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SUMMARY

This document provides a scientific opinion of the Panel on Genetically Modified Organisms
(GMO Panel) of the European Food Safety Authority (EFSA) on two applications
(References EFSA-GMO-NL-2005-22 and EFSA-GMO-RX-NK603) submitted by Monsanto
under Regulation (EC) No 1829/2003 for (1) the placing on the market of the genetically
modified (GM) glyphosate tolerant maize NK603 for cultivation, food and feed uses and
import and processing, as well as for (2) the renewal of the authorisation of existing products
produced from GM maize NK603 (Unique Identifier MON-OQ603-6).

The scope of these two applications covers:

- cultivation, food and feed uses and import and processing (Reference EFSA-GMO-NL-
2005-22);
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- the continued marketing of existing food additives and feed (feed materials and feed
additives) produced from maize NK603 which were lawfully placed on the market in
the Community before the date of entry into force of Regulation (EC) No 1829/2003
(Reference EFSA-GMO-RX-NK603). After the date of entry into force of Regulation
(EC) No 1829/2003, these products were notified to the European Commission
according to Articles 8 and 20 of that Regulation and included in the Community
Register of genetically modified food and feed’.

Maize NK603 has been developed for tolerance to glyphosate (also refer to as GMHT crop)
by the introduction, via particle gun acceleration, of a gene coding for 5-
enolpyruvylshikimate-3-phosphate synthase (EPSPS) from Agrobacterium sp. strain CP4
(CP4 EPSPS).

In delivering its scientific opinion, the EFSA GMO Panel considered the applications EFSA-
GMO-NL-2005-22 and EFSA-GMO-RX-NK603, additional information supplied by the
applicant, the scientific comments submitted by Member States and the report of the Spanish
Competent Authority and its Biosafety Commission.

The EFSA GMO Panel assessed maize NK603 with reference to the intended uses and
appropriate principles described in the guidance document of the EFSA GMO Panel for the
risk assessment of GM plants and derived food and feed. The scientific assessment included
molecular characterisation of the inserted DNA and expression of target proteins. A
comparative analysis of agronomic traits and composition was undertaken, and the safety of
the new protein and the whole food/feed were evaluated with respect to potential toxicity,
allergenicity and nutritional quality. An assessment of environmental impacts and the post-
market environmental monitoring plan were undertaken.

Data for molecular characterisation established that the insert is a single complete copy of the
plasmid vector fragment used (PV-ZMGT32L) and that there is no detectable presence of
plasmid DNA from outside of this fragment. Appropriate analyses of the integration site,
including sequence determination of the inserted DNA and flanking regions and bioinformatic
analysis, have been performed. Bioinformatic analysis of junction regions demonstrated the
absence of any potential new ORFs coding for known toxins or allergens. The expression of
the new proteins (CP4 EPSPS and CP4 EPSPS L214P) produced by the genetic modification
has been sufficiently analysed and the stability of the genetic modification has been
demonstrated over several generations. Variations in protein levels were observed in field
trials but given the fact that the CP4 EPSPS proteins are demonstrated to be safe, this does not
raise any safety concern. The EFSA GMO Panel is therefore of the opinion that the molecular
data provided are sufficient and do not raise a safety concern.

Based on the results of compositional analysis of grain and forage material of maize NK603
collected at field trials from a representative range of environments and seasons, the EFSA
GMO Panel concludes that maize NK603 is compositionally equivalent to conventional
maize, except for the presence of the CP4 EPSPS proteins. In addition, field trials did not
show changes in phenotypic characteristics and agronomic performance except for the
introduced trait.

% http://ec.europa.eu/food/dyna/gm_register/gm_register auth.cfm?pr_id=11
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There were no adverse effects in a 90-day feeding study on rats with NK603 maize grain.
Feeding studies on broiler chickens, Angus-continental cross steers, Holstein dairy cows,
growing-finishing pigs, and rats provided evidence of nutritional equivalence of maize
NK603 to conventional maize. In addition, there is no evidence that the overall allergenicity
of the whole plant is changed. The EFSA GMO Panel is of the opinion that maize NK603 is
as safe as conventional maize. Maize NK603 and derived products are unlikely to have any
adverse effect on human and animal health in the context of the intended uses.

The Spanish Competent Authority and its Biosafety Commission provided to EFSA its
opinion on the environmental risk assessment in line with Articles 6.3 (e¢) and 18.3 (e) of
Regulation (EC) No 1829/2003. The Spanish Competent Authority and its Biosafety
Commission conclude that “according to the current state of scientific knowledge and after
examining the existing information and data provided by the Monsanto Company, the Spanish
Commission on Biosafety could give a favourable opinion to the commercialisation in the
E.U. of maize NK603 if proposals and conditions established in the ERA report are
implemented”.

The EFSA GMO Panel considers that maize NK603 has no altered survival, multiplication or
dissemination characteristics and interacts with other organisms as conventional maize. The
likelihood of unintended environmental effects due to the establishment and spread of maize
NK603 will be no different from that of traditionally bred maize. The EFSA GMO Panel
considers that the potential environmental impacts of the specific cultivation, management
and harvesting techniques of maize NK603 are indirect effects entirely associated with the use
of the complimentary herbicide regimes. Thus the EFSA GMO Panel concludes that maize
NK603 plants are unlikely to cause any direct adverse effects, but that potential adverse
environmental effects of the cultivation of maize NK603 associated with the use of the
complimentary glyphosate herbicide have been identified. This conclusion is in line with the
conclusions of the Spanish Competent Authority and its Biosafety Commission.

The EFSA GMO Panel recommends that the potential adverse effects of the glyphosate should
be evaluated for the specific use on maize NK603 during the national registration by Member
States under the pesticide Directive 91/414/EEC. In addition, the EFSA GMO Panel
recommends that the occurrence of weed resistance and appropriate management strategies
should be addressed as part of the registration of glyphosate under Directive 91/414/EEC. In
line with its interplay working document (EFSA, 2008) and the requirements of Directive
2001/18/EC (EC, 2001), the EFSA GMO Panel also recommends glyphosate use on maize
NK603 in regimes that have similar or reduced environmental impacts compared with
conventional maize cultivation. The Spanish Competent Authority and its Biosafety
Commission propose that monitoring should be conducted under Directive 2001/18/EC and
recommend to “consider deeper studies on the following potential adverse effects: the
potential indirect effects on non-target organisms due to the weed management, the
development of weed resistance to glyphosate and the evolution of the flora associated to
management of the cultivation of NK603 maize and their potential impacts on biodiversity”.
However, the EFSA GMO Panel is of the opinion that an alternative option would be the use
of herbicide management measures in conjunction with the monitoring for weed resistance
evolution under Directive 91/414/EEC (as proposed by the Spanish Competent Authority and
its Biosafety Commission) and general surveillance of maize NK603 under Directive
2001/18/EC to detect unanticipated adverse effects.

The EFSA Journal (2009) 1137, 3-50



s

" f Herbicide tolerant GM maize NK603 for cultivation, food and feed uses and
€1Sdm . : L o

iigoin Food Saboky Aoy import and processing and for the renewal of the authorisation of existing products,

The EFSA GMO Panel agrees with the general methods and approaches of the general
surveillance plan, but advises the applicant to describe in more detail how information will be
collected that could be used to assess whether the intended uses of maize NK603 and its
specific management are having unanticipated adverse environmental effects.

In conclusion, the EFSA GMO Panel considers that the information available for maize
NK603 addresses the scientific comments raised by Member States and that maize NK603 is
as safe as its conventional counterpart with respect to potential direct effects on human and
animal health and the environment. However, the EFSA GMO Panel concludes that the
cultivation management of maize NK603 could have adverse effects on the environment in
the context of its intended uses. The EFSA GMO Panel therefore recommends managing the
use of glyphosate on maize NK603 in regimes that have similar or reduced environmental
impacts compared with conventional maize cultivation.

Key words: GMO, maize (Zea mays), NKG603, herbicide tolerant, glyphosate,
cultivation, food and feed uses, food safety, feed safety, human and animal
health, environment, Regulation (EC) No 1829/2003, Directive
2001/18/EC, renewal, existing products
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BACKGROUND

On 5 October 2005, the European Food Safety Authority (EFSA) received from the
Competent Authority of the Netherlands an application (Reference EFSA-GMO-NL-2005-
22), for authorisation of the genetically modified (GM) glyphosate tolerant maize NK603
(Unique Identifier MON-0O@X6(03-6) submitted by Monsanto under Regulation (EC) No
1829/2003 (EC, 2003) for cultivation, food and feed uses and import and processing.

The applicant has submitted this application jointly with an application for renewal of the
authorisation of existing feed materials and food and feed additives produced from maize
NK603, notified as existing products under Regulation (EC) No 1829/2003. In agreement
with the European Commission (letter SANCO D4/SG/cc-D(05)440797 received
4 October 2005), it has been decided that the new and renewal application would be assessed
together by the EFSA Panel on Genetically Modified Organisms (EFSA GMO Panel).

The European Commission has granted the following authorisation for maize NK603:

- The Commission Decision of 19 July 2004 concerning the placing on the market, in
accordance with Directive 2001/18/EC of the European Parliament and of the Council,
of a maize product (Zea mays L. line NK603) genetically modified for glyphosate
tolerance, to be used as any other maize, with the exception of cultivation and uses as or
in food. The Spanish Competent Authority was the lead country in the assessment of the
respective notification (Notification C/ES/00/01).

- The Commission Decision (2005/448/EC) of 3 March 2005, authorising the placing on
the market of foods and food ingredients derived from genetically modified line maize
NK603 as novel foods or novel food ingredients, under Regulation (EC) No 258/97 of
the European Parliament and of the Council.

The EFSA GMO Panel has previously issued scientific opinions on GM plant market
authorisation applications of maize NK603 (EFSA 2003a,b). In addition, several applications
concerning stacked transformation events including event NK603 (maize 59122 x 1507 x
NK603, 59122 x NK603, NK603 x MON810, MON863 x MON810 x NK603, MONS863 x
NK603, 1507 x NK603, NK603 x MONS810) for food and feed uses, import and processing have
been assessed”.

After receiving both applications and in accordance with Articles 5(2)(b) and 17(2)b of
Regulation (EC) No 1829/2003, EFSA informed Member States as well as the European
Commission and made the summary of these applications publicly available on the EFSA
website. EFSA initiated a formal review of both applications to check compliance with the
requirements laid down in Articles 5(3) and 17(3) of Regulation (EC) No 1829/2003. On
25 April 2006, EFSA received additional information requested under completeness check
(requested on 23 March 2006) and on 12 May 2006 EFSA declared both applications as valid
in accordance with Articles 6(1) and 18(1) of Regulation (EC) No 1829/2003.

On 19 December 2005, following a call for expression of interest among Competent Authorities
under Directive 2001/18/EC and in accordance with Articles 6.3 (c) and 18.3 (¢) of Regulation
(EC) No 1829/2003, EFSA requested the Spanish Competent Authority to conduct the initial

3 List of applications received and finalised are available:
http://registerofquestions.efsa.europa.eu/roqFrontend/questionsListLoader?panel=ALL
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environmental risk assessment of application EFSA-GMO-NL-2005-22 concerning the placing
on the market of maize NK603 for cultivation.

EFSA made the valid applications available to Member States and the European Commission
and consulted nominated risk assessment bodies of Member States, including national
Competent Authorities within the meaning of Directive 2001/18/EC (EC, 2001) following the
requirements of Articles 6(4) and 18(4) of Regulation (EC) No 1829/2003, to request their
scientific opinion. The Member State bodies had three months after the date of receipt of the
valid applications (until 11 August 2006) within which to make their opinion known.

The Spanish Competent Authority asked the applicant for additional data on maize NK603 on
22 September 2006, 15 February 2007 and 19 November 2007. The applicant provided the
requested information on 15 December 2006, 10 October 2007 and 11 December 2007.

The EFSA GMO Panel asked the applicant for additional data on maize NK603 on
8 February 2007, 28 April 2008, 7 November 2008 and 16 February 2009. The applicant
provided the requested information on 8 August 2007, 1 October 2008, 15 December 2008
and 25 February 2009. After receipt and assessment of the full data package, the EFSA GMO
Panel finalised its risk assessment of maize NK603.

The EFSA GMO Panel carried out a scientific assessment of the maize NK603 for cultivation,
food and feed uses and import and processing in accordance with Articles 6(6) and 18(6) of
Regulation (EC) No 1829/2003, taking into consideration the scientific comments of Member
States, the additional information provided by the applicant and the environmental risk
assessment report from the Spanish Competent Authority and its Biosafety Commission.

In giving its opinion on maize NK603 to the European Commission, Member States and the
applicant, and in accordance with Articles 6(1) and 18(1) of Regulation (EC) No 1829/2003,
EFSA has endeavoured to respect a time limit of six months from the receipt of the valid
application. As additional information was requested by the Spanish Competent Authority
and the EFSA GMO Panel, the time-limit of 6 months was extended accordingly, in line with
Articles 6(1), 6(2), 18(1), and 18(2) of Regulation (EC) No 1829/2003.

According to Regulation (EC) No 1829/2003, the EFSA opinion shall include an assessment
report stating the reasons for its opinion and the information on which its opinion is based.
This document is to be seen as the report requested under Articles 6(6) and 18(6) of that
Regulation and thus will be part of the overall opinion in accordance with Articles 6(5) and
18(5).

TERMS OF REFERENCE

The EFSA GMO Panel was requested to issue a scientific opinion of (1) maize NK603 for
cultivation, food and feed uses and import and processing in accordance with Articles 6(6)
and 18(6) of Regulation (EC) No 1829/2003; and (2) for the renewal of the authorisation of
existing products produced from maize NK603, that were previously notified according to
Articles 8(1)(b) and 20(1)(b) of Regulation (EC) No 1829/2003 and that have now been
submitted under Articles 8(4) and 20(4) of Regulation (EC) No 1829/2003.

Where applicable, any conditions or restrictions which should be imposed on the placing on
the market and/or specific conditions or restrictions for use and handling, including post-

The EFSA Journal (2009) 1137, 7-50
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market monitoring requirements based on the outcome of the risk assessment and, in the case
of GMOs or food/feed containing or consisting of GMOs, conditions for the protection of
particular ecosystems/environments and/or geographical areas should be indicated in
accordance with Articles 6(5)(e) and 18(5)(e) of Regulation (EC) No 1829/2003.

The EFSA GMO Panel was not requested to give an opinion on information required under
Annex II to the Cartagena Protocol, nor on the proposals for labelling and methods of
detection (including sampling and the identification of the specific transformation event in the
food/feed and/or food/feed produced from it), which are matters related to GMO risk
management.

ACKNOWLEDGEMENTS

The European Food Safety Authority wishes to thank the members of the Working Groups on
Molecular Characterisation, Food/Feed and Environment, the Spanish Competent Authority
and its Biosafety Commission, as well as the ad hoc expert Sue Hartley and the following
members of its staff: Anna Christodoulidou, Yann Devos, Ana Gomes and Karine Lheureux
for the preparation of this opinion.

The EFSA Journal (2009) 1137, 8-50



o

" f Herbicide tolerant GM maize NK603 for cultivation, food and feed uses and
€1Sdm . : L o

Euroget Food Sifety Autharity import and processing and for the renewal of the authorisation of existing products,

ASSESSMENT

1. Introduction

Maize NK603 (Unique Identifier MON-O0603-6) is assessed with reference to its intended
uses and the appropriate principles described in the guidance document of the Scientific Panel

on Genetically Modified Organisms for the risk assessment of GM plants and derived food
and feed (EFSA, 2006a).

Maize NK603 has been developed for tolerance to glyphosate by the introduction, via particle
gun acceleration, of a gene coding for 5-enolpyruvylshikimate-3-phosphate synthase (EPSPS)
from Agrobacterium sp. strain CP4 (CP4 EPSPS).

2. Issues raised by Member States

Issues raised by Member States are addressed in Annex G of the EFSA overall opinion®.

3. Molecular characterisation
3.1. Evaluation of relevant scientific data

3.1.1.  Transformation process and vector constructs

Proprietary embryogenic maize cell culture AW x CW was the initial recipient of the
introduced DNA by transformation using particle acceleration technology to develop the
maize NK603 event.

Conventional breeding methods were used to backcross plants generated from the initial
transformation into a recurrent, desired inbred maize line with a genetic background of
interest to the breeder.

NK603 has been developed for tolerance to glyphosate by the introduction of a gene coding
for glyphosate tolerant 5-enolpyruvylshikimate-3-phosphate synthase (EPSPS) from
Agrobacterium sp. strain CP4 (CP4 EPSPS). Particle acceleration was used to introduce a
fragment of DNA isolated from the bacterial plasmid vector PV-ZMGT32. The plasmid
vector contains two adjacent plant gene expression cassettes each containing a single copy of
the CP4 epsps gene fused to chloroplast transit peptide (CTP) sequences. CTP targets the CP4
EPSPS protein to its natural sub-cellular location in the chloroplast. In the first ctp2-CP4
epsps cassette the coding sequence is regulated by the rice actin promoter and a rice intron
sequence introduced upstream of the ctp sequence. Expression of the second ctp2-CP4 epsps
cassette is regulated by an enhanced 35S CaMV promoter and a maize intron derived from a
gene encoding a heat shock protein. In each cassette the CP4 epsps sequence is linked to the
nopaline synthase terminator (NOS 3’) sequence from Agrobacterium tumefaciens. The
vector also contains an nptll bacterial selectable marker gene (for kanamycin resistance;
derived from the prokaryotic transposon Tn5) and an origin of replication (ori). A Mlul
restriction fragment of the PV-ZMGT?32 plasmid vector, designated PV-ZMGT32L, was used

* http://registerofquestions.efsa.europa.eu/roqFrontend/questionLoader?question=EFS A-Q-2005-249
http://registerofquestions.efsa.europa.eu/roqFrontend/questionLoader?question=EFSA-Q-2005-075
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for transformation and this fragment only contains the CP4 epsps plant gene expression
cassettes. The nptll gene as well as the ori are not present in the fragment PV-ZMGT32L.

3.1.2.  Transgenic constructs in the genetically modified plant

Southern analysis, PCR and DNA sequencing have been used to provide data on inserts
within the derived GM event NK603. The analysis included the use of appropriate restriction
endonucleases and showed that the insert is a single complete copy of PV-ZMGT32L. There
is no detectable presence of plasmid DNA from outside of the vector fragment PV-
ZMGT32L.

