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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
	7

	Protocol title
	Determining haematological intrinsic role

	Severity classification
	Moderate

	1. Date of incident
	26/11/2020 and 27/11/2020

	2. Species
	Mouse

	3. Brief details of study and how the limits or constraints  have been breached
	A total of three male mice have been culled sick one was moribund and the other two were showing clinical symptoms that would likely have progressed to the same state. The mice were male DOB 15/08/2020 (CDCB273.1a, CDCB273.1b and CDCB273.1c) and housed in the same cage with one other mouse. They are F1 offspring from a cross between a CD45.1 congenic line and C57BL6/N mouse with no known health issues in this line. The mice were part of a bone marrow chimera study to investigate the role of a particular gene in the development of the Natural Killer immune cell lineage. The mice were exposed to a fractionated does of irradiation separated by 4h with 5.2Gy at each dose on 16th November. After transfer outside the barrier the mice received the bone marrow cells prepared from donor mice, 5 million cells in total per mouse was administered by intravenous injection (a maximum of 2 hours from irradiation to the final mouse receiving the bone marrow cells). CDCB273.1a was given WT cells, CDCB273.1c given mutant cells and CDCB273.1b given a 1:1 mix of WT and mutant cells. There were no issues with the intravenous injection reported at the time. Mice are supported with wet mash to help maintain the condition and checked twice daily for any signs of complications. The mice in this cage did look at little worse compared to the other mice in the cohort (13 mice in total) but in our experience males always tend to have a poorer condition post-irradiation compared to females. During the AM check on the 25th November CDCB273.1b and CDCB273.1c were noted as being hunched and more in-depth welfare checks performed on this cage. On the 26th November CDCB273.1a was found to be moribund and culled immediately and CDCB273.1b condition had deteriorated and was culled sick. On necropsy both mice were found to have blood in the digestive track with an enlarged blood filled ceacum. The intestines were flattened and in CDCB273.1a they had small patches of haemorrhage, the mesenteric lymph nodes and surrounding connective tissue had started to break down. CDCB273.1a also had haemorrhage on the lungs and generally the gross necropsy observations were more severe. Blood samples were taken and as would have been expected at day 10 post-irradiation had very little red blood cells, platelets or white blood cells – although they were all detectable. The remaining mouse left in the cage, CDCB273.1c, was not showing clinical symptoms as severe as the other two mice and was left overnight. He was checked the following morning and had deteriorated further and was culled sick on the 27th November. The findings on necropsy were the same as for the other two mice although not as severe. The other mice in this study are all healthy and showing no clinical signs of concern.

	4. Have you taken advice from the Named Animal Care and Welfare Officer/Named Veterinary Surgeon/others?
	[bookmark: _GoBack]CDCB273.1c was NACWO checked 27th November prior to culling. Necropsy images shared with NVS/NAWCO for second opinion.

	5. Cause of Problem, if known
	Given the mice received different bone marrow cells and the other mice in the cohort are healthy I believe this is some kind of acute radiation sickness.
Histopathology report on the tissues indicates the presence of immune depletion (expected at this time point post irradiation) and haemorrhage in multiple tissues. There was also some evidence of bacteraemia with colonisation of lung tissue – these mice were not placed on antibiotics post irradiation.

	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)
	Continue with the enhanced monitoring of the cohort, blood samples have been taken at 2 weeks (30th November), 4 weeks (14th December) and 8 weeks (11th January) and reconstitution of the immune lineages is present in all mice. The experiment is due to conclude on 8th February.
In addition, we have checked with the PILh who performed the irradiation and nothing was noted during the procedure. Should we need to perform a similar experiment again we will consider reducing the dose to 5Gy although we have normally had no issues with a dose of up to 5.4Gy with smaller mice.

	7. Reported by (name)
	Annie Speak

	8. Date
	26/01/2021
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