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IN THE UNITED STATES DISTRICT COURT
FOR THE DISTRICT OF COLUMBIA

NATURAL RESOURCES DEFENSE COUNCIL,
INC.; CENTER FOR BIOLOGICAL DIVERSITY;
FRIENDS OF MINNESOTA SCIENTIFIC AND
NATURAL AREAS,

Plaintiffs,
Civ. No. 1:21-cv-00770-ABJ
V.

UNITED STATES FISH AND WILDLIFE
SERVICE, MARTHA WILLIAMS, in her official
capacity as Principal Deputy Director of the

U.S. Fish and Wildlife Service; UNITED STATES
DEPARTMENT OF THE INTERIOR,

Federal Defendants.

SUPPLEMENTAL DECLARATION OF CLAY BOLT
I, Clay Bolt, declare as follows:

1. I provided a declaration for submission to the Court in December 2021 discussing
my concern that the U.S. Fish and Wildlife Service’s (Service) failure to designate critical habitat
for the rusty patched bumble bee is likely to harm my ability to view the bee.

2. I would like to supplement my declaration to express additional concerns about
the effects of the Service’s failure to designate critical habitat for the bee.

3. From my extensive research on the rusty patched bumble bee and threats to native
bees, I am aware that widespread use of neonicotinoid insecticides presents a serious threat to the
species. For example, I have read a study (true and correct copy attached as Exhibit A) finding
that neonicotinoid use in agricultural areas likely has negative impacts on wild bees. I also know,
based on the Service’s Status Assessment for the bee, that the Service has identified use of

pesticides, especially neonicotinoid insecticides, as one of the principal threats to the bee.
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4. Consistent with my previous declaration, I still plan to visit Bell Bowl Prairie this
spring or early summer to search for the rusty patched bumble bee. On that trip, I anticipate
looking for the bee not only within Bell Bowl Prairie itself, but in surrounding areas that appear
to provide suitable habitat for the bee. If Bell Bowl is not destroyed in the coming year, I plan to
return in the future and work with local organizations to document the bee in this rare habitat.

5. I have reviewed the Service’s Status Assessment, RPBB0190, and to the best of
my ability, I have determined that Rockford International Airport and the surrounding area are
within Ecoregion 220.

6. I believe that continued, widespread use of neonicotinoid pesticides in the area
around Bell Bowl Prairie is likely harming the bee, reducing the quality of its habitat and my
ability to see the bee there in the future. I have confirmed using data from the Department of
Agriculture that corn, soybean, and wheat fields cover over 100 thousand acres in Winnebago
County, where the prairie is located. I am aware that neonicotinoid pesticides are approved for
use on those crops in Illinois and believe that use on these crops likely reduces the rusty patched
bumble bee’s ability to survive and recover its numbers in this area.

7. Consistent with my previous declaration, I still plan to visit the University of
Wisconsin Arboretum (Arboretum) in Madison, Wisconsin, this summer to look for the rusty
patched bumble bee. Based on the Service’s map, RPBB0190, this area is within Ecoregion 220.
I will likely make additional trips to the Arboretum to photograph the rusty patched bumble bee
and other rare bees over the next several years to develop a field guide to bumble bees of the
Americas.

8. On past trips to the Arboretum, where I have seen the bee, I have seen that corn

fields and other agriculture surround much of the area around Madison. Madison is basically a
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little oasis in the middle of intensive agricultural activity. I have confirmed using data from the
Department of Agriculture that corn, soybean, and wheat fields cover hundreds of thousands of
acres in Dane County, where Madison is located. I am aware that neonicotinoid pesticides are
approved for use on corn, soybean, and wheat in Wisconsin. I believe widespread use of
neonicotinoids on these crops likely reduces the rusty patched bumble bee’s ability to survive
and recover its numbers in this area.

0. I also know that the immediate area surrounding the Arboretum is highly
residential; lawns and other ornamental plants cover much of the landscape. I am aware that
neonicotinoids are also approved for use on lawns and other ornamental plants in Wisconsin. I
believe residents are likely using these products around their homes and that these uses and
resulting contamination of the bee’s habitat reduce the bee’s ability to survive and recover its
numbers in this area.

10.  Iknow that neonicotinoids can contaminate the environment well beyond the
areas where they are applied. In fact, [ have read a study (attached as Exhibit B) that plants in the
areas around agricultural fields can have high concentrations of neonicotinoids in pollen, nectar,
and other plant tissues.

11. I am aware that the U.S. Environmental Protection Agency (EPA) is currently
reviewing its approval of neonicotinoid insecticides under the Federal Insecticide Fungicide and
Rodenticide Act. I also know that EPA’s review requires the Agency to consult with the Service
regarding the effects of those pesticides on endangered species and their critical habitat, and that
EPA can restrict uses of neonicotinoids to reduce their negative effects. I believe that if the
Service were to designate critical habitat within or surrounding Bell Bowl Prairie and the

Arboretum, it is likely that EPA would impose additional restrictions that would reduce
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contamination of the bee’s habitat and increase my ability to see the bee in these areas in the
future.

12. I believe Bell Bowl Prairie, the Arboretum, and surrounding areas should be
designated as critical habitat. These areas likely contain habitat that is suitable for the bee
because they include a sufficient food supply (both have abundant native wildflower and healthy
prairie, including the Arboretum) in close proximity to suitable nesting habitat. The habitat
seems suitable for nesting in part because there is thick prairie vegetation and because there are
abundant ground squirrel populations, which leave abandoned burrows where the rusty patched
bumble bee has been found to nest. Based on the most recent information available to me, these
locations also contain existing populations of the bee. Overall, these locations appear to offer the
habitat characteristics needed by the rusty patched bumble bee to persist, whereas the bee’s
populations in so many other areas have disappeared. I think of these surviving populations, and

the habitat they rely upon, as refugia for repopulating other areas in the future.
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I declare under penalty of perjury that the foregoing is true and correct to the best of my

knowledge, information, and belief.

Exccuted on_‘ﬂis L day of April, 2022, in Livingston, Montana.

\_/65\,1; /\__,__w_

Clay Bolt
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Exhibit A

Penelope Whitehorn et al., Neonicotinoid Pesticide Reduces Bumble Bee Colony
Growth and Queen Production, Science 336, 351 (2012), available at
https://bit.ly/3uP7snf.
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EXTENDED PDF FORMAT SPONSORED BY
Tools for Your

Biological Target

Neonicotinoid Pesticide Reduces Bumble Bee Colony Growth and
Queen Production

Penelope R. Whitehorn et al.

Science 336, 351 (2012);

AVAAAS DOI: 10.1126/science.1215025

This copy is for your personal, non-commercial use only.

If you wish to distribute this article to others, you can order high-quality copies for your
colleagues, clients, or customers by clicking here.

Permission to republish or repurpose articles or portions of articles can be obtained by
following the guidelines here.

The following resources related to this article are available online at
www.sciencemag.org (this information is current as of April 20, 2012 ):

Updated information and services, including high-resolution figures, can be found in the online
version of this article at:
http://www.sciencemag.org/content/336/6079/351..full.html

Supporting Online Material can be found at:
http://www.sciencemag.org/content/suppl/2012/03/29/science.1215025.DC1.html

A list of selected additional articles on the Science Web sites related to this article can be
found at:
http://www.sciencemag.org/content/336/6079/351.full. html#related

This article appears in the following subject collections:
Ecology
http://www.sciencemag.org/cgi/collection/ecology

Science (print ISSN 0036-8075; online ISSN 1095-9203) is published weekly, except the last week in December, by the
American Association for the Advancement of Science, 1200 New York Avenue NW, Washington, DC 20005. Copyright
2012 by the American Association for the Advancement of Science; all rights reserved. The title Science is a
registered trademark of AAAS.
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Neonicotinoid Pesticide Reduces
Bumble Bee Colony Growth and

Queen Production

Penelope R. Whitehorn,* Stephanie 0’Connor,* Felix L. Wackers,? Dave Goulson*

Growing evidence for declines in bee populations has caused great concern because of the
valuable ecosystem services they provide. Neonicotinoid insecticides have been implicated in
these declines because they occur at trace levels in the nectar and pollen of crop plants.

We exposed colonies of the bumble bee Bombus terrestris in the laboratory to field-realistic
levels of the neonicotinoid imidacloprid, then allowed them to develop naturally under

field conditions. Treated colonies had a significantly reduced growth rate and suffered an
85% reduction in production of new queens compared with control colonies. Given the scale
of use of neonicotinoids, we suggest that they may be having a considerable negative impact on
wild bumble bee populations across the developed world.

ees in agroecosystems survive by feed-
Bing on wildflowers growing in field

margins and patches of seminatural hab-
itat, supplemented by the brief gluts of flowers
provided by mass flowering crops such as oil-
seed rape and sunflower (/, 2). Many crops are
now routinely treated with neonicotinoid in-
secticides as a seed dressing; these compounds
are systemic, migrating in the sap to all parts
of the plant and providing protection against
insect herbivores. The most widely used of
these compounds is imidacloprid, which is rou-
tinely used on most major crops, including ce-
reals, oilseed rape, corn, cotton, sunflower, and
sugar beets (3). Being systemic, imidacloprid

15chool of Natural Sciences, University of Stirling, Stirling
FK9 4LA, UK. *Lancaster Environment Centre (LEC), Lancaster
University, Lancaster LA1 4YQ, UK.

