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INTRODUCTION
Coastal ecosystems have been exposed to serious pollution for
several decades because of increased human activity. Modern
agriculture is a major contributor to coastal pollution, especially in
Brittany (France), because it often involves the use of a wide variety
of pesticides in large quantities. Run-off containing these compounds
is then found in coastal systems, resulting in increased levels of
pollution and potentially harming marine organisms (Banerjee et
al., 1996). Some organisms, such as molluscs, bioaccumulate a large
variety of pesticides (Buisson et al., 2008). This accumulation of
organic compounds occurs in the gonads in particular and can cause
reproductive disorders, characterised by an acceleration of sexual
maturation in bivalves (Binelli et al., 2004; Buisson et al., 2008).
Endocrine disruption, reflected by a disturbance of sexual
differentiation and a decrease in fecundity, has also been reported
in crustaceans (Kashian and Dodson, 2002). Additionally, a previous
genetic study revealed differential mortality of oysters harbouring
sensitive genotypes (Moraga and Tanguy, 2000). Pesticide
contamination of aquatic ecosystems is thus likely to affect the
fitness and repartition of aquatic species.

At individual level, the impact of pesticides has been
extensively studied, especially in molluscs. Pesticides have an
impact on immune responses by modulating both gene expression
of proteins associated with immune function and haemocyte
activity in the oyster Crassostrea gigas (Gagnaire et al., 2006;

Gagnaire et al., 2007; Bouilly et al., 2007). Pesticides disrupt the
reproductive system by increasing the level of aneuploidy in the
progeny of contaminated oysters. For instance, atrazine, a widely
used pesticide, has an adverse effect on mitotic spindle fibre
formation, leading to aberrant chromosome segregation and
chromosome loss (Bouilly et al., 2005; Bouilly et al., 2007). More
generally, toxicological effects on organisms (filtration rate,
atrophy of digestive gland epithelium), cytotoxic and genotoxic
effects, and enzymatic activity alterations have been recorded in
oysters (Buisson et al., 2008; Anguiano et al., 2010). Pesticides
are also known to create pro-oxidant conditions in cells (Griffitt
et al., 2006; Williams et al., 2008), leading to oxidative stress.
In turn, functions such as iron metabolism can be affected
(Slaninova et al., 2009). The recent development of molecular
tools has allowed the identification of genes affected by pesticide
exposure on a genome-wide scale (Bultelle et al., 2002; Tanguy
et al., 2005), with such studies indicating that several
physiological functions are involved in the response of organisms
to these compounds. Previous techniques usually focused on the
expression of one or a few candidate genes to describe the effect
of pesticides on organisms. New techniques allow screening of
a large part of the transcriptome, and have led to the identification
of candidate genes affected by particular toxic compounds at the
level of the transcriptome, which is the first response level of
organisms exposed to pollution.
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SUMMARY
Pesticide run-off into the ocean represents a potential threat to marine organisms, especially bivalves living in coastal
environments. However, little is known about the effects of environmentally relevant concentrations of pesticides at the individual
level. In this study, the suppression subtractive hybridisation technique was used to discover the main physiological function
affected by a cocktail of three pesticides (lindane, metolachlor and carbofuran) in the Pacific oyster Crassostrea gigas. Two oyster
populations exposed to different pollution levels in the wild were investigated. The pesticide concentrations used to induce stress
were close to those found in the wild. In a time course experiment, the expression of three genes implicated in iron metabolism
and oxidative stress as well as that of two ubiquitous stress proteins was examined. No clear regulation of gene or protein
expression was found, potentially due to a low-dose effect. However, we detected a strong site- and organ-specific response to
the pesticides. This study thus (1) provides insight into bivalve responses to pesticide pollution at the level of the transcriptome,
which is the first level of response for organisms facing pollution, and (2) raises interesting questions concerning the importance
of the sites and organs studied in the toxicogenomic field.
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In the present study, a suppression subtractive hybridisation
(SSH) method was used to answer the following two questions:
(1) do pesticides modify specific gene expression or functional
pathways in the oyster C. gigas, and (2) does the site of origin
influence the response of oysters to pesticides? For this purpose,
the mRNA expression of three particular genes identified in the
SSH assay was analysed in two populations of oysters
experimentally exposed to pesticides (lindane, metolachlor,
carbofuran) at environmentally relevant concentrations. The
candidate genes code for proteins implicated in iron metabolism
and oxidative stress (ferritin, NifU and ribosomal protein P2-like).
The expression of two stress proteins (metallothionein and heat
shock protein 70) was also quantified. These candidate genes and
stress proteins were expected to be up- or down-regulated during
experimental contamination and thus to be differentially expressed
in the two oyster populations because of their different
environmental and genetic backgrounds.

MATERIALS AND METHODS
Experimental design

Adult oysters were collected in November 2005 from two sample
sites differing in pollution levels, particularly pesticide content:
Arcouest (low pollution) and the Vilaine estuary (high pollution)
(Fig.1). Quantification of the levels of two pesticides, lindane
and DDT, in bivalve tissues over a 20year period revealed
different pesticide concentrations between these two sites
(http://www.ifremer.fr/envlit/). The respective values for Arcouest
and Vilaine were 2gkg–1 dry mass and 6gkg–1 dry mass of
lindane and 4.7gkg–1 dry mass and 11gkg–1 dry mass of DDT.
After a 10day acclimation period in aerated, filtered (0.2m) sea
water at constant temperature and salinity [15°C, 34p.s.u. (practical
salinity units)], one subgroup from each site was subjected to a
pesticide cocktail composed of 5gl–1 carbofuran, 2gl–1 lindane
and 10gl–1 metolachlor, corresponding to the pesticide
concentrations that are typically measured in the water from these
two sites and to the maximal concentration authorised by European

directive 98/83/CE (http://www.car-analyse.com/hydro/c9883.htm)
in littoral waters. A second subgroup was maintained in aerated sea
water as a control. Oysters were fed with phytoplankton (Isochrysis
galbana and Pavlova lutheri) every 48h, and no mortality was
observed during the experiment. The mantle and digestive glands
of 10 control and 10 exposed oysters were collected on day 0, 7,
14, 24 and 30 of the experiment and were immediately frozen
(–80°C) for subsequent real-time PCR and immunoquantification
analyses.

