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Abstract: In this paper, magnetic molecularly imprinted polymers (MMIPs) were fabricated on the
surface of Fe3O4 by surface molecular imprinting technology, which can selectively adsorb 173-
estradiol (E2). The optimized experiments demonstrated that MMIPs possessed the best adsorption
capacity when methanol was used as the solvent and MAA was used as the crosslinking agent, with
a molar ratio of E2: MMA: EGDMA as 1:4:50. SEM, FTIR, and XRD were employed to investigate the
morphologies of MMIPs and the results demonstrated that the MMIPs that can selectively adsorb
E2 were successfully prepared on Fe;Oy4 particles. The adsorption experiments showed that 92.1%
of E2 was adsorbed by the MMIPs, which is higher than the magnetic non-molecularly imprinted
polymers (MNIPs). The Freundlich isotherm model was more suitable to describe the adsorption
process of E2 by MMIPs. Meanwhile, MMIPs had a better recognition ability for E2 and its structural
analogs such as estrone and estriol. The MMIPs still had good adsorption performance after methanol
regeneration five times. The prepared MMIPs had the advantages of efficient adsorption ability and
high reusability, so they can be applied for selective recognition and removal of E2.

Keywords: adsorption kinetics; Fe3Oy4 particles; molecularly imprinted polymers; regeneration
process; selective adsorption; 173-estradiol

1. Introduction

As their pollutants could simulate hormone actions required by organisms or act on
the endocrine system, endocrine disruptor compounds (EDCs) have become an increasing
concern in recent years [1]. According to a large number of previous reports, EDCs
could not only lead to a reduction in sex hormone activity and secretion but could also
cause irreversible damage to the nervous and immune systems of organisms and cause
abnormal reproductive organs in various organisms [2,3]. 17(3-estradiol (E2), as a natural
estrogen, is often used in pharmaceutical production and animal husbandry [4], which
might seriously damage the health of human beings and the ecosystem due to its stability,
high carcinogenicity, and activity [5,6]. E2 was released into the environment through
two main ways, E2 as a feed additive introduced through aquaculture wastewater [7] and
the other through hospital wastewater in the urban drainage system, and then into the
ecosystem [8]. According to ecotoxicology studies, the predicted no-effect concentration
(PNEC) of E2 ranged from 1 to 5 ng/L [9,10]. Selective recognition of E2 is essential for
high-sensitivity detection and removal of E2.

Adsorption is one of the most commonly used methods for E2 separation. Many
existing adsorbents such as activated carbon and chitosan could effectively adsorb E2 [11].
Meanwhile, many novel adsorbents have been prepared to adsorb E2, such as biomass [12],
biochar [13], graphene oxide [14], and chitosan composites [15]; however, these adsorbents
were still unable to selectively adsorb E2 from complex samples.

Molecularly imprinted technology (MIT) can simulate the mutual recognition of anti-
bodies and biological receptors, thus enabling the preparation of materials that recognize
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the target based on shape, size, and functional groups [16]. In the molecularly imprinted
process, template molecules and functional monomers are self-assembled by hydrogen
bonding and electrostatic interaction, which then react with the cross-linking agent to form
polymers [17]. The polymers are then washed with eluent to form holes with similar shapes
and complementary functional groups to template molecules [18]. Due to the simplicity
and selectivity of MIT, it has been successfully applied in chromatographic separation [19],
drug identification [20], environmental detection [21], food analysis [22], and other fields.

Magnetic separation technology can rapidly separate magnetic particles from a so-
lution by using magnets [23]. Many studies have reported that molecularly imprinted
polymers were synthesized on magnetic particles by combining magnetic separation tech-
nology and MIT [24,25]. Magnetic molecularly imprinted polymers (MMIPs) not only have
high efficiency and selective adsorption ability but also can be rapidly separated from the
sample. Li et al. [26] synthesized magnetic molecularly imprinted polymers with atrazine
as a template and Fe3Oj as the carrier. The maximum binding amounts of the polymers
were 1.89 mg/g. After five repeated uses, the binding ability of the polymers was not
significantly decreased.

