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Protocol status: Working
We use this protocol and it's working

Created: February 13, 2025
Last Modified: June 18, 2025
Protocol Integer ID: 120147
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dda library, using dia, dia search, fragpipe this protocol, dia, fragpipe, protocol, data
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Disclaimer

While all softwares used for this protocol are free of use, copyrights and citations to the software
developers are critical for their visibility.

Abstract

This protocols details how we typically perform DIA search using DIA-NN against a DDA library,

Guidelines

This is a step-by-step description of our procedure to perform "DIA data analysis in DIA-NN against a DDA library
generated in FragPipe"

Materials

We performed all the steps of this protocol on a Windows 11 computer.
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Before start

Before starting, ensure that all the software necessary are downloaded and installed on your computer.
links to download each software are provided as first step of each section.

The procedure detailled was performed successfully on Thermo Orbitrap and Astral instrument (*raw files) and
on Bruker TimsTOF (d folders).

Note that if a FAIMS source is used with multiple a raw file for each CV for the DDA acquisition multiple MzML files
will need to be used for each run. We have not tested the use of a FAIMS source for the generation of DIA runs.
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Converting the raw files into MzML files

1

3.1

3.2

Download the raw files on your computer.

Both the DDA library files and DIA files from different instruments and instrument supplier

can be converted using this method.

Download MS-Convert on your computer
(https://proteowizard.sourceforge.io/download.html).

Convert the files to the MzML 64-bits zlib compression format with the peak picking filter
activated using the following sub-steps (note that the substep numbers correspond to

the numbers indicated on the image below):

[E) MSConvertGUI (64-bit)

© Lstof Fles O File of file names

File: Browse Browse network resource. About MSConvert

Fiters
Peak Picking

Algorithm
Vendor (does not work for UNIFI, and it MUST be the first fitter!)

MS Levels
1 = 0.1 0.1

Output Directory:
Browse
Options
Output format mzML v |Extension E\ Remove
Binary encoding precision:4 | Q) |64bit (O 32bit Fiter Parameters

TPP compatibiity: & Package in gzip
Use numpress linear compression

Use numpress short logged float compression:
Use numpress postive integer compression:
Combine ion mobility scans

SIM as spectra: [ SRM as spectra:

Presets: Generic Defaults Save Preset v  Show Command Line Files to convert in parallel: 12 |5 Start

MSConvert steps for the raw -> mzML conversion

Press the "File: Browse" button.
In the browser, select the files to be added and press "Open".

Press the "Output Directory: Browse button".
In the browser, select your directory and press "OK".
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3.3 Ensure that "mzML" is selected as "Output format".
3.4  Ensure that "64-bit" is selected as "Binary encoding precision".
3.5  Ensure that "Use zlib compression" is selected.

3.6 Inthe "Filter" section select Peak Picking with the default parameters (see image) and
press "Add".

3.7  Select the number of "Files to convert in parallel", this number has to be lower than the
number of "Logical processors" of your system.

3.8  Press "Start".

I Generating a DDA library using FragPipe

4 Download fragpipe on your computer (https://fragpipe.nesvilab.org/)

5 Open fragpipe using the fragpipe application located in the "fragpipe/bin" folder.
In the "Config" tab, ensure that all fragpipe components are up-to-date.
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MSFragger, IonQuant, diaTracer
C:\fragpipe\fragpipe\lib)..\tools
MSFragger version: 4.1 More info and docs: MSEragger

TonQuant version: 1.10.27  More info and docs: IonQuant

More info and docs: diaTracer

C i fiann\1.8.2_beta_¢

Path to DIA-NN executable file. The file name is DiaNN.exe. Do not use DIA-NN.exe or the installer fle. If not customized, use the built-in version 1.8.2 Beta 8

DIA-NN version: 1.8.2beta8  More info and docs: DIA-NN

Python

c DatalL 1\python.exe

Python version: Python 3.11.9

Database Splitting

Database Splitting: Available. Used for searching very large databases by splitting into smaller chunks.

