
Components
Components

Bst DNA Polymerase Large Fragment a (8 U/μl)
10 × ThermoPol Buffer b

MgSO4 (100mM)

P701- 01 800 U

100 μl
1 ml
1 ml

P701- 02 8,000 U

1 ml
3 × 1 ml
2 × 1 ml

a.  Storage buffer constituents: 10 mM Tris-HCl pH 7.5, 50 mM KCl, 0.1 mM EDTA, 1 mM DTT, 0.1% Triton X-100, 50% glycerol.
b. 200 mM Tris-HCl pH 8.8, 100 mM KCl, 100 mM (NH4) 2 SO4, 20 mM MgSO4, 1% Triton X-100.

Bst DNA Polymerase Large Fragment is a part of                                               DNA polymerase. It has 5'→3' DNA polymerase activity and 
strong strand disp lacement activity, but it lacks 5'→3' exonuclease activity. Bst DNA Polymerase Large Fragment can be used for isother-
mal amplification reaction, such as loop-mediated isothermal amplification (LAMP) and rolling-circle amplification (RCA), etc.

P701

Product Description

Store at -20℃.
Storage 

The amount of enzyme required for incorporation of 10 nmol dNTP into acid insoluble material at 65℃ for 30 min is defined as an activity 
unit (U).

Unit Definition

The following materials are supplied by the user:
Reagent: dNTP Mix, FIP/BIP Primers, F3/B3 Primers, LoopF/LoopB Primers, Nuclease-free ddH2O.
Equipment: PCR instrument or water bath.

Self-prepared Materials

The isothermal amplification of LAMP is taken as an example
1. Take out the 10 × Thermopol Buffer and thaw it on ice. Vortex and briefly centrifuge before use.
2. Except for the template DNA, the reaction mixture of other components is prepared in the following order.

Experiment Process

Exonuclease residue detection: 80 U enzyme is incubated with 50 pmol single-stranded DNA substrate and double-stranded DNA 
substrate at 37℃ for 16 h. After denaturing PAGE electrophoresis, the electrophoretic band of DNA does not change.

Endonuclease residue detection: 80 U enzyme is incubated with 0.3 μg pBR322 DNA at 37℃ for 4 h. The electrophoresis bands of 
plasmids do not change after agarose gel electrophoresis.
E. coli DNA residue detection: the nucleic acid residue of 80 U enzyme is detected by TaqMan qPCR specific to E.coli gDNA, and the E.coli
genomic residue is less than 10 copies.
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Bacillus stearothermophilus



Components

10 × ThermoPol Buffer
MgSO 4 (100 mM)
dNTP Mix (10 mM)
FIP/BIP Primers
F3/B3 Primers
LoopF/LoopB Primers
Bst DNA Polymerase Large Fragment
Template DNA
Nuclease-free ddH2O

Volume

2.5 μl
1.5 μl
3.5 μl

4 μl
0.5 μl

2 μl
1 μl
x μl

up to 25 μl

Final Concentration

1 ×
6 mM (total 8 mM)

1.4 mM
1.6 μM
0.2 μM
0.8 μM

320 U/ml
>10 copies or more
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 Add the corresponding volume of template DNA to make the total system 25 μl.4.

Mix gently and centrifuge briefly.5.

Incubate at a constant temperature of 60 ~ 65°C for 1 h.6.

If necessary, electrophoresis can be performed on 2% agarose gel.7.

How to design and screen LAMP primers?
Please refer to http://primerexplorer.jp/e/ for the design of LAMP primers.  The V4 version is recommended.
Log in http://primerexplorer.jp/e/v4_manual/index.html to download instruction manual. The primary screen of LAMP primers can refer 
to the instruction manual, while the optimal primers need to be verified by experiments. 

FAQ & Troubleshooting

Can LAMP products be identified by enzyme digestion?
Yes. However, it is easy to cause aerosol pollution when opening the lid, so it is necessary to operate carefully.

False positive is caused when adding loop primers, otherwise it is normal. What is the reason?
If the loop primers are verified to be free from contamination, it may be that the loop primers lead to nonspecific amplification. In this 
case, it is recommended not to use loop primers or use other loop primers.

Mix gently and centrifuge briefly.3.

*All trademarks belong to the property of their respective trademark owners. Certain trademarks fail to be registered in all administrative regions.

内部资料
▲ In order to prevent contamination in the preparation of reagents, please be sure to operate in the ultra clean bench.
▲ The reagent and template DNA should be prepared in different areas to avoid contamination.

▲ Because of the rapid reaction, it is suggested that the template DNA should be added at last in order to ensure good results.

▲ Please do not vibrate. Violent vibration will inactivate the enzyme.
▲ Make sure there are no bubbles in the reaction system.




