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Abstract The present work aims at evaluating the ability of
the River Tiber natural microbial community to degrade
naproxen in water samples collected downstream from a
wastewater treatment plant. For this purpose, different water
microcosms were set up (microbiologically active vs sterile
ones) and treated with naproxen (100 μg/L) alone or in the co-
presence of gemfibrozil in order to evaluate if the co-presence
of the latter had an influence on naproxen degradation. The
experiment was performed in the autumn and was compared
with the same experimental set performed in spring of the
same year to highlight if seasonal differences in the river water
influenced the naproxen degradation. Pharmaceutical concen-
trations and microbial analysis (total cell number, viability,
and microbial community composition) were performed at
different times in the degradation experiments. The overall
results show that the natural microbial community in the river
water had a key role in the naproxen degradation. In fact,
although there was a transient negative effect on the natural
microbial community in all the experiments (3 h after adding
the pharmaceutical), the latter was able to degrade naproxen
within about 40 days. On the contrary, no decrease in the
pharmaceutical concentration was observed in the sterile river
water. Moreover, the co-presence of the two drugs lengthened
the naproxen lag phase. As regards the natural microbial
community composition detected by Fluorescence in situ
Hybridization, Alpha and Gamma-Proteobacteria increased
when the pharmaceutical halved, suggesting their role in the
degradation. This study shows that with the concentration
studied, naproxen was degraded by the natural microbial

populations collected from a river chronically contaminated
by this pharmaceutical.
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Introduction

Pharmaceuticals have been detected in all aquatic compart-
ments (Luo et al. 2014). A majority of studies on these
emerging contaminants focus on concentrations detected in
waste water treatment plants (WWTPs; Garcia-Rodríguez
et al. 2014); however, few studies take into account the role
of the river natural microbial community in drug removal and
the possible impact of these chemicals on it. An abundant and
varied natural microbial community is a necessary prerequi-
site for ecosystem self-purification processes. In fact, they
control water quality and provide several ecosystem regula-
tion services (Radke et al. 2010; Gerbersdorf et al. 2011). The
degradation of organic compounds depends on abiotic and
biotic processes, but only the latter are responsible for their
complete degradation (mineralization) and removal from the
environment.

Naproxen is one of the polar acidic pharmaceuticals most
used among human populations as an anti-inflammatory and
antipyretic drug without prescription (Straub and Stewart
2007; Daneshvar et al. 2010; Araujo et al. 2011). Like other
human pharmaceuticals, following therapeutic administration,
it mainly enters aquatic ecosystems through municipal
WWTPs (more than 80 % is excreted unaltered or in its
conjugated forms; Carballa et al. 2008a; Jianga and Zhoua
2013; Brozinski et al. 2013). Owing to its high use and a DT50
(the time required for degradation of 50 % of initial
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concentration) varying from a few days to about 1 month
(Straub et al. 2007; Araujo et al. 2011), naproxen is found
as a micro-contaminant in receiving waters. In European
surface waters, naproxen is in fact one of the most frequently
detected pharmaceuticals (concentrations ranging from ng/L
toμg/L; Andreozzi et al. 2003; Loos et al. 2008), including in
drinking water; this causes concern for both human and eco-
system health, because it is biologically active at very low
concentrations. For instance, recent studies have found that it
can hamper or inhibit microbial activity in aWWTP (Kraigher
et al. 2008) and also reduce the biodiversity of the natural
microbial community in biofilms in a contaminated river
(Proia et al. 2013). Furthermore, based on an extensive set
of criteria (regulation, consumption, physical-chemical prop-
erties, toxicity, occurrence, persistence and resistance to treat-
ment), naproxen has been classified as a high priority phar-
maceutical (de Voogt et al. 2009; Schlabach et al. 2009;
Ginebreda et al. 2012).

Relatively little information is available on its biodegrada-
tion pathways (such as metabolism or co-metabolism) or the
role of important functional microbial groups in its degrada-
tion. Its biodegradation was detected in WWTP active sludge
(Tiehm et al. 2011), in soils (Topp et al. 2008; Lin and Gan
2011), and in a culture medium in the presence of fungus
(Rodarte-Morales et al. 2012; Cruz-Morató et al. 2013;
Aracagök et al. 2013), but few studies focused on the role
of the natural microbial community in naproxen degradation
and the microbial groups possibly involved.

Another important aspect to take into account is that it is
generally found in the environment together with other drugs. As
an example, it has frequently been detected in the co-presence of
a prescribed fibrate, the blood lipid regulator gemfibrozil (Loos
et al. 2008; Rosal et al. 2010; Patrolecco et al. 2013). In fact,
like naproxen, gemfibrozil use in the human population is very
widespread; moreover, its environmental persistence is quite
high (DT50>70 days; Araujo et al. 2011; Grenni et al. 2013).
Mixtures can have unknown synergistic or antagonistic effects,
especially on non-target organisms, and naproxen degradation
pathways could be influenced by a co-occurrence with other
pharmaceuticals (Pomati e t al. 2008); however, knowledge
about these phenomena is so far quite scarce.

The aim of this study was to evaluate the capability of the
natural microbial community of a river chronically polluted by
pharmaceuticals, such as the River Tiber downstream from a
WWTP, to degrade naproxen alone or in the co-presence of
gemfibrozil. The microcosm approach, which makes it possi-
ble to study multiple stressors in different conditions (chem-
ical mixtures, co-presence of nutrients and organic contami-
nants, and so on; Daam et al. 2011; Barra Caracciolo et al.
2013, Babut et al. 2013) was used for this purpose. Water
samples collected downstream from aWWTPwere used to set
up the degradation experiment. Microbiologically active mi-
crocosms treated with naproxen alone (100 μg/L) or in the co-

presence of gemfibrozil (100 μg/L each) were compared with
chemical control microcosms (samples previously sterilized
and treated with the pharmaceuticals) and with non-treated
microcosms (microbiological controls). At different experi-
mental times, the pharmaceutical concentrations were ana-
lyzed and the abundance of live microbial cells was assessed
using epifluorescence microscope methods in all conditions.
Moreover, the natural microbial community was analyzed
with the Fluorescent in situ Hybridization method in the river
water samples and in naproxen-treated microcosms immedi-
ately after the addition of the pharmaceuticals, when naproxen
was halved and at the end of the experiment.

