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cracked by superrw.A simple and reliable mechanism of
nuclease action. The nuclease used for the removal of
nonspecific phosphate groups from polynucleotides could
be a single enzyme from Escherichia coli extract or a
number of enzymes present in the extract, which has been
purified to homogeneity. The activity of the latter is
stabilized by reducing the concentration of EDTA to 1 mM
and by addition of Mn2+. Activity of the nuclease is linear
with time up to 20 min and with the total concentration of
DNA up to 20 micrograms/ml. At equilibrium, the enzyme
splits 10(-10) mol of phosphate from a pyrimidine duplex
per nanogram of protein. The mechanism of the hydrolysis
of a thymidine dimer on the 5' side in 1 mM MnCI2 is
proposed to proceed via the formation of a 3'-OH terminus
at the dimer site followed by attack of the 5' end of the
chain. At 2 mM MnCI2, the nuclease splits the dimer at the
site of the phosphorus atom;
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