DNA Mass Quantitation using Bio-Rad Software (April-25-2007 tzd)

1. Open the Volume Contour tool in the volumes quick guide. The tool is activated when you see a + symbol: put the + on the desired band: move it around until it outlines the band with a green line. Continue outlining all bands, including mass ladders and unknowns. Once all bands are outlined, zoom back out. 

a. For standard bands: highlight each band yellow: double click: fill in form: label as standard and fill in band mass concentrations (key is taped next to the computer screen). 

b. For unknown bands: highlight each band yellow, select unknown.

2. Using the volume rectangle tool, pick an area representative of the background near the unknown bands. Highlight the rectangle to be yellow: double click for volume properties, fill in form to say background. The background sample should be an area larger than the bands, to enable a better average to be calculated. 

3. After all inputs are made, save the file.

4. NOTE: sure that “Global Background” is selected before performing the regression or the volume analysis.

5. Using the Volume Regression Curve tool, calculate the correlation coefficient. Anything above 90% is acceptable. If the dye line doesn’t fall around the curve first check to see if you can redraw the curve, If not then it is okay to remove any bands on the dye line that don’t fall around the curve (the background is different and these bands don’t usually correlate well to the others).

6. The volume analysis report tool lists the information generated. Reformat the report so that index, name, and concentration only are reported. Print the report. The report shows the concentration of the product loaded on the gel: since 5 (l was added to the gel, divide by 5 to get the ng/(l concentration.

