Screenshot summary (60740_Screenshot_3-a to i). The tissue segmentation step took about 22 minutes so I recorded this step in 7 different videos:
· 60740_Screenshot_3-a repeat (6 min.)
· 60740_Screenshot_3-c (4 min.)
· 60740_Screenshot_3-d (2 min.)
· [bookmark: _GoBack]60740_Screenshot_3-f (1 min.)
· 60740_Screenshot_3-g (1 min.)
· 60740_Screenshot_3-h (2 min.)
· 60740_Screenshot_3-i (5 min.)
60740_Screenshot_3-a repeat
1. Starting the recording and minimizing the OBS Studio window 00:00
2. 6.3.1. Open the Image Analysis module by clicking the Image Analysis tab in the ribbon 00:004
3. 6.3.2. Import image containing the ROI tissue by selecting in the database the composite image saved in the previous step. The image will appear in the work space 00:005 to 00:17
4. 6.3.3. Open APP 2 using the APP selection dialog 00:17 to 01:15 
5. 6.3.4. Preview APP 2 processing in a selected field of view 01:15 to 04:13 Here after pressing the button preview I zoomed in to show the accuracy of APP2 at classifying the image pixels in either parenchyma (green) or stroma (salmon pink). I am also showing that these labels (green and salmon pink) can be transferred to the other layers of the composite image underneath the image of the Sirius Red staining. This allows to segment the tissue into parenchyma versus stroma in all the aligned images that form the composite image.
6. Before running the protocol, I am activating the checkbox that convert the labels (green or pink) for stroma and parenchyma into the regions of interest Parenchyma and Stroma 04:25 to 04:30
7. 6.3.4. Run APP 2 on the full image by clicking the Run button 04:35
8. From now on the APP 2 is classifying pixels in either parenchyma or stroma and simultaneously delineating the ROIs Parenchyma and Stroma. The areas of these ROIs are determined, as well as the percentage of the tissue area that is either parenchyma or stroma. This process goes from 04:35 to 06:11 and extend to include recordings 60740_Screenshot_3-c (4 min.), 60740_Screenshot_3-d (2 min.), 60740_Screenshot_3-f (1 min.), 60740_Screenshot_3-g (1 min.), and 60740_Screenshot_3-h (2 min.)
60740_Screenshot_3-i
1. APP 2 is running on the last fields of view and finishes at 03:32 
2. Here I am showing the region of interest (ROIs) Parenchyma and Stroma delineated by APP 2 and how these ROIs can now be used to segment the tissue in the other images aligned to the Sirius Red image 03:33 to 04:46
 

