H31.2.8

biosciences & nanosciences

BEDIhT -9 thiWebtZ7F—:
DIA (7—#%MiIHNS) fFthim

v
VSIS INAAA > TANTAIREB
(biosupport@filgen.jp)



DIA (Data Independent Acquisition)

Filgeng

TEROBUS T3 A THOI
DDA (Data Dependent
Acquisition)(&. MS1THWD
ANTTEAADEFDIS, 18E
O IUN—Y—( A%
1ZEIRU TMS/MSOEVSZ1T
Sizéh. 2EPOTUH—Y—1 7
XU TMS/MSZEUS IS
ZENEELL

DIA(E. MS1D#ERICARTF
B9 IEELCEEFHEED
MS/MST — 4% &t [CHX
FIBID. INTODHXE
KNIFTXMEUE
MS/MSART NUHERLEN
F9. INICLD, LOBIRME
DOEVBENRT YOS
HEJEEERDELIZ,

mass-to-charge »

ionization

DDA / SHOTGUN

R

e

o
2
X
(_}
g R
0.: .‘

RNt

retention time »

biosciences & nanosciences

MS1 MS2
)

¥

e, ®

*0 - L ]
. -'u. ® - *

selection identification

& fragmentation

survey scan

DIA

\4\5\ \4\%\‘@'\@6\ \&5\&\@%\ @‘9\@‘5\

“;%‘1'\&\6‘1*@%‘1 @h@h@"f @%‘L@é’/ &"f

retention time »-



classic DIA analysis #79-2J0—-  Filgeng

‘\":t'. l—) L Sample J

HRM or iRT Calibration Kit ]
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directDIA
Protein extraction, DIA map recording directDIA™ data extraction Data analysis, statistics,
digestion and clean-up by LC-MS/MS & multiplexed quantification biological interpretation

@-——

F=

o DDABRIFENBARIMLIATFUDERRNAE

o 1[EDS>THFTTEDc. KEDBIERBOFEHE. IR DHIK

[REE

e directDIA(Zfastad7A LI U TDIAT — A% 8358 I AL ICL O TEMELE T,
o DIAT—AHIFZHUDDAT —AICEHIN THSIRRINE T,

5 : https://www.ncbi.nlm.nih.gov/pubmed/25599550
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Classic DIA analysis directDIA
Resource )
(library-based) (library-free)
DIA run files required required?
Library® required not applicable
Protein database (FASTA) recommended required
Gene Ontology annotation optional optional
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Library Analysis  Post Analysis Report Fipeline Datahases Settings
liver-healthy-p1-040
- 20131105 IJS’;IDSJwerhed‘h'FDFUAU‘me = AL
> i [1] liver-cancer p1-040min_MHRM_R01_T0.htrms Upper Panel AT Calibration v Lower Panel  Analysis Summary v
= | [ liver-cancer-p1-040min_MHRM_R02_T0.htrms
> i [3] liver-cancer-p1-040min_MHRM_R02_TOhtrms LC Gradient
> i [4] liver-healthy-p1-040min_MHRM_R01_T0.htrms [ # iRT Peptides —— RT=f(RT)=0.20xiRT +22.37 |
> ] [8] liver-healthy-p1-040min_MHRM_R02_T0.htrms 60 T T T T T T
> i [6] liver-healthy-p1-040min_MHRM_RO3_TO.htrms
50 + g
40 + g
@
£
E
=
8 30 1 B
E
:
20 1 B
10 + R
a t } } } /
=100 -50 0 50 100 150 200
IRT
Parameter Value -
» Precursors 39,015 of 50,689 (73,366}
Modified Peptides 31,647 of 40,136 (57.975) . + E w — —_— —_— —_— =
e o IOT
Peptides 30,806 of 38,764 (55,423) “ \ R
K —
> ITIAINMA /73& éié FRELANILDT
Protei 3.0890f 3,154 — =
D FER(CHEER TS E T
Protein Inference Unknown =] (@ mts (o]
AVG Peptides per Protein Group 10
AVG Precursor per Protein Group  13.2
- . ]
N\
AYG Missed Cleavages 03 A I 97 W (; }E E’\] 7'\ D\\ |\b J:U%
| nalysis?J Tl&. & 270y
% Missed Cleavages 262% ° “
Median XIC Width 13 —_ . N\
ian idt .2 min n / \ (& o
Qualue ~ @) Median Absclute Delts iRT 0.42
< Value ¢ [T MST1 Average Delta |ppm| 223
LY T ouns T, PRSI o DY YR PR | 4 aa i
remaining / 222014 Peptides filtered
protein groups: 3,058 in the experiment (Gvalue <= 0.01)
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lerary Lnalysis  Post Analysis Heport Pipeline Databases Seftings
liver-healthy-p1-040
I . 2'016;11UGSE|JSE|D5J|vev—hed\hv‘-D| 040_sn= @ 0
4 | [1 liver-cancer p1-040min_MHRM_R01_TO htrms Upper Panel  MS2 XIC - Lower Panel  MS1 Spectrum at Apex -
4 |j [350 - 408] - 2199 Precursor
) ADAVTT — _RPPSPIK_2 A3IKMH1 — _SIFPIHPSFR_3 — PEP =1.267e-03 / Qvalue = 1.331e-04
A3KMHT — _SIFPIHPSFR_3 [— [v4+]-506272 miz [y5+]- 643331 miz [y6+] - 756.415 miz [7++]-427.238 miz_—— [ya++]-500772 miz_ === [y3+]-400.21a miz_ |
4 @ 400889 miz T T T T T T : T
o [y4+] - 50B.272 miz an L : E
' [y54] - 643,331 mi'z 1
o [y6+] - T56.415 miz 80 + : 1
o T 7- - 7 )
o [y T+4] - 427 %%Srrv‘z . ! 1
o TyBe+] - 500772 miz i
# [y3+] - 409.219 miz T 60+ ! ]
» (=) AENDST — LDAAGGLR 2 g 50 i
> GND1 — _VGVWGYGR_2 % T 'l E
Lol MEBIIPE = MVE SEER < i &
~ — — N
- MS1EMS2DM 3 DA > 7 =TT IGUL T ]
0. XICBRAZAINL. T LS '
a:.) D /\ \ / J / d\ 1
W, — ANz, j— = b,
E. SEIFRT AZHERICTHNDPOIHERR : | :
325 335
THUNTEET
(G o
- Retention Time: 32.62
> (=) 000239 — _LHVGEWC[Carbamidomethyl { [ S T —
Y 00410 — _LMVPLLK_.Z : [IECUISUF election \Window I pe fEI I I ‘ I I I I _
S 00410 — _LVLPMIK_2 monoisotopic
> 00429 — EAADMLK_2 ]
> 00425 — _GVSPERIHLK_2 400 + 1
> (=) 000442 — _GGGEVIVR_2 f
> (=) 000468 — _VLGESPK_2 ]
3 00487 — _HNESWWK_? g 300 + W+ 1
3 00560 — _DSTGHVGFIFK_3 = i
S 00567 — _LLLETHLPSK_3 % ]
3 00571 — _FSGGFGAR_2 E 200 + E
3 00571 - _GC[Carbamidomethyl (CJIHLL.. =
3 00571 — _HAIPIIK_2 ]
. M+2 ]
> (=) 000584 — VYGVIPK_2 - 100 1 i
4 1 ] » ]
Qualue - @ | |M+3 ]
0 + + + + + +
£ Value £ o 400.0 4005 401.0 4015 402.0 4025
miz
remzining / 222014 Peptides filtered Previous Sgan  Next Sgan
Unique precursors: 50,689 of 73,366 | modffied peptides: 40,136 of 5 peptides: 38,764 of 55,423 | protein groups: 3,098 in the experment (Qvalue <= 0.01)
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Library Analysiz  Post Analysis

