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Abstract: A 173-estradiol (E2)-degrading bacterium E2S was isolated from the activated sludge
in a sewage treatment plant (STP). The morphology, biological characteristics, and 16S ribosomal
RNA (rRNA) gene sequence of strain E2S indicated that it belonged to the genus Novosphingobium.
The optimal degrading conditions were 30 °C and pH 7.0. The ideal inoculum volume was 5%
(v/v), and a 20-mL degradation system was sufficient to support the removal ability of strain E2S.
The addition of extra NaCl to the system did not benefit the E2 degradation in batch culture by
this strain. Strain E2S exhibited high degradation efficiency with initial substrate concentrations of
10-50 mg-L~!. For example, in mineral salt medium containing 50 mg-L~! of E2, the degradation
efficiency was 63.29% after seven days. In cow manure samples supplemented with 50 mg-L~! of E2,
strain E2S exhibited 66.40% degradation efficiency after seven days. The finding of the E2-degrading
strain E25 provided a promising method for removing E2 from livestock manure in order to reduce
the potential environmental risks of E2.
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1. Introduction

Estrogens, which are important endocrine-disrupting compounds (EDCs), can be divided into two
major groups: natural estrogens, such as estrone (E1), 17(3-estradiol (E2), and estriol (E3), and synthetic
estrogens, such as ethinyloestradiol (EE2) and diethylstilbestrol (DES) [1]. Like many other natural
estrogens, E2 can affect aquatic fauna, even at extremely low concentrations [2,3]. Male fish suffer
from feminization when exposed to ambient aquatic E2 at concentrations of 1-10 ng-L~! [4]; even
in the presence of E2 concentrations of 0.1-1 ng-L~!, reproductive disorders have been observed [5].
Moreover, E2 can accumulate through the food chain and can cause adverse health effects in
humans [4]. E2 contributes to sexual disruption due to its high estrogenic activity and its recalcitrance
to decomposition in the environment. As a result, it has attracted increasing public attention in recent
decades [6,7].

Human and livestock excretions are the major sources of natural estrogens [8]. Liu et al. [9]
investigated two adult males, 133 premenopausal women, and 30 pregnant women, and found that
they excreted 1.5,4.71, and 347 pg-day ! of E2 per person via urine, respectively. Human excretion is
often treated in municipal wastewater treatment plants (WWTPs), and WWTP effluent contains very
low concentrations of E2 with inactive polar conjugates; however, bacterial enzymes in WWTPs can
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still convert E2 into its active form. Thus, estrogenic activity is frequently detected in the terminal
effluent and it can cause negative effects [3,10,11]. To address this issue, efficient methods of removing
E2 from effluent have been employed to prevent the negative effects of E2 pollution in aquatic biota.
In contrast, the removal of E2 from livestock manure is presently a worldwide concern.

Livestock manure can act as a larger source of E2 than human excretion due to the lower standards
for livestock manure disposal into the environment. Liu et al. [12] reported the sources of estrogens in
Shanghai, China, including WWTPs, wastewater discharge from livestock farms, untreated or simply
digested sewage from rural households, and run-off from farmland with livestock manure applied
and irrigated with livestock wastewater. They found that 56.8 g-day ! of estrogens (in E2 equivalents)
were discharged by livestock, nearly twice that excreted by humans (35.2 g-day~—!). Similar research in
the United States revealed that 10-30 kg-day ! of E2 was produced by dairy and swine [13], which
was far higher than the amount excreted by humans. These studies show that E2 in livestock manure
is a global concern that must be addressed.

Numerous approaches have been assessed for their ability to decrease estrogenic activity and
residual E2 concentrations in the environment, including photocatalytic degradation, adsorption
techniques, and biodegradation or biotransformation [14]. For example, Whidbey et al. [15] attempted
to eliminate E2 via photocatalysis; however, the residual photodegradation products still retained
estrogenic activity in water. Patrick et al. [16] assessed the efficiency of E2 phototransformation,
and achieved a quantum yield of 0.06 under irradiation at 254 nm in an aqueous solution; they
argued that photodegradation was an effective chemical technology for reducing E2 pollution. Several
studies on adsorption technology found that negligible amounts of estrogens were removed [17-19].
Fukuhara et al. [20] tested the efficacy of activated carbon (AC) in adsorbing E2, and achieved an
equilibrium E2 concentration of less than 1 mg-L~! in pure water with initial E2 concentrations of
1.3-67.6 mg-L~!. Despite these physiochemical techniques, more cost-effective and environmentally
friendly techniques are still wanted to address E2 pollution.

Biodegradation is an optimal option for removing E2 pollution. Waste composting is widely
used to treat livestock manure. Zheng et al. [21] observed 80% degradation efficiency for both E1
and E2 after composting dairy cow waste for three months. Suzuki et al. [22] combined livestock
waste composting with methane fermentation to remove E2 from digestion liquid, and were able to
achieve terminal E2 concentrations of 0.002~0.011 ug-L~!. These investigations inspired our search
for functional strains that could directly degrade E2. Isolating functional strains that can mineralize
estrogens directly may be useful in increasing the degradation efficiency of natural estrogens. Some
estrogen-degrading strains have been reported in the last few decades [23-27]. However, only a few
documented E2-degrading bacteria have been tested for their ability to remove E2 from cow manure,
and isolation of more strains with high E2-degrading ability is still needed.

The aim of this study was to isolate the E2-degrading strain from the estrogen-polluted
environment, and to evaluate the degradation efficiency of E2 by the functional strain in batch culture
and cow manure. As previously reported [14,28], activated sludge was a most probable source material
for estrogen-degrading bacteria. An E2-degrading strain E2S was isolated from the activated sludge
that was collected from a domestic sewage treatment plant (STP). Experiments were then performed to
test the E2-degradation capacity and environmental adaptability of strain E2S in batch culture, as well
as its E2-degradation efficiency in cow manure. The results of this study not only enrich the pool
of E2-degrading genes, but also provide a basis for using E2-degrading strain in realistic livestock
manures to remove E2, and contribute to efforts to decrease the environmental risks of E2.

2. Materials and Methods

2.1. Chemicals and Growth Media

E2 (C1gH240,; >98% purity) was purchased from Sigma-Aldrich (St. Louis, MO, USA).
Its molecular weight, solubility in water, octanol-water partition coefficient, and vapor pressure were
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272.38 g'mol !, 5.4-13.3 mg-L~!, log Kow 3.8-4.0, and 3 x 108 kPa, respectively. High-performance
liquid chromatography (HPLC)-grade pure methanol and acetonitrile were purchased from TEDIA
(Fairfield, OH, USA). A highly concentrated stock solution of E2 (1000 mg-L~!) was prepared
in methanol.

