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1.

Attendance

The meeting was chaired by the EURL.
The following were represented at the meeting:
Member State NRLs
Austria
Bulgaria
Denmark
Germany
Hungary
Italy
Lithuania
Poland
Romania
Slovenia
Sweden

Belgium & Luxembourg
Croatia
France
Greece
Ireland
Latvia
Netherlands
Portugal
Slovakia
Spain
United Kingdom

Dr Craig Baker-Austin attended on behalf of the UK NRL.
EFTA country NRLs
Iceland

Norway

Other invited speakers
Dr Jane Richardson (EFSA), Julia Uriol (FVO), Paola Caricato (FVO), Winy Messens, EFSA –
T/C only).
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2.

Acronyms
CA
CEN
EFSA
EU
EURL
FBO
FDA
FVO
GPG
HAV
HEV
ISO
LBM
LOD
LOQ
QRA
MPN

3.

Competent Authority
Comité Européen de Normalisation
European Food Safety Authority
European Union
European Union Reference
laboratory
Food Business Operator
Food and Drug Administration
Food and Veterinary office
Good Practice Guide
Hepatitis A virus
Hepatitis E virus
International Standard Organisation
Live Bivalve Molluscs
Limits of Detection
Limits of Quantitation
Quantitative Risk Assessment
Most Probable Number

MS
MU
NoV
NRL

Member State
Measurement uncertainty
Norovirus
National Reference Laboratory

NSSP

National Shellfish Sanitation Program

NVWA
OCL
PCR
PT
SS
STW
TTX
US
WG
WP
WS

Nederlandse Voedsel-en Warenautoriteit
Official Control Laboratory
Polymerase chain reaction
Proficiency Testing
Sanitary Survey
Sewage treatment works
Tetrodotoxin
United States
Working group
Work programme
Workshop

Actions arising from the 14th workshop 2015

The EURL went through the list of actions. These had either been completed or were included
as items for the agenda. Separate presentations dealing with certain actions from the 2015
WS are presented here, in particular an update on the Commission Restricted WG, EU/US
trade negotiations, an update on the EU GPG, recent epidemiological data on cold chain
measures to reduce Vibrio risk and various actions relating to the EU-wide norovirus baseline
survey. A significant amount of discussion ensued regarding the recent observation of TTX
(tetrodotoxin) in bivalve molluscs in the EU, and current understanding of this issue. The need
for further collaborative research in this emerging areas was noted.
4.

Presentation of the 2015 EURL work programme

The EURL gave a detailed overview of the current WP. The programme itself is available on
the EURL website (https://eurlcefas.org/public-documents/eurl-work-programme.aspx). An
overview outlining the current 2016 WP was subsequently presented by the new EURL
coordinator, Dr James Lowther. Some discussion on recent and future changes in the EURL
were outlined. Briefly, this included the recent retirement of Dr Ron Lee (who provided advice
to the EURL as a technical specialist on method developments, international equivalence,
official controls, etc). Dr David Lees, the EURL director will retire in early 2017, with Dr Rachel
Hartnell taking on the responsibility of the Directorship in the Spring of 2017, following a phased
transfer of responsibilities. Paola Caricato (FVO) thanked Dr David Lees for his contributions
and excellent leadership of the EURL over the last 15 years, and wished him well for his
retirement next year.
5.

Official Controls - Microbiological monitoring and classification

5.1

Commission on the Commission Restricted Working Group (EURL).

David Lees (EURL) presented an overview on the developments within the Commission
Restricted WG. Several different areas of current and recent work were discussed. Four
meetings have been held since the last workshop (June and Oct 2015, Jan and March 2016),
plus a meeting with EU mollusc producers in Oct 2015, CODEX criteria for end-product and
class A areas (Regulation 2015-2285). Issues relating to the impact on sampling for endproduct, and the review period were subsequently discussed. Other recent developments in
the WG detailed discussions on the EU baseline survey for NoV, which included a
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questionnaire on opinions of MS on survey aspects (e.g. types of pathogens to be assessed,
scope of analysis), a collation of data on production areas and dispatch centres in each MS,
feedback from MS on EFSA WG proposals and information on a producers perspective: high
number of samples, how to take into account production volumes (request for batch
information), actions on positives, testing method, as well as limits to be fixed were briefly
discussed. Several other areas of recent work in the restricted WG, including the application
of uncertainty of results (lack of harmonisation), and classification and monitoring of wild
scallops and echinoderms (sea cucumbers, sea urchins) were also highlighted. Monitoring of
holding ponds, types of production in enclosed systems (e.g. ponds/claires/land based
systems) were discussed and the need for legal clarification for these was also noted. Closures
and/or reclassification following non-compliant results in class A areas were discussed, with
the need for legal advice highlighted. Recent work on the heat treatment of bivalve molluscs
(EFSA opinion) was briefly highlighted, and was presented at the meeting. A detailed
discussion on the recent status of EU/US equivalence on LBM trade was covered, which
included a more detailed discussion on the recent FVO audit of the US.
5.2a

EU/US trade negotiations – FVO audit of the US

A summary was presented by Dr David Lees (EURL) on the recent FVO audit of the US. The
audit took place on the 16 – 25th March 2015, and the report has been published on the DG
Sante website (http://ec.europa.eu/food/fvo/audit_reports/details.cfm?rep_id=3585). The
audit team included 4 individuals from DG Santé (2 FVO, 2 policy), and 2 national experts.
The audit was comprehensive, and included meetings with FDA and State Officials, visits to
establishments, production areas as well as laboratories (Washington, Massachusetts, Rhode
Island). Various issues relating to the legal basis of shellfish classification and monitoring were
analysed. It was noted that the NSSP is comprehensive (e.g. the ordinance document is >500
pages), but it was noted that it was not clear whether it forms guidance or is legally binding in
certain areas. Part of the audit included overseeing CA’s as part of the visit. It was found that
the CA’s are well trained, knowledgeable, with adequate resources. FDA oversight was
deemed to be generally good but some deficiencies were noted. An audit of establishments
was found to be generally good but some deficiencies on Vibrio controls and traceability were
identified. A closer inspection of Vibrio controls revealed that V. vulnificus was excluded (and
therefore not audited). V. parahaemolyticus was revealed to represent a significant and
increasing risk in the US. Control plans are currently in place but it was not clear from the
audit how these will adequately address the problem with V. parahaemolyticus (there is a
current plan to reduce risk to 1:100,000 servings as a target). Another issue identified during
the audit was that current controls only apply to oysters (not clams), and do not apply to
shucked product (but no cook label). Furthermore, there is currently no end-product
monitoring, and the audit highlighted potential deficiencies in Vibrio controls for seafood
produce other than raw (live) oysters. The audit of the laboratories found that facilities and
staff were good, analysis in general was also good however not all analysis was carried out
according to specified procedures (e.g. Vibrio by PCR, biotoxins). Quality systems were found
to be in place but no accreditation. Furthermore, audits did not cover all analysis (no checklist
for Vibrio, biotoxins). PT for coliforms in seawater has recently been introduced. No systems
for follow-up and correction actions for poor PT performance were identified during the audit,
which represents an area of improvement. An analysis of growing areas (approved areas
only) as part of the audit identified several interesting observations. SS’s are in place and
reviewed at a specified frequency, and monitoring and classification are carried out to NSSP
criteria. The issue of prohibition zones around STWs was covered in depth during the audit.
Enforcement was found to be well implemented in the US. Concluding the audit, it was found
that in general, good compliance against the NSSP ordinance was identified. A number of
recommendations were identified and included that FBOs understand and implement V.
parahaemolyticus control plans, that subsequent control plans cover species other than live
oysters, improved traceability for exported molluscs, laboratory protocols and a checklist for
all methods should be instigated and that a frequency of auditing be introduced. Finally,
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regular participation in PT and appropriate follow-ups regarding poor performance should be
instigated.
5.2b

