MATRIX
SCIENCE

Mascot DIA LFQ tutorial

Version: 2026-09-21
Author: Matrix Science Ltd

Requirements
Mascot Server: version 3.2

Mascot Distiller: versions 3.0

Supported instrument types:

Thermo: .raw files from any instrument using the Thermo Xcalibur™ acquisition software including

the Orbitrap Astral

Sciex: .wiff files from QTOF systems (e.g. ZenoTOF 7600), QTRAP systems (e.g. QTRAP 6500+), Triple
Quad systems (e.g. Triple Quad 7500), TripleTOF systems (e.g. TripleTOF 6500+), X-Series TOF (e.g.

X500B QTOF)
Contents
MaSCOt DIA LFQUEULOIIAN. c..eiieiieeiiieeee ettt ettt et e st sat e e sb et e sabeesabeeenteesabaeesans 1
REGUITEIMENTS. ...eiitiieeie ettt e e ettt et e s e s s bbbt e e e e e s sssaabtaaeeeesssaaasbeaaeeeesssssssbaaaeesssnsannsnnes 1
INEFOTUCTION ittt e st e st e e a bt e s be e e abeesabeeebteesabeeesabeesabeesbeeesaneeeanes 2
Y= To T8 1T =T 0 aT=T ] PPNt 2
1. Download the Thermo Orbitrap QE HF-X raw files from PRIDE ..........ccccooveeieciiee e 2
2. Add the Human, Yeast and E.coli UniProt proteomes to your Mascot Server .........ccccceeevveeeeicvveennn. 3
3. Ensure you have a suitable label-free method setup for DIA data........ccccoecveeeivciiee v, 3
4. Configure Mascot Distiller to connect to your Mascot SEIVEr.........ccoovvveiieeiiee e e 3
5. Create a new multifile DIA project in Mascot Distiller.........c.oeeoeciieieeciee e e 4
6. Set the project default SEArch SETLINGS ...coccuviieieee e e e et e et 6
7. Run peak-picking and search the data............eooviiiiiciie e 8
8. SEt UP the LFQU SAMPIES..ciiiiiiei ettt ettt et et e e s ettee e e e st e e e seabeee e eabaeeeenbeeasesaseeesennreens 10
9. Review the qUaNTItation FESUITS.........ccuiii it e et e e e e eare e e e e eabae e e e eareeas 12

Mascot DIA LFQ tutorial



MATRIX
SCIENCE

Introduction

This tutorial is intended as an introduction to processing, searching and quantifying label-free DIA
datasets with Mascot DIA. Mascot DIA consists of Mascot Distiller 3.0 and Mascot Server 3.2. The
example will use a subset of Thermo Orbitrap QE HF-X raw files from PRIDE project PXD028735, but
the principles apply to processing data from Sciex instruments as well.

PRIDE project PXD28735 contains a reference dataset processed on multiple different instrument
types and in DDA and DIA acquisition modes as outlined in the associated publication ( et al. [1]).
The dataset consists of mixtures of human, yeast and E.coli proteins in known concentrations to
simulate two different conditions. Each condition has 3 simulated biological replicates and each of
those has 3 technical replicates.

The expected log2 ratios for each of species between the two samples are:

A/B Expected Log2 ratio
Human 0.00
Yeast 1.00
E.coli -2.00

In the tutorial, we’ll take two of the files to reprocess, search and quantify to demonstrate the
Mascot DIA workflow.

When processing the data, Mascot Distiller will take the isolation windows used directly from the
raw files. There is no requirement for the isolation windows used to be fixed, variable or
overlapping — all these schemes are supported.

Requirements

Mascot Server: version 3.2
Mascot Daemon: version 3.2

Mascot Distiller: version 3.0

1. Download the Thermo Orbitrap QE HF-X raw files from
PRIDE

Download the following files from the PRIDE repository accession PXD028735 to your local
workstation with Mascot Distiller 3.0 installed:

LFQ_Orbitrap_AIF_Condition_A Sample_Alpha_02.raw
LFQ_Orbitrap_AIF_Condition_B_Sample_Alpha_02.raw
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2. Add the Human, Yeast and E.coli UniProt proteomes to your
Mascot Server

You can find instructions on how to add UniProt proteomes to your Mascot Server here. The
required proteome ids are as follows:

Human UP000005640
Yeast UP000002311
E.coli (strain K12) UP000000625

Or you can enable the predefined proteomes UP2311 S cerevisiae, UP5640 H_sapiens,
UP625 E_coli_K12 in Database Manager on Mascot.

