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 Institutional Animal Care and Use Committee

Ascites Production in Animals


In accordance with the National Institutes of Health (NIH) guidelines for “Ascites Production in Mice”, the production of monoclonal antibodies in animals may only be used if in vitro methods fail. All procedures must be described and scientifically justified in the protocol and the following stipulations must be followed. If adjuvants will be used, the IACUC Policy “Use of Adjuvants in Animals” must also be signed by the Principal Investigator and followed.

1 The volume of the priming agent should be reduced to the smallest volume necessary to elicit the growth of ascitic tumors and at the same time reduce the potential for distress caused by the irritant properties of the priming agent. 0.5 ml Pristane has been standard for adult mice, 0.1-0.2 ml has been found to be as effective for some hybridomas. 

2 The time interval between priming and inoculation of hybridoma cells as well as the number of cells in the inoculum are determined empirically. Inocula range from 105 - 107 cells in volumes of 0.1-0.5 ml and are usually administered 10-14 days after priming. Cell suspensions should be prepared sterilely in physiological solutions. 

3 High concentrations of CFA or pristane injected intraperitoneal (IP) to induce peritoneal fluid production are associated with weight loss, hunched appearance, and lethargy and should be avoided. If clinical signs are observed, the volume injected should be reduced to the minimum necessary to produce ascites. 

4 Animals should be monitored at least once daily and the ascites fluid collected (tapped) as necessary (when the abdomen is approximately the proportion of a near-term pregnant animal) to prevent excessive accumulation and resultant pain, distress, discomfort or interference with normal activity.

A. A schedule for monitoring animals and tumors must be included in the protocol.

B. Records must be kept based on monitoring requirements and must be in compliance with the applicable Pre- and Post-Procedural Care and Record Keeping Policy for the species being used.

5 Personnel must be familiar with clinical signs associated with ascites production and circulatory shock.
A. Pale eyes, ears and muzzle and breathing difficulties are indicative of circulatory shock. 2-3 ml warm saline or lactated ringers should be administered subcutaneously (SC) or IP after collection of ascites fluid to prevent shock

B. The number of taps should be limited, based on good body condition of the animal. Three survival taps (the 4th being terminal) are the maximum recommended. 
C. Manual restraint may be used for tapping. 

D. Anesthesia is recommended.

E. Aseptic technique should be used in withdrawing ascitic fluid. 

F. The smallest needle possible that allows for good flow should be used (18-22 gauge).

6 Animals should be euthanized before the final tap or at any point if there is evidence of debilitation, pain or distress (e.g. hunched posture, rough haircoat, reduced food consumption, emaciation, inactivity, difficulty in ambulation, respiratory problems) or excessive solid tumor growth. 

7 Routes, volumes, dosages, dosing schedules, and contents of injections must be written into the protocol. In addition, the following must be done:

A. All animals with ascitic tumors must be clearly identified on the cage card by PI staff.

B. The animals must be monitored regularly for evidence of pain, distress, or infection resulting from the tumor. The protocol must state what will be done for animals showing these signs. 

C. Any complications such as illness, disease, debilitation, distress, or significant weight loss (expected or unexpected) must be reported to VMU Animal Health Staff. The attending veterinarian will be consulted regarding treatment versus euthanasia.

D. Animals must be treated and observed daily or euthanized if there is evidence of infection.

Signature:

I have read the above and agree to comply.

_________________________________



_________________

Principal Investigator





Date
2
Page 2 of 2

