60096_screenshot_1: (pending)

· 4.3. Pending Set parameters to acquire fluorescence images using appropriate excitation and emission filters (time 00:04 -– time00:07).
· 4.5. Pending Scan sample and acquire sufficient images to obtain complete coverage of the tissue section (time 00:14 -–  00:16time).

60096_screenshot_2:

· 5.3. Adjust the software’s nuclear segmentation parameters (such as “minimum nuclear area” and nuclear detection “sensitivity”) to ensure nuclei are optimally segregated. 01:30 - 01:41.

60096_screenshot_3.1: (note. new version of this video has been uploaded)

· 5.4. Modify the threshold intensity at 488 nm to ensure optimal gating of hepatocytes (HNF4α+) and non-parenchymal cells (HNF4α-) 00:0510- 00:1716.
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· 5.5. Select nuclear parameters to be quantified. 00:34 - 01:03.
· 5.6. Select export to spreadsheet software 01:51 and run the automated analysis 02:12.
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· 6.3.1.1 Download the packaged application from: https://github.com/lukeynoon 00:00 – 00:33
· 6.3.1.2 Launch MATLAB. Navigate to the APP tab of the toolstrip, click Install App and open the downloaded application termed “Ploidy_Application.mlappinstall”. A message will appear to confirm the successful installation 00:34 – 01:04
· 6.3.2 Ensure that the formatting of the input data is correct 01:05 – 01:33 
· 6.3.3.1 Within MATLAB, launch the “Ploidy_Application” by clicking on the icon within the MY APPS tab of the toolstrip. The Ploidy_Application graphical user interface (GUI) will appear 01:33 – 01:37 
· 6.3.3.2 Click path to control data button to navigate to the folder in which the control data replicates reside (e.g. Control-d0). This data path will then appear in the interface 01:38 – 01:43
· 6.3.3.3 Next, in “folder prefix” type the name of the folders which are incrementally named by sample number. The default is “Sample” which can be changed provided that the new folder prefix name remains consistent for all folders 01:43 – 01:45
· 6.3.3.4 Click the Path to other data button and navigate to the folder in which the comparative data replicates reside (e.g., Injured-d14). This data path will then appear in the interface 01:46 – 01:50
· 6.3.3.5 Click Run! When the analysis is complete, the status bar will read “Analysis Complete!..” 01:51 – 02:44. 
· NOTE: The application will report, for each sample, stratification of “simple” nuclei into ≤2n, 2n−4n, 4n−8n and 8n+ in terms of absolute counts and as a percentage of total (Figure 3D). These files will be automatically saved in each sample folder as: “Count_2n.txt”, “Count_2n_to_4n.txt”, “Count_4n_to_8n.txt”, “Count_8n_and_higher.txt”, “Percentage_2n.txt”, “Percentage_2nto4n.txt”, “Percentage_4nto8n.txt”, “Percentage_8n_and_higher.txt”. The Ploidy_Application will automatically save a list for each sample, of all the individual ploidy estimates for “simple” hepatocyte and non-hepatocyte nuclei in “Ploidy_All_Hepatocytes.txt” and “Ploidy_NonHepatocytes.txt”. For the control dataset, the method also saves the minimal DNA content thresholds calculated for stratification of ploidy (see step 6.3.4.3.7) in a file named “Normalised_Thresholds_Control”. Finally, the application will produce a folder for both the control and the selected comparative condition data termed “Summary”. This folder containstwo subfolders, “Ploidy” and “Stratification” which contain the averages of all samples provided  (Figure 3D) 02:45 – 03:12 

60096_screenshot_6
2.1. In each data analysis file, include a sheet termed “Cell measures” [1] containing all of the data required for the ploidy analysis set out in columns as indicated [2].	Comment by Bridget Colvin: Authors: If you want to include this text, you will need to provide appropriate accompanying screen captures. Otherwise, we can remove it from the script and leave this information for the manuscript.
2.1.1. SCREEN: screenshot_6: 00:15-00:19 
2.1.2. SCREEN: screenshot_6: 00:21-00:27
2.2. For each experimental condition, provide a control dataset that will be used to calculate the internal control for 2-4N nuclear ploidy calibration [1].
2.2.1. SCREEN: screenshot_6: 00:38-00:45
2.3. For biological replicates, store each spreadsheet in its own folder, naming the folder prefixes incrementally [1].
2.3.1. SCREEN: screenshot_6: 00:45-01:07
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