
Q5 PCR protocol 
 
Materials 

• Template DNA 
• Q5 High-Fidelity Master Mix 
• Forward and Reverse primers 
• MilliQ 
• PCR-tubes 

 
Protocol 
Q5 BioBrick amplification protocol 
 

1. Prepare reaction mix according to pipetting scheme below.  
 

Reagent BioBrick  negative ctrl 
Q5 High-Fidelity 2X Master Mix 12.5 µl 12.5 µl 
10 µM Forward Primer 1.25 µl 1.25 µl 
10 µM Reverse Primer 1.25 µl 1.25 µl 
Template DNA 1.0 µl 0 µl 
Nuclease-Free Water 9 µl 10 µl 
Final volume 25.0 µl 25.0 µl 

 
 

2. Run the following PCR program. Only for BioBrick 2, run the alternative program. 
 
 

Step Temp Time Alt. Temp Alt. Time 
Initial Denaturation 98°C 30 s 98°C 30s 

25 Cycles 
98°C  

Variable°C  
72°C 

10 s  
30 s  

30 s/kb= 1 min 

98°C  
72°C  
72°C 

10 s 
1min 

30 sec 
Final Extension 72°C 2 minutes 72°C 2 minutes 

Hold 4°C  4°C  
 


