
PLATINUM  Taq DNA Polymerase

Cat. No. 10966-018 Size:  100 Units
Lot No.:            Conc.:  5 U/µµµµl
Exp. Date:           Store at -20°C in a

non-frost-free freezer.

LICENSED FOR PCR

Description:
PLATINUM Taq DNA Polymerase is recombinant Taq DNA polymerase
complexed with proprietary antibody that inhibits polymerase activity.  Due to
specific binding of the inhibitor, PLATINUM Taq DNA Polymerase is provided
in an inactive form.  This reagent provides an automatic “hot start” for Taq
DNA polymerase in PCR (1,2,3).  Hot starts are typically used in PCR to
increase sensitivity, specificity, and yield while allowing assembly of reactions
at ambient temperatures.  The extra time, effort, and contamination risks
associated with manual hot start procedures are addressed with the use of
PLATINUM Taq DNA Polymerase.  The activity of Taq DNA polymerase is
blocked at ambient temperatures but is regained after the denaturation step in
PCR cycling at 94°C.  By increasing the effectiveness of Taq DNA
polymerase through the use of this product, it is possible to reduce the
optimization and handling of reaction components and improve PCR results. 
PLATINUM Taq DNA Polymerase is supplied at the same 5 unit per µl
concentration as Taq DNA Polymerase (Cat. No. 10342-053).  The
inhibitor-bound enzyme is sufficient to eliminate or reduce nonspecific
amplification in PCR.  No modification to PCR reactions or protocols are
necessary.  PLATINUM Taq DNA Polymerase has no enzyme activity until heat
denaturation is performed.  This enzyme formulation can also be used in a larger
volume cocktail mix without difficulty.

Components:
PLATINUM Taq DNA Polymerase 10966-018
10X PCR Buffer, Minus Mg Y02028
50 mM Magnesium Chloride Y02016
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Storage Buffer:
20 mM Tris-HCl (pH 8.0), 40 mM NaCl, 2 mM Sodium Phosphate, 0.1 mM
EDTA, 1 mM DTT, stabilizers, 50% (v/v) glycerol

10X PCR Buffer:
200 mM Tris-HCl (pH 8.4), 500 mM KCl

Unit Definition:
One unit of PLATINUM Taq DNA Polymerase incorporates 10 nmol of
deoxyribonucleotide into acid-precipitable material in 30 min at 74°C.

Quality Control:
PLATINUM Taq DNA Polymerase is evaluated in a DNA polymerization
activity assay that measures the percent of Taq DNA polymerase inhibition
versus an uninhibited control.  PLATINUM Taq DNA Polymerase is functionally
tested for amplification.  The product is tested for the absence of double- and
single-stranded endonuclease activity as well as the absence of 5'- and 3'-
exonuclease activity.

PCR Precautions:
Since PCR is a powerful technique capable of amplifying trace amounts of
DNA, all appropriate precautions should be taken to avoid cross-contamination. 
Ideally, amplification reactions should be assembled in a DNA-free
environment.  Use of aerosol-resistant barrier tips is recommended.  Take care to
avoid contamination with the primers or template DNA used in individual
reactions.  PCR products should be analyzed in an area separate from the
reaction assembly area.

Protocol:
The following general procedure is suggested as a guideline and as a starting
point when using PLATINUM Taq DNA Polymerase in any PCR amplification. 
Optimal reaction conditions (incubation times and temperatures, concentration
of PLATINUM Taq DNA Polymerase, primers, MgCl2, and template DNA)
vary and need to be optimized.  Reaction size may be altered to suit user
preferences.
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1. Add the following components to a sterile 0.5-ml microcentrifuge tube:

Components                                      Volume       Final Concentration
10X PCR Buffer, Minus Mg 5 µl 1X
10 mM dNTP mixture 1 µl 0.2 mM each
50 mM MgCl2 1.5 µl 1.5 mM
Primer mix (10 µM each) 1 µl 0.2 µM each
Template DNA ≥1 µl (as required)
PLATINUM Taq DNA Polymerase 0.5 µl 2.5 units (or as required)
Autoclaved, distilled water to 50 µl Not applicable

If desired, a master mix can be prepared for multiple reactions, to
minimize reagent loss and to enable accurate pipetting.

2. Mix contents of the tubes and overlay with 50 µl of mineral or silicone
oil, if necessary.

3. Cap the tubes and centrifuge briefly to collect the contents.

4. Incubate tubes in a thermal cycler at 94°C for 30 s to 2 min to completely
denature the template and activate the enzyme.

5. Perform 25-35 cycles of PCR amplification as follows:

Denature 94°C for 30 s
Anneal 55°C for 30 s
Extend 72°C for 1 min per kb

6. Maintain the reaction at 4°C after cycling.  The samples can be stored at
-20°C until use.

7. Analyze the amplification products by agarose gel electrophoresis and
visualize by ethidium bromide staining.  Use appropriate molecular
weight standards.
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PLATINUM  is a registered trademark of Life Technologies, Inc.

Limited Label License No. 2:
A license under US Patents 4,683,202, 4,683,195, and 4,965,188 or their foreign
counterparts, owned by Hoffmann-La Roche Inc. and F. Hoffmann-La Roche Ltd.
(Roche), 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 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.  These rights under the up-front fee component
may be purchased from Perkin-Elmer or obtained by purchasing an Authorized Thermal
Cycler.  No right to perform or offer commercial services of any kind using PCR,
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 may be obtained by
contacting the Director of Licensing at The Perkin-Elmer Corporation, 850 Lincoln
Centre Drive, Foster City, California 94404 or at Roche Molecular Systems, Inc., 1145
Atlantic Avenue, Alameda, California 94501.

Limited Label License No. 14:
Licensed to Life Technologies, a Division of Invitrogen Corporation, under U.S.
Patent 5,338,671, 5,587,287, and foreign equivalents for use in research only.

This product is sold under licensing arrangements with F. Hoffman-La Roche Molecular
Systems, Inc., and the Perkin Elmer Corporation.
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