In this paper, MMIPs were fabricated using E2 as the template for the selective ad-
sorption of E2 in water. Compared with traditional adsorbents, MMIPs can preferentially
adsorb E2 among multiple pollutants, and thus provide efficient and directional removal of
certain pollutants. The molar ratio of E2, MAA, and EDGMA was optimized to obtain the
best-prepared conditions. SEM, XRD, and FTIR were carried out to analyze the mechanism
of the MMIPs’ synthesis process. The effects of various factors on the adsorption capacity
of MMIPs for E2 were investigated and the adsorption process of MMIPs was investigated
according to adsorption kinetics curves and adsorption isotherms. With estrone, estradiol,
phenol, and sulfamethoxazole as competitive compounds, the adsorption selectivity of
MMIPs for E2 was studied under single and multiple systems. The regeneration method of
MMIPs was optimized and the reusability of the MMIPs was also evaluated.

2. Materials and Methods
2.1. Chemicals

E2, estriol (E3), EGDMA, estrone (E1), 3-(trimethoxysilyl)propyl methacrylate (MPS),
2,2'-azobis(2-isobutyronitrile) (AIBN), and sulfamethoxazole (SMX) were obtained from
Aladdin Reagent Company (Shanghai, China). FeCl3-6H,O, phenol, acetic acid, sodium
acetate, ethylene glycol, and tetraethyl orthosilicate (TEOS) were supplied by Sinopharm
Chemical Reagent Company (Shanghai, China). MAA, 4-vinyl pyridine, and acrylamide
were purchased from Sigma-Aldrich (USA). AIBN was recrystallized in ethanol and pre-
served at 4 °C prior to use. Acetonitrile and methanol were HPLC-grade and purchased
from Sigma-Aldrich (St. Louis, MO, USA). Milli-Q water purification system (Millipore,
Bedford, MA, USA) was used to prepare ultrapure water.

2.2. Preparation of MMIPs

The preparation protocol and recognition mechanism of MMIPs are shown in Figure
S1. Firstly, for the preparation of Fe3O4 particles [27], 1.73 g of FeCl3-6H;O was added into
35 mL ethylene glycol and thoroughly stirred to dissolve, then 3.83 g of anhydrous sodium
acetate was added. The mixture was stirred continuously for 30 min and then transferred
to 50 mL autoclave. The autoclave was heated to 200 °C for 8 h. After the reaction, the black
precipitates were collected by a magnet. The prepared Fe;O4 particles were washed with a
large amount of ultrapure water and ethanol, respectively, and were dried at 60 °C for 12 h.

Secondly, for the preparation of Fe;04@SiO0,@MPS [28], 100 mg of Fe3O4 particles
was weighed into a round bottom flask and 80 mL ethanol, 20 mL water, and 1.5 mL 30%
ammonia water were added. After the reaction solution was fully stirred, 1 mL TEOS
was added slowly and the reaction solution was stirred at 30 °C for 6 h. The prepared
Fe30,4@SiO, was collected with magnets and washed several times with ultrapure water
and ethanol, then dried in vacuum at 60 °C. MPS with vinyl was used as the coupling
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agent between Fe304@5iO, and polymers. First, 100 mg of Fe;0,@SiO, was weighed into
a round bottom flask, then 95 mL ethanol, 5 mL water, and 5 mL MPS were added. The
mixture was adjusted to pH 4 with acetic acid and stirred at 60 °C for 24 h. The products
were collected by magnets and cleaned three times with ultrapure water and ethanol, then
dried in vacuum at 60 °C. Fe30,@SiO,@MPS was obtained.

