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ABSTRACT: Herein, we utilized carbon nanodots (R-CNDs) for
the electrochemical detection of estrogens in tap and natural water
samples and simulated e uents from Swedish waste water  HN
treatment plants (WWTPs). R-CNDs were prepared from 2-
aminophenol by solvothermal synthesis and used as a modifier for
chitosan-based selective membranes. The data obtained from
atomic force microscopy and transmission electron microscopy —
suggest a spherical morphology of the R-CNDs with lateral size in il
the range of 3—8 nm and the height of 1—8 nm. In contrast to most ... }
other known carbon nanodots, R-CNDs are soluble in various
organic solvents, including apolar, and less soluble in water. Small
nanodots (3 nm) are more hydrophilic than large ones (6—8 nm)
and can be separated from the bulk suspension of R-CNDs in
heptane by their extraction into a water/ethanol mixture.
Suspensions of large R-CNDs in apolar solvents exhibit green photoluminescence, while small R-CNDs in polar solvents have
orange. This phenomenon was attributed to a solvatochromic rather than to a quantum e ect. The R-CNDs were embedded on a
chitosan-modified pencil electrode and the electrode was applied for voltammetric determination of four abandoned estrogens:
estrone, estradiol, estriol, and ethynyl estradiol. The sensor demonstrates a group-selective response to the estrogens with a detection
limit of 17.0 nmol L™, It can be applied to determine the estrogens in the range of 0.05—4.6 umol L™ in the presence of typical
interfering bioactive compounds, such as paracetamol, uric acid, progesterone, sulfamethoxazole, trimethoprim, ibuprofen, and
ca eine. The developed sensors show repeatability and reproducibility values of 1.8—3.4% and 4.3%, respectively. The e ciency was
proved by application for tap and lake water samples, where the recovery range was found to be 93—100%. The low cost, stability,
and high sensitivity and selectivity of fabricated sensors make R-CNDs a perspective modifier for electrochemical sensors for the
detection of estrogen microquantities in variable water samples.
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I INTRODUCTION

Over the past few years, carbon dots (CDs), have been the
focus of intense scientific research."™ CDs are carbonaceous
0-dimensional nanoparticles below 100 nm in diameter with
graphene cores and photoluminescent properties. They are
highly biocompatible and have various functional groups which
make them easy to modify. The graphene core of the
nanoparticles can be doped with heteroatoms such as B, P,
N, etc. These features make CDs attractive in biomedical,
environmental remediation, and energy applications, to name
but a few.” Procedures developed for the preparation of CDs
can be divided into “top-down” and “bottom-up” approaches.
The top-down approach involves breaking large carbon
materials such as carbon nanotubes, carbon fibers, graphite
oxide, etc., using arc discharge, laser ablation, or electro-
chemical oxidation.®”® Bottom-up synthesis involves the
pyrolysis of small organic molecules. Recently, the bottom-up
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approach has become more popular due to its simplicity.
Various organic compounds such as citric acid® or its mixture
with amines,’°~*? saccharides,® organic wastes, etc.'* have
been used for CD preparation. The precursors can be
immobilized on silica or other porous supports,>~¢ prior to
thermal or microwave treatments,™ to limit the particle size.

The physicochemical and biomedical properties of CDs
depend on the chemical composition of the precursors,
preparation procedure, and particle morphology.”®** It has
been shown that doping of the CDs with nitrogen can
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essentially increase the photoluminescence quantum yield.?
The chemical composition of the solvents used for CD
preparation influences the dehydration and carbonization
processes of the precursors, a ecting the formation of
conjugated m-domains of di erent sizes, which in turn leads
to di erent emission colors of CDs.® Over the years, CDs
have been given nearly a dozen names depending on their
crystallinity, structural assemblies, size, chemical composition,
preparation procedure, and topology. These names include
carbon quantum dots, carbon nanodots, C-dots, graphene
carbon nanoparticles, polymer nanodots, carbon polymer dots,
carbonized polymer dots, carbogenic dots, carbon-based
guantum dots, etc.* Small spherical CDs (1—5 nm) obtained
by bottom-up approaches from small organic precursors are
commonly called carbon nanodots (CNDs). Despite intensive
investigation, CNDs are still characterized solely on their size,
without a defining functional composition, and the relationship
between the synthesis, structure, and properties of CNDs is
unclear.