3. Ensure you have a suitable label-free method setup for DIA
data

If your Mascot Server 3.2 installation is a fresh installation, it should have a supplied quantitation
method called “DIA Label-free [MD]” which will be suitable. This has a reduced number of scans and
lower time alignment offset compared with the standard “Label-free [MD]” method. If the method
is not present, please contact us and we will send you the required method and instructions on how
to install it on your Mascot Server.

4. Configure Mascot Distiller to connect to your Mascot Server

If this is the first time you’ve used Mascot Distiller, by default it will be connecting to our public
website. If you’ve not already configured Mascot Distiller to use your Mascot Server, open the
Mascot Distiller GUI and open Tools->External Servers...

Tocls | Windows Help

Dataset Info
=% | Preferences..
Log '

ternal Servers, )L

Clean caches
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Click “Add URL” on the Mascot Server tab of the dialog that opens and enter the URL of your Mascot
Server including the cgi directory as shown below:

#5 Mascot Distiller - External Servers - Tutonial b4
Mascot Server | Blast Server | MS Blast Server |
l https://www.matrixscience.com/cgi/ -
|: ¥} New Mascot Server x [V
H

Enter new Mascot server URL (include cgi)

T | http://myserver/mascot/cgi |

-]
2 oK = ]
ancel

Mascot Security

User name Paszword

| ok | - || cancet || Help |

Click “OK” on the “New Mascot Server” dialog and then “Test Server” on the main Mascot Server
tab. If you have Mascot Security enabled, add your user name and password and the click “Test
Server” button.

If everything is working correctly, you should see a message like this:

A Mascot server OK (3.1.242.18)
vy Mascot server security enabled
User ‘paemery’ successfully logged in on Mascot server,

SessionlD "paemery_6394897628819811" is assigned
Mascot Distiller is able to access Mascot server

If everything is working correctly, click on the “OK” button of the “External Servers” dialog. This will
set the default Mascot Server for all newly created Mascot Distiller project files to your newly added
Mascot Server.

5. Create a new multifile DIA project in Mascot Distiller
Open Mascot Distiller and open File->Create DIA Project->New DIA Multi File Project

File | Edit View Processing Analysic Tools Windows Help

Create DDA Project v Bl a0 B8 5

»
Mew DIA Multi File Project...
———

(

DA Pro,
Create DIA Project

é Open Project... Ctrl+0

[ﬁ Close Project
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In the dialog that opens, click on ‘Add File(s)...->Thermo->Xcalibur

Sample name # Status Filename Path

XCalibur...

Then navigate to and select the two files downloaded from the PRIDE repository, then click “Open”:

Lok in: | | | DIA Tutoril | @@ e E-

i MName Date Type
. Tutorial files 2025-07-03 ...  Filefo

Quickaccess ™) £ Orbitrap_AIF_Condition_A_Sample_Alpha_0Zraw  2025-01-03.. RAWF
D LFQ_Orbitrap_AIF_Condition_A_Sample_Beta_01.raw 2025-01-03 ... RAWEF
D LFQ_Orbitrap_AlIF_Condition_A_Sample_Gamma_02.raw  2025-01-03.. RAWF

Desktop |_|.LFQ Orbitrap AlF Condition B Sample Alpha 02.raw 2025-01-03 ... RAWF
- D LFQ_Orbitrap_AIF_Condition_B_Sample_Beta_01.raw 2025-01-03 ... RAWF
™ D LFQ_Orbitrap_AIF_Condition_B_Sample_Gamma_02.raw  2023-01-03 ... RAWF
Libraries
=
This PC
; < >
g File name: | "LFQ_Orbitrap_AIF_Condition_B_Sample_Alphi ~ | I QOpen I

MNetwork
Flesoftype: | XCaliour ("raw) v/ | Cancdl |

The table in the “New Multi File project” dialog will now populate with the details of the two
selected files:

Sample name # Status Filename Add File(s).. =
1 1 [New |LFQ_Crbitrap_AIF_Condition_A_Sample_Alpha_02.r3
2 1 [New |LFQ_Orbitrap_AIF_Condition_B_Sample_Alpha_02.rz Remove
Add Project...
£ >

Distiller Project File

[ DAMSData\DIA Tutoriahtutorial.rov |

Processing options
| default.ThermoXcalibur.dia.opt A |
Import settings and processing options from:
oK || Cancel
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Processing options can be changed here from the drop-down menu. You can change these later, but
it will save a few clicks if you select the right ones here. For these data, the
default.ThermoXcalibur.dia.opt files are fine so we can keep those. Change the name and path of
the master .rov project file using the “Browse...” button if you need to, then click “OK” to create the
project.

6. Set the project default search settings

Open Tools->Preferences and select the “Mascot Search” tab. Select the following default search
settings:

MS/MS Fragmentation | Peak List Format | Mass Deltas | Quantitation Table
General | Sean | TIC Mascot Search Sequence tag / De Noveo | Digest
Databaszes Uniprot_Ecoli_K12 UniProt_Human UP2311_5_cerevisiae
Taxonomy | All entries - Missed cleavages 2 M
Enzyme |Tryp5in.."P - | Modifications | Error Tolerant Classes
[eer - Carbamidomethyl (C); Acety! (Protein N-term);:
Instrurnent ESI-TRAP Oxidation (M)

Quantitation | DIA Label-free [..  ~|

Crosslinking Mone
| Format Options
Tolerances
Peptide | 30 Ippm -| #3C Q0 - Fragmentl 20 Ippm - Deco

| ok | v || Cancel || Help

Then click on “Format Options” and check “Show Percolator Scores”.
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The “Features” button will become enabled:

Mascot Search Import Options |

Show Same Sets |V

Protein Scoring Report mode

Maximum Hits / Families [ Auta -] Display Unassigned Peptides &
Protein Grouping [ Auto - Display Error Tolerant Peptides )
Family Grouping
Show Same Sets [ Show Sub Sets [
Standard Grouping
Show Sub Sets % m :
None All

Require Bold Red [ ]

Peptide Scoring

@ Auto @) Integrated () Significance Threshold | 0.05
(©) Standard () Only FASTA
() MudPIT () Only Library - I I 1
@) Target FDR | Sequences || 1% -
Score / Expect cut-off -1
Show Percolator Scores | l Features |
[ ok | [ cancal | [ hep |

Click on the “Features” button and in the dialog that opens, enable DeepLC by selecting auto from
the drop-down, and also a MS2Pip model to use in rescoring the search results. For these data, the

HCD2019 model is a good choice.

#_5 Machine Learning settings x
L P
DeeplC model for retention times auto M
MS2PIP model for spectral similarity |HCD2019 -
oK Cancel
Close the dialogs by clicking “OK” on each.
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7. Run peak-picking and search the data

In Mascot Distiller, open Processing->Process and Search:

File Edit Wiew | Processing | Analysis Tocls Windows |

T é- ﬁ [@ Ti | Process Scan Ctrl+F

;?-_?ﬂ Process Range

Acquisition
5@ Tutorial_alp| 5_ProcessAll Scans Cr+Shift+F |
& x LFO_Orhy Pracess And Search...
BT TIC _
E LFO_Orb Celete Peak list collection

Create Summed Spectrum

= oW

4 | Edit Processing Options...

You'll see a warning dialog about higher charge states. Because these data have centroided MS/MS

scans and the default.ThermoXcalibur.dia.opt method does not uncentroid them, we won't have
charge states for the fragment ions we can ignore this message and click “OK” to close the dialog.

Calibration...

The Mascot Search form will open. This will be populated with the settings you entered in step 6,
but this is a chance to change and from the default if you need to. Scroll down to the bottom of the
form and click “Start Search ...”