v liver-healthy-p1-040

Report

PFipeline

Data bazes Settings

biosciences & nanosciences

®g

_A Analysis Overview
Overview
Dats Completeness
Run Identifications
Coefficients of Variation
CVs Below X
Normalization
4 Scoring Histograms
Label Free
Protein FOR
Protein Pvalue Histogram
4 Analysis Details
Binned Identification
Binned Coefficients of Variation
4 Differential Abundance
Candidates
P-value Histogram
All Comparizens Histogram
GO Enrichment
GO Clustering
Heatmap
Volcano Plot

Regulation Comparison (groupl/group?)

Group

ProteinGroups

AVG Log2 Ratio

Absolute AVG Log? Ratio

Qvalue

L Ertertext to search

<

1

Contains % Contai.. V Contains: " Equals: W GreaterThanOrEqu.. 058 v LessThanOrEqu. 00
O Healthy / Cancer P4gaz7 P4gaz7 -1.80622007393.. 1.90622007393104 7.504113717408971
O Healthy / Cancer P31327 P31327 078065973534 . 0.780659735342764 6.17442043204873|
. Healthy / Cancer PO2751 PO2751 -3.69044245987147 3690448439741 6.675314457351111
O Healthy / Cancer P21333 P21333 -1.15549204574.. 1.15549204974787 4.881339619750951
O Healthy / Cancer P38160 P32160 -2.06536440743.. 2.06536440743085 1.2368450450231
O Healthy / Cancer P35573 P35573 2.97997497878.. 2.97997497878645 5.8442012013250
O Healthy / Cancer POE737 POETI7 3.00964362212.. 3.00964362212629 2.5517035629976
O Healthy / Cancer PO03E7 PO0367 2.36419840783.. 2.36419840783078 1.7255603557964
O Healthy / Cancer P11586 P11586 149572362513, 1.49572362513252 7.2936688709516.
Famy LAoETe L1 4 EsnnnDsTIas A EsnANDaTI T 4 2ETsn0909 8085
995
BREDHDIVN\)EEOHMLEYINITY |7
‘BHENTTUAMELES
o

628
082
I —_ 1555
« UANIFTTAI BTQ-valuehVNEOVEZF(CTE L.
UEZBNTVEY
= Zb o foe2
(_) Healthy / Cancer Q16822 Q16822 1.925939535188.. 1.92939535183003 6.8837414822778
O Healthy / Cancer FP11438 P11438 0.85011911176... 0.850119111761991 2.5467612971760
O Healthy / Cancer P48735 P48735 1.58041906826... 1.58041906826787 3.62804750485982
O Healthy / Cancer P30038 P300328 2.78650504152.. 2.7865090415213 5.6571225603117
O Healthy / Cancer Qo423 Qo488 -1.86096394795.. 1.86096394795462 1.0302352510560
O Healthy / Cancer PO2545 PO2545 -0.77301846299.. 0.773018462997989 3.1042334623446
O Healthy / Cancer PO8238 PO8233 -1.15579833093 1.15579833093756 1.6379567564711
O Healthy / Cancer P23378 P23378 314453331436 3144533314665 5.2347185557027.
[ [EJ R D11EnD Di1EnE 7 AAAABETY 7 1744408717200 4 £91102EAT1 N

9 Y x

»

Export Table

Export Profile Plots

Log10 {Sum Quantity)

Log10 (Quantity)

7

Protein Group Id Profiles
—s— P493237

Ry
A

&
N
O

Ca
.

Runs

Precursor lon (summed fragment ions) Profiles

Runs

10
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[= A ol

Library ~ Analysis PostAnalysis  Report

=
ac Fipeline  Datsbases  Settings About

‘ [ liver-healthy-p1-040 ‘ o

[« Analysis Overview
Ovenview 87 2101
Dsta Completeness
Run Identiications

fz - BIESNIAVINIEREI. TIAIVBS
o —— | —— | (JFDR1% ThHYRATENET

XET

Protein Pvalue Histogram POSTE
4 Analysis Details ascosr
Binned Identification
Fostt
Binned Coefficients of Variation g
4 Differential Abundance Fas —_— o
~ Javay -
(EEEOBVI> /BRI AV TEEN
EEEOSVIVI\IE ) C
All Comparisons Histogram

e - t— R~y IRV — ) 0Oy MMERR N T,

P21231

Fo0s1

Q03891

Q95Gas

Proteln Group Id

P35442 ' ‘
anss
Qaznzs
cwmim
a53EL6
ro4052
Qsnaso
as2620
Run
Heatmap °
Volcano Plot E = P31327

£ 150 1 ]

