-9) N(-1) Any 676
[+l - Lys-loss Lys-loss -128.094963 -128.1723 H(-12) C(-8) N(-... Protein C.. 313
ThermoFisher
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Administration i% &- &)L 7 e

7.7 Administration 54, s 7 “Cleavage Reagents” # ABSUNR I B E X 7MW, & BB TR FIEREBEIZRE S, (nEHM,
=i “Click here to add a new record” , RIEZERZF. BEUINLE. BEUIHIGHIALE . BEUIMIE ( Offset: C imEETIN 1; N k.
FEEEUIFAESERMETIN 0) . A5, BUMERY (281, Ful, ¥EY]. Semi, NiH¥EET. SemiN, C im¥Es.
SemiC, FE4FFMEEY: Enzymatic Unspecific ) EX AR TRATIEE, REST “Apply” BN ERSAIEIEN T
REEFEA, IEMEk, TEERFER, S “Remove” BIT],

|4 Thermo Proteome Di 108!
File View Administration Tools Window Help

BHOHO N

FEPODODEECDGDRA4EZRA
i

StartPage X | Study:Hela X | hela_lug_120min_160901165510 x A
* M Remove @ Apply
Process Management A
: Name VV| Cleavage Sites V| Cleavage Inhibitors V| Offset V| Abbreviation V| Cleavage Spedificties i
{@ Job Queue % Click here to add a new record...
\ = (>
Trypsin R @ R P 1 - Full; Semi
Content Management H Trypsin_K K P 1 - Full; Semi
Trypsin{KRLNH) HKLNR - 1 Try_a Full; Semi
ﬁ FASTA Files = 8§ 8
= Trypsin KR P 1 Try Full; Semi
FASTA Indexes || Staph_Protease E - 1 - Full
\ Proline_Endopept P - 1 - Full
FASTA Parsing Rules | No-Enzyme - - 0 - Unspecific
= No-Cleavage - - 0 - Semi; Semi (N-Term); Semi (C-Term); No Cleavages
@ Spectral Libraries [ LysC K . 1 . Full
IodosoBenzoate w - 1 - Full
.3 Chemical Modifications Gl oE R 1 R full
1 Elast Cl AFIKLRVWY P 1 - Full
I \g Cleavage Reagents | || ase{Tryp/Chymo v
b7 Elastase ALV P 1 - Full
@ Annotation Aspeds "\Y? Cyanogen_Bromide M - 1 - Full
Clostripain R - 1 - Full
§ Quantification Methods Chymotrypsin(F) FWY P 1 chTr Full
} | Chymotrypsin FLWY - 1 ChyTr Full
License Management A AspN D - 0 - Ful
= L4
L '
Licenses |
v

PICTITEE T ——— e

SRR sii=r=1r EEEDDoEDEDRiAE23A
3 - xl

Start Page X rStudy: Hela x rhe\a_lug_lzﬂmin_lﬁus‘m1SRR1H x/‘
il 4 Ramovel (V] Apply, I
Process Management ]
° Name %\  ©¥  CleavageStss 7 Cleavagelnnibitors ¥|  Offset ¥ Abbreviatn 7] Cleavage Specificities v|
{@ Jab Queue % |7DI K - 1 al ) -]
= 1
= - -
Trypsin_R R P 1 - Full; Semi AG‘UE FC\I*Iaavage Specificity
— Fl ul
Content Management = | | TrypsinK K P 1 - Full; Semi Semi
Trypsin(KRLNH) HKLNR - 1 Try_a Full; Semi Semi (N-Term)
7| FASTA Files [ -
=] Trypsin KR P 1 Try Full; semi Semi (C-Term)
[ . - Enzymatic Unspecific
EASTA Indexes | Staph_Protease E 1 Full
. Proline_Endopept P - 1 - Full
FASTA Parsing Rules || Ne- ne 0 Unspedific
= No-Cleavage - - 0 Semi; Semi (N-Term); Semi (C-Term); No Cleavages
@ Spectral Libraries | LysC K - 1 - Eull
lodosoBenzoate w - 1 - Full
'3 Chemical Modifications ™ eluc oE - 1 - Full
i Elast: Cl AFTKLRVWY P 1 - Full
‘3 Cleavage Reagents | Fas ase/Tryp/Chymo !
Elastase AILV P 1 - Full
@ Annotation Aspeds Cyanogen_Bromide M - 1 - Full
Clostripain R - 1 - Full
§ Quantification Methods Chymotrypsin(FwY) FWY P 1 ChTr Full
Chymotrypsin FLWY - 1 ChyTr Full
License Management ] AspN o - 0 - Full
A Licenses

11




Administration &t B-E 8 F k%8

8. 7£ Administration 51, & “Quantification Methods” A EE A B EXSH, & A& EE T AEREBEIZRES,
Blgn SILAC. TMT. iTRAQ. O'° #rie M1 —FAEIREE ., T AM, S “Add” , — 5] UM T~ BUIARIIEAR R T #F,
I TMT 10 plex A%, s “Create” Zf5, WTEETEASIANREZMAE RS SAFITEENER, HEF
SAIHEERN TMT 10 plex IXF, AREEFNEERXFEMNLPE, MEREBFHRMNEZEEER, Reasad “OK” ,
BHRTEEN AN RNRTF. FINET UM EETERTHER. RE. SANSHEE, SANSHNEETENE
o4 .method,

£

WHe da EEDODDDEMGER A Le3a

StartPage x| Study:Hela X | hela_lug_120min_150301165510 x. Administration x | ~ 4

Process M: ent ]
=L 2 Status Method Name . ‘ Description | Is Active I_

{-& 10b Queue  Dimethylation 3plex (C2H6, C2H2D4, 13C2D6) Dimethylation 3plex (C2H4, C204, 13C2D4) Method Il
v 180 Labeling (02 | 1602) 180 labeling method for fully labeled samples I
[*] gyai \& Method for 10-plexTandem Mass Tag@® of Proteome Sciences plc I~
Content 2 [ v IncompleteN{80 Labeling (02 | 0180 + 1802) 180 labeling method farincompletely labeled samples I
socmes [ v iuduWTﬁp\en\ \‘\ Method for cysteine-reactive 6-plex Tandem Mass Tag® of Proteome Sciences plc I
(= [*3 iTRAQ 4plex . tothod oo pplied Bio: v
5 FASTA Files [ v iTRAQ 8plex Create New Quantification Method - @g plied Biosyst=ms W
[ L Low Resolutioniodo TH — 6-plex Tandem Mass Tag® of Proteome Sciences plc I

FASTA Indexes | v Low Resolution TMTe bf ss Tag®of ProteomeSciences plc 2
. | v SILAC2plex (Arg10, Lyd | @ From Factory Defauits IIZ

L SILAC 2plex (Arg10, Ly 5 v
N — ' - sthylati les 3 .

FASTA Parsing Rules v SILAC 2plex (1le6) ©) From Bising Method:  Fyl 180 Lebeling (021 1802) o2
= | - SILAC 3plex (Argé, Lys incomplete 180 Labsing (021010 + 1602) od d
™ Spectral Libraries = v SILAC3plex (Argt, LysHll| &) From Seratch: iodo TMT 6plex | fhod v

(= v TMT 10plex . ] iTRAQ 4plex oteome Sciences plc =3
. o v TMT 2plex iTRAG Splex Sciences plc I
8 Chemical Modifications = v ™TO Low Resolution iodo TMT Gplex Sciences ple 7
= Low Resolution TMTe Bplex
. (=1 v TMTe 6plex SILAC Zplex (g 10, Lys6) Sciences plc =3
g CleavageReagerts SILAC Zplex (Arg 10, Lys8)
S SILAC 2plex (66)
SILAC 3plex (Argh. Lys4 | Arg 10, Lys8)
@ Annotation Aspects SILAC Jplex (g6, Lys6 | Arg10. Lys8)
TMT 10plex
= ificati TMT 2plex
([ oremscatonmitios | ik ..
\
iicat b
Create Mew Quantification Method y) ?
7
4
yd
@) From Factory Defaults: [TMT 10plex & ']

() From Bxdsting Method: | 20160414_T1

() From Scratch: Precursor lon Method
{ advanced mode )

F —
Quantification Method Editor: newMethodl 0

Quan Channels

Residue Modification: | T T6plex / +229.163 Da -k =] ¥

N-Terminal Modification: | TMT6plex /+229.163 Da -

TMT Reporter lon |sotope Distributions

|
Mass Tag Reporter lon Mass -2 -1 Main +1 +2 Active |
126 126127726 0 0 100 0 0 [#] |
127N 127124761 0 0 100 0 0 ¥l "
127C 127.131081 0 0 100 0 0 [#] i
128N 128.128116 0 0 100 0 0 ¥ i
128C 128.134436 0 0 100 0 0 [#]
129N 123131471 0 0 100 0 0 ¥
128C 12913779 0 0 100 0 0 ]
130N 130.134825 0 0 100 0 0 ¥
130C 130.141145 0 0 100 0 0 ]
131 131.13818 0 0 100 0 0 ¥

TMT: Main peaks are always 100%

T TMT $RiE#EM, TH 10 57, o DURIEFRICEH
AR SR ERRRARLE, ReEEAERML,

[ ok ][ cancel |[ Heb

s e
8E

ThermoFisher
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Processing workflow-%& B A % E S#17% @
e,

9 Therma Proteome Discoverer 2.1.0.81

[E=REN)
File View Administration Tools Window Help

PRPRIETE I, ] 31 1
Start Page X/Stlll'f: New Study X ] - 4 P 1 3
lligh Add Files (i} Add Fractions 3¢ Remove Files -4, Open Containing Folder £} New Analysis ] Open Analysis Template
Study Definition | | Input Files || Samples || Analysis Results | QUGS | Grouping & Quantificati Analysis AsBaich i Run | Save X
\nferkflow Nedes & Open [ OpenCommon O B SaveCommon 3% Autolayout 7|
| Data Input |i Workflow Consensus Step 1, ox
£ MsFFiles 7
escription A
£ Peptide Grouping | Workdlow-
@ PSM Grouper \ — Result File
- —— | Workflow Tree \ -
| Peptide validation | \ W Child Steps: (1) Add
= . \ &
I5 PeptideValidator
\ E Processing Step Q Clone !
| = Peptide and Protein Filter ] \‘
I Peptide and Protein Filter \ Workflow: - Basic_SeguestHT
[ =1 Protein Scoring IE \‘ Result File:
&g Protein Scorer \ Input Files: (1)
|B Protein Grouping | “
Protein Gi
(&) Protein Grouping “ Drop your input files hers
(=) Protein Validation \
#* FidoCTProtein Validator ]
|8, Protein FDR validator “ . ) 3
I
| Quantification || |||Post-Processing Nodes 1
L% Peptide and Protein Quantifier ] o
I
=) Annotation ] B
(:_) Peptide in Protein Annotation 1
£, Protein Marker "
@ ProteinCenter Annotation it 1
| -
] oron toges | Parameters Rl ——| ! g Il
T
1
(3 Open Workflow "
@Qvl ) + Computer » Local Disk(C) + Users » Public » Public Documends » Thermo » Proteome Discoverer 21 » Common Templates »
O — e S e — = 3
Organize » New folder 1
= 1
A Favorites Name Dateymodified Type Size
M Desktop 1! Analysis Templates 20176116 9:30 File folder
4 Downloads 1. ConsensusWF 2 /16 8:30 File folder
] Recent Places 1. FilterSets P16/6/16 10:53 File folder
1. ProcessingWF_Fusion £016/6/169:30 File folder
4 Libraries 1. ProcessingWF_LTQ_Orbitrap Wzﬂlﬁ:ﬁrlﬁ 9:30 File folder
[ Documents 1. ProcessingWF_Qbsactive T 201676716 9:30 File folder
T Temnlat 015/7/141514 POPEOCESSINGW 1 KR
) Open Woridflow

@f' [ Computer » L
@[ » Computer » Lo
S e =

:) » Users » Public » Public Documents » Thermo » Proteome Discoverer21 » Common Templates » ProcessingWF QExactive < \ 44| [ Search Processin
- — — - e
Orgenize +  New folder
S — Name : Date modified Type size
I Deskiop PWF_Export to MGF pdProcessingWF 2015/9/1 16:10 PDPROCESSINGW... 15KB
J8 Downloads PWF_QE_Basic_SequestHT.pdProcessingWF 2015/9/116:10 PDPROCESSINGW... 42KB
] Recent Places PWF_QE_Dimethylation_ Quan_Sequest_HT_Percolator.pdProcessingWF 2015/9/116:10 PDPROCESSINGW... 113K8
PWF_QE Iterative_SequestHT_Percolator.pdProcessingWF 2015/9/116:10 PDPROCESSINGW... 11K8
i Libraries PWF_QE_Precursor_Area_Quan_SequestHT_Percolator.pdProcessingWF 2015/9/1 16:10 PDPROCESSINGW. 49KB
[ Documents PWF_QE_Precursor_Quan_SequestHT_Percolator.pdProcessingWF 2015/9/1 16:10 PDPROCESSINGW. 50 KB
o Music PWF_QE_Reporter_Based_Quan_SequestHT_Percolator.pdProcessingWF 2015/9/116:10 PDPROCESSINGW... 48Ke
&) Pictures PWF_QE_SequestHT_MSAmanda_Percolator.pdProcessingWF 2015/9/116:10 PDPROCESSINGW. 66 KB
& Videos PWF_QE_SequestHT_MSAmanda_Percolator_phosphoRS.pdProcessingWF 2015/9/116:10 PDPROCESSINGW... 78 KB
PWF_QE_SequestHT_MSAmanda_Percolator_ptmRS.pdProcessingWF 2015/9/116:10 PDPROCESSINGW... 78 KB
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14 _ Spectrum files: #HIFEHA, THREFTSH,
bﬁtsmﬂm”ms “‘ Spectrum Selector; WA BUE TR X NI 2| SARHITIOR

Sequest HT: #FR5|ZESR,
l Percolator; %8 delta Cn. g-value Z3XF PSM ( peptide-spectrum match ) #17-~1{E,
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StartPage X | Swcy:293.0DA X’ Workflow Editor x | ~ b

LU LY | Consensus Workflow

& Open B OpenCommon & Swe [} SeveCommon D Autolayout | 3 Cear
Show Advanced Parameters

Worldlow PWF_QE_Basic_SequestHT

Desciption:  Basic processing workflow with score threshold validation to be used for searches of low complexty samples or employing @ small FASTA database. Specfy
the FASTA database and any additional modfications

Workflow Tree |

G g Q Exactive RFI{U s EHRAELERTE

i

|

Spectrum 1

g
:

& SequestHT 2

ﬂ Percolator 4

II

Workflow Nodes | Parameters < [ 3

Ready

EFERTRT Q Exactive RIS HTENEARALENEAAANEERRE, LTQ-Orbitrap 1 Fusion RFI{Y 85 —FK
£ HCD # %3 X Orbitrap REHIER, EHt T ERLRRE.

|2 Thermo Proteome Discoverer 21.0.81 =

CELES EEDDDDEEGDR A L2324

StartPage X | Study:293 DDA X Workflow Editor 3 | 4 b

~

Y

ILRELGETY | Consensus Workflow

F & Open [ OpenCommon {, Sove [ SaveCommon 33 Autolayout | 3 Clear

Simmiia e s Workdlow:  PWF_QE_Basic_SequestHT

4 1.General Settings || Descnption: - Basic processing workfiow with score threshald vaiidation to be used for searches of low complexty samples or emplaying @ small FASTA database. Speciy
Precursor Selection Use MS1 Precursor the FASTA database and any additional modfications

4 2. Spectrum Properties Filter -
Lower RT Limit
Umer AT Lme Workflow Tree \
First Scan
Last Scan
Ignore Specfied Scans

bt e e 0 secmmtes ) ¥E Spectrum Selector A3, £k {EH HCD

Min_ Precursor Mass 350 Da

V. Fecurr s 00002 J, 723t ) Orbitrap % 5 %1 #% B, Scan Event

cooo

Unrecognized Adtivation Type Replac CID

Palaritu Mada
Workflow Nodes | Parameters | 7

Total Intensity Threshold o

Mirimum Peak Count 1 E i F &)1 foa o &
e g | Fites SHMERE, HABHRIBASH

Mass Analyzer I FTMS g

MS Order Is MS2 EI] ﬂ-

Activation Type Is HCD L

Min. Colision Energy 0

Max. Colision Energy 1000 %

Sean Type Is Ful & [ &

Polarity Mode I+ = £
4 4. Peak Filters

S/N Threshold (FT-only) 15
4 5. Replacements for Unrecognized Properties

Unrecognized Charge Replacemerts Automatic L

Unrecognized Mass Analyzer Replace ITMS jy

Unrecognized MS Order Replacement MS2

i

Ready

SHIRE

General settings: RIAEFAMS1EZMS (n-1) , BEREHIMS 1, FE=ZFRIMNEFERIEEMS (n-1) .

