Inoculating test tube cultures of Francisella tularensis protocol- by Jamie Wandzilak 

Note: Perform all following steps using aseptic technique 
1. Determine the starting OD600 you want for your test tube cultures 
2. Prepare sterile test tubes with desired volume supplemented MHB (S-MHB) 
3. Prepare a sterile 50mL conical with 3mL S-MHB (large volumes) or a microfuge tube with 400 ul of S-MHB (small volumes)
4. Obtain CHAH plates with heavily grown bacteria (grown at least overnight, depending on the strain)
5. Using a loop, scrape cells off the plate until you have a clump
6. Swirl the loop in the tube of MHB and dislodge the clump of cells from the loop
7. Repeat steps 5 and 6, 2-3x to get enough bacteria into the culture 
8. Resuspend the pellets/clumps of cells using a p1000 pipet until there are no more clumps  
9. Once the cells are resuspended, take an OD600 of a 1:20 dilution of your culture (50ul culture, 950ul S-MHB)
10. If you need a higher starting OD, repeat steps 4-9 until you’ve reached the desired starting OD or close to it 
11. Use C1V1=C2V2 formula to calculate necessary volume to add to test tube of MHB
12. Take the OD600 of 1mL to confirm the starting OD 
13. Allow to grow at 37  ̊C shaking 


Reagents 
Sterile tubes 
Supplemented MHB
CHAH plates with heavily grown Francisella tularensis 