The mineral salt medium (MSM) (pH 7.0 & 0.2) [29] was composed of 1.50 g (NH4)2504, 0.50 g
KH;,POy4, 1.91 g K;HPO4-3H,0, 0.5 g NaCl, 0.20 g MgSO,4-7HO, and 1 mL trace element solutionin1 L
ultra-pure water (UP, 18.25 MQ-cm). The trace element solution contained 0.015 g-L~! CuSOy4-5H,0,
0.10 g-.L~! CoCl,-6H,0, 0.05 g-L~! ZnCl,, 0.01 g-L~! NiCl,-6H,0, 0.425 g-L~! MnCl,-4H,0, and
0.01 g~L’1 NayMoOy-2H;0. The estrogen mineral salt medium (EMM, pH 7.0 £ 0.2) was composed of
MSM supplemented with E2 at the test concentrations. To create the liquid EMM, E2 was transferred
with the designated concentrations into sterile flasks, the methanol was allowed to volatilize, and then
the MSM was added. For the solid EMM plates, E2 was mixed with the melting MSM, the medium was
poured into plates, and a stream of sterile air was used to volatilize the methanol. The Luria—Bertani
medium (LB, pH 7.0 & 0.2) [30] contained 10.0 g tryptone, 5.0 g yeast extract, and 10.0 g NaClin 1 L
of UP water. The Mueller-Hinton medium (M-H, pH 7.3 & 0.1) [31] was composed of 300.0 g of beef
dehydrated infusion, 17.5 g casein hydrolysate, and 1.5 g starch in 1 L of UP water. Solid medium
plates were prepared by adding 18 g-L~! of agar to the liquid media.

2.2. Enrichment and Isolation of E2-Degrading Strains

For the enrichment procedure, 100 mg-L~! E2 was added into 100 mL of liquid EMM in a 250-mL
Erlenmeyer flask before inoculating with 5% (w/v) of activated sludge sample, and the mixture was
cultured in a reciprocal shaker at 30 °C and 150 r-min~!. Five percent (v/v) of this mixture was
transferred into fresh liquid EMM containing 100 mg-L~! E2 every seven days, and this process was
repeated four times. Residual E2 concentrations in the enrichment solutions were measured by HPLC
with ultraviolet light (UV) detection (Shimadzu LC-20AT, Tokyo, Japan).

Next, 1 mL of the enrichment culture that exhibited obvious E2 removal was transferred into
sterilized tubes containing sterile water to prepare serial 10-fold dilutions. One hundred microliters of
samples diluted by factors of 102 to 10~ were plated on separate EMM plates containing 100 mg-L !
of E2 and cultivated at 30 °C for seven days. Morphologically distinct colonies were selected for
purification by repeated streaking until a single colony was obtained.

Then, the possible single colony underwent secondary screening. Each purified single colony
was amplified by culturing it in liquid LB medium in a rotary shaker at 30 °C and 150 r-min~! for
24 h to prepare the cell suspension. The cell suspension was centrifuged at 8000 r-min~! for 4 min,
and the pellet containing bacteria was then collected, washed twice, and re-suspended in sterile MSM,
which was adjusted to an optical density at 600 nm of 1.0.

The degradation system comprised 5% (v/v) cell suspension in 20 mL of EMM containing
100 mg-L~! of E2 in 50-mL Erlenmeyer flasks. The mixture was cultivated in the rotary shaker
at 30 °C and 150 r-min~! for seven days. Residual E2 concentrations were detected with HPLC/UV.
All experiments were performed in triplicate.

2.3. Identification of Strain E2S

The cell morphology of strain E2S was observed by a Hitachi transmission electron microscope
system (x8000, Zoom-1 HC-1 80 kV). The physiological and biochemical characteristics were
determined according to the bacterial identification manual [32]. Gram reaction, glucose fermentation
test, starch hydrolysis test, gelatin hydrolysis test, nitrate reductase, phenylalanine deaminase,
citrate utilization, methyl red test, Voges-Prokauer test, indol test, H,S production, and catalase
test were carried out. For the 165 rRNA gene sequence analysis, the genomic DNA of strain
E2S was extracted by using a DNA Extraction Kit (Tiangen Biotech, Beijing, China). Universal
bacterial primers [33] 27 forward (F) (5-AGAGTTTGATCCTGGCTCAG-3') and 1492 reverse (R)
(5'-TACCTTGTTACGACTT-3') were used to amplify the 16S rRNA gene via PCR under the following
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conditions: 94 °C for 4 min, 35 cycles of 60 s at 94 °C, 60 s at 53 °C, 100 s at 72 °C, and a
terminal step at 72 °C for 10 min, followed by 4 °C for 10 min [34]. The amplification products
were sequenced by Nanjing GenScript Biotechnology Company (Nanjing, China) [29]. The partial
nucleotide 16S rRNA gene sequence of E2S was compared with sequences in the EzTaxon Database
(http:/ /www.ezbiocloud.net/taxonomy). The neighbor-joining method was processed to construct a
phylogenetic tree based on evolutionary distances in MEGA 6.0 (Tempe, AZ, USA), and an analysis of
1000 bootstrap sets was performed to evaluate the tree topology.

2.4. Minimum Inhibitory Concentrations of Strain E2S

The minimum inhibitory concentrations (MICs) of four antibiotics in strain E2S were investigated
using the agar dilution method, which was standardized by the Clinical and Laboratory Standards
Institute (CLSI) [31]. Erythromycin (EM), oxytetracycline (OTC), tetracycline (TC), and penicillin
(P) as four representative veterinary antibiotics at concentrations of 0.25-128 pg-mL~! were
experimented [35]. Strain E2S was inoculated on M-H agar plates and incubated at 30 °C for 48 h,
and the cell growth situation was recognized.

2.5. Degradation of E2 by Strain E2S in Culture Solution

To investigate the degradation dynamics of E2 and the growth curve of strain E2S, the degradation
efficiency of E2 (as the percentage of the initial concentration) and corresponding cell counts were
assessed on a daily basis for seven days. Using timed sampling and the dilution counting method,
the degradation efficiency of E2 and cell counts were calculated, respectively. The operational
conditions were the same as those used in the secondary screening process.

