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, found little genetic differentiation between the upstream population and downstream one, which is probably at the origin of the upstream population. However, surprisingly, two different genetic entities of the E. affinis complex were present: one in the main stream of the Scheldt estuary and one in its tributaries. This present work aims at understanding how independent tributaries, situated at opposite sides of the estuary, can host a single genetic entity while another one is present only in the main estuary. A dense sampling in the main stream and the two main tributaries was made in May 2014 (12 locations) and four ISSR primers producing 78 polymorphic loci were used to perform a molecular analysis. Bayesian and hierarchical analysis revealed that the results are more mixed and the different genetic entities are less well delimited than reported in our former study based on samples collected in 2012. A genetical mix between tributary and upstream populations is now observed. This suggests that a homogenization process of the E. affinis populations is in progress in parallel to the improvement of water quality. These results are discussed and several explanations are proposed.

Introduction

Estuaries are complex ecosystems at the interface of marine and continental habitats. They are very dynamic as abiotic conditions change strongly both along a longitudinal and a vertical gradient [START_REF] Meire | The Scheldt estuary: a description of a changing ecosystem[END_REF]. Estuaries are also among the most productive ecosystems as they receive large quantities of nutrients and organic matter from their drainage basin.

However, due to their geographic localization between land and sea estuaries have attracted human settlements and hence estuarine ecosystems suffered heavily from anthropogenic pressures such as overexploitation, habitat loss, anthropic management and pollution leading worldwide to the degradation of estuaries [START_REF] Clark | Geochemistry and loading history of phosphate and silicate in the Hudson estuary[END_REF][START_REF] Kennish | Environmental threats and environmental future of estuaries[END_REF].

The Scheldt estuary was considered as one of the most polluted estuaries in the second half of the 20th century [START_REF] Baeyens | General description of the Scheldt estuary[END_REF] due to discharges from industrial activities around the port of Antwerp and the discharge of untreated wastewater of the Brussels agglomeration and many other cities in the catchment. In the seventies and eighties, this led to very low oxygen concentrations in the freshwater and brackish water reach of the estuary [START_REF] Van Damme | Spatial and temporal patterns of water quality along the estuarine salinity gradient of the Scheldt estuary (Belgium and The Netherlands): results of an integrated monitoring approach[END_REF]Cox et al., 2009).

In the Scheldt estuary, a key zooplankton species is the Calanoid copepod Eurytemora affinis (Poppe, 1880), a planktonic suspension feeder, often dominant in temperate estuaries and brackish waters of northern hemisphere. This species is defined as a species complex, formed by sibling species occurring in all Northern Hemisphere estuaries, which cannot be clearly identified with morphological features [START_REF] Lee | Morphological stasis in the Eurytemora affinis species complex (Copepoda: Temoridae)[END_REF][START_REF] Winkler | Genetic heterogeneity among Eurytemora affinis populations in Western Europe[END_REF][START_REF] Sukhikh | Invasion of Eurytemora sibling species (Copepoda: Temoridae) from north America into the Baltic Sea and European Atlantic coast estuaries[END_REF].

Within the E. affinis complex, several genetically distinct lineages are known to exist on the North American continent and within Europe (Bradley, 1978a;[START_REF] Lee | Rapid and repeated invasions of fresh water by the copepod Eurytemora affinis[END_REF][START_REF] Lee | Global phylogeography of a cryptic copepod species complex and reproductive isolation between genetically proximate "populations[END_REF][START_REF] Lee | Morphological stasis in the Eurytemora affinis species complex (Copepoda: Temoridae)[END_REF][START_REF] Lee | Effects of developmental acclimation on adult salinity tolerance in the freshwater-invading copepod Eurytemora affinis[END_REF][START_REF] Alekseef | A new species within the Eurytemora affinis complex (Copepoda: Calanoida) from the Atlantic Coast of USA, with observations on eight morphologically different European populations[END_REF][START_REF] Lee | Pumping ions: rapid parallel evolution of ionic regulation following habitat invasion[END_REF][START_REF] Winkler | Heterogeneity within the native range: population genetic analyses of sympatric invasive and noninvasive clades of the freshwater invading copepod Eurytemora affinis[END_REF][START_REF] Winkler | Genetic heterogeneity among Eurytemora affinis populations in Western Europe[END_REF] Recent awareness of the ecological importance of estuaries and the many ecosystem services they deliver has led to many initiatives to protect and restore estuaries. Since the 1990s, restoration efforts have been implemented in the Scheldt estuary and its drainage basin [START_REF] Van Damme | Spatial and temporal patterns of water quality along the estuarine salinity gradient of the Scheldt estuary (Belgium and The Netherlands): results of an integrated monitoring approach[END_REF]. From 1995 onwards, the OMES project has provided a continuous monitoring of physicochemical and biological factors to evaluate the restoration process and to support long-term management strategies of the Scheldt estuary [START_REF] Maris | Tuning the tide: creating ecological conditions for tidal marsh development in a flood control area[END_REF][START_REF] Cox | A macro-tidal freshwater ecosystem recovering from hypereutrophication: the Schelde case study[END_REF][START_REF] Beauchard | A new technique for tidal habitat restoration: evaluation of its hydrological potentials[END_REF].

