Standard Basic PCR protocol (by using GeneDireX HotStar PCR SuperMix 德怡科技)
For a PCR with 25 μl reaction volume, add the following solution to a 0.25 ml microtube. 

( I ) Prepare the following reaction mixture on ice: 

PCR supermix (GeneDireX, 德怡科技)    22μl
Forward Primer (10μM)                 1μl
Reverse Primer (10μM)                  1μl
DNA template (20-200ng)                1μl

( II ) Thermocyler Settings: 
Step 1) Initial denaturation 

A 5-minute initial denaturation step at 95°C. 
Step 2) Subsequent denaturation 
95°C (can be between 30 seconds and 1 minute). 

Step 3) Annealing 
Approximately 5°C below the calculated melting temperature of the primers (Tm). Usually 30 seconds to 1 minute. 

Step 4) Extension 
72°C (can be between 30 seconds and 1 minute).
Cycle number: repeat step 2) to step 4) by 25–35 PCR cycles. 

Step 5) Extension
A 5-10 minute extra extension step at 72°C.
· Make sure to hold microtubes at 4°C after cycling to keep the reaction cold. 

· The correct PCR product can be identified by its size (bp), using agarose gel electrophoresis.
