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Exposure Assessment of Pharmaceuticals and Their Metabolites in the Aquatic Environment: Application to the French Situation and Preliminary Prioritization

Low levels of pharmaceuticals have been detected in many countries in surface waters. As a wide range of pharmaceuticals can reach aquatic environments, a selection of molecules to survey is the first step before implementing a monitoring program. We used a simple equation to calculate Predicted Environmental Concentrations (PECs), adapted from the European Medicine Agency model used for the Environmental Risk Assessment (ERA) of human pharmaceutical. Excretion fractions for pharmaceuticals were determined for 76 compounds. Using year 2004 French drug consumption data, we determined aquatic PECs for 112 parent molecules and several metabolites. Considering excretion fractions of pharmaceuticals can lead to drastically reduce predicted concentrations reaching the aquatic environment and help to target environmentally relevant pharmaceuticals and metabolites. Calculated PECs using the described methodology are consistent with French field measurements. The simple model for calculating PECs can be used as a valuable estimation of the exposure. Risk quotient ratios were also calculated. Due to the lack of ecotoxicological data, the use of PEC/PNEC ratios is not enough informative to prioritize pharmaceuticals likely to pose a risk for surface waters. Alternative ways to prioritize risk to pharmaceuticals, combining PEC, pharmacological, and ecotoxicological data available from the literature, should be implemented.

INTRODUCTION

 and in Europe, in the context of preventing deterioration and protecting and enhancing the status of aquatic ecosystems, within the European Water Framework Directive. River basin authorities therefore need to establish a list of priority pharmaceuticals prior to implementing a comprehensive survey in surface waters. In this aim, we developed a prioritization approach to identify human pharmaceuticals to be monitored in French surface waters. As a first step in this prioritization strategy, we used a simple equation to calculate Predicted Environmental Concentrations (PECs) adapted from the model proposed by the European Medicine Agency (EMEA) guideline (EMEA 2006). This equation takes into account three main parameters: the amount of active ingredients consumed by the population over a year, the removal fraction in wastewater treatment plants (WWTPs), and the excretion fraction of the active molecule. Pharmaceuticals enter surface waters mainly from WWTPs

 [START_REF] Kümmerer | Drugs, diagnostic agents and disinfectants in wastewater and water--a review[END_REF][START_REF] Kümmerer | Pharmaceuticals in the environment : Sources, fate, effects and risks[END_REF][START_REF] Bound | Pharmaceuticals in the aquatic environment--a comparison of risk assessment strategies[END_REF]. The majority of human pharmaceuticals probably reach surface waters after being excreted from the body, either as parent compounds or metabolites. Consequently, we reviewed metabolism data in order to estimate values of the excreted fraction of pharmaceuticals. We also targeted metabolites that present significant pharmacological activity and can be found in the environment in non-negligible concentrations. Our study focused on the most widely used human pharmaceuticals in France. We excluded steroid estrogens from this work, as the risk of endocrine disruption has been previously discussed [START_REF] Langston | Partitioning, bioavailability and effects of oestrogens and xeno-oestrogens in the aquatic environment[END_REF][START_REF] Mills | Review of evidence: Are endocrine-disrupting chemicals in the aquatic environment impacting fish populations?[END_REF][START_REF] Fent | Ecotoxicology of human pharmaceuticals[END_REF]. Cytotoxic compounds were also excluded because these drugs have specific toxic properties (mutagenesis and carcinogenicity), and need to be assessed in a specific prioritization approach. PECs for parent compounds and metabolites were calculated using the methodology presented here and were compared with field measurements. Next, the reliability of the applied methodology was discussed. Finally, we determined risk quotient ratios, according to the EMEA guideline. Results and use of the PEC/PNEC (Predicted No Effect Concentration) risk quotient for prioritizing and ranking pharmaceuticals are discussed.

I. MATERIALS AND METHODS I.1. Model Used for Calculating PECs

The EMEA guideline (EMEA 2006) proposes an approach to estimate PEC values for pharmaceuticals in surface water. PECs are calculated by using the following general equation: where PEC is expressed in mg•l-1 using the following parameters: consumption is the quantity (mg•year-1) of an active molecule consumed by the population during 1 year in a defined zone (generally a country); hab is the number of inhabitants and 100 the correction factor for the percentages; 365 is the number of days per year (day•year-1); DOSEai: maximum recommended daily dose of an active molecule consumed per inhabitant (mg. inhabitants-1 day-1); DDD: Defined Daily Dose for an active molecule (mg. inhabitants-1 day-1); WWinhab: volume of wastewater per person per day (default value = 200 l. inhabitants-1 day-1); CAPstp: capacity of local sewage treatment plant (inhabitants); dilution is the dilution factor from WWTP effluent to surface waters (default value set to 10). Factor stands for the fraction of the molecule adsorbed to the suspended matter; Fpen (%): market penetration factor; Fpen is the proportion of the population being treated daily with a specific drug substance; Fexcreta: excretion fraction of the active molecule; Fstp: fraction of emission of the drug from wastewater treatment plants (WWTP) directed to surface water, Fstp can be defined as (1-WWTP removal fraction). Combination of Eqs. ( 1), (2), and (3) gives the following: In the aim of our prioritization strategy, we simplified this last equation. Eq. ( 4) is finally transformed into Eq. ( 5) as follows:

365 × × × × × = Dilution hab WWinhab Fstp Fexcreta n consumptio water PECsurface
(5) all PEC calculations presented in this study will refer to Eq. ( 5).

I.2. Consumption Data Sources

The French medicine agency (Agence Française de Sécurité Sanitaire des Produits de Santé, AFSSAPS, Paris) kindly shared yearly sales data compulsory provided by the pharmaceutical firms to AFSSAPS. These data cover both sale quantities of all prescribed drugs delivered in France and over-the-counter drugs for the year 2004 for hospitals and pharmacies. In the scope of this work we assume that delivered quantities represent quantities effectively consumed by the French population and that the consumed amount was evenly distributed throughout the year, as assumed in [START_REF] Carlsson | Are pharmaceuticals potent environmental pollutants?. Part I: Environmental risk assessments of selected active pharmaceutical ingredients[END_REF]. The candidate list of pharmaceuticals was established as follows: a first set of molecules was selected from the top 100 pharmaceuticals used in France (AFSSAPS 2006). To this first set of molecules, we added those that were reported in previous studies to be detected in the aquatic environment or to be of high aquatic ecotoxicity, and finally the molecules known to be persistent in the environment. The list of selected molecules is displayed in Table 1; compounds are sorted by decreasing consumption. As discussed in the introduction, neither steroid estrogens nor cytotoxics were included in this set of molecules.

I.3. Determination of the Parameter Fexcreta

Implications of Pharmaceutical Metabolism for Environmental Considerations

In the human body, active molecules pass through several biotransformation mechanisms ending in their elimination from the organism. Schematically, biotransformations can be summarized into two different steps: phase I and phase II biotransformations. Phase I metabolites can show a pharmacological activity similar or not to the parent compound and be biologically active. As an example, norfluoxetine, a phase I metabolite of the serotoninergic antidepressant fluoxetine, shows the same pharmacological activity as the parent compound. Phase II metabolites are phase I metabolite or parent compound conjugated with a functional group (such as glucuronide, sulphate, or acetate), which enhance elimination from the organism and inactivate the molecule. It has been shown for estrogens that glucuronide phase II metabolites could be cleaved in the environment and thus regenerate the parent compound [START_REF] Ternes | Behaviour and occurrence of estrogens in municipal sewage treatment plants -II. Aerobic batch experiments with activated sludge[END_REF][START_REF] D'ascenzo | Fate of natural estrogen conjugates in municipal sewage transport and treatment facilities[END_REF]. Moreover, sulphate conjugates appear to be more stable in the environment [START_REF] D'ascenzo | Fate of natural estrogen conjugates in municipal sewage transport and treatment facilities[END_REF]. As shown for estrogens, we can reasonably assume that glucuronide conjugates of pharmaceutical compounds are subjected to the same degradation pathway and are cleaved in the environment. Therefore, active metabolites and glucuronide conjugates have to be considered in an Environmental Risk Assessment (ERA) or a prioritization approach.

