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	Abstract


This method describes the preparation of an inoculum for S. coelicolor cultivation. It involves spore germination in rich medium, harvesting and finally re-suspension in water.
	Materials


Reagents:
· Spore-suspension containing 109 spores
· Baffled shake flask (250ml) with 50ml 2xYT-medium and 2g glass-beads (3mm)

· 50ml tube

· Ion-free water
Equipment:
· Shaking incubator (suitable for 250ml shake flasks, 30°C)
· Centrifuge (50ml tubes, 3200xg)
· Whirlmixer
	Time taken


30min
	Procedure


· Calculate the volume of required spore-suspension for 109 spores based on previous estimation of CFU/ml of frozen spore-suspension.
· Thaw ampoule(s) containing spore-suspension at room temperature.

· Add 109 spores (typically (1ml) to 50ml 2xYT-medium in a 250ml baffled shake flask with 2g of 3mm glass-beads. Incubate shake flask at 30°C and 250rpm for 5 - 5.5h.

· Transfer the culture (without glass-beads) to a 50ml tube.

· Centrifuge (3200xg, 15°C, 5min) and pour off supernatant.

· Re-suspend pellet in 5ml ion-free water by vortexing the 50ml tube vertically at maximum speed for 30sec.

· Pool, if necessary, spore-suspensions from separate tubes by pipetting.

· Inoculate with 5*108CFU/l (e.g. 4.5ml inoculum in 1.8l).
