	INSTRUCTIONS: Read carefully and respond appropriately.  PUT N/A FOR ALL NOT APPLICABLE ITEMS.  When finished, submit an electronic copy to sdominguez@westernu.edu AND a signed hard copy to Ms. Susan Dominguez, IACUC Office, URC.


WESTERN UNIVERSITY OF HEALTH SCIENCES

Institutional Animal Care and Use Protocol Application

THIS FORM IS FOR AQUATIC SPECIES ONLY
1.  Title of Project or Course:     
2.  Principal Investigator:        
3.  Department/College:       
4.  Office phone:     
Completed forms are for internal use only and are not to be distributed outside Western University without written permission from the IACUC or the Vice President for Research.  Violation of this policy could result in suspension of the protocol.
The use of audio or video recording devices of any kind, including cell phone cameras, cameras and tape recorders, in any Western University owned or leased animal facility is strictly prohibited except in performance of IACUC-approved activities within the animal facility or research laboratories where animals are housed, used or euthanized for tissue collection.  Any photography or recording not described in an IACUC-approved protocol must have the written permission of the Institutional Official, in consultation with the IACUC, which must be produced upon request by Animal Facility staff or the IACUC Chair before admittance to the facilities will be permitted.  Violation of this policy may result in suspension of privileges for the principal investigator & their laboratory personnel.  Your signature on this application acknowledges that you are aware of this policy.
Declarations and Signatures

As the Principal Investigator on this protocol, I accept full responsibility for, and agree to abide by, this protocol.  I also understand and agree to the following:

1. I will abide by all applicable local, state and federal laws and regulations and WesternU policies and procedures.

2. Deviations from an approved protocol or violations of applicable policies, guidelines or laws could result in immediate suspension of the protocol.

3. The attending veterinarian or designee must be consulted in the planning of any research or procedural changes that may cause more than momentary or slight pain or distress to the animals.

4. All experiments involving live animals will be performed under my supervision or that of another qualified scientist.  All listed personnel will be trained and certified in the proper humane methods of animal care and use prior to conducting experiments.

5. Emergency veterinary care will be administered to animals showing evidence of discomfort, ailment or illness.

6. Information provided in this protocol is accurate to the best of my knowledge.  If funded by an extramural source, the protocol accurately reflects all currently planned procedures involving animals described in the proposal to the funding agency.

7. Modifications to the protocol will be submitted to and approved by the IACUC prior to initiation of such changes.

8. The experimental design has been refined to minimize the invasiveness of the proposed procedures.

9. The proposed research does not unnecessarily duplicate previous experiments.














Principal Investigator
Signature



Date














Dean/Dept Chair



Signature



Date

5.  If this is a 3-year full renewal, answer the following.  If not, skip.


a) How many unused animals, if any, are left over from the previous protocol?  


The numbers of animals requested in this renewal must include all unused animals from the 


previous protocol.  Otherwise, explain.   

b) List each goal, specific aim and/or hypothesis from the original protocol and indicate if it/they have 


been completed, are in progress or not yet started.  List the number of animals used for each 


specific aim that has 
been completed or is in progress.   

c) Describe any adverse effects or unanticipated problems encountered including higher than expected 


mortality/morbidity regardless of cause.   


i. How were these effects/problems resolved?   
6.  Proposed and Approved Funding Sources (grant, contract, fellowship, training, career development).  List all funding sources for this protocol.  Include the titles and fund numbers, if known, for each funding source.


Source:   

Title (if different from protocol title):   

Fund number (if known):   

Source:   

Title (if different from protocol title):   

Fund number (if known):   
7.
For each person, including the PI and off campus personnel, involved in this study who will have contact with animals or animal tissues, provide:





a) their name, email address and phone number,




b) their specific duties in this project,




c) a description of their animal training relevant to their duties in this project.


