Chapter 2.4.2. – Infection with Bonamia exitiosa

[bookmark: _Toc149222923]Annex 23. Item 9.1.1. – Chapter 2.4.5. ‘Infection with Bonamia exitiosa’ and 
Chapter 2.4.3. ‘Infection with Bonamia ostreae’
Chapter 2.4.2.
infection with Bonamia exitiosa
. . .
[bookmark: _Hlk114644186]6.	Corroborative diagnostic criteria
This section only addresses the diagnostic test results for detection of infection in the absence (Section 6.1.) or in the presence (Section 6.2.) of clinical signs (Section 6.2.) but does not evaluate whether the infectious agent is the cause of the clinical event.
[bookmark: _Hlk127887601]The case definitions for a suspect and confirmed case have been developed to support decision-making related to trade and confirmation of disease status at the country, zone or compartment level. Case definitions for disease confirmation in endemically affected areas may be less stringent. If a Competent Authority does not have the capability to undertake the necessary diagnostic tests it should seek advice from the appropriate WOAH Reference Laboratory, and if necessary, refer samples to that laboratory for confirmatory testing of samples from the index case in a country, zone or compartment considered free.
When two molecular methods are used for confirmation of a case, it is preferable to use two species-specific methods targeting non-overlapping regions of the pathogen genome.
6.1.	Apparently healthy animals or animals of unknown health status[footnoteRef:2] [2:  	For example transboundary commodities.] 

[bookmark: _Hlk96430616][bookmark: _Hlk114497138]Apparently healthy populations may fall under suspicion, and therefore be sampled, if there is an epidemiological link(s) to an infected population. Hydrographical proximity to, or movement of animals or animal products or equipment, etc., from a known infected population equate to an epidemiological link. Alternatively, healthy populations are sampled in surveys to demonstrate disease freedom. 
6.1.1.	Definition of suspect case in apparently healthy animals
[bookmark: _Hlk83113255]The presence of infection with B. exitiosa shall be suspected if at least one of the following criteria is met:
i)	Observation of parasite cells in tissue imprints
ii)	Observation of parasite cells in tissue sections with or without histopathology characteristic of the pathogen
iii)	Positive result by conventional PCR 
iv)	Positive result by real-time PCR
6.1.2.	Definition of confirmed case in apparently healthy animals
[bookmark: _Hlk34064823][bookmark: _Hlk57044932][bookmark: _Hlk34056412]The presence of infection with B. exitiosa is considered to be confirmed if at least one of the following criteria is met:
i)	Positive result by tissue imprints and real-time positive result by PCR and conventional PCR and combined with followed by amplicon sequencing
ii)	Positive result by histology and positive result by PCR followed by amplicon sequencing
iii)	Positive result by in-situ hybridisation and positive result by PCR followed by amplicon sequencing
iv)	Positive results by real-time two PCRs and in-situ hybridisation targeting different parts regions of the genome combined with followed by amplicon sequencing
iii)	Positive result by tissue imprints, histology or in-situ hybridisation, and positive result by conventional PCR followed by sequence analysis
6.2	Clinically affected animals
Clinical signs are not pathognomonic for a single disease; however they may narrow the range of possible diagnoses. 
6.2.1.	Definition of suspect case in clinically affected animals
[bookmark: _Hlk34064959][bookmark: _Hlk83113292]The presence of infection with B. exitiosa shall be suspected if at least one of the following criteria is met:
i)	Gross pathology or clinical signs associated with the disease as described in this chapter
ii)	Observation of parasite cells in tissue imprints
iii)	Observation of parasite cells in tissue sections with or without histopathology characteristic of the pathogen
iv)	Positive result by real-time PCR 
v)	Positive result by conventional PCR
vi)	Positive result by in-situ hybridisation
6.2.2.	Definition of confirmed case in clinically affected animals
[bookmark: _Hlk57044990]The presence of infection with B. exitiosa is considered to be confirmed if at least one of the following criteria is met:
i)	Positive result by tissue imprints and real-time positive result by PCR and conventional PCR and combined with followed by amplicon sequencing
ii)	Positive result by histology and positive result by PCR followed by amplicon sequencing
iii)	Positive result by in-situ hybridisation and positive result by PCR followed by amplicon sequencing
iv)	Positive results by real-time two PCRs and in-situ hybridisation targeting different parts regions of the genome combined with followed by amplicon sequencing
iii)	Positive result by tissue imprints, histology or in-situ hybridisation, and positive result by conventional PCR followed by sequence analysis
. . .


