Full Spectrum Demultiplexing using MSConvert
This is a quick demonstration on how to use msconvert to generate a demultiplexed dataset from an input dataset containing overlap multiplexed spectra. In the case of the overlapped window approach described in this manuscript, the output from msconvert will contain twice as many spectra as the input (two demultiplexed spectra are generated from each acquired MS/MS spectrum). This tutorial uses msconvert distributed with ProteoWizard version 3.0.11579 with vendor libraries downloadable here: http://proteowizard.sourceforge.net/downloads.shtml
Open MSConvert and select the “Browse” button to select the input overlap-multiplexed files.
[image: ]

OPTIONAL: Change the output format for the file using the “Output format” dropdown menu. This tutorial outputs mzML.


Add a “peak picking” filter to the data by selecting the options indicated below and clicking the “Add” button:
[image: ]
This causes the MS2 data to be centroided prior to demultiplexing, which is currently a requirement for full-spectrum demultiplexing using msconvert (but not for demultiplexing using Skyline). If the data were acquired with centroiding enabled, this step will have no effect and demultiplexing will proceed as expected.


Add a “demultiplexing” filter with optimization set to “Overlap only” by selecting the options indicated below and clicking the “Add” button:
[image: ]
Note that the mass error may need to be adjusted depending on instrument platform. The mass error should be set to the maximum error expected in m/z measurement of the same analyte in subsequent spectra. Note that this measurement is of expected deviation of a measurement from spectrum to spectrum, not its deviation from the correct theoretical m/z (mass accuracy).
[bookmark: _GoBack]Click “Start” to output demultiplexed files.
image1.png
MSConvertGUI (64-bit)

@© Uistof Fies O Fie of fie names

Fie: Browse.

Remove

[C:\Users\jegertso\Documents tutoral\OverlapDIAT ran
(C:\Users\fegertso\Documents tutoral\OverlapDIAZ ran
(C:\Users\fegertso\Documents tutoral\OverlapDIA3 ran
(C:\Users\egertso\Documents tutoral\OverlapDIAd ran

< >

Output Directory:
[C:\Users\egertso\Documents tutorial Browse.

‘About MSConvert
Fiters
WS Level <
Levek:
-
dd | [ Remove.
Fiter Parameters

Optons
Output format: [meML_ | Bxtenson
Binay encoding precison: @ 648 O 326t
Wit ndex: 2] Use b compressin:
‘TPP compatibilty: Packagein gzp: []
Use numpress finear compression: [
Use numpress short logged float compression: (]
Use numpress short postive integer compression: [

Use these setings next tim | start MSConver





image2.png
MSConvertGUI (64-bit)

@© Uistof Fies O Fie of fie names

Fie: Browse.

Remove

[C:\Users\jegertso\Documents tutoral\OverlapDIAT ran
(C:\Users\fegertso\Documents tutoral\OverlapDIAZ ran
(C:\Users\fegertso\Documents tutoral\OverlapDIA3 ran
(C:\Users\egertso\Documents tutoral\OverlapDIAd ran

< >

Output Directory:
[C:\Users\egertso\Documents tutorial Browse.

‘About MSConvert

Peak Picking <

Agorifm:

Vendor (does not work for Waters, and t MUST be the first ite!

WS Level:

Optons
Output format: [meML_ | Bxtenson
Binay encoding precison: @ 648 O 326t
Wit ndex: 2] Use b compressin:
‘TPP compatibilty: Packagein gzp: []
Use numpress finear compression: [
Use numpress short logged float compression: (]
Use numpress short postive integer compression: [

Use these setings next tim | start MSConver





image3.png
MSConvertGUI (64-bit)

@© Uistof Fies O Fie of fie names

Browse.

Add

Remove

[C:\Users\jegertso\Documents tutoral\OverlapDIAT ran
(C:\Users\fegertso\Documents tutoral\OverlapDIAZ ran
(C:\Users\fegertso\Documents tutoral\OverlapDIA3 ran
(C:\Users\egertso\Documents tutoral\OverlapDIAd ran

< >
Output Directory:

[C:\Users\egertso\Documents tutorial Browse.
Optons

Output fomat: [mzML | Btension:

Binary encoding precision: @ 646t O 326t

Wit ndex: 2] Use b compressin:
‘TPP compatibilty: Packagein gzp: []
Use numpress finear compression: [

Use numpress short logged float compression: (]
Use numpress short postive integer compression: [

‘About MSConvert
Demutplex <

Overap Oriy <

Mass Eror: [100 pom v

Use these setings next tim | start MSConver





