
PK511

2 × KeyPo Master Mix 
(Dye Plus)

Components
Components PK511-01

2 × KeyPo Master Mix (Dye Plus) 1 ml

PK511-02

5 × 1 ml

PK511-03

15 × 1 ml

Storage
Store at -30 ~ -15℃ and transport at ≤0℃.

Applications
This kit is suitable for PCR reactions using genomic DNA, cDNA, Plasmid DNA and uracil-containing DNA as templates.

Notes
1. 

2. 

3. 

4. 

KeyPo DNA Polymerase is a new generation of high-fidelity DNA polymerase based on the directed evolution of KOD DNA Polymerase. 
It maintains ultra-high amplification success rate and sensitivity, and can achieve rapid amplification of 5 sec/kb. This kit has a wide range 
of applicability to conventional templates, high GC systems (primers or templates) and uracil-containing templates. By adding two 
monoclonal antibodies that can inhibit its 5'→3' polymerase activity and 3'→5' exonuclease activity at room temperature, this product can 
perform a highly specific hot-start PCR reaction. Meanwhile, KeyPo Master Mix is a pre-mixed 2 × Mix, which can be amplified by adding 
template and primers for greatly simplifies the operation process. The amplification product of this kit is blunt-ended and can be used in 
homologous recombination kits (Vazyme #C112/C113/C115) and TOPO cloning kits (Vazyme #C601).
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Amplification length does not exceed 10 kb.

High quality templates should be used to ensure successful amplification and products yield.

KeyPo DNA Polymerase has strong proof-reading activity. If TA cloning needs to be performed, please perform purification before 
dA-tailing.

Primer Design:

a.

b.

c.

d.

e.

f.

g.

h.

 i.

It is recommend that the last base at the 3' end of primer should be G or C.

Consecutive mismatches should be avoided in the last 8 bases at the 3' end of the primer.

Avoid hairpin structures at the 3' end of the primer.

Differences in the Tm value of the forward primer and the reverse primer should be no more than 1℃ and the Tm value should be 
adjusted to 55 ~ 65℃ (Primer Premier 5 is recommended to calculate the Tm value).

Extra additional primer sequences that are not matched with the template, should not be included when calculating the primer Tm value.

Control the GC content of the primer to be 40% - 60%.

The overall distribution of A, G, C, and T in the primer should be as even as possible. Avoid using regions with high GC or AT contents.

Avoid the presence of complementary sequences of 5 or more bases either within the primer or between two primers and avoid the   
presence of complementary sequences of 3 or more bases at the 3' end of two primers.

Use the NCBI BLAST function to check the specificity of the primer to prevent non-specific amplification.



Experiment Process

Reaction Program

Reaction System

Keep all components on ice during the experiment. Thaw, mix and briefly centrifuge each component before use. And put back to -20℃ 
for storage.

Components
Nuclease-free ddH2O
2 × KeyPo Master Mix (Dye Plus)
Primer 1 (10 μM)
Primer 2 (10 μM)
Template*

Volume
up to 50 μl

25 μl
2 μl
2 μl
x μl

Temperature
98℃
Tm*
72℃

Time
10 sec        
5 sec        

5 sec/kb        

Cycles

28 - 35 cycles

Template Type
Genomic DNA
Plasmid or Virus DNA
cDNA

Input Template DNA
5 - 500 ng

10 pg - 20 ng
1 - 5 μl (≤1/10 of the total volume of PCR system)

*Set the annealing temperature according to the Tm value of the primers. If the Tm value of the primers is higher than 72℃, the annealing step can be 
removed (two-step PCR). If necessary, annealing temperature can be further optimized through setting temperature gradient. In addition, the amplifica-
tion specificity depends directly on the annealing temperature. Raising annealing temperature is helpful to improve amplification specificity.

}

*Optimal reaction concentration varies in different templates. In a 50 μl system, the recommended template usage is as follows:

*All trademarks are the property of their respective trademark owners. Some trademarks are not registered in all administrative regions.
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