Finally, for the preparation of MMIPs [26], 0.15 mmol E2, and 0.6 mmol MAA were
added in 24 mL acetonitrile and homogenized by ultrasonication for 5 min, then the mixture
was stored in dark for 6 h. Next, 100 mg of Fe;0,@SiO,@MPS, 7.5 mmol EGDMA, 50 mg
AIBN, and 1 mL glycol as dispersing agent were added to the above solution. The reaction
solution was mixed by ultrasonication for about 10 min, then filled with nitrogen for 20 min
to remove oxygen. The reaction solution was heated to 60 °C under the protection of
nitrogen and stirred mechanically for 12 h. The products were cleaned with the mixed
solution of methanol and 1 mol/L sodium hydroxide solution (4:1, v/v) until E2 was
detected by HPLC. The magnetic non-molecularly imprinted polymers (MNIPs) were
synthesized in the same method as MMIPs without the addition of E2.

2.3. Characterization of MMIPs

The ultraviolet absorption spectrum of the mixed solution was performed by UV-
visible spectrophotometer (Beijing Purkinje General Company, Beijing, China). The mor-
phologies of MMIPs and MNIPs were characterized by Scanning Electron Microscope
(ZEISS, Oberkochen, Germany). X-ray Diffractometer (Panalytical B.v, Almelo, The Nether-
lands) and Fourier Transform Infrared Spectroscopy (PerkinElmer, Waltham, MA, USA)
were used for characterization of the functional groups and crystal structures of MMIPs.

2.4. HPLC Analysis

An Agilent 1200 series HPLC system, equipped with a quaternary pump, an autosam-
pler, a column compartment, a vacuum degasser, and an ultraviolet detector was used for
the determination of E2, E1, E3, BPA, SMX, and phenol. The detection wavelength was
205 nm. The chromatographic column was a 250 mm X 4.6 mm, 5 um ZORBAX SB-C18
column (Agilent, Santa Clara, CA, USA). The best mobile phase was acetonitrile and water
(44:56, v/v) and the flow rate was 1.0 mL/min with an injection volume of 100 uL.

2.5. Adsorption Experiments

The adsorption kinetics of MMIPs was performed by suspending 10 mg of MMIPs
in the 20 mL of 5 mg/L E2 solution in a conical flask, with the sample solution oscillated
at 25 °C air bath. The supernatant was filtered with a 0.22 um membrane and HPLC was
used to determine the remaining concentration of E2 in the supernatant after adsorption
at different times. In the isothermal adsorption experiment, the adsorption capacities of
MMIPs for E2 with different concentrations (0.5~10 mg/L) were studied by the above
method, except that the sample was shaken for 12 h to reach adsorption equilibrium. The
adsorption amount of MMIPs (Q, mg/g) and removal efficiency were obtained following
Equations (S1) and (S2) in Supplementary Materials [29]. The isotherm models used in the
research are displayed in Equations (S5) and (S6) in Supplementary Materials [30].

The distribution coefficient (K) usually represented the binding ability of the adsorbent
for the compound and the K was calculated as the following equation:

K= Cp /Ce/ (1)

Cp =(Co — Co), 2

where C;, is the concentration of E2 adsorbed on the polymers, and Cy and Ce are the
initial and equilibrium concentrations of E2 in the sample. The imprinting factor (IF)
and selection factor (x) were used to represent the ability of MMIPs to recognize other
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competing molecules. The correlation adsorption parameters were calculated according to
the following equations [31]:

IF = Knvvires / Knvinps, 3)
o = IF; /1F,, 4)

where Kypvps and Kynips are the distribution coefficients of MMIPs and MNIPs, re-
spectively. IF; and IF, represent the imprinting factors of competitive molecules and
E2, respectively.

The process of regeneration and reusability of MMIPs is listed in Supplementary Materials.