K386_Substrate -
Taxonomy [All entries ~|
Enzyme | Trypsin/P - Allow up to missed cleavages
Quantitation | DIA Label-free [MD] ~|
Cr inking | None ~|
_ Fixed [carhamidomethyl (C) - 6C-CysPAT (C) -
modifications 6C-CysPAT (N-term) .
Acetyl (K)
- Acetyl (N-term)
Amidated (C-term)
] pisplay all modifications Amidated (Protein C-term)

Ammonia-loss (N-term C)
Carbamidomethyl (N-term})
Carbamyl (K)
Carbamyl (N-term}
Carboxymethyl (C) -

Variable

N z Acetyl (Protein N-term) -
modifications

Oxidation (M}

-

Error tolerant [ ] automatic second pass search of selected modification classes

peptide ol + #c[0v]  ws/msto. +
Data file ---

Data format Mascot generic v
Instrument | ESI-TRAP hd

Machine learning Refine results with machine learning (Percolator)

Use features calculated by Mascot

DeepLC model for retention times \ (none) ~
MS2PIP model for spectral similarity
Start Search .

Copyright © 2025 Matrix Science Ltd. All Rights Reserved. -
Cancel

Mascot Distiller will now process the raw data files to peaklists working in series. As peak picking is
completed it will queue the generated peaklists files for searching using the specified setting on the
associated Mascot Server.
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Pracessing 'LFQ_Orbitrap_AIF_Cendition_A_Sample_Alpha_02 1
Searching for chimeric precursors
[ 0%
Elapsed: 00:00:18
" 8%
Processed 272 / 3105 survey scans
Cancel

LW

Results will be automatically refined and imported back into Mascot Distiller and the results merged.
Because this is a multi-file project with more than one raw file, Mascot Distiller will autosave as it
progresses through each step, so once you’ve clicked “Start Search...” you can leave Mascot Distiller
until the process has completed.

Once all the peak picking and database search tasks have completed, the merged search results will
be imported into Mascot Distiller. A new “Proteins” tab will be added to the explorer trees panel on
the left of the GUI showing the results:

Proteins rx
= @ Tutorial_timing_test
- & Format Options I

£+ 4 Search header
~[§ User: paemery
Email : patricke@matrixscience.com
Search title : Master Search 1
Mascot version used : 3.1.242.18
Timestamp : 2026-09-23 12:18:06 GMT
Database 1: Uniprot_Ecoli_K12 Ecoli_K12_20190410 (4364 5
Database 2 : UniProt_Human Human_20231217 (105719 se
Database 3 : UP2311_5_cerevisiae S_cerevisiae_20250224 (6
Quantitation : DIA Label-free [MD] (simple ratio, 3 files, lal
Enzyme:: Trypsin/P
Fixed modifications : Carbamidomethyl ()
Variable modifications : Acetyl (Protein N-term), Oxidation
Mass values : Monoisotopic
Protein mass : Unrestricted
Peptide Mass Tolerance : 30 ppm
Fragment Mass Tolerance: 20 ppm
Max Missed Cleavages : 2
Instrument Type : ESI-TRAP
MDRO version used : 2.9.242.2

PR

& & Machine learning

- Proteins : 6077

Significant precursors (peptidoforms) : 43375 (386035)
= FDR

] FDR Homology (PSMs) : 0.23% (Target=382050, Decoy:
- & FDR Homology (Sequences) : 1% (Target=35195, Decoy
] FDR Identity (PSMs) : 0.23% (Target=382050, Decoy=86
|4 FDR Identity (Sequences) : 1% (Target=35195, Decoy=3

