Making Measurements Using ImageJ for Zone of Inhibition Assays
1. Open ImageJ
2. File>Open>20201125_measure.tif
3. Select [image: ] “Straight”
4. Using “Straight” line tool, measure 5 mm on the ruler (between 2 and 2.5), be as precise as possible. Make sure the dots are hitting the lines
5. File>Open>[your image file] Drag the file into imageJ. A dialog box might appear, if it does, uncheck ‘Disable Global Calibration’>OK
6. Click on ImageJ, MAKE SURE TO CLICK BACK ON THE RULER PICTURE
7. Analyze>Set Scale...
8. Under ’Known Distance’ type 5.0, under ‘Unit’ type mm, select the ‘Global’ checkbox.
9. Using Straight Line tool, measure the diameter of the zone of inhibition (draw a line from the edge of inhibition, through the disc, to another edge) 
10. Click Analyze>Measure 
11. While Measure dialogue is open you can draw two more diameters, clicking Measure after each to record the length
12. Copy lengths into an Excel spreadsheet  
13. Repeat with any other images you may have 
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