3. Results and Discussion
3.1. Optimization of MMIPs Preparation Conditions

Various factors could influence the adsorption capacity, such as the type of solvent and
the ratio of synthetic sources. The organic solvent was used to prepare the MMIPs because
the template and functional monomer were bonded by hydrogen bonding [32]. Methanol,
ethanol, acetonitrile, tetrahydrofuran, and dichloromethane were used to evaluate the influ-
ence of reaction solvents on the adsorption capacity of MMIPs. Meanwhile, the functional
monomers” effect on the adsorption performance of MMIPs was assessed by using MAA,
acrylamide, and 4-vinyl pyridine, as displayed in Figure S2a,b. When MAA was used as the
functional monomer and acetonitrile as the solvent, the adsorption performance of MMIPs
was the best. In addition, the effects of the molar ratio of template to functional monomer
(E2: MAA), of 1:2, 1:4, 1:6, 1:8, and 1:10, on the adsorption performance of MMIPs were
studied. Meanwhile, the optimum ratio of template to cross-linker (E2: EGDMA) was also
tested. The experimental results are shown in Figure S2¢,d, indicating that the optimum
synthesis molar ratio of E2: MMA: EGDMA was 1:4:50.

In this experiment, the ultraviolet absorption curves of E2, MAA, and the mixture
of E2 and MAA in acetonitrile solution were investigated to study the hydrogen bonding
between the template and functional monomer. As shown in Figure 1, when MAA was
added to the E2 solution, the mixed solution’s maximum absorption wavelength in the
spectrum was redshifted, indicating that hydrogen bonding between E2 and MAA was
generated. Moreover, the absorbance of the mixed solution was significantly higher than the
sum of E2 and MAA’s absorbance at the maximum absorption peak, which also indicated
the presence of hydrogen bonding between E2 and MAA.

1.0
0.8 4
—s— MAA
«—17B-E
0.6 4 —a— Theoretical Sum

—o— Mixture

Absorbance

S
PN

0.2 4

0.0 -
200 250 300 350

A (nm)

Figure 1. Ultraviolet absorption spectra of E2, MAA, and mixture of E2 and MAA in acetonitrile solution.
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3.2. Characterization of MMIPs

The SEM images of Fe;O, particles and MMIPs are presented in Figure 2a,b. Fe3O4
particles were regular spheres with a diameter of about 70-300 nm. Because of the small
diameter, Fe304 could be easily assembled by polymerization. The SEM images of MMIPs
displayed the polymer coating on the surface of Fe3O,, which would provide higher specific
surface areas and enhance the sorption capacity of MMIPs.

200 nm

(b)
Figure 2. SEM images of (a) Fe304 and (b) MMIPs.

The FTIR spectra of Fe;04, Fe304@Si0,@MPS, and MMIPs are presented in Figure 3a.
The signal at 587 cm ™! belongs to an Fe-O bond, indicating that Fe;O4 was prepared
by the solvothermal method. Compared with Fe3Oy, the peaks of Fe;0,@5i0,@MPS at
800 and 1100 cm~! were related to the vibration of Si-O-Si and Si-O bonds, respectively,
indicating that SiO; was coated on the surface of Fe304. The absorption peaks of the C=O
bond at 1730 cm ™! and the C-H bond at 2917 cm~! were derived from the MPS in the
FTIR spectrum of Fe30,@Si0,@MPS, suggesting that Fe304@5i0,@MPS was successfully
prepared. Compared with Fe;0,@Si0,@MPS, the characteristic band of C=0 at 1730 cm !
of MMIPs was stronger, indicating successful polymerization.

MMIPs @311)

Q 1730

)
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2 Z

= o=

s Z (220)

= 1730 5 (440)
g 2917 800 - 400 511
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=
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Figure 3. (a) FTIR spectra of Fe3O,, Fe30,@510,@MPS, and MMIPs; (b) XRD patterns of FezO4
and MMIPs.

wavenumber (cm")

The crystal phases of Fe304 and MMIPs were analyzed by XRD in Figure 3b. In the 26
region of 10-90°, the six diffraction peaks appeared in both Fe30, and MMIPs at angles
30.02°, 35.48°, 43.28°, 53.55°, 57.05°, and 62.68°, which match with the crystallographic
plane of Fe;O4 (220, 311, 400, 422, 511, and 440) according to JCPDS (JCPDS No. 19-629).
The presence of diffraction peaks in the XRD patterns indicated that the phase component
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was not changed during the preparation process. The nitrogen adsorption—desorption
isotherm of MMIPs, a typical IV isotherm with an H3 hysteresis loop, is displayed in
Figure 4. The BET-specific surface area and total pore volume of MMIPs were 4.1618 m? /g
and 0.032025 cm? /g, respectively.
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Figure 4. Nitrogen adsorption—desorption isotherm of MMIPs.

