65589 Screenshot Summary
· 65589_screenshot_1.mp4
· 2.1.2 (Instrument tab is clicked | Operate is clicked) 00:00-00:07
· 2.1.3 (Check TIMS parameters) 00:07-00:10
· 2.1.4 (Visualize MS and MS/MS parameters) 00:10-00:14
· 2.2.1 (Visualize TIMS and MS/MS settings) 00:14-00:28
· 65589_screenshot_2.mp4
· 2.3.1 (Change Scan mode to MS for calibration purposes | Ensure instrument is in Operate mode |From the Source tab, activate the Hamilton 500 µL syringe containing Tuning Mix) 00:00-00:09
· 2.4.1 (Select Calibration tab, then the m/z subtab | Select Quadratic mode) 00:09-00:14
· 2.4.2 (Set Zoom to ±0.01%) 00:14-00:16
· 2.4.3 (Click Calibrate until a calibration score of 100% is achieved | Click Accept) 00:16-00:21
· 2.5.1 (Select the Mobility subtab | Select Linear under Calibration Mode) 00:21-00:22
· 2.5.2 (Set the Detection Range to ±5% and width to 0.1 Da) 00:22-00:24
· 2.5.3 (Click Calibrate until a calibration score of ≥98.5% is achieved | Unassign highest mobility peak if necessary |Click Accept) 00:24-00:57
· 65589_screenshot_3.mp4
· 3.2.1 (Set the ESI operating conditions) 00:00-00:28
· 65589_screenshot_4.mp4
· 3.3.1 (Configure MS and MS/MS settings) 00:00-00:19
· 65589_screenshot_5.mp4
· 3.4.1 (Set the injection volume to 20 µL | Right click and select Edit Method from the dropdown menu | Select Edit Method from the pop-up box | Change the LC method flow rate to 0.4  mL/min) 00:00-00:25
· 3.5.1 (Enter the gradient timelines and percentages for the LC method | Select OK on both pop-up boxes to save the method) 00:47-02:13
· 65589_screenshot_6.mp4
· 3.5.2 (Input sample data | Select the appropriate LC method and MS method in the sample data | Save the table data | Select Start, then Start Sequence from the drop-down menu | Wait for sample to finish injecting and the run to begin) 00:00-01:09
· 65589_screenshot_7.mp4
· 3.6.1 (Ensure that the sample has begun eluting and is being detected with good intensity) 00:00-00:25
· 65589_screenshot_8.mp4
· 3.7.1 (From the ProteinProspector homepage, select MS-digest | Choose Arg-C under Digest | Select Propionyl (K) and Propionyl (N-term) under Constant Mods | Select the desired Variable Mods | Change the Peptide Mass range to match the MS method | Paste the Protein sequence into the User Protein Sequence box) 00:00-00:12
· 3.8.1 (Confirm the settings are appropriate for the desired digest | Select Perform Digest | Visualize the list of theoretical peptides and masses from the resulting digest) 00:12-00:24
· 65589_screenshot_9.mp4
· 3.9.1 (Open the appropriate data file in DataAnalysis software | Extract ion chromatograms for theoretical target peptides, including several charge states for each) 00:00-00:12
· 3.10.1 (Select an extracted ion chromatogram | Select the peak from the chromatogram | Extract the ion mobilogram from the precursor peak in the mass spectrum | For multiple ion mobilogram peaks, compare the MS/MS spectra for each peak for peptide identity confirmation) 00:12-00:30