Spectrum Properties Filter: RIFIEERBAE. IEEHS. FIEBFEENE. 2 FREEE. RaEEE.

B VGIES B S e S E, BENERE

Scan Event Filters; RIEZH/=RiEEBHER. NE. WEFEE. PELANXERHEREEHBESE, &

W EHTIEE,

Peak Filters: XEEIMEERILZREHE ({ERT Orbitrap ) o

Replacements for Unrecognized Properties: 3T F A IRBIMNERNTS. RELRNRE. BRARNESH, FRIILAE

EMSHRE; BEFEARIASE. .
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File View Administration Tools Window Help

Wt HIA YEEEEoODEE OGO R A 238

StartPage X | Study:203 DDA X Workflow Editor 3 | ~ 4 b
Consensus Vi
Parameters & Open [ OpenCommon & Smve [ SoveCommon I Autolayout | §¢ Clear

Show Advanced Parameters iﬁ E{"% ﬁﬁ' FH E’\] Worldlow:  PWF_QE_Basic_SequestHT

4 ;@::‘;at[;:a:a .' Fastaiﬁ&}i’?_, * || Description: ﬁiy;;s@riej:lgi:sznglnzwa:nyr;;s;r;gﬁs:ﬂi;:(l’i:?mnmbeusedforsaamﬁesoﬂnwcomplemtysamp\asnrempwngasmau FASTA database. Specfy =~

»

o st Comagesies 2T |3 [B] B 5 -
Min. Peptide Length Ak Workflow Tree |
ENHIRE,

Max. Peptide Length 144

Precursor Mass Tolerance 10 ppm \\

Fragment Mass Tolerance 0.02Da H il N 5 - Ny

U e P sl N Secmmiles ° ) Z£R{EF HCD ®HFHF I Orbitrap REHIERS,

4 2 Tolerances

1
m

e e R l “Tolerance” #1 “Spectum Matching” % B &
Use Neutral Loss a lons True

T
Use Neutral Loss b lons True N l:':l %ﬁlﬁﬁ BN,
Use Neutrel Loss y lons True \ Spectrum o

Use Flarking lors Tre N Selector

Weight of a lons 0 N
Weight of b lons 1 \ l
Weight of ¢ lons ] R AT
Weight of x lans 0 : A ;
Weight of y lans 1 & L 2 |
Weight of z lans 0 e B < |
4 4. Dynamic Modications
Max. Equal Modiications Per Peptide 3 ;
1. Dynamic Modiication Oxidation / +15.995 Da (M)
2. Dynamic Medification Nene
3. Dynamic Modification Nane j}
4. Dynamic Modification Nene Rerckinr 2
5. Dynamic Medification Nene 1
[y r—" i
Workfiow Nodes | Parameters ‘ i v

Ready

SHINE

1. Input Data; W EEREEE. B. RARTNMNANMEIRK/ RERBEKEESE.

2. Tolerances: B ERA/HEHFBFERERNRERERLZTLE, R2EFERIE/ERF BTN FE,
3. Spectrum Matching: & EEEE TR EGFEAFHEEREREF, UK ab/c/xy/z BFAHHNE,

@ Thermo Proteome Discoverer 2.1.0.81 =

File View Administration Tools Window Help

PR a = > e — — — — — -
T E ER b id .
Wt AR Y ﬁ‘\\ L d-1 3
StartPage X | Study: 293 DDA x.1 Editor X | ~d b
Consensus Werkon
= & Open [ OpenCommon &, Save [ SaveCommon 33 AutoLayout | % Clear
Show Advanced Parameters Woridow:  PWF_QE_Basc_SequestHT
1. Dynamic Modification Orddation / +15.995 Da (M) || Deseription:  Basic processing workflow with score threshold validation to be used for searches of low complexity samples or employing a small FASTA database. Specfy  »
2. Dynamic Modication None the FASTA database and any addtional modifications.
3. Dynamic Modfication None .
4. Dynamic Modication None
5. Dynamic Modification Hone Workflow Tree |
6. Dynamic Modication None a
4 5. Dynamic Modifications (peptide terminus) B
1. N-Teminal Modiication None
2 N-Teminal Modfication None - Spectrum Files 0 EEE ENE g k E
gy - \
e s HFENBARALE, SMELEHNE
1. C-Temminal Modfication None l
2. C-Temminal Modfication None ==l ]
3. C-Teminal Modfication None ﬁﬁﬂ?lx% El] _IO
4 6. Dynamic Modifications (protein terminus) -
1. N-Teminal Modffication Acetyl / +42.011 Da (N-Teminus) Spectrum 1
2. N-Teminal Modfication None Selector
3. N-Teminal Modfication None
1. C-Temminal Modfication None
2. C-Temminal Modfication None
3.C-Temminal Modfication None
4 7. Static Modifications L
Peptide N-Teminus None
Peplide C-Teminus None
1. Static Modfication Carbamidemethyl / +57.021 Da (0)
2. Static Modification None
3. Static Modification None
4. Static Modification None j}
5. Static Modfication Nene F e gakor g
6. Static Modification None o
[ ar— 5
Workflow Nodes | Parameters (] i >
Ready

4~7 T A 5E X ER B, HF 4“Dynamic Modifications” #5892 7 Ak B MI4E 10 88 & 4 B91L S8 4M( EL anBkBR 1k . Z B {k .
FEMLE); 5 “Dynamic Modifications ( peptide terminus ) ” &M R EKE Rin - T X £ ML Z1&1H; 6 “Dynamic
Modifications ( protein terminus ) ” 8RR HEEE Rk LT EEMNLFEM; 7 “Static Modifications” f&fIREREMIS L
—ESKENEN (bt REREEMIIFEF S| AR Carbomidomethyl fLEE ) o
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| Thermo Proteome Discoverer 2.1.0.81 =

Eile View Administration Iools Window Help

=) = ] L ) = — — — — — | — — — &
WP A YEEE DO EDEEGOR A B3R
StartPage X | Study: 233 DDA X Workflow Editor x | ~ b
Consensus Worklow
Parameters 5 Open [l OpenCommon A, Sove [§] SoveCommon 33 Auto Layout | % Clear
Show Advanced Parameters Workdlow:  PWF_QE_Basic_SequestT
a Lhrmiize Description:  Basic processing workilow with score threshold validation to be used for searches of low complextty samples or employing a small FASTA database. Specfy  ~
Masdmum Delia Cn 005 the FASTA database and any addtional modfications
Masdmum Rank ] AN "
4 2. Decoy Database Search N\
Target FDR (Strict) 0 \\ Workflow Tree |
Target FDR (Relaxed) 005 \ &
Validation based on qValue \ F

1

:
\

e SR A SRR R R FE 4T g value F
FDR +1{&, REFFFRIASHENT,

—
Workflow Nodes | Parameters |

Ready
SHIRE
1. Input Data; ¥ PSM 9 Maximum Delta Cn 1 Maximum Rank #1718,

2. Decoy Database Search: # &K E, M g-value A E##H T FOR +1&, B% % E Target FDR ( Strict ) =0.01,
Target FDR ( Relaxed ) =0.05,

HINEN PSM Validation AR, Fixed Value PSM Validator R PSM A9 Maximum Delta Cn 1 Maximum Rank i#47

KB, EATIEEER R, Target Decoy PSM Validator 37 PSM &) Maximum Delta Cn #1 Maximum Rank #{7F1{&

MENTESEREHS FOR #17FKE, EATEREEANM D NNERERLRERL,

a 1. Input Data

4 1.Input Data Masimum Delta Cr 0.05
W . Target Decoy Maximum Ranilk o
:§ Fixed Va_lue Masimum Deka Cn 005 PSM Validator i - 2D Dtk = "
% PSHValidator Maimum Rank 0 Target FDR (Strict) 0.01
Target FDR (Relaxed) 005
Concatenated FDR Calculation False
| Thermo Proteome Discoverer 2.1.0.81 =]
File View Administration Iools Window Help
W v FE DD ODDEEOODE! ; :
=mwﬂﬂﬂﬂ@{‘wﬂm---ﬂ E0R G &S
StartPage X [ Study: 233 DDA X' Workflow Editor x | -4
———
K Open B OpenCommon f Sove [ SeveCommon 33 AutoLoyout | 3§ Cleor
Show Advanced Parameters Workflow:  PWF_OT_Basic_SequestHT
Gt iel g || Descrition:  Basic processing workdlow with scors threshold validation to be used for searches of low complexty samples or employing = small FASTA database. Specfy  ~
Precursor Selection Use M51 Precursor the FASTA database and any addtional modifications
4 2. Spectrum Properties Filter .
Lower RT Limt ]
Upper RT Limit 0 Workflow Tree |
First Scan ] a
Last Scan ] F
lanore Speciied Scans
Lowest Charge State 0 Spectrum files 0 E
Highest Charge State ]
Min. Precursor Mass 350 Da
Max. Precursor Mass 5000 Da
Total Intensty Threshold ]
Minimum Peak Court 1 L
4 3 Scan Event Fiters "= = =< _
Mass Analyzer Ie ITMS ~-<
MS Order Is MS2 N
Activation Type sCID e
Min. Colision Eneray ] \
Max, Collion Energy 1000 Y
Scan Type Is Full s
Polarity Mode s+ | =
4 4 Peak Fillers
S/N Threshold (FT-oniy) 15
4 5. Replacements for Unrecognized Properties
Unrecognized Charge Replacements Automatic L
Unrecogrized Mass Analyzer Replacs ITMS
Unrecognized MS Order Replacement MS2
Unrecognized Activation Type Replac CID i
Prtarit Rinda i
Werkfow Nodes | Parameters | ‘ i ] ,

HTREHCID %3, BFHIREREN, BTHEEARXMENEZHETIL, BIFE Spectrum Selector-Scan Event
Filters SR BEFAR (M ELEFR) ; SSENERS XIESHITEET.
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| Thermo Proteome Discoverer 2.1.0.81 =
File View Administiation Tools Window Help

StartPage X )’smdy 293_DDA x/w..rkﬂw Editor x } ~d b
Corsensus ikl
& Open B OpenCommon & Smve B SoveCommon 3§ AutoLayout | & Clear
Show Advanced Parameters Woridlow:  PWF_OT_Basic_SequestHT
4 1. Input Data || Description:  Basic processing workflow with score threshold validation to be used for searches of low complexity samples or employing = small FASTA database. Speciy  »
Protein Database the FASTA database and any additional modfications
Enzyme Name Trypsin (Ful) "
Max. Missed Cleavage Stes 2
Min. Peptide Length 6 Workdflow Tree \

Max. Peptide Length 144 ~
4 2. Tolerances
Precursor Mass Tolerance 10ppm

| Fragment Mass Tolerance [0} =)= Spectrum Files 0 E
Use Average Preoursor Mass False
Use Average Fragment Mass False
4 3. Spectrum Matching l
Use Neutral Loss a lons Tue
Use Neutral Loss b lons Tue
Use Neutral Lossy lons True Spectrum 1
Use Flanking lons True L Selector
Wieight of a lons 0
Wieight of b lons 1
Wieight of c lons 0
Weight of x lons 0
Weight of y lons 1
Weight of  lons 0

4 4 Dynamic Modfications:
Wax. Equal Modfications Per Peptide 3

1. Dynamic Modfcation Ondation / +15.995 Da (M) ;
2. Dymamic Modfication None
3. Dynamic Modfication Nane jy
4, Dynamic Modfication None EeTCOmiN &
5. Dynamic Modfication None il
[—Ta——) i
Vorkfiow Nodes | Parameters ‘ m ’
Ready

“R{E A CID/HCD #ELI B FHRELIBR, “Tolerance” 1 “Spectum Matching” 1ZBEFSER BT,
HFEFHARIFERERNE, BEEN RS FHNRERELE 0.6~0.8Da ZEHH.

#%3%: Proteome Discoverer BRI U ZFARBHE AR . FARELEREFEZNRIERTHEE, BEASHTS
A HOAEAR I R AR AR B

Z4 TMT/ITRAQ B2

i Thermo Proteome Discoverer 2.1.0.81 =

File View Administration Tools Window Help

R RS E) P EDOEDEEEODR A2 R

Startage X | Study:hela x| administration X Workflow Editor X | > 4b
Consensus loron
Parameters & Open Open Commen &, Save [H] SaveCommon 3% Autelayout | 3 Clear

i hEeveiemrE e Workdlow:  PWF_QF_Reporter_Based_Quan_SequestHT_Percolator

4 1. Peak Integration

Descriplion:  Processing workflow for reporter ion-based quantificati D specira using SequestHTwih Percolstor validation. Specify the FASTA -
Irtegration Tolerance 20 ppm database, label used, and any addtional modfications. ~
Integration Method Most Corfidert Centroid So -
4 2. Scan Event Filters
Mass Analyzer FTMS | Warkflow Tree S |
MS Order Ms2 ~ -
Activation Type HCD

e
b G - AR E % TMT/TRAQ *Effﬁff&; H

[T BIRFTH TN IES R =

/% Reporter lons Spectrum
E‘s@ Quantifier o B setector !