Materials and methods

River water characterization

Water samples from the River Tiber (0–20 cm from the surface)
were collected in spring and autumn (April and October 2010)
in a stretch flowing through the city of Rome, 382 km from its
source and downstream from the Magliana wastewater treat-
ment plant (in southern Rome). The sampling point was select-
ed because a mixture of pharmaceuticals was found there and in
particular naproxen and gemfibrozil were detected at their
highest concentrations (Patrolecco et al. 2013). Some parame-
ters (pH, O2, temperature) were analyzed on site and others
were examined in the laboratory. The samples were transported
to the laboratory in a refrigerated bag (4 °C). Some subsamples
were immediately used for the initial microbiological and chem-
ical analysis; others were kept at 20 °C in the dark overnight
prior to use for the microcosm setup. Aliquots of water samples
were acidified and then analyzed for dissolved organic carbon
content (DOC, mg/L) with high temperature catalytic oxidation
(HTCO) using a Shimadzu TOC-5000A analyzer with a detec-
tion limit of 0.050 mg/L. Dissolved oxygen (DO, mg/L) was
measured with an Oxi 538 microprocessor, and the pH was
determined with a PHM290 model Radiometer Analytical pH
meter. Naproxen and gemfibrozil were analyzed in the natural
river water samples using a prior extraction in solid-phase
extraction (SPE) followed by an HPLC with fluorescence de-
tection (Patrolecco et al. 2013), as described in the chemical
analysis section. The microbial community was also analyzed.
In particular, total cell number, viability, and microbial commu-
nity compositionweremeasured as described in the correspond-
ing section of the “Materials and methods.”

Chemicals

Naproxen (+)-(S)-2-(6-methoxynaphthalen-2-yl)propanoic
a c i d a n d g em f i b r o z i l , 2 , 2 - d im e t h y l - 5 - ( 2 , 5 -
dimethylphenoxy)pentanoic acid, were purchased from
Sigma-Aldrich (Steinheim, Germany) at ≥98 % purity. The
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main characteristics of these chemicals are reported in Table 1.
Stock solutions (500 mg/L) of each pharmaceutical were
prepared by dissolving an adequate quantity of its standard
in acetonitrile and were kept at −20 °C. The working standard
solutions (50 mg/L) were achieved by dilution of stock solu-
tions with acetonitrile and stored at 4 °C. HPLC-grade aceto-
nitrile was purchased from VWR (Radnor, PA, USA). Acetic
acid (glacial) was supplied by Carlo Erba (Milan, Italy). Water
for chromatography was purified (18 MΩ/cm quality) by a
Milli-Q system (Millipore, Bedford, MA, USA).

Naproxen degradation experiment in microcosms

The experimental set consisted of closed destructive micro-
cosms (100 mL capacity), filled with River Tiber water col-
lected in the autumn. It was set up as follows:

& Some microcosms (16 replicates) were treated with
naproxen at a concentration of 100 μg/L (Naproxen).

& Some microcosms (16 replicates) were treated simulta-
neously with naproxen and gemfibrozil at the same con-
centration (100 μg/L each), (Nap+Gem).

& Some microcosms (16 replicates) were filled with previ-
ously sterilized river water (120 °C, 20 min) and then
treated with naproxen, 100 μg/L (Sterile).

& Some microcosms (16 replicates) were filled with previ-
ously sterilized river water (120 °C, 20 min) and then

treated with naproxen and gemfibrozil at the same con-
centration (100 μg/L each).

& Sixteen replicates were filled with non-treated river water
(Control) and used as microbiological controls.

Moreover, pH and dissolved oxygen concentrations were
measured at each sampling time in 16 other naproxen-treated
and naproxen plus gemfibrozil-treated microcosms used ex-
clusively for this purpose.

Aliquots from standard working solutions (in acetonitrile)
of the two pharmaceuticals were spiked in each single micro-
cosm. Then, in order to eliminate any additional carbon
source, acetonitrile was completely evaporated at room tem-
perature from each microcosm and 50 mL of the river water
(natural or previously sterilized) added.

All microcosms were incubated at 20 °C on an orbital
shaker (125 rpm) in the dark in order to avoid possible
photodegradation phenomena (Tixier et al. 2003; Vieno
et al. 2005).

The samplings were performed 3 h after the spiking with
the pharmaceuticals and at selected times until the complete
degradation of naproxen. At each sampling, two destructive
replicate microcosms were analyzed for each condition
(Naproxen, Sterile; Nap+Gem, sterile; Control). Two subsam-
ples from each single microcosm were then used for each
different (chemical or microbiological) analysis in order to
have four independent values for each condition. All opera-
tions were conducted under sterile conditions.

In order to pinpoint if river water seasonal differences
could have influenced the degradation of naproxen, the results
of this experiment were compared with those of another
previously performed with River Tiber water collected at the
same point in spring of the same year. In the spring experi-
ment, the same autumn experimental condition was repeated
and naproxen (100 μg/L initial concentration) was studied
alone (Grenni et al. 2013).