Spectral Library Generation

EasyPQP: Available. Version: 0.1.51

Install/Upgrade EasyPQP

Load a workflow from the dropdown menu on the ‘Workflow' tab to get started.

Confiuration Help

Tabs at the top represent processing steps that will be performed sequentially if enable
the "

7% FragPipe (v22.0) - o X
|.° Cnnﬁgl;-,"z Workflow DIA Pseudo MS2 <> Database ¢ MSFragger 3 Validation ,” PTMs 7§ Glyco &P Quant (MS1) &R Quant (Isobaric) Iiil Speclib {% Quant(DIA) fa, Skyline ) Run .. Downstream
A System O5: Windows 11, Architecture: AMD64 e
s | Java Info: 21.0.2, Java HotSpot(TM) 64-Bit Server VM, Oracle Corporation
About Open cache location Clear cache and close a1 0 31058 I I
FragPipe: v22.0
Main tools configuration
More info and docs: DIA-Umpire, Crvstal-C, MSBooster, Percolator, PTMProphet, PTM-Shepherd, O-Pair, EasyPOp, Skyline, SAINT

Browse Download / Update
Brows Download
Browse Download

&

6 In this step, the objective is to create a "library" for the DIA-NN search using fragpipe,
the reason for choosing this option is the enhanced level of certainty on the existence of
the proteins in the samples over the library-free/fasta-library method in DIA-NN.

The steps below describe this process:

6.1 Go to the "Workflow" tab.
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71 FragPipe (v22.0) = o X

DIA Pseudo MS2 <> Database - MSFragger * Validation ,” PTMs § Glyco & Quant(MS1) &P Quant (Isobaric) [iil Speclib {3 Quant (DIA) fu, Skyiine @) Run .%/. Downstream

Workflows——1

FragPipe supports multiple proteomic workflows.
Select and load an option from the dropdown menu below to configure all the tools. Workflows can be customized, saved, and shared.
See the tutorial.

Selecta warkﬁaw:l DIA_Spectib_Quant v or save current settings as workflow  Save to built-in folder Save to custom folder Open built-in folder

Complete workflow for DIA analysis using spectral library building and quantification using DIA-NN.

Spectral library can be built from DDA data and/or DIA data, with direct identification from DIA data using MSFragger-DIA. All data are processed together using MSFragger (in DDA or DIA mode, respectively) - MSBooster - Percolator
ProteinProphet (Philosopher) - EasyPQP. The library is filtered to 1% FDR at the protein and peptide levels. DIA files annotated as 'DIA-Quant’ are used for quantification only (i.e. not used for spectral library building). If building the library from
fractionated DDA data only, in EasyPQP tab change RT Calibration option to "ciRT*, or "IRT" if using organisms other than yeast or human (requires IRT peptides).

Supports DDA RAW/. files, mzML, and MGF files. DIA files with staggered windows should be mzML files using izard. For quantification using DIA-NN, DIA files should be in mzML format, and .d for Bruker's
timsTOF. diaPASEF DIA data will only be used for quantification (i.e. automatically considered as 'DIA-Quant' data lype)

Global settings
RAM (GB, 0=auto) 625~ Parallelism | 20/<

Input LC-MS Files

MS data type © Regular MS () IM-MS (ion mobility, timsTOF only)

4[]

Save as manifest Load manifest

Add folder recursively Remove selected files Clear files Addrecent  D:\data_searches\HubMAP_Pancreas\Proteomics_DIA\raw_files

Assign files to Experiments/Bioreplicates:
Set experiments  Consecutive By parent directory By file name Custom Clear 5 - Set DDA+ Set DIA
Set bioreplicates  Consecutive Custom Clear Set DIA-Quant Set DIA-Lib

