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A.  DNAse Treatment of Samples
1) Measure the volume of your RNA
2) Add 0.1 volume of DNAse I buffer and 1μl of DNAse I (2 units) to the sample2
3) Mix gently and incubate at 37oC for 30 minutes2
B. Inactivation of DNAse and Removal of Divalent Cations
1) Resuspend the DNAse inactivation reagent by vortexing vigorously
2) Add 0.1 volumes of slurry to the sample
3) Incubate for 2 minutes at room temperature, flicking occasionally to mix

4) Centrifuge the tube at maximum speed for 1 minute to pellet the inactivation reagent

5) Transfer DNAsed total RNA to a fresh tube3
C. Quantification of RNA

1) Turn on spectrophotometer and select >Concentration >Nucleic Acids >RNA.  U.V lamp will light, allow to ‘warm up’ for 10 minutes
2) Make a 1:100 dilution of your RNA in 100μl RNAse/DNAse-free H20

3) Blank spectrophotometer using 100μl RNAse/DNAse-free H20

4) Make a note of absorbance’s at 260nm and 280nm and the concentration (μg/ml), press down key and make a note of the ratio

5) Calculate conc. of RNA in μg/μl by dividing by 1000 and multiplying by 100 (i.e. divide by 10)
Notes
1Protocol for Ambions DNA-freeTM kit, catalogue #1906
2For heavily contaminated samples and 2μl of DNAse I and incubated for 1hr at 37oC

3Alternatively, leave in activation reagent in the tube but centrifuge to pellet the reagent each time before you use the RNA
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