Dear Mrs. Colvin,

you can find the required screenshots on the project page. Please don’t hesitate to ask if anything is missing or if you have any further questions. A legend referring to the screenshots can be found below.

[bookmark: _GoBack]Kind regards,

Daniel Wenzel

Screenshot 1: 3.1.2.1. Crop the scale bar from the photograph taken with the microscope: select the Rectangular Marquee Tool on the tool bar or press M, then border the scale bar, then select Edit | Crop or press Ctrl + X.

Screenshot 2: 3.1.2.1. Crop the scale bar from the photograph taken with the microscope: select the Rectangular Marquee Tool on the tool bar or press M, then border the scale bar, then select Edit | Crop or press Ctrl + X.

Screenshot 3: 3.1.2.1. Crop the scale bar from the photograph taken with the microscope: select the Rectangular Marquee Tool on the tool bar or press M, then border the scale bar, then select Edit | Crop or press Ctrl + X.

Screenshot 4: 3.1.2.2. Click File | New (or press Ctrl + N). On the upcoming window select Clipboard in the Document Type drop-down list. The number of pixels shown is the side length of the counting square. Note the corresponding pixels for the other pictures and click OK. 

Screenshot 5: 3.1.2.2. Click File | New (or press Ctrl + N). On the upcoming window select Clipboard in the Document Type drop-down list. The number of pixels shown is the side length of the counting square. Note the corresponding pixels for the other pictures and click OK. 

Screenshot 6: 3.1.2.3. Select File | New (or Ctrl + N). Insert width and length (in pixels) of the counting square in the upcoming window according to the length of the scale bar. Select background color White, then press OK.

Screenshot 7: 3.1.2.4. Click Select | Select all (or Ctrl + A). Select Edit | Copy (or Ctrl + C).

Screenshot 8: 3.1.2.4. Click Select | Select all (or Ctrl + A). Select Edit | Copy (or Ctrl + C).

Screenshot 9: 3.1.2.5. Select the image of the corneal endothelium opened in step 3.1.1. Select Edit | Paste (or Ctrl + V) to insert the square on the photo of the corneal endothelium.

Screenshot 10: 3.1.2.6. Select the square’s layer and adjust the transparency. Select Layer | Layer Style | Blending Options | Set Opacity to 30% | OK.

Screenshot 11: 3.1.2.7. Save the image with the projected square with a true to scale side length of 100 µm. Repeat with the other pictures needed for analysis. 

Screenshot 12: 3.2.1. Open the images with the projected squares in ImageJ (Version 1.50i) and use the CellCounter PlugIn to count the cells within the square. Open ImageJ, select File |Open (or Ctrl + O) | Select Image.

Screenshot 13: 3.2.2. Select Plugins | Cell_Counter | Cell Counter | Initialize. Count the endothelial cells and record the result. On two sides of the square, count the cells that are cut by the square’s edge. Do not count cut cells on the other two sides. 

Screenshot 14: 3.2.2. Select Plugins | Cell_Counter | Cell Counter | Initialize. Count the endothelial cells and record the result. On two sides of the square, count the cells that are cut by the square’s edge. Do not count cut cells on the other two sides. 

Screenshot 15: 3.2.2. Select Plugins | Cell_Counter | Cell Counter | Initialize. Count the endothelial cells and record the result. On two sides of the square, count the cells that are cut by the square’s edge. Do not count cut cells on the other two sides. 

 