Total raw files: 23, Selected raw files: 23

Path (can drag & drop from Explorer) Experiment (can be empty, alphanumeric, and _) Bioreplicate (can be empty and integer) Data type (DDA, DDA+, DIA, DIA-Quant, DIA-Lib) &®
D:\data_searches\HubMAP_Pancreas\Proteomics_DIA\a... DDA
D:\dote_searches\HUbMAP_Pancreas\Proteomics_DIAV... | DDA
D/\dota_searches\HubMAP_Pancreas\Proteomics_DIAVe—. DDA
D:\data_searches\HubMAP_Pancreas\Proteomics_DIA\a... DDA
D:\data_searches\HubMAP_Pancreas\Proteomics_DIA\ DDA
Di\ota_searches\HUbMAP_Poncreas\Proteomics oiAve DDA
D:\data_searches\HUbMAP_Pancreas\Proteomics DIV, DDA
D:\data_searches\HubMAP_Pancreas\Proteomics_DIA\a... DDA
D:\dota_searches\HUbMAP Poncreas\Proteomics_DIAVe—. DDA
D:\data_searches\HUbMAP_Pancreas\Proteomics_DIAVa—. DDA
D:\data_searches\HubMAP_Pancreas\Proteomics_DIA\a... DDA
D-\dota_searches\HbMAP Poncreas\Proteomics DIAVe. | DDA
Di\data_searches\HUbMAP_Pancreas\Proteomics oIV _D0bA
D-\data_searches\HUbMAP_ Pancreas\Proteomics DIAVa—. DDA
D-\dota_searches\HUbMAP Poncreas\Proteomics DIV DDA
D:\dota_searches\HUbMAP_Poncreas\Proteomics oAV DObA
Di\data_searches\HbMAP_Pancreas\Proteomics DIV _DODbA
D'\dala_searches\HUbMAP_poncreas\Proteomics DIAve DA

6.2 Inthe "Select a workflow" drop down menu, select DIA_SpectLib_Quant.

6.3  Press the button "Load workflow".

6.4  Press the "Add files" button, in the browser select the mzML files generated with
MSConvert for the DDA library runs and press the "Select" button.

(note: we typically use a pooled sample with equivalent amount of peptides from each
sample, then we fractionate this sample using LC-MS/MS into 96 fractions, that are then
either recombined into 12 or 24 fractions. the recombination scheme is done to have
representation of different retention times.)

6.5 The Data type should automatically being detected to DDA, if not, select all the files and
press the button Set DDA.
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7.1

7.2

7.3

7.4

Next we will use FragPipe to download a fasta file.

Note: a fasta file can also be prepared in advanced and loaded here instead of the steps
described below, in this case the decoy and contaminants can be added using FragPipe.

Open the "Database" tab.

77 FragPipe (v22.0) 1

FASTA sequence database

FASTA file path  D:\data_sear X _DIA\2024-01-12-decoys-reviewed 640.fas

Decoy protein prefix rev_ Try auto-detect tag  File contains 40922 entries (20461 decoys: 50.0%)

"Browse" to select a FASTA file from a previous FragPipe analysis, or "Download” to retrieve a new one from UniProt.
Use "Add decoys” to append decoy sequences and/or add common contaminant sequences.

IMPORTANT: Sequence headers must follow certain format rules.

(2]
3

Select organism / Input proteome 1D
© Homo sapiens (Human) - Uniprot ID: UP000005640

© Mus musculus (Mouse) - Uniprot ID: UP000000589

. cerevisiae (Yeast) - Uniprot ID: UP000002311
(© SARS-CoV-2 (COVID-19) - Uniprot ID: UP000464024
Other:

Options

(@ Reviewed sequences only

4 || 8 Add decoys
(@ Add common contaminants

(") Add isoforms
() Add IRT sequences
Spike-in sequences (do not include decoys)

FASTA file path Browse

5

o Config §§ Workfiow DIA Pseudo MS2 { MSFragger % Validation ,”PTMs 7§ Glyco &P Quant(MS1) &I Quant (Isobaric)

77 Download options X

- o
i1l SpecLib 3 Quant (DIA) fu, Skyline Q) Run 4. Downstream

[aiswse] [ | st seos

2

To download a database containing two or more organisms during 'Download’, list all UniProt proteome IDs separated by commas, e.g., UP000005640,UP000464024 to get a combined human + COVID-19 database.

X

Press the "Download" button.