*To whom correspondence should be addressed. E-mail:
dave.goulson@stir.ac.uk

Fig. 1. Mean observed colony weight for control
(short-dash line), low (solid line), and high (long-
dash line) treatments at weekly intervals. The change
in weight over time was significantly smaller (P <
0.001) in low- and high-treatment colonies com-
pared with control colonies. The number of col-
onies per treatment was 25 in weeks 0 to 3. In the
following weeks, the numbers of colonies in the
control, low, and high treatments, respectively,
were as follows: week 4 (25, 24, and 25), week 5
(25, 24, and 25), week 6 (23, 23, and 25), week 7
(22, 23, and 25), and week 8 (20, 18, and 21).
Points represent cumulative weight increase since
week 0 (and their standard errors); weight includes
all accumulated biological material (wax, brood,
food stores, and adult bees).

spreads to the nectar and pollen of flower-
ing crops, typically at concentrations rang-
ing from 0.7 to 10 ug kg '(4, 5). Thus bee
colonies in agroecosystems will be exposed
to 2- to 4-week pulses of exposure to neo-
nicotinoids during the flowering period of
crops (6).

It is unclear what impact this exposure
has on bee colonies under field conditions. A
recent meta-analysis based on 13 studies of
honey bees found that consumption of real-
istic doses of imidacloprid under laboratory
and semifield conditions reduced their expected
performance by 6 to 20% (7) but had no lethal
effects. Fewer studies have been carried out
on bumble bees, and results are conflicting
(8—11). There is some evidence that low doses
of neonicotinoids may reduce foraging ability
(12), which is likely to have substantial im-
pacts under natural conditions but little effect
in cage studies. Although recent studies (/1)
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have shown some evidence that neonicotinoids
reduced forager success under field conditions,
no studies have examined their impacts on
colonies foraging naturally in the field. Here,
we present an experiment, using 75 Bombus
terrestris colonies, designed to simulate the
likely effect of exposure of a wild bumble bee
colony to neonicotinoids present on the flow-
ers of a nearby crop. The colonies were random-
ly allocated to one of three treatments. Control
colonies received ad libitum (ad lib) pollen
and sugar water over a period of 14 days in
the laboratory. Over the same period, colonies
in the “low” treatment were fed pollen and sugar
water containing 6 ug kg' and 0.7 pug kg™
imidacloprid, respectively, representing the lev-
els found in seed-treated rape (/3). The “high”-
treatment colonies received double these doses,
still close to the field-realistic range. After 2
weeks, all colonies were then placed in the field,
where they were left to forage independently for
a period of 6 weeks while their performance was
monitored.

All colonies experienced initial weight gain
followed by a decline as they switched from
their growth phase to producing new repro-
ductives. Colonies in both low and high treat-
ments gained less weight over the course of
the experiment compared with the control col-
onies (Fig. 1) [linear mixed-effect model; ¢
(568) =—4.03 (where the number in parenthe-
ses indicates the degrees of freedom), P <
0.001 and ¢ (568) = —5.39, P < 0.001, respec-
tively]. By the end of the experiment, the low-
and high-treatment colonies were on average
8 and 12% smaller, respectively, than the con-
trol colonies. The weight change in the high-
treatment colonies was not significantly different
from that of the low-treatment colonies (Fig. 1)
[linear mixed-effect model; ¢ (568) = —1.44,
P = 0.151]. The rate of colony growth was also
dependent on the number of workers present
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Table 1. Linear mixed-effect model for colony weight. Parameter estimates are with reference to the
control treatment. Degrees of freedom are given in parentheses.

Fixed effect Parameter estimate SE t value P
(Intercept) 564.21 39.59 14.24 (568) <0.001
Treatment (high) 13.62 27.80 0.490 (71) 0.626
Treatment (low) 13.62 27.11 0.502 (71) 0.617
Week 89.21 5.50 16.22 (568) <0.001
Week? —6.68 0.430  —15.51 (568) <0.001
No. workers at week = 0 0.759 1.92 0.396 (71) 0.694
Treatment (high)*Week -13.42 2.49 —5.39 (568) <0.001
Treatment (low)*Week -9.95 2.47 —4.03 (568) <0.001
Week*No. workers at week = 0 0.448 0.172 2.61 (568) 0.009
Fig. 2. The number of 25 ok
new queens produced by
the control colonies was B ek
greater than the number  §
produced in both low-and g
high-treatment colonies. 8 15
Bars represent the mean g
number of queens and &
their standard errors. As- : 10
terisks indicate significant ¢
differences. é 5

0 - ——

Control

at week 0 (Table 1) [linear mixed-effect mod-
el; ¢ (568) = 2.61, P = 0.009], reflecting the
importance of a large workforce for optimal
development. No significant differences between
treatments were found in the numbers of males,
workers, pupae, or empty pupal cells at the end
of the experiment, although the number of emp-
ty pupal cells was 19% and 33% lower, respec-
tively, in low and high treatments compared
with controls.

The mean number of queens produced by
colonies in the control treatment was 13.72
(SE = 5.70), whereas in low and high treat-
ments it was only 2.00 (1.13) and 1.4 (0.53),
respectively [Kruskall-Wallis test: H (2) = 9.57,
P =0.008] (Fig. 2). The drop in queen produc-
tion is disproportionately large compared with
the impact of imidacloprid on colony growth.
However, there is evidence that only the very
largest bumble bee colonies succeed in produc-
ing queens (/4). For example, in field studies
of reproduction of 36 colonies of the closely
related Bombus lucorum, all queen production
came from the largest six nests (/4). Thus even
a small drop in colony size may bring it below
the threshold for queen production. Bumble bees
have an annual life cycle, and it is only new
queens that survive the winter to found colonies
in the spring. Our results suggest that trace lev-
els of neonicotinoid pesticides can have strong

Low High
Treatment

negative consequences for queen production by
bumble bee colonies under realistic field condi-
tions and that this is likely to have a substantial
population-level impact.

Our colonies received ad lib treated food,
which could result in them gathering more
food and thus receiving higher exposure than
they would in the wild. However, bumble bee
colonies do not store substantial food reserves
in the way that honey bees do, and the period
of exposure (2 weeks) is substantially less than
the flowering period of crops such as oilseed
rape (3 to 4 weeks), so our experiment is con-
servative in this respect.

We did not study the mechanism underlying
the observed effects, but previous lab studies
suggested that workers treated with neo-
nicotinoids have reduced foraging efficiency
(12, 15). Such effects are likely to be stronger
when foragers have to navigate through a nat-
ural landscape and could readily explain re-
duced colony growth and queen production.
Flowering crops such as oilseed rape attract
numerous honey bees and a range of species
of bumble bee (/6). Bumble bee and honey
bee workers travel a kilometer or more to col-
lect food (17, 18), and, in a recent study of a
10-km-by-20-km rectangle of lowland England,
100% of the land area in a 2007 snapshot was
within 1 km of an oilseed rape crop, with rape
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providing the large majority of all floral re-
sources in the landscape when flowering (/9).
Recent studies described levels of neonicotinoid
up to 88 pg kg in pollen collected by honey
bees foraging on treated corn (14 times our
field-realistic dose) and also demonstrated the
presence of up to 9 ug kg ' in wildflowers grow-
ing near treated crops, so exposure is not limited
to bees feeding on the crop (20). Hence, we pre-
dict that impacts of imidacloprid on reproduc-
tion of wild bumble bee colonies are likely to
be widespread and important, particularly be-
cause this chemical is registered for use on over
140 crops in over 120 countries (3). Because
bumble bees are valuable pollinators of crops
and wildflowers and vital components of eco-
systems, we suggest that there is an urgent need
to develop alternatives to the widespread use
of neonicotinoid pesticides on flowering crops
wherever possible.
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Exhibit B

Cristina Botias et al., Contamination of Wild Plants Near Neonicotinoid Seed-
treated Crops, and Implications for Non-Target Insects, Science of the Total
Environment (2016), available at https://bit.ly/3vuVilR
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CONTAMINATION OF WILD PLANTS NEAR NEONICOTINOID SEED-TREATED CROPS, AND
IMPLICATIONS FOR NON-TARGET INSECTS

Cristina Botias?, Arthur David?, Elizabeth M. Hill*, Dave Goulson*
1School of Life Sciences, Sussex University, Falmer BN1 9QG, UK.
Abstract

Neonicotinoid insecticides are commonly-used as seed treatments on flowering crops such as
oilseed rape. Their persistence and solubility in water increase the chances of environmental
contamination via surface-runoff or drainage into areas adjacent to the crops. However, their
uptake and fate into non-target vegetation remains poorly understood. In this study, we
analysed samples of foliage collected from neonicotinoid seed-treated oilseed rape plants and
also compared the levels of neonicotinoid residues in foliage (range: 1.4 — 11 ng/g) with the
levels found in pollen collected from the same plants (range: 1.4 — 22 ng/g). We then analysed
residue levels in foliage from non-target plants growing in the crop field margins (range: < 0.02
— 106 ng/g). Finally, in order to assess the possible risk posed by the peak levels of neonicotinoids
that we detected in foliage for farmland phytophagous and predatory insects, we compared the
maximum concentrations found against the LCsp values reported in the literature for a set of
relevant insect species. Our results suggest that neonicotinoid seed-dressings lead to
widespread contamination of the foliage of field margin plants with mixtures of neonicotinoid
residues, where levels are very variable and discontinuous, but sometimes overlap with lethal
concentrations reported for some insect species. Understanding the distribution of pesticides in
the environment and their potential effects on biclogical communities is crucial to properly
assess current agricultural management and schemes with biodiversity conservation aims in
farmland.

