ANIMAL STUDY PROTOCOL APPLICATION
(articles 35 έως και 44 του PD 56/2013)

	


To the Protocol Evaluation Committee
To the Department of Agricultural and Veterinary Policy,  
Regional Directorate of Veterinary Medicine

	


Application Date: 
Title of the Protocol
	


Animal Protocol Director / Principal Investigator     

	Name:   

Profession:

Specialty: 

Address:   

e-mail:

Telephone:
	

	
	

	
	

	
	

	
	

	
	


Person Responsible for the implementation (maybe the same person as above)
	Name:   

Profession:

Specialty: 

Address:   

e-mail:

Telephone:
	

	
	

	
	

	
	

	
	

	
	


Head of the licensed Animal House facilities
	Name:   

Profession:

Specialty: 

Address:   

e-mail:

Telephone:
	

	
	

	
	

	
	

	
	

	
	


The applicant (name),
Signature
	


(The application is equivalent to a solemn declaration that he/she is solely responsible for the protocol and has received knowledge of the obligations arising from the implementation of PD 56/2013.)

1. EXPERIMENTAL PROTOCOL 
1.1 Aim of the experimental protocol
(Select a core category and subcategory where appropriate. The data are used for statistical reporting to the EU. For clarification on the choice of category, please refer to Executive Decision 2012/707/EU establishing a common format for reporting.)

☐  Basic Research, which concerns:

☐Oncology (PB1)

☐Cardiovascular system, Blood, Lymphatic system (PB2)

☐Neural system (PB3)

☐Respiratory system (PB4)

☐Gastrointestinal system, including liver (PB5)

☐Musculoskeletal system (PB6)

☐Immune system (PB7)

☐Urogenital / Reproductive system (PB8)

☐Sensory organs (skin, eyes, ears) (PB9)

☐Endocrine system / Metabolism (PB10)

☐Multisystemic research (PB11)

☐Ethology, behaviour and animal biology (PB12)

☐Other (PB13)
   Specify: 

	


☐ Translational or applied research, which includes:

☐Humans disorders:

☐Oncology (PΤ21)

☐Infectious diseases (PΤ22)

☐Cardiovascular system (PΤ23)

☐Neural system (PΤ24)

☐Respiratory system (PB4)

☐Gastrointestinal system, including liver (PB5)

☐Musculoskeletal system (PB6)

☐Immune system (PB7)

☐Urogenital / Reproductive system (PB8)

☐Sensory organs (skin, eyes, ears) (PB9)

☐Endocrine system / Metabolism (PB10)

☐Multisystemic research (PB11)

☐Other human diseases (PB13)
   Specify: 

	


☐Animal diseases and disorders (PΤ33)

☐Animal welfare (PΤ34)

☐Disease diagnosis (PΤ35)

☐Plant diseases (PT36)
☐ Toxicological / Ecotoxicological studies (non-regulatory) (PT37)

☐Protection of the natural environment for the health or welfare of humans and animals (PE40)

☐Research for the protection/conservation of animal species (PS41)

☐Higher education or training to acquire, maintain or improve professional skills (PE42)

☐Forensic research (PF43)

☐Conservation of colonies of established genetically modified animals not used in other processes (PG43)

☐Regulatory use (i.e. in the context of legislation), concerning:

☐Routine production - Blood-based products (PR51)

☐Routine production – Monoclonal antibodies(PR52)

☐Μονοκλωνικά αντισώματα - Other (PR53)

	


 Specify: 

☐Quality control - Batch safety tests (PR61)

☐Quality control - Pyrogenicity tests (PR62)

☐Quality control - Batch safety tests (PR63)  
☐Quality control – Other  (PR64) 

	


 Specify:
☐Other efficacy and tolerance tests (PR71)

☐Acute and subacute toxicity tests – LD50, LC50 (PR81)


☐Acute and subacute toxicity tests – Other lethal methods (PR82)

☐Acute and subacute toxicity tests – Non-lethal methods (PR83)

☐Toxicity and other safety tests: 

☐Irritation/erosion of the skin (PR84)

☐Dermal sensitisation (PR85)

☐Irritation/erosion of the eyes(PR86)

