ImageJ Software Fluorescence Measurements

1. Download ImageJ freeware from http://rsbweb.nih.gov/ij/download.html
2. Once downloaded, open the software and select “Analyze” from the menu, then “Set Measurements”.

3. Make sure that only “Area” and “Integrated Density” are checked.

· Integrated Density is the measurement for pixel intensity and is therefore the measurement for intensity of fluorescence.

4. Open the pictures to be analyzed using “File” ( “Open”

5. In the ImageJ toolbar be sure that either the square or circle icon are selected on the far left of the toolbar.

· This is the selection tool and will allow you to select the area to be analyzed on the image.

6. Using the selection tool select an area on the image to be analyzed.

7. Select “Analyze” ( “Measure”

· A box will appear with a readout of the selected area and integrated density.

8. Repeat steps 6 & 7 for the other images to be analyzed and adjust the selection box to match the area of the first image.

· This is a “guess and check” process, adjust the box to what appears to be the same size and then “Measure” to obtain and check the selected area.  