Introduction

Agricultural land use affects large parts of the world’s terrestrial area, and thus, assessing the
impact of farming practices on biodiversity and associated ecosystem services is fundamental to
reconcile the conflicting demands for wildlife conservation and increased agricultural
production globally (Norris, 2008; Paoletti et al., 1992). Within agricultural landscapes, linear
semi-natural habitats of wild plants often define the edges of agricultural fields. These arable
field margins support a wide range of associated fauna, some of which may be pest species,
while many are beneficial, either as crop pollinators or as pest predators (Dennis and Fry, 1992;
Rands and Whitney, 2011). Field margins thus have the potential to support wildlife biodiversity
and enhance crop yields (Garibaldi et al., 2016; Ostman et al., 2003; Pywell et al., 2015) and
hence they are often the target of agri-environment schemes intended to protect these
functions in farmland.

There are growing concerns about the potential contamination of these essential semi-natural
habitats with agrochemicals used in the adjacent crops (Bonmatin et al., 2015; David et al., 2016;
Goulson, 2013). In particular, the rapid increase in the use of neonicotinoid insecticides
worldwide, especially as soil and seed treatments (Jeschke et al., 2011), along with their
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persistence and water solubility (Bonmatin et al., 2015), may represent an environmental risk in
arable land if these compounds transfer to off-crop areas. A very recent study found a strong
correlation between the extent of use of these compounds and the rates of decline in farmland
butterflies (Gilburn et al., 2015), many of which feed and breed on uncropped edges of arable
fields (Feber et al., 1996). The insecticidal activity of these compounds is caused by their affinity
to bind to nicotinic acetylcholine receptors (nAChRs), such that even low-dose exposure over
extended periods of time has detrimental effects on insects and other invertebrates (Pisa et al.,
2014). Their solubility in water and potential for leaching and lateral movement leads to
contamination of field margin soils (Sanchez-Bayo et al., 2007; Bonmatin et al., 2015), where
there can be residues detected after more than three years after seed-treatment application
(Botias et al., 2015; Jones et al., 2014). Being systemic, they are absorbed by plants from the
soils and transported throughout their tissues by means of the vascular system, so that boring,
sucking, chewing and root-feeding insects (both pests and non-target insects) could consume
some amount of these neurotoxic active ingredients when feeding on a contaminated plant
(Jeschke et al., 2011).

Previous research found neonicotinoid contamination in wild plants growing in field margins or
surrounding areas of seed-treated crops, but these studies analysed residues in just one plant
species (Krupke et al., 2012), or pooled several species by site for testing (Botias et al., 2015;
Greatti et al., 2006; Rundlof et al.,, 2015; Stewart et al., 2014), meaning that differential
propensity of individual species, genera, or types of plant to accumulation of pesticide residues
could not be determined.

Identifying which wild plant species tend to accumulate higher levels, and understanding the
factors involved in this process, may improve our ability to predict which non-target organisms
would be most likely to be at risk of neonicotinoid exposure through contaminated field margin
plants. Furthermore, studying the variable persistence and behaviour of these active
compounds in the different plant matrices (e.g. pollen and foliage) may help us understand
which organisms are most at risk and to what concentrations and mixtures of neonicotinoids
they would be more likely exposed depending on what part of the plant they feed on. The
majority of attention on neonicotinoid toxicity in recent years has been focused on the risks to
bees, which are exposed through nectar and pollen collected from plants, with very little
information available about the toxicity of neonicotinoids and levels of exposure for most non-
target groups that live in farmland such as butterflies (Pisa et al., 2014).

In this study, we compared levels of neonicotinoid residues in pollen and foliage of a seed-
treated plant, oilseed rape, to further understand the relation between concentrations and
mixtures of neonicotinoid residues present in different matrices of an individual plant species.
We also analysed concentrations of neonicotinoids in foliage from a number of plant species
growing in the oilseed rape field margins, representing different types (herbaceous or woody)
and life history strategies (annuals, biennials and perennials), in order to detect possible
differential propensities to absorb and accumulate these compounds by different groups of
plants. Finally, the maximum concentrations detected in the foliage samples, which represent
the worst-case scenario, were compared against the LCso values (concentrations of a compound
that kills 50% of individuals) reported in the literature for ingestion of the active substance and
residual contact with treated leaves in a set of relevant insect species with the aim of setting the
maximal concentrations detected in our study into an ecological effects context.
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Determining the quantity, distribution and prevalence of neonicotinoid residues present in non-
target vegetation is highly relevant for agricultural management and biodiversity conservation,
since the persistence of these neurotoxic insecticides in field margin plants may turn these
habitats, which are regarded as refuges and sources of food for much farmland wildlife, into
reservoirs of neonicotinoid residues, leading to chronic exposure of a broad range of non-target
invertebrates.

Materials and Methods:
1. SAMPLE COLLECTION METHODS

1.1. Sampling locations

Five oilseed rape fields (sown at the end of August 2012) were selected at random from three
conventional farms located in East Sussex, South-East England, UK. The selected fields had
varying cropping history following normal farming practices in the region (the predominant
crops being winter wheat, spring barley and oilseed rape). Previous crops in these fields had
been treated with a range of pesticides, including use of clothianidin for at least the two previous
years (wheat and barley crops in 2010 and 2011 in the studied fields were all seed-treated with
Redigo Deter®, active substances: 50 g/L prothioconazole and 250 g/L clothianidin; application
rate for clothianidin: ™~ 100 g a.s./ha). The seeds from the oilseed rape fields were all treated
with Cruiser® seed dressing in 2012 (active substances: 280 g/L thiamethoxam, 8 g/L fludioxonil
and 32.2 g/L metalaxyl-M; application rate for thiamethoxam: ™~ 33.6 g a.s./ha).

1.2. Sample collection in oilseed rape crops

Foliage and pollen samples were collected in the 5 oilseed rape fields approximately ten months
after sowing (May-June 2013), when rape plants were in bloom. Three sites of 50 m? within each
oilseed rape field were sampled for foliage and pollen, and sites were at least 100 m apart (Table
S1). Whereas foliage samples were specifically collected and analysed for the present study,
oilseed rape pollen samples were analysed as part of a previous study where 7 oilseed fields
were sampled (see Botias et al., 2015). Thus, in this study we used the data obtained from the 5
oilseed rape fields where foliage samples were also collected in order to compare levels and
mixtures of neonicotinoids present in different tissues (foliage and pollen) of a single plant
species (Brassica napus L., oilseed rape).

Foliage samples consisted of 10 grams of leaves manually gathered from 15-20 oilseed rape
plants. Pollen samples were obtained directly from the oilseed rape flowers using methods
described previously (Botias et al., 2015). All samples were stored on ice in coolers in the field
and then frozen immediately in the laboratory and kept at -80°C prior to pesticide extraction
and analysis.

1.3. Samples collected from wild plants in the ocilseed rape field boundaries

Field boundaries sampled in the 5 ocilseed rape fields consisted of a hedge of woody plants
separated from the crop by a 0-2 m strip of herbaceous vegetation. Ten grams of foliage were
collected from 45 plant species (mean £ SD: 14.2 £ 7.6 species per field) that were present in the
field margins and hedges choosing a variety of species representing different plant types
(herbaceous or woody) and life history strategies (annuals, biennials and perennials). The plant



126
127
128

129

130
131
132
133
134
135
136
137
138

139
140
141
142
143
144
145
146
147
148
149
150
151
152

153

154

155
156
157
158
159
160
161
162
163
164

165
166

Case 1:21-cv-00770-ABJ Document 25-3 Filed 04/22/22 Page 15 of 37

species collected in each field boundary varied considerably and depended upon which species
were available (Tables S2a-S2e). The average sample distance from the crop edge was 1.5 m
(range 1-2 m).

1.4. Potential effects of neonicotinoids on non-target insects

The exposure to toxicity ratio (Hazard Quotient: HQ) was calculated as a quotient of the
maximum concentrations (ng/g) measured for each of the neonicotinoids that were detected at
quantifiable levels in the foliage samples (i.e. thiamethoxam, clothianidin, imidacloprid), divided
by oral and/or residual contact LCsp values (concentration of a compound that kills 50% of
individuals, ng/mL) of short-term exposure (1-7 days) reported in the literature for these
compounds in twenty-four species of four insect orders (Table 2). Therefore, realistic worst-case
exposure in ng/g (ppb) was divided by lethal concentrations expressed in ng/ml (ppb), assuming
equivalence of both units of measurement since the pesticide solutions to test LCsps were
prepared with distilled water (p = 1 g/ml).

Several studies have shown that for phytophagous and predator insects mortality can result
from contact with leaves from plants treated with systemic insecticides, from the consumption
of insecticide-contaminated leaf tissue, or both (Prabhaker et al., 2011; Delbeke et al., 1997;
Torres and Rubenson, 1994). Oral LCsos were used to calculate HQ values because ingestion of
insecticide-contaminated food provides an ecologically meaningful picture of toxic effects. In
addition, considering that many parasitoids frequent foliage, where they typically search for
hosts, feed, mate, and rest, bioassays evaluating the toxic effects of direct contact with residues
on leaf tissue was deemed relevant for our risk assessment. The methods used to obtain LCs
values for residual contact in the insects assessed consisted of exposing the individuals to
contaminated leaves that were dipped into a neonicotinoid solution (Residual Bioassay, RB) (e.g.
Hill and Foster, 2000) or where the stem or petiole of the plant was immersed in the
neonicotinoid solution to take up the insecticide (Systemic Bioassay, SB) (e.g. Prabhaker et al.,
2006) (Table 2). When a range of LCsgs was given for a single compound in an insect species, the
median of the values reported was used to calculate the hazard quotient.