☐Repeated dose toxicity - up to 28 days (PR87)

☐Repeated dose toxicity - 29-90 days (PR87)

☐Repeated dose toxicity - > 90 days (PR87)

☐Carcinogenesis (PR90)

☐Genotoxicity (PR91)

☐Reproductive toxicity (PR92)

☐Embryo development toxicity (PR93)

☐Neurotoxicity (PR94)

☐Kinetics (pharmacokinetics, toxicokinetics, residue removal) (PR95)

☐Pharmacodynamics (including safety pharmacology) (PR96)

☐Phototoxicity (PR97)

☐Ecotoxicity – Acute toxicity (PR98)

☐Ecotoxicity – Chronic toxicity (PR99)

☐Ecotoxicity – Reproductive toxicity (PR100)

☐Ecotoxicity – Endocrine function (PR101)

☐Ecotoxicity – Bioaccumulation (PR102)

☐Ecotoxicity – Other (PR103)
	


Specify:
☐Food and feed safety testing (PR104)

☐Safety of targeted animals (PR105)

☐Other (PR106)
	


Specify:

Where the protocol concerns regulatory testing, it shall relate to:

☐Legislation on medicinal products for medical use (LT1)

☐Legislation on veterinary medicinal products and their residues (LT2)

☐Legislation on medical devices (LT3)

☐Legislation on industrial chemicals (LT4)

☐Legislation on plant protection products (LT5)

☐Legislation on biocides (LT6)

☐Legislation on food and food contact materials (LT7)

☐Legislation on feed, the safety of targeted animals, staff and the environment (LT8)

☐Legislation on cosmetics (LT9)

☐Other (LT10):

   Specify: 

	


The Protocol relates to legislative requirements: 

☐Legislation meeting EU requirements (LO1)

☐Legislation meeting only National requirements (LO2)

☐Legislation responding only to non-EU requirements (LO3)

☐There is no legislative requirement
1.2 Protocol description
(see attached Annex)
	


1.2.1 Question/hypothesis to be answered
(Summarise the objectives and/or the hypothesis of the protocol.)

	


1.2.2 Procedures included in this protocol
(Summarise the procedures of the protocol. To assess the severity of the procedures and the protocol, consult the relevant guidelines in Article 14 and Annex VII of Presidential Decree 56/2013.)

	Type of procedure
	Frequency of procedure
	Induced severity 

(mild, moderate, severe, no recovery)
	Name of the person who will carry it out
	Duration of the procedure

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	


1.2.3 Overall assessment of the severity of the protocol: 

☐Mild (SV1)
☐Moderate (SV2)

☐Severe (SV3)

☐No recovery (SV4)

2. INFORMATIONS REGARDING THE ANIMAL MODEL
2.1 Facility (breeding/origin of animals)
	Name of the facility
	

	Facility code (for mice, rats)
	

	Other facility code (for middle sized and large animal models)
	

	Other source of origin – Specify
	


2.2 Animal model
	Species
	 

	Breed
	

	Sex 
	

	Age/body weight
	


2.2.1 Is it a genetically modified animal;        
☐ No (GS1)

☐ Yes
  If yes: Does this modification cause impairment of animal’s welfare? 

☐ No – genetically modified animals without a noxious/harmful phenotype (GS2)

☐ Yes – genetically modified animals with a noxious/harmful phenotype (GS3)

Describe peculiarities and any specialized care needs requires: 

	


2.2.2 Animal identification/tagging method (mostly for dogs, cats, primates): 
	


2.3 Justify the selection of the particular animal model  
(Scientific and literature documentation, in accordance with the objectives of the experimental protocol and the 3Rs principle (Replacement, Reduction, Refinement και βιβλιογραφική τεκμηρίωση, σύμφωνα με τους στόχους του πρωτοκόλλου και την αρχή της αντικατάστασης.)
	


2.4 Total number of animals used – provide sufficient statistical analysis 
(see attached Annex.)
	


2.5 Anaesthesia and analgesia
(For the selection of anaesthesia and analgesia methods, consult literature on veterinary practice, the effect of the substances on the parameters under study, as well as articles 12 & 13 of PD 56/2013.)
The use of anaesthesia, analgesics or other methods of pain relief is foreseen? 