Fexcreta Calculation

To provide reasonable Fexcreta values, we made the following assumptions: We assumed that all glucuronide conjugates are cleaved in the environment. Consequently, Fexcreta was determined by summing the excreted proportion of the unchanged active molecule (in urine and/or in feces) and the proportion of the parent molecule existing as a glucuronide conjugate. If no information was given on the nature of the conjugate, we assumed a worst case hypothesis considering that all conjugates were glucuronide conjugates. Rates of molecule not absorbed by the digestive tract were added to the other excretion rates to give the final Fexcreta value. Modifications in metabolism rates that can occur in unhealthy people were not taken into account. When more than one excretion value was given, we always chose the greater one, assuming a worst case scenario (decimal values were rounded up or down to the nearest value). When information such as "negligible excretion of unchanged drug" was given with no other specific information, we assumed a Fexcreta value minimum of 0.01. When no reliable data were found, no Fexcreta value was calculated. Finally, when data were available, we calculated the Fexcreta value for active metabolites using the same methodology with the assumptions described earlier. The methodology used to determine Fexcreta values is synthesized in Figure 1.

I.4. Reference Books and Databases Reviewed

In order to determine metabolism pathways of selected pharmaceuticals and to calculate Fexcreta values, we reviewed data from several sources commonly used by healthcare services (hospitals, pharmacovigilance services, pharmacists, etc.): the Banque Claude Bernard (BCB 2006), a complete and free French databank on human pharmaceuticals (http://www.resip.fr), the BCB is updated monthly, notably with data from the Marketing Authorisation Application (MAA); the BIAM database (www.biam2.org 2006); the drug database drugs.com (www.drugs.com); the Micromedex Drugdex_R databank (from Thomson Micromedex, available at www.micromedex.com/products/drugdex); the Martindale compendium's Complete Drug Reference [START_REF] Martindale | The complete drug reference[END_REF]; the Goodman & Gilman's The Pharmacological Basis of Therapeutic (Hardman et al. 1996); the Merck Index (Merck 2001); and the Dorosz Guide pratique des m´edicaments (Dorosz 2007). The HSDB database (http://www.toxnet. nlm.nih.gov/) was also investigated.

II. RESULTS

II.1. Excretion Factor Values

Excretion factor values are displayed in Table 1. Reviewing the databases allowed us to determine Fexcreta values for 76 molecules of the 112 selected. From the 76 compounds for which Fexcreta values were determined, 45 showed excretion rates less than 0.5 and 23 compounds present excretion rates less than 0.1. Although the data determined here are consistent with previous published excretion rates, some differences can be noted for a few of the compounds studied. We report an excretion value for sulfamethoxazole of 0.4 compared to 0.15 [START_REF] Ternes | Occurrence of drugs in German sewage treatment plants and rivers[END_REF]) and 0.25 versus 0.01-0.08 for ibuprofen [START_REF] Ternes | Occurrence of drugs in German sewage treatment plants and rivers[END_REF]). In the case of ibuprofen, this difference can be explained by the fact that the proportion of glucuronide conjugates was added in our study. For furosemide, in taking into account the glucuronide ester metabolites, we calculated a Fexcreta value of 1 instead of the value of 0.4 reported by [START_REF] Bindschedler | Pharmacokinetic and pharmacodynamic interaction of single oral doses of valsartan and furosemide[END_REF].

As the glucuronide ester is reported to be the only significant metabolite of furosemide (Micromedex Drugdex_R 2006), we considered that all furosemide was excreted unchanged or as glucuronide metabolite, with 100% of the dose excreted in the environment after cleavage of the ester. [START_REF] Hirsch | Occurrence of antibiotics in the aquatic environment[END_REF] reported excretion fractions for antibiotics. Our results are in good agreement with these values for doxycycline, amoxicillin, trimethoprim, and erythromycin; for erythromycin, we assumed a worst case value of 1. On the contrary, for roxithromycin and clarithromycin, the results differ significantly. Hirsch reports excretion rates of both unchanged molecules greater than 0.6, whereas we determined a 0.5 value for roxithromycin and a 0.3 value for clarithromycin. For carbamazepine, a Fexcreta of about 0.01 to 0.03 was reviewed from the literature [START_REF] Ternes | Occurrence of drugs in German sewage treatment plants and rivers[END_REF][START_REF] Jjemba | Excretion and ecotoxicity of pharmaceutical and personal care products in the environment[END_REF], which corresponds to the unchanged fraction excreted in urine. However, carbamazepine is also excreted in faeces and can be metabolized in glucuronide conjugates [START_REF] Lynn | Characterization of glucuronide metabolites of carbamazepine in human urine by gas chromatography and mass spectrometry[END_REF]BCB;Micromedex Drugdex 2006). Nevertheless, as no quantitative data were available to allow calculating an accurate Fexcreta value, we chose to consider Fexcreta for this molecule as undetermined rather than giving a wrong estimation. For the active metabolite of simvastatin (β-hydroxy-acid metabolite), we did not find any value in the reviewed databases. However, [START_REF] Carlsson | Are pharmaceuticals potent environmental pollutants?. Part I: Environmental risk assessments of selected active pharmaceutical ingredients[END_REF] report that 55% of the parent pro-drug simvastatin is excreted under the activated form. Therefore, we assumed a Fexcreta value of 0.55 for the β-hydroxy-acid metabolite in our work.

II.2. Active Metabolites Entering the Aquatic Environment

Reviewing metabolism pathways of pharmaceutical compounds allowed us to target specific metabolites that may be of potential concern for the aquatic environment. These metabolites were selected because they present either a significant pharmacological activity, or a significant excretion fraction (≥0.1, threshold value assumed by the EMEA). Metabolites of interest are listed with their excretion values and their pharmacological properties in Table 2. In addition, searching for active metabolites allowed us to highlight specific compounds that are both active molecules and metabolites. Two important drugs exemplify this particular profile: oxazepam and prednisolone. Oxazepam is an anxiolytic drug belonging to the benzodiazepine class.

Oxazepam shows a very particular profile because it is both an active molecule and a metabolite of the following active molecules: prazepam, diazepam, nordazepam, and clorazepate dipotassium (Figure 2). Prazepam, diazepam, and clorazepate are metabolized in humans to desmethyldiazepam, an active metabolite also used as a drug (nordazepam), which is subsequently transformed to oxazepam. Oxazepam then undergoes direct glucuronidation before its excretion. Glucuronide conjugates of oxazepam should then undergo subsequent cleavage in the environment and then regenerate the active oxazepam. This case is interesting because diazepam, the benzodiazepine commonly searched for in the aquatic environment, is not expected to reach surface waters in significant concentrations. Diazepam was detected at low frequency in German WWTP effluents with a maximum concentration of 40 ng•l-1 [START_REF] Ternes | Occurrence of drugs in German sewage treatment plants and rivers[END_REF], at very low concentration in surface waters, less than 5 ng•l-1 [START_REF] Fent | Ecotoxicology of human pharmaceuticals[END_REF]) and once in drinking waters at level up to 10 ng•l-1 [START_REF] Waggott | Trace Organic Substances in the River Lee[END_REF], cited by Halling-Sorensen 1998). Nevertheless, most of the studies did not detect diazepam in effluents [START_REF] Clara | Removal of selected pharmaceuticals, fragrances and endocrine disrupting compounds in a membrane bioreactor and conventional wastewater treatment plants[END_REF][START_REF] Carballa | Behaviour of pharmaceuticals and personal care products in a sewage treatment plant of northwest Spain[END_REF][START_REF] Rabiet | Consequences of treated water recycling as regards pharmaceuticals and drugs in surface and ground waters of a medium-sized mediterranean catchment[END_REF] or in surface waters [START_REF] Ternes | Occurrence of drugs in German sewage treatment plants and rivers[END_REF][START_REF] Zuccato | Identification of the pharmaceuticals for human use contaminating the Italian aquatic environment[END_REF]. On the contrary, oxazepam, which is potentially excreted up to 100% (taking into account the glucuronide conjugates) of the dose absorbed for the five different active molecules, is expected to be present at greater levels in the aquatic environment. A very recent study on occurrence of pharmaceuticals in aquatic systems in France [START_REF] Togola | Occurence of pharmaceuticals in aquatic systems of Loire-Britlang Basin (France)[END_REF]) did not detect diazepam in surface waters, whereas oxazepam was measured at significant concentrations (up to 1500 ng•l-1). Therefore, we assume that oxazepam is the benzodiazepine to search for in the environment, and that this drug could be used as an indicator of contamination of the aquatic environment by benzodiazepines.