The effects of different environmental conditions on E2 degradation by strain E2S were
experimented, including temperature (2042 °C), pH (5.0-9.0), inoculum volume (0%-15% (v/v)),
system volume (10-50 mL), NaCl concentration (0-25 g~L’1), and initial E2 concentration
(10-100 mg-L~1). Non-inoculation treatments were set as black control (CK). All experiments were
performed in triplicate.

2.6. Removal of E2 in Cow Manure by E2S

Cow manure samples were collected from a dairy farm in Nanjing, China. Each fresh cow
dung sample was collected randomly from five sites within a 25-m? area, mixed in a plastic cask,
and transported to the lab immediately for the E2 removal analysis.

Because cow manure contains low concentrations of E2 (ug-kg™) [36], 50 mg-kg ™! of E2 was
added to the cow manure samples to simulate high E2 pollution. Then, 10.0 g of fresh freeze-dried
E2-supplemented cow manure was mixed with 10.0 mL of liquid MSM to keep the moisture content
at 50%. The mixture was placed on a 9 cm x 9 cm sterilized plate, evenly inoculated with 5% (v/w)
E2S cell suspension, and then cultured at 30 °C for seven days. The cow manure samples were
over-turned every 12 h. Residual E2 concentrations were detected with HPLC/UV on day 3,5, and 7.
All experiments were performed in triplicate.

2.7. E2 Concentration Analysis in Aqueous Solutions and Cow Manure

The residual E2 in the MSM solution was detected with HPLC/UV (LC-20AT; Shimadzu, Japan)
following the method described by Xu et al. [37]. Briefly, 20 mL of methanol was added into flasks
to dissolve residual E2, and the mixture was ultrasonicated for 30 min and then filtered through
0.22-um polytetrafluoroethylene filters. The following settings were used for the HPLC/UV detection:
Intertsil ODS-SP-C;g column (Shimadzu, Tokyo, Japan) (5 pm, 150 mm X 4.6 mm); a mobile phase of
acetonitrile and water (70/30, v/v) at a flow rate of 1 mL-min~!; UV detection of E2 at 280 nm; and a
20-pL injection volume.

E2 was detected in cow manure following the method reported by Fu et al. [36]. Briefly, 15 mL of
ethyl acetate was added to 1-g samples, the residual E2 was extracted by ultrasonication (Shanghaiziyi,
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Shanghai, China) for 1 h, and the mixture was centrifuged (Luxiangyi, Shanghai, China) at 4500 r-min "

for 30 min. The supernatant was collected, concentrated with nitrogen, dissolved in methanol, and
diluted to 50 mL in UP water. Then, 5 mL of sample was run through a C;3 solid-phase extraction
column activated with 5 mL of methanol and 5 mL of UP water. The compounds adsorbed on the
C1g column were eluted with methanol and ethyl acetate (1/1, v/v), and the elution was collected and
concentrated with nitrogen. The final target compounds were dissolved in 2 mL of methanol and
filtered through a 0.22-um organic filter before detection with HPLC/UV using the same parameters
as described above.
The degradation efficiency (%) of E2 in batch culture or cow manure was calculated as follows:

CInit’ial — CResidual « 100% (1)
CInitial

Degradation efficiency (%) =

where Critia1 and Cresidual represented the initial and the final concentrations of E2 in culture solution
or cow manure, respectively.

2.8. Statistical Analysis

All figures and data processing were performed in Microsoft Office Excel 2010 (Microsoft, Inc.,
Redmond, WA, USA). Variance was analyzed in SPSS ver. 13.0 (SPSS, Inc., Chicago, IL, USA), and
p < 0.05 was considered to indicate significance. The data are expressed as the means and standard
deviation of three parallel tests, represented by the error bars in the figures.

3. Results

3.1. Isolation and Identification of the E2-Degrading Bacterium E2S

An E2-degradating bacterium E2S was isolated from the activated sludge of a STP in Nanjing,
China. E2S is rod shaped with a size of 0.5 pm X 1.8 pm and lacks a flagellum (Figure 1). The analysis
of the physiological and biochemical characteristics of E2S show that it is gram negative; it lacks the
ability to produce indol or H;S, hydrolyze starch, use sodium citrate, decompose glucose to produce
pyruvate, or hydrolyze gelatin. By contrast, the glucose fermentation, nitrate reductase, phenylalanine
dehydrogenase, methyl red, and catalase tests were positive.

0.5 pm 5';:-! " ;
I nEp
L m'-‘fm

Figure 1. Transmission electron micrograph image of strain E2S (x8000, Zoom-1 HC-1, 80 kV).
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The 16S rRNA gene sequence of E2S was submitted to GenBank (accession number, KX987160).
A BLAST analysis of the 165 rRNA gene sequence from strain E2S against sequences in the EzZTaxon
Database revealed that strain E2S was >98% identical to strains of Novosphingobium sp. Figure 2 shows
a phylogenetic tree of strain E2S and related species. The initial characterization of E2S supports that it
is a strain of Novosphingobium based on its morphology, physiological, and biochemical characteristics,
and 16S rRNA gene sequence.

Novosphingobium mathurense SM117"(EF424403)
Novosphingobium naphthalenivorans TUT562"(AB177883)
r Novosphingobium resinovorum NCIMB 8767 (EF029110)

100 Sphingobium herbicidovorans NBRC 16415"(JFEZA01000008)
Altererythrobacter troitsensis KMM 6042"(AY676115)
32 Novosphingobium indicum H25"(EF549586)

r— AStrain E2S (KX987160)
100L—— Novosphingobium sediminicola HU1-AH517(FJ177534)
Blastomonas aquatica PE4-57(KJ528316)
Novosphingobium tardaugens NBRC 16725T(BASZ01000029)
Novosphingobium kunmingense 18-11HK"(1Q246446)
Novosphingobium aquaticum FNE08-86"(JN399173)
Novosphingobium ginsenosidimutans FW-6"(JQ349046)
Novosphingobium sediminis YG-17"(F1938155)
44 Novosphingobium capsulatum GIFU11526"(D16147)

56 Novosphingobium subterraneum DSM 124477 (JRVC01000007)

52

60
28

45

0.005

Figure 2. Phylogenetic tree of Novosphingobium sp. strain E2S and closely related species. The tree was
constructed using the neighbor-joining method based on 165 rRNA gene sequences. The bar represents
a genetic distance of 0.005.

