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Introduction

There are in excess of 1700 different biogenic volatile organic compounds (BVOCs) released by plants. Blends of these chemicals constitute complex cues that can mediate a range of ecological interactions involving plants and insects [START_REF] Dudareva | Plant volatiles: recent advances and future perspectives[END_REF][START_REF] Dudareva | Biosynthesis, function and metabolic engineering of plant volatile organic compounds[END_REF]. For instance, BVOCs emitted by flowers can attract pollinators [START_REF] Muhlemann | Floral volatiles: from biosynthesis to function[END_REF], while BVOCs emitted by herbivore-damaged plants can attract predatory natural enemies of the herbivores [START_REF] Dicke | Chemical ecology of host-plant selection by herbivorous arthropods: a multitrophic perspective[END_REF][START_REF] Heil | Indirect defence via tritrophic interactions[END_REF]). Herbivore-induced BVOCs can also constitute a warning signal to other plants, providing an indication that herbivores are in the locality and that attack could be imminent [START_REF] Baldwin | Rapid changes in tree leaf chemistry induced by damage: evidence for communication between plants[END_REF][START_REF] Blande | Air pollution impedes plant-to-plant communication by volatiles[END_REF][START_REF] Giron-Calva | Volatile-mediated interactions between cabbage plants in the field and the impact of ozone pollution[END_REF]. However, numerous abiotic factors can modify the composition or quantity of BVOC emissions and could thus disturb these interactions [START_REF] Blande | Plant volatiles in polluted atmospheres: stress responses and signal degradation[END_REF]. It has been shown, for example, that elevated CO2 [START_REF] Sharkey | High carbon dioxide and sun/shade effects on isoprene emission from oak and aspen tree leaves[END_REF][START_REF] Rapparini | Isoprenoid emission in trees of Quercus pubescens and Quercus ilex with lifetime exposure to naturally high CO2 environment[END_REF][START_REF] Loreto | The relationship between isoprene emission rate and dark respiration rate in white poplar (Populus alba L.) leaves[END_REF]), elevated temperature [START_REF] Staudt | How growth conditions affect the capacity of Quercus ilex leaves to emit monoterpenes[END_REF][START_REF] Fortunati | Isoprene emission is not temperature-dependent during and after severe drought-stress: a physiological and biochemical analysis[END_REF][START_REF] Tiiva | Climatic warming increases isoprene emission from a subarctic heath[END_REF]) and drought [START_REF] Llusià | Contrasting species-specific, compoundspecific, seasonal, and interannual responses of foliar isoprenoid emissions to experimental drought in a Mediterranean shrubland[END_REF][START_REF] Genard-Zielinski | Simulating precipitation decline under a Mediterranean deciduous Oak forest: effects on isoprene seasonal emissions and predictions under climatic scenarios[END_REF][START_REF] Saunier | Resistance of native oak to recurrent drought conditions simulating predicted climatic changes in the Mediterranean region[END_REF] can each have important effects on BVOC emissions (for a review see [START_REF] Peñuelas | BVOCs and global change[END_REF], which could alter the fidelity of the cues that they provide.

