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3.1. Open the ImageJ (Image-J) or Fiji software [1]. 00:02-00:11
3.1.1. SCREEN: Show the ImageJ/Fiji application being launched and the main interface opening.
3.2. Click and drag the .vsi (V-S-I) file onto the main ImageJ or Fiji application window [1]. 00:24-00:28
3.2.1. SCREEN: Show the .vsi file being dragged from a folder and dropped onto the main ImageJ/Fiji window.
3.3. In the Bio-Formats Import Options prompt, click OK in the bottom right [1]. 00:28-00:32
3.3.1. SCREEN: Show the Bio-Formats Import Options dialog box and click the OK button in the bottom right.
3.4. Then, in the Bio-Formats Series Options prompt, ensure Series 1 is selected [1]. Click OK in the bottom left [2]. 00:32-00:39
3.4.1. SCREEN: Show the Bio-Formats Series Options dialog and cursor clicking on Series 1.
3.4.2. SCREEN: Show the cursor clicking the OK button in the bottom left of the dialog box.
3.5. Once the image has loaded, split the signals by selecting Image [1]. Select Color and choose Split Channels [2]. View the separate windows generated for GFP-labeled nuclei and RFP-labeled chromatin [3]. 00:59-01:12
3.5.1. SCREEN: Show the loaded image in ImageJ/Fiji and click the Image menu with the cursor.
3.5.2. SCREEN: Show the cursor clicking Color submenu and then clicking Split Channels.
3.5.3. SCREEN: Show the resulting separate image windows displaying the GFP-labeled nuclei channel and the RFP-labeled chromatin channel.
3.6. Determine which of the 2 image windows corresponds to chromatin [1]. 01:12-01:20
3.6.1. SCREEN: Show the 2 image windows and point to the window containing the chromatin signal using cursor.
3.7. After clicking the chromatin image window, apply the Z-project operation by selecting Image, choosing Stacks, and then clicking Z Project from the main ImageJ window [1]. 01:20-01:30
3.7.1. SCREEN: From the main ImageJ menu, navigate to Image > Stacks > Z Project and open the Z Project dialog box.
3.8. Change the projection type to Max Intensity [1]. Ensure that All Time Frames is active and click OK to generate the projection [2]. 01:30-01:44
3.8.1. SCREEN: Show the projection type being changed to Max Intensity.
3.8.2. SCREEN: Show the All Time Frames option enabled and cursor clicking OK.
3.9. Open the contrast menu by pressing Ctrl+Shift+C [1] or by selecting Image and choosing Adjust, and then clicking Brightness or Contrast from the main ImageJ window [2]. 01:44-01:58
3.9.1. Close-up shot of pressing Ctrl+Shift+C 
3.9.2. SCREEN: Show the main ImageJ window and cursor selecting Image > Adjust > Brightness/Contrast. 
3.10. Slide the Maximum bar to the left until the chromatin is clearly visible [1]. 01:58-02:06
3.10.1. SCREEN: Show the Maximum slider being moved to the left and the chromatin signal becoming more visible.
3.11. Navigate to the Plugins, click the down arrow in the Plugins menu to scroll to the tracking option [1]. 02:06-02:12
3.11.1. SCREEN: Show the cursor navigating to the Plugins, clicking the down arrow in the Plugins menu, and scrolling to the tracking section.
3.12. Select Tracking and click TrackMate [1]. 02:12-02:18
3.12.1. SCREEN: Show the Tracking submenu being selected and TrackMate being launched.
3.13. Confirm that the calibration settings are accurate and click Next [1]. 02:18-02:25
3.13.1. SCREEN: Show the TrackMate initial settings page with the calibration settings displayed and cursor clicking Next to continue.
3.14. Select Thresholding Detector and click Next [1]. 02:25-02:30
3.14.1. SCREEN: Show Thresholding Detector being selected and the cursor clicking Next.
3.15. Move to the last frame of the time-lapse on the image window [1]. 02:30-02:36
3.15.1. SCREEN: Shot of navigating to the final frame of the time-lapse.
3.16. Click Auto next to the intensity threshold and click Preview [1]. 02:36-02:40
3.16.1. SCREEN: Show the Auto threshold button being selected and the cursor clicking Preview.
3.17. Adjust the intensity threshold and click Preview [1]. Repeat the adjustment and preview process until all chromatin is included with minimal noise, and click Next [2]. 02:40-02:49
3.17.1. SCREEN: Show the threshold value being adjusted and cursor clicking Preview.
3.17.2. SCREEN: Show repeated threshold optimization until chromatin is accurately detected with minimal background noise and cursor clicking Next.
3.18. Allow the initial thresholding detection to complete and click Next [1]. 02:49-02:52
3.18.1. SCREEN: Show the thresholding detection results being generated and cursor clicking Next.
3.19. Manually adjust the threshold until only chromatin is visible and click Next [1]. 02:52-03:10
3.19.1. SCREEN: Show the threshold being adjusted manually and cursor clicking Next. 
3.20. Ignore the spot filtering page and click Next [1]. 03:16-03:21
3.20.1. SCREEN: Show the spot filtering page and cursor clicking Next.
3.21. Select Simple LAP Tracker and click Next [1]. 03:21-03:26
3.21.1. SCREEN: Show Simple LAP Tracker being selected and cursor clicking Next.
3.22. Set the linking max distance to 5 microns [1], gap-closing max distance to 15 microns [2], gap-closing maximum frame gap to 1, and click Next [3]. 03:26-03:31
3.22.1. SCREEN: Show the linking max distance field being set to 5 microns.
3.22.2. SCREEN: Show the gap-closing max distance field being set to 15 microns
3.22.3. SCREEN: Show the gap-closing max frame gap field being set to 1, and cursor clicking Next.
3.23. Allow tracking to complete [1]. Observe the tracks displayed in the original image window and click Next [2]. 03:31-03:35
3.23.1. SCREEN: Show TrackMate processing the tracking analysis.
3.23.2. SCREEN: Show the resulting tracks overlaid on the original image sequence and cursor clicking Next.
3.24. Press the green + (green-plus) button in the bottom left corner to create a filter [1]. Select Number of Spots in Track mode and click Auto [2]. 03:38-03:50
3.24.1. SCREEN: Show the green + button being selected.
3.24.2. SCREEN: Show Number of Spots in Track being chosen from the filter options and the cursor clicking the Auto button.
3.25. Ensure the filter mode is set to Above, then click Next [1]. 03:50-04:05
3.25.1. SCREEN: Show the filter mode set to Above and cursor clicking Next.
3.26. Click the Tracks button at the bottom of the display options page [1]. Select Export to CSV [2]. 04:05-04:21
3.26.1. SCREEN: Show the display options page and click the Tracks button.
3.26.2. SCREEN: Show the export menu and select Export to CSV.
3.27. Ignore the built-in plotting page and click Next [1]. 04:26-04:31
3.27.1. SCREEN: Show the plotting page and cursor clicking Next.
3.28. Click Capture Overlay and then choose Execute [1]. Save the video by selecting File and clicking Save As, and then choosing GIF [2]. 04:31-04:53
3.28.1. SCREEN: Show the final TrackMate page and cursor selecting Capture Overlay and then clicking Execute.
3.28.2. SCREEN: Navigate to File > Save As > GIF and save the video file.