Prednisolone belongs to the glucocorticoid therapeutic class. Glucocorticoids are natural (hydrocortisone or cortisol) or synthesized (prednisolone, prednisone, betamethasone, or dexamethasone) steroid compounds. They present immunosuppressant properties and are used in many different pathologies (inflammation, allergy, auto-immune disease, etc.). Reviewed metabolism data are incomplete but available data show that only a small portion (less than 5%) of glucocorticoids are excreted in unchanged form [START_REF] Schorderet | Pharmacologie : Des concepts fondamentaux aux applications therapeutiques[END_REF]), except for prednisolone, which is excreted in a greater fraction: up to 24% in case of a large dose [START_REF] Schorderet | Pharmacologie : Des concepts fondamentaux aux applications therapeutiques[END_REF][START_REF] Martindale | The complete drug reference[END_REF]. Prednisolone is also the active form of prednisone. Therefore, non-negligible levels of prednisolone can reach the environment. Consequently, prednisolone should be searched for in the environment and could be used as a marker of contamination for other glucocorticoids. This assumption is partially confirmed by the results of [START_REF] Chang | Occurrence of natural and synthetic glucocorticoids in sewage treatment plants and receiving river waters[END_REF], who report that prednisolone is the synthetic glucocorticoid frequently found in surface waters. These results indicate that metabolism data are useful for selecting relevant pharmaceuticals or metabolites to survey in surface waters.

II.3. Calculated PECs for Parent Compounds

PECs were calculated using Eq. ( 5). As all required data were not available (especially WWTP removal rates data) for all the selected molecules, three PEC values were calculated corresponding to varying conservative levels. PECA is the conservative PEC calculated with actual amounts of pharmaceuticals and not refined by Fexcreta and Fstp values. PECB are PECA refined by Fexcreta values. PECC are PECBrefined by Fstp values. Results for PECA and PECB are displayed in Table 1. Considering PECA values, only 15 compounds show a value greater than 1 µg•l-1 and our results highlight paracetamol, ibuprofen, dextropropoxyphene, amoxicillin, and aspirin. PECA values of troxerutin and diosmin, two flavonoid compounds with vitamin P properties (used against veinous insufficiency of the lower limbs), are also in the top 10 because they are widely prescribed in France, contrary to other European countries; these last two drugs may be specific to the French consumption profile.

For compounds such as sertraline, dextropropoxyphene, omeprazole, and pantoprazole, the PECB values are drastically reduced. For example, for the antidepressant sertraline, PECA is equal to 142 ng•l-1 but drops to 20 ng•l-1 when excretion rates are taken into account. Comparison of PECA and PECB values confirms that metabolism is one of the most important processes that can reduce the quantity of parent pharmaceuticals reaching the aquatic environment.

Therefore, metabolism data and excretion rates have to be taken into account in PEC calculation [START_REF] Huschek | Environmental risk assessment of medicinal products for human use according to European Commission recommendations[END_REF]. As data on metabolism rates are currently available through databases, they can help to prioritize pharmaceuticals of greater concern.

II.4. Comparison of PEC Values with Field Measurements

WWTP removal rates data are limited. Reviewing literature data, we found only data for 24 molecules by the 111 selected in this work (Table 3); some of them show a high variability, depending on the study. This is especially the case for metoprolol and diclofenac with removal fractions varying from less than 0.1 to 0.83 and from less than 0.1 to 0.75, respectively. Considering the heterogeneity of data, we determined PECC values by two methods. First, we calculated extreme PECC values by taking into account the minimal and maximal WWTP removal rates reviewed. Second, we calculated a refined PECC using theWWTP removal rates reported by [START_REF] Paffoni | New molecules involved by the European directives: From wastewater to drinking water treatment plants [Nouvelles molécules mises en cause par les directives européennes: De la station d'épuration à l'usine de traitement d'eau potable[END_REF], as this study provides data for almost all 24 compounds. Our first objective was to compare PEC values for surface water with field measurements, but, as only few measurements of pharmaceuticals in French surface waters are available, we used data on occurrence in WWTP effluents. Consequently, in order to compare the calculated PEC with real measurements, we used Eq. ( 5) without the default dilution factor of 10. Calculated PECC for WWTP effluents with WWTP effluents measurements performed in France are compared in Table 4.

Calculated PECs for pharmaceuticals appear to correlate well with effluents measurements. This is the case for diclofenac, ibuprofen, naproxen, ketoprofen, bezafibrate, metoprolol, and propranolol. As a general rule, calculated PECs for antibiotics were in the range but slightly greater than the measured concentrations in effluents. For two compounds, however, PECs are very different from the effluent measurements (more than one order of magnitude); this is the case for amoxicillin and doxycycline. For amoxicillin, the difference could be explained by the fact that this molecule is rapidly degraded in water, which has been previously suggested [START_REF] Zuccato | Identification of the pharmaceuticals for human use contaminating the Italian aquatic environment[END_REF]. Another β-lactam, piperacillin, showing a PECB value for WWTP effluent of about 1µg•l-1 has been searched for but not detected in WWTP effluents or surface waters in the French aquatic environment [START_REF] Paffoni | New molecules involved by the European directives: From wastewater to drinking water treatment plants [Nouvelles molécules mises en cause par les directives européennes: De la station d'épuration à l'usine de traitement d'eau potable[END_REF]. These results suggest that β-lactam antibiotics may undergo rapid environmental degradation but this hypothesis must be confirmed. For doxycycline, previous studies have reported that tetracyclines should be bound to suspended matter and sediment due to their complexing properties [START_REF] Hirsch | Occurrence of antibiotics in the aquatic environment[END_REF]. Therefore doxycycline is unlikely to be found under dissolved form but could still be in the water column if bound to suspended materials, especially colloids.

PECBs of diazepam and simvastatin (a prodrug) are very low (2 ng•l-1) and therefore those molecules were not expected to be found in effluents or surface waters, which is confirmed by field measurements [START_REF] Paffoni | New molecules involved by the European directives: From wastewater to drinking water treatment plants [Nouvelles molécules mises en cause par les directives européennes: De la station d'épuration à l'usine de traitement d'eau potable[END_REF][START_REF] Rabiet | Consequences of treated water recycling as regards pharmaceuticals and drugs in surface and ground waters of a medium-sized mediterranean catchment[END_REF]. We also investigated PEC values in surface water for a few metabolites of potential concern (Table 5), considering excretion rates of metabolites and consumed amounts of the respective parent compound. Only a few of the metabolites considered in this work have already been measured in aquatic environments (but not in France), which allowed us to compare PEC and field measurements. The calculated PECB for acetylsulfamethoxazole is in the range of the measured concentrations reported in WWTP effluents and surface waters downstream from a WWTP [START_REF] Ashton | Investigating the environmental transport of human pharmaceuticals to streams in the United Kingdom[END_REF].