Integration Tolerance

Defines the mass tolerance to use for looking for reporter peaks. j’v Percolator 3

Minimum value = 0.0001 Da | 0.01 ppm
Mazimum value = 0.6 Da | 5000 ppm

Workflow Nodes | Parameters < i, 3

Ready

FF Q Exactive/LTQ Orbitrap/Fusion &5 8§, HER %K TMT/TRAQ EE, HEF LB RNR BRI,
Reporter lons Quantifier 181k

1. Peak Integration: #EMBEREERPRIGRE B FEENMNATFREREMNRESE, BEFEBBRIAN 20 ppm
F “Most Confident Centroid” BP ],

2. Scan Event Filters: #§EXEESERINFTANRERNE. BERHBMBERTE. TR TMT/TRAQ B,
1% & A& Orbitrap FIEMEE. MS, R, HCD fFZF# L sEE M 0~1000 Bi D],
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& Thermo Proteome Discoverer 2.1.0.81 =
File View Administration ITools Window Help
= > — pr— 3
AL R EEooRAcEaA
Start Page X | Study: 293 DDA X Workflow Editor | 4P
A Consensus Worldiow
& Open Open Common &, Save [§] SaveCommon 33 AutoLayout ‘ 8 Clear
A RirEE e EEs Workflow:  PWF_QE._Reporter_Based_Quan_SequestHT_Percolator
4 1. Input Data || Description:  Progessing workdlow for reporter ionbased quartification. HCD spectra using SequestHTwith Percolstor validation. Specty the FASTA datebase. label used.
Protein Database and any additional modifications
Enzyme Name Trypsin (Full) J
Max. Missed Cleavage Stes 2
Min. Peptide Length 5 |Workflow Tree
Max, Peptide Length 144 a
4 2 Tolerances )
Precursor Mass Tolerance 10 ppm !
Fragmert Mass Tolerance 0.020a E E
Use Average Precursor hlass False
Usc Average Fragment Mass Fake
4 3. Spectrum Matching i \A
Use Neutral Loss a lons Tre
Use Newtral Loss b lons Te I
Use Neutral Loss y lons True 'Lr Reporter lons. 4 A Spectrum 1
Use Fianking lons True L ‘=& Quantifier LY selector
Weight of a lons 0
Wieight of b lons 1
Weight of ¢ lons 0
Wieight of x lans 0
Wieight of y lons 1
Weight of z lons 0
4 4 Dynamic Modfications
Max, Equal Modfications Per Peptide 3
1. Dynamic Modfication Oxidation / +15.995 Da (M)
2. Dyriamic Madfication Nonc
3. Dyniamic Modfication None 1
4 Dynamic Modfication None I ET
5. Dyniamic Madfication None i
> S1tie Mcfictinn i
Viorkflow Nodes | Parameters ‘ i v
Ready

BEF - RIRE B Fi#H4T TMT/TRAQ B2/, #<E A HCOD 3,
1T SequestHT-Tolerance MR E .

Orbitrap RE&E_RIEE, FrIXNFEIZR EEPIRt

I Thermo Proteome Discoverer 2.1.0.81

File View Administration Iools Window Help

W e

mRAKEIE

Start Page

x | study: 293_DDA

. Workflow Editor 3 |

~ d b

B Open [ OpenCommon J, Save [ SsveCommon 3% AutoLayout ‘ 3 Clear

Show Advanced Parameters

7. Static Modifications
Feptide N-Teminus
Peptide C-Teminus
1. Staic Modfication

N

2. Static Modfication

4 5. Dynamic Medifications (peptide terminus)

n

TMTplex / +229.163 Da (Any N-Terminus)
None

Carbamidomethyl / +57.021 Da (C)

TMTéplex / +229.163 Da (K) [=]

Yy T ——

Workflow Nodes | Parameters

Workflow:  PWF_QE_Reporter_Based_Guan_SequestHT_Percolator
1. Dynamic Modification Chadstion / +15.535 Da (M) “ || Description:  Processing workdlow for reporter fon-based quartification. HCD specra using SequestHTwith Percoletor validation. Speciy the FASTA database, label used, 4
2. Dynamic Modiication None and any additional modifications.
3. Dyramic Madfication Mo i
4 Dyramic Modfication None
5. Dynamic Madfication Nene |Workflow Tree
6 Dynamic Modfication None p

1. N-Teminal Modfication None

2. N-Terminal Modication None

3. N-Teminal Modfication None

1.C-Teminal Modfication None

2.C-Teminal Modification None l \
3.C-Teminal Modfication None

4 6. Dynamic Modifications (protein terminus)
1. N-Teminal Modfication Acetyl / +42.011 Da (N-Teminus) /i'3, Reporterions ] Spectrum 1
2. N-Teminal Modfication None R onime, L setector
3. N-Terminal Modification None
1. C-Teminal Modfication None
2_C-Temminal Modification None
3.C-Temminal Modiication None

3. Static Modicstion None
4. Static Modification None

5. Static Modfication None 1 ercooy
6. Static Modification None Il

. r

Ready

YTERERHETT TMT/TRAQ #ric/E, iR EErEREMNEE ( B81F N Risfl K Mg LAER ) SR, e
B TMT/TRAQ 5B B HEEBH., EERGI TMT 6 plex A, Bx T WENE TMT/TRAQ #R55R B AR N Kk
K Mgt E EEIFHSE,

*. BF TRAQ freE A SEBIR N A4, BINTEHT TRAQ RIS ER, KBHIESB R K, Y Mk FMEEE .
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{4 Thermo Proteome Discoverer 2.1.0.81 =
File View Administration Iools Window Help
B ; L ) = e (o [ | o e — o :
WHPEHIA YERSE EODODDEEGODE A L2288
StartPage X | Study:293_DDA X Workflow Editor X | ~ 4B
Comsenaua Viokow
Parameters & Open [P OpenCommon M, Save [H] SaveCommon % Autolayout ‘ 3 Clear
Show Advanced Parameters Workdlow:  PWF_Fusion_Reporter_Based_Guan_SPS_M53_SequestHT_Percolator
4 1. Peak Integration Description: Pm:es&ngwurkﬂuwfurSFSM53reuur|emunbasedquanlrﬁcalmn.\deﬂtm:$‘a d on CID specira using SequestHT with Percolator validation. Specy
£
Integration Tolerance 20 ppm \ the FASTA database, label used, and any additional modifications
Integration Method Most Corfident Centroid N ~ —
4 2. Scan Event Riters N SS
Mass Analyzer FTMS ~ | Workflow Tree D |
MS Order ms3 S i
Activation Type HCD ~
Min. Colision Energy 0 .
Max. Collsion Eneray 1000 - T T E
A& Fusion RF{Y=§ SPS =4
== 3 >
T™MT 8%k, TEREFR.
/% Reporterlons | Spectrum
‘== Quantifier B setector i
[ S r— i
Workflow Nodes | Parameters ] i, r
Ready

SHigE

1. Peak Integration: #EMNEIHIEEFREIRE B FiEERNATFREREMIRIET X, BEFEABKIALN 20 ppm M “Most
Confident Centroid” BPTJ,

2. Scan Event Filters: #EEXEEE2IEEMNAAANRERLNE. EERRBMNBERGE, XT=ZK SPSTMT &2, KEA
Orbitrap FRE# MBS, MS, IEE. HCD fERMFEREEE M 0~1000 BN T,

I Thermo Proteome Discoverer 2.1.0.81 =

Eile View Administration Tools Window Help

e 1 - = o e e e | —— — B -
WWEHD AR TV @@“‘D;ﬁ'};é&%%ﬂﬁ
StartPage X | Study:293_DDA X Workflow Editor X | 45
Comsenaua Viokow
Parameters & Open [P OpenCommon M, Save [H] SaveCommon % Autolayout ‘ 3 Clear
Show Advanced Parameters Workdlow:  PWF_Fusion_Reporter_Based_Guan_SPS_M53_SequestHT_Percolator
0 LFamar S8 * || Description:  Processing workdlow for SPS M3 reporter ion-based quantfication.Identification based on CID spectra using SequestHT with Percolator valdation. Specy  ~
Precursor Selection Use M51 Precursor the FASTA databass, label used, and any additional modffications
4 2 Spectrum Properties Filter L
Lower AT Limit 0
Upper AT Limit ) Workflow Tree
First Scan 0 -
Lsst Scan 0
Ignore Speciisd Scans
Lowest Chargs Stats 0 3
Highest Chargs Stats 0
Min_ Precursor isss 3500
Max Precursor Mass 5000 Da
Total Intensty Threshold 0
Winimum Pssk Court 1 E
4 3. Scan Event Filters ;“-“".P Reporter lons
Mass Anaiyzer (Not specified) ‘== Quantifier
MIS Order Is MS2
Activation Typs {Hot specisd)
Min_ Colision Ensray 0
Max Collsion Eneroy 1000
Scan Type Is Full
Polsrty Mods (ot specisd)
4 4 Peak Fiters
S/ Threshold (FT-only) 15
4 5. Replacements for Unrecognized Properties |
Unrecognized Charge Replacements Automatic L
Unrecognized Mass Analyzer Replace ITMS i
Unrecognized MS Order Replacement MS2 LD 2
Unrecognized Activation Type Replac CID i
[ r—— i
Viorkdlow Nodes | Parameters | < i v
Ready

LHIT=2R SPS TMT EERF, Spectrum Selector-Scan Event Filters #5128 F B4 & FEPR BRI T,
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& Thermo Proteome Discoverer 2.1.0.81 =
File View Administration Icols Window Help
. = ‘K =) 3
Wt I A Y E RlAkEaa
StartPage X | Study:293 DDA X1 Editor X | ~ 4B
Processing Workflow [[oNiaai e ]
Parameters & Open [B OpenCommon J, Save [ SaveCommon >3 Autolayout | 3 Clear
Show Advanced Parameters Wiorkfiow:  PWF_Fusion_Reporter_Based_Guan_SPS_MS3_SequestHT_Percolator
0 LLoniee || Description:  Processing workdlow for SPS MS3 reporter ion-based quartification.Identfication based on CID spectra using SequestHT with Percolator valdation. Specfy
Protein Database the FASTA database. Iabel used, and any addtional modfications
Enzyme Name Trypsin (Full) =
Max. Missed Cleavage Sites 2
Min. Pepiide Length 3 Workflow Tree
Max. Peptide Length 144 P
4 2 Tolerances === === _
Precursor Mass Tolerance Mpem T~
Fragment Mass Tolerance 06Da ~ E E
Use Average Precursor Mass False »
Use Average Fragment Mass False r
4 3 Spectrum Matching
Use Neutral Loss a lons True
Use Neutral Loss b lons Trus -
Use Neutral Loss y lons True 7, Reporterions || Spectrum 1
Use Flanking lons True i} =& Quantifier B setector
Weight of a lons 0
Weight of b lons 1
Weight of c lons 0
Weight of x lons 0
Weight of y lons 1
Weight of z lons 0
4 4 Dynamic Modifications
Max. Equal Modfications Per Peptide 3
1. Dynamic Modfication Oridation / +15 995 Da (M)
2 Dynamic Modfication None
3 Dynamic Modfication None
4. Dynamic Modfication Hone
5. Dynamic Modfication None i
e i
Vorkfiow Nodes | Parameters ‘ I v
Ready

LEA=2K SPS TMT EER, Sequest HT HBHUEE FHFREMN —REIBA T EMIEER, ) Sequest HT-Tolerances-Fragment
BERENBTHRXELIRNRERBEEE, B 0.6-0.8 Da BT,

I Thermo Proteome Discoverer 2.1.0.81

File View Administration Tools Window Help

AW DA YEES =] BlAza’

StartPage x| Study:293 DDA x| Editor x | ~ 4 b

Consensus Workflow

& Open B OpenCommon dl, Save [} SaveCommon 3§ Autolayout | 3¢ Clear

Show Advanced Parameters Wiorkfiow:  PWF_Fusion_Reporter_Based_Quan_SPS_MS3_SequestHT_Percolator
1. Dynamic Mediication Oridation / +15.995 Da (M) || Deseription:  Processing worldiow for SPS MS3 reparter ion-based quantification Identfication based on CID spectra using SequestHT with Percolator validation. Specify  »
2. Dynamic Modfication Nene the FASTA database, label used, and any additional modffications
3. Dynamic Modication None =
4. Dynamic Modfication None
5. Dynamic Modfication None Workflow Tree
6. Dynamic Modfication None P
4 5. Dynamic Modifications (peptide terminus)
1. N-Terminal Modfication None
2. N-Temninal Modication None E
3. N-Temninal Modication None
1. C-Teminal Modification None
2.C-Teminal Modification None l \
3.C-Teminal Modiication None
4 6. Dynamic Modifications (protein terminus) -
1. N-Temminal Modification Acetyl / +42.011 Da (N Teminus) /155, Reporterions ™ Spectrum 1
2. N-Teminal Modfication Nane _- S i tiber ELF selector
3. N-Temninal Modication None - ’
1. C-Teminal Modification Nore _ ="
2 CTeminal odiicaion__ Sere™
3. C:Teminal Modiication None
4 7. Static Modifications L
Peptide N-Teminus TMTéplex / +229.163 Da (Any N-Teminus) 1
Peptide C-Teminus None
1_Static ) c /+57.021Da (€
TMTéplex / +229.163 Da (K) =
3_Static Modication None
4_Static Modfication None
6. Static Modication None =
(B —— v
Workflow Nodes | Parameters ‘ ] v

Ready

LEA=% SPS TMT EEH, Sequest HT R E FHRXEN —EEEATEMRR, HNFER TMT FrEREAKE N
R AR =R 6% | 7 B 2181 o
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@ Processing workflow-5i4A B FIEERAEE S RTE

I Thermo Proteome Discoverer 2.1.0.81

=
Eile View Administration Tools Window Help
N P | — = — e — e | e e — 2
{r L o 3 E E/ .
ATRRS Hﬂﬁ;a(@@\\‘ aKBeza
StartPage X | Study:293_DDA X Workflow Editor X | ~ 4B
Consersus Virkfow
Parameters & Open [ OpenCommon &, Save [ SaveCommon 3% Auto Layout ‘ 3 Clear
s vt Workflow:  PWF_QE_Frecurser_Guan_SequestHT_Percolator
4 1. General Settings Description:  Processing worldlow for p ). UsngSeguestHTwith Percolator validation. Speciy the FASTA database. labels used, and any -
Mass Precision 2ppm A S addtional modifications ~<
~ S~ -
N ~
‘\\ [Workflow Tree S~o \
~
AN S

