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g r a p h i c a l a b s t r a c t
� Different substrates were used to
remove endocrine disrupters (EDs)
from waters.

� Activated carbon (AC) retired effi-
ciently EDs from laboratory prepared
waters.

� AC did not show a good performance
in the treatment of effluent samples.

� Zeolite (ZEO) was assayed as a sub-
strate for the removal of EDs.

� ZEO allowed the reduction of andro-
genic activity in actual wastewaters.
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a b s t r a c t

Chemical substances with potential to disrupt endocrine systems have been detected in aquatic envi-
ronments worldwide, making necessary the investigation about water treatments able to inhibit such
potential. The present work aimed to assess the efficiency for removing endocrine disruptors (with es-
trogenic and androgenic activity) of three simple and inexpensive substrates that could be potentially
used in sectors or regions with limited resources: powdered activated carbon (PAC), powdered natural
zeolite (ZEO) (both at a concentration of 500 mg L�1) and natural aquatic humic substances (AHS) (at
30 mg L�1). MilliQ-water and mature water from fish facilities (aquarium water, AW), were artificially
spiked with 17b-estradiol (E2), 17a-ethinylestradiol and dihydrotestosterone. Moreover, effluent samples
from waste water treatment plants (WWTP) were also submitted to the remediation treatments. Es-
trogenic and androgenic activities were assessed with two cell lines permanently transfected with
luciferase as reporter gene under the control of hormone receptors: AR-EcoScreen containing the human
androgen receptor and HER-LUC transfected with the sea bass estrogen receptor. PAC was efficiently
removing the estrogenic and androgenic compounds added to milliQ and AW. However, androgenic
activity detected in WWTP effluents was only reduced after treatment with ZEO. The higher surface area
of PAC could have facilitated the removal of spiked hormones in clean waters. However, it is possible that
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the substances responsible of the hormonal activity in WWTP have adsorbed to micro and nanoparticles
present in suspension that would have been retained with higher efficiency by ZEO that show pores of
several microns in size.

© 2017 Elsevier Ltd. All rights reserved.
1. Introduction

The adverse effects of endocrine disrupting chemicals (EDCs) on
aquatic organisms are well documented, and are a focal point of
current environmental research worldwide (Grover et al., 2011).
EDCs include natural substances such as reproductive hormones
(e.g. estrogens, androgens and progestogens), thyroid hormones,
and corticosteroids (Scholz et al., 2013), as well as a wide range of
chemicals including synthetic hormones, polycyclic aromatic hy-
drocarbons (PAHs), polychlorinated biphenyls (PCBs), dioxins, fu-
rans, alkylphenols, pharmaceuticals, and pesticides (Andersen
et al., 1999; Combalbert et al., 2012).

It is widely accepted that the most prominent source of EDCs
into the aquatic environment is via sewage treatment work efflu-
ents (Grover et al., 2011; Snyder et al., 2007; Stasinakis et al., 2008;
Zhang and Zhou, 2008; Zhou et al., 2009). Residual waters of do-
mestic origin transport a number of natural and artificial hormones
(Ternes et al., 1999; Baronti et al., 2000; Ying et al., 2002) that are
not completely removed by conventional treatment processes
(D’Ascenzo et al., 2003; Auriol et al., 2006) reaching surface waters
and affecting organisms present there, including fish. According to
Dias et al. (2015) such a problem is more acute in developing
countries due to the lack of appropriate treatment of waste waters.

Many advanced treatment technologies have been tested for
their efficiency in further removing EDCs following secondary
treatment (Grover et al., 2011). These include photodegradation
(Zhang et al., 2007), chemical oxidation (Jiang et al., 2005), mem-
brane filtration, or activated carbon (AC) adsorption (Choi et al.,
2005; Snyder et al., 2007). When evaluating a range of adsor-
bents for EDCs, AC was found to be the most effective (Zhang and
Zhou, 2005). Furthermore, AC (both powdered and granular) is
effective not only for estrogenic compounds (Yoon et al., 2003; Choi
et al., 2005; Zhang and Zhou, 2005; Redding et al., 2009), but also
for many other types of organic pollutants, e.g. pharmaceuticals
(Snyder et al., 2007). Hence it is widely promoted as a standard
tertiary treatment for EDCs and other emerging pollutants. How-
ever, AC presents some disadvantages, such as the high cost of the
disposal of contaminated sewage sludge. Therefore, inorganic ad-
sorbents (e.g. zeolite) with high surface specific areas have been
used as alternatives to AC (Ali and Gupta, 2006; Tsai et al., 2009).