3.3. Adsorption Performance
3.3.1. Adsorption Kinetics

The adsorption kinetics curves of E2 by MMIPs and MNIPs were investigated in this
study. From Figure 5, the adsorption rates of MMIPs and MNIPs were fast in the first
5 min and the adsorption equilibrium was reached when the experiment was performed
for about 40 min. The results showed that the adsorption process of MMIPs for E2 was first
fast and then slow. In the initial stage of the reaction, the adsorption site on the surface of
MMIPs adsorbed E2 to reduce the binding energy. At this time, the adsorption occurred on
the surface of the polymers and the rate was very fast. Then the adsorption occurred inside
the MMIPs, which slowed the rate.

For further study, the pseudo-first-order and pseudo-second-order kinetics models
were selected to analyze the kinetics process of MMIPs for E2; the fitting parameters of the
models were also adopted to investigate the kinetic process of MMIPs. Table S1 shows the
fitting equations and correlation parameters of the two kinetic models. There was a good
linear relationship between both kinetic models because their correlation coefficient was
close to 1 and the sum of square of errors (SSE) was employed to evaluate the suitability
of the model [33]. The SSE of the pseudo-second-order kinetics model (0.1219) was lower
than that of the pseudo-first-order kinetics model (0.7444), suggesting that the latter one
was more appropriate for the sorption reaction of E2 by MMIPs. The adsorption rate was
controlled by the chemical adsorption mechanism and the unoccupied adsorption sites on
MMIPs positively affected the rate of the adsorption process [34].
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Figure 5. Adsorption kinetic curves of MMIPs and MNIPs. Conditions: [E2]y = 5 mg/L, [MMIPs or
MNIPs]p =0.5g/L, T =30 °C, and pH = 6.0.

3.3.2. Adsorption Isotherms

The adsorption amounts of MMIPs and MNIPs at different initial E2 concentrations
are presented in Figure 6a. The adsorption amounts of both adsorbents were positively
correlated with the E2 concentration of the sample solution. The adsorption amounts of
MNIPs increased slowly when the initial E2 concentration of the sample solution was
higher than 8 mg/L. Additionally, the adsorption amounts of the MMIPs were always
bigger than that of MNIPs.

15 - 0.15 4
—a— MMIPs
—e— MNIPs
o 3 .10+
2, 3 010
=] »
= 2
O o‘f u
n
5 0.05
0 T T T T 0-00 L] L] L] L]
0 2 4 6 8 0 4 8 12 16 20
Concentration (mg/L) Q, (mg/g)
(a) (b)

Figure 6. (a) Adsorption isotherms of MMIPs and MNIPs, and (b) Scatchard curve of MMIPs.
Conditions: [E2]y = 5 mg/L, [MMIPs or MNIPs]y = 0.5 g/L, T =30 °C, and pH = 6.0.
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The Langmuir isotherm model describes the single-layer adsorption process and the
Freundlich isotherm model describes the multi-layer adsorption process [35]; these two
models are often adopted to investigate the isothermal adsorption of MMIPs. The Lang-
muir and Freundlich adsorption isotherm equations were selected to fit the adsorption
amounts of MMIPs and MNIPs by reaching the adsorption equilibrium at various ini-
tial E2 concentrations, respectively. Table S2 showed the model fitting parameters and
the SSE of the Freundlich isotherm equation of MMIPs and MNIPs (SSEypmips = 3.381
and SSEpps = 0.2127) were both weaker than that of the Langmuir isotherm equation
(SSEnmmips = 5.4920 and SSEpNps = 0.4351). Therefore, compared with the Langmuir ad-
sorption isotherm equation, the Freundlich adsorption isotherm equation was more suitable
to analyze the adsorption behavior of MMIPs for E2, which indicated the adsorption be-
havior of MMIPs for E2 was multi-layer adsorption and the adsorption sites on MMIPs
were not uniformly distributed [36].