3.2. Antibiotics Resistance of Strain E2S

Antibiotics resistance is another important physiological characteristic of a certain bacterium.
The MICs of four common antibiotics (EM, OTC, TC, and P) in strain E2S was determined (Table 1).
It was resistant to EM, OTC, TC, and P below concentrations of 4, 16, 64, and 0.5 ug~mL_1,
respectively, and the MICs of EM, OTC, TC, and P in strain E2S was 8, 32, 128, and 1 ug-mL’l,
respectively. According to the interpretation standards issued by CLSI, strain E2S is tetracycline
resistant (MIC > 16 pug-mL 1), penicillin susceptible (MIC < 8 pg-mL~!), and moderately sensitive to
erythromycin (0.5 pg-mL~1 < MIC < 8 pg-mL~1).

Table 1. Minimal inhibitory concentrations (MICs) of four antibiotics in strain E2S.

Concentrations (ug-mL™1)

Antibiotics
128 64 32 16 8 4 2 1 0.5 0.25
Erythromycin — — — — — + + + + +
Oxytetracycline  — - - + + + + + + +
Tetracycline — + + + + + + + + +
Penicillin — — — — — — _ + +

3.3. Degradation of E2 by Strain E2S in Batch Culture

The degradation curve and growth trend of E2S were assessed (Figure 3). Strain E2S exhibited a
significant E2 degradation efficiency of 50 mg-L~!, and 63.29% of E2 was removed within seven days.
The E2 degradation kinetics was represented by the formula C = 1.35E+02e 50501t where C represents
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E2 residual concentration, and t represents incubation time, with R? =0.9306 and a half-life of 4.6 days.
Cell count increased significantly during the degradation period, from 6.30 to 7.05 log CFU-mL .
By contrast, the small variations in E2 concentration in the CK revealed noticeable levels of routine
wastage of E2. Based on the decrease in the residual E2 concentrations and increase in biomass reflected
by the cell counts, strain E2S was able to use E2 as its sole carbon source.
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< ]
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(@\| +~
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= 40 1 64 8
.'5 -&Residual E2 proportion =
g 20 -&CK 1620
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0 e — 6.0
o 1 2 3 4 5 6 7
Time (d)

Figure 3. E2 degradation dynamics and growth curve of strain E2S in estrogen mineral salt medium
(EMM). CK represents the non-inoculation treatment; CFU means colony forming unit.

The effects of various environmental conditions on the E2 degradation efficiency and cell growth
of strain E2S were evaluated, and the optimal conditions of six environmental factors for promoting
degradation were determined (Figure 4). A temperature of 30 °C and pH of 7.0 were the most suitable
conditions for promoting E2 removal by strain E2S, yielding degradation efficiencies of 65.94% and
66.46%, respectively. In addition, at the highest degradation efficiencies, cell count was correlated
with degradation efficiency. This verified the close relationship between degradation capacity and
bacterial biomass.

Inoculum volume and reaction system volume ranges of 0%-15% and 10-50 mL were optimized,
respectively. An inoculation volume of 5% of the reaction system yielded the highest degradation
efficiency, 64.7%, showing that greater bacterial biomass resulted in higher degradation efficiency.
Increasing the total volume of the system did not promote E2 removal, but resulted in lower cell counts,
which fell from 7.0 to 6.6 log CFU-mL~!. This revealed that strain E2S was likely an aerobic bacterium.
Therefore, we determined 20 mL to be the ideal system volume, which yielded a degradation efficiency
of 66.50%.

Increasing the NaCl concentration did not benefit the degradation efficiency. Higher NaCl
concentrations resulted in lower degradation efficiency and cell counts. Therefore, there was no
need to add NaCl to the reaction. Finally, regarding the initial E2 concentration, we determined
that 10-50 mg-L~! was optimal for system performance, as it had little effect on strain E2S growth,
but performed well.

Overall, cell count was positively correlated with the degradation efficiency of E2. This study
confirmed the importance of optimizing environmental factors to promote the E2 degradation efficiency
of strain E2S.
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Figure 4. Effects of environmental parameters on E2 removal in EMM by strain E2S: (A) temperature,
(B) pH; (C) inoculum volume; (D) system volume; (E) NaCl concentration; and (F) initial E2
concentration. The error bars represent standard deviations.

3.4. Removal of E2 in Cow Manure by Strain E2S

Figure 5 shows the E2 degradation efficiency of strain E2S in cow manure supplemented with
50 mg-L~! E2. Residual concentrations of E2 in cow manure for E2S-inoculation treatments were
41.8,28.2, and 16.8 mg-kg’l after cultivation for three, five, and seven days, respectively, which were
significantly much higher than those for non-inoculation controls (CK; 48.9, 46.6, and 42.1 mg-kg’l).
The E2 degradation efficiency in cow manure with strain E2S increased from 16.45% to 66.40% when
cultivation time extended from three to seven days; that is, the degradation efficiency of E2 increased
by ~50 percentage points over the final four days of incubation. By contrast, the degradation efficiency
of E2 for non-inoculation controls was only 15.8% after seven days. These results indicated that strain
E2S participated in removing E2 from the cow manure; this should be explored in greater detail in
future research.
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Figure 5. Removal of E2 in cow manure samples with and without inoculation of strain E2S. The error
bars represent standard deviations.

4. Discussion

A number of reports of functional natural and synthetic estrogen-degrading bacteria have been
published in recent years. Table 2 includes a partial list of estrogen-degrading bacteria that have been
isolated from activated sludge, lakes, sandy soil, and sediment since 2007, including their degradation
efficiencies for each target compound. Functional strains of estrogen-degrading bacteria typically
belong to the genera Pseudomonas, Bacillus, Acinetobacter, Rhodococcus, and Agromyces, among others,
and have the capacity to degrade E1, E3, nonylphenol (NP), DES, and EE2. Different strains exhibit
varying degradation efficiencies, even within genera. For example, strains Bacillus sp. E2Y1 and E2Y4
require four and six days, respectively, to remove the same amount of target contaminant.