Nanomaterials are widely employed in electroanalytical
chemistry as electrode modifiers to amplify signals and
improve selectivity. CNDs are of interest in this field due to
their excellent electroconductivity and large active surface
areas.”>>® However, most CNDs are hydrophilic due to the
high density of polar (COOH) functional groups on their
surfaces.’” The chemical composition of CNDs makes their
noncovalent immobilization onto the surface of hydrophobic
carbon electrodes di cult, due to their dissolution in agueous
media and the permanent desorption of the particles from the
electrode surface, which reduces the sensor reproducibility.?®
To overcome this problem, less water-soluble CNDs can be
used. Recently, a procedure for the preparation of CNDs from
2-aminophenol (R-CNDs) was reported.>® R-CNDs are poorly
dispersed in water but well dispersed and colloidally stable in
apolar solvents. Additionally, R-CNDs are nitrogen-doped
nanoparticles, which improves their electron-donor properties
and thus the selectivity of electrodes modified with R-CNDs.*°

Recently, endocrine disruptors (EDs), organic compounds
that interfere with human endocrine function and transform
hormones, have been the focus of much societal interest. EDs
include estrogenic compounds such as estrone (E1), estradiol
(E2), estriol (E3), and ethynyl estradiol (EE2), Figure 1. Most
conventional drinking water treatment plants and wastewater
treatment plants are not capable of removing these EDs when
present in low concentrations.** Thus, analytical methods for
the identification and quantification of EDs in water are

Figure 1. Chemical structures of the estrogenic compounds
investigated.

required. Several approaches have been proposed, among
which are optical biosensors based on 6-(O-carboxymethyl)-
oxime-modified bovine serum albumin®* and Cd quantum
dots.** The electrochemical detection of estrogenic com-
pounds in environmental waters using copper(ll)—meso-
tetra(thien-2-yl)porphyrin complexes immobilized on reduced
graphene oxide™ as well as graphite paste electrodes enriched
with graphene oxide quantum dots immobilized on meso-
porous silica® have been reported. However, simpler, more
ecofriendly electrochemical sensors for ED detection are still
required.

In the present work, R-CNDs synthesized from 2-amino-
phenol via a solvothermal carbonization method were
embedded onto a chitosan-modified pencil-graphite electrode
and were studied as selective membranes for the electro-
chemical determination of the estrogenic compounds
presented in Figure 1.

Chitosan (Chit) is a linear amino-polysaccharide capable of
undergoing self-assembly in which individual chains associate
to form macroscopic hydrogels. For this reason, chitosan
demonstrates excellent adhesion and film formation proper-
ties.*® Chit shows weak cationic polyelectrolyte properties, and
thus, it is widely used to incorporate anionic compounds into
selective membranes.*’*® As mentioned above, CNDs possess
peripherical carboxyl functional groups that can interact with
functional groups of chitosan, resulting in hybrid Chit/CDs
film. This approach has been used in the current research to
fabricate a selective membrane on the pencil-graphite
electrode, as demonstrated Scheme 1.

Scheme 1. (a) Synthesis of R-CNDs from 2-Aminophenol
and (b) Fabrication of Chitosan-Modified Pencil-Graphite
Electrode with Embedded R-CNDs
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I EXPERIMENTAL SECTION

Chemicals and Materials. Organic solvents (ethanol, heptane,
cyclohexane, chloroform, diglyme, ethyl acetate, and acetonitrile),
acids (phosphoric, boric, and sulfuric), sodium hydroxide, sodium
nitrate, potassium chloride, potassium hexacyanoferrate(ll) trihydrate,
and potassium hexacyanoferrate(ll1) (all ACS Reagent grade) were
purchased from Sigma—Aldrich and were used without any further
purification. 2-Aminofenol from Oakwood Chemical was recrystal-
lized from water before use. Seventeen B-estradiol (E2, =98%) and 17
o-ethynylestradiol (EE2, =98%) were purchased from MP BIO-
MEDICALS. Estrone (E1, 99+%), estriol (E3, 97%), and chitosan
(MW 100000—300000) were obtained from Acros Organics. All
aqueous solutions were prepared using ultrapure water obtained from
the PURELAB Classic water-purification system (Elga, U.K.). Dialysis
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Figure 2. (a) FT-IR spectra of R-CNDs and 2-aminophenol; (b) digital photograph of R-CNDs in ethyl acetate (left), CNDs obtained from citric
acid (center), and R-CNDs in ethanol (right) obtained under UV lighting; (c) UV—vis absorption spectra of R-CNDs in heptane, ethyl acetate, and
ethanol; (d) photoluminescence spectra of R-CNDs and 2-aminophenol (2APh) in di erent solvents (concentration of R-CNDs is 24 mg L™).

tubes from Spectrum Lab with pore sizes of 500—1000 D were used
for nanoparticle purification.

