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Bst DNA Polymerase, Exonuclease Minus
For research use on ly

Cat. No./Spec.

Cat. No P1111 P1112 P1113 P1114

Spec. 1,000U 2,000U 8,000U 40,000U

Description

Bst DNA Polymerase, Exonuc lease M inus is derived from Bacillus stearo thermophilus DNA

Polymerase I. Th is enzym e possesses 5 '-3 ' po lymerase activ ity, s trand d isp lacement ac tiv ity, and

dUTP to lerance, w hile the 5 '-3 ' exonuclease activ ity has been removed. Th is product is su itab le

for contam ination-res istant DNA isothermal amplifica tion reactions, such as LAMP (loop-med ia ted

iso thermal amplifica tion), SDA (cross-prim ing amplifica tion), and other iso thermal amplifica tion

techn iques.

Components

Component P1111 P1112 P1113 P1114

Bst DNA Polymerase, Exonuclease M inus 25 μ l 50 μ l 200 μ l 1 m l

10X DNA Polymerase Buffer B 125 μ l 250 μl 1 m l 1 m l × 3

MgSO 4 (100 mM ) 125 μl 250 μl 1 m l 1 m l × 3

Unit Definition

One unit ca ta lyzes the incorpora tion of 10 nmol o f dNTP in to ac id-inso lub le materia l in 30 m inutes

at 65°C .

Storage

S tore at -20°C for 2 years .

Storage Buffer of Bst: 10 mM Tris-HC l, pH 7.5 , 50 mM KC l, 1 mM DTT, 0.1 mM EDTA, 0.1%

Triton X -100, and 50% G lycero l.

1X Buffer B: 20 mM Tris-HC l pH 8.8 , 10 mM (NH 4)2SO 4, 50 mM KC l, 2 mM MgSO 4, 0 .1 %

Tween-20。

Application

LAMP, CPA, RCA , and other iso thermal amplifica tion reactions.

Inactivation Condition

85°C for 5 m inutes .

DNA LAMP Protocol

1. Prepare the reaction system

Component 25-μl rxn Final Conc.

10X DNA Polymerase Buffer B [1 ] 2.5 μ l 1X

MgSO 4 (100 mM ) [2 ] 0.75 μ l 3 mM (to ta l 5 mM )

dNTPs M ix (10 mM ) [3 ] 3.5 μ l 1 .4 mM each

[optiona l] dUTP (10 mM ) [3 ] 3.5 μ l 1 .4 mM each

[optiona l] UDGase (1 U /μ l) [3 ] 1 μl 0 .04 U /μl

10X Primers [4 ] 2.5 μ l -

Bst DNA Polymerase, Exonuc lease M inus 1 μ l 1 .6 U /μl

DNA sample 10ng~1μg 10 cop ies or more

Nuc lease-free W ater to 25 μl -

[1 ] 1X Buffer B conta ins 2 mM MgSO 4.

[2 ] Recommended concentra tion of M g 2+: 4~10 mM .

[3 ] P roducts can be ordered separa te ly. dNTPs, #P9013, dUTP, #P9111, Heat-Lab ile UDG ,

#R5001/R5002.

[4 ] 10X P rimers conta in 16 μM FIP /B IP, 2 μM F3/B3, 4 μM Loop F /B .

2. Reaction system

Temperature Time
25~37°C (op tiona l, to degrade temp la te conta in ing U ) 5~10 m in
65°C 30~60 m in
85°C 5 m in

Workflow:
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In order to m in im ize cross-contam ination , s teps 6 onward shou ld be done in an area separate

from the area where you are preparing the reaction m ix .

1 . Thaw all k it components and ho ld on ice .

2 . A ll components shou ld be m ixed well be fore use. Vortex a ll tubes for 10 seconds, then

centrifuge brie fly to co llec t.

3 . P repare the reaction m ix as shown in Tab le 1 in the order lis ted. Add a ll the components except

the target. During th is step the reaction m ix tube shou ld a lw ays be he ld on the ice to prevent the

background activ ity o f the enzym e.

4. A fter a ll reagents have been added, m ix the reaction comple te ly. Gently vortex . Th is s tep is

requ ired to ensure un ifo rm distribu tion of a ll reac tion components .

5 . D ispense reaction m ix (25 µL m inus sample vo lume) in to a PCR tube or 96-w ell PCR pla te well

fo r each reaction .

6 . Add vo lume of target to each well/tube for a to ta l vo lume of 25 µL per well.

7 . Run a no-templa te contro l (negative contro l) to ensure amplifica tion specific ity.

8 . Cap tubes or sea l p la te wells . Centrifuge brie fly to co llect prio r to incubation .

9 . Incubate reactions at des ired temperature for 30-60 m inutes . Running a temperature grad ient

from (55–65 °C ) is s trong ly recommended to determ ine optimum temperature .

10. If requ ired, run samples on a 2% agarose ge l.

11. If op tim iza tion is requ ired, try ad jus ting the M g 2+ or Bst DNA polymerase concentra tion .

Note: Reactions may be kept at -20 °C for longer term storage.
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