- © POZ751

3 ® P21333

100 + ® P98160 1
® P35573
wRygsges  © PO036T © POGT3T
o Qoo7o8 . © Q06278 © P2a752
PRIZIH5Q16851
. £ "Sm’mm'g o phfI S pamaioezz ' Paoue
08231 @ P23378
50 1 © Purddsror o P12111 ® Q33088 PRy
2PP36Ha6 o
® 060218
« BEHH,
) Corresponds to Qualue = 0.05 PP " R0t K £
) -4 -2 0 2 4 6
Log2 Fold Change
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Spectronaut™ Pulsar X

User Manual

5~ 5ty NIt NOFFIRE B

f2R BRI Rz R BE NS,
3ADEE (RO1. RO2. R03) Z7h

FATSV—[F220R DT -IN5T35723>
DEESNTBEZAODDAT —IN S ERk

2.2 Demo Data

In section 3, Spectronaut™ Pulsar X Usage, we will guide you through the software

Filgen

biosciences & nanosciences

perspective by perspective. The examples shown for the classic DIA analysis
(section 3.4.1.1) are generated with the demo data available for downloadin

Please note this demo data was intentionally prepared to be as small as possiBie 10

demoing purposes. Most DIA experiments will require larger storage space and more

resources to be analyzed.

Page 13 of 126 BBIOGNOSYS

NEXT GENERATION PROTEOMICS

[1] liver-cancer p1-040min_MHREM_R01_T0 htrms
[2] liver-cancer-p1-040min_MHEM_R0Z2_T0 htrms
[3] liver-cancer-p1-040min_MHREM_RO03_T0.htrms
[4] lrver-healthy-p1-040min_ MHREM_RO1_T0.htrms
[B] lrver-healthy-p1-040min_ MHREM _ROZ_T0.htrms
[6] Irver-healthy-p1-040min_MHREM_RO3_T0. htrms

St
| o o | o | e e

et

13
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= A ol B B

Library Analysis  Post Analysis Report QC

biosciences & nanosciences

| 8|8 (L

Fipeline Databases Settings About

Protein Databases Modifications Cleavage Rules GO Databases Table Import

Biognosys Gene Annctations Online Repasitory
33 Filas, 0 Faldars - Right Tick ta Dawnlaad

Gene Ontologies
1 Fil=, 0 Falders

@ GO Consortium go-basic
43,423 Entries - (31.7 ME]

Gene Annctations
1 Fil=z, d Fald=rs

Ontology Name G0 Consortium go-basic
Path C./Uzers/Analysar/AppData/Boaming/Spectronaut'genaOntolegy/Ontolegies\bas_default_go-basic.obo

Updata Link http://pur.obolibrary.crg/obeigo/go-basic.obo

Gene Ontology Praview

e Spectronaut™ Pulsar XIZT—4(CGO7 )7 —23a>Z NI BENTEET,

o GO7./F7—>a>AFthNICIE. Gene OntologyJ74JLEGene AnnotationZ74()LM2D

DI7AIVHNETT,

e Gene OntologyJ7( Il (*.obo )XY T RIT 71> R—NFICEHENTA A R=)LE
N9, Perspective’JDDatabases — GO DatabaseshSHEERTEET,

15
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= A all

Library

Analysis  Post Analysis

Report

Protein Databases Modifications Cleavage Rules

&

Biognosys Gene Annotations Online Repository
33 Files. 0 Falders - it Clisc ta Dianrlasd

Gene Ontologies

e |
=3
=
Pipeline  Databases  Setiings
GO Databases | Table Import

& [

biosciences & nanosciences

About

Annotation File

Gene AnnotationJ74)L(ZGO Consortiums—49X—2ND7 J)F—
23> T4 (*.gaf ez hiHERENE Y,
http://geneontology.org/page/download-go-annotations

4 Orgarism  Homo sapiens
GO Consortium go-basic Description  GOC Validation Date: 10/05/2015 & . = = — “ _
® it aie e be asb01e Biog nosys};E'f:,H\ZO) Fe2OTFETF—=AtyrIAINADR(CEHUMan?./
4 [y Gone Amnotations The above "Submission Date” is when the annotation projef|  — ~ N - \ \
thisfie o the Gens Ontology Consoftum (GOC), The ‘600 —J= = = j ’f)l/l— h m fJ D ”yf%é* l E L 353_
goa_human Date" indicates when this file was last changed as a result /3 S ) Oa_ U a n . a ur o
@) oom roren - (30 1 validation and fitering procass. . . .
files.biognosys.ch/058 Spectronaut/ReleaseMaterial/SNX
Pr\iew I d t t .
ion Annotation Namespace Evidence Ontol I I Ia n ua a ase 'ZI D E
b ADAO24R¥g!  Reguires Ontology  Function IEA GO:0004871 NI T |l i
ADAD24R1EN  Requires Oniclogy Component  [EA GO:0005834 s FLNTALS— = 0 @
ADAD24R161  \Reauires Oniclogy  Frovess IEA GO:0007186 B Yo O—F zm B & p— g
ADADTEETA vires Ontology  Function IEA GO:0005215 £3 = 7
B &) ConditionSetup.xls 2018/10/26 14:15  Microsoft Excel ... 1KB
Realgs Omclogy Process EA GO:000EE10 ] BERRLER || goa_human.gaf 2018/10/26 14:15  GAF T7-(Jl, 57,813 KB
Require\Dntology Component  IEA GO:0016021 32 Dropbox
Requires ONglogy  Process IEA GO:0000413
ADADTEETS3  Requires OniNgy  Function IEA GO:0003755 = S5175Y
ADADTSBTSS  Requires Oniclog\, Component  |EA GO:0005737 B RFaxzh
ADADTSB753  Requires Ontology  Wyocess IEA GO:0006457 = BoFr
Requires Oniclogy  Prokess IEA GO:0000413 B et
Requires Ontology  Funct) IEA GO:0003755 & FT2-Twy
Requires Ontology  Process IEA GO:0006457
ADADBTWITH  Reauires Ontology  Process IEa GO:0009607 & T-LdL—T
ADADETWTH!  Requires Oniclogy Component Y GO:0016021
O
ADADBTWTHS  Requires Ontology Function IEA GO:0005249 L ISR
& os (c)
ADADETVITHS  Requires Oniclogy Compenent  |EA GO:0016021 =
_ = RUa—A(E)
ADADETWTHS  Requires Ontology  Process IEA GO:0071805 N
s RUZ—L4 (F) -
ADADETWTJ2  Requires Ontclogy Function IEA 0:0005525
ADADETWTJ2  Reauires Ontology  Component  [EA GOgO16021 I7AIL&(N): goa_human.gaf -
ADADBTWUIT  Requires Ontology Funciion IEA GO:00553
ADADETWILT  Requires Ontclogy  Process IEA GO:000N5E
A0ADSTWULS  Requires Ontology Component  |EA GO:000573; ™
AOADBTWUMD  Requires Oniclogy Component  |EA GO:0031966
ADADETVIUUE  Requires Ontology  Function IEA GO:0003E76
- ~ .
A0ADSTWUUS  Requires Ontology Component  |EA GO:0005622 I—I rt G A t t N\ G A t t
mpo ene Annotation... I*bGene AnnotationJ”
AOADBTWUUB  Requires Ontology  Process IEA GO:0006355
w Import Gene Annotation.. ~ o e - “\ E
RO e Oy e T EOmTT AIWeADR— NI BIETIFAIIMEMNEINE T,
Remove ADADETWVD  Requires Ontology  Funcion IEA GO.0002876 — - ﬁn$ \ “Za j —_ <
e ) tyh7vJE5Ee 7T TY
ADADBTWUVO  Requires Ontclogy Component  IEA GO:0005622 t_ﬂ_c GO ES ﬁ-o) J l\) J JG )