Molecular data revealed that both ctp2-CP4 epsps gene cassettes are intact within NK603.
The sequence of the CP4 epsps gene from the first cassette in NK603 is identical to that in the
original plasmid, whilst in the second inserted cassette the sequence of the CP4 epsps gene
differs by two nucleotides from that in the original plasmid. These nucleotide changes result
in one silent mutation (i.e. no amino acid modification) and one amino acid substitution of
proline for leucine at amino acid position 214 (hence the gene is designated CP4 epsps
1214p).

The insert also includes at the 3’ end an additional 217 bp DNA fragment of the rice actin
promoter. This fragment does not contain sequences needed for promoter activity. Next to this
217 bp fragment is a 305 bp region with homology to chloroplast DNA. Further sequencing of
57 (307 bp) and 3’ (497 bp) flanking regions confirmed the sequences to be maize genomic
DNA. Bioinformatics analysis did not indicate any interruption of known maize genes.

Bioinformatic analyses were carried out to assess the potential toxicity, allergenicity or
pharmacological activity of putative polypeptides encoded at the 5’ and 3’ junctions of a
segment of chloroplast DNA that is located downstream of the 3’ end of the NK603 insertion
event. Putative polypeptides 5’ to the NK603 insert were defined by the junction of a segment
of the rice actin promoter and the chloroplast DNA. Polypeptides 3’ to the insert were defined
by the junction of the chloroplast DNA and plant genomic DNA. Similarly, a bioinformatics
assessment was carried out on the potential toxicity, allergenicity or pharmacological activity
of putative polypeptides, defined by the 5 junction of the NK603 insert and plant genomic
DNA.

The results of these 3’ and 5° end bioinformatic analyses, which were updated in 2008,
demonstrate that in the highly unlikely event that any of the junction polypeptides were
translated, they do not share sequence similarity or identity to known toxic or allergenic
proteins

In addition to the analyses described above, reverse transcriptase PCR (RT-PCR) analyses
were conducted across the 3’ junction between the insert in maize event NK603 and the
adjacent maize genomic DNA sequences. The RT-PCR data demonstrated that there was no
detectable transcription into the NK603 insert from the maize genomic DNA sequence
flanking the 3’ end of the inserted DNA. However, the data did demonstrate that an RNA
species could be detected that likely initiated in the promoter of the NK603 insert and
proceeded through the nos 3’ transcriptional termination sequence continuing into the maize
genomic DNA flanking the 3’ end of the insert. Northern analyses with probes directed at
potentially transcribed sequences downstream of the nos 3’ element failed to detect the larger
read-through transcript. Moreover, when these same blots were probed with a segment of the
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CP4 epsps coding region, only one band of 1.4 kb, the expected size of the CP4 epsps
transcript terminating within the NOS terminator, was observed. This suggests that the read-
through transcript accumulates at very low levels only detectable by a highly sensitive
method such as RT-PCR.

As indicated above, in the highly unlikely event that any of the junction polypeptides were
translated, bioinformatic analyses revealed that they would not share sequence similarity or
identity to known toxins or allergens.

3.1.3. Information on the expression of the insert

The levels of CP4 EPSPS and CP4 EPSPS L214P proteins in various tissues of maize NK603,
produced during the 1999 growing season in Europe and the 2002 growing season in the
USA, were estimated using an enzyme-linked immunosorbent assay (ELISA). The values
provided were for the sum of both CP4 EPSPS and CP4 EPSPS L214P proteins, as the ELISA
recognises both proteins in NK603. Both proteins are referred to as CP4 EPSPS in this
section. In maize forage, the mean CP4 EPSPS protein levels from the four different field
sites in Europe were as follows: 44.2 ng/g fw (fresh weight) (site 1, Southern France), 45.7
ug/g fw (site 2, Southern France), 43.6 pg/g fw (site 3, Northern France), and 60.9 pg/g fw
(site 4, Italy). The overall mean CP4 EPSPS protein level in maize forage across all four sites
was 48.6 ng/g fw. In maize grain, the respective values for the 4 sites were 13.2 pg/g fw, 12.7
ug/g tw, 2.2 pug/g ftw and 5.5 pg/g fw. The overall mean CP4 EPSPS protein level in maize
grain across all four sites was 8.4 pug/g fw.

In 2002, NK603 samples were produced in field trials in the USA (Iowa, Missouri, Ohio and
Nebraska). These field sites were located within major maize growing region of the USA and
provided a variety of environmental conditions. At each site, three replicate plots containing
NK603 and the non-transgenic control were planted using a randomized complete block
design. Leaf, pollen, forage, forage root and grain tissues were collected over the growing
season (4 time points) from each replicated plot at all field sites. Over the harvest periods
selected the ranges of CP4 EPSPS protein levels across four field sites for leaf tissues were 49
to 160 pg/g fw, for root 5.8 to 31 pg/g fw, for forage 15 to 52 pg/g fw, for forage root 12 to
33 pg/g fw, for pollen 250 to 460 pg/g fw, and for grain 7.5 to 16 pg/g ftw. The expression
levels for forage and grain are in general agreement with the CP4 EPSPS levels measured in
forage and grain samples collected from six non-replicated and two replicated field trials
conducted in 1998 in the USA, which were previously reported in Monsanto’s notification
C/ES/00/01 under Directive 2001/18/EC. In the USA trials from 1998, CP4 EPSPS
expression levels ranged from 18.0 to 31.2 pg/g fw for forage and from 6.9 to 15.6 pg/g fw
for grain samples, respectively.

3.1.4.  Inheritance and stability of inserted DNA

Southern analysis was undertaken to confirm the genetic stability of the inserted DNA in
maize NK603 using ECORV digests probed with the full-length ctp2-CP4 epsps fragment.
Segregation data for nine generations are provided including six generations of crossing and
three generations of self pollination.

In the Southern analysis, no differences in banding pattern were observed for the generations
tested, demonstrating the stability of the inserted DNA. This is consistent with a single site of
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integration into the genomic DNA of NK603. In further studies, the stability of the introduced
DNA was confirmed in seven generations representing five separate breeding lines derived
from the original transformation event. Stability of the glyphosate tolerance trait was also
confirmed over nine generations.

3.2. Conclusion

The glyphosate-tolerant maize NK603 contains a single copy insert proven to be stable in
inheritance studies. There are no additional vector sequences present and sequence
information on the insert and flanking regions combined with bioinformatic analysis indicates
that in the unlikely event a novel fusion protein were to be produced it would have no
similarities to known allergens or toxins. Given the fact that the CP4 EPSPS proteins are
demonstrated to be safe, variations in protein levels observed in field trials do not raise any
safety concern. The EFSA GMO Panel is therefore of the opinion that the molecular data
provided are sufficient and do not raise a safety concern.

4, Comparative analysis
4.1. Evaluation of relevant scientific data

4.1.1.  Choice of comparator and production of material for the compositional assessment

The applicant confirms that LH82 x B73 (sometimes abbreviated “B73) is the non-GM
counterpart with a comparable genetic background used in the molecular characterisation of
transformation event NK603 in maize, the field trials performed to collect material for
compositional analyses, and the safety studies. Furthermore, molecular studies of the flanking
regions of the genes inserted in maize event NK603 established that these are related to the
genomic DNA of the B73 control maize and are native to the maize genome. LH82 x B73 has
a genetic background comparable to that of maize NK603 and does not express the CP4
EPSPS proteins present in maize NK603. Thus LH82 x B73 (B73) can be considered as an
appropriate control line for comparative assessments.

Grain and forage samples from field trials in the USA in 1998 and in Europe in 1999 were
collected for the analysis of chemical composition. The US field trials in 1998 were
conducted in Iowa, Illinois, Indiana, and Ohio at two replicated and six non-replicated trial
sites. The field trials in Europe in 1999 were carried out in France and Italy at in total four
replicated trial sites. Whereas maize NK603 was treated twice with glyphosate herbicide
during the field trials in the US and once in Europe, the non-modified LH82 x B73 control
maize was treated with conventional herbicides.

4.1.2. Compositional analysis

The EFSA GMO Panel has already assessed the composition of maize NK603 relative to its
non-GM counterpart maize LH82 x B73 when giving its opinion on applications/notifications
to place maize NK603 on the market for import and processing, or for supplying food and
feed ingredients. A summary of the compositional data in these applications/notifications is
available in the open literature (Ridley et al., 2002). The EFSA GMO Panel concluded that
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maize NK603 can be considered to have the same composition as the genetically related
control maize (EFSA, 2003a,b).

In short, the composition of maize NK603 and the non-GM control maize was compared with
regard to 44 parameters in grain and 7 in forage. The analysed parameters in grain were ash,
carbohydrates, fibre, moisture, protein, total fat, amino- and fatty acids, minerals (Ca, Cu, Fe,
K, Mg, Mn, Na, P, Zn), vitamin E, phytic acid and trypsin inhibitor, whereas forage was
analysed for proximates and neutral and acid detergent fibre. The levels of the various
constituents in maize NK603 were either comparable to the levels found in the non-modified
control or within the ranges reported for the respective constituents in conventional maize
varieties. The provided baseline compositional data were either compiled from data in the
public literature, or compiled from data of previous studies on the composition of maize
cultivated by the Monsanto Company between 1993 and 1995 (historical data).

Statistical analysis of the field trial data revealed one significant difference in 1998, for
stearic acid in grain. This difference was minor (NK603: 1.95% of total fatty acids; control:
1.86%) and was not observed in 1999. In the material collected in Europe in 1999, the
statistically significant differences between maize NK603 and the non-GM control were
observed only at one or a few of the four trial site. Five of the statistically significant
differences identified were assessed in more detail (phosphorus, leucine, zinc, protein and
carbohydrate levels in grain). As differences were modest, were not observed at other trial
sites, and levels were within the range identified in conventional maize varieties and reported
in the literature, also these statistical differences were not considered biologically relevant.
The biological relevance of the statistical differences was further assessed by performing
additional comparisons of the level of these compounds in maize NK603 and conventional
non-GM maize lines grown in field trials conducted in 1994-1995 or 1998. No conclusive
differences requiring further studies were found. Thus maize NK603 used for food, feed and
processing is considered to have the same composition as the genetically related non-GM
maize.

4.1.3.  Agronomic traits and GM phenotype

Field trials performed according to Good Experimental Practices and European and
Mediterranean Plant Protection Organization guidelines at a total of nine locations in
Germany and France between 2000 and 2002 were used for the comparative assessment of
phenotypic and agronomic characteristics of maize NK603 varieties and their appropriate
non-modified control maize varieties. These trials aimed at studying parameters of plant
growth and development, yield, plant and ear morphology, and plant health and pest
susceptibility (including susceptibility to pests, diseases, and applied pesticides). These
investigations showed that, with the exception of glyphosate tolerance, maize NK603 is
phenotypically and agronomically equivalent to the non-GM counterpart and to conventional
maize varieties.

4.2. Conclusion

The comparative analysis of maize NK603 to an appropriate non-GM maize variety with a
comparable genetic background and to other conventional maize varieties provided evidence
that these maize varieties are compositionally and agronomically equivalent, except for the
presence of the CP4 EPSPS and CP4 EPSPS L214P proteins in maize NK603, and that no
unintended effects have appeared as a result of the genetic modification.
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5. Food/Feed safety assessment

The food and feed safety of maize NK603 has already been assess by the EFSA GMO Panel
in connection with delivering its opinion on previous applications for placing on the market
maize NK603, for import and processing, under Directive 2001/18/EC, and for foods and
food ingredients derived from maize NK603, under Regulation (EC) No 258/97 (EFSA,
2003a,b).

5.1. Evaluation of relevant scientific data

5.1.1.  Product description and intended use

The scope of the present applications includes use of maize NK603 for food or feed, food or
feed containing or consisting of this maize, food or feed produced from or containing
ingredients produced from this maize, as well as for cultivation.

Maize NK603 has been genetically modified to express of the CP4 EPSPS and CP4 EPSPS
L214P proteins. This modification is intended to improve the agronomic performance only
and is not intended to influence the nutritional properties, the processing characteristics and
overall use of maize as a crop. The primary use of maize is for animal feed, but it is also
processed into valuable food products, including e.g. starch, syrups, ethanol and oils.

5.1.2.  Effect of processing

Since maize NK603 has been found to be compositionally equivalent to the control maize and
commercial maize hybrids, except for the newly expressed trait (see section 3.2.2), the effect
of processing on the constituents of maize NK603 is not expected to be different compared to
that on conventional maize.

A multitude of processes are used in maize processing, including temperature treatments,
hydrolyses, soaking in slightly acidic water, and drying. Any of these methods are likely to
influence degradation and/or denaturation of constituents but there is no indication that they
will influence maize NK603 differently than conventional maize. To demonstrate the
influence of processing on the CP4 EPSPS enzyme derived from a recombinant Escherichia
coli strain (see section 4.2.3.1), the applicant studied the influence of heat (25-75°C for 15 or
30 minutes) on the specific activity of the CP4 EPSPS enzyme. Temperatures up to 45°C had
no or only a slight influence on enzymatic activity, incubation of the enzyme at 55°C for 15
minutes reduced the activity to less than half of that observed after incubation at 25°C,
whereas higher temperatures (65 and 75°C) completely inactivated the enzyme. In other
incubation studies (for 15 minutes) at various pH values (pH 4-11), it was observed, when
assaying enzyme stability and activity, that although there is a trend towards slightly lower
activity at the low end of the pH range, the majority of the enzymatic activity is not
irreversibly lost at either the low or high pH range. Considering the toxicological profile and
allergenic properties of the CP4 EPSPS proteins (see sections 5.2.3 - 5.2.5), the EFSA GMO
Panel is of the opinion that no further studies on effects of processing is required.
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5.1.3.  Toxicology

5.1.3.1. CP4 EPSPS protein used for safety assessment

Due to the comparatively low expression level of the CP4 EPSPS proteins in maize NK603
and the difficulty in isolating a sufficient quantity of purified protein from the genetically
modified maize plant, the safety studies with the newly expressed proteins were conducted
with a CP4 EPSPS protein encoded by the cp4 epsps gene from Agrobacterium sp. strain CP4
and a variant CP4 EPSPS L214P protein encoded by the cp4 epsps 1214p gene, both having
been expressed in Escherichia coli. The proteins differ by a single amino acid, i.e. a leucine in
position 214 of CP4 EPSPS has been exchanged for a proline in CP4 EPSPS L214P. The CP4
EPSPS and CP4 EPSPS L214P proteins expressed in E. coli were shown to be structurally
and functionally equivalent. Evidence provided included (1) modelling of CP4 EPSPS L214P
protein structure (which showed that the amino acid substitution does not alter the predicted
secondary and tertiary structure of the protein); (2) the high variability in known EPSPS
proteins of the CP4 EPSPS protein domain containing the proline, and (3) demonstration of
equivalent enzyme activities for CP4 EPSPS and CP4 EPSPS L214P proteins. The structural
similarity and physico-chemical and functional equivalence of the CP4 EPSPS proteins
produced by E. coli to those produced in maize NK603 was shown by Western analysis,
mobility in SDS-PAGE, MALDI-TOF mass spectrometry, glycosylation analysis and CP4
EPSPS enzymatic activity. All these methods confirmed the equivalence of the bacterial and
the plant CP4 EPSPS proteins.

Based on the identified similarity in structure and equivalence in physico-chemical properties
and function between these proteins, the EFSA GMO Panel accepts the use of CP4 EPSPS
and CP4 EPSPS L214P test material derived from E. coli for the degradation studies and
safety testing of the respective proteins present in maize NK603 and as a reference standard in
the ELISA to estimate CP4 EPSPS expression levels in various tissues of maize NK603.

5.1.3.2. Toxicological assessment of expressed novel protein in maize NK603

As EPSPS enzymes occur in a wide range of plants and fungi, and in some microorganisms,
humans have a long history of dietary exposure to these proteins. No adverse effects have
been reported with their intake. Previous applications for placing on the market glyphosate
resistant crops have included safety assessments of the CP4 EPSPS protein. It has been
concluded that these GM plants and the CP4 EPSPS protein expressed are safe for human
and/or animal consumption (SCP, 1998a,b; EFSA, 2004a, 2006¢, 2008a). The EFSA GMO
Panel is of the opinion that no scientific data have emerged which call for a change of this
opinion.

(a) Acute toxicity testing

Acute oral toxicity studies were performed using mice. CP4 EPSPS and CP4 EPSPS L214P
proteins produced in Escherichia coli were administered by gavage to CD-1 mice at single
doses up to 572mg/kg body weight and 817mg/kg body weight, respectively, without
indications of adverse effects.

(b) Degradation in simulated digestive fluids
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Simulated gastric fluid (pH 1.2) containing pepsin and recombinant CP4 EPSPS or CP4
EPSPS L214P at a ratio 2.89:1 (w/w) was incubated for various length of time at 37°C and the
simulated gastric fluid analysed for intactness of the CP4 EPSPS proteins. More than 95% of
the proteins were digested within 15 seconds as demonstrated by colloidal blue staining and
Western blotting of SDS-PAGE gels. In addition, digestion of the CP4 EPSPS L214P protein
in simulated intestinal fluid at a pancreatin:CP4 EPSPS L214P ratio of 55:1 (w/w; buffer pH
7.5) was studied. More than 90% of the CP4 EPSPS L214P protein was digested within 4
hours at 37°C as demonstrated by Western blotting of SDS-PAGE gels. These results confirm
previous findings and show that the recombinant CP4 EPSPS enzymes were rapidly degraded
in simulated gastric and intestinal fluid.

(c) Bioinformatic studies

The amino acid sequences of the two different CP4 EPSPS proteins were compared with the
amino acid sequences of known toxic proteins using a bioinformatics approach . No relevant
similarities between the sequence of the CP4 EPSPS proteins and sequences of toxic proteins
were found.

(d) Utilisation of CP4 EPSPS-expressing crops worldwide

Maize NK603 has been commercially cultivated and marketed since 2001 in the US and
Canada, and since 2004 in Argentina. In addition, genetically modified soybeans (GM 40-3-2
and MONS89788), expressing the same CP4 EPSPS protein as maize NK603, have been used
worldwide since 1996 and 2007. In 2008, these soybean varieties were cultivated on more
than 65 million hectares and last years approximately 70% of all soybeans placed on the
market contained the CP4 EPSPS protein (James, 2008).

