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Agenda
4th workshop of NRLs for foodborne viruses, 2021 2nd of June 9.00 –
3rd of June 14.00 (CEST)
Venue: Zoom link https://us02web.zoom.us/j/82374209585
Zoom link https://us02web.zoom.us/j/82729695265
Day 1
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Day 2

Agreement on the Agenda
All participants agreed on the agenda.
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Day 1
Introduction
The EURL organises annual workshops for NRLs in order to provide guidance on methods and to
inform about advances in method development as stated in (EU) 2017/625 § 94:2 and to create a
possibility for the NRL network to exchange experiences and knowledge in the area of foodborne
viruses.
Due to effects of the Covid-19 pandemic, the fourth workshop of NRLs for foodborne viruses was
held as a video conference June 2nd and 3rd 2021.
The minutes are extensive. The workshop was recorded with the consent from all participants and
we included most of questions and comments raised.

Administrative Issues
Magnus Simonsson, EURL
The meeting was opened by welcoming the participants to the 4th Workshop for NRLs and by giving
some practical information regarding the digital Zoom meeting.
The director of the EURL received a letter from the Commission, stating that 3rd countries are only
allowed to participate in the workshop during presentations regarding proficiency tests arranged by
the EURL.
In 2022, the Workshop will be held in Uppsala.

DG SANTE
Commission’s View on the Main Aims for the EURL and the NRL Network for
Foodborne Viruses
Paolo Caricato, DG SANTE (Patricia Arero)

A Reflection on Why an EURL was Necessary for Foodborne Viruses

It was very useful for the network to have a laboratory like Cefas, specialised on molluscs, but after
Brexit it was decided by the member states and the Commission to have an EURL that was dealing
with viral contamination in different kinds of food, not only molluscs. In the following open call, the
laboratory at Swedish Food Agency was chosen. The Commission is very satisfied with the
competence and the work within the EURL and the NRL network. There are still member states
without designated NRL and it will be possible to designate the NRL activity to other member states.
The number of cases due to foodborne viruses prove the importance of a functionally network of
laboratories within this area.

Hepatitis E Virus (HEV)

The Commission is not really sure that the contamination of especially pork meat with HEV is a real
risk to public health. A better understanding is needed to be able to defend why time and money in
the future work programme should be spent on this kind of research.
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The Presence of Norovirus in Oysters

This is a very important issue to the Commission. It represents a risk with a lot of outbreaks every
year, why discussions are held with member states in different working groups on introducing a limit
for norovirus in oysters. There are difficulties whit the methodology, since the PCR is just showing the
presence of viral RNA and not if the virus is viable and dangerous to public health. Introducing a limit
of norovirus in oysters is a public health issue, a technical issue and a political issue where certain
producing member states are looking for a lighter approach and consuming member states are
looking for a more strict approach. The industry is not very happy with any limits to levels of
norovirus, which could have an economic impact, but on the other hand, potentially harmful food
cannot be allowed to reach the market. The EURL and NRL network should be invited to the
discussion, if possible already in June via a working group where Magnus can be present.

Questions and comments raised:
Soizick Le Guyader: Regarding the letter from the Commission: not being able to share information
with Cefas makes me a bit disappointed.
Magnus Simonsson: Point taken. I think Paolo is also agreeing on this, but rules are for the moment
rules.
Paolo Caricato: Unfortunately, UK is now a 3rd country and there are rules that must be respected.
From a personal view I share what Soizick said and Cefas are excellent colleagues. The letter says in
the end that there are activities, such as technical and sensitive details, that are not to be shared with
3rd countries. This is quite normal. Some issues are shared inside the network, but not outside.
Though, I think the scientific cooperation will be able to continue, but on a case by case basis.
Magnus Simonsson: This will make it harder to invite experts in certain areas from 3rd countries to the
workshop. Sometimes we need their input, so I hope it will be possible to arrange in the future.
Paolo Caricato: I think this kind of cooperation will be able to continue, but an assessment will need to
be done. A common approach is important towards all laboratories.

General Discussion on Main Aims for the Network
All

Hepatitis E Virus (HEV)
Reimar Johne: I do not understand the reasons for the decision to not include HEV in the EURL work
program. We have good evidence for HEV transmission by meat products from pigs and wild boars.
EFSA stated in 2017 that the major route for HEV transmission in Europe is via food, where pigs and
wild boars are the main source of the virus. The importance of research on HEV was stated in an
EFSA/FSA workshop in London, and the importance of HEV surveillance and method development
were very clearly stated in a HEV workshop between FSA, RIVM and PFR in Amsterdam. The last two
years in Germany, we had more than 3000 notified cases of HEV, when we at the same time had less
than 800 cases of HAV. HEV is more important than HAV in many of the European countries, but we
still have no standardized method for HEV detection in food. The EURL should lead this work. What
are the reasons for not prioritizing this disease?
Ingeborg Boxman: In Netherlands we have done HEV surveillance (using accredited methods) in
specific food products that were pointed out as risk products from case control studies by the RIVM.
There are no regulations for HEV, but you can still have discussions with the producers. From these
surveillance data, the Dutch FSA have pointed out that for example, heating temperatures of liver
4th Workshop for NRLs, Zoom, 2021
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sausage and omitting the diaphragm from raw pork meat products are areas for improvement. In this
way public health and FSA are supported by an analysis method for HEV.
Paolo Caricato: What meat products are involved in HEV cases?
Ingeborg Boxman: There are national differences in consumption patterns. In Netherlands liver is NOT
added to processed meat products. When analysing salami-like products with the same method as
Reimar is using, we detected HEV, most likely due to liver-remainings attached to the diaphragm
muscle used as ingredient. We have also tested these type of products from other countries like Italy,
Spain and France, where we did not find any HEV RNA. Maybe there are production differences?
Reimar Johne: In some cases it is not possible to define what product was the source of the virus, but
there are more and more case control studies that points towards raw sausage, raw meat and liver
from both pigs and wild boars. You cannot say that there is one product alone connected to all these
cases. Interestingly we see very few real outbreaks of HEV, this is more a sporadic disease. Some of
the persons eating the infected products get the disease, most of the persons do not. The question
what product is important or not could be of interest, if we would have a standardized method and
could systematically analyse the products.
Ingeborg Boxman: Large case control studies have been made, which point out consumption patterns
of certain products. For individual cases long incubation time, 7-10 weeks, makes it very difficult to
trace back to a specific product. There is no evidence for person-to-person transmission, so it is more
likely to come from food.
Reimar Johne: Last year, when we had the distancing due to the pandemic, we had only a low
decrease in HEV cases in Germany. This clearly points towards a foodborne transmission, not a
person-to-person transmission.
Magnus Simonsson: Unprocessed liver products are the highest risk, but it seems like also processed
products transfers the disease. Most products in Sweden are processed or heated, but we still have
some spread of the disease. Another indication may be that vegetarians tend to have lower
prevalence of antibodies towards HEV, but they are still there. Maybe the virus is spread via
vegetables, or people tend to be vegetarians later in life.
Paolo Caricato: I have made two pages of notes. The door is not closed. We just want to be sure that
the money we spend is not only for research projects, but also can have an impact on the public
health in Europe. What has been discussed today is justifying the possibility to have part of the
working program dedicated to the research and work on a common, validated method for HEV
detection. Once the method is there, it is easier to have a clearer picture of the presence of the
disease, the products involved, etc. I will prepare a mail pointing out the things that have been
discussed today, with the scope to identify a common method.
Magnus Simonsson: It is important that the NRL network has a collaboration in order to be able to
influence which method will become the standardized method (for HEV detection). The EURL has had
grants from other sources, which have made it possible to work on the development of a method.
Paolo Caricato: You are asking for a collaboration with ISO to have a standardized, internationally
recognized method, not your own “within NRL network” method? This is a good step and will be
easier to approve. We want to avoid the duplication of methods.
Magnus Simonsson: Yes, we would like to have a harmonized method to be able to compare results
between countries.
4th Workshop for NRLs, Zoom, 2021
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Elisabetta Suffredini: When it was decided to have an EURL for foodborne viruses, the importance of
supporting the development and standardization of new methods for other viruses, not only HEV, was
also emphasized. Building the technical abilities of the laboratories was also part of the decision, to
be ready to tackle any future problems. The development and standardization of a HEV method is
also helpful for other viruses. It is a multiplication of the positive effect.