Apparatus and Characterization Techniques. The pH of the
solutions were measured using a PHS-3E (China) meter with
BioTrode (Hamilton, USA) electrode. Fourier transform infrared
spectra (FTIR) were measured on a ALPHA II (Bruker, Germany)
spectrometer using the attenuated total reflectance mode (ATR) with
a diamond crystal. The spectra were recorded in the 400—4000 cm™*
range. Ultraviolet—visible (UV—uvis) absorption spectra in the 200—
450 nm range were measured on a UV-M51 UV-uvisible
spectrophotometer from BEL Engineering (Italia). Photolumines-
cence measurements of liquid samples were made using an LS 55
PerkinElmer (U.K.) luminescence spectrometer with 1 cm optical
path length quartz cuvettes. The spectra were analyzed using
Spectragryph software 1.2.15° Atomic force microscopy (AFM)
images were obtained using a Bruker MultiMode 8 AFM microscope
fitted with a Si-tip cantilever with a force constant of 0.4 N m™and a
resonance frequency of 70 kHz, used in tapping mode. For AFM
measurements, the samples of R-CNDs were diluted in ethanol, and a
single drop of the suspension was added on a clean mica surface and
then dried in a nitrogen flux for 2 h. The statistical analysis was
performed using Gwyddion 2.53 software. The size, morphology, and
microstructure of the R-CND particles were investigated by
transmission electron microscopy (TEM) and high-resolution (HR)
TEM on a JEOL JEM 2100F electron microscope, which operated at
200 kV with a field emission gun. The samples for TEM analysis were
prepared by dropping a small amount of the suspensions onto a Cu
grid covered with a thin (3—5 nm) layer of amorphous carbon. Cyclic
voltammetry (CV) and di erential pulse voltammetry (DPV)
measurements were performed on an EmStatds LR portable
potentiostat from PalmSens BV (Netherlands), using a three-
electrode cell comprising an Ag/AgCl (in 3 M KCI) reference
electrode, Pt wire auxiliary electrode, and pencil-graphite electrode
(PGE, pencil lead, HB, produced by Niceday) (modified or bare) as
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the working electrode. All electrochemical experiments were
performed at room temperature in 0.04 mol L™ of Briton-Robinson
bu er (BRb).

Synthesis of R-CNDs. R-CNDs were prepared from 2-amino-
phenol according to the procedure published by Huang et al.* Briefly,
0.4 g of 2-aminophenol dissolved in 30 mL of ethanol was transferred
into a Teflon-lined autoclave cartridge (200 mL) and heated at 180
°C for 12 h. After cooling, the cartridge content was centrifuged at
9000 rpm for 15 min. The supernatant was filtrated through a 0.45
pum hydrophobic polytetrafluoroethylene membrane, yielding a brown
suspension of raw R-CNDs in ethanol. For purification, the
suspension was transferred into a dialysis membrane bag and the
dialysis was performed under constant agitation for 48 h with
deionized water. Finally, the suspension was dried in a vacuum at
room temperature and then re-dispersed (by sonication) in ethyl
acetate, yielding a 0.475 g L™* suspension of R-CNDs.

Preparation of R-CNDs Suspensions in Organic Solvents.
The stock suspension of R-CNDs in ethyl acetate (475 mg L™) was
used to prepare diluted suspensions in di erent solvents. 250 L
aliquots of the stock were transferred to volumetric flasks (50 mL),
and the solvent was evaporated under a flow of nitrogen. Then, 50 mL
of the appropriate solvent was added, and the particles were dispersed
by sonication.

Electrode Fabrication. For activation and cleaning, the bare PGE
(the working region was 1.0 cm of length and 0.7 mm in diameter)
was immersed in 1 mol L™* of H,S0, and cycled between +0.15 and
+1.15 V for 20 scans with a scan rate 25 mV s7%, then rinsed with
distilled water, and dried at room temperature. R-CND modified PGE
electrodes were prepared as follows: 0.5 mL of a R-CNDs suspension
(25 mg L™t in ethanol) was added to a 0.5 mL suspension of 0.4%
chitosan (Chit) in 1% acetic acid; this was then sonicated for 1 h at 35
°C. 50 L of the prepared modifier (CNDs/Chit) was drop-cast onto
the activated PGE and left to dry under ambient conditions for 4 h.
Finally, the modified electrode (PGE-CNDs/Chit) was immersed in

https://doi.org/10.1021/acsanm.2c02219
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Figure 3. AFM images of R-CNDs: (a) after dialysis and (b) with being extracted in heptane and embedded on a mica substrate. Line height profile
marked on R-CNDs images: (c) in water—ethanol and (d) in heptane, respectively.