The use of zeolites as adsorbent treatment are gaining popu-
larity due to the low-cost and availability of raw material (i.e. fly
ash) and also due to the presence of well-defined molecular and
porous structure, high thermal stability, ion selectivity, ion ex-
change capacity, and high surface specific area (Koshy and Singh,
2016). Nevertheless, the major scientific studies in this field focus
primarily on treatment of heavy metals (Petrus andWarchoł, 2005;
Nascimento et al., 2009), leaving open the issue of its efficiency
with respect to organic molecules like most EDCs.

Once in water systems, organic molecules, including EDCs, can
dissolve but they will also interact with other substances or with
particles in suspension. Aquatic humic substances (AHS) constitute
the most important class of complexation agents present in the
natural aquatic environment and they play a key role in the
transport and behavior of EDCs (Sun et al., 2007). In a study con-
ducted by Botero et al. (2011), it was observed that the availability
of endocrine disruptors can be directly influenced by the presence
of humic substances in aquatic systems. Therefore, studies about
the interaction between AHS and endocrine disruptors are vital for
a better understanding of the transport and availability of EDCs in
the environment.

Taking all this into account, the main goal of the present work
was to assess the efficiency of three simple and inexpensive
treatments to remove estrogenic and androgenic activities from
waste waters. Polluted waters (prepared in the laboratory or
collected in the field) were allowed to interact with different sub-
strates (powdered activated carbon e PAC, powdered natural
zeolite e ZEO, and AHS) that could potentially be used in sectors or
regions with limited resources. In vitro assays based on the use of
cells stably transfectedwith hormonal receptors and reporter genes
have been used to determine these hormonal activities in water
before and after treatment. These assays can serve as a rapid,
sensitive and relatively inexpensive integrative screening method
to evaluate estrogenic and androgenic activities in Waste Water
Treatment Plant (WWTP) effluents and receiving water courses
(Jaro�sov�a et al., 2014).

2. Material and methods

2.1. Chemicals

17ß-estradiol (E2� 98% purity), 17a-ethinylestradiol (EE2� 98%
purity), dihydrotestosterone (DHT � 98% purity), ethylene diamine
tetraacetic acid (EDTA), sodium dodecyl sulfate (SDS) andmethanol
(�99.9% purity) were purchased from Sigma-Aldrich (Madrid,
Spain). Fetal bovine serum (FBS), penicillinestreptomycin
(10,000 U mL�1), hygromycin, trypsineEDTA, geneticin, ultraglut-
amine, and cell culture Dulbecco’s minimal essential medium
(DMEM)were obtained from Lonza (Barcelona, Spain). Coenzyme A
hydrate (CoA) and luciferin were purchased from Sigma-Aldrich.
Phenol red-free DMEM was from Pan-Biotech (Zaragoza, Spain).
The stock solutions of E2, EE2, and DHT were prepared in dimethyl
sulfoxide (DMSO) from Sigma-Aldrich.

2.2. Water samples

In this study three different kinds of water samples were used;
milliQ-water; mature aquariumwater (AW) collected from the INIA
animal facilities housing different fish species (rainbow trout,
Oncorhynchus mykiss, gold-fish, Carassius auratus); and lastly waste
water treatment plant (WWTP) effluents. MilliQ-water and AW
were spiked with E2 or EE2 at 100 mM, or with DHT at 500 nM in
order to observe the efficiency of the treatments to remove these
substances. The applied concentrations of hormones were those
that allowed an appropriate detection by the transfected cells used
in this work that exhibited different sensitivities. WWTP effluent
waters were collected in August 2015 from four WWTP processing
waste water from different areas of Madrid city. Water was
collected in 1 L amber glass bottles, and transported immediately to
the laboratory. Once in the laboratory, water samples were filtered
through filter paper and stored at 4 �C. Extraction for the initial
assessment of endocrine activity or application of treatments (see
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below) for removing such activity were performed within 48 h in
order to avoid any degradation.