Improved wastewater treatment and fertiliser restrictions resulted in a decrease in N concentrations, mainly of NH4, which allowed the development of phytoplankton resulting in an increase in oxygen concentration the fresh-and brackish tidal water stretch from 1996 to 2006, associated with an overall improvement of water quality [START_REF] Van Damme | Spatial and temporal patterns of water quality along the estuarine salinity gradient of the Scheldt estuary (Belgium and The Netherlands): results of an integrated monitoring approach[END_REF]2009;[START_REF] Cox | A macro-tidal freshwater ecosystem recovering from hypereutrophication: the Schelde case study[END_REF].

In the Scheldt estuary, until the 1990s, E. affinis was mainly found in the downstream brackish and marine part of the estuary. This displacement from its optimal salinity zone, which is around the freshwater-brackish water fringe, was explained by the relative bad water quality in the upstream region (oxygen concentration <3mg L -1 ) [START_REF] Soetaert | Spatial and temporal patterns of the zooplankton in the Westerschelde estuary[END_REF][START_REF] Sautour | Comparative spring distribution of zooplankton in three macrotidal European estuaries[END_REF]. [START_REF] Appeltans | Zooplankton in the Schelde estuary (Belgium/The Netherlands). The distribution of Eurytemora affinis: effect of oxygen?[END_REF] have shown that the distribution of E. affinis in the Scheldt is related to the oxygen concentration. [START_REF] Mialet | Spatial spring distribution of the copepod 29 Eurytemora affinis (Copepoda, Calanoida) in a restoring estuary, the Scheldt (Belgium)[END_REF] also demonstrated that E. affinis occurs upstream when oxygen concentration in this region is >4 mg L -1 .

Since 2007, E. affinis has become abundant upstream, reaching even higher abundance (up to 155 000 ind.m -3 ) than previously observed downstream in the estuary [START_REF] Mialet | Spatial spring distribution of the copepod 29 Eurytemora affinis (Copepoda, Calanoida) in a restoring estuary, the Scheldt (Belgium)[END_REF], 2011[START_REF] Chambord | Mesozooplankton affinities in a recovering freshwater estuary[END_REF]. The monthly monitoring of the E. affinis population, ongoing since 1996, revealed no taxonomic differentiation along the estuary (6 stations) and the 4 tributaries, suggesting than the downstream population was the source of the upstream one.

In a former study performed under the direction of some authors of this present work, [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF] tried to answer the question: 'Which population is at the origin of the recently occurring upstream population of E. affinis in the Scheldt estuary'? We showed that the downstream population is most probably at the origin of the upstream one, because they are two close genetic entities. The subdivision between downstream and upstream genetic pools could be the result of recent isolation by the 'oxygen barrier effect' during the heavily polluted period. Ecophysiological boundaries may promote isolation resulting in specialized estuarine species (Lee et al., 2003). The study has also revealed that the middle-estuary individuals are a mix of both downstream and upstream populations. [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF] have also found that two distinct genetic entities are present in the Scheldt estuary. There is one genetic entity in the Scheldt main stream from the downstream part until the upstream part, and there is another one in the two main tributaries: the Durme and the Rupel. These two tributaries are in the fresh water part of the estuary and on opposite sides. The genetic entity from the two tributaries is morphologically indistinguishable but genetically distinct from that of the Scheldt main stream. Several scenarios were established to give coherent explanations and to understand these former findings. In this present study, we aimed to analyse the population genetic structure of the E. affinis species complex in the Scheldt estuary between sampling points on the main stream and its tributaries at a larger scale to reduce possible bias of our former study. We especially sampled more extensively around, within and between the two tributaries (8 sampling stations versus 2 in our former study).

This study uses ISSR (Inter Simple Sequence Repeats) markers to study the genetic diversity of the E. affinis complex in the Scheldt estuary and its tributaries.

ISSR are advantageous because sequences are known to be abundant, they are also very reproducible and highly informative [START_REF] Bornet | ISSR as new markers for genetic characterization and evaluation of relationships among phytoplankton[END_REF].

Originally conceived for genetic divergence among cultivated plants [START_REF] Wolfe | ISSR techniques for evolutionary Biology[END_REF], they are nowadays used as a new tool for genomic fingerprinting for various terrestrial and marine taxonomic groups: insects [START_REF] Luque | ISSR (inter simple sequence repeats) as genetic markers in noctuids (Lepidoptera)[END_REF], bivalves [START_REF] Casu | Fine-grained spatial genetic structure in the bivalve Gemma gemma from Maine and Virginia (USA), as revealed by Inter-Simple Sequence Repeat markers[END_REF][START_REF] Casu | Inter-simple sequence repeat markers reveal strong genetic differentiation among populations of the endangered mollusc Patella ferruginea (Gastropoda: Patellidae) from two Sardinian marine protected areas[END_REF][START_REF] González-Tizón | Genetic divergence detected by ISSR markers and characterization of microsatellite regions in Mytilus mussels[END_REF], crocodiles [START_REF] Machkour-M'rabet | Between introgression events and fragmentation, islands are the last refuge for the American crocodile in Caribbean Mexico[END_REF].