Chemical analysis

The concentrations of naproxen and gemfibrozil in the natural
river water samples and from the microcosm degradation
experiments were analyzed following a procedure described in
Patrolecco et al. (2013). Briefly, an SPE pre-concentration and
purification procedure was performed using polymeric Strata-X
extraction cartridges. The detection was done by a RP-HPLC
(Varian 9012) with a fluorescence detection (Perkin Elmer LS4)
analytical step, using an Alltech LC18 column (Alltima C18,
5μm, 250×4.6mm i.d), preceded by a guard column (4×3mm)
of the same packing material. The elution profile, at a constant
flow rate of 1.0 mL/min in the isocratic mode, utilized a mobile
phase with acetonitrile:water (acidified to pH=3.6 with acetic
acid) in a 70:30 (v/v) ratio. Excitation–emission wavelengths

Table 1 Main characteristics of naproxen and gemfibrozil

Naproxen Gemfibrozil
NSAID Lipid Regulator

MF C14H14O3 C15H22O3

MW 230.26 250.33

CAS 22204–53–1 25812-30-0

Solubility mg/L 27 5

pKa 4.2a 4.6b

Log Kow 3.18a 4.77a

Partition Kd 10.8c 19.3d

Photolysis t1/2 (h)
e 14.8–91.4 1.1–2.5

PNEC μg/Lf 2.62 1.18

Removal in STP (%) 66±7c 15-78g

NSAID: Nonsteroidal anti-inflammatory
a Beausse 2004
bWesterhoff et al. 2005
c Carballa et al. 2008b
d Radjenovic et al. 2009
e Lin and Reinhard 2005
fMartín et al. 2012
gYing et al. 2009
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were set as follows: λexc=230 nm; λemiss=420 nm for naproxen
and λexc=230 nm; λemiss=302 nm for gemfibrozil.

The concentrations of both pharmaceuticals were deter-
mined by direct injection of samples (50 μL aliquots of
subsamples were injected in duplicate) into the HPLC with
fluorescence detection, set up under the same analytical con-
ditions described above (Limit Of Quantification, LOQ:
naproxen, 60 ng/L; gemfibrozil, 10 ng/L).

Total cell number, viability, live cell abundance

In order to examine the microbial community in the natural
river water collected in the two seasons and to verify if the
adding of the pharmaceuticals to the microcosms influenced
it, the total microbial number and cell viability were assessed.
In particular, the total cell number was determined by direct
count, in four replicates of formaldehyde-fixed (2 % final
concentration) subsamples (2 mL each), using 4’-6-
diamidino-2-phenylindole (DAPI) as a DNA fluorescence
agent (Barra Caracciolo et al. 2005). Cell viability (% live
cells/live+dead) was assessed in four non-fixed replicates
(2 mL each) using two fluorescent dyes, SYBR Green II and
propidium iodide (Sigma-Aldrich), to distinguish between
viable (green) and dead (red) cells under a fluorescence mi-
croscope (Leica DM 4000B Leica Microsystems GmbH,
Wetzlar, Germany), as reported in a previous work (Grenni
et al. 2009a). We calculated the live cell abundance (No. live
cells/mL) from the total microbial number, obtained by DAPI
counts, multiplied by cell viability.

Microbial community composition by Fluorescence in situ
Hybridization

The phylogenetic composition of the natural microbial com-
munity was analyzed both in the samples collected in spring
and autumn and in the water samples from the degradation
microcosm experiments by using Fluorescence in situ
Hybridization (FISH), as described in detail in Barra
Caracciolo et al. (2005). For each sample (natural or treated
water), two subsamples (2 mL each) were fixed (1:1) with a
solution composed of phosphate-buffered saline (130 mM
NaCl; 7 mM Na2HPO4, 3 mM NaH2PO4; 2 % formaldehyde;
0.5 % Tween 20 and 100 mM Sodium Pyrophosphate). Each
subsample was then filtered on a 0.2 μm polycarbonate mem-
brane. The filters were stored at −20 °C until further
processing.

Fluorescence in situ Hybridization of the harvested cells,
counterstained with DAPI, was performed using fluorescent
probes for the identification, under the epifluorescence micro-
scope, of the major microbial groups found in freshwater
(Hahn 2006; Pernthaler 2013). In particular, the following
groups were searched for: Archaea and Bacteria, Alpha-,
Beta- and Gamma-Proteobacteria, Planctomycetes, the

Cytophaga-Flavobacterium cluster of the Cytophaga-
Flavobacter-Bacteroides phylum, and Gram-positive bacteria
with high or lowG+C content. For this purpose, the following
Cy3-labeled oligonucleotide probes were applied: ARCH915
(Archaea), EUB338I-II-III (Bacteria) and inside this domain
ALF1b (Alpha-Proteobacter ia ) , BET42a (Beta-
Proteobacteria), GAM42a (Gamma-Proteobacteria), PLA46
together with PLA886 (Planctomycetes), CF319a
(Cytophaga-Flavobacter-Bacteroides), HGC69A and
LGC354a (Gram-positive bacteria with high or low G+C
content, respectively). Further details of these probes are
available at http://www.microbial-ecology.net/probebase
(Loy et al. 2007).

The slides were mounted with a drop of Vectashieldmount-
ing medium (Sigma-Aldrich), and the preparation was exam-
ined and counted with a Leica DM 4000B epifluorescence
microscope at ×1,000 magnification. The cells binding each
probe were estimated as a proportion of the total DAPI-
positive cells (% positive cells vs DAPI or No. positive cells
vs DAPI) in at least 20 different random fields on each filter
section (corresponding to 500–1,000 stained cells).

Results

River Tiber water characteristics at the sampling point

The main characteristics of the water samples collected in
spring and autumn are reported in Table 2. The physical-
chemical properties showed some differences due to the sea-
son (such as temperature, DO, DOC). In particular, the au-
tumn DOC value was higher than the spring one. Naproxen
was found in both seasons at a concentration about four times
higher than gemfibrozil.

The total microbial number and cell viability were higher in
the autumn than in the spring samples in line with the higher
DOC and temperature values (Eiler et al. 2003). However, the
microbial community composition, expressed as % positive
cells for each oligonucleotide probe vs DAPI (Fig. 1), was
quite similar in the two seasons. In fact, in both samplings, the
Archaea domain (Table 2) was detected at very low percent-
ages and the Bacteria domain ranged from 60 to 75 % of the
DAPI-stained cells, with the higher values in autumn
(Table 2). Inside the Bacteria domain, Beta-Proteobacteria
and Planctomycetes were the dominant groups in terms of
relative percentages in the natural River Tiber water in both
seasons (Fig. 1).

