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Peritoneal Wash-out

1) Mice are injected with 2x105 S. typhimurium in saline, normal rabbit serum or heat inactivated anti- S. typhimurium serum by the lab technician and sacrificed at time points 5, 10, 25 and 30min.

2) After being allocated a mouse a peritoneal wash-out is performed to recover the bacteria. This is done by following steps 1(8 from SOP – Dissection of Mice.

Ensure that gloves are worn at all stages of the wash-out and dissection
3) After pinning back the abdominal skin flaps the peritoneal membrane is exposed. Using a 5mL syringe with a 19 G needle draw 4mL Hank’s Balanced Salt Solution (HBSS).

4) Puncture the peritoneal membrane toward the bottom of the exposed membrane and insert the needle. Inject the HBSS and without withdrawing the needle massage the peritoneum using your fingers. Take care not to puncture the membrane whilst massaging.

5) Using the same needle withdraw the HBSS from the peritoneal cavity and deposit 1mL into a 1.5mL microfuge tube.

Do not attempt to resheath needle. Place it directly in the sharps container provided
Determining the viability of S. typhimurium
1) Take 500µL of the peritoneal wash-out and add it to 500µL of 0.1% Triton X-100 in saline. Incubate for 5 min at room temperature with occasional inversion of the tube
2) Platings1 & 2: take 500µL of the Triton suspension and add it to 500µL of saline. Plate out 50µL onto two nutrient agar plates. (Dilution factor = 4)
3) Platings3 & 4: take 200µL of the Triton suspension and add it to 800µL of saline. Plate out 50µL onto two nutrient agar plates. (Dilution factor = 20)

4) Place the 4 plates at 37°C for 24hrs

5) To calculate viability the number of colony forming units (CFU’s) is multiplied by the dilution factor to give a mean CFU recovered per mouse.
As per Risk Assessment all persons performing a Gram/Spore satin must wear Lab Minimum PPE (gown, closed shoes and gloves and eye protection when prompted) at all times.





Spill procedures may apply – Demonstrator supervision