Identification of differentially regulated genes in oysters
exposed to pesticides

SSH was used to identify pesticide-regulated genes in oysters. After
24days of pesticide exposure, total RNA was extracted from mantle
pools of 10 control and 10 exposed individuals (Arcouest subset
experiment) using TRIzolTM reagent (Gibco-BRL, Grand Island,
NY, USA). Poly(A+) RNA was isolated from each pool of total
RNA using the PolyATract® mRNA Isolation system (Promega,
Madison, WI, USA) following the manufacturer’s instructions. Both
forward (up-regulated genes) and reverse (down-regulated genes)
subtracted libraries were made with 2g mRNA, using the PCR-
SelectTM cDNA Subtraction kit (Clontech, Mountain View, CA,
USA), amplified with the Advantage® cDNA PCR kit and finally
cloned into the pGEM®-T vector (Promega) following the
manufacturer’s instructions. The ligation mixtures were used to
transform competent DH5a E. coli cells, and colonies were then
grown in liquid ampicillin-LB medium. A total of 192 clones (96
clones for each library) were sequenced (Genomer, Roscoff, France).
The resulting sequences were compared for homology to sequences
in the GenBank database using BLASTX (http://www.ncbi.nlm.
nih.gov/blast/) to identify the differentially expressed genes.

Expression analysis of pesticide-regulated genes
The mRNA expression of three genes (ferritin, NifU, RpP2like)
potentially regulated by pesticides was followed by real-time PCR.
Total RNA of both control and exposed oysters was extracted from
the digestive gland and mantle after 0 (before treatment), 7, 14
and 30 days of the experiment (N5 for each sampling point) using
a standard guanidium isothiocyanate extraction protocol. Total
RNA (5g) was reverse transcribed using M-MLV reverse
transcriptase (Promega) and an anchor-oligo(dT) primer (5�-
CGCTCTAGAACTAGTGGATCT(17)-3�). All reactions were
carried out on an ABI Prism 7300 (Applied Biosystems Inc., Foster
city, CA, USA) in a final volume of 20l containing 150nmoll–1

primers (Table1), 5� power SYBR® green PCR master mix
(Applied Biosystems Inc.) and 5l diluted (1/20) reverse
transcription product. Amplification conditions were as follows:
1 cycle of 10min for enzyme activation at 95°C followed by 40
cycles comprising a denaturation step of 15s at 95°C and an
annealing–elongation step of 1min at 60°C. Melting curves were

Fig.1. Map of sampling sites in Brittany, France. Populations were sampled
in 2005 at a low pollution site, Arcouest (48°49�09.00�N/3°00�28.39�W),
and at a high pollution site, Vilaine (47°30�11.56�N/2°31�28.91�W).

Table1. Primer sequences used for real-time PCR amplification

Genes Primers 5�–3�

NifU Sense  GGCGTGGATCAGCTATTGCTTCTAGT 
Antisense GACTGGAGGCAGACACAGTTCCTTCG

Ferritin Sense  GAGAGCGAAGCTGGCATCAACCGCCA 
Antisense TTCATCAGTTTTTCAGCATGTTCCCG

RpP2like Sense  GACCTGAAGAAAATCATCCGGGTCTGT 
Antisense CAGATGCCAGCTTTTCTTGACCTTTA

18S (endogenous Sense  GTCTGGTTAATTCCGATAACGAACGAGACTCTA 
control) Antisense TGCTCAATCTCGTGTGGCTAAACGCCACTTG
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generated to verify that each primer pair amplified a unique PCR
fragment, and the 18S gene was used as a reference. Gene
expression was analysed using the comparative Ct method (Livak
and Schmittgen, 2001) and presented as relative expression
RQ2–��Ct, with CtCtgene–Ct18S and CtCtexperiment–
Ctcontrol.

Quantification of stress proteins (heat shock proteins and
metallothioneins)

Two types of stress protein, heat shock protein 70 (Hsp70) and
metallothioneins (MTs), were quantified in the digestive gland
and mantle of both control and exposed oysters using an
immunoquantification technique based on an enzyme-linked
immunosorbent assay (ELISA). ELISAs for quantification of Hsp70
and MTs were carried out according to protocols described
previously (Boutet et al., 2002; Boutet et al., 2003).

Statistical analyses
Non-parametric tests (Wilcoxon–Mann–Whitney) were carried out
to detect variations in mRNA expression and protein levels between
populations, between organs, over time (duration of exposure) and
between treatments using SPSS Statistics 17.0 (SPSS Inc., Chicago,
IL, USA).