Equivalence of microbiological standards (EURL)

Dr Rachel Hartnell (EURL) presented recent data on the class A criterion in the EU and
equivalence in the US. This is particularly significant given recent changes to EU regulation
2015/2285. It has previously been shown that class A and Approved standards are broadly
equivalent. However, publication of Regulation (EU) 2015/2285 which changes the
requirements for class A shellfish in the EU may produce differences in classification that
should be identified. To do this, the EURL reanalysed paired seawater-shellfish samples. A
US-EU dataset was used in an equivalency study to carry out this analysis, and total paired
samples were used for this purpose (58). The analysis used current and new criteria, against
US ‘approved’ standards. No significant difference in sites classed as A under the current and
new EU criteria (p=0.72) were identified from the study. Furthermore, no significant difference
in proportion of sites classified under EU current and US (p=0.20) or EU new and US (p=0.56)
was noted. Fewer sites met class A EU (either) than US approved, but this was not significant
with respect to numbers analysed as part of study (a small sample size). Revised EU criterion
in Regulation (EU) 2015/2285 do not significantly decrease the proportion of sites classed as
A compared to current legislation. It was noted that both EU criterion categorise fewer sites
as class A than US approved, but systems remain broadly equivalent.
5.2c

FDA audit: The Netherlands (NRL Netherlands)

Dr Irene Pol-Hofstad (NRL Netherlands) presented information on a recent FDA visit and audit
of LBM systems in the Netherlands. The audit took place in June 2015 and included a visit to
the CA (NVWA, Utrect) and the Ministry for Economic Affairs, as well as the NRL for biotoxin
and NRL for LBM’s. The audit also included a visit to a number of production areas in the
Netherlands. Finally, the audit included a visit to laboratories for sampling and phytoplankton
research, as well as a visit to local dispatch centres producing LBM and frozen products. A
number of recommendations were put forward by the FDA following the audit. These included
efforts to ensure that human waste is not discharged into shellfish production areas from
commercial shellfish harvesting and aquaculture vessels, and to ensure that the National
Institute for Public Health and Environment (RIVM) provides to FDA, for review and acceptance,
the validation study for the method used for the detection of E. coli in shellfish (pour plate
method). A range of smaller recommendations were also put forward as part of the presentation.
5.2d

FDA audit: Galicia (Cristina Álvarez, Spain)

A summary was presented by Dr Cristina Álvarez of a recent audit by the FDA of the Galician
system for LBM classification and testing, which took place in June 2015. The audit was
extensive and over several days, and was a detailed analysis of the Galician system. The initial
meeting with the FDA took place in Brussels, prior to travelling Galicia, where a meeting with
Spanish authorities took place. This was then followed by an inspection of a depuration centre,
a dispatch centre and a laboratory carrying out microbiological testing of LBM’s. The audit also
included a presentation of general LBM classification and testing in Galicia, an overview of SS
work, and a visit to a further microbiology laboratory. Finally, the audit also included a visit to
the EURL for biotoxins (Vigo, Galicia) and a visit to several production areas. Some areas of
concern were noted by the FDA as part of their audit. Firstly, the FDA noted the lack of closure
zones following sewage pollution incidents which they noted does not consider the associated
risk of viral contamination in LBMs (even if microbiological testing has been carried out). The
FDA also identified the risk of direct contamination from harvesting vessels through
uncontrolled discharge of human waste from harvest/aquaculture vessels. The potential for
these fecal inputs to increase risk – particularly in class A areas. The FDA asked the Galician
CA to elaborate on guidelines to ensure that human waste is not discharged in this manner in
shellfish production areas.
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5.3

Update on the Good Practice Guide (EURL)

Dr Rachel Hartnell presented information on recent changes to the EU GPG. Issues raised at
the 2015 WS were identified and have meant numerous changes have been instigated to the
GPG recently. Other issues raised by NRLs/CA’s previously were also taken into account.
Furthermore, the publication of Regulation (EU) 2015/2285 amending, Annex II of Regulation
(EC) No. 854/2004, and Annex I of Regulation (EC) No. 2073/2005 have required recent
changes to the GPG to keep in step with current legislative requirements. In particular, several
resolutions from the previous EURL meeting (May 2015) identified key areas in the current
GPG that required further elucidation, clarification or amendment. These included provision of
guidance for land-based systems for LBM production (and the legal basis therein), the potential
ramifications of measurement uncertainty for microbiological testing/results, and criteria to
disregard high E. coli results. Several key changes were noted in the guidance. These include
a section that addresses the requirement to define a review period for monitoring data, which
now recommends that this should address both: a) The frequency of the review itself and b)
The period of data to be reviewed. The new version of the GPG notes that these should be
both explicitly recorded and published. In addition, Table 1.1 is now amended to reflect new
class A classification requirements. Section 5 (Microbiological testing) has been changed to
reflect new legislative references, Section 7.3.1 – is an entirely new section identifying that a
classification review period should be defined and Section 7.3.9 – sets out an allowance for
disregarding anomalous results. Significant discussion ensued regarding the wording of
‘holding areas’. The EURL agreed to address comments on holding areas, seasonal
classifications and alert levels for class A areas, and to recirculate the updated drafts amongst
NRLs by June 17th 2016. NRLs agreed to provide any additional comments by July 15th 2016.
A new version of the GPG can be found on the EURL website:
https://eurlcefas.org/media/13831/gpg_issue-5_final_all.pdf
5.4
Mussel and oyster production in Germany: Production areas, Monitoring and
Future Developments (Edda Bartelt, Germany)
A summary was presented by Dr Edda Bartelt on the current situation regarding the production
and classification of LBM in Germany. It was noted from the outset that LBM production is
limited in Germany, especially compared to other food commodities. The presentation provided
an excellent overview of the administrative and food testing capabilities in Germany, production
areas currently being classified, period of LBM harvesting, species harvested and testing
criteria used (e.g. microbiological, biotoxin, heavy metals). The presentation concluded by
providing some data from a small number of sites in Germany to provide a snapshot of potential
public health issues. Microbiological analysis of blue mussels and oysters in Schleswig-Holstein
(Wadden Sea) and Lower Saxony region were provided. Data from Lower Saxony revealed E.
coli MPN results from yearly (12 month period) varied significantly, suggesting unstable results,
and it was commented that longer-term (e.g. 3 years) of data would be required for adequate
classification purposes and was the subject of current work. Further microbiology identified that
Salmonella positives were rare (but do occur), and that norovirus positives do also occur, but
again are unusual based on this limited dataset. Vibrio pathogens were detected in a site on
the Lower Saxony are of some interest, especially as V. cholerae, V. parahaemolyticus and V.
vulnificus (the three most important foodborne species linked to LBM consumption) were
identified.
6.

