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Geachte heer/mevrouw

Op 22 december 2016 hebben wij uw aanvraag voor een projectvergunning
dierproeven ontvangen. Het gaat om uw project "Marek's Disease vaccine
candidate: Efficacy and Safety study following European Pharmacopoeia
monograph 0589" met aanvraagnummer AVD224002016805. In uw aanvraag
zitten voor ons nog enkele onduidelijkheden. In deze brief leest u wat wij nog
nodig hebben en wanneer u een beslissing kunt verwachten.

Welke informatie nog nodig
Wij hebben de volgende informatie van u nodig om uw aanvraag verder te
kunnen beoordelen:

Onduidelijkheden
Kunt u een nieuwe Bijlage Dierproeven sturen waar u:
- de 3V's (vraag D) aanvult voor vervanging en verfijning en
- het ongerief (vraag K) duidelijk weergeeft; indien er verschillende
classificaties zijn geef dan aan voor hoeveel dieren welk ongerief van
toepassing is.
   

Voor de groepen 6 en 7 is geeft u aan dat de proef stopt zodra 70% van de
dieren is gestorven of na 70 dagen. Is het mogelijk hiervoor een andere
werkwijze toe te passen waarbij de dood niet een uitleesparameter is? In
hoeverre worden de humane eindpunten bij deze groepen toegepast? Indien
van toepassing, wilt u dan de antwoorden over deze groepen verwerken in de
Bijlage Dierproeven?
   

De DEC geeft aan dat uw instelling voornemens is om per januari 2017
bedrijfsonderdelen te ruilen, waarbij de diergeneesmiddelen naar uw instelling

PironS
Tekstvak
7



Pagina 2 van 2

Datum:
3 januari 2017
Aanvraagnummer:
AVD224002016805

komen. Het is mogelijk dat hiermee andere ontwikkelingen van een
Marek-product tot uw beschikking komen, waarmee onderliggende aanvraag
geen grote kans van slagen heeft. Dit raakt aan de haalbaarheid van dit
project. Inmiddels is het januari 2017; kunt u aangeven of hier sprake van is?
   

De DEC geeft aan dat de activiteiten op de locatie in Weesp waarschijnlijk in
de loop van 2017 gaan stoppen en om dit project tijdig af te kunnen ronden,
het ook op tijd gestart moet worden. In het aanvraagformulier is een termijn
van 5 jaar aangegeven. Kunt u aangeven hoe lang u daadwerkelijk nodig hebt
voor dit project? Indien het project wordt gestopt, zal het dan elders worden
voortgezet? Indien het project afgerond wordt, wordt het vaccin dan
daadwerkelijk op de markt gebracht, al dan niet door een andere partij?

Leges
De leges die u verschuldigd bent zijn nog niet door ons ontvangen of de
betaling is nog niet verwerkt. Uw aanvraag is niet compleet als de leges niet
zijn ontvangen.
Zonder deze aanvullende informatie kan de beslissing nadelig voor u uitvallen
omdat de gegevens onvolledig of onduidelijk zijn.

Opsturen binnen veertien dagen
Stuur de ontbrekende informatie binnen veertien dagen na de datum van deze
brief op. U kunt dit aanleveren via NetFTP. Stuurt u het per post op, gebruik
dan het formulier dat u bij deze brief krijgt.

Wanneer een beslissing
De behandeling van uw aanvraag wordt opgeschort tot het moment dat wij de
aanvullende informatie hebben ontvangen. Uw aanvraag is in ieder geval niet
compleet als de leges niet zijn ontvangen. Als u goedkeuring krijgt op uw
aanvraag, kunt u daarna beginnen met het project.

Meer informatie
Heeft u vragen, kijk dan op www.centralecommissiedierproeven.nl. Of neem
telefonisch contact met ons op: 0900 28 000 28 (10 ct/minuut).

Met vriendelijke groet,

Centrale Commissie Dierproeven



Melding bijlagen
U wilt één of meerdere bijlagen naar ons versturen? Voeg altijd deze Melding Bijlagen toe.
Wij weten dan welke documenten van u zijn en hoeveel documenten u opstuurt.
Meer informatie vindt u op www.centralecommissiedierproeven.nl
Of bel met ons: 0900 28 000 28 (10 ct/min).
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1 Uw Gegevens
   
Naam instelling: Boehringer Ingelheim Animal Health Operations

BV
   
Adres: ....................................................................
   
Postcode en plaats: ....................................................................
   