1.5. Residue analysis

- Chemicals and reagents

Certified standards of thiamethoxam, thiamethoxam-d3, clothianidin, clothianidin-d3,
imidacloprid, imidacloprid-d4, acetamiprid and thiacloprid, formic acid, ammonium formate,
magnesium sulphate, sodium acetate and Supel™QuE PSA/C18/ENVI-Carb were obtained from
Sigma Aldrich UK. All pesticide standards were > 99% compound purity and deuterated
standards > 97% isotopic purity. HPLC grade acetonitrile, hexane, methanol and water were
obtained from Rathburns UK. Individual standard pesticide (native and deuterated) stock
solutions (1 mg/ml) were prepared in acetonitrile (ACN). An additional internal standard mixture
of the three deuterated pesticides at 100 ng/ml was also prepared. Calibration points in H.0:ACN
(90:10) were prepared weekly from the stock solutions. All stocks were stored at -20°C in the
dark.

- Sample preparation for neonicotinoid analyses

Foliage samples



167
168
169
170
171
172
173
174
175
176
177
178
179
180
181

182

183
184
185

186

187
188
189
190
191
192
193
194
1385
196
197

198
199
200
201
202
203
204
205
206
207
208
209

Case 1:21-cv-00770-ABJ Document 25-3 Filed 04/22/22 Page 16 of 37

Ten grams of each foliage sample were ground in liquid nitrogen to a fine powder with a pestle
and mortar followed by manual homogenisation using a micro-spatula. An aliquot of every
sample (1 g £ 0.1 g) was spiked with 1 ng of the deuterated pesticides in ACN and extracted using
the QUEChERS method. Organic solvents (3.5 ml of ACN and 1 ml of hexane) were first added to
the samples in order to increase the disruption of tissues. Subsequently, 2.5 ml water was added
and the samples were extracted by mixing on a multi axis rotator for 10 minutes. Then, 1.25 g
of magnesium sulphate: sodium acetate mix (4:1) was added to each tube in turn with
immediate shaking to disperse the salt and prevent clumping of the magnesium salt. After
centrifugation (13,000 RCF for 5 min), the upper layer of hexane was removed and the
supernatant was transferred into a clean Eppendorf tube containing 500 mg of Supel™QuE
PSA/C18/ENVI-Carb and vortexed. The agueous phase and salt pellet were extracted again using
1 ml ACN and the supernatant combined with the previous ACN extract. The extract was mixed
with PSA/C18/ENVI-Carb on a multi axis rotator (10 min) and then centrifuged (10 min). The
supernatant was transferred into a glass tube, evaporated to dryness under vacuum,
reconstituted with 200 pl ACN:H,0 (10:90) and spin filtered (0.22 um).

Pollen

The data on neonicotinoid residues detected in oilseed rape pollen from 5 of the 7 fields studied
in Botias et al. (2015) were used in the present study in order to establish a comparison with the
levels and mixtures of neonicotinoids detected in foliage collected from the same plants.

UHPLC-MS/MS analyses

The UHPLC-MS/MS method described in Botias et al. (2015) was used for the analysis of samples.
UHPLC-MS/MS analyses were carried out using a Waters Acquity UHPLC system coupled to a
Quattro Premier triple quadrupole mass spectrometer from Micromass (Waters, Manchester,
UK). Samples were separated using a reverse phase Acquity UHPLC BEH C18 column (1.7 um, 2.1
mm x 100 mm, Waters, Manchester, UK) fitted with a ACQUITY UHPLC BEH C18 VanGuard pre-
column (1304, 1.7 um, 2.1 mm X 5 mm, Waters, Manchester, UK) maintained at 22 °C. Injection
volume was 20 pl and mobile phase solvents were 95% water, 5% ACN, 5 mM ammonium
formate, 0.1% formic acid (A) and 95% ACN, 5% water, 5 mM ammonium formate, 0.1% formic
acid (B). Initial ratio (A:B) was 90:10 and separation was achieved using a flow rate of 0.2 ml/min
with the following gradient: 90:10 to 70:30 in 10 min; then from 70:30 to 0:100 in two minutes
and held for 7 min, and return to initial condition and equilibration for 7 min.

MS/MS was performed in Multiple Reaction Mode (MRM) using ESI in the positive mode and
two characteristic fragmentations of the protonated molecularion [M+H]* were monitored; the
most abundant one for quantitation and the second one used as a qualifier as reported in Botias
et al. (2015). Mass calibration of the spectrometer was performed with sodium iodide. Samples
were analysed in a random order and QC samples (i.e. standards) were injected during runs
every 10 samples to check the sensitivity of the machine. Data were acquired using MassLynx
4.1 and the quantification was carried out by calculating the response factor of neonicotinoid
compounds to their respective internal standards. Concentrations were determined using a
least-square linear regression analysis of the peak area ratio versus the concentration ratio
(native to deuterated). At least five point calibration curves (R®>> 0.99) were used to cover the
range of concentrations observed in the different matrices for all compounds, within the linear
range of the instrument. Method detection and quantification limits (MDL and MAQL,
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respectively) were determined from spiked samples which had been extracted using the
QUEChERS method. Non-spiked samples were also prepared. MDLs were determined as the
minimum amount of analyte detected with a signal-to-noise ratio of 3 and MQLs as the minimum
amount of analyte detected with a signal-to-noise ratio of 10, after accounting for any levels of
analyte present in non-spiked samples (Table 1).

Quality control

One blank workup sample (i.e. solvent without matrix) per batch of eleven samples was included
and injected on the UHPLC-MS/MS to ensure that no contamination occurred during the sample
preparation. Solvent samples were also injected between sample batches to ensure that there
was no carryover in the UHPLC system that might affect adjacent results in analytical runs.
Identities of detected neonicotinoids were confirmed by comparing ratio of MRM transitions in
samples and pure standards. Recovery experiments performed on spiked foliage samples (1 ng/g
dw, n=4 and 5 ng/g dw, n=4) gave absolute recovery values ranging from 72 + 15 to 115 + 6% for
the five pesticides (Table S3). The concentration of any pesticides detected in unspiked samples
was also determined and subtracted from the spiked concentration to estimate the true
recovery of the test chemical.

1.5. Statistical analysis

All statistical analyses were carried out using SPSS 21 software. Non-parametric Mann-Whitney
U-tests were used to compare the concentrations of neonicotinoids present in foliage vs. pollen
collected from OSR flowers, foliage from OSR plants vs. foliage from wild plants, foliage from
wild herbaceous vs. woody plants, and finally wild annual vs. non-annuals plants (perennials and
biennials). When comparisons were performed in the latter group, biennials and perennials
were considered as one single group since both plant types overwinter at least once and were
thus potentially exposed to multiple neonicotinoid treatments applied in the same fields. To
perform the statistical analyses, all concentrations that were over the limits of detection (=MDL)
but below the limits of quantification (<MQL) were assigned the value considered as the MDL in
each case (Table 1). Concentrations below the MDL were considered to be zero.

Spearman’s rank correlation was used to assess the relationship among levels of neonicotinoids
in pollen and foliage collected from the same sites in the OSR fields.

2. Results and Discussion
2.1. Neonicotinoid residues in oilseed rape plants

All foliage samples collected from oilseed rape plants (N = 15) contained thiamethoxam (TMX,
the seed dressing applied), at an average concentration of 1.04 + 0.88 ng/g (mean % SD; median
= 1.04). Clothianidin (CLO), the major metabolite of thiamethoxam, and used in the seed
dressing in the previous year in all the five studied fields, was also present in all the foliage
samples, being at higher mean concentrations than thiamethoxam (2.92 + 2.08 ng/g; median =
2.09; U (28) = 36, Z = -3.18, P = 0.001). Maximal concentrations in OSR foliage were 2.3 ng/g for
thiamethoxam and 8.7 ng/g for clothianidin. Furthermore, imidacloprid, which had not been
applied in these fields in at least the previous three years, was also detected in 20% of the
samples, albeit at low concentrations (0.23 * 0.79 ng/g), and with only one sample showing
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concentrations as high as 3.1 ng/g. Although the conversion of thiamethoxam to toxicologically
relevant concentrations of clothianidin and the additional presence of imidacloprid would
extend the duration of crop protection, the simultaneous presence of more than one
neonicotinoid in the plants may put additional selection pressure on crop-infesting pest insects,
increasing the chances of cross-resistance to these compounds (Nauen et al., 2002; Prabhaker
et al., 2005). Thiacloprid and acetamiprid, which were not applied to these fields in the previous
three years but are licensed for use in the UK, were not detected in any of the oilseed rape
foliage samples.