Tropospheric ozone is a phytotoxic pollutant that has diverse effects on BVOC emissions depending on the time and duration of exposure, the type of compound in question and the ozone-sensitivity of the plant species [START_REF] Niinemets | Mild versus severe stress and BVOCs: thresholds, priming and consequences[END_REF]. The variability in plant responses to ozone is emphasized by earlier studies showing that BVOC emissions can be increased [START_REF] Loreto | Impact of ozone on monoterpene emissions and evidence for an isoprene-like antioxidant action of monoterpenes emitted by Quercus ilex leaves[END_REF][START_REF] Velikova | Isoprene decreases the concentration of nitric oxide in leaves exposed to elevated ozone[END_REF], decreased [START_REF] Calfapietra | Isoprene synthase expression and protein levels are reduced under elevated O3 but not under elevated CO2 (FACE) in field-grown aspen trees[END_REF][START_REF] Behnke | RNAimediated suppression of isoprene biosynthesis in hybrid poplar impacts ozone tolerance[END_REF] or remain unchanged [START_REF] Juuti | Monoterpene emission rate measurements from a Monterey pine[END_REF][START_REF] Tiiva | Isoprene emissions from boreal peatland microcosms; effects of elevated ozone concentration in an open field experiment[END_REF]) in response to ozone exposure. Despite the volume of work on the effects of ozone exposure on BVOC emissions, there are still several knowledge gaps. For example, a large amount of work has been conducted on tree species, but relatively few studies have been performed on herbaceous plant species (e.g. [START_REF] Heiden | Emission of volatile organic compounds from ozone-exposed plants[END_REF][START_REF] Beauchamp | Ozone induced emissions of biogenic VOC from tobacco: relationships between ozone uptake and emission of LOX products[END_REF][START_REF] Himanen | Effects of elevated carbon dioxide and ozone on volatile terpenoid emissions and multitrophic communication of transgenic insecticidal oilseed rape (Brassica napus)[END_REF][START_REF] Khaling | Elevated ozone modulates herbivoreinduced volatile emissions of Brassica nigra and alters a tritrophic interaction[END_REF]. Furthermore, much of the work on the effects of ozone on BVOC emissions has focused on foliar emissions, whereas the effects of ozone on floral emissions have only been assessed after emission from the plant [START_REF] Farré-Armengol | Ozone degrades floral scent and reduces pollinator attraction to flowers[END_REF]. [START_REF] Farré-Armengol | Ozone degrades floral scent and reduces pollinator attraction to flowers[END_REF] investigated the degradation of floral blends in a polluted atmosphere and showed that pollinators were less effective at orienting towards flowers after mixing of floral volatiles with ozone. However, to date there is nothing known about the direct effects of ozone exposure on floral emissions, which requires further investigation [START_REF] Farré-Armengol | Floral volatile organic compounds: between attraction and deterrence of visitors under global change[END_REF]. Since background ozone levels today have increased compared to at the beginning of the 1900´s (approx. 20 -45ppb, Vingarzan 2004;[START_REF] Mills | Ozone pollution will compromise efforts to increase global wheat production[END_REF], and high ozone peaks are increasingly occurring [START_REF] Vautard | Simulation of ozone during the August 2003 heat wave and emission control scenarios[END_REF][START_REF] Zhang | Regional ozone pollution and observation-based approach for analyzing ozone-precursor relationship during the PRIDE-PRD2004 campaign[END_REF], it is crucial to understand how ozone could affect floral chemistry and BVOC emissions. Potential changes to the floral scent and chemical properties of flowers could disturb interactions between plants and other organisms, with ecological consequences.

It is known that ozone exposure leads to substantial changes in plant metabolism, which could lead to cell death [START_REF] Overmyer | Reactive oxygen species and hormonal control of cell death[END_REF][START_REF] Kangasjärvi | Signalling and cell death in ozone-exposed plants[END_REF]. The main source of damage is lipid peroxidation of cell membranes leading to the formation of Reactive Oxygen Species (ROS), especially hydrogen peroxide (H2O2). These ROS are involved in oxidative damage within tissues [START_REF] Iriti | Chemical diversity and defence metabolism: how plants cope with pathogens and ozone pollution[END_REF] and plants invest in a large array of responses to counteract the damage. The responses include production of enzymatic antioxidants (e.g. catalase and superoxide dismutase), non-enzymatic antioxidants (e.g. glutathione and ascorbate) [START_REF] Reddy | Drought-induced responses of photosynthesis and antioxidant metabolism in higher plants[END_REF]) and BVOCs. The latter, and especially the terpenoids, could counteract damage through their antioxidant properties [START_REF] Vickers | A unified mechanism of action for volatile isoprenoids in plant abiotic stress[END_REF]) and scavenge ROS within leaves [START_REF] Oikawa | Catabolism of volatile organic compounds influences plant survival[END_REF]. It is also well known that ozone exposure disturbs the photosynthetic apparatus [START_REF] Bussotti | Photosynthetic behavior of woody species under high ozone exposure probed with the JIP-test: a review[END_REF], and consequently, carbon assimilation, which could also have an impact on production of metabolites including chemicals within the floral tissue. Therefore, in addition to investigating the effects of ozone on BVOC emissions, it is important to focus on compounds present within the floral tissues that could potentially provide plants with a mean to counteract the effects of ozone, such as diterpenes [START_REF] Munné-Bosch | Changes in carotenoids, tocopherols and diterpenes during drought and recovery, and the biological significance of chlorophyll loss in Rosmarinus officinalis plants[END_REF][START_REF] Munné-Bosch | Diterpenes and antioxidative protection in drought-stressed Salvia officinalis plants[END_REF].

Earlier studies have shown that abiotic stresses can strongly affect production of plant metabolites [START_REF] Akula | Influence of abiotic stress signals on secondary metabolites in plants[END_REF]. Interestingly, a range of studies have highlighted differences in the defence properties of wild and cultivated plants, especially with respect to defence against biotic stresses [START_REF] Welter | Contrasting the tolerance of wild and domesticated tomatoes to herbivory: agroecological implications[END_REF][START_REF] Gouinguené | Variability in herbivore-induced odour emissions among maize cultivars and their wild ancestors (teosinte)[END_REF]; see [START_REF] Purugganan | The nature of selection during plant domestication[END_REF] for a review). Breeding plants for palatability and high yield can have intentional and unintentional effects on plant defence chemistry, which may affect their defences against abiotic stresses. Furthermore, little is known about how breeding has affected floral volatiles, especially in the Brassicaceae family, where several species have been bred and cultivated for seed production.

