
Materials: 

• 1,5 mL Microtubes 

• PCR tubes 

To prepare the 5X Isothermal solution (ISO 5X): 

• Tris-HCl pH 7.5 solution 1M   

• PEG-8000   

• MgCl2 solution 1M (on bench) 

• DTT 1 M (-20°C) 

• dNTP Mix 10mM (-20°C) 

• NAD 100 mM (-20°C)  

• dd H2O 

To prepare the Gibson Assembly Mix 2X solution: 

• ISO 5x (-20°C) 

• T5 exonuclease (10 U/uL) (-20°C)  

• Taq DNA ligase (40 U/uL)  (-20°C) 

• Phusion DNA polymerase (2U/uL) (-20°C) 

• dd H2O 
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Gibson Assembly mix preparation 
Adapted from the bonnet team protocol repository 
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Protocol: 

5X isothermal reaction buffer. 
Preparation for 10mL final solution 

◦
◦ Incubate at 37°C overnight 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