16
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@ Spectronaut Pulsar X - o X
@@\ ol . H S B8
4
Library Analysis  Post Analysis Qc Pipeline Databases About

Archives| :
i S‘«Boc?qn:\osysbg‘ ; bun.,'.Onl @ rLIbraryJE/]U“J/]big_o

@ Set up Library Generation from Pulsar I i

Soedul Uhrnnes

g - - —-— - = \_I _ ‘\ —
S s i é@n;SgPectral Libraries|[C[RTFENTS1TSU-HER

g 313 Liver DDA (40w oot °
» 313 Liver DDA Fractionate e gz I ||
" Shdidiaguesi i [1] C_D160626_S313-fiver-G-040min_MHRM_R01_TO . Ny N
& o 7120 B i it s s e ® T[Generate Library from Pulsar--- I05045— Rz
B i 131 C_D160626_S313-fiver-H-040min_MHRM_RO1_TO HE EERLEADLET,
g PASO0_V2_poiRTpeps [S i 14] C_D160626_S313-liver-H-040min_MHRM_R02_TO

@ TAdd Runs:-- InN554T75U—ERI(CERFSDDAT —
Hoporal® FeAUR—NET. (HEEERT])

[ I
® [NextITRNEHET,

0y S313-liver-G-040min
2 .. PRy -

17
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-
@ Sat up Library Gaheration fron] |

@ Choose Fasta File(s)

From Database
1 File, 0 Falders

Entrias:

4[4

.| umprot_sprot_2018-01-01_HUMAN_ISOFORMS
| 42,253 Envies - (129 ME)

2 Cate Created:
Date Modified:

Original File Namsa:

Organism:
Protein |d:

Description:

42258
2018/10/28 16:51:54

2018/10/29 16:51:54
uniprot_sprot_2018-01-01_HUMAN_ISOFORMS fasta

Homeo sapiens

Arcassion A

1. Import:
54T SY—ERRITAERI T BFASTAT 71 L&A >R — MU
F9, FASTAT7()LIZUniprotREDT—IR—ZHB4

K= NANEEASTAT LR R NET
{ERIZI71 ORI RCTFIVIE ANE T,

Fare T oan ba ashinad parun ord >0—-RTEFE9,
4 e
i [11 livefrcancer p1-040min_|
1 121 livgr-cancer-p1-040min_| 2
i [3] lifer-cancer-p1-040min_|
1 [4] Ifver-healthy-p1-040min |
1 [5] Jiver-healthy-p1-040min |
i[ liver-healthy-p1-040min_|
3.
Ay “ & N \ "~ \/—, \E
EIRMEDNLTOKINSRNEHFT
—
Fasta File...
Previous Next Skip to Last

18
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@ Choose Pulsar Search Settings E@g

Schemas 2 L Digest Type Specific 1
actol ina. || Sequences | =
& BGS Factory Sefting S el P Enzymes/Cleavage Rules Twmme
[C] Trypsin 2
[ LysC ™
1. Digest Type:
- Specific: NKimE CRIRDME A HR TIEE I DHLICAED,
- Semi-specific: B AIDRIHEHR TIEE I ZHILICRED.
- Unspecific: i B{EDIL—ILRU
- Maximum Peptide Length 52
/ Minimum Peptide Length 7 M
2. Enzymes/Cleavage Rules: Missed Cleavages : (3
SHAEEESRICELBRTF RO T2&IRUET Special Ads for Decoy Generation KR
4 e lestt ! I | Toggle N-terminal M
1] liver-cancer p1-040nfin MHRM RO1 TO
3.
RIFROREOHFBIDHELIAREZATILET,
T T8 Twer-Festtnfp 102 0min_MHR_F05_ 10
Y s
oK
Previous Mext Skip to Last

19
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@ Choose Pulsar S=arch Settings

B BGS Factory Setting... Sequences

Schemas 4 BGS Factory Settings

Applied Modifications

1. Maximum Variable Modifications:
1DORTF RTRIFCRIAEMDEAREZAHILFT,

/ [

2. Select Modifications:
- Fixed Modifications:

VI JEENE(CEHED B ESOIHSICAIVET,
- Variable Modifications:

AJEEME D& D7 BEDIEETZ AN UET,

Maximum Variable Modifications
Select Modifications
Fixed Modifications:

‘Wariable Modifications:

Carbamidomethyl (C) =

Acetyl (Protein N-term) x
Oxidation (M) =

[1] liver-cancer p1-040nfin_MHRM_RO1_TO
[2] liver-cancer-p1-04fmin_MHRM_ROZ_TO
[3] liver-cancer-p1-0A0min_MHRM_R0O2_TD
[4] liver-healthy-pF040min_MHRM_RO1_TD
[5] liver-healthy-#1-040min_MHRM_ROZ_TD
[6] liver-healthyp1-040min_MHRM_RO2_TOD

=== = =]

Previous

o

Mext Skip to Last
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-
@ S=t up Library Generation from Pulsar E‘M

Add pravious searches to ennch your analysis,
This allows you to add any previcusly searched data to further ennch tha depth of your libmary.