As the universal estrogenic compound, E2 has been extensively researched, and most strains listed
in Table 2 exhibit roughly equal capacity to degrade E2. In this study, we isolated a Novosphingobium sp.
with the ability to degrade E2, which we named strain E2S. The genus Novosphingobium is famous
for its excellent degradation efficiency of chlorinated compounds, mono- and polycyclic aromatic
compounds, and other compounds, with notable species including Novosphingobium aromaticivorans
and Novosphingobium pentaromativorans US6-1" [38]. However, publications on estrogen degradation by
Novosphingobium are scarce compared to those on polycyclic aromatic hydrocarbon (PAH) degradation,
as research on estrogen degradation has emerged more recently. Only a little information is available
for selected bacteria such as Novosphingobium tardaugens ARI-1 and Novosphingobium sp. JEM-1.
The discovery of E2S highlights the importance of this functional genus and provides convincing proof
of the outstanding ability of Novosphingobium to treat xenobiotics.

In this research, strain E2S was enriched in an initial E2 concentration of 100 mg-L~!. This applied
high selection pressure compared with previously reported programs. The optimal substrate
concentrations (10-50 mg-L~1) for E2 removal illustrate that E2S is well adapted to high E2
concentrations and that E2S is not exhausted under high E2 conditions. Moreover, it maintains
its high degradation efficiency, offering further advantages.

Using a novel approach, we investigated the ability of strain E2S to remove residual E2 in livestock
manure by inoculating it in manure supplemented with 50 mg-kg ! of E2. As expected, low levels of E2,
amounting to only 16.8 mg-kg ™!, remained after seven days of treatment, equivalent to a degradation
efficiency of 66.4%, thereby confirming that strain E2S was able to remove E2 from cow manure.
However, the concentration of E2 in the manure (50 mg-kg~!) was much higher than environmentally
relevant concentrations, which are often in the pg-kg ! range. Therefore, future research should assess

whether strain E2S can perform effectively under realistic situations and degrade environmentally
relevant concentrations of E2.
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Table 2. Partial list of estrogen-degrading bacteria isolated since 2007.

10 of 13

Bacteria Estrogens Degradation Efficiency Reaction Time Initial Concentrations (mg-L™1) Reference
Agromyces sp. LHJ3 E2,E3 ND 2 d for E2 0.5 Ke et al., 2007 [39]
Aminobacter sp. KC6 El, E2 ND 7 d for E2 3 Yu et al., 2007 [3]
. ND 1d for E1, E3 3.2,3.6 for E1, E3
Acinetobacter sp. BP8, BP10 El, E2, E3, EE2 ND 2 d for 2 23 for others Pauwels et al., 2008 [23]
Acidovorax sp. NP 80%—-90% 5d 50-100 Watanabe et al., 2012 [24]
. 4 d for E2Y4 1 for E2 .
Bacillus sp. E2Y1, E2Y4 E1l, E2 ND 6 d for E2T1 1for E2 Jiang et al., 2010 [34]
Novosphingobium sp. JEM-1 E1, E2, EE2 81% 9 h for E2 1.3 Hashimoto et al., 2010 [25]
, ND 1d for E1, E3 3.2,3.6 for E1, E3
Pseudomonas aeruginosa BP3, BP7 E1l, E2, E3, EE2 ND 2 d for E2 23 for others Pauwels et al., 2008 [23]
Pseudomonas sp. NP 20%—25% 5d 50-100 Watanabe et al., 2012 [24]
Pseudomonas sp. DES 80% 1d 10 Zhang et al., 2013 [26]
. .. ND 1d 3.2,3.6 for E1,E3
Ralstonia pickettii BP2 E1l, E2, E3, EE2 ND 2d 53 for others Pauwels et al., 2008 [23]
Rhodococcus sp. ED7, El, E2 90% 120 h 200 for E1, E2 Kurisu et al., 2010 [27]
Rhodococcus zopfii ATCC 51349, ATCC 13557 EE2 47% 13h 14 O’Grady et al., 2009 [40]
Stenotrophomonas maltophilia ZL1 E2 100% 100 h 33 Lietal, 2012 [41]
Sphingobacterium sp. JCR5 EE2 87% 10d 30 Ren et al., 2007 [42]
Sphingomonas sp. KC8 E1, E2 ND 7 d for E2 3 Yu et al., 2007 [3]

ND: the concentration of estrogen was undetectable. E1: estrone. E2: 17(3-estradiol. E3: estriol. EE2: ethinyloestradiol. DES: diethylstilbestrol. NP: Nonylphenol.
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Harsh environmental conditions prevent microbial growth and reduce degradation efficiency.
Given the sensitively of strain E2S to various environmental conditions, future research should
investigate the methods of enhancing its environmental adaptability. For example, immobilization
technologies can protect cells from environmental stressors and minimize competition with native
microorganisms [43—45]. Our laboratory has performed research using the immobilized strain ARI-1
to remove estrogen from water and cow manure; however, the feasibility of immobilizing strain E2S
remains to be determined.

Strain E2S should be assessed for its broader capacity to degrade estrogens. Based on the
results of other studies (Table 2), most strains with the ability to degrade E2 can also remove E1,
and even exhibit strong broad-spectrum effects on E3 and EE2, including Acinetobacter sp. BP8 and
BP10 and Pseudomonas aeruginosa BP3 and BP7. In addition, Stenotrophomonas maltophilia ZL1 can
transform E2 into E1 and then further convert El into the amino acid tyrosine for use in protein
biosynthesis. Compared with other strains also belonging to the same genus, Novosphingobium ARI-1
and Novosphingobium sp. JEM-1, strain E2S displays a distinct degradation ability of E2. ARI-1 holds
the degradation ability of E1, E2, and E3, JEM-1 can degrade E1, E2, and EE2, while strain E2S is
proven to degrade E2 in this work. Whether E1 and E3, which have lower estrogenic activities than E2,
can be degraded by E2S remains to be determined in future research.

Although this study provides only preliminary results, there is no doubt that strain E2S promoted
the elimination of residual E2 in livestock manure, providing a possible method for treating E2
contamination and reducing the potential risks associated with E2 pollution from livestock manure.

5. Conclusions

An E2-degrading bacterium, strain E2S, was isolated from the activated sludge in a sewage
treatment plant. This strain belonged to the genus Novosphingobium. It exhibited obvious E2
degradation capability in culture solution with the optimum environmental conditions of 30 °C
and pH 7.0. E2 removal from cow manure was achieved by inoculation with strain E2S, suggesting
that it has high potential for practical applications. The E2-degrading bacterium strain E2S not only
enriched the pool of E2-degrading genes, but also provided a basis for using the E2-degrading strain in
realistic livestock manures to remove E2. The E2-degrading bacterium has demonstrated its capacity
to contribute to efforts to decrease the potential environmental and public health risks of E2, and as
such, should be a subject for future studies.