Consistent with the findings above, and as reported in a previous study (Botias et al. 2015),
oilseed rape pollen samples, collected from the same plants as the foliage samples, also all
contained thiamethoxam (Table S1), with the concentrations in both matrices showing a positive
correlation (Spearman rank’s correlation, rs (13) =0.61, P=0.016) (Figure 1), i.e plants with more
thiamethoxam in their leaves tended to have more in their pollen. However, the levels of
thiamethoxam detected in pollen (mean + SD: 3.5 + 2.5 ng/g) were three fold higher than in
foliage (U(28) = 31, Z = -3.4, P = 0.001) (Figure 2). Clothianidin was also present in all pollen
samples, but in this case, levels (1.9 £ 2.4 ng/g) were significantly lower than in foliage (U(28) =
57,Z=-2.3, P=0.021), and no correlation was found between concentrations detected in both
matrices for this compound (rs (13) = 0.27, P = 0.33). To our knowledge, this is the first study
comparing levels of thiamethoxam and clothianidin in foliage and pollen from the same plants.
A previous study also found differences in the average concentrations for imidacloprid in
different tissues of maize seed-treated plants, with higher average levels detected in foliage (6.6
ng/g) than in pollen (2.1 ng/g) (Bonmatin et al., 2005). The discrepancy in the relative levels of
thiamethoxam and clothianidin in foliage and pollen may reflect differences in the translocation
rates from the plant xylem to the pollen grains for these two active ingredients, or perhaps
differences in their rates of degradation according to tissue type. This possible difference in the
uptake rates for these two compounds in plants is also suggested by our previous findings
(Botias et al., 2015), where levels of thiamethoxam detected in soil were positively correlated
with the levels in pollen of the oilseed rape plants growing in that soil, while the same correlation
was not found for clothianidin. Clothianidin is known to be highly persistent in foliage (Kim et
al., 2012) and earlier studies have shown that high levels of thiamethoxam are not always
associated with detectable levels of its main metabolite (clothianidin) in pollen, flowers and bees
(Botias et al., 2015; Hladik et al., 2016; Stewart et al., 2014). The frequency and factors involved
on the simultaneous presence of both active compounds in the pollen of treated and non-
treated plants should be further studied, since the combined exposure to thiamethoxam and
clothianidin has been shown to have detrimental effects on bees (Fauser-Misslin et al., 2014;
Sandrock et al., 2014). In general, the effects of simultaneous exposure of insects to multiple
pesticides are very poorly understood.

Imidacloprid and thiacloprid also showed different patterns for foliage and pollen. While
imidacloprid was present in 20% of the foliage samples and not detected in any of the pollen
samples, thiacloprid, absent in foliage, was detected in 80 % of the pollen samples (1.9 £ 2.1
ng/g), with 7.3 ng/g as the highest concentration. Our results suggest that the persistence of
these compounds in different matrices may depend on the specific chemical structure of each
pesticide, the metabolic enzymes involved in their degradation (which have not yet been
examined in plants, Simon-Delso et al., 2015), and on the route of contamination in each case
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(i.e. root uptake from the residues in soil and soil water, spray drift or contaminated dust
emissions during coated-seeds sowing). Thiacloprid is less toxic to insects than the other
neonicotinoids detected (Iwasa et al., 2004), but nonetheless its presence in pollen is of serious
concern since we are unable to identify the source of this environmental contamination. This
active substance is widely used as spray in gardens and also in orchards and crops in the UK
(PAN-UK, 2016; Garthwaite et al.,, 2013), so drifting from neighboring farms and/or gardens to
the studied fields (Langhof et al., 2005) may explain the residues detected in our pollen samples.

2.2. Neonicotinoid residues in wild plants from the field margins

Drilling equipment has been identified as a source of dispersion of the abraded seed coating
during seed sowing that can contaminate air, vegetation, surface soil and water surrounding the
fields (Tapparo et al., 2012; Nuyttens et al., 2013), and it is highlighted as an area of concern and
relevant contamination route for off-crop areas (EFSA, 2013). Additionally, neonicotinoids are
water-soluble and mobile in soil, so that plants adjacent to crops whose seeds are treated with
neonicotinoids can unintentionally take up excess residues if there is significant lateral
movement of the pesticide (Goulson, 2013). Indeed, we detected neonicotinoid residues in 52%
of the foliage samples collected from wild plants growing in OSR field margins (N = 100) (Table
1), with an average total concentration of 10 £ 22 ng/g. The maximum levels for thiamethoxam
were 106 ng/g in a sample of Cirsium vulgare, 11 ng/g for clothianidin in Rubus fruticosus (field
2, margin 1) (Table S2c) and 26 ng/g for imidacloprid in Cirsium vulgare (field 4, margin 1) (Table
S2d). These concentrations of total neonicotinoid residues in wild plants were significantly
higher than in the OSR foliage (4.2 + 3.1 ng/g) (M-W test: U(113) =470, Z = - 2.42, P = 0.016).
However, the median values of total neonicotinoids were higher in OSR foliage (3.30 ng/g) than
in wild plants (0.10 ng/g) due to highly variable quantities of residues in the 45 wild plant species
evaluated, ranging between non-detectable levels to more than 106 ng/g (Tables S2a-S2e).
According to conclusions by the European Food Safety Authority (EFSA, 2013), the predicted
percentage of thiamethoxam deposition in off-field vegetation would be 2.7 % of the rate
applied to the seed-treated oilseed rape crop (0.91 g a.s./ha in our studied fields, i.e. 2.7 % of
33.6 g a.s./ha). However, as reported above, some off-field plants showed concentrations that
would exceed the predicted contamination due to deposition, as they were in some cases higher
than the levels detected in the seed-treated plants, suggesting an additional route of
contamination apart from dust drift (e.g. run-off from the crop to the field margin soil).

Thiamethoxam was the most frequently detected residue (35% of the samples) in field margin
plants, and was detected at higher average concentrations in long-lived plants (perennials-
biennials: 9.5 £ 24 ng/g) than in annuals (7 £ 13 ng/g), although statistical comparisons failed to
show statistical significance for this difference (M-W test: U(98) = 901.5, Z =-1.619, P = 0.106).
Clothianidin was detected in 22% of the wild plant samples and at significantly higher
concentrations in annual plants (0.58 £ 1.4 ng/g) than in perennials-biennials (0.48 + 1.8 ng/g)
(M-W test: U(98) = 856, Z = -2.4, P = 0.018). Conversely imidacloprid, not applied for at least 3
years but present in 29% of the wild plants, showed significantly higher concentrations in
perennials-biennials (1.21 + 4.73 ng/g) than in annuals (1.15 + 3.19 ng/g)(M-W test: U(98) = 824,
Z=-2.44, P =0.015). This slightly higher presence of imidacloprid in long-lived plants (biennials
and perennials) may reflect a longer persistence and bioaccumulation of imidacloprid (Castle et
al., 2005), with levels increasing in field margin plants over time for this compound, whereas
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clothianidin may be metabolised relatively faster in perennials, and be more persistent in
annuals according to our results. However, although statistical comparisons showed significant
differences between plant types for these two compounds, the differences in mean levels were
minimal, and the number of samples analysed for each group was not even (68 perennial and
biennial plants vs. 32 annual plants) (Tables S2a-2e). A bigger sample size and an experimental
design where plants with different life history strategies are exposed to these compounds in the
same environmental conditions would be needed to better understand this issue. Annual plants
have shorter longevity and higher relative growth rate than perennials, which leads to faster
metabolic rates (Garnier, 1992). They also have smaller rooting depths and lateral root spreads
than perennials (Jochenk Schenk and Jackson, 2002). These differences in the physiological and
morphological traits of annuals and long-lived plants (perennials and biennials) might affect the
uptake capacities and the metabolic pathways of xenobiotics in these two groups of plants,
which may in part explain our findings.

Neonicotinoid residues detected in foliage of herbaceous and woody plants were also
compared, and we found imidacloprid to be at significantly higher concentrations in herbaceous
plants (1.5 £ 4.7 ng/g) than in woody plants (M-W test: U(98) = 494, Z = -3.03, P = 0.002), where
this compound was below the method detection limits (< 0.02) in all samples. In addition, total
neonicotinoid residues were in general detected at higher average concentrations in foliage of
herbaceous plants (11.22 + 22.20 ng/g) than in woody plants (6.95 + 18.93 ng/g), probably due
to residual neonicotinoid concentrations decreasing in relation to the plant biomass (Balfour et
al., 2016; Krischik et al., 2007), which is generally higher in woody plants. However, since this
last trend was not statistically significant (M-W test: U(98) = 509.5, Z =-1.67, P = 0.095) and the
number of samples analysed from each group was very different (81 herbaceous plants vs. 19
woody plants tested) (Tables S2a-2e), further exploration to confirm this observation is
warranted.

Acetamiprid, which had not been used before in the studied farms, was present in 1% of the
foliage samples (Table 1). As with thiacloprid, the origin of these residues requires investigation.

2.3. Potential effects of neonicotinoids on non-target insects

The hazard quotient (HQ) approach was used to put the maximal concentrations detected in
the wild plants from field margins, which represent the worst-case scenario, into an ecological
effects context (Candolfi et al., 2001; Bonmatin et al., 2015). Overall, the results demonstrate
considerable variation in the predicted impact of neonicotinoids on different species within each
insect order, with the highest levels of neonicotinoid residues found in foliage being lower than
most of the reported lethal levels for acute exposure in the insects evaluated. Considering the
EU guidance document on risk assessment procedures for plant protection products with non-
target arthropods and the guidelines on terrestrial ecotoxicology (Candolfi et al., 2001; European
Commission, 2002), if the risk indicator (Hazard Quotient: HQ) based on the active substance is
greater than or equal to 2, a potential hazard is concluded and a higher tier test must be carried
out, and only if it is well below this HQ trigger (e.g. 100-fold), studies with the formulation could
be considered dispensable due to no unacceptable impact on the studied organisms. This
threshold value of 2 is expected to be conservative as it is indicated for laboratory tests
performed with two non-target arthropod sensitive species (Candolfi et al., 1999), of which the
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exposure is maximized on a glass plate. Moreover, the HQ for non-target arthropods in the EU
risk assessment regulation is defined as the ratio of the predicted exposure concentration (PEC,
g/mL a.s. per ha) divided by the lethal rate that kills 50% of the test organisms (LRso, g/mL a.s.
per ha). However, in our study we calculated HQs as the ratio of realistic worst-case exposure
(ng/g or ppb) divided by lethal concentration that kills 50% of the test organisms (LCso, ng/ml or
ppb). Therefore, it is important to note that we used the threshold values described in ESCORT
Il guidance document (Candolfi et al., 2001) to put the residue levels detected into a context of
risk assessment and to understand the possible impact that the detected concentrations may
cause in the field, but they are not deemed as decision making criteria and they should be
interpreted with caution.