Norovirus
Soizick Le Guyader: We are missing a global approach on shellfish contamination. This problem is not
solved just by introducing criteria for norovirus in shellfish. It is also linked to other issues like sea
water quality, regulations and classification of production areas. The problem is global, why the
discussions have to be at a European level.
Paolo Caricato: We cannot ignore water quality, microbiological contamination and classification of
production areas – norovirus is related to all that. The collaboration between the NRL network for
foodborne viruses and the Vigo network (EURLMB) has to be improved. We cannot ignore the
microbiological part if we want to improve the norovirus situation.
Soizick Le Guyader: Can we find another way to discuss the shellfish issue? Each food has its own
point of view. We will have more contamination in the coastal area and more regulations will not
alone solve the problem.
Elisabetta Suffredini: The environmental contamination is particularly relevant for shellfish, but also
for vegetable products. In the discussion on microbiological criteria for norovirus in oysters, we really
need to connect to the Vigo laboratory (Marine Biotoxins Laboratory in Vigo) on the issue of
classification. The problem pointed out by the producers regarding the limits of our PCR-based
methods, that they cannot detect viable viruses but only genome copies, is a well-known problem for
all molecular methods and will apply to all viruses. If we decide to only rely on viable viruses, we will
never be able to set any limits.
Magnus Simonsson: The collaboration between E. coli, Salmonella, the Vigo laboratory and us has to
be improved. A very good way to go would be a specifically supported (economically) collaboration,
where the most experienced and dedicated shellfish laboratories in our network are included.
Bavo Verhaegen: Will there be more financial support for oysters in the work program of E. coli or
Salmonella, if it is prioritized?
Paolo Caricato: The point from the industry, regarding the limitations of our methods, will not be
accepted. This is a point they are using to block the discussion. I do not accept this argument, since
the outbreaks are there. However, the producers are in a difficult position since they are at the end of
the pollution chain, where everything will end up in the oyster farms where the oysters will be
contaminated. At the moment the situation is blocked. I will invite Magnus and your network to the
discussions with the member states about the problems that we have on norovirus in oysters.
Regarding the financial support to E. coli or Salmonella, the budget is limited. We are increasing the
number of laboratories, but the amount of money is not increasing proportionally. We have to
identify certain priorities.
Irene Pol-Hofstad: To comment on behalf of EURL Salmonella, because of no extra budget we skip PT
to organise one on LBM once every two to three years.

4th Workshop for NRLs, Zoom, 2021
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Guidance Document on Verification of ISO 15216
EURL guidance document on verification of ISO 15216
Ramia Molin and Sofia Persson, EURL

Workflow
The EURL verification guide provides protocols for study design and experimental set-up with
artificially contaminated samples, together with a guidance for calculation of the relevant verification
parameters. The guide covers the matrices oysters and raspberries, artificially contaminated with
norovirus GI and GII and HAV. Hopefully, other matrices included in the ISO will be added later. The
workflow includes calibration, preparation of dilution series, contamination of the samples, etc.
down to the data analysis. The number of occasions and dilutions have been decreased from the
previous version from Cefas, but is just a suggestion. You are free to do more occasions and dilution
steps.

Data analysis
The performance parameters covered by the guide are LOD95%, linearity, precision, repeatability
and LOQ. The protocol is based on the previous version from Cefas, with as few modifications as
possible. To do the calculations, you can use either Excel or the R-based tool “EURL verguide”
developed by Sofia. LOD is calculated using the “PODLOD” tool that Cefas recommended.
All comments and thoughts about the guide are welcome, but no later than June 18th. The guide is
planned to be published in the autumn.

Questions and comments raised:
Bavo Verhaegen: Can the R-tool be used for Ct-values instead of copy numbers when you verify
qualitative methods? How does the tool know the expected quantity?
Sofia Persson: Yes. In the guide, we suggest to calculate anticipated concentration, even if you have a
qualitative method, to be able to establish LOD95. You cannot add Ct values at the moment, but the
tool can be adjusted for that. The expected quantity is calculated by taking the geometric mean of all
obtained values at the 1:1 dilution and multiply by the dilution factor. This is described in detail in the
guide.
Elisabetta Suffredini: First, the only performance parameters that should undergo verification
according to the ISO methods are repeatability, sensitivity, specificity and LOD50. Suggestion: keep all
parts in the guide, but explain that not all parts are included in a verification. Second, the spiking of
the matrices is at different levels – in the extract for oysters and in the matrix for leafy vegetables.
This cannot always be support for accreditation of methods. You can add a statement that says that
spiking the matrix is always the correct way, unless it is not feasible. In those cases, you can spike at a
sublevel of the process. Add a flexibility in the guide and describe the different options and that the
spiking can be done in different ways. Do not give an exact workflow. The laboratories can then use
the parts they need according to their quality assurance system. LOD50% can be tricky, since you
need a quantified starting material to verify a qualitative method. Also, the quantitative reference
value is the amount of virus in the matrix, not in the virus stock.
Teresa Rodríguez (NRL Spain): I agree with Elisabetta. Our National Accreditation Body does not
agree with contamination in supernatant because the matrix effect is lost.
Ingeborg Boxman: Thank you very much. It will be of great help. Have worked on the Cefas document
(10 dilution levels and 1:2 dilutions, in 10 separate runs). Have starting concentrations been
4th Workshop for NRLs, Zoom, 2021
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suggested in your guide? Why did you chose 1:4 dilutions instead of 1:2 dilutions as in the original
Cefas guide, is it precise enough? Will you do 6 separate runs? Will it be used as input in the new
16140 part doc for viruses and parasites, Magnus?
Sofia Persson: Yes, we have a suggested starting concentration. The number of dilutions and
replicates have been discussed, but we want to make it as practical as possible. With more dilutions
and replicates, we will have more precise estimates, but it will take much more time. We wanted to
find o good balance between range and number of samples. However, what we suggest is a
minimum.
Soizick Le Guyader: I am a little bit concerned about adding the virus to the supernatant, since you are
then not considering the whole method. The most important part is how to extract the virus from the
matrix and this part is excluded.
Artur Rzeżutka: Should not the parameter repeatability be added for verifying a qualitatively method
also? It shows the precision and how well your method is working over time. Is the calibration there to
verify the copy number of the virus in each dilution or to make an initial experiment to decide
contamination level?
Ramia Molin: You do the calibration to decide the amount of virus to be added to your matrix to get
an appropriate concentration in your RNA-extraction at the highest dilution.
Ingeborg Boxman: The verification is to show that the method (ISO/reference), is working exactly in
the same way in your laboratory as in the laboratory where the validation was done. This is why we
have to stick to how the validation was done. To obtain LOD, LOQ etc. you therefore have to spike in
the supernatant exactly as during the validation of the method was done. Inexperienced laboratories
may have to show that they can extract virus from oysters.