Acknowledgments: This work was supported by the Research Project of Environmental Protection in
Jiangsu Province, China (2015023), Jiangsu Provincial Key Research and Development Plan, China (BE2015682),
and the National Key R & D Plan Key Projects (2016 YFD0800203).

Author Contributions: Wanting Ling, Juan Liu and Xuezhu Zhu designed the study. Shunyao Li, Minxia Sun
and Juan Liu conducted the experiments. Shunyao Li, Minxia Sun, Juan Liu, and Wanting Ling analyzed the data.
Shunyao Li, Juan Liu and Wanting Ling wrote the manuscript.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Khanal, S.K.; Xie, B.; Thompson, M.L.; Sung, S.; Ong, S.K.; Leeuwent, V.J. Fate, transport, and biodegradation
of natural estrogens in the environment and engineered systems. Environ. Sci. Technol. 2007, 8, 6537—-6546.
[CrossRef]

2. Fujii, K; Kikuchi, S.; Satomi, M.; Ushio-Sata, N.; Morita, N. Degradation of 17beta-estradiol by a
gram-negative bacterium isolated from activated sludge in a sewage treatment plant in Tokyo, Japan.
Appl. Environ. Microb. 2002, 68, 2057-2060. [CrossRef]

3. Yu, C.P; Roh, H.; Chu, K.H. 173-estradiol-degrading bacteria isolated from activated sludge. Environ. Sci.
Technol. 2007, 41, 486-492. [CrossRef] [PubMed]

4.  Jobling, S.; Nolan, M.; Tyler, C.R.; Brighty, G.; Sumpter, ].P. Widespread sexual disruption in wild fish.
Environ. Sci. Technol. 1998, 32, 2498-2506. [CrossRef]


http://dx.doi.org/10.1002/chin.200701268
http://dx.doi.org/10.1128/AEM.68.4.2057-2060.2002
http://dx.doi.org/10.1021/es060923f
http://www.ncbi.nlm.nih.gov/pubmed/17310711
http://dx.doi.org/10.1021/es9710870

Int. J. Environ. Res. Public Health 2017, 14, 115 12 of 13

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

Purdom, C.E,; Hardiman, P.A ; Bye, V.V].; Eno, N.C,; Tyler, C.R.; Sumpter, J.P. Estrogenic effects of effluents
from sewage treatment works. Chem. Ecol. 1994, 8, 275-285. [CrossRef]

Nakada, N.; Nakamura, H.N.; Hara, A.; Iguchi, T.; Takada, H. Identification of estrogenic compounds in
wastewater effluent. Environ. Toxicol. Chem. 2004, 23, 2807-2815. [CrossRef] [PubMed]

Desbrow, C.; Rutledge, E.J.; Brighty, G.C.; Sumpter, ].P.; Waldock, M. Identification of estrogenic chemicals
in STW effluent: 1. Chemical fractionation and in vitro biological screening. Environ. Sci. Technol. 1998, 32,
1549-1558. [CrossRef]

Fan, Z.; Casey, EX.M.; Hakk, H.; Larsen, G.L. Persistence and fate of 173-estradiol and testosterone in
agricultural soils. Chemosphere 2007, 67, 886—895. [CrossRef] [PubMed]

Liu, Z.H.; Kanjo, Y.; Mizutani, S. Urinary excretion rates of natural estrogens and androgens from humans,
and their occurrence and fate in the environment: A review. Sci. Total Environ. 2009, 407, 4975-4985.
[CrossRef] [PubMed]

Routledge, E.J.; Sheahan, D.; Desbrow, C.; Brighty, G.C.; Waldock, M.; Sumpter, ].P. Identification of estrogenic
chemicals in STW effluent. 2. In vivo responses in trout and roach. Environ. Sci. Technol. 1998, 32, 1559-1565.
[CrossRef]

D’Ascenzo, G.; Corcia, A.D.; Gentili, A.; Mancini, R.; Mastropasqua, R.; Nazzari, M.; Samperi, R. Fate of
natural estrogen conjugates in municipal sewage transport and treatment facilities. Environ. Sci. Technol.
2007, 38, 6537-6546. [CrossRef]

Liu, X.W,; Shi, .H.; Zhang, H.; Zhan, X.M.; Shen, G.X,; Hu, 5.Q. Estimating Estrogen Release and Load from
Humans and Livestock in Shanghai, China. J. Environ. Qual. 2014, 43, 568-577. [CrossRef] [PubMed]
Raman, D.R.; Williams, E.L.; Layton, A.C.; Bums, R.T.; Easter, ].P. Estrogen content of dairy and swine wastes.
Environ. Sci. Technol. 2004, 38, 3567-3573. [CrossRef] [PubMed]

Andersen, H.; Siegrist, H.R.; Halling-Serensen, B.; Ternes, T.A. Fate of estrogens in a municipal sewage
treatment plant. Environ. Sci. Technol. 2003, 37, 4021-4026. [CrossRef] [PubMed]

Whidbey, C.M.; Daumit, K.E.; Nguyen, T.H.; Ashworth, D.D.; Davis, ].C.C.; Latch, D.E. Photochemical
induced changes of in vitro estrogenic activity of steroid hormones. Water Res. 2012, 46, 5287-5296.
[CrossRef] [PubMed]

Patrick, M.; Ladji, M.; Joseph, D.L. Photodegradation of the steroid hormones 17(3-estradiol (E2) and 17
a-ethinylestradiol (EE2) in dilute aqueous solution. Chemosphere 2008, 73, 1216-1223.

