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KASP PCR Mix
For research use on ly

Components
Component P4021 P4022
2X KASP PCR M ix 1 m l 1 m l × 5
Nuc lease-free W ater 1 m l 1 m l × 5

Storage
S tore at -20°C , avo id repeated freezing and thaw ing.

Description
KASP PCR M ix is a 2X PCR M ix so lu tion deve loped for KASP, conta in ing doub le-antibody modified
hots tart Taq DNA polymerase, dNTPs, buffer and other essentia l components for PCR amplifica tion
(except templa tes, primers and probes). W hen used, on ly templa tes , primers and probes need to
be added in to the amplifica tion system , greatly s implify ing the operation process, shorten ing the
operation time, and reduc ing po llu tion (less sampling times). The reaction system of KASP PCR M ix
is spec ia lly optim ized to reduce the formation of amplifica tion products by m ismatched primers and
s ign ificantly improve the specific ity o f PCR amplifica tion .
KASP (Kompetitive A lle le -Specific PCR ) is a techn ique for genotyp ing based on alle le -specific PCR .
Th is techno logy utilises a un ique form of competitive a lle le -specific po lymerase cha in reac tion
(PCR ) that enab les b i-a lle lic scoring of sing le nuc leotide po lymorph isms (SNPs) and
insertions /de le tions (Inde ls) a t spec ific loc i. KASP has the advantages of h igh throughput, low cost,
and strong operab ility, and has been w ide ly app lied in fie lds such as genetic and improvement
research of c rop tra its.

Applications
• SNP detection
• InDels detec tion

Features
• Conven ient: pre-m ixed, saving time and effort, and reduc ing the possib ility o f contam ination
• H igh specific ity: hots tart Taq DNA Polymerase
• H igh s tab ility : the performance is not easy to change
• H igh sensitiv ity: fast, accura te , and h igh-throughput genotyp ing

Protocol
1.Preparation work before start
1.1P repare DNA sample p la te(s ). For each genotyp ing assay to be run, inc lude a m in imum of 22
DNA samples to enab le c luster ana lysis.

1 .2No templa te contro ls (NTCs) shou ld be inc luded for every genotyp ing assay (2 NTCs on 96-well
p la tes and 4 NTCs on 384-well p la tes).
1 .3Thaw and vortex the requ ired number of a liquots of KASP PCR M ix and KASP Assay M ix .
2.Preparation of reaction system
2.1 P repare a suffic ien t vo lume of KASP genotyp ing m ix (KASP Assay M ix + KASP PCR M ix) for
each of the assays to be run, inc lud ing a 10% excess to a llow for p ipetting . P lease re fer to the
fo llow ing tab le for the prepara tion of the reaction system on ice:
Reagent 96-well plate 384-well plate
templa te DNA [1] 5 μL 2.5 μL
2X KASP PCR M ix 5 μL 2.5 μL
KASP Assay M ix 0.14 μL 0.07 μL
Nuc lease-free W ater [2 ] n/a n/a
Tota l vo lume 10 μL 5 μL
Note:
[1 ] The recommended m in im um fina l DNA concentra tion in KASP genotyp ing reactions is 2 .5 ng/μL (based on
human genome size ).
[2 ] Nuclease-free W ater can be ordered separa te ly (Cat. N o.: P9022 / P9023 ).
2.2 D ispense the requ ired vo lume of prepared KASP genotyp ing m ix in to each well o f the DNA
pla te .
2 .3 Seal the prepared reaction p la te w ith a PCR-su itab le , optica lly c lear sea l.
2 .4 Centrifuge the p la te brie fly to ensure a ll reac tion vo lume is at the bottom of each well.
3. Run the KASP thermal cycle
Load the reaction p la te in to the thermal cycler or qPCR ins trument. Refer to the fo llow ing tab le to
run the KASP reaction :
Stage Temperature Time Number of Cycles
Hot-s tart Taq activa tion 95°C 1 m in 1

Touchdown

95°C 15 sec
1056°C→50°C ,

– 0.6°C /cycle
15 sec

72°C 20 sec

Amplifica tion
95°C 15 sec

26
50°C 15 sec
72°C 20 sec

(optiona l) Read
(qPCR ins truments on ly )

30°C 60 sec 1

Note:
This product requ ires a lower annea ling tempe ra ture and three-step amp lifica tion , o therw ise the amp lifica tion
effic iency is poo r.
4. Analyze the results

4.1 Before perform ing a p la te read, ensure that the p la te is coo led to be low 40°C . If the p la te is not

http://www.dongshengbio.com
mailto:sales@dongshengbio.com


Version：1.1

Guangzhou Dongsheng Biotech Co., Ltd.
www.gdsbious.com 86-020-31600213 order@gdsbio.com

read be low 40°C, it w ill no t be possib le to ana lyse the genotyp ing data .

4 .2 Perform the end-po in t p la te read us ing a FRET-capab le p la te reader or qPCR machine. The

fo llow ing Table deta ils the fluorophores for KASP:

F luorophore Exc ita tion (nm ) Em ission (nm )

FAM 485 520

HEX 535 556

ROX 575 610

4.3 Perform further PCR cycling of the reaction p la te if necessary. The KASP recyc le program is

deta iled in the fo llow ing tab le :

S tage Temperature T ime Number of Cycles

Denatura tion 94°C 20 sec
3

Annealing /E longation 57°C 60 sec

4.4 S tore comple ted reaction p la tes in a dark fridge (~4°C for a max imum of 1 week) until da ta has

been analysed. Th is w ill a llow you to perform additiona l read(s) or recyc le steps if requ ired, to

ensure you have obta ined the best possib le data .

4 .5 Analyse raw data us ing c luster p lo ts to enab le genotypes to be assigned to the DNA samples .

Notes
1, S torage cond itions : the product shou ld be stored at -20°C . KASP PCR M ix shou ld be a liquoted
upon rece ip t to m in im ise the need for repeated freeze -thaw cycles .
2 , No templa te contro ls (NTCs) shou ld be inc luded for every genotyp ing assay (2 NTCs on 96-well
p la tes and 4 NTCs on 384-well p la tes).

Quality Control
The absence of endodeoxyribonuc leases, exodeoxyribonuc l- eases and ribonuc leases is confirmed
by appropria te qua lity tests. Functiona lly tested in amplifica tion of a s ing le-copy gene from human
genom ic DNA .

Product Use Limitations
This product is so ld exclusive ly for research purposes and in v itro use. Neither the product, nor any
ind iv idua l components , was tested for use in d iagnostic app lica tions or for drug deve lopment, nor is
it su itab le for adm in is tra tion to humans or an imals . P lease re fer to the MSDS , ava ilab le upon
request.
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