High Fidelity PCR EcoDry™ Premix Protocol-At-A-Glance (PT5152-2)

List of Components
Always store any unused product at 20-22°C, either (1) back in the original foil pouch, re-sealed with desiccant;
or (2) in a desiccator.

o High Fidelity PCR EcoDry Premix 8-tube strips

NOTE: Each tube contains lyophilized master mix with the following components:

o Advantage® 2 DNA Polymerase Mix (includes a hot start antibody and a proofreading enzyme)

e MgCl, (2 mM final conc.)

e dNTP Mix

e Reaction Buffer

e Cryoprotectant

e Stabilizers

e Optically Clear Cap Strips (8 caps/strip)

Il. Protocol
1. Assemble a Primer/Template Mix
Each tube of High Fidelity PCR EcoDry Premix requires the addition of PCR-grade water, primers,
and/or template in a total volume of 25 pl. Assemble a mix containing water, primers and/or template
with volume sufficient for the number of PCR reactions you plan to perform, plus an additional reaction
to compensate for pipetting errors.
2. Reconstitute the Premix
a. Pipette 25 pl of the primer/template mix into each tube.
b. Pipette up and down several times to dissolve each pellet, then cap the tubes.
c. Briefly spin the tubes in a microcentrifuge, and begin thermal cycling using the guidelines
provided below.
3. Recommended Cycling Parameters
Use the following guidelines when setting up your initial experiments. These are general guidelines—the
optimal parameters may vary.

Target Size | Cycling Parameters Target Size | Cycling Parameters
<1lkb e 95°C for 1 min 6-9 kb e 95°C for 1 min
o 25-35cycles: e 25-35cycles:
95°C for 30 sec 95°C for 30 sec
68°C for 1 min 68°C for 6 min
e 68°C for 1 min e 68°C for 6 min
1-5kb e 95°C for 1 min 10-20 kb e 95°C for 1 min
e 25-35cycles: o 25-35cycles:
95°C for 30 sec 95°C for 30 sec
68°C for 3 min 68°C for 12 min
e 68°C for 3 min e 68°C for 12 min

Notice to Purchaser

Clontech® products are to be used for research purposes only. They may not be used for any other purpose, including, but not limited to, use in drugs, in vitro
diagnostic purposes, therapeutics, or in humans. Clontech products may not be transferred to third parties, resold, modified for resale, or used to manufacture
commercial products or to provide a service to third parties without prior written approval of Clontech Laboratories, Inc.

Your use of this product is also subject to compliance with any applicable licensing requirements described on the product’s web page at http://www.clontech.com. It is
your responsibility to review, understand and adhere to any restrictions imposed by such statements.

Clontech, the Clontech logo, Advantage, and EcoDry are trademarks of Clontech Laboratories, Inc. All other marks are the property of their respective owners. Certain
trademarks may not be registered in all jurisdictions. Clontech is a Takara Bio Company. ©2013 Clontech Laboratories, Inc.
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