
PLASMID DIGEST PROTOCOL  

Enzyme Master Mix Plasmid Backbone (25µl total, for 5rxns) 

- 5µl NEB buffer 2 

- 0.5µl EcoRI-HF 

- 0.5µl PstI 

- 19µl dH20 

Digest Plasmid Backbone 

- Add 4µl linearized plasmid backbone (25ng/µl for 100ng total) 

- Add 4µl of Enzyme Master Mix 

- Digest 37⁰C/30min, heat kill 80⁰C/20min. 

 

 

PART DIGEST PROTOCOL 

Enzyme Master Mix 1 (25µl total) 

- 5µl NEB Buffer 2 

- 0.5µl EcoRI-HF 

- 0.5µL SpeI  

- 19µl dH2O 

Enzyme Master Mix 2 (25µl total) 

- 5µl NEB Buffer 2 

- 0.5µl XBA1 

- 0.5µl Pst1 

- 19µl dH20  

 

Insert Digest 

- Add 10µl of part DNA (100ng total) 

- Add 4µl of enzyme Mix 

- Digest 37⁰C/30min, heat kill 80⁰C/20min 

 


