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During 1% agarose gel electrophoresis with Tris-
acetate (pH7.5) as the running buffer,
bromophenol blue migrates together with the

1,000
550 500 bp band.

650 The 1650bp band is generated from pUC. The
bands smaller than 1000bp are derived from
lambda DNA.
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1 Kb Plus DNA Ladder

0.7 pg/lane

0.9% agarose gel

stained with ethidium bromide
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Labeling Protocols:
T4 DNA Polymerase Labeling Protocol
Exonuclease Reaction (Degradation of DNA from both 3-ends)

1

a.

b.

C.

To a 1.5-ml microcentrifuge tute on ice, add the following:

5X T4 DNA polymerase reaction buffer [165 mM Tris acetate
(pH 7.9), 330 mM sodium ac=tate, 50 mM magnesium acetate,
2 SimIVIEDEIES00iire/mEBSAY e e 4 ul
1 Kb Plus DNA Ladder
T4 DNA polymerase ..
Autoclaved water......................... ....to 20 pl
Make sure all components are at the bottom of the tube. Mix
thoroughly but not vigoroudy. Centrifuge briefly.

Incubate 2 min at 37°C. (about 25 nucleotides/min are removed).
Cool reaction vial on ice.

Resynthesis Reaction (Filkin)
This reaction will resynthesize the degraded DNA strands.

a.

Place into the reaction vial which is sitting in ice after the
exonuclease reaction:

Autoclavediwater e e ..8ul
5X T4 DNA polymerase reacticn buffer... . 6ul
dETRI@ImM). = o . 5pl
dGTP (2 mM)... ol
dEIP@mM)E e e e o 5o ol
[a-**P]dATP (3000 Ci/mmol; 10 mCi/ml) ..........coovvverrrereeececnes 1l

Mix thomu%% Centrifuge briefly. Incubate 2 min at 37C, then
add 5 pl of dATP.

Incubate 2 min at 37°C. Stop reaction by adding 2.5ul of
0.5M EDTA. Centrifuge for 10 s.
The cpm incorporated is determined by adding 1 pl of reaction to
24 pl of 250 mM NaCl, 25mM EDTA. Spot 5 pl of dilution on
a glass fiber filter. Place filter in 10% (w/v) TCA + 1% (w/v)
pyrophosphate. Wash filter 3 times with 5% (w/v) TCA and then
2 times with ethanol. The filter is dried and then counted using
an appropriate scintillant.
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