Select your organism or enter the Uniprot proteome number (typically starting with "UP")

Depending on your need tick or untick the boxes "Reviewed sequences only", "Add

decoys", "Add common contaminants"

Press "OK" to start the download.
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I (note: the program might take a little time to download the sequences, please be patient!)

8 Go to the "MSFragger" tab

In this tab, you will be able to set up the search parameters, this will determine what
search parameters will be used to create the peptide spectrum matches (PSM), peptides,
and protein IDs that will be recorded in the library file generated.

(Note : We recommend to select parameters that are appropriate based on the way the

samples were prepared)

] FragPipe (v22.0) 1
@ Run MSFragger
Save Config Load  : Custom MSFragger parameter fle from disk
Common Options (Advanced Options are at the end of the page)

Peak Matching

Precursor mass tolerance PPM 203 - 203

Protein Digestion

0

Restrict delta mass to all

Use Detailed Mass Offsets

Fragment mass tolerance PPM -

Calibration and Optimization Mass calibration, parameter optimization Isotope error |0/1/2

Cleavage ENZYMATIC - (@ Clip N-term M
Enzyme name 1  stricttrypsin Load rules  stricttrypsin v Cuts1 KR No cuts 1
Enzyme name 2 nul Load rules  null Cuts 2 No cuts 2
Peptide length | 7.5 - | 50 T Peptide mass range 500 3 - 5000 5 Spiitdatabase 1%
Modifications
Variable modifications
Max variable mods on a peptide 3'3 Max combinations | 50003 () Use all mods in first search
Enabled Site (editable) Mass Delta (edita... Max occurrences
nQnC -17.0265 1
InE 18.0106 1
site_06 1
site_07 1
site_08 1
site_09 1
site_10 1
site 11 1
Fixed modifications
Enabled Site Mass Delta (editable)
[] C-Term Peptide
a IN-Term Peptide
a (C-Term Protein
[-] N-Term Protein
[-] G (glycine)
a A (alanine)
a S (serine)
a P (proline)
-] V (valine)
a T (threc )
[] C (cysteine) 57.02146
Advanced Options
Mass Offsets

9 config ¢ Workflow DIA Pseudo MS2 <= Database | MSFragger| 45 validation ,” PTMs 7§ Glyco &P Quant (MS1) &R Quant (Isobaric)

1

T sensel C v

S sense2 C v

[iil Spec Lib 3 Quant (DIA) fu, Skyline ) Run .. Downstream

- o X

MSER GGER

9 As needed, check that "Run the validation tools" is ticked the "Validation" tab.
for the Run MSBooster box, we recommend to tuse the default preset with "DIA-NN"
selected as model for the predict RT and predict spectra.
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T FragPipe (v22.0)

o Config 5% Workflow [\ DIA PseudoMS2 > Database ¢ MSFragger " Validation 7

- o X

PTMs § Glyco & Quant(MS1) 4B Quant (Isobaric) [iil Speclib {3 Quant(DIA) fa, Skyline @) Run .%. Downstream

Crystal-C

202

[ Run Crystal-C

Rescoring Using Deep Learning Prediction

Crystal-C performs additional search results cleanup. Recommended for Open Searches only.

(@ Run MSBooster
8 Precict RT Model:  DIA-NN

(@ Predict spectra Model:  DIA-NN

Koina server URL:

Rescoring using deep learning prediction. Require Run Percolator in PSM validation panel.

Fill In your Koina server URL If you want to use the models in Koina. The public one is https://koina.wilhelmlab.org:443/v2/models/

[ Find best RT model (requires Koina server)

[ Find best spectral model (requires Koina server)

PSM Validation
(@ Run PSM Validation

() Run PeptideProphet  Defauits for: Closed Search ~ ~ Load

Cmd line opts: |decoyprobs --ppm ~-accmass -~-nonparam --expectscore

("] Single combined pepxmi file per experiment / group

Cmd line opts

Protein Inference

(& Run ProteinProphet

Cmd line opts:  ~maxppmdiff 2000000 ~-minprob 0.5

FDR Filter and Report

© RunPercolator [ Keep intermediate files Min probability | 0.7/%
cmd line opts: post-pi de -subs 500000
PTM Site Localization
[~ Run PTMProphet Load defaults Load Mods from MSFragger Settings

Not for open searches. Mods format example: STY:79.966331,M:15.9949

8 Generate reports

Filter |--picked --prot 0.01 ~-minPepLen 8

[ Do not use ProteinProphet file

([ Remove contaminants

(_ print decoys [ Generate peptide-level summary (@ Generate protein-level summary

10
tab.