Group Discussions on Verification and Accreditation
All

Questions:
1.

Protocol design and experimental set-up:
 Preferred number of dilutions (draft suggestion 5):
Ok
Agree, but loses flexibility to exclude QC failures etc, risky…
Bigger gap between dilutions -> may risk to provide a ”too high” LOQ
No comment
Want to make a difference between part 1 and part 2 of the ISO. This many dilutions
might be expensive to smaller laboratories. We suggest 3-4 dilutions.
The suggestion is fine


2.

Preferred number of replicates/occasions (draft suggestion 6):
”A minimum of six replicates per dilution” (open to increase the number)
Agree, but loses flexibility to exclude QC failures etc, risky…
No comment
Agree
The suggestion is fine

Performance parameters: Should other parameters be included?
Focus of verification of parameters that are in ISO part 1&2 Annexes
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-

There are other parameters that could be included for part 2 (sensitivity, specificity,
repeatability, LOD50)
What is important is that the guide should describe how to assess them but should not
state that they have to be done
Guidance on how to calculate, not guidance on which parameters should be checked
(that is up to the laboratories and the National Accreditation bodies)
Not in favour of sens/spec estimation on different genotypes etc.
Should MU be included , needed for accreditation – maybe another guidance
document

3.

The application EURL-verguide: helpfulness?
Yes!!
Suggestion to include LOD95
It is great and very user friendly! Also nice that R is free

4.

Missing information?
Reference Materials (indicate options or state that it is possible to use non-certified ref
materials es. for NoVs); the guide states Mengo as the PC but in ISO it is an option
(make the text open to other options)
Guide on calculation Measure Uncertainty (or refer to documents in which MU is
described for other purposes)
15216-2 Qualitative – the use of Cq values should be included – add a note on how to
approach part 2 of the ISO
Reference material is very important. There are always questions about this

5.

Other questions or considerations?
Calibrated “reference material” virus to send out to the laboratories , Lenticules at
Sigma
How about if you have a positive result from the negative test of the oysters. Do you
have to redo everything? Something in the protocol about this
The Lenticules have a quite low NoV concentration and might not be able to be used
for verification

6.

General comment:
We need to look into the requirements from the accreditation bodies in different
countries, so that they are covered by the guide
Where to get virus stock that is high enough for inoculation in 400 ul?
Is it ok to test the starting dilution only?
- Is the number of serial dilutions enough to have negatives? Or enough positive
dilutions? You need at least 3-4 points for linearity, so probably more than 5 dilutions
Data for reproducibility collected by testing on 6 different days; do we need replicates
on one day for precision?
Where to store the calibrated virus dilution that are fit for inoculation?
If you are verifying the method for raspberries, do you use the same batch for all
testing?
It would be much easier for frozen berries, if they could be spiked, frozen and tested
on a suitable day.
We welcome the guidance document, for future work, we have validated/accredited
the methods in our labs (to different extent)
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-

-

Not enough time to familiarise ourselves with the document. We need time to consult
with others in the organisation that are more familiar with the requirements re.
validation/accreditation or the technical aspects of the method
The LOD50 is required for in-house validation by ISO 16140-3, and it is suggested to
use this and not LOD95
The number of levels and replicates seem the same for 15216-1 and -2, and it was
considered rather large, and we wondered if it could be reduced. Also, we wondered
why the number of replicates had to be the same for all levels, maybe possible to have
less replicates at a higher level
Some more explanation about repeatability, what should/could be done in one day?
What should be done by one/two technicians?
A very nice document
It would be nice if there was a place where RNA controls could be bought. Different
controls can give different output
The best way of doing the verification, would be if the EURL could bioaccumulate
oysters and send them out
What report is the guide referring to, the validation report from Cefas or the validation
of the ISO method?
The accreditation bodies in different countries have different requirements
Do you have to do a verification of all different types of matrices belonging to the
same group?

Questions and comments raised:
Magnus Simonsson: ISO 16140-3 is for bacteria. There is a new validation standard under
development for virus and parasites, and it might look different from 16140.
Ronnie Eriksson: In the validation of the qualitative method LOD50 was used, why it has to be added.
Magnus Simonsson: It was an interesting idea to have less replicates from the less diluted samples.
This we must remember and think about.
Magnus Simonsson: Many laboratories are already accredited and the guide should not make the
accreditation bodies suspicious about previous verifications or interfere with previous accreditations.
A very important input from all laboratories would be about the view of the accreditation bodies in
their country. No one should have to redo the verification.
Magnus Simonsson: It is a problem to have all the job done and then find out that the oysters are
positive.
Magnus Simonsson: About RNA controls: we can share the information on how to buy the standards
we use at the EURL. They are bought from Eurofins. From those you can produce RNA. They are not
under the restriction of GMOs since it is no bacteria involved.
Joanna Ollivier: Regarding DNA and RNA controls, you can order them as an oligo/primer. This was
well received by our accreditation body and works well. There are companies who take orders for
synthesis of long DNA fragments, but also long RNA fragments. These synthetic oligonucleotides can
be used as standards. One advantage is that you will receive a certificate with sequence and
concentration. I will share the links – see Annex 3.
Elisabetta Suffredini: Since the ISO requires dsDNA, we ask for oligonucleotide “long:mers” that are
then amplified or we ask directly for gene synthesis. It is very easy to have standards like that and I
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can confirm what Joanna said. We synthesise our own RNA from the ordered DNA, since it includes
the T7 promotor and since the quantification of the EC RNA is not as stringent.
Ingeborg Boxman: Make a suggestion on how to do the verification of raspberries. There is a
difference in using one or six different batches. How are you going to store the virus dilution you have
calibrated and want to use for all occasions?
Ramia Molin: Was it unclear how to store the samples? We do not say you should do the verification
in six days in a row or to use fresh or frozen raspberries, but we say that you have to freeze them. We
thought it was clear, so it is good to hear that it was not. We have to make it even more clearly.
Regarding the virus dilution, you have to prepare a new dilution series for every occasion.
Agnieszka NRL Ireland (shellfish): Just a late comment on last discussion - I agree with Ingeborg´s
comment regarding the "calibrated" material used for spiking. Making new dilutions each time adds
to variability of the testing, so it seems that using exactly the same stock each time would be
advantageous and should improve reproducibility.
Ronnie Eriksson: Joanna evaluated a couple of years ago if it is better to use bioaccumulated oysters
than spiking the digestive glands and dilute with negative tissue, and found out that the second
alternative was the best way of doing it.

