Autoclave everything that will ever come into contact with your yeast

3-3-3 media:

1L ddH2O

3g yeast extract

3g tryptone

3g malt extract

20g glucose

You can take out 100 mL of this and add 1.5g agar, and then be able to pour about 3-4 plates.  Grow them unsealed in 37C incubator.  Dilute a sample heavily and then add around 10 uL to one of the plates and use a cell spreader.  You can then grow that for 3 days and isolate colonies if you think you may have been contaminated, or want to make a single cell isolate.

9-9-9 media:

3X all the above, except for the water

Procedure: Do all of this in a 35-37C shaker at about 120 rpm

When working with any of the cultures that are exposed to the air, use a hood, preferably sterile, but any hood is better than none.

When working with the Falcon tubes, screw them down until they are just closed and back it off 1/3 of a turn.  You need to both let air in (not dust) and gases out, otherwise you will have a bomb.

Day 1:

Start with 50 uL in 5 mL 3-3-3.

Day 2:

Move to a 50 mL Falcon tube, fill with 3-3-3 to the 45 mL line.

Day 3:

Centrifuge at 3000 rpm for 3 minutes.

Decant, and add to the 45 mL line, vortex, separate into 3 more Falcon tubes.

Fill all to the 45 mL line. 

Day 4:

Centrifuge all again at 3000 rpm for 3 minutes.

Fill each with about 5 mL, designate one tube your master culture and dump the contents of all others into it.

There will be enough cells left behind to continue the cultures.

Fill all tubes including the master to the 45 mL line.

Days 5 – 7

Repeat Day 4 protocol.

At this point you could do this 3X a day as long as they are 8 hrs apart, this will get you more cells

Day 8

Move to a 1000 mL Erlenmeyer, add 100 mL of 3-3-3, add a stirbar turn on to about 6 on the rpms. No heat.

Every 90 minutes the population will double in size.

So start this in the morning and about every hour add 200 mL of 3-3-3.

That night before going home add about 400 mL of 9-9-9

Day 9

Move to a larger flask, or vessel if you didn’t have to already.  Add 200 mL of 9-9-9 every hour.

Before you go home add 500 mL 9-9-9.

Day 10

Shut down the whole apparatus and place it in the fridge.

Before you go home, take it out decant as much as you can without loosing cell mass.  This is all oxidized material, that has no alcohol (ideally) in it since you were not fermenting, you were growing aerobically, so you want as much of this out as possible.

Fill with 1.5L 3-3-3 media.

Take it home with you, let it ferment overnight.

Day 11

Brew Day!

Throw the whole thing into your finished product.  This is enough for 10 gallons, so use the whole thing in a 5 gallon batch for really quick clean fast fermentation, or separate equally between two fermenters when its time to pitch.  This is definitely adequate for a 10 gallon ale of 1.070 gravity.  But if you go above that gravity or are making a true lager, or simply want more cells, then you can repeat day 9 a few more times (2-4 depending).  In this case I would crash cool it first, like day 10 but instead of then adding the 1.5 L 3-3-3, I would just proceed with day 9s hourly protocol.