5.1.3.3. Toxicological assessment of new constituents other than proteins

Since no new constituents other than the above mentioned CP4 EPSPS proteins are expressed
in maize NK603, and there is no indication of alterations in levels of endogenous compounds,
a toxicological assessment of new constituents is not applicable.

5.1.3.4. Toxicological assessment of the whole GM food/feed

A published 90-day study in rats fed either maize NK603 as 11% or 33% of the diet, or a diet
which to 11% or 33% was made up of non-GM maize grain having a comparable genetic
background to maize NK603 (LH82 x B73), resulted in no consistent differences in the
measured clinical, biochemical and histological parameters, except for slightly elevated levels
of average corpuscular volume and average corpuscular haemoglobin in female rats
administered the high dose (Hammond et al., 2004). Since both parameters are calculated
(hematocrit/red blood cells and haemoglobin concentration/red blood cells, respectively), and
no other observations of treatment related effects were made, the applicant suggested that
these statistical differences were artefacts resulting from a slightly higher hematocrit or
haemoglobin concentration and slightly lower red blood cell count at this sampling.
Furthermore, it was pointed out that the observed difference in average corpuscular volume
and average corpuscular haemoglobin had no biological relevance. The EFSA GMO Panel
finds the interpretation of the data acceptable. The EFSA GMO Panel also found the doses
chosen for the study (11% or 33% of diet) appropriate, as they did not distort the nutritional
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balance of the experimental animals. The standard rodent diet used by the test laboratory
contains approximately 33% maize grain.

5.1.4.  Allergenicity

The strategies used when assessing the potential allergenic risk focus on the characterisation
of the source of the recombinant protein, the potential of the newly expressed protein to
induce sensitisation or to elicit allergic reactions in already sensitised persons and whether the
transformation may have altered the allergenic properties of the modified food. A weight-of-
evidence approach is recommended, taking into account all of the information obtained with
various test methods, since no single experimental method yields decisive evidence for
allergenicity (CAC, 2003; EFSA, 2006a).

5.1.4.1. Assessment of allergenicity of the newly expressed proteins

Early risk assessments of GM soybean expressing CP4 EPSPS were performed both by
national Competent Authorities within the European Community ACNFP, 1994; EC, 1996).
The EFSA GMO Panel completed a risk assessment for allergenicity of the CP4 EPSPS and
CP4 EPSPS L214P proteins already during the pre-market safety assessment of previous
applications related to import and processing of maize NK603 and to marketing of food and
feed ingredients of maize NK603 (EFSA, 2003a,b). These assessments included
establishment of absence of known allergenicity of the gene source, absence of sequence
homology of the CP4 EPSPS and CP4 EPSPS L214P proteins with proteins associated with
allergenicity and celiac disease, and rapid and extensive degradation of these proteins by
proteolytic enzymes. The EFSA GMO Panel is not aware of any new information on
allergenicity of these proteins which requires the earlier opinion to be changed. Nor is the
EFSA GMO Panel aware of any new tests which produce more relevant or accurate
information on possible allergenicity of the protein and which provide a higher guarantee of
safety.

Based on the information available the EFSA GMO Panel considers it unlikely that the CP4
EPSPS and CP4 EPSPS L214P proteins expressed in maize NK603 are allergens.

5.1.4.2. Assessment of allergenicity of the whole GM plant

Rare cases of occupational allergy to maize dust or maize pollen allergy, have been reported.
Food allergy to maize is rare (Moneret-Vautrin et al., 1998), but IgE-binding proteins have
been identified in maize flour (Pastorello et al., 2000; Pasini et al., 2002). Allergy to maize is
detected in a minor fraction of the population of atopic patients. In addition, most individuals
with a positive skin prick test (SPT) or having IgE antibodies against maize were suffering
from respiratory allergy and only a few ones displayed a true food allergy upon oral challenge
with maize products (Jones et al., 1995; Pasini et al., 2002). Therefore, oral sensitization to
maize proteins is very rare. The allergenicity of the whole crop could be increased as an
unintended effect of the random insertion of the transgene in the genome of the recipient, for
example through qualitative or quantitative modification of the pattern of expression of
endogenous proteins. This issue does not appear to be a safety concern to the EFSA GMO
Panel since maize is not considered a major allergenic food. A theoretically possible over-
expression of any endogenous protein would be unlikely to alter the overall allergenicity of
the whole maize NK603 plant.
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5.1.5. Nutritional assessment of GM food/feed

A nutritional performance study using diets containing 57-63% grain of glyphosate-sprayed
maize NK603 or conventional herbicide-treated non-GM maize with a comparable genetic
background (LH82 x B73) was carried out with rapidly growing broiler chickens, which reach
full size within approximately six weeks. Analysis of the diets showed that mycotoxin levels
were low and herbicide residue levels were below the maximum residue levels stipulated by
the EU legislation on plant protection products.

The only statistically significant difference between broiler chickens fed a diet with maize
NK603 and chickens fed the control maize diet occurred for fat pad weight, which was 0.034
kg and 0.037 kg (1.5% and 1.7% of body weight), respectively (Taylor et al., 2003). The fat
pad weight of both NK603 and control maize were within the natural variation (0.024-0.063
kg) reported in the literature (Esteve-Garcia and Llaurado, 1997; Kidd and Kerr, 1997; Lei
and Van Beek, 1997; Smith et al., 1998; Farran et al., 2000; Peak et al., 2000), and the
difference was so small between treatment groups that it was not considered to be of
biological relevance.

The EFSA GMO Panel also noted several published feeding studies comparing the nutritional
wholesomeness of maize NK603 and appropriate non-GM control maize on Angus-
continental cross steers, Holstein dairy cows, and growing-finishing pigs of two races
(Fischer et al., 2002; Erickson et al., 2003; Grant et al., 2003; Ipharraguerre et al., 2003; Hyun
et al., 2004). These studies show that the nutritional value of maize NK603 is equivalent to
that of the control maize. A nutritional equivalence of maize NK603 to isogenic non-GM
maize was also demonstrated in rats by independent investigators (Chrenkova et al., 2002).

5.1.6. Post-market monitoring of GM food/feed

The risk assessment concluded that no data have emerged to indicate that maize NK603 is any
less safe than its non-GM comparators. In addition, no biologically relevant agronomic and
compositional changes were identified in maize NK603. Therefore, in line with the guidance
document (EFSA, 2006a), the EFSA GMO Panel is of the opinion that post-market
monitoring of the GM food/feed is not necessary.

5.2. Conclusion

No toxicity of orally administered CP4 EPSPS and CP4 EPSPS L214P proteins was observed
in acute toxicity studies in mice. The CP4 EPSPS proteins were quickly degraded in
simulated gastric and intestinal fluid without formation of stable peptide fragments.
Bioinformatics studies demonstrated that the CP4 EPSPS proteins show no homology to
known toxic and allergenic proteins. A comparative analysis of compositional, agronomic,
and phenotypic characteristics showed that maize NK603 is equivalent to conventional non-
GM maize varieties except for the introduced trait. There were no indications of adverse
effects in a 90-day toxicity study in rats fed diets with up to 33% grain from maize NK603. A
42-day nutritional feeding study on broiler chickens showed that maize NK603 is as
wholesome as the genetically closely related non-GM control maize and commercial maize
varieties included in the study. The nutritional equivalence of maize NK603 to commercial
maize varieties was confirmed in feeding studies on Angus-continental cross steers, Holstein
dairy cows, growing-finishing pigs of two races, and rats. The EFSA GMO Panel is of the
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opinion that maize NK603 is as safe as conventional maize, and considers that no additional
animal safety or nutritional wholesomeness studies are needed.

6. Environmental risk assessment and monitoring

The scope of the applications (EFSA-GMO-NL-2005-22 and EFSA-GMO-RX-NK603) is for
cultivation, food and feed uses and import and processing of maize NK603. Considering the
intended uses of maize NK603 including cultivation, the environmental risk assessment is
concerned with potential direct and indirect effects of the cultivation and the spread of the
GM plant into non-cultivated environments, as well as indirect exposure through manure and
faeces from the gastrointestinal tracts, mainly of animals fed maize NK603.

The use of glyphosate-based herbicides in the management of maize NK603 is relevant and
considered in section 6.1.7. However, the regulation and risk assessment of the active
substance glyphosate are within the scope of Directive 91/414/EEC concerning the placing of
plant protection products on the market (EC, 1991).

The environmental risk assessment was evaluated by the Spanish Competent Authority (CA)
and its scientific advisory committee (the Spanish Biosafety Commission). The opinion of the
Spanish Competent Authority and its Biosafety Commission is provided in Annex H of the
overall opinion’.

In its opinion, the Spanish Competent Authority and its Biosafety Commission (see Annex H)
considered the following issues: (1) persistence and invasiveness, selective advantage or
disadvantage; (2) potential for gene transfer; (3) genetic and phenotypic stability; (4)
interactions between the GM plant and target organisms; (5) potential interaction of the GM
plant with non-target organisms; (6) potential impacts of the specific cultivation, management
and harvesting techniques; and (7) effects on biogeochemical processes. According to the
Spanish Competent Authority and its Biosafety Commission, “the direct effects of the GM
plants have been considered negligible”. “Nevertheless, regarding indirect effects for the use
of this herbicide tolerant crop and the impacts of the specific cultivation, management and
harvesting technique, the use of herbicide tolerant GM plant could have effects on i) non-
target organisms, ii) weed shifts and development of herbicide resistance to glyphosate, iii)
microbial biodiversity”.

6.1. Evaluation of relevant scientific data

6.1.1.  Unintended effects on plant fitness due to the genetic modification

Maize is highly domesticated and not generally able to survive in the environment without
appropriate cultivation practices. The survival of maize is limited by a combination of low
competitiveness, absence of a dormancy phase, and susceptibility to plant pathogens,
herbivory and cold climate conditions. Maize plants are only winter hardy in European
regions with mild winters, and in those situations maize kernels remaining in the field after
harvest can germinate, grow, flower, and locally cross-pollinate neighbouring maize plants

> http://registerofquestions.efsa.europa.eu/roqFrontend/questionLoader?question=EFS A-Q-2005-249
http://registerofquestions.efsa.europa.eu/roqFrontend/questionLoader?question=EFSA-Q-2005-075
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(Gruber et al., 2008; Palaudelmas et al., 2009). Despite cultivation for centuries, maize plants
do not occur outside cultivated or disturbed land in Europe.

The applicant conducted field trials at several locations in France and Germany in 2000, 2001
and 2002. Information on 21 phenotypic characteristics was provided to assess the agronomic
performance of maize NK603 in comparison with non-GM maize. No biologically meaningful
differences were observed (see section 4.1.3). These field trial data did not show a change in
invasiveness, weediness, or fitness of maize NK603, except when glyphosate-based herbicides
are applied. In addition to the data presented by the applicant, the EFSA GMO Panel is not
aware of scientific reports of increased spread and establishment of maize NK603 and any
change in survival capacity, including over-wintering (Bagavathiannan and Van Acker, 2008;
Gruber et al., 2008; Mallory-Smith and Zapiola, 2008).

Tolerance to glyphosate only provides an agronomic advantage in cultivation where and when
glyphosate-based herbicides are applied. However, survival of maize outside of cultivation in
Europe is mainly limited by a combination of low competitiveness, absence of a dormancy
phase, and susceptibility to plant pathogens and cold climate conditions. Since these general
characteristics of maize NK603 are unchanged, herbicide tolerance is not likely to provide a
selective advantage outside of cultivation in Europe. Volunteers occurring in cultivated areas
will be resistant to glyphosate, but they are normally controlled with a range of other herbicides
and/or by cultivation techniques (Beckie et al., 2006). Therefore, it is considered very unlikely
that volunteers of maize NK603 or its progeny will differ from conventional maize varieties
in their ability to survive until subsequent seasons or to establish feral populations under
European environmental conditions.

Since maize NK603 has no altered survival, multiplication or dissemination characteristics
except when glyphosate-based herbicides are applied, the EFSA GMO Panel is of the opinion
that the likelihood of unintended environmental effects due to the establishment and survival
of maize NK603 will be no different to that of conventional maize varieties. This conclusion
is in line with the evaluation carried out by the Spanish Competent Authority and its
Biosafety Commission on maize NK603.

6.1.2. Gene transfer

A prerequisite for any gene transfer is the availability of pathways for the transfer of genetic
material, either through horizontal gene transfer of DNA, or vertical gene flow via the
dispersal of pollen and seed.

6.1.2.1. Plant to bacteria gene transfer

Based on current scientific knowledge (EFSA, 2004, 2007; Keese, 2008), horizontal gene
transfer from GM plants to microorganisms under natural conditions is considered extremely
unlikely. Since transgenic DNA is a component of many food and feed products derived from
maize NK603, microorganisms in the digestive tract of humans and animals (domesticated
animals and other animals feeding on fresh and decaying GM plant material) may be exposed
to transgenic DNA. Moreover, exposure of microorganisms to transgenic DNA takes place in
the environment during the natural decay of plant material remaining in agricultural areas
after harvest.

The EFSA Journal (2009) 1137, 20-50



o

" f Herbicide tolerant GM maize NK603 for cultivation, food and feed uses and
€1Sdm . : L o

Euroget Food Sifety Autharity import and processing and for the renewal of the authorisation of existing products,

The plant expression plasmid vector contains two adjacent plant gene expression cassettes
each containing a single copy of the ctp2-CP4 epsps gene. In the first ctp2-CP4 epsps
cassette, the coding sequence is regulated by the actin rice promoter and a rice intron
sequence introduced upstream of the ctp sequence. Expression of the second ctp2-CP4 epsps
cassette is regulated by an enhanced 35S CaMV promoter and a maize intron derived from a
gene encoding a heat shock protein. Genes under control of prokaryotic regulatory elements
conferring related traits, as expressed in the GM plants, occur in certain microorganisms in
natural environments.

Taking into account the origin and nature of the ctp2-CP4 epsps gene and the lack of selective
pressure in the intestinal tract and/or the environment, the likelihood that horizontal gene
transfer would result in increased fitness on microorganisms or other selective advantages is
very limited. For this reason, the EFSA GMO Panel concludes that it is very unlikely that
ctp2-CP4 epsps genes from maize NK603 would become transferred and established in the
genome of microorganisms in the environment or in the human and animal digestive tract. In
the unlikely event that such horizontal gene transfer would take place, no adverse effects on
human and animal health or the environment are expected as no new traits would be
introduced or expressed into microbial communities.

6.1.2.2. Plant to plant gene transfer

Maize is a cross-pollinated plant, relying on wind for the dispersal of its pollen. While maize
pollen can be collected by honeybees and other insects, these pollinating insects play a minor
role in the cross-pollination of maize plants (Eastham and Sweet, 2002; Malone and Burgess,
2009).

Compared to other wind-pollinated species, pollen grains of maize are relatively large (an
average diameter of 90um) and heavy (0.25ug) (Raynor et al., 1972, Digiovanni et al., 1995).
Due to their characteristics, maize pollen grains settle to the ground rapidly (Aylor et al.,
2003) and have usually a short flight range (Jarosz et al., 2005). Although vertical wind
movements or gusts during pollen shedding can lift pollen up high in the atmosphere and
distribute it over significant distances, concentrations of viable pollen considerably decrease
with height (Aylor et al., 2003) and distance (Jarosz et al., 2005) from the source. Hence, low
levels of cross-pollination can occur over longer distances under suitable climatic conditions
(Bannert and Stamp, 2007; Delage et al., 2007), but most cross-pollination events occur
within 50m of the pollen source (reviewed by Eastham and Sweet, 2002; Devos et al., 2005,
2009b; van de Wiel and Lotz, 2006; Hiisken et al., 2007; Sanvido et al., 2008).

The EFSA GMO Panel does not consider pollen dispersal and consequent cross-pollination as
environmental hazards in themselves, and is primarily concerned with assessing the
environmental consequences of transgene flow on ecosystems by considering the spread and
fitness of hybrids and backcross progeny as well as exposure to non-target organisms.

Theoretically, seeds originating from the cross-pollination of certain cross-compatible
wild/weedy relatives can mediate the potential spread and establishment of hybrids and
backcross progeny (Wilkinson et al., 2003; Morales and Traveset, 2008; Devos et al., 2009a).
However, in the European Union (EU), there are no cross-compatible wild/weedy relatives
with which maize can hybridise and form backcross progeny (Eastham and Sweet, 2002). The
only recipients of cross-pollinated transgenes from maize are other cultivated maize varieties
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and types (Devos et al., 2005, 2009b; van de Wiel and Lotz, 2006; Hiisken et al., 2007;
Sanvido et al., 2008; Bitocchi et al., 2009). Thus cross-pollination in maize is not considered
an environmental risk, but is an agricultural management and coexistence issue and is not
within the remit of the EFSA GMO Panel.

Even though accidental seed dispersal of maize is occurring during its cultivation in many
countries, the seed-mediated establishment of maize NK603 and its survival outside of
cultivation has not been reported in spite of extensive cultivation and accidental seed
dispersal. Since maize plants have lost their ability to release seeds from the cob, most seed
dispersal is due to harvesting and post-harvest activities of farmers. However, the survival of
maize is limited by a combination of low competitiveness, absence of a dormancy phase, and
susceptibility to plant pathogens, herbivory and cold climate conditions.

In conclusion, since maize NK603 has no altered survival, multiplication or dissemination
characteristics except in the presence of glyphosate, the EFSA GMO Panel is of the opinion
that the likelihood of unintended environmental effects as a consequence of spread of genes
from maize NK603 is considered to be extremely low. This conclusion is in line with the
evaluation carried out by the Spanish Competent Authority and its Biosafety Commission on
maize NK603.

6.1.3.  Interactions between the GM plant and target organisms

This point was not considered an issue by Member States and the EFSA GMO Panel as maize
NK603 was not developed to interact with any specific target organisms. Maize NK603 was
developed to allow direct application of glyphosate-based herbicides during cultivation.
These herbicides have a broad spectrum of target plant species, and potential impacts of the
specific cultivation are considered in section 6.1.7.