0.5 mol L™ of H,SO, for 1 h to remove excess, unbonded particles;
washed with water; and air-dried. The Teflon film was used to delimit
the modified and nonmodified areas of pencil lead, resulting in the
geometric area of the working electrode at 21.4 mm?. An electrode
that was only modified by chitosan (PGE-Chit) was made by the
same procedure and used as a reference. All electrodes were cleaned
before the experimental measurements using cyclic voltammetric
scans in BRb solution over the same potentials.

I RESULTS AND DISCUSSION

FT-IR Characterization of R-CNDs. The FT-IR spectra,
Figure 2a, of R-CNDs (black) and the precursor (2-
aminophenol, red) have essential di erences. The spectrum
of 2-aminophenol contains characteristic narrow peaks at 3302
and 3370 cm™! attributed to O—H/N—H stretching
vibrations.** A broad signal with a maximum at 3200 cm™
was observed in the R-CNDs spectrum, indicating the presence
of O—H groups. This broadening is commonly observed for
various nanoparticles*? and reflects the presence of -OH
groups in di erent local environments. Similar results have
previously been reported for aminophenol after polymer-
ization.”* Low-intensity peaks at 2700—3020 cm™ were
observed in both spectra and attributed to C—H stretching
in aromatic rings. The spectrum of R-CNDs also contains N—
H bending vibrations at 1570 cm™ and a C O vibrational
absorption band at 1640 cm™.** The intense peak at 1345
cm™ can be assigned to the vibration of C—N bonds,* and
the peak at 1100 cm™ was attributed to the stretching
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vibrations of newly formed C—O-—C bonds in the nano-
particles.

UV-Vis and Photoluminescent Properties of R-CNDs.
The UV-vis absorption spectra of R-CND suspensions in
heptane, ethyl acetate, and ethanol exhibit two absorption
bands at 285 and 430 nm, Figure 2c. The band positions shift
slightly depending on the solvent, particularly at longer
wavelengths; this is attributed to electronic transitions in the
conjugated graphene structures of R-CNDs.*® Increasing the
solvent polarity causes the bathochromic shift of the
absorption bands of R-CNDs from 424 nm (for the suspension
in hexane) to 431 nm (for ethyl acetate) and further to 439 nm
(for ethanol), Figure 2c.

Suspensions of R-CNDs in organic solvents demonstrate
intensive photoluminescence, Figure 2d. The chemical nature
of the solvents impacts the intensity and position of the
photoluminescent emission bands. As the solvent polarity
increases, the R-CND emission peak gradually shifts from 501
to 531 nm. The intensity of photoluminescence also decreases
with the solvent polarity, Figure 2d. It is important to note that
the precursor for R-CNDs synthesis (2-aminophenol) does not
exhibit similar photoluminescence, Figure 2d. From these
results, it can be concluded that the solvatochromic photo-
luminescence of R-CND suspensions has been observed. This
e ect was recodered for di erent organic chromophores, and
beak shifts have been attributed to increasing dipole—dipole
interactions between the chromophore and the solvent. While

https://doi.org/10.1021/acsanm.2c02219
ACS Appl. Nano Mater. 2022, 5, 10962—10972



ACS Applied Nano Materials

www.acsanm.org

increasing the solvent polarity causes a red shift in the
photoluminescence of chromophores,*’ solvatochromic photo-
luminescence of nanoparticles is much rarer.”® The solvent-
dependent photoluminescence of the CDs could be explained
by an alternative theory. It has been reported that CDs
obtained by solvothermal synthesis from the same precursor
but in di erent solvents emit light at di erent wavelengths.*
The working hypothesis is that the solvents play an essential
role in the dehydration and carbonization of the precursors,
resulting in the formation of domains with di erent sizes of -
conjugated systems, which in turn lead to di erent emission
colors.”®