We hypothesised that floral VOC emissions would be modified by ozone exposure and that the floral content of compounds in the C6-C20 range would also be affected [START_REF] Peñuelas | BVOCs and global change[END_REF][START_REF] Akula | Influence of abiotic stress signals on secondary metabolites in plants[END_REF]. We also hypothesised that the effects would be different for cultivated and wild species, which are expected to differentially invest resources into defensive and reproductive traits. It has been demonstrated that plant domestication could reduce plant defence against herbivory [START_REF] Rosenthal | Effects of life history, domestication and agronomic selection on plant defence against insects: evidence from maizes and wild relatives[END_REF]. We predicted that the same phenomenon could be observed for abiotic stresses such as ozone exposure. The aim of this study was to determine the effect of exposure to two elevated ozone concentrations (80 and 120 ppb, which reflect current mid-range and high peak levels) on floral BVOC emissions and the content of compounds in the C6-C20 range of wild and cultivated species of the Brassicaceae.

Material and methods:

Plant material:

Seeds of two cultivated species (Sinapis alba and Brassica napus) and two wild species (Sinapis arvensis and Brassica nigra) of the Brassicaceae family, were sown in 0.8L plastic pots containing a mix of peat, soil and sand (3:1:1). S. arvensis, S. alba and B. nigra seeds were provided by E. Poelman, Wageningen University, Netherlands (S. arvensis and B. nigra are from natural populations, whereas S. alba is cultivated) and B. napus seeds were provided by Boreal Plant Breeding Ltd, Finland. Plants were grown in growth chambers (Weiss Bio 1300m, Germany) with a 16h/8h day/night cycle, daytime conditions of 21°C and 60% relative humidity (RH) and nighttime conditions of 16°C and 80% RH. Plants were watered daily and fertilized twice per week with a 0.1% solution containing nitrogen, phosphorous and potassium Kekkilä Oyj,Finland).

Ozone treatments:

Plants were exposed to two elevated levels of ozone, 80 and 120ppb (representing mid-range and high peak levels, [START_REF] Vingarzan | A review of surface ozone background levels and trends[END_REF]), which were produced with an ozone generator (Dasibi 1008-RS, Dasibi Environmental Corp., USA) and monitored with ozone analyzers (Environnement S.A. O342M, Environnement S.A., France). Elevated ozone was applied over a period of 13h between 07:00 and 20:00 and then reduced to 30ppb to simulate the natural reduction in ozone at night. Control plants were exposed to the ambient ozone levels present in the laboratory (0-10ppb). Plants were exposed to the different treatments for 5 days, with exposure initiated when the first flower of the main inflorescence opened. In the same way, control plants were sampled 5 days after opening of the first flower. Thus, all plants sampled had a similar phenological stage. Five individuals were sampled for each treatment and species.

Floral emissions and analyses:

One inflorescence per plant was enclosed in a polyethylene terephthalate (PET) (Eskimo, Finland) bag with dimensions of 25cm x 38cm. Bags were pre-heated in an oven at 120°C for 1h, to avoid contamination by any compounds released from the plastic during sampling.

Pressurized and filtered (through active charcoal) inlet air was introduced into bags at a flow rate of 300mL.min -1 . After 20 mins of flushing air through the bags, BVOC emissions were collected for 1h into pre-conditioned cartridges filled with 200mg Tenax TA (60/80 mesh, Markes International, UK) positioned at the outlet of the bag. Cartridges were connected via clean silicone tubes to a vacuum pump (D-79112, KNF, Germany), which pulled air through the cartridges with a flow rate of 220mL.min -1 . Inlet and outlet airflows were calibrated with a flowmeter (mini Buck calibrator, Buck, USA). After collection, cartridges were stored at 4°C for a maximum of one month before analysis. Blanks (collected from empty bags) were also sampled with the same method in order to identify potential contaminants Analysis of BVOCs collected into the cartridges was performed by gas chromatography (GC, model 6890, Hewlett Packard, USA) and mass spectrometry (MS, model 5973, Hewlett Packard, USA) with samples thermally desorbed with an automated thermal desorption unit (ATD 400, Perkin Elmer, USA). Samples were desorbed at 250°C for 10 min, and cryofocused at -30°C in split mode with a ratio of 1/20. The column used to separate molecules was an HP5-MS (60m x 0.25mm x 0.5µm, Agilent, USA). The chromatographic program was set up as follows: 40°C at the start with a hold of 2 mins, a 3°C.min -1 temperature ramp until 210°C, and then a 5°C.min -1 temperature ramp to 250°C. This last temperature was held for 5 min in order to clean the column. The carrier gas was helium.