Verify that the "Generate spectral library from search results" is ticked in the "Spec Lib"
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T FragPipe (v22.0)

o Config &% Workflow [\ DIAPseudoMS2 < Database  MSFragger %% Validation ,” PTMs § Glyco & Quant(MS1) &P Quant (Isobaric) [ili Speclib % Quant (DIA) fa. Skviine @) Run .%. Downstream

o

X

- Spectral library generation

g
Filetype to Convert: © pepxML () psm.tsv [ keep intermediate files
RT calibration  Automatic selection of a run as reference RT

IM calibration  Automatic selection of a run as reference IM

RT Lowess fraction | 0% Fragment types: (Ja @b (Jc (Jx @y (Jz [Jneutralloss
UniMod annotation tol (Da) 0.02/3 ( Make library Skyline compatible
Fragment annotation tol (ppm) | 15/5]
Glyco Mode  Regular (not glyco) Max glycan q-value 1T

11 We will now run the search and generate the library.
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111

11.2

11.3

11.4

11.5

77 FragPipe (v22.0) 1 = @

O Config

%% validation 7 PTMs { Glyco 8P Quant (MS1) &P Quant (Isobaric) [iil Speclib 3 Quant (DIA) fu, Skyllne */. Downstream

$ Worlflow [\ DIA Pseudo MS2 <f* Database < MSFragger

About 2
| D:\data_searches\HubMAP_Pancreas\Proteomics_DIA\DDA_runs\Library {8} Browse I Open in File Manager
RUN Stog | @ 0ryRun| I3 and 5 @ save Technical SORF Export Log Report Errors Clear Console @ Word wrap
4 and 6 Bf]  Open FragPipe-Analyst (1) Delete calibrated mzML [ Delete temp files (" Write submzML _Probability threshold
Console
IWorkspacetIeantAit], Work GirT [DiVaata rancreas\prot DIANDDA runs\Ls T

[MSFragger], Work dir: [D:\data_searches\HubMAP_Pancreas\Proteomics_DIA\DDA_runs\Library\test]
[MSBooster], Work dir: [D:\data_searches\HubMAP_Pancreas\Protecmics_DIA\DDA_runs\Library\test]
[D:\data_searches\HubMAP_Pancreas\Proteomics_DIA\DDA_runs\Library\test]
[D:\data_searches\HubMAP_Pancreas\Proteomics_DIA\DDA_runs\Library\test]
data_searches\HubMA®_Pancreas\Proteomics_DIA\DDA_runs\Library\test]
, Work dir: [D:\data_searches\HubMA®_Pancreas\Proteomics_DIA\DDA_runs\Library\test]

herReport], Work dir: [D:\data_searches\HubMAP_Pancreas\Protecmics_DIA\DDA_runs\Library\test]
spaceClean], Work dir: [D:\data_searches\HubMAP_Pancreas\Proteomics_DIA\DDA_runs\Library\test]

(SpeclibGen), Work dir: [D:\data_searches\HubMAP_Pancreas\Proteomics_DIA\DDA_runs\Library\test]

of D:\data_: . cs_DIA\2024-01-1;
>contam_sp|077727|K1C1S_SHEEP Keratin, type I cytoskeletal 15 0S=Ovis aries OX=9940 GN=KRT1S PE=2 SV=1
606 GN=MED? PE=1 SV=1