Surveillance
Monitoring of Foodborne Outbreaks Caused by Viruses in the European Union,
2019
Giusi Amore, EFSA

Monitoring of zoonoses and foodborne outbreaks (FBOs) in the EU
The EU One Health Zoonoses report is published every year in association with ECDC. The report
compiles data collected by EU Member States (MSs) and other reporting countries. EFSA is
responsible for the collected data from the monitoring of animal food and feed as well as foodborne
outbreaks (FBOs) caused by viruses, and ECDC is responsible for the collected data from
communicable human diseases. The current system for monitoring FBOs is EU-FORS, where data
collected from all outbreaks that are considered to involve the consumption of food (including water)
are reported. According to the current system, FBOs are classified as strong- or weak-evidence
outbreaks, and there are both mandatory and optional data elements that have to be reported.
However, FBOs surveillance activities and criteria are not fully harmonised among MSs, so data
should be interpreted with caution.

Joint EFSA-ECDC 2019 EU One Health Zoonoses (EUOHZ) Report
In 2019, 27 MS reported in total 5,175 foodborne & waterborne outbreaks, with 49,463 human
cases. Viruses were reported to cause almost 11% of those foodborne & waterborne outbreaks,
however, a high proportion of reported outbreaks lack information on the causative agent. 9% of the
foodborne & waterborne outbreaks (82% of the virus outbreaks) were caused by norovirus, but these
led to 22.5% of the total number of human cases. 22 outbreaks were caused by hepatitis A and other
hepatitis viruses, with 135 human cases of which 73% were hospitalized. In 2019, totally 21 MSs
reported outbreaks caused by norovirus, and 5 MSs reported outbreaks caused by HAV. In 75% of the
outbreaks caused by norovirus, there was a strong evidence that the food origin was crustaceans,
shellfish, molluscs and products thereof. The pathogen/food vehicle pair causing the highest number
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of strong FBOs was the combination norovirus and other calicivirus/fish and fishery products, and is
by that the pair that caused the second most cases.

Summary







In 2019, “norovirus and other calicivirus” was the second most frequently reported causative
agent category in strong-evidence foodborne outbreaks
Outbreaks linked to “crustaceans, shellfish, molluscs and products thereof” increased markedly
in 2019 due to outbreaks caused by “norovirus and other”
Highly manipulated foodstuffs such as mixed foods and buffet meals were also frequently
implicated in norovirus outbreaks, in which the contamination of foodstuff by food handlers is
very likely
At country level, a large amount of variability was observed in the epidemiological indicators
adopted to describe FBOs (reporting rate, mean)
The most recent report can be found at efsa.europa.eu/en/efsajournal/pub/6406
Here is the link to 2019 DASHBOARD on FBOs (“frozen” data, no historical data visualized)

Questions and comments raised:
Soizick Le Guyader: You showed a slide where both norovirus and HAV are listed as zoonotic agents.
Do you have any evidence for that? What I know, an animal strain has never been found in human
outbreaks.
Giusi Amore: The slide you are referring to is showing List B from Annex I in Dir 2003/99/EC. It is
included in the report, but not as foodborne outbreaks.
Reimar Johne: In the One Health Zoonoses Report there are reported numbers of confirmed human
zoonoses, independent from outbreaks. It would be interesting to know how these agents have been
selected, since HEV is not included
Giusi Amore: In List A in Annex I we report the zoonoses and zoonotic agents that mandatory have to
be reported. In List B the zoonotic agents included is based on the epidemiological situation in the
member states and what has been reported.
Sinead Keaveney: There were 11,000 human cases associated with norovirus from 2019. I wonder,
have you made any estimations on the number of potential or possible secondary outbreaks
associated with those primary foodborne outbreaks? The burden of the virus is much bigger than the
primary outbreak.
Giusi Amore: No, we do not do any additional estimations. The reporting country has the possibility to
report any other, additional causative agent under Mixed Outbreaks. Since this is an optional
information, it is not very reliable. The full dataset is published together with the report, so you can
assess it.
Elisabetta Suffredini: It is interesting to see the expanding information reported on viruses during the
last year. It gives us a picture of how the field is moving and that there is a lot of improvement in the
laboratory work. What kind of activities are EFSA doing to improve the reporting of data, especially
regarding the weak evidence in the reporting of virus outbreaks? The assessed picture of foodborne
outbreaks is much more balanced if we can consider combinations of different kinds of information.
Giusi Amore: We work every year on the reporting guidelines for the member states to provide
harmonized guidelines. We have made some improvements for the reporting of viral foodborne
outbreaks regarding the limitation of the classification of strong/weak evidence outbreak based on
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the microbiological evidence. With the updated EU-FORS, the country has the possibility to classify
based on different types of evidence. In the end, it is up to the reporting country.
Magnus Simonsson: The outbreaks seem to differ between countries and maybe it is the reporting
that is the biggest difference and not the number of outbreaks. What does this mean for the public
health problem? We do not know what is behind all these foodborne outbreaks and there is also a
secondary spread leading to more sporadic outbreaks. Has there been any discussion about doing
some kind of baseline study to find out in more detail what the actual figure is behind this indicative
foodborne outbreak registration?
Giusi Amore: I am not aware of any specific discussion regarding a baseline study. I think we could
involve our zoonotic network to try to harmonize the classification and the reporting of certain
outbreaks. This is something we can do from our side. We are considering a survey on how we can
clarify the reporting issues and other doubts. However, it is important that each reporting country
study the reporting guidelines.
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Day 2
EURL Work Programmes
Work Progress, Work Programmes, Actions
Magnus Simonsson, EURL
At the moment no EU budget, but hopefully there will be one in July. That means at the moment we
have no approved work program or budget.