& FlF Q Exactive & %I {488
\ MBS FE=1RR

Spectrum
'%J-p" Selector i

g‘.\-’-; Precursor lons $
[‘r@ Quantifier 5 Sequest HT 2

|

l Percolator 3

S \“ 1

Mace Pracisinn

Wiorkflow Nodes | Parameters

Ready

SHigE

Y7 QFExactive RIIUBEHTETRIEBEFIETREELE (W SILAC. PO i ) i, HAALREER; LTQ-
Orbitrap # Fusion RF{Y A& —R{FEFH HCD #HF [ Orbitrap REEIRRY, Rt ol UFE H g,

Z MR F B9 Event Detector BIERAIIE AN S MNRIGIER FIZIGBIA B TR EERHIERN, BRAESLENQNE AR
FEFHRERRENIEREERERZEEN, BERIRING 2 ppm BIT,

{4 Thermo Proteome Discoverer 2.1.0.51 =
File View Administration Toole Window Help
| g el NN A W e R e R
GEd I # Y EE D DDDEEGO R|A |28
StartPage X | Study:233 DDA X Workflow Editor x | ~ 4 b
Consensus Vorkdow
Farameters H Open Open Common &, Save [§] SaveCommon %3 Auto Layout ‘ 3 Clear
Show Advanced Parameters Workdlow:  PWF_QE_Precursor_Guan_SequestHT_Percolator
0 LFamar S8 * || Descrption: - Processing worldiow for precursorbased quantification, using SequestHTwth Percolator valdation. Speciy the FASTA database. labels used, and any a
Precursor Selection Use MS1 Precursor adcitional modfications
4 2. Spectrum Properties Filter -
Lower RT Limit 0
Upper AT Limit 0 | Workflow Tree |
First Scan 0 p
Last Scan 0
Ignore Specified Scans
Lowest Charge State 0 - SpectumFiles 0 £
Highest Charge State 0
Min. Precursor Mass 350Da
Max. Precursor Mass 5000 Da L \
Total Intensity Threshold 0
Minimum Peak Count 1 £ n
4 3.Scan Event Filters &m EventDetector 4 T 1
Mass Analyzer s FTMS B setector
MS Order s M52
Activation Type s HCD i l
Min. Colision Energy 0
Max. Colision Eneray 1000 < F
Sean Type Is Ful /15, Precursorions o & . 2
Polarity Mode Is + @& Quantifier S
4 4 Peak Aiters
S/N Threshold (FT-ony) 5
4 5 Replacements for Unrecognized Properties
Unrecognized Charge Replacements  Automatic L4
Unrecognized Mass Analyzer Replace ITMS l
Unrecognized MS Order Replacemert MS2 s E
Unrecogrized Activation Type Replac CID il
[ : <
Workfiow Nodes | Parameters | [EA] i ]
Ready

Spectrum Selector HH% IS & B1ES B Q Exactive RFUFE MRS E,
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I Thermo Proteome Discoverer 2.1.0.81 =
Elle View Administration Iools Window Hel i
WA I A YEEEEODEE ECOR A L2 A
StartPage X | Study:203 DDA X Workflow Editor X | -4

L QLS IEY | Consensus Workflow

Param & Open [ OpenCommon & Save [ SoveCommon ¥ Autoloyout | J§ Cleor

Show Advanced Parameters Workdlow:  PWF_QE_Precursor_Quan_SequestHT _Percolator

4 1. Input Data

|| Desengtion:  processing workfiow for precursor-bassd qusrtifisation, using SsaussthTwith Percolstor validation Specy the FASTA datsbsss, labels used, snd any a
Protein Database additional modfications.
Enzyme Hame Trypsin (Full i
Max Missed Cleavags Stes 2
Min. Peptide Length 6 Workflow Tree
M Peptide Length 144

.

2_Tolerances

Precursor Mass Tolerance 10 ppm
Fragment Mass Tolerance 002Da Spectrum Files 0
Use Aversge Precursor Mass False
Use Aversge Fragment Mass False
4 3. Spectrum Matching l \
Use Neutral Loss a lons True

(i

Use Neutral Loss b lons True
Use Neutral Loss y lons True [&lﬂ EventDetector 4
Use Flanking lons True } |
Weight of a lons 0
Weight of b lons 1 l
Weight of ¢ lons 0
Weight of x lons 0
Weight of y lons 1 4-’-; Precn_rsor lons 5
Weight of z lons 0 == Quantifier
4 4 Dynamic Modifications
Max. Equal Modifications Per Peptide 3
1. Dynamic Modification Oxidation / +15.995 Da (M)
BT L=b<!:13C/E) / +6.020 Da (K. R) [
3. Dynamic Modification None
4. Dynamic Modification None
5. Dynamic Modfication Nane il
2 Prmmie: Moncbficatine. i
Vorkfiow Nodes | Parameters ‘ I v
Ready

HRSETHABFEBERER (M SILAC. O #HRie% ) MERHN, SERRERMEIFCHNEERENRXARMLRAMN
FEM, PN Sequest HT RN EIZAFCR BN T REM. M SILAC KR AHI, EEHIN KER6 (FRCAFMK, RF
MARERD AR ARMZRARNEERREIENMT 6 Da) HFIRT T IEREIZE,
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~g e Processing workflow- %1% J & i 4 & B i 52 A] BEAEHT 5 TR HR

| Thermo Proteome Discoverer 2.1.0.81 =
File View Administration Tools Window Help

GO A YEEE NDDEE DGO RIALE3R

StartPage X | Study: 293 DDA . Workflow Editor X | ~ 4 B

=L AUGL LT | Consensus Workflow
Parameters H Open OpenCommon &, Save [} SaveCommon %3 Auto Layout ‘ ¥ Clear

Show Advanced Parameters Waordlow:

PWF_QE_Precursor_Ares_Quan_SequestHT_Percolator

4 3. Spectrum Matching “ || Description:  Processing workfiow for precursor area quantification. HCD spectra using SequestHTwith Percolator validation. Specfy the FASTA database and any =
Uss Heutral Loss 3 lons True adenonel mocfiestions
Use Neutral Loss b lons Tue .
Use Neutral Loss y lons Tue
Use Flanking lons Tue | Workflow Tree |
Weight of a lons 0
Weight of b lons 1 L
Weight of ¢ lons 0
Weight of x lans 0 Spectum Files 0
Weight of y lons 1
Weight of z lons 0
4 4. Dynamic Modifications L
Max. Equal Modfications Per Peptide 3

1. Dynamic Modification Oxidation / +15.335 Da (M)

BT T Acstyl / +42.011 Da (9 [ [=]%
3. Dynamic Modiication None
4. Dynamic Modiication None
5. Dynamic Modiication None
6. Dynamic Modiication None
4 5. Dynamic Medifications (peptide terminus)
1. N-Teminal Medffication None
2. N-Teminal Modfication None —
3. N-Teminal Modification None
1. C-Teminal Modiffication None
2. C-Teminal Modification None
3. C-Teminal Modification None
4 6. Dynamic Modifications (protein terminus)
1. N-Temninal Modfication Acetyl / +42 011 Da (N-Terminus)
2. N-Teminal Modfication None i
B oe—— : il
Workflow Nodes | Parameters < mn 3
Ready

HTMEEEMLEEN, —R. ZHEFRERESSERERFANRENTHREE, BEARNBIERERESTIHTE
B, BEASHEESEHEXAEMINIEE; RESELENIFEBHERAENMNE (FERNE. KE/EAXREK ) #HEHE
BEBIREMNT &M ( Dynamic Modification ) #1,

FEMBREBRNGE ERXENZEBA AR, RAT OEHTEFEEIRNRE,

Eile View Administration Tools Window Help

AR A YE RS DDODEEGO R A L2238

StartPage %} Editor X | ~ 4B

Processing Workflow ot ae T V]

Parameters & Open Bl OpenCommon g Save [§] SaveCommon 7 AutoLayout ‘ 3 Clear

Show Advanced Parameters Wordlow:  PWF_Fusion_EThcD_SsquestHT_Percolator

4 1. Scoring [ Description: - Processing workflow for EThcD specira using SequestHT with Percolator validation. Specfy the FASTA database and any addtional modfications.

PhosphoRS Mode False r
Use Diagnostic lons False \ = =
\ \ Workflow Tree

Use Diagnostic lons \
¥ this parameter s set to true’then ptmRS will use diagnostic ions to nule out potential isoforms and thersfore lint
the search space. False’ disables this feature. The diagnostic ions can be defined in the specified xml file. \

\

\wiorkflow Nodes | Parameters |

Ready

MFBFEA PTMRS BN EIEEE IR R TT e, BESE LENRE, ZESRF “PhosphoRS Mode” &Hi&&E A True,

BERE NSRS TR MR TIT S RGBS Fase, MEXNFrB JEBIGA R EHTITH . WREZEMIFEHNILHE
BY, T “Use Diagnostic lons” & &4 True, FARMXLEISEE T, NREE PTMRS #ik, FLENBREF “Thermo
Proteome Discoverer ThirdParty Components” , %% 0] A https://portal.thermo-brims.com/_E T,
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o Thermo Proteome Discoverer 2.1.0.81 =R
File View Administration Tools Window Help 25
3 | @ mmememmEl e 2R
e HN v EEE EODDDEEGEOR AREIR
StartPage  x . Study: New Study x | ~ 4 b
m Add Files @ Add Frachions g,‘ﬁ Remowve Files <, Open Containing Folder £ New Analysis -/ Open Analysis Template
Study Definition || InputFiles || Samples || Analysis Results Grouping & Qu ion Analysis [ |AsBatch ¢ Run | Save X
Viorkflow Nodes & Open [ Open Comman A ave B SaveCommon 3% Autolayout b
[= Data Input = woras e S Consensus Ste
— ordlow \ us Step & 1 X
'@ MSF Files Description: 3 \ E
|2 Peptide Grouping | \‘ \nforkdlow-
[Z) PsmGrouper \ = Result File:
[E Peptidevalidation | | (e e S, ¥ Child Steps: (1] Add
i5 Peptide Validator \ n
5 Peptide Validao \ @ Processing Step {al, Clone !
| Peptide and Protein Filter | \
7F Peptide and Protein Filter \\ Worlflow:  PWF_QE_Basic_SequestHT
[ =1 Protein Scoring IE “ Result File:
£F) Protein Scorer \ Imput Fifes: (€))
‘B Protein Grouping ‘ ‘\
‘H Protein Grouping ‘ \| T et s
= Protein Validation \
%* FidoCTProtein Validator || il
|8l Protein FOR validator < m 1 v
[ = Quantification ‘_ Post-Processing Nodes :
L2 Peptide and Protein Quantifier ] =
|2 annotation | : EI
(5) Peptidein Protein Annotation 1
£ Protein Marker ,’
ﬁ ProteinCenter Annotation . 1
1 =
mlwmmm Parameters Pl m—— ! v Il
1
L
) Open Workflow — — - u
i ! i  ci— — . — —
%q 1. %« Thermo » Proteome Disco';lerer 21 » Common Templates » - | ¥4 I Search Common Templates »
Organize Mew folder u =+ 0 @
]
< Favorites MName /, Date modified Type Size
!
B Desktop . Analysis Temp’ates 2016/3/212:27 File folder i
& Downloac 1. ConsensusWF 2016/3/212:27 File folder
) Open Workflow é — - u
- i - . . . S — - -
%‘ .. %« Proteome Discoverer 21 » Common Templates » ConsensusWF - | ¥y i Search ConsensusWF 0o
Organize * Mew folder = ~ [ @
9 Favorites “* | MName Date modified Type 9
esktop _Basic 3/ :
B Deskt CWF_Basi 2015/9/1 16:10 PDCOMSEMNSUSW i
ownloat _Basic_Annotation 3/ :
o D I CWF_Basic_& i 2015/9/1 16:10 PDCOMSEMNSUSW
‘E—-—_".' Recent Pl CWF_Comprehensive_Enhanced Annotation 2015/9/1 16:10 PDCOMNSEMSUSW...
_Comprehensive_Enhanced Annotation_Quan O/ :
25 CWF_C prehensive_Enh d A ion_Q) 2015/9/1 16:10 PDCOMSEMSUSW |
o Libraries CWF_Comprehensive_Enhanced Annotation_Quan_Results export  2015/9/1 16:10 PDCOMSEMSUSW... i
@ Documen| i

Consensus workflow TTM PD BRIARGIEMR LR, RIBEFEBHITER, FTASBIRRE “Rir” #=#xdfs; £1 2. &7
FFHY study B S5 workflow; & 2 4. SEAM Consensus step HESHAEE; ¥ 3 #. S open common BIT[#TFF PD

FREFFMEREOAER; 5 4 &, =7 Consensus WF; 28 5 2. #EERFFE A Consensus 154k, CWF_Basic #ik&xE M, [E
R E[7E CWF_Basic £l Fi#1T1&5%,




Consensus workflow-EEH R A% E ST

CWF_Basic ##f F1 & 455 5 BF

:;E? MSF Files 0 o MSF Files; #iES AL, BB RIEEIE processing fa =&/ “Thermo
Mass Spec Format” XS

'

* PSM Grouper: PSM 4%k, KEAHRBKERFS ( BIRAEER )
[[ ] PSM Grouper 1 J fy PSM A%E|—f2

[; \/ fh?ll?lt:gtir 2 } e Peptide Validator: #JF PEPs. g-value 1 FDR B RIS IFIRER T 5 E
[. E?gtt;: :'li:gr ] J e Peptide and Protein Filter; #R¥EARE 2D #SEIT RIKERIEA

'

[E.'Z’J Protein Scorer 4 } e Protein scorer; RIFITIRER PSM RRKEITEEBDE

b
= =

e Protein Grouping: WX EEIMNFBEEHTHA, EREEERFH Protein Group

e Protein FDR Validator: #R#& decoy protein S & E 4 RiTEEAMNRPAMER

BMERFESEREI T 7T
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Consensus workflow-E B RHA L ESH TR

Parameters & Open Open Common  f; Save [} SaveCommon 2% Auto Layout | i Clear
Show Advanced Parameters Workflow:  CWF_Basic 2 7
9 L e S E e SR T Description:  Result fittered for high corfident peptides.

Spectra to Store Identified or Quantified
4 2 Merging of ldentified Peptide and Proteins
Merge Mode Globally by Search Engine Type
4 3. FASTA Title Line Display Workflow Tree
Reported FASTA Title Lines Best match
4 4_PS5SM Flters - — 1 =9 L
Maximum Delta Mass 0ppm [@ B f“es 0
1. Score
1. Threshold 0
2. Score
2. Threshold 0
3. Score
3. Threshold 0 L( ) PSM Grouper 1 J
4. Score
4. Threshold 0
5. Score
5. Threshold 0
{z vkt g }
2597 validator
4 1
BHIRE

1 EERBERE: BFEBER . pdResult XHHREIERE, BHARENT (RRBELENEEFENIER)

2. EEERNAET: MERRSIBHTERSH (LHRAZSMRRSIEN, WIEER) , LM spectral counts EERIE
REF, BIXHLERH PSMs 735171

3. £EFIMNERI FASTA Fiyer B 2M: AIAAZ2IMEG#E FASTA IR KRFHIZIR.