Degradation of naproxen in microcosm experiments

The pH and oxygen values were monitored in the microcosms
at each sampling time and neither varied significantly (t test
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not significant) either in the naproxen or in the naproxen plus
gemfibrozil-treated microcosms. The pH remained at a value
of about 8.00±0.08 in both the experiments. The oxygen
concentration was always close to a saturation level and
was, therefore, never a limiting factor. Finally, there was also
no significant variation in the DOCmeasured at the end of the
experiments compared to its initial value.

The naproxen decrease (expressed as a residual percentage
of the applied compound) vs time in the spring and autumn
experiments is shown in Fig. 2a–c, for the microbiologically
active (Naproxen) and sterilized (Sterile) microcosms.

The presence of the river natural microbial community
always promotes naproxen degradation. In fact, the pharma-
ceutical was completely degraded within 46 days in all

experiments (Fig. 2). On the contrary, no significant variation
in concentration was observed in the sterile condition.

In spring microcosms (Fig. 2a), naproxen degradation
started after 20 days and a DT50 value of about 27.6±0.1 days
was detected.

In autumn, when naproxen was alone (Fig. 2b), the degra-
dation started after 7 days (DT50: 22±2.5 days), while in the
presence of gemfibrozil (Fig. 2c), the lag phase was longer,
with the degradation starting after 24 days and then occurring
quickly in a few days, with a DT50 of about 30±1.1 days. In
the latter experiment, gemfibrozil was detected, at all sam-
pling times and at the end of the experiment (46 days), at
100 % of the initial concentration in both microbiologically
active and sterilized microcosms.

Live cell abundance

Live cell abundance (No. live cells/mL) in the degradation
experiments in naproxen-treated and non-treated (Control)
microcosms are reported in Fig. 3. In accordance with the
initial water samples (Table 1), the live cell abundance was
higher in the autumn than spring microcosms. In all the
experiments, 3 h after addition of naproxen (0.125 days) the
live cell abundance was significantly lower than in the control
microcosms (t test, p<0.01), showing that the pharmaceuticals
exerted an initial toxic effect. However, this effect was tran-
sient and after about 7 days the live cell abundance was
generally greater in the presence of the drugs than in the
control microcosms.

Microbial community composition

The microbial community composition was analyzed in the
naproxen degradation experiments 3 h after the

Table 2 River water characteri-
zation at the sampling point Spring Autumn

Temperature (°C) 12.9 18

pH 7.7 7.8

DO (mg/L) 11.4 7.5

DOC (mg/L) 2.0±0.050 3.5±0.035

Naproxen (ng/L) 240±9 270±12

Gemfibrozil (ng/L) 50±7 78±13

Total microbial number (No. cell/mL) 1.31×106±1.3×105 3.16×106±1.1×105

Cell viability (%) 27±5.3 75.36±2.6

Live cell number (No. live cell/mL) 3.54×105±1.1×104 2.36×106±1.0×105

Bacteria:

No. Positive cells vs DAPI 8.07×105±1.2×104 2.36×106±1.3×105

(% positive cells vs DAPI) (61.6±1.6) (74.6±2.8)

Archaea:

No. Positive cells vs DAPI 1.44×104±1.0×103 1.90×104±1.4×103

(% positive cells vs DAPI) (1.1±0.3) (0.6±0.1)

Fig. 1 Microbial community composition (% positive cells for each
oligonucleotide probe vs DAPI) detected by Fluorescence in situ Hybrid-
ization in the River Tiber Spring and Autumn samples. Alpha: Alpha-
Proteobacteria; Beta: Beta-Proteobacteria; Gamma: Gamma-
Proteobacteria; Pla: Planctomycetes; CF: Cytophaga-Flavobacterium
cluster phylum CFB; HGC and LGC: Gram-positive bacteria with high
or low G+C content. The vertical bars represent the standard errors
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pharmaceutical addition (0.125 days), when the naproxen
halved (Fig. 4) and at the end of the experiments.

During the experimental time, the Archaea percentages
were lower than in the initial water samples in the experiments
in both seasons and in all conditions (0 to 0.6 %). The
percentage of Bacteria decreased in naproxen-treated micro-
cosms after 3 h in both experiments (Spring: control: 44.2±
1.5 %; naproxen: 38.7±1.7 %; Autumn: control: 74.6±1.6 %;
naproxen: 47.3±3.3%). This result was particularly evident in
the autumn microcosms (t test significant, p<0.01) in which
Beta-Proteobacteria, although remaining the dominant group,
diminished in percentage terms in the naproxen (30.4±1.9) vs
control (56.6±0.6) microcosms.

The comparison of the microbial community structure in
the non-treated microcosms (control) vs naproxen-treated mi-
crocosmswhen naproxen halved (Fig. 4) shows changes in the
abundance and shifts in the dominance of some bacterial

groups. In particular, a significant increase in Alpha- and
Gamma-Proteobacteria groups was observed in both the
spring (Fig. 4a) and autumn (Fig. 4b) experiments in the
naproxen-treated microcosms (t test, p <0.01).

Finally, at day 40, when the pharmaceutical was complete-
ly degraded, there were no significant differences between the
microbial community composition in the control and treated
microcosms in all the experiments (data not shown).

