Screenshot Summary – JoVE 60051

· 60051_4.1.1_4.1.4

· 4.1.1 (Open ImageJ and import data as TIFF stack files.) 00:00 – 00:20
· 4.1.2 (Click Analyze | Set Scale to calibrate the .stk files according to microscope settings, working in pxl/μm.) 00:21 – 00:31
· 4.1.3 (Click Plugins | Tracking | Manual Tracking to open Image J manual cell tracking plugin. To begin cell tracking, select Add track.) 00:32 – 00:40
· 4.1.4 (Track cells through all frames of time-lapse movies, using the nucleus as a reference point.) 00:41 – 02:11

Note: Step 4.1.1 – once the file is opened, I changed the orientation and brightness/ contrast levels of the movie, to match that as is seen in figure 4. This is a step not listed nor highlighted in the protocol. Is this ok to include in the screen capture?  

Note: Step 4.1.4 is 01:30 long – the length of this step corresponds to the tracking of a single cell over 18 h. Please speed up this step/ cut out frames as required.

· 60051_4.2.2_4.2.4

· 4.2.2 (Open the migration software (the Table of Materials). Click the Import Data tab to import the cell tracking data as a .txt file.) 00:00 – 00:11
· 4.2.3 (Under Datasets | Initialization, select the number of slices or frames to be analyzed and set the XY calibration and time interval between frames. Select Apply settings to save the settings.) 00:12 – 00:26
· [bookmark: _GoBack]4.2.4 (Select the Plot Data symbol to form trajectory plots. Select the Statistics symbol to quantify distance and speed measures.) 00:27 – 00:37

· 60051_4.3.2_4.3.6

· 4.3.2 (Under Analyze | Set Measurements, click to select the cell shape parameters: cell area, perimeter and shape descriptor.) 00:00 – 00:12
· 4.3.3 (Use the Freehand Line command, found under the Straight Line symbol, to manually draw around each cell, using cell membrane boundaries as a guide.) 00:13 – 00:29
· 4.3.4 (Press Ctrl + B keys on the keyboard to maintain the cell outline overlain on the image. Repeat for cells over each time-lapse frame.) 00:30 – 01:41
· 4.3.5 (Use the Image | Overlay | To ROI Manager to store the values.) 01:42 – 01:49
· 4.3.6 (Once all cells of interest per frame have been outlined, click Analyze | Measure.) 01:50 – 02:07

Note: Step 4.3.4 is 01:11 long – the length of this step corresponds to outlining the same 8 cells as are outlined in Figure 4. Please speed up this step/ cut out frames as required.

Note: Step 4.3.5 is not currently highlighted in the protocol – please can this be highlighted and included in the script.
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