 Screenshot summary (60740_Screenshot_5 repeat)
1. Starting the recording and minimizing the OBS Studio window 00:00
2. Activating the VIS software window 00:004
3. Showing the cells of interest CD4+FoxP3+ cells labelled in pale pink. It is important to mention that these cells were labelled using the protocol APP 3 in the previous step and are going to be tissue heat mapped using the protocol FoxP3hiCD4+ MAP 00:005 to 01:26
4. 6.4.5.1. Open the user-defined protocol FoxP3hiCD4+ MAP using the APP selection dialog 01:27 to 01:49 
Note: FoxP3hiCD4+ MAP uses the coordinates of FoxP3hiCD4+ labelled objects for generating density heatmaps.
5. 6.4.5.2. (Run FoxP3hiCD4+ MAP) 01:52 to 01:55 It takes 3 seconds generating the map
6. Zoom in in the area where the hot spots (red) for CD4+FoXp3+ cells are located with the purpose of showing how the tissue heatmap protocol works. In our experience presenting this type of data, it is important for people to see the actual staining and being able to relate the distribution pattern to the map 01:56 to 02:54
7. Here I am showing how in the same tissue different adjacent tumors may have different immune signature regarding the density of CD4+FoxP3+ cells. I use the mouse pointer to delineate the 3 nodules and show how different they look in terms of hot spots for CD4+FoxP3+ cells. This was already mentioned and illustrated in the figures of the article so I leave it to you to decide whether to include it or not 02:54 to 03:46 
8. Next I am showing a merge between the map of CD4+FoxP3+ cells and the Sirius red Staining taking advantage that I am working on a composite image that have several layers including the Sirius Red Staining. Showing this merge provides spatial information on the distribution of CD4+FoxP3+ cells with respect to the fibrotic lesion and the tumor nodules 03:47 to 04:40
9. Similarly to 8, here I am showing how the map of CD4+FoxP3+ cells spatially relate to the CD8+ cells stained in red. My purpose was to provide another example of virtual multiplexing where cells that were stained separately (CD4+FoxP3+ cells and CD8+ cell) can be visualized together and their relative positions spatially resolved 03:48 to 06:43
10. (Saving the data) 06:44
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