Klenow Fragment
(Large Fragment E. coli DNA Polymerase )

Code No.2140AK 200U

2U/ ul

Size:
Conc.:

Description:

Klenow fragment, which requires template DNA and primer for its
function, selectively catalyzes the transfer of dNTPs to the 3'-OH terminus
of the primer that is complementary to the template."

This enzyme is purified from E. coli cells in which the 3'-end two-thirds of
the £. coli DNA polymerase | gene (Klenow fragment) is cloned. Thus, it has
3'— 5'exonuclease activity but not 5' — 3'exonuclease activity of intact
DNA polymerase 1.2

Ethyleneglycolis contained instead of glycerol in the composition so that
good result, without distortion, can be obtained in the sequencing gel
electrophoresis.*( * Patentissued to Takara Bio)

Storage Buffer:
50mM  Potassium Phosphate (pH 6.5)
TmM  DTT
50%  Ethyleneglycol
Storage: -20°C
Source:

Escherichia coli carrying the plasmid which encodes the gene of Klenow
fragment

Unit definition:

One unitis the amount of the enzyme catalyzing the incorporation of 10 nmol
of total nucleotides into acid-insoluble products in 30 minutes at 37°C and
pH 7.4, with poly d(A-T) as the template-primer.

Reaction mixture for unit definition:

67mM  potassium phosphate (pH 7.4)
6.7mM  MgCl

01mM DTT

20 UM substrate DNA

33 uM  dATP

33uM  BHIATTP

Quality Control Data:
Please see the Certificate of Analysis (CoA) for each lot. You can download
the CoA on Takara Bio website.

Applications:

1. For dideoxy sequencing by the Sanger method.3)

2. Blunting of 5'-protruding termini.%)

3. Synthesis of double-stranded DNA during oligonucleotide-directed
mutagenesis.”)

4. Labeling with random primers.

Note:

The enzyme s highly stable, and is not inactivated by dilution, but it

may become inactive after being stirred strongly. It does not have nick
translation activity because it lacks 5' — 3'exonuclease activity. For the
same reason, itis suitable for the filling-in of gaps and for the repair of the
termini of double-stranded DNA.

This enzyme can incorporate ddNTPs without being inhibited by its own
substrate, which £. coli DNA polymerase | is. This enzyme is less inhibited
by the steric structure of the template DNA than is T4 DNA polymerase.
Because it has a very strong affinity for DNA, an excess may inhibit the
reaction because of aggregation of DNA and the enzyme. When blunting
5'-protruding termini, this enzyme may add extra one base after filling.6)
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