2.3. Adsorption treatments

Water samples were treated with three different substrates. One
PAC of mineral origin (Synth, Brazil) that was applied to waters at
500 mg L�1. This AC has been characterized previously (de Costa
et al., 2015) and exhibits a BET surface area of 542 m2 g�1. AHS
previously extracted from the Brazilian Iguape and Itapanhaú rivers
were used at 30 mg L�1. Finally, a clinoptilolite ZEO (from Celta
Brasil, Cotia, Brazil) that was added to waters at 500 mg L�1. For
treatment, each adsorbent was added to different water samples
(milliQ or AW contaminated in laboratory with E2, EE2, or WWTP
samples) and maintained for 2 h in constant agitation and light
deprivation. Before extracting EDCs from waters the substrates
were retired. In the case of PAC and AHS waters were filtered
through simple laboratory filter paper. ZEO was retired by centri-
fugation for 10 min at 1250 g using a Gyrozen 1248R centrifuge
(Gyrozen, Korea).

2.4. Extraction of EDCs from water

Endocrine disrupting chemicals present in waters were extrac-
ted by solid-phase extraction (SPE) following a methodology
already described (Valdehita et al., 2014). These extracts were ob-
tained from original MilliQ, AW, and WWTP effluents, from MilliQ
waters and AW to which hormones were added, and from all these
waters after application of treatments for the removal of endocrine
activities. Briefly, the pH of all samples were adjusted to pH 8 with
NaOH. Thereafter, SPE commercial Oasis HLB cartridges from Wa-
ters (Mildford, MA, USA) were preconditioned with 6 mL of
methanol and 5 mL of HPLC-grade deionized water (pH 8) at a flow
rate of 1 mL min�1. After the conditioning step, 100 mL of water
passed through the cartridges at a flow rate of 10 mL min�1.
Thereafter the cartridges were rinsed with 5 mL of deionized water
pH 8 and dried under an air stream to remove the excess of water.
Finally, the retained analytes were eluted with 2 � 4 mL of meth-
anol at 1 mL min�1. The extracts were evaporated until dryness
using a vacuum dry system (miVac Duo concentrator, Genevac,
Spain). The samples were then reconstituted with 300 mL of
methanol and stored at �20 �C until analysis in the in vitro assays
(maximal 24 h thereafter). Recovery tests were designed to eval-
uate the efficiency of the extraction method. For that, 300 mL of a
solution of 100 mM E2, 100 mM EE2, and 500 nM DHT in methanol
was added to 100 mL of water samples (milliQ, AW, and WWTP
water) allowing the interaction of the hormones with thematrix for
30 min, and extracted as above. The resulting extracts were named
waterþE2, waterþEE2 or waterþDHT.

2.5. Cell culture and exposure to water extracts

The AR-EcoScreen cell line served to assess the androgenic ac-
tivity in water extracts. This cell line was obtained from the Japa-
nese Collection of Research Bioresources Cell Bank. The cells are
derived from a Chinese hamster ovary cell line and are stably
transfected with a plasmid containing an androgen receptor
response element (derived from the rat prostate C3 gene) fused to a
luciferase gene, along with a plasmid encoding the androgen re-
ceptor cDNA sequence (Kojima et al., 2003). AR-EcoScreen cells
were maintained in DMEM/F-12 supplemented with 10% FBS,
penicillin (100 U mL�1), streptomycin (100 U ml�1), hygromycin
(25 mg mL�1), and zeocin (50 mg mL�1). HER-LUC cells derived from
HEK-293 stably expressing sbEra and luciferase as reporter gene
(Muriach et al., 2008) served to assess estrogenic activity. This cell
line was maintained in DMEM supplemented with 10% FBS, 1%
antibiotic mixture (penicillin/streptomycine) and 2% ultraglut-
amine. Both cell lines were grown in 75-cm2 flasks under a 5% CO2
humidified atmosphere at 37 �C. Cells were split weekly after
detaching them with 0.5% trypsin:0.02% EDTA. Before exposure to
water extracts cells were plated in 96-well microtiter plates using
100 mL of cell suspension per well at a concentration of 105 cells
mL�1 (AR-EcoScreen) or 2.5 � 105 cellsmL�1 (HER-LUC). The cells
were maintained in incubation for 24 h at 37 �C and 5% CO2
allowing them to attach to the bottom of the wells. Thereafter,
culture medium was substituted with new cell culture medium
containing water extracts and cells were incubated for 24 h. To
calculate the total water concentrations to which cells were
exposed to, the total water volume used in the extraction process
was referred to the volume of cell culture medium used in the
exposure experiments (100 mL). The water concentrations used in
the exposure experiments ranged from 0.013 to 3.3 mL of watermL�1