On the genome, ISSR are localized between microsatellite sequences which are simple regions consisting of repeated di-to tetra-nucleotide sequence motifs flanked by unique sequences [START_REF] Mccouch | Microsatellite marker development, mapping and applications in rice genetics and breeding[END_REF]. The major advantage of ISSR is that no information about the sequences is necessary before amplification (Varela et al., 2007;[START_REF] Machkour-M'rabet | Between introgression events and fragmentation, islands are the last refuge for the American crocodile in Caribbean Mexico[END_REF]. In addition, ISSR allow the analyses of multiple loci in a single reaction [START_REF] Serra | Comparison of ISSR and SSR markers for analysis of genetic diversity in the seagrass Posidonia oceanica[END_REF]. Furthermore, this technique enables to detect genetic variability several years after species introducing [START_REF] Machkour-M'rabet | ISSR (Inter Simple Sequence Repeats) as molecular markers to study genetic diversity in tarantulas (Araneae, Mygalomorphae)[END_REF] and allows working on genetic population structure on a local scale [START_REF] Luque | Apparent influences of host-plant distribution on the structure and the genetic variability of local populations of the Purple Clay (Diarsia brunnea)[END_REF]. The ISSR markers are a useful tool to study the spatiotemporal genetic population structure of organisms. In the restoring Scheldt estuary, it could be used to follow -up the spatio-temporal evolution of the E. affinis species complex in parallel to water quality evolution.

Material and methods

Study site

The Scheldt River originates in Saint-Quentin, North of France. It flows into the North Sea after 355 km in Vlissingen in Netherland (Fig. 1). The Scheldt River becomes the Scheldt estuary under tidal influence at the city of Gent in Belgium at 160 km from Vlissingen. On average 39% of the water coming in from the Scheldt River is deviated towards canals, especially during the dryer summer periods, the main freshwater input at Schelle (91 km from the mouth, where the Rupel enters the Scheldt) comes then from the tributary the Rupel. Being a rain-fed system, the mean river discharge varies seasonally, from an average of 60 m 3 s -1 in the summer to a mean of 180 m 3 s -1 during the winter [START_REF] Meire | The Scheldt estuary: a description of a changing ecosystem[END_REF]. The estuary is vertically well mixed, but there is a pronounced salinity gradient and 3 zones are distinguishable: the marine part (Westerscheldt), a brackish part and a fresh water tidal zone (Fig. 1). [START_REF] Baeyens | General description of the Scheldt estuary[END_REF] and [START_REF] Meire | The Scheldt estuary: a description of a changing ecosystem[END_REF] give a complete description of the Scheldt system and more details on its hydrological characteristics. The two tributaries considered in this study are Durme "Trib 1" and Rupel "Trib 2".

Sampling strategy and DNA extraction

Samples for zooplankton genetics were collected during the OMES monitoring campaign of May 2014. Sampling was carried out at 12 estuarine locations (Fig. 1, Table 1) with 7 samplings in the Scheldt river, 4 in the Rupel and 1 Durme tributaries respectively.

Several hundred litres of water were filtered through a plankton net (150 µm mesh size), the collected zooplankton was conserved in ethanol and frozen at -20°C until analysis. The first step of this study was the identification of the species E. affinis under binocular (magnification 90x), 25 individuals were taken from each sample for genetic analysis.

DNA was extracted individually from the entire body using the QIAGEN DNeasy Tissue kit (QIAGEN) according to the manufacturer's protocol.

A chemical lysis allowed DNA release, pure DNA was then loaded onto the "DNeasy spin columns" which contain a DNA binding silica-gel membrane. The affinity of DNA to membrane silica permits DNA binding, making the removal of residual cell components possible.

The same protocol as in [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF] was used, including modifications to the manufacturer's protocol made according to Eberl et al. (2007) to obtain better performance of DNA extraction. DNA concentration was determined by spectrophotometry (NanoDrop ND-1000) at 260 nm. Overall, 300 individuals were analysed.

PCR-ISSR and electrophoresis

The four primers used were the same as in [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF]. PCR amplifications were performed in a 25 ml reaction volume containing 30 ng of template DNA, 1 ml of primer (50 mM; Invitrogen), 1 ml of dNTP (10 mM; Promega), 2.5 ml of 5x PCR Green Buffer (Promega), 3 ml of MgCl2 (25 mM; Promega) and 2.5 units of Taq polymerase (M830A, Promega). All amplifications were carried out using a T3 Thermocycler (Biometra).

The cycling conditions were as follows: initial denaturation step at 94°C for 4 min, 39 cycles of denaturation at 94°C for 45 s, primer annealing at 56°C for 45 s and extension at 72°C for 2 min, followed by a final extension at 72°C for 10 min.

Electrophoresis was performed with 8 ml of amplified products on a 2% agarose gel for 2 h at 120 V. The bands were detected using Ethidium bromide under UV light and digitized (VWR GenoSmart).

Data analysis

For each individual, the presence (1) or absence (0) of bands was scored for each primer and the binary matrix generated was used for analysis. Only bands that could be clearly identified were used and it was assumed that each marker band represented a distinct locus. Band identification and counting was made with Genosoft software (VWR). The obtained binary matrix was then treated with POPGENE version 1.32 [START_REF] Yeh | POPGENE: the Userfriendly Shareware for Population Genetic Analysis[END_REF] under Hardy-Weinberg equilibrium model. Calculated parameters were: percentage of polymorphism (P), Nei's gene diversity (H), the fixation index (FST) and the level of gene flow (Nm). In order to determine the genetic structure and variability within and among populations samples at the different locations, we carried out a non-parametric Analysis of Molecular Variance (AMOVA) and a Mantel test using Arlequin software version 3.0 [START_REF] Excoffier | Arlequin (version 3.0): an integrated software package for population genetics data analysis[END_REF].

