BIO450 DNA Isolation

(Adapted from Sambrook and Russell (2001) Molecular Cloning, a Laboratory Manual 3rd Ed. CSHL Press, Cold Spring Harbor, New York.)

Wednesday 10/4

1. Prepare LB+amp by adding 1/1000th volume of 100mg/ml ampicillin to liquid LB
Final concentration 100µg/ml

2. Use aseptic technique to pipette 2 ml of LB+amp to 12 sterile culture tubes – label tubes appropriately.

3. Use a sterile toothpick to pick transformants

a. Inoculate master LB+amp Agar plate

b. Drop toothpick in culture tubes with LB+amp.

4. Incubate master plate in 37º incubator until morning

Wrap in parafilm and store at 4º.

5. Incubate culture tubes in shaking 37º incubator O/N
Thursday 10/5

Prepare Fresh Alkaline SDS solution
1. In a purple cap 15 ml tube add:

a. 8.8ml dH2O

b. 1 ml 10% SDS - mix

c. 200µl 10N NaOH - mix

Miniprep Isolation of DNA

1. Label 3 sets of microfuge tubes. (They do not need to be sterile.)

2. Pour cultured E. coli cells into one set of the microfuge tubes

3. Centrifuge on high for 1 minute.
4.  Pour off supernatant – remove residual supernatant by tapping tubes on kimwipes.
5. Add 100µl of GTE buffer. Resuspend cells by vortexing.
6. Add 200µl of NaOH/SDS solution. Mix contents by inverting 5X vigorously, store cells on ice.

7. Add 150µl 5M KOAc. Mix contents by inverting 5X vigorously, incubate cells on ice five minutes.

8. Microcentrifuge sample on highest speed for 5 minutes.

9. Transfer 400µl of supernatant to new tube, store at room temperature. (Discard tube with pellet.)

10. Add 800µl ethanol to supernatant. Mix vigorously and incubate at room temperature for 2 minutes.

11. Microcentrifuge sample on highest speed for 5 minutes.

12. Observe pelleted nucleic acids at bottom of tube.

13. Carefully pour off supernatant

14. Add 70% ethanol to tube with pellet.  Invert tube gently.

15. Microcentrifuge sample on highest speed for 5 minutes.

16. Observe pelleted nucleic acids at bottom of tube.

17. Carefully pour off supernatant

18. Use twisted kimwipe to remove remaining droplets of supernatant.

19. Air dry pellet 10mins

20. Add 40 µl of TE buffer to the dried pellet.  Resuspend by vortexing vigorously.

Restriction Digest Reaction

1. Transfer 10µl of plasmid prep to new microfuge tube.

2. Prepare EcoRI master mix for 12 digest 

91µl H2O

26µl 10X EcoRI restriction buffer

10µl 10U/µl EcoRI restriction enzyme


- Prepare immediately before use and store on ice.

3. Add 10 µl of EcoRI Master Mix to plamid sample
4. Incubate 37º for 1 hour (Pour 1.2% TAE Gel during incubation)
5. Add 1µl 10mg/ml boiled RNase to each reaction last 5 min of incubation

Electrophoresis

1. Add 4µl of 6X blue loading dye to reaction- mix by vortexing

2. Microcentrifuge 30sec

3. Load 20µl onto agarose gel

4. Load 1µl of 100bp ladder as standard
5. Electrophoresis at 100 Volts 1 hour

6. Stain 30 min in 0.5 µg/ml Ethidium bromide

7. Photograph gel on UV transilluminator