Characterization of the R-CNDs Morphology. Because
the R-CNDs demonstrate solvatochromic photoluminescence,
it was hypothesized that this phenomenon could be a
manifestation of the quantum e ect discovered for semi-
conductive quantum dots.>* To investigate this theory, the size
and morphology of R-CNDs in a water and ethanol mixture
[R-CNDs suspension in ethanol was diluted with water to
obtain better AFM images] (a polar medium) and in heptane
(an apolar, aprotic solvent) were studied. The particle
morphologies were investigated by AFM and TEM. Figure 3
shows the AFM images of the R-CNDs and their
corresponding height profiles. The data shows that the heights
of R-CNDs dried from water/ethanol range from 1.5—8 nm,
constituting predominantly of small (1.5—2 nm) particles. The
particles are well distributed on the mica surface, indicating a
lack of agglomeration (Figure 3a,c). According to AFM images,
the R-CNDs embedded from hexane have particle heights in
the range of 1.5—8 nm, but in this instance the majority of the
nanoparticles are 4—7 nm, Figure 3b,d.

TEM images of R-CNDs embedded from the ethanol/water
mixture onto a hydrophobic grid demonstrates agglomeration
of the nanoparticles during solvent evaporation, Figure 4b.
From the low-magnification TEM image, it can be observed

Figure 4. (a) Low-magnification and (b) high-resolution transmission
electron microscopy images of R-CNDs in water; (c) low-
magnification and (d) high-resolution images for the R-CNDs in
heptane. The insets show the solvatochromic e ect in photo-
luminescence of the corresponding samples: orange in the water
phase and green in the heptane phase.

that the particles stay at the droplet edge, due to the
nonwetting nature of the interface, Figure 4a. Conversely, due
to a good wetting, R-CNDs dried from heptane stay mainly in
the ultrathin, lowest part of the carbon grid, Figure 4c. The size
of the R-CNDs was evaluated from their high-resolution TEM
images. Even though precise measurements of the particle sizes
are di cult due to their agglomeration, it is clear that R-CNDs
embedded from heptane are significantly larger than those
embedded from ethanol/water, Figure 4b,d. From the
thickness contrast and the lattice fringes, it can be estimated
that the average size of the R-CNDs dried from ethanol/water
is about 3 nm, while those dried from heptane are 6—7 nm.
The lattice fringes of the R-CNDs can clearly be seen in the
high-resolution images, Figure 4b,d. The interplanar spacing of
one set of fringes was measured as 0.20 nm in Figure 4b, which
corresponds to the (101) plane of graphite. A similar
measurement was done for the fringes in Figure 4d, and the
interplanar spacing was measured as 0.33 nm, corresponding to
the (002) plane of graphite.

From the data acquired by AFM and TEM, it can be
concluded that R-CNDs obtained in this study have lateral
sizes in the range of 3—8 nm (from TEM images) and the
heights between 1 and 8 nm (from AFM images) and can
therefore be considered spherical nanoparticles, as is typical for
CNDs.*?

From the data obtained, it can be concluded that larger R-
CNDs particles are more soluble in lipophilic media. This
phenomenon can be explained by the greater hydrophobicity
of the larger R-CNDs, which like most other CNDs, having
hydrophobic graphene cores and hydrophilic edges.>® Thus,
small particles having a higher surface (hydrophilic) to volume
(hydrophobic) ratio, making them more hydrophilic than
larger particles.

Despite the fact that suspensions of large R-CNDs in
heptane exhibit green photoluminescence, while small R-
CNDs in water-containing media exhibit orange luminescence,
we have doubts about the quantum nature of this e ect, and
instead consider it as a manifestation of the solvatochromic
e ect.

Electrochemical Properties of PGE-CNDs/Chit Elec-
trodes. The electrochemical properties of PGE-CNDs/Chit
electrodes were studied by CV and the results were compared
with PGE/Chit and bare PGE electrodes. EE2 was chosen as
an estrogen analyte for preliminary experiments as it was the
least harmful, so safest to practically handle in the lab. Figure
5a shows cyclic voltammograms (CVs) of 2.1 ymol L™* of EE2
on di erent electrodes between —0.2 and +1.0 V. All of the
electrodes studied show an anodic peak corresponding to EE2
oxidation at a potential of +0.77 V. The oxidation of EE2 on
the bare carbon electrode is observed due to interactions
between surface carboxylic groups (generated during the
activation step) of the electrode and the analyte. In addition,
T—T interactions between graphite layers and the aromatic ring
of EE2 may provide a minor contribution. Chitosan is a
derivative of the most widespread nontoxic, biodegradable, and
biocompatible natural amino polysaccharide. Three types of
reactive functional groups make the chitosan suitable for
modification through the reaction with aldehydes, H-bonding
with polar atoms, etc.>* It is well-known chitosan is a good
stabilizer and dispersing agent with an excellent film-forming
capacity and good adhesion,”®> which can improve the
electrochemical sensitivity of the electrode toward organic
molecules.®® The coverage PGE with chitosan film blocks