A canonical redundancy analysis (RDA) using the R-language
‘rdaTest’ function (http://www.bio.umontreal.ca/legendre/
indexEn.html) was performed on the data obtained for the mRNA
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expression of three genes, protein levels (response variables), and
four explanatory variables including the following experimental
factors: pesticide treatment (control vs pesticide-exposed oysters),
duration, organ and site of origin. RDA was used to estimate the
fraction of the variations in gene expression and protein levels
attributable to the explanatory variables. This method evaluates
correlations between the response and explanatory variables and is
more suitable than a general linear model as few replicates were
used in this study. The explanatory variables were recorded as a set
of numerical variables. Organ treatment and site of origin were
considered to be quantitative variables (transformation of numerical
code not required). A polynomial transformation was applied to
the duration of exposure (simplepower 1, squarepower and
cubepower 3). In order to give the same weight to all response
variables in the analysis, the gene expression levels (Ct) and
proteins levels were standardised to a mean of 0 and a variance of
1 (z-score transformation) with the R-language ‘decostand’ function
of the ‘vegan’ package (Vegan: Community Ecology Package
version 1.8-3; http://cran.r-project.org/). Forward selection of the
explanatory variables was performed using the ‘packfor’ R-language
package (Packfor: forward selection with permutation, R package
version 0.0-7; http://r-forge.r-project.org/R/?group_id195),
retaining the explanatory variables with P≤0.05 after Monte Carlo
permutation tests (nperm9999). An overall test of significance of
the canonical relationship (9999 permutations) was generated from
the RDA results (Legendre and Legendre, 1998).

Table2. Up-regulated genes identified in the SSH library after 24days of pesticide exposure

Up-regulated genes e-value GenBank accession number

Cytoskeleton, structure, matrix
Tropomyosin 1 a chain 3.00E–37 HO007348

Respiratory chain
NADH dehydrogenase subunit 4 7.00E–20 HO007316
NADH dehydrogenase subunit 5 2.00E–19 HO007308
Cytochrome b 2.00E–23 HO007333–

Protein regulation and transcription
Elongation factor 1 1.00E–33 HO007320
Elongation factor 1 7.00E–28 HO007345
Similar to Mohawk homeobox 2.00E–11 HO007356

Ribosomal proteins 
Ribosomal protein L3 1.00E–31 HO007309–HO007325–HO007341
Ribosomal protein L7 2.00E–48 HO007331
Ribosomal protein L13 2.00E–12 HO007337–HO007343–HO007362
Ribosomal protein L19 3.00E–18 HO007338–HO007344
Ribosomal protein L22 2.00E–14 HO007339
Ribosomal protein S2 7.00E–22 HO007340
Ribosomal protein S3 3.00E–47 HO007335–HO007349
Ribosomal protein S4 1.00E–41 HO007322
Ribosomal protein S6 1.00E–2 HO007350
Ribosomal protein S11 4.00E–28 HO007363
Ribosomal protein S14 3.00E–46 HO007317–HO007319–HO007365
Ribosomal protein S19 1.00E–28 HO007329
Ribosomal protein S26 7.00E–46 HO007310
Ribosomal protein P2like 5.00E–09 HO007323

Iron metabolism
Nitrogen fixation protein NifU 8.00E–12 HO007358–HO007360–HO007367

Unknown function
Hypothetical protein 1.00E–17 HO007332–HO007334–HO007359

HO007361–HO007364
Unknown genes HO007306–HO007307–HO007311 to 

HO007315–HO007318–HO007321–
HO007324–HO007326 to HO007328
HO007330–HO007336–HO007342–
HO007346–HO007347–H0007351 to 
HO007355–HO007357–HO007366
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RESULTS
Suppression subtractive hybridisation

Two SSH libraries were constructed with C. gigas cDNA after
exposure of the oysters to a cocktail of pesticides to identify genes
potentially up- or down-regulated (using a forward and a reverse
SSH library, respectively). The sequences obtained were then
submitted to a homology search using the BLASTX program. A
total of 125 sequences were identified, including 71 corresponding
to genes with an annotated function and 54 corresponding to genes
with unknown functions (Tables 2 and 3). The annotated genes can
be clustered into nine functional categories: (1) cytoskeleton,
structure and matrix; (2) respiratory chain; (3) protein regulation
and transcription; (4) ribosomal proteins; (5) energy metabolism;
(6) cellular communication, membrane receptor and immune system;
(7) iron metabolism; (8) oxidative stress; and (9) amino acid
metabolism.

mRNA expression and protein level variations in response to
pesticide exposure

Three potential candidate genes were identified. These genes encode
proteins involved in responses to stress experienced by oysters
during pesticide exposure: NifU, ferritin and ribosomal protein P2-

like (RpP2like). These proteins are implicated in iron homeostasis
and oxidative stress. A gene expression experiment was conducted
on these genes using real-time quantitative PCR and
immunoquantification of two stress proteins (Hsp70 and MTs) in
two organs (mantle and digestive gland) of oysters originating from
the two sites (Vilaine and Arcouest). The results are reported in
Figs2 and 3. A Wilcoxon–Mann–Whitney test revealed significant
differences between the mantle and digestive gland of Vilaine oysters
with respect to the Hsp level (U0, Z–3.130, P<0.05) and between
the mantle and digestive gland at both sites with respect to RpP2like
mRNA expression and MT levels (respectively, U15, Z–3.857,
P<0.005 and U8, Z–2.108, P<0.005). Significant differences in
digestive gland Hsp and mantle MT levels were found between sites
(respectively, U0, Z–3.134, P<0.001 and U0, Z–3.130,
P<0.005). No variation in the protein or mRNA expression was
observed between treatments or over time.

