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sPfu DNA Polymerase

User’s Instruction

Description

sPfu (super Pfu) DNA polymerase catalyzes the polymerization of nucleotides into
duplex DNA in the 5’→3’ direction, resulting in blunt-ended PCR products without 3’-dA
overhangs. sPfu DNA Polymerase exhibits 3’→5’ exonuclease (proofreading) activity that
enables the polymerase to correct mis-incorporated nucleotides. It is suitable for PCR and
primer extension reaction that requires high fidelity when the PCR fragment is relatively
shorter. The fidelity is 64 times higher than Taq DNA Polymerase and 8 times higher than
regular Pfu DNA Polymerase.

Kit Contents

250U

1. sPfu DNA Polymerase (2.5U/μl） 100 μl

2. 5 × sPfu Buffer 1 ml

Protocol

1. Set up PCR amplification reaction as the following table (take 50 μl per well as an

example):

Component Volume

sPfu DNA Polymerase (2.5U/μl） 0.5-1 μl

5 × Pfu Buffer 10 μl

dNTP Mixture (2.5 mM each) 4 μl

Template <0.5 μg

Forward Primer (10 μM) 1 μl
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Reverse Primer (10 μM) 1 μl

ddH2O Up to 50 μl

2. Thermocycling Conditions

Temperature Time

Initial Denaturation 98°C 2 min

25-40 Cycles

98°C 5-10 sec

50-72°C 10 sec

72°C 10-30 sec/kb

Final Extension 72°C 5 min

Note:

 During PCR amplification, the denaturation at 98°C can be set to 5-10 sec. 5 sec for

simple templates and 10 sec for complex templates.

 Generally, the PCR amplification method with three temperature gradient cycles as

listed in the table can be used. The annealing temperature of the primer is the Tm-5

for the lower one of the two primers, and the annealing time of the primer can be set

to 10 sec. When the Tm value of both primers is greater than or equal to 70°C, and

long primers are used, then two-step amplification can be used, in which the

annealing temperature and extension temperature are both 72°C.

 The extension time depends on the length and complexity of the amplification product.

Simple templates such as BAC and plasmid can be extended at a speed of 15 sec/kb

and 30 sec/kb for highly complex genomic DNA. When amplifying products below 1kb,

the extension time should not exceed 40 sec.

Storage

The minimum shelf life is 1 year at -20°C. Avoid multiple freeze-thaw cycles.

Only for research and not intended for treatment of humans or animals


	sPfu DNA Polymerase
	User’s Instruction
	Description
	sPfu (super Pfu) DNA polymerase catalyzes the poly
	Kit Contents
	Protocol
	Storage


