Electrophoresis
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· Agarose gel

-- 1.5% Agarose gel in 1X TAE or TBE (small tank: 50 ml; large tank: 175 ml) + Ethidium bromide (EtBr)

-- prepare the gel: dissolve agarose in microwave; cool down to ~50oC; add EtBr 1~5µl per 100ml agarose gel; pour into the tank, then set up the comb.
*  if DNA fragment size is large, use low concentration (e.g. 1%) gel.

· DNA sample
-- mix with dye (6X or 10X dye)
· Gel tank

-- Buffer: TAE or TBE
-- DNA(-) should be set to run from – (black) to + (red)
-- 80~110V (higher voltage will lead to heat)

· Difference btw TAE and TBE
TAE (Tris-acetate-EDTA)

(1) easier and cheaper

(2) higher resolution for larger DNAs

(3) lower buffering capacity, tends to become exhausted during successive electrophoresis

(4) Use when DNA is to be recovered, e.g. cut the band out for cloning (doesn’t interfere with some reactions that may be performed after harvesting DNA fragments)

TBE (Tris-borate-EDTA)

(1) higher resolution for smaller DNAs (< 300 bp) (TBE buffer’s interaction with agarose results in a smaller apparent pore size)

(2) higher buffering capacity

(3) lower conductivity (can be used for high voltage electrophoresis)

