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	Asset
	Timecode

	Clip
	4:15  (VO: “Begin this procedure…”) – 5:08 (VO: “...to stop the  reaction.”)



1. Overview Title TEXT: Enzymatic Phosphorylation of Nucleic Acids:  A Method to Transfer a Phosphate Group to the 5’ End of a DNA Fragment
1.1. To begin, place the DNA fragments at 80 degrees Celsius to separate the strands.  
1.2. [bookmark: _GoBack]Then, add polynucleotide [pronunciation: polynucleotide] kinase along with free ATP [pronunciation: A-T-P] molecules to the tube containing the denatured DNA.
1.3. [bookmark: _gjdgxs]Place the reaction at thirty-seven degrees Celsius.  At this temperature, the kinase efficiently transfers a phosphate group from an ATP molecule to the free 5’ [pronunciation: five prime] hydroxyl [pronunciation: hydroxyl] group at the end of each DNA fragment.
1.4. [bookmark: _sgso9ltkwd3l]Stop the reaction by unfolding the kinase through heat inactivation.
1.5. In the example protocol, we will phosphorylate the 5’ ends of fragmented mitochondrial DNA prior to adding sequencing adaptors to these molecules.  
2. Protocol Title TEXT: The Enzymatic Phosphorylation of Mitochondrial DNA


