Densitometry of western blots/autoradiogram.

1) Scan in your western blot.  Crop and rotate the picture so that the lanes are vertical and save as a JPEG.
2) Load the picture file Microsoft Office Picture Manager (use open with… command).  Select Picture, then colour.  The colour menu should load.  Turn the saturation down to 0.  The picture should appear in black and white.  Save the file.
3) Open the file in Windows paint and save as a Windows BMP.

4) Load Scion Image from the start menu and load your image.

5) From the Analyse menu select Calibrate and then select Uncalibrated OD and click OK.

6) From the Select menu select Load macros… and from the C:\Program Files\Scion Corporation\Scion Image\macros directory load gelplot2.
7) Drag a rectangle around the first lane (which should be the left-most lane in your image), making sure the rectangle is of the correct width.  When you are happy with the size of the rectangle from the Special menu select Mark First Lane.
8) Move the rectangle over the next lane and from the Special menu select Mark Next Lane.
9) When you have marked all lanes, from the Special menu select Plot Lanes.  This command should generate a graph for each band. What is important here is measurement of the area under each peak as this represents the intensity of the band and the protein concentration.  Using the line tool draw a line under each curve so that the area is completely cut off.

10) Using the magic wand tool click inside each peak in order.  This should produce a moving dotted line.

11) When you have selected all the areas from the Analyse menu select Show results.  This should produce a table of the areas under each graph in the order you selected them.
12)   Copy this table into Excel.  To make the data set comparable take the largest area as 100% and calculate the other areas accordingly.  This method generates a data set that will provide information on the relative intensity of each blot.  It maybe very difficult to compare different blots – please speak to Ian who will advise.