The saturated binding concentration of MMIPs and the types of MMIPs binding sites
were studied by the Scatchard model [37]. The relationship between Q. /Ce and Q. based
on the Scatchard model is shown in Figure 6b. The fitting curves showed two different
linear relationships in different ranges, indicating there were high-affinity and low-affinity
adsorption sites on MMIPs. The Scatchard parameters of the fitting curves were shown in
Table S3.

3.3.3. Adsorption Selectivity

E3 and E1, as structural analogs of E2, and SMX and phenol, as coexisting competitors
of E2, were employed to investigate the selectivity adsorption of MMIPs for E2 in a single
system and multiple system. The molecular structures of the five compounds are shown in
Figure S3. As shown in Figure 7a, MMIPs had the largest adsorption amount for E2 due to
their selective adsorption sites. The binding capacity of MMIPs to E1 and E3 was slightly
weaker than that of E2 because of the similar molecular structures to E2. For coexisting
competitors (SMX and phenol), the binding capacity of MMIPs was significantly reduced.

10
10 I MMIPs
[ IMNIPs
81 I MMIPs
8 [ IMNIPs
@ S 61
S0 6 - )
g E
@ Oﬂ) 4 ]
<,
21 21
E2 E1l SMX Phenol SMX Phenol
(a) (b)

Figure 7. Adsorption capacity of MMIPs and MNIPs for E2 and other four compounds in: (a) single
system, and (b) multiple system. Conditions: [E2 or other compounds]y = 5 mg/L, [MMIPs or
MNIPs]p =0.5g/L, T =30 °C, and pH = 6.0.

Compared with the molecular structure of E2, there was an OH group replaced by
a carbonyl group in E1 and the loss of an OH group in E3, which led to a decrease in
the binding capacity of the MMIPs. Phenol has an OH group on the benzene ring that
could form hydrogen bonds with MMIPs but its molecular structure was much smaller
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than that of E2, leading to the lower adsorption selectivity. Due to the molecular structure
and functional groups of SMX being different from E2, MMIPs showed relatively lower
adsorption capability and weaker selectivity to SMX. Above all, the selective recognition
ability of MMIPs depends on the functional groups, size, and shape of the compounds [38].

The adsorption performance of MMIPs for each compound in a multiple-system
solution decreased compared with that of the single system in Figure 7b. However, the
adsorption amounts of MMIPs for E2, E1, and E3 were higher than that for phenol and
SMX. Three parameters (K, IF, and «) were also used to evaluate the selective recognition
ability of MMIPs [39]. The values of the three parameters are shown in Table 1. K represents
the binding performance of MMIPs and MNIPs to the compound, and the value of K
was positively correlated with the adsorption capacity of the adsorbent to the compound.
Meanwhile, IF represents the selective recognition ability of MMIPs for analytes, and the
highest IF value of E2 indicated that MMIPs could selectively recognize E2.

Table 1. Selectivity coefficient data of MMIPs and MNIPs for E2 and other four compounds.

Analytes Knmmips KMnirs IF o
E2 28.32 0.44 64.02
E1l 7.11 0.50 14.14 4.53
E3 4.43 0.55 8.04 7.96
SMX 0.29 0.20 1.43 44.76
Phenol 0.15 0.07 2.13 29.99

3.4. Effects of Parameters on Adsorption Performance

The adsorption amounts of MMIPs can be easily affected by the reaction circumstances
during the adsorption process. The variation in adsorption performance under different
adsorption conditions could further explain the adsorption mechanism. The temperature
and pH of the adsorption solution were investigated for their effects on the adsorption
capacity of E2 by MMIPs.

