Screenshot summary
· 60478_screenshot_01
· 4.3. (Launch the numerical-analysis software and select “Set Path”.) 00:00
· 60478_screenshot_02
· 4.3. (Click on “Add with Subfolders”.) butt U-Track v2.2.0 folder with subfolders into the software search path.) 00:03
· 60478_screenshot_03
· 4.3 (Select the U-Track v2.2.0 folder.) 00:05
· 60478_screenshot_04
· 4.3. (Save and Close the “Set Path” window.) 00:07
· 60478_screenshot_05
· 4.4. (From the command window call “movieSelectorGUI”.) 00:11
· 60478_screenshot_06
· 4.4. (From the U-Track “Movie Selection” window select the “U-Track” option.) 00:22
· 60478_screenshot_07
· 4.4. (From the U-Track “Movie Selection” window select the “New” in order to import the time-lapse series images.) 00:23
· 60478_screenshot_08
· 4.4. (Use “Import movie using Bio-Formats” and select a movie for processing.) 00:25
· 60478_screenshot_09
· 4.5. (The size of each image is read from the metadata automatically. Manually enter the numerical aperture of the objective (in this case 1.49), the time interval (0.5 s) used for imaging and save.) 00:33
· 60478_screenshot_10
· 4.6. (Once all the images are loaded, save the entered time-lapse series as a movie list by selecting the "Save as movie list" and press "Continue".) 00:55
· 60478_screenshot_11
· 4.7. (From the pop-up window select "Microtubules plus-ends" and press "Ok".) 01:04
· 60478_screenshot_12
· 4.7. (The new dialogue window allows determining the parameters for the three steps of the analysis.) 01:07
· 60478_screenshot_13
· 4.8. (In step 1 choose "Settings" and from a drop-down menu select "Comet Detection" as a detection method.) 01:10
· 60478_screenshot_14
· 4.8.1. (From the new dialogue window define the parameters for the difference of Gaussians filter and the watershed segmentation as follows: Mask process to be used for the detection = None; Low-pass Gaussian standard deviation = 1 pixel; High-pass Gaussian standard deviation = 3 pixels; Minimum threshold = 3 standard deviations; Threshold step size = 0.25 standard deviations. Select "Apply Settings to All Movies" and "Apply".) 01:11
· 60478_screenshot_15
· 4.9. (In step 2, define the parameters for linking, gap closing, merging and splitting, and Kalman filter functions. For these steps, select the "Microtubule Plus-end Dynamics" and from the "Setting" option define the values.) 01:19
· 60478_screenshot_16
· 4.9. (Define the settings for “Frame-to-frame linking” and select “Apply”.) 01:27
· 60478_screenshot_17
· 4.9. (Define the settings for “Gap closing, merging and splitting” and select “Apply”.) 01:35
· [bookmark: _Hlk19293403]60478_screenshot_18
· 4.9. (Define the settings for “Kalman filter variables initialization” and select “Apply”.) 01:44
· 60478_screenshot_19
· 4.9.1. (For problems with dimensionality, choose "2" from the drop-down menu. Use Maximum Gap to Close = 5 frames; Minimum Length of Track Segments from First Step =3 frames. As before, select "Apply Settings to All Movies" and click on "Apply".) 01:19
· 60478_screenshot_20
· 4.10 (In step 3 of the analysis, choose "Microtubule Dynamics Classification" and define the parameters through the "Setting" button.) 01:49
· 60478_screenshot_21
· 4.10. (Select the boxes for “Remove tracks at the beginning and end of the movie” and “Make statistics histograms”. From the drop-down lists select “Using 2-3 frames before forward gap (local)” and “95th percentile of forward gap speed distribution” for “Forward” and “Backward” reclassification, respectively. After that, choose the "Apply Settings to All Movies" box and click on "Apply".) 01:51
· 60478_screenshot_22
· 4.11. (Once all the parameters are defined, from the "Control Panel–U-Track" window select the "Apply Check/Uncheck to All Movies" and "Run All Movies" boxes and press "Run".) 01:57
· 60478_screenshot_23
· 4.11. (This will initiate the MT analysis of the time-lapse series.) 02:01
· 60478_screenshot_24
· [bookmark: _GoBack]4.12. (Once the movie processing is completed, a message "Your movie(s) have been processed successfully" is displayed. Press "Ok", then "Save".) 02:05

