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Houseley lab

Oligonucleotide 5’ adenylation
Using a 5’ phosphorylated oligonucleotide and the 5’ adenylation kit from NEB

Set up reaction:

Phosphorylated DNA
Oligonucleotide
5 µl (500 pmol)

10x 5´ DNA Adenylation Reaction Buffer
5 µl

1 mM ATP




5 µl

Nuclease-free Water



to 45 µl

Mth RNA Ligase



5 µl

Incubate at 65°C for 1 hour.

Incubate 85(C for 5min


Lid at 95deg

Dilute to 100ul with water, extract with 100µl phenol:chloroform pH8
Add 10µl 3M NaOAc, 1µl glycogen and 250µl 100% ethanol
Vortex

Spin 15 min top speed at 4(C

Wash pellet with 400µl 70% ethanol

Normal oligos – use this for TrAEL-seq adaptor
Dissolve pellet in 50ul 0.1xTE (to 10pM/µl final concentration)


Vortex then let sit at room temperature for 30min or so

Store at -30(C

Hairpin adaptors

Dissolve pellet in 45ul 0.1xTE (to 10pM/µl final concentration)


Vortex then let sit at room temperature for a few minutes

Add 5µl 10x buffer 

Use T4 DNA ligase buffer for ENDseq, NEBuffer 1 for LIG-seq

Place in a heating block at 95(C, remove block from the heat and allow to cool to room temperature over a few hours
Store at -30(C
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