BVOC identification was conducted via comparison with a series of analytical standards (available in Tables S1-S8 in supplementary files), comparison of mass spectra to the NIST and Wiley libraries and the calculation of Kovats indices (through the injection of alkanes C8-C20) with comparison to available literature (https://webbook.nist.gov/, Adams 2007). The analytical standards were also used to conduct quantification.

Floral chemical content and analyses:

Once the BVOC collection was conducted, 5 fully opened flowers per inflorescence were excised from S. alba, S. arvensis and B. napus and 10 flowers were excised from B. nigra in order to extract compounds in the range of C6-C20. The size range of compounds analysed was selected by the GC method adopted (see below). Flowers were frozen and ground in liquid nitrogen, then stored at -20°C until extraction.

Extraction was performed with 1mL of hexane under ambient temperature and during 5min of ultra-sonication. The extract was then filtered through 0.2µm PTFE filters (Fisher Scientific, USA) and stored at -20°C. Each sample was analysed with gas chromatography (GC, model 7890B, Agilent, USA) and mass spectrometry (MS, model 5977A, Agilent, USA). The injection volume was 1µL in splitless mode and the column used to separate molecules was an HP5-MS (30m x 0.25mm x 0.25µm, Agilent, USA). The chromatographic program was set up as follows: 40°C with a hold of 1min, then a ramp of 3°C.min -1 until a threshold of 150°C was reached and then a ramp of 15°C.min -1 until a threshold of 280°C was reached. The carrier gas was helium.

Identification and quantification of compounds was performed following the same method described above (cf. floral emissions and analyses).

Calculation of emission rates and floral chemical content:

The Emission Rates (ER) were calculated with the following formula:

ER = 𝑋 * 𝐴𝑖 𝐷𝑤 * 𝑡 * 𝐴𝑜
with ER expressed in µg.gDW -1 .h -1 . X is the compound quantity (µg), Ai and Ao are the inlet and outlet air flows (mL.min -1 ), respectively, t is the sampling time in h and Dw is the dry weight sampled (g). The Dw was obtained by drying the enclosed biomass in an oven at 60°C for 3 days and adding the dried biomass obtained for flowers after use for extractions (see below).

The ratios of the 10 major compounds for each condition and each species were calculated (the remaining compounds were summed and listed as "other") since it has been shown that ratios could have an important effect on detection of scents by pollinators [START_REF] Bruce | Perception of plant volatile blends by herbivorous insectsfinding the right mix[END_REF].

The quantity of compounds in the floral extracts (C) were calculated using the following formula:

C = 𝑋 * 𝑉 𝐷𝑤
with C in mgDW.g -1 . X is the compound quantity (mg.µL -1 ), V is the extraction volume (µL) and Dw is the dry weight (g). The biomass used for extraction was dried for each sample in an oven at 60°C for 2 days.

Statistical analyses:

Statistical analyses were performed with the R software (v. Ratios of the 10 major compounds for each species were compared with generalized linear models based on beta distribution followed by Tukey post hoc tests (betareg and lsmeans packages) and used to show the effect of ozone on the blend composition.

Results

Floral BVOC emissions

Total BVOC emission rates were not affected by ozone exposure in any of the species studied (Fig. 1A -1D). To investigate differences at the compound level, PLS-DA was performed for the emission rates of the individual compounds emitted by each species (Fig. 2). PLS-DA performed on the wild species (B. nigra and S. arvensis) showed no significant effect of ozone on emission rates. However, the VIP scores showed that for B. nigra α-phellandrene, α-pinene, cis-3-hexen-1-ol, indole and 2-aminobenzaldehyde were compounds of interest (Table S1 in supplementary files) implicated as the most affected by ozone exposure; the only significant difference was for emissions of α-phellandrene (P < 0.05), which were increased by 53% at 80ppb compared to ambient ozone. The compounds of interest determined by VIP scores for S. arvensis (Table S2 in supplementary files), were 3-carene, trans-verbenol, β-pinene, αphellandrene and methyl salicylate, with only, 3-carene showing a marginally significant difference (0.05 < P < 0.1) with a decrease under 80ppb compared to ambient ozone.