E. coli and Salmonella

6.1

E. coli and Salmonella methodology update (EURL)

Louise Stockley (EURL) presented recent changes to CEN ISO standards related to E. coli
and Salmonella. The E. coli EURL generic protocol has just been issued and distributed to all
NRLs, reflecting these recent changes. Edits have also been updated on the EURL website. It
was noted that the Salmonella protocol is currently not being issued until ISO 6579 has been
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published (anticipated to be later this year). Some notable edits/changes were identified.
Firstly, E. coli ISO 16649-3 – This ISO was published in May 2015 as full International Standard
(no longer a Technical Specification). Regulation 854/2004 subsequently has been updated
(removal of TS). Some edits include minor text changes, the inclusion of a detection and
enumeration section, temperature controls during transport (specific procedures – live bivalve
molluscs), reference strains defined as ‘minimum requirement’ and ‘free of choice’,
amendments to the incubation temperature of TBX to be in line with ISO 11133 and the
examination of a minimum of 10 animals. The use of 1µl and 10 µl for sub-culturing MMGB
tubes and TBX plates was discussed. The EURL agreed to review data obtained from NRLs
and provide a footnote to address the findings. For the Salmonella ISO 6579 – This ISO has
not been published yet. There are some intended edits once this is complete including the
incubation of BPW range to be changed to 34C to 38C. Range stated in generic protocol is
less than this at 37±1C, amendments to selective plates with no specification being given for
the second incubation medium and the number of colonies requiring Salmonella confirmation
to be reduced to 1 per selective plate from each second enrichment.
6.2

E. coli and Salmonella methodology update (EURL)

Louise Stockley (EURL) presented PT data for the most recent EURL distributions. During
the last year the EURL distributed shellfish matrix – PT 60 (1 distribution - November 2015),
which consisted of 2 samples - Common mussels and Pacific oysters. 37 participants (26 NRL
and 11 other laboratories) were involved in PT 60. 15 NRLs (56%) scored full marks for both
samples. Sample 1 – 17 NRLs (66%), and Sample 2 – 20 NRLs (77%). It was noted that
scores were deducted (12 NRLs) for the following reasons: 6 NRL’s – Tube inconsistent with
ISO 7218, and 5 NRL’s – Result/s fell outside 3 SD of participants medium. For sample 2, 2
reported as 0, scores were not deducted, and further discussion was required as MPN
calculator for 0 0 0 states ‘0’, should be reported as <18/100g. Louise provided data on the
recent EURL/PHE LENTICULES – PT 63 distribution. Three distributions were analyzed –
March (SF050), July (SF051) and November (SF052). 8 NRLs analysed all 3 distributions for
E. coli and Salmonella spp. It was noted that all NRLs correctly reported salmonella spp.
results for each sample distributed. E. coli scores were deducted (9 NRLs) for the following
reasons: 7 NRL’s – Tube inconsistent with ISO 7218, and 6 NRL’s – the result/s fell outside 3
SD of participants medium. Some discussion was made regarding participation in PT
schemes by NRLs. 84% (21 NRLs) participated in the mandatory EURL matrix and 1 or more
EQA distribution. However insufficient participation from NRLs in Bulgaria, Denmark, Finland,
Greece and Latvia was noted. Underperformance of laboratories was also discussed in some
detail. It was noted that performance should be monitored frequently to enable identification
of poor performance over a realistic timescale (e.g. EURL > NRL > OCL). Poor performance
should be investigated and reasons for failures identified and it was clearly explained that
Reg. (EC) 882/2004 has a 2 phase process to assess NRLs for this purpose. The presentation
ended with the offer of the EURL to pay for 1 EQA distribution per year for each NRL (Approx
cost - £9000). This have been instigated because costs has frequently been used as a
justification by NRLs for not participating in PT rounds. No NRL challenged this notion.
6.3

Update on discussions regarding the ISO MPN calculator (EURL)

Louise Stockley (EURL) summarised recent work regarding the ISO MPN calculator. The
EURL has recently produced guidance on the use of the MPN calculator for NRLs to adopt.
The EURL also pointed out that versions of the calculator for the usual bivalve 3 and 4 dilution
formats were now available. Recently, efforts have been made to get ISO to adapt their own
calculator for LBM-specific purposes. There is a clear need therefore to produce a bivalvespecific version of the calculator for the following reasons: 1) Using the EURL 3- and 4-dilution
formats as a basis, 2) The ability to report the results per 100 g (rather than per g or ml), 3)
To be able to report all negative tubes as < the lowest quantifiable value and 4) to be able to
report all positive tubes as > the highest quantifiable value (and not infinity). It was decided
that the bivalve specific version would be “owned” by the EURL and put on the EURL website
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agreed by the majority of ISO WG2, however it was identified that ISO WG2 does not “own
the calculator”. Thus, the EURL will produce its own calculator, and Cordula Wilrich at BAM
has agreed to do this for the EURL. A version of this guidance document can be found at:
https://eurlcefas.org/media/13823/issue_12_eurl_generic_sop_e-coli_final_250216.pdf
6.4

Method uncertainty (EURL)

Dr Rachel Hartnell (EURL) provided information on recent EURL guidance regarding method
uncertainty and how this is currently enshrined in the EU GPG. Current ISO’s provide some
useful starting information to determine method uncertainty. For example, ISO/IEC 17025
states that “Testing laboratories shall have and shall apply procedures for estimating
uncertainty of measurement.” ISO/TS 19036 gives guidelines for the estimation of MU for
quantitative determinations for the microbiological examination of food and animal feeding
stuffs. The EURL has produced guidance based on approaches given in the draft revision of
the GPG. Dr Hartnell provided some examples of determining method uncertainty using single
and multiple sample testing approaches (in the examples here looking at E. coli results in
LBM), and suggested some possible means of constructing these tests, possible practical and
logistical considerations as well as statistical approaches for the analysis of generated results.
Some key considerations were provided. These include that overall, multiple sample
approaches are often better but not suitable for laboratories testing a relatively low number of
samples. The proposed approaches highlighted here takes into account uncertainty due to
homogenisation, but this is complicated by interaction with variability due to subsampling
(often a source of large variability). It was noted that revision of ISO/TS 19036 uses replicates
after homogenisation but the EURL have evidence that, with bivalves, uncertainty due to
homogenisation can be large, with the example of stomaching and cockles/clams.
6.5

Summary of NRL organised PT schemes for Member States OCLs (EURL)

Louise Stockley (EURL) summarised recent information gathered by the EURL regarding the
number, types and frequency of PT schemes that different OCLs participate in across Europe.
A questionnaire was set to all NRLs (25) with 100% response to the questionnaire. The data
was subsequently split into NRLs with and without production areas in Europe. It was
identified that 96% (24) NRLs stated they participate in PT schemes (except NRL Latvia does not test LBM. Not a priority for the NRL). Of these, 23 participate in E. coli and
Salmonella spp., and PT relating to LBM (not NRL Latvia and Finland). Poor performance of
NRLs in non-EURL PT schemes is reported to the EURL by 3 NRLs. 16 laboratories
participate in Vibrio spp. and Virus PT. The EURL and PHE were identified as the main
supplier of PTs used by NRLs, however other providers were identified. An analysis of OCLs
in each MS (data compared with 2008) identified that the number of OCLs dropped by 23%
across MS during this time period and that the NRLs Belgium, Denmark, Greece and Sweden
designated an OCL to analyse BMS. 15 NRLs stated it is compulsory for OCLs to participate
in PT for BMS statutory determinants. Formal systems are used to assess OCL performance
by 11 NRLs. It was noted that there is a lack of participation by OCLs in PT for BMS – some
reasons behind this were insufficient funds to carry out such activities and a limited number
of shellfish testing being performed within the MS. Some variations were noted in terms of
participation in PT between laboratories that do and do not have production areas in their
member state. It was noted that most laboratories (83%) do not provide analysis of nonstatutory determinants (e.g. vibrios and norovirus).
6.6

