Blunt End Cloning

1. Digest vector DNA (2ug) and insert DNA (10-20ug of vector w/insert or 1-2 ug of PCR prod) in 20-50ul volume with appropriate enzymes.

2. Heat kill enzymes at 65C for 15 min.

3. Add 1/10th volume 10mM dNTP’s, and 1ul per 20ul rxn of Klenow(stir pipette in Klenow, it tends to settle) to both the vector and the insert digests and incubate for 30 min at 37C.

4. After 30 min. heat kill the Klenovw enzyme for 15 min. at 65C.

5. To de-phosphorylate the vector, add 4 ul of 10X CIP buffer, 33ul dH2O and 3 ul of CIP incubate at 50C for 1 hour.

6. After 1 hour, add an additional 3 ul of CIP enzyme and incubate an additional hour.

7. Separate both vector and insert DNA on low melt agarose gel and then gel purify or skip the gel step and go straight to purification.

8. Use 1/20th of the recovered vector roughly 100ng and at least 500ng of insert DNA(all that is left) for ligation. Ligate O/N at 15C. Thermal cycler program 14 under WKR.