Muller, M.; Rabenoelina, E; Balaguer, P.; Patureau, D.; Lemenach, K.; Budzinski, H.; Barcel6, D.; Alda, M.L.D.;
Kuster, M.; Delgenes, J.P; et al. Chemical and biological analysis of endocrine disrupting hormones and
estrogenic activity in an advanced sewage treatment plant. Environ. Toxicol. Chem. 2008, 27, 1649-1658.
[CrossRef] [PubMed]

Braga, O.; Smythe, G.A.; Schafer, A.L; Feltz, A.]J. Steroid estrogens in primary and tertiary wastewater
treatment plants. Water Sci. Technol. 2005, 52, 273-278. [PubMed]

Andersen, H.R.; Hansen, M.; Kjolholt, J.; Stuer-Lauridsen, E; Ternes, T.; Halling-Sorensen, B. Assessment of
the importance of sorption for steroid estrogens removal during activated sludge treatment. Chemosphere
2005, 61, 139-146. [CrossRef] [PubMed]

Fukuhara, T.; Iwasaki, S.; Kawashima, M.; Shinohara, O.; Abe, I. Adsorbability of estrone and 17b-estradiol
in water onto activated carbon. Water Res. 2006, 40, 241-248. [CrossRef] [PubMed]

Zheng, W.; Yates, S.R.; Bradford, S.A. Analysis of steroid hormones in a typical dairy waste disposal system.
Environ. Sci. Technol. 2008, 42, 530-535. [CrossRef] [PubMed]

Suzuki, Y.; Kubota, A.; Furukawa, T.; Sugamoto, K.; Asano, Y.; Takahashi, H.; Sekito, T.; Dote, Y,;
Sugimoto, Y. Residual of 17(3-estradiol in digestion liquid generated from a biogas plant using livestock
waste. J. Hazard. Mater. 2009, 165, 677-682. [CrossRef] [PubMed]

Pauwels, B.; Wille, K.; Noppe, H.; De Brabander, H.; Van de Wiele, T.; Verstraete, W.; Boon, N.
17«-ethinylestradiol cometabolism by bacteria degrading estrone, 173-estradiol and estriol. Biodegradation
2008, 19, 683—-693. [CrossRef] [PubMed]

Watanabe, W.; Hori, Y.; Nishimura, S.; Takagi, A.; Kikuchi, M.; Sawali, J. Bacterial degradation and reduction
in the estrogen activity of 4-nonylphenol. Biocontrol Sci. 2012, 17, 143-147. [CrossRef] [PubMed]
Hashimoto, T.; Onda, K.; Morita, T.; Luxmy, B.; Tada, K.; Miya, A.; Murakami, T. Contribution of the
estrogen-degrading bacterium Novosphingobium sp. Strain JEM-1 to estrogen removal in wastewater
treatment. J. Environ. Eng. ASCE 2010, 136, 890-896. [CrossRef]


http://dx.doi.org/10.1080/02757549408038554
http://dx.doi.org/10.1897/03-699.1
http://www.ncbi.nlm.nih.gov/pubmed/15648753
http://dx.doi.org/10.1021/es9707973
http://dx.doi.org/10.1016/j.chemosphere.2006.11.040
http://www.ncbi.nlm.nih.gov/pubmed/17223163
http://dx.doi.org/10.1016/j.scitotenv.2009.06.001
http://www.ncbi.nlm.nih.gov/pubmed/19559467
http://dx.doi.org/10.1021/es970796a
http://dx.doi.org/10.1016/S0048-9697(02)00342-X
http://dx.doi.org/10.2134/jeq2013.08.0328
http://www.ncbi.nlm.nih.gov/pubmed/25602658
http://dx.doi.org/10.1021/es0353208
http://www.ncbi.nlm.nih.gov/pubmed/15296306
http://dx.doi.org/10.1021/es026192a
http://www.ncbi.nlm.nih.gov/pubmed/14524430
http://dx.doi.org/10.1016/j.watres.2012.07.016
http://www.ncbi.nlm.nih.gov/pubmed/22877877
http://dx.doi.org/10.1897/07-519.1
http://www.ncbi.nlm.nih.gov/pubmed/18315391
http://www.ncbi.nlm.nih.gov/pubmed/16312977
http://dx.doi.org/10.1016/j.chemosphere.2005.02.088
http://www.ncbi.nlm.nih.gov/pubmed/16157176
http://dx.doi.org/10.1016/j.watres.2005.10.042
http://www.ncbi.nlm.nih.gov/pubmed/16376964
http://dx.doi.org/10.1021/es071896b
http://www.ncbi.nlm.nih.gov/pubmed/18284158
http://dx.doi.org/10.1016/j.jhazmat.2008.10.057
http://www.ncbi.nlm.nih.gov/pubmed/19042081
http://dx.doi.org/10.1007/s10532-007-9173-z
http://www.ncbi.nlm.nih.gov/pubmed/18181025
http://dx.doi.org/10.4265/bio.17.143
http://www.ncbi.nlm.nih.gov/pubmed/23007106
http://dx.doi.org/10.1061/(ASCE)EE.1943-7870.0000218

Int. J. Environ. Res. Public Health 2017, 14, 115 13 of 13

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

Zhang, W.; Niu, Z.; Liao, C.; Chen, L. Isolation and characterization of Pseudomonas sp. strain capable of
degrading diethylstilbestrol. Appl. Microbiol. Biotechnol. 2013, 97, 4095-4104. [CrossRef] [PubMed]

Kurisu, F.; Ogura, M,; Saitoh, S.; Yamazoe, A.; Yagi, O. Degradation of natural estrogen and identification of
the metabolites produced by soil isolates of Rhodococcus sp. and Sphingomonas sp. J. Biosci. Bioeng. 2010, 109,
576-582. [CrossRef] [PubMed]

Joss, A.; Andersen, H.; Ternes, T.A.; Richle, PR.; Siegrist, H. Removal of estrogens in municipal
wastewater treatment under aerobic and anaerobic conditions: Consequences for plant optimization.
Environ. Sci. Technol. 2004, 38, 3047-3055. [CrossRef] [PubMed]

Sun, K;; Liu, J.; Jin, L.; Gao, Y.Z. Utilizing pyrene-degrading endophytic bacteria to reduce the risk of plant
pyrene contamination. Plant Soil 2014, 374, 251-262. [CrossRef]

Sun, K,; Liu, J.; Gao, Y.Z; Jin, L; Gu, YJ; Wang, W.Q. Isolation, plant colonization potential, and
phenanthrene degradation performance of the endophytic bacterium Pseudomonas sp. Phé6-gfp. Sci. Rep.
2013, 4 (Suppl. 1), 5462. [CrossRef] [PubMed]

Lehtopolku, M.; Kotilainen, P.; Puukka, P.; Nakari, U.M.; Siitonen, A.; Eerola, E.; Huovinen, P.; Hakanen, A J.
Inaccuracy of the disk diffusion method compared with the agar dilution method for susceptibility testing of
Campylobacter spp. J. Clin. Microb. 2011, 50, 52-56. [CrossRef] [PubMed]

George, M.G.; Julia, A.B.; Timothy, G.L. Taxonomic Outline of the Prokaryotes Bergey’s Manual of Systematic
Bacteriology, 2nd ed.; Springer: New York, NY, USA, 2004.

