Type VI Secretion System Secretion Assay

Planning:
Always include:
a wild-type control (positive control for secretion)
a mutant incapable of secretion (negative control, typically ∆pigR)

Reagents
	Supplemented Brain Heart Infusion broth with cysteine (sBHIc)
	Supplemented Brain Heart Infusion broth with cysteine and 5% KCl (sBHIc + 5% KCl)
	1x protein sample loading buffer (SLB) 
	0.2 micron syringe filters
	3 mL syringes
	100% Trichloroacetic acid (TCA)
	100% ethanol, ice-cold
	Reagents for Near infrared Western blots

Day 1:
1. Per strain, prepare 2 growth tubes with 6 mL media, one with sBHIc and one with sBHIc + 5% KCl
2. Scrape up cells and resuspend in sBHIc
3. Check OD600 
4. Dilute each strain to 0.1 in both media types
5. Use 0.5 mL to check starting OD600
6. Grow shaking at 37°C for 4-5 hours, until the OD600 of cells grown in sBHIc are around 0.3
7. Transfer 1.8 mL of each culture into 2 mL tube
8. Pellet cells by centrifuging 3 min at max speed
9. KEEP supernatants- transfer to new 2 mL tube
10. Add 1x SLB to cell pellets, using the formula below to calculate the volume SLB for each pellet. Mix by pipetting when adding SLB. 
OD600 x volume cells (uL) = volume SLB to add (uL)
Example: 0.2 x 1000 uL = 200 uL SLB
11. Heat pellet samples for 5-10’ at 95°C, store at -20°C
12. Filter-sterilize supernatants using 2 micron filters on 3 mL syringes, filtering into a clean 2 mL tube.
13. Transfer 1.5 – 1.6 mL of filter-sterilized supernatants to new tube (Must have accurate measure of volume!) 
14. Add 1/10 volume of 100% TCA
15. Vortex to mix, leave at 4°C overnight

Day 2:
16. Pellet supernatant samples by centrifuging at 4°C for 30’ at max speed
17. Remove supernatant (pellet will not be very visible)
18. Add 1 mL 100% ice-cold ethanol
19. Spin at 4°C for 30’ at max speed
20. Remove ethanol, let pellets air-dry completely
21. Add 1x SLB, normalizing for cell density in original sample. Use the following formula:
a. (35 uL)/(lowest density sample OD600) x (current sample OD600) = uL 1x SLB to add
22. Heat pellet samples for 5-10’ at 95°C. Store samples at -20°C if not using immediately. 

Western Blot Analysis (Quantitative)
1. Prepare a protein gel that can resolve 22.1 kDa (IglC) from 67.6 kDa (sigma70): prepare appropriate buffer, wash wells. 
2. Load gel, using 5 uL Biorad Precision Plus Dual Color ladder and 10 uL of each sample. 
a. Samples should be loaded in the following order. If there are too many samples, run all the sBHIc samples on one gel and all the sBHIc + 5% KCl samples on another gel.  
Media		Sample type	Strain
sBHIc			pellet		Positive control (LVS)
sBHIc			pellet		Negative control (∆pigR)
sBHIc			pellet		Test strain(s)
sBHIc			supernatant	Positive control (LVS)
sBHIc			supernatant	Negative control (∆pigR)
sBHIc			supernatant	Test strain(s)
sBHIc + 5% KCl	pellet		Positive control (LVS)
sBHIc + 5% KCl	pellet		Negative control (∆pigR)
sBHIc + 5% KCl	pellet		Test strain(s)
sBHIc + 5% KCl	supernatant	Positive control (LVS)
sBHIc + 5% KCl	supernatant	Negative control (∆pigR)
sBHIc + 5% KCl	supernatant	Test strain(s)
3. Run gel at 150V until blue dye has just run off (usually about 60-70’)
4. Transfer to PVDF, 30V for 60’
5. Follow Quantitative Western Blots with Near-Infrared dyes protocol with the following modifications: 
a. Both 1° antibodies are from mouse, so must cut membrane and incubate sections separately. Cut between the 37 and 50 kDa bands
[image: ]Bio-rad Precision Plus Dual Color Ladder 

b. [bookmark: _GoBack]Dilute the anti-sigma70 antibody 1:1500 (6.7 uL in 10 mL)
c. Dilute the anti-IglC antibody 1:1,000 (10 uL in 10 mL)
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