[image: ]Breeding protocol	Appendix 1 – Table maintenance breeding
Only fill in blue boxes by applicant
	Stipulations AWB Utrecht:
· Take notice of the breeding policy, which can be found on www.ivd-utrecht.nl.
· Report modifications to the IvDU (info@ivd-utrecht.nl)
· Report unforeseen dead animals and animals with unexpected discomfort to the IvD Utrecht (info@ivd-utrecht.nl) and the animal facility.
· [bookmark: _Hlk52379295] At least once a year, the breeding protocol (and appendices) is evaluated with the study director, breeding co-ordinator, breeding manager and IvDU
☐ If no back-up line is available: agreed that clarity will be provided regarding the back-up of the line by Date

	Number work protocol
	Approved by AWB Utrecht (Stamp)
	Conclusion of work protocol
	☐
	
	
	Date: Date
	Initials:

	
	
	WP alignment
	[image: Shape

Description automatically generated with low confidence] [image: Checkmark with solid fill]
	[image: Shape

Description automatically generated with low confidence] [image: Checkmark with solid fill]

	
	
	DH name
	☐ ☐
	BSO UU
	☐ ☐ ☐

	
	
	Head of unit
	☐ ☐
	BSO UMCU
	☐ ☐ ☐ 

	
	
	Breeding coordinator
	☐ ☐
	Compliance
	☐ ☐

	
	
	
	
	Veterinair
	☐ ☐




	Does this concern a breeding with discomfort? ☐ Yes ☐ No
Genotyping by blood sampling/vinclip ☐ Yes ☐ No
	If yes, projectlicense no. (CCD): AVD
	CCD-appendix no:  Choose

	End date CCD license (BD): Date

	Stipulations CCD[image: ][image: ]: 

	Title of the breeding protocol
	Breeding of Click or tap here to enter text.

	Animal facility:
	Choose
	Optional for GDL: experiment code location
	Choose
	

	Planned start date:
	Date	Planned end date:
	Date

Indicate below the alarm icon (in numbers) who is the first (1) and second (2) point of contact for animals with unexpected discomfort or animals found dead.[image: ]
	Parties involved:
	[image: ]
	First + last name
	Initials
	Mobile phone
	E-mail
	Qualification
	Faculty/Institute/ Department

	Study Director (SD)
	
	
	
	
	
	Art. 9
	

	Alternate Study Director (ASD)
	
	
	
	
	
	Choose
	

	Contact breeding [image: ]
	
	
	
	
	
	Kies een item.	

	Departmental Lab Animal Coordinator
	
	
	
	
	
	
	

	Co-worker
	
	
	
	
	
	Choose
	

	Co-worker
	
	
	
	
	
	Choose
	

	Co-worker
	
	
	
	
	
	Choose
	

	Co-worker
	
	
	
	
	
	Choose
	



	Contact person
Animal facility
(Will be filled in by the facility)
	
	
	
	
	
	

	Contact person 
Animal section
(Will be filled in by the facility)
	
	
	
	
	
	



	[bookmark: _Hlk57300224]After conclusion of the work protocol, please send original study dossier and raw data to the address below (please fill in name and full postal address):
	
	Approval of the principal investigator of the project

	Click here to insert text
	
	Approval PI ☐
Name
Date
	Approval SD ☐
Date
	Approval ASD ☐
Date




1.Type of breeding Fill in for each type of breeding an Appendix:
Appendix 1, Table – maintenance breeding (page 5 or as separate attachment)
Appendix 2, Table – production breeding (separate attachment)
1a. Justify the reason for breeding. Include the project licence under which the animals will be used and the animal strain concerned [image: ]
	


1b.	Provide a brief description of the breeding strategy until the desired/intended crossbreeding has been achieved in lay Dutch (See Appendix 1, Table – start conservation breeding)
	

	
	


2.	Data of the strain Choose
2a.	Data of the mouse or rat strain at import/purchase (please use 1 column per line)
	Genetic modification:
	☐ Yes  ☐ No
	☐ Yes  ☐ No