TO ENSURE AVAILABILITY AND USE OF HIGH QUALITY METHODS AND TO ENSURE HIGH
QUALITY PERFORMANCE BY NRLs






Development, distribution of Proficiency tests (PT):
 2020 (delays due to the pandemic):
October - Leafy greens (iceberg lettuce)
November - Oysters
 2021:
April/May - Oysters
 Digital RT-PCR, noroviruses in oysters (Resolution 4, 2020)
THANK YOU, INGEBORG BOXMAN and RENÉ DIRKS NRL Netherlands!
September – Strawberries
 2022:
Bioaccumulated oysters – delayed due to the pandemic, meeting with marine institute
planned to August 2021
Food surfaces - action from last workshop. Implementation, verification and
accreditation of swabbing technique at the EURL according to ISO 15216 is included in
the EURL Work Program for 2021 and 2022
 In the future:
Bottled water – not the responsibility in many NRLs, however, the Commission states
that water is food and should be in the remit of NRLs. Have to be discussed
Implementation and development of typing methods for norovirus:
 Under development:
A sensitive pol-cap typing method
NGS technology for typing of multiple noroviruses in a sample, targeting the standard
cap-region
NGS adaption of primers developed for pol-cap typing
The formation of a core group within the NRL WG on NGS; to ensure harmonization in
the NGS area
Quantification of foodborne viruses using RT digital PCR (RT-dPCR) methods:
 Long term goal; RT-dPCR can be used as an alternative to standard methods, leading to
more robust analysis and less variable results between laboratories
 The EURL method has been further improved in collaboration with NRL Netherlands; a
norovirus duplex RT-dPCR is implemented
 Ongoing interlaboratory study; will be evaluated during 2021
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TO PROVIDE SCIENTIFIC AND TECHNICAL ASSISTANCE TO NRLs






Annual workshops:
 2020:
Video conference in September
 2021:
Video conference in June
 2022:
Physical meeting in Uppsala
31st of May; NGS group meeting
1st – 2nd of June; Workshop (2nd June republic day in Italy)
Technical training courses:
 2021:
Norovirus and HAV quantification in bivalve molluscan shellfish according to ISO 15216
part 1 (2 occasions)
 2022:
NGS development (not basic, 8 persons); held by NRL France (Ifremer)
Another course at the EURL (8 persons), or
NGS course arranged by the inter-EURLs working group on NGS
Preparedness of staff and ad hoc assistance to NRLs:
 Improved competence among staff and improved organization of staff members:
Continues work (bioinformatics, statistics, PT evaluation)
 A Guidance Document for the verification of ISO 15216:
A draft has been discussed and shared with the NRLs
Comments are awaited
 EURL website:
Restricted area still not active. Hopefully, login options for the NRLs by autumn 2021

TO PROVIDE SCIENTIFIC AND TECHNICAL ASSISTANCE TO THE EUROPEAN COMMISSION AND
OTHER ORGANISATIONS





Participation in the EURL Working Group for NGS:
 Participation in meetings
 Joint courses in NGS and bioinformatics
 Science meets Policy conference; was held Sept 25, 2020
Expert group on enteric viruses on berries:
 Led by American Frozen Food Institute (focus on berries)
 Facilitators: Magnus Simonsson and Albert Bosch
Scientific assistants and emergency support to the Commission, EU agencies and third countries:
 Support to third countries about implementation of ISO 15216

REAGENTS AND REFERENCE COLLECTIONS



Production of standard DNA, control RNA and process control virus:
 Mostly used at the EURL, especially in PT distributions
 Commercial available synthetic DNA and RNA (controls and standards) – see Annex 3
Organise and collect reference materials such as faecal samples and cultivated viruses:
 Collection has been difficult due to Covid-19
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Activities at the EURL not included in the Work Programme





Granted JPI EU project from the call Aquatic Pollutants
 “Emerging Pathogens and Antibiotic Resistances in Aquatic Ecosystems” (project led by
Germany); will look into the distribution of viruses in waste water systems to water inlet
etc.
 Start 1st September 2021
Intralaboratory validation of developed/implemented method for HEV quantification in
sausages and pig liver
ISO and CEN
 Amendment of ISO 15216-1 to harmonize with ISO 15216-2
 ISO 16140-xx “Microbiology of the food chain — Method validation
 Participation in the ISO-HEV group

Questions and comments raised:
Reimar Johne: In Germany we are responsible for bottled water, but not for all the other kinds of
water. A PT on bottled water would be good.
Magnus Simonsson: There has been some problems with the filters that are recommended in the ISO
method. We start with swabbing now, and perhaps we can include bottled water in the next work
program. However, there is a problem since we need to include the oyster PT every year and we
cannot afford more than two PTs every year, leading to big gaps between every other matrix except
oysters.
Soizick Le Guyader: Do you plan to do any work on SARS CoV-2, regarding possible transmission by
food?
Magnus Simonsson: We will gain some experience about the Corona virus in the EU project starting
this year. However, it seems like the fear of corona transmitting via food has decreased, and thus the
demand for investigating this. We have no actual plan for this kind of work, but will hopefully have
some experience.

PT Distributions
PT Distributions EFV04 (Leaf Vegetables), EFV05 (Oysters), EFV06 (Oysters) and
Upcoming EFV07 (Strawberries)
Ramia Molin, EURL

The PT Process

To participate in PTs, you have to be registered as an NRL. PT registration is done via the EURL
homepage (keep your unique laboratory ID number for reuse!). Invitation letter, instructions and
reporting sheets are sent to you by e-mail. EC RNA, standards and mengovirus are sent together with
the PT samples. You are allowed to use your routine method, but EURL recommends using the ISO
method, which can be found on the EURL homepage. You are required to report results via e-mail in
the given time. The EURL is responsible to ensure that the PT samples keep good enough quality
(stable and homogenous virus levels) and to send out intended results and publish the final report.
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EFV 04, 2020 - Detection of Norovirus and Hepatitis A Virus in Lettuce

Distributed October 6th for reporting at the latest October 13th. 3 x 25 g chopped lettuce samples
delivered at 4 °C. 19 out of 21 registered laboratories returned their results. 105 virus levels in all
three samples. The quality control of the PT samples included negative test, inoculation test, stability
test and homogeneity test. The stability test showed that virus levels had a tendency to decrease
after four days. Only a few invalid results due to unacceptable efficiency or inhibition or unreported
such values. Since re-testing was not possible, such non-valid results were accounted as correct in
the scoring of participants. No false results were reported and 15/19 laboratories (79 %) reported
acceptable results for both inhibition and extraction efficiency. If you do a qualitative analysis, you
calculate your inhibition as ΔCq, and if you do a quantitative analysis, you report the inhibition in %.

EFV 05, 2020 - Quantification of Norovirus and Hepatitis A Virus in Bivalve Molluscan Shellfish

Distributed November 9th for reporting at the latest November 24th. 3 x 2g frozen oyster
hepatopancreas samples delivered on dry ice. 23 laboratories participated, where 22 returned their
results. Mixed virus levels in all three samples. The quality control of the PT samples included
negative test, inoculation test, stability test and homogeneity test. Virus levels are stable after 24
hours storage on dry ice and with continued storage at -20 °C. However, HAV (new batch from 2020)
was not behaving as it should and was therefore excluded from the testing. Some false negative GII
results from the sample with lowest GII concentration and some of the true negative results were not
valid due to unacceptable inhibition and/or extraction efficiency. Since re-testing was not possible,
such non-valid results were accounted as correct in the scoring of participants. The score for
quantitative results is based on the difference between result and participants’ average and compare
it with the SD. 59 % of the results were satisfactory and 19/22 laboratories (86 %) reported
acceptable results for both inhibition and extraction efficiency.