Untangling the relative effects of the experiments, the organ
and the site of origin on the variance of gene and protein

expression across individuals
In order to clarify the effects of the experiment, the first step of the
analysis consisted of selecting significant explanatory variables from

Table3. Down-regulated genes identified in the SSH library after 24days of pesticide exposure

Down-regulated genes e-value GenBank accession number

Cytoskeleton, structure, matrix
Actin 2.00E–76 HO007400–HO007405–HO007424
a-Tubulin 5.00E–09 HO007420
-Tubulin 9.00E–76 HO007416

Respiratory chain
NADH dehydrogenase subunit 2 5.00E–05 HO007378
NADH dehydrogenase subunit 4 7.00E–10 HO007369
NADH dehydrogenase subunit 5 2.00E–05 HO007368
NADH dehydrogenase subunit 6 5.00E–70 HO007423
Cytochrome b 7.00E–20 HO007379–HO007398

Energy metabolism
Enolase 5.00E–05 HO007380

Protein regulation
Elongation factor 1a 2.00E–114 HO007421
Elongation factor 1 1.00E–28 HO007406

Ribosomal proteins
Ribosomal protein L3 5.00E–39 HO007397
Ribosomal protein L7 3.00E–35 HO007385
Ribosomal protein L9 5.00E–25 HO007382–HO007384–HO007392
Ribosomal protein L13 3.00E–33 HO007399
Ribosomal protein L18 4.00E–31 HO007394–HO007401–HO007402
Ribosomal protein L30 4.00E–21 HO007387
Ribosomal protein L31 9.00E–57 HO007393
Ribosomal protein L34 1.00E–27 HO007386–HO007388
Ribosomal protein L35 2.00E–34 HO007403–HO007407
Ribosomal protein S3 1.00E–119 HO007425–HO007426–HO007429–HO007430
Ribosomal protein S14 5.00E–47 HO007428

Cellular communication, membrane receptor and immune system
Tripartite motif protein TRIM2 isoform 3.00E–06 HO007422
T-cell receptor  chain 4.00E–03 HO007419

Iron metabolism
Ferritin 1.00E–48 HO007408

Oxidative stress
Manganese superoxide dismutase 2.00E–04 HO007396

Amino acid metabolism
Kinase 4 4.00E–17 HO007383

Unknown function
Hypothetical protein 1.00E–20 HO007376–HO007381–HO007389–HO007395

Unknown genes HO007370 to HO007375–HO007377–HO007390–
HO007391–HO007404–HO007409 to 

HO007415–HO007417–HO007418–HO007427 
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among the four that were available (treatment, duration, organ and
site of origin). Using a multivariate forward selection procedure (R-
language package ‘packfor’), the effects of two variables remained
significant (P<0.05) in explaining the variance of the five response
variables across individuals: site of origin (R20.282, F48.98,
P0.001) and organ (R20.215, F52.65, P0.001). These variables
were thus used in the canonical RDA. The two axes of the RDA

H. Collin and others

constrained by these two variables explained 49.7% (R2
adj49.7%,

F61.3, P0.001) of the total variance associated with gene and
protein expression.

DISCUSSION
Identification of candidate genes regulated by pesticides

In this study, Pacific oysters (C. gigas) originating from two
populations, which differ with respect to the pollution levels they
encounter in the wild and the level of pesticide exposure, were used
to identify the response of oysters at both the mRNA and protein
expression level.

First, suppression subtractive libraries were generated to identify
differentially expressed genes in oysters exposed to pesticides.
Sequencing of these libraries identified 125 regulated genes, of
which half were functionally annotated.

Some genes encoded similar proteins in both the forward and
reverse libraries (NADH dehydrogenase subunit 4, NADH
dehydrogenase subunit 5, elongation factor 1, and ribosomal
proteins L3, L7, L13, S3 and S14). Proteins involved in translation
as well as in respiratory processes are highly expressed in cells, and
some of these proteins are specific to physiological pathway
activation. Therefore, the presence of similar genes encoding these
types of protein was not surprising, and has also been observed in
many other SSH studies (David et al., 2005; Tanguy et al., 2005;
Marchand et al., 2006; Meistertzheim et al., 2007; Zapata et al.,
2009), possibly due to the limitations of the assay itself.

Pesticides, especially lindane, have numerous effects on aquatic
aerobic organisms. These compounds can create pro-oxidant
conditions and favour oxidative stress by inducing the production
of reactive oxygen species (ROS) (Ayaki et al., 2005; Valavanidis
et al., 2006; Griffitt et al., 2006; Williams et al., 2008; Jin et al.,
2010). ROS can alter protein function and cause lipid peroxidation
and nucleic acid damage through oxidation processes (Banerjee
et al., 1999). In the present work, genes coding for proteins
implicated in the antioxidant response (superoxide dismutase) and
in iron homeostasis regulation (NifU, ferritin and RpP2like) were
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Fig.2. Analysis of the differential expression of genes in the digestive gland
and the mantle of C. gigas exposed to pesticides. Relative mRNA
expression levels are expressed as an x-fold change relative to the
expression levels in control oysters. The colour panel at the bottom of the
figure indicates the fold change. Arc, Arcouest (low pollution); Vil, Vilaine
(high pollution); NifU, iron-sulphur cluster scaffold protein; Ferr, ferritin;
RpP2, ribosomal protein P2-like.

Fig.3. Quantification of stress protein levels in the
digestive gland and the mantle of C. gigas exposed
to pesticides. The circles represent oysters
originating from Arcouest (low pollution) and the
squares represent oysters originating from Vilaine
(high pollution). White and black symbols represent
the control and exposed oysters, respectively. Hsp,
heat shock protein; MT, metallothioneins. Significant
differences between sites are indicated by asterisks
(P<0.001).
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highlighted. These results suggest that iron homeostasis is a major
stress response for coping with oxidative stress caused by
pesticide contamination. In our reverse library (i.e. down-
regulated genes), a sequence coding for ferritin, a protein involved
in iron transport in the cell, was identified. Intracellular iron is
able to catalyse the Fenton reaction, which produces ROS (Fenton,
1894). Ferritin is also able to oxidise contaminants such as organic
compounds. To avoid intracellular ROS production, free iron is
sequestered by diverse proteins, including ferritin (Ponka et al.,
1998). Ferritin can represent either a pro- or an anti-oxidant in a
time-dependent manner. In fact, its early degradation contributes
to the expansion of the free intracellular iron pool that, later on,
activates multiple molecular mechanisms to restore ferritin
content, thus limiting the pro-oxidant challenge of iron (Cairo et
al., 1995; Tsuji et al., 2000).

