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1. For zebrafish ≥8dpf the following method is acceptable for euthanasia: 
 
• Overdose of tricaine methane sulfonate (MS222, 200 300 mg/l) by prolonged immersion.  Fish should be left in the solution for at least 20 minutes following: 1) cessation of opercular movement if the operculum are apparent, 2) cessation of heartbeat and blood flow in the trunk if they can be detected, 3) larvae are not upright, but are lying on their sides and lack a touch response. Criterion 2 and 3 typically can be detected at same time.
 
2. For zebrafish 4-7 days post-fertilization (dpf) the following method is acceptable for euthanasia: 
• Addition of bleach solution (sodium hypochlorite 6.15%) to the culture system water at 1 part bleach to 5 parts water. They should remain in this solution at least five minutes prior to disposal to ensure death. As detailed below in the general guidelines section, pain perception has not developed at these earlier stages so this is not considered a painful procedure. 
3. For embryos ≤ 3dpf, development should be terminated using bleach as described in section 2 above.  

4. Additional methods can be used if required by experimental design and approved by the IACUC: 
• Decapitation with a sharp blade by a trained individual. 
• Anesthetic overdose or rapid chilling followed by fixation in paraformaldehyde or other fixative 
• For embryos <8 dpf: rapid freezing in -70 freezer. Embryos should be contained in a minimum amount of water to insure rapid freezing and death.
• Maceration using a well maintained macerator designed for the size of the fish being euthanized. 
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