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Please use this form to notify the Animals in Science Regulation Unit (ASRU) of procedural-related adverse effects that have exceeded or are likely to exceed the severity limitations or controls described in the project licence. ASRU will use this information to determine whether any further action is required.

Do not use to report:
· adverse effects that are due to non-procedural issues;
· potential non-compliance (report by other means);
· issues without adverse welfare consequences.

If you are in doubt whether or not you need to fill in this form, please contact your assigned Inspector.

Please clearly title your document: ‘ASRU_establishment name_PPL number_PPLh surname_date_sc18’ and send to your Inspector (e.g. using cjsm) with the subject heading ‘PPL SC 18 Notification PPL [Number]

	Establishment Licence name
	Wellcome Sanger Institute

	Establishment Licence number
	X3A0ED725

	Name of PPL holder
	Anneliese Speak

	PPL number
	P2E57E159

	Protocol no
	1

	Protocol title
	Breeding and maintenance of genetically altered animals

	[bookmark: _GoBack]Severity classification
	Mild

	1. Date of incident
	04/05/2019, 29/05/2019, 06/07/2019, 07/07/2019, 09/10/2019, 18/10/2019, 10/11/2019, 10/11/2019, 12/11/2019, 23/11/2019, 05/02/2020, 06/02/2020

	2. Species
	Mouse

	3. Brief details of study and how the limits or constraints  have been breached
	I am breeding two genetically altered lines which both carry the OT-I T cell receptor transgene (recognises ovalbumin, C57BL/6-Tg(TcraTcrb)1100Mjb/J, Jax strain 003831) and one of which also carries Cas9 knocked in via Rosa26 (B6J.129(Cg)-Gt(ROSA)26Sortm1.1(CAG-cas9*,-EGFP)Fezh/J, Jax strain 026179).
A total of 4 mice from the OTOT colony and 8 mice from the OTCN colony have been found dead. 3 of the OTOT and 2 of the OTCN were in in breeding when found dead one of which was on the same day as giving birth. The remaining mice found dead were holding stock prior to use as tissue donors. All mice found dead have carried the OT-1 TCR transgene but have been WT, Het or Hom for the Cas9 allele. Clinical presentation of the mice found dead or culled sick includes a mass under skin, swollen abdomen, hunched, laboured breathing, reduced activity and moribund. On necropsy some mice have had an enlarged spleen, with some also having an enlarged thymus, lymph nodes and mottled lungs possible signs of leukemia/lymphoma. Other mice have enlarged mesenteric lymph nodes, caecum and pale intestines with a subset also having an enlarged spleen.

	4. Have you taken advice from the Named Animal Care and Welfare Officer/Named Veterinary Surgeon/others?
	Yes, guidance has been taken with several discussions following the initial spike of culled sick and found dead mice that indicated something could be abnormal with this line. NACWO and NVS have inspected the mice from these colonies and have been present during necropsy of mice found dead or culled sick due to clinical symptoms.

	5. Cause of Problem, if known
	At present this is still unknown as neither strain have any reported health concerns via Jax or in any literature, the OT-I line is immunodeficient when maintained on the RAG background but we do not have this present. Tissue samples of mice with the different necropsy sample have been sent for histopathological examination and the results of this will be discuss with NACWO/NVS and HOI.


	6. Action that has been or will be taken
(For example, formulation of drug changed, supportive treatment given, study design modified). If no action needed, indicate why (for example, none required as study has been terminated and will not be repeated)
	The OTCN colony which has been worse affected are now on twice daily advanced welfare checks with two technicians performing these checks to enable consistency in the assessment. Any mice found dead or culled sick are to be check with NACWO and/or NVS and have a necropsy performed to document the findings.
In case it is a random mutation that has somehow occurred due to the intercrosses performed to generate the final combination of alleles required we are setting up some new outcross breeds.
Mice are not allowed to age as stock animals although as we do need a large number of them in single batches for our experiments they are still actively breeding. The breeding stock is kept young and number of litters to be restricted to 3 per female.

	7. Reported by (name)
	Annie Speak

	8. Date
	09/03/2020
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