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Summary

This is the annual report of the Dutch National Reference Laboratory (NRL) for Genetically
Modified Food and Feed (RIKILT — Institute of Food Safety). The report gives an overview of the
NRL activities carried out in 2010.

In 2010 RIKILT participated in one ring trial for inter laboratory validation of an event-specific
GMO detection method organised by the European Union Reference Laboratory for Genetically
Modified Food and Feed (EURL-GMFF). Both RIKILT and the Routine Field Laboratory of the new
Dutch Food and Consumer Product Safety Authority (nVWA) participated with good results in

several proficiency tests.

Also RIKILT participated in EURL/NRL workshops and the Working Group on Method Verification,
the Task Force ‘New Techniques’ NTTF and the Working Group Unauthorised GMOs.

In 2010 four times confirmatory analysis were carried out for the nVWA on rice samples
potentially containing Kefeng rice and/or Bt63 rice. All nNVWA sample results were confirmed by
RIKILT.

RIKILT has a flexible scope accreditation for real time PCR GMO analysis in raw materials, food

and feed.
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1 Introduction

The Dutch Ministry of Health, Welfare and Sports and the Ministry of Economic Affairs, Agriculture
and Innovation are responsible for the maintenance of EU regulations in the area of GMOs, i.e.
‘European Regulation (EC) 1829/2003 and ‘European Regulation (EC) 1830/2003. Both
legislations 1829/2003 and 1830/2003 came into force in 2004.

Regulation (EC) 1829/2003 ‘European Regulation (EC) on genetically modified (GM) food and feed’
states that food or feed products containing GMOs must be labelled as such. There is a 0.9%
labelling threshold for the unintentional presence of GMOs that are authorised in the EU in non-
GMO batches. The producer of a GMO to be authorised in the EU must supply reference material
and an event-specific quantitative detection method to the EURL-GMFF. These methods are
evaluated by the EURL-GMFF and subsequently validated in interlaboratory ring trials organised by
the EURL-GMFF in cooperation with the European Network of GMO Laboratories (ENGL). RIKILT is
a member of the ENGL.

Regulation 882/2004 stipulates which institutes within the EU member states are NRL for GMO
analysis tasks. In the Netherlands RIKILT is NRL for GM Food and Feed.

This report describes all NRL tasks and activities in the area of GM feed and food, as stipulated in
national and EU GMO regulations and as far as they are not yet part of other national projects
(e.g. in the WOT Theme 4 project on the validation and accreditation of methods for GMO
analysis).
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2 NRL tasks

The NRL tasks are laid down in Directive 882/2004. There are two enforcement laboratories
(Routine Field Laboratories) in the Netherlands. For the analysis of food samples this is the new
Food and Consumer Product Safety Authority (nVWA) and the analysis of feed samples is done by
RIKILT.

The following NRL tasks have been carried out:

- Assist the EURL in ring trials for GMO detection methods and exchange of information
through e.g. EURL questionnaires

- Participate in EURL/NRL meetings and workshops

- Participate in proficiency tests

- Perform confirmative analysis on samples of other enforcement laboratories, if requested

- Provide relevant information and advice to Routine Field Laboratories

- Check proficiency test results of Routine Field laboratories

8 RIKILT Report 2011.006



3 NRL activities 2010

3.1 Annual EURL/NRL workshops 2010

In 2010 two EUGL/NRL meetings were attended.

The 3™ NRL workshop was integrated into the 13" ENGL Plenary Meeting. The minutes of this
meeting are available in Annex I, section 5. SESSION 882/2004 (3™ NRL Workshop).

The 4™ NRL Workshop was integrated into the 14" ENGL Plenary Meeting. The minutes of this
meeting are available in Annex I1, section 5. SESSION 882/2004 (4™ NRL Workshop).

3.2 EURL Working Groups

RIKILT participated in the NRL/ENGL '"Working Group on Method Verification' for which the 4™
Working Group on method Verification was attended on 07th-08th October 2010 in Ispra. In
November 2010 a final draft version of the document was presented at the 14" ENGL meeting
(Verification of real time PCR methods for GMO testing when implementing interlaboratory
validated methods, Guidance document from the European Network of GMO laboratories (ENGL),
prepared by the ENGL working group on ‘Method Verification’).

RIKILT also participated in the ENGL Task Force ‘New Techniques’ NTTF for which several
conference calls were attended and for which a document was prepared (New Plant Breeding
Techniques and Challenges for Detection and Identification, Report from the, "New Techniques
Task Force", (NTTF).

RIKILT also participated in the ENGL Working Group Unauthorised GMOs for which one meeting
was attended in May 2010 in Ispra. A final document was presented at the 14™ ENGL Plenary
Meeting in November 2010 (Overview on the Detection, Interpretation and Reporting on the
Presence of Unauthorised Genetically Modified Materials, Prepared by the ENGL ad hoc working

group on ‘unauthorised GMOs’).

All three guidance documents will become available to the ENGL laboratories after finalisation.

3.3 EURL Questionnaires

In 2010 RIKILT filled out a survey for the Food Chain Evaluation Consortium (FCEC - Civic
Consulting, Agra CEAS Consulting, Van Dijk Management Consultants and Arcadia International),
on behalf of the Directorate General for Health and Consumers of the European Commission (DG
SANCO). The objective of this survey was to collect the NRL’s views on the quality and relevance
of the assistance provided by the EURL and on the functioning of the EURL-NRLs network. The
information collected through this questionnaire will be used for determining if and how the

assistance provided by the EURL might be improved in the future.
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3.4 Proficiency tests (GeMMA and ILC-EURL-GMFF-CT)

In 2010 RIKILT participated in the GeMMA proficiency tests for DNA, food and feed matrices listed
in Table 3.4.1. Satisfactory qualitative results and Z-scores were obtained in all tests.