 
8.  Summary of Animals Requested:


*Pain Categories:
C – No pain, slight or momentary pain







D – Pain or distress; drug relieved







E – Pain or distress; no relief provided
	Species/ Strain
	
	
	
	
	

	Number Requested
	
	
	
	
	

	Gender
	
	
	
	
	

	Age or Weight
	
	
	
	
	

	Pain Category
	
	
	
	
	

	Housing Location
	
	
	
	
	

	Vendor/Source
	
	
	
	
	

	If additional species are requested, provide information here: 


*The Attending Veterinarian must be consulted if pain or distress exceeds the anticipated level or if the interventional controls listed on the protocol cannot be applied.
Early indicators of pain and distress in zebrafish:


Advanced signs of pain and distress:
1) Decreased mobility or swimming frequency.


1) Overt lethargy.
2) Increased ventilation rate (opercular beat rate).


2) Decreased ventilation rate.
3) Increased use of tank bottom.




3) Swimming upside-down or sideways.
4) Bursts of erratic swimming.
5) Decreased tail flipping behavior.
6) Attempts to jump out of the water.

a)
If transferring animals from an off-campus investigator, an Animal Transfer Form and health report must be submitted and approved prior to protocol approval.  The Animal Transfer Form may be obtained from the Office of the IACUC at 469-5619.  The health report is to be obtained by the PI from the exporting institution prior to transfer of any animals.
9.  Provide justification for non-use of analgesia and anesthesia for animals in Pain Category E above. 

     Include sources for documentation.  
10. Provide the location where each experiment or procedure will be conducted.  
11. Project Description

a.
Using lay terminology, provide a non-technical synopsis of this project/course. LIMIT TO 250 WORDS.             
b.
What are the goals, specific aims and/or hypotheses of this project/course?  Include potential benefits to scientific knowledge.  
c.
Provide a detailed description of exactly what will be done to the animals during this project/course and a table listing all control and experimental groups and the numbers of animals required per group as determined in Item 10.   


If using approved Western University Standard Operating Procedures (SOPs), provide the procedure codes here and ATTACH A COPY TO THIS APPLICATION.  Note any deviations from the SOPs and attach a copy of each SOP.   
d.
Provide the following information for all drugs, chemicals, toxins, infectious agents, viral vectors, cell lines or radioactivity to be given to the animals.  The IACUC requires that all chemicals and other substances used in animals be of pharmaceutical-grade when available.  If using non-pharmaceutical-grade substances, justify.   
	Generic Name (indicate species to receive each agent)
	Controlled Substance?

    (Y/N)*
	Purpose
	Dose
	Volume
	Interval
	Route

	Euthanizing Agent


	
	
	
	
	
	

	
	
	
	
	
	
	

	
	
	
	
	
	
	

	
	
	
	
	
	
	

	
	
	
	
	
	
	

	
	
	
	
	
	
	

	
	
	
	
	
	
	

	
	
	
	
	
	
	




*Controlled substances used under this protocol MUST be covered by a DEA license.  A link to the application form may be found on the IACUC’s website under Important Forms.

i. Provide the name and contact information of the person with a valid DEA license who will provide 


the controlled substance(s). Office phone:  
e.
If paralytic/neuromuscular blockers are used, justify their use and describe how the absence of pain and the absence of consciousness will be assessed.   
12. Aquatic Systems Summary – Records of equipment maintenance, e.g. filter changes, UV bulb changes, probe changes, calibrations, etc., should be available for review.
a. Will group tanks be arranged in arrays with a shared water supply or in individual aquaria each with its exclusive water handling system?  
b. Indicate water type, e.g. fresh, brackish, marine, or other  
c. Will there be any water pre-treatment?   
d. Indicate water circulation, e.g. static, re-circulated, constant flow or some combination thereof.   
e. If applicable, indicate water exchange frequency and amount (percentage).    
f. Provide a key word for filtration employed, e.g. biological, chemical, mechanical, etc. and type, e.g.     mechanical-bead filter, etc.   
g. What type of disinfection will be used, e.g. UV or ozone?   

h. Indicate the frequency of monitoring and method of control for each of the following.

i. Temperature:  

ii. Salinity:  

iii. pH:  

iv. NH4:  

v. NO2:  

vi. NO3:  

vii. Dissolved O2:  

viii. Total Dissolved gases:  

ix. Indicate other parameters and their monitoring frequency, e.g. alkalinity, total hardness, 

conductivity, chlorine/chloramine, etc.:  
13.

