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Abstract: Since lead can cause severe effects on living organisms’ health and life, the
regular monitoring of Pb levels in water and soil is of particular significance. Recently,
it was shown that lead ions can also be detected using affinity-based biosensors, namely,
using aptamers as recognition elements. In most cases, thrombin binding aptamer (TBA)
was utilized; however, there are more examples of DNA aptamers which could also serve
that purpose. Herein, we present studies on the electrochemical detection of lead ions using
PS2M aptamer, which contains several guanine nucleotides, as the receptor element. Firstly,
the method of aptamer-based layer fabrication was optimized along with the choice of a
redox active indicator, which was a source of current signal. The experiments revealed
the possibility of lead ion detection from 50 to 600 nM, which covers the range below and
above the maximum accepted limit stated by US EPA (72 nM). Moreover, the sensing layer
exhibited high selectivity towards lead ions and was successfully applied both for the
analysis of tap water spiked with Pb2+ ions and as a miniaturized sensor. Finally, stability
and regeneration studies on the aptamer-based receptor layer were executed to confirm the
utility of the elaborated tool.

Keywords: aptamer-sensing layer; voltammetry; redox indicators; modified electrodes

1. Introduction
The necessity to regularly control the quality of drinking water is justified by the

introduction of contaminations because of the development of various areas such as urban-
ization, agriculture, and mining. One of the most severe outcomes is the presence of heavy
metals in surface and ground waters among which one of the most dangerous is lead. Lead
is currently used in the production of pottery, pipes, car batteries, ammunition, or even
stained-glass windows [1]. It should be noted that Pb might accumulate in various organs
and thus influence the state of the nervous system, the muscles, and the renal system. Lead
exhibits affinity towards sulfhydryl groups, among others, and interacts with enzymes such
as delta-aminolevulinic acid dehydratase (ALAD) and glutathione reductase (GR). The
inhibition of ALAD causes an increase in delta-aminolevulinic acid (ALA) and that is why
heme production is decreased [2]. That is one of the reasons why the regular monitoring
of lead levels is important, and among the traditionally utilized methods are capillary
electrophoresis, atomic absorbance spectrometry [3–5], inductively coupled plasma spec-
trometry, and optical methods [6–9]. Among the main limitations of the above-mentioned
techniques is the need to use sophisticated equipment and trained operators; moreover,
the portability of such classical methods is limited, which does not allow for a reduction
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in the period required for sample analysis. To overcome such challenges, electrochemical
methods including potentiometry [10] combined with ion-selective electrodes (ISEs) [11,12],
as well as voltammetry including stripping methods [13–21], are widely applied.

Metal ions can also be detected using biosensors containing receptor layers formed
of nucleic acids. The application of solely single-stranded DNA might not provide the
actual selectivity of recognition layer especially when a complex sample is investigated.
This might be solved using “functional nucleic acids”, which are defined as DNA or RNA
sequences exhibiting both receptor and catalytic features that can also interact with certain
metal cations such as aptamers, DNAzymes, and allosteric nucleic acids [22]. For lead
ion detection, the use of both DNAzymes [23–27] and aptamers [28–36] was investigated.
The latter are known as single-stranded DNA or RNA sequences which change their
conformation upon interaction with target analytes of diverse molecular weight, starting
from metal cations [37], through proteins and cells. Aptamers are obtained through the
systematic evolution of ligands by exponential enrichment (SELEX) process that enables
the choice of a limited group of aptamer probes from large libraries of DNA or RNA
sequences [38]. Aptamers can be successfully applied to the fabrication of receptor layers
thanks to the possibility of introducing groups enabling surface functionalization or labels
allowing for optical or electrochemical detection. Aptamer receptor layers are beneficial
not only because of their high binding affinities that are comparable with those of antibody-
based layers, but also because they are reversible and resistant to harsh temperature and
pH conditions. The determination of lead ions using aptamer strands is possible as this
metal cation is capable of causing a conformation transition of single-stranded nucleic
acid sequences abundant with guanine moieties. Such interaction results in the formation
of a G-quadruplex structure which is known as non-canonical DNA secondary construct
and is composed of planar stacks of four guanines stabilized by Hoogsteen hydrogen
bonding [39–41].

Lead ions were successfully detected using guanine-rich sequences, which was mostly
realized through the application of a thrombin binding aptamer (TBA). Upon interaction
between the G-rich aptamer and Pb2+ ions, a G-quadruplex structure was formed that
caused a rearrangement of the sensing layer and the exposure of guanine moieties to
the outer part of the sensing layer. This phenomenon was the basis for the operation of
aptasensors elaborated by our group [42,43], which additionally employed an external
redox indicator, methylene blue, which was a source of current response. The proposed
aptamer-based biosensors allowed for lead ion detection below the maximum acceptable
level [42,43] and exhibited high selectivity towards target analytes.