	If mutant:
	☐ Genetically modified
☐ Spontaneous mutation
	☐ Genetically modified
☐ Spontaneous mutation

	If genetic modification: 
TG transgenic, KO knockout, KI knockin
	☐ TG  ☐ KO  ☐ KI
☐ different, 
	☐ TG  ☐ KO  ☐ KI
☐ different, 

	Method of modification:
(example: CRISPR-Cas or ENU)
	
	

	Modified DNA:
	
	

	Background strain:
	
	

	KG/IG licence no.:
	IG-nummer
	IG-nummer

	Classification [image: ]:
	Choose
	Choose

	Origin code:
	Choose	Choose
	Supplier:
	
	

	[bookmark: _Hlk51745058]Nomenclature: [image: ][image: ][image: ]
	
	

	Common name:
	
	

	Assigned strain name/code 
(filled in by the facility):
	
	

	Assigned strain name of offspring, if it is an incrossing of 2 GG lines. 
(filled in by the facility):
	



	Are offspring available elsewhere?
	☐ No  ☐ Yes, Where?
	

	If offspring are available elsewhere: justify why animals should be bred internally and when they should be purchased elsewhere
	

	Is a back-up available?
☐ No  ☐ Yes, in which form?
(Back-up is mandatory at the start of breeding) [image: ]
	☐ cryopreservation of semen
	☐ Extern: Fill in 
☐ Own management - How many? Fill in

	
	☐ cryopreservation of embryos
	☐ Extern: Fill in
☐ Own management - How many? Fill in

	If the answer is no, please indicate how and within what period a back-up will be provided:
(a term of up to 6 months).
	





2b. Genetic stability
Genetic stability is important to ensure the continuity and reproducibility of the research. Each new generation brings minor mutations. In addition to observing the precautions described in Chapter 5 of the implementation guide to prevent genetic drift, it is necessary to refresh the line every 7 generations (at least every 10 generations).
	From which generation onwards will the line be renewed?
	Choose

	What is the method for refreshing the line?
	Choose

	If back-cross: Explain why you want to back-cross the line in-house.
	

	If the strain differs from the specified background strain: which strain?
	


2c. Strain characteristics
	Does the strain show special/external characteristics?
	☐ Yes  ☐ No

	If so, please describe:
(refer to reference)
	

	Is the strain immunocompetent?
	☐ Yes  ☐ No ☐ Unknown


	If unknown, please explain:
	



If the status (breeding with discomfort, or breeding without discomfort) of the breeding is unknown:
If a new line is purchased or a new line (a new genotype) is created through inbreeding and it is unknown at the start of the breeding process whether there is any discomfort in the offspring, there is a legal obligation to monitor the first two stable generations to determine whether discomfort occurs in the offspring. After this, it is determined whether there is a ‘breeding with discomfort’. There are some exceptions to this. See Implementation guide 'Breeding of laboratory animals Ch10 Monitoring animals from breeding with unknown phenotype.
The IvD has a list of monitoring criteria available. This monitoring period should be formally concluded, after which the IvD, after consultation with the breeding coordinator and researcher involved, determines whether there is a ‘breeding with discomfort’.
If the status of breeding with discomfort is known, fill in the table below:
	Breeding with discomfort:
	Homozygous animals
	☐ Yes  ☐ No
If yes, fill in table 5b.

	
	Heterozygous animals
	☐ Yes  ☐ No
If yes, fill in table 5b.

	
	Hemizygous animals
	☐ Yes  ☐ No
If yes, fill in table 5b.