Another way to limit iron depletion, and consequently the
production of ROS, is the short-term storage of iron by an iron-
binding protein or an iron-sulphur cluster scaffold protein. In the
forward library, one up-regulated gene coding for the iron-binding
protein RpP2like was identified. Despite its role in translation
processes, this ribosomal protein is known for sequestering
intracellular iron (Furukawa et al., 1992; Snyder, 1999). The
forward library (i.e. up-regulated genes) also revealed a gene
coding for NifU, an iron-sulphur cluster scaffold protein. This
protein is broadly conserved from bacteria to mammals (Nishio and
Nakai, 2000; Rouault and Tong, 2005). One potential reason for
such an evolutionary pattern is that iron-sulphur clusters are included
in the composition of numerous proteins implicated in iron
homeostasis, such as NADPH dehydrogenase and iron regulatory
protein (IRP). Thus, iron-sulphur scaffold proteins are powerful
regulatory sensors supporting intracellular iron sequestration and
regulation as well as protection against oxidative stress (Lill and
Mühlenhoff, 2005). More specifically, an iron-sulphur cluster is
present in IRP-1, a protein responsible for the expression or
repression of ferritin. Under pro-oxidant conditions, when the
intracellular level of dihydrogen peroxide is too high, IRP-1 is
produced and activated to repress the translation of ferritin (Cairo
et al., 1995; Eisenstein and Blemings, 1998). The production of a
functional IRP-1 requires the assembly of iron-sulphur clusters by
NifU (Eisenstein, 2000).

The results discussed above highlight the importance of the
regulation of iron homeostasis under intracellular pro-oxidant
conditions and when ROS production is induced by pesticide
exposure. In addition to iron metabolism proteins, anti-oxidant
defences involve proteins such as NADH dehydrogenase and
superoxide dismutase (SOD) (Bowler et al., 1992; Lesser, 2006).
During the Fenton reaction, these proteins catalyse the dismutation
of superoxides and peroxide radicals to avoid the formation of more
reactive free radicals (Scandalios, 1993; Storz and Imlay, 1999;
Lesser, 2006; Pire et al., 2007). Thus, the presence of such genes
in both libraries and the aforementioned regulation of iron
homeostasis suggest that pesticide contamination might stimulate a
response to oxidative stress in the oyster populations studied here.

Organ- and site-specific responses
In this study, the aim was to characterise the basic molecular and
physiological responses of C. gigas to pesticide exposure in two
organs (mantle and digestive gland) of oysters from two different
sites (Arcouest and Vilaine). The experimental design allowed us
to compare different candidate markers of oxidative stress following
pesticide exposure. Differential expression of these markers, with
site- and organ-specific responses, was observed, and 49.7% of the

variance in the expression patterns was explained by these two
variables.

The digestive gland is of particular importance as this organ
metabolises food as well as organic xenobiotics. The mantle
constitutes the main energy storage organ. Pollutants are likely to
bioaccumulate in these organs, which are responsible for all
detoxification processes and thus can be subjected to high levels of
oxidative stress (Malanga et al., 2004). An organ-specific response
was expected, as shown by David and colleagues when they tested
the effect of hypoxia on C. gigas at the transcriptional level (David
et al., 2005). Other studies on heavy metal contamination in C. gigas
have also revealed organ-specific changes in the expression of MTs
and Hsp70, with a higher level of MTs and Hsp70 in the digestive
gland than in other tissues (Boutet et al., 2002; Tanguy et al., 2005;
Moraga et al., 2005). Our results support these observations, as
higher concentrations of MTs and Hsp70 were found in the digestive
gland than in the mantle for both experimental populations.

The responses of populations from different sites to pollution are
rarely studied at both the transcriptional and post-transcriptional
level. Here, significant differential gene and protein expression was
observed between the Arcouest and Vilaine sites, reflecting a site-
specific response to pollution. Similar results were found in a study
conducted on oyster larvae exposed to metal contamination
(Damiens et al., 2006). The authors observed differential MT
concentrations between two sites where the pollution levels differed.
This result suggests that populations encountering different levels
of pollution give rise to offspring that can differentially withstand
the toxic effects of particular pollutants. The two sites studied in
our experiment differ with respect to the pollution level, but they
also differ with respect to numerous environmental components
(tidal height, temperature). Additionally, as gene expression is often
heritable within populations (Whitehead and Crawford, 2006; Lai
et al., 2008; Pavey et al., 2010) and supposing that the Arcouest
and Vilaine oyster populations have different genetic backgrounds,
a combination of environmental and genetic components could
explain the differential gene and protein expression observed in this
study. This interesting question remains open and needs to be
explored further in order to better understand oyster stress responses
in general. For example, a population genetics and fitness trait
approach could be integrated into a transcriptomic study like the
present one to disentangle the environmental and genetic effects of
pesticides on C. gigas populations.

