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· 4.1.2. Spheroid being imaged with scale bar visible in frame. 00:00 – 00:35
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· 3.1. Install the software (https://imagej.net/Fiji/Downloads).

· 3.2. Click File l Open to start ImageJ / Fiji and import data as TIFF Stack files. 00:00 – 00:10 

· 3.3. Click Analyze l Set Scale to calibrate the .stk files according to microscope settings, working in pxl/µm. 00:11 – 00:39

· 3.4. Click Image l Type l 8-bit to convert the image. 00:40 – 00:45

· 3.5. Click Image l Adjust l Threshold (Adjust the range to select the spheroid). 00:46 – 01:04

· 3.6. Click Analyze l Set Measurements for calculating the cross-sectional area, choose Area, Limit to Threshold and Display label. Close the Set Measurements dialog window by clicking OK. 01:05 – 01:14

· 3.7. Click Analyze l Analyze Particles, change size (µm2) to remove noise. Click Display results and close window by clicking Ok. 01:15 – 01:32

· 3.8. Repeat step 3.2., 3.4., 3.5, and 3.7 for further samples. 01:33 – 02:53

· 3.9. In Results Window click File l Save as to save the data for subsequent analysis. 02:54 – 03:08