Elevated E. coli results from a UK official control laboratory (NRL UK)

The UK NRL (Dr Craig Baker-Austin) presented data regarding an investigation carried out in
the UK following a spate of highly elevated E. coli results from an OCL during July 2015. Out
of 207 samples tested in July at the laboratory, a large proportion of these tested samples (40
samples) generated exceptionally high E. coli results, many greatly exceeding previously
observed values for that particular harvesting site (e.g. > 3 standard deviations). Unusually,
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the high results were linked to one OCL only, and took place during a restricted timeframe (mid
July 2015), and affected a large area of the South and South West coast of the UK. The
presentation summarised key information obtained from an internal laboratory investigation
initiated by the OCL, as well as a NRL-led investigation, which looked at identifying equipment,
materials, procedures and staff training to determine if the anomalous results or a potential
root cause could be identified. Another key aspect of the investigation looked at the potential
for malicious tampering to have been a possible cause of the elevated results. Although some
small areas were identified that required improvement, no single source of systematic error
was identified that could explain the anomalous results. A set of subsequent control measures
have been instigated to reduce the likelihood of a reoccurrence, and some further
considerations were noted. No other NRL commented that similar issues had occurred at a
given MS, highlighting the extremely unusual nature of this particular event.
7.

Marine vibrios

7.1
Validation of ISO TS 21872 under CEN mandate (M/81) and revision of ISO 21872
(EURL)
Dr Rachel Hartnell (EURL) presented information on ISO 21872. It was clarified that the new
revision intends to improve identification of major foodborne pathogenic Vibrio spp. The
method includes the introduction of molecular tests for target species markers and
thermostable haemolysins, as well as a simplification of biochemical tests for these important
foodborne pathogens. Dr Hartnell provided information regarding data generated from different
inter-laboratory studies carried out during the CEN mandate, which included ring trial
distributions of different seafood matrices spiked with a range of various Vibrio pathogens of
human health relevance. Some performance characteristics of different approaches and
targets were highlighted during the presentation. The LOD50 for V. parahaemolyticus is
comparable to other culture based methods for determining presence of bacterial pathogens
in foodstuffs (e.g. Salmonella 0.57 cfu/25g). It was noted that in samples containing high levels
of bacterial flora, and low/moderate levels of V. vulnificus are difficult to identify using culture
based methods, hence higher reported LOD50’s. The reported LOD50 for V. cholerae was higher
than expected but validation levels higher than anticipated. Biochemical identification of
presumptive V. parahaemolyticus, V. vulnificus and V. cholerae, is slightly less reliable than
conventional PCR targeting toxR, VVH and prVC. PCR based identification of tdh genes in
isolated colonies confirmed as V. parahaemolyticus can be achieved using real-time PCR
and/or conventional PCR. It was identified that realtime PCR based identification of trh genes
in isolated colonies confirmed as V. parahaemolyticus is unreliable, however conventional PCR
for the identification of trh genes was effective and reliable. Real-time PCR identification of
presumptive V. cholerae provides variable results compared to identification using biochemical
and/or conventional PCR. Overall, a culture-based methodology with molecular or biochemical
strain ID is appropriate for identifying strains of human health relevance. It was commented
that the current draft standard closes on 17th June and is currently in the DIS stage of the ISO
standardisation process. Clarification regarding the terms “fresh” and “frozen” seafood within
ISO 21872 was requested from the German NRL. The EURL felt that it would be appropriate
for NRLs to submit a clarification through their national standardisation body on this matter.
7.2

Update on activities of CEN/TC 275/WG6/TAG15 (EURL)

Dr Craig Baker-Austin (UK NRL and EURL expert of vibrios) provided information on recent
activities of TAG15 (PCR detection of vibrios). Dr Rachel Hartnell will complete the process
for ISO 21872. This was agreed in Recommendation N391 at the CEN/TC275/WG6 in Delft
in June 2015. Dr Baker-Austin will subsequently lead all Vibrio method developments through
TAG15. Dr Baker-Austin contacted relevant international experts in Winter 2015 to ensure
appropriate nominations from country-specific method standardisation bodies had been
carried out. Subsequently, relevant Vibrio experts from a wide spread of countries to represent
and contribute at TAG15 (Germany, France, Netherlands, US, Italy and UK) have now been
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established. An initial meeting of TAG15 members took place on 19th May 2016. A number of
areas were discussed, which included a) Preliminary aims of TAG15, b) Current PCR methods
used for vibrios and experience of TAG 15 members. c) Potential sharing of methodologies
(real-time PCR and conventional PCR) with which some have already been received (e.g.
MPN RT-PCR method for V. parahaemolyticus from FDA, some protocols for real-time PCR
from Germany). d) Proposal for the use of PT exercises by the EURL for method development
and standardisation purposes. e) Current method development and standardisation status for
vibrios (e.g. ISO, TAG3 etc). A key intended output is the sharing of current methods by
representatives from TAG15 to provide a consensus for future methodological standardisation
pertaining to vibrios. A questionnaire outlining current methods (qualitative and quantitative
PCR methods) will be used to gauge use of particular approaches and current practice, which
will be sent later in the year to TAG15 members. Common agreement was the need for a
quantitative method for V. parahaemolyticus. MPN real-time PCR was identified as an
appropriate method in this regard. The network agreed that ring trials for vibrios organised in
2016-2017 would be used to help improve method development than be used for assessment
of laboratory performance. A meeting of TAG15 is also planned for early Autumn 2016 –
London, Paris and Brussels identified as a likely venue. Dr Baker-Austin urged interested
experts in vibrios to contact the EURL or Dr Baker-Austin for inclusion in the TAG15 group.
7.3

Vibrio proficiency testing (EURL)