https://doi.org/10.1021/acsanm.2c02219
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Figure 5. Electrochemical properties of the electrodes in the voltammetric determination of EE2: (a) CVs of EE2 (2.1 umol L™%) on PGE-CNDs/
Chit, PGE-Chit, and bare PGE electrodes in 0.5 mol L™ solution of NaNO, with pH = 5.0; (b) CVs of EE2 (2.1 umol L™!) on PGE-CNDs/Chit
electrode in 0.5 mol L™* solution of NaNOj in pH range 4.0—9.0; (c) dependence of the oxidation peak potentials vs solution pH; (d) impact of
electrolyte concentration and composition on CVs of EE2 (2.1 umol L™Y) on PGE-CNDs/Chit electrode at solution pH = 6.0; (&) mechanism of

the electrochemical oxidation of EE2.

surface carboxyl groups, but hydroxyl and amino groups of
chitosan film, which become new surface groups, provide
interactions with EE2 molecules, thereby maintaining the
oxidation process. The slightly higher signal at the PEG-Chit
electrode (Figure 5a, orange curve) is attributed to the larger
number of interactions resulting in more oxidized EE2
molecules compared with the PEG electrode. It should be
noted the main role of chitosan in electrode composition is a
fixation of R-CNDs onto the electrode surface. According to
characterization results of R-CNDs, the particles contain N—H,
-OH, and CO groups, so they can be easily bonded to
chitosan. It can be clearly seen in Figure 5a (blue curve) that
PGE-CNDs/Chit demonstrate the EE2 peak current nearly
doubling compared to that of the bare PGE and PEG-Chit
electrodes. No doubts the enhancement of analytical signal is
related to the e ect of R-CNDs on electrode composition. We
assume the increased a nity of the analyte toward the
modified electrode could be the result of a synergistic e ect
of the presence of several functional groups of R-CNDs as well
as the due to m— interactions between graphene layers of R-
CNDs and aromatic moieties in EE2. It is also assumed that
the enhancement of PGE-CNDs/Chit electrode sensitivity to
EE2 could be a result of enlarging the electrode surface area

and increasing the embedded layer electroconductivity due to
the presence of R-CNDs in it. Nevertheless, the obtained
results indicate the e ectiveness of electrode modification with
R-CNDs.

To determine the optimal conditions for ED determination,
CVs of EE2 (2.1 pymol L™) solutions were studied between
pH 4 and 9, Figure 5b. It was found that the potential of the
EE2 oxidation peak decreases with an increase in the solution
pH, indicating a proton-dependent oxidation reaction. A linear
correlation between the peak potential and the solution pH
with a slope of 0.058 was found, corresponding to the Nernst
theoretical value (at 20 °C) for a redox reaction with the same
number of protons and electrons involved. This observation is
in agreement with the literature>”*® in which the specific
oxidation of the hydroxyl group at carbon no. 1 in estrogens, as
illustrated in Figure 5e, has been reported. The process starts
with the one electron and one proton oxidation of EE2 to form
an oxy-radical at the hydroxyl group of carbon no. 1, followed
by the rapid loss of a second electron and proton, resulting in
the formation of ketone group in the first ring and m-bond in
the second ring of EE2°° The best analytical signal was
observed at pH 6 (Figure 5b). For this reason, further
measurements were conducted at that pH.
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Figure 6. (a) DPVs of EE2 on PGE-CNDs/Chit in 0.04 mol L™ of BRb bu er at pH = 6.0 and in 0.75 mol L™! of KCI (inset: DPVs of EE2
obtained in concentrations of EE2 between 50 and 400 nmol L™%); (b) linear correlation between peak current intensity and EE2 concentration;
(c) peak current intensity for di erent estrogens on PGE-CNDs/Chit at analyte concentrations of 0.15 and 1.17 umol L™; (d) peak current
intensity at PGE-CNDs/Chit for 150 nmol L™ of EE2 in the absence and the presence of interferants, such as paracetamol (PC, 16 pmol L™1), uric
acid (UA, 10 pymol L™?), progesterone (PS, 10 pmol L™2), sulfamethoxazole (SMZ, 10 umol L™1), trimethoprim (TMP, 50 umol L), ibuprofen

(IP, 10 pmol L™), and ca eine (CF, 10 ymol L™).