>rev_sp|P49711|CTCE_HUMAN Transcriptional repressor CICF OS=Homo sapiens OX=9606 GN=
>rev_sp|Q14154 | DELE_HUMAN DAP3-binding cell death enhancer 1 OS=Homo sapiens O
>rev_sp|Q6SDV7 |RNF43_HUMAN E3 ubiquitin-protein ligase RNF43 OS=Homo sapiens O
>rev_sp|QSIWES|PRHM2_HUMAN Pleckstrin homology domain-containing family M member 2 OS:
>rev_sp|QEWVMO | TFB1M_HUMAN i 1 os=Homo sapiens O
>rev_sp|Q9BRI3|ZNT2_HUMAN Proton-coupled zinc antiporter SLCI0A2 OS=Homo sapiens OX=9606 GN=SLC30A2 PE=1 SV=2
>rev_sp|QSNUQE |ABCF3_HUMAN ATP-binding cassette sub-family ¥ member 3 OS=Homo sapiens OX=9606 GN=ABCF3 PE=1 S
>rev_sp|QSYENS | USHIC_HUMAN Harmonin OS=Homo sapiens OX=9606 GN=USHIC PE=1 SV=3
>5p|043674 | NDUBS_HUMAN NADH 0 inone] 1 beta subunit S, mi ial OS=Homo sapiens OX=9606 GN=NDUFBS PE=1 Sv=1
>sp|PODROS |HVDS2_HUMAN Immunoglobulin heavy variable 4-38-2 OS=Homo sapiens OX=9606 GN=IGHV4-38-2 PE=3 Sv=1
>sp|P49903|SPS1_HUMAN Selenide, water dikinase 1 OS=Homo sapiens OX=9606 GN=SEPHS1 PE=1 SV=2
>sp1014296| FASTK_HUMAN Fas-activated serine/threonine kinase OS=Homo sapiens OX=9606 GN=FASTK PE=1 Sv=1

INBSRZ_HUMAN bS reductase 2 OS=Homo sapiens OX=9606 GN=CYBSR2 PE=1 SV=1
>sp|Q8TX03 | KIBRA_HUMAN Protein KIBRA OS=Homo sapiens OX=9606 GN=WWC1 PE=1 SV=
>Sp|QEWNFS | CAPSL_HUMAN Calcyphosin-like protein OS=Homo sapiens OX=9606 GN=CAPSL PE=2 S
>sp|Q9BS18|APC13_HUMAN Anaphase-promoting complex subunit 13 OS=Homo sapiens OX=9606 GN=ANAPC13 P
>Sp|QINVIL| FANCI_HUMAN Fanconi anemia group I protein OS=Homo sapiens OX=9606 GN=FANCI PE<1 SV=4

>Sp|X6REDS|CMIP3_HUMAN Putative uncharacterized protein CIMIP3 OS=Homo sapiens OX=9606 GN=CIMIP3 PE=S SV=2

hes) MSFragger: ultrafast and peptide identification in mass protecmics. Nat Methods 14:513 (2017)

) Fast deisotoping algorithm and its implementation in the MSFragger search engine. J. Proteome Res. 20:498 (2021)
) Fast quantitative analysis of timsTOF PASEF data with MSFragger and IonQuant. Mol Cell Proteomics 19:1575 (2020)
Identification of modified peptides using localization-aware open search. Nat Commun. 11:4065 (2020)

h) Fast and N- and analysis with yeo. Nat Methods 17:1125 (2020)

search) MSFragger-Labile: A Flexible Method to Improve Labile PTM Analysis in Proteomics. Mol Cell Proteomics 22:100538 (2023)
MSBooster: improving peptide identification rates using deep learning-based features. Nat Commun. 14:4539 (2023)

Semi-supervised learning for peptide identification from shotgun datasets. Nat Methods 4:923 (2007)

het)A statistical model for identifying proteins by tandem mass spectrometry. Anal. Chem. 75:4646 (2003)
Philosopher: a versatile toolkit for shotgun protecmics data analysis. Nat Methods 17:869 (2020)

A analysis) Analysis of DIA data using and Pragpipe 1 platform. Nat Commun. 14:4154 (2023)
an data viewer. . 35(7):1249 (2019)
an open source document editor for creating and analyzing targeted i ics. 26(7

) Skyline:

66 (2010)

Go to the "Run" tab.