Our results show that from the twenty-four species assessed, only three presented a HQ = 2,
with HQ = 6.27 for thiamethoxam in Aphis glycines (Hemiptera: Aphididae), HQ = 2.02 for
imidacloprid in Homalodisca coagulata (Hemiptera: Cicadellidae) and 1.77-2.12 for
thiamethoxam in Podisus nigrispinus (Hemiptera: Pentatomidae) (Table 2), meaning that the
highest concentrations found for these compounds in our foliage samples would be potentially
lethal for them in the short term. Four more hemipterans (Aphis pomi (Aphididae), Myzus
persicae (Aphididae), Orius laevigatus (Anthocoridae), and Hyaloides vitripennis (Miridae), and
one lepidopteran (Danaus plexippus (Nymphalidae)), were only 10-fold below the trigger value
2 used for non-target arthropods in the EU risk assessment guidelines, indicating potential
environmental risk for these organisms at the peak exposure levels detected in our study. Four
out of the remaining sixteen insect species (i.e. Anaphes jole (Hymenoptera: Mymaridae),
Aphelinus mali (Hymenoptera: Encyrtidae), Bombyx mori (Lepidoptera: Bombycidae) and
Anoplophora glabripennis (Coleoptera: Cerambycidae)) presented HQs ranging from 10 to 100-
fold below the HQ trigger of 2 (from HQ = 0.06 for thiamethoxam in Anaphes iole to HQ = 0.16
in Aphelinus mali for imidacloprid), with the other twelve species having HQs all below 100-fold
this threshold value. It should be noted that some of the species evaluated are considered as
pests for some crops, and some are not present in the studied area (South-East England), as for
instance the above mentioned hemipterans Aphis glycines and Homalodisca coagulata
(Magalhaes et al., 2008; Prabhaker et al., 2006) (Table 2). It is also worth mentioning that the
use of the maximal concentrations detected to calculate HQ values reflect a worst-case scenario,
and predicting the ecological consequences of this non-intended contamination of field margin
plants is challenging due to the high variahility in the residue concentrations detected, and also
in the susceptibility to the exposure for the different insect species. Nonetheless, the fact that
17 out of 35 wild plant foliage samples with detectable levels of thiamethoxam (49%) showed
concentrations over the lethal concentration for Aphis glycines (LCso = 16.9 ng/mL) calls for
further consideration of the possible impact of exposure for non-target insects that could be
potentially more susceptible to the highest levels of residues present in foliage. Furthermore,
the exposure-toxicity ratio analysis (HQ) suggests that some non-target organisms which play an
important role as biocontrol agents for some pests, such as the hemipteran Orius laevigatus or
the hymenopteran Aphelinus mali, present in the UK, might be potentially affected by the acute
exposure to the highest concentrations of neonicotinoid residues detected in this study (O.
laevigatus: HQ range residual contact = 0.09-0.65, HQ range oral ingestion = 0.01-0.02; A. mali:
HQ residual contact = 0.16). Predatory invertebrates may become exposed to neonicotinoids by
ingestion of contaminated plant tissue, through residual contact by moving on contaminated
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leaves, or by consuming pests that fed on contaminated plants (Armer et al., 1998; Lundgren,
2009; Naranjo and Gibson, 1996), and these systemic insecticides can persist in the environment
for long periods (Bonmatin et al., 2015; Goulson, 2013; Jones et al., 2014).

Our data clearly show that non-target insects living in field margins are likely to be chronically
exposed to highly variable concentrations of neonicotinoids, often in mixtures. These
concentrations are typically below the lethal concentrations of these pesticides, but there
remains cause for concern. The toxicity studies upon which these calculations are based are
short-term exposure (1 to 7 days), yet these insects are likely exposed throughout their lives.
This is of particular concern as it has been reported that neonicotinoids, like many other
toxicants, increase their toxicity when exposure is extended in time, so that much lower
concentrations eventually result in death (Rondeau et al., 2014; Sanchez-Bayo and Goka, 2014;
Suchail et al., 2001). Apart from lethal effects, a number of studies have found sub-lethal impacts
on larval development, reproductive rate and susceptibility to disease after exposure to field-
realistic doses of neonicotinoids on insects (Di Prisco et al., 2013; Kullik et al., 2011; Lashkari et
al., 2007; Magalhaes et al., 2008; Pecenka and Lundgren, 2015), highlighting the need of long-
term chronic tests for pesticide exposure where other side effects apart from mortality are
recorded. The effect of the combined exposure to mixtures of neonicotinoids should also be
considered in risk assessment test. Our HQ calculations are based on studies in which insects
were exposed to a single pesticide, yet we found that up to three neonicotinoids (i.e.
thiamethoxam, clothianidin and imidacloprid) can be detected in foliage from a single plant
(46.3 % of the foliage samples with residues had detectable levels of two or more
neonicotinoids).

In summary, our results show that a proportion of the seed-applied neonicotinoid does not
come into contact with the target pests, but instead is dispersed into the surrounding area.
Concentrations in plant tissues and sap between 5 and 10 ppb are generally regarded as
sufficient to provide protection against pest insects (Goulson, 2013), and as shown by our
results, the levels detected in foliage of field margin plants are very variable but can often exceed
this threshold, at times overlapping with LCsy values reported for some non-target insects. The
widespread presence of these compounds in field margin wild plants raises concerns over the
potential effects of exposure for non-target wildlife living in these habitats, which are often
managed for biodiversity through agri-environmental schemes (Pywell et al., 2006; Wood et al.,
2015). Our data are consistent with the hypothesis that declines of farmland butterflies could
be driven by exposure to neonicotinoids in field margin vegetation (Gilburn et al. 2015).
Hedgerows and field margins contribute to enhance crop yields by providing nest sites, forage
resources for pollinators and acting as reservoirs for natural enemies of crop pests (Hannon and
Sisk, 2009; Pywell et al., 2015), as well as increasing the nature conservation value of agricultural
landscapes (Dennis and Fry, 1992; Paoletti et al., 1992). If these functions are being impaired by
contamination with persistent, systemic insecticides, then this may be a matter with significant
ecological and economic implications.
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Figure 1. Concentrations of thiamethoxam and clothianidin (ng/g) in pollen of ocilseed rape

flowers as a function of their levels present in the foliage of the same plants.
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Figure 2. Concentrations of thiamethoxam and clothianidin (ng/g) detected in foliage and pollen
from OSR plants. (Black horizontal bars inside boxplots are median values. The upper and lower
whiskers represent scores outside the inter-quartile range; open circles represent mild outliers
and asterisks are extreme outliers).
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Figure 2. Concentrations of total neonicotinoid residues in foliage collected from oilseed rape
plants and wild plants from oilseed rape field margins. (Black horizontal bars inside boxplots are
median values. The upper and lower whiskers represent scores outside the inter-quartile range;
open circles represent mild outliers and asterisks are extreme outliers).
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Table 1. Number of samples analysed, percentage with detectable levels of neonicotinoid
insecticides, mean and range of levels found (Mean t Standard Deviation) in pollen and foliage
samples collected from oilseed rape (OSR) plants and foliage from wild plants collected from the

margins of the OSR fields (TMX: thiamethoxam, CLO:

thiacloprid, ACT: acetamiprid).

clothianidin, IMC: imidacloprid, THC:

TMX CLO IMC THC ACT
Method detection limit (MDL){ppb) 0.12 0.12 0.16 0.04 0.04
POLLEN N
Method quantification limit (MQL){ppb) 0.36 0.36 0.48 0.12 0.12
FREQUENCY OF DETECTIONS (%) 100% 100% 0% 80% 0%
RANGE (ng/g) 1.02-11.10 =0.36-9.78 =0.16 =0.04-7.25 =0.04
OSR FLOWERS 15
MEAN £5.D. (ng/g) 3.15+2.48 1.90+2.39 1.87+2.14
MEDIAN (ng/g) 3.07 1.45 1.27
Method detection limit (MDL){ppb) 0.10 0.20 0.20 0.02 0.02
FOLIAGE N Method quantification limit (MQL){ppb) 0.30 0.60 0.60 0.06 0.06
FREQUENCY OF DETECTIONS (%) 100% 100% 2% % 0%
OSR PLANTS 15 RANGE (ng/g) <0.10- 2.60 1.30-8.70 =0.20-3.10 =0.02 =0.02
MEAN £S.D. (ng/g) 1.04+0.88 2.91+2.08 0.23£0.80
MEDIAN (ng/g) 1.04 2.09 <0.20
0 0,
FIELD MARGIN FREQUENCY OF DETECTIONS (%) 35% 22% 29% %o 1%
100 RANGE (ng/g) <0.10- 106.2 <0.20-11.45 =0.20- 26.06 <0.02 <0.02-<0.06
WILD PLANTS MEAN £5.D. (ng/g) 8.71+21.13 0.51+1.67 1.19+4.28 =0.02
MEDIAN (ng/g) £0.10 =0.20 <0.20 <0.02

Table 2. Lethal concentrations (LCso) reported for twenty-four insect species from four different
orders, maximal concentrations detected in the foliage samples collected from wild plants in
OSR field margins, and exposure-toxicity-ratio (HQ) for each species defined as the pesticide
concentrations divided by the LCso (2 HQ of 1 = LCs;). The exposure routes used to obtain the
LCso values (ng/mL) were oral ingestion (O) or contact with neonicotinoid-treated leaves
following systemic bioassay (SB) or residual bioassay (RB). HQs equal or above 0.01 (=2 1% of the
LCso) are highlighted in bold numbers.