4. PSM i3 i8: HF Percolator 24X PSM #4771 IR, AT A #HTT PSM A& ( BIAA 0, REFAHITILIE ) o
Parameters & Open Open Common  dt; Save [} Save Common =% Auto Layout | 3 Clear
Show Advanced Parameters Woridlow:  CWF Basic
4 I_‘ Pepllde&nq) Modifications Description:  Resylt fitered for high confident peptides.
Site Probability Threshold 75
a 2 Display Options \
Modffication Sites Shown Best Position \
\ Workflow Tree

AY

N [@ MSF Files 0 ‘
\

w\ l
\
\

[{ ] PSM Grouper |

SHIRE

1 EMRIRER S . W TR, HEGAANENERT 75 UEERS, BHEBHALEMMERINBIR®KE. (9E
J&E: 0-100) o

2. BMINLEMEN: BAATEERT 2N EERSNEBIFN S,

ThermoFisher
SCIENTIFIC




Consensus workflow-E B RA L ESH TR

W
Parameters & Open [ OpenCommon J Save »
Show Advanced Parameters Workflow:  CWF_Basic
4 1 Validation Settings Description:  Resutt fittered for high confident peptides. -

Validation Mode Automat = |
Target FDR (Strict) for PSMs 0.01 —
Target FDR (Relaxed) for PSMs 0.05
Target FDR (Strict) for Peptides 0.01 Workflow Tree
Target FDR (Relaxed) for Peptides 0.05 -

4 2. Specific Validator Settings
Uze Concatenated FDR Calculation for PSM Level FDR Calculation Based on Score Falze
Reset Confidences for Nodes without Decoy Search (Fixed score thresholds) False

'

‘[ )PSHGrouper 1 ‘

s
~ l
N

Peptide
¢ Validator

-

g

3

4 m

|

BHIRE

1. BRERIGIE: H A4 AR, BhA 8 Automatic( R HIAKERKEAIFHRE ), B SARIE Percolator =4 f4 PEPs. g-value
# FDR R ERBIERS PSM 5 E 3B A High. Medium, #HFEKERTTEEIF/E N High. Medium;
2. BB E . a) BUARE N False; PSM £ FDR 1TE 2% target #1 decoy A FFH#TITE; b) BLIAMRE A False: Xt

TRB T decoy BRIEIE, RRDEHITRE,

Parameters & Open [ OpenCommen f; Save [} SaveCommeon 2§ AutoLayout »
[Hid’e Advanced Parameters Worflow:  CWF_Basic
4 1. Peptide Filters Description:  Result fitered for high confident peptides. -
Peptide Confidence At Least High
Keep Lower Confident PSMs False —
Minimum Peptide Length [
Remove Peptides Without Protein Reference  False Workflow Tree
4 2 Protein Filters -
Minimum Number of Peptide Sequences 1
Count Only Rank: 1 Peptides False EI
Count Peptides Only for Top Scored Protein ~ False s Peptide
AR 2397 validator =
\\
\\ L
A Y
N
N
N
“r Peptide and
ss% Protein Fiter Qj
& -
4 1
SHIRE
1. BRI IR, a) IRIBIKERTIEEILIR, BRIASG high; b) Ltk a HAKERIEEKAS PSM 2ERE, BIAA False ™MREB, R
RBERBITEEHERRESH PSM; c) BEATR/NAKEKE; d) XZFLRIEAMKET PSM 2545k, &

A4 False;

2. BAEIE: a) ROMKEREE, LA 1; b) EBRIEFHERN 1 KK, BKINA Fase; ¢) BEREXARIEI&

SNEAX NI, BRIAN False,

ThermoFisher
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Parameters & Open Open Commen  {}, Save [} Save Common »
Show Advanced Parameters 29
Wordlow:  CWF_Basic
Description:  Result fitered for high confident peptides. -
Workflow Tree

'Ir' Peptide and
125 Protein Filter

'

;.E- Protein Scorer &

B, = .

4 [l :

SHiRE
LR B R ABTEAFRENSE
Farameters & Open [ OpenCommon [, Save [ SaveCommon 2% AutoLayout

Show Advanced Parameters Workflow:  CWF_Basic

4 1. Protein Grouping Description:  Result filtered for high corfident peptides.

Apply strict parsimon True ~.
N Workflow Tree

~
~
~
N
~
~
~

~

(g-j ‘P\rotgin Scorer 4 W

A ]
Protein FDR 2 (E] Protein =
Validator ===-| Grouping {‘5\
6

~

BHIRE
EBNA: BRI TARRRRATRNEN ]

ThermoFisher
SCIENTIFIC




m Consensus workflow-E B RALE S TiETE

W
Parameters & Open [ OpenCommon J& Save [ SaveCommen 23 Auto Layout
Show Advanced Parameters Worldflow:  CWF Basic
4 1 Cnriidam:e Threshalds Description:  Resutt fitered for high confident peptides.
Target FOR (Strict) 0.01 \
Target FOR (Relaxe 0.05 AN
\
AN Workflow Tree
\ ¢
\
\
\
\
\\ E T
N ‘E‘ZJ Protein Scorer 4 ‘
N
N\ l \
\
\
\
\
{
i Protein FOR 2 [E] Protein -
Validator ! === Grouping
] 11
BHIRE

EBRRMAMERIRIT, RAMZE = Number of decoy proteins/Number of target proteins ( &%) g-value YE A TEMFRAE ) ,
FDR ( strict ) <0.01 B Protein confidence 24 high; FDR ( relaxed ) 0.05-0.01 i Protein confidence 2§ medium, &3¥: 7
AL node B, BI— node &4 Protein scorer; B—MNATFEARAMREIEHES: FidoCT Protein Validator Et Protein

FDR Validator EAN™#&, 8%

\Workflow Modes

| |=I Peptide and Protein Filter

7F Peptide and Protein Filter

|El Protein Scoring

&% Protein Scorer

|E| Protein Grouping

[.'-:I Protein Grouping

|El Protein Validation

|%* FidoCT Protein Validator

|8, Protein FDR Validator

[El qQuantification

-

L] Peptide and Protein Quantifier

II = Annotation

&%, Protein Marker

@ ProteinCenter Annotation

.E. Peptidein Protein Annotation

2
3

I[ =] Post-Processing

B8 Data Distributions
“r Display Filter

E Result Exporter
& Result Statistics

5@. To ProteinCenter

v b WIN=—

ThermoFisher
SCIENTIFIC

IMEEHEELD, FIEEER,

o] % R ANEAM Node: Annotation & Post-Processing

Annotation

1.EBRKBEEATHNEREGNE. KBIIEEESER
BE. EEFIFEIHMARREENER,

2. HARME A FASTA XXfRS, Itk Node EEA, kB
A [E FASTA HEABHTIRE.

3. ML FEFHWEA BT GO. Pfam 1 Gene ID 338 (—
FRIERNT R HERICINGE, FAIERAEERN ),

Post-Processing:

1 EREREARXEFHRIHERL, SNEARKE
HITEERN, JEARESFZM ratio I area 737,
BN FLEENSEE ARENEERT.

2B LM, #TERET. FRRIMEERN, 4
BB EIM master proteins

. BLEEERBMEE txt X

4. WHER*THITFEI T

5. F1&45 8 5| ProteinCenter,



Consensus workflow-E EH R4 % E SR @
Farameters & Open Open Common  J; Save [{] SaveCommen =% Auto Layout
Show Advanced Parameters Wordlow:  CWF_Basic 31
4 1. Hanking Residues Description:  Resuft filtered for high confident peptides.

Annotate Flanking Residues QIS El
a 2 Modifications in Peptide

Protein Modffications Repart Only for Master Proteins
4 3. Modifications in Protein Worlkflow Tree
Modffication Stes Reported All And Specific

Minimum P5SM Confidence  High
Report Only PTMs True

MN-Terminal Modification Mone

C-Teminal Modffication Mone m’ Protein FDR & (ﬁ] Protein 5
Modffication MNone Validator ===} Grouping
Modification Mone e Heo T
Modification Mome || TTTe=——ol__ ¢
Modification Mone | (AEEEEEEEEEEREENG SN NN
Modification Mone S
- N _ —— Peptide in
4 4 Positions in Protein [a*] Protein 8
Protein Positions for Peptide: Only for Master Proteins T Annotation
C

4 L)

BHIRE
1. BIAA true, ETRERFIEEZRIERKXE

il | Proteins (filtered) || Protein Groups PSMs || M

2] |Chacked Confidence | Annotated Sequence
46 += L J [KLNVPOWWINVGELK [N]
47 = 9 [K] RPLDDGVGNQLGALVHAR [T]
48 = [ ] [ MMGHRPWVLVLSONTE [R]
43 = [ ] [K].NNLCPSGSNIISNLFK [E]
Kl += [ ] [Rl.FSPDGELYASGSEDGTLRL]

2. T RRERAE, REI

N

BKEZTE master protein FHIEHRES, B PSM B confidence A Higho

il | Proteins (filtered) || Protein Groups PSMs || MS/MS Spectrum Info || Result Statistics

@ |Checked Confidence | Annotated Sequence Modifications Modifications in Master Proteins
46 = @ | [KINVPQUYNVQELK[N]
47 = ® [K].RPLDDGVGNQLGALVHQR.[T]
48 = ® [-.MMGHRPVLVLSQNTK [R] Ixhicetyl [N-Term] P49368 1xfcetyl [N-Term]
45 = L [K].NNLCPSGSNIISNLFK [E] 1xCarbamidomethyl [C4]

3. WTEAMEN, EMZEANAERIFALRER.

il | Proteins (filtered) || Protein Groups PSMs || MS/MS Spectrum Info || Result Statistics

@ |Checked Confidence | Annotated Sequence Modifications Modifications in Master Proteins
46 = @ | [KINVPQUYNVQELK[N]
47 = ® [K].RPLDDGVGNQLGALYHQR.[T]
8 = L [.MMGHRPYLVLSQNTK [R] 1xAcetyl [N-Term] P49368 1xAcetyl [N-Term]
43 = L [K].NNLCPSGSNIISNLFK [E] 1xCarbamidomethyl [C4]
ThermoFisher
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4. SRR EERTHERME.: BiAh R EBEKERTE master protein FEILIE

| Protsins (fiered) | | Protein Groups PSMs || MS/MS Spectrum Info || Result Stafistics

=] Checked | Confidence | Annotated Sequence Meodificati | Modificatio | Quality PEP | Qvality g-value » | # Protein Groups | # Proteins |# PSMs | Master Protein Accessions |Positions in Master Proteing
46 = [ ] [KINVPQWWNVQELK [N] 2.76e-05 0 1 1 1| P35658 P35658 [1118-1129]
47 = [ J [K]. RPLDDGVGNALGALYHQR [T] 1.35e-10 0 1 1 1| Q96124 (396124 [58-75]
48 = [ ] [ MMGHRPVLVLSQNTK [R] IxAcetyl | P49368 12|  2.36e-09 (1] 1 1 2 | P49363 P43368 [1-15]
45 = 9 [K].NNLCPSGSNIISNLFK [E] IxCarbal 1.62e-07 (1] 1 1 1| PE0033 PE0033 [172-187]
50 = [ ] [R1.FSPDGELYASGSEDGTLR.[L] 1.97e-09 0 1 1 1| QIY3F4 (Q5Y3F4 [273-230]
21 = - [RLQYTSPEEIDAGLGQAEK [GQ] 517208 [1] 1 1 2| G13442 201e.31]

Protein Marker: £EMEEEBKRESRIFAMNNELELTIOE ( HARMNE Fasta BIRER, AIEMAL node) o

Study Definition || Input Files || Samples || Analysis Results Grouping & Quantification

Parameters $& Open [l OpenCommon J&y Save [ SaveCommon 2% Auto Layout | 3 Clear
Show Advanced Parameters Workflow: CWF_Basic_Annotation
4 1. Contaminant Database Description:  Resutt filtered for high confident peptides, with Annotations from ProteinCenter.

Protein Database
4 2 Additional Marker Database
Caolumn Name
Protein Database Workflow Tree
4 3. Additional Marker Database ~—--dl__
Column Name || TTTTT=——o___ J
Protein Database ==
4 4 Additional Marker Database
Caolumn Name
Protein Database

- r Peptide and

i2% Protein Filter Protein Marker

4 5 Annotate Species = 020202020 /0 Emmmmmmmmmmmmmmeee g e
As Species Map False
As Species Names False

Protein Scorer 4

SHIRE

1.BSEERE (BERAEAR. REBEENSEER ) AN PD M9 Fasta FURES, FUATHRFHENNSEERE, #
HERPERAPEEARTSEER,

2.2-4; TAMEBENEBEIEE, HEHTHENNGE, ERPEBRREANHEN KR,

5. BUA AR R RIFAI B TR

Protein Center Annotation: AT ( —FERENTREFERILTIR

Parameters & Open Open Common  d Save [ SaveCommen 2§ Auto Layout | M Clear
[Hide Advanced Parameters] Vioddlow:  CVWF_Basic_Annotation
4 1. Annatation Aspects o Description:  Result filtered for high corfident peptides, with Annotations from ProteinCertter.
1. Aspect Biclogical Process
2. Aspect Cellular Component
3. Aspect Molecular Function S <
4. Aspect None Qr!c_ﬂme
5. Aspect None L:' = o e J
6. Aspect None l\ o \
SR