Discussion

Although naproxen is not generally reported to be a persistent
compound (Straub et al. 2007), it has been found in several
EU and Italian natural surface waters. In the River Tiber, it is
commonly found as a micro-contaminant together with gem-
fibrozil (Loos et al. 2008; Patrolecco et al. 2013) and their

Fig. 2 Residual percentages of naproxen in river water microcosms
(Naproxen) and in sterile ones vs time in the three experiments: spring
(a), autumn (b), and autumn in co-presence of gemfibrozil (c). The
vertical bars represent the standard errors

Fig. 3 Number of live cells (No. live cells/mL water) detected in the
three experiments, in spring with microcosms treated with naproxen (a)
and in autumn with naproxen or naproxen plus gemfibrozil (b). Treat-
ments: Naproxen, water microcosm treated only with naproxen; Nap+
Gem: microcosm treated with naproxen and gemfibrozil; Control: non-
treated water microcosm. The vertical bars represent standard errors
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concentrations exceed the 10 ng/L value proposed as a
limit by EMEA (CHMP 2006). Our study confirms that
naproxen and gemfibrozil can be considered chronic con-
taminants of the River Tiber. The fact that naproxen is
always found in higher concentrations than gemfibrozil,
although naproxen has a fairly high removal rate (Bueno
et al. 2012; Grenni et al. 2013; Grossberger et al. 2014),
confirms that naproxen is chronically discharged into the
river from WWTPs more than gemfibrozil, owing to its
higher use among the human population. Consequently,
naproxen can be considered a pseudo-persistent com-
pound (Radke et al. 2010).

Although some differences were found in physical-
chemical properties due to the season in the River Tiber water
samples (e.g., temperature, dissolved organic carbon and ox-
ygen), the bacterial community composition did not vary
between the spring and autumn samples (Fig. 1) in terms of
the percentage split between the different phylogenetic groups
(e.g., Beta-Proteobacteria>Planctomycetes>Cytophaga-
Flavobacterium cluster) but only as regards their relative
abundance, indicating that it does not depend on the time of
year. In fact in autumn, when there was more DOC and a

higher water temperature (Table 1), the live cell abundance
was also higher than in spring, as generally found in water
ecosystems (Kirchman et al. 2004; Ruiz-González et al.
2013).

The overall results from the degradation experiments
make it possible to confirm that the River Tiber microbial
community was able to degrade naproxen at the concen-
tration used for the experiments (100 μg/L) thanks to the
presence of a bacterial population adapted to its presence.
In fact, naproxen degradation was observed only in the
microbiologically active microcosms (Fig. 2), pointing to
the role of the microbial community in its degradation.
Data from literature on the capability of natural microbial
communities to biodegrade naproxen are quite scarce so
far (Quintana et al. 2005; Mascolo et al. 2010). Naproxen
degradation in surface water has been reported in a few
studies (Tixier et al. 2003; Araujo et al. 2011) with similar
values (DT50 of about 20–30 days) to those of our micro-
cosm experiments, although the role of the natural micro-
bial community in degradation of naproxen was not ex-
amined. Its biodegradation by some microbial consortia,
including two microfungi of the Cunninghamella and
Aspergillus genera was found only in an aerobic soil
(half-life from 17 to 69 days; Grossberger et al. 2014).

Photolytic degradation is reported to be an important abi-
otic degradation process for naproxen, although it is not able
to degrade it thoroughly (Tixier et al. 2003; Vieno et al. 2005).
In any case, we can exclude this abiotic process in our exper-
iments because we performed them on purpose in the dark.
Moreover, naproxen photolytic degradation in a river like the
Tiber may not occur in some seasons because of the amount of
suspended particulate (Andreozzi et al. 2003), which is very
high all along this river owing to rainfall, and in particular in
its last stretch (Patrolecco et al. 2006).

At the start of the experiments, naproxen had an immedi-
ately detrimental effect on the overall microbial community in
terms of live cell abundance (Fig. 3). This transient effect is
ascribable to a decrease in Beta-Proteobacteria in the autumn
experiment. In such case, a toxic effect on the bacterial pop-
ulations involved in key ecosystem functioning cannot be
excluded. As an example, Beta-Proteobacteria include
ammonia-oxidizing bacteria involved in the nitrogen cycle
(Schweitzer et al. 2001; Elifantz et al. 2005) and a toxic effect
on this bacterial group was found in a WWTP with naproxen
present (Wang and Gunsch 2011). These initial detrimental
effects, however, were transient suggesting not only that the
natural microbial community was able to recover from the
toxic effect of the chemical, but also that some bacterial
populations were involved in the naproxen degradation. The
natural microbial community was, therefore, able to provide
an ecosystem regulation service, i.e., removing naproxen from
water, presumably thanks to the occurrence of microbial pop-
ulations adapted to its presence. In fact, the increase in the

Fig. 4 Bacterial community composition (% positive cells vs DAPI)
detected by Fluorescence in situ Hybridization at the naproxen DT50
sampling time in the spring (a) and autumn (b) experiments, detected in
the treated microcosms (Naproxen) and in the control ones (Control).
Alpha: Alpha-Proteobacteria; Beta: Beta-Proteobacteria; Gamma: Gam-
ma-Proteobacteria; Pla: Planctomycetes; CF: Cytophaga-Flavobacterium
cluster phylum CFB. The vertical bars represent standard errors
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microcosm experiments in Alpha and Gamma-Proteobacteria
at DT50s (about four to five fold in autumn to ten fold in
spring) confirms this hypothesis and suggests the degradation
role of these groups. At the end of the experiments, when
naproxen was completely degraded, no significant differences
between treated and control microcosms were observed. This
result may be ascribable to the depletion of the substrate
(naproxen), which promoted Alpha and Gamma-
Proteobacteria growth.

We also performed enrichment cultures (in which 1 mg/L
naproxen was used as the sole carbon source) using water
samples collected from the microcosms (at DT50) in order to
isolate a specific bacterial strain able to grow on the pharma-
ceutical, in accordance with previous experiments (Grenni
et al. 2009b). Although the microbial pool from microcosms
in the liquid culture supplemented with naproxen was able to
grow on it (data not shown), the single isolates were not able
to grow on it as the sole carbon source. The latter result
suggests that naproxen degradation can be due to microbial
populations that degrade the chemical in succession, as re-
ported for naproxen in an activated sludge (Quintana et al.
2005).

