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Terminal Deoxynucleotidyl
Transferase

Code No.2230A Shipping at —20°C
Size: 300 units Store at —20°C
Supplied: 5 X TdT Buffer 1ml
Reagents: 0.1% BSA 1ml
Lot No.

Concentration: units/ u|
Volume: ul
Expiry Date:

Description :

Terminal deoxynucleotidyl transferase (TdT) does not need a template
for its reaction, and catalyzes the incorporation of deoxynucleotides
into the 3'-OH termini of single- or double-stranded DNA." It requires an
oligodeoxynucleotide of at least three bases as primer.

Storage Buffer:
60 mM Potassium Phosphate, pH7.2
150 mM KCl
TmM  DTT

50% Glycerol

Source:
E. coli carrying the plasmed which encodes the gene of terminal deoxy-
nucleotidyl transferase

Properties :

+ Molecular weight: 60,000

+ Optimum pH: 7.2

- Cofactor: This product reguires divalent ion of Mg+, Mn2*+ or Co?™*.
« Substrate specificity

Nucleotide analogs (5-methyl-dCTP, 6-O-methyl-dGTP etc.) can be used
as a substrate.

Dideoxythymidine triphosphate and cordycepin triphosphate become
terminator.

Unit definition :

One unit is the amount of the enzyme that incorporates 1 nmol of [3H]
dATP into acid-insoluble product in 1 hour at 37°C at pH7.2, with calf
thymus DNA that is treated with DNase and heat-denatured (activated
calf thymus DNA) as initiator.

Reaction mixture for unit definition:

100 mM Sodium cacodylate, pH7.2
8 mM MgCla
0.1 mM DTT
0.024% bovine serum albumin
160 pg/ml activated calf thymus DNA
05mM  [3H] dATP

Purity :

Nuclease activity is not detected in either of the following cases, as

judged from the agarose gel electrophoresis pattern:

1. After incubation of 1 g of A DNA-Hind Ill fragments with 15 units of
this enzyme for 16 hours at 37°C.

2. After incubation of 1 u g of supercoiled pBR322 DNA with 15 units of
this enzyme for 16 hours at 37°C.

3. After incubation of 1 g of 16s, 23s-rRNA with 15 units of this enzyme
for 5 hours at 37°C.

Applications:

- Tailing reactions to add complementary homopolgymer tails to vectors
and cDNA, such as in the Okayama-Berg method.

- Labelling the 3"-ends of DNA fragments using dNTP or ddNTP.

Composition of Supplied Reagents (Store at —20°C):
1. 5X TdT Buffer

500 mM HEPES, pH7.2
40 mM MgCl
0.5mM DTT
2.0.1% BSA

The supplied buffer has the different composition from that used for
unit difintion. The supplied buffer has the general composition to be
applicable to addition of deoxynucleotide to 3'-OH termin of DNA.

Application example:
Homopolymeric tailing with dGTP
1. Prepare the following reaction mixture.

DNA 4 -5 pmol (3'-termini)
5X TdT Buffer 10 ul
0.1% BSA 5 ul
dGTP 0.05-0.5 mM (final)
TdT 10-15U
Sterilized distilled water

Total 50 ul

2. Incubate the mixture at 37°Cfor 30 min

3. Add 5 ulof 5MNaCland 1 ulof 0.5 M EDTA (pH8.0).

4. Extract DNA with 50 1 of phenol/chloroform/isoamylalcohol (25: 24: 1)
and precipitate DNA with chilled ethanol.

Note:

The reaction is affected by the kinds of bases added (dATP, dTTP, dCTP,
dGTP), the kinds of divalent cations in the buffer (Mn2+, Co2™, Mgz+),

and the terminal structure of DNA (3"-protruding -OH end, blunt end, 3'
-recessed -OH end).? Thus, it is necessary to find the optimum conditions
for each reaction.

The optimal molar ratio of dNTPs and DNA when there are 15-40 nucleo-
tides is 20: 1 with 3'-protruding -OH ends, and 100: 1 with 3-recessed
-OH ends.
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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 77 543 7247 or from our website at www.takara-bio.com.
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