Aanvraagnummer: AVD224002016805

2 Bijlagen
Welke bijlagen stuurt u mee?
Vink de bijlagen aan of vul de naam of omschrijving in.
   

O Projectvoorstel
   

O Beschrijving Dierproeven
   

O Niet-technische samenvatting
   

O Melding Machtiging
   

O Aanvraagformulier
   
   

O ....................................................................
   
   

O ....................................................................
   
   

O ....................................................................
   
   



 
Datum:
3 januari 2017
Aanvraagnummer:
AVD224002016805
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3 Ondertekening
   
   

Naam: ....................................................................
   
   

Datum: ...... - ...... - ............
   
   
   

Handtekening: ....................................................................
   

Onderteken het formulier en stuur het met alle bijlagen op naar:
Centrale Commissie Dierproeven
Postbus 20401
2500 EK Den Haag
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             1 General information 

 
1.1 Provide the approval 

number of the ‘Netherlands 

Food and Consumer 

Product Safety Authority’. 

 

22400 

 

 
 1.2 Provide the name of the 

licenced establishment. 
BIAHO bv 

  
   1.3 List the serial number and 

type of animal procedure.  

 

Use the serial numbers 

provided in Section 3.4.4 of 

the Project Proposal form. 

Serial number  Type of animal procedure 

  

3.4.4.1 
 201612.1 Increase in virulence and MID of Marek’s 

Disease vaccine candidate 

  

2 Description of animal procedures 

 
A. Experimental approach and primary outcome parameters 

  Describe the general design of the animal procedures in relation to the primary outcome parameters. 

Justify the choice of these parameters. 

 The testing of Marek’s Disease vaccine candidates follo wing European Pharmacopoeia (EP) 
monograph 0589 includes a number of different anima l studies which evaluate and 
subsequently describe the efficacy and safety of va ccine candidates. Two studies will be 
combined to reduce the number of positive controls.  
 
Among them is the study which evaluates the safety of a vaccine candidate once it has been 
sequentially passaged five times in the target spec ies with the lowest passage of the vaccine 
candidate. For the latter usually the masterseed vi rus (MS) is used. The passage study is 
currently performed in a contract research organiza tion (CRO) under GLP conditions. The 
study design described here is defined in EP monogr aph 04/2013:0589 section 2-4-1 using 
material obtained as described in section 2-4-2. Th e MS and virus material resulting from 
passage 5 (MS+5) in chickens (here CVI 988 containi ng peripheral blood mononuclear cells 
(PBMC)) will be applied to one-day-old SPF chickens  by the least safe route for chickens, 
determined to be the intramuscular route (i.m.). Th e second part of the study will be 
performed to determine the Minimal Immunizing Dose (MID) in commercial layers following 
section 2-4-3 from EP monograph 04/2013:0589. As th e target product profile  states that the 
vaccine to be marketed needs to have the subcutaneo us route (s.c.) for the label claim, the 
MID has to be determined for this route. 
 

Appendix 

Description animal procedures 
 
• This appendix should be enclosed with the project proposal for 

animal procedures. 

• A different appendix ‘description animal procedures’ should be 

enclosed for each type of animal procedure. 

• For more information, see our website 

(www.centralecommissiedierproeven.nl). 

• Or contact us by phone (0900-2800028). 
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As control a group of unvaccinated day-old SPF chickens  and a group of unvaccinated 
commercial layers will be inoculated via the i.m. r oute with a very virulent Marek’s disease 
virus. Chickens inoculated with the vaccine-candida tes only will be observed for 120 days 
post inoculation, chickens inoculated with vaccine- candidates and thereafter challenged will 
be observed for 70 days post challenge, and the unv accinated challenged chickens until the 
criteria of at least 70% morbidity (clinical signs of MDV) and/or mortality is met up to a 
maximum of 70 days post challenge. The primary outc ome of the test is the presence or 
absence of notifiable clinical signs, macroscopic l esions of Marek’s disease or death 
attributable to the vaccine virus and/or challenge virus.   
 Describe the proposed animal procedures, including the nature, frequency and duration of the treatment. 

Provide justifications for the selected approach. 

 For the safety part of the study, day-old SPF chickens will be inoculated intramuscular with 
either the MS (Clone01A-P31) or PBMC resulting from  chicken passage 5 of the MS (MS+5). 
One group of SPF chickens will serve as control whi ch will be inoculated intramuscular with 
a virulent Marek’s disease virus to verify the susc eptibility of the used genetic background of 
that SPF chicken. The dose used is according to EP.  
 
