
LFQ with FlashLFQ in 
MetaMorpheus



Modes of Quantification

• Easy Peptide/Protein LFQ
• Advanced Protein LFQ with Fraction and Biorep

Normalization



Easy Peptide/Protein LFQ

• Add databases and RAW files to MetaMorpheus
• Select ‘Search Task’
• Open Post-Search Analysis
• Check ‘Quantify peptides/proteins with FlashLFQ’
• Check ‘Match between runs’ (Optional)
• Click ‘Add the Search Task’
• Click ‘Run all tasks!’
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Advanced Peptide/Protein LFQ
• Add databases and RAW files to MetaMorpheus

• Select ‘Search Task’

• Open Post-Search Analysis

• Check ‘Quantify peptides/proteins with FlashLFQ’

• Check ‘Match between runs’ (Optional)

• Check ‘Normalize quantification results’

• Click ‘Add the Search Task’

• Click ‘Experimental Design’ (See next slide)

• Click ‘Run all tasks!’
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Open ‘Experimental Design’

Set values for Condition, 
Biorep, Fraction & Techrep



MetaMorpheus Search Results

• Protein Groups Quantified

• Peptides Quantified by Base
Sequence

• Peptides Quantified by Full 
Sequence

• Folder Containing Search Results



aggregateQuantifiedPeptidesBaseSequences.tsv

• One intensity is reported for each base sequence for each file.
• This intensity is the sum of all forms (modified and unmodified) with that base sequence.
• There are three methods of quantification

• MS/MS: The peak intensity reported is from a file where that base peptide was identified by MS/MS
• MBR: The peak intensity reported is found in a file where that base peptide was NOT identified by MS/MS. 

Instead, the peak was detected by matching the mass and elution time to others found in other files.
• MS/MSIdentifedButNotQuantified: A peptide with that base sequence was found but no peak could be 

identified in the MS1 spectra.



aggregateQuantifiedPeptidesFullSequences.tsv

• One intensity is reported for each base sequence for each file.
• This intensity is the sum of individual modified forms with that base sequence.
• There are three methods of quantification

• MS/MS: The peak intensity reported is from a file where that base peptide was identified by MS/MS
• MBR: The peak intensity reported is found in a file where that base peptide was NOT identified by MS/MS. 

Instead, the peak was detected by matching the mass and elution time to others found in other files.
• MS/MSIdentifedButNotQuantified: A peptide with that base sequence was found but no peak could be 

identified in the MS1 spectra.

Note:
Modifications



aggregateProteinGroups.tsv

• One intensity is reported for protein group for each file.
• This intensity is the sum of all individual modified and unmodified forms of peptides 

from that protein group.
• Intensities are summed from both MS/MS and MBR.

• MS/MS: The peak intensity reported is from a file where that base peptide was identified by 
MS/MS

• MBR: The peak intensity reported is found in a file where that base peptide was NOT identified 
by MS/MS. Instead, the peak was detected by matching the mass and elution time to others 
found in other files.
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