Click on "Browse" to select where you'd like to save the library on your computer.

Tick the "Dry Run" box, this step is to ensure that there is no file conflicts in the

destination folder.

Click on "Run" and verify that there is no error message

Untick the "Dry Run" box, now the search will be performed.
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11.6  Click on "Run", when the search is finished, a tsv file named "library" will be generated in
the destination folder. This file will be used as library in DIA-NN.
I Performing the DIA analysis using DIA-NN

12 Download DIA-NN on your computer (follow the instructions on
https://github.com/vdemichev/DiaNN).

13  Open DIA-NN.

14 Perform the DIA-NN analysis using the following substeps. L)
- o X
) 03/18/202516:18:31 X 4+
| Experiment name: 03/18/2025 16:18:31 Resetsettings | Skyine | Viewer Cearlog | | Savelog
Output
Raw d (DIA) Clearlist  Convertto dia () Reuse .quantfiles (@ Quantties matrices (() XICs Add to pipeline | Step 1
ssion\raw\Ran files | Manouput  Didata_searches HubMAP_Pancre 3 Remove step | [ peine Adve  Status
\1216844_HubMap_Pancreas_P1_13_D_08_P_03Ja
n24_Ttus_BEHCoA23-11-157aw Temp/ dia dir
D:\data_searches\FubMAP_Pancreas e e
\01_proteomics_Buk_Pancreas_regions_data_submi 8 Generate spectral library
| Jssion\vaw\Raw es
\1217003_HubMap_Pancreas_P2_14_A_20_P_03a Outputlbrary  D:\data_searches\HubMAP_Pancre:
n24_Ttus_BEHCoA23-11-157aw 1 Cooy | B
D:\data_searches\HUbMAP_Pancreas Predicted lbrary
\01_proteomics_Buk_Pancreas_regions_data_submi ﬁ Pate &
ssion\vaw\Raw fles () Generate Prost input Threads [12 =
\1217020_HubMap_Pancreas_P4_2_A_44_P_03Jan foply RegEx
24_Ttus_BEHCoA23-11-15raw || PrecusorFoR(y 103 Loglevel [1 |2
Addtional options @ror  Cexrppeine O Execute Abort pipeine
Spect arches\HubMAP_Pancrei Skyline not found
ral ibrary  D:\data_se: \Hub| | 2 MSFileReader not found, Thermo raw data processing unavailable

Add FASTA a

v 6
DIANNexe  diann.exe Not started Stop
Precursor ion generation Algorithm
(C) FASTA digest for library free search / library generation Mass accuracy 0.0 3 [ Unrelated nuns
() Deep leaming based spectra, RTs and IMs prediction MSlaccwacy (00 |3 () Peptidoforms
Protease  Trypsin/P Missed cleavages 1 Scanwindow 0 $/ | @ MBR

4

Maximum number of variable modfications |0 @ Heuristic protein inference @ No shared spectra
@ Niem M excision 8 C carbamidomethylation Protein inference Genes
O 0oxM) O AciNtem) (3 Phospho [ KGG Machine leaming 5
Peptide length range 7 Quantification strategy ~ QuantUMS (high precision)
Precursor charge range 1
Precursor m/z range 300
Fragment ion m/z range 200

Cross+un nommalisation  RT-dependent
Library generation IDs, RT & IM profiling
Speed and RAM usage  Optimal results

14.1 Inthe input section, click on the "Raw" button, then in the pop-up window, select the DIA
raw or MzML files to be searched against the Fragpipe generated library.

14.2 Inthe input section, click on the "Spectral library" button, then in the pop-up window,
select the "library.tsv" file generated by Fragpipe.

| e e I
00
gf ¢
id:
a
& 3
E
2 = * |8
3|8
:
|
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14.3 In the Output section, click on the "Main output" button, then in the pop-up window,
select the target folder for the files generated.

14.4  In the Algorithm section tick the boxes "MBR" (Match Between Runs), "Heuristic protein
inference", and "No shared spectra”.

14.5 Select "Double-pass NNs for the "Machine learning" drop box.

14.6 Press the "Run" button.
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