Klenow Fragment

(Large Fragment E. coli DNA Polymerase )

Code No.2140A 200U

5U/ul

Size:
Conc.:

Supplied Reagent:

10X Klenow Fragment Buffer Tml

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 £. 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

Storage Buffer:
50mM Potassium Phosphate (pH 6.5)
TmM DTT

50% Glycerol
Storage: -20°C
Source/ Unit Definition/ Quality Control Data:
Please see the Certificate of Analysis (CoA) for each lot. You can download
the CoA on Takara Bio website.

Reaction mixture for unit definition:

67 mM potassium phosphate (pH 7.4)
6.7 mM MgCl,
0.1mM DTT
20 uM substrate DNA
33 uM dATP
33uM  [BHIdTTP
Applications:

1. For dideoxy sequencing by the Sanger method.?

2. Blunting of 5'-protruding termini.%

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

4. Labeling with random primers.

Composition of Supplied Reagents (Store at — 20°C ):
10X Klenow Fragment Buffer

100 mM Tris-HCl (pH 7.5)
70mM MgCl
TmM DTT

* This bufferis available for general applications, eg. labeling, or
blunting of termini. The composition is different from that of the
reaction mixture for unit definition.

Application Example:
Random Primer Labeling Prepare the mixture by combining the followings:

- Template DNA 25ng
- Random primer (6 - 9 mer) (1 nmol/ ul) 2 ul
- Sterile purified water upto 14 ul
—— Heatat 95°C for 3 min
—— Rapid cooling for 5 min
l<— Add 10X Klenow Fragment Buffer 2.5 ul
[<— Add dNTP mixture 2.5 ul
(0.2 mM dATP, dGTP, dTTP)
l<— Add 111 TBg/mmol [a-32P] dCTP 5 ul
(3,000 Ci/mmol) (1.85 MBq, 50 u Ci)
l<<— Add Klenow Fragment (2 U/ ul) 1 ul
Total 25 ul
—— Incubate at 37°C for3 hr
—— Incubate at 65°C for 5 min

Take some portion of the reactant to use as probes for hybridization. (When
necessary, remove unused labeled dCTP through gel filtration or ethanol
precipitation.)

Note:

The enzymeiis 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, it is 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.?
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Note

This product is for research use only. It is not intended for use in
therapeutic or diagnostic procedures for humans or animals. Also, do
not use this product as food, cosmetic, or household item, etc.
Takara products may not be resold or transferred, modified for resale
or transfer, or used to manufacture commercial products without
written approval from Takara Bio Inc.

If you require licenses for other use, please contact us by phone at
+81 77 565 6973 or from our website at www.takara-bio.com.

Your use of this product is also subject to compliance with any
applicable licensing requirements described on the product web
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