* median value calculated from all the LCsos reported for Homalodisca coagulata after 48 h exposure to
imidacloprid (range LCso: 0.087 — 53.09 ng/ml (ppb), range HQ: 0.49 — 298.85).

** median value calculated from all the LCsos reported for Homalodisca coagulata after 48 h exposure to
thiamethoxam (range LCso: 644.26 — 704.45 ng/ml (ppb), range HQ: 0.15-0.16).

T introduced species

1 domesticated species
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MAXIMUM  LCsp (time exposure;

INSECT ORDER SPECIES DEVELOPMENTAL STAGE COMPOUND  |EvELS route of exposure)  HQ ROLE DISTRIBUTION REFERENCE
ng/g (ppb) _ ng/ml (ppb)
Hymenoptera Diadegma insulare Adults Imidacloprid 26 2,000{24h; R8) 0.01 Biocontrol of pests North America Hill and Foster, 2000
Anaphes iole Adults Thiamethoxam 106 1,700(43h; RB) 0.06 Biocontrol of pests North America Williams and Price, 2003
Aphelinus mali Adults Imidacloprid 26 160(24 h; RB) 0.16 Biocontrol of pests North America, Cosmopolitant Cohen etal,, 1996
Eretmocerus eremicus Adults Thiamethoxam 106 1,010,000 (48h; SB)  1.05€-04 Biocontrol of pests USA Prabhakeretal,, 2011
Imidacloprid 26 1,530,000 (24h; SB)  1.35€-05 Southern Europet
Encarsia formosa Adults Thiamethoxam 106 357,000(48h; SB)  2.67E-04 Biocontrol of pests Cosmopolitan
Imidacloprid 26 980,000 (24 h; $B) 1.656-05
Gonatocerus ashmeadi Adults Thiamethoxam 106 1,440,000 (48 h; SB)  7.36E-05 Biocontrol of pests North America
Imidacloprid 26 2,630,000 (24h; SB)  9.89E-06
Aphytis melinus Adults Thiamethoxam 106 105,000 (24 h; SB) L01E-03 Biocontrol of pests UsA
Imidacloprid 26 246,000 (24 h; SB) 1.0GE-04 Southern Europet
Lepidoptera  Bombyx mori 2nd instar larvae Imidacloprid 26 1,270{96h; 0) 0.02 Economically important Cosmopolitantt Yuetal, 2015
Thiamethoxam 106 2,380(96h; 0) 0.04
Danaus plexippus Neonate larvae Clothianidin 1 15,63(36h; 0) 0.70 Pollinater/high cultural value  North America; Southern Europe; Oceania Pecenka & Lundgren, 2015
Cydia pomponella Neonate larvae Clothianidin 11 2,400(24h; 0) 4,58E-03 Agricultural pest Cosmopolitan Brunner et al., 2005
Pandemis pyrusana Neonate larvae Clothianidin 11 186,000(24h; 0) 5.916-05  Agricultural pest North America
Choristoneura rosaceono  Neonate larvae Clothianidin 11 75,000 (24 h; 0) L7604 Agricultural pest North America
Hemiptera  Aphis glycines Adults Imidacloprid 26 31.28(7 days; 58] 0.83 Agricultural pest Asia Magalhaes et al,, 2008
Thiamethoxam 106 16.91(7 days; 58] 6.27 North Americat
Aphis pomi 1stinstar nymphs 64(72h; 0) 0.41 Agricultural pest Europe Lowery and Smirle, 2003
2nd instar nymphs midacoprid 26 54(72h; 0) 0.48 Western ;_&swa
3rd instar nymphs 67(72h; 0) 0.39 North Africa
Adults 165(72h;0) 0.16 North America
Homalodisca coagulata Adults Imidacloprid 26 12.84(43h; sB)* 202 Agricultural pest North America Prabhakeretal,, 2006
(= H. vitripennis ) Thiamethoxam 106 674.35(48h; SB)** 016
Myzus persicae Adults Imidacloprid 26 73(48h;0) 0.36 Agricultural pest Cosmopolitan Nauen and Elbert, 1557
Myzus nicotianae Adults Imidacloprid 26 14,000 (48 h; 0) L86E-03  Agricultural pest Cosmopolitan
Orius loevigatus Sthinstar nymphs 40(72h; RB) 0.65 Biocontrol of pests Europe Delbeke etal,, 1997
Imidacloprid 26 L100{72h; 9) oo
Adults 300(72h; RE) 0.00
2,100{72h; 0) 0.01
Hyaliodes vitripennis Nymphs Thismethoxam 106 1,430(24h; R8) 0.07 Biocontrol of pests North America Bostanian etal,, 2005
Adults 500(24 h; RB) 0.1
Greocoris punctipes Adults Imidacloprid 26 5,180,000 (96 h; SB)  5.02E-06 Biocontrol of pests North and Central America Prabhakeretal,, 2011
Thiamethoxam 106 2,170,000(96 h; SB)  4.88€-05
Orius insidiosus Adults Imidacloprid 26 2,780,000 (96 h; SB)  9.35€-06 Biocontrol of pests North and South America
Thiamethoxam 106 1,670,000 (96 h; SB)  6.35€-05 Europet
Podisus nigrispinus 2nd instar nymphs Imidacloprid 26 130(5days; 0) 0.20 Biocontrol of pests South and Central America Torres and Ruberson, 2004
Sthinstar nymphs 240(5 days; 0) 0.06
2nd instar nymphs Thiamethoxam 106 50(5 days; 0) 12
5thinstar nymphs 60 (5 days; 0) 177
Bemisia tabaci Adults Imidacloprid 26 264,000(48h;SB)  9.B5E-05  Agricultural pest Cosmopolitan Prabhakeretal,, 2005
Thiamethoxam 106 108,000 (48h; SB) 9.81E-04
Coleoptera  Anaplophora glabripennis  Adults midadoprid 26 1,500(72h; 0+RB)  0.01 Agricultural pest Eastern Asia Wang etal., 2005
5,900(72h; 0) 4.41E-03 North Americat
Thiamethoxam 106 1,000(72h; 0+RB}  0.11 Europet
Clothianidin 11 1,100 (72h; 0 +RE)  0.01
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756 Supplementary Information

757 Table S1. Neonicotinoid concentrations in foliage and pollen collected from three sites in five
758 oilseed rape field crops. (TMX: thiamethoxam, CLO: clothianidin, IMC: imidacloprid, THC:

759 thiacloprid, ACT: acetamiprid). Concentrations at detectable levels are outlined in bold

760 numbers.

761
FOLIAGE OILSEED RAPE PLANTS POLLEN OILSEED RAPE PLANTS
FIELD  SITES NEONICOTINOID RESIDUES (ng/g) NEONICOTINOID RESIDUES (ng/g)
T™MX cLO IMC THC ACT T™MX CLO IMC THC ACT

S1 2.63 209 <060 <0.02 <0.02 4,08 193 <016 3.03 <004

1 S2 1.73 217 <020 <0.02 <0.02 3.40 145 <016 049 <004

s3 1.63 180 <060 <0.02 <0.02 2.12 148 <016 <0.04 <004

S1 1.04 201 <020 <0.02 <0.02 1.72 123 <016 <0.04 <0.04

2 S2 €030 233 <020 <0.02 <0.02 1.10 121 <016 267 <004

s3 0.41 289 <020 <0.02 <0.02 1.02 099 <016 <004 <004

S1 €030 160 <020 <0.02 <0.02 3.42 179 <016 106  <0.04

3 S2 €030 141 <020 <0.02 <0.02 1.55 0.21 <0.16  3.16  <0.04

s3 0.79 294 <020 <0.02 <002 130 <036 <016 <012 <0.04

S1 €030 134 <020 <0.02 <0.02 3.16 252 <016 154  <0.04

4 S2 €030 149 <020 <0.02 <0.02 203 <036 <016 7.25 <004

s3 1.04 190 <020 <002 <002 307 <036 <016 548 <004

S1 1.56 549 <020 <0.02 <0.02 11.01 9.78 <016 132  <0.04

5 S2 2.34 872 <020 <0.02 <0.02 4.70 191 <016 127 <004

s3 1.88 5.57 310 <002 <002 3.50 361 <016 067 <004
762
763
764
765
766
767
768
769
770
771
772
773

774
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775 Tables S2a-S2e. Concentrations of neonicotinoid residues in foliage collected from wild plants
776 growing in the four margins of five oilseed rape fields.
777 Table S2a. Field 1.
778
PLANT | LIFE HISTORY NEONICOTINOID RESIDUES (ng/g)
FIELD MARGIN SPECIES
TYPE STRATEGY TMX CLO IMC | THC ACT
Lamium purpureum H A 19.49 <0.20 <0.60 <0.02 <0.02
Glechoma hederacea H P 22.94 <0.20 <0.20 <0.02 <0.02
M1 Lamium album H P 88.50 <0.20 <0.20 <0.02 <0.02
Vicia sativa H A 20.24 <0.20 <0.20 <0.02 <0.02
Trifolium pratense H P 11.47 0.97 <0.20 <0.02 <0.02
Dactylis glomerata H P <0.10 <0.20 25.20 <0.02 <0.02
Cardamine pratensis H P 37.59 <0.20 <0.20 <0.02 <0.02
Papaver rhoeas H A 41.76 1.98 <£0.60 =0.02 =0.06
M2 Ranunculus repens H P <0.10 <0.20 <0.20 <0.02 <0.02
Trifolium repens H P <0.10 <0.20 14.52 <0.02 <0.02
Galium aparine H A 35.63 <0.20 10.16 <0.02 <0.02
1 Cratoegus monogyna w P <0.10 <0.20 <0.20 =0.02 <0.02
Trifolium repens H P <0.10 £0.20 £0.20 <0.02 <0.02
M3 Rubus fruticosus W P 65.13 £0.60 £0.20 <0.02 <0.02
Papaver rhoeas H A 6.72 0.75 0.87 =0.02 <0.02
Viola arvensis H A 1.29 £0.60 1.63 <0.02 <0.02
Glechoma hederacea H P <0.10 <0.20 <0.20 <0.02 <0.02
Calystegia sylvatica H P <£0.10 £0.20 1.18 <0.02 <0.02
Malva sylvestris H P <0.30 £0.20 £0.20 <0.02 <0.02
Ma Matricaria recutita H A £0.30 £0.60 £0.60 <0.02 <0.02
Sonchus oleraceus H A <0.10 <0.20 14.79 <0.02 <0.02
Silene latifolia H P 1.14 5.93 <0.20 =0.02 <0.02
Dactylis glomerata H P <0.10 <0.20 6.23 <0.02 <0.02
779
780
781
782
783
784
785
786
787
788
789