The effect of ozone on BVOC emission rates was stronger for the cultivated species than the wild species. For B. napus, pairwise tests based on PLS-DA revealed a significant difference between 80ppb and ambient ozone treatments (P < 0.05) and a marginally significant difference between 120ppb and ambient ozone treatments (0.05 < P < 0.1). Sabinene, β-thujone, camphor, limonene and benzaldehyde were the compounds of interest determined by VIP scores (Table S3 in supplementary files), with sabinene, β-thujone and camphor significantly decreased by ozone exposure. Sabinene was decreased by 59% under 80ppb compared to ambient (P < 0.05) whereas β-thujone and camphor were not detected under either of the elevated ozone levels (P < 0.01 and P < 0.05, respectively). For S. alba, the pairwise tests based on PLS-DA only showed a marginally significant difference (0.05 < P < 0.1) between 80ppb and ambient ozone treatments. P-cymene, trans-β-ocimene, sabinene, β-pinene and trans-2-hexenal were determined as compounds of interest, but only p-cymene showed a significant decrease (P < 0.01) between the ambient conditions and 80 ppb (reduced by 95%) ; and 120ppb (reduced by 100%).

Effects of ozone on the BVOC blend composition

Substantial ozone-induced modification to most of the BVOC blends were visualised by presenting the blends as ratios of the different constituent compounds (Fig. 3); differences were especially pronounced for B. napus. The B. napus blend had greater proportions of indole (P < 0.05), methyl-2-ethylhexanoate (P < 0.05) and methyl benzoate (P < 0.05) under ozone exposure, with 3, 1.5 and 1.5 fold increases at 80ppb and 2, 1.5 and 2 fold increases at 120ppb, respectively. By contrast, benzaldehyde constituted a 49% lower proportion of the blend by at 80ppb ozone (P < 0.05). For S. alba, the proportion of methyl salicylate was around 2.5 fold greater under elevated ozone conditions than ambient conditions (P < 0.05). The proportion of trans-β-ocimene was decreased by 79% at 80ppb and by 72% at 120ppb (P < 0.05). The proportion of cis-3-hexenyl acetate in B. nigra emissions was 87% lower at 80ppb and 33% lower at 120ppb (P < 0.05). The proportion of and cis-3-hexenol in B. nigra emissions was 52% lower at 80ppb (P < 0.05). There was no effect of ozone on the overall blend composition of S. arvensis.

Floral chemical content

The total content of chemical compounds in the C6-C20 range in the floral tissues was not affected by ozone (Fig. 4A -4D). However, PLS-DA indicated that ozone exposure had an effect on individual compounds (Fig. 5), with pairwise tests based on PLS-DA showing a difference between the ambient condition and ozone treatments (at both 80 and 120ppb, P < 0.05) for all plants tested, except for S. arvensis.

VIP scores showed that for B. nigra four diterpenes, hexahydrofarnesyl acetone, neophytadiene, trans and cis-phytol, were compounds of interest affected by ozone exposure (Table S5 in supplementary files). Hexahydrofarnesyl acetone content was increased by ozone exposure by 400% at 80ppb and 600% at 120ppb (P < 0.001). The other three compounds were decreased by ozone, with neophytadiene reduced by 54% at 80ppb and 66% at 120ppb, (P < 0.01), cis-phytol reduced by 46% at 80ppb and 63% at 120ppb (P < 0.01) and trans-phytol reduced by 63% at 120ppb (P < 0.01) compared to at ambient ozone levels. The same four diterpenes were also indicated by VIP scores as affected by ozone exposure for the other three species (Tables S6 -S8 in supplementary files). The effect was the same as for B. nigra, except that the VIP scores did not show trans-phytol as a compound of interest for S. alba. Compared to at ambient ozone conditions, the hexahydrofarnesyl acetone content was 7, 5 and 5 fold higher at 80ppb and 10, 5 and 5 fold higher at 120ppb for S. arvensis (P < 0.01), B. napus (P < 0.001) and S. alba (P < 0.01), respectively. Neophytadiene content was reduced by 54% and 61% at 80ppb and 59% and 58% at 120ppb, for B. napus (P < 0.001) and S. alba (0.05 < P < 0.1), respectively, and was reduced by 58% at 120ppb (P < 0.05) for S. arvensis. Cis-phytol content was reduced by 52% and 86% at 80ppb and 55% and 81% at 120ppb for B. napus (P < 0.001) and S. alba (P < 0.05), respectively, and by 54% at 120ppb (P < 0.05) for S. arvensis.

Trans-phytol content was reduced by 50% at 80ppb and 120ppb for B. napus (P < 0.001) and by 54% at 120ppb (P < 0.05) for S. arvensis. It should be noted that a few other compounds were indicated by VIP scores as distinguishing plant responses to ozone for each species.