☐ No
☐ Yes
If not, document the necessity of performing painful procedures in the absence of anaesthesia/analgesia:
	


If yes, please indicate the substances and preparations to be used per process:
 (For more than two procedures add table.)
	Procedure
	 

	Tranquilizer
	

	Anaesthetic
	

	Analgetic
	

	Muscle relaxant
	

	Antimicrobial treatment
	

	Other substances
	


2.6 Assessment of the early endpoint (limit point)
For the selection of appropriate early endpoints, consult literature relevant to the scope of the protocol and to humane endpoints in laboratory animal science, in conjunction with article 12, of PD 56/2013
2.6.1 How often will animal welfare assessment be carried out? 

☐ Less than 24 hours
☐ Every 24 hours
☐ Every 48 hours
☐ Every 72 hours
☐ Other 

Specify / describe:  

	


Which criteria will define the endpoint?
☐ Weight loss
☐ Loss of mobility
☐ Loss of sesnibility
☐ Coma for 24-48h post intervention 
☐ Severe impairment of animal’s welfare
☐ Other 

Specify / describe:

	


2.6.2 Name the personnel in charge of endpoint evaluation  

	


2.7 What will happen to the animals after the Protocol is completed?
☐ Euthanasia 
(For the acceptable methods, please refer to article 5 and Annex IV of Presidential Decree 56/2013, as amended by decision 2416/83725 Government Gazette 2323/2016.)

	Selected method:

(Describe the process and document the choice.)
	 

	By whom it will be implemented:
	

	Does he/she have the proper training?
	


☐ Re-use in another protocol (if the original protocol is classified as mild or moderate severity), with 
      severity procedures:
☐ Mild
☐ Moderate
☐ Non-recovery
Define the process:

	


☐ Release to the environement
Define the process:

	


☐ Adoption
Define the process:

	


3.  APPLICATION OF THE 3Rs PRINCIPLE
(Description of how to comply with the 3Rs Principle, as required by Articles 3 & 12 of PD 56/2013..)
3.1 Why is it necessary to use animals in this protocol and not some other alternative method of experimentation that does not involve the use animals? (Replacement Principle)?
(Description of the search for alternative methods and justification of the selected method in line with protocol objectives. Attach relevant literature.)
	


3.2 What measures will be implemented in this protocol to use the smallest number of laboratory animals needed, without compromising the research results/outcome? (Reduction Principle)?
	


3.3 What measures will be implemented in this protocol to ensure that the animals are subjected to the least possible suffering (Refinement Principle)?
	


4. ANIMAL HOUSE FACILITY DESCRIPTION
(Description of the facility where the protocol will be implemented. If some procedures are to be performed outside the installation, add a clarification to the protocol.)

4. 1 Facility/installation data
	Facility code
	 

	Official name

	

	Address

	

	Telephone

	

	e-mail

	

	Name of the responsible person 

f the in υπεύθυνου εγκατάστασης χρήσης

	

	Name of designated veterinarian
	


4.2 Brief description of animal housing and husbandry/care conditions
	


4.3 Brief description of equipment
	


5. CONSOLIDATED LIST OF PERSONS PARTICIPATING IN THE IMPLEMENTATION OF THE 
    PROTOCOL 
	Name
	Specialty 
	Role in the protocol
	Training or experience in the use of the specific animal model 
	e-mail 

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	


Annex
1. Protocol description
In accordance with article 36 of PD 56/2013, the proposed protocol is quoted, with a detailed work program. The description of the protocol must be detailed, and include the following:

1. Sufficient scientific documentation with reference to relevant papers to make clear the existing level of knowledge, the general context, motivation and originality of the proposed protocol, as well as the expected benefits.