[ Search chimericity table

9§ 1.1 P08238 Mass: 83554 Score: 59372 Matches: 2640

& 1.2 POT900 Mass: 85006 Score: 49666 Matches: 2238

W& 1.3 P15108 Mass: 80850 Score: 22405 Matches: 1173

1.4 P02829 Mass: 81356 Score: 18835 Matches: 1026

1.5 Q99832 Mass: 59842 Score: 11994 Matches: 624

E 1.6 P14623 Mass: 92696 Score: 11697 Matches: 568

ﬂ 1.7 Q38FF8 Mass: 44492 Score: 11195 Matches: 512

ﬂ 1.8 Q38FG1 Mass: 47796 Score: 9511 Matches: 448

‘E 1.9.Q12931 Mass: 80345 Score: 9343 Matches: 420

1.70 ETEUUA Mass: 172277 Score: 8529 Matches: 445

1.11 Q58FG0 Mass: 38942 Score: 8077 Matches: 330

iﬁ 1.12 Q58FF6 Mass: 58833 Score: 7431 Matches: 436

W 1.12 P28482 Mass: 41762 Score: 4952 Matches: 278

W 1.14 060610 Mass: 141342 Score: 4340 Matches: 307

1.15 ADASS4J319 Mass: 64863 Score: 2056 Matches: 24

1.16 ESPOWA Mass: 38864 Score: 1702 Matches: 100

1.17 P54920 Mass: 33667 Score: 1333 Matches: 102

B 1,18 ADABISQIHS Mass: 183372 Score: 1391 Matches: 88

& 1.19 P42943 Mass: 60211 Score: 421 Matches: 27

W 1.20 ADAODISEY1 Mass: 151789 Score: 192 Matches: 32

1.21 QOUKES Mass: 155361 Score: 153 Matches: 32

1.22 P22106 Mass: 63075 Score; 147 Matches: 6

ﬂ 1.23 P32485 Mass: 49170 Score: 146 Matches: 18

ﬂ 1.24 P14859-5 Mass: 72153 Score: 120 Matches: 7

ﬂ 1.25 Q15911 Mass: 408841 Score: 27 Matches: 4

1 S 11 REATAN KA-__ AINEA O CECAT KA_s L _. 20N
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You can expand individual protein hits to view the peptide matches. Right click over a node to bring
up a context menu which allows you to carry out specific activities — for example, right click over a
protein hit node brings up a context menu which will allow you to view the protein view report from
the Mascot Server. Left clicking on a peptide match node will display the sequence ladder over the
raw spectrum.

8. Set up the LFQ samples

Left click on the “Format Options” node at the top of the proteins tree or Analysis->Quantitation-
>Quantitation settings

Analysis | Tools Windows Help
Mascot Search  + | s hi dul “ E | T Rgﬂ _- |

Denovo Search  + ¥ X || Lro_Orbitrap
-

ZE | Fragment Peptide... -
Analysis Info
o Calculate XIC...
o Quantitation N E Quanti
U THETIE G o ] —
ot_Ecoli_K12 Ecoli_K12_ Quantitation Sethings... >
‘ot_Human Human_2020042

11_5_cerevisiae 5_cerevisiae_
. Label-free [MD] (simple rati
o

Reports =

Export quantitation results * B
ns : Carbamidomethyl (C) T

On the dialog that opens, because this dataset is comprised of protein digests from different species
mixed at different target ratios, ensure that normalisation is disabled on the “Quantitation Options”
tab. Select the “Replicate” tab. By default, each file will have been given a Component name. The
first file will have been selected as the “Ref” or reference component and the other files will have
been names C1, C2, C3 etc. Mascot Distiller will have automatically added ratios of each of the
components over the “Ref” channel. However, in this case we want to give the files more
meaningful names and setup custom components called A.Alpha.2 and A.Beta.2 respectively:

4 Format Options = O X
| Mascot Search Import Options | Quantitation Options | Replicate |
Sample Name Component Fraction
1 dition_A_Sample_Alpha_02.raw AAlpha2
2 dition_B_Sample_Alpha_02.raw B.Alpha.2
Components/Ratios
") Automatic
Q) Custom Ratios
OK | | Cancel | | Help
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The Sample Name column is filled from the raw file if it has a suitable field set. These data aren’t
fractionated so you can ignore the “Fraction” column. Ensure the “Custom” ratio button in the
“Components/Ratios” frame and click on the “Ratios” button.

Report Ratios

Add Ratio
Add Numerator
Add Denominator

Delete

o e ]

Right click anywhere over the main frame to bring up a context menu as shown above. Click on “Add
Ratio” and the select the numerator and denominator for a condition A to condition B pair and give
the ratio a descriptive name.