Classification method

The distance analysis method was used to treat the binary matrix. A heuristic search for an optimal tree was carried out by TBR (Tree-bisection-reconnection) branch swapping. Distance was measured as the mean character differences, performed with PAUP software version 4.0b10 (Swofford, 2001). The tree was visualized using FigTree version 1.4.2.

Bayesian method

A model-based method developed by [START_REF] Pritchard | Inference of population structure using multilocus genotype data[END_REF] and implemented in the software STRUCTURE 2.3.4 allows the identification of genetically homogenous groups of individuals among populations. This tool attempts to detect the number of clusters by identifying the K populations among samples and to assign each individual to one or more populations with a probability (qi). Several values of K were fixed, from 1 to 12, or the number of sampled populations of E. affinis in this study.

Parameters were set at 50 000 burn-in period steps and 50 000 run-time steps.

We used the admixture model with the correlated allele frequencies model. To estimate the more likely number of populations units K, we graphed the tested K (referred to as Ln p(D) in software output). A plateau was reached at K=5, Individuals were assigned to the same cluster if their proportion of membership (qi) was equal or higher than 0.80. If this was not the case, they were considered as admixture individuals and assigned to different populations.

Self-Organizing Map (SOM) analysis

In order to assess the genetic variability between populations, the same statistical method as [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF] was employed: the Self-Organizing Map (SOM) [START_REF] Kohonen | Self-organized formation of topologically correct feature maps[END_REF]. The genetic variability between populations was compared using an artificial neural network method that is a powerful and frequently used tool for exploratory data analysis through a nonlinear projection of multivariate data [START_REF] Pampalk | Using smoothed data histograms for cluster visualization of Self-organizing maps[END_REF][START_REF] Roux | ISSR-PCR: tool for discrimination and genetic structure analysis of Plutella xylostella populations native to different geographical areas[END_REF][START_REF] Bouzid | Genetic diversity of Ligula intestinalis (Cestoda: Diphyllobothriidea) based on analysis of inter-simple sequence repeat markers[END_REF]. Two layers formed by neurons (described by vectorial distances) characterize the model algorithm. Both layers are connected by links that are called weights. The method organizes and visualizes the real vectors according to their similarities. In order to reduce the number of figures, we present here only the hierarchical cluster analysis (Ward Linkage Method) to define the number of groups of outputs neurons [START_REF] Roux | ISSR-PCR: tool for discrimination and genetic structure analysis of Plutella xylostella populations native to different geographical areas[END_REF]).

Results

Genetic polymorphism of populations

For the 12 sampled locations, a very strong polymorphism was estimated at individual level: the percentage of polymorphic loci was evaluated at 100% for the total number of locations. For AMOVA analysis, we gathered individuals from different locations as follows: Downstream group: individuals from "Down1" and "Down2"; "Mid" group: "Mid1" and "Mid2"; Tributaries group: "Trib1", "Trib2a", "Trib2b", "Trib2c" and "Trib2d"; and Upstream group: "Up1", "Up2" and "Up3".

The AMOVA revealed that most of the genetic variance (67.85 %) was evaluated between individuals within locations, 4.65 % of total genetic variance was estimated among groups and 27.5 % among locations within groups. Genetic pairwise differences between populations FST ranged from 0.03 to 0.15 (Table 2). The mean Nei's gene diversity (h) was 0.14 (± 0.09) and Shannon index (H) was 0.22 (± 0.15) (Table 2). The highest value of genetic diversity was found for "Up2" while the lowest for "Down2".

Phenotypic distance between populations

The unrooted tree obtained by distance analysis (Fig. 2) provided 3 main genetic entities in the sampling area. The downstream stations are separated in two different clusters, the first station "Down1" in classified with the middle-estuary stations "Mid1" -"Mid2" in one cluster and the second station "Down2" is classified in a second cluster. Tributaries and upstream locations are also in two related clusters one including "Trib1", "Trib2a", "Trib2d" and "Up3" and a second one composed from "Trib2b", "Up1" and "Up2". Individuals of all the distinct stations were well grouped in a same cluster, except for the individuals from "Trib2c" which are scattered in the two last clusters.

Analysis using neuron network (SOM) of clustering of sampled sites.

The input layer of the SOM was constituted of data (presence/absence) of 74 loci.

The Kohonen map comprised 80 neurons (i.e. a map of 10 * 8 neurons [not shown]).

Five clusters can be deduced from this analysis (Fig. 3), which are equivalent to those found with the Bayesian analysis (see Fig. 4 section 3.4).

Analysis of genotypic differences using Bayesian approach

Individuals from the 12 sampled stations were partitioned into 5 distinct genetic entities (K = 5) on the basis of their membership probabilities (Q) given by STRUCTURE (Table 3, Fig. 4) in accordance to clustering found using SOM (Fig. 3).

