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Biosafety Standard Operating Procedures (SOPs) for Mutant and Transgenic Zebrafish experiments
Please complete all sections with a grey text box.  Where applicable, information has been provided in these text boxes.  Please review this information and make any modifications required to make the information applicable to your practices.

All names listed on the protocol must read and sign the SOP. 

Title (as stated on the e-Protocol Application):      
SOP Prepared By:      
Date:      
Location: Procedure may be performed in the following location(s):

     
Standard Laboratory Practices: The researchers agree to adhere to the following standard laboratory practices when work with transgenic and mutant zebrafish (Danio rerio):
· All tanks with living zebrafish must be clearly labeled with the following information: Genetic transformation made or name of strain and date of cross or transfer 

· Experimental work with wild-type, transgenic, and mutant zebrafish should be done in as much isolation as possible; keep fish facility and procedure room doors closed when working with zebrafish
· Only trained personnel experienced with zebrafish may conduct these experiments
· Eating, drinking, smoking, handling contact lenses, applying cosmetics and storing food for human consumption is not permitted in laboratory areas
· A system of suitable anesthetization must be used for examination and manipulation of experimental zebrafish; expiration of anesthetic agents must be clearly documented on stock and working solution containers. 
· Provide method of anesthetization being used: 2-Phenoxyethanol (0.2 mg/L), Tricaine
· After work is completed, make sure that no tissue is left adhering to the work area, e.g.: microscope stage, countertops
· Clean experimental work area with EPA-registered disinfectant before and after experimental work and once weekly.  Provide name of disinfectant(s) here:       
· Transgenic fish carcasses and tissue must be correctly disposed of based upon the age of the fish and any use of biological hazards (see below for disposal option details)

· Dead fish discovered in tanks or fish euthanized for experiments must be noted in a Mortality Log; the log should include the genetic transformation made or name of strain or the fish, the date of cross or transfer, and the date of death. Dead fish found outside of the tanks must be discarded as transgenic, using appropriate biohazard waste routes.  
· When generating transgenic zebrafish, all resulting progeny must be discarded as transgenic regardless of if they contain the desired genetic modification.
Hazards: Transgenic or mutant zebrafish research may present exposure and/or health/environmental hazards.  Please identify how these risks will be mitigated.  (Standard information is provided.  Please add any hazards unique to your research to section 4.) 

1. Potential for Zoonosis (disease of animals transmissible to humans):

· The overall incidence of transmission of disease-producing agents from fish to humans is low. 

· Biological agents found in fish and aquarium water have the potential to be transmitted to humans. 

· Transmission can occur through ingestion of infected fish tissues or aquarium water, or by contamination of lacerated or abraded skin.

· The development of disease in the human host often requires a preexisting state that compromises the immune system (e.g. use of steroids, immunosuppressive drugs, or chemotherapy). 

· Potential fish-borne zoonoses include: 

· Mycobacterium organisms in the genus Mycobacterium 

· Aeromonas spp.

· Other less common bacteria and protozoa (Gram-negative Organisms: Plesiomonas shigelloides, Pseudomonas fluorescens, Escherichia coli, Salmonella spp., Klebsiella spp., Edwardsiella tarda; Gram-positive Organisms: Streptococcus, Staphylcocccus, Clostridium, Erysipelothrix, Nocardia; Protozoa: Cryptosporidium). 

· Although allergic reactions to zebrafish and sensitivity to fish proteins in the laboratory setting is rare, it remains possible to become sensitized to fish proteins through inhalation or skin contact. 

· Good personal hygiene and personal protective equipment are the best defense against zoonosis and the development of allergies.

2. Prevention of Release of Transgenic Animals:

· Through use of modern aquaneering equipment, the probability of release of transgenic animals from the laboratory to the wild is near zero. 

· Spawning does not normally occur in tanks on the system, as zebrafish prefer to mate in the shallow water of the mating tanks. 

· Any eggs that released in the tank would be prevented from being released by the presence of two lines of filters:

· filter pads at the base of each rack

· “sock” filters in the main filtration system

· The majority of zebrafish studies introduce genetic modifications that result in the animals being less fit than their wild-type counterparts. 