6.1.4.  Interactions between the GM plant and non-target organisms

The applicant reported and supplied supplementary information on laboratory and field
studies performed inside and outside the EU. These studies showed no effects of the CP4
EPSPS pure protein or tissues from maize NK603 on different types of non-target organisms
(vertebrates, invertebrates and microorganisms). The organisms tested in the supplementary
laboratory and field study provided by the applicant at the request of the EFSA GMO Panel,
included bees (larvae and adults) and coccinellid beetles, respectively. The applicant also
reported the effects of other glyphosate tolerant crops (GM soybean) on pest and beneficial
organisms. Some of the studies suggested that the abundance of some beneficial organisms
decreased in glyphosate tolerant crop fields compared to conventional crop fields (Jasinski et
al., 2003). However, these reductions do not seem to be directly associated with the
expression of CP4 EPSPS protein in herbicide tolerant crops, but are likely to be a
consequence of the changes in weed populations caused by different weed management
regimes.

The studies carried out by the applicant indicate that the protein CP4 EPSPS and maize
NK603 have no direct effects on non-target invertebrates. Maize NK603 and other glyphosate
tolerant crops have been extensively cultivated in North and South America and elsewhere for
several years. The EFSA GMO Panel is not aware of any reports of direct effects on non-
target organisms due to this trait and makes note of recent publications showing that there is
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no evidence that GM glyphosate tolerant crops have a direct effect on biological diversity or
species abundance within the planted fields (Firbank et al., 2003a; Owen, 2008). However,
indirect effects on beneficial arthropods and soil microorganisms (see section 6.1.7) may
occur depending on the weed management regime applied to the crop, and there are several
reports of these potential indirect effects (reviewed by Cerdeira and Duke, 2006).

The EFSA GMO Panel concludes that it is unlikely that maize NK603 will have direct
adverse effects on non-target organisms and considers the likelihood of adverse impacts of the
specific cultivation of maize NK603 in section 6.1.7. This conclusion on the absence of direct
effects of maize NK603 to non-target organisms is in line with that of the Spanish Competent
Authority and its Biosafety Commission on maize NK603.

6.1.5. Effects on human and animal health

No adverse effects on human health are indicated by the molecular analysis and
compositional and toxicological data supplied (see section 3 to 5).

The applicant presented several nutritional studies in which a variety of mammalian and avian
species were fed with maize NK603 or diet containing NK603. The studies included a 42-day
broiler chicken study and a 90-day toxicity rat study. No adverse effects on the health of these
and related animals are indicated (see section 5).

6.1.6.  Effects on biogeochemical processes and interaction with the abiotic environment

No direct effects of maize NK603 have been reported by the applicant on the abiotic
environment and on biogeochemical processes. In addition, the EFSA GMO Panel is not
aware of any reports of effects on the abiotic environment and on biogeochemical processes
due to this trait, but is aware of several reports of the effects of the associated herbicide
management, as reviewed by (Cerdeira and Duke, 2006). Glyphosate can have effects on soil
microbial communities, mycorrhizal fungi and rhizobium species important in plant nutrient
cycling (Zablotowicz and Reddy, 2004, 2007; Means et al., 2007; Powell et al., 2009a).

The EFSA GMO Panel concludes that it is unlikely that maize NK603 will have direct
adverse effects on the abiotic environment and on biogeochemical processes. The likelithood
of adverse impacts of the specific use of glyphosate is considered in section 6.1.7. This
conclusion on the absence of direct effect of maize NK603 on the abiotic environment and on
biochemical processes is in line with the evaluation carried out by the Spanish Competent
Authority and its Biosafety Commission on maize NK603.

6.1.7.  Impacts of the specific cultivation, management and harvesting techniques

6.1.7.1. Herbicide regimes in maize cropping systems

Herbicide regimes in non-genetically modified herbicide tolerant (GMHT) maize: The
sensitivity of maize to early weed competition is well-understood and the need for efficient weed
control early in the life of maize currently requires residual herbicide use. In principle, three
different herbicide-based weed management approaches are possible in non-GMHT maize for
the control of annual and perennial grass and broadleaf weeds: (1) pre-emergence of the crop;
(2) early post-emergence, ideally in the 2-4 leaf stage of maize; or (3) sequentially, where a
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combination of herbicides with soil (residual) activity is applied pre-emergence followed by a
mixture of post-emergence herbicides with foliar activity. If these early season herbicides fail
to control the weeds, an additional herbicide treatment may be applied at a later growth stage
of the maize. However, these herbicides do not always provide consistent season-long control
of late-emerging and/or biennial and perennial weeds (Beckie et al., 2006).

Glyphosate is a broad-spectrum contact systemic herbicide used for the control of most
annual and many perennial weeds (Duke and Powles, 2008), but with no soil acting or
residual properties. In the EU, glyphosate is currently used in conventional cropping and can
be used pre-emergence of the crop and for cleaning of seedbed of emerged weeds. In addition,
in some situations, glyphosate can be applied in an emerged crop as a band application
between crop rows (Monsanto, 2007a).

Herbicide regimes in GMHT maize: glyphosate is applied post-crop emergence to established
weeds providing high levels of weed control and little or no injury to the GMHT crop.
Theoretically, the biotechnology-based weed management strategy enables delaying the post-
emergence application of a broad-spectrum herbicide after full weed emergence, compared to
non-GMHT maize (Gianessi, 2005; Cerdeira and Duke, 2006). Because the efficacy of
glyphosate at controlling weeds is less dependent on weed size, glyphosate can be used up to
a later growth stage for weeds. Therefore, the biotechnology-based weed management
strategy offers a greater flexibility in timing of weed management. However, the control of
larger and perennial weeds might require higher application rates (Monsanto, 2007a).

In the absence of pre-emergence herbicides, a sequential application of glyphosate might be
needed to control weeds adequately all season. Experimental research has shown that a single
post-emergence application of glyphosate alone at the recommended application rates might
be inadequate (Gianessi et al., 2002; Gower et al., 2003; Parker et al., 2006). When the first
single treatment is applied too early, any late-emerging weeds that remained ungerminated at
the time of spraying are unaffected. These weeds can reduce crop yield by competing for
resources and might set seed that replenishes the seed bank, or survive vegetatively until the
following season, increasing weed pressure in subsequent years (e.g., Myers et al., 2005).
Recommended strategies to avoid weed reinfestation involve the use of two post-emergence
applications of glyphosate (Gower et al., 2003). In this respect, Monsanto proposes using
glyphosate at dose rates ranging between 1440 and 2160 g/ha ai (active ingredient) in two
applications in France (Monsanto, 2007a) and dose rates ranging between 1800 and 2160 g/ha
ai in two applications in Spain (Monsanto, 2007b). In a field trial with maize NK603 in Czech
Republic, optimum herbicide efficacy was provided by a split application of glyphosate (1080
+ 1080 g/ha ai) (Soukup et al., 2008).

Delaying the first single treatment with glyphosate can lead to yield reductions due to an
extended period of early weed competition (Gower et al., 2002, 2003; Champion et al., 2003;
Cox et al., 2006). To limit early-season competition and ultimately maize yield losses, and to
eliminate the need for a second post-herbicide application, the use of pre-emergence residual
conventional herbicides followed by one delayed post-emergence glyphosate spray has been
suggested (Thomas et al., 2004; Parker et al., 2006). In this situation, the application rates of
glyphosate proposed by Monsanto are within the range of 720 to 1440 g/ha ai (Monsanto,
2007a).

In regions where early post-emergence herbicides are predominantly used, a single
application of glyphosate in mixtures with other post-emergence herbicides with residual
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activity is considered effective for glyphosate tolerant maize (e.g., Gianessi, 2008; Soukup et
al., 2008). This will eliminate early-season weed competition and will control the weeds that
are not exposed to glyphosate (Johnson et al., 2000; Thomas et al., 2004; Dill, 2005; Tharp et
al., 2004; Grichar and Minton, 2006; Parker et al., 2006; Young, 2006; Zuver et al., 2006).
Based on field studies conducted at 35 sites throughout the north-central US, Gower et al.
(2003) concluded that the optimum timing for the glyphosate application to avoid maize yield
loss is when weeds are less than 10 cm in height, no later than 23 days after maize planting,
and when maize growth was not more advanced than the fourth leaf stage. In that case, the
proposed glyphosate application rates are within the range of 720 to 1080 g/ha ai (Monsanto,
2007a) and dose rates of 1080 g/ha ai when mixed with another herbicide with residual
activity (Monsanto, 2007b).

Examples of approved dose recommendations are 3 1/ha of glyphosate herbicide (360 g/1 ai)
on Roundup Ready maize in Germany® and a maximum of 6 1/ha of glyphosate herbicide (360
g/l ai) on Roundup Ready maize in Czech Republic’.

In its application under Regulation (EC) No 1829/2003, Monsanto provided for information
some draft recommendations on the application rates of glyphosate on maize NK603. In the
Label Proposal for Roundup PRO2 submitted by Monsanto in France (Monsanto, 2007a), the
applicant proposes the following application patterns and rates for the use of glyphosate on
maize NK603: (1) a sequential application pre- and post-emergence at rates ranging from 720
to 1440 g/ha ai; (2) two applications post-emergence at rates ranging between 720 and 1080
g/ha ai each. A single post-emergence application of a mixture of Roundup with a residual
herbicide is also being considered. The maximum annual usage dose of glyphosate is set at
2880 g/ha ai.

In the Technology Guide developed by Monsanto for the use of Roundup Ready in Spain
(Monsanto, 2007b), the applicant proposes the following application patterns and rates for the
use of glyphosate on maize NK603: (1) a sequential application pre-emergence with a
selective herbicide with residual activity and post-emergence with Roundup Ready at rates of
1080 g/ha ai; (2) two applications post-emergence at rates ranging between from 900 and
1080 g/ha ai each; (3) single application post-emergence of a mixture (Roundup Ready +
residual activity) at rates around 1080 g/ha ai.

These proposed applications are currently being reviewed by the applicant in relation to the
formulation registration approval according to Annex III of Directive 91/414/EEC, but are
also indicative of the range of application rates, mixtures and systems that might be applied in
future.

The applicant states in its environmental risk assessment that the agronomic practices
currently used to grow maize in the EU remain applicable for the cultivation of maize NK603.
The applicant proposes that “by the time of commercialisation of NK603 in the E.U.,
Monsanto will develop a Technology Use Guide for the European NK603 markets. This
document is intended to provide more information to the farmer on Monsanto’s commitment
to stewardship and more detailed weed control recommendations in NK603 specific to each
region. Monsanto’s weed management recommendations in glyphosate-tolerant crop are
based on local needs, according to crop rotation, weed species, climate and tillage regime,

8 https://portal .bvl.bund/psm/jsp/ListeAnwendg.jsp?ts=1242142900401
7 http://portqal .srs.cz/portqaldoc/pripavky na ochranu_rostlin/informace_pro_zemedelce/registrace/vestni
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using Good Agricultural Practices (GAP) as a basis. Therefore, glyphosate will not be the
only weed control tool recommended in NK603”’.

The EFSA GMO Panel concludes that a considerable diversity of weed management regimes
is likely to be used in the different agricultural regions across the EU where maize NK603
might be cultivated. EU countries show considerable variation in herbicide use in maize,
weed species (including crop volunteers), meteorological and agro-environmental conditions,
farming systems (including weed resistance management, rotation systems), economics, and
in farmers’ behaviour. Moreover, herbicide regimes are dependent on maize crop type and on
weed species and biology as not all weeds are equally susceptible to glyphosate (e.g.,
Norsworthy et al., 2001; Soukup et al., 2008). This would mean that the locally adopted
herbicide regimes and cultivation management (including conservation tillage) for GMHT
maize will take into account all these factors. Therefore, it is anticipated that herbicide
regimes containing glyphosate will represent different numbers of applications (single vs.
sequential), doses, timing of application and the use of residual herbicides in association with
glyphosate.

6.1.7.2. Interplay between Directive 2001/18/EC and Directive 91/414/EEC

Both Directives 2001/18/EC and 91/414/EEC are relevant for the risk assessment of GMHT
crops (EFSA, 2008; EC, 2008). The registration and use of herbicide active ingredients in
formulations in the EU is an issue for Directive 91/414/EEC as operated by individual
Member States. Where herbicides are used as integral parts of the biotechnology-based weed
management strategy, an environmental risk assessment must also consider their potential
impact on biodiversity® under Directive 2001/18/EC. In the current legislation governing
pesticide registration in Europe (EC, 1991), the environmental risk assessment of pesticides
includes an assessment of impacts on certain non-target organisms (such as fish, Daphnia,
algae, birds, mammals, earthworms, bees and beneficial arthropods and non-target plants) and
studies of residual activities in soil and water. For example, Kleter et al. (2007) have shown
that some of the herbicides that are used on GMHT crops (e.g., glyphosate) have improved
Environmental Index Quotients (EIQ) compared with comparable conventional herbicides.
However, EIQs are calculated based on residual, persistence and ecotoxicity characteristics
and do not relate to the efficacy and hence the biodiversity impact of herbicides. Indeed, the
environmental risk assessment under Directive 91/414/EEC does not include studies of
impacts on biodiversity within crops and changes in agro-ecosystems, which are required
under Directive 2001/18/EC in relation to GM crops. Due to these different legal
requirements, a herbicide used on a GMHT crop is currently assessed differently from the
same herbicide used on non-GMHT crops (e.g., imidazolinone-tolerant crops) and
conventional crops (Chassy et al., 2003). It has long been recognized that the widespread use
of herbicides in agriculture has resulted in serious declines in both plant and animal diversity
in many farming areas (Krebs et al, 1999; Chamberlain et al., 2000; Robinson et al., 2002).
Concern has been expressed that GMHT crops, through the in-crop use of very effective
broad-spectrum herbicides, will further deplete biodiversity in farmland.

¥ The term “biodiversity” is not defined in Directive 2001/18/EC. EFSA GMO Panel regards biodiversity (= biological
diversity) as the variability among living organisms from all sources, including terrestrial, marine and other aquatic
ecosystems and the ecological complexes of which they are part; this variability may include diversity within species,
between species and of ecosystems
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6.1.7.3. Factors affecting impacts in Europe

Extensive research has shown that impacts on the environment depend upon a wide range of
baselines and on agronomic and environmental factors, which vary from region to region and
from season to season. For example, Firbank et al. (2003b) commented following the UK
Farm Scale Evaluations that major sources of variation in potential impacts would arise from
probable future changes in agricultural practice such as herbicide regimes, tillage systems and
crop rotations and from possible long-term interactions between weed and invertebrate
populations. Most importantly, they stressed that the impact on biodiversity depends greatly
upon the management of crops, rotations, and upon the provision of forage and habitat
resources across the entire farmed landscape. Included in crop management is the dose being
applied and the time and frequency of applications of the specific non-selective and other
herbicides (Champion et al., 2003). Timing of application is particularly important, since with
broad-spectrum herbicides sprays are often delayed until a later plant growth stage than is the
case with the more selective herbicides associated with conventional crops. The higher
mortality of larger (reproductive) individual weeds caused by the later herbicide application
in GMHT crops (Heard et al., 2003b) tends to reduce the persistence of plant populations in
the farmed landscape and reduce seed densities and in turn emerged plants. This loss of food
resources is likely to cause reductions in the abundance of key invertebrate groups (Hawes et
al., 2003) and of species at higher trophic levels, such as farmland birds.

All of the factors above will vary from region to region, from Member State to Member State,
and from season to season. They depend not only on the nature of the particular receiving
environment, but on weed pressure, soil type and climatic conditions. For these reasons, the
EFSA GMO Panel recognises that there are considerable challenges to the drawing of
meaningful conclusions on the environmental consequences of the use of herbicides that
includes consideration of every issue involved, over the full range of possible parameters that
may be varied in the management of the GMHT crops, and the full range of receiving
environments within Europe.

The focus of the environmental risk assessment should be on regions where the GM crop will
be cultivated. Therefore, the EFSA GMO Panel considers that the future zonal system for
mutual recognition foreseen in the proposed Regulation, which is expected to replace
Directive 91/414/EEC, is likely to be too coarse to be used for environmental risk assessment
of GM plants, since the environmental variation between arable ecosystems within zones (and
indeed within many Member States) is often as large as that between zones. Two additional
factors hamper the accuracy of estimates of impacts attempted at the European or zonal scale.
First, individual Member States operate different regulations concerning certain aspects of
conventional herbicide management applied to potential non-GM comparator crops, so there
are difficulties in the quantification or establishment of detailed baselines in such dynamic
situations for comparative analysis (Champion et al., 2003; Firbank et al., 2003a; Heard et al.,
2005). Second, each Member State will have different baselines for the impact of current
farming practices on the environment. These will influence Member State’s policies on what
are termed variously: environmental stewardship for farmland, biodiversity action plans,
integrated pest management, good farming practice, etc.

6.1.7.4. Environmental impacts of herbicide regimes used in GMHT cropping systems

Maize NK603 is tolerant to glyphosate-based herbicides meaning that these herbicides can be
directly applied to the growing crop to give effective control of weeds (Beckie et al., 2006;
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Soukup et al., 2008). There is extensive literature on the range of effects of the use of
glyphosate and its associated management in glyphosate tolerant crops (Cerdeira and Duke,
2006). Few studies have focussed specifically on the impacts of glyphosate associated with
GMHT maize in Europe, though there is information on GMHT maize from Albajes et al.
(2007, 2009) and Soukup et al. (2008). In addition, projects such as the project on botanical
and rotational implications of GM herbicide tolerance in winter oilseed rape and sugar beet
(BRIGHT) (Sweet et al., 2004) and the Farm Scale Evaluations (FSE) (Firbank et al.,
2003a,b) in the United Kingdom and the NERI study in Denmark (e.g., Strandberg and
Pedersen, 2002) have studied GMHT sugar beet and fodder beet treated with glyphosate.
Also, there is information from the FSE on GMHT forage maize treated with glufosinate.
Additionally there are some other studies of herbicide tolerant crops in European countries
that have compared conventional production systems with GMHT systems (Madsen and
Jensen, 1995; Biickmann et al., 2000; Coyette et al., 2002). Adverse effects on biodiversity of
the management of glyphosate tolerant crops have been reported in several experimental
studies in Europe (Brooks et al., 2003; Hawes et al., 2003; Heard et al., 2003a,b; Lutman et
al., 2008; Squire et al., 2009). Although cumulative effects on biodiversity due to the
continuous cultivation of a GMHT crop have been predicted (Heard et al., 2006), such effects
have not been confirmed by field data. By contrast, for GMHT maize treated with glufosinate
the FSE reported a generally greater abundance of biodiversity than for conventionally treated
maize. Perry et al. (2004) reported that these conclusions for maize would likely be affected
in degree but not in direction by the withdrawal of atrazine from conventional herbicide
management. Following the FSE, the advice from the UK Advisory Committee for Releases
to the Environment (ACRE) was that GMHT maize tested in FSE could be cultivated in the
UK using the regimes used in the FSE, because this would not result in adverse effects, as
defined and assessed by criteria specified in Directive 2001/18/EC. This advice was adopted
by the Department of Environment and Rural Affairs in the UK (DEFRA, 2005). In its
previous scientific opinions on maize Btl1 and 1507, the EFSA GMO Panel considered that
the use of glufosinate ammonium in the cultivation of these two maize events is not likely to
give an increased impact on biodiversity in most situations (EFSA, 2005a,b).