The fact that naproxen degradation was faster in autumn
than in spring in microcosms where it was alone (Spring:
20 day lag phase, DT50 27.6±0.1 days; Autumn: lag phase
7 days, DT50: 22±2.5 days, Fig. 2 a, c) was probably due to
the higher live cell abundance and higher percentage of bac-
terial community composition (Barra Caracciolo et al. 2010),
in line with a higher DOC content in the autumn. In fact, the
live cell abundance was about 75 % higher in this season than
in spring (Table 2).

The degradation of naproxen with gemfibrozil co-present
(Fig. 2c) was affected in terms of lag phase more than of
disappearance time; in fact, the lag phase was longer (about
20 days instead of 7 days, Fig. 2b and c) indicating that the
natural microbial community was affected by the mixing of
the two pharmaceuticals and consequently its homeostatic
capability was slowed down. The occurrence of mixtures
should be taken into consideration when degradation studies
are performed, including for a more reliable environmental
risk assessment (Babut et al. 2013).

This study demonstrates that naproxen is biodegradable
and its complete disappearance occurs within 30–40 days
when the natural river microbial community is present.
However, if it is being continuously released into the river,
owing to its high use among the human population (pseudo-
persistence), biodegradation rates are not sufficient to remove
it completely.

Acknowledgments The authors thank Francesca Falconi and
Antonella Tolomei for their useful contribution to the microbiological
analysis and microcosm setup.

References

Andreozzi R, Marotta R, Paxéus N (2003) Pharmaceuticals in STP
effluents and their solar photodegradation in aquatic environment.
Chemosphere 50:1319–1330

Aracagök YD, Göker H, Cihangir N (2013) Biodegradation of naproxen
by Aspergillus niger and identification of some intermediates. Curr
Opin Biotechnol 24, S1:S34.

Araujo L, Villa N, Camargo N, Bustos M, Garcìa T (2011) Persistence of
gemfibrozil, naproxen and mefenamic acid in natural waters.
Environ Chem Lett 9:13–18

Babut M, Arts GH, Barra Caracciolo A, Carluer N, Domange N, Friberg
N, Gouy V, Grung M, Lagadic L, Martin-Laurent F, Mazzella N,
Pesce S, Real B, Reichenberger S, Roex EW, Romijn K, Röttele M,
Stenrød M, Tournebize J, Vernier F, Vindimian E (2013) Pesticide
risk assessment and management in a globally changing world—
report from a European interdisciplinary workshop. Environ Sci
Pollut Res Int 20(11):8298–8312

Barra Caracciolo A, Grenni P, Cupo C, Rossetti S (2005) In situ analysis
of native microbial communities in complex samples with high
particulate loads. FEMS Microbiol Lett 253(1):55–58

Barra Caracciolo A, Bottoni P, Grenni P (2010) Fluorescence In Situ
Hybridization in soil and water ecosystems: a useful method for
studying the effect of xenobiotics on bacterial community structure.
Toxicol Environ Chem 92:567–579

Barra Caracciolo A, Bottoni P, Grenni P (2013) Microcosm studies to
evaluate microbial potential to degrade pollutants in soil and water
ecosystems. Microchem J 107:126–130

Beausse J (2004) Selected drugs in solid matrices: a review of environ-
mental determination, occurrence and properties of principal sub-
stances. Trends Anal Chem 23:753–761

Brozinski J-M, Lahti M, Meierjohann A, Oikari A, Kronberg L (2013)
The anti-inflammatory drugs diclofenac, naproxen and ibuprofen
are found in the bile of wild fish caught downstream of a wastewater
treatment plant. Environ Sci Technol 47(1):342–348

Bueno MJ, Gomez MJ, Herrera S, Hernando MD, Agüera A, Fernández-
Alba AR (2012) Occurrence and persistence of organic emerging
contaminants and priority pollutants in five sewage treatment plants
of Spain: two years pilot survey monitoring. Environ Pollut 164:
267–273

Carballa M, Omil F, Lema JM (2008a) Comparison of predicted and
measured concentrations of selected pharmaceuticals, fragrances
and hormones in Spanish sewage. Chemosphere 72(8):1118–1123

Carballa M, Fink G, Omil F, Lema JM, Ternes T (2008b) Determination
of the solid–water distribution coefficient Kd for pharmaceuticals,
estrogens and musk fragrances in digested sludge. Water Res 42(1–
2):287–295

Committee for Medicinal Products for Human Use (CHMP) (2006)
European medicines agency pre-authorisation evaluation of medi-
cines for human use (Doc. Ref. EMEA/CHMP/SWP/4447/00),
Guideline on the environmental risk assessment of medicinal prod-
ucts for human use. http://www.ema.europa.eu/docs/en_GB/
document_library/Scientific_guideline/2009/10/WC500003978.
pdfAccessed 10 January 2014.

Cruz-Morató C, Ferrando-Climent L, Rodriguez-Mozaz S, Barceló D,
Marco-Urrea E, Vicent T, Sarrà M (2013) Degradation of pharma-
ceuticals in non-sterile urban wastewater by Trametes versicolor in a
fluidized bed bioreactor. Water Res 47(14):5200–5210

Daam MA, Cerejeira MJ, Van den Brink PJ, Brock TC (2011) Is it
possible to extrapolate results of aquatic microcosm and mesocosm
experiments with pesticides between climate zones in Europe?
Environ Sci Pollut Res Int 18(1):123–126

Daneshvar A, Svanfelt J, Kronberg L, Weyhenmeyer GA (2010) Winter
accumulation of acidic pharmaceuticals in a Swedish river. Environ
Sci Pollut Res 17(4):908–916

Environ Sci Pollut Res (2014) 21:13470–13479 13477

http://www.ema.europa.eu/docs/en_GB/document_library/Scientific_guideline/2009/10/WC500003978.pdf
http://www.ema.europa.eu/docs/en_GB/document_library/Scientific_guideline/2009/10/WC500003978.pdf
http://www.ema.europa.eu/docs/en_GB/document_library/Scientific_guideline/2009/10/WC500003978.pdf


de Voogt P, Janex-Habibi ML, Sacher F, Puijker L, Mons M (2009)
Development of a common priority list of pharmaceuticals relevant
for the water cycle. Water Sci Technol 59(1):39–46