medium (i.e. since each well received 100 mL medium, it can be
assumed that cells were effectively exposed to amounts of water
ranging from 1.3 to 330 mL). Positive (1 mM E2, 1 mM EE2 or 5 nM
DHT) and negative (methanol 1%) controls (PC, NC, respectively)
were included. Controls and each sample concentration were
assayed in triplicate in each plate.

2.6. Screening of estrogenic and androgenic activities

After 24 h treatment, cell viability was determined by
measuring the cellular metabolic activity bymeans of the resazurin
method (O’Brien et al., 2000). Given that resazurin does not inter-
fere with the luminescence assay, cell viability assays were per-
formed prior to luciferase assays in the same plate (Valdehita et al.,
2014). 5 mL of the resazurin dye solution (ToxKit8, Sigma-Aldrich,
Madrid, Spain) was added to each well, and plates were incu-
bated at 37 �C and 5% CO2 for 90 min. Fluorescence was then read
with a Microplate-Reader (Tecan Genios Pro, M€annedorf,
Switzerland) using 530 nm and 590 nm as excitation and emission
wavelengths, respectively. As a positive control of cytotoxicity,
1 mM SDS was included. Luciferase activity was then measured
using appropriate substrates, as previously described by Quesada-
García et al. (2012). Bioluminescence was measured in the culture
plates using a luminometer (Tecan Genios Pro, M€annedorf,
Switzerland).

2.7. Data analysis

The results are presented as mean ± standard error of the mean
(SEM) of three independent experiments. Each experiment con-
sisted in the application of adsorbents to water samples. Three
independent extracts were obtained from water samples of these
experiments and analyzed using the in vitro approaches as previ-
ously explained. Results of the reporter gene assay are expressed as
percentage of the maximal luciferase response induced by the PCs.
Luminiscence data were treated as explained in the OECD TG 458
(OECD, 2016). The luminescence value (luminescence counts per
second, LCPS) generated by the control wells that received only
vehicle (methanol) was subtracted from the luminescence outputs
from PCs and experimental samples. The estimation of the con-
centrationeresponse function and the calculation of the EC50
(effective concentration 50, i.e. the concentration causing 50% of
the maximal effect) were done by fitting the luminescence results
to a regression equation for a four parameter logistic sigmoidal
curve: y ¼ max/[1 þ (x/EC50) b] þmin, (where max is the maximal
response observed, b is the slope of the curve, and min is the
minimal response) using GraphPad Prism version 5 (GraphPad
Software, San Diego, CA, USA). In order to assess the efficiency of
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Fig. 1. Luminescence induced by serial concentrations of hormones and by the extracts
of waters (milliQ and AW) spiked with the corresponding hormones. (A) E2 and ex-
tracts of waters spiked with E2. (B) EE2 and extracts of waters spiked with EE2. (C) DHT
and waters spiked with DHT. Values are mean ± SEM (n ¼ 3).
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the extraction in the spiking experiments, the signal generated by
the EC50 of the pure hormone was compared with this generated
by the same concentration after extraction from the matrix. The
results are expressed as percentage of the signal generated of the
hormone EC50. Hormone equivalents (DHT-Eq) for WWTP sample
extract were calculated for each dilution of the extract by inter-
polating the corresponding luminescence output (light counts per
second) values in the appropriate curve. Final DHT-Eqs in WWTP
were calculated as the mean of DHT-Eqs detected in the different
dilutions of the sample.

