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Northern Hybridization with Labeled DNA Oligo Probe



1.
Labeling Primer

Mix 
13.5 l H2O



0.5 l 100 M primer


            2 l 10X PNK Reaction Buffer (NEB)



2 l 10 U/l T4 polynucleotide Kinase (NEB)



2 l [-32P] ATP (166Ci/l, 7,000 mCi/mmole, ICN)


             20 l Total


Incubate for 1 hr at 37oC


Add 50 l TE


Apply sample onto MicroSpin G-50 column (Amersham Biosciences)


Spin for 2 min at room temp


Count radioactivity (cpm/l)

2.
Run gel
Prepare a 8%acrylamide/8M urea gel 

Mix 
20 ml SequaGel-8 (National Diagnostics)


5 ml SequaGel buffer Regeat (National Diagnostics)

Add 0.25 ml 10%Ammonium Persulfate

Swirl gently to mix

Pour into gel cassette and let sit to allow gel polymerization at RT for > 30 min

Heat RNA sample (5 g total RNA + ~3 l 2X loading buffer) at 75oC for 5 min


Put on ice


Quick spin


Rinse wells


Load sample onto the gel


Run gel in 1X TBE at 300 volts until BPB dye goes to bottom (takes ~ 90 min)


Transfer onto Zeta-Probe GT membrane (BioRad)

Run in 0.5X TBE at 20 volts overnight in cold room


UV cross-link membrane both sides


Use membrane for hybridization immediately or store at RT

3.
Northern hybridization
Prehyb with ULTRAhyb-oligo buffer (Ambion) at 45oC for 1 hour  (8 ml for small bottle, 15 ml for large bottle)

Heat 25 l oligo probe (~106 cpm) at 95oC for 2 min, put on ice

Add probe to hyb buffer

Incubate with rotation at 45oC overnight

Wash membrane (50 ml for small bottle, 100 ml for large bottle):

     2X rinses at RT with 2X SSC + 0.1%SDS (200 ml 20X SSC, 20 ml 10%SDS, 1780 ml H2O)

     1X 30 min at 45oC with 0.2X SSC + 0.1%SDS (20 ml 20X SSC, 20 ml 10%SDS, 1960 ml H2O)

     1X rinses at RT with 0.2X SSC + 0.1%SDS (20 ml 20X SSC, 20 ml 10%SDS, 1960 ml H2O)

Air dry membrane for 2 min

Expose to X-ray film at -80oC overnight or several days

Develop X-ray film