For the MID part of the study, day-old unvaccinated  commercial layers will be vaccinated 
subcutaneous with one of three doses of the MS. The  vaccinated birds will be challenged 7 
days after vaccination via the intramuscular route.  One group of day-old commercial layers 
will serve as control which will be inoculated intr amuscular with a virulent Marek’s disease 
virus to verify the susceptibility of the commercia l flock. 
 
The observation period for the vaccinated groups of  the safety part of the study is 120 days 
post inoculation, while the remaining chickens will  be observed for 70 days post challenge. 
The different groups and treatments are described i n Table 2. 
 

Table 1. Schedule of events 

Study day (SD) Activity 

SD 0 

Inclusion of day-old chicks 

Vaccinate chickens with MS (SPF; i.m.), MS+5 (SPF; i.m.), or with one of 

three doses of MS P36 (MDA-positive; s.c.)  

SD 7 

Challenge the vaccinated and unvaccinated MDA-positive birds with 

virulent Marek’s disease virus (i.m.)  

Challenge unvaccinated SPF birds with virulent Marek’s disease virus 

(i.m.) 

SD 1- 120 

Clinical examination of vaccinated groups of the safety part of the study, 

at least once daily 

Record clinical signs, remove sick individuals, perform necropsy   

SD 1 - 77 
Clinical examination of all other groups at least once daily 

Record clinical signs, remove sick individuals, perform necropsy 

SD 77 
End of observation period for the virulent Marek’s disease virus inoculated 

groups: euthanize all remaining chickens of this group, perform necropsy  

SD120 
End of observation period for remaining chickens; euthanize all remaining 

chickens of these groups, perform necropsy 

 

 Table 2. Experimental design 

Group  Source of 

chickens 

No of animals 

per group 

Vaccine Route of 

administration 

TCID50/dose in 

0,2ml  

1 SPF 40 Clone01A-P31 (MS) i.m. 10fold dose 

2 SPF 40 MS+5 i.m. 10fold dose 

3 commercial 30 Clone01A-P31 Passage 36 s.c. tbd 

4 commercial 30 Clone01A-P31 Passage 36 s.c. tbd 



 

 

5 commercial 30 Clone01A-P31 Passage 36 s.c. tbd 

6 SPF 40 virulent Marek’s disease virus i.m. TBD
a
 

7 commercial 30 virulent Marek’s disease virus i.m. TBD
a
 

aThe challenge dose which causes the clinical signs as per EP 04/2013:0589 will be used 
 

 Describe which statistical methods have been used and which other considerations have been taken into 

account to minimise the number of animals. 

 The minimum numbers of chickens are described in the EU monograph (04/2013:0589).  

 

 B. The animals 

 Specify the species, origin, estimated numbers, and life stages. Provide justifications for these choices. 

 In total 120 SPF birds and 120 commercial layers will enrol in this study. Both male as female 

animals will be used based on the assumption that there is a 50%/50% gender ratio. 

Unvaccinated challenged, and vaccinated challenged birds will be observed until 70 days post 

challenge (virulent Marek’s disease virus), and all vaccinated unchallenged birds until 120 

days post vaccination. 
 
C. Re-use 

 Will the animals be re-used? 

 
 No, continue with question D. 

            Yes >  Explain why re-use is considered acceptable for this animal procedure. 

                 

           Are the previous or proposed animal procedures classified as ‘severe’? 

 
 No  

            Yes> Provide specific justifications for the re-use of these animals during the procedures. 

                 

 D. Replacement, reduction, refinement 

 Describe how the principles of replacement, reduction and refinement were included in the research 

strategy, e.g. the selection of the animals, the design of the procedures and the number of animals. 

 As chickens are the target animal species they are the best model to investigate, and as the 

aim of the study is to measure the effect of the vaccine on the animal itself, no replacement of 

the in-vivo model is possible.  

In addition, the number of animals is determined as required by EU monograph 

04/2013:0589. 

 

 Explain what measures will be taken to minimise 1) animal suffering, pain or fear and 2) adverse effects 

on the environment. 

 Animals exhibiting severe clinical signs of illness or discomfort which leads to impaired 

physiological behaviour and/or the inability to maintain homeostasis will be euthanized, as 

the humane endpoint has therefore been reached. All animals will be inspected daily to ensure 

that clinical signs are not missed and therefore the humane endpoint is accurately set and the 

animal is euthanized timely, preventing unnecessary suffering. All fixation and administration 

procedures will be performed by experienced animal technicians, ensuring fast and accurate 

administration minimizing stress for the animals.  