Eiler A, Langenheder S, Bertilsson S, Tranvik LJ (2003) Heterotrophic
bacterial growth efficiency and community structure at different
natural organic carbon concentrations. Appl Environ Microbiol
69(7):3701–3709

Elifantz H, Malmstrom RR, Cottrell MT, Kirchman DL (2005)
Assimilation of polysaccharides and glucose by major bacterial
groups in the Delaware Estuary. Appl EnvironMicrob 71:7799–7805

Garcia-Rodríguez A, Matamoros V, Fontàs C, Salvadó V (2014) The
ability of biologically based wastewater treatment systems to re-
move emerging organic contaminants—a review. Environ Sci Poll
Res. doi:10.1007/s11356-013-2448-5

Gerbersdorf SU, Hollert H, Brinkmann M, Wieprecht S, Schuttrumpf H,
Manz (2011) Anthropogenic pollutants affect ecosystem services of
freshwater sediments: the need for a “triad plus x” approach. J Soils
Sediments 11(6):1099–1114

Ginebreda A, Jelić A, Petrović M, López de Alda M, Barceló D (2012)
New indexes for compound prioritization and complexity quantifi-
cation on environmental monitoring inventories. Environ Sci Poll
Res 19:958–970

Grenni P, Barra Caracciolo A, Rodríguez-Cruz MS, Sánchez-Martín MJ
(2009a) Changes in themicrobial activity in a soil amended with oak
and pine residues and treated with linuron herbicide. App Soil Ecol
41:2–7

Grenni P, Gibello A, Barra Caracciolo A, Fajardo C, NandeM, Vargas R,
Saccà ML, Martinez-Iñigo MJ, Ciccoli R, Martín M (2009b) A new
fluorescent oligonucleotide probe for in situ detection of s-triazine-
degrading Rhodococcus wratislaviensis in contaminated groundwa-
ter and soil samples. Water Res 43:2999–3008

Grenni P, Patrolecco L, Ademollo N, Tolomei A, Barra Caracciolo A
(2013) Degradation of gemfibrozil and naproxen in a river water
ecosystem. Microchem J 107:158–164

Grossberger A, Hadar Y, Borch T, Chefetz B (2014) Biodegradability of
pharmaceutical compounds in agricultural soils irrigated with treat-
ed wastewater. Environ Pollut 185:168–177

Hahn MW (2006) The microbial diversity of inland waters. Curr Opin
Biotechnol 17(3):256–261

Jianga J-Q, Zhoua Z (2013) Occurrence, transportation, monitoring and
treatment of emerging micro-pollutants in waste water—a review
from global views. Microchem J 110:292–300

Kirchman D, Dittel AI, Findlay SE, Fischer D (2004) Changes in bacte-
rial activity and community structure in response to dissolved or-
ganic matter in the Hudson River, New York. Aquat Microb Ecol
35:243–257

Kraigher B, Kosjek T, Heath E, Kompare B, Mandic-Mule I (2008)
Influence of pharmaceutical residues on the structure of activated
sludge bacterial communities in wastewater treatment bioreactors.
Water Res 42:4578–4588

Lin AYC, ReinhardM (2005) Photodegradation of common environmen-
tal pharmaceuticals and estrogens in river water. Environ Toxicol
Chem 24:1303–1309

Lin K, Gan J (2011) Sorption and degradation of wastewater-associated
non-steroidal anti-inflammatory drugs and antibiotics in soils.
Chemosphere 83(3):240–246

Loos R, Gawlik BM, Locoro G, Rimaviciute E, Contini S, Bidoglio G
(2008) EU wide monitoring survey of polar persistent pollutants in
European river waters. European Commission, Joint Research
Centre, Institute for Environment and Sustainability. http://
bookshop.europa.eu/it/eu-wide-monitoring-survey-of-polar-
persistent-pollutants-in-european-river-waters-pbLBNA23568/.
Accessed 10 January 2014.

Loy A, Maixner F, Wagner M, Horn M (2007) probeBase—an online
resource for rRNA-targeted oligonucleotide probes: new features
2007. Nucleic Acids Res 35:D800–D804

Luo Y, Guo W, Ngo HH, Nghiem LD, Hai FI, Zhang J, Liang S, Wang
XC (2014) A review on the occurrence of micropollutants in the
aquatic environment and their fate and removal during wastewater
treatment. Sci Total Environ 473–474:619–641

Mascolo G, Balest L, Cassano D, Laera G, Lopez A, Pollice A, Salerno C
(2010) Biodegradability of pharmaceutical industrial wastewater
and formation of recalcitrant organic compounds during aerobic
biological treatment. Bioresource Technol 101:2585–2591

Martín J, Camacho-Muñoz D, Santos JL, Aparicio I, Alonso E (2012)
Occurrence of pharmaceutical compounds in wastewater and sludge
from wastewater treatment plants: removal and ecotoxicological
impact of wastewater discharges and sludge disposal. J Hazard
Mater 239–240:40–47

Patrolecco L, Capri S, De Angelis S, Pagnotta R, Polesello S, Valsecchi S
(2006) Partition of nonylphenol and related compounds among
different aquatic compartments in Tiber River (Central Italy).
Water Air Soil Poll 172:151–166

Patrolecco L, Ademollo N, Grenni P, Tolomei A, Barra Caracciolo A,
Capri S (2013) Simultaneous determination of human pharmaceuti-
cals in water samples by solid phase extraction and HPLC with UV-
fluorescence detection. Microchem J 107:165–171

Pernthaler J (2013) Freshwater microbial communities. In: Rosenberg E,
DeLong EF, Lory S, Stackebrandt E, Thompson F (eds) The
Prokaryotes, 4th edn. XX, Springer Berlin Heidelberg, pp 97–112

