Random Prime DNA Labelling

1.  Thaw tube “random prime kit” from -70oC (volume per tube is 12.6 l); keep on ice until ready to use.

2.  Denature 10 to 60 ng DNA in 7.4 l total volume of TE.  Boil 1 min, quick chill on ice, spin to collect contents to bottom of tube, and add to the “random prime kit”.

3.  Add 5 l of  32PdCTP (50 Ci of 3000Ci/mmol).  Final reaction volume is 25 l.

4.  Add 0.5 l of Klenow (this is actually overkill, but won’t hurt reaction).  Incubate reaction at room temperature for 30 min to 1 hour.  Stop reaction with 1 l of 500 mM EDTA pH 8.0.

5.  Add 75 l of TE to reaction.

6.  Remove unincorporated label with a 1 ml G-25 spin column.

7.  Count 1 l Cherenkov.  Should be about 105 cpm, but less is fine.  User #3.
8.  Boil probe 2 minutes before use to denature.  Use all for hybridization.
Yield should be 80 to 90% incorporation.
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