Transformation of Cells
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· Place frozen competent cells to thaw at 0(C (ice-water slurry)

· Using blue (bigger) pipette tip, transfer 100(l of cells in clean pre-chilled tube for each transformation

· Rehydrate DNA from registry by adding 15(l of water by piercing foil covering the plate

· Mix gently and transfer all 15(l eppendorf on ice

· Add 2(l of DNA mixture to cell suspension, mix gently

· Incubate on ice for 30 minutes
· Subject to heat shock at 42(C for 90s

· Return to ice for 90s

· Add 900(l of LB in each tube and mix gently (flicking)

· Incubate at 37(C for 45 to 60 minutes

· Plate on relevant blue/white antibiotic plates. Two for each transformation A) 100(l of cell suspension B) Spun down (8000rpm, 4 minutes, discard 800(l of supernatant and resuspend)
· Sterilize spreader and burn off excess ethanol

· Touch agar (not cells!) to cool off spreader

· Spread

· Incubate for 15-18 hours at 37(C
· Select for blue colonies
· Pick approximately 6 colonies with sterilized loop into 3ml of LB liquid broth + 3(l of Amp (freezer)

· Miniprep!