PT 58 distribution concerning vibrios was presented by Louise Stockley (EURL). Briefly,
spiked homogenates were packed and distributed on the 5th May 2015. 16 NRLs took part
in this distribution. As part of the PT, NRLs were requested to analyse samples using their
routine method, however a methodology questionnaire was also distributed to NRLs for the
following purpose: 1) Identify procedures adopted by MS, 2) Help in the development of a
harmonised method. NRLs are successfully able to detect V. parahaemolyticus in shellfish
matrix using biochemical tests and PCR. It was noted that V. vulnificus detection is
problematic, and was evident here and in previous PT distributions, as well as validation
work carried out under the CEN mandate. Some reasons for the low number of NRLs
detecting V. vulnificus may have been attributed to a low inoculation level used. Information
gathered from the questionnaire was very useful in identifying reliable and robust methods.
PCR assays favoured references Kim et al. 1992 (V. parahaemolyticus identification using
ToxR) and Bej et al. 1999 (V. parahaemolyticus pathogenic markers (tdh and trh)). For the
identification of V. vulnificus, Hill et al. vvhA primer sets were deemed the most appropriate.
7.4
Trh (tdh-/trh+) gene analysis of clinical, environmental and food isolates of
Vibrio parahaemolyticus (NRL Italy)
Dr Francesca Leoni (NRL Italy) provided an overview of recent data regarding thermostable
related haemolysis (trh+) positive strains from a variety of different sources in Italy. Dr Leoni
provided background information on the potential clinical relevance of this pathogenicity
marker and contrasted this with tdh (thermostable direct haemolysis gene). It was noted that
a possible issue in identifying strains possessing trh is the wide sequence divergence of this
gene, and the possible inability of PCR primers to adequately identifying the gene in all
cases. Dr Leoni found that a sequence comparison of trh+ strains from Italy was useful as
she identified key clades of trh positive strains from different sources. There are key amino
acid sequence motifs of strains from clinical sources in Europe. Differences in the trh2 gene
sequence of strains from the environment and clinical samples exist and may aid in
distinguishing potentially pathogenic to less or non-pathogenic strains in the environment
and food. It was suggested by the EURL that a sharing of strains identified in other sources
in the EU should be commenced to help further understand the sequence variability and
clinical relevance of these strains in a European context.
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7.5

Cold chain measures to reduce Vibrio incidence from the USA (EURL)

Dr Craig Baker-Austin (UK NRL and EURL expert of vibrios) provided a recent overview of
Vibrio issues in the US, including recent control plans as well as data to augment risk control
strategies. Dr Baker-Austin provided a sbriefoverview of systems of epidemiology and
reporting for these pathogens in the US. It was noted that vibrios are the only group of
pathogenic foodborne bacteria currently increasing in incidence in the USA, compared to
other agents (e.g. Listeria, Campylobacter, Salmonella, EHEC). Since 2012, where a new
pathogenic variant of V. parahaemolyticus had emerged on the East coast of the US, a
significant and sustained increase in reported infections were identified, linked to shellfish
produce. Recent cold chain measures have been instigated as part of amendments to NSSP
model ordinances to reduce this foodborne disease burden (currently 1 infection per 100,000
servings). Recent control strategies have included rapid icing of seafood produce and cold
chain measures across the distribution chain to prevent replication of Vibrio pathogens in
LBMs. Some evidence was presented to suggest that these recent measures have been a
success, with notable successes in some states in the NE USA as well as a discernible year
on year decrease in reported infections reported to the Centers for Disease Control
(FoodNet, 2014 and 2015). Dr Baker-Austin highlighted the need to analyse a larger and
longer term epidemiological dataset from more than one source before a conclusive
appraisal of these recent cold-chain measures can be reliably assessed. However, it was
noted that the recent reduction in reported foodborne cases (mostly V. parahaemolyticus)
did indicate that control measures may be evidence of reducing clinical risk.
8.

Viruses

8.1
EFSA scientific Opinion on alternative heat treatment profiles for processing
live bivalve molluscs (Winy Messens, EFSA)
Dr Winy Messens (TC) presented data from EFSA on the use of heat treatments as a
possible processing option for LBS. Currently, LBM from B and C production areas that have
not been submitted for purification or relaying may be sent to a processing establishment,
where they must undergo treatment to eliminate pathogenic micro-organisms. The
treatments have been imposed to ensure the elimination of pathogenic micro-organisms, in
particular NoV. Forms of heat treatment are a viable option for processing, but
comprehensive data on these processing approaches has not been systematically
appraised. To this end, EFSA assessed a range of different temperature-time conditions
from those currently established in the EU legislation, that could be applied to LBM from B
and C production areas. Recent data regarding outbreaks linked to shellfish was presented,
so to were different heat processing methods applied to shellfish species. Data was
presented in the development of an HAV model for assessing virus inactivation (HAV can be
grown and is a useful surrogate pathogen for this purpose because it is notoriously difficult
to deactivate by heating). A comparison with other viruses was also presented, and so too
was data on the potential establishment of a processing criterion for viruses in shellfish
produce. Several recommendations were put forward based on this exhaustive work. Firstly,
it was noted that more data was necessary to improve the HAV thermal inactivation model
(strain and food matrix effects) to reduce this uncertainty. Secondly, to develop a QRA model
for viruses, specifically including HAV and NoV in bivalve molluscs in would be necessary to
take into account the differences across classification classes and geographical regions with
differing endemicity of HAV in human populations and sewage treatment, and to provide
necessary information for the establishment of a performance criterion for heat treatment.
Finally, for QRA purposes it would require the additional collection of data for virus
prevalence and levels of contamination in raw/live molluscs, dose response relationship,
consumption data, consumer handling, and variability in the heat processing. The report
based on this presentation can be accessed on the EFSA website:
http://www.efsa.europa.eu/en/efsajournal/pub/4332
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8.2

Update on the progress of ISO 15216 (EURL)

Dr James Lowther (EURL) presented information and an update on recent progress on ISO
15216 (NoV and HAV real-time PCR). Since the last workshop (May 2015) a new draft
International Standard (DIS) of 15216-1 has been prepared following validation of ISO/TS
15216-1;2013 under CEN mandate M/381. This recent work incorporates method
characteristics, includes modifications based on the experience of the validation and these
amendments have been included in the EURL generic protocol. Recently, the DIS of this ISO
has been subjected to a 3 month technical enquiry at the ISO and CEN level, which
concluded on the 6th Nov 2015. The subsequent vote was positive at ISO level (21-2) and
CEN level (15-1), but extensive comments (totally 30 pages, both technical and editorial)
were received. More recently, a meeting of CEN TC 275/WG6/TAG4 was held in Brussels,
2-3rd Feb 2016 to discuss these comments in detail. A new final draft International Standard
(FDIS) of ISO 15216-1 was then written to incorporate additional changes arising from these
comments. Some additional issues around bottled water were under discussion during May
2016, and are currently being compiled. The (pre-) FDIS will be circulated round ISO and
CEN parent committees for comment in June. Following this process comments received will
be incorporated into FDIS 15216-1, then submitted to a 2 month formal final vote (only
editorial comments accepted at this stage) in autumn 2016. Publication is anticipated by the
end of 2016. A new version of EURL generic protocol will be issued soon to harmonise with
final technical changes anticipated in published ISO 15216-1. CEN TC275/WG6 (parent
committee) has asked TAG4 to prepare a new revision of part 2 of the ISO (detection i.e.
presence/absence). This has been done to harmonise with new version of 15216-1 and to
include method characteristics generated using validation data. It was noted that the TAG4
convenor has agreed an approach to generation of method characteristics with ISO
TC34/SC9/WG2 (Food Microbiology – Statistics), and a new version of 15216-2 will be
progressed once major work complete on 15216-1 (this is likely to be soon). Finally, a new
version due to be published as a full standard, replacing ISO/TS 15216-2.
8.3

EURL proficiency testing for norovirus and HAV – PT 59 (EURL)