The anti-inflammatory drug ibuprofen can generate two main metabolites: carboxy and hydroxy-ibuprofen. Our calculated PECC values reported here are consistent with field measurements for the two metabolites, if we consider a WWTP removal fraction of 0.95 for the two compounds [START_REF] Bendz | Occurrence and fate of pharmaceutically active compounds in the environment, a case study: Höje River in Sweden[END_REF]. The PECC value of fenofibric acid calculated with aWWTPremoval fraction of 0.82 [START_REF] Paffoni | New molecules involved by the European directives: From wastewater to drinking water treatment plants [Nouvelles molécules mises en cause par les directives européennes: De la station d'épuration à l'usine de traitement d'eau potable[END_REF]) is in the range of the surface water levels reported by Paffoni (Table 5). For other metabolites, no field data were available to allow any comparison; the following active metabolites-hydroxymetronidazole, norpropoxyphene, and demethyltramadol (excreted from metronidazole, dextropropoxyphene, and tramadol, respectively)-show PECB values for surface waters of approximately 250 ng•l-1. For oxazepam (benzodiazepine), a final PECB value was calculated by summing the PECs of different sources of oxazepam, which reached roughly 200 ng•l-1. Recent field measurements [START_REF] Togola | Occurence of pharmaceuticals in aquatic systems of Loire-Britlang Basin (France)[END_REF] reported an average concentration of oxazepam in surface water of about 200 ng•l-1, which is in good agreement with our calculated PEC.

II.5. Calculation of Risk Quotients and Risk Assessment for Pharmaceuticals

As a first attempt to prioritize pharmaceuticals, we calculated risk quotient ratios. According to the EMEA guideline (EMEA 2006), PNECs are calculated using assessment factors, as described in the European Technical Guidance Document [START_REF] Tgd | Technical Guidance Document on risk Assessment[END_REF]. Unlike TGD, the EMEA guideline enforces the use of chronic toxicity data and requires long-term NOEC for the base set (i.e ., three NOEC values from three different trophic levels, applying an assessment factor of 10 to the lowest value). The review of available ecotoxicity data showed that only six compounds bring together the conditions required by the EMEA guideline: clofibric acid, propranolol, carbamazepine, sulfamethoxazole, fluoxetine, and diclofenac. If we do not use only the EMEA guideline but also refer to the European TGD (2003) for pharmaceuticals with limited chronic data (1 or 2 NOECs from different trophic levels), it is then possible to calculate PNEC values and PEC/PNEC quotients for a further 16 compounds.

As all data required for calculating PECC values for pharmaceuticals were not always available, we used PECB values for furosemide, sertraline, paroxetine, citalopram, and fluoxetine and PECA values for carbamazepine, aspirin, and fluvoxamine. Results are displayed in Table 6. All risk quotients are less than one, except for amoxicillin, which presents a very high ratio of 62, suggesting a risk for the aquatic environment. Nevertheless, a number of pharmaceuticals show a risk quotient close to 1. This is the case for propranolol, ofloxacin, and erythromycin. For these molecules, a risk cannot be ruled out.

Three other molecules showed a risk ratio near 1, carbamazepine, sertraline, and furosemide. However, calculated PEC for carbamazepine is conservative and PNEC values for the two other compounds were calculated with an assessment factor of 100; therefore risk ratio is overestimated. Although reported to be one of the most toxic compounds, the serotoninergic antidepressant fluoxetine shows a low PEC/PNEC ratio, due to the very low PEC of 9 ng•l-1 calculated for this molecule.

III. DISCUSSION III.1. Reliability of the PEC Calculation, Uncertainties, and Flaws

Although field measurements are available for a limited number of pharmaceuticals, preliminary results indicate that PEC calculation is in accordance with environmental levels for pharmaceuticals. Therefore, the simple equation proposed here is valuable for predicting aquatic concentrations for pharmaceuticals in any country. Previously published works on exposure assessment of pharmaceuticals came to the same conclusion. [START_REF] Bound | Predicted and measured concentrations for selected pharmaceuticals in UK rivers: Implications for risk assessment[END_REF] used EMEA guidelines to calculate PEC values and compared them with their own field measurements. They concluded that PEC calculation using the EMEA model could provide useful information for the prioritization of pharmaceuticals. The same conclusion was drawn by [START_REF] Liebig | Evaluation of measured and predicted environmental concentrations of selected human pharmaceuticals and personal care products[END_REF], who quoted that even if the EMEA model does not reflect the complexity of the real environment, it permits calculating PECs in accordance with field measurements. This study also reported that the factor with the highest impact and uncertainty was the production volume, estimated in the EMEA model in using Fpen and DOSEai. Using actual amounts of consumption, as in this study, and Fexcreta values give a reliable exposure assessment for pharmaceuticals.

Nevertheless, some uncertainties remain in the model we used. PEC values were calculated based on human consumption data during 1 year. As some pharmaceutical compounds are used both in human and veterinary medicine, there are still uncertainties about the actual amounts of pharmaceuticals reaching surface waters. This is particularly the case for antibiotic and antiprotozoal compounds. Theoretically, including veterinary consumption is likely to ensure a more comprehensive PEC. However, as the routes of administration and ways of reaching the aquatic environment differ between veterinary and human pharmaceuticals, this study only focused on human use.

Another major uncertainty remains on the quantity actually consumed by patients. Data provided by the AFSSAPS give information on the quantities delivered in hospitals and pharmacies per year but cannot give any information on the patient compliance. Patients' noncompliance can be quite large, and quantities actually consumed by people may be less than the quantities delivered, especially for drugs that do not require medical prescription as NSAIDs. Moreover, if data shared by the AFSSAPS provided a complete profile of the national annual consumption, no data were available regarding local consumptions of pharmaceuticals, which are likely to differ from one region to another. Finally, temporal variations of consumption (especially for pharmaceuticals used in acute treatments, such as antibiotics), and of quantities reaching the aquatic environment cannot be taken into account. Uncertainties also lie in the parameter Fstp: review of available data shows a high heterogeneity in removal rates. Moreover,WWTP efficiency toward pharmaceuticals can be influenced by the season [START_REF] Castiglioni | Removal of pharmaceuticals in sewage treatment plants in Italy[END_REF], therefore leading to varying surface water concentrations throughout the year.

At last, great uncertainties lie in the default values proposed by the model. For example, the default value for quantities of effluent is set to 200 l•inhab-1•day-1, which is a mean value that can be accepted at the national scale in France. However, for some specific French regions, this value may drop to 150 l•inhab-1•day-1. Using this last value in our calculation significantly increases PEC values by 25%. To this extent, PEC values calculated for the WWTP effluents are more reliable than surface water PECs.

Equation ( 5) does not take into account the fraction of the molecule sorbed to sediment or suspended matter, which is a flaw in the proposed model. The EMEA model (Eq. [1]) includes this factor (FACTOR), but its calculation requires Koc values that are very scarce at the moment. In addition, Eq. ( 5) does not take into account abiotic and biotic degradation processes that can occur in surface waters. Abiotic processes are reported to be most important ones [START_REF] Fent | Ecotoxicology of human pharmaceuticals[END_REF]. Photolysis and hydrolysis were suggested to be rapid ways of removal of amoxicillin in the environment [START_REF] Andreozzi | Antibiotics in the environment: Occurrence in Italian STPs, fate, and preliminary assessment on algal toxicity of amoxicillin[END_REF]. This statement was supported by the fact that amoxicillin was only detected in surface waters at low levels [START_REF] Zuccato | Identification of the pharmaceuticals for human use contaminating the Italian aquatic environment[END_REF][START_REF] Paffoni | New molecules involved by the European directives: From wastewater to drinking water treatment plants [Nouvelles molécules mises en cause par les directives européennes: De la station d'épuration à l'usine de traitement d'eau potable[END_REF]. The β-blocker propranolol was reported to be rapidly photodegraded and therefore is not expected to be persistent in surface waters (Qin-Tao and Williams 2007). Nevertheless, calculated PEC for propranolol was in the range of field measurements. This could be partially explained by the fact that propranolol and most of the pharmaceuticals are continuously released in the environment. This fact could balance the degradation processes in the environment, therefore some authors have suggested that pharmaceuticals should be considered as "pseudopersistent" contaminants due to this continuous release [START_REF] Daughton | Pharmaceuticals and personal care products in the environment: Agents of subtle change?[END_REF].