Clearly, for reasons of feasibility, practicability and cost, studies of the FSE extent could not
be carried out to determine the impacts of all the herbicide programmes incorporating
glyphosate that are likely to be adopted by farmers in the different farming regions of each
member state cultivating maize NK603 (e.g., Qi et al. 2008). The above studies have
confirmed that effects on weed populations, and hence biodiversity, are very dependant on the
management of the herbicides in GMHT and conventional crop production systems and on
the herbicides used in both systems. In some circumstances, such as with high dosage or
repeated applications, the use of glyphosate with maize NK603 will more than likely result in
reductions in botanical diversity in maize fields which in turn might adversely affect food
chains and webs. For this reason, the EFSA GMO Panel agrees with the statement from the
applicant that ‘the weed management regime, among other crop management features, may
have adverse effects on non-target organisms’.

Environmental risk assessment must recognise that farming systems are highly dynamic, and
that the introduction of widespread broad-spectrum herbicide systems may lead to substantial
changes in management and biodiversity. On the negative side, there is evidence from
cultivation of GMHT crops in US that continuous and repeated application of glyphosate is
causing changes in weed flora and development of more resistant or tolerant weeds
(Fernandez-Cornejo et al., 2002). Weed shifts have also been discussed by Marshall et al.
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(2001) and noted by Owen (2008). Powles (2008) has observed the development of resistance
in some weed species and its effect in inducing modification of farmers' weed management
through intensification of herbicide usage and subsequent adverse environmental effects. On
the positive side, there is a range of beneficial effects (e.g., increases in collembolans,
reduction of soil erosion, reduction in virus infection), due to the retention of weed coverage
of the soil surface, during the early growth of the crop (Brookes et al., 2003; Dewar et al.,
2003; May et al, 2005). In addition, the use of a broad-spectrum herbicide to control both
monocotyledon and dicotyledons within the maize phase of a rotation may be compensated by
a reduction in herbicide control of dicotyledonous weeds in other crops within the rotation,
particularly if these are also cereals (Heard et al., 2005). Changes to rotations themselves are
also likely, and may have considerable effects since in BRIGHT (Lutman et al., 2008) and in
the FSE (Firbank et al., 2003b) differences between the crops were comparable to those
between treatments. Furthermore, the use of glyphosate-based herbicides allows greater
adoption of minimal or conservation tillage (Locke et al., 2008; Givens et al., 2009). In
addition, since glyphosate is broad-spectrum but has a relatively benign EIQ value it may
replace alternative selective herbicides used on conventional crops which have a poorer
ecotoxicological or environmental profile (Devos et al., 2008; Kleter et al., 2008). For fodder
beet treated with glyphosate, Strandberg and Pedersen (2002) noted that with careful
management according to label recommendations or with further delays to applications there
may be significant improvements of weed flora and arthropod fauna, but that weed seed
production was reduced. They concluded that to predict the long-term consequences of
GMHT systems on arable land biodiversity it would be necessary to study the effects over
several seasons in relevant crop rotations. Heard et al. (2005) believed that growers might
learn to tolerate higher weed densities at certain periods of the growing cycle, provided that
the weeds do not cause economic loss, whilst noting that high weed densities at critical
periods can seriously depress crop yields. Heard et al. (2005) predicted future changes in the
timing of herbicide applications as had already occurred in the US, where uptake of GMHT
crops was driven by the perceived profitability of cropping. There, glyphosate was applied
earlier, and glufosinate later in the season than when GMHT crops were first introduced. The
spatial nature of effects may also be important. Thus, Heard et al. (2005) noted that alterations
to the frequency of high-density weed patches in the landscape could have important
implications, if the spatial distribution of weeds across the landscape affects interactions with
higher trophic levels. For example, farmland birds that forage extensively on weed seeds in
winter, aggregating in direct response to their abundance, may be particularly affected. The
complex nature of all these dynamic effects will of course be further modulated by market
forces and agricultural economics.

Glyphosate can also have effects on soil microbial communities, mycorrhizal fungi and
rhizobial populations important in plant nutrient cycling (Zablotowicz and Reddy, 2004,
2007; Means et al., 2007; Powell et al., 2009a). Zablotowicz and Reddy (2004) reported that
glyphosate was toxic to certain Rhizobia involved in root nodulation and nitrogen fixation in
comparison with herbicides used on conventional soybean. The consequences of this could be
that glyphosate applications will reduce rhizobial populations, at least temporarily, thus
reducing microbial functions and contributions to field ecosystems - principally in relation to
fixing nitrogen. This could lead to increases in synthetic nitrogen application with
consequences for the environment, especially water run-off etc. Powell et al. (2009b)
observed that glyphosate use significantly reduces maize litter decomposition although the
glyphosate effect is dependant on the location of litter placement.
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From the above, the EFSA GMO Panel concludes that whilst it may be easy to list the
environmental advantages and disadvantages to the adoption of GMHT systems, it is by no
means simple to weigh these in the balance. Experimentation with GMHT systems may be
very expensive, particularly because of the need for large-scale plots with sufficient
replication (Perry et al., 2003) and of the need to sample a wide range of biodiversity (Firbank
et al., 2003a) over a sufficiently long period (Lutman et al., 2008). When, for whatever
reason, experimentation is deemed infeasible, modelling may be attempted, particularly to
assess regional-scale and long-term effects of possible changes in agricultural practice over
the course of many rotations. However, present models do not provide a robust means of
predicting outcomes, because of their critical dependence on underlying assumptions.
Different models of the same system may give very different predictions and therefore
caution must be exercised in reviewing the output of models. As an illustration, consider four
models that were built around the GMHT cropping systems studied in the FSE. In an initial
assessment, Heard et al. (2003a,b) used long-term data from the decline in UK weed
seedbanks and compounded this with the reduction in seedbank density found for
dicotyledons in GMHT crops other than maize (i.e., for beet and oilseed rape). They predicted
a worst-case decline in seedbanks of 7% per annum for a 5-course cereal rotation with a break
crop grown every 5 years. By contrast, they believed that it was quite possible that, under
rotations including glufosinate tolerant maize, weed populations would in the long term be
stable or increase. Heard et al. (2005) later revised and refined their earlier opinion for
GMHT beet and rape, after taking into account density dependence of the weeds that
integrated both population dynamics and grower response to weeds, within a 7-course, 4-year
rotational framework. Gibbons et al. (2006) calculated the quantitative effects of changes in
seed rain on the dietary requirements of 17 granivorous farmland bird species, although they
declined to predict effects on individual bird species. They concluded that should beet, spring
and winter rape crops in the UK be largely replaced by GMHT varieties and managed as in
the FSE, this would markedly reduce important food resources for farmland birds, many of
which had already suffered decline during the last 30 years. By contrast, glufosinate-tolerant
maize would be beneficial to farmland birds. Butler et al. (2007) used a semi-qualitative
approach and concluded that of 39 susceptible farmland bird species, even under nationwide
introduction of the GMHT beet and oilseed rape systems studied in the FSE regimes, only one
species would be re-classified to a less favourable conservation status due to the
implementation of such systems. Grower uptake was predicted to have only a limited effect
on Farmland Bird Indices.

Studies have shown that appropriate management of glyphosate can mitigate some of these
potential environmental effects. Mitigation measures include protecting adjacent land from
herbicide effects and the approval for the application of glyphosate (360g/1 ai) on Roundup
Ready maize in Germany’ includes recommendations for separation distances of 20 m from
certain sensitive areas and measures for the protection of water courses. Other measures
include reducing the proportion of the field or crop that is glyphosate treated in order to
maintain levels of biodiversity. For example, Dewar et al. (2003); May et al. (2005) and
Pidgeon et al. (2007) described mitigation measures that could be applied to glyphosate
tolerant sugar beet and similar measures could be applied to maize NK603.

In conclusion, the EFSA GMO Panel is of the opinion that potential impacts on the specific
cultivation, management and harvesting techniques of maize NK603 are indirect effects
entirely associated with the use of the complimentary herbicide regimes and that if maize

? https://portal.bvl.bund/psm/jsp/ListeAnwendg jsp?ts=1242142900401
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NK603 was grown in a similar manner to conventional maize, it would not cause additional
adverse environmental impacts. These conclusions are in line with the conclusions of the
Spanish Competent Authority and its Biosafety Commission. These potential adverse
environmental effects comprise (1) the evolution of less desirable weed assemblages leading
to a reduction in farmland biodiversity; (2) the evolution of weed resistance and (3) the
effects on soil microbial communities. The magnitude of these potential adverse
environmental effects will depend on the specific herbicide management applied at the farm
level.

6.1.8. Conclusions

Since the scope of the current applications includes cultivation, the environmental risk
assessment considered the environmental impact of full-scale commercialisation.

The EFSA GMO Panel considers that maize NK603 has no altered survival, multiplication or
dissemination characteristics and interacts with other organisms as conventional maize. The
likelihood of unintended environmental effects due to the establishment and spread of maize
NK603 will be no different from that of traditionally bred maize.

The EFSA GMO Panel is of the opinion that potential adverse environmental effects of the
cultivation of maize NK603 are indirect effects entirely associated with the use of the
complimentary herbicide regimes. These potential adverse environmental effects comprise (1)
the evolution of less desirable weed assemblages leading to reductions in farmland
biodiversity; (2) the evolution of weed resistance; and (3) effects on soil microbial
communities. The magnitude of these potential adverse environmental effects will depend on
the specific herbicide management applied at the farm level.

Thus the EFSA GMO Panel concludes that maize NK603 plants are unlikely to cause any
direct adverse effects, but that potential adverse environmental effects of the cultivation of
maize NK603 associated with the use of the complimentary glyphosate herbicide have been
identified. This conclusion is in line with the conclusions of the Spanish Competent Authority
and its Biosafety Commission.

6.2. Post-market environmental monitoring

In its environmental risk assessment report, the Spanish Competent Authority and its
Biosafety Commission (see Annex H) identify the “need to consider deeper studies on i) the
potential indirect effects on non-target organisms due to the weed management, ii) the
development of weed resistance to glyphosate and iii) the evolution of the flora associated to
management of the cultivation of maize NK603 and their potential impact on biodiversity”.
The Spanish Competent Authority and its Biosafety Commission consider that “these
potential effects may need to be considered under a post market case-specific-monitoring
under different European conditions for maize NK603 varieties and additional studies may be
required upon agreement with the National Competent Authority”. The Spanish Competent
Authority and its Biosafety Commission are of the opinion that the general surveillance
proposal and the use of questionnaires are appropriate. However, the Spanish Competent
Authority and its Biosafety Commission note that “the questions in the questionnaire mainly
refer to the period in which the GM crop is in the field and does not take sufficiently into

The EFSA Journal (2009) 1137, 31-50



o

" f Herbicide tolerant GM maize NK603 for cultivation, food and feed uses and
€1Sdm . : L o

Euroget Food Sifety Autharity import and processing and for the renewal of the authorisation of existing products,

account the possible development of resistant herbicide tolerant weeds or their impact on
biodiversity at a later stage”.

6.2.1.  General aspects of monitoring

The objectives of a post-market environmental monitoring (PMEM) plan according to Annex
VII of Directive 2001/18/EC are (1) to confirm that any assumption regarding the occurrence
and impact of potential adverse effects of the GMO, or its use, in the environmental risk
assessment are correct; and (2) to identify the occurrence of adverse effects of the GMO, or
its use, on human health or the environment that were not anticipated in the environmental
risk assessment.

The EFSA GMO Panel notes that it only gives its opinion on the scientific quality of the post-
market environmental monitoring activities proposed by applicants, whilst the final
endorsement thereof is done by risk managers.

The EFSA GMO Panel is of the opinion that the structure of the post-market environmental
monitoring plan provided by the applicant complies with the requirements defined in the
Directive 2001/18/EC and the EFSA GMO Panel guidance on post-market environmental
monitoring (EFSA, 2006b).

6.2.2.  Interplay between environmental risk assessment and monitoring

The environmental risk assessment of maize NK603 concluded that (1) maize NK603 plants
are unlikely to cause any direct adverse effects; and that (2) potential adverse environmental
effects of the cultivation of maize NK603 are associated with the use of the complimentary
glyphosate-based herbicides. These potential adverse environmental effects comprise (1) the
evolution of less desirable weed assemblages leading to reductions in farmland biodiversity;
(2) the evolution of weed resistance; and (3) effects on microbial communities. The
magnitude of these potential adverse environmental effects will depend on the specific
herbicide management applied at the farm level. In line with the requirements of Directive
2001/18/EC (EC, 2001) and the EFSA GMO Panel interplay working document (EFSA, 2008)
the EFSA GMO Panel recommends using glyphosate on maize NK603 only in herbicide
regimes that have similar or reduced environmental impacts compared with conventional maize
cultivation.

The EFSA GMO Panel considers that measures could be put in place under Directive
91/414/EEC to ensure compliance with regulatory requirements of the pesticide regimes
operating in Member States. These could include measures for the appropriate management of
glyphosate on GMHT maize and for the development of weed resistance management
strategies in each Member State permitting the use of glyphosate on maize NK603. The
occurrence of weed resistance would be reported to each Member State on an annual basis and
could also be submitted to organisations such as the European Weed Research Association
who monitor weed resistance and develop international strategies for managing weed
resistance.

Moreover, under Directive 91/414/EEC, effects of active substances on soil microbial
communities are considered through functional tests on nitrification and soil respiration. The
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specific use of glyphosate during the growing season of GMHT crops can therefore be
included in such tests.

6.2.3.  Case-specific monitoring

The EFSA GMO Panel agrees with the environmental risk assessment performed by the
applicant that no direct adverse environmental effects of maize NK603 have been observed
and are anticipated and thus case-specific monitoring of the GM plant itself is not required.

The Spanish Competent Authority and its Biosafety Commission proposed that monitoring
should be conducted under Directive 2001/18/EC and recommended to “consider deeper
studies on the following potential adverse effects: the potential indirect effects on non-target
organisms due to the weed management, the development of weed resistance to glyphosate
and the evolution of the flora associated to management of the cultivation of NK603 maize
and their potential impacts on biodiversity”.

However, the EFSA GMO Panel refers to the lessons learned from the Farm Scale
Evaluations of genetically modified herbicide-tolerant crops (e.g., Firbank et al. 2003; Qi et
al. 2008) (see section 6.1.1.7.d). The EFSA GMO Panel is of the opinion that an alternative
option to deeper post-risk assessment studies would be the use of management and mitigation
measures (e.g., Dewar et al., 2003; May et al., 2005; Pidgeon et al., 2007) to manage
herbicide effects on biodiversity in conjunction with the monitoring for weed resistance
evolution under Directive 91/414/EEC as proposed above. General surveillance (Directive
2001/18/EC) is used to determine unanticipated adverse environmental effects.

6.2.4. General surveillance

The objective of general surveillance is to identify unforeseen adverse effects of the GM plant
or its use on human health and the environment that were not predicted in the risk assessment.

The general surveillance proposed by the applicant is based on four pillars: (1) the use of
annual farm questionnaires; (2) the review of scientific information provided by existing
observations networks; (3) the implementation of company stewardship programs; and (4) the
follow-up of various information sources such as official websites, scientific publications and
expert reports on GMOs to identify potential adverse effects associated with the intended uses
of maize NK603.

The EFSA GMO Panel considers general surveillance for the environmental effects of maize
NK603 cultivation to be in line with the general recommendations of its guidance on post-
market environmental monitoring (EFSA, 2006b).

The EFSA GMO Panel welcomes the approach of the applicant to establish farm
questionnaires as a reporting format. The questionnaires to farmers exposed to or using maize
NK603 provided by the applicant are regarded as an adequate tool for addressing several
aspects of general surveillance. While the EFSA GMO Panel considers the format of the
questionnaires provided by the applicant as comprehensive, it proposes the following
modifications:

- Reconsideration whether the alternative response “don’t know” or similar ones should
be added to the answering options to prevent false answers;
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- Questions should be added on the occurrence/observation of (GM) feral plants and/or
(GM) volunteers in subsequent seasons (for the consideration of persistence or
selection);

- Independent from the occurrence/abundance of wildlife, an open question/answer
should address ‘“unexpected observations” (... “if — please specify” for the
consideration of effects on non-target organisms);

- The questionnaire should be designed to allow for the input of general farm
information (e.g., crop rotations, crop performance, crop yields) and field-specific
information (e.g., data on fertilizer usage, soil fertility, pests and diseases, pesticide
use and weed abundance) for each GMHT maize field that is being monitored. In
addition, the questionnaire should include an advisory note explaining that separate
data sets are required for each maize NK603 field to be monitored on a single farm;

- Farm questionnaires for the year(s) after the GM maize cultivation need to be adapted
for the monitoring of the specific crops (maize or different) that follow the maize
NK603 cultivation. It should be in a format that is statistically compatible with the
questionnaires supplied for the maize NK603 growing season;

- In addition to the monitoring of GM herbicide tolerant crops for unanticipated adverse
environmental effects (as part of the general surveillance activities), the applicant
should describe the information which will be collected to assess whether the
herbicide management strategies of Member States are being followed and the levels
of weed control achieved.