Louise Stockley (EURL) discussed two recent PT rounds, which included PT 59 and PT 61.
The first distribution, PT 59 was lenticules only, and which was distributed in June 2015. This
round comprised of 2 laboratory constructed Lenticules (Vials 1 and 2), and the material was
distributed to 33 different laboratories. 33 labs (15 NRLs and 18 other labs) received material,
and 3 labs (including 1 NRL) did not return results. The accuracy, specificity and sensitivity
were calculated, and performance scores encompassed NoV (GI and GII) and HAV, which
were scored separately. Some edits were made to the scoring approach, with the following
criteria: A = 100% accuracy; “satisfactory”, B = Maximum of one mistake; “questionable” and
C = Two or more mistakes; “unsatisfactory”. 26 labs (86%) obtained 100% satisfactory
results, with 4 labs incorrectly reported results for 1 or more determinands. It was noted that
most NRLs use ISO 15216/ EURL generic protocol type methods (with some variations).
Quantification was also assessed as part of PT 59. 17 labs (57%) returned data expressed
as Ct values and quantities, 12 labs (40%) returned data expressed as Ct values only and 1
lab (3%) returned results as quantities only. It was highlighted that good participation by
NRLs in virus PT (15 NRLs) was achieved, with a concurrent continued harmonisation of the
methodology used in Europe. Very good performance by 14 NRLs – all achieved 100% for
all targets.
PT 61 (lenticules and shellfish matrix) was intended to be distributed in December 2015 but
was subsequently postponed due to the Europe-wide baseline survey of norovirus in oysters.
The EURL will help EFSA in this regard.
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8.4a
European baseline survey of norovirus in oysters – the sampling plan (Jane
Richardson, EFSA)
An overview of the upcoming EU baseline survey was presented by Jane Richardson of
EFSA. The key objectives of the baseline survey were presented and discussed. The key
objective from the work is intended to provide a representative estimate of the prevalence of
norovirus-contaminated oysters at production areas and in batches from dispatch centres
across Europe. The survey will begin in the Autumn of 2016 (November) and run for two
years. It was clearly pointed out that the survey is intended to gain an understanding of the
prevalence across the region, not at an MS level. This is intended to be carried out to a 95%
level of confidence, assuming a prevalence of 50% NoV. The focus of the work is on
production areas, with relaying areas excluded. A range of different practical, logistical and
data analysis constraints associated with the survey were set out and discussed. Sampling
will take place in both dispatch and production areas across the EU. The sampling timing will
be bi-monthly, to take into account temporal variability. Information was presented on the
size of the survey and the need for a survey of a particular size, geographical extent and
duration to satisfy the key objectives of this important project. Details of the sample size of
testing, analytical method, duration of the survey and analysis plan were clearly set out and
discussed. It was clearly stated that testing labs involved in the baseline do not need to be
accredited but do need to participate in the EURL PT scheme. Information on the recent
EFSA MS WS on the survey (17th-18th May 2016), which outlined survey plans, WS sample
selection, data reporting and potential practical and harmonization issues was also
discussed. An overview of the data reporting procedure using the EFSA web tool was also
presented and discussed. Questions were raised through the presentation on the targets
chosen for analysis (HAV has been omitted from the survey), and the scientific and public
health rationale behind this decision. Furthermore, a key area of elucidation and clarification
set out by several NRLs regarded the ownership of the testing material (shellfish
homogenates and nucleic acids), whether these could be tested for other targets and the
potential long-term storage of these materials in each MS. The usefulness of these matrices
for other purposes (e.g. HAV and HEV detection) was also raised by several NRLs and
discussed in some detail. The WS agreed that CA’s from each MS should be free to decide
the most appropriate use of archived material from the baseline survey, with HAV and HEV
options for analysis from the archived material.
8.4b

The Method specification (EURL)

Dr James Lowther (EURL) presented important information regarding the method
specification for the EU baseline survey. The method specification has already been included
in
the
EFSA
draft
document
circulated
earlier
this
year
(see:
https://www.efsa.europa.eu/en/efsajournal/pub/4414), but several key areas were also
highlighted. It was noted that the specification is not a defined protocol, but instead sets out
key requirements. Firstly, each laboratory is responsible for writing out its own protocol for
testing. Importantly, where a designated laboratory is not an NRL, it is the responsibility of
the NRL to ensure that the laboratory protocol is compliant with the method specification. It
was also noted that the method specification is compliant with the current ISO DIS (152161), and will require some small modifications to make sure that it is harmonised with the FDIS
which will be published later this year. There is flexibility in methods and reagents allowed,
which is in line with the ISO. The detailed EURL method will be included in the addendum
for information. It was highlighted that the EURL will offer, on request, ready-to-use control
material (e.g. double stranded DNA, extraction controls etc), and the EURL will further
provide a spreadsheet for assistance in the calculation of results from raw data (e.g. Ct
values). Use of detailed methods is not, however, mandatory. Several other important points
were noted: a) Oyster samples must be weighed prior to sampling. b) It is permitted to share
analysis of single samples between multiple laboratories. c) The requirements for storage of
sample intermediates must be adhered to. d) A two stage real-time PCR analysis was

12

permitted (1st stage presence/absence, second stage quantification of positives, although
this would need to be consistent with laboratories carrying out one-stage testing). e) 10-1
RNA does not need to be tested in parallel to undiluted samples (it was commented that this
was a recent change). Finally, rules regarding to retesting are now formalised. The
presentation finished with information on the storage and archiving of samples. It is set out
in the method specification that all samples (residual digestive glands, supernatants, nucleic
acids) must be archived in appropriate conditions set out in the specification for at least two
years. Some discussion then ensued regarding the ownership and possible use of the
samples (see resolutions 19-22).
8.4c Training and proficiency testing (EURL)
Information presented by Dr Lisa Cross (EURL) set out a range of considerations for training
and subsequent PT that would incorporate a critical aspect of quality control regarding the
EU baseline survey. She noted that it was essential for the success of the survey that
laboratory data could be readily compared between different MS’s, and that this was best
achieved through the use of harmonised approaches coupled to competence of the testing
laboratories. The EURL will subsequently host a training workshop at the Weymouth
laboratory, UK, to help provide relevant training to ensure competence of laboratory
personnel involved in the testing. These training workshops will take place in June and July
2016, and are non-mandatory. It was noted that these training workshops would encompass
both practical (e.g. extraction, PCR plate set up, real-time PCR, data interpretation) and
theoretical (data analysis, LOD/LOQ determination etc) considerations. Some detailed
discussion ensued regarding how the competence of the testing laboratories would be
determined. It was noted that EURL will organise a PT round to assess laboratory
competence (free of charge), which will be mandatory for laboratories participating in the
survey. Participation in the survey would be contingent on performance in the PT, however
how the data generated from these PT rounds will be assessed was the subject of some
discussion. The use of Z-scores (which are a well-established statistical approach), and
which have been utilised in a number of ISO documents (e.g. inter-laboratory studies) was
outlined as the method that will be used in this instance. Some discussion by NRLs focussed
on what would happen if laboratories performed poorly in PT, and how this would practically
impact the survey plan.
8.4d

Determination of LOD and LOQ (EURL)

Dr James Lowther (EURL) outlined in detail how LOD and LOQ should be assessed as part
of the baseline survey. He reiterated that LOQ determination for all tested samples was
mandatory for the survey but LOQ determination was not (although is desirable). A number
of specific worked examples were presented to explain how LOD and LOQ should be
determined. Examples of instances to omit analysis results (e.g. if the linearity of standards
falls below a given quality threshold) were also presented. Some discussion ensued from a
number of NRLs regarding the amount of laboratory effort required to determine LOD and
LOQ (especially for laboratories in MS’s where very low numbers of tested samples will be
analysed for purpose of the survey). The EURL agreed to incorporate comments on the
rationale for determining maximum standard deviation values, and information regarding the
provision for laboratories to use appropriate methods for LOQ determination. A revised draft
would be circulated by end of June 2016 for comment by NRLs by end of July 2016.
8.4e