=
a5 _J‘Pwtfm Scorer 4

~

\\
\\
\\
/ l \\‘“

T} ProteinCenter
Protein FDR i - |
“ﬂl Validator 7 ‘ @ annotation M0

1. BNAANEEASSNEYEE. AREALRS FIREHTER, R TINF Protein Center i T EH AT RINGE

_] Protein
*) Grouping

|
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Ramgs T
Post-Processing Nodes::
Parameters & Open Open Commen  fl; Save [f] SaveCommen &% Auto Layout | 33
Show Advanced Pararmeters Workflow:  CWF_Basic
4 1. 1D Distributions Description:  Resuft fiter=d for high corfident peptides.
Peptides to Use Only unigue peptides bases
Show Found in Files False
Show Found in Fractions  Falze
Show Found in Samples  True \ Wuddlcfﬂ'ree
Show Found in Sample Gn False \ E'.Tij Protein Scorer 4 ‘
\
\
\
\ l
\
\
\
\ Ial Protein FOR Protein -
‘\ Validator Grouping
\
\
\ \
\
== Peptide in
[ T ] Protein 1
i * """ Annotation
& 1
\ ;
Post-Processing Nodes
Peptides to Use ng
Specifies, which peptides are used for calculating - o .
identffication distibutions. m=m Data - ]
o Distributions \1‘%\ ( [Jisplay Filter 13
4
b .
NC .
[V i
& Result Exporter 14 Alsp. Result 15
» L’ arry  Statistics
Vi
\ / /, \\\ J
Workflow Nodes | Parameters | || <] 1 /7 - N
7 ,/ AY
. /., N
/ N
SRRE F .
1. BN XH—E2R R, {8 Data Distributions ﬁ%ﬁ%ﬁé EARRX R MBS, ERRIASHRI.
-7 / AN
- /7 \
il Proteins (filtered) Protein Groups - -PeTm’de'GToups PSMs || MS/MS Spectrum |nf5/’ Result Statistics Sea
Protein FDR Ci| Master| Accession | Description Exp. g-value | Sum PEF ~ | Coverage '#,Peplid?s # PSMs | # Unigue Peptides | # Protein Groups |# AAs | MW [kDa] | calc. pIIFDﬂund} Samples [+] [M
™ ~/ | P49327 | Fatiy acid synthe|  0.000 730417 % 7/ 8| 126 20 12511 2723| sa4|m A
® v | P21333 | Filamin-A Os-H| 00w 579277 [ #0%, | 63| o7 6 Tl2ee7| 2006 06 |ron T Samp‘ 5
[ v | Q14204 | Cytoplasmiceyn|  0.000 538565 [ 244 | g M 5 1]4646| 5321 640
® +/ | P78527 | DNA-dependent| 0.000 536059 [ [29% | 02| 126 102 1[4128| 42| 712|m
) v | P35579 | Myosin-90S=Hc| 0.000 506.477 [, 40% | 62| 92 58 1[1%60| 2264 560 I.
,l
J/
2. Display Filter: fEFIBRAMIEIZE, F17H4ERE2I master protein.
3. Result Exporter: %ﬁi)\lﬁlﬁﬁ%%%& txt IR,
//
/
[ 500ng_293T_0_Ecoli_Fusion2_HDA_R1-(01)
@ SUUHQ_BBT_U_ECOIi_Fusion}_(_DDA_Rl—(Ulj
E SUUHQ_BBT_U_EcoIi_Fusi,or,12_DDA_R1—(01:|
] SUUHQ_BBT_U_ECOIi_Fl/.l&ionZ_DDA_Fll—(Ul:l.delesult.lock
S500ng 293T 0 Ecoli Zusion2 DDA R1-(01)
7
1 500ng_293T_0_Ecocli_Fusion2_DDA_R1-(01)_MSMSSpectruminfo
1 500ng_293T_0_Ecoli_Fusion2_DDA_FR1-(01)_PeptideGroups
1 500ng_293T_0_Eceoli_FusionZ_DDA_R1-(01)_ProteinGroups
1 500ng_293T_0_Eceli_FusionZ_DDA_R1-(01)_Proteins [N
£ 500ng_293T_0_Ecoli_Fusion2_DDA_R1-(01)_PSMs RIEXFRFBRFIMAR
[ 500ng_293T_0_Ecoli_Fusion2_DDA_R1-(01)_ResultStatistics Post-processing node
| 3| 500ng_293T_0_Ecoli_Fusion2_DDA_F1
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4. W ELERMG T F )

R

#1o

Parameters

Show Advanced Parameters

& Open Open Common

ElH Save Iﬂ Save Common

;ﬁ Auto Layout

Wordlow:  CWF_Basic
4 1. 1D Distributions Description:  Resuft fitered for high confident peptides.
Peptides to Use Oniy unique peptides bases
Show Found in Files False
Show Found in Fractions  False
Show Found in 5amples  True Wnﬂdli:_mfl'ree
Show Found in Sample Gn False LEIT:;J Protein Scorer 4 J

'

Iml Protein FOR 6 Protein 5
Validator Grouping
¥
= Peptide in
[ | Protein 1
* *Y Annotation
L I
Peptides to Use Post-Processing Nodes
Spec;iﬁes._ \r.hic_;h pemides are used for calculating — - .
identification distributions. mom Data 12 < . .
mmmn Distributions [ DisplayFilter 13
@ Result Exporter 14 “tr. Result 15
s Statistics
\ ,’ J
Workflow Nodes | Parameters || 4 | 1 L’
,/
—
i | Proteins (filtered) || Protein Groups || Peptide Groups || PSMs || MSIMS Spectrum Info
@ MName Arithmetic Mean | Median SD QR W Sum Minimum | Maxdimum Count
1 = Proteins-#AAs £13.2805 445 | 792.19445 461( 129173 2704567 51 34350 | 4410
2 &=  Proteins - # Decoy Proteins 22.09002 0| 7446881 1337115 97417 0 450 | 4410
3 =  Proteins - # Peptides 5.08503 3| 677298 5133194 22425 1 102 | 4410
4 = Proteins - # Peptides Sequest HT 5.08503 3| 677298 5133194 22425 1 102 | 4410
§ & Proteins - # Protein Groups 1.04036 1| 051311 0| 04932 4588 0 10| 4410
& = Proteins - # Protein Unique Peptides 422653 2| 639848 4151388 18639 0 102 | 4410
7 =  Proteins - # PSMs 7.24059 3| 1163628 7| 1.60709 31931 1 126 | 4410
8 =  Proteins - # PSMs Sequest HT 7.24059 3| 1163628 7| 1.60709 31931 1 126 | 4410
9 =  Proteins - # Unique Peptides 463741 2| 645829 5| 1.39265 20451 0 102 | 4410
10 + Proteins - calc. pl 7.1685 69| 166128 268 [ 023175 21613.07 378 12.56 | 4410
11 += Proteins - Coverage 1527534 | 967742 | 15.17514| 18.99195|0.99344 | 6736423984 | 009094 | 8962953 | 4410
12 += Proteins - Coverage Sequest HT 1527534 | 967742 | 15.17514| 18.99195|0.99344 | 6736423984 | 0.09094 | B89.62953 | 4410
13 =  Proteins - Exp. qvalue 0.00521 0| 001727 000028 |3.31447 22.97641 0| 0.10204| 4410
14 +=  Proteins - M/ [kDa] £8.49985 | 49,9245 | 8832608 | 51.37125(1.28943 302084.342 6009 | 3813652 4410
15 +=  Proteins - Score Sequest HT 2641234 | 95085 | 46.72529| 25.20708 [ 1.76907| 116478.40733 0| 54068394 | 4410
16 -+  Proteins - Sum PEP Score 3243239 | 1292064 | 522757 | 33.29005(1.61184| 143026.86192| 072515| 73041677 | 4410
17 +  Protein Groups - # Peptides 554093 3| 714849 6| 1.29012 20712 1 102 | 3738
18 = Protein Groups - # Proteins 1.22739 1| 155952 0| 1.27059 4588 1 71| 3738
18 +=  Protein Groups - £ PSMs 765195 3| 11.80724 8| 1.54304 28603 1 128 | 3738
20 = Protein Groups -  Unique Peptides 5.18941 3| 681759 5131375 13398 1 102 | 3738
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Consensus workflow-ERARAEE S ik

EE node: TR RETHEFEEXREIRES FEEEFE N Peptide and Protein Quantifier node JNFE Protein Grouping

node J&, Hfth node SHEZ AR SHRE. 35
Parameters & Open Open Commen  f; Save [} SaveCommen #3% AutoLayout | M Clear
e Wordlow: CWF_Comprehensive_Enhanced Annotation_Quan
a ik ) L TTm= eral } * || Description:  Resutt fitered for high corfident peptides, with enhanced peptide and protein annotations.Add FASTA
Peptides to Use Unique + Razq file with common contaminarts to the Protein Marker node. Quan abunaces are nomalized to the
Consider Protein Groups for Pepl True same total peptide amount per channel and scaled, so that the average abunce per protein and

Replace Missing Values with Mir False

Reject Quan Results with Missin False ~ || Workflow Tree
Madmum Allowed Fold Change 100 P 1 / +
Top N Peptides Usedfor &rea C 3 \‘\
4 2 Reporter Quantification ~ \Rrotein FDR [=] Protein
Reporter Abundance Based On  Automatic ‘ ‘-I'HTMO[ 9 ‘ == Grouping 5

Apply Quan Value Comections  True

Co-lsolation Threshald 50
Average Reporter S/N Threshah 0
4 3. Precursor Quantification
Use Single-Peak Quan Channel: False = Peptide in - Peptlde and
(+%) protein 6 ‘ Jay v; ProtelD 14
* % Annotation = Quanti
1

m

4 4. Nommalization and Scaling

Nomalization Mode None
Proteing For Momalization
Scaling Mode MNone H
4 5_ Display Options L1 el L]l
Show Standard Emors True M — :
Show Quan Value Counts False Past-Processing Nodes
Show CQuan Ratios As Momal Space

4 6. Quan Ratio Distributions
1st Fold Change Threshold 2 .
[ m i Jua-ua -] 3
2nd Fold Change Threshold ; Fean Result 11 ‘ EEE Data 12 ‘ [‘( Display Filter
8

Ird Fold Change Threshold " - Statistics mmnr  Distributions
4th Fold Change Threshold

SHIRE
EEBMRE (HETRREBSTEEMER) .

a) BT EEMKER . KZEYEF A Unique peptide 1 Razor peptide fiE&; b ) %F Unique peptide EEEEELE
F— protein group, BRIAN true; ¢) WTFRXEEEFEENEAREFAR/NMEELER, BIAN False; d) 2FIE
4758 missing channel IEE4%E R, BIA False; e ) AFRAMEFFZE, BIA 100; EE Topd MKEBEATEAR
BriEERESE; (FRARASERT)

2. IREETEER:

a) /REBTEEBMKIE: BINN avtomatic, HMAREETRERILE, AERILEE, SNAREEE (#£9 AFERE.
intensity MAEEIET) ; b) EENREBTERILEHTRE (TMT/TRAQ FRERFINR AR ZFESF MR
EBETHEEARM ), HiEF Tue ¥, FRAEENETAMRERT (RIERT I XERCIKFINRBBHEN,
TMT10 #RiCHS, DAERRERT ) ; c) AWRAKNERBOTILE T ELLE, BiAH 50%; kA 100% K
INATHIBREREE 75 d) RESTFHERILNEE, ATEHREREEERNTREA 0, BWRHI 10,

3. BEFEE (SILAC. ZHREMIRL) -
HRERB—AMENREN (FE2—ARMVRE) , 2EEATESE, 3IME False,
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Consensus workflow-EHRATEE A iERE

Parameters

Show Advanced Parameters

Open Open Common Save Save Common =% Auto Layout Clear
& op P B y
Worldlow:

CWF_Comprehensive_Enhanced Annotation_Cuan

4 1. Quantification - General
Peptides to Use Unigue + Razc
Consider Protein Groups for Pepl True
Replace Missing Values with Mir False
Reject Quan Results with Missin False
Maximum Allowed Fold Change 100
Top M Peptides Used for Area C 3

4 2. Reporter Quantification
Reporter Abundance Based On  Automatic
Apply Quan Value Comections  True
Co-Isolation Threshold 50
Average Reporter 5/M Thresholi O

4 3. Precursor Quantification
Use Single-Peak Quan Channel: False

4 4. Normalization and Scaling

Momalization Mode None
Proteing For Momalization
Scaling Mode MNone
4 5_ Display Options
Show Standard Emors True
Show Quan Value Counts False
Show Quan Ratios As MNomal Space

4 6. Quan Ratio Distributions
1st Fold Change Threshold
2nd Fold Change Threshold
3rd Fold Change Threshold

2
4
6
4th Fold Change Threshold 8

~ | Workflow Tree

Description:  Result fittered for high corfident peptides, with enhanced peptide and protein annotations.Add FASTA
file with comman contaminants to the Protein Marker node. Quan abunaces are nommalized to the

same total peptide amount per channel and scaled. so that the average abunce per protein and

i & \4

~

~ “Rrotein FOR 9 [E) Protein 5
UaTld»ajor == Grouping
3 === Peptide in Peptide and
[‘ﬂ"] Protein ‘ Proteil_) 14
Annotation = Quantifiar

LR —— »

Post-Processing Nodes

o]
. Result
i Statistics

Jua-nusnl
e Data
mmr  Distributions

-
12 ‘ { ‘r> Display Filter

11‘

4. EEEZERNA—ERRL: a) 2
IE, MRERESLEHIARH 1,

R, BHTERNORERT,

A channel B9 F5{EER A 100, ik
control channel F9E{EEB A 100,

5.a) 8
. log, 1, I BERER.

6. PD BARMEERIERER T EE,

TEF—RIE, TI%EFF
Protein Amount” B, 18T ER FASTA HUBERTI3—1k, 1Z FASTA XHFEMLARM; ¢c) HE

BEUWFRAERZE, BN True;

EFEAE— N ERHATRIE, —MRTUER “Total Peptide Amount” #47J3— 1A%
‘None” ; b) {X¥ “Normalization Mode” & & & “Specific
BERHET
T M3k “On Channels Average (Per File) ” , RIEGNXHTENEATKERER
# “On Control Channels Avg. ( Per File) ” ET RIEFAN X HF SN EBFRKERN

b) BREEWATEER PSM #E, A False; c) EBEREILN: FAHE

TUFHETETEX (B TERTR) .

