Recombinant DNase
(RNase-free)

Code No.2270A Size: 1,000U
Conc.: 5U/ul
Supplied Reagents:
10X DNase | Buffer Tml
Description:

Recombinant DNase | (RNase-free) is an endodeoxyribonuclease that
catalyzes to the same extent the degradation of both single-and
double-stranded DNA randomly, and produces 5'-P terminal oligonucleotides.
As protease activity and ribonuclease activity have been eliminated, this
enzyme s stable around its optimum neutral pH range. So, this enzyme is
suitable for RNA preparation at neutral pH.

Storage Buffer:
20mM Tris-HCl, pH 7.5 (at4 °C)
50mM NaCl
0.1mM CaClp
50 % Glycerol
Storage: -20°C
Source: Recombinant enzyme derived from non-animal host.

Unit definition:

One unitis the amount of the enzyme that increases the absorbance at
260 nm by 0.001 per minute at 25°C, pH 5.0, with calf thymus DNA as the
substrate (Kunitz unit).”

Reaction mixture for unit definition :

100 mM Sodium acetate, pH 5.0 (at 25 °C)
5mM  MgSO4
40 pg/ml calf thymus DNA

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 digestion of template DNA without buffer exchange, after in vitro
transcription with T7 or SP6 RNA Polymerase.”)

2. For nick translation togather with DNA Polymerase | (Cat.#2130).2

3. Making a DNA library for shotgun sequencing in the presence of Mn2+,3)

4. For foot-printing analysis of the interaction between DNA and
protein.?

5. For digestion of genomic DNA before RT-PCR.

Note:

As protease activity has been eliminated, this enzyme is stable around its
optimum neutral pH range. The enzyme requires a divalent metal ion for its
activity. It randomly produces nicks in double-stranded DNA in the presence
of Mg?*, but in the presence of MnZ*, both strands of double stranded DNA
are cleaved into fragments. The enzyme loses its activity reversibly with
EDTA, and irreversibly by heat treatment at 75°C for 10 min.

Composition of Supplied Reagents ( Store at-20°C):
10X DNase | Buffer

400 mM Tris-HCl, pH 7.5
80 mM MgCl
50 mM DTT

Application example :
Digestion of genomic DNA in a sample for RT-PCR
1. Prepare the following reaction mixture.

total RNA 20-50 ug
10X DNase | Buffer 5 ul
Recombinant DNase | (RNase-free) 2 ul(10V)
Ribonuclease Inhibitor 20U
DEPC-treated water upto50 ul

2. Incubate for20-30minat 37°C.
3. Perform one of the following procedures to inactivate DNase |.
A. Heattreatment
(1) Add 2.5 ulof0.5MEDTA, and incubate at 80°C for 2 min.
(2) Increase reaction volume to 100 u | with DEPC treated water.
B. Phenol/Chloroform extraction
(1) Mix50 ulof DEPC treated water and 100 | of phenol/
chloroform/isoamyl alcohol (25:24: 1) together.
(2) Centrifuge at 12,000 rpm for 5 min at room temperature, then
transfer the upper layer to a new tube.
(3) Add equal amount of chloroform/isoamyl alcohol (24: 1) and
mix.
(4) Centrifuge at12,000 rpm for 5 min at room temperature, then
transfer upper layer to new tube.

4. Add 10 ulof 3 M sodium acetate and 250 u | of chilled ethanol, and
then mix. Keep it for 20 min at-80°C.

5. Centrifuge at 12,000 rpm for 10 min at 4 °C. Remove the supernatant.

6. Wash the precipitate with chilled 70 % ethanol. Centrifuge at 12,000 rpm
for 5min at4 °C and remove the supernatant.

7. Dry the precipitate.

8. Dissolve the precipitate in a suitable amount of DEPC-treated water.
Confirm the genomic DNA is removed completely by electrophoresis
and measure the RNA concentration. When the genomic DNA is
not removed completely, increase the amount of enzyme or extend
reaction time.
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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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