The EFSA GMO Panel agrees with the proposal of the applicant to describe the generic
approaches for using other existing surveillance networks. The GMO Panel reiterates its
recommendations on the use of existing networks (e.g., for biodiversity monitoring) and
the liaison between applicants and EU Member States as outlined in chapter 5.3 of the
PMEM opinion (EFSA 2006b). The applicant has also given consideration to the use of
any future surveys of conservation goals as defined in the Directive 2004/35/EC on
environmental liability (EC, 2004) in farming regions where maize NK603 will be
cultivated and intends to investigate their suitability for providing data on potential
changes in biota. However, the EFSA GMO Panel emphasises the following
requirements;

- Existing surveillance networks that monitor herbicide usage, botanical diversity on
farms and weed resistance development should be specifically included in the sources
of information that support general surveillance of maize NK603, in order to
substantially fulfil the scientific requirements for the detection of any unforeseen
environmental effects in relation to maize NK603 cultivation;

- The applicant should commit more explicitly to take into account data collected and
published from existing monitoring programs;

- The applicant should be willing to work, within an appropriate time of establishment
of the new monitoring commitments, with the Competent Authorities under Directive
2001/18/EC of the different Member States where the maize NK603 will be grown, to
review the existing monitoring networks.
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The EFSA GMO Panel also recommends some improvements of general surveillance for the
following issues:

- The role and interplay of all intended actors on behalf of recording, analysis,
evaluation and reporting of monitoring data should be specified and clarified
transparently;

- The current monitoring plan describes the distribution and analysis of farm
questionnaires by the applicant, whilst the obligation for further data collection and
analysis is assigned to third parties and the Competent Authorities in the Member
States. However, at this stage, no agreement on the procedure is seemingly achieved
with these institutions. Moreover, it is not clear which kind of data will be collected to
allow further assessment. Hence, stating to evaluate some annual reports from third
parties provides no insight what is actually intended. Therefore, this aspect should be
clarified by the applicant before market consent is given.

6.2.5.  Reporting results of monitoring

The applicant will submit a general surveillance report on an annual basis. In case of adverse
effects altering the conclusions of the environmental risk assessment, the applicant will
immediately inform the European Commission and the Member States. The EFSA GMO
Panel agrees with the proposal made by the applicant on the reporting intervals. The EFSA
GMO Panel recommends that effective reporting procedures are established with the
Competent Authorities and the Commission as required under the 2002/811/EC of Council
Decision on monitoring (EC, 2002).

6.2.6. Conclusions

The EFSA GMO Panel recommends that the use of the associated herbicide does not cause
adverse environmental impacts greater than those associated with the cultivation of
conventional maize in the EU. This is in line with requirements of Regulation (EC) No
1829/2003 and those of Directive 2001/18/EC. Herbicide management in maize NK603
cultivation should be designed to manage environmental impacts and monitoring should
record any evolution of resistant weeds and adverse unanticipated environmental effects.

The EFSA GMO Panel is of the opinion that monitoring of herbicide management,
compliance with pesticide regulatory requirements of each Member State and effects on weed
resistance, is required in each Member State permitting the use of glyphosate on maize
NK603. This should be done under the pesticide regimes operating in Member States in
compliance with Directive 91/414/EEC as well as under general surveillance under Directive
2001/18/EC to determine unanticipated adverse environmental effects. The Spanish Competent
Authority and its Biosafety Commission propose that monitoring should be conducted under
Directive 2001/18/EC and recommend to “consider deeper studies on the following potential
adverse effects: the potential indirect effects on non-target organisms due to the weed
management, the development of weed resistance to glyphosate and the evolution of the flora
associated to management of the cultivation of NK603 maize and their potential impacts on
biodiversity”. In the frame of general surveillance, the Spanish Competent Authority and its
Biosafety Commission consider the use of farm questionnaires as sole monitoring means
insufficient for the detection of unexpected environmental effects related to the cultivation of
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maize NK603. Therefore, they have proposed that case-specific monitoring is conducted
under Directive 2001/18/EC.

However, the EFSA GMO Panel is of the opinion that an alternative option would be the use
of management and mitigation measures to reduce the adverse environmental effects of the
herbicide, in conjunction with the monitoring for weed resistance evolution under Directive
91/414/EEC and general surveillance monitoring under Directive 2001/18/EC to determine
unanticipated adverse environmental effects.

The EFSA GMO Panel notes that the general surveillance plan not only relies on farm
questionnaires, but also on other sources of data input (such as stewardship programs,
literature screenings). In principle, the EFSA GMO Panel agrees with the general methods
and approaches of the general surveillance plan, but advises the applicant to describe in more
detail how information will be collected that could be used to assess whether the intended
uses of maize NK603 and its specific management are having unanticipated adverse
environmental effects. The EFSA GMO Panel is content with the generic plan of the applicant
to liaise with Competent Authorities in the Member States to implement an EU-wide post-
market environmental monitoring plan on a national level.

OVERALL CONCLUSIONS AND RECOMMENDATIONS

Maize NK603 has been developed for tolerance to glyphosate by the introduction of a gene
coding for glyphosate tolerant 5-enolpyruvylshikimate-3-phosphate synthase (EPSPS)
derived from Agrobacterium sp. strain CP4 (CP4 EPSPS).

The EFSA GMO Panel assessed maize NK603 with reference to the intended uses and
appropriate principles described in the guidance document of the EFSA GMO Panel for the
risk assessment of GM plants and derived food and feed.

The EFSA GMO Panel is of the opinion that the molecular characterisation provided for the
transformation event NK603 is sufficient for the safety assessment. The bioinformatic
analysis of the inserted DNA and flanking regions does not raise any safety concern. The
expression of the genes introduced by genetic modification has been sufficiently analysed and
the stability of the genetic modification has been demonstrated over several generations. The
EFSA GMO Panel considers that the molecular characterisation does not indicate any safety
concern.

The Panel has considered information provided on (1) the molecular inserts within the
transgenic event; (2) the chemical composition of the GM and non-GM maize; and (3) the
safety of the proteins expressed (CP4 EPSPS and CP4 EPSPS L214P) and the whole maize
NK603. Based on the results of compositional analysis of grain and forage material of maize
NK603 collected at field trials from a representative range of environments and seasons, the
EFSA GMO Panel concludes that maize NK603 is compositionally equivalent to
conventional maize, except for the presence of the CP4 EPSPS proteins. In addition, field
trials did not show changes in phenotypic characteristics and agronomic performance except
for the introduced trait.

The CP4 EPSPS and CP4 EPSPS L214P proteins did not induce adverse effects in studies on
acute oral toxicity in mice. There were no adverse effects in a 90-day feeding study on rats
with maize NK603 grain. Feeding studies on broiler chickens, Angus-continental cross steers,
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Holstein dairy cows, growing-finishing pigs, and rats provided evidence of nutritional
equivalence of maize NK603 to conventional maize. In addition it is unlikely that the overall
allergenicity of the whole plant is changed. The EFSA GMO Panel is of the opinion that
maize NK603 is as safe as conventional maize. Maize NK603 and derived products are
unlikely to have any adverse effect on human and animal health in the context of the intended
uses.

On 25 March 2008, the Spanish Competent Authority and its Biosafety Commission provided
to EFSA its opinion on the environmental risk assessment in line with Articles 6.3 (e) and
18.3 (e) of Regulation (EG) No 1829/2003. The Spanish Competent Authority and its
Biosafety Commission conclude that “according to the current state of scientific knowledge
and after examining the existing information and data provided by the Monsanto Company,
the Spanish Commission on Biosafety could give a favourable opinion to the
commercialisation in the E.U. of maize NK603 if proposals and conditions established in the
ERA report are implemented”.

The EFSA GMO Panel considers that maize NK603 has no altered survival, multiplication or
dissemination characteristics and interacts with other organisms as conventional maize. The
likelihood of unintended environmental effects due to the establishment and spread of maize
NK603 will be no different from that of traditionally bred maize. The EFSA GMO Panel
considers that the potential environmental impacts of the specific cultivation, management
and harvesting techniques of maize NK603 are indirect effects entirely associated with the use
of the complimentary herbicide regimes. Thus the EFSA GMO Panel concludes that maize
NK603 plants are unlikely to cause any direct adverse effects, but that potential adverse
environmental effects of the cultivation of maize NK603 associated with the use of the
complimentary glyphosate herbicide have been identified. This conclusion is in line with the
conclusions of the Spanish Competent Authority and its Biosafety Commission.

The EFSA GMO Panel is of the opinion that potential adverse environmental effects of the
cultivation of maize NK603 are indirect effects entirely associated with the use of the
complimentary herbicide regimes. These potential adverse environmental effects comprise (1)
the evolution of less desirable weed assemblages leading to reduction in farmland
biodiversity; (2) the evolution of weed resistance; and (3) the effects on microbial
communities. The magnitude of these potential adverse environmental effects will depend on
the specific herbicide management applied at the farm level. Studies have shown that
appropriate management of glyphosate can mitigate some of these potential environmental
effects (e.g., Dewar et al., 2003; May et al., 2005; Pidgeon et al., 2007; see section 6.1.7.d).

The EFSA GMO Panel recommends that the potential adverse effects of the glyphosate should
be evaluated for the specific use on maize NK603 during the national registration by Member
States under the pesticide Directive 91/414/EEC. In addition, the EFSA GMO Panel
recommends that the occurrence of weed resistance and appropriate management strategies
should be addressed as part of the registration of glyphosate under Directive 91/414/EEC. In
line with its interplay working document (EFSA, 2008) and the requirements of Directive
2001/18/EC (EC, 2001), the EFSA GMO Panel also recommends using glyphosate on maize
NK603 in management regimes that have similar or reduced environmental impacts compared
with conventional maize cultivation.

The Spanish Competent Authority and its Biosafety Commission propose that monitoring
should be conducted under Directive 2001/18/EC and recommend to “consider deeper studies
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on the following potential adverse effects: the potential indirect effects on non-target
organisms due to the weed management, the development of weed resistance to glyphosate
and the evolution of the flora associated to management of the cultivation of NK603 maize
and their potential impacts on biodiversity”.

However, the EFSA GMO Panel is of the opinion that an alternative option would be the use of
management and mitigation measures to reduce the adverse environmental effects of the
herbicide, in conjunction with the monitoring for weed resistance evolution under Directive
91/414/EEC and general surveillance monitoring under Directive 2001/18/EC to determine
unanticipated adverse environmental effects.

The EFSA GMO Panel agrees with the general methods and approaches of the general
surveillance plan, but advises the applicant to describe in more detail how information will be
collected that could be used to assess whether the intended uses of maize NK603 and its
specific management are having unanticipated adverse environmental effects.

In conclusion, the EFSA GMO Panel considers that the information available for maize
NK603 addresses the scientific comments raised by Member States and that maize NK603 is
as safe as its conventional counterpart with respect to potential direct effects on human and
animal health and the environment. However, EFSA GMO Panel concludes that potential
impacts on the specific cultivation, management and harvesting techniques of maize NK603
are indirect effects entirely associated with the use of the complimentary herbicide regimes.
The EFSA GMO Panel therefore recommends managing the use of glyphosate on maize NK603
only in regimes that have similar or reduced environmental impacts compared with conventional
maize cultivation.

DOCUMENTATION PROVIDED TO EFSA

1. Letter from the Competent Authority of the Netherlands, dated 2 August 2005,
concerning a request for placing on the market of maize NK603 in accordance with
Regulation (EC) No 1829/2003.

2. Acknowledgement letter, dated 14 October 2005, from EFSA to the Competent
Authority of the Netherlands.

3. Letter from EFSA to applicant, dated 12 May 2006, delivering the ‘Statement of
Validity’ for application EFSA-GMO-NL-2005-22, maize NK603 submitted by
Monsanto under Regulation (EC) No 1829/2003.

4. Letter from EFSA (Spanish CA) to applicant dated 22 September 2006, requesting
additional information and stopping the clock.

5. Letter from applicant to EFSA (Spanish CA), dated 15 December 2006, providing
additional information.

6. Letter from EFSA to applicant, dated 08 February 2007, requesting additional
information and maintaining the clock stopped.

7. Letter from EFSA (Spanish CA) to applicant, dated 15 February 2007, requesting
additional information and maintaining the clock stopped.
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8. Letter from applicant to EFSA, dated 8 August2007, providing additional
information.

9. Letter from applicant to EFSA (Spanish CA), dated 10 October 2007, providing
additional information.

10. Letter from EFSA (Spanish CA) to applicant, dated 19 November 2007, requesting
additional information and maintaining the clock stopped.

11. Letter from applicant to EFSA (Spanish CA), dated 11 December 2007, providing
additional information.

12. Letter from the Spanish Competent Authority to EFSA with the environmental risk
assessment report of the Spanish Biosafety Commission.

13. Letter from EFSA to applicant, dated 28 April 2008, requesting additional information
and maintaining the clock stopped.

14. Letter from applicant to EFSA, dated 1 October 2008, providing additional
information.

15. Letter from EFSA to applicant, dated 7 November 2008, requesting additional
information and maintaining the clock stopped.

16. Letter from applicant to EFSA, dated 15 December 2008, providing additional
information.

17. Letter from EFSA to applicant, dated 16 February 2009, requesting additional
information and maintaining the clock stopped.

18. Letter from applicant to EFSA, dated 25 February 2009, providing additional
information.

19. Letter from EFSA to applicant, dated 06 March 2009, restarting the clock.

REFERENCES

ACNFP, 1994. Annual Report 1994, Appendix 4, Advisory Committee on Novel Foods and
Processes, London, UK, http://www.acnfp.gov.uk/annualreports/acnfp_report 1994

Albajes R, Eizaguirre M, Casado D, Pérez M, Lopez C, Lumbierres B, Pons X, 2007. Impact
of glyphosate use on arthropods related to the cultivation of transgenic herbicide-tolerant
maize. IOBC/wprs Working Group ‘GMOs in Integrated Plant Production’, 3" EIGMO
Meeting “Ecological Impact of Genetically Modified Organisms (EIGMO)”, http://iobc-
gmo.sggw.pl/image/programe.pdf

Albajes R, Lumbierres B, Pons X, 2009. Responsiveness of arthropod herbivores and their
natural enemies to modified weed management in corn. Environmental Entomology,
38(3): 944-954

Aylor DE, Schultes NP, Shields EJ, 2003. An aerobiological framework for assessing cross-
pollination in maize. Agricultural and Forest Meteorology, 119: 111-129

Bagavathiannan MV, Van Acker RC, 2008. Crop ferality: Implications for novel trait
confinement. Agriculture, Ecosystems & Environment, 127: 1-6

The EFSA Journal (2009) 1137, 39-50


http://www.acnfp.gov.uk/annualreports/acnfp_report_1994

o

" f Herbicide tolerant GM maize NK603 for cultivation, food and feed uses and
€1Sdm . : L o

Euroget Food Sifety Autharity import and processing and for the renewal of the authorisation of existing products,

Bannert M, Stamp P, 2007. Cross-pollination of maize at long distance. European Journal of
Agronomy, 27: 44-51

Beckie HJ, Harker KN, Hall LM, Warwick SI, Legere A, Sikkema PH, Clayton GW, Thomas
AG, Leeson JY, Seguin-Swartz G, Simard MJ, 2006. A decade of herbicide-resistant
crops in Canada. Canadian Journal of Plant Science, 86: 1243-1264

Butler SJ, Vickery JA, Norris K, 2007. Farmland biodiversity and the footprint of agriculture.
Science, 315: 381-384

Bitocchi E, Nanni L, Rossi M, Rau D, Bellucci E, Giardini A, Buonamici A, Vendramin GG,
Papa R, 2009. Introgression from modern hybrid varieties into landrace populations of
maize (Zea mays ssp mays L.) in central Italy. Molecular Ecology, 18: 603-621

Brooks DR, Bohan DA, Champion GT, Haughton AJ, Hawes C, Heard MS, Clark SJ, Dewar
AM, Firbank LG, Perry JN, Rothery P, Scott RJ, Woiwod IP, Birchall C, Skellern MP,
Walker JH, Baker P, Bell D, Browne EL, Dewar AJG, Fairfax CM, Garner BH, Haylock
LA, Horne SL, Hulmes SE, Mason NS, Norton LR, Nuttall P, Randle Z, Rossall MJ,
Sands RJIN, Singer EJ, Walker MJ, 2003. Invertebrate responses to the management of
genetically modified herbicide-tolerant and conventional spring crops. I. Soil-surface-
active invertebrates. Philosophical Transactions of the Royal Society, London B, 358:
1847-1862

Biickmann H, Petersen J, Schlinker G, Mirldnder B, 2000. Weed control in genetically
modified sugar beet — Two years experiences of a field trial series in Germany. Zeitschrift
fir PflanzenKrankheit und PflanzenSchutzung, 17: 353-362

CAC, 2003. Codex Alimentarius Commission. Codex principles and guidelines on foods
derived from biotechnology Foods Derived from Biotechnology. Joint FAO/WHO Food
Standards Programme, Food and Agriculture Organisation: Rome,
ftp://ftp.fao.org/docrep/fao/007/y5819e/y5819e00.pdf

Cerdeira AL, Duke SO, 2006. The current status and environmental impacts of glyphosate-
resistant crops: A review. Journal of Environmental Quality, 35: 1633-1658

Chamberlain DE, Fuller RJ, Bunce RGH, Duckworth JC, Shrubb M, 2000. Changes in the
abundance of farmland birds in relation to the timing of agricultural intensification in
England and Wales. Journal of Applied Ecology, 37: 771-788

Champion GT, May MJ, Bennett S, Brooks DR, Clark SJ, Daniels RE, Firbank LG, Haughton
AlJ, Hawes C, Heard MS, Perry JN, Randle Z, Rossall MJ, Rothery P, Skellern MP, Scott
RJ, Squire GR, Thomas MR, 2003. Crop management and agronomic context of the Farm
Scale Evaluations of genetically modified herbicide-tolerant crops. Philosophical
Transactions of the Royal Society, London B, 358: 1801-1818

Chassy B, Carter C, McGloughlin M, McHughen A, Parrott W, Preston C, Roush R, Shelton
A, Strauss SH, 2003. UK field-scale evaluations answer wrong questions. Nature
Biotechnology, 21: 1429-143

The EFSA Journal (2009) 1137, 40-50


ftp://ftp.fao.org/docrep/fao/007/y5819e/y5819e00.pdf

s

" f Herbicide tolerant GM maize NK603 for cultivation, food and feed uses and
€1Sdm . : L o

iigoin Food Saboky Aoy import and processing and for the renewal of the authorisation of existing products,

Chrenkova M, Sommer A, Cerestakova Z, Nitrayova S, Prostredna M, 2002. Nutritional
evaluation of genetically modified maize corn performed on rats. Archives of Animal
Nutrition, 56: 229-235

Cox WJ, Hahn RR, Stachowski PJ, 2006. Time of weed removal with glyphosate affects corn
growth and yield components. Agronomy Journal, 98: 349-353