2. Description of the main objective of the protocol, as well as any secondary objectives, and/or the scientific hypothesis to be investigated. 
3. Reference to the experimental groups so that their discrepancy and number are clear, as well as the procedures for allocating animals to groups and any measures to avoid bias. 
4. Species, strain, genetic modification, sex, age – acceptable age range, body weight – acceptable body weight range, health status and source of origin of the animals. Description in consultation with the facility of use of housing and care conditions, clarification and justification if housing and care conditions other than usual are required (e.g. absence of social contact / housing with con-species), either due to characteristics of the animal model or due to protocol requirements. 
5. Detailed description of all procedures for each experimental group, including the control groups. The description of procedures includes each procedure to be performed, such as: administration of a substance (indicative literature: Diehl et al., 2001, A Good Practice Guide to the Administration of Substances and Removal of Blood, Including Routes and Volumes), blood sampling (volume, frequency, method of blood sampling – indicative bibliography: Diehl et al., 2001), other manipulations (weighing, other interventions with or without anesthesia), surgical procedures (surgical method including anesthesia and perioperative care, materials, equipment), measurements and samplings (detailed report of all measurements and samplings, frequency, method – including both method of obtaining and processing of samples where appropriate, materials, equipment), euthanasia (description of method and justification of choice). 
6. For each administrative substance:

· reference to the active substance, specifying if an existing commercial formulation is to be used and which one, or if raw material will be processed in the laboratory with a description of its origin, dissolution method and excipients, including data on the safety of administration to animals as well as any special instructions for the handling of substances in relation to personnel safety. 
· reporting of dosage (dose, route of administration, frequency, duration, method of administration – considering volume administered in relation to animal weight and good practice). 
· reference to the specific details of the chemical and/or pharmaceutical substances as well as the equipment/machinery to be used (e.g. SubstanceX, Sigma-Aldrich, CAS 25843-45-2, Cat# A4586, π.χ. Αnesthesia Ventilator Type X, Company X, Country X). 
7. Justification of the choice of procedures and methods based on the objectives of the protocol, the usual scientific practice and the application of the principle of replacement, reduction and refinement (3Rs). Particular mention should be made in case recognized good practices are not followed, e.g. no use of analgesics, alternative method of euthanasia.

8. Description of expected harm to animals as a consequence of protocol procedures and of how animal welfare will be monitored, explaining the use of early endpoints, in addition to those requested in the relevant section.

9. Presentation of a flowchart of the protocol procedures – a schedule by day or hour, depending on the duration of the protocol, where the sequence and frequency of the procedures will be clearly presented (e.g. day 0: weighing, surgery, day 2: weighing, blood collection A, day 8: weighing, blood collection B, day 16: weighing, blood collection, euthanasia and sampling).
10. Report on any necessity of training, special equipment, pilot experiments and other peculiarities in the execution and timetable of the proposed protocol. 
11. List of references to the relevant points of the text, according to an accepted citation reference system. For the main literature related to the methodology, additional text or image from the relevant section of the selected literature should be presented. 
12. In the case of a training protocol, citation of the detailed program in accordance with the above instructions to document the necessity and objective of the training, reference to the capacity of the trainees, a detailed description of the practicals included per day and the manipulations that will be carried out in animal models, shall be described. Determination and justification of the ratio of animal models per trainee.  
2. Total number of animals to be used – justification based on statistical analysis
1. Reference to the primary outcome on which the power analysis will be performed.

2. List of expected values ​​(mean, sd) entered the statistical software and the relevant literature on which the selection of these values ​​was based. 

3. Justification of the above options, in relation to the objectives of the research.

4. Present an image from the outcome of the statistical analysis (e.g. G*Power) showing the values ​​entered as well as the result of the power analysis.

5. Analysis of the structure of the experimental groups, as a function of the number of animals per group and the total requested number of animals.

6. Report and documentation with bibliographic references of any expected losses (e.g. due to mortality) and comment on the consequences on the final number of animals required. 
7. In case there is no relevant data to conduct a power analysis, present the available data and document the necessity of pilot experimentation.  
3. Additional sources of information: 

α. PD 56/2013, and in particular articles 12, 13, 35, 36 and 37   
β. Working paper on protocol evaluation and retrospective evaluation (EC 2013)  
γ. ARRIVE Guidelines
δ. Indicative bibliography for the search for alternative methods: 
https://eurl-ecvam.jrc.ec.europa.eu/now-available-ecvam-search-guide-on-alternatives-to-animal-testing   http://altweb.jhsph.edu/resources/searchalt/ 
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