= Report Ratios

E Report Ratio Alpha2|
Numerator Ahlpha2 -
Denominator B.Alpha.2 v

Mascot DIA LFQ tutorial 11
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Once you've set up all three ratios, click “OK” on this and the parent dialog and then open “Analysis-
>Quantitation->Quantitate...”:

File Edit View Processing | Analysis | Tools Windows Help

Mascot Search

Proteins Denovo Search  * 3 x

=@ Tutorial_alpha2 ; :
& Format Options z === I
& [§ Search header i Sl S
4 User: paemery Analysis Info
Email : patricke@n
Search title : Maste Calculate XIC.. e
Mascot version useg L—Q.m ion = 1
Timestamp : 2026-09=T8 TO:U300 GIVIT | Quantitate.- )
Database 1: Uniprot_Ecoli_K12 Ecoli_K12_2019( ary IRy
Database 2 : UniProt_Human Human_2025121] Delete C - R
Database 3: UP2311_S_cerevisiae S_cerevisiae_
Quantitation : DIA Label-free [MD] (simple rati
Enzyme : Trypsin/P Export quantitation results *
Fixed modifications : Carbamidomethyl (C)
Variable modifications : Acetyl (Protein N-term), Oxidation (M)

Mass values : Monoisotopic
Drntain mace « lnractrirtad

Reports ’

e e

This opens a dialog where we can choose whether to quantitate the protein and peptide hits from all
protein families, all protein families with matches from a specified database or a range or protein
hits:

Family range
@ All Families

() Al protein families from Uniprot_Ecoli_K12

(") Range | |
Enter Family numbers and/or Family number ranges
separated by commas. For example 3,4,6-10,13

Current range: All

OK Cancel |

Leave this on the default of “All Families” and click “OK” to start Quantitation. Again, because this is
a multi-file project, Mascot Distiller will autosave as quantitation progresses so you can leave it
running in the background until it completes.