4@ Biognosys Search Archives Online Repository
2 Fil=s, 1 Fald=r — Fight Tlisk ta Dawnlaad

4 T e ot s i s Dot CCTELBTIICARBEUET —9RBINUT. S4T3U-DEE,
D-E- Human Pr{:.tenm.e (A draft map of ) éB(Cfﬁﬁ)éth‘T%i?o
e e | 5175~ %ER 9 LT Search Archive JICHERMRTFS
IR e oiing (Plasma projeome profling .. ) NEY, 7T— 1T DB, SHSERITT ZL0ERWLE
D Search Archives ;\EFE__G \ ;\@UJHFDR%IJ ﬁﬂb“ﬁ'ii?o

0 Fil=s, O Faldars
Mo Data to Display!
Search...
Import Search Archive...
Previous Mend Skip to L ast
e
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-
@ Set up Library Generation from Pulsar E@g

Specify gene annotation in order to gain further biclegical insight inte yourexpenmant. |

In order to usa gene annotation you nead to first import an annetation file in the database perspective. Eﬁ-{”:GOTJj__— >3> (* ) gaf)j?’f)llb\\’{\/;ﬁ_ hbt@é%é\
. Flom Dabase Entres: CCTIBIRTBIENTEFT,
S W GO7 /7 =232 T7 1V EEIRY 3L TGene Ontologyi&#k
RS | A EBTA TSRS BN TEET,

Onginal File Mame:

Organism:

Description: GOC Validation Date: 10/05/2016 5
Submission Date: 10/5/2016 5

»

The above "Submission Date" is when the annotation project provided
this file to the Gene Ontology Consortium (GOC). The "GOC Validation
Date" indicates when this file was last changed as a result of a GOC
validation and fittering process.

Note: The contents of this file may differ from that submitted to the

GOC. The identfiers and syntax of the file have been checked, rows of
data not meeting the standards set by the GOC have been removed. This
file may also have annotations removed because the annotations for the
listed Taxonomy identifier are only allowed in a file provided by

another annotation project. The original submitted file is available from:
http:/fwww .geneontology.org/gene-associations/submission,

m

For infarmation on which taxon are allowed in which files please see:
hittp:/Awnwrw . geneontology.org G0 annotation shtmldscript

gaf-version: 2.0

Project_name: UniProt GO Annotation program {UniProt-GOA)
URL: http.//www ebi.ac.uk/GOA

Contact Email: goa@ebi ac.uk

4| i} | 3

Search...

Previous Next Skip to Last
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f @ Set up Library Generation from Pulsar @Mj
Choose settings for library generation.
Schemas 4 BGS Factory Settings Tolerance Parameters o
& BGS Factory Settings (d.. Jloletances Thermo lonTrap
|dentification
Protein Inference Calibration Search Dynamic -
Spectral Library Filters MS1 Correction Factor 1
Inlerkflow MS2 Correction Factor 1
IRT Calibration Main Search Crynamic -
MS1 Correction Factor 1
M52 Correction Factor 1
Thermo Orbitrap £
Z:—G(i\ PSM . /{j’a'_ I{\ BCKUQ\/} \"O% Calibration Search Dynamic -
OFDREMERESA TSV~ BR | 1 cmomrse |
BEARORENMTAET. 152 oresion Pt 1
Main Search Dynamic -
MS1 Correction Factor 1
M52 Correction Factor 1
TOF
Calibration Search Drynamic -
MS1 Correction Factor 1
M52 Correction Factor 1 -
o E——
Previous Mext Skip to Last
h
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i B
@ Set up Library Generation from Pulsar E@ﬂ

This is the summary of the expenment set-up.
If averything is fine, you can start the expanment.

testl

3

4 e test]
@ BGS Factory Settings [Modified]
# goa_human
4 FRaw Files

4 i [1] liver-cancer p1-040min_MHRM_R01_TO
= uniprot_sprot_2018-01-01_HUMAN_ISOFORMS
@v BGS Factory Settings [Modified]

4 i [2] liver-cancer-p1-040min_MHRM_R0Z_TO
= uniprot_sprot_2018-01-01_HUMAN_ISOFORMS
@ BG5S Factory Settings [Modified]

a i [3] liver-cancer-p1-040min_MHRM_R02_TOD N
% uniprot_sprot_2018-01-01_HUMAN_ISOFORMS Finishz2Uy)33L5147035—-MERSNE T,
@ BGS Factory Settings [Modified]

4 f [4] liver-healthy-p1-040min_MHRM_R01_TO
# uniprot_sprot_2018-01-01_HUMAN_ISOFORMS
@ BGS Factory Settings [Modified]

4 i 5] liver-healthy-p1-040min_MHRM_R0Z_TO
= uniprot_sprot_2018-01-01_HUMAN_ISOFORMS
@v BGS Factory Settings [Modified]

a i [6] liver-healthy-p1-040min_MHRM_R02_TO
= uniprot_sprot_2018-01-01_HUMAN_ISOFORMS

Previous Finish
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mA DR E &

Library Analysis  |Post Analysis Report Qc Fipeline Databases Settings

o

+ Setupa DA Analysis from Fils ..

Start a classic DIA analysis using a targeted, ibrary-based ssarch.

Set up a directDIA Anahysis...
Start a libmry-free DIA analysis usind\a protein database (FASTA) file a5 input.

Load a Spectronaut Experment...

Open a previously saved Spectronaut expe

nt from a *.SNE file.

Recent Expenments

Perspective’7JMAnalysis — [Set up a DIA Analysis from File...1h5
5475 —-% BRI 3DIABRMTAET
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DIAf#tr (Library-based)

-
@ St up DIA Analysis

:Eg

Each run neads to have at least one spectreblibrary assignad in order to procead.

liverhealthy-p1-040 (1)

4 |.@ lver-haakthy-p1-040

[1] Ivarcancer p1-040min_MHRM_RI1_T0. htrms

[2] Ivercancerpl1-040min_MHRM_RI2_TO. htrms

[3] Ivercancerpl1-040min_MHRM_RI3_TO. htrms C
2)

[4] Ivarhaskhy-p1-040min_MHRM_RO1_TO htrms
5] Ivarheslthy-p1-040min_MHRM_ROZ_TO htrms
6] Ivarhaslthy-p1-040min_MHRM_RO3_TO htrms

— o — — - -

| Add Runs from File.. | Assign Spectral Library... iF!-am-:r-;a

Specify all LC-MS/MS measuraments that you want to include in this experment and assign which spectralibranes to usa.

