MINI-PREP (QIAGEN)

Pick 6-10 colonies, grow up in 4 ml LB (w/antibiotic) Broth


Shake in 37oC/ 16-18 hrs., put in 4oC until use 

Mini-prep:
Remove 1.5 ml culture and put into epi.



Spin at 14000 rpm/1 min, discard supernatant.



Resuspend pellet in 250l Buffer P1.



Add 250l P2, invert 4-6x.



Add 350l N3, invert 4-6x.



Spin 10 min.



Add supernatant (approx. 1 ml) to filter column.



Spin 1 min., discard flow through.



Wash with 750l Buffer PE, spin 1 min.



Discard flow through, spin 1 min.



Put column in new epi, 

Add 50l Buffer EB, incubate RT/1 min., spin 1 min. 

= 50l pure plasmid DNA in epi, put in 4oC (.

Digest 2l  and run out on 0.8% agarose gel to check for positives.

MAXI-PREP (QIAGEN)

Add 5-20l correct Mini-Prep culture to 100 ml LB(w/antibiotic) broth. 

Shake 37oC/12-16 hrs, put in 4˚C until use

Maxi-Prep:
Harvest bacterial cells via spin 8000 rpm/10 min at 4oC. (Rotor JA10, offset 0.5)



Discard supernatant.



Resuspend pellet in 10 ml chilled Buffer P1.



Divide into smaller tubes 2x 5ml



To each tube, Add 5 ml P2, invert 4-6x



To each tube, Add 5 ml P3, invert 4-6x



Incubate on ice/30”



Spin 12000 rpm/30” @ 4˚C(Rotor JA20, offset 4.0)



Set up columns, equilibrate with 10 ml QBT, wet filters.



Add supernatant to column (recombine samples)



When supernatant through, add 10 ml QC. Repeat.



Elute DNA with 10 ml QF into tube.

Ppt DNA = 
Add 10 ml isopropanol, mix, spin 12000 rpm/30” @ 4˚C



Discard supernatant and mark location.



Wash DNA with 5 ml 70%EtOH, invert 3x, spin 12000 rpm/10” @ 4˚C



Discard supernatant, suck off moisture, speed vac moisture/2”



Redissolve pellet in: 2x 50l (small pellet) or 2x 100l (large pellet)  buffer EB (@42˚C)



Spec to get [DNA] and then set up sequencing rxn.

Spec: absorbance ratio of 260/280  for DNA = 1.8

