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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
	University of Cambridge 

	Establishment Licence number
	X81BD37B1

	Name of PPL holder
	Jose Miguel Alvao Serra Medeiros Constancia

	PPL number
	PP6324596

	Protocol no
	11

	Protocol title
	Inducing physiologic stress and therapeutic interventions of offspring 

	Severity classification
	Moderate 

	1. Date of incident
	29 September 2021

	2. Species
	Mouse

	3. Brief details of study and how the limits or constraints  have been breached
	The study is investigating the role of paternal epididymal glucocorticoid signalling on offspring phenotype. Knock-in mice have been generated that express a constitutively active version of the glucocorticoid receptor, deltaGR, under an epididymis-specific promoter, Lcn5. The basic experimental design involves comparing the metabolic phenotype of wild-type mice derived from wild-type x wild-type crosses (control) with that of wild-type mice derived from hemizygous father x wild-type mother crosses (intervention). The metabolic phenotyping pipeline includes a 16-hour fast followed by a glucose tolerance test (GTT) at ~8 weeks of age, on step 10 of protocol 11 of the PPL. On 27/9/21, four mice (three females, one male), all from the intervention group (father hemizygous), were fasted overnight for a planned GTT on 28/9/21 (59-60 days of age). The following morning they were noted to have lost 15.7-18.9% of their non-fasted body weight. The general humane endpoints for protocol 11 include the following: “Any animal displaying weight loss, which is not an expected outcome from the genetic manipulation altering growth trajectories, that reaches 15% (against age matched controls) will be killed by Schedule 1.” As the technicians due to undertake the GTTs were concerned that weight loss of >15% in these mice may be breaching the constraints of the protocol, the GTTs were cancelled, the mice were re-fed, and the relevant NACWO and PPL holder informed. There followed a period of internal discussion, during which it was flagged that the 15% threshold was against “age matched controls” rather than pre-fasting body weight. Normative data for fasting body weight for the 8-week GTT from other mice that had already undergone this phenotyping demonstrated that age-matched control and intervention mice did not differ significantly in fasting weight, with differences in means of 2.5% and 3.4% for males and females, respectively: 
	
	Control 
	Intervention 
	P value (t-test)

	
	Mean ± SD (g)
	n
	Mean ± SD (g)
	n
	

	Males
	23.6 ± 2.0
	32
	23.0 ± 2.2
	10
	0.4

	Females 
	17.5 ± 1.3
	23
	16.9 ± 1.8
	5
	0.4


Additionally, the now-fed mice rapidly regained weight, achieving 89.5-93.8% of their pre-fasting weight by the end of 28/9/21, 97.4-99.0% of their pre-fasting weight on 29/9/21, and 101.4-107.6% of their pre-fasting weight on 1/10/21 (n=2) or 2/10/21 (n=2). They remained clinically well throughout. 

	4. Have you taken advice from the Named Animal Care and Welfare Officer/Named Veterinary Surgeon/others?
	Discussed with the NACWO, Fallon Miller, and NVS, Amelia Phillips, on 28/9/21. 

	5. Cause of Problem, if known
	The weight loss was acute and expected due to planned fasting of 16 hours for a glucose tolerance test. The mice rapidly regained their pre-fasting weight and remained clinically well and active throughout; there was no evidence that their status as “intervention” mice (i.e. hemizygous, rather than wild-type, fathers) had contributed to additional weight loss compared to “control” mice.  

	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)
	A decision was made to urgently discuss the above situation with the Home Office, to ask for clarification on whether the limits of the PPL had been breached and whether the four animals could be kept alive to complete their metabolic phenotyping. The PPL holder emailed the ASUR Compliance Assurance Team on 30/9/21. Inspector John Marshall replied on 1/10/21 as follows: 
“Thank you for clarifying that the animals are on Protocol 11 and the maximum weight loss experienced was 18%. The protocol includes withdrawal of food as a step without describing any adverse effects. The weight loss humane end point you refer to is included in the general humane end points for the protocols. Weight loss is typically included in protocols as an objective measurement of an animal’s health or may reflect the maximum permitted level of food or water deprivation. In this case the weight loss described was short term, transient and directly attributable to a period of food deprivation. My recommendations are as follows:
1. The animals that experienced transient weight loss due to fasting and recovered to normal weight and activity can remain alive and continue to be used in the experiment.
2. Amend the licence to clarify that the food deprivation step will likely result in weight loss that is transient and will respond to feeding. This should be distinguished from more chronic weight loss that is not rapidly responsive to supportive measures.
3. Until the amendment is processed, you may continue to perform the experiment provided that fasting results in no more than 20% weight loss that rapidly responds to feeding. The existing humane end point of 15% will continue to apply as a general humane end point where weight loss does not respond rapidly to feeding (within 24 hours) and/or is associated with treatment or other procedures.
Please let me know if you have any questions.”
The PPL holder is therefore now drafting an amendment to the PPL to clarify that the food deprivation step will likely result in transient weight loss, which may exceed 15%, but that will respond to re-feeding. The four mice in question will continue to undergo metabolic phenotyping in line with the above guidance. At the Inspector’s request, an SC18 form was completed and sent to the NACWO and NVS on 3/10/21.  

	7. Reported by (name)
	Benjamin Fisher

	8. Date
	3 October 2021
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