Gathering of initial sampled locations was evaluated through the Q values. Most of individuals have impure genome and are allocated to several clusters. Individuals from "Down1" and "Down2" are respectively isolated in cluster 2 and 4 and those of the locations "Mid1" and "Mid2" were found together on the same genetic entity (cluster 5) with an indistinguishable genetic pattern. The individuals found at the rest of the locations (Upstream and Tributaries) are considered as two genetic entities mixed in two clusters (1 and 3). These results given by Structure allow us to evaluate hypothetical hybrid genotypes.

For example, the copepods collected from locations "Trib2c" and "Up1" represented in the cluster 3, show hybridization with different level of introgression: they have respectively 20% and 18% of individuals which show a genotype close to the other genetic entity (cluster 1) of the upstream part of the estuary. Conversely, individuals from "Trib2a" have 14% of hybridization with different level of introgression with the populations from the cluster 3.

Gene flow and dynamic of populations

The higher values of gene flow, reflecting a high level of exchange of individuals, (Table 4) were observed between or among the locations of the two tributaries (4.01 -4.86). The lower values (1.03 -1.06) were observed between middle-estuary locations and upstream or tributaries.

A mantel test was also performed to test the correlation among two distances matrices (geographic and genetic distance). The p-value = 0.32 and the correlation coefficient "r" was 0.08 demonstrating an absence of relation between these two variables.

Discussion

After 40 years of eutrophication and hypoxia, the restoration strategy has resulted in a considerable amelioration of the water quality of the Scheldt estuary [START_REF] Van Damme | Spatial and temporal patterns of water quality along the estuarine salinity gradient of the Scheldt estuary (Belgium and The Netherlands): results of an integrated monitoring approach[END_REF][START_REF] Cox | A macro-tidal freshwater ecosystem recovering from hypereutrophication: the Schelde case study[END_REF]. Since 2007, E. affinis is present in higher abundance in the freshwater than in the brackish water zone [START_REF] Chambord | Mesozooplankton affinities in a recovering freshwater estuary[END_REF].

Genetic diversity

Two-thirds of the genetic variance (67.85 %) occurred between individuals within localities. This proportion is moderate compared to those reported for marine crustaceans, such as, for example 98.7% for the shrimp Aristaeomorpha foliacea, 81.4% for the sand hopper Talitrus saltator [START_REF] Ungherese | Relationship between heavy metals pollution and genetic diversity in Mediterranean populations of the sandhopper Talitrus saltator (Montagu) (Crustacea, Amphipoda)[END_REF][START_REF] Fernández | Analysis of genetic variability in Aristaeomorpha foliacea (Crustacea, Aristeidae) using DNA ISSR (Inter Simple Sequence Repeats) markers[END_REF] and 71.9% and 94.6% for two barnacles species respectively Tesseropora atlantica and Chthamalus stellatus [START_REF] Pannacciulli | Genetic diversity in two barnacle species, Chthamalus stellatus and Tesseropora atlantica (Crustacea, Cirripedia), with different larval dispersal modes in the archipelago of the Azores[END_REF]. AMOVA analysis showed that 4.65 % of total genetic variance in the E. affinis samples was estimated among groups (downstream, middle-estuary, upstream and tributaries) and 27.5 % among localities within these groups. The diversity indices indicate a genetic heterogeneity within localities, and the global level of gene flow Nm (2.08) was low, suggesting a genetic isolation between all/some populations while the pairs values of gene flow indicate the most active populations. The highest gene flow occurred in the tributaries and the upstream estuary, showing that the evolutionary process of the E. affinis species is most dynamic in these locations compared to the rest of the studied locations.

These results may suggest that some of the individuals could not belong to a sole taxon or genetic entity, as it was concluded in our former study, even if they are morphologically undistinguishable [START_REF] Lee | Global phylogeography of a cryptic copepod species complex and reproductive isolation between genetically proximate "populations[END_REF][START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF]. Most genetic characterization works on the E. affinis complex have used mitochondrial gene encoding cytochrome oxidase I (COI) [START_REF] Lee | Rapid and repeated invasions of fresh water by the copepod Eurytemora affinis[END_REF][START_REF] Lee | Morphological stasis in the Eurytemora affinis species complex (Copepoda: Temoridae)[END_REF][START_REF] Winkler | Heterogeneity within the native range: population genetic analyses of sympatric invasive and noninvasive clades of the freshwater invading copepod Eurytemora affinis[END_REF][START_REF] Winkler | Genetic heterogeneity among Eurytemora affinis populations in Western Europe[END_REF]. Using this technique, [START_REF] Winkler | Genetic heterogeneity among Eurytemora affinis populations in Western Europe[END_REF] reported a lack of genetic subdivision among E. affinis from Scheldt, Elbe and Seine estuaries according to the low and non-significant global FST (FST = 0.006).

In this study, the FST pairwise values are lower than in the study of [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF]. It conveys the idea that populations are genetically close. In the same way, comparatively to our former study, there is a genetic heterogeneity decrease going on at the population scale that allows the homogenization of groups. This explains the clear diminution of genetic variability between the several groups in the sampling zone found in this study as compared to the results of [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF].

Genetic structure

In order to better understand the genetic structure of E. affinis in the sampled localities, various methods of classification were adopted. Distance analysis provided 4 main clusters, two related with downstream and middle estuarine stations and another two with a mix of tributaries locations and upstream stations. The observed branch length on the dendrogram shows that distances between individuals are longer than between localities. The branch length between localities is three times closer than in the study of [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF].

