Sporulation
- Add few mLs of ddH2O to medium culture tube
- Scoop a medium size amount of culture (size of a matchstick head) and inoculate H2O

- Pellet at 2000RPM for 2 min, dump supernatant
- Add 2.5mLs Sporulation Medium (0.6% KAc)
- Add 25uL 100x nutritional suplements 

- Rotate about 2 days at room temperature
- Sporulated cells will look like a bag encasing 4 smaller cells (tetrads)
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Once Sporulated

- Add 100uL sporulated cells to 3mL ddH2O in a small culture tube
- Pellet at 2000RPM for 2 min, dump supernatant
- Add 200uL ddH2O 

- Add 12uL zymolyase (to remove spore coat)

- To mix, give a quick shake or two in the beginning of the incubation

- Incubate at Room Temp for about 15min

- Check for digestion by microscope and look for tetrads without the spore coat
- Draw a line across the plate, about 1/3 of the way from the top

- Pipette about 20uL on the plate in a dropwise fashion by putting a drop at one side of the plate/line.  Let the drop run down the line and seed with more drops until the cells have run to the opposite side of the plate

- Dissect tetrads
Sporulation Medium
0.6%

KAc, Potassium Acetate

Add 6g KAc to 1L ddH2O.  Stir to dissolve.  Pour into 100mL bottles. Autoclave
Zymolyase 100T

3mg/ml
 Zymolyase 100T (from A. luteus)
(Seikagaku Corporation 120493)

Sprinkle the zymolyase into water slowly in 50mL conical.  Let dissolve slowly, then place on a rotator at 4°C over night (use something that will flip the sample over so the zymolyase doesn’t settle).  Some impurities may remain, but they shouldn’t interfere with enzyme activity.  Aliquot 200uL/tube and freeze at -20°C.