III.2. Relevance of Fexcreta Values

As excretion rates range from 0.1 to 1, they are to be taken into account in a prioritization or a risk assessment approach. Metabolism of pharmaceuticals is one of the first steps that limit the concentrations reaching the environment. Consequently, it is valuable to review such data and to search for the most accurate excretion values that would allow us to calculate more realistic PECs.

In this work, two main assumptions were made in the determination of the Fexcreta values. First, we did not take into account modifications of metabolism than can occur in unhealthy people (specifically people with hepatic or renal impairment). As an example: chronic renal failure can result in a decrease in propranolol metabolism via downregulation of hepatic cytochrome P450 activity (www.drugs.com, 2006), therefore potentially leading to increase excretion of unchanged drug. However, as people affected by renal or hepatic impairment may only represent a small part of the population, we considered that the resulting variability of the excretion fractions can be neglected when calculating PEC for the aquatic environment. Accuracy of PECs with field measurements presented here seems to confirm this assumption.

Second, we considered a worst case scenario for the Fexcreta values when more than one excretion fraction was given. This assumption, however, did not lead to high over-predictions of concentrations, as the variability of recovered values was limited and rarely exceeded 10%; contrary to WWTP removal fractions. Only 4 compounds of the 76 showed a greater variability: sotalol (excretion rates values between 0.66 and 0.9), clarithromycin (0.18 to 0.3), ranitidine (0.3 to 0.5), and rifampicin for which excretion in urine is dose-dependant (Micromedex Drugdex_R 2006).

III.3. Environmental Relevance of Active Metabolites

The metabolites reviewed should not be all of environmental concern. However, as no data exist about the ecotoxicity of these compounds, it is rather difficult to draw any conclusions. Moreover, it is not clear that pharmacologically inactive metabolites will not have any biological effects or toxicity on aquatic non-target organisms, especially lower invertebrates. Nevertheless, we will make a few suggestions to select the metabolites to search for in surface waters:

• The amount of the parent molecule consumed should be taken into account when selecting for relevant metabolites. • Active metabolites that are pharmacologically equipotent to the parent compound should be considered unless they are excreted at low rates. Because it is not possible to propose a threshold excretion value using available data (metabolism, occurrence, and ecotoxicity), we assume a threshold value of 10%, which is the value proposed by the EMEA ( 2006) to assess the relevance • of a metabolic fraction of a pharmaceutical compound.

• Active metabolites showing a mechanism of action that is different from the parent compound should also be considered if their excretion fraction is equal to or greater than 0.1. • Because there are no data on the toxicity of pharmacologically inactive metabolites on aquatic organisms, such metabolites should be considered on a case-by case approach considering the amount of parent compound and their excretion fraction. • Metabolites with an excretion fraction greater than the parent compound should be considered relevant for the aquatic environment. • Active metabolites of prodrugs should be searched for in the environment. Finally, it should be noted that no data are available on the potential toxicity of inactive metabolites, considering that the term "pharmacologically inactive metabolite" does not necessarily mean that such a metabolite has no effects on an aquatic organism. Considering these assumptions, we selected 30 environmentally relevant metabolites (Table 2) for which risk assessment should be implemented.

Only human metabolites were considered in this work. However, other degradation products can be generated in the environment, especially by photolysis. Photodegradation metabolites can be more toxic than the parent compound (Della-Greca et al. 2004;[START_REF] Isidori | Ecotoxicity of naproxen and its phototransformation products[END_REF][START_REF] Isidori | A multispecies study to assess the toxic and genotoxic effect of pharmaceuticals: Furosemide and its photoproduct[END_REF]; and attention should also be paid on such metabolites.

III.4. Considerations on Risk Assessment for Pharmaceuticals

As quoted by several authors [START_REF] Jones | Aquatic environmental assessment of the top 25 English prescription pharmaceuticals[END_REF][START_REF] Carlsson | Are pharmaceuticals potent environmental pollutants?. Part I: Environmental risk assessments of selected active pharmaceutical ingredients[END_REF][START_REF] Fent | Ecotoxicology of human pharmaceuticals[END_REF], ecotoxicological data, and notably chronic data, are lacking and thus limit the outcome of ERA based on risk quotients. Relevant chronic data are needed. Preliminary results presented here can nevertheless give some insight on the risk assessment of pharmaceuticals. Antibiotics and notably amoxicillin could present a risk for the aquatic environment. However, two points must be noted for this molecule. First, the NOEC value used to derive the PNEC is based on growth inhibition testing on the cyanobacteria Synechococcus leopoliensis [START_REF] Andreozzi | Pharmaceuticals in STP effluents and their solar photodegradation in aquatic environment[END_REF]. If other available data on amoxicillin confirm that cyanobacteria seem very sensitive to amoxicillin (Holten-Lutzoft et al. 1999), data on green algae species (Holten-Lutzoft et al. 1999) and on invertebrates [START_REF] Garric | Impact de médicaments à usage humain sur les organismes aquatiques d'eau douce[END_REF]) only indicate limited toxicity.

Second, previous studies seem to indicate that amoxicillin is rapidly degraded in the aquatic environment [START_REF] Andreozzi | Antibiotics in the environment: Occurrence in Italian STPs, fate, and preliminary assessment on algal toxicity of amoxicillin[END_REF][START_REF] Zuccato | Identification of the pharmaceuticals for human use contaminating the Italian aquatic environment[END_REF]. Consequently, the risk ratio for amoxicillin could be smaller than predicted here. Nevertheless, antibiotics remain one of the more hazardous pharmaceutical classes for the aquatic environment due to their antimicrobial activity. Among antibiotics, macrolides, which are not only toxic toward cyanobacteria but also toward green algae [START_REF] Isidori | Ecotoxicity of naproxen and its phototransformation products[END_REF], may represent a class of compounds of high concern for the aquatic environment.

Although reported to be one of the most toxic compounds, the serotoninergic antidepressant fluoxetine shows a low PEC/PNEC ratio (0.09), due to the very low PEC of 9 ng•l-1 calculated for this molecule. It should be noted that the active metabolite norfluoxetine, with similar pharmacological activity, may act additively with fluoxetine. It therefore seems reasonable to consider the sum of the two PEC values (fluoxetine + norfluoxetine) in the calculation of the risk quotient, which increases the fluoxetine risk quotient to 0.26, still less than 1 but 3 times greater than the previous value. Metabolites should be considered when performing a pharmaceutical ERA, at least for PEC calculation. However, it is not yet possible to assess the hazard of these metabolites, due to the lack of ecotoxicity data. For metabolites that are reported to be equipotent (the same mechanism of action and pharmacological potency) to the parent compound, using the sum of respective PECs may be appropriate. For active metabolites with differences in pharmacological potency but with the same mechanism of action, it will be necessary to take their relative potency into account. For metabolites with a mechanism of action different from the parent compound, however, ecotoxicological data remain necessary to assess their toxicity.For non-pharmacologically active metabolites that may have toxic effects on aquatic organisms, it is also necessary to build ecotoxicological assays.