790
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791 Table S2b. Field 2.
PLANT | LIFE HISTORY NEONICOTINOID RESIDUES (ng/g)
FIELD MARGIN SPECIES
TYPE STRATEGY TMX CLO IMC | THC ACT

Cirsium vulgare H B 106.16 <0.20 <0.60 £0.02 £0.02

Rubus fruticosus w P 43.83 11.45 £0.20 £0.02 £0.02

M1 Hieracium agg. H P <0.10 <0.20 £0.20 =0.02 =0.02

Sonchus arvensis H P <0.10 <0.20 £0.20 £0.02 £0.02

Crataegus monogyna W P 1.03 £0.60 <0.20 <0.02 <0.02

Galium aparine H A <0.10 5.12 <0.60 £0.02 £0.02

Rubus fruticosus W P <0.10 <0.20 £0.20 £0.02 £0.02

Silene vulgaris H P 14.94 =0.60 <0.60 <0.02 <0.02

Cirsium vulgare H B <0.10 <0.20 <0.20 <0.02 <0.02

M2 Anthriscus sylvestris H P <0.10 <0.20 £0.60 <0.02 <0.02

Heracleum sphondylium H P <0.10 <0.20 0.72 <0.02 <0.02

Stachys sylvatica H P <0.10 <0.20 <0.20 <0.02 <0.02

2 Crataegus monogyna W P =0.10 3.26 <0.20 <0.02 <0.02

Matricaria recutita H A <0.10 <0.20 <0.20 <0.02 <0.02

Cirsium vulgare H B <0.10 =0.20 <0.20 <0.02 <0.02

Papaver rhoeas H A 39.05 5.59 £0.20 <0.02 <0.02

M3 Veranica persica H A 32.93 <0.60 2.60 <0.02 <0.02

Senecio jacobaea H B <0.10 <0.20 <0.20 <0.02 <0.02

Sonchus oleraceus H A <0.10 <0.20 <0.20 <0.02 <0.02

Viola arvensis H A <0.10 <0.20 <0.20 <0.02 <0.02

Matricaria recutita H A £0.30 <0.20 <0.20 <0.02 <0.02

Sonchus oleraceus H A 22.05 <0.60 5.06 <0.02 <0.02

M4 Cirsium vulgare H B <0.10 <0.20 <0.20 <0.02 <0.02

Carduus sp. H B <0.10 <0.20 <0.20 <0.02 <0.02

Lamium purpureum H A <0.10 <0.20 <0.20 <0.02 <0.02

Fallopia convolvulus H A 2,22 <0.20 <0.20 <0.02 <0.02
792
793
794
795
796
797
798
799
800
801
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805 Table S2c. Field 3.
FIELD MARGIN SPECIES PLANT | LIFE HISTORY NEONICOTINOID RESIDUES (ng/g)
TYPE STRATEGY TMX CLO IMcC THC ACT
Matricaria recutita H A <0.30 <0.60 <0.60 <0.02 <0.02
Fumaria officinalis H A <0.10 <0.20 <0.20 <0.02 <0.02
Matricaria recutita H A <0.30 <0.60 <0.60 <0.02 =0.02
M1 Sonchus arvensis H P <0.10 =0.20 <0.20 <0.02 <0.02
Cirsium arvense H P 62.40 =0.20 <0.20 <0.02 =0.02
Sherardia arvensis H A 0.59 =0.20 <0.20 <0.02 =0.02
Fallopia convolvulus H A =0.30 =0.20 =0.20 =0.02 =0.02
Galium aparine H A =0.10 =0.20 <0.20 =0.02 =0.02
Anthriscus sylvestris H P 2.46 <0.60 1.72 =0.02 =0.02
Matricaria recutita H A <0.10 3.56 <0.60 <0.02 =0.02
M2 Pimpinella saxifraga H P <0.30 =0.20 <0.60 <0.02 =0.02
Avena fatua H A =£0.10 =0.60 =0.60 =0.02 =0.02
Euphorbia helioscopia H A <0.10 =0.20 <0.20 <0.02 =0.02
3 Polygonum aviculare H A <0.10 =0.20 <0.20 =0.02 =0.02
Senecio jacobaea H B 40.65 =0.20 <0.20 =0.02 =0.02
Convolvulus arvensis H P <0.10 =0.20 =0.60 <0.02 =0.02
M3 Solanum dulcamara W P <0.10 5.47 <0.20 <0.02 <0.02
Crataegus monogyna W P =0.10 =0.20 <0.20 =0.02 =0.02
Ligustrum vulgare W P =0.10 =0.20 =0.20 =0.02 =0.02
Urtica dioica H P <0.10 =0.20 <0.20 <0.02 <0.02
Sisymbrium vulgare H A =0.10 =0.20 <0.20 =0.02 =0.02
Cirsium vulgare H B =0.10 =0.20 =0.20 =0.02 =0.02
Ma Galium aparine H A =0.10 =0.20 <0.60 =0.02 =0.02
Calystegia sepium H P =0.10 =0.20 <0.20 =0.02 =0.02
Cirsium arvense H P <0.10 <0.20 <0.20 <0.02 <0.02
Convolvulus arvensis H P <0.10 4.47 <0.20 <0.02 <£0.02
Crataegus monogyna W P =£0.10 =0.20 £0.20 =0.02 =0.02
806
807 Table S2d. Field 4.
808
FIELD MARGIN SPECIES PLANT | LIFE HISTORY NEONICOTINOID RESIDUES (ng/g)
TYPE | STRATEGY TMX CLO IMC THC ACT
Crataegus monogyna w P <0.10 <0.20 <0.20 <0.02 <0.02
M1 Silete latifolia H P 55.78 =0.20 =0.20 =0.02 =0.02
Cirsium vulgare H B <0.30 =0.20 26.06 =0.02 =0.02
Heracleum sphondylium H P 92.79 =0.20 =0.20 =0.02 =0.02
M2 Cirsium vulgare H B =0.10 =0.20 =0.20 =0.02 =0.02
Sonchus arvensis H P =0.10 =0.20 5.13 =0.02 =0.02
Centaurea nigra H P =0.10 =0.20 =0.20 =0.02 =0.02
4 Sonchus arvensis H P <0.10 <0.20 <0.20 <0.02 <0.02
M3 Crataegus monogyna W P <0.10 <0.20 <0.20 =0.02 =0.02
Heracleum sphondylium H P <0.10 <0.20 <0.20 =0.02 =0.02
Rubus fruticosus W P =0.10 =0.20 =0.20 =0.02 =0.02
Heracleum sphondylium H P <0.10 <0.20 <0.60 =0.02 <0.06
M4 Silene latifolia H P =0.10 =0.20 =0.20 =0.02 =0.02
Cirsium vulgare H B =0.10 =0.20 =0.20 =0.02 =0.02

809
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810 Table S2e. Field 5.
FIELD MARGIN SPECIES PLANT | LIFE HISTORY NEONICOTINOID RESIDUES (ng/g)
TYPE STRATEGY TMX CLO IMC THC ACT
Hedera helix W P 1.50 <0.20 <0.20 <0.02 <0.02
M1 Ligustrum vulgare W P =0.10 =0.20 =0.20 <0.02 =0.02
Crataegus monogyna w P =0.10 =0.20 =0.20 =0.02 =0.02
M2 Papaver rhoeas H Ji¥ =0.10 =0.20 =0.20 =0.02 =0.02
5 Senecio jacobaea H B =0.10 =0.20 =0.20 <0.02 =0.02
M3 Papaver rhoeas H Ji¥ =0.10 =0.20 =0.20 <0.02 =0.02
Ligustrum vulgare W P =0.10 =0.20 =0.20 <0.02 =0.02
Hedera helix w P <0.10 <0.20 <0.20 <0.02 <0.02
M4 Ligustrum vulgare W P =0.10 =0.20 =0.20 =0.02 =0.02
Senecio jacobaea H B =0.10 =0.20 =0.20 <0.02 =0.02
811
812
813
814
815 Table S3. Absolute recoveries (%) of neonicotinoids from spiked foliage samples (1 ng/g dw,
816 n=4 and 5 ng/g dw, n=4) extracted with the QUEChERS method. TMX = thiamethoxam, CLO =
817 clothianidin, IMC = imidacloprid, ACT = acetamiprid and THC = thiacloprid.
1 ng/g dw S ng/g dw
Av SD Av SD
TMX 80 15 91 2
CLO 89 14 105 9
IMC 101 6 115 6
ACT 82 8 94 9
THC 72 15 84 11
818

819