The effects of temperatures between 15 °C and 35 °C on the adsorption process were
evaluated and the results are shown in Figure 8a. When the temperature increased from
15 °C to 30 °C, the adsorption amounts of MMIPs were improved and, subsequently, the
increase in temperature had little effect on the adsorption capacity. Therefore, the mass
transfer rate between adsorbent and pollutants is positively correlated with temperature,
and with the increase in adsorption temperature, the adsorption rate also increases.

Importantly, pH conditions can affect both the present form of E2 in the solution and
the surface charge of the adsorbent [40]. The effects of a pH between four and eight on
the adsorption of E2 by MMIPs were evaluated. As shown in Figure 8, when pH was in
the range of 4~6, the binding capacity of MMIPs for E2 was positively correlated with the
pH conditions; however, when pH > 6, the binding capacity of MMIPs was negatively
correlated with the sample solution of pH. This may be due to the fact that the zero charge
point of MMIPs (5.45, as implied in Figure S4) and the surface charge of MMIPs changes
from positive to negative when pH > 6. According to previous reports [41], when the
adsorption solution was in a neutral state, the interactions between the adsorbent and
pollutants mainly occurred through Van der Waals forces and hydrogen bonding. However,
when the solution was alkaline, the carboxylic acid group on the MMIPs and the hydroxyl
group on estradiol would dissociate, which reduced the adsorption performance. The
dissociation constant (pK,) of E2 is 10.72, when pH > 7, E2 exists in the mixture of anion
and molecular form. The hydroxyl group in E2 molecule will lose H* ions because of
ionization in alkaline media and hinder the H-bond forming accordingly, which leads to
the reduction in the adsorption capacity of MMIPs under alkaline conditions [42].
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Figure 8. The effects of (a) temperature and (b) pH on adsorption process. Conditions: [E2]g =5mg/L,
[MMIPs or MNIPs]y = 0.5 g/L, T =30 °C, and pH = 6.0.

The effect of the MMIP’s dosage on the removal efficiency for E2 was investigated at
three levels (0.25, 0.5, and 1.0 g/L). As displayed in Figure 9a, the removal of E2 improved
with the enhancement of MMIPs dosage. Compared with the adsorbent dosage of 0.5 g/L,
the removal of E2 was not significantly improved at 1.0 g/L of MMIPs, indicating that the
adsorption sites in the reaction solution reached saturation. The influence of the substrates
in the actual water for E2 removal efficiency was investigated based on the adsorption
performance of MMIPs in tap water and source water, as displayed in Figure 9b. Compared
with ultrapure water, the removal efficiency of E2 in tap water and source water decreased
slightly but the reduction was not obvious, indicating that MMIPs could preferentially
adsorb E2 in the presence of exogenous ions and natural organic matter.

100 100

80

60 - —=— ultrapure water
—e— tap water
—A— source water

—=—1.0 g/L
——0.5 g/L
40 ——0.25 g/LL 40 -

R, (%)
R, (%)

20 20
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Figure 9. (a) The effect of MMIPs dosage on the removal efficiency for E2. (b) Removal efficiency of
E2 by MMIPs in different water bodies. Conditions: [E2]y = 5 mg/L, [MMIPs or MNIPs]y = 0.5 g/L,
T=30°C, and pH = 6.0.
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3.5. Possible Mechanism

According to the above analysis, the preparation and recognition mechanism of MMIPs
for E2 are displayed in Figure S1. Firstly, E2 and MAA formed the precursor through
hydrogen bonding during the preparation process, which was polymerized into MMIPs
after the preparation reaction. Subsequently, E2 in MMIPs was eluted by elution agents,
producing the adsorption site for E2 in MMIPs. When MMIPs were added to the water
contaminated by E2, the specific active sites would preferentially adsorb E2 and were not
interfered with by other pollutants, thus achieving the priority removal of E2 in the water.