Byers, H.K.; Stackebrandt, E.; Hayward, C.; Blackall, L.L. Molecular investigation of a microbial mat
associated with the great artesian basin. FEMS Microbiol. Ecol. 1998, 25, 391-403. [CrossRef]

Jiang, L.Y,; Yang, J.; Chen, ].M. Isolation and characteristics of 17-estradiol-degrading Bacillus spp. strains
from activated sludge. Biodegradation 2010, 21, 729-736. [CrossRef] [PubMed]

Hakanen, A..; Lehtopolku, M.; Siitonen, A.; Huovinen, P; Kotilainen, P. Multidrug resistance in
Campylobacter jejuni strains collected from Finnish patients during 1995-2000. . Antimicrob. Chemother.
2003, 52, 1035-1039. [CrossRef] [PubMed]

Fu, YJ; Ling, W.T.; Dong, C.X; Liu, J.; Gao, Y.Z.; Pan, Y.L. Estrogens determination of livestock dung based
on UE-SPE-HPLC/FLD. Chin. |. Appl. Ecol. 2013, 24, 3280-3288. (In Chinese)

Xu, R.E; Sun, M.X,; Liu, J.; Wang, H.; Li, X.; Zhu, X.Z.; Ling, W.T. Isolation, characteristics, and performance
of a diethylstilbestrol-degrading bacteria strain Serratia sp. Environ. Sci. 2014, 35, 328-333. (In Chinese)
Notomista, E.; Pennacchio, F.; Cafaro, V.; Smaldone, G.; 1zzo, V.; Troncone, L.; Varcamonti, M.; Donato, A.D.
The Marine Isolate Novosphingobium sp. PP1Y Shows Specific Adaptation to Use the Aromatic Fraction of
Fuels as the Sole Carbon and Energy Source. Microb. Ecol. 2011, 61, 582-594. [CrossRef] [PubMed]

Ke, J.; Zhuang, W.; Gin, K.Y.; Reinhard, M.; Hoon, L.T.; Tay, J.H. Characterization of estrogen-degrading
bacteria isolated from an artificial sandy aquifer with ultrafiltered secondary effluent as the medium.
Appl. Microbiol. Biotechnol. 2007, 75, 1163-1171. [CrossRef] [PubMed]

O’Grady, D.; Evangelista, S.; Yargeau, V. Removal of aqueous 17x-ethinylestradiol by Rhodococcus species.
Environ. Eng. Sci. 2009, 26, 1393-1400. [CrossRef]

Li, Z.; Nandakumar, R.; Madayiputhiya, N.; Li, X. Proteomic analysis of 173-estradiol degradation by
Stenotrophomonas maltophilia. Environ. Sci. Technol. 2012, 46, 5947-5955. [CrossRef] [PubMed]

Ren, H.; Ji, S.; Ahmad, N.U.D.; Wang, D.; Cui, C. Degradation characteristics and metabolic pathway of
17 a-ethynylestradiol by Sphingobacterium sp. JCR5. Chemosphere 2007, 66, 340-346.

Su, Y.; Mennerich, A.; Urban, B. Synergistic cooperation between wastewater-born algae and activated
sludge for wastewater treatment: Influence of algae and sludge inoculation ratios. Bioresource Technol. 2012,
105, 67-73. [CrossRef] [PubMed]

Raul, M.; Benoit, G. Algal-bacterial processes for the treatment of hazardous contaminants: A review.
Water Res. 2006, 40, 2799-2815.

Yan, J.; Hu, Y.Y. Partial nitrification to nitrite for treating ammonium-rich organic wastewater by immobilized
biomass system. Bioresource Technol. 2009, 100, 2341-2347. [CrossRef] [PubMed]

® © 2017 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http:/ /creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1007/s00253-012-4648-1
http://www.ncbi.nlm.nih.gov/pubmed/23306639
http://dx.doi.org/10.1016/j.jbiosc.2009.11.006
http://www.ncbi.nlm.nih.gov/pubmed/20471597
http://dx.doi.org/10.1021/es0351488
http://www.ncbi.nlm.nih.gov/pubmed/15224734
http://dx.doi.org/10.1007/s11104-013-1875-x
http://dx.doi.org/10.1038/srep05462
http://www.ncbi.nlm.nih.gov/pubmed/24964867
http://dx.doi.org/10.1128/JCM.01090-11
http://www.ncbi.nlm.nih.gov/pubmed/22075583
http://dx.doi.org/10.1111/j.1574-6941.1998.tb00491.x
http://dx.doi.org/10.1007/s10532-010-9338-z
http://www.ncbi.nlm.nih.gov/pubmed/20135340
http://dx.doi.org/10.1093/jac/dkg489
http://www.ncbi.nlm.nih.gov/pubmed/14613954
http://dx.doi.org/10.1007/s00248-010-9786-3
http://www.ncbi.nlm.nih.gov/pubmed/21258788
http://dx.doi.org/10.1007/s00253-007-0923-y
http://www.ncbi.nlm.nih.gov/pubmed/17396255
http://dx.doi.org/10.1089/ees.2008.0272
http://dx.doi.org/10.1021/es300273k
http://www.ncbi.nlm.nih.gov/pubmed/22587609
http://dx.doi.org/10.1016/j.biortech.2011.11.113
http://www.ncbi.nlm.nih.gov/pubmed/22189078
http://dx.doi.org/10.1016/j.biortech.2008.11.038
http://www.ncbi.nlm.nih.gov/pubmed/19128965
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Chemicals and Growth Media 
	Enrichment and Isolation of E2-Degrading Strains 
	Identification of Strain E2S 
	Minimum Inhibitory Concentrations of Strain E2S 
	Degradation of E2 by Strain E2S in Culture Solution 
	Removal of E2 in Cow Manure by E2S 
	E2 Concentration Analysis in Aqueous Solutions and Cow Manure 
	Statistical Analysis 

	Results 
	Isolation and Identification of the E2-Degrading Bacterium E2S 
	Antibiotics Resistance of Strain E2S 
	Degradation of E2 by Strain E2S in Batch Culture 
	Removal of E2 in Cow Manure by Strain E2S 

	Discussion 
	Conclusions 