Approaches to sampling in Member States (round-table discussion)

A round table discussion on the approaches used in each MS to sampling (and numbers of
samples from production areas) was carried out to determine how this is likely to be achieved
across Europe for the purposes of the survey. It was noted that in most MS’s samples for the
survey were planned to be collected by official samplers for both production areas and
dispatch centres. This is the likely approach undertaken by the UK. 186 samples from 31
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production areas and 24 samples from 4 dispatch centres (per year) is the anticipated
sampling burden for the UK as part of the survey.
8.5
Optimisation of digital PCR and application to naturally contaminated oysters
(NRL France)
The French NRL (Dr Soizic Le Guyader) presented recent work regarding the use of digital
PCR as an alternative approach for detecting NoV in shellfish matrices. The presentation
provided a background to the method, and how it can be used as an alternative for precise
quantification of nucleic acids. It was noted that this approach offers a potentially useful
approach for NoV detection, but requires some pre-steps (like real-time PCR), which means
that it is probably not a fast method at generating results. The approach has been successfully
applied to NoV contaminated shellfish samples, and preliminary data suggested that this
approach could be used for quantification of virus. It was noted that digital PCR uses the same
condition for amplification can be applied for digital PCR, is easy to use and can accommodate
a range of concentration smaller than real-time PCR. The approach also appeared to be more
accurate for quantification at low concentrations, and circumvented the need for standard
reference materials (e.g. positive control material). It was discussed that the method required
further data from environmental samples to properly assess its usefulness as an alternative to
real-time PCR.
8.6
The experience of the Belgian NRL for BMS on Norovirus detection, especially
during outbreak investigation (NRL Belgium)
Dr Nadine Botteldoorn (Belgian and Luxembourg NRL) provided an interesting overview of
food safety issues in Belgium, with a particular focus on NoV. She presented an overview of
the fields of competence and activity of her institute and fields of responsibility in Belgium with
regards to different foodborne pathogens. She noted that NoV has recently been included in
the scope of research and outbreak investigations in her laboratory due to a large number of
foodborne incidents in Belgium with an unknown aetiology. Recent data on reported foodborne
outbreaks by different agents in Belgium was presented, with NoV noted as a highly significant
source of infections (especially in 2007, 2008 and 2010, where several hundred cases were
involved). Some striking examples of foodborne outbreaks and follow on investigations were
presented as part of the talk, including a NoV outbreak at a youth camp (July 2010) caused by
NoV, and an outbreak of NoV linked to a restaurant (traced back to oysters). The presentation
concluded with molecular sequence data which is being increasingly used in Belgium with NoV
cases to track the potential strain-level cause of infections.
8.7

Hepatitis E: an overview (NRL Germany)

The EURL workshop was concluded by an excellent presentation by Dr Reimar Johne (EURL
Germany) regarding HEV. The presentation began by providing a basic overview of the virus,
its clinical manifestation, ecology and epidemiology. HEV infection is mostly subclinical in
nature, but acute and chronic hepatitis cases occur. A huge increase in reported infections in
the last few years (671 cases in 2014 and 1267 in 2015) was noted in Germany. Recent data
regarding HEV in reservoir animals (e.g. pigs) was presented. A striking finding is the high
sero-prevalence of HEV in domestic and wild pigs in Germany. Similarly, data on HEV
prevalence in meat products was also presented, which indicated high prevalence in raw
sausages and liver sausage (20% and 22% respectively). Dr Johne then presented information
gleaned from numerous studies as part of a wider literature review, which indicated low
prevalence of HEV in tested LBM, but did suggest a possible means of transfer of HEV into
the human population via the consumption of LBM. It was noted that shellfish is considered a
vehicle of HEV transmission, but the clinical importance is unclear. The presentation concluded
with recent data on the successful development of a cell culture system for HEV, which could
be used for a number of applications (e.g. heat-inactivation studies). It was noted that there is
a major datagap regarding heat inactivation during cooking, and this information was deemed
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critical because it may provide further insights into the specific route of HEV into the human
population.
9.

Next workshop

The next workshop is scheduled to take place from 3-5th May 2016 in Split, Croatia.
10.

Resolutions

Resolutions were agreed by the NRLs. These are attached at Appendix 2.
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RESOLUTIONS OF THE 15th WORKSHOP OF MICROBIOLOGICAL NRLs, 25-27TH MAY
2016, BERLIN, GERMANY
Official controls
1.

The commission reported to the workshop the emerging situation with tetrodotoxin contamination
of LBMs. The possible connection with Vibrio sp. was noted and the workshop supported the need
for further collaborative research with algal toxin scientists.

2.

The commission informed the workshop that consequential on trade discussions with the US FDA,
an audit of additional MS would not be required prior to approval of that MS for export. The EURL
reminded the workshop of the need for MS seeking approval to comply with the Good Practice
Guide including Annex 4 on export to the USA.

3.

The EURL presented draft version 6 of the Good Practice Guide and draft issue 3 of the Community
Guide. The EURL further agreed to address comments on holding areas and alert levels for class A
areas, and to recirculate the updated drafts amongst NRLs by June 17th 2016. NRLs agreed to
provide any additional comments by July 15th 2016.

4.

Further to the above, the EURL informed the workshop of the complications with respect to
seasonal classification and proposed to further consider this within the expert Working Group and
report back at the next workshop.

E. coli and Salmonella
5.

The EURL reiterated the requirement to test 10 animals for E. coli analysis and acknowledged the
current discrepancy within ISO 6887-3;2003 (cross-referenced in regulation 2015/2285) and
informed the workshop that this will be resolved with the forthcoming publication of the revised
ISO 6887-3 (currently at FDIS stage).

6.

The EURL agreed to progress the development of a bivalve-specific MPN calculator (including
reporting values of <18, >18,000 and >180,000 E. coli MPN/100g) and to endeavour to incorporate
reference to this calculator within the forthcoming revision of ISO 7218.

7.

The EURL agreed to review ISO 6579-1 and undertake an evaluation of any available validation
data for proprietary Salmonella detection systems to determine whether such methods can be used
within the scope of the ISO as a screen.

8.

The EURL informed the workshop that for the February 2017 EURL/Public Health England E. coli
and Salmonella External Quality Assessment distribution, and for future annual distributions, the
EURL would meet the costs of NRLs, and that participation would therefore be mandatory.

9.

The EURL agreed to include both E. coli and Salmonella analysis in future whole animal
proficiency testing distributions to assist NRLs in their accreditation requirements.

