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Protocol 903_Determining bacterial concentration in intestinal contents 
 
Reagents 

• Bacterial culture 
• Sterile-filtered, autoclaved PBS 
• Sterile 2ml tubes containing baked (and therefore also sterile) steel 

ballbearing. Weighed! 3 tubes per mouse. 
• Sterile PBS containing 0.5% Turgitol. You cannot autoclave Turgitol so sterile 

filter! 
• Appropriate agar plates 
• sterile tubes and PBS for doing dilutions 
• Sterile instruments 

 
Method 

1. Sacrifice mice. Open skin with forceps and scissors set 1. Spray 
peritoneal membrane with ethanol and proceed with forceps and 
scissors set 2 to open the peritoneum taking great care not to puncture 
the intestine. If you do, you have to discard the mouse from the 
experiment. 

2. Remove intestinal sample and place all tubes on ice 
3. Wash instruments in water then ethanol, then in 4% formaldehyde, 

then again in ethanol to sterilise. 
4. Repeat for next animal (NB always use forceps/scissors 1 to open the 

skin and set 2 for everything else). 
5. Weight all of the tubes to calculate tissue weight 
6. Add 1mL PBS turgitol to intestinal sample 
7. Beat in the outermost position of the tissuelyser for 2mins at 25 
8. Plate intestinal content 1:40000, 1:8000000. 
9. Incubate overnight at 37ºC and count colonies 


