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I. Purpose

This document provides guidance to personnel working with larval forms of Zebrafish 

and Xenopus to determine if IACUC review is required.

II. Scope

This policy applies to all personnel who are working with Zebrafish and Xenopus.

III. Guidance

A. Zebrafish
Current OLAW interpretation of PHS policy considers aquatic species as "live, 
vertebrate animals" at hatching. Although this is an imprecise stage for zebrafish it 
can be approximated at 72 hours post fertilization. As such the following guidelines 
for all research, teaching and testing zebrafish have been established.

1. 0-3 days post fertilization(dpf), a description of activities in an IACUC protocol 
is not required.

2. 4+ dpf, a description of activities in an IACUC protocol is required. Since early 
stages (4-7dpf) do not feel pain and distress, the larvae may be classified as 
Cat. C. An estimate of the number of larval zebrafish(4-7dpf) should be 
included in the justification.

3. The pain and distress categorization of zebrafish ≥8 dpf should be determined 
by the investigator based on the specific procedures described in the protocol.

B. Xenopus
The hatching process for most Xenopus begins at about 2 dpf (50 hours post 
fertilization). The hatching process is completed over the next 48 hours and they 
begin to feed(4 dpf). This corresponds approximately with Nieuwkoop and Faber 
developmental stage 45. As such the following guidelines for all research, teaching 
and testing Xenopus have been established.

1. 0-4 dpf, and 0-45 developmental stage, a description of activities in an IACUC 
protocol is not required.

2. 5+ dpf and 46+ developmental stage, a description of activities in an IACUC 
protocol is required. Since early stages (5-23 dpf), developmental stages 
46-52 do not feel pain and distress, the larvae may be classified as Cat. C. An 
estimate of the number of larval Xenopus should be included in the 
justification.
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3. The pain and distress categorization of Xenopus ≥24 dpf and ≥ 
developmental stage 53 should be determined by the investigator based on 
the specific procedures described in the protocol. 
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