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Spectral Library

() Use existing

(@) Buid

Start from:
DIA raw (deconvolute, search, and build library) i

Files to search:
File: s ™

1231207 _dia_maml_rename\0013-23125-B1-ALL mzML |

| 231207_dia_mami_rename\0014-23125-A1-ALLmzML

| 231207_dia_mam_rename\0014-23125-B1-ALL mzML

l 231207 _dia_mzml_rename 0015-23125-A1-THY mzML

l 231207 _dia_mzml_rename’0015-23125-B1-THY mzML

231207 _dia_maml_rename\0016-23125-A1-ALL mzML

N\

iRT starjdlard pe_pﬁdels:

None W
[ Include ambiguous matches
[] Fitter for document peptides

Workflow
() DDA with M51 fitering

@ DIA
() PRM

Cut-off score:  |0.35

Md FiiES...

Cancel

Configure Transition Settings

Precursor charges: lon charges: lon types

2.3 | [12 | kbe ]
Product ions from: Product ions to:

ion 1 ~ last ion ~

Min m/z: Max m/z

[50 miz 2000 mi

[[] Use DIA precursor window for exclusion

lon match tolerance: Fick

|2D |5 | product ions

lon mateh tolerance urit:

ppm ]

3 min product ions

< Back Mext >

Inputs = deconvoluted mzML files
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Configure Full-Scan Settings

M51 filttering
lsotope peaks included: Precursor mass analyzer:
Count o Centroided 5
Peaks: Mass Accuracy:

20 Ppm

MS/MS fittering
Product mass analyzer:
| Centroided v

Acquisition method:
DIA w

Mass Accuracy:

Use high-selectivity extraction

Isolation scheme:
400 to_1000 dec

Retention time filtering

® Use only scans within m:nutes of MS/MS |Ds

() Use only scans within 5 minutes of predicted RT
() Include all matching scans

< Back

MNext >

Cancel
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Import FASTA (required)

Enzyme: Max mizsed cleavages:
| Trypsin [KR | P] w| B

FASTA records begin with " and have the protein name followed by the optional protein
description.

|D:\Skyline‘dasta\amﬂoidﬂimplefasta | | Browse...

[ Import target proteins from a separate FASTA

Decoy generation method: Decoys pertarget:

bl 1

Automatically train mProphet model

<Back || New> || Cancel

Adjust Conversion Settings

DlA-Umpire

DA-Umpire converts DIA spectra into pseudo-D0A spectra. Skyline builds a librany by
searching the DDA spectra but performs quantitation on the original DIA spectra.

Instrument preset:
(3 Exactive ~

Triple TOF
OrbitrapL T l
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Adjust Search Settings Adjust Search Settings
Agree to M5Fragger license =
Search engine: Se |
[ ceapie R 1= MSFraggeris available freely for academic research, non-commercial or
| MSFragger -Vl i_” educational purposes under academic license. Other uses require 8 commercial

license after the intial 60-day evaluation period that can be obtained by
contacting Drew Bennett {andbenne@umich edu) at the University of Michigan

M51 tolerance: Uit M| Office of Tech Transfer.

T e 2 5 tu Worig P
M52 tolerance: _U_nrt - M

|2‘|] | :_pq_:m EL I E Downloading M5Fragger 3.4

Ll sarieniid i

poen o |
M52 analyzer: |'~'_'|
Defat 7l o [ Coneel ]

Max variable mods: Ma & ;oleijrfor el et o o o et pUPOSES
| |5 within the licensee's department..

.3 ~
[ I would like to receive emails with updates in the future.

[ Accept and Download | | Cancel

: |
| Additional Settings | P ez

i | [ ] [ | | <Back | [ Net> || Cancel
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DDA Search
DDA Search
Search progress: Show timestamps
[2024/02/21 08:42.57] Starting DIA-Umpire conversion Search progress: Show timestamps
[2024/02/21 08:42:59] [0001-231030-A1-LT2 (1 of 41)] [step 1 of 7] assigning window: 28/52 ™
?guegg?ﬂg 31%'-'115%]5:1&%2?3?1 Q30-ATLT2 (1 of 41)] tep 1 of 7] assigning {;ﬂﬁdfﬂzé’g};; :11:36] [D012-23125-A1-SAA (33 of 41)] [step 7 of 7] processing DIA
Er wirdow:
%ﬁ?ﬂ?fﬂﬁﬁ%ﬁ '{%ﬁaﬁ?&m-u‘z {1 of 41)] [step 1 of 7] assigning [mﬁngﬁg,y EIREE A e 1 e
g S windaow:
sznegt?ﬂg%lﬁﬁtﬁg]s iﬁ% %m-m {1 of 41)} [step 1 of 7] assigning ‘Zﬂﬁ“’“%’,?};; L BRI SRS e {0 A DO
i : WINCOW
?angtﬁﬂtzox E;E:g%‘;fimm-m (1 of 41)] step 1 of 7] assigning {2_1]54!1]2;%:5}1 171:56] [0012-23125-A1-SAA (33 of 41)] [step 7 of 7] processing DIA
o : WINCOOW
?guegr?ﬂg E1lwﬁ%:f{w£%§mﬂ2 i i 1 i {z_ﬂﬁwzﬁ}é 1:12:07] [0012-23125-A1-5AA (33 of 41)] [step 7 of 7] processing DIA
e wirdow:
%ﬁ?ﬂ?fﬂﬁ;ﬁ?ﬁ]ﬁ {ﬂzﬁﬁm LT2 (1 of 41)] [step 1 of 7] assigning [I:‘_ﬂﬁdfﬂz.;ﬂﬁ:l;:u:ﬂ] B s (e
WINCIOW
T&ﬁ?ﬂgg1|ﬁﬁﬁ 1@?%,&1 LT2 {1 of 41)] [step 1 of 7] assigning Izﬂﬁwz£§}5jg1 et s eI TR e I
; ; window:
E;tﬁﬂgngg%i;f.lﬁzf?ﬁ;&m{m (1 of 41)] ste 1 of 7] assigring {2_1]34!1]2;%15:]21 12:16] [0012-23125-A1-5AA (33 of 41)] [step 7 of 7] processing DIA
e : WINJOW
Tgﬁﬂfﬂgﬂﬁﬁ‘ﬁgﬁﬁfﬂ A1LT2 (1 of 41)] [tep 1 of 7] assigring {z_ﬂﬁwz;g}sj? 1:12:18] [0012-23125-A1-SAA (33 of 41)] [step 7 of 7] processing DIA
S ; WINQOW
szggt?ntznfglﬁﬁ?ﬁ]s '{ﬁﬁ’f ga_ﬁm-uz {1 of £1)] [step 1 of 7] assigning ‘3"?"”%’5}5}‘ feciiteiadodia Be Al BE B s
Sy WINCOW
spectra to DIA windows: 37376/38373 [2024/02/21 11:12:35] [0012-23125-A1-SAA (33 of 41)] [step 7 of 7] processing DIA
window: 41/52
[2024,/02/21 11:12:40] [0012-23125-A1-SAA (33 of 41)] [step 7 of 7] processing DIA

Cancel Search | 0%
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Skyline

Emror

OK | | Moreinfo

1101 _dia_mzml_rename‘\crnc-output” already exists:

O Exception: WARNING: The output directory ‘D:\dia_mzml'
vercolator log it already exists and will be overwritten .

The file 'D:dia_mzml'231101 dia_mzml_renamecrux-output.|
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