Phenethyl isothiocyanate followed the same pattern as hexahydrofarnesyl acetone with increases of 100% at 80ppb and 219% at 120ppb for B. nigra (P < 0.001). Ozone exposure reduced cis-3-hexen-1-ol content in B. napus with reductions of 35% at 80ppb and 44% at 120ppb compared to ambient conditions (P < 0.05). For S. alba, cis and trans-hexenal content were reduced by 87% and 59% at 80ppb and100% and 63% at 120ppb, respectively (P < 0.01 for both compounds).

Discussion

Our results showed that ozone exposure did not affect the total BVOC emission rates of any of the species tested. However, ozone exposure did affect the qualities of the BVOC blends and quantities of individual constituent compoundsmainly by decreasing emissionswith no strong differences between the two levels of ozone. Moreover, the species studied were not all affected by ozone exposure in the same way. The observed decreases in terpene emissions could be due to a reduction in carbon used for terpene production, which is supported by the demonstration that even short-term ozone exposures could lead to reduced photosynthesis [START_REF] Black | Ozone affects gas exchange, growth and reproductive development in Brassica campestris (Wisconsin Fast Plants)[END_REF]. Observed increases in terpene emissions (e.g. α-phellandrene in B. nigra) could be due to their antioxidant properties. Terpenes can counteract the oxidative damage induced by abiotic stressors, such as ozone, and consequently be produced in greater amounts [START_REF] Vickers | A unified mechanism of action for volatile isoprenoids in plant abiotic stress[END_REF][START_REF] Velikova | Increased thermostability of thylakoid membranes in isoprene-emitting leaves probed with three biophysical techniques[END_REF]. Moreover, individual terpenes could be differentially affected as they are not produced through the same biosynthesis pathway [START_REF] Tholl | Terpene synthases and the regulation, diversity and biological roles of terpene metabolism[END_REF]. A further explanation for the observed decreases in terpenes could be that they are oxidized within the leaves [START_REF] Oikawa | Catabolism of volatile organic compounds influences plant survival[END_REF][START_REF] Saunier | Chronic drought decreases anabolic and catabolic BVOC emissions of Quercus pubescens in a Mediterranean forest[END_REF], but this hypothesis needs further investigation.

Changes in ratios of major BVOCs were demonstrated in our results. These changes could have a direct impact on the attraction of pollinators. Indeed, it has been demonstrated that the addition [START_REF] Cunningham | Learning, odour preference and flower foraging in moths[END_REF] or removal [START_REF] Girling | Diesel exhaust rapidly degrades floral odours used by honeybees[END_REF]) of one particular compound can affect flower recognition by different pollinators (e.g. moths, honeybees). Modification of compound ratios can also disturb flower recognition as well as altering the odour intensity of the blend [START_REF] Wright | Intensity and the ratios of compounds in the scent of snapdragon flowers affect scent discrimination by honeybees (Apis mellifera)[END_REF]. Therefore, we can predict that ozone exposure could lead to a decrease in the pollination rates of insects for most of the studied species. B. napus is a species cultivated worldwide and with an estimated yield in 2015 of around 70 million tons (FAO, 2015). It is well known to be wind or self-pollinated, but insect pollination can increase agricultural yield. [START_REF] Bommarco | Insect pollination enhances seed yield, quality, and market value in oilseed rape[END_REF] estimated that insect pollination can increase the weight of seeds in B. napus as well as the seed quality. They estimated that insect pollination contributed to about 20% of the market value. It seems that elevated ozone exposure has the potential to lead to some perturbations in flower pollination, which could manifest in economic losses to agriculture and horticulture.

In addition to the effects of ozone on terpenes, two particular compoundsindole and methyl salicylate for B. napus and S. alba, respectivelywere found to be increased in quantity in response to ozone exposure. It is well known that these two compounds are involved in plant responses to herbivory [START_REF] Niinemets | Quantitative patterns between plant volatile emissions induced by biotic stresses and the degree of damage[END_REF]. Indole is involved in signalling between plants and has been shown to prime Zea mays plants for increased induction of defences [START_REF] Erb | Indole is an essential herbivore-induced volatile priming signal in maize[END_REF]. Methyl salicylate emissions have been shown to attract predators of herbivorous insects in several plant species [START_REF] De Boer | The role of methyl salicylate in prey searching behavior of the predatory mite Phytoseiulus persimilis[END_REF][START_REF] Zhu | Methyl salicylate, a soybean aphid-induced plant volatile attractive to the predator Coccinella septempunctata[END_REF]. Moreover, it has been shown that methyl salicylate increases visitation of Medicago sativa by honey bees [START_REF] Henning | Honey bee (Hymenoptera: Apidae) behavioral response to primary alfalfa (Rosales: Fabaceae) floral volatiles[END_REF]). Thus, we can predict that, in addition to tritrophic interactions, flower detection by pollinators could be affected by this compound.