3. Results

3.1. Evaluation of the efficiency of steroids extraction from different
water types by means of the reporter gene assays

Data of hormonal (estrogenic and androgenic) activity of ex-
tracts obtained frommilliQ and aquaria waters spiked with E2, EE2,
or DHT are shown in Fig. 1 and in Table 1. The comparison of the
induction of estrogenicity caused by these extracts with the es-
trogenic activity induced by E2 allowed us to assess the efficiency of
the hormone extraction. The potency of the estrogenic response
induced by extracts from milliQ and AW spiked with E2 (Fig. 1A,
Table 1) was close to that produced by pure E2. Since the dose
response curves were parallel we can assess the extraction effi-
ciency by comparing the amplitude of the curve for the highest
concentration of hormone used. It is observed that efficiency of
extractionwas also close to 100% for milliQ and AW respectively. As
expected, EE2 presented the same recovery behavior, with EC50
values of the EE2 spiked water extracts similar to EC50 of the pure
EE2 (Fig. 1B, Table 1). In the AR-EcoScreen cell line, extracts of
waters (milliQ and AW) spiked with DHT induced a response
dependent on the applied dose. The highest difference between the
EC50 of DHT and these of water extracts corresponded to AW, that
was three times that of the former (Table 1). The efficiency of the
extraction was maximal in all cases (Fig. 1C, Table 1).

3.2. Evaluation of the efficiency of PAC, AHS and ZEO treatments on
the steroids removal from waters

The efficiency of the three substrates to remove estrogenic and
androgenic activities was assessed in the first place by applying
them to milliQ and AW spiked with E2, EE2, or DHT. Results are
shown in Fig. 2 and Table 2. Only PAC was able to remove almost
completely the hormonal activities with water, leading to increases
in the values of EC50. The amplitude of the curves for the maximal
concentrations of the hormones was compared to estimate in the
worst case scenario the percentage of removal that varied for es-
trogenic activities between 86.4% (for milliQ waters spiked with
EE2) and 99.8% (for AW spiked with E2), and for androgenic ac-
tivities between 67.7% (for milliQ water spikedwith DHT) and 92.1%
(for AW spiked with DHT). However, low removal efficiencies were
observed for the other treatments, thus invalidating its application
as a complementary water treatment under the established
conditions.

3.3. Estrogenic and androgenic activity in water samples from
WWTP

In addition to the laboratory treatments described before, the
capacity of the different substrates to remove hormonal activities
was assessed in real WWTP effluent samples. From the four WWTP
effluents collected, two of them showed androgenic activities but
no estrogenic activity was observed. Since our interest was in
evaluating the capacity of removal of hormone activities by the
substrates, and taking into account the structural similarities be-
tween androgens and estrogens, we decided to continue concen-
trating our efforts on androgen activities assuming that the
obtained results could be applicable in general to estrogenicity and
androgenicity.

First of all, WWTP waters not showing any androgenic activity



Table 1
Potency (EC50) and recovery percentage of pure E2, EE2 and DHT and of extracts of
waters spiked with these hormones. Values represent the mean ± SEM (n ¼ 3).

Estrogenicity (HER-
LUC)

Androgenicity (AR-
EcoScreen)

EC50 (mM) % Recovery EC50 (nM) % Recovery

E2 pure 0.065 100 DHT pure 0.087 100
MilliQþE2 0.121 97.5 MilliQþDHT 0.127 96.1
AWþE2 0.086 92.3 AWþDHT 0.254 119.9

EE2 pure 0.023 100
MilliQþEE2 0.048 90.2
AWþEE2 0.032 107.7
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Fig. 2. Effect of the treatment with PAC (500 mg L�1), AHS (30 mg L�1) and ZEO (500 mg
applied to MilliQ water. (B) E2 applied to aquariumwater (AW). (C) 17a-ethinylestradiol (EE2
to MilliQ water. (F) DHT applied to AW. Values represent the mean ± SEM (n ¼ 3).
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were spiked with DHT and subjected to the extraction process as
described. Results are shown in Fig. 3A. The EC50 of the spiked
water extracts was approximately twice (EC50 ¼ 0.170 nM) this of
the pure DHT (EC50 ¼ 0.087 nM). The efficiency of the extraction
was maximal when comparing the amplitude of the curves for the
maximal concentration of DHT. Therefore, we considered that the
extraction androgenic activity from WWPT effluents was appro-
priate to assess the efficiency of the treatments.

