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General:

The production of monoclonal antibodies by the hybridoma technology or by the creation of ascites in rodents may be used in the animal research setting.  Large amounts of monoclonal antibody can be generated in ascites fluid in the mouse and, occasionally, in the rat model as well.  It is the primary responsibility of the investigator to ensure that the health of these animals is maintained throughout the study and that appropriate steps be taken to minimize any pain or distress the animal may undergo.  Because ascites production of monoclonal antibodies is considered a painful procedure, all investigators must complete a thorough literature search for alternatives to in-vivo production of ascites.  The information from the literature search must be included in question XIV on the Animal Care and Use Protocol Form.

The following guidelines are suggested:

1. Pristane, a priming agent used frequently in ascites production, could potentially cause pain and/or distress in the study.  Its effects include the induction of granulomatous inflammation in the peritoneal cavity, immunosupression, and lymphatic obstruction.  Steps to reduce pain and/or distress include reduction in the volume or Pristane utilized.  The recommended dose volume for Pristane is 0.1-0.5 ml.  Use of volumes greater than those recommended requires scientific justification to the Institutional Animal Care and Use Committee.

2. In the time interval between Pristane priming and inoculation of hybridoma cells, animals must be closely monitored by the investigator for signs of fur ruffling, hunched posture and/or difficulty breathing.  These clinical signs indicate there is a problem and the veterinarian should be contacted.

3. Hybridoma cell lines must be tested for the presence of adventitious viral and mycoplasma agents prior to introduction into the animal.

4. Following injection of hybridoma cell lines (up to 4 weeks following priming), animals must be closely monitored by the investigator for signs of abdominal distention.  Distention will cause impedance of mobility as well as respiratory difficulty or GI motility problems and inappetence.  Animals may have pale mucous membranes, ears and eyes.  In general, ascites fluid should not exceed 20% of the animal’s body weight, if it does, paracentesis must be performed(See below).

5. Paracentesis (“tapping”) to relieve abdominal distention must take place prior to the onset of clinical signs or problems.  Paracentesis should take place every 1 to 3 days and animals monitored for 30 minutes following the tap.  A maximum of 3 taps may be performed with the final being a terminal procedure.  Animals must be observed daily during this time.  If additional taps are required, scientific justification must be made to the Institutional Animal Care and Use Committee.

Recommended procedure for paracentesis:

· Anesthesia is not a requirement for this procedure.  Good restraint and handling of the animal is a requirement.

· An 18-20 gauge needle is acceptable and large enough to remove viscous ascites fluid.

· Prepare the site of entry with alcohol prior to collection.

· If 1-3 mls of fluid are removed, steps should be taken to minimize shock due to large fluid volume loss.  Administer 2-3 mls of warm saline SQ following collection of ascites.

Death is not an acceptable endpoint to the experiment.

The attending veterinarian and Institutional Care and Use Committee will monitor animals to ensure their well-being and assure compliance.  The PI is required to document all incidents of paracentesis for each animal.
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