Finally, in the context of an ERA, an effort should be made on the study of the effect of pharmaceuticals mixtures on aquatic organisms for several reasons. First, pharmaceuticals with the same mechanism of action may act additively on aquatic organisms [START_REF] Cleuvers | Initial risk assessment for three β-blockers found in the aquatic environment[END_REF][START_REF] Fraysse | Prediction and experimental validation of acute toxicity of ß-blockers in Ceriodaphnia dubia[END_REF]. Therefore, in a risk assessment framework, such pharmaceuticals should be considered together. As an example, for SSRIs, summed PECs of all parent compounds (and also active metabolites) should be taken into account rather than considering separate PECs; moreover the ecotoxicological effects of such mixtures should be better evaluated.

Second, interactions between pharmaceuticals are well studied and taken into account in humans as the concomitant use of some pharmaceuticals can lead to severe consequences. Mixtures of pharmaceuticals known to interact with each other should be assessed for ecotoxicity. Third, a number of pharmaceuticals are cytochrome P450 enzyme modulators or Para-glycoprotein-P modulators (proteins that play a key role in the resistance to xenobiotics), and thus are likely to disrupt homeostasis of non-target organism and to increase their sensitivity to other pollutants [START_REF] Endicoot | The biochemistry of P-glycoprotein-mediated multidrug resistance[END_REF][START_REF] Toomey | Multixenobiotic resistance in Urechis caupo embryos: protection from environmental toxins[END_REF]. Therefore, one of the major issues when considering concentrations entering the environment should be interactions between pharmaceuticals or between pharmaceuticals and other pollutants: single-compound assays are not sufficient to provide accurate environmental risk assessment of pharmaceuticals.

Nevertheless, except for a few laboratory [START_REF] Cleuvers | Initial risk assessment for three β-blockers found in the aquatic environment[END_REF][START_REF] Eguchi | Evaluation of antimicrobial agents for veterinary use in the ecotoxicity test using microalgae[END_REF][START_REF] Fraysse | Prediction and experimental validation of acute toxicity of ß-blockers in Ceriodaphnia dubia[END_REF]Chritensen et al. 2007), and microcosms studies [START_REF] Brain | Microcosm evaluation of the effects of an eight pharmaceutical mixture to the aquatic macrophytes Lemna gibba and Myriophyllum sibiricum[END_REF][START_REF] Richards | Effects of pharmaceutical mixtures in aquatic microcosms[END_REF]) the ecotoxicological assays done to date only focus on single compounds.

III.5. Considerations on the Prioritization of Pharmaceuticals

Equation ( 5) can be used to assess the environmental exposure for pharmaceuticals. If all data were available, a preliminary prioritization based on PEC values could be conducted. However,WWTPremoval rates are scarce and limit such an approach. In addition, the effects are not taken into account, and such a simple approach does not allow to select the compounds showing the highest risk. To fill this lack and to provide an initial hazard assessment of pharmaceuticals, some authors have proposed the use of QSAR and a test battery based on mechanism of action [START_REF] Escher | Comparative ecotoxicological hazard assessment of beta-blockers and their human metabolites using a mode-of-action-based test battery and a QSAR approach[END_REF][START_REF] Lienert | Screening method for ecotoxicological hazard assessment of 42 pharmaceuticals considering human metabolism and excretory routes[END_REF].

We consider, as do several authors, that the use of existing pharmacological, toxicological, and pharmacokinetic data is likely to be helpful in assessing the risk of pharmaceuticals, as they could provide a better understanding of the fate and effect of pharmaceuticals in the aquatic environment [START_REF] Lange | Environmental risk assessment of pharmaceutical drug substances-conceptual considerations[END_REF][START_REF] Seiler | Pharmacodynamic activity of drugs and ecotoxicology--can the two be connected?[END_REF][START_REF] Fent | Ecotoxicology of human pharmaceuticals[END_REF][START_REF] Jjemba | Excretion and ecotoxicity of pharmaceutical and personal care products in the environment[END_REF]. The use of mammalian pharmacological and toxicological data was proposed to help to prioritize the potential impacts of pharmaceuticals to fish [START_REF] Huggett | A theoretical model for utilizing mammalian pharmacology and safety data to prioritize potential impacts of human pharmaceuticals to fish[END_REF]. In practice, pharmacokinetic parameters such as bioavailability, half-life in the human body or excretion rates may be used as indicators of the environmental behaviour of pharmaceuticals in the aquatic environment. [START_REF] Jjemba | Excretion and ecotoxicity of pharmaceutical and personal care products in the environment[END_REF] suggested that compounds excreted unchanged in low amounts may also show low degradability in the environment. As the pharmacokinetic behavior is influenced by the same parameters that can modify environmental behavior such as pH and pKa, it makes sense to draw a parallel between pharmacokinetic and environmental criteria. [START_REF] Williams | Can aquatic distribution of human pharmaceuticals be related to pharmacological data?[END_REF] very recently studied the correlation between the environmental partitioning coefficient Kd and the distribution volume Vd, which measures the distribution of a pharmaceutical within the body. These results suggest that pharmacokinetic parameters should be helpful to estimate environmental behavior for pharmaceuticals. Known side effects of pharmaceuticals may also be valuable to indicate potential harmful effects on nontarget organisms as it as already been shown for diclofenac in vultures [START_REF] Oaks | Diclofenac residues as the cause of vulture population decline in Pakistan[END_REF], and in fish [START_REF] Schwaiger | Toxic effects of the non-steroidal anti-inflammatory drug diclofenac. Part I: Histopathological alterations and bioaccumulation in rainbow trout[END_REF]Triebskorn et al. 2004). Taking into account such effects could make it possible to target the harmful impacts of these compounds, at least on non-target vertebrates.

Comparative pharmacology could also be useful to understand toxicity pathways of pharmaceuticals. At the moment, studies have only considered the major mechanism of action (MoA) of pharmaceuticals in ecotoxicity assays. However, evidence shows that compounds belonging to same pharmacological and chemical classes (e.g., compounds with same mechanisms of action), can display a high variability in toxic values on same species and endpoints [START_REF] Huggett | Toxicity of select beta adrenergic receptor-blocking pharmaceuticals (B-blockers) on aquatic organisms[END_REF][START_REF] Henry | Acute and chronic toxicity of five selective serotonin reuptake inhibitors in Ceriodaphnia dubia[END_REF][START_REF] Dzialowski | Physiological and reproductive effects of beta adrenergic receptor antagonists in Daphnia magna[END_REF][START_REF] Garric | Impact de médicaments à usage humain sur les organismes aquatiques d'eau douce[END_REF]. Indeed, pharmaceuticals are not only characterized by their principal MoA but also by some additional pharmacological characteristics that should be taken into account. In the case of βblockers, several authors (e .g., [START_REF] Fraysse | Prediction and experimental validation of acute toxicity of ß-blockers in Ceriodaphnia dubia[END_REF][START_REF] Fent | Ecotoxicology of human pharmaceuticals[END_REF]) have suggested that differences in toxicity should be partially explained by pharmacological properties specific to these compounds such as receptor selectivity or membrane-stabilizing activity. For SSRIs, results from [START_REF] Henry | Acute and chronic toxicity of five selective serotonin reuptake inhibitors in Ceriodaphnia dubia[END_REF] show that NOEC values on the reproduction of C. dubia range more than two orders of magnitude. Pharmacological data indicate that even if SSRIs have a greater selectivity for blocking serotonin reuptake (their principal MoA), they also have affinities to some other receptors and reuptake inhibitor activities on other systems such as the noradrenergic or dopaminergic systems (Hyttel 1993;[START_REF] Dulin | Comparison and practical guidelines of selective serotonin reuptake inhibitors [Comparaison et critères de choix des inhibiteurs sélectifs de la recapture de la sérotonine[END_REF]. Such "secondary" MoAs could help to understand toxic responses. Sertraline is both the most toxic SSRI on C. dubia reproduction [START_REF] Henry | Acute and chronic toxicity of five selective serotonin reuptake inhibitors in Ceriodaphnia dubia[END_REF]) and the most potent inhibitor of serotonin reuptake (Hyttel 1993); however, it is not the most selective SSRI, as it also exerts an activity on dopamine and noradrenaline reuptake (Hyttel 1993). Citalopram, which is the less toxic SSRI [START_REF] Henry | Acute and chronic toxicity of five selective serotonin reuptake inhibitors in Ceriodaphnia dubia[END_REF], is not the less potent molecule but the most selective one. Such pharmacological data suggest that the toxic response observed for C. dubia could not only be linked to serotonin reuptake but also to other MoAs; this hypothesis remains to be confirmed.