Gene expression and stress protein pattern
Although three genes implicated in iron metabolism and oxidative
stress defence were differentially expressed in our libraries as a result
of site- and organ-specific effects, the time course experiment did
not show a significant difference in the regulation of these genes
in treated and control oysters over the 30day pesticide exposure
period. In a previous study, 137 genes in C. gigas were identified
to be regulated in response to glyphosate and a mixture of three
pesticides (Tanguy et al., 2005). Both SSH experiments carried out
here indicated that few genes are strongly regulated. The gene
expression time course analyses associated with these experiments
revealed that low variations of expression occurred. Gagnaire and
colleagues studied the immune response of C. gigas to pesticide
exposure coupled with a bacterial challenge (Gagnaire et al., 2007).
They found no significant difference in ROS induction in
haemocytes between treated and untreated oysters. Another
laboratory experiment conducted on rodent cells showed no
regulation of ferritin mRNA during 24h exposure to a herbicide
known to provoke pro-oxidant conditions (Paraquat) (Ayaki et al.,
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2005). These results could partly be due to a dose effect. In our
study, the doses used were chosen to mimic those potentially
encountered in the field. In contrast, toxicological studies usually
use high pollutant concentrations in order to obtain strong effects
on organisms from the molecular to the physiological level, but these
high concentrations are often not ecologically or biologically
relevant (Parveen et al., 2003; Jin et al., 2010).

Hsps and MTs are two ubiquitous types of stress protein, and
both have been well studied and documented in the literature since
the 1990s. In spite of their responses to specific types of stress –
thermal stress for Hsps and heavy metal stress for Mts – expression
of these proteins can be induced by a wide variety of stressors,
including oxidative stress (Feder and Hofmann, 1999; Viarengo et
al., 1999; Dowling et al., 2006; Micovic et al., 2009; Ivanina et al.,
2009). No induction of stress protein expression (Hsp70 and MTs)
was observed during the experiment in either control or treated
oysters, suggesting a low-dose effect, similar to that observed in
the expression experiment. The mean levels of MTs and Hsp70
observed were even lower than expected, based on previous studies
(Boutet et al., 2002; Boutet et al., 2003).

CONCLUSION
The results obtained in this study are of particular importance. The
SSH technique used here will provide a basis for finding new
candidate genes for investigating the effects of stress on different
non-model organisms in future studies. Here, it was demonstrated
that pesticides induce oxidative stress, implicating the regulation of
iron metabolism for detoxification and cell protection. Thus, (1) the
expression of the three candidate genes linked to oxidative stress
and iron homeostasis – NifU, ferritin and RpP2like mRNA level –
was quantified by real-time quantitative PCR, and (2) the level of
two molecular chaperone proteins, Hsp70 and MTs, was measured.
No clear regulation of these candidate genes or molecular chaperones
was observed during contamination, highlighting a potential low
dose effect. This paper reports an organ- and site-specific effect
probably linked to acclimation to pollution in different environments.
These results provide new information on the response to pesticides
in bivalves, especially at the level of the transcriptome, which is
the first level of response for organisms exposed to pollution. Further
studies using large-scale transcription methods, or similar
approaches integrating environmental and genetic effects, might help
to complete our understanding of the transcriptional response to
environmental pollution by marine organisms.

ACKNOWLEDGEMENTS
We thank C. Angelard, A. Colard, P. Fontanillas, V. Helfer and P. Nosil for helpful
discussions. The authors are grateful to Elsevier Language Editing Services for
English corrections. This research program was financially supported by the
Region Bretagne and the French interregional program MOREST (Summer
Mortality of juvenile oyster Crassostrea gigas, Grant number 02-2-500022).

REFERENCES
Anguiano, G. A., Amador, A., Moreno-Legorreta, M., Arcos-Ortega, F. and

Vazquez-Boucard, C. (2010). Effects of exposure to oxamyl, carbofuran, dichlorvos,
and lindane on acetylcholinesterase activity in the gills of the Pacific oyster
Crassostrea gigas. Environ. Toxicol. 25, 327-332.

Ayaki, H., Lee, M. J., Sumino, K. and Nishio, H. (2005). Different cytoprotective
effect of antioxidants and change in iron regulatory system in rodent cell exposed to
paraquat or formaldehyde. Toxicology 208, 73-79.

Banerjee, B. D., Koner, B. C. and Ray, A. (1996). Immunotoxicity of pesticides:
perspectives and trends. Indian J. Exp. Biol. 34, 723-733.

Banerjee, B. D., Seth, V., Bhattacharya, A., Pasha, S. T. and Chakraborty, A. K.
(1999). Biochemical effects of some pesticides on lipid peroxidation and free-radical
scavengers. Toxicol. Lett. 107, 33-47.

Binelli, A., Bacchetta, R., Mantecca, P., Ricciardi, F., Provini, A. and Vailati, G.
(2004). DDT in zebra mussels from Lake Maggiore (N. Italy): level of contamination
and endocrine disruptions. Aquat. Toxicol. 69, 175-188.

Bouilly, K., Leitao, A., Chaves, R., Guedes-Pinto, H., Boudry, P. and Lapègue, S.
(2005). Endonuclease banding reveals that atrazine-induced aneuploidy resembles
spontaneous chromosome loss in Crassostrea gigas. Genome 48, 177-180.

Bouilly, K., Bonnard, M., Gagnaire, B., Renault, T. and Lapègue, S. (2007). Impact
of diuron on aneuploidy and hemocyte parameters in Pacific oyster, Crassostrea
gigas. Arch. Environ. Contam. Toxicol. 52, 58-63.

Boutet, I., Tanguy, A., Auffret, M., Riso, R. and Moraga, D. (2002). Immunochemical
quantification of metallothioneins in marine molluscs: characterization of a metal
exposure bioindicator. Environ. Toxicol. Chem. 21, 1009-1014.

Boutet, I., Tanguy, A., Rousseau, S., Auffret, M. and Moraga, D. (2003). Molecular
identification and expression of heat shock cognate 70 (hsc70) and heat shock
protein 70 (hsp70) genes in the Pacific oyster Crassostrea gigas. Cell Stress
Chaperones 8, 76-85.

Bowler, C., Van Montagu, M. and Inze, D. (1992). Superoxide-dismutase and stress
tolerance. Annu. Rev. Plant Physiol. Plant Mol. Biol. 43, 83-116.