EFV 06, 2021 - Quantification of Norovirus and Hepatitis A Virus in Bivalve Molluscan Shellfish

Distributed April 26th for reporting at the latest May 11th. 3 x 2g frozen oyster hepatopancreas
samples delivered on dry ice. 23 laboratories participated. Mixed virus levels in all three samples, but
a little higher GII concentrations due to the false negative results in the previous PT. Extra dPCR
project, to compare digital PCR and qPCR to improve the methods and to harmonize. The quality
control of the PT samples included negative test, inoculation test, stability test and homogeneity test.
Virus levels are stable after 24 hours storage on dry ice and with continued storage at -20 °C.
However, HAV was again not behaving as it should and was therefore excluded from the PT. Testing
showed that the HAV batch from 2020 degrades when inoculated in oyster, why an older HAV batch
will be used for upcoming PTs. The evaluation of the PT results is not yet complete.

EFV 07, 2021 - Detection of Norovirus and Hepatitis A Virus in Strawberries

Dispatch: September 13th, 3 samples, 22 registered participants. New matrix, so PT development
needs to be done.

Questions and comments raised:
Joanna Ollivier: Have you done any stability test on your PT samples at the deadline of result
reporting, considering the false negative results of GII in the sample with low concentration? It is
important to show that the virus concentration in your samples were stable until the end of the PT.
Ramia Molin: Only during the PT development of a new matrix. We did not think we had to do the
same testing at each PT. We only focus on homogeneity at each dispatch, if a stability test was done
during PT development and unless no big changes have been done.
Magnus Simonsson: So, what you want is a stability test included in the report?
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Joanna Ollivier: No, just testing on a few samples to confirm the stability of the batch at the deadline
of reporting.
Ramia Molin: It is a good suggestion. However, we have all your test results and the date on which
the samples were run, so we have information on which latest date the correct test result was
obtained. This could be included in the report.
Magnus Simonsson: The homogeneity tests is done over a certain amount of days, since it is not
possible to do them all in one day. Maybe we can spread the homogeneity test over a longer period of
time to reflect the reporting period for NRLs.
Reimar Johne: Regarding the PT sample with low GII concentration (50-400 gc): the baseline survey
study, which contain real life data, have LODs up to 196 and LOQs up to 389. I would suggest to be
above that LOD and LOQ in future PTs for statistical reasons. Near detection limit is ok, but above.
Sinead Keaveney: It is good to challenge the test, but I agree with Reimar. It could be good to have
the LODs and LOQs for the test laboratories included in the report. It can support the baseline study
Reimar referred to and it gives you a good assessment of the LOQ and LOD of the NRLs.
S/O: The results for the reference samples, were they determined after you put them on dry ice and
sent them out or were they assessed before you put them on dry ice? For the second oyster PT, did
you include “before dry ice” and “after dry ice”? I am concerned since we had problems with the low
concentrated samples in both PTs, even if the concentrations are above our LOQ and we have used
these methods for a long time. We have seen in our own PTs that putting the samples on dry ice
made a big difference in detecting the viruses.
Ramia Molin: We do two assessments; one after putting them on dry ice and one after freezing. If we
see a big difference, we exclude the dispatch date data since we know that none of you have the
chance to do the analysis on the same day. Otherwise they are included. For the second oyster PT: I
do not know yet. There is a decline in raspberries after dry ice storage, but we have not seen this big
change in oysters.
Magnus Simonsson: If you encounter any problems in your laboratory not due to any PT problems, we
should as a EURL help out. Maybe by sending some samples to your laboratory that we both check.
Soizick Le Guyader: How do you calculate expected concentrations? Is the SD based on your data or
also the data from the participants?
Ramia Molin: The SD is based on the data from all participants.
Magnus Simonsson: Regarding the HAV results, it is very clear in our laboratory that the 2020 batch
of the virus is totally degraded in oysters. Despite our results, there are laboratories that did find HAV,
which makes the situation more complicated. We will look into different extraction methods and PCR
methods, because there is a difference and it seems complex.
Ramia Molin: Since I have the HAV results from both last year and this year, I will be able to compare
methods and do some conclusion.
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NRL Presentations
SARS-CoV-2 Detection in Oyster: Methods and Field Study
Soizick Le Guyader, NRL France
34.5% of European oysters are contaminated by norovirus. Most of the virus detected in oysters
come from sewage contamination, which is partly due to climate effects and severe weather effects.
SARS-CoV-2 can be detected in the faeces of infected people and therefore also in sewage, which
means that the virus could reach coastal areas through sewage contamination. Would it be possible
to detect SARS-CoV-2 in coastal areas by analysing oysters or mussels, which filter large amounts of
water?
A bioaccumulation study was made to compare the virus seeded into sea-water and virus recovered
in tissue. Results show:
 The ISO method can be applied to oysters to detect SARS-CoV-2
 Porcine epidemic diarrhea virus (PEDV) and SARS-CoV-2 can be bio-accumulated by oysters, but
less effective than caliciviridae such as Tulane virus
21 sites along the coast of France were selected for sampling, preferably after alerts of sewage
treatment plant failures, after climate events or after evidence of bacterial contamination. The ISO
method was used together with two different one-step RT-PCR methods for SARS-CoV-2; IP4 (RDRP
gene) and CoV E (envelope gene). To detect signs of human sewage contamination, norovirus GI and
GII were also analysed. Results:
 In total 166 samples were analysed
 NoV detected in 20,6% of the samples
 No samples were positive for SARS-CoV-2
At two sampling points – the mouth of river Seine and the mouth of river Loire – the NoV
contamination was very high, showing that big rivers bring a lot of contaminants.
The RESEAU OBEPINE network work with harmonized methods and a mathematical model to assess
the presence of virus in the population. 150 sewage treatment plants are sampled twice a week and
the analysis results show the SARS-CoV-2 virus situation in the local population. This system was
adapted to shellfish sampling and the results from NoV analysis show concentrations of 107 RNA gc/L
during the winter season. During this time period, there were also 46 outbreaks of gastroenteritis
linked to shellfish consumption.
Sewage has been shown to be a good indicator and shellfish analysis can be a sentinel for virus
diffusion in coastal environment. Polo el al. 2021 conducted a study to detect SARS-CoV-2 in bivalve
molluscs and sediments using their own method adapted from the ISO method (no PK elution). They
could detect some SARS-CoV-2 virus (IP4, E and N1) in sediment and clams.

