Cloned

E. coli DNA Ligase

Code No. 2160A Shipping at — 20°C
Size:1,000 U Store at — 20°C
Conc.: 60U/ ul
Description :

E. coli DNA Ligase catalyze the formation of phosphodiester bonds
between 3'-OH termini and 5'-P termini, as does T4 DNA Ligase. Its
MW is 77,000 and its optimum reaction pH is 7.5 - 8.0 (Tris-HCl buffer).
It requires NAD as the cofactor. T4 DNA Ligase ligates both cohesive
and blunt ends, but £. coli DNA Ligase can ligate cohesive ends only. In
the presence of high concentrations of monovalent cations and PEG,
however, £. coli DNA Ligase also ligates blunt ends.3) T4 DNA Ligase
ligates 5'-P terminal DNA with 3'-OH terminal RNA, 5'-P terminal RNA
with 3'-OH terminal DNA, and RNA itself to a small degree. However,

E. coli DNA Ligase cannot ligate RNA with DNA nor RNA itself.4)

Storage Buffer:
10 mM potassium phosphate, pH 7.5
50mM  Kdl
1 mM DTT
1 mM EDTA

50% Glycerol

Source:
Escherichia coli UT481 carrying a plasmid encoding the ligase -2

Unit definition :
One unit is the amount of the enzyme that ligates more than 90% of 6 g

of A DNA-Hind Ill fragments in a 20 u| mixture in 30 minutes at 16°C.

Reaction mixture for unit definition :

30 mM Tris-HCl, pH 8.0
4mM MgCl,
10 mM (NH4)2504
1.2mM EDTA
100 uM  NAD
0.005% bovine serum albumin
6 1g/20 ul A DNA-Hind Il digest

Purity :

Nuclease activity is not detected in any of the following cases, as judged

from the intact gel electrophoresis pattern :

1. Afterincubation of 1 g of A DNA-Hind Ill fragments with 360 units
of this enzyme for 16 hours at 37°C .

2. After incubation of 1 g of supercoiled pBR322 DNA with 360 units of
this enzyme for 16 hours at 37°C

3. Afterincubation of 1 g of 16s and 23s rRNA with 360 units of this
enzyme for 1 hours at 37°C.

Applications :
cDNA cloning by the Okayama-Berg method.>) The amount of the
enzyme used in this method is about 50 units.

Note:

This enzyme is purified from an £. coli overproducing strain, and is has
very little contaminants. Although this means that its concentration is
high, there should be no problem caused by an excess amount of the
enzyme being used.

Application Example :

30 mM Tris-HCl, pH 8.0
4 mM MgCly
10 mM (NH4)2S04
1.2 mM EDTA
100 uM NAD
0.005% bovine serum albumin
1 ug DNA
60U £ coli DNA Ligase

Sterile purified water

/

incubate at 16°C for 1 hour- overnight

upto 20 ul
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