Screenshot summary:

· 60256_screenshot_1
· 4.2 (Import the stereoscope images as an Image Sequence using ImageJ.) 00:00 – 00:10
· 4.2 (Set the scale...) 00:11 – 00:20
· 4.2 (… and the type of image to 8-bit.) 00:21 – 00:25

· 60256_screenshot_2
· 4.3 (Duplicate the stack of images…) 00:00 – 00:06
· 4.3 (… and select Subtract Background from the tab Process in the menu bar. Check the options Light Background and Sliding Paraboloid and click on the button OK. Process all the images of the stack.) 00:07 – 00:16

· 60256_screenshot_3
· 4.4 (Select Adjust and then Threshold from the tab Image of the menu bar.) 00:00 – 00:04
· 4.4 (By clicking on Apply, a dialogue window titled Convert Stack to Binary will appear. Select Default as method and Light as background. Check the box Calculate threshold for each image and click on the button OK.) 00:05 – 00:09

· 60256_screenshot_4
· 4.5 (Select sequentially the commands Watershed, … from the Binary list under the tab Process of the menu bar. Process all images by clicking on the button Yes of the dialogue box that appears.) 00:00 – 00:07
· 4.5 (Select…, Open… from the Binary list under the tab Process of the menu bar. Process all images by clicking on the button Yes of the dialogue box that appears.) 00:08 – 00:14
· 4.5 (Select… Erode from the Binary list under the tab Process of the menu bar. Process all images by clicking on the button Yes of the dialogue box that appears.) 00:15 – 00:22

· 60256_screenshot_5
· 4.6 (Select the function Analyze Particles from the menu Analyze. Set the minimum size threshold at 10,000 μm2 and circularity between 0.50 and 1.00.) 00:00 – 00:10
· 4.6 (Select the option Ellipses from the Show drop-down menu. Check Summarize, Exclude on edges and In situ Show and click on the button OK. Process all images of the stack.) 00:11 – 00:17



· 60256_screenshot_6
· 5.1 (For each passage (PN), register the number of plated cells and the number of cells and spheres counted per well.) 00:00 – 00:05
· 5.1 (Calculate the sphere size at the end of each passage) 00:05 – 00:09 

· 60256_screenshot_7
· 5.2 (Infer the number of plated spheres by dividing the number of cells plated for PN by the sphere size calculated at the end of the previous passage (PN-1)) 00:00 – 00:06

· 60256_screenshot_ 8
· 5.3 (Calculate the cumulative cell number for each well per passage) 00:00 – 00:07
· 5.3 (Calculate the cumulative sphere number for each well per passage) 00:08 – 00:11

· 60256_screenshot_9
· 5.4 (Plot the data points on a semi-logarithmic scale.) 00:00 – 00:10

· 60256_screenshot_10
· 5.5 (Fit an exponential trend-line to the data points and calculate the coefficient of determination (R2) to measure the goodness of the fit.) 00:00 – 00:10
· [bookmark: _GoBack]5.6 (Depict the equation of the trend-line as a natural exponential function to infer the growth rate (GR) of the culture) 00:11 – 00:16
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