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Label probe using DecaprimeII Random Labeling Kit
1.  combine:

	
	Final
	(l
	
	
	

	Probe DNA 

(2.5 ng/(l DNA)
	25ng
	10 
	
	
	

	Decamer solution
	
	2.5 
	
	
	


2.  Heat >100(C, 5min.

3.  Snap freeze on EtOH/Dry Ice bath.

4.  Combine on ice:

	
	(l

	Denatured DNA/decamer mix
	12.5

	5X rxn buffer -CTP
	5 

	(32P dCTP 

(3000Ci/mmol, 10mCi/ml)
	5

	H20
	1.5

	Klenow
	1.0

	Total
	25


5.  Mix by vortexing and incubate a 37(C, 10 min.
6.  Stop rxn add 1(l 0.5M EDTA.
7.  Bring up to 50(l (+25(l).

8.  Break bottom off of G-25 column, spin 735xg, 1 min

8.  Discard liquid.

10.  Add labeled probe to center of column, spin 735xg, 2 min.

11.  Count 1(l ( 5ml scintillation cocktail.
Want 2.5 x 106 total counts/ 2ml hybe solution.  

For example, for 12ml: 2.5 x 106 *6 = 1.5 x 107 total counts.

Want specific activity ≥108 cpm/(g.  
	CPM
	Total Counts
(*50(l)
	Specific activity cpm/(g DNA 

 (÷0.025(g DNA)

	
	
	

	
	
	


12.  Store at -20(C in block.  
