2XPCR Solution
Premix Ex Tag™ Hot Start Version

Code No. RRO30A
Size: 500 pl X 5

(for 100 PCR reactions)

Storage: Repeated freeze-thaw cycles may decrease
the enzyme activity. Once it thawed, dispense into PCR
tubes and store at -20°C. (ex. For 50 pl PCR reaction,
dispense by 25 ul each tube.)

Shipping at-20 'C
Stored at-20 °C

Lot No.

Expiry Date :

Description:

This productis an optimized mixture composed of enzyme (TaKaRa Ex Taq™
HS), reaction buffer and dNTP mixture as 2-fold concentrations.

TaKaRa Ex Tag™ HS is designed to be suitable for Hot Start PCR. Itis derived
from TaKaRa Ex Taq™ and neutralizing monoclonal antibody to Tag DNA
polymerase. Non-specific amplification due to mispriming and/or formation
of primer dimer before thermal cycling can be prevented, since the antibody
inhibits the polymerase activity by binding to the Taqg DNA polymerase until
the temperature elevates. This enzyme can be used in general PCR
conditions, since monoclonal antibody is denatured in the initial DNA-
denaturation step.

Content:
TaKaRa Ex Tag™ HS *: 1.25 units/ 25 pl
dNTP Mixture :2X conc.; ea. 0.4 mM
Ex Taq™ buffer : 2X conc.; including 4 mM Mg?*

*Specification of TaKaRa Ex Taqg™HS (TaKaRa Cat.#RR006)
Unit definition:  One unit is the amount of the enzyme that will incorpo-
rate10 nmol of dNTP into acid-insoluble products in 30 minutes at 74°C
with activated salmon sperm DNA as the template-primer.

Reaction mixture for unit definition:
25mM  TAPS (pH 9.3 at 25°C)
50mM KCI
2mM  MgClz
1mM 2-mercaptoethanol
200 uM  each dATP,dGTP,dTTP
100 uM  [a-*2P]-dCTP
0.25 mg/ml  activated salmon sperm DNA

Purity: Nicking activity, endonuclease and exonuclease activity were
not detected after the incubation of 0.6 g of supercoiled pPBR322 DNA,
0.6 pg of ADNA or 0.6 g of A-Hind 111 digest with 10 units of this enzyme
for 1 hour at 74°C.

Test for antibody: Inhibition of Ex Tagq activity by the antibody is
confirmed to be more than 90% after the reaction at 55°C for 10 min.

Applications:
For DNA amplification by Polymerase Chain Reaction (PCR).

PCR product: As most PCR products amplified with TaKaRa Ex Tag™
HS have one A added at 3'-termini, the obtained PCR product can be
directly used for cloning into T-vector. Also it is possible to clone the
product in blunt-end vectors after blunting and phosphorylation of the
end.

PCR test : Good performance of DNA amplification by PCR was

confirmed by using ADNA as the template (amplified fragment : 20 kbp).
Good performance of DNA amplification of a single copy gene by PCR was
also confirmed by using human genome DNA (amplified fragment : 2.9 kbp).

General reaction mixture for PCR (total 50 )
Premix Ex Tag™ Hot Start Version* 25 pl
Template <1pg
Primer 1 0.2 ~ 1.0 uM (final conc.)
Primer 2 0.2 ~ 1.0 uM (final conc.)
Sterilized distilled water up to 50 pl

* Please mix gently to be uniform and then use.
PCR conditions
This enzyme can be used in general PCR conditions, since the monoclonal
antibody is denatured in the initial DNA-denaturation step. No need for a
special step to denature the antibody to Tag polymerase.

(Example) Amplification of 1 kbp DNA fragment

98°C 10 sec. 98°C 10 sec.
55°C 30 sec. ] 30 cycles or 68°C 1 min. :|30 cycles
72°C 1min.

Note:

Denaturation condition varies depending on an used thermal cycler and tube.
Itis recommended for 20 - 30 sec. at 94°C, or 5 - 10 sec. at 98°C.

Note

For research use only. Not for use in diagnostic or therapeutic
procedures.

U.S. Patent 5,436,149 for LA Technology is owned by TAKARA BIO INC

NOTICE TO PURCHASER: LIMITED LICENSE

Alicense under the foreign counterparts of U.S. Patents Nos. 4,683,202, 4,683,195 and 4,965,188 owned
by F.Hoffmann-La Roche Ltd. and U.S. Patent No. 5,075,216 and its foreign counterpart, owned by Roche
Molecular Systems, Inc. and F.Hoffmann-La Roche Ltd. for use in research and development, has an up-
front fee component and a running-royalty component. The purchase price of this product includes limited,
nontransferable rights under the running-royalty component to use only this amount of the product to practice
the polymerase chain reaction (PCR) and related processes described in said patents where such processes
are covered by patents solely for the research and development activities of the purchaser when this product
is used in conjunction with a thermal cycler whose use is covered by the up-front fee component. Rights to
the up-front fee component must be obtained by the end user in order to have a complete license to use
this product in the PCR process where the process is covered by patents. These rights under the up-front
fee component may be purchased from Applied Biosystems or obtained by purchasing an authorized thermal
cycler. Noright to perform or offer commercial services of any kind using PCR, where the process is covered
by patents, including without limitation reporting the results of purchaser's activities for a fee or other
commercial consideration, is hereby granted by implication or estoppel. Further information on purchasing
licenses to practice the PCR process where the process is covered by patents may be obtained by contacting
the Director of Licensing, Applied Biosystems, 850 Lincoln Centre Drive, Foster City, California 94404 or
the Licensing Department, Roche Molecular Systems, Inc., 1145 Atlantic Avenue, Alameda, California
94501.
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