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Competent cells
Overnight culture in TSB at 37°C with shaking. 4ml in 30ml tube.
Dilute overnight culture of S. aureus back to about an OD600nm of 0.5 in 50ml of
prewarmed TSB. Approx.: 3 ml of overnight culture + 47ml prewarmed TSB.
Re-incubate for 30 min. After 30 min the culture is usually between OD600nm 0.8-0.9.
Transfer to 50ml tubes and let in ice-water slurry for 10 min (keep cold from now on).
Harvest the cells in centrifuge at 4105 x g for 10 minutes at 4°C.
Discard the supernatant, add 45ml sterile ice cold milliQ water. No need to resuspend the pellet yet.
Harvest the cells in centrifuge at 4105 x g for 10 minutes at 4°C.
Discard the supernatant, resuspended the pellet in 10ml sterile ice cold 10% glycerol.
Harvest the cells in centrifuge at 4105 x g for 10 minutes at 4°C.
Discard the supernatant, resuspended the pellet in 1.8ml sterile ice cold 10% glycerol. Transfer to 2ml tubes.
Harvest the cells in microcentrifuge (12000rpm) for 2 minutes at 4°C.
Discard the supernatant, resuspended the pellet in 1ml sterile ice cold 10% glycerol. Transfer to 2ml tubes.
Harvest the cells in microcentrifuge (12000rpm) for 2 minutes at 4°C.
Discard the supernatant, resuspended the pellet in 250ul sterile ice cold 10% glycerol. 
Dispense 5 x 50ul aliquots and freeze at -80°C.

Electroporation
Thaw out aliquots on ice for 5 min then place at room temperature for 5 min (and follow the rest of the protocol at RT).
Centrifuge at 5,000xg for 1 min. Discard the supernatant and resuspend the cells in 50 ul of 10% glycerol / 500 mM sucrose. 
Add up to 5ug-purified plasmid to the cells, mix and add to 0.1 cm electroporation cuvette. Up to 5ul of plasmid (dialyzed 20’ against H2O with Millipore filters).
Pulse 21 kV/cm, 100 Ω and 25uF. Time constant usually about 2.0-2.4 ms.
Immediately add 1ml of TSB + 500mM sucrose and mix. (Dissolve 6.85g of sucrose in 40ml TSB and filter sterilize)
Transfer to a new tube and incubate at adequate temperature for 1-1.5h. (30C for RN4220; 42C for HG003)
Plate out on TSA + antibiotic. (3 ug/mL tet)
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