Literature Search – A literature search must be performed to determine that (i) this study/course does not unnecessarily duplicate previous work, (ii) there are no alternatives to the use of live animals, and (iii) there are no alternatives to procedures that may cause more than momentary or slight pain or distress to the animals (Pain Categories D and E above).
a.
Date of Search (must be within the last 6 months of submission):       
b.

Identify databases used (minimum of 2 required):  (e.g., PubMed, Biological Abstracts, Animal Welfare Information Center Altweb).       
c.
Keywords used in search:       
d.
Years covered in search:       
e.
Answer the following:  
(i)
Does this study/course unnecessarily duplicate previous work?          No





          Yes
(ii) 
Are there alternatives to the use of live animals?   If no, explain why.            If yes, explain why they aren’t being used.       
(iii)
Are there alternatives to procedures that may cause more than momentary or slight pain or distress to the animals (as in Pain Categories D and E above)?    No            If yes, explain why they aren’t being used.       
14.
Reduction and Replacement of Animals

a.
How does the experimental or course design assure the use of the fewest animals?  Justify the numbers of animals requested with a sample size calculation, citation of similar work or other means.  This should agree with the numbers in the table requested in item 10.       
b.
Can this project/course be done using a lower species or a non-animal model?         Yes; explain why it is not being used      

        No; how was this determined?         
15.  Animal Care for Western University Owned Animals - Although the Animal Care Facility personnel will provide daily care of the animals including weekends and holidays, the PI is ultimately responsible for ensuring the wellbeing of the animals under this protocol (except during a natural disaster).  The attending veterinarian, Dr. Marcelo Couto, must be notified at 310-869-7556 in the event of any unexpected illness or debilitation of an animal.  Failure to do so could result in actions being taken by the IACUC.  The emergency phone number for the Animal Care Manager is 909-706-8100.

a. Provide the names, titles and off campus emergency phone numbers of anyone other than the Animal Care Facility personnel who will provide daily animal care, including weekends and holidays.



      
b. If using something other than the standard aquaria, describe.       
c. If you are not using standard environmental or husbandry conditions, describe       
d. Will you be receiving genetically or surgically modified animals from another source?       


If yes, describe any special care they may need.       
e. What will be the criteria used to warrant euthanasia or premature removal from the study/course?       
f. Who will monitor morbidity and serve as a contact person if problems arise?       
g. Describe method(s) used to euthanizing animals.       
16.
Other Procedures

a. If you are performing terminal tissue harvest, state the tissues to be collected and the purpose for collecting them.          

b. List all non-terminal body fluids/specimens collected indicating amounts collected each time and their frequency.       
(i)
What effect will removal of this fluid/sample have on the animals and how will the consequences be mitigated?       
(ii)
Who will collect the fluids/samples and what are their qualifications?       
(iii)
Describe the method(s) of collection.        
17.
If work will be conducted off of Western University’s campuses, answer the following:

a.
Why must this work be conducted off campus?         
b.
Off campus location:
     
c.
Off campus contact person:             Phone:       
d.
Who will provide veterinary care at this site and what are their qualifications:       
18.
Hazardous Materials
a. If you will be using infectious agents, viral vectors, human cell lines, toxins, carcinogens (suspected or known), radioactivity or other hazardous materials, describe each material, type of hazard, anticipated effects on the animals, monitoring procedures, etc.       