The animals will be housed in animal rooms equipped with HEPA filters.  

 
Repetition and duplication 

 E. Repetition 

 Explain what measures have been taken to ensure that the proposed procedures have not already been 

performed. If applicable, explain why repetition is required. 

 



 

 

The tested vaccine candidate was passaged recently in SPF chickens at a CRO. Since this is a 

new masterseed this pivotal safety and efficacy study as explained in this proposal has not 

been performed before.  

 
Accommodation and care 

 
F. Accommodation and care 

 Is the housing and care of the animals used in experimental procedures not in accordance with Annex III 

of the Directive 2010/63/EU?  

 
 No  

            Yes > If this may adversely affect animal welfare, describe how the animals will be housed and 

provide specific justifications for these choices. 

                 

 G. Location where the animals procedures are performed 

•  Will the animal procedures be carried out in an establishment that is not licenced by the NVWA? 

  No > Continue with question H. 

            Yes > Describe this establishment. 

                 

 Provide justifications for the choice of this establishment. Explain how adequate housing, care and 

treatment of the animals will be ensured. 

       

 
Classification of discomfort/humane endpoints 

 
H. Pain and pain relief 

 Will the animals experience pain during or after the procedures? 

  No > Continue with question I. 

            Yes > Will anaesthesia, analgesia or other pain relieving methods be used? 

                            No > Justify why pain relieving methods will not be used.   

 To accurately determine the performance of the vaccine candidate the immune system must 

not be iatrogenically influenced. Therefore, no analgesics will be used as this will interfere 

with the study results.  

The animals will be clinically inspected at least daily to ensure accurate determination of the 

humane endpoint and timely euthanasia. 

                   Yes > Indicate what relieving methods will be used and specify what measures will be taken 

to ensure that optimal procedures are used. 

    

 
I. Other aspects compromising the welfare of the animals 

 Describe which other adverse effects on the animals’ welfare may be expected? 

 Stress due to handling and identification measures; stress due to vaccine and challenge 

administration. 

 

 Explain why these effects may emerge. 
 Fixation to place identification wing-tags; subcutaneous and intramuscular inoculation. 
 
Indicate which measures will be adopted to prevent occurrence or minimise severity. 
 All fixation and administration procedures will be performed by experienced animal 

technicians, ensuring fast and accurate administration minimizing stress for the animals.  

 



 

 

J. Humane endpoints 

•  
May circumstances arise during the animal procedures which would require the implementation of 

humane endpoints to prevent further distress? 

  No > Continue with question K. 

            Yes > Describe the criteria that will be used to identify the humane endpoints. 

           Animals exhibiting severe clinical signs of illness or discomfort which leads to impaired 

physiological behaviour and/or the inability to maintain homeostasis will be euthanized, as 

the humane endpoint has therefore been reached. Severe clinical signs leading to an animal 

being incapable of displaying normal behaviour and/or maintaining its homeostasis will be 

euthanized. All animals will be inspected daily to ensure that clinical signs are not missed and 

therefore the humane endpoint is accurately set and the animal is euthanized timely, 

preventing unnecessary suffering. 

 Indicate the likely incidence. 

 Severe: between 70% and 100% of groups 6 and 7, maximum 70 animals (positive control 

animals inoculated with the virulent Marek’s disease virus); and 100% for the lowest dose 

group, maximum 30 animals. Total 100 animals. 

 K. Classification of severity of procedures 

 Provide information on the expected levels of discomfort and indicate to which category the procedures 

are assigned (‘non-recovery’, ‘mild’, ‘moderate’, ‘severe’).  
 A maximum of 100 animals are classified as severe as mortality is expected after challenge. 

For all animals that are not (or will not be) classified as severe, mortality is not likely and 

protection against challenge is expected. These 140 animals are therefore classified as 

moderate because of the number of procedures.   

 
End of experiment 

 
L. Method of killing 

 Will the animals be killed during or after the procedures? 

  No 

            Yes > Explain why it is necessary to kill the animals during or after the procedures. 

 Animals are inoculated with a virulent Marek’s disease virus which causes mortality.  

Is the proposed method of killing listed in Annex IV of Directive 2010/63/EU? 

                            No > Describe the method of killing that will be used and provide justifications for this 

choice. 

  

                    Yes  
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