
DIA-LFQ (Protein level) 
 
Step 1: Click on the TMT tab on the home page to access all the TMT workflows (as shown in 
figure below with the grey arrow). 
 

 
Step 2: Choose the type of analysis to run. You can hover over the question mark to get more 
details on the different choices and recommended settings (as shown by the grey arrow below). 
The choices to be made here include: 

1. The choice of analysis type (MAGMa LM for a two-sample t-test and MAGMa Limma for 
a one sample t-test) 

Click on the Protein-level arm (highlighted with red arrow in the figure below) to access to 
workflow. 

 
 
 



Step 3: Upload the annotation file. This is made using the experimental setup. 
 
An example can be seen below taken from a benchmarking whole proteome (human with yeast 
spike in) DIA-LFQ experiment. Here each Channel is associated with a separate machine run. So, 
in the example below, condition “Sample A” (Human: Yeast:: 1:1) was run thrice and thus has 
three separate files generated which correspond to two columns in the protein level 
quantification file (highlighted in green). These are headers of the files that would be input in 
step 5 below (see second screen shot for corresponding color in column header).  

 
 
 
(the pg_matrix file is inputted in step 5) 
 
You can also hover over question mark for more details. Click on the “Sample File” in blue to 
download this example annotation file. 
 

 
 
 



Step 4: Choose the conditions you want to compare in a pairwise fashion. And choose the 
direction of comparison. So, choosing comparison (‘Sample A, ’Sample B’) and direction 
(Condition_1/Condition_2) means the following comparison will run – (Sample A/Sample B). 

 
 
 
Step 5: Upload the input files (protein level aggregated) for quantification.  
 
For DIA-NN search, upload a tab separated file of quantification file (aggregated to protein 
level). The file usually has “pg_matrix.tsv” in the name. Set the column name as “Protein” that 
you want to use as the unique identifier (every point on your volcano plot would be associated 

with a unique value in that column). Make sure the files have the following columns – 'Protein', 

‘Genes'. 
As before hover over question mark for more information. Click on the “Sample File” in blue to 
download this example protein level aggregated file.  
 

 
 



The example is taken from a down-sampling of real benchmarking DIA-LFQ experiment run on 
Bruker timsTOF HT and looks like the screenshot below. 

 
 
 
Step 6: Enter the full file generated after DIA-NN search. This is used to compute the number of 
precursors identified per label type (specified in the annotation file in step 3). Here also, set the 
column name as ‘Protein’ for the column to be used for unique identifiers (like step 5). 
Usually, this file is very large so you can remove extra columns to reduce size. Just make sure 

the file have the following columns – 'File.Name', ‘Run', ’Protein’, ’Protein.Ids’, 

’Protein.Names’,  ’Genes’. 
As before hover over question mark for more information. Click on the “Sample File” in blue to 
download this example file for this example (screenshot of what the file looks like where 
Protein.Groups set to Protein).  
 

 
 
 



 
 
 
 
Step 7: Choose whether to do imputation on your data or not. Recommended to not penalize 
proteins that are not going to be identified/quantified in the Control. In certain situations, this 
is a given (for example, viral bait would never be endogenously expressed and hence might be 
completely missing in Control runs depending on type of control being compared to). 
 
A successful start of run with look like this – 

 
 
The output page (given a successful run) looks like the screenshot below. You can download the 
protein level differential expression analysis results as well as the pdf of resulting volcano plot 
(set at 5 PSM cutoff – where # PSMs is set as the # of Precursors of the numerator condition. 
So, if comparison is Sample A vs Sample B then #PSMs is #Precursors for Sample A). You can 
highlight specific proteins on the volcano plot by entering the associated Uniprot IDs. You can 
dynamically set the thresholds and download the resulting file, as well as subset the result file 
with user-defined thresholds. – 
 – 



 
 

 
 



The output file looks like this –

 
 
 


	DIA-LFQ (Protein level)