Coyette B, Tencalla F, Brants I, Fichet Y, Rouchouze D, 2002. Effect of introducing
glyphosate-tolerant sugar beet on pesticide usage in Europe. Pesticide Outlook, 13: 219-
223

DEFRA, 2005. Secretary of State Margaret Beckett’s statement on GM policy,
http://webarchive.nationalarchives.gov.uk/20080306073937/http://www.defra.gov.uk/envi
ronment/gm/fse/

Delage S, Brunet Y, Dupont S, Tulet P, Pinty J-P, Lac C, Escobar J, 2007. Atmospheric
dispersal of maize pollen over the Aquitaine region. In Stein AJ, Rodriguez-Cerezo E
(Eds.), Book of abstracts of the third International Conference on Coexistence between
Genetically Modified (GM) and non-GM-based Agricultural Supply Chains, European
Commission, pp. 302-303

Devos Y, Reheul D, De Schrijver A, 2005. The co-existence between transgenic and non-
transgenic maize in the European Union: a focus on pollen flow and cross-fertilization.
Environmental Biosafety Research, 4: 71-87

Devos Y, Cougnon M, Vergucht S, Bulcke R, Haesaert G, Steurbaut W, Reheul D, 2008.
Environmental impact of herbicide regimes used with genetically modified herbicide-
resistant maize. Transgenic Research, 17: 1059-1077 (Erratum: 18: 315-316)

Devos Y, De Schrijver A, Reheul D, 2009a. Quantifying the introgressive hybridisation
propensity between transgenic oilseed rape and its wild/weedy relatives. Environmental
Monitoring and Assessment, 149: 303-322

Devos Y, Demont M, Dillen K, Reheul D, Kaiser M, Sanvido O, 2009b. Coexistence of
genetically modified (GM) and non-GM crops in the European Union. A review.
Agronomy for Sustainable Development, 29: 11-30

Dewar AM, May MJ, Woiwod IP, Haylock LA, Champion GT, Garner BH, Sands RIN, Qi A,
Pidgeon JD, 2003. A novel approach to the use of genetically modified herbicide tolerant
crops for environmental benefit. Proceedings of the Royal Society B-Biological Sciences,
270: 335-340

Digiovanni F, Kevan PG, Nasr ME, 1995. The variability in settling velocities of some pollen
and spores. Grana, 34: 39-44

Dill GM, 2005. Glyphosate-resistant crops: history, status and future. Pest Management
Science, 61:219-224

Duke SO, Powles SB, 2008. Glyphosate: a once-in-a-century herbicide. Pest Management
Science, 64: 319-325

The EFSA Journal (2009) 1137, 41-50


http://webarchive.nationalarchives.gov.uk/20080306073937/http://www.defra.gov.uk/environment/gm/fse/
http://webarchive.nationalarchives.gov.uk/20080306073937/http://www.defra.gov.uk/environment/gm/fse/

s

e f Herbicide tolerant GM maize NK603 for cultivation, food and feed uses and
€1Sdm . : L C

iigoin Food Saboky Aoy import and processing and for the renewal of the authorisation of existing products,

Eastham K, Sweet J, 2002. Genetically modified organisms (GMOs): the significance of gene
flow through pollen transfer. European Environment Agency,
http://reports.eea.eu.int/environmental _issue report 2002 _28/en/GMOs%20for%20www.

pdf

EC, 1991. Council Directive of 15 July 1991 concerning the placing of plant protection
products on the market (91/414/EEC). Official Journal of the European Union, L230: 1-
32

EC, 1996. Commission Decision of 3 April 1996 concerning the placing on the market of
genetically modified soya beans (Glycine max L.) with increased tolerance to the
herbicide glyphosate, pursuant to Council Directive 90/220/EEC. Official Journal of the
European Communities, L 107/10

EC, 2001. Directive 2001/18/EC of the European Parliament and of the Council of 12 March
2001 on the deliberate release into the environment of genetically modified organisms and
repealing Council Directive 90/220/EEC. Official Journal of the European Communities,
L106: 1-39

EC, 2002. Council Decision of 3 October 2002 establishing guidance notes supplementing
Annex VII to Directive 2001/18/EC of the European Parliament and of the Council on the
deliberate release into the environment of genetically modified organisms and repealing
Council Directive 90/220/EEC. Official Journal of the European Communities L, 27-36

EC, 2004. Directive 2004/35/CE of the European Parliament and of the council of 21 April
2004 on environmental liability with regard to the prevention and remedying of
environmental damage. Official Journal of the European Communities L, 56-75

EC, 2008. Letter from the European Commission to EFSA on the environmental risk
assessment of herbicide tolerant plants — interplay between Directive 2001/18/EC and
Directive 91/414/EEC (Ref ENV/B3/AA/JH/YK/gm D(2008)ARES(2008)25125),

http://www.efsa.europa.eu/cs/BlobServer/DocumentSet/gmo_response_european_commissio
n_en.pdf?ssbinary=true

EFSA, 2003a. Opinion of the Scientific Panel on Genetically Modified Organisms on a
request from the Commission related to the Notification (Reference CE/ES/00/01) for the
placing on the market of herbicide-tolerant genetically modified maize NK603, for import
and processing, under Part C of Directive 2001/18/EC from Monsanto (Question No
EFSA-Q-2003-003), The EFSA Journal, 10: 1-13,
http://www.efsa.eu.int/science/gmo/gmo_opinions/176/opinion_gmo 03 final enl.pdf

EFSA, 2003b. Opinion of the Scientific Panel on Genetically Modified Organisms on a
request from the Commission related to the safety of foods and food ingredients derived
from herbicide-tolerant genetically modified maize NK603, for which a request for
placing on the market was submitted under Article 4 of the Novel Food Regulation (EC)
No 258/97 by Monsanto (Question No EFSA-Q- 2003-002), The EFSA Journal, 9: 1-14,
http://www.efsa.eu.int/science/gmo/gmo_opinions/177/opinion_gmo 02 final enl.pdf

The EFSA Journal (2009) 1137, 42-50


http://reports.eea.eu.int/environmental_issue_report_2002_28/en/GMOs%20for%20www.pdf
http://reports.eea.eu.int/environmental_issue_report_2002_28/en/GMOs%20for%20www.pdf
http://www.efsa.europa.eu/cs/BlobServer/DocumentSet/gmo_response_european_commission_en.pdf?ssbinary=true
http://www.efsa.europa.eu/cs/BlobServer/DocumentSet/gmo_response_european_commission_en.pdf?ssbinary=true

s

e f Herbicide tolerant GM maize NK603 for cultivation, food and feed uses and
€1Sdm . : L C

iigoin Food Saboky Aoy import and processing and for the renewal of the authorisation of existing products,

EFSA, 2004. Opinion of the Scientific Panel on Genetically Modified Organisms on the use
of antibiotic resistance genes in genetically modified plants. The EFSA Journal, 48: 1-18,
http://www.efsa.europa.eu/cs/BlobServer/Scientific_Opinion/opinion_gmo_05_enl.pdf

EFSA, 2004. Opinion of the Scientific Panel on Genetically Modified Organisms on a request
from the Commission related to the Notification (Reference C/NL/98/11) for the placing
on the market of herbicide-tolerant oilseed rape GT73, for import and processing, under
Part C of Directive 2001/18/EC from Monsanto. The EFSA Journal, 29: 1-19.

EFSA, 2005a. Opinion of the Scientific Panel on Genetically Modified Organisms on a
request from the Commission related to the notification (Reference C/ES/01/01) for the
placing on the market of insect-tolerant genetically modified maize 1507, for import, feed
and industrial processing and cultivation, under Part C of Directive 2001/18/EC from
Pioneer Hi-Bred International/Mycogen Seeds. The EFSA Journal, 181: 1-33,
http://www.efsa.europa.eu/cs/BlobServer/Scientific_Opinion/op_gmO08 ¢j181 1507 opini
on_docl 2enl.pdf

EFSA, 2005b. Opinion of the Scientific Panel on Genetically Modified Organisms on a
request from the Commission related to the notification (Reference C/F/96/05.10) for the
placing on the market of insect resistant genetically modified maize Btl1, for cultivation,
feed and industrial processing, under Part C of Directive 2001/18/EC from Syngenta
Seeds. The EFSA Journal, 213: 1-33,
http://www.efsa.europa.eu/cs/BlobServer/Scientific_Opinion/gmo_op_ej213_btl Imaize
cultivation_en10.pdf

EFSA, 2006a. Guidance document of the Scientific Panel on Genetically Modified Organisms
for the risk assessment of genetically modified plants and derived food and feed. The
EFSA Journal, 99: 1-100,
http://www.efsa.europa.eu/cs/BlobServer/Scientific_Document/gmo_guidance gm_plants
_en.pdf?ssbinary=true

EFSA, 2006b. Opinion of the Scientific Panel on Genetically Modified Organisms on the Post
Market Environmental Monitoring (PMEM) of genetically modified plants. The EFSA
Journal, 319: 1-27,
http://www.efsa.europa.eu/cs/BlobServer/Scientific_ Opinion/gmo_op_¢€j319 pmem_en,0.

pdf

EFSA, 2006c. Opinion of the Scientific Panel on Genetically Modified Organisms on an
application (Reference EFSA-GMO-UK-2004-08) for the placing on the market of
products produced from glyphosate-tolerant genetically modified sugar beet H7-1, for
food and feed uses, under Regulation (EC) No 1829/2003 from KWS SAAT AG and
Monsanto. The EFSA Journal, 431: 1-18

EFSA, 2007. Statement of the Scientific Panel on Genetically Modified Organisms on the
safe use of the nptll antibiotic resistance marker gene in genetically modified plants
adopted on 22-23 March 2007,

http://www.efsa.europa.eu/EFSA/efsa locale-1178620753812 117862077564 1.htm

EFSA, 2008a. Opinion of the Scientific Panel on Genetically Modified Organisms on
application (Reference EFSA-GMO-NL-2006-36) for the placing on the market of

The EFSA Journal (2009) 1137, 43-50


http://www.efsa.europa.eu/cs/BlobServer/Scientific_Opinion/opinion_gmo_05_en1.pdf
http://www.efsa.europa.eu/cs/BlobServer/Scientific_Opinion/op_gm08_ej181_1507_opinion_doc1_2en1.pdf
http://www.efsa.europa.eu/cs/BlobServer/Scientific_Opinion/op_gm08_ej181_1507_opinion_doc1_2en1.pdf
http://www.efsa.europa.eu/cs/BlobServer/Scientific_Opinion/gmo_op_ej213_bt11maize_cultivation_en10.pdf
http://www.efsa.europa.eu/cs/BlobServer/Scientific_Opinion/gmo_op_ej213_bt11maize_cultivation_en10.pdf
http://www.efsa.europa.eu/cs/BlobServer/Scientific_Document/gmo_guidance_gm_plants_en.pdf?ssbinary=true
http://www.efsa.europa.eu/cs/BlobServer/Scientific_Document/gmo_guidance_gm_plants_en.pdf?ssbinary=true
http://www.efsa.europa.eu/cs/BlobServer/Scientific_Opinion/gmo_op_ej319_pmem_en,0.pdf
http://www.efsa.europa.eu/cs/BlobServer/Scientific_Opinion/gmo_op_ej319_pmem_en,0.pdf
http://www.efsa.europa.eu/EFSA/efsa_locale-1178620753812_1178620775641.htm

s

" f Herbicide tolerant GM maize NK603 for cultivation, food and feed uses and
€1Sdm . : L o

iigoin Food Saboky Aoy import and processing and for the renewal of the authorisation of existing products,

glyphosate-tolerant genetically modified soybean MON89788, for food and feed uses,
import and processing under Regulation (EC) No 1829/2003 from Monsanto. The EFSA
Journal, 758: 1-23

EFSA, 2008b. Working document of the GMO Panel on the interplay between Directive
2001/18/EC  (GMOs) and Directive 91/414/EEC (Plant Protection Products),
http://www.efsa.europa.eu/cs/BlobServer/DocumentSet/gmo_working_document_en.pdf

Erickson GE, Robbins ND, Simon JJ, Berger LL, Klopfenstein TJ, Stanisiewski EP, Hartnell
GF, 2003. Effect of feeding glyphosate-tolerant (Roundup-Ready events GA21 or nk603)
corn compared with reference hybrids on feedlot steer performance and carcass
characteristics. Journal of Animal Science, 81: 2600-2608

Esteve-Garcia E, Llaurado L, 1997. Performance, breat meat yield, and abdominal fat
deposition of male broiler chickens fed diets supplemented with DL-methionine or DL-
methionine hydroxy analogue free acid. British Poultry Science, 38: 397-404

Farran MT, Khalil RF, Uwayjan MG, Ashkarian VM, 2000. Performance and carcass quality
of commerecial broiler strains. Journal Applied Poultry Research, 9: 252-257

Fernandez-Cornejo J, Klotz-Ingram C, Jans S, 2002. Farm-level effects of adopting herbicide-
tolerant soybeans in the USA. Journal of Agricultural and Applied Economics, 34: 149-
163

Firbank LG, Heard MS, Woiwod IP, Hawes C, Haughton AJ, Champion GT, Scott RJ, Hill
MO, Dewar AM, Squire GR, May MJ, Brooks DR, Bohan DA, Daniels RE, Osborne JL,
Roy DB, Black HIJ, Rothery P, Perry JN, 2003a. An introduction to the Farm-Scale
Evaluations of genetically modified herbicide-tolerant crops. Journal of Applied Ecology,
40: 2-16

Firbank LG, Perry JN, Squire GR, Bohan DA, Brooks DR, Champion GT, Clark SJ, Daniels
RE, Dewar AM, Haughton AJ, Hawes C, Heard MS, Hill MO, May MJ, Osborne JL,
Rothery P, Roy DB, Scott RJ, Woiwod IP, 2003b. The implications of spring-sown
genetically modified herbicide-tolerant crops for farmland biodiversity: a commentary on
the farm scale evaluations of spring sown crops,
http://webarchive.nationalarchives.gov.uk/20080306073937/http://www.defra.gov.uk/envi
ronment/gm/fse/results/fse-commentary.pdf

Fischer RL, Lewis AJ, Miller PS, 2002. Comparison of swine performance when fed diets
containing Roundup Ready® corn, parental line corn, or two commercial corns. 2002
Nebraska Swine Report: 7-11

Gianessi LP, 2005. Economic and herbicide use impacts of glyphosate-resistant crops. Pest
Management Science, 61: 241-245

Gianessi LP, 2008. Economic impacts of glyphosate-resistant crops. Pest Management
Science, 64: 346-352

Gianessi LP, Silvers CS, Sankula S, Carpenter JE, 2002. Plant biotechnology: current and
potential impact for improving pest management in US agriculture. An analysis of 40 case

The EFSA Journal (2009) 1137, 44-50


http://www.efsa.europa.eu/cs/BlobServer/DocumentSet/gmo_working_document_en.pdf
http://webarchive.nationalarchives.gov.uk/20080306073937/http://www.defra.gov.uk/environment/gm/fse/results/fse-commentary.pdf
http://webarchive.nationalarchives.gov.uk/20080306073937/http://www.defra.gov.uk/environment/gm/fse/results/fse-commentary.pdf

o

" f Herbicide tolerant GM maize NK603 for cultivation, food and feed uses and
€1Sdm . : L o

Euroget Food Sifety Autharity import and processing and for the renewal of the authorisation of existing products,

studies June 2002. Herbicide tolerant field corn. National Center for Food and
Agricultural Policy, Washington, US, http://www.ncfap.org/documents/SweetCornHT.pdf

Gibbons DW, Bohan DA, Rothery P, Stuart RC, Haughton AJ, Scott RJ, Wilson JD, Perry
JN, Clark SJ, Dawson RJG, Firbank LG, 2006. Weed seed resources for birds in fields
with contrasting conventional and genetically modified herbicide-tolerant crops.
Proceedings of the Royal Society B-Biological Sciences, 273: 921-1928

Givens WA, Shaw DR, Kruger GR, Johnson WG, Weller SC, Young BG, Wilson RG, Owen
MDK, Jordan D, 2009. Survey of tillage trends following the adoption of glyphosate-
resistant crops. Weed technology, 23: 150-155

Gower SA, Loux MM, Cardina J, Harrison SK, 2002. Effect of planting date, residual
herbicide, and postemergence application timing on weed control and grain yield in
glyphosate-tolerant corn (Zea mays). Weed Technology, 16: 448-494

Gower SA, Loux MM, Cardina J, Harrison SK, Sprankle PL, Probst NJ, Bauman TT, Bugg
W, Curran WS, Currie RS, Harvey RG, Johnson WG, Kells JJ, Owen MDK, Regehr DL,
Slack CH, Spaur M, Sprague CL, VanGessel M, Young BG, 2003. Effect of
postemergence glyphosate application timing on weed control and grain yield in
glyphosate-resistant corn: results of a 2-yr multistate study. Weed Technology, 17: 821-
828

Grant RJ, Fanning KC, Kleinschmit D, Stanisiewski EP, Hartnell GF, 2003. Influence of
glyphosate-tolerant (event NK603) and corn rootworm protected (event MON863) corn
silage and grain of feed consumption and milk production in Holstein cattle. Journal of
Dairy Science, 86: 1707-1715

Grichar WJ, Minton BW, 2006. Supplementary weed control using soil-applied herbicides in
glyphosate-resistant maize in Texas. Crop Protection, 25: 1071-1074

Gruber S, Colbach N, Barbottin A, Pekrun C, 2008. Post-harvest gene escape and approaches
for minimizing it. CAB Reviews: Perspectives in Agriculture, Veterinary Science,
Nutrition and Natural Resources, 3: 1-17

Hammond B, Dudek R, Lemen J, Nemeth M, 2004. Result of a 13 week safety assurance
study with rats fed grain from glyphosate tolerant corn. Food and Chemical Toxicology,
42:1003-1014

Hawes C, Haughton AJ, Osborne JL, Roy DB, Clark SJ, Perry JN, Rothery P, Bohan DA,
Brooks DR, Champion GT, Dewar AM, Heard MS, Woiwod IP, Daniels RE, Young MW,
Parish AM, Scott RJ, Firbank LG, Squire GR, 2003. Responses of plants and invertebrate
trophic groups to contrasting herbicide regimes in the Farm Scale Evaluations of
genetically modified herbicide-tolerant crops. Philosophical Transactions of the Royal
Society, London B, 358: 1899-1915