Highlight colors of the nth Fold Change Threshold parameters

Highlight color > value

1st

Highlight color < 1/value
st
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HRRT Discoverer,
StatPage X Administration X -
4 GG Pause @ Resume §¥ Abort ‘ 3 Remove ‘ 2 Refresh | £ OpenResults |jj OpenStudy [] Display Verbose Messages
Process Management A ,
5 Job Queue:
{& Job Queue L
Execution State | Details | Progress | Type I f 2\ [ submitedat Study I Data Source
4 L
] =
Content Management 2

Completed | 0K

| consenss | 500ng_293T_0_Ecoli_Fusion2 DDA |7/8/2016 10:25PM | DIA_Feoli D:\BPRC_DIA\DIA_Ecoli\DIA_EcollS

1%] FASTA Files Completed OK  100%  Processing Ml Y\ 500ng_293T_0_Ecoli_Fusionz DDA.. 7/8/2016 10:24PM  DIA_Ecoli D:\BPRC_DIA\DIA_Ecoli\500ng 23T,
= Completed 0K  100%  Frocessing Import of Nankai.fasta 6/25/2016 1:55 PM
EEE FASTA Indexes Completed 0K  100%  Frocessing g Importof 5TK fasta 6/21/2016 11:54 PM
Completed 0K  100%  Processing Import of Yeast.rev.fasta 6/21/2016 11:43 PM
FASTA Parsing Rules Completed oK 100%  Processing Import of Yeast.fwds_onlyfasta 6/21/2016 11:32 PM

1. 7 “Job Queue” H oW BARX 1A “Consensus” BIo] EMER M,
2. BEE R IR, BAdE “Open Results” é—;%fﬂ%%ﬁ,ﬁo

o4 z
StartPage X | Administration " 500ng_293T_0_Ecoli_Fusion2_DDA_R1-(01) X f~cw =] %ﬁ"@a & ~ 4 b
@ Protein Groups T PERtaE Grouse T PSWE T MSTNS Sreciar e || Result Statisics
=) |Chedied Protein FDR Confidence | Master | Accession | Description Exp. gvalue | Sum PEP Score ~ | Coverage # Peplides | # PSMs | # Unique Pepiides | # Protein Groups | # AAs | MW [kDa] | cale. pl | Fo =

1 = [ ] »f P49327 | Fatty acid synthase 0S=Homo sapiens GN=FASN PE=15\ 0.000 730417 % 20 126 20 1| 2511 2733 | 644

2 = [ +/ | P21333 | Filamin-A OS=Homo sapiens GN=FLNA PE=1 Sv=4 0.000 579277 0% 6| W 68 1] 2687| 2805| 606

3 = ® W/ | Q14204 | Cytopiasmic dynein 1 heavy chain 1 0S=Homa sapiens GN|  0.000 538.565 | 24% 8| 1m 85 1| 466| 521| 640

4 = ® W/ | P78527 | DNA-dependent protein kinase catalytic subunit OS=Homo:|  0.000 536,059 [ 29% 02| 126 102 1| 4128| 4e88| 712

5 & [ ] »f P35579 | Myosin-3 0S=Homo sapiens GN=MYH3 PE=1SV=4 0.000 506477 [ #0% | 68 82 58 1| 1960 2264 | 560

6 = [ ] »f P35580 | Myosin-10 OS=Homo sapiens GN=MYH10 PE=15V=3 0.000 434840 | [3a% 58 76 47 1| 1976 2289 | 554

7 = ® W/ | P0B238 | Heat shock protein HSP 90-beta OS=Homo sapiens GN=Hs|  0.000 427540 | 0GI% 7| 2 1| 74| 32| 503

g = [ /| PO7300 | Heat shock protein HSP 90-alpha OS=Homo sapiens GN=H|  0.000 214 s > 25 1| 72| ms| sm2

9 = [ /| QU0810 | Clathrin heavy chain 10S=Homo sapiens GN=CLTC PE=1 |  0.000 414349 | 2% 53| 12 53 1|1675| 1915 569

10 = [ ] »f P09874 | Poly [ADP-ribose] polymerase 1 0S=Homo sapiens GN=PA 0.000 413.921 % 47 26 47 1) 1014 1130| 888

n = ® + | Q13813 | Spectrin alpha chain, nen-enythrocytic 10S=Home sapiens | 0.000 383068 | [31% s6| 12 56 1| 2472 2844| 5385

12 = ® +/ | 075369 | Filamin-B 0S=Homo sapiens GN=FLNB PE=15V=2 0.000 376.540 |[31% 54| 66 51 1|2602| 2780] 573

13 = [ W/ | 075643 | U5 small nuclear ribonucleoprotsin 200 kDa helicase OS=H|  0.000 361.718 | I 31% 56| 63 56 1| 2136 2444| 606

14 = [ ] »f Q9Y490 | Talin-1 OS=Homo sapiens GN=TLN1 PE=1 SV=3 0.000 339.972 ] 27% 45 54 45 1| 2541 2696 | 6.07

15 = [ ] »f P10809 | 60 kDa heat shock protein. mitochondrial 0S=Homo sapien: 0.000 339.747 E:I 32 110 32 1| 573 61.0| 587

16 = ® /| QU082 | Spectrin beta chain, non-erythrocytic 1 0S=Homo sapiens (| 0.000 339061 [ 29% 7| w0 45 1| 2384| o2ma4| 557

17 = ® W/ | P42704 | Leucine-rich PPR motif-containing protein, mitachondrial OS|  0.000 334.118 | 86% 54| 63 54 1]1394| 1578] 613

18 = [} /| PODMVS | Heat shack 70 kDa protein 1B OS=Homo sapiens GN=HSF |  0.000 22203 2| % 13 1| 81| 00| 588

19 = [ ] »f Q08211 | ATP-dependent RNA helicase A OS=Homo sapiens GN=DF 0.000 330.739 | % 37 58 37 1| 1270 1409 | 684

20 = [ " | P12270 | Nucleoprotein TPR OS=Homa sapiens GN=TFR PE=1SV=|  0.000 327497 || 25% 4] 54 43 12363 2671] 502

21 & ® W/ | P07814 | Bifunctional glutamate/proline~tANA ligase OS=Homo sapie|  0.000 326131 % 51| & 50 1152 108| 733

2 = o /| 043707 | Alpha-actinin-4 0S=Homo sapiens GN-ACTN4 PE=15v=2|  0.000 3189% 063 | 37| 56 2 1| an| 18| 548

23 = [ ] »f P22314 | Ubiquitin-like modifier-activating enzyme 1 OS=Homo sapie 0.000 318,611 LA 36 57 36 1| 1058 1178| 576

2 & . 7 | P14518 | Pynuate kinase PKM OS=Homo sapiens GN=PKM FE=15  0.000 08019 es7 | 2| 70 2 1] 53| 579 78

% = ® W | P11142 | Heatshack cognale 71 kDa protsin nal e e e u| @ 2 1) 646 08| 552 |m

4] = Teee il - | : " - T = " v
v) Show Associated Tables
Ready 373814410 Proteins; 3738 Protein Groups: 20048 Peptide Groups: 27256 PSMs; 62724 MS/MS Spectrum Info; 126 Result Statistics

3. HERFAER T IIN I ER#ITLIT

Result Statistics: R’ﬁ?’f consensus step A post-analysis R TZRID “Result statistics” BEHELERFASEI, AREKE
136 ME A BB G IT4E

MS/MS Spectum Info; JRIECfEF TR Spectrum Selector HIRFFEFIXN processing workflow #4718 FEH) — R ILE
#H

PSMs ( Peptide Spectrum Match ) ; PUECEIRKERHY — Rt EI% B
Peptide Groups: #%£EE|H PSM #1T%KE, BSEHERTRNEEMKEREE
Protein Groups: £ EZIEEMKEBMNERRTARE, BEETENEEEALE

Proteins: £EZFIMEBHE (7F: WRHE consensus step A1 post-analysis R TN “Display Filter” X Proteins i
TidJE, 2 Proteins groups/Proteins AItL1E, ZNEAF 3738/4410)
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B
A
A
S

X S00ng 2031 0 Fcoli Fusion? DDA _B1-(01) yl‘ N -~ 4 b
Protein Groups || Peptide Groups || PSMs || MS/MS Spectrum Info || Result Statistics I
Ve ‘Chedced Protein FOR Confidence | Master | Accession | Description gvalue| Sum PEP Score + | Coverage \# F‘ephdas‘# FSMsl# Unique Pephde.s # Protein Gmupsl#AAs‘MWlkDa] cale. pl | Fal=
o + | P43327 | Fatty acid synthase OS=Homo sapiens GN=FASN PE=15 A 00 730417 = P 644
® +/ | P21333 | Filamin-A DS-Homo sapiens GN-FLNA PE-1 SV~ s7927] Field Choc'se" - 606
[ h /| Q14204 | Cytoplasmic dynein 1 heavy chain 1 0S=Homo sapiens GN | 0.000 5356] [ 157 | = mm Ty 6.40
4 [ @ S~ W/ | PI8527 | DNA-dependent protein kinase catalytic subunit OS-Homo:|  0.000 536.05 - 7.12
5 = X ® < [ P35579 | Myosin-9 OS=Homo sapiens GN=MYHS PE=1SV=4 0.000 506.47 # Drecoy Proteins 560
6§ = i ) v/ | P35830__| Myosin-10 OS=Homo sapiens GN=MYH10 PE=1 5=3 0.000 el [ 5] | = Peptides 554
7 = . ® /| Pog233" eatshock protef ) Result Table Chooser W b MR <275l || | | o o P 503
3 = N ) '/ | PO7300 | Heat Shdcigrote] = 42114 SEe 502
9 = ) /| GOOGT0 | Clathrin hesuy i Select visible result ables: 2 || 5 |2 Protein Groups 5T
L= ®. | v P09 |PolyADPibosel | FTomeqy peptide Groups ST # Protein Unique Peptides If| es8
n = ® S~/ |@3813 | Spectinalphach S 383.06 || 53
2 = ® S/~ | 075389 | Filamin B 05=Hd [E] Decoy Protem Qroups 276,54 | | = PShis | 572
1 = ® | O75648 | U5 small nucear| | (7] Decoy proteins .o, 36171 = PShis Sequest HT ||| o
u = [ ] v | Q9Y430 | Talir18ScHomg ~o Ml 33997 = |2 Lirs E—— 607
5 = ® /| P10809 | 60 kDa heat shod =) Decay PSMs Sl 0 23974 mique Pephides | se
8B = ) v | Q01082 | Spectrin beta chyf Found Modifications ~So [l 3008 =~ | Accession M| 557
7= ) W | P42704 | Leucine-rich PR S 3o || 157 | cale. oI HIEE
£ S = I
18 = @ + | PODMV3 | Heat shock 70 kIj MS/MS Spectrum Info | 3=y || 586
N> | Checked
19 = ® V| @021t | ATPdependent | [ go e ESRE ) SN | ess
20 = ® W/ | P12270 | Nudeoprotein TF| I 2749] || =¥ | Coverage | 502
2N = ® | FO7814 | Bifuncional ghta Protein Groups 326,13 Covernge Sequest HT | 7as
n = ® W/ | 043707 | Aphactinind Of | e | 31899 [ 54
2z = [ W | P22314 | Ubiquitin-iks mox forsns i 3set] || ] | Description ||| 578
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@ | v |P15939 | ATP synthase sub | NN | 1™ 0%45 | 0825 0sss | 1034 | oss 0N 5388 4752 415.1 55526 53000 | 5430 | 45833 0
@ | v/ |P62738 | Actin.aortic smoo . 5 1010 1011 \ 4585 3656 4633 4634 0
5 — \
@ |/ |P16086 | Spectrin alpha che i\ Sa o7 | osss | o7es 31907 | 7742 30348 25503 | 32870 30135 | 32366 | 26270 0
@ | v/ |Poesss | Sodumipotsssium ourd i ml:llES 7 | ose | o7s0 1721 [ 14133 481 8215 4503 5427 3753 3455 0
. « P24245 Histone H3.3 0S= ] t3 0867 0979 49059 ] 43001 49725 43188 18305 15710 17704 17925 0
@ | v/ |P63033 |60kDa heatshodt V e 0.751 1458.0 14369 | 1358 11553 | 26624 28458 | 26123 | 1es81 0
@ | /' |P68370 | Tubulinalpha-1A+ _E_ _!- _E- _E- _E_ _!- %2 fAbundance Ratics ' [ sz 1387.1 14779 13528 5
@ | v [P3213 1433 protein bet: EEE EEE Eg 31510 30221 33828 | 25849 5
@ | v/ |P15205 | Microtubule-assoc gls 5 g g g g g | =2 30214 | 33462 | 26156 0
@ | /' |Pa2935 | Hest shock proteir l.= l.= l.= I‘S I.E l.= l.= 5 . 2 e =2 =2 B 5605 4137 545.1 4790 0
@ | v/ |P34058 | Heatshock proteir R‘ ﬁ- Rj g' rr‘\-,'; ﬁ- ﬂ oo | E E E E E E 27968 24325 26567 23074 6
® | v |Pes Heat shock cogna PR B Rl N B B Y & & 5 a & 28228 24905 | 23952 | 2285 3
@ | v/ |Q62952 | Dihydropyrimidina B ] = - = i o i 27983 26206 27699 2537.8 3
G T = = = 0 O N L i T & @ &
: 5 :fg Crsic L B L 4382 33107 | 31296 | 26339 g
yntzxin-binding § —_——— — g2 | o080 | osss %762 | 27435 | 25058 0228 | 24812 27 | :;s | 17254
5 i e o E