The endpoints for infectious diseases will likely be infection-specific (e.g. TB model = respiratory signs; Staph infection 
= skin issues).  Otherwise, the non-specific signs will apply (hunched over, squinting, ruffled fur). For some infections, 
monitoring of body temperature may be a good indicator, such as elevated temperature in influenza and decreased 
temperature in Salmonella).

b. Describe the procedures personnel must follow to ensure that accidental exposure to the material will not occur.  Include types of personal protective equipment used, occupational health considerations and specific work practice controls.       
c. Who will care for the animals while they are considered hazardous?        
i) What information will you provide the Animal Care Facility Staff to ensure they are aware of the hazards associated with handling these animals?        
d.
How will biohazardous carcasses be disposed of?         
Provide documentation that the PI has approval from the appropriate University committee(s) to conduct the studies described in this protocol.

i) Institutional Biosafety:

IBC #:        

Expiration Date:       



Title:        
ii)  Environmental Health & Safety:        
19. Wildlife

a. If wildlife will be captured, describe the equipment and methods used, monitoring procedures for the 
methods used and duration of restraint.          

b. What will be the disposition of captured animals?        

c. What is the potential for capturing non-target species and what will the disposition of these animals 
be?         

d. How will you deal with injured target or non-target species?          

e. List any zoonotic diseases and other safety issues that may be encountered while working with the 
species described and explain how they will be mitigated.           

f. All persons covered by this protocol are expected to know and abide by the laws and regulations 
applicable in the study area, including those of any foreign soil on which the studies may be 
conducted.


g. Attach a copy of any required federal, state and local permits, including those of any foreign country, 
that may be required.
20.
Transferring Animals

a.
If you will be transporting animals between WU facilities or between institutions, explain.       

For transfers between institutions, submit a completed Animal Transfer Form to the Office of the IACUC (sdominguez@westernu.edu).  Obtain the form from the Office of the IACUC at 469-5619.

b.
Attach a copy of the collaborating institution’s IACUC approval.

21.
Final Disposition of Animals - Mark all appropriate boxes and provide the required information.


     
Euthanize – Indicate which one of the following required methods will be used:
For zebrafish ≥ 8 days post-fertilization (dpf):

[  ]
Overdose of tricaine methane sulfonate (MS222, 200-300 mg/l) by immersion in the solution for at least 10 minutes 
following cessation of opercular (i.e., gill) movement.
[  ]
Anesthesia with MS222 (168 mg/l) followed by rapid freezing in liquid nitrogen.
[  ]
Immobilization by submersion in ice water (5 parts ice/1 part water, 0-4oC) for at least 10 minutes following cessation of


opercular movement. In any fish where it is difficult to visualize opercular movement, fish should be left in the ice water 
for at least 20 minutes after cessation of all movement to ensure death by hypoxia. 

For zebrafish 4-7 dpf: 
[  ]
Immobilization by submersion in ice water (5 parts ice/1 part water, 0-4oC) for at least 20 minutes to ensure death by 
hypoxia.
[  ]
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. This step is also suitable for 
embryo <3 dpf and is especially important for larvae up to 15 dpf.

Alternative methods, such as decapitation, require prior IACUC approval.


If not using one of these required methods, state the method and justify.       

i) How is death confirmed?  (To ensure death, follow the timeframes underlined above.)       

ii) How will you dispose of the carcasses?  Zebrafish carcasses from any of these methods must be 


disposed of as Medical Pathological Waste.       

       Transferring to another protocol.  Provide the protocol number to which these animals will 


be transferred.       
Healthy animals that cannot be used in this protocol may, upon authorization of the Attending Veterinarian, be put up for adoption (Animal Adoption Agreement) or used in the IACUC’s training protocol.


If none of the above, explain.       
If this protocol expires prior to being reapproved by the IACUC, or in the event that the IACUC takes possession of the animals due to disciplinary actions, animal welfare issues or any other reason, the animals will automatically revert to the IACUC’s holding protocol.  Upon re-approval of an existing protocol, the animals covered will revert back to their original protocol.  In the case of a 3-year full renewal, the animals will be assigned to the new protocol.  Animals confiscated by the IACUC that are not to be returned to the PI will be disposed of at the discretion of the IACUC.
**For IACUC Use Only**


Protocol #:_________________________ 	Type of protocol: [  ] New


	                             [  ] Full Renewal; Old Protocol #_________________





Approval Date: __________________	Expiration Date: __________________
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