1.
KERBEAILET .

N

FLAHANTIDIAT A I HRRENE T

]

3.
[Assign Spectral Library... Jh"5AR
JNLSATS)-DFIRZITVET,

Mead Skip to Last

Filgen

biosciences & nanosciences
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DIAf#tr (Library-based)

r

#e Choose Spectral Library

Racantly Usad From Fila

Fram Library Parspactive

Source
Path

Separmtor  3ute ¥

|I'\—¢

-
@ Sct up DIA Analysis

Specify all LC-MS/MS measuraments that you want to include in this axperment and assign which spectraHibrarnes to use.
Each run neads to have at least one spectraHibrary 2ssigned in ordar to procead.

liver-healthy-p 1-040
4 = v-pl-040
4 | [1] Ivercancer p1-040min_MHRM_R01_T0 htrms
:<_.IE 313 Liver DDA Fractionated {40min) (73,366 Precursors)
4 | [2] Ivercancerpl-040min_MHRM_R02_T0 htrms
5:]% 313 Liver DDA Fractionated {40min) (73,366 Precursors)
4 i [3] Ivercancerpl-040min_MHRM_R03_T0 htrms
:i_.IE 313 Liver DDA Fractionated {40min) (73,366 Precursors)
4 | [4] Iver-healthy-p1-040min_MHRM_R01_T0 htrms
L 313 Liver DDA Fractionated {40min) (73,366 Precursors)
4 | [5] lverheakhy-p1-040min_MHRM_R0Z_T0.htms
#1313 Liver DDA Fractionated {40min) (73,366 Precursors)
4 | [6] lverheakhy-p1-040min_MHRM_RO3_T0.htms
;:E 313 Liver DDA Fractionated {40min) {73,368 Precursors)

@

* Add Runs from File ...

Assign Spectral Library... Remove

Filgen

biosciences & nanosciences

1.
[Browse... INfERI231T5U-%IEELET .

2.

FAHAALIATSI-ME O TINROTSEMENET,

[—

3.

1T SU—-DBAIHFENNUET Next | TRAEHET

27
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DIAf##F (Library-based) Filgen%

biosciences & nanosciences

i il
@ Set up DIA Analysis l':' 5] e

Salect the search and extraction settings schama for DIA analysis.

Schemas 4 BGS Factory Settings MS1 Mass Tolerance Strategy Dynamic -
B BGS Factory Setting.. Dats Extrﬂc_tlon Comection Facios ]
HCP Cleanup Profiling XIC Bxtraction .
Calibration M52 Mass Tolerance Strategy Crynamic -
Identification Correction Factor 1
Quantification
Workflow

Protein Inference
Fost Analysis

Reporting

ZZTlE. PSM, RIFR, BLUOIINDE
DOFDREMBERESA TV —VERR(CEET B E
P ARORTEMTZED,

4 1 .3

Previous MNext Skip to Last
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biosciences & nanosciences

i hl
@ Set up DIA Analysis E@g

Select the protein databases you want toinclude in this DIA search. In order to use protein databases in your expenment you need to first import them as FASTA file in the
Databases parspactiva.

P From Spectral Library Entries:
2 Files
Date T d:
p= |HT te Lreata
|11 Enties Date Modified:
.| unmiprot_sprot_2015-08-28_HUMAN Original File Name:
B2] 20,203 Enties )
Organism:
F R t
4 D | ET:n seen Protein Id: -
uniprot_sprot_2018-01-01_HUMAN_ISOFORMS Description:

o e
o 42,253 Entries

4 From Database
1 Fila=, 0 Falders

e uniprot_sprot_2018-01-01_HUMAN_ISOFORMS
2| 42,255 Enties - (120 MB)

CZTl T-AR-ZAG—FIfEATS
FASTAT7A V& #IRULE T ,

Search...
Import...
Previous Nead Skip to Last
b A
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DIAf#tr (Library-based)

Filgen

.
@ Sct up DIA Analysis

s

Specify conditions in order to perform statistical tests dunng post analysis.

& Is Reference Run Label Condmon Fracton
1 ] lwarcancer p1d_ Cancer NA
2 ] livercancerp10_ Cancer NA
3 ] livercancerp10_ Cancer NA
4 [#] Iver-healthy-p1-0_ Healthy MA
5 [#] Iver-healthy-p1-0_ Healthy MA
g Iver-haalthy-p1-0_ Hashhy MNA

Replicae

ZITIE, HETUIRZATI D DR ZHTELET T,

Import Condition Setup... Export Condition Setup...

Previous

Quantty Comecti

ci
]
]

8]

Label

Color

B ceior 22
B coior 22
B coir 22
W coir 22

I coer 122

File Name

lvercancer p1-0_
livar<cancarpl-0_
livar<cancarpl-0_
Iwar-hesithy-p1-0_
Iwar-hesithy-p1-0_
Iver-hestthy-p1-0.

biosciences & nanosciences

30
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DIAf#tr (Library-based)

Filgeng

biosciences & nanosciences

@ S=tup DIA Analysis

Specify gene annotation in order to gain further biskgical insight into yourexparmeant.

In arder to use gene annotation you need to first impartan ion file in the datat parspective.
From Recent Entrias:
ntries:
4 lz‘ 1 Fil=
Ciate Creatad:
= .-ga. goa_human
24| 19,089 Enties Date Modified:

A From Database
1 File, 0 Falders

0 .-ga. goa_human
87 19,089 Enties

Orginal File Nama:

Organism:

- (5.0 MA] Description:

EHICGOT )T7—23> (*.gaf) I7(IhA U iR— U THBIHE.
CCCEIRTBIENTEFT,

GOV J)7—=23>T71 V&R 3L TGene Ontology|&#k
ZEDI1T3)-=ER T BENTEET,

Search...

