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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] – Check Home Office’s Updated Bridging Ways of Working for updated advice on email addresses and subject headings. Cjsm no longer necessary.

	Establishment Licence name
	University of Cambridge

	Establishment Licence number
	X81BD37B1

	Name of PPL holder
	Dr Rita Horvath

	PPL number
	P1CD6E735

	Protocol no
	1

	Protocol title
	Breeding and Maintenance of genetically modified zebrafish

	Severity classification
	Mild

	1. Date of incident
	16.03.23. 

	2. Species
	Danio rerio (zebrafish)

	3. Brief details of study and how the limits or constraints  have been breached
	An in-house developed GM line with a heterozygous mutation in ptpmt1, a human mitochondrial disease gene, was in-crossed to raise a new generation until 19 dpf. At which point they were to be culled and taken for molecular analysis. This has previously been performed without an issue, with survival around 90% until 19 dpf, with normal Mendelian ratios of 1(WT):2 (heterozygous for ptpmt1 mutation) :1 (homozygous for ptpmt1 mutation) present. Larvae from this in-cross had a seemingly normal development until 5 dpf and were placed into 10 nursery tanks in the main system to continue growing (7 tanks by a UBS aquatics technician and 3 tanks by myself later in the day). 

It was noticed at 7 dpf that there had been an abnormal amount of death in the fry now in the nursery tanks. The numbers were checked and there had been deaths of over 50% in some tanks, but less in others. NACWO informed the user (myself), to cull the remaining animals as a precaution. It was noted by the NACWO that the abnormal fish had small or uninflated swim bladders, something which may have contributed to the deaths. 



	4. Have you taken advice from the Named Animal Care and Welfare Officer/Named Veterinary Surgeon/others?
	Yes, the NACWO has advised to cull this current stock and to outcross the GM line with a WT line to grow a new generation. In the meantime, permission has been given to perform another in-cross and at 5 dpf to fully assess the larval phenotype. Extra care will be given to look for any abnormalities at 5 dpf, in particular absence or lack of a fully inflated swim bladder, which may not be apparent initially. 

	5. Cause of Problem, if known
	Cause of death is unknown, but culled fish will be taken for analysis to determine if genotype is the cause. It is also suspected that larvae without a fully inflated swim bladder may have been placed into the nursery tanks, which lead to their deaths. 

	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 new line in question will culled via a schedule 1 method and samples taken for investigation to determine if genotype was a contributory factor in the premature deaths. 

The parent line will be out-crossed with a WT line to grow a new generation to rule out the chance of in-breeding contributing to the premature deaths. 

Another in-cross will be performed to analyse the larvae at 5 dpf to determine if swim bladder inflation/lack of is prevalent at 5 dpf in this line, which if unnoticed previously may have lead to a premature death. 

	7. Reported by (name)
	Ben Munro (PPL has been informed of the situation) 

	8. Date
	17.02.23
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