DNA Topoisomerase |

Code No.2240A Size: 100U
Conc.: 20U/ ul
Supplied Reagents:
10X DNA Topoisomerase | Buffer 1 ml
0.1% BSA 1Tml
Description :

This enzyme has the following four activities3) :

(1) ltrelaxes the supercoil of supercoiled circular molecules.

(2) It produces knots in single-stranded, circular DNA (knotting), and
unwinds knots as well (unknotting).

(3) Itforms a double-stranded, closed circular DNA from two single-stranded
circular DNAs that are complementary to each other.

(4) Itjoins two molecules when a nick exists in one of two double-stranded
circular DNAs (catenation), and separates them as well (decatenation).

The enzyme is obtained from calf thymus, and is active without Mg2*,

unlike enzymes from procaryotes. Procaryotic DNA topoisomerase | acts

only on negatively supercoiled molecules in reaction 1, but this enzyme

can relax both positively and negatively supercoiled molecules.

Storage Buffer :
20mM Potassium Phosphate (pH 7.2)
50mM  Kdl
0.05mM EDTA
TmM  DTT
0.02 % BSA
50 % Glycerol
Storage: -20°C
Source:  Calfthymus'-2

Unit definition :

One unitis the amount of the enzyme that completely relaxes 0.5 g of
supercoiled pBR322 DNAin 50 u 1 of the reaction mixture for 30 minutes at

37°C.
Reaction mixture for unit definition :
35mM Tris-HCl, pH 8.0
72 mM KCl
5mM MgCl
5mM DTT
5mM spermidine
0.01% bovine serum albumin
0.5 ug/50 ul supercoiled pBR322 DNA

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

Note :

When supercoiled molecules such as pBR322 DNA or ¢ X174 DNARF | are
treated with DNA Topoisomerase and are analyzed with electrophoresis
on an agarose gel that contains EtBr, no change in the position of the
bands occurs with the enzyme treatment. This is because DNA, which is
converted to the relaxed form by DNA Topoisomerase |, resumes its
supercoiled configuration when treated with EtBr. Thus, when the activity
of DNA Topoisomerase | is to be measured, we recommend that
electrophoresis be done with an agarose gel that does not contain EtBr,
and then staining with EtBr be done afterwards.

Composition of Supplied Reagents (Storeat-20°C ) :
1. 10X DNA Topoismerase | Buffer

350 mM Tris-HCl (pH 8.0)
720 mM KCl
50 mM MgCl,
50 mM DTT
50 mM spermidine
2. 0.1%BSA

The supplied buffer has the general composition to be applicable to
the reactions to relax the supercoil of supercolied circular molecules.
The supplied buffer gives the same composition as that of used for unit
definition. White precipitate may be generated when adding 0.1% BSA
directly to the supplied buffer. Prepare the reaction mixture (final conc.
0.01% BSA) by adding the reagents in the order given below.

Sterile purified water — Supplied buffer — 0.1% BSA — Substrate DNA

Application example :

pBR322 DNA RFI 0.5 ug
DNA Topoisomerase | 1U
10X DNA Topoisomerase | Buffer 2 ul
0.1% BSA 2 ul
Sterile purified water upto 20 ul

37 °C for 30 min
The supercoiled pBR322 DNA becomes relaxed.
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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
page. It is your responsibility to review, understand and adhere to
any restrictions imposed by such statements.

All trademarks are the property of their respective owners. Certain
trademarks may not be registered in all jurisdictions.
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