Restriction Enzyme Digestion Protocol

(Ayaz Najafov, December 2003)

A 10 µL reaction:

4.7 µL 

dH2O

1 µL 

10X Buffer (each enzyme has its own buffer) 

1 µL 

10X BSA

0.3 µL 

10u/µL Restriction Enzyme (check the concentration and the date of expiration)

3 µL 

DNA (plasmid miniprep – 70-100ng/µL)

1. Thaw all the reagents well. Vortex the incubation buffer.

2. Keep the reagents on ice. Leave enzyme at –20oC or in a special cooler.

3. Pulse-spin the tubes.

4. Mix the reagents starting from dH2O.

5. Pulse-spin the reaction tube after mixing all the reactants.

6. Incubate at 37oC for at least one hour.

7. To ensure the digestion (or if the enzyme is old) incubate overnight.

Note 1: The temperature at which restriction enzymes are active varies. Check the data sheet of the enzyme.

Note 2: The volume of the enzyme should not exceed 10% of the total reaction volume. 

