Gene Clean Protocol (Glass Milk)
Run gel, 1X TAE or 0.5X TBE, both work, but 1X TAE is probably a bit better.

Stain gel in EtBr, place PlasticWrap on UV transilluminator, place gel on PlasticWrap.  Cut out band(s) using clean razor blade.  Then take picture.  UV illumination of EtBr-stained DNA nicks the DNA, so you want to minimize exposure to UV light.

Weigh agarose fragment, record weight in mg.

Add 3 X weight in microliters of NaI (sodium iodide solution from Bio 101).  As an example, if agarose piece weighs 100 mg, add 300 l of NaI.  If volume will be greater than 1.5 ml, use 15 ml plastic tube.

Incubate 5-10 min at 55oC until dissolved.  Carefully observe to be sure agarose is completely dissolved.

Vortex Glass Milk (Bio 101) until suspended.  (This takes a few minutes, hold horizontally while vortexing to help resuspend Glass Milk on the side of the tube.  Be sure to store Glass Milk on its side.  Store tightly capped, if Glass Milk dries, resuspend in 50 l Sigma H2O.)

Add 5 l Glass Milk to dissolved agarose solution.

Mix, invert, vortex, and place on ice for 5 min, mix every 2 min.  During this step, the DNA will become bound to the Glass Milk.

Spin tube 5 sec in microfuge, remove supernatant with drawn-out pipette.

Wash pellet 3 times with New Wash (stored at –20oC, Bio 101).

Wash protocol: Keep sample tubes on ice, and work next to the microfuge.  By keeping things cold, DNA will remain bound to Glass Milk.  Add  600 l of cold New Wash, and resuspend pellet by vortexing or pipetting up and down.  Spin 15 sec in microfuge, remove supernatant and repeat two more times.

After last wash, spin down once more, and remove all supernatant with drawn-out pasteur pipette.  Let sample air dry for 15 min or Speed Vac for 2-3 minutes (not any longer, don’t want to over dry.).  Be sure there is no alcohol smell before elution.

Resuspend in 12 l TE or Sigma H2O using yellow tip to bring Glass Milk into solution.

Incubate 45 –55oC for 3 min.  DNA now leaves Glass Milk into the TE.

Microfuge 30 sec, and remove supernatant, which now contains DNA, into fresh tube.  If you take a bit of Glass Milk with sample, it’s okay, just spin before using this DNA for another application.

Repeat elution step with 5 l more of TE or Sigma H2O for higher yield.

NOTE: When you make the New Wash, Aliquot into 5 x 100 ml bottles, and keep tightly sealed at -20oC.  Ethanol evaporation from New Wash can result in a dramatic decrease in yield.