Table 3.4.1. RIKILT participation in GEMMA proficiency tests.

Test Event Matrix

GeMSU35 35S promoter 100% maize flour
GeMSU35 NOS terminator 100% maize flour
GeMSU35 MON88017 maize 100% maize flour
GeMMU13 GA21 maize Contamination in wheat
GeMD26 LL62 rice DNA

GeMSU35 35S promoter 100% maize flour
GeMSU35 NOS terminator 100% maize flour
GeMD28 A5547-12 soy DNA

RIKILT also participated in two proficiency tests organised by the EURL (ILC-EURL-GMFF-CT 01/10
and ILC-EURL-GMFF-CT 02/10). These tests are mandatory for NRLs. In these tests DNA had to
be isolated from two samples containing different levels of the indicated GMO and these levels had
to be quantified.

Table 3.4.2. RIKILT participation in EURL proficiency tests.

Test Event Matrix
ILC-EURL-GMFF-CT 01/10 NK603 maize Maize meal
ILC-EURL-GMFF-CT 02/10 MONS810 maize Maize meal

Satisfactory results were obtained in the NK603 test. The report of the second test (MON810) will
be issued in 2011.

As part of the NRL tasks the new Food and Consumer Product Safety Authority was asked to
report their proficiency test results to the RIKILT. The nVWA participated in the GeMMA proficiency
tests for DNA, food and feed matrices listed in Table 3.4.3.
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Table 3.4.3. VWA participation in GEMMA proficiency tests.

Test Event Matrix

GeM SU32 MIR604 maize 100% maize flour
GeMSU34 MONB863 maize 100% maize flour
GeMSU36 MON810 maize 100% maize flour
GeMSU37 Roundup Ready soya 100% soya flour

GeM MPO7 MONS810 maize Baked product e.g. biscuit
GeMSU42 MON863 maize 100% maize flour

Satisfactory qualitative results and Z-scores were obtained in all tests, except for the GeMMPO7
MONS810 test where the z-score was 2.1. Statistically there is a 1:20 chance for a z-score =2 or
<-2, even if there is no technical problem. After repeated analysis by the nVWA satisfactory
results were obtained. In addition, at the beginning of 2011 the RIKILT was asked for assistance
with this sample. The RIKILT could confirm that this sample was difficult to quantify, because of
low MON810 copy numbers in the DNA of the sample.

Also the nVWA participated in the same two EURL proficiency tests as in Table 3.4.3. Satisfactory
results were obtained in the NK603 test. The report for the second test will be issued in 2011.

3.5 Participation in EURL-GMFF organised ring trials

In 2010 RIKILT participated, as a member of the ENGL, in the MON87769 ring trial. This ring trial
was carried out for interlaboratory validation of the MON87769 soya event (Roundup
RReady?2Yield™) specific test delivered by the manufacturer. The method and report of this test
will become available at http://gmo-crl.jrc.ec.europa.eu/statusofdoss.htm.

3.6 Assistance to other laboratories

In 2010 GMO rice construct tests were carried out 4 times (a total of 7 food samples) to confirm
nVWA test results for the unauthorised KeFeng6 rice. The results obtained by the nVWA were
confirmed in all cases. The tests were developed by Reiting et al. (2010) and consist of three rice
GMO construct tests (Pubi-Cry, 35S-hpt and cpti-NOS) if all three are positive they are an
indication for the presence of KeFeng6 rice.

In 2010 a maize seed sample was analysed for the presence of maize GMO events for NAK
(Nederlandse Algemene Keuringsdienst voor zaaizaad en pootgoed van landbouwgewassen;
Dutch General Inspection Service for agricultural seeds and seed potatoes), on behalf of the
VROM Inspectie Zuid-West (Inspection South-West of the Dutch Ministry of Housing, Spatial
Planning and the Environment, nowadays the new Ministry of Infrastructure and the Environment
in October 2010).

3.7 Other aspects

In 2011 the VWA will remain the Dutch representative in the ENGL Steering Committee and
RIKILT will be the official back-up representative. RIKILT and nVWA will both continue to attend
the ENGL Plenary Meetings. The division of these tasks may be changed in 2012.
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4 Conclusions

In 2010 RIKILT participated in several proficiency tests with good results and participated in one
ENGL ring trial. Also confirmatory tests were carried out for the nVWA (unauthorised Kefen6 rice
and/or Bt63 rice).

RIKILT attended two NRL Workshops in Italy, participated in two ENGL Working Groups for Method
Verification and Unauthorised GMOs and the Task Force ‘New Techniques’ NTTF.
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RIKILT - Institute of Food Safety is part of the international knowledge organisation Wageningen UR (University & Research centre).
RIKILT conducts independent research into the safety and quality of food. The institute is specialised in detecting and identifying
substances in food and animal feed and determining the functionality and effect of those substances.

RIKILT advises national and international governments on establishing standards and methods of analysis. RIKILT is available
24 hours a day and seven days a week in cases of incidents and food crises.

The research institute in Wageningen is the National Reference Laboratory (NRL) for milk, genetically modified organisms, and
nearly all chemical substances, and is also the European Union Reference Laboratory (EU-RL) for substances with hormonal
effects.

RIKILT is a member of various national and international expertise centres and networks. Most of our work is commissioned by the
Dutch Ministry of Economic Affairs, Agriculture and Innovation and the new Dutch Food and Consumer Product Safety Authority.
Other parties commissioning our work include the European Union, the European Food Safety Authority (EFSA), foreign
governments, social organisations, and businesses.

More information: www.rikilt.wur.nl
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