Heard MS, Hawes C, Champion GT, Clark SJ, Firbank LG, Haughton AJ, Parish A, Perry JN,
Rothery P, Scott RJ, Skellern M, Squire GR, Hill MO, 2003a. Weeds in fields with
contrasting conventional and genetically modified herbicide-tolerant crops. 1. Effects on

The EFSA Journal (2009) 1137, 45-50


http://www.ncfap.org/documents/SweetCornHT.pdf

o

" f Herbicide tolerant GM maize NK603 for cultivation, food and feed uses and
€1Sdm . : L o

Euroget Food Sifety Autharity import and processing and for the renewal of the authorisation of existing products,

abundance and diversity. Philosophical Transactions of the Royal Society, London B, 358:
1819-1832

Heard MS, Hawes C, Champion GT, Clark SJ, Firbank LG, Haughton AJ, Parish AM, Perry
JN, Rothery P, Roy DB, Scott RJ, Skellern MP, Squire GR, Hill MO, 2003b. Weeds in
fields with contrasting conventional and genetically modified herbicide-tolerant crops. 2.
The effects on individual species. Philosophical Transactions of the Royal Society,
London B, 358: 1833-1846

Heard MS, Rothery P, Perry JN, Firbank LG, 2005. Predicting long-term changes in weed
populations under GMHT crop management. Weed Research, 45: 331-338

Heard MS, Clark SJ, Rothery P, Perry JN, Bohan DA, Brooks DR, Champion GT, Dewar
AM, Hawes C, Haughton AJ, May MJ, Scott RJ, Stuart RS, Squire GR, Firbank LG,
2006. Effects of successive seasons of genetically modified herbicide-tolerant maize
cropping on weeds and invertebrates. Annals of Applied Biology, 149: 249-254

Hiisken A, Ammann K, Messeguer J, Papa R, Robson P, Schiemann J, Squire G, Stamp P,
Sweet J, Wilhelm R, 2007. A major European synthesis of data on pollen and seed
mediated gene flow in maize in the SIGMEA project. In Stein A, Rodriguez-Cerezo E
(Eds.), Books of abstracts of the third International Conference on Coexistence between
Genetically Modified (GM) and non-GM-based Agricultural Supply Chains, European
Commission, pp. 53-56

Hyun Y, Bressner GE, Ellis M, Lewis AJ, Fischer R, Stanisiewski EP, Hartnell GF, 2004.
Performance of growing-finishing pigs fed diets containing Roundup Ready corn (event
nk603), a nontransgenic genetically similar corn, or conventional corn lines. Journal of
Animal Science, 82: 571-580

Ipharraguerre IR, Younker RS, Clark JH, Stanisiewski EP, Hartnell GF, 2003. Performance of
lactating dairy cows fed corn as whole plant silage and grain produced from a glyphosate-
tolerant hybrid (event NK603). Journal of Dairy Science, 86: 1734-1741

James C, 2008. Global Status of Commercialized Biotech/GM Crops: 2008. ISAAA Brief No.
39: 1-19

Jarosz N, Loubet B, Durand B, Foueillassar X, Huber L, 2005. Variations in maize pollen
emission and deposition in relation to microclimate. Environmental Science and
Technology, 39: 4377-4384

Jasinski JR, Eisley JB, Young CE, Kovach J, Willson H, 2003. Select nontarget arthropod
abundance in transgenic and nontransgenic field crops in Ohio. Environmental
Entomology, 32: 407-413

Johnson WG, Bradley PR, Hart SE, Buesinger ML, Massey RE, 2000. Efficacy and
economics of weed management in glyphosate-resistant corn (Zea mays). Weed
Technology, 14: 57-65

Jones SM, Magnolfi CF, Cooke SK, Sampson HA, 1995. Immunologic cross-reactivity
among cereal grains and grasses in children with food hypersensitivity. Journal of Allergy
Clinical Immunology, 96: 341-351

The EFSA Journal (2009) 1137, 46-50



o

" f Herbicide tolerant GM maize NK603 for cultivation, food and feed uses and
€1Sdm . : L o

Euroget Food Sifety Autharity import and processing and for the renewal of the authorisation of existing products,

Keese P, 2008. Risks from GMOs due to horizontal gene transfer. Environmental Biosafety
Research, 7: 123-149

Kidd MT, Kerr BJ 1997. Threonine responses in commercial broilers at 30 to 42 days.
Journal Applied Poultry Research, 6: 362-367

Kleter GA, Harris C, Stephenson G, Unsworth J, 2008. Comparison of herbicide regimes and
the associated potential environmental effects of glyphosate-resistant crops versus what
they replace in Europe. Pest Management Science, 64: 479-488

Krebs JR, Wilson JD, Bradbury RD, Sirwardena GM, 1999. The second Silent Spring?
Nature, 400: 611-612

Lei S, Van Beek G, 1997. Influence of activity and dietary energy on broiler performance,
carcass yield and sensory quality. British Poultry Science, 38: 183-189

Locke MA, Zablotowicz RM, Reddy KN, 2008. Integrating soil conservation practices and
glyphosate-resistant crops: impacts on soil. Pest Management Science, 64: 457-469

Lutman PJW, Sweet J, Berry K, Law J, Payne R, Simpson E, Walker K, Wightman P, 2008.
Weed control in conventional and herbicide tolerant winter oilseed rape (Brassica napus)
grown in rotations with winter cereals in the UK. Weed Research, 48: 408-419

Madsen KH, Jensen JE, 1995. Weed control in glyphosate-tolerant sugar-beet (Beta vulgaris
L.). Weed Research, 35: 105-111

Mallory-Smith C, Zapiola M, 2008. Gene flow from glyphosate-resistant crops. Pest
Management Science, 64: 428-440

Malone LA, Burgess EPJ, 2009. Impact of genetically modified crops on pollinators. In: Ferry
N, Gatechouse AMR (Eds.), Environmental Impact of Genetically Modified Crops, CAB
International, pp. 199-222

Marshall J, Brown V, Boatman N, Lutman P, Squire G, 2001. The impact of herbicides on
weed abundance and biodiversity. Defra PN0940. A report for the UK Pesticides Safety
Directorate. Bristol: IACR Long Ashton Research Station,
http://www.pesticides.gov.uk/uploadedfiles/Web_Assets/PSD/Research PN0940.pdf

May MJ, Champion GT, Dewar AM, Qi A, Pidgeon JD, 2005. Management of genetically
modified herbicide tolerant sugar beet for spring and autumn environmental benefit.
Proceedings of the Royal Society B-Biological Sciences, 272: 111-119

Means NE, Kremer RJ, Ramsier C, 2007. Effects of glyphosate and foliar amendments on
activity of microorganisms in the soybean rhizosphere. Journal of Environmental Science
and Health Part B-Pesticides Food Contaminants and Agricultural Wastes, 42: 125-132

Moneret-Vautrin DA, Kanny G, Beaudouin E, 1998. L'allergie alimentaire au mais existe-t-
elle? Allergie et immunologie, 30: 230

The EFSA Journal (2009) 1137, 47-50


http://www.pesticides.gov.uk/uploadedfiles/Web_Assets/PSD/Research_PN0940.pdf

o

" f Herbicide tolerant GM maize NK603 for cultivation, food and feed uses and
€1Sdm . : L o

Euroget Food Sifety Autharity import and processing and for the renewal of the authorisation of existing products,

Monsanto, 2007a. Label Proposal — Roundup PRO2 — Herbicide — Formulation concentre
soluble. Submitted to AFSSA/DiVE France as part of Application with reference number
2008-0630

Monsanto, 2007b. Seguridad del Herbicida roundup Ready®™ y su empleo sobre variedades
modificadas geneticamente para tolerancia a glifosato. Cuaderno Técnico n°6, Monsanto
Agricultura Espana, S.L., Av. De Burgos, 17. 28036 Madrid, pp. 59

Morales CL, Traveset A, 2008. Interspecific pollen transfer: magnitude, prevalence and
consequences for plant fitness. Critical Reviews in Plant Science, 27: 221-238

Norsworthy JK, Burgos NR, Oliver LR, 2001. Differences in weed tolerance to glyphosate
involve different mechanisms. Weed Technology, 15: 725-731

Myers MW, Curran WS, VanGessel MJ, Majek BA, Scott BA, Mortensen DA, Calvin DD,
Karsten HD, Roth GW, 2005. The effects of weed density and application timing on weed
control and corn grain yield. Weed Technology, 19: 102-107

Qi A, Perry JN, Pidgeon JD, Haylock LA, Brooks DR (2008): Cost-efficacy in measuring
farmland biodiversity — lessons from the Farm Scale Evaluations of genetically modified
herbicide-tolerant crops. Annals of Applied Biology, 152: 93-101

Owen MDK, 2008. Weed species shifts in glyphosate-resistant crops. Pest Management
Science, 64: 377-387

Palaudelmas M, Penas G, Melé E, Serra J, Salvia J, Pla M, Nadal A, Messeguer J, 2009.
Effect of volunteers on maize gene flow. Transgenic Research, pre-print published online,
DOI:10.1007/s11248-009-9250-7

Parker RG, York AC, Jordan DL, 2006. Weed control in glyphosate-resistant corn as affected
by preemergence herbicide and timing of postemergence herbicide application. Weed
Technology, 20: 564-570

Pasini G, Limonato B, Curioni A, Vincenti S, Cristaudo A, Cantucci B, Dal BelinPeruffo A,
Giannattasio M, 2002. IgE-mediated allergy to corn: a 50 kDa protein, belonging to the
Reduced Soluble Proteins, is a major allergen. Allergy, 57: 98-106

Pastorello E, Farioli F, Pravettoni V, Ispano M, Scibola E, Trambaioli C, Giuffrida M,
Ansaloni R, Godovac-Zimmermann J, Conti A, 2000. The maize major allergen, which is
responsible for foodinduced allergic reactions, is a lipid transfer protein? Journal of
Allergy and Clinical Immunology, 106: 744-751

Peak SD, Walsh TJ, Benton CE, Brake J 2000. Effects of two planes of nutrition on
performance and uniformity of four strains of broiler chicks. Journal Applied Poultry
Research, 9: 185-194

Perry JN, Rothery P, Clark SJ, Heard MS, Hawes C, 2003. Design, analysis and power of the
Farm-Scale Evaluations of genetically modified herbicide tolerant crops. Journal of
Applied Ecology, 40: 17-31

The EFSA Journal (2009) 1137, 48-50



o

" f Herbicide tolerant GM maize NK603 for cultivation, food and feed uses and
€1Sdm . : L o

Euroget Food Sifety Autharity import and processing and for the renewal of the authorisation of existing products,

Perry JN, Firbank LG, Champion GT, Clark SJ, Heard MS, May MJ, Hawes C, Squire GR,
Rothery P, Woiwod IP, Pidgeon JD, 2004. Ban on triazine herbicides likely to reduce but
not negate relative benefits of GMHT maize cropping. Nature, 428: 313-316

Pidgeon JD, May MJ, Perry JN, Poppy GM, 2007. Mitigation of indirect environmental
effects of GM crops. Proceedings of the Royal Society B-Biological Sciences, 274: 1475-
1479

Powell JR, Campbell RG, Dunfield KE, Gulden RH, Hart MM, Levy-Booth DJ, Klironomos
JN, Pauls KP, Swanton CJ, Trevors JT, Antunes PM, 2009a. Effect of glyphosate on the
tripartite symbiosis formed by Glomus intraradices, Bradyrhizobium japonicum, and
genetically modified soybean. Applied Soil Ecology, 41: 128-136

Powell JR, Levy-Booth DJ, Gulden RH, Asbil WL, Campbell RG, Dunfield KE, Hamill AS,
Hart MM, Lerat S, Nurse RE, Pauls KP, Sikkema PH, Swanton CJ, Trevors JT,
Klironomos JN, 2009b. Effects of genetically modified, herbicide-tolerant crops and their
management on soil food web properties and crop litter decomposition. Journal of
Applied Ecology, 46: 388-396

Powles SB, 2008. Evolved glyphosate-resistant weeds around the world: lessons to be learnt.
Pest Management Science, 64: 360-365

Raynor G, Ogden E, Hayes J, 1972. Dispersion and deposition of corn pollen from
experimental sources. Agronomy Journal, 64: 420-427

Ridley WP, Sidhu RS, Pyla PD, Nemeth MA, Breeze ML, Astwood JD, 2002. Comparison of
the nutritional profile of glyphosate-tolerant corn event NK603 with that of conventional
corn (Zea mays L.). Journal of Agricultural and Food Chemistry, 50: 7235-7243

Robinson RA, Sutherland W1J, 2002. Post-war changes in arable farming and biodiversity in
Great Britain. Journal of Applied Ecology, 39: 157-176

Sanvido O, Widmer F, Winzeler M, Streit B, Szerencsits E, Bigler F, 2008. Definition and
feasibility of isolation distances for transgenic maize. Transgenic Research, 17: 317-355

SCP, 1998a. Opinion of the Scientific Committee on Plants regarding the genetically
modified cotton, tolerant to glyphosate herbicide notified by the Monsanto Company
(notification C/ES/97/01),

http://europa.eu.int/comm/food/fs/sc/scp/outl7_en.html

SCP, 1998b. Opinion of Scientific Committee on Plants regarding submission for placing on
the market of fodder beet tolerant to glyphosate notified by DLF-Trifolium, Monsanto and
Danisco Seed (notification C/DK/97/01),

http://europa.eu.int/comm/food/fs/sc/scp/outl6_en.html

Smith ER, Pesti GM, Kakalli RI, Ware GO, Menten JFM, 1998. Further experiments on the
influence of genotype and dietary protein on the performance of broilers. Poultry Science,
77:1678-1687

The EFSA Journal (2009) 1137, 49-50


http://europa.eu.int/comm/food/fs/sc/scp/out17_en.html
http://europa.eu.int/comm/food/fs/sc/scp/out16_en.html

o

" f Herbicide tolerant GM maize NK603 for cultivation, food and feed uses and
€1Sdm . : L o

Euroget Food Sifety Autharity import and processing and for the renewal of the authorisation of existing products,

Soukup J, Jursik M, Novakova K, Laksarova M, Holec J, 2008. Differences in sensitivity to
glyphosate among weed species — implication for weed control in HT maize. Journal of
Plant Diseases and Protection, Special Issue XXI: 51-56

Squire GR, Hawes C, Begg GS, Young MW, 2009. Cumulative impact of GM herbicide-
tolerant cropping on arable plants assessed through species-based and functional
taxonomies. Environmental Science and Pollution Research, 16: 85-94

Strandberg B, Pedersen MB, 2002 Biodiversity in glyphosate tolerant fodder beet fields—
timing of herbicide application. NERI Technical Report no. 410. Silkeborg, Denmark:
National Environmental Research Institute,
http://www2.dmu.dk/1_viden/2_Publikationer/3_fagrapporter/rapporter/FR410.pdf

Sweet J, Simpson E, Law J, Lutman P, Berry K, Payne R, Champion G, May M, Walker K,
Wightman P, Lainsbury M, 2004. Botanical and Rotational Implications of Genetically
Modified Herbicide Tolerance (BRIGHT) HGCA Project Report 353, 265

Taylor ML, Hartnell GF, Riordan SG, Nemeth MA, Karunanandaa K, George B, Astwood JD
2003. Comparison of broiler performance when fed diets containing grain from Roundup
Ready (NK603) YieldGard x Roundup Ready (MONS10 x NK603), non-transgenic
control, or commercial corn. Journal of Poultry Science, 82:443-453, and 83: 1758

Tharp BE, Kells JJ, Bauman TT, Harvey RG, Johnson WG, Loux MM, Martin AR, Maxwell
DJ, Owen MDK, Regehr DL, Warnke JE, Wilson RG, Wrage LJ, Young BG, Dalley CD,
2004. Assessment of weed control strategies for corn in the North-Central United States.
Weed Technology, 18: 203-210

Thomas WE, Burke IC, Wilcut JW, 2004. Weed management in glyphosate-resistant corn
with glyphosate, halosulfuron, and mesotrione. Weed Technology, 18: 826-834

van de Wiel CCM, Lotz LAP, 2006. Outcrossing and coexistence of genetically modified
with (genetically) unmodified crops: a case study of the situation in the Netherlands.
Netherlands Journal of Agricultural Science, 54: 17-35

Wilkinson MJ, Sweet J, Poppy GM, 2003. Risk assessment of GM plants: avoiding gridlock?
Trends in Plants Science, 8: 208-212

Young BG, 2006. Changes in herbicide use patterns and production practices resulting from
glyphosate-resistant crops. Weed Technology, 20: 301-307

Zablotowicz RM, Reddy KN, 2004. Impact of glyphosate on the Bradyrhizobium japonicum
symbiosis with glyphosate-resistant transgenic soybean: A mini-review. Journal of
Environmental Quality, 33: 825-831

Zablotowicz RM, Reddy KN, 2007. Nitrogenase activity, nitrogen content, and yield
responses to glyphosate in glyphosate-resistant soybean. Crop Protection, 26: 370-376

Zuver KA, Bernards ML, Kells JL, Sprague CL, Medlin CR, Loux MM, 2006. Evaluation of
postemergence weed control strategies in herbicide-resistant isolines of corn (Zea mays).
Weed Technology, 20: 172-178

The EFSA Journal (2009) 1137, 50-50


http://www2.dmu.dk/1_viden/2_Publikationer/3_fagrapporter/rapporter/FR410.pdf

	Field trials performed according to Good Experimental Practices and European and Mediterranean Plant Protection Organization guidelines at a total of nine locations in Germany and France between 2000 and 2002 were used for the comparative assessment of phenotypic and agronomic characteristics of maize NK603 varieties and their appropriate non-modified control maize varieties. These trials aimed at studying parameters of plant growth and development, yield, plant and ear morphology, and plant health and pest susceptibility (including susceptibility to pests, diseases, and applied pesticides). These investigations showed that, with the exception of glyphosate tolerance, maize NK603 is phenotypically and agronomically equivalent to the non-GM counterpart and to conventional maize varieties.
	The strategies used when assessing the potential allergenic risk focus on the characterisation of the source of the recombinant protein, the potential of the newly expressed protein to induce sensitisation or to elicit allergic reactions in already sensitised persons and whether the transformation may have altered the allergenic properties of the modified food. A weight-of-evidence approach is recommended, taking into account all of the information obtained with various test methods, since no single experimental method yields decisive evidence for allergenicity (CAC, 2003; EFSA, 2006a). 

