Standard Operating Procedures

Husbandry of Zebrafish Larvae Housed in a Satellite Facility Location
	Principal investigator:
	
	Protocol number(s):
	

	Location (building and room):
	
	Species:
	Zebrafish larvae 3-7 dpf

	Maximum days in this location:
	7 days
	Date approved:
	

	Individuals responsible for care:
	


Procedures for Quarantine

· No quarantine required.
Transportation

· Fish embryos or larvae up to 7 days post-fertilization (dpf]) will be transported to the satellite location in media or conditioned water within a container by hand from UAC or via overnight courier to the building.
Personal Protective Equipment (PPE)
· Gloves will be worn when handling zebrafish larvae.
Description of Housing
· Zebrafish will be maintained in a temperature controlled incubator. The incubator door will be labeled with “LIVE ZEBRAFISH LARVAE INSIDE” and “UA IACUC PROTOCOL (indicate number)”.
· Each group of petri dishes, microplates, or other suitable containers will be labelled with the date the embryos were spawned (= 0 dpf).
Description of Monitoring (includes weekends and holidays, if applicable)
· Document all activities below on the Animal Care Assessment Log.

· Record incubator temperature daily.

· At least once every 72 hours, observe all animals for signs of illness or distress, check that the container is not damaged, that the media/water is clean and the water level is sufficient.

· Larvae up to 7 dpf have a yolk sac and do not require feeding.
· Record media/water change or top off.
· Initial the Animal Care Assessment Log
Description of Other Activities (weekly, monthly, biannually, yearly, as appropriate)

· Incubator surfaces will be cleaned when visibly soiled.

· Chemical disinfection will be performed as necessary to control mold infection, with thorough rinsing afterwards to ensure chemical residues are removed.
Health Monitoring and Veterinary Care Plan
· Larvae will be observed at least every 72 hours.

· High morbidity or mortality (up to 50%) is not uncommon in zebrafish larval studies as embryos are extremely fragile at this stage of development.
· Veterinary intervention will be sought if unexpected outcomes as defined in the protocol are encountered, or if temporary housing or assistance with euthanasia is needed.
· UAC veterinary support can be contacted at 626-6702 or UAC-Clinical@email.arizona.edu
· Contact the on‐call veterinarian as listed on the Weekend and Emergency Contact list

Methods of Euthanasia and Carcass Disposal

· Animals must be euthanized prior to 8 dpf.
· AVMA approved methods for these animals include:
· Immobilization by submersion in ice water (5 parts ice/1 part water, 0-4oC) with no direct contact with ice for at least 10 minutes following cessation of opercular (i.e., gill) movement. In any fish where it is difficult to visualize opercular movement, fish should be left in the ice water for at least 20 minutes after cessation of all movement to ensure death by hypoxia.

· Overdose of buffered tricaine methane sulfonate (MS222, 200-300 mg/l) by prolonged immersion. Fish should be left in the solution for at least 10 minutes following cessation of opercular movement.

· Anesthesia with buffered tricaine methane sulfonate (MS222, 168 mg/l) followed by rapid freezing in liquid nitrogen.

· Unused tissue or carcasses will be disposed of by placement in red biohazard bag with removal by Risk Management Services
Disaster/Contingency Plan

· In the event of prolonged power failure (>24 hours) or other emergency that jeopardizes the health and well-being of the animals, all zebrafish larvae will be immediately euthanized. The IACUC must be notified of the event.
· All individuals who are responsible for the care of the animals are aware of these plans.
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