The influence of the composition and concentration of the
electrolyte used for EE2 analysis was also studied. The DPV
experiments were performed in BRb with pH = 6.0 containing
of 2.1 umol L™! of EE2. KCI and NaNO; were analyzed as
electrolyte agents in the concentration range from 0.25 to 1.0
mol L™, The histogram in Figure 5d shows that the current of
EE2 oxidation is higher in KCI solutions than in NaNO,
(when the concentration electrolyte are kept constant). The
gradual enhancement of the analytical signal is observed when
increasing of the electrolyte concentrations and reaches a
maximum at 0.75 mol L™! of KCI. Thus, 0.75 mol L™* of KCI
was chosen as a supporting electrolyte in further experiments.

Metrological Characteristics of the Method Used for
Voltammetric EE2 Determinations on PGE-CNDs/Chit
Electrode. In searching for a well-shaped analytical peak with
the highest peak current and the best signal-to-noise ratio, the
following parameters of di erential pulse voltammograms
(DPVs) were examined: pulse amplitude (5—40 mV), pulse
time (50—200 ms), potential step (1-10 mV), and scan rate
(10—25 mV s71). The following parameters were considered
optimal and used for further measurements: pulse amplitude =
40 mV, a pulse time = 100 ms, the potential step = 10 mV, and
the scan rate = 20 mV s™%.

The DPV measurements were performed with PGE-CNDs/
Chit electrodes under optimized conditions within a potential
range of —0.2 to +1.0 V, to study the analytical response of the
electrode as a function of EE2 concentration. All experiments
were executed in triplicate, and the average data are discussed.
Figure 6a a shows the DPVs of EE2 on PGE-CNDs/Chit
across a wide analyte concentration range, from 0.05 to 6.5
pmol L™% The most intensive peak of current intensity is
observed at +0.64 V, and the magnitude of this peak is directly
proportional to the EE2 concentration. Figure 6b shows that
the optimal linear correlations between current intensity and

the EE2 concentration are observed across two ranges: from
0.05 to 0.4 pymol L™* and from 0.4 to 4.6 pymol L™ The
presence of two linear ranges in DPVs is commonly caused by
the saturation of the electrode surface due to the adsorption of
nonelectroactive products, resulting in the partial blocking of
surface redox sites.*

The respective calibration equations were determined as

@

@)
where R? is the determination coe cient. The estimated
sensitivities determined by the slopes of eq 1 and eq 2 are
0.397 and 0.222 pA L pmol™?, respectively. The limit of EE2
detection (LOD) of the method, calculated from the 3SD/
sensitivity ratio, where SD is the standard deviation obtained
from ten measurements of the blank solution, is within the
nanomolar range (17 nmol L™).

To evaluate the repeatability of the PGE-CNDs/Chit
measurements, five experiments were performed in a single
day, with the same electrochemical cell containing 150 nmol
L~ of EE2, using the same electrode (Supporting Information
Figure S1a). Similarly, the repeatability was determined using
the same PGE-CNDs/Chit electrode and the same cell
containing 150 nmol L™ of EE2, but over 5 days (Figure
S1b). Both intraday and interday repeatability are expressed as
a percentage of the relative standard deviations (RSD) of the
peak of current intensity and were found to be 1.8% and 3.4%,
respectively. The reproducibility (Figure S1c) was also
evaluated for five di erent PGE-CNDs/Chit electrodes
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manufactured in the same way, the RSD was determined as
4.3%. Since PGE-CNDs/Chit electrodes have variations of less
than 5% between di erent electrodes for the desired analyte
analysis, the procedure as a whole can be considered precise,
and PGE-CNDs/Chit electrodes are suitable for EDs
determination. The storage stability of the developed PGE-
CNDs/Chit was studied over a period of 6 months by keeping
the electrode at 20 °C in an ambient atmosphere. After this
time, the signal response decreased by 8.6% (for 150 nmol L™
EE2). The developed PGE-CNDs/Chit keeps repeatability
within the standard deviation in the first month. The prepared
modifier system CNDs/Chit keeps the ability to be used for
electrode manufacturing for over nine months.

The electrochemical behavior of the PGE-CNDs/Chit
electrodes was investigated for other selected EDs, such as
El, E2, E3, and EE2, under unoptimized conditions. The DPV
investigations were performed for two concentration points,
0.15 and 1.17 umol L% No di erence in the potential of the
oxidation peak was observed. The registered maximum
currents (at 0.64 V) for all EDs studied and both
concentrations are depicted on Figure 6¢. The current values
are varied within the standard errors. Thus, the PGE-CNDs/
Chit electrodes can be considered a group-selective electro-
chemical sensor, which is suitable for the determination of the
total concentration of estrogens in water samples.

