Screenshot summary
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1. 
2. 
2.1. 
2.2. 
2.3. 
2.4. 
2.4.1. Imaris file converter software being launched, timelapse files being added by drag-and-drop into the input area 00:00 – 00:16
2.4.2. In the Output menu, the location for the converted files being designated 00:17 – 00:33
2.4.3. The "Set Voxel Size" button being clicked to verify the dimensions of the voxel size, and the "Start All" button being pressed to initiate the file conversion 00:34 – 00:58
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2.5. 
2.5.1. Analysis software being launched in the Arena 00:00 – 00:28
2.5.2. "Observe Folder" being clicked to open the previously converted file 00:29 – 00:40
2.5.3. Once the file is loaded, the Slice view being used to scroll through the z-stack 00:41 – 01:30
2.5.4. The slider in the slice toolbar being utilized and cell diameters being measured, with the diameter of selected cells being drawn using the pointer 01:40 – 02:15
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2.6. 
2.6.1. Mouse being clicked and dragged to draw a segment spanning the cell core, with the length of the segment being observed in the Measure Toolbar, located on the right of the View Area 00:00 – 00:38
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2.7. 
2.7.1. 3D view being clicked, the "spot" icon in the Object Toolbar being clicked to add a new Spots object in the object list and the automatic Spots creation wizard being opened 00:00 – 00:17
2.7.2. In the first step of the wizard, the option to segment only a region of interest being ticked 00:18 – 00:21
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2.8. 
2.8.1. “Track Spots (over time)" option being enabled to compute tracking data, along with "Object-Object Statistics" to allow comparison between spots and expand the range of data available for later analysis 00:00 – 00:13
2.8.2. The "Next" button in the lower right of the wizard window being clicked to proceed in the wizard 00:14 – 00:17
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2.9. 
2.9.1. A region of interest (ROI) being specified to enclose the optic tectum of the embryo, with the size of the ROI being modified by clicking and dragging the small white arrows on each face of it 00:00 – 00:55
2.9.2. Once the ROI size is defined, the same being extended to all recorded frames by adjusting the time interval 00:56 – 01:20
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2.10. 
2.10.1. "Source Channel" being selected and the cell diameter measurement previously obtained being set as the "Estimated XY Diameter." 00:00 – 00:12
2.10.2. The "Background Subtraction" option being enabled and the "Next" button being clicked to proceed 00:13 – 00:17
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2.11. 
2.11.1. Intensity threshold values being entered directly into the lower and upper threshold boxes to ensure detection of all cells. The "View area" being clicked to observe all these changes in real-time 00:00 – 00:34
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2.12. 
2.12.1. Next being clicked, followed by the view area 00:00 – 00:07
2.12.2. Cursor hovering over the superimposed spots on the source channel 00:08 – 00:29
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2.13. 
2.13.1. "Autoregressive Motion" being selected as the tracking algorithm to track cells with continuous motion 00:00 – 00:08
2.13.2. Cursor hovering over the area of motion of the spots between two frames 00:35 – 00:44
2.13.3. Estimated numbers being entered in the “Max Distance” field 00:45 – 00:47
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2.14. 
2.14.1. "Maximum Gap" size being set to the least number of time points in which a spot may disappear without interrupting the track 
2.14.2. The gap size being set to 3 for intervals between frames below 60 seconds; for longer intervals, the maximum gap size being increased. 00:00 – 00:08
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2.15. 
2.15.1. "Fill gaps with all detected objects" option being enabled 00:00 – 00:05
2.15.2. The "Next" button being clicked and tracks for all previously generated spots being generated. 00:06 – 00:23
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2.16. 
2.16.1. "Previous" button being clicked to go back in the creation wizard and the previously defined maximum distance being adjusted 00:00 – 00:30
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2.17. 
2.17.1. Value directly being entered into the data field for the lower limit of the track duration filter, followed by the "Next" button being clicked 00:00 – 00:34
2.17.2. Tracks generated from skin macrophages being manually removed from the analysis, the brain parenchymal microglia being focused 00:46 – 01:58
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2.18. 
2.18.1. Track editor being opened and potential mistakes in the tracks being manually corrected 00:00 – 00:15
2.18.2. "Circle select mode" button on the right of the View Area being activated, and tracks requiring modifications or adjustments being highlighted 00:16 – 01:04

66533_screenshot_16.mp4
2.19. 
2.19.1. Track editor being opened and potential mistakes in the tracks being manually corrected 00:00 – 00:13
2.19.2. In the track editor, “circle select mode” followed by delete being clicked to delete duplicated single spots 00:14 – 00:38
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2.20. 
2.20.1. Source channel input being modified, followed by Estimated XY Diameter and Max Distance being adjusted for the new cell type 00:00 – 02:00
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2.21. 
2.21.1. Statistic tab being selected and tracking statistics being extracted. Settings button being clicked, and statistics for computation being selected for each spot object or surface object previously created. 00:00 – 04:00





2.22. 


