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	5:24 (VO: "Prepare the reaction mix...") – 6:32 (VO: "...in the dark, overnight.")



1. Overview Title TEXT: “T4 RNA Ligase Treatment: A Method to Ligate Oligonucleotides to Single Stranded DNA”
1.1. [bookmark: _GoBack]Prepare a master mix of T4 RNA ligase [pronunciation: T-four R-N-A ligase] reaction buffer, ATP [pronounced A-T-P], and the oligonucleotides [pronounced oligonucleotide] to be ligated. Also include hexamine [pronounced hexamine] cobalt chloride, or HCC, and PEG 8000 [pronounced peg eight-thousand]. 
1.2. Then, add the master mix to a tube containing single stranded DNA, or ssDNA [pronounced S-S-D-N-A]. 
1.3. Next, add T4 RNA ligase enzyme to the reaction and incubate overnight at room temperature. 
1.4. HCC and PEG 8000 work as condensing agents, to bring the DNA together and increase the efficiency of the ligation. 
1.5. T4 RNA ligase uses ATP to join the 5 prime phosphate end of the single stranded DNA to the 3 prime hydroxyl [pronounced hydroxyl] end of the oligonucleotide to form a phosphodiester [pronounced phosphodiester] bond. 
1.6. In the example protocol, we will see how to set up a T4 RNA ligase reaction to join oligonucleotides to single stranded DNA with previously phosphorylated five prime ends. 
2. Protocol Title TEXT: “Ligation of ssDNA”