This can be explained by the homogenization of the populations in the sampling site during the two-year period between the two studies. The discrimination power of this method was good because few individuals were misclassified.

Mapping individuals according to their ISSR band similarities through the Bayesian analysis revealed 5 clusters, as found in the SOM analysis. The middle-estuary group is located between downstream and upstream and tributaries clusters which is congruent with the results of [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF]. These results show the same main patterns as [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF] where tributaries and upstream stations are individualized in two clusters different from the "mid" and downstream stations, but with more mixture between all stations. The recent disappearance of the oxygen barrier allows re-encountering between Scheldt fresh and brackish water populations. This contributes to the decrease of genetic divergences in the populations of the sampling site. Furthermore, [START_REF] Palumbi | Genetic divergence, reproductive isolation, and marine speciation[END_REF] states that, when no barrier to reproduction exists after the bringing back together of allopatric populations, whatever genetic differences had accumulated between isolates will be shared throughout the re-joined population.

Our results show that distances between all E. affinis populations sampled are around three times lower than those found by [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF]. The main clusters are still present in the results but not strictly separated, there has been a homogenization of the populations since the last study.

Population structure

Many factors can explain that the structuration of the different populations is disappearing in the Scheldt estuary:

The sampling, covering 12 stations, is more important than in the previous study ( 5stations in [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF]). This allows to detect more genetic variability in the populations and to have more clues about the recolonization mechanism in the estuary. While the studied estuarine range of [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF] was slightly different than the present one, the extreme stations (at 140 km; 128 km and 59 km; 63.5 km from the mouth respectively), are situated in the same hydrological regions of the Scheldt [START_REF] Maris | OMES report 2015[END_REF].

The results of [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF] showed that the downstream E. affinis population was most likely at the origin of the upstream one, as they were genetically related.

The genetic distinction between the tributary populations and all main estuarine ones showed that the tributary population were not a reservoir for the upstream population.

In the present study, the populations from tributaries and upstream region are related and grouped, showing that in between the two studies, genetic exchange has occurred between the tributary and the mainstream populations. We may hypothesize that, at first, colonization happened from downstream to upstream in the main Scheldt, while remnant populations of a different genetic identity were present only in tributaries but that recently, these tributary populations were able to interbreed with the upstream populations which had issued from the downstream one. A key point is that compiling the two data sets [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF] and the present one), we found that "downstream" and "middle" were genetically comparable while marked differences were observed for "up" and tributaries (Data not shown). [START_REF] Mialet | Spatial spring distribution of the copepod 29 Eurytemora affinis (Copepoda, Calanoida) in a restoring estuary, the Scheldt (Belgium)[END_REF] and [START_REF] Chambord | Mesozooplankton affinities in a recovering freshwater estuary[END_REF] and unpublished monitoring results have shown that E. affinis abundance is strongly influenced by O2 and NH4 concentrations. So, the still ongoing improvement of water quality in the upstream reach may have facilitated interbreeding between tributary and main stream populations.

Estuaries being very dynamic systems, the estuarine flow regime will influence the localisation and the range of a given genotype at each moment of the day. While flows were similar during both sampling (89 m 3 sec -1 in October 2012 and 73 m 3 s -1 in May 2014), the tidal phases of both campaigns could not be synchronised for logistic reasons. This however, does not influence the stronger genetic homogenisation of the populations and the occurrence of mixed tributary and upstream individuals observed now as compared to [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF]. More frequent and fine-gridded sampling would be needed to reveal the exact geographic limits of each genotype.

However, this would be a quasi-impossible task, considering the natural and mandriven dynamics of the estuary and phenomena such as upstream transport.

The fact that sampling in the present study was done after the high-runoff winter months, and the one of [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF] before winter, could have favoured mixing of E. affinis overwintering stages during the two winter periods, and thus encounter probability for spring procreating individuals in the present study. It may also explain why the Down and Up mixed genotypes are found more downstream (mainly at Down 1, at 63 km from the mouth) in the present study, whereas they were situated around 78 km from the mouth in [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF].

E. affinis and estuarine restoration

In the Scheldt there are several generations of E. affinis per year with adult abundance peaks between 3 and 10 individuals L -1 [START_REF] Tackx | Selective feeding of Eurytemora affinis (Copepoda, Calanoida) in temperate estuaries: model and field observations[END_REF]2004;[START_REF] Mialet | Spatial spring distribution of the copepod 29 Eurytemora affinis (Copepoda, Calanoida) in a restoring estuary, the Scheldt (Belgium)[END_REF]2011;[START_REF] Chambord | Mesozooplankton affinities in a recovering freshwater estuary[END_REF].The mobility can be high because Eurytemora affinis is able to migrate in several directions with the tide and upstream transport to colonize new sites [START_REF] Morgan | Sink or swim? Copepod population maintenance in the Columbia River estuarine turbidity-maxima region[END_REF][START_REF] Devreker | Trade-offs of the copepod Eurytemora affinis in mega-tidal estuaries. Insights from high frequency sampling in the Seine Estuary[END_REF] These parameters allow the rapid colonizing of new favourable sites after stress periods and explain that a short period between two studies is enough to obtain different results.

There are only two years between the study of [START_REF] Gasmi | Genetic diversity among the Eurytemora affinis species complex in the Scheldt estuary and its tributaries using ISSR-PCR marker assay[END_REF] and this study.