9. Review the quantitation results

Once Mascot Distiller has finished running quantitation, a new table is populated in the main pane of
the application window with a table of protein quantitation results. Click on a protein hit row in that
table and a child table will be populated with the individual peptide quantitation results. Click on a
peptide quantitation row and the application will display the XICs for peptide. In the example below,
the table has been filtered for matches to yeast proteins.
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File Edit View Processing Analysic Jook Windows Help
PR Ry 4 (AE TRy L Y
Proteins 2 % | Quantitation Table [Master Search 2] 2 x
%9 33.4 P63104 Mass: 27893 Scorer 19214 Matches: 747 Accession Database © Score  Mass |Alphaz  SDigeo) 8 | Description
@96 33.5 PE1981 Mass: 28456 Score: 19043 Matches: 714 L UP2311 S cerevisioe 2465 66668 20302 11280 21  Ribosome.associated molecular chaperone 5532 OS=Saccharomyces cerevisise (strain ATCC 204508 / 5288 +
@ 3K 33.6 P31946-2 Mass: 27947 Score: 18286 Matches: 740 372 | P114se UP2311 S cerevisiae 24513 66732 18888 11259 21  Ribosome-associated molecular chaperone S531 OS=Saccharomyces cerevisiae (strain ATCC 204508 / S288¢ |
& 3§ 3370081 Macs 2872 Scare: 17565 Mathes: I Epp A Seiiee 1 700 28 UG 2 Beton ot ot ot 5 st s e T S 5250 575 O
;g 3.9 PE104T Mgz 2787} Scave 11320 Matches 437 & ezios UP2311Scerevisiae 23240 61261 18464 25890 20 Glucose-6-phosphate somerase OS= cerevisiae (strain ATCC 204538 / S266¢) OK=559292 G
@ 1 468 par0a3 UP2311 Scerevisiae 48 66963 | 0SES6 10371 2 U3 small nucieolar RN in MPP10 OS: n ATCC 204508 / 5281
3K 34.1 Q9V4%0 Mass: 271766 Score: 26329 Matches: 856
& 9 34.2 Q496Y0 Mass: 86260 Score: 31 Matches: 3 ann | ningin S P O T
- 9K 35 P40I26 Mass: 35037 Score: 25063 Matches: 665 L A » Mty Fecord 31 of 1612 gl
@ %6 36.1P14618 Mass: 5470 Score: 24846 Matches: 717 ] [Database] = 'UP2311.S _cerevisiae’ 20
36.2 P30613 Mass: 62191 Score: 6935 Matches: 242
I 37.1P40150 Mass: 66668 Score: 24656 Matches: 755 Matches [P40150] 3 x
% 4 NTVFDAK(1+). 36 [AAlpha.2] |z |sequence X | Alpha2 | Std.Err | Fraction | Correlation | Intensity |
@ 4 NTTVPTIKIZ+), 46 [AAlpha.2] o
i & LSSEEIEK(2+), 37 [AAlpha.2] 2+ FDDESVOK || 13813 03886 05031 08866 4295275 -
& # FDDESVQK(2+), 46 [AAlpha.2) ¥ B 2+ LSDFFDGK [v] 20302 o030 o0ss82 09970 26204470 =
B § LISDFFDGK(2+), 53 [AAlpha.2] 2+ TGLDISDDAR |v| 18374 00157 08773 0seTs 28956399 P
E 4 L‘i‘ﬁ"‘:?&g’;’;‘ [“'L’“;] B 2- MVNQAEEFK |v] 2376 oom7 o7os|  os7e0 12123682
&g Mvwxiirmz:)'mm:m 2: [ 2+ MVNQAEEFK v] 05184 0peB4 0576 09627 9571271 | Owidation (M)
B § RFDDESVQK(2+),52 [AAipha2] 2- RFDDESVQK |v| 18963 0D196 08974 08988 19341834
i [ FEDLNAALFK(2+), 53 [B.Alpha.2] @ as eErman e (sl vesm ancan  noame neorr aamrrmn =
& # DAGAISGLNVLR(2+), 67 [AAlpha.2] st Record 3 of 37 sielth
B | SSNITISNAVGRI2+), 54 [B-Alpha.2] i B B = -
i g STLEPVEQVLK(2+), 58 [AAipha.2] | (P Orbitrap_AYF_Condition_A_Sample_Alpha 02 raw] = & A =
i ENTLLGEFDLK(2+), 63 [B.Alpha.2] JRETRTIC R NSV SN N
& # SQIDEVWIVGGSTR(2+), 75 [AAlpha.2] s I e P} I i L T} [ L I
& & VIPSFVAFTPQER(2+), 68 [B.Alpha.2] T —
- # TFSPQEISAMVLTK(2+), 66 [A.Alpha.2] ; . N
i 4 AVITVPAYFNDAQR(3-, 75 [AAlpha.2] : - . 55
& K TFSPQEISAMVITKI2+), 55 [B.Alpha.2] : / "~ -
34 LNPRNTVFDAK(3+), 37 [B. . . ; . A
® 5 IINEPTAAAIAYGLGAGKI2+), 102 [B.Alpha.2] S S T 45
[ 4 VIDVDGNPVIEVQYLEETK(3+), 81 [A.Alpha2] 40
& & LESYVASIEQTVTDPVLSSK(3+), 85 [BAlpha2] 20 {AAIRRa2
& # STSGNTHLGGQDFDTNLLEHFK(3+), 122 [AAlpha.2] 15 3
B § TFTTVSDNQTTVQFPVYQGER(3+), 82 [AAlpha.2] 10 30
B IEAALSDALAALQIEDPSADELRK(3+), 91 [BAlpha.2] 5 ,) mal, =
& B SINPDEAVAYGAAVQGAILTGQSTSDETK(3+), 127 [B.Alpha.. ] ] -y -
@ 9§ 37.2 P11484 Mass: 66732 Score: 24513 Matches: 748 R0 i 20
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The grey bars on the peptide XICs show where we have significant peptide spectrum matches (PSMs)
to the selected peptide from the Mascot database searches — in this instance you can see that we
have significant PSMs across the entire XIC range for both samples.

Mascot Distiller comes with a number of built it reports, such as a volcano plot report, a PCA report
and many others, which you’ll find under Analysis->Quantitation->Reports. The screenshot below is
an example volcano plot for this dataset, which shows protein ratios clustered at the expected log2
ratios of -2, 0 and +1:
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There are also a number of export formats. The most flexible is the “Stats package export” which
generates several files for protein and peptide matches and quantification results in a tab separate
file format ideal for importing into packages such as R or Perseus from the Max Planck Institute. You
find that under “Analysis->Quantitation->Export quantitation results->Save Stats Package Export...”
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