Agarose gel electrophoresis of RNA in formaldehyde

10 X Running Buffer





g/ 500 ml
200 mM MOPS pH 7.0

20.4

10 mM EDTA


 
1.9

50 mM Na Acetate


3.4

pH with KOH, autoclave

Sample Buffer






1 ml


Make fresh, or can be stored for 2 

10 X Running Buffer


100 ul


months at - 20oC.

formamide (deionized)

500 ul

formaldehyde



178 ul

H2O




222 ul

Sample Dye



1 ml


Store at -20oC to keep clean.
Ficoll 40



30 mg

BPB




  1 mg

H2O to volume

Agarose Gel Mix





100 ml
agarose



  1 g

10 X Running Buffer


10 ml

H2O




72 ml

Melt agarose in microwave, then let cool in 65oC water bath.  Then, add:

formaldehyde



18 ml

mix well, and pour gel in fume hood.

Electrophorese in 1 X Running Buffer (700 ml).

4 ul RNA sample (5- 10 ug RNA; it may be necessary to dry RNA if too dilute. and then add  4 ul H2O)

4 ul Sample Buffer

Heat to 65oC for 10 min.  Cool on ice.  Add 2 ul sample dye.

Load gel.  Run 100V, 3 hours.  (optional Marker = denatured BRL RNA Ladder).

Rinse gel 2 X, 10 min, RT in house distilled H2O to remove formaldehyde

Stain in 1 ug/ml ethidium bromide for 10 minutes, RT.

Destain in house distilled H2O 2X 30 min, RT.  Photo

Blot directly to nitrocellulose or Zetaprobe in 10 X SSC using Southern transfer procedure.

Methylene Blue Staining

Rinse blot in 5% acetic acid.

Stain blot in 0.04% methylene blue , 0.5 M NaOAc, pH 5.2 for 10 min.  (Methylene blue stain solution is kept in the 4oC incubator, and can be reused.)

Destain in H2O.  

Scan stained blots, save as tif file, 400 resolution, try to keep the shape square.

Stained blots can be stored dry for a short period of time if you are not probing right away.