· Does the experiment include deliberate release of zebrafish into the environment? 
     
3. How to Protect Yourself:
· Wash your hands. The single most effective preventative measure that can be taken is thorough, regular hand washing. Wash hands and arms after handling fish and aquarium water.

· Never smoke, drink or eat in the animal rooms or before washing your hands.

· Wear gloves. If you are in a situation in which you will spend a significant amount of time with your hands immersed in water (i.e. washing tanks in the sink) or if you have any cuts or abrasions on your hands or arms, you should wear sturdy, impervious gloves.

· Seek Medical Attention Promptly. If you are injured on the job, promptly report the accident to your supervisor even if it seems relatively minor. Minor cuts and abrasions should be immediately cleansed with antibacterial soap and then protected from exposure to fish and aquarium water. 

· Tell your physician you work with fish. Whenever you are ill, even if you're not certain that the illness is work-related, always mention to your physician that you work with fish. Many zoonotic diseases have flu-like symptoms and would not normally be suspected. Your physician needs this information to make an accurate diagnosis. Questions regarding personal health should be answered by your physician.

4. Additional Hazards: (If none, please write “None” in the space below)
None
Personal Protective Equipment (PPE): The following PPE must be worn when performing these procedures. (e.g. gloves, eye protection, lab coat, face mask, etc.)
      
Additional Special Handling: Describe how any zebrafish, or related waste materials, will be transported if it is necessary to take it from one lab or building to another (secondary containment), and any other special considerations (modify as appropriate).
     
Waste Disposal: Describe how you will collect and treat the following waste (modify as appropriate).  If not applicable, enter “N/A”:

Embryo/larval carcass disposal: 
· Type of waste container: Liquid Carboy from OEHS.  Tag container as hazardous chemical waste, label as incinerate only.
· Method for disposal: All embryos/larva will be collected and transferred in system water or euthanasia solution into labeled liquid carboys from OEHS.
Juvenile/Adult carcass disposal: 
· Type of waste container: Temporary biohazardous waste container in the laboratory freezer, then carcass freezer in DLAR facility in the building. Note: Temporary biohazardous waste containers must be hard sided, leak proof, puncture resistant, and have a lid.  The container should be lined with a suitable red biohazard autoclave bag.  The outside of the container must be labeled with a biohazard symbol.  Cardboard and Styrofoam are not a suitable materials for these containers.
· Method for disposal: Juvenile/Adult carcasses will be netted out of system water or euthanasia solution into disposable plastic bags and placed in temporary biohazardous waste container in the laboratory freezer. When the temporary container is full, the contents are disposed of in the carcass freezer in DLAR facility in the building.  The carcasses must remain in the red biohazard autoclave bag and the DLAR carcass disposal label completed and placed on the bag.
Sharps: 
· Sharps must be disposed of in a hard-sided sharps container.  

Emergency Medical Procedures: 
If you need help, call the WSU police at 313-577-2222 (do not call 911) 
Injuries/exposures requiring medical attention:
· Emergencies: Detroit Receiving Hospital, 4201 St. Antoine, or Henry Ford Hospital, 2799 W. Grand Blvd.
· Non-emergencies:

· During business hours (M-F 8 AM – 4 PM) – Henry Ford Medical Center – Harbortown Occupational Health, 313-656-1618
· After hours – Detroit Receiving Hospital or Henry Ford Hospital
· After seeking medical attention, complete Report of Injury Form:

· WSU Office of Risk Management, 313-577-3110, www.risk.wayne.edu
· Notify the PI of any accidents or injuries in the work place as soon as possible:
· Phone number:      
More information can be found on the Laboratory Emergency Procedures sign posted in the lab at this location:      .  
Accidental Release Response: In the event of an accidental release to the environment, please contact the WSU Biosafety Officer (rjpearson@wayne.edu or (313) 993-7597) or OEHS front desk ((313) 577-1200).
Is this procedure hazardous enough to warrant prior approval from the P.I. or Lab Manager?   FORMDROPDOWN 

I have read and understand the above SOP. I agree to contact my Supervisor if I have any questions or if I plan to make modifications to this procedure.
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