Questions and comments raised:
Bavo Verhaegen: We are also monitoring wastewater and have been looking into this early warning
system, but when the levels are below LOQ it is very difficult. Have you encountered this?
Soizick Le Guyader: In sewage we are still around LOD. If you are below LOD, the sewage treatment
plants will reduce the amount of virus to levels where the risk of coastal contamination is very low.
Elisabetta Suffredini: We really need the information you have provided, both on the distribution of
SARS-CoV-2 in oysters and that we can rely on the ISO method; and on the tests you have done on
areas that are subjected to wastewater release. We have done the same shellfish testing on one
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production area and one sewage discharge point and got the same results as you did, we did not find
SARS-CoV-2. The published data from Spain was a little worrying, but your data supports our findings.
Did you bioaccumulate with the same concentrations of Tulane virus and inactivated SARS-CoV-2?
Soizick Le Guyader: No, by mistake we put more Tulane virus and since the cell culture production of
SARS-CoV-2 is not very efficient and do not give high concentrations of virus, we put less of that.
Elisabetta Suffredini: But the difference after extraction was higher than the difference in the input?
When will you publish?
Soizick Le Guyader: Yes. We estimated that the difference between the viruses were around 100
times, a 2 log difference. Our paper was published already in February, but there will be another one
at the end of the study.
Magnus Simonsson: If you extend the 24h bioaccumulation time, do you think the oysters will pick up
more virus?
Soizick Le Guyader: We have not tried this for SARS-CoV-2. For norovirus it does not change so much.
It is better to add more virus.
Magnus Simonsson: Is the capside of SARS-CoV-2 resistent to Proteinase K? If you increase the
incubation temperature, maybe the virus becomes sensitive to Proteinase K. The heat inactivation of
the virus for test analysis may be the difference from “real life”.
Soizick Le Guyader: Apparently yes. We are using Proteinase K at lower temperatures than where it is
most efficient.

Interlaboratory Validation of a Detection Method for Hepatitis E Virus RNA in Pig
Liver
Reimar Johne, NRL Germany

Hepatitis E
The overall case fatality rate is 0.5 -4%, but most of HEV infections are asymptomatic. In
development countries, large outbreaks, involving genotype 1 and 2, can be seen due to water
contamination. These genotypes only infect humans. In industrialized countries (Europe) the disease
is foodborne, with sporadic cases caused by the zoonotic genotypes 3 and 4 (present in humans and
pigs).

HEV cases in Germany

Germany has a good HEV notifiable system since 2001. There has been a huge increase of notified
cases up to 2019 (3728 cases). Compared to HAV (873 cases 2019), HEV is a larger problem in
Germany. Norovirus cases are also recorded and in 2019 there were 78,705 cases in Germany. A
decrease was seen in all cases during 2020, most likely because of the pandemic. However, a less
decrease was seen for HEV, maybe because the measures taken to prevent the pandemic do not
work for HEV, and maybe because HEV is not human to human transmitted?
Most of the HEV genotype 3 infections have their origin in pigs and wild boars. The virus is then
spread to humans via direct contact, blood transfusion or by meat and meat products, but maybe
also by food contamination and environmental contamination. Meat and meat products is the most
important rout of transmission.
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Detection of HEV in food
There are several published methods for HEV detection, but no standardized method and very few
have been validated and tested “in real life”. We have validated a rather complicated method for
HEV detection in meat products, like sausages, where the detection limit is around 102-104 gc/g, the
specificity 97% and sensitivity 86%. The method is good, but very laborious.
An alternative matrix to use for HEV screening in the food chain is pig liver, which contain a lot of
virus. An easy method using ceramic beads and RNeasy mini kit (Qiagen) was validated in an
interlaboratory ring trial, giving good performance characteristics.

Questions and comments raised:
Soizick Le Guyader: Have you tried any alternative PCR detection methods, or have you agreed on
one?
Reimar Johne: In this ring trial we did not try out different protocols, since we wanted to have one
standardized method. For unclear results due to high Ct values you can chose to run more cycles or to
use a published MGB probe (Jothikumar et al.) used by many laboratories.
Bavo Verhaegen: Did you try the liver protocol on sausages as well? For human samples, only the
MGB quencher probe works well for us, is it the same for you? When we do not use this kind of probe,
we get really bad results.
Reimar Johne: Yes, it is not working very well. The sensitivity is clearly decreased due to high fat
content or some spices in sausages, when you use something else than the Trizol method. We have
also the experience that the MGB probe works better, but I cannot say that it has to be used in
general.
Magnus Simonsson: There was no quantification in the interlaboratory study?
Reimar Johne: No, we have not done a quantitative method only a qualitative method. I am not sure
we need quantification due to unknown infectious dose.
Elisabetta Suffredini: We opted for the MGB probe on a regular basis.
Soizick Le Guyader: Have you also looked at HEV in pig farms?
Reimar Johne: Yes, we have seen a serum prevalence of 50%.

ISO/CEN Activities on HEV Detection Standardisation
Nigel Cook Jorvik, Food and Environmental Virology

Proposed standardisation of a method to detect hepatitis E virus in foods
Surveys have found foodstuffs, e.g. sausages and liver, contaminated with HEV, but there is no
standard method for detecting the virus. Over the years, a requirement has been developed for
standardisation of a method for hepatitis E virus detection in meat and meat products. In 2020, it
was agreed that works should be conducted on hepatitis E Virus and British Standards proposed N.
Cook to lead the work. There are several potential candidate HEV real time RT-PCR assays, where
Jothikumar et al. (2006) seems to be in the front line. The tricky part will be the meat sample
treatment and maybe different methods have to be applied to different products.
Identification of HEV WG members will soon start, as well as other initial work. The work plan
contains the validation of a method or principles of method during 2022 and the publication of an
HEV detection standard in April 2024.
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Questions and comments raised:
Magnus Simonsson: Do you see the need for any lab work to compare different methods?
Nigel Cook: Yes, pragmatically I can see that lab work will be necessary.
Elisabetta Suffredini: So this project will be CEN lead, not ISO?
Nigel Cook: Yes, it appears so. The initial call for the work was made by CEN, but then the method can
be adopted by ISO. That has happened before1.
Magnus Simonsson: At the moment no Americans are involved in the work?
Nigel Cook: Certainly, I would hope for the work to be more than a European collaboration.
Reimar Johne: How is the work group selected? Do I have to apply to my standardization body?
Nigel Cook: I have been asked to provide a list of potential candidates and you will be in that list. After
that you will be nominated by your national body.
Elisabetta Suffredini: For designation by the national standardization body the TC/WG number will be
needed. Will you circulate that when available?
Nigel Cook: Yes, I certainly will.
Magnus Simonsson: You can send it to me and I will circulate it within this network.

Summary of the Workshop and Resolutions
Magnus Simonsson, EURL, together with all

Summary

We have had discussions on the verification guide, the monitoring of foodborne outbreaks and HEV.

Resolutions

The resolutions could be found in Annex 1. Only the discussion is reported here.

