
KAPA HiFi HotStart ReadyMix PCR kit 

 

Amplifying a specific DNA fragment, using a template and suitable primers. 

  

Samples preparation 

1. Work under sterile conditions, in an ice cooler. 

2. Defrost “2X KAPA HiFi HotStart ReadyMix”, Primers, sterile DDW and 

template in the ice. 

3.  Add the following components to a PCR tube: 

 

 

 

 

 

 

 

4. Mix by pipetting and spin down gently. 

 

PCR thermocycler program 

Step Temperature Duration Cycles 

Initial 

denaturation 

95 ºC 3 min 1 

Denaturation 98 ºC 20 sec 30 

Annealing 60oC 20 sec 

Extension 72 ºC 60 sec/kb 

Final extension 72 ºC 1 min/kb 1 

 4 ºC ∞ 1 

 

Dpn1 digestion of PCR product 

5. Add 1µL Dpn1 to each Eppendorf tube. 

6. Vortex and spin-down. 

7. Incubate at 37ºC for 1 hour. 

 

 
Component 25 µL rxn Final Conc. 

1 Sterile DDW Up to 25 µL - 

2 2X KAPA HiFi HotStart ReadyMix 12.5 µL 1X 

3 10 µM Forward Primer 0.75 µL 0.3 µM 

4 10 µM Reverse Primer 0.75 µL 0.3 µM 

5 Template DNA ~50 ng As required As required 


