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sPfu DNA Polymerase 

Cat. No.: SP-250 

Size: 250 U 

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, and lacks 5’→3’ 

exonuclease activity. 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. 

The extension rate of sPfu DNA polymerase is about 1000 bp/min in standard condition. 

The optimal reaction temperature is 65-75℃, the work concentration of dNTPs is 100-300 

μM, the work concentration of Mg2+ is 2-3 mM, and the suitable pH is 8.1-9.1. The amount 

of enzyme is 1-1.5 units for 20 μl PCR reaction, while 2-3 units for 50 μl PCR reaction. 

Contents 

 250 units 

sPfu DNA Polymerase (2.5 units/µl) 100 µl 

10×PCR reaction buffer 1 ml 

sPfu DNA Polymerase Storage Buffer: sPfu DNA Polymerase is supplied in 50 mM 

Tris-HCl (pH8.2), 0.1 mM EDTA, 0.1% Tween20, 0.1% NP-40, 1 mM DTT and 50% 

Glycerol. 

10×PCR reaction buffer: 100 mM KCl, 160 mM (NH4)2SO4, 20 mM MgSO4, 200 mM 

Tris-HCl (pH8.8), 1% TritonX-100, 1 mg/ml BSA (fraction V). 

Storage Conditions 

Store the components at -20℃. They are stable for more than one year under suggested 

storage condition. Avoid multiple freeze-thaw cycles and exposure to frequent 

temperature changes. 
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Protocol 

The following is an example of PCR reaction, only for reference. 

1. In a 0.2 ml or 0.5 ml thin wall tube, add the following components: 

 20 μl reaction 50 μl reaction 

5×PCR reaction buffer 4 μl 10 μl 

Forward primer 10-20 pmol 20-50 pmol 

Reverse primer 10-20 pmol 20-50 pmol 

Template DNA 5-50 ng 10-100 ng 

dNTPs (10 mM each) 0.5 μl 1 μl 

PCR dye (optional) 2 μl 5 μl 

sPfu DNA Polymerase 1-1.5 unit 2-3 units 

ddH2O X μl X μl 

Total 20 μl 50 μl 

2. Mix gently by pipetting, close the tube and centrifuge for a few seconds. 

3. Add mineral oil to each tube (this step is unnecessary when using a thermal cycler 

with top heating). 

4. Perform PCR cycles according to the PCR condition. An example is given as follows: 

(Annealing temperature and time need to be optimized for each primer/template 

combination.) 

98℃ 2 min 

98℃ 5-10 sec 

50-72℃ 10 sec 

72℃ 10-30 sec/kb 

72℃ 5 min 

5. Run 2-5 μl PCR products on 1% agarose gel stained with GoodView™ or EB. 

25~35 Cycles 