Chapter 2.4.3.
infection with Bonamia ostreae
. . .
6.	Corroborative diagnostic criteria
This section only addresses the diagnostic test results for detection of infection in the absence (Section 6.1.) or in the presence (Section 6.2.) of clinical signs (Section 6.2.) but does not evaluate whether the infectious agent is the cause of the clinical event.
The case definitions for a suspect and confirmed case have been developed to support decision making related to trade and confirmation of disease status at the country, zone or compartment level. Case definitions for disease confirmation in endemically affected areas may be less stringent. If a Competent Authority does not have the capability to undertake the necessary diagnostic tests it should seek advice from the appropriate WOAH Reference Laboratory, and if necessary, refer samples to that laboratory for confirmatory testing of samples from the index case in a country, zone or compartment considered free.
When two molecular methods are used for confirmation of a case, it is preferable to use two species-specific methods targeting non-overlapping regions of the pathogen genome.
6.1.	Apparently healthy animals or animals of unknown health status[footnoteRef:3] [3:  	For example transboundary commodities.] 

Apparently healthy populations may fall under suspicion, and therefore be sampled, if there is an epidemiological link(s) to an infected population. Hydrographical proximity to, or movement of animals or animal products or equipment, etc., from a known infected population equate to an epidemiological link. Alternatively, healthy populations are sampled in surveys to demonstrate disease freedom. 
6.1.1.	Definition of suspect case in apparently healthy animals
The presence of infection with B. ostreae shall be suspected if at least one of the following criteria is met:
i)	Observation of parasite cells in tissue imprints
ii)	Observation of parasite cells in tissue sections with or without histopathology characteristic of the pathogen
iii)	Positive result by conventional PCR 
iv)	Positive result by real-time PCR
6.1.2.	Definition of confirmed case in apparently healthy animals
The presence of infection with B. ostreae is considered to be confirmed if at least one of the following criteria is met:
i)	Positive result by tissue imprints and real-time positive result by PCR and conventional PCR and combined with followed by amplicon sequencing
ii)	Positive result by histology and positive result by PCR followed by amplicon sequencing
iii)	Positive result by in-situ hybridisation and positive result by PCR followed by amplicon sequencing
iv)	Positive results by real-time two PCRs and in-situ hybridisation targeting different parts regions of the genome combined with followed by amplicon sequencing
iii)	Positive result by tissue imprints, histology or in-situ hybridisation, and positive result by conventional PCR followed by sequence analysis
6.2	Clinically affected animals
Clinical signs are not pathognomonic for a single disease; however, they may narrow the range of possible diagnoses. 
6.2.1.	Definition of suspect case in clinically affected animals
The presence of infection with B. ostreae shall be suspected if at least one of the following criteria is met:
i)	Gross pathology or clinical signs associated with the disease as described in this chapter
ii)	Observation of parasite cells in tissue imprints
iii)	Observation of parasite cells in tissue sections with or without histopathology characteristic of the pathogen
iv)	Positive result by real-time PCR 
v)	Positive result by conventional PCR
6.2.2.	Definition of confirmed case in clinically affected animals
The presence of infection with B. ostreae is considered to be confirmed if at least one of the following criteria is met:
i)	Positive result by tissue imprints and real-time positive result by PCR and conventional PCR and combined with followed by amplicon sequencing
ii)	Positive result by histology and positive result by PCR followed by amplicon sequencing
iii)	Positive result by in-situ hybridisation and positive result by PCR followed by amplicon sequencing
iv)	Positive results by real-time two PCRs and in-situ hybridisation targeting different parts regions of the genome combined with followed by amplicon sequencing
iii)	Positive result by tissue imprints, histology or in-situ hybridisation, and positive result by conventional PCR followed by sequence analysis
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