In the former study, we hypothesised that a downstream colonization occurs in direction of upstream while some remnant individuals of another genetically different population managed to survive in the tributaries. A plausible form for such survival could be resting eggs, shown to offer survival capacity to several copepod species over periods of decades (e.g. [START_REF] Ban | Effects of photoperiod, temperature, and population density on induction of diapause Egg production in Eurytemora affinis (copepoda: calanoida) in lake Ohnuma, Hokkaido, Japan[END_REF][START_REF] Dahms | Dormancy in the Copepoda -an overview[END_REF]. Resting eggs of E. affinis have been found in sediments of the Seine estuary, a system submitted to comparable climate and anthropogenic stress than the Scheldt, where E. affinis is also a major component of the plankton community [START_REF] Devreker | Effects of salinity and temperature on the reproduction of Eurytemora affinis (Copepoda; Calanoida) from the Seine estuary: a laboratory study[END_REF]2010;[START_REF] Glippa | Calanoid copepod resting egg abundance and hatching success in the sediment of the Seine estuary[END_REF]. Hatching experiments with these sediments have shown that, when exposed to favourable conditions, the hatching success is high enough for these resting eggs to play a significant role in the dynamics of the E. affinis population in the Seine [START_REF] Glippa | Seasonal fluctuations of the copepod resting egg bank in the middle Seine estuary, France: Impact on the nauplii recruitment[END_REF]. [START_REF] Lee | Rapid and repeated invasions of fresh water by the copepod Eurytemora affinis[END_REF] has shown that the interface between marine and freshwater habitats constitutes a strong barrier that few species have been able to overcome. The copepod E. affinis provides a model system to examine how species overcome boundaries between 'adaptive zones' because this species is able to colonize freshwater habitats within few generations [START_REF] Lee | Rapid and repeated invasions of fresh water by the copepod Eurytemora affinis[END_REF]. Several authors have shown the eco-physiological plasticity of this Calanoid for physiological and genetic regulation under varying conditions of salinity and temperature (Bradley, 1978a, b;[START_REF] Gonzalez | Salinity stress proteins in Eurytemora affinis[END_REF][START_REF] Lee | Pumping ions: rapid parallel evolution of ionic regulation following habitat invasion[END_REF]. The phytoplankton concentration is higher in the Scheldt freshwater reach than in the brackish water reach [START_REF] Cox | Critical transitions in suspended sediment dynamics in a temperate meso-tidal estuary[END_REF] and high phytoplankton concentrations can favour E. affinis development success in freshwater systems [START_REF] Lee | Feasting in fresh water: impacts of food concentration on freshwater tolerance and the evolution of food 3 salinity response during the expansion from saline into fresh water habitats[END_REF]. These studies support that E. affinis has rapid adaptative dynamics and that two years between two studies can be enough to find different results in its population genetic structure on the estuary scale.

As such, genetic analysis of the polymorphism of Copepods allows us to follow the impact of restauration processes, which modified physico-chemical properties of water in estuaries on the (sub) populations of E. affinis. Routine monitoring of zooplankton communities has allowed detecting changes in spatio-temporal variations and abundance of the zooplankton community and its composition at species level (Chambord et al., 2016 and refences cited in this paper). The use of genetic analysis however made it possible to detect management-induced changes in the Scheldt E. affinis population such as mixing of genetically distinct individuals and to suggest hybridisation between historically isolated genotypes. Considering the importance of the E. affinis species complex in temperate estuaries in general, and the present-day efforts in estuarine restoration, the potential of this technique is of general interest to estuarine restoration. Considering the importance of E. affinis as a trophic link between the primary producers and the higher trophic levels [START_REF] Fockedey | Feeding of the hyperbenthic mysid Neomysis integer in the maximum turbidity zone of the Elbe, Westerschelde and Gironde estuaries[END_REF][START_REF] Tackx | Selective feeding of Eurytemora affinis (Copepoda, Calanoida) in temperate estuaries: model and field observations[END_REF][START_REF] Paulsen | Food limited growth of larval Atlantic Herring Clupea harengus recurrently observed in the coastal nursery area[END_REF], these changes in population structure may also involve consequences to the trophic functioning of the estuaries.

In the St Lawrence estuary (Canada), [START_REF] Cabrol | Physiological condition and differential feeding behaviour in the cryptic species complex Eurytemora affinis in the St Lawrence estuary[END_REF] have shown that the two co-existing but spatially separated clades of the E. affinis complex show different feeding behaviour while living in comparable feeding conditions.

Conclusions

The intensive long-term (1996-present) zooplankton community monitoring in the Scheldt provides a rare opportunity to study the spatio-temporal evolution of this 'invasive' reputed species and to reveal dependencies on environmental conditions, which are relevant to estuarine ecology and management in general. The Eurytemora affinis complex of species is indeed a useful tool to study the dynamic mechanisms in a perturbed ecosystem and to better understand the relationship between the different genetic entities.

