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Policies for experimental procedures with the potential for animal pain and distress

Extensive guidelines, policies, and regulations govern the management of pain and distress in laboratory animals.  These include the Guide for the Care and Use of Laboratory Animals, the Animal Welfare Act, the US Department of Agriculture Animal Welfare Regulations and Policies, the Public Health Service Policy on Humane Care and Use of Laboratory Animals, and the US Government Principles for the Utilization and Care of Vertebrate Animals Used in Testing, Research, and Training.  These guidelines, policies, and regulations require the IACUC to ensure that animal-use protocols include strategies for minimizing pain and distress in animals and that the availability or appropriateness of the use of less-invasive procedures (alternatives) are considered by the principle investigator (PI).  The following policies were written for use by the PI and the IACUC when writing and reviewing protocols describing procedures with the potential for animal pain and distress that can not be reliably controlled with appropriate anesthesia and analgesia.

II. Using Complete Freund’s Adjuvant

An adjuvant is an immunomodulatory compound used in the production of polyclonal antibodies in rodents and rabbits.  The use of Complete Freund’s adjuvant (CFA) may cause undesirable and painful side effects such as large inflammatory lesions or tissue necrosis. When adjuvant use is necessary, the use of Ribi Adjuvant, Incomplete Freund’s adjuvant (IFA) or other adjuvants that cause less inflammation than CFA are desirable.  The unwanted effects of CFA can be effectively reduced or eliminated if the CFA is given only once, with booster immunizations given in another adjuvant or with no adjuvant.  In addition, it is important to use appropriate routes of administration, adequate separation of injection sites, and the use of small amounts of inoculum per site.

If it is absolutely necessary, CFA may be used under the guidelines outlined below; these guidelines, when applicable, should be addressed in the animal use protocol form submitted to the IACUC:

· Injection of foot pads with CFA or other agents causing significant inflammation are only acceptable if scientifically proven to be necessary and if given a variance by the IACUC.

· Inoculation of CFA intravenously or into lymph nodes is not acceptable.

· CFA can only be used for the initial immunization unless given specific approval by the IACUC.

· In rabbits or rodents subcutaneous injections will be performed at up to six sites on either side of the dorsal midline between the scapulae and the pelvis. In rabbits, a 2cm area of hair should be clipped and the skin prepared using povidone iodine followed by 70% ethanol.  The number of sites should be minimized based on the total volume to be inoculated.

· The site of injection must be monitored regularly (twice a week for 3 weeks) after injection for evidence of severe inflammation, large granuloma or abscess formation, and ulceration. The animal must be monitored regularly for evidence of pain, distress, or infection resulting from the injection.

· The inoculation should be free of extraneous microbial contamination.  Millipore filtration of the antigen before mixing with adjuvant is recommended when possible.

· The injection site should be clean to prevent infection.

· Incomplete Freund’s adjuvant, Ribi adjuvants, and other adjuvants may be employed using other reasonable injection protocols, including injections into lymph nodes or sites immediately draining into lymph nodes when antigen is very limited in quantity.

