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Theoretical Benefits of  DIA 

• Comprehensive 
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– Reproducibility 

 

 

• Improved 

Quantitation 

 

500 – 900 m/z 

MS MS/MS 



Isolation Window Width 
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Lower precursor selectivity 

• More peptides co-fragmented 

• More complex MS/MS spectra 

• More interference 
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Overlapped Isolation Windows 
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Improved Quantitation 
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Conclusions 

Overlapping Windows Improves Selectivity and Sensitivity of  DIA 

• Easily applicable to virtually any DIA-capable instrument 

• De-multiplexing implemented in Skyline (multi-vendor support) 

• These experiments can be done now with Skyline-daily 



Generating a DIA Method Using 

Skyline: Generate a Target List 
20  20 m/z-wide windows = 400 m/z 

m/z 500 900 



Generating a DIA Method Using 

Skyline: Generate a Target List 



Generating a DIA Method Using 

Skyline: Generate a Target List 



Generating a DIA Method Using 

Skyline: Generate a Target List 
1.00045475 m/z 

Mass Excess 

H 1.00078 0.00078 

C 12 0.0 

O 15.9949 0.9949 

N 14.0031 0.0031 

S 31.9721 0.9721 



Generating a DIA Method Using 

Skyline: Generate a Target List 
1.00045475 m/z 

Mass Excess 

H 1.00078 0.00078 

C 12 0.0 

O 15.9949 0.9949 

N 14.0031 0.0031 

S 31.9721 0.9721 



Generating a DIA Method Using 

Skyline: Generate a Target List 
1.00045475 m/z 

Mass Excess 

H 1.00078 0.00078 

C 12 0.0 

O 15.9949 0.9949 

N 14.0031 0.0031 

S 31.9721 0.9721 



Generating a DIA Method Using 

Skyline: Generate a Target List 



Generating a DIA Method Using 

Skyline: Generate a Target List 



Importing Data: Filtering Settings 
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