@ | v |Q5RKI1 | Eukaryotic initistio &G0 B0 Wt B | oset 0808 15415 14550 | 15180 12707 | 11420 11113 | 11316 5240 0
@ | v/ |D3ZHV2 | Microtubule-actin, — ] 1023 0522 17947 1886.3 17388 4183 31008 29526 31722 28603 0
. V P47942 Dihydropyrimidina 0848 1.054 1055 0828 0848 0853 17794 1688.0 18763 18776 11074 10272 10495 9449 0
@ | v/ |P62260 |1433proteineps | || oso¢ | oo | o082 s 0951 0248 37431 | 3383 | 36459 30406 | 19747 ez | 1em2 | tens 1
@ | v/ |Q6PoT8 | Tubulin beta-45 o | MMM || 0397 | o975 | 0855 0s0¢ | o0sss | oem 1413.0 12672 13717 12086 5207 4707 5197 4794 0
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Found in Samples: BR~EBEAREXHEHRARE channel WLEER, S5&F “+" BRXHEZIFREARRE channel
Abundance Ratios: RIBEEFAEFHIEE, E/RAE channel BIMLLE, ST “+" BrREELEXE
Abundance: EHZEAE channel FA9EREEE (S/N) 38 E (intensity ) o
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StartPage X | Administration | Study:tongii2 X 6030_TQ_F6_2ul 3 [ 6030_TQ_F6_2ul  x | Study:DIA Froli 3 | ~ 4 b
) TN | Protein Groups || Peptide Groups || PSMs || MS/MS Spectrum Info || Quan Spectra || Result Statistics |
& |Protein F| Master | Accession | Description i [ | Abundance Ratios [ | Abundances =
1 R V Q4GRB4 | Tu i -3 che 0.924 1.041 0.859 0.954 1.050 0.874 5317.2 4911.9 5535.0 45875 5061.4 4828.6 5314.3
2 = (] V P&0711 Actin. 0.935 1.001 0934 0.900 1011 0.976 43400 4057.2 43455 40544 47312 4259.0 47809
3 = (] V P63102 14-3-3 protein zeti 0.908 1012 0.776 0943 1.070 0.854 2947.2 26767 2983.3 22871 24489 2310.8 26221
4 = . V PO6E8T i i 0940 0877 0846 0827 1041 03807 22041 20723 21544 18638 3604 7 33425 37540
5 = . V P06685 | Sodium/potassium 0954 1023 0857 0887 1010 0853 4184 3983 4273 3587 23081 2046 2 23318
6 = [ ] V P15999 | ATP synthase sub 1071 0945 0825 0855 1034 0825 503.1 5388 4752 4151 55526 5300.0 57430
7 = [ ] W | P62738 | Actin, aortic smoo 0.885 1.010 1011 4585 3966 4833
8 = (] V P16086 | Spectrin alpha che 0.866 0.951 0812 0917 0.985 0.799 3180.7 27642 3034.9 2580.3 3287.0 3013.5 32366
9 = (] V P06686 | Sodium/potassium 1.206 0.809 0.701 1177 0814 0.750 1721 14133 948.1 8215 4809 5427 3753
10 + (] V Pg4245 Histone H3.3 0S= 0.877 1014 0.880 0.858 0.967 0.979 4905.9 43001 4972.5 4318.9 1830.5 1571.0 17704
n = (] V P63039 | 60 kDa heat shock 0986 0823 0782 1068 0881 0751 14580 14369 13458 11553 2662 4 28458 26123
12 = - ~ | PE8370 | Tubulin sloha-14 ¢ 0923 1042 0880 0933 0834 0910 1829 16830 13065 16091 14862 13871 14778 E
13
Hide Associated Tables
| PSMs || MSIMS Spectrum Info | [ 1
s 75 Positions in P Protein Quan L | Confidence | Modifications i | Found in Samg [7] | Abundance Ratios [5] | Abundances |
e D e S T e e L L R
1 = mmmm [298-306] Used @ | 1xTMT6plex [N-Term] t L 2308 1787
L "= \ s B
2 = KNM . [238-206] Used @ | 1xTMT6plex [N-Term]. H*iﬂ [//(EEIJE E[ X‘J'K—‘LHKEXE"]/EET;:: E\ 2123 1467
3 = KVREEYPDRI [155-162] Used ] 1xTMT6plex [N-Term] 0.871 0855 0714 0.886 0.954 0.765 1186 1033 1014 847
4 = KVAVCDIPPRG [351-359] Used ® 1xTMT6plex [N-Term]; 0839 1073 0370 0854 1094 0884 28413 26692 30474 24732
5 = KEVDEQMLAIGSK.N | [325-336] Used . 2xTMT6plex [N-Term; | 0388 0845 03842 0504 1043 03887 3185 2831 3010 2683
6 += KEVDEQGMLAIGSKN |[325-336] Used ® 2xTMT6Bplex [N-Term; | 0895 0827 0822 997 892 w25 820
7 = RAILVDLEPGTMDSVF| [63-77] Used 9 1xTMTEplex [N-Term] 03885 0926 03854 0941 0986 0818 3708 3281 433 3168
8 +  RAILVDLEPGTMDSVF| [63-77] Used ] 1xTMT6plex [N-Term]: 0915 1053 0.886 1.048 1.052 0938 11208 10259 11805 9927
9 = KGHYTEGAELVDSVL| [104-121] Used @ | 1xTMT6plex [N Term] 123 | 1261 | 0230 284 5.1 358 264 |*
Show Assaciated Tables
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W ae k 32
Start Page X | Administration X | Study: tongjiz X ' 6030_TQ_F6_2ul X | 6030_TQ_F6_2ul X | Study: D x -~ 4k
EESSTUSEl | Protein Groups || Peptide Groups || PSMs || MS/MS Spectrum Info || Quan Spectra || Fiesuq 2 | 3\
& |F’mtei|F Master | Acosssion | Description |11 PS + | Found in Samples [# | Abundance Ratios ¥ | Abundances: -
1 = @ |~ [ Q40RB4 | Tubulinbet-3che [TTTTTTT1 0924 1041 uﬁ 0854 |V 1050 0874 53172 | 49119 | 55350 | 45675 | 50614 | 46286 53143
2 = ® | v [Peorm [T T 1] 0935 1001 ogga | osoo [Viom 0876 43400 | 40572 | 43455 | 40544 | 47312 | 4ose0 | 47e0s
3 = [ ] v | PE3102 | 1] 0.808 1012 076 0843 I‘I 070 0854 29472 26767 29833 2287.1 24499 23108 26221
4 B @ | v |Posss7 [ 0.940 0.977 des6 | osr | jow 0.807 2041 | 2073 | 2544 | 1ee38 | 36047 | 33425 3754.0
5 & ® | v |Possss RN 0954 1wz | Josst | s | qouw 0.853 4184 3903 427.9 358.7 23081 20462 73318
6 = @ |/ |P15399 | ATP synthase sub IEEEEEEE 1071 oss5 |08 | asss 1034 0.825 503.1 538.8 4752 4151 55526 | 53000 5743.0
7 = @ |/ |P62738 | Acin. soicsmoo| 70 [T | | [N 0.855 w10 1011 4585 366 4633
g = @ |/ |P16086 |Spectrinaiphache| 67 | [N 0.856 0ss1 /| o812 | sz | odss 078 31907 | 27642 | 30348 | 25903 | 3870 | 3013s 323656
9 = @ | v/ |P06686 | Sodumipotsssiun| 63 | N 1.206 ose/ | o701 1177 | odu 0750 11721 14133 9481 8215 4609 5427 3753 P
! T ¥
U \
Show Associated Tables / \
_ / \
Quan Ratio Distributions ) ~ # % [[Quan Channel Values ¥ -2 Xx
Q4QRB4: Tubulin beta-3 chain 0S=Ratius norvegicus GN=Tubb3 PE=1 SV=1 Vi “?‘;6‘0‘““" etd chaln "%““’m aTvEgle GNSTused PE= 2vet
(F1127)1(F1, 12 (F1, 1280/ (F1, 120 (F1,129)/(F1,12  (FZ,12T)/(F2,12  (F2, 128} (FZ, 1;/ (F2, 129)1 (F2, 12 \
R=( R= R= R oo d \
R_med=( R_med = R_med J( 5000 \
QR =( IOR = IOR = 1aR'=( 1 sar \ 5535 e 5314
10 - 10 4 10 4 10 4 10 4 10 4 = \ 4312 4520
% = 5000 4 4567 4423
2 £ 2000 ‘
2 05 05 o 05 o 05 o 05 4 05 z
2 2 3000 ]
[ a i) Ed
= 2000 4
00 L a0 g a0 a0 2 00 + 00
g g 1000 4
£ T & uk
8 o . : : : : . : ‘
0.5 0.5 0.5 o 0.5 05 0.5 4 F1,126 F1,127 F1,128 F1,123 F2,126 F2, 127 F2, 128 F2, 129
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Ready 1997/2258 Proteins; 1997 Protein Groups: 4303 Peptide Groups; 9597 PSMs; 66351 MS/MS Spectrum Info: 66473 Quan Spectra: 215 Result Statistics
N —
1. &P ERER,
— =] A\
2. B7RA[E channel BILLESFHE .
— = ==
3. BRAE channel EE4 R,
— ==
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File View Administration Tools Window Help
StartPage X | Administration X | Study:tongji2 | 6030_TQ_F6_2ul 3 | 6030_TQF62ul  x Study: DIA Ecoli 3 ' 500mg_293T_0_Ecoli_Fusion2 DDA_R1-(02) x | ~ 4k

[ el | Protein Groups || Peptide Groups || PSMs || MS/MS Spectrum Info || Result Statistics |

& | Checked| Protein FDR Confidence | Master | Accession  Description Sum PEP Score ~ | Coverage | # Peptides | # PSMs | # Unique Peptides | # Protein Groups | []|emPAl | Score Sequest HT | # Pepiides Seques{= |
1w 9 7| P45327_] Fatly acd synthase O5=Home sapiens GN 704177 B0 1% 20 7 5163 BHES
2 & ® " | P21333 | Filamin-A OS=Homo sapiens GN=FLNA ¥ 579277 | 40w | e 97 &6 1 3091 33293
3 & ® v | Q14204 | Cytoplasmic dynein 1 heavy chain 1 05=H 538565 [ 24% | & m a5 1 136 40152
4 = ® +/ | P78527 | DNA-dependent protein kinase catalytic sul 536059 [ [25% | 02| 12 102 1 1864 42248
5 & ® " | P35573 | Myosin-9 OS=Homo sapiens GN=MYH3 Pt 506.477 0% 6| = 58 1 3585 37284
6 =« ® +/ | P38530 | Myosin-10 0S=Homo sapiens GN=MYH10 4348400 |[3e% | 52| 76 47 1 2255 30396
7w ® /| P08238 | Heat shock protein HSP 90-beta OS=Home 427540 a7 14 28 1 67174 500.58
[ ® | P07900 | Heat shock protein HSP 90-alpha OS=Hom 421144 |0 3| 1z 25 1 60.054 49138
3 = o " | Q00610 | Clathrin heavy chain 1 0S=Homo sapiens ( 414349 |z | 53| 72 53 1 4456 308.17
10 = ® +/ | P03e74 | Poly [ADP-ribose] polymerase 1 0S=Homo 413921 A 7| 8 47 1 12895 35358
n = ® " | Q13813 | Spectrin alpha chain, non-enythrocytic 10S 383.069 |[31% | 6| 72 56 1 1364 27433

.1: £ M - /| 07539 | Filamin-8 0S=Homo GN=FLNE P 376540 [TT31% | sa| g6 51 1 161 25166 — E

m

| PSMs || MS/MS Spectrum Info |

B |Checked|Sequence in Protein | Posiions in Protein| Confidence | Annotated Sequence |#PSMs | Positons in Master Proteins | # Missed Cleavages | Theo. MH- [D] XCarr Sequest HT | Percolator PEP Sequest HT | [=]
1 = R.CPPGVVPACHNSK.D [634-646] [ ] [R].CPPGVVPACHNSK [D] 2| P49327 [634-646] 0 1422 66167 ‘ 421 3.65e-07
2 = KVSVHVIEGDHR.T [2472-2482] [ ] [K].VSVHVIEGDHR[T] 3| P49327 [2472-2482] 0 124764511 3.90 3.15e-06
3 = RVTAIHIDPATHR.Q [1052-1063] [ ] [RI.VTAIHIDPATHR[Q] 3| P49327 [1052-1063] 0 1330.72261 417 5.12e-06
4 = KADEASELACPTPKE [2194-2206] [ ] [K] ADEASELACPTPK [E] 1| P49327 [2194-2206] 0 1388 384 541e-07
5 = R RQQEQQVPILEKF [1105-1116] [ ] [R1 RQGEQQVPILEK [F] 2| P49327[1105-1116] 1 1439582272 453 3.9e-06
6 = KVVEVLAGHGHLYSR.I [1242-1258] @ | [KLVVEVLAGHGHLYSR] 2| 43327 [12421258] 0| 15332814 543 32909
7 o= KVGDFQELNGITRA [233-310] @ | [VGDPQELNGITRIA] 1 | Pag327 [293310] 0| 123866990 280 415206
8 = RVTVAGGVHISGLHTESAFRR | [1086-1104] [ ] [RI.VTVAGGVHISGLHTESAPR [R] 3| P49327 [1086-1104] 0 1888.00353 £6.29 1.54e-09
9 = R.GNAGQSNYGFANSAMER.| | [2027-2043] [ ] [R].GNAGQSNYGFANSAMER [I] 1| P49327 [2027-2043] 0 551 146e-09
0 = =] KEDGLAQQQTQLNLR.S [2207-22201 - [KI EDGLAQGQTALNLRIS] 2 | P48327 [2207-2220] 0 1613.82417 487 6.42e-08 | 7]
Show Associated Tables

3738/4410 Proteins: 3738 Protein Groups: 20048 Peptide Groups: 27256 PSMs: 62724 MS/MS Spectrum Info; 146 Result Statistics

1R#8 processing workflow #1 consensus workflow R BEFEEERE, ERPENEARENKEMNERR; HF emPAl
ERREAE—IMHRTHNENE, BEHEAEASENS.
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Page X | Study:DIA Ecoli  x | Admi x_ ' 500ng_293T_0_Ecoli_Fusion2_DDA_R1-(01) x ~ 4 B
‘—{‘5? A g e gk
Protein Groups || Peptide Groups || PSMs || MS/MS Spectrum Info || Result Statistics 4 *ﬂi'fﬂ '%”r‘l-f"‘z‘:l
& |Checke|Protein FDR | Maste | Protein Group || Accession | Deseription Sum PEP Score ~ | # Decoy Proteins | Caverage | #P PSMs| # Protein Unique Peptides | # Unique Pepiides | # Prolein Groups | # As | Mw [kDa] | c2=]
1= E—— : : T30417] [ | 776 | il B0 T[2511] 2133
2 = £ - 579277 0 o= | EIE 63 3 1]2647] 2806
3 = Q:l:i NE‘MStUd}rfAH‘?'lFSIS"' | | J‘ I 8 8 1| 4ss6| 5321
4 = Soectra... \ 102 102 1| 4128  4ees
5 = Open Study... P \ L 53 58 1[19%0| 2264
6 = q:'i P Y A _ \ 4% a7 1| 1976 289
7 = nnotat ectra... \ | 16 2 1| 724 812
2 = E;_] 'DFFEI"I Result... P \‘ 19 25 1| 72| ws
9 = .. 2 53 11678 1915
W0 = To Text [tal:r dEllmltEdj... “ | 47 47 12| 1130
1m = Cloze W | 56 56 1|2472| 2344
i To Njicrosoft Excel \ | —
4 = H Save Ctrl+5 ] v 43 45 1|25861| 2636
B To I?EF]KM “ 2 2 1| 573 e
. . L
e Ll SaveAll  Ctrl+Shift+S i 5 5 oo
8 = To FrDtKML... I\ 14 13 1] &4 700
19 = \ %7 37 1120 1409
20 + E:(pﬂl"t r TD'ASTA -\ 49 49 1| 233 2671
21 = t: e \‘ 49 50 1[1512| 1705
n = o \ b 2% 2% HED R
5 = Recent Studies r LTQ,Orbitrap Mass List... ) E3 3 e [ 7
24 = . 31 2 1| s31| 579
\ \
bl 5 5 2 29 1| e8| 703
‘ = Recent Results 1 Q Exctive Mass List... = = = HEEE S
[ E— ‘
\ \
) Show Associated Ta ; . . .
- : Exit Crbitrap Fusion Mass List... b
Ready AT Profeins; 3738 Protein Groups, 20048 F o= §‘ - e - \
v v
\ \
S B <y Salie=s

PD IS ZMERH, RIBLRETE _ \ v -

S, N - - . B

AT, BIILEFER T Excel, TFHE i S =

> Path: \

A B RIS B :
D:\EF’F{E_DIA\DIA_EmIi\DIa‘\_Ecoli\mg_ZBST_ﬂ_Ecoli‘xFusionQ_DDa‘\_F{HDH:dsx D
ltems and Associated Tables to be exported: ‘\ Options:

| \

- ~ Level 1:  Proteins - Checked tems Only

F: PD20 5 21 M ERFAAARAXH, | \

3 Ny Level 2: | Peptide G . | Excluded kems Only

R - \

[ Level 3: |Proteins - | \ Open File After Export
\
\
pe A Mef oS \
TEEYRERNFAERSKRE \
| { BExport I ’ Close ] IJ
Result Summaries > X
\
l Copy All I [ Copy Section ] [CopySu.bsection] \
\
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1 \
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