Buisson, S., Bouchart, V., Guerlet, E., Malas, J. P. and Costil, K. (2008). Level of
contamination and impact of pesticides in cupped oyster, Crassostrea gigas, reared
in a shellfish production area in Normandy (France). J. Environ. Sci. Health B. 43,
655-664.

Bultelle, F., Panchout, M., Leboulenger, F. and Danger, J. M. (2002). Identification
of differentially expressed genes in Dreissena polymorpha exposed to contaminants.
Mar. Environ. Res. 54, 385-389.

Cairo, G., Tacchini, L., Pogliaghi, G., Anzon, E., Tomasi, A. and Bernelli-Zazzera,
A. (1995). Induction of ferritin synthesis by oxidative stress-transcriptional and post-
transcriptional regulation by expansion of the free iron pool. J. Biol. Chem. 270, 700-
703.

Damiens, G., Mouneyrac, C., Quiniou, F., His, E., Gnassia-Barelli, M. and Roméo,
M. (2006). Metal bioaccumulation and metallothionein concentrations in larvae of
Crassostrea gigas. Environ. Pollut. 140, 492-499.

David, E., Tanguy, A., Pichavant, K. and Moraga, D. (2005). Response of the Pacific
oyster Crassostrea gigas to hypoxia exposure under experimental conditions. FEBS
J. 272, 5635-5652.

Dowling, V., Hoarau, P. C., Romeo, M., O’Halloran, J., Van Pelt, F., O’Brien, N.
and Sheehan, D. (2006). Protein carbonylation and heat shock response in
Ruditapes decussatus following p,p�-dichlorodiphenyldichloroethylene (DDE)
exposure: A proteomic approach reveals that DDE causes oxidative stress. Aquat.
Toxicol. 77, 11-18.

Eisenstein, R. S. (2000). Iron regulatory proteins and the molecular control of
mammalian iron metabolism. Annu. Rev. Nutr. 20, 627-662.

Eisenstein, R. S. and Blemings, K. P. (1998). Iron regulatory proteins, iron
responsive elements and iron homeostasis. J. Nutr. 128, 2295-2298.

Feder, M. E. and Hofmann, G. E. (1999). Heat-shock proteins, molecular chaperones,
and the stress response: evolutionary and ecological physiology. Annu. Rev. Physiol.
61, 243-282.

Fenton, H. J. H. (1894). Oxidation of tartaric acid in presence of iron. J. Chem. Soc.
Trans. 65, 899-911.

Furukawa, T., Uchiumi, T., Tokunaga, R. and Taketani, S. (1992). Ribosomal
protein-P2, a novel iron-binding protein. Arch. Biochem. Biophys. 298, 182-186.

Gagnaire, B., Thomas-Guyon, H., Burgeot, T. and Renault, T. (2006). Pollutant
effects on Pacific oyster, Crassostrea gigas (Thunberg), hemocytes: screening of 23
molecules using flow cytometry. Cell Biol. Toxicol. 22, 1-14.

Gagnaire, B., Gay, M., Huvet, A., Daniel, J. Y., Saulnier, D. and Renault, T. (2007).
Combination of a pesticide exposure and a bacterial challenge: in vivo effects on
immune response of Pacific oyster, Crassostrea gigas (Thunberg). Aquat. Toxicol.
84, 92-102.

Griffitt, R. J., Chandler, G. T., Greig, T. W. and Quattro, J. M. (2006). CathepsinB
and gluthatione peroxidase show differing transcriptional responses in grass shrimp,
Palaemonetes pugio following exposure to three xenobiotics. Environ. Sci. Technol.
40, 3640-3645.

Ivanina, A. V., Taylor, C. and Sokolova, I. M. (2009). Effects of elevated temperature
and cadmium exposure on stress protein response in eastern oysters Crassostrea
virginica (Gmelin). Aquat. toxicol. 91, 245-254.

Jin, Y., Zhang, X., Shu, L., Chen, L., Sun, L., Qian, H., Liu, W. and Fu, Z. (2010).
Oxidative stress response and gene expression with atrazine exposure in adult
female zebrafish (Danio rerio). Chemosphere 78, 846-852.

Kashian, D. R. and Dodson, S. I. (2002). Effects of common-use pesticides on
developmental and reproductive processes in Daphnia. Toxicol. Ind. Health 18, 225-
235.

Lai, Z., Kane, N. C., Zou, Y. and Rieseberg, L. H. (2008). Natural variation in gene
expression between wild and weedy populations of Helianthus annuus. Genetics
179, 1881-1890.

Legendre, P. and Legendre, L. (1998). Numerical Ecology, 2nd English edn. Elsevier:
Amsterdam.

Lesser, M. (2006). Oxidative stress in marine environments: biochemistry and
physiological ecology. Annu. Rev. Physiol. 68, 253-278.

Lill, R. and Mühlenhoff, U. (2005). Iron-sulfur protein biogenesis in eukaryotes.
Trends Biochem. Sci. 30, 133-141.

Livak, K. J. and Schmittgen, T. D. (2001). Analysis of relative gene expression data
using real-time quantitative PCR and the 2−CT method. Methods 25, 402-408.

Malanga, G., Estevez, M. S., Calvo, J. and Puntarulo, S. (2004). Oxidative stress in
limpets exposed to different environmental conditions in the Beagle Channel. Aquat.
Toxicol. 69, 299-309.

Marchand, J., Tanguy, A., Charrier, G., Quiniou, L., Plee-Gauthier, E. and
Laroche, J. (2006). Molecular identification and expression of differentially regulated
genes of the European flounder, Platichthys flesus, submitted to pesticide exposure.
Mar. Biotechnol. 8, 1436-2228.

