T6SS Assay Coculture Protocol 
	Adapted from Chris Schuttert

1. Grow attacking and prey cells under standard conditions*
a. Establish an SOP for growth of these organisms
i. Grow LVS overnight on CHA plate as a patch, scrape patch (at ends) and resuspend in 4 mL PBS
2. Set up OD dilutions
a. Dilute 1:20 and check OD, then set up 4 more 1:1 dilutions (labeled 0x,2x, 4x, 6x, 8x)
i. If OD reading is too high (above 0.6), dilute until the OD reading is within the linear range.
b. Using a 96 well plate, set up ten serial dilutions of each sample on the plate
ii. Put 180uL PBS in each well
iii. Add 20uL of sample to first well and mix by pipetting. Discard tip and move 20 uL of that well to the next well. Repeat until the tenth well.
iv. Use multichannel pipette to inoculate 10uL of wells 4 through 10 of sample to a track plate (X2)
v. Total 10 plates of each strain
3. Generate an OD-to-CFU curve
a. Follow standard growth conditions, calculate OD of 1 based on dilution. Carry out four 1:1 dilutions in growth medium for OD600. You’ll determine OD600 and CFU/mL for the 0x, 2x, 4x, 6x and 8x culture dilutions.
i. Remember, a 10x dilution this way is a 1 log dilution for reference.
4. Graph with OD600 on the x axis, and CFU/mL on the y axis.
a. Generate the y=mx+b equation and R2 value for each graph. 
i. R2 < .95 is no good
5. Use equation for attacking cell and prey cell to dilute to the proper MOI
a. I use an MOI of 4. Meaning 4 attacking cells to one prey cell
i. V. coralliilyticus @ 2x109 & E. coli @ 5x108
ii. M1V1 = M2V2; solve for V1, V2 is 500 uL
6. Mix freshly diluted cells 1:1 (v/v) so you have 1 mL of T6SS culture. 
a. Remove 50uL for a T0 dilution series to determine your starting CFU/mL for each organism
i. The OD-to-CFU curve is self-correcting, be sure to record and input all data.
7. Vacuum filter mixture onto 0.22 um filter and incubate at appropriate temperature for 4h. 
8. Remove filter, and resuspend in 10mL starvation media/NSS/PBS
9. Serial dilute and plate for T4 CFU/mL to determine killing by T6SS

*NOTE: It’s a good idea to do this T6SS assay as a monoculture assay first to determine how well the organism survives on the filter, and how easily it is removed.