Questions and comments raised:
Soizick Le Guyader: Can third countries be invited at special reasons?
Magnus Simonsson: If they are invited by the Commission or for the PT presentations/discussions.
Reimar Johne: Should we also include a short notice that low contaminated samples should not be
below the LOD assessed in the baseline study?
Soizick Le Guyader: Maybe it is too detailed for the resolution?
Magnus Simonsson: Yes, maybe we should skip it. It is part of the minutes.
Soizick Le Guyader: Should we include the remark from oyster producers regarding our PCR methods
not being able to differentiate between infectious and not infectious virus?
Sinead Keaveney: I think we should, since this is blocking the discussions and any progress, and is one
problem the Commission has to face. We need to defend the PCR method.
__________________________
1
ISO has accepted an invitation from CEN to work on HEV standardisation. The invitation and work
plan is now under ballot in ISO/TC 34/SC 9.
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Paolo Caricato: Maybe it is too much to use the word “blocked”. The PCR method is reliable and the
only method we have at the moment to detect norovirus.
Joanna Ollivier: We also talked about establishing a link between different EURLs. Are we going to
mention that?
Soizick Le Guyader: Maybe we can put that in the minutes?
Magnus Simonsson: Maybe we can invite other EURLs to have presentations in our workshop?
Soizick Le Guyader: Or the other way.

Minutes taken by Anna Juréus

Thank you very much for a productive workshop! Stay healthy and see you later!

4th Workshop for NRLs, Zoom, 2021
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Annex 1: Resolutions of the 4th Workshop of NRLs for Foodborne
Viruses, 2nd-3rd of June 2021
1.

The NRL network noted the letter “Information regarding third country participation in EURLs
and EURCs network activities/ laboratory consumable situation during COVID-19” from
European Commission, DG for Health and Food Safety.
Stating that third countries, in principal, should not attend annual workshops.
Further stating that third countries can participate in proficiency test distributions arranged by
the EURL.

Proficiency Testing
2.

The NRLs agreed that bottled water should be part of future PT distributions. The EURL should
include this in the next Work Programme 2023, 2024.

3.

The workshop agreed that the EURL PT schemes will include annual PT distributions with a
bivalve molluscan shellfish matrix. Future distributions should include virus-bioaccumulated
bivalve molluscs.

4.

The workshop noted that the EURL budget only admit two PT distributions each year, meaning
low frequency of matrices except for bivalves that should be distributed each year.

Method Development and Harmonisation
5.

The workshop agreed with the commission representative, Paolo Caricato, that the Commission
should priorities, as a EURL activity, the harmonisation of methods for hepatitis E virus detection
and quantification in relevant food matrices through the participation in the ISO/CEN
standardisation process.

6.

The 2nd meeting of the NGS Working Group for NRLs for Foodborne Viruses was held as a video
conference the 1st of June 2021. The long-term goal for this NRL sub-group is to develop
harmonised NGS techniques for typing purposes of foodborne viruses. It was agreed that NRLs
with NGS experience should form a core group to facilitate a harmonised development.

Microbiological Criterion for Norovirus in Oysters
7.

The workshop noted that the proposed microbiological criterion for noroviruses in oysters is
hampered for further progress as the ISO 15216 RT-PCR method is questioned to reflect public
health risk. Commission will seek scientific advice from the EURL and the NRL network.

8.

The NRLs support the use of ISO 15216 as analytical method in the framework of official controls
and monitoring of shellfish production areas.

Workshops
9.

The NRL network valued the participation of Paolo Caricato representing DG SANTE as a
technical desk officer for the EURL for Foodborne Viruses.
The NRLs agreed that a yearly representation at the annual workshops would benefit the
development of the network.

10. The next workshop would be held in Uppsala, Sweden 31st of May – 2nd June 2022. The first day
will be dedicated to the NGS Working Group for NRLs for Foodborne Viruses.
4th Workshop for NRLs, Zoom, 2021
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Annex 2: Actions from the 4th Workshop
Action
1. The restricted website should be
launched autumn 2021

Owner
EURL

2. Further discussions should be
held with the Commission
regarding EURL participation in
the standardisation process of
HEV in animal products
(resolution 5)
3. The draft guidance document for
method validation should be
updated according to comments
from the NRLs during autumn
2021 and shared with NRLs.
4. The NRLs requested a list on the
EURL website about available
reference material (i.e. viruses),
and the possibility of NRLs and
other labs to order such
material. (The issue was
addressed during the 3rd
workshop.(

EURL

5. Monitoring of primer and probe
sequences towards other
databases than GenBank.

EURL

6. The NRLs still demands the EURL
to work with HEV method
development and
standardisation.

EURL

7. The EURL should ask the
Commission if bottled water is in
the remit of the NRL network.

EURL

4th Workshop for NRLs, Zoom, 2021

EURL

EURL

Notes
As soon as there are relevant documents to
upload at the site a login will be offered to all
NRLs.
The Commission decided that the EURL can
participate in the standardisation process of
HEV in animal products but not perform any
experimental work in the area. This is included
in the suggested work programme for 2021,
2022.
A draft method verification guidance document
that has been presented for the NRLs and was
discussed during the workshop will be updated
with guidance from the comments provided by
the NRLs during autumn 2021.
Most reference material is consumed for PT
distributions. The EURL will try to intensify the
collection of reference materials during 2021,
2022 and list available material on the
restricted area of the website. Any aspects of
import restrictions need to be managed by the
NRLs. Distribution to laboratories other than
NRLs should be managed as inquiries via the
NRLs to the EURL.
The Public Health Agency (PHA) of Sweden has
an in-house developed software for continuous
monitoring of sequence variations via GenBank.
The EURL will investigate if the software can be
used for monitoring other sequence databases
such as HAVnet, HEVnet and NoroNet.
Further, the EURL will investigate the possibility
to develop an in house bioinformatics tool to
facilitate primer and probe surveillance.
The Commission has been contacted and they
promised a future meeting on the subject.
The EURL should contact EFSA to discuss the
HEV situation and their expectations on the
EURL for Foodborne Viruses.
Bottled water is in the remit of the NRL network
and the EURL will implement and verify this
method to be able to include this matrix in
future PT distributions. This will be included in
the work programme for 2023, 2024.
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Annex 3: Order Information for Synthetic dsDNA and ssRNA
Provided by Joanna Ollivier, NRL France (IFREMER)

dsDNA

For our DNA standards we order directly the dsDNA at gBlocks Gene Fragments (IDT):
IDT website IDT website https://www.idtdna.com/pages/products/genes-and-genefragments/double-stranded-dna-fragments
As the length is correct (not so long), there are many others, but make attention if they do directly
dsDNA.

ssRNA

For the ssRNA of EC we order at TriLink Biotechnologies website https://www.trilinkbiotech.com/
Other companies for long RNA that I found (but not tested, so difficult to recommend):
1. Twist Bioscence website http://www.twistbioscience.com
2. Creative Biolabs website https://www.creative-biolabs.com/gene-therapy/custom-ssrnasynthesis.htm
3. BioSynthesis website https://www.biosyn.com/long-rna-oligonucleotide-synthesis.aspx
4. eTheRNA website https://www.etherna.be/rna-manufacturing/
The products are shipped with certificate of correct sequence and the concentration, which allows to
skip all the control process mentioned in the ISO (very appreciable by accredited labs).
We order at gBlock and TriLink since 2016 and all works fine. I recommend to store the products at
-80°C after resuspension to assure their stability. The quantities shipped are sufficient for 4 years of
hard work with many RT-qPCR.

4th Workshop for NRLs, Zoom, 2021

Page 32 (32)