Pomati F, Orlandi C, Clerici M, Luciani F, Zuccato E (2008) Effects and
interactions in an environmentally relevant mixture of pharmaceuti-
cals. Toxicol Sci 102(1):129–137

Proia L, Osorio V, Soley S, Köck-Schulmeyer M, Pérez S, Barceló D,
Romaní AM, Sabater S (2013) Effects of pesticides and pharmaceuti-
cals on biofilms in a highly impacted river. Environ Poll 178:220–228

Quintana JB, Weiss S, Reemtsma T (2005) Pathways and metabolites of
microbial degradation of selected acidic pharmaceutical and their
occurrence in municipal wastewater treated by a membrane biore-
actor. Water Res 39:2654–2664

Radjenovic J, Petrovic M, Barcelo D (2009) Fate and distribution of
pharmaceuticals in wastewater and sewage sludge of the conven-
tional activated sludge (CAS) and advanced membrane bioreactor
(MBR) treatment. Water Res 43:831–841

Radke M, Ulrich H, Wurm C, Kunkel U (2010) Dynamics and attenua-
tion of acidic pharmaceuticals along a river stretch. Environ Sci
Technol 44:2968–2974

Rodarte-Morales AI, Feijoo G, Moreira MT, Lema JM (2012)
Biotransformation of three pharmaceutical active compounds by
the fungus Phanerochaete chrysosporium in a fed batch stirred
reactor under air and oxygen supply. Biodegradation 23(1):145–156

Rosal R, Rodea-Palomares I, Boltes K, Fernández-Piñas F, Leganés F,
Gonzalo S, Petre A (2010) Ecotoxicity assessment of lipid regulators
in water and biologically treated wastewater using three aquatic
organisms. Environ Sci Poll Res 17:135–144

Ruiz-González C, Proia L, Ferrera I, Gasol JM, Sabater S (2013) Effects
of large river dam regulation on bacterioplankton community struc-
ture. FEMS Microbiol Ecol 84(2):316–331

Schlabach M, Dye C, Kaj L, Klausen S, Langford K, Leknes H, Moe
MK, Remberger M, Schøyen M, Thomas K, Vogelsang C (2009)
Environmental screening of selected organic compounds 2008.
Human and hospital-use pharmaceuticals, aquaculture medicines
and personal care products. Norwegian Pollution Control
Authority, SPFO-rapport: 1046/2009, 114 pp. http://www.
miljodirektoratet.no/old/klif/publikasjoner/2508/ta2508.pdf.
Accessed 15 January 2014.

Schweitzer B, Huber I, Amann R, LudwigW, SimonM (2001) α- and β-
Proteobacteria control the consumption and release of amino acids
on lake snow aggregates. Appl Environ Microb 67:632–645

Straub JO, Stewart KM (2007) Deterministic and probabilistic acute-
based environmental risk assessment for naproxen for Western
Europe. Environ Toxicol Chem 26(4):795–806

13478 Environ Sci Pollut Res (2014) 21:13470–13479

http://dx.doi.org/10.1007/s11356-013-2448-5
http://bookshop.europa.eu/it/eu-wide-monitoring-survey-of-polar-persistent-pollutants-in-european-river-waters-pbLBNA23568/
http://bookshop.europa.eu/it/eu-wide-monitoring-survey-of-polar-persistent-pollutants-in-european-river-waters-pbLBNA23568/
http://bookshop.europa.eu/it/eu-wide-monitoring-survey-of-polar-persistent-pollutants-in-european-river-waters-pbLBNA23568/
http://www.miljodirektoratet.no/old/klif/publikasjoner/2508/ta2508.pdf
http://www.miljodirektoratet.no/old/klif/publikasjoner/2508/ta2508.pdf


Tiehm A, Schmidt N, Stieber M, Sacher F, Wolf L, Hoetzl H (2011)
Biodegradation of pharmaceutical compounds and their occurrence
in the Jordan Valley. Water Res Manag 25:1195–1203

Tixier C, Singer HP, Oellers J, Müller SR (2003) Occurrence and fate of
carbamazepine, clofibric acid, diclofenac, ibuprofen, ketoprofen,
and naproxen in surface waters. Environ Sci Technol 37:1061–1068

Topp E, Hendel JG, Lapen DR, Chapman R (2008) Fate of the nonste-
roidal anti-inflammatory drug naproxen in agricultural soil receiving
liquid municipal biosolids. Environ Toxicol Chem 27(10):2005–
2010

Vieno NM, Tuhkanen T, Kronberg L (2005) Seasonal variation in the
occurrence of pharmaceuticals in effluents from a sewage treatment

plant and in the recipient water. Environ Sci Technol 39(21):8220–
8226

Wang S, Gunsch CK (2011) Effects of selected pharmaceutically active
compounds on the ammonia oxidizing bacterium Nitrosomonas
europea. Chemosphere 82:565–572

Westerhoff P, Yoon Y, Snyder S, Wert E (2005) Fate of endocrine-
disruptor, pharmaceutical, and personal care product chemicals dur-
ing simulated drinking water treatment processes. Environ Sci
Technol 39:6649–6663

Ying GG, Kookana RS, Kolpin DW (2009) Occurrence and removal of
pharmaceutically active compounds in sewage treatment plants with
different technologies. J Environ Monit 11:1498–1505

Environ Sci Pollut Res (2014) 21:13470–13479 13479


	Capability of the natural microbial community in a river water ecosystem to degrade the drug naproxen
	Abstract
	Introduction
	Materials and methods
	River water characterization
	Chemicals
	Naproxen degradation experiment in microcosms
	Chemical analysis
	Total cell number, viability, live cell abundance
	Microbial community composition by Fluorescence in situ Hybridization

	Results
	River Tiber water characteristics at the sampling point
	Degradation of naproxen in microcosm experiments
	Live cell abundance
	Microbial community composition

	Discussion
	References