Previous

et Skip to Last
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DIAf#tr (Library-based)

-
@ Set up DIA Analysis

L

=

4

Previous

This is the summary of the exparment satup.
If evarything = fine, you can stan the expenmant.

liver-healthy-p1-040

4 g lverheskhy-p1-040

BGS Factory Settings
iRT
11 Erries

uniprot_sprot_2015-08-28_HUMAMN
20233 Ertrias

goa_human
19038 Ertrims

[1] Ivercancer p1-040min_MHRM_RJ1_TO htrms
Canse. Rl

"IE 313 Liver DDA Fractionated (40min)
5

73335 Prearsxrs

[2] ercancerp1-040min_MHRM_RI2_TD htrms
Crance. B2

-."E 313 Lver DDA Fractionated (40min)

T35 Prearsas

[3] Ivercancer-p1-040min_MHRM_RI3_TO htrms
o, F3

'IIE 313 Lver DDA Fractionated (40min)
hl

73333 Prearsas

[4] lverhealthy-p1-040min_MHRM_R01_T0 htrms
Healthn. R1

"IE 313 Liver DDA Fractionated (40min)
5

73335 Prearsxrs

[5] Tvarhezithy-p1-040min_MHRM_RO2_TO. htrms

Finishz 7y 9 3L RtaeNE g,

Finish

Filgeng

biosciences & nanosciences
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FRTFEE (Analysis) Filgeng

] Al 0 B R E & [L

Library Analysis  Post Analysis Report Qc Fipeline Databases Settings

liver-healthy-p1-040 .
1M 201311051 75515 iver-hedthy-pi-040_sne - Load Experiment x &

[1] liver-cancer p1-040min_MHRM_R01_T0.htrms
[2] liver-cancer-p1-040min_MHRM_R02_T0 htrms

i Upper Panel RT Calibration - Lower Panel  Analysis Summary -
|

i [3] liver-cancer-p1-040min_MHRM_R03_TO htrms

|

|

1

[4] liver-healthy-p1-040min_MHRM_R01_T0 htrms [ # iRT PAptides
[5] liver-healthy-p1-040min_MHRM_R02_TO htrms &0 Ji —f— : - T

— F'.T;LGi-R'r]l: 020 xiRT +22.37 |

[6] liver-heslthy-pl1-040min_MHEM_RO3_T0 htrms

A2 ROYIUR SV T M1 7B R T
(CRRSE DT —HDIBAHEIRTEFT .
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Parameter Value
F Precursors 32,129 of 50,685 (73,366)
Modified Peptides 25,983 of 40,136 (57.575)
Peptides 25,317 of 38,764 (B5,423)
Protein Groups 2,811 of 3,058
Proteins 2854 of 3,154
Protein Inference Unkngwn

ANVG Peptides per Protein Group
AVG Precursor per Protein Group
AVG Missed Cleavages

% Missed Cleavages

Median XC Wwidth

Median Absolute Delta iIRT

MS1 Average Delta |ppm|

LY [ T, IRPRNEPRSI b TN F RN (Rp— |

Unigue precursors: 50,685 of 73,366 | modified peptides: 40,136 of 57,575 | peptides: 38,764 of 55,423

protein groups: 3,098 in the experiment (Qvalue <= 0.01)

BEEA T RBREAOERNIFT RN,

[of ITREISNIERIDEF(FS51T 5 -RERBRADT A2 EHIE T,

[of [CEXYISNI RO FFHRERADHDELTY .

[Analysis Summary | T(&. BTN CEDREFER 2RI BN TEET,
DYIRDEF(ESA TSV —-REEFBRRDM 52 ZHIETY .

[of ICXUIENIEERINEF XEEBRADHDELTT

[of TSN ERIOFF(LBIRENEEADHDETT .
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Filgen

MANEDEHSE & [

biosciences & nanosciences

®g

Library Analysis  Post Analysis Report Fipeline Datahases Settings About
L Elfsr?Tfaa_lt;'s";‘paﬁiohe.m-u|-u.m_m * Load Experiment x & “rx
4 ] [1] liver-cancer p1-040min_MHRM_RO1_TO htrms M Lower Panel _|Peplide Dofa Maich (POM) Flo_~
] Iﬂ [35|:| - -4':'8] - 21 BB Precurscr A3JKMH1 — _SIFPIHPSFR_.3 — PEP=1.26Te-03 ] Qvalue = 1.331e-04
[v5+] - 643.331 miz [vG+] - T56.415 m/z [VT++]-427.238 miz —— [y8++]-500772 miz =r='= [y3+]-400.219 miz |
> =) ADANTT — _RPPSPIK_2 . . .
4 (=) A3KMH1 — _SIFPIHPSFR_3 1
4 @ 400889 miz ]
o [yd+] - 506.272 miz ]
2 [yh4] - 643 331 miz 1
~ [yB+] - THE.415 miz ]
o [y T++] - 427 238 miz ]
a7 [yd+] - B00.772 miz ]
i
= [y3+] - 409.219 miz i E
> [ 000203 — _KLPIGMH_2 T T o it o, . N Y e ‘
> 000231 — _SLADFEK_2 0 32' 0 32' 5 33' 0 33‘ 5
[ 000232 - _ILVAVVE_2 \ ’ ’ Retention Ti ’
[ 000244 — _YDIDLPNKE_.2 elention fime
b 000264 - _RFDGVQDPR_.3 Basic Sef el
I 000298 — _LHIVQWVC[Carbamidomethyl (..
b () 000410 — _LMVPLLK_2 Show Tolerance | Ton Gont 18 5
b (<)000410 ~ _LVLPMIK_2 Show Calibrated M/Z e gg b CICCITIT T G-Term Ions
> (+)000429 — _EAADMLK_2 . _SIFPIHPSFR_
b w__:."'\ 000425 — _GVSPEPIHLK_3 FesiLae . 0 e o D:D:ED:D:E’
. 000447 — _GGGEVIVR_2 Show Mass Errorin - L 13
b (=) 000468 — VLGESPK_2 3 ' ' [RT.3261]
e el 2 T g1 AIIEL TUKEMS LA, MS2LAILDT — S EHRT BLN AT, -
- oo - wewesd SEAIDFERTIE, Uniprot ID:ASKMH1OMS/MSH6DDTO5I M AV ZRE5, —& T ]
L} = AR} o w — E
e o] Dly3+ I AVDXICREDERNSERN. EBICHRATISBASN TS, O
b (> 000571 — _HAIPIIK_2 < w » ;
I » (=) 000584 - Wevipk_2 | g E'_CT g%ﬁﬁmb\'fé [y3 + ] ’(7'-/%EOU\JOL/ ?Eﬂtﬁ**ﬁ(k_bu2.5(_tt\__[ _Cg_o 700 800 900 1000
] 1
Qvalue - (2 g 100 M+1] E 001 k3 T T T T T T T 5
< Value ¢ oot 1] | I + " 1+ ] L ;E 0.00 ; * L4 e ¥
e Al Fibere 4008 4010 4012 4014 401 6 4018 4020 £ o0t } : : f I I | s
218182 Peptides remaining / 222014 Peptides filtered miz 200 300 400 500 800 700 800 900 1000
Unique precursors: 50,689 of 73,366 | modffied peptides: 40,136 of 57,975 | peptides: 38,764 of 55,423 | protein groups: 3,098 8 in the experment (Qvalue 01
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mMAMBDESE & D

