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Purpose: The following policy has been developed to ensure compliance with the Animal Welfare 
Policies regulated by Ministry of Public Health and international regulations, and to ensure humane 
use and care of vertebrate animals. For the purposes of this policy, zebrafish are defined as members 
of the genus Danio and related species.  

  
Stages and definitions:  
<72     hours post fertilization  - embryos  
3-29     days post fertilization  - larvae  
30-89   days post fertilization  - juveniles  
>90     days post fertilization  - adults  

  
Policy:  The QU-IACUC must evaluate all experiments on zebrafish that are allowed to develop 
greater than 72 hours following fertilization. Any experiments performed on zebrafish larvae that are 
older than 72 hours must be described in an IACUC approved animal use protocol and the number 
used reported in the protocol. Furthermore, any experiments on embryos at less than 72 hours from 
fertilization must be described in an IACUC-approved protocol provided that those animals are 
expected to survive to greater than 72 hours in age.   
 
Zebrafish embryos that are manipulated before the 72-hour limit and are euthanized before that time 
are not regulated by the IACUC; however, in this case, a Notice of Intent to Use Zebrafish Embryos 
protocol has to be filled and submitted to QU-IACUC for their records and tracking purposes.  
 
Zebrafish of all ages, including embryos, must be euthanized in accordance with the AVMA 1 
Guidelines for the Euthanasia of Animals. 

  
Rationale: The development of the zebrafish embryo proceeds similarly to avian and mammalian 
species but the environment in which this happens is completely different. The zebrafish embryo 
develops externally to the mother and there is no calcified shell to protect the embryo because this 
would hinder fertilization. Female zebrafish spawn unfertilized eggs which are rapidly fertilized.  The 

                                            
1 https://www.avma.org/KB/Policies/Documents/euthanasia.pdf 
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eggs sink to the bottom of the water. Although a one-cell embryo can survive outside the chorionic 
membrane if carefully removed, this is not the same as chick survival outside of the eggshell. Zebrafish 
embryos survive on nutrients from the yolk sack from days one through five. Although this may vary, 
depending on such factors as temperature, the IACUC decided that, in a laboratory situation, 
temperature variability would be minimized and would approach ideal conditions that allow the embryo 
to develop to a free feeding state by 72 hours. Additionally, the only practical way to apply policy was 
to select a period of time after fertilization from which larval numbers could be realistically counted, or 
at least estimated. Based on these considerations, the IACUC established a time point of 72 hours for 
viability of zebrafish larvae.  
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