A prioritization methodology for pharmaceuticals could therefore cross PEC values with relevant pharmacological data, such as specific mechanism of action or relevant chronic adverse effects, to give a reliable estimation of the risk. Such a methodology should allow to bypass the lack of ecotoxicological data and could provide useful information for building ecotoxicological assays.

CONCLUSION

The main objective of this study was to assess the exposure concentration of pharmaceuticals in surface water with an emphasis on metabolites. The PEC calculation proposed here is reliable, as calculated PECs are in good agreement with field measurements. Metabolism data are important to take into account as they allow a more relevant selection of pharmaceuticals and metabolites to survey in aquatic ecosystems. Moreover, there is a need to consider the specificity of drugs consumption profile for each country, as such a specificity can lead to different priority compounds. Another objective was to perform a preliminary prioritization using risk quotients ratios. Given the lack of relevant ecotoxicological data, it was not possible to prioritize pharmaceuticals using risk ratios. As it will take time to build enough ecotoxicological data, we consider that the use of pharmacokinetic and pharmacological data can help to prioritize pharmaceuticals. Moreover, comparative pharmacology based on mechanism of action, adverse effects, and specific activities could be usefully taken into account to better understand the mechanisms of toxicity of pharmaceuticals and to assess their environmental risk. The next step in our work is to propose a sound selection of pharmaceuticals to be monitored in surface waters by implementing a prioritization methodology based on an exposure assessment crossed with a biological affect assessment using ecotoxicological and pharmacological data.
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 12 Figure 1. Methodology used to calculate Fexcreta values for pharmaceutical compounds and
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 1 Consumption, excretion fractions (Fexcreta) and calculated PECs for pharmaceuticals used in France in(Data from AFSSAPS 2006). Active molecules are sorted by decreasing consumption amounts. PEC are calculated using equation 5 and are expressed in ng.l -1 . PECA are calculated using actual amounts only. PECB are PECA refined by Fexcreta values.
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Table 2 .

 2 Review of phase I metabolites of potential interest for the French aquatic environment. Active metabolites are sorted in alphabetical order of parent compounds, except for oxazepam. Underlined metabolites are considered to be of environmental concern (see section about environmental relevance of active metabolites for further details).

	Active metabolite	Fexcreta	Parent compound	Pharmacological activity
	diacetolol	0.5	acebutolol	equipotent to parent compound
	oxypurinol	ND	allopurinol	less active than parent compound
	N-desethylamiodarone	ND	amiodarone	equipotent as sodium channel blocker less active as antagonist of the calcium channel
	nortryptiline	ND	amitriptyline	active, no further details
	salicylic acid	ND	aspirin *	active, related to the pharmacological effect
	2-hydroxy-atorvastatin	ND	atorvastatin *	active, related to the pharmacological effect
	4-hydroxy-atorvastatin	ND	atorvastatin *	active, related to the pharmacological effect
	β-acid metabolite	0.05	baclofen	active, no further details
	10,11-epoxy metabolite	ND	carbamazepine	active, partially responsible for carbamazepine intoxication
	desmethylcarvedilol	ND	carvedilol	2.5 times more potent in rabbits
	4-OH-phenylcarvedilol	ND	carvedilol	13 times more potent in rabbits
	4 different metabolites	0.22 (all metabolites)	ciprofloxacin	some metabolites may have an antibacterial activity
	14-OH-clarithromycin	0.15	clarithromycin	more active on certain bacterial strains (H influenza), synergistic action with clarithromycin
	clofibric acid	0.99	clofibrate *	active, linked to the pharmacological effect
	norpropoxyphene	0.25	dextropropoxyphene	substantially less central-nervous-system depressant effect than dextro but a greater local anaesthetic effect
	fenofibric acid	0.6	fenofibrate *	active, linked to the pharmacological effect
	norfluoxetine	0.2	fluoxetine	equipotent to parent compound
	cetirizine	ND	hydroxyzine	active, used as patent medicine
	2-OH-ibuprofen	0.25	iIbuprofen	no data on pharmacological activity
	carboxy-ibuprofen	0.37	iIbuprofen	no data on pharmacological activity
	desipramine	0.06	imipramine	equipotent to parent compound
	OH-metronidazole	0.28	metronidazole	between 30 and 50% of the metronidazole activity
	desmethylnaproxen	0.28	naproxen	may be pharmacologically inactive
	unidentified metabolites	0.08	norfloxacin	some metabolites may have an antibacterial activity
	perindoprilat	0.38	perindopril *	active, linked to the pharmacological effect
	4-OH-propranolol	ND	propranolol	equipotent to parent compound
	ramiprilat	0.12	ramipril *	6 times more active than ramipril
	25-O-deacetylrifampicin	about 0.5	rifampicin	equipotent to parent compound
	ß-OH-acid metabolite	0.55 **	simvastatin *	active, linked to the pharmacological effect
	acetylsulfamethoxazole	0.6	sulfamethoxazole	no antibacterial activity
	demethyltramadol	0.6	tramadol	active, analgesic effect, no further details
	O-desmethylvenlafaxine	0.3	venlafaxine	active, no further details
	Zopiclone-N-oxide	0.15	zopiclone	less active than parent compound
		1	diazepam	
	oxazepam	1 1	clorazepate nordazepam	active, used as a patent anxiolytic (see section 3.2)
		ND	prazepam	

Table 3 .

 3 Wastewater treatment plants (WWTPs) removal fraction for pharmaceuticals and metabolites Wastewater treatment plants removal fraction

		Ternes 1998	Stumpf et al. 1999	Paxéus 2004	Bendz et al. 2005	Clara et al. 2005	Paffoni et al. 2006	Castiglioni et al., 2006 *	Castiglioni et al., 2006 **	min value	max value
	amoxicillin						0.29	0.49 -1 (md = 0.75)	1	0.29	1
	atenolol			< 0.1			0.52	0 -0.21 (md = 0.1)	0.36 -0.76 (md = 0.55)	0	0.76
	azithromycin						0.43				0.43
	bezafibrate	0.83	0.5			0.4 -> 0.9	0.72	0 -0.66 (md = 0.15)	0 -0.98 (md = 0.87)	0	0.98
	carbamazepine	0.07		< 0.1 -0.53	0.3		0.19	0	0	0	0.19
	ciprofloxacin						0.62	0.45 -0.78 (md = 0.6)	0.53 -0.69 (md = 0.63)	0.45	0.78
	clarithromycin						0.69	0 -0.24 (md = 0)	0	0	0.69
	diclofenac	0.69	0.75	< 0.1 -0.8	0.22		0.27			0.1	0.75
	doxycycline						0.06				0.06
	fenofibrate						> 0.01				> 0.1
	fenofibric acid	0.64	0.45				0.82			0.45	0.82
	furosemide							0 -0.17 (md = 0.8)	0.15 -0.62 (md = 0.54)	0	0.62
	ibuprofen	0.09	0.75	0.52 -0.99	0.96	> 0.9	0.96	0.25 -0.72 (md = 0.38)	0 -1 (md = 0.93)	0	1
	OH-ibuprofen				0.95						0.95
	carboxy-ibuprofen				0.96						0.96
	ketoprofen		0.69		0.65		0.93			0.65	0.93
	metoprolol	0.83		< 0.1 -0.1			0.1			0.1	0.83
	naproxen	0.66	0.78	0.48 -0.93	0.93		0.88			0.48	0.93
	ofloxacin						0.4	0 -0.62 (md = 0.43)	0.33 -0.66 (md = 0.57)	0	0.66
	propranolol	0.96			0.32		0.22			0.22	0.96
	ranitidine							0 -0.76 (md = 0.39)	0.72 -0.89 (md = 0.84)	0	0.84
	roxithromycin					0.5 -0.6	0.51			0.5	0.6
	spiramycine						0.94	0 -0.11 (md = 0)	0	0	0.94
	sulfamethoxazole					0.5 -0.6	0.64			0.5	0.64
	trimethoprim			< 0.1 -0.4	0.49		0.51			0.1	0.51
	vancomycin						1				1