In this study, two levels of genetic variability were revealed: (1) among upstream freshwater localities, and (2) between freshwater and brackish water localities. These findings complement the work of [START_REF] Winkler | Genetic heterogeneity among Eurytemora affinis populations in Western Europe[END_REF] on E. affinis who, using COI barcoding, reported, a relatively low (1.7-2%) percentage of divergence on the European geographic scale, compared with the important divergence among the four North American clades (up to 15%, [START_REF] Lee | Rapid and repeated invasions of fresh water by the copepod Eurytemora affinis[END_REF][START_REF] Lee | Global phylogeography of a cryptic copepod species complex and reproductive isolation between genetically proximate "populations[END_REF]. As such, the Scheldt case study illustrates the potential of ISSR to detect genetic differentiation at the estuarine drainage-basin scale. Time scale to reach a same level of genetic differentiation between two taxa than the one observed in our study is difficult to estimate, anyway in our experience using spiders 10 to 20 generations are sufficient to observe significant genetic differences using ISSR (Machkour-M'Rabet et al., 2012; distributed between Trib2b and Trib2d). In blue: main estuary (dark blue: "Down" and "Mid"; light blue: "Up"). In pink: tributaries. 3 andTable 4. Cluster 1 corresponds to "down1", green of fig. 3, cluster 2 to "down 2", yellow of fig. 3, cluster 3 to "mid 1" + "mid 2", purple of fig. 4). Black bars delimit sample sites. Cluster 1: Red, Cluster 2: green, Cluster 3: blue, Cluster 4: yellow and Cluster 5: purple (Same colour code as in Fig. 3). 
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 1 Fig. 1. Geographic localization and map of the Scheldt estuary with sampling stations

Fig. 2 .

 2 Fig. 2. Unrooted tree obtained by distance analyses of the 12 E. affinis

Fig. 3 .

 3 Fig. 3. Classification of 273 individuals of E. affinis from the 12 sample locations

  3, cluster 4 to trib 2d, Up 3, Trib 1, 80% of Trib 2a and 15% Trib 2c, mainly red with blue individuals (see also Fig. 4) and cluster 5 to Trib 2b, Up 1, Up2, 85% Trib 2c and 20% Trib 2a, mainly blue with red individuals.

Fig. 4 .

 4 Fig. 4. Bayesian analysis of E. affinis performed by STRUCTURE 2.3.4 software.

  Fig. 2

Table 1 .

 1 Circled in blue, the critical zone of genotype mixing.

Table 1 . Geographical coordinates of sampled locations
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	Sampling
	location

Table 3

 3 Probability (Q) of membership of individuals of the 12 initial populations of E. affinis to each of the 1 to 5 inferred clusters determined by STRUCTURE. The highest percentage of a sample assigned to one cluster, is indicated in bold + grey. Colouring of the columns: see legend Fig.3.

		Cluster 1	Cluster 2	Cluster 3	Cluster 4	Cluster 5
	Down 1	0.138	0.802	0.012	0.004	0.044
	Down2	0.051	0.014	0.021	0.892	0.021
	Mid1	0.098	0.007	0.048	0.011	0.836
	Mid2	0.025	0.007	0.011	0.004	0.953
	Trib2a	0.736	0.060	0.144	0.009	0.050
	Trib2b	0.043	0.011	0.901	0.006	0.040
	Trib2c	0.203	0.030	0.660	0.011	0.096
	Trib2d	0.951	0.007	0.016	0.007	0.019
	Up1	0.179	0.009	0.720	0.009	0.083
	Up2	0.058	0.010	0.876	0.033	0.024
	Up3	0.933	0.013	0.025	0.003	0.026
	Trib1	0.936	0.008	0.020	0.012	0.023

Table 4

 4 Pairwise comparison between populations of E. affinis of gene flow (Nm, bold, max/min values) above diagonal and geographic distances below. Colours for clusters correspond to those of Figure3 and 4.

	Pop	Down	Down	Mid	Mid	Trib2	Trib2	Trib2	Trib2	Up1 Up2 Up3 Trib
	ID	1	2	1	2	a	b	c	d				1
	Down		1.64	1.71 1.25 2.13	1.32	1.77	2.23	1.5	1.5	1.7	1.81
	1									5	9	9
	Down	21.5		1.47 1.14 1.82	1.57	1.96	1.64	1.9	2.3	1.2	1.69
	2									7	6	5
	Mid1	30.5	9		1.63 1.75	1.82	2.39	1.95	2.2	2.1	1.5	2.03
										9	2	8
	Mid2	35	13.5	4.5		1.67	1.36	1.22	1.35	1.2	1.1	1.0	1.06
										8	2	3
	Trib2a 32.5	11	3	7.5		2.24	2.45	4.01	2.5	2.1	3.9	2.66
										2	4	2
	Trib2b 34.5	13	5	9.5	2		3.32	1.99	2.8	3.7	1.6	1.78
										6	7	5
	Trib2c 38.5	17	9	13.5 6	4		2.50	1.8	3.5	2.6	2.33
										6	1	3
	Trib2d 39.5	18	10	14.5 7	5	1		1.8	2.2	3.9	4.29
										4	6	1
	Up1	40	18.5	9.5	5	12.5	14.5	21.5	22.5		2.8	2.1	1.92
											1	4
	Up2	57.5	36	27	22.5 30	32	39	40	17.		1.8	2.24
										5		1
	Up3	64.5	43	34	29.5 37	39	46	47	24.	7		2.59
										5		
	Trib1	50.7	29.2	20.2 15.7 23.2	25.2	29.2	30.2	10.	6.8	13.
										7		8
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