Culture growth for RNA isolation

Day -3
Streak strains to single colony 

Day 0
Patch out single colonies in triplicate 

Day 1 (RNA isolation day)
For each sample, scrape up one patch of cells and resuspend in ~300 uL MHB in sterile 1.5 mL tube
Add 700 uL more MHB, be sure cells are well-resuspended
Check OD600:
	Dilute resuspended cells 1:10 in MHB (100 uL cells, 900 uL MHB)
	Check OD600 using 1 mL MHB as blank
	Calculate actual OD600 (measured OD600 multiplied by dilution factor [10])*
Calculate what volume of cells you need to obtain an OD600 of 0.08 in 10 mL*

For each sample, inoculate one glass culture tube so that the final OD600 is 0.08
	Example:
		OD600 of resuspended cells: 4.0
		(9 mL )(0.08 OD600) / (4.0 OD600) = 0.18 mL resuspended cells (180 uL)
		Either:
-Add 9 mL MHB per tube and add 820 uL more MHB and 180 uL resuspended cells
OR
-Add 10 mL MHB per tube, remove 180 uL, and add back 180 uL resuspended cells

Swirl tube to distribute cells
Remove 1 mL and use to measure OD600
Put tubes at 37°C shaking 
Check OD600 after ~ 2 hours to be sure cells have come close to doubling (document OD600!*)
When OD600 reaches between 0.3 – 0.4 (4-6 hours, document OD600!*):
	Transfer 1.8 mL into 2 mL tube
	Centrifuge max speed at 4°C for 3 minutes
	Transfer 1.8 mL into 2 mL tube
	Centrifuge max speed at 4°C for 3 minutes
	Resuspend cell pellet in 1 mL TRI-Reagent (step 1 of RNA isolation protocol)


*Set up an Excel worksheet


