Protocol for Bioluminescence Imaging 

in Mice with Infectious Bacteria

1. The proposed imaging experiments should be discussed in advance with Sharon Samuel or Dr. Lapi who will inform the requestor of training requirements that are required in addition to the attached protocol.  The requestor should also indicate the individual(s) that will conduct the imaging, bacteria that will be used, the proposed animal housing location, and the IACUC numbers under which the experiments will be conducted.

2. Before infecting mice to be used in the imaging experiments, the test subjects should have hair removed from any body locations that will reduce sensitivity in the experiment.  

3. Any transportation of mice will be done in compliance with ARP guidelines.

4. Mice will be infected and housed in rooms designated and approved by IACUC, in compliance with the approved protocol. 

5. For transport to the imaging lab, cages containing infected animals are to be placed inside a non-porous opaque container (ex. Rubbermaid storage box) with a secured lid in order to prevent accidental spillage. This container is to be placed on a stable cart.  ARP transport may also be used, following their procedures.
6. Prior to imaging, the air tight imaging chamber should be placed in the IVIS imaging cabinet for 10 minutes to allow it to warm to 37(C prior to use. Attach the vacuum for anesthesia gas scavenging.  The scavenging tube will not be connected to the chamber holding the mice, rather it will just be free in the chamber removing any waste gas.

7. Persons handling cages of infected mice should wear appropriate PPE (isolation gown and gloves) when handing infected mice and/or their caging. 

8. Cages containing infected mice will be transported to the appropriate location and placed in the disinfected Class II biosafety cabinet (BSC) with blower running, for anesthesia and loading of the imaging chamber.

9. Infected mice to be imaged will first be anesthetized in a small, plastic anesthesia chamber (O2 flow rate = 2.5 L/min; ventilator setting = 3).

10. Once at a surgical plane of anesthesia, remove any contaminated PPE and retrieve the imaging chamber from the imaging cabinet.

11. Switch the anesthesia supply to the imaging chamber, place the infected mice inside in the correct orientation, replace and secure the lid, and disinfect the exterior of the box with chlorhexidine solution or other suitable disinfectant.

12. Remove any contaminated PPE, disconnect the anesthesia supply under the biosafety cabinet, and then place the sealed imaging box in the imaging cabinet. 

13. Switch the anesthesia supply to direct flow to the IVIS imaging cabinet.

14. Connect the anesthesia supply tube to the inflow filter of the imaging box. Leave the gas scavenging line disconnected. Make sure that the vacuum is turned on to evacuate any waste anesthesia vapors.

15. Perform imaging.

16. Using appropriate PPE, transfer the imaging chamber back to the BSC and replace the mice in their cage. Repeat procedures 9-15 if more mice are to be imaged.

17. After all mice have been imaged, returned to their cages, and the cages placed back on the transport cart, all surfaces that came into contact the mice and/or the imaging chamber should be deemed as potentially contaminated and should be disinfected with chlorhexidine solution or other suitable disinfectant.

18. Following disinfection, the UV light should be turned on and allowed to further decontaminate the biosafety cabinet for a period of at least 20 minutes.

19. Upon return of the mice to their housing location, the transport cart and container should be disinfected with chlorhexidine solution or other suitable disinfectant and brought to dirty cage wash.

20. Contaminated gloves and paper will be disposed as biohazards.

-------------------

Individual to conduct imaging: _________________________
Individual who will transport animals: ____________________
Bacteria/infectious material to be utilized: _______________________________
Animal housing location: _____________________________
My signature on this protocol document provides my assurance that:

(1) I have received the protocol,

(2) I have read and understood the protocol,

(3) I have had the opportunity to ask questions about the protocol,

(4) I will abide by the policies and procedures stated in the protocol, and other applicable protocols.

Signed _________________________________________  Date __________

-----------------------

Training and IACUC information verified by:

_________________________________________     Date_______________
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