Androgenic activity in WWTP water effluents (designated as
WWTPA and B) before application of treatments appears in Fig. 3B.
Here we show the maximal androgenic activity observed at the
maximal concentration of effluent in medium (3.3 mL effluent
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Table 2
EC50 and recovery percentage calculated for extracts obtained from waters spiked with E2, EE2 and DHT and treated with PAC (500 mgL�1), AHS (40 mg L�1) and ZEO
(500 mg L�1). Values represent the mean ± SEM (n ¼ 3).

Estrogenicity (HER-LUC) Androgenicity (AR-EcoScreen)

EC50 (mM) Recovery (%) Removal efficiency (%) EC50 (nM) Recovery (%) Removal efficiency (%)

MilliQþE2 0.121 100 MilliQþDHT 0.127 100
MilliQþE2þPAC 0.595 2.9 97.0 MilliQþDHTþPAC e 32.3 67.7
MilliQþE2þAHS 0.082 97.8 2.1 MilliQþDHTþAHS 0.073 117.1 e

MilliQþE2þZEO 0.083 120.0 e MilliQþDHTþZEO 0.185 119.9 e

AWþE2 0.086 100 AWþDHT 0.254 100
AWþE2þPAC e 0.1 99.8 AWþDHTþPAC e 7.9 92.1
AWþE2þAHS 0.088 133.5 e AWþDHTþAHS 0.224 70.8 29.1
AWþE2þZEO 0.072 125.4 e AWþDHTþZEO 0.329 72.8 27.1

MilliQþEE2 0.048 100
MilliQþEE2þPAC 0.436 13.5 86.4
MilliQþEE2þAHS 0.020 103.0 e

MilliQþEE2þZEO 0.059 119.5 e

AWþEE2 0,032 100
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AWþEE2þAHS 0.039 93.3 6.6
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Fig. 3. (A) Luminiscence induced by dihydrotestosterone (DHT) and by extracts of
WWTP water not showing originally any androgenic activity spiked with DHT. (B)
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mL�1 medium) expressed as DHT-Eq (Table 3).
The efficacy of the three treatments for reducing the androgenic

activity present in two waste water samples is shown in Fig. 4 and
Table 3. In contrast to the results obtained from water samples
spiked in laboratory, the removal efficiency of PAC was only 12.3%
and 6.9% for WWTP A and B, respectively. However, satisfactory
results were revealed by treatment with ZEO showing relevant
removal efficiencies of 60% and 48.9% for WWTP A and B, respec-
tively (Table 3).

4. Discussion and conclusion

Several approaches exist to monitor the presence of EDCs in
surface waters. Traditional assessment of water contamination has
been based on chemicals analyses, identifying and quantifying in-
dividual compounds, but this approach has some limitations
(Caldwell et al., 2012), related with the fact that chemical analyses
are not able to evidence the presence of chemicals below the limit
of detection neither to reflect the interactions (antagonistic,
agonistic, additive) among the plethora of substances present in
environmental samples (Valdehita et al., 2016). Therefore, the
exclusive use of chemical analyses in evaluating the global toxicity
or hormonal activity of environmental samples can lead to impor-
tant misinterpretation of the results. Bioassays, particularly those
based on in vitro techniques, such as those applied here, have the
enormous advantage of assessing global endocrine activity, thus
any contribution from any substance, even if present at trace levels,
Table 3
DHT-Eq present in WWTP A and B effluents, before and after treatment with PAC,
AHS and ZEO. Values are mean ± SEM (n ¼ 3).

Androgenicity (AR-EcoScreen)

DHT-Eq (ng/mL) Removal efficiency (%)

WWTP A 0.040
WWTP AþPAC 0.035 12.3
WWTP AþAHS 0.043 e

WWTP AþZEO 0.016 60

WWTP B 0.014 e

WWTP BþPAC 0.013 6.9
WWTP BþAHS 0.015 e

WWTP BþZEO 0.007 48.9
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Fig. 4. Androgenicity induced by the original extracts of two WWTP (WWTP A and B)
effluents and by extracts of the same waters after treatment with PAC (500 mg L�1),
AHS (40 mg L�1), and ZEO (500 mg L�1). Values are mean ± SEM (n ¼ 3).
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is recognized, and all the interactions are reflected in the final
readout (Valdehita et al., 2014 and Valdehita et al., 2016). In the
present work, in vitro approaches based on the use of cell lines
stably transfected with the genes of interest and with reporter
genes were used to detect estrogenic and androgenic activities and,
hence, to evaluate the removal efficiency of hormonal activities by
PAC, AHS and ZEO treatments.

