Exonuclease lll

Size:
Conc.:

CodeNo.2170A 5,000U

200U/ l

Supplied Reagents:

10X Exonuclease Ill Buffer Tml

Description:

E. coli Exonuclease lllis a 3' — 5' exonuclease specific for double-stranded
DNA. This enzyme has a strict specificity for double-stranded structures.
So, itis possible to delete from blunt end, 3'-recessed end and nicking
site, and itisimpossible to delete from 3'-protruding end (Refer to Note).
So by the double digestion with two restriction enzymes which generate
different terminus respectively, the degradation from a single direction
is possible. The final product is single-stranded complementary DNA
and 5'-P mononucleotide. As the base dependence of this enzyme is low
and the reaction rarely stops at GCrich site, this enzyme is suitable for
construction of DNA deletion.

Storage Buffer:

25mM Tris-HCl, pH 8.0

50mM K

05mM  DTT

50% Glycerol

Storage: -20°C
Source: Escherichia coli BE257/pSGR3
Unitdefinition:

One unitis the amount of enzyme that produces 1 nmol of acid-soluble
DNA fragmentsin 30 minutes at 37°C and pH 8.0, with restriction-digested
calfthymus DNA as the substrate.

Reaction mixture for unit definition:

50mM Tris-HCl, pH 8.0
5mM MgCly
1TmM DTT
300 uM substrate 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. Producing partly single-stranded DNA to be used as substrate for DNA
polymerase. The resulting DNA can be studied by dideoxy sequencing.34

2. Deletion of DNA fragments with a single-stranded DNA specific
endonuclease such as S1 or Mung Bean Nuclease.3 This enzyme has
a strict specificity for double-stranded structures, so it is possible to
delete from one end (for examle, EcoR | site) of a double-digested DNA
fragment (for example, EcoR |-Pst | fragment).‘”

3. Analysis of the interaction between DNA and protein.5)

Note:

1. When stored for more than six months, it should be kept frozen at - 80°C.

2. This enzyme may digest 3' -protruding termini depending on the end
type of termini or sequence.

One base protruding type (Eam11051, etc.)

Two base protruding type (Pvu |, Sacll, etc.)

Three base protruding type (571 |, etc.)

Four base protruding type
(The cutting termini of Apa | was confirmed to be digested with this
enzyme. The termini cut by Ban Il or BstX | may be digested depending
onasequence.)

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

500 mM Tris-HCl, pH 8.0
50mM MgCl
10mM DTT

* The supplied buffer gives the same composition as that used for the
unit definition. The supplied buffer has the general composition to be
applicable to the experiments: eg. construction of deletion mutant of
plasmid DNA.

Application example:

5'-protruding end or bluntend DNA 5-10 pg(1-2pmol)

10X Exonuclease Il Buffer 10 ul
Exonuclease lll 180U
Sterile purified water upto 100 ul

Incubate at 37°C for 1-10min
Inactivate the enzyme by heating at 65°C for 5 min

Use the reactant to the next reaction
(Under the above condition, approximately 300 bases will be removed
every minutes)
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This product is for research use only. It is not intended for use in
therapeutic or diagnostic procedures for humans or animals. Also, do
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or transfer, or used to manufacture commercial products without
written approval from Takara Bio Inc.
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applicable licensing requirements described on the product web
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