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Pfu-plus DNA polymerase
   Pfu-plus DNA polymerase is an enhanced version of Pfu DNA polymerase for high-fidelity PCR. Pfu-plus DNA polymerase is a mixture of cloned pyrococcus furios

-us DNA polymerase and dUTPase that enhances PCR product yields and increases target length capability without altering DNA replication fidelity(figure1). The main inhibitor of PCR with pfu DNA polymerase is dUTP which is generated at high temperature by dCTP deamination. About 0.06% of dUTP is generated from dCTP during 30 cycles of standard PCR.
Pfu-plus DNA polymerase can be used to amplify complex genomic DNA targets up to 19 kb and vector targets up to 15 kb in length.
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Unit Definition

One unit of enzyme catalyzes the incorporation of 10 nanomoles of deoxyribonucleotides into a polynucleotide fraction (adsorbed on DE-81) in 30min at 72ºC.

Storage Buffer

20mM Tris-HC1 (pH 8.2), 1mM DTT, 0.1mM EDTA, 100mM KC1, 0.1% Nonidet P40, 0.1% Tween 20 and 50% glycerol.

10X PCR Buffer with MgSO4
200mM Tris-HC1(pH 8.8 at 25ºC), 100mM (NH4)2SO4, 100mM KC1, 1% Triton X-100, 1mg/ml BSA, 20mM MgSO.
Producing Control PCR Product  (6.0 KB)

1 Control DNA template       1 ul
2 10X PCR buffer             5ul
3 10 mM dNTP               1ul
4 Control PCR primers        2 ul
5 Sterile water               40 ul
6 DNA polymerase            1 ul
Total Volume                 50 ul
Amplify using the following cycling parameters
	Step
	Time
	Temperature
	cycles

	Intial Denaturation
	3 minutes
	95ºC
	1X

	Denaturation

Annealing

Extension
	30 seconds

30 seconds

6 minutes
	94ºC
62ºC
72ºC

	30X



	Final Extension
	7 minutes
	72ºC
	1X


Pfu(u)   2.5    2.0  1.5  1.0  0.5  0.1                





6.0kb
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