Northern Blot 

RNA isolation:

1 Remove the media, wash the cells once with PBS.

2 Add 6-8 ml TRIzol Reagent to 10 cm dish

               4 ml                                 6 cm dish

               2 ml                               35 mm dish

· shake until solution becomes clear or scratch the cells using rubber policeman.

3 Pass the lysate 10X through 21 G needle to break DNA

4 Follow the TRIzol Reagent protocol to continue RNA isolation

Northern Blot: 

A Gel preparation :1 % agarose

1) Agarose 1.5 g  + 126.75 ml dd H2O ( Microwave to dissolve the agarose ( 

Put into prewarmed 65 C water bath.

2) 10 ml 10 X MOPS + 8.25 ml 37% formaldehyde + 3 ul EthBr into 50 ml

      conical, put into 65 C water bath.

3) once both solutions are made mix together in the chemical hood and cast gel (in hood and let solidify)

B  RNA denature:

     10-15 ug total RNA in 5.7 ul TE or H2O

     10 X MOPS                       1 ul

     37 % formaldehyde            3.3 ul

     formamide                          10 ul

· Mix, 60C- 65C 15 min ( spin 10 sec ( add 5 ul 6 X DNA loading dye (
Mix ( spin 10 sec

C  When the gel is solidified, add 1 X MOPS to cover the gel, load RNA sample, and run

      gel at 50 V until the blue dye travels half the distance (roughly 2.5 hrs)

D  Wash the gel with dd H2O 2X 20 min. (using at least 20 X gel vol of H2O) with

     Shaking to get rid of chemical.  Take a picture of gel after washing (not before

     washing)

* Stratalink wet 2X front, 1X back

E   Set up transfer in 10X SSC overnight.

· In large corning dish set medium gel mold upside down. 

· Cover in wick paper and fill bottom with 10 X SSC. 

· Use parafilm to cover the edges of the wick so the liquid doesn’t evaporate over night.

· Place gel upside down on top of wick paper.

· Cover with a nitrocellulous membrane presoaked in 10X SSC.

· Membrane is covered with 6-7 pieces of presoaked blot paper.

· A few presoaked paper towels (cut in half) are then placed on the blot paper

· A 3 inch stack of paper towels, halved, are then placed on top. A weight is placed on top this stack.

· Right before you go home for the day replace the stack of paper towels, no need to re wet the first couple, just place dry ones on top of the blot paper and put book back in place.

F Next day. Stain gel in EthBr and take pic to see what didn’t transfer.

Hybridization step

Prehyb in Church buffer at 65 C for 3-4 hours

Hyb with probe in church buffer O/N. Make sure Probe is mixed with Church buffer before touching Membrane, otherwise streaking occurs.

Wash in 0.1% SDS, 0.2XSSC, RT for 30 sec. (2X), then at 60C for 20 min. (2X)

High Prime 

labeling DNA with Radioactive dCTP

1 Add 25 ng template DNA (linear or supercoiled) and sterile, redist. Water to a final volume of 11ul to a microfuge tube.

2 Denatrue the DNA by heating in a boiling water bath for 10 min and chilling quickly on ice.

3 Mix on ice:


25 ng (11ul) denatured DNA


4 ul High Prime solution


5 ul of P32

4 incubate for 30 min at 37C

5 Stop the rxn by adding 2 ul 0.2M EDTA (pH 8.0) and/or by heating to 65C for 10 min.

Go directly into the Qiagen purification protocol.

Stripping

1) boil 250mls 0.5% SDS in microwave, pour on blot, allow to cool to RT while shaking

Solutions:

10X MOPS (running buffer )

200 mM MOPS pH 7.0                       41.86 g

50 mM NaO Ac                                    4.10 g

10 mM  EDTA                                    20 ml 0.5 M
*Make and pH MOPS; add EDTA, NAOAc, filter, wrap in foil store at RT

10X SSC

0.3 M Sodium Citrate
pH 7.0

44.115 g (MW=294.10)




3 M NaCl



87.66 g (MW=87.66)









pH to 7.0









dH20 to 1 L

Church Buffer:

7% SDS

1% BSA (fractionV)

1mM EDTA

250 mM NaPO4 (pH 7.2)

1.) To make 250 mM NaPO4 (pH 7.2), add 8.4g NaH2PO4 and 25.38g Na2HPO4 to 900mls H2O. Alternatively, add 97.5 ml NaH2PO4 and 152.5ml 1M Na2HPO4.

2.) Add NaPO4 and EDTA to 900 ml H2O. Next dissolve 70g SDS. Once SDS is completely dissolved, gently add 10g of BSA to surface. Stir SLOWLY, allowing BSA to dissolve from the surface- this takes about 30 min. If you stir too quickly, you’ll get little balls of submerged BSA, which take a while to dissolve. 

