Screenshot Summary
68707_screenshot_2.1.mp4  
o 2.1.1 (WIDE: Talent seated at a computer station browsing the UniProt website to download the reference-proteome FASTA file) 00:00–00:05

68707_screenshot_2.2.mp4  
o 2.2.1 (SCREEN: DIA-NN interface—click “Add FASTA,” select and upload the reference-proteome FASTA file) 00:00–00:20  

68707_screenshot_2.3.mp4  
o 2.3.1 (SCREEN: Precursor ion generation section—tick “FASTA digest for library-free search” and “Deep-learning-based spectra, RTs and IMs prediction”) 00:00–00:08  
o 2.3.2 (SCREEN: Click “Run” to initiate predicted-spectral-library generation) 00:09–00:24  

68707_screenshot_2.4.mp4  
o 2.4.1 (SCREEN: Precursor ion generation section—uncheck the two previously selected options) 00:00–00:07 
o 2.4.2 (SCREEN: Spectral library section—click “Spectral library” button to load the predicted spectral library) 00:08–00:19  
o 2.4.3 (SCREEN: Input section—click the appropriate “Type” button to load the DIA dataset) 00:20–00:38  

68707_screenshot_2.5.mp4  
o 2.5.1 (SCREEN: Algorithm section—set both Mass Accuracy and MS1 Accuracy to 0.0 ppm) 00:00–00:16

68707_screenshot_2.6.mp4  
o 2.6.1 (SCREEN: Precursor ion generation section—adjust precursor and fragment mass ranges per experimental setup) 00:00–00:25 

68707_screenshot_2.7.mp4  
o 2.7.1 (SCREEN: Scroll through remaining DIA-NN settings to confirm no further changes) 00:00–00:10

68707_screenshot_2.8.mp4  
o 2.8.1 (SCREEN: Click “Run” to start the full DIA-NN analysis) 00:00–00:07  
o 2.8.2 (SCREEN: Monitor progress until status displays “Finished”) 00:08–00:17 

68707_screenshot_3.1.mp4  
o 3.1.1 (SCREEN: Navigate to FragPipe installation bin folder and launch FragPipe) 00:00–00:13
o 3.1.2 (SCREEN: Open Config tab and display all dependent settings) 00:14–00:43 
o 3.1.3 (SCREEN: Hover over module list, verifying/checking MS-Fragger, Ion-Quant, dia-Tracer, DIA-NN, Python) 00:44–00:50  
o 3.1.4 (SCREEN: Click Download/Update to retrieve any missing modules) 00:51–01:25  

68707_screenshot_3.2.mp4  
o 3.2.1 (SCREEN: Switch to Workflow tab) 00:00–00:03  
o 3.2.2 (SCREEN: Select “Default” workflow and click “Load workflow”) 00:04–00:13  
o 3.2.3 (SCREEN: Click “Add files” to input DDA file paths) 00:14–00:48
o 3.2.4 (SCREEN: Optionally assign experiment name and biological replicate numbers in “Assign files”) 00:49–01:19  

68707_screenshot_3.3.mp4  
o 3.3.1 (SCREEN: Open Database tab) 00:00–00:05  
o 3.3.2 (SCREEN: Load or download species-specific FASTA file) 00:06–00:22  
o 3.3.3 (SCREEN: Tick “Reviewed sequences only,” “Add decoys,” and “Add common contaminants,” then start download) 00:23–00:36

68707_screenshot_3.4.mp4  
o 3.4.1 (SCREEN: Select the MSFragger tab) 00:00–00:07
o 3.4.2 (SCREEN: Choose “Closed Search” default config and click “Load”) 00:08–00:40 

68707_screenshot_3.5.mp4  
o 3.5.1 (SCREEN: Peak Matching section—display all default values) 00:00–00:07 
o 3.5.2 (SCREEN: Set Calibration and Optimization dropdowns to “None”) 00:08–00:30  

68707_screenshot_3.6.mp4  
o 3.6.1 (SCREEN: Configure protein digestion parameters per experiment) 00:00–00:32  
o 3.6.2 (SCREEN: Hover over remaining default settings to confirm no changes) 00:33–00:36  

68707_screenshot_3.7.mp4  
o 3.7.1 (SCREEN: Open Validation tab) 00:00–00:05  
o 3.7.2 (SCREEN: Uncheck “Predict RT” and “Predict spectra”) 00:06–00:15 

68707_screenshot_3.8.mp4  
o 3.8.1 (SCREEN: Open Quant (MS1) tab) 00:00–00:05  
o 3.8.2 (SCREEN: Tick “Run MS1 quant,” then click “Load Quant defaults”) 00:06–00:09  
o 3.8.3 (SCREEN: Select IonQuant, leave all other settings at default) 00:10–00:20  

68707_screenshot_3.9.mp4  
o 3.9.1 (SCREEN: Switch to Run tab) 00:00–00:05  
o 3.9.2 (SCREEN: Browse and select desired output directory) 00:06–00:10
[bookmark: _GoBack]o 3.9.3 (SCREEN: Click “RUN” to initiate DDA analysis, show process starting) 00:11–00:27