3.6. Regeneration and Reusability of MMIPs

The regeneration and reuse of adsorbent were also important indexes to evaluate its
performance. In the experiment, the four regenerative solvents, methanol, ethanol, acetone,
and acetonitrile, were used to investigate the regeneration of adsorption-saturated MMIPs
and the effects of regenerative time and frequencies on regeneration efficiency were also in-
vestigated. As shown in Figure 10a, the best regenerative solvent for MMIPs was methanol,
so methanol would be used for regeneration when MMIPs reached adsorption saturation.

100 100
80 4 90 4 7 7 /-
—~ 604 ~_~ 80
X X
N’ N’
= =
& 404 & 704
20 1 60::' =
0 T T T %_ 0 T T T T T T
methanol ethanol acetone acetonitrile 5 10 15 20 25 30
Regenerative solvent Time (min)
(a) (b)
100 10
| // 5
3l % 6
> =
~ g
= ~
& 854 o 41
80 = = 24
AL LA LA S S S /

1 2 3 4 5
Regenerative number

(c) (d)

Figure 10. The effects of: (a) regenerative solvents, (b) regeneration time, and (c) regeneration number
on regeneration of MMIPs. (d) Reusability of MMIPs on adsorption of E2. Conditions: [E2]y =5 mg/L,
[MMIPs or MNIPs]y = 0.5 g/L, T =30 °C, and pH = 6.0.

Cycle number
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The experiment on the effect of regeneration time was carried out by suspending the
adsorbed saturated MMIPs in the methanol and oscillating for 5-30 min in an oscillating
chamber at 25 °C. The regeneration efficiencies of MMIPs are shown in Figure 10b, which
were positively correlated with regeneration time in the first 20 min and the regeneration ef-
ficiency remained unchanged after 20 min, so the regeneration time was selected as 20 min.
The influence of regeneration frequencies (1~5) on regeneration efficiency was investi-
gated. As shown in Figure 10c, after two times of regeneration, the regeneration efficiency
reached 98% and subsequent regeneration did not improve efficiency much. Therefore, the
adsorption-saturated MMIPs were regenerated two times, and the regeneration conditions
were 10 mL methanol as the regeneration solvent and 20 min of regeneration time.

The reusability of MMIPs was performed by investigating the adsorption capacity of
MMIPs under different cycle times when methanol was used as the regenerative solvent.
Figure 10d displays that the binding ability of MMIPs for E2 hardly decreased after at least
five times of reuse.

4. Conclusions

In this work, MMIPs were prepared by MIT and magnetic separation techniques
for the adsorption of natural estrogen E2. Firstly, MMIPs with the maximum adsorption
capacity were obtained by optimizing their preparation conditions. SEM, FTIR, and XRD
were employed to demonstrate the surface structure and morphology of MMIPs; the
results indicated that polymers were successfully synthesized on Fe;O,. The adsorption
experiments indicated that MMIPs had larger adsorption amounts and a faster adsorption
rate for E2 than MNIPs, which was attributed to the existence of both high-affinity binding
sites and low-affinity binding sites on MMIPs. The selective adsorption experiment also
showed that compared with MNIPs, MMIPs not only had a larger adsorption capacity
for E2 but also had better adsorption capacity for analogs of E2. Finally, the optimal
regeneration method of adsorbed saturated MMIPs was studied. The purpose of this paper
was to develop an effective adsorbent for the selective recognition and removal of E2.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/separations9110381/s1, Table S1: Kinetic parameters for the
adsorption of E2 on MMIPs; Table S2: Adsorption isotherm constants for adsorption of E2 on MMIPs;
Table S3: Scatchard parameters for the adsorption of E2 on MMIPs; Table S4: Adsorption performance
of E2 by other adsorbents [43-51]. Figure S1: Schematics of synthesis and recognition E2 of MMIPs;
Figure S2: Effect of synthetic conditions on the adsorption ability of MMIPs for E2: (a) reaction
solvent, (b) functional monomer, and (c) molar ratio of E2: MAA, (d) molar ratio of E2: EDGMA;
Figure S3: The molecular structures of (a) E2, (b) E1, (c) E3, (d) SMX, and (e) phenol. Figure S4: Zeta
potential value of MMIPs at different pH.
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