	If discomfort, describe clinical signs and at which age they occur:
(and refer to reference)
	


3.	Housing [image: ]
	Housing type
	Food*
	Water*
	Restriction level

	Choose
	Choose
	Choose
	Choose

	*	If other options in addition to the choice made apply, please indicate here:
	


4.	Genotyping applicable? please fill in below and Appendix 3
	Age (DNA) genotyping (in days)
	

	Method of genotyping
	☐ Non-invasive using a lamp  
☐ Invasive via DNA sample

	Method of delivering DNA material
If choice ‘blood’, remember to registering blood collection/vinclip as an animal experiment (permit requirement)
	Choose

	If choice ‘blood’, vinclip’ or'otherwise' explain here:
	


5.	Welfare check and humane end point
5a. Regular welfare check 
Starting point is that the animal and the accommodation are checked daily at all times (from the moment the animals enter the facility). This is a routine check for calamities. 
At least once per 7 days a thorough check of the animal’s welfare is performed on the basis of behaviour, posture, gait/mobility, food intake/weight loss, grooming/auto mutilation and other striking clinical symptoms. Findings of this welfare check are noted in the Welfare Logbook.
See Implementation guide 'Breeding of laboratory animals Ch6
5b. Additional welfare checks within the scope of possible specific clinical symptoms
· At what time-points the animals need to be assessed. Describe the specific clinical symptoms and when during the breeding these are expected, for example the time at which tumors can start to develop. 
· Please also describe the estimated level of discomfort (mild, moderate, severe).
Table 5b.: Points (relative day during breeding) of observation and the specific clinical symptoms that need to be assessed.
	Line
	Day/period during breeding
	Observation frequency
	Group of animals to be assessed
	Specific clinical symptoms to be assessed
	Estimated level of discomfort
	Who (initials see p1)

	1. 
	
	
	
	
	Choose	

	2. 
	
	
	
	
	Choose	

	3. 
	
	
	
	
	Choose	

	4. 
	
	
	
	
	Choose	

	5. 
	
	
	
	
	Choose	


5c.	Humane end point 
When a humane end point (HEP) is applied, the breeding is prematurely terminated for an individual animal or a group (i.e. before the planned end of the breeding). The goal of the HEP is to prevent avoidable discomfort.
	Are additional criteria used in addition to the standard HEP criteria (Implementation guide 'Breeding of laboratory animals Ch6) If so, which:

	


6.	Ill and dead animals during breeding
	What to do with unexpected ill animals?
	

	What to do with unexpected dead animals?
	


1. [bookmark: _Hlk52379939]Whether an investigation into a possible cause of illness/death is carried out is determined by the veterinarian of the animal facility. The results can be requested by the researcher from the veterinarian of the animal facility. 
2. For the method of killing animals, reference is made to the implementation guide Ch.7
7. Surplus animals
If surplus animals are suitable for reuse, make the animals, or tissues thereof, available through the platform ATEX
Attachments
· 1 – Table maintenance breeding
· 2 – Table production breeding
· 3 – Table genotyping
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Instandhoudingsfok [image: ]
Maintenance breeding [image: ]
	Stamnaam + geslacht + genotype (Hom/Hemi/Het/WT)
Strain name + sex + genotype (Hom/Hemi/Het/WT):
	Sex 
	Genotype
	Sex
	Genotype
	Nakomelingen Vul in
Offspring

	
	Stam
	Stam
	

	Aantal dieren bij start fok:
Number of animals at start breeding:
	Aantal Vul in
Number
	Aantal Vul in
Number
	

	Gemiddeld aantal speenlingen per fokvrouw:
Average number of siblings per breeder:
	

	Overige wensen/bijzonderheden:
Other wishes/details:
	



	Aantal fokkooien:
Number of breeding cages:
	Vul in 1:1
	Vul in 1:2
	Anders, namelijk Klik om in te vullen
Other, namely

	Continuïteit fok:
Continuity of breeding:
	☐ Standaard fok [image: ][image: ]
(Interval)
	☐ Continu
Continuous
	☐ Anders, Klik om in te vullen
Other,

	Bij continu, licht toe:
If continuous, explain:
	

	Maximale leeftijd fokdieren: [image: ]
Maximum age of breeding animals: [image: ]
	♂
	Vul in maanden / months
	♀
	Vul in maanden / months

	Maximaal aantal voorraad dieren (na genotypering) inclusief fokreserve:
Max number of animals in stock, including breeding reserve:
	♂
	Vul in mannen / male
	♀
	Vul in vrouwen / female

	Overige wensen/bijzonderheden:
Other wishes/details:
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