Meistertzheim, A.-L., Tanguy, A., Moraga, D. and Thebault, M.-T. (2007).
Identification of differentially expressed genes of the Pacific oyster Crassostrea gigas
exposed to prolonged thermal stress. FEBS J. 274, 6392-6402.

THE JOURNAL OF EXPERIMENTAL BIOLOGY



4017Response of the Pacific oyster to pesticides

Micovic, V., Bulog, A., Kucic, N., Jakovac, H. and Radosevic-Static, B. (2009).
Metallothioneins and heat shock proteins 70 in marine mussels as sensors of
environmental pollution in Nothern Adriatic Sea. Environ Toxicol Pharmacol. 28, 439-
447.

Moraga, D. and Tanguy, A. (2000). Genetic indicators of herbicide stress in the
Pacific oyster Crassostrea gigas under experimental conditions. Environ Toxicol
Chem. 19, 706-711.

Moraga, D., Meistertzhiem, A.-L., Tanguy-Royer, S., Boutet, I., Tanguy, A. and
Donval, A. (2005). Stress response in Cu2+ and Cd2+ exposed oysters (Crassostrea
gigas): An immunohistochemical approach. Comp. Biochem. Physiol. C. Pharmacol.
Toxicol. 141, 151-156.

Nishio, K. and Nakai, M. (2000). Transfer of iron-sulfur cluster from NifU to
apoferredoxin. J. Biol. Chem. 275, 22615-22618.

Parveen, M., Momose, Y., Kitagawa, E., Kurita, S., Kodama, O. and Iwahashi, H.
(2003). Bioassay of pesticide lindane using yeast-DNA microarray technology.
Chem. Biol. Inform. 3, 12-29.

Pavey, S. A., Collin, H., Nosil, P. and Rogers, S. (2010). The role of gene
expression in ecological speciation. Ann. NY Acad. Sci. 1206, 110-129.

Pire, L., Deby-Dupont, G., Lemineur, T. and Preiser, J.-C. (2007). How to keep
oxidative stress under control? Curr. Nutr. Food Sci. 3, 222-235.

Ponka, P., Beaumont, C. and Richardson, D. R. (1998). Function and regulation of
transferring and ferritin. Semin. Hematol. 35, 35-54.

Rouault, T. A. and Tong, W.-H. (2005). Iron-sulphur cluster biogenesis and
mitochondrial iron homeostasis. Nat. Rev.Mol.Cell Biol. 6, 345-351.

Scandalios, J. G. (1993). Oxygen stress and superoxide dismutases. Plant Physiol.
101, 7-12.

Slaninova, A., Smutna, M., Modra, H. and Svobodova, Z. (2009). A review:
oxidative stress in fish induced by pesticides. Neuro Endocrinol. Lett. 30, 2-12.

Snyder, M. J. (1999). Ribosomal proteins S27E, p2, and L37A from marine
invertebrates. Mar. Biotechnol. 1, 184-190.

Storz, G. and Imlay, J. A. (1999). Oxidative stress. Curr. Opin. Microbiol. 2, 188-194.
Tanguy, A., Boutet, I., Laroche, J. and Moraga, D. (2005). Molecular identification

and expression study of differentially regulated genes in the Pacific oyster
Crassostrea gigas in response to pesticide exposure. FEBS J. 272, 390-403.

Tsuji, Y., Ayaki, H., Whitman, S. P., Morrow, C. S., Torti, S. V. and Torti, F. M.
(2000). Coordinate transcriptional and translational regulation of ferritin in response
to oxidative stress.Mol. Cell Biol. 20, 5818-5827.

Valavanidis, A., Vlahogianni, T., Dassenakis, M. and Scoullos, M. (2006).
Molecular biomarkers of oxidative stress in aquatic organisms in relation to toxic
environmental pollutants. Ecotoxicol. Environ. Saf. 64, 178-189.

Viarengo, A., Burlando, B., Cavaletto, M., Marchi, B., Ponzano, E. and Blasco, J.
(1999). Role of metallothionein against oxidative stress in the mussel Mytilus
galloprovincialis. Am. J. Physiol. Regul. Integr. Comp. Physiol. 277, 1612-1619.

Whitehead, A. and Crawford, D. L. (2006). Variation within and among species in
gene expression: raw material for evolution. Mol. Ecol. 15, 1197-1211.

Williams, T. D., Diab, A., Ortega, F., Sabine, V. S., Godfrey, R. E., Falciani, F.,
Chipman, J. K. and George, S. G. (2008). Transcriptomic responses of
European flounder (Platichthys flesus) to model toxicants. Aquat. Toxicol. 90, 83-
91.

Zapata, M., Tanguy, A., David, E., Moraga, D. and Riquelme, C. (2009).
Transcriptomic response of Argopecten purpuratus post-larvae to copper exposure
under experimental conditions. Gene 442, 37-46.

THE JOURNAL OF EXPERIMENTAL BIOLOGY


	SUMMARY
	Key words: SSH library, pesticides, C. gigas, gene expression, oxidative
	INTRODUCTION
	MATERIALS AND METHODS
	Experimental design
	Identification of differentially regulated genes in oysters exposed to pesticides
	Expression analysis of pesticide-regulated genes
	Quantification of stress proteins (heat shock proteins and metallothioneins)
	Statistical analyses

	Fig. 1.
	Table 1.
	Table 2.
	RESULTS
	Suppression subtractive hybridisation
	mRNA expression and protein level variations in response to pesticide
	Untangling the relative effects of the experiments, the organ and

	Table 3.
	Fig. 2.
	DISCUSSION
	Identification of candidate genes regulated by pesticides
	Organ- and site-specific responses
	Gene expression and stress protein pattern

	Fig. 3.
	CONCLUSION
	ACKNOWLEDGEMENTS
	REFERENCES