The selectivity of PGE-CNDs/Chit toward E1, E2, E3, and
EE2 was studied in the presence of other concomitants that are
commonly found in wastewater systems. The DPV experi-
ments were performed for 150 nmol L™ of EE2 solution under
unoptimized conditions. The recorded DPVs are shown in
Figure S2. Concentrations of the studied interferents were
selected on the basis of the latest report of their content in
e uents from Swedish municipal wastewater treatment
plants.”* The following interfering bioactive components
were studied: paracetamol (PC, 16 umol L), uric acid
(UA, 10 pmol L™1), progesterone (PS, 10 pmol L™%),
sulfamethoxazole (SMZ, 10 pymol L™), trimethoprim (TMP,
50 umol L™Y), ibuprofen (1P, 10 ymol L), and ca eine (CF,
10 umol L™1). The results presented in Figure 6d show that
PGE-CNDs/Chit allows the determination of the EDs in the
presence of interfering bioactive components, since their
influence on the analytical signal does not exceed the
experimental error.

Table S1 presents a comparison of PGE-CNDs/Chit
electrode with other electrochemical assays reported in the
recent literature, applied for the determination of estrogens.
PGE-CNDs/Chit shows a lower lower-limit of the estrogen
concentration range. This and also high selectivity demon-
strated in Figures 6d and S2 make PGE-CNDs/Chit electrode
an excellent and promising system to be applied as a sensor for
the determination of total estrogen content in real water
samples. An additional advantage of the PGE-CNDs/Chit is
low-cost and the abundance of electrode components making
the assay competitive with other carbon-based systems for
quantification of endocrine-disrupting pollutants.®~

PGE-CNDs/Chit Sensors for the Quantification of
Estrogens in Tap and Natural Water Samples. To
evaluate the applicability of PGE-CNDs/Chit electrodes in
the DPV-based determination of estrogens in tap and lake
water samples, a set of experiments was performed using the
standard addition method. The results of the experiments
(mean values, SD, and recovery) are presented in Table 1.

Table 1. Results for the Determination of EE2 in Real
Samples Using the PGE-CNDs/Chit

concentration of EE2

system added, umol L™? found, pymol L™ recovery, %
tap water 0.150 0.140 = 0.005 93
0.60 0.63 + 0.09 100
21 22+01 100
lake water 0.150 0.143 = 0.004 95
0.60 0.58 £ 0.07 96
21 20+01 95

From the results presented, the recovery values vary within
the range of 93—105%, indicating good applicability of the
sensor in the analysis of real water samples with low impact of
matrix contaminants.

I CONCLUSION

The formation of carbon nanodots from 2-aminophenol by
solvothermal synthesis was proven by FTIR spectroscopy,
TEM, and AFM. This method allows for the preparation of
photoluminescent, polydisperse, spherical carbon nanodots
with diameters between 3 and 8 nm.

In contrast to most other known carbon nanodots, R-CNDs
are soluble in various organic solvents (including apolar
solvents) and are less soluble in water. Smaller nanoparticles
(about 3 nm) are more hydrophilic than larger ones (6—8 nm)
and can therefore be separated from the bulk suspension of R-
CNDs in heptane by their extraction into a water/ethanol
mixture. The particles demonstrate photoluminescence with an
emission maximum at 500 nm in heptane and 530 nm in
ethanol. A bathochromic shift of the photoemission wave-
length and the simultaneous reduction of the emission
intensity was explained by solvatochromic e ects, rather than
by a quantum e ect. The increased sensitivity of a graphite bar
electrode coated with R-CNDs toward selected estrogens was
explained by the increase of the electrode surface area and the
increased a nity of the analytes toward the modified electrode,
due to m—T interactions between the graphene layers of the R-
CNDs and the aromatic moieties in estrogens. The sensor
demonstrates a group-selective response with a detection limit
of 17.0 nmol L™ and can be applied for the determination of
the estrogens in variable water samples (from tap to natural,
and waste waters) between 0.05 and 4.6 pmol L™t in the
presence of typical interfering bioactive compounds, such as
paracetamol, uric acid, progesterone, sulfamethoxazole, trime-
thoprim, ibuprofen, and ca eine.
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