Maxiprep
(Using Sigma NA0300)
Purify Plasmid:

· Grow 500ml of bacteria from a single colony O/N

· Split into two 250ml centrifuge tubes  and pellet at 5500rpm (SLA-1500) for 10min

· Resuspend cells in 12ml of resuspension solution (4oC fridge, if new add RNase to it)

· Lyse with 12ml of lysis solution, swirl – do not vortex.

· After 3-5min, neutralize with 12ml of neutralization solution
· Add 9ml of binding solution
· Swirl and immediately transfer to syringe

· Add 12ml of column preparation solution to column and spin at 3000xg for 2min and discard eluate

· Fill column with DNA solution in syringe and spin at 3000xg for 5min

· Discard eluate and repeat until no more DNA solution in syringe

· Wash column by adding 12ml of wash solution 1 and spinning at 3000xg for 5min

· Wash column by adding 12ml of wash solution 2 (if new need to add ethanol) and spin at 3000xg for 15min
· Transfer column to a new tube

· Elute DNA with 2x (1.5ml of sterile 10mM Tris HCl, pH 8.5 and spin at 3000xg for 5min)
Concentrate DNA:
· Add 0.1 volumes of 3M sodium acetate

· Add 0.7 volumes of isopropanol

· Mix and transfer equal volumes to 1.5ml eppendorphs
· Spin at 13,000rpm for 30min at 4oC

· Wash each pellet with 1ml of 70% ethanol

· Spin at 13,000rpm for 10min at 4oC

· Decant ethanol

· Let air dry for 15min

· Resuspend in desired volume of sterile dH2O or 10mM Tris HCl, pH 8.5

Determine concentration:

· Blank machine with 100µl of 10mM Tris HCl, pH 8.5
· Add 1µl of DNA then measure
· Add another 1µl and measure again
· The (A260-A320)/(A280-A320) should be between 1.8 and 2.0
