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Plasmidprep. (midi, high purity, Sambrook et al. 1991)

- inoculate 50-500 ml TB-Amp-culture with 1 ml ”over day”culture in SOC/LB + 1% glucose (or fresh single colony), incubate o/n shaking, 37°C, in 500-2000 ml Erlenmeyer

- transfer culture in falcon tube/250 ml vial, precipitate cells 15 min/4000 rpm in fixed angle rotor

- dissolve pellet properly in 5-50 ml buffer I (50 mM Glucose, 25 mM TrisCl pH 8, 10 mM EDTA) (miniprep sol. 1, volume chosen is now 1 Vol)

- add 10-100 ml NaOH/SDS (0,2 M NaOH, 1% SDS) (miniprep sol. 2, 2 Vols)

- mix gently, do not shake, wait until suspension becomes +/- clear

- add 7,5-75 ml 3 M KAc, 5 M Ac (miniprep sol. 3, 1,5 Vols), mix, pellet 10 min at 4000 rpm/4°C in a swing out rotor 

- transfer supernatant (is now new 1 Vol) to a new tube (best is to pass through H2O pre-wetted paper filter) and add 0,6 volumes of Isopropanol, mix

- incubate 10 min at RT and pellet 10 min at 4000 rpm/4°C (swing out rotor)

- discard supernatant and air-dry pellet, resuspend in 3-10 ml TE (new 1 Vol)
- add 3-10 ml (1 Vol) ice-cold LiCl 5 M, mix and centrifuge 15 min at 4000 rpm/4°C 
- take supernatant (pellet contains only RNA!) and add same volume of Isopropanol, store for 10 min at RT,and centrifuge 10 min (4000 rpm/4°C)
-discard supernatant and redissolve pellet in 0,5-2 ml TE/10 µg/ml RNAse A, transfer in an eppendorf tube and incubate 30 min at 37 C

- add equal amount (500-2000µl) 13% PEG 6000, 1,6 M NaCl, mix and centrifuge 5 min (max speed/4°C)

· resuspend pellet in 500 µl TE and extract 3x with Phenol, Phenol/Chloroform/isoamylalcohol, and chloroform.
·  add 100 µl 10 M NH4Ac and precipitate with 1 ml EtOH, mix, leave 5-10 min on ice

- centrifuge 5 min (max speed/4°C)

- wash pellet with 70% EtOH, air dry and dissolve in 200-1000 µl TE, depending on yield and copy number of plasmid, pUC-plasmid usually gives 500 to 2000 µg plasmid, pBR322/pET derivates result in 10 times less.

- read OD260/280 (dilute 1:100-1:200)

-store plasmid at 4°C.
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