*: PECc are considered negligible considering the very low Fexcreta values of 0.01 assumed for diazepam and simvastatin. **: PECc is considered negligible as Paffoni et al. (2006) reports a WWTP removal fraction of 1. WWTP measured concentrations from Paffoni et al. (2006) are mean concentrations.

Table 4 .

 4 Comparison of calculated PEC for wastewater treatment plants (WWTP) effluents with field measurements conducted in France.PEC are determined using equation (5) and are expressed in ng.l -1 .

		Pharmaceutical concentrations in French WWTP effluents (ng.l -1 )	Calculated PEC for WWTP effluents
		Paffoni et al. 2006	Miège et al. 2006	Andreozzi et al. 2003	Rabiet et al. 2006	PECC (ng.l -1 ) a	PECC (ng.l -1 ) b
	amoxicillin	40				0 -48615	48615
	atenolol	570				1000 -4190	2010
	azithromycin	101					260
	bezafibrate	840		ND -1070		95 -4760	1330
	carbamazepine	1020		980 -1200	157 -293	NA	NA
	ciprofloxacin	101		60		305 -765	530
	clarithromycin	117				190 -620	190
	diazepam	ND			ND	negligible *	negligible *
	diclofenac	810		250 -410	211 -486	85 -305	250
	doxycycline	73					965
	fenofibrate	310		20 -120			< 180
	ibuprofen	600		20 -1820	18 -219	0 -13700	550
	ketoprofen	270		ND -1620	22 -1081	295 -1475	295
	metoprolol	100	509 -1774	80		15 -90	90
	naproxen	350		510 -1730	42 -289	420 -3100	715
	ofloxacin	177		330 -510		320 -940	565
	propranolol	190	416 -1111			25 -535	535
	roxithromycin	50				155 -195	190
	simvastatin	ND				negligible *	negligible *
	sulfamethoxazole	205		70 -90		550 -765	550
	trimethoprime	72		20 -40		185 -345	185
	vancomycin	ND					negligible **

*: active metabolite of simvastatin. a: mean values. b: median values. c: oxazepam PEC was calculated by summing different sources for this compound. ND: not detected or not already searched in the aquatic environment.

NA: not applicable due to lack of data.

Table 5 .

 5 Calculated surface water PEC values for relevant metabolites.

	Metabolite	PEC B (ng.l -1 )	PEC C (ng.l -1 )	measured concentration	sample	reference
	salicylic acid	NA	NA	25	surface water	Ternes, 1998
	acetylsulfamethoxazole	230	NA	161 a 70 a	WWTP effluent downstream WWTP	Ashton et al.
	hydroxy-ibuprofen carboxy-ibuprofen	1370 2025	70 100	50 20 430 230	WWTP effluent downstream WWTP downstream WWTP WWTP effluent	Bendz et al. 2005
	14-OH-clarithromycin	50	NA	ND	-	-
	OH-metronidazole	235	NA	ND	-	-
	25-O-deacetyl-rifampicin	25	NA	ND	-	-
	norfluoxetine	17	NA	ND	-	-
	oxazepam	205 c	NA	1500	surface water	Togola et al.,
	zopiclone N-oxide	7	NA	ND	-	-
	norpropoxyphene	295	NA	ND	-	-
	demethyltramadol	355	NA	ND	-	-
	β-OH-acid metabolite *	90	NA	ND	-	-
				1260 a	WWTP effluent	Paffoni et al.
	fenofibric acid	1175	2068	380 b 45 b	WWTP effluent surface water	Ternes, 1998
	perindoprilat	4	NA	ND	-	-
	ramiprilat	3	NA	ND	-	-

AF: Assessment Factor.

Table 6 .

 6 Determination of risk quotients for pharmaceutical compounds (compounds are sorted by decreasing risk ratios values).

	compound	most sensible specie	taxa	endpoint	reference of the ecotoxicological assay	AF used	PNEC final value (ng.l -1 )	PECA value (ng.l -1 )	PECB value (ng.l -1 )	PECC value (ng.l -1 )	PEC/PNEC ratio
	amoxicillin	S. leopoliensis	cyanobacteria	growth	Andreozzi et al. 2004	10 *	78			4860	62.3
	aspirin	Daphnia. magna	cladoceran	reproduction	Marques et al. 2004	100	10000	9046			0.9
	ofloxacin	S. leopoliensis	cyanobacteria	growth	Ferrari et al. 2004	50	100			56.5	0.56
	propranolol	Hyallela azteca	gammaridae	reproduction	Huggett et al. 2002	10 *	100			54.5	0.54
	carbamazepine	Ceriodaphnia dubia	cladoceran	reproduction	Ferrari et al. 2004	10 *	2500	765			0.31
	furosemide	Ceriodaphnia. dubia	cladoceran	reproduction	Isidori et al. 2006	100	1560		486		0.31
	clarithromycin	D. magna	cladoceran	reproduction	Yamashita et al. 2006	50	62			19	0.3
	diclofenac	Ceriodaphnia dubia	cladoceran	reproduction	Ferrari et al. 2004	10 *	100			25	0.25
	sertraline	Ceriodaphnia. dubia	cladoceran	reproduction	Henry et al. 2003	100	90		20		0.22
	sulfamethoxazole	S. leopoliensis	cyanobacteria	growth	Ferrari et al. 2004	10 *	590			55	0.1
	fluoxetine	unspecified	chlorophyceae	growth	FDA-CDER 1996	10 *	100		9		0.09
	fenofibrate	Daphnia. magna	cladoceran	reproduction	Garric et al. 2006	50	140			< 18	< 0.13
	paroxetine	Ceriodaphnia. dubia	cladoceran	reproduction	Garric et al. 2006	50	600		4		6.67 10-3
	fluvoxamine	Ceriodaphnia. dubia	cladoceran	reproduction	Henry et al. 2004	50	7400	26			3.5 10-3
	citalopram	Ceriodaphnia. dubia	cladoceran	reproduction	Henry et al. 2003	100	8000		32		4 10-3
	ibuprofen	Daphnia.magna	cladoceran	reproduction	Han et al. 2006	100	2. 10 5			55	2.7 10-4
	trimethoprim	S. capricornutum	chlorophyceae	growth	Eguchi et al. 2004	100	2,55. 10 5			19	7.45 10-5
	acebutolol	Ceriodaphnia dubia	cladoceran	reproduction	Garric et al. 2006	50	1,25. 10 6	NA	NA	NA	NA
	erythromycin	S. capricornutum	chlorophyceae	growth	Eguchi et al. 2004	50	206	NA	NA	NA	NA
	clofibric acid	Ceriodaphnia dubia	cladoceran	reproduction	Ferrari et al. 2004	10 *	64	negligible	negligible	negligible	negligible
	clofibrate	Daphnia.magna	cladoceran	reproduction	Köpf 1995 ***	50	200	negligible	negligible	negligible	negligible
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