AB-0792

Thermo Scientific 2X Extensor Long Range

PCR Master Mix

Description:

Kit Contents:

The Extensor Long Range PCR Master Mix for long and accurate PCR is a
ready-to-use enzyme mix, which reduces the risk of contamination and
pipetting errors. The enzyme mix can amplify DNA fragments with double
the yields of Pfu and at least six times higher fidelity than standard Taq
DNA polymerase. The Extensor PCR Enzyme Blend, dNTPs, Extensor
Reaction Buffer (1 or 2) and MgCl, are all present in the mix. Furthermore,
each mix is available in a ReddyMix™ format, for direct loading onto
electrophoresis gels.

. Pack Size
Cat. No. Vial A B
AB-0792 | Extensor PCR Master Mix w/ Buffer 1 1ml 5x1ml
AB-0793 Extensor PCR Master Mix w/ Buffer 2 1ml 5x1ml
AB-0794 ReddyMix Extensor PCR Master Mix w/ Buffer 1 1ml 5x1ml
AB-0795 ReddyMix Extensor PCR Master Mix w/ Buffer 2 1ml 5x1ml
Each vial contains 1.0ml of a 2X working concentration of Extensor Long
Range PCR Master Mix, which is sufficient for 80 x 25ul reactions. The
mix, with the addition of the template and primers in a final reaction
volume of 25ul, contains the following:
Cat. No. Buffer | dNTPs(uM) | MgCl, (mM) gg};:nggg ReddyMix™
AB-0792 1 350 each 2.25 1.25U No
AB-0793 2 500 each 2.25 1.25U No
AB-0794 1 350 each 2.25 1.25U Yes
AB-0795 2 500 each 2.25 1.25U Yes

* Buffer 1 is used for amplifications up to 12kb.
* Buffer 2 is used for amplifications longer than 12kb or problematic amplifications of any
length.
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INFORMATION

Storage Conditions
Store at -20°C until ready for use. Extensor Long Range PCR Master Mix is stable for a minimum of 12
months. Avoid repeated freeze thawing. Shipped on ice within the UK and on dry ice internationally
and within the US.

DNA Template
For the amplification of large DNA fragments, the quality of the template DNA is very important, as are
the denaturation conditions. Keep template DNA denaturation steps as short as possible. Use Extensor
Buffer 2 for DNA templates > 12kb and when difficulties are expected or encountered. 125ng human
genomic DNA is generally sufficient to provide good PCR results. When using simple templates (such
as A DNA), 1-10ng template DNA should prove sufficient; the number of cycles may be reduced by 5
and Extensor Buffer 1 can be used.

Tips before use
- Itis recommended that the Extensor Master Mix and added components are kept on ice.
The Extensor Long Range PCR Master Mix offers very robust amplification up to 15kb of human
genomic DNA. Between 15kb and 20kb, more optimization may be required.
Touchdown PCR may increase PCR product specificity.
Primers can be used at 400nM for very long extensions.



PROTOCOL

Example of reaction mix preparation.

The volume of each component is for a 25 pl final reaction.

Reaction
Mix:

Mix gently and spin down the master mix prior to use.
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Volume Final Conc. 1X
Extensor PCR Master Mix 125pu | 1X
Primer forward (10uM each) 0.5 pul* | 200nM *
Primer reverse (10uM each) 0.5ul* | 200nM *
_Water (PCRGrade) .| Variable | ...
DNA Template 0.5-10 pl | 100 - 250 ng
Total volume 25 pl

*Scale up or down the volume and concentration as appropriate

Example of a long PCR thermal cycling program:

Tip:

Temp. Time Number of

cycles
Initial denaturation 92-94°C! 2 min 1 cycle
Denaturation 92-94°C 10 sec
Annealing 50-68°C? 30 sec 10 cycles
Extension 68°C® x min*
Denaturation 94°C 10 sec
Annealing 50-68°C? 30 sec %E;gg/gyg::)s
Extension 68°C® x min® Y
Final extension | 68°C | 7 min [ 1cycle

1 When amplifying over 15kb, use a denaturation temperature of 92°C.

2. Annealing temperature dependent on primers.
3 - Always use an extension temperature of 68°C, if possible. Often good results are obtained
using a single annealing/extension step at 68°C.
4 - Extension times depend on the length of sequence to be amplified (see table below).

Amplicon size (kb)

3

6

10

20

30 40

Extension time (min.)

2

4

8

15

20 30

The gel precipitant in ReddyMix™ Master Mix causes a slight increase in the
thermal mass of the reaction mix. In a small number of cases this may necessitate
some minor re-optimization of the thermal cycler program. If this is the case we
suggest decreasing the temperature of the annealing step by 1-2°C.
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Troubleshooting
For technical information or troubleshooting contact Thermo Scientific Genomics Tech Support:
United States Rest of World
Email abgeneus.techservice@thermofisher.com abgene.techsupport@thermofisher.com
Phone +1 (800) 235-9880 +44 (0)1372 840410

Use of this product is covered by US Patent No. 6,127,155. The purchase of this product includes a limited, non-transferable immunity from suit under the foregoing
patent claims for using only this amount of product for the purchaser’s own internal research. No right under any other patent claim, no right to perform any patented
method and no right to perform commercial services of any kind, including without limitation reporting the results of purchaser's activities for a fee or other
commercial consideration, is conveyed expressly, by implication, or by estoppel. This product is for research use only. Diagnostic uses under Roche patents require a
separate license from Roche. Further information on purchasing licenses may be obtained by contacting the Director of Licensing, Applied Biosystems, 850 Lincoln
Centre Drive, Foster City, California

This product is licensed under US Patent 5,436,149 owned by TaKaRa Shuzo Co. Ltd.
Revised April, 2011. All trademarks are the property of Thermo Fisher Scientific Inc. and its subsidiaries.
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