Our results showed that B. napus and S. alba had the greatest variation in BVOC emissions. It seems that the effect of ozone exposure on floral emissions is bound to species sensitivity, as already demonstrated for other abiotic stresses [START_REF] Niinemets | Mild versus severe stress and BVOCs: thresholds, priming and consequences[END_REF]. Those changes could also be related to the domestication of those species, since B. napus and S. alba are cultivated species.

It is well known that during the process of selection, functions other than biomass production can be affected, especially defence-related traits [START_REF] Whitehead | Domestication impacts on plant-herbivore interactions: a meta-analysis[END_REF]. We can predict that the cultivated species (B. napus and S. alba) are more sensitive to ozone exposure than wild species (B. nigra and S. arvensis). However, differences in responses to ozone between cultivated and wild species could be related to other factors, such as the use of fertilizer. For instance, nitrogen fertilization has a strong effect on glucosinolate production in Brassicaceae [START_REF] Aires | Effect of nitrogen and sulfur fertilization on glucosinolates in the leaves and roots of broccoli sprouts (Brassica oleracea var. italica)[END_REF], which could also affect BVOC emissions [START_REF] Blanch | Drought, warming and soil fertilization effects on leaf volatile terpene concentrations in Pinus halepensis and Quercus ilex[END_REF][START_REF] Ormeño | Effect of soil nutrient on production and diversity of volatile terpenoids from plants[END_REF]. Therefore, the use of a different fertilization regime could have affected the responses to ozone exposure, but this hypothesis needs further investigation.

Analysis of the chemical content of the flowers, which focused on molecules in the C6 -C20 range, revealed only a few compounds that were detected in all four species studied.

Surprisingly, of those few compounds, four displayed the same behaviour under ozone exposure and belong to the diterpene family. Three of them (cis-and trans-phytol and neophytadiene) were decreased in response to ozone exposure whereas hexahydrofarnesyl acetone was increased. Cis-and trans-phytol are involved in the biosynthesis of tocopherol, a lipo-soluble molecule well known for its antioxidant properties [START_REF] Munné-Bosch | The role of α-tocopherol in plant stress tolerance[END_REF][START_REF] Mène-Saffrané | Plastochromanol-8 and tocopherols are essential lipid-soluble antioxidants during seed desiccation and quiescence in Arabidopsis[END_REF]. Phytyl diphosphate, obtained after phosphorylation of phytol, is a substrate for the production of tocopherol [START_REF] Spicher | Essential role for phytol kinase and tocopherol in tolerance to combined light and temperature stress in tomato[END_REF][START_REF] Wang | The phytol phosphorylation pathway is essential for the biosynthesis of phylloquinone, which is required for photosystem i stability in Arabidopsis[END_REF], production of which could explain the reduction of cis-and trans-phytol observed in our study. Another explanation for the reduction of phytol could be transformation of phytol to phytyl esters. The roles of phytyl esters in plants are not well understood, but it has been shown that an accumulation of those compounds could occur after a stress period [START_REF] Lippold | Fatty acid phytyl ester synthesis in chloroplasts of Arabidopsis[END_REF].

It is less clear what the implications may be of the ozone-induced changes in neophytadiene and hexahydrofarnesyl acetone observed in the flowers. Diterpenes come from the methylerythritol phosphate (MEP) pathway and have the same precursor: geranylgeranyl phosphate (GGPP). This precursor is also used for the production of carotenoids and tocochromanols [START_REF] Lichtenthaler | The 1-deoxy-D-xylulose-5-phosphate pathway of isoprenoid biosynthesis in plants[END_REF][START_REF] Cheng | Plant terpenoids: biosynthesis and ecological functions[END_REF]. Carotenoids [START_REF] Ramel | Chemical quenching of singlet oxygen by carotenoids in plants[END_REF]) and tocochromanols [START_REF] Kruk | Plastochromanol-8: fifty years of research[END_REF] are well known to have strong antioxidant properties that protect the photosynthetic apparatus. Therefore, it could be advantageous for plants to invest in carotenoids and tocopherols rather than neophytadiene in order to maintain high carbon assimilation. The observed increase in hexahydrofarnesyl acetone could be due to it having a better ability to counteract ozone effects than the three other diterpenes. Terpenes, especially the lightest compounds (C5-C10), have antioxidant properties [START_REF] Vickers | A unified mechanism of action for volatile isoprenoids in plant abiotic stress[END_REF][START_REF] Oikawa | Catabolism of volatile organic compounds influences plant survival[END_REF]. Therefore, we can predict that hexahydrofarnesyl acetone could be used by plants as an antioxidant, but this hypothesis needs further investigation.

