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CONFIDENTIAL
This animal use protocol worksheet was created by the CCAC to assist investigators in compiling Three Rs-related information when they prepare animal use protocols. Please note the following:
•
Use of the worksheet is intended to be voluntary – it does not supplant the completion of an animal use protocol. There is no CCAC requirement for investigators to complete this form.
•
The worksheet is for personal use – there is no CCAC requirement for this worksheet to be submitted to local animal care committees.
Indicate all procedures this person will perform on animals in this protocol.  Please be specific, e.g. if euthanasia is being performed, indicate method for each species (if more than one species is being utilized in the protocol).
Pre-search information
1
a) Working title of the project and the scientific objective(s)
b) Proposed animal model
c) Proposed procedures on animals
d) Potential causes of pain and distress in the animals
e) Any known species-specific considerations
f) Any known species-specific considerations
Experiments on most invertebrates or on live isolates
Experiments which cause little or no discomfort or stress
Experiments which cause minor stress or pain of short duration
Experiments which cause moderate to severe distress or discomfort
Procedures which cause severe pain near, at, or above the pain tolerance 
threshold of unanesthetized conscious animals
g) Any known potential Replacement alternatives
h) Any known potential Reduction alternatives 
i) Any known potential Refinement alternatives
Information gathering
2
Keywords and concepts used in literature search
Databases searched
Replacement search
Reduction search
Refinement search
Other resources
Three Rs websites
Experts consulted
Laboratory animal veterinarian
Animal welfare specialist
Other investigator
Statistician
Other
Other resources
a) Did the Three Rs search determine any possible Replacement alternatives?
Information review
3
Replacement alternative category
Absolute replacement
No   Yes
If yes, describe and/or note citation
Relative replacement
Other
If yes, describe and/or note citation
No   Yes
Reduction alternative category
b) Did the Three Rs search determine any possible Replacement alternatives?
Experimental design
Sample size calculation
Animal model selection
Telemetry
Animal supply strategy
Data sharing strategy
Animal re-use strategy
Other
If yes, describe and/or note citation
No   Yes
Refinement alternative category
c) Did Three Rs search determine any possible Refinement alternatives?
Animal handling
Animal housing
Anesthesia
Analgesia/pain management
Blood & tissue sampling
Humane endpoints
Welfare assessment
Humane killing
Other
Questions to assess if your Three Rs search is complete
Information synthesis
4
•
Is the proposed experiment or test duplicative?
•
Are there any in vitro techniques that could replace use of animals?
•
Have any computer simulations been developed that relate to the study?
•
Are there any alternative animal models of lower sentience?
•
Is there useful and current information about the proposed animal model?
•
Has a particular strain of animal been shown to be more sensitive to the effects that will be studied?
•
Is there information on the proposed model that might allow the use of fewer animals or might reduce the pain 
experienced by the animals?
•
Could in vitro methods be incorporated into the protocol in any way to reduce the number of animals used 
(e.g., for  early screening)?
•
Have any statistical models been developed for use in this type of study, and would these affect the design of the experiment?
•
Is there a way to decrease the level of invasiveness of the protocol without compromising the scientific objective?
•
Could the proposed anesthetics, analgesics or other drugs pose a confounding influence on the experimental outcome?
•
Is there information about assessing welfare and the level of pain of the animals?
Justification topic
Justification table
5
Explanation
What are potential benefits of the 
animal use?
Why were possible Replacement 
alternatives rejected?
Why is the choice of animal model 
appropriate?
Why were possible Reduction 
alternatives rejected?
What is the statistical rationale for sample 
sizes and sampling frequency?
Why were possible Refinement 
alternatives rejected?
Other
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