10. Following analysis of responses to an EURL questionnaire, the workshop noted that all EU Official
Control Laboratories performing analysis for E. coli and Salmonella in Member States with
production areas participated in proficiency testing for those determinands, under the supervision
of their NRL, with the exception of Official Control Laboratories in Bulgaria and Norway.
11. The workshop noted the guidance on determination of measurement uncertainty for MPN methods
provided by the EURL. The importance of sub-sampling prior to the homogenisation stage, for tests
where replicate sample test measurements are required, was reinforced.
Vibrios
12. The workshop noted the need for a clearer definition of “fresh” or “frozen” seafood within ISO
21872 in relation to the selection of the initial incubation temperatures. NRLs were encouraged to
submit comments through their National Standardisation Bodies to facilitate this.
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13. The TAG 15 group leader informed the workshop that the primary objective of TAG 15 was to
establish robust quantitative methods for pathogenic Vibrio parahaemolyticus. The workshop
agreed that the primary focus of this methodological development should be an MPN format with
sufficient precision to enable robust quantification, confirmed using molecular methods.
14. The TAG 15 group leader encouraged NRLs with expertise in vibrios to join TAG 15 through
nomination by their National Standardisation Bodies. In addition NRLs were encouraged to
propose other relevant experts in their Member States to seek nomination.
15. The workshop agreed that EURL ring trials for vibrios organised during 2016-17 would focus on
assisting method development and standardisation in collaboration with TAG 15 rather than
assessment of laboratory competence.
16. In relation to EU/US trade, the workshop noted the increasing risk of shellfish-related vibriosis in
the USA however data indicates that recently-introduced cold-chain measures may mitigate this
risk.
17. The workshop agreed the need to share information regarding vibriosis associated with bivalve
mollusc consumption, including any associated with US imports, in order to inform future review
of risk.
Viruses
18. The workshop commended the excellent work conducted by European Food Safety Authority
regarding alternative heat treatments for bivalve molluscs and noted the further steps necessary to
revise the criteria if appropriate.
19. Regarding the EU-wide baseline survey for norovirus in oysters, the workshop noted an
inconsistency within the European Food Safety Authority protocol between the body text (section
2.3.3) and the method specification (Appendix B) regarding use of archived materials for EU-wide
and national studies and sought clarification from European Food Safety Authority on this issue.
The workshop recommended that Member State Competent Authorities should be free to decide
the most appropriate use of archived samples collected in their Member State without the need for
consultation of Standing Committee on Plants, Animals, Food and Feed.
20. Further to the above, the workshop agreed the importance of analysis of the baseline survey samples
for HAV as a priority, considering the severity of this pathogen and the lack of data on the
prevalence of HAV in oysters in the EU.
21. The workshop noted the growing awareness and importance of Hepatitis E virus as a foodborne
pathogen and acknowledged the lack of data regarding the potential role of bivalve molluscs as a
transmission vehicle for this virus within the EU. The workshop agreed the possibility to address
this data gap through analysis of the archive from the baseline survey.
22. Following discussion, the EURL agreed to circulate the proposal for competence scoring for use in
the virus proficiency testing prior to the baseline survey by the end of June 2016 for comment by
NRLs by end of July 2016.
23. Following discussion on the non-mandatory EURL guidance on determination of Limit of
Detection (LOD) and Limit of Quantification (LOQ) for the norovirus method, the EURL agreed
to incorporate comments on the rationale for the assigned maximum standard deviation value, and
to incorporate a provision for user laboratories to use appropriate methods for interpolation of LOQ
between tested levels. A revised draft would be circulated by end of June 2016 for comment by
NRLs by end of July 2016.
24. Based on information supplied by NRLs, the workshop noted that in most Member States samples
for the baseline survey were planned to be collected by official samplers for both production areas
and dispatch centres.
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25. The next workshop will be held 3rd-5th May 2017, in Split, Croatia (subject to confirmation by the
EURL).
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15th Workshop of Microbiological NRLs, 25-27 MAY 2016, GERMANY
Venue: Room D146
Bundesinstitut für Risikobewertung (BfR)
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Day 1 - Wednesday 25 May 9:00 - 17:30
1 Introduction
1.1
1.2
1.3
1.4
1.5
1.6

Welcome to BfR
Introductions and apologies (paper WS 15/01)
Domestic arrangements including reclaim of expenses (papers WS15/02, WS15/03)
Actions arising from the 14th workshop 2015 (paper WS15/04)
Agreement of the agenda (paper WS15/05)
EURL work programme 2016-17 (EURL) (paper WS15/06)

2 Official controls
2.1

Update on the Commission Restricted Working Group (EURL)
Coffee/tea break (10:30 - 11:00)

2.2

2.3
2.4

EU/US trade negotiations
- FVO audit of the US (EURL)
- Equivalence of microbiological standards (EURL) (paper WS15/07)
- FDA audit: The Netherlands (NRL Netherlands)
- FDA audit: Galicia (Cristina Alvarez, INTECMAR, Spain)
Update on the Good Practise Guide (EURL) (papers WS15/08, WS15/09)
Mussel and oyster production in Germany: Production areas, Monitoring and Future Developments
(Edda Bartelt, Lower Saxony State Office for Consumer Protection and Food Safety, Germany &
Torsten Trumpf, Landeslabor Schleswig-Holstein, Germany)
Lunch break (13:00 – 14:00)

3 E.coli and Salmonella
3.1
3.2
3.3
3.4
3.5
3.6

E.coli and Salmonella methodology update (EURL) (paper WS15/10)
EURL proficiency testing for E. coli and Salmonella (EURL) (papers WS15/11, WS15/12)
Update on discussions regarding the ISO MPN calculator (EURL)
Method uncertainty (EURL) (paper WS15/13)
Summary of NRL organised PT schemes for Member State OCLs (EURL) (paper WS15/14)
Elevated E. coli results from a UK official control laboratory, July 2015 (NRL United Kingdom)
Coffee/tea break (15:30 - 16:00)
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4 Marine vibrios
4.1
4.2
4.3

Validation of ISO TS 21872 under the CEN mandate (M/381) and revision of ISO 21872 (EURL)
(paper WS15/15)
Update on activities of CEN/TC 275/WG6/TAG15 (vibrios) (EURL)
Vibrio proficiency testing (EURL) (paper WS15/16)

Day 2 - Thursday 26 May 9:00 - 17:30
4.4
4.5
5

Trh (tdh−/trh+) gene analysis of clinical, environmental and food isolates of Vibrio
parahaemolyticus (NRL Italy)
Cold chain measures to reduce Vibrio incidence from the USA (EURL)

Viruses
5.1

EFSA Scientific Opinion on alternative heat treatment profiles for processing of live bivalve
molluscs (Winy Messens, EFSA) (paper WS15/17)
Coffee/tea break (10:30 - 11:00)

5.2
5.3
5.4

Update on the progress of ISO 15216 (EURL)
EURL proficiency testing for norovirus and HAV – PT 59 (EURL) (paper WS15/18)
European baseline survey of norovirus in oysters
- The sampling plan (Jane Richardson, EFSA) (paper WS15/19)

Lunch break (13:00 – 14:00)
-

The method specification (EURL)
Training and proficiency testing (EURL)
Determination of LOD and LOQ (EURL) (paper WS15/20)
Approaches to sampling in Member States (round-table discussion)

Coffee/tea break (15:30 - 16:00)
5.5
5.6
5.7

Optimisation of digital PCR and application to naturally contaminated oysters (NRL France)
The experience of the Belgian NRL for BMS on Norovirus detection, especially during outbreak
investigations (NRL Belgium)
Hepatitis E virus; an overview (NRL Germany)
Day 3 - Friday 27 May 9:00 - 12:00

6 Any other business
Coffee/tea break (10:15 - 10:45)
7 Agreement of Workshop resolutions
8 Date and venue for next meeting
Meeting close
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