Ozone-exposed B. nigra also had a higher content of phenethyl isothiocyanate, which is a byproduct of glucosinolate breakdown [START_REF] Fenwick | Glucosinolates and their breakdown products in cruciferous crops, foods and feedingstuffs[END_REF]. These breakdown products are known to have toxic and deterrent effects on insects [START_REF] Tsao | Glucosinolate breakdown products as insect fumigants and their effect on carbon dioxide emission of insects[END_REF]. Therefore, exposure to high ozone levels could lead to enhanced production of these compounds and potentially increased resistance to pest insects, but this hypothesis also requires further investigation.

Another explanation could be that oxidative damage leads to a greater breakdown of glucosinolates and, consequently higher emissions of reaction products.

Conclusion

Our results showed that changes in volatile blends occurred under high ozone exposure, which 

  3.4.3). Total BVOC emissions and total floral content of compounds in the C6-C20 range for each species were analysed by one way ANOVA (with ozone exposure as a factor) followed by a Tukey post hoc test after checking the normality and the homoscedasticity of the data set. Partial Least Squares -Discriminant Analysis (PLS-DA) was performed on floral emission rates and chemical content data for all species using the package vegan and RVAideMemoire with a cross validation based on 50 submodels (5 fold outer loop and 4 fold inner loop). Pairwise tests were performed based on PLS-DA with 999 permutations to highlight the differences between treatments. The PLS-DA graphics were drawn with metaboanalyst (https://www.metaboanalyst.ca/). The Variables Importance for Projection (VIP) scores, obtained through PLS-DA, were used to select the compounds of interest (the five compounds with the highest scores). One way ANOVA was performed on those compounds followed by a Tukey post hoc test in accordance with treatment for each species. If the data set did not pass the tests for normality or homoscedasticity, Kruskal-Wallis tests followed by Dunn post hoc tests were performed.

  varied according to the plant species. It seemed that the cultivated species studied, B. napus and S. alba, are more sensitive to ozone than the wild species investigated, B. nigra and S. arvensis. Furthermore, there was no clear distinction in responses to the two high ozone exposure levels. To better understand the extent of ozone effects on floral volatiles, other genera of the Brassicaceae and obligate insect-pollinated species should be studied with a range of short-term and long-term ozone exposure regimens. In addition, it seems important to focus on changes in floral chemical content, especially of diterpenes and pigments (such as carotenoids) which are susceptible to change under ozone exposure, and may consequently change the visual cues of flowers. Moreover, degradation of volatiles by ozone in the atmosphere also significantly disrupts volatile-mediated interactions[START_REF] Farré-Armengol | Ozone degrades floral scent and reduces pollinator attraction to flowers[END_REF]. In future experiments, the different roles of ozone in inducing and breaking down volatile cues should be integrated to assess the full effects of ozone on plant interactions with other organisms, including the effects on visual cues.

Figure 1 .

 1 Figures legends:Figure1. Total emission rates (µg.gDW -1 .h -1 ) for cultivated species B. napus (A) and S. alba (B); and wild species B. nigra (C) and S. arvensis (D) according to the ozone exposure. One way ANOVAs were performed followed by Tukey post hoc tests with n = 5 and ns = nonsignificant.

Figure 2 .

 2 Figure 2. Partial Least Squares -Discriminant Analysis (PLS-DA) based on emission rates for each studied species (B. napus; B. nigra, S. alba and S. arvensis) according to treatment with cross validation based on 50 submodels (5 fold outer loop and 4 fold inner loop). Pairwise tests were performed, based on PLS-DA with 999 permutations, to highlight the differences between treatments with n = 5 and ns = not significant. ( * ) = P < 0.1 and * = P < 0.05.

Figure 3 .

 3 Figure 3. Ratio (%) of the 10 major compounds composing the blend for the four species (B. napus, B. nigra, S. alba and S. arvensis) for the different treatments. The remaining compounds were summed and added to the percentage data as "other". Comparison tests based on beta distribution were performed and followed by Tukey post hoc tests with n =5 and a >b (P < 0.05).

Figure 4 .

 4 Figure 4. Total chemical content (mg.gDW -1 ) of cultivated species B. napus (A) and S. alba (B); and wild species B. nigra (C) and S. arvensis (D) in response to ozone exposure. One way ANOVAs were performed followed by Tukey post hoc tests with n = 5 and ns = nonsignificant.

Figure 5 .

 5 Figure 5. Partial Least Squares -Discriminant Analysis (PLS-DA) of the chemical content for each studied species (B. napus; B. nigra, S. alba and S. arvensis) according to treatment with cross validation based on 50 submodels (5 fold outer loop and 4 fold inner loop). Pairwise tests were performed, based on PLS-DA with 999 permutations, to highlight the differences between treatments with n = 5 and ns = not significant and * = P < 0.05.
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