4

4

biosciences & nanosciences

®g

Library Analysiz  Post Analysis Report Fipeline Databases Settings
I liver-healthy-p1-040 4
Analysis Overview _ - . .- N
ProteinGroups AV - Bnes ProteinDeseripl Protein Group Id Profiles
Overview Absolute AVG Log? Rabo Qvalue P
Data Completeness Contains T Equ i r Contains 7 - . i i i
Run Identifications 7 - id sy ]
o . b | P "1 GresterThanOrEqu.. 0.58 ¥ LessThanOrEgqu. 005 Fetty =cid synihe
icients of Variation _ '\\-
P31327 0. Carbamoyl-phos) 64 -
CVs Below X _ _ i
Nermalization FO2751 -3 1.50622007353104 7 5011371740851 E-232 Fibronectin ]
Scoring Histograms P21333 A, Filzmin-A s 5T ]
;ﬂ:'_F:;R P98160 -2.06536440743.. 2.06536440743055 1 /3684504502916E-98 249 P9B160 HSPG2 Basement memb § .
rotein -+ -
Protein Pralue Histogram P35573 2.97997497878... 2.97997497878645 /84420120132505E-94 151 P35573 AGL Glycogen debran g ]
=
Analysis Details P0ST37 3,00964362212.. 3.00964362212629 2 55170396299769E-83 119 POG737 PYGL Glycogen phospt B 51 b
) ) s
Binned ldentficaton PO0367 236419840783 2.36413840783078 1.72556035579643E-82 170 PO0367 GLUD Glutamate dehyd )
Binned Coefficients of Variation _ _ _ _ 5 5
Differential Abundance P11586 1.49572362513.. 1.49572362513252 7.29366887095162E-81 183 P11586 MTHFD1 C-T-tetrahydrofol T 1
Candidates Q13576 1.54000347144.. 1.54000347144714 4.35740036340655E-80 196 Q13576 IQGAP2 Ras GTPase-acti ]
2, i 1+ ]
P-value Histogram Qo278 1.32097796406... 1.3209779640620; 6.8017953249957E-76 210 Q06278 ACX1 Adehyde oxidase
All Comparisens Histogram
GO Enrichment Q99798 -1.20371662747... 1203716627473 6.51982332387474E-73 162 Q99798 ACO2 Aconitate hydrate 0 : : : : : -
GO Clustering P24752 2.64105971135... 2.64105971135633 1.39690655997579E-72 98 P24752 ACAT Acetyl-Colacety g‘? §, :ip & & @
Heatmap P42765 1.74E29848336 1746298483624 1.535563657662B4E 67 148 P42765 ACAAZ Thketoacyl-Coh t o O < o' o o'
Volcane Plot
Q16881 220157539314 220157539f14118 2.05070339490825E-67 133 Q16851 UGP2 UTP--glucose-1 Runs
“ Precursor lon {summed fragment ions) Profiles
Post Analysis#JMCandidatesT(&. BEIMNICERZEZDHIEHY> VBB MEINET . | © ' ' ' ' ' 1
— b
T A NTIEI Absolute AVG Log2 Ratio = 0.58 H'D Qvalue < 0.05|0&MA4 %S | 1+ :
I\ EE R ENET . %
L1 5 ]
[Absolute AVG Log2 Ratio = 0.58](3. RatiolCEZFIEZ 3L,
4 T ]
Hd#lRatio = 1.5, Ratio = 0.661E2DFT,
R
P02545 -0.77301846299... 0.773018452997989 2.10423346234462E-57 161 FO2545 LMNA Prelamin-A/C = 3T 7
PO2238 -1.16579833083.. 1.15579833093756 1.63795675647115E-56 146 FOB238 HSPO0AET  Heat shock prote .
F23378 314452331496 3.1445333149665 9.23471959570272E-56 97 F23378 GLDC Glycine dehydroy
S1iRna 3 17aaa0cH T 5 1744s0c71 73000 1 £91100e31904C RR 1n7 ctiRne Fvorae ertmbar e, AR 11 3
£ Entertext to search [(«][~] [&~ X .
! [ in D 0 f f f f f

Export Table..
Export Profile Plots..

07'?7

Crp,

[
7}?\3
(&)
5,
[
»

Runs
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Filgen

®g

= Al & &=

Library Analysis  Post Analysis Report Qc Fipeline

S 8 8 I

Databases Settings About

I. @ liver-healthy-p1-040

biosciences & nanosciences

Group by: | Comparison [Dnnd.itit;m / condition 2) (X] -/

4 Analysis Overview
Overview

-
Data Completeness Namespace ¥

omparison No. G0 Name GO Id Representiation Pvalue
uals: % Contains: 7 Contains: 7 Egquals: % LessThanOrEguals: 005
mparison (condition 1/ condition 2): Healthy / Cancer
Mamespace: Companent
1 membrane GO:00e020  UnderRepresentation 0.003
1 mitochondrion GO:0005735% OwverRepresentation 0022
1 plasma membrane G0:0005886  UnderRepresentation 002
1 eukaryotic translation initiation factor 3 complex G0:0005852  UnderRepresentation 0.001
Volcano Plot 1 focal adhesion G0:0005925  UnderRepresentation 4.396E-04 0.429
1 proteasome complex GO:0000502 UnderRepresentation o001 1.000
1 proteasome accessory complex GO:0022624 UnderRepresentation 0.03% 1.000
1 organelle membrane GO:0021080 OverRepresentation 0.028 1.000
1 synapse GO:0045202 UnderRepresentation 0.012 1.000
1 basement membrane GO:0005604 OverRepresentation 0.006 1.000
1 cytosclic swal thosomal subipit GO.0022627_\indeBenresentation 0010 1.000
GO EnrichmentT(&. ZED&H AN IERINEDSOIBREMFRIHEEE(GO Term)ZzBE  |'™
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