According to Chang et al. (2009) the on-going EDCs research
trends can be classified into three major categories, such as the
identification and determination of the effects of EDCs, the devel-
opment and improvement of analytical methods, and the applica-
tion andmodification of water treatment options for the removal of
EDCs. In this sense, the investigation to find simple and inexpensive
treatments that could be potentially applied in sectors or regions
with limited resources should be further encouraged.
It has been reported that PAC is able to remove through
adsorption processes a number of EDCs, including E1, E2, EE2, E3
and bisphenol A (Joseph et al., 2013; Schenck et al., 2012;
Westerhoff et al., 2005; Yoon et al., 2003). In the past few years,
many researchers have demonstrated that AC also has a strong
capability of removing a broad range of representative EDCs for
artificial and real waste water in the laboratory and pilot and full-
scale plants (Choi et al., 2005; Fukuhara et al., 2006; Tsai et al.,
2006; Snyder et al., 2007). In this paper, the significant PAC
removal efficiency of endocrine disruptors (E2, EE2 and DHT) from
different types of waters artificially contaminated was also
confirmed. However, the same treatment did not show the same
effectiveness when applied to actual WWTP effluent samples, in
which PAC treatment only provoked a slight decrease in androgenic
activity as measured by in vitro bioassays. However, in accordance
with Conley et al. (2016), the adsorption efficiency can vary widely
depending on a number of parameters including water quality.
Endocrine activity detected in effluents cannot be assigned to a
single hormone (as it was the case in the clean waters use in the
present work) but to a number of substances that show additive,
agonistic and antagonistic interactions. Normally, these hormones
exhibit some hydrophobicity and tend to interact with particles in
suspension (Aris et al., 2014) and to accumulate in sediments. It is
highly possible that effluents used here had a high number of micro
and nanoparticles that sequestered the substances with hormonal
activity avoiding their accommodation in PAC porous. In addition to
this, other chemicals present in waste waters could also have
interacted with the endocrine active substances contributing to
their inability to enter the carbon pores.

Strikingly, natural ZEO that showed a limited efficacy in
removing endocrine activities from artificially contaminated wa-
ters, were able to provoke an important reduction of androgenic
activity in WWTP effluents. Commercial zeolites with different
surface and pore properties have been increasingly studied for the
adsorption of dissolved pollutants in water and/or waste water
(Metes et al., 2004). However, such kind of applications have
concentrated so far on the removal of metals (Koshy and Singh,
2016) and dyes (Tsai et al., 2009). To the extent of our knowledge,
this is the first report on its effectiveness in reducing endocrine
disruption in waste waters. ZEO exhibited a higher efficacy than
PAC in removing hormonal activities from effluents. As indicated
previously, it is possible that substances with endocrine activity
could be complexedwithmicroparticles present inwastewater and
that these particles were retained by ZEO.

Regarding the possible complexation of endocrine disruptors
with AHS, previously demonstrated by Botero et al. (2011), in the
present work this substrate did not show any influence on the
reduction of estrogenic or androgenic activities. Instead, a maxi-
mization effect on estrogenic activity was observed for a few tests.
The possibility that humic substances can act or enhance endocrine
disruption activity was also reported in other studies (Ren et al.,
2016; Silva et al., 2016).

In conclusion, we have observed a good efficiency of PAC in the
removal of specific hormones from different kinds of waters arti-
ficially contaminated, a fact that did not ensure its good perfor-
mance in the treatment of actual effluent samples. ZEO was
investigated for the first time as a possible treatment for the
removal of EDCs, and although it had a limited efficiency in the
removal of E2, EE2, and DHT added to waters, however it has
achieved significant reduction of androgenic activity in actual
waste waters. AHS did not show to be effective in any of the tests.
Probably, real effluents contain a plethora of substances withmixed
molecular structures that will interact among them preventing or
favoring the retention of endocrine active substances by the
matrices used in this study. The possibility that the complexation of
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hormones with other molecules could prevent an appropriate ac-
tivity of the applied treatments must also be explored.
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