Annealing Oligos
1. Resuspend oligos to a stock concentration of 100 uM in Annealing Buffer (Recipe Below). Store oligo stocks at -20oC when not using.
2. To a 1.5 mL tube, add 10 ul of the proper Top and Bottom strand oligos (reverse complements for each other) and then 80 ul of Annealing Buffer.  The final concentration of each oligo is now 10 uM.

3. Bring heat block 95oC, then inset 1.5 ml tubes with oligos to be annealed, and then turn of the heat block. After 15 minutes, remove the heat block from the heating unit and let tubes further cool on the bench top for 45 minutes while in the heat block.
4. Annealed oligos (dsDNA) can now be considered to be at a concentration of 10 uM.  
5. If sticky ends were designed to be produced upon annealing, you can move on to a ligation reaction. Otherwise, digest oligos before ligating. Annealed oligos can be stored long term at -20oC.  

6. If you go directly to ligation, you will want to approximate a molar ratio of 3:1 (insert to vector). To estimate vector mass, use the formula provided in the protocol titled “Converting mass of a DNA band into moles”
Annealing Buffer (10 mM Tris pH 7.5, 1 mM EDTA, 50 mM NaCl)
       Recipe for 40 mL

                  To a 50 mL conical tube, add:

                                     39.12 mL of milli-Q

                                   400.00 ul of 1 M Tris pH 7.5

                                     80.00 ul of  0.5 M EDTA

                                   400.00 ul of 5 M NaCl

                   Then filter sterilize using the 50 mL conical tube filter system.

