
Subcloning by Exo III digest - 
1. Prepare linearized vector to reduce background, cut with two different restriction enzymes
2. Prepare insert DNAby PCR and gel purification (each end of insert should be ~12bp complementary to the vector ends) 

3. Design experiment

calculate volume of vector (50ng) & inserts (250ng) to be used (equimolar ratio is best, but use excess insert). 
Final volume 20 with 20U of Exo III(don’t use more!). Dilute the stock enzyme just before use(1 enzyme, 1 buffer, 8ddH2O)
4. Set up tubes for final volume: 
20per tube

	ddH2O

	10X Buffer

	Backbone (50ng)

	Insert (250ng)

	Exo III (20U/)


5. Incubate in 14oC water bath (in beaker) for exactly 1 min with the tube tops OPEN (will digest about 15bp)
6. Add 80 50mM EDTA pH8.0 (still in bath) to stop the reaction and then place the tubes on ice

7. Add 100 Phenol/Chloroform (in hood) to get rid of extra protein (non-polar) – phenol phase on bottom of tube. Discard pipette tip into waste jar in hood. Vortex. Spin in Taylor for 2min. Carefully remove tubes from Taylor. Carefully remove upper layer (~100) into new tubes.

8. Add 250 EtOH (200proof). Mix, vortex, incubate on ice for 5min. Spin in Taylor for 10min. 9. Get rid of supernatant.

10. Add 300 70% EtOH (-20oC) to rinse the pellet. Spin for 5min. Discard supernatant and air dry.

11. Place LBcarb plates on RT

12. Resuspend pellets in 10 1X restriction buffer D (9 ddH2O + 1 buffer D). Vortex WELL! Shake down.

13. Incubate at 65-70oC (Tm +5oC)for ~5 minutes to destroy secondary structures – ends open up

14. Incubate in 37oC waterbath (Tm- 10oC) for 5 minutes to anneal ends

15. Thaw DH5 cells (for 10 reactions use about 55-60 cells)
16. Quick spin reactions, set on ice
17. Mix cells and start transformation (book1, pg142 – heat shock at 37oC (NOT on 42oC) for 90-120sec

18. Back on ice + plate