In the present study, we aimed to utilize another G-rich sequence, namely, an 18-
nucleotide aptamer known as PS2M [44], which had not yet been applied to the electro-
chemical detection of lead ions and was expected to behave similarly to the TBA probe
and form a G-quadruplex structure upon interaction with Pb2+ ions. PS2M sequences
was also shown to bind efficiently with potassium ions [45] and iron (III)-protoporphyrin
IX (hemin) [46]. The guanine tetrads may be composed of a single aptamer sequence;
however, constructs made of two or even four separate strands are also possible. The
initial conformation of the guanine-rich sequence of PS2M does not form a G-quadruplex
structure in the absence of lead ions, as shown in Scheme 1, but rather a hairpin-loop-based
structure evidenced by the two conformations exhibiting the most favorable Gibbs energy
values (Scheme 1A,B). However, upon the introduction of Pb2+ ions, a significant change in
aptamer-based layer orientation on the transducer surface should occur. To evidence the
changes in the properties of the aptamer-based receptor layer, the initial studies involved
the choice of an external electroactive indicator that was the source of electrochemical
response as well as conditions for the fabrication of the receptor layer. The optimized
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conditions enabled the definition of the working parameters of the aptasensor such as the
linear range of response, selectivity, and feasibility of use for the analysis of real samples.
Finally, regeneration and stability studies were conducted to further verify the benefits of
the application of such an aptasensing platform.
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Scheme 1. Schematic representation of aptamer-based layer behavior and formation of G-quadruplex
structure after incubation with lead ions along with two most favorable PS2M aptamer conformations
(A,B) in the absence of Pb2+ ions.

2. Materials and Methods
2.1. Apparatus

Electrochemical measurements were conducted using cyclic voltammetry (CV) and
square-wave voltammetry (SWV) with the application of a CHI 660A potentiostat (CH
Instruments, Bee Cave, TX, USA). The experiments were performed using a classical three-
electrode system consisting of a gold disk electrode (CH Instruments, Bee Cave, TX, USA),
an Ag/AgCl/1.0 mol·L−1 KCl reference electrode (Mineral, Warsaw, Poland), and a gold
wire as an auxiliary electrode (Sigma Aldrich, Darmstadt, Germany) at room temperature.
Cyclic voltammetry was conducted at a scan rate of 0.1 V·s−1 and square-wave voltammetry
at a pulse amplitude of 10 mV, an increment of 5 mV, and frequencies of 15 Hz. The applied
potential range varied depending on the type of redox active indicator and the following
values were used: −0.2 to 0.6 V for ferri/ferrocyanide (Fe(CN)6

3−/4−), −0.6 to 0.2 V for
methylene blue, −0.8 to −0.2 V for anthraquinone-2-sodium methylsulphonate (AQMS),
and −0.4 to 0 V for ruthenium(III) hexaammine (RuHex). Part of the stability studies
was conducted by placing aptamer-modified electrodes in the climate chamber ICH110L
(Memmert GmbH, Schwabach, Germany) for a defined time with the application of selected
temperature values and humidity conditions.

2.2. Chemicals

Tris-HCl, potassium hexacyanoferrate (III) (K3Fe(CN)6), potassium hexacyanoferrate
(II) (K4Fe(CN)6), methylene blue (MB), manganese (II) nitrate hydrate, uranyl acetate,
lead nitrate, cadmium nitrate, mercury chloride, sodium selenate, nickel sulfate, potas-
sium antimony (III) tartrate hydrate, arsenic (III) ICP standard, 6-mercapto-1-hexanol
(MCH), potassium dihydrogen phosphate, bovine serum albumin (BSA), glucose, nitrilo-
triacetic acid (NTA), and ethylenediaminetetraacetic acid (EDTA) were purchased from
Aldrich Chemicals, Germany. Sulfuric acid, potassium chloride, potassium chromate, and
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hydrogen peroxide were purchased from Avantor Performance Materials Poland S.A.,
Gliwice, Poland.

DNA aptamer (desalted, purified by HPLC), known as PS2M aptamer, specific for
lead ions, was purchased from Metabion, Planegg, Germany. The sequence was as follows:
5′-OH-C6-S-S-C6-GTGGGTAGGGCGGGTTGG-3′. Aptamer stock solutions (100 µM) were
prepared with nuclease-free water and stored in a −20 ◦C freezer before use.

2.3. Solutions

The solutions used in electrochemical measurements were as follows: 50 mM Tris-
HCl, pH 4.0, 5 mM ferri/ferrocyanide in 50 mM Tris-HCl, 100 µM AQMS in 50 mM
Tris-HCl, 1 and 50 µM methylene blue (MB), and 100 µM RuHex in 50 mM Tris-HCl, 5 mM
ferri/ferrocyanide in 0.1 M KCl, 0.1 M H2SO4, piranha solution (H2SO4: H2O2 (3:1) (v/v)),
1 M KH2PO4, pH 4.5 (aptamer immobilization buffer), 4 µM, 100 µM, 2 mM MCH in 1 M
KH2PO4, 1 mM NTA in 50 mM Tris-HCl or water, and 1 mM EDTA in 50 mM Tris-HCl
(pH 8.0). For the optimization of aptasensor performance as well as the determination of
the working parameters, the redox indicator solutions were spiked with lead nitrate or
other heavy metal salts to obtain a defined concentration.

2.4. Gold Electrode Cleaning and Modification

Gold disk electrodes that were used as working electrodes were initially cleaned
starting from mechanical polishing on microcloth pads (Buehler, Lake Bluff, IL, USA) using
Al2O3 powders of grain size 0.3 and 0.05 µm. After washing with distilled water, the
electrodes were sonicated at room temperature in H2O/ethanol solution (1:1, v/v) for
5 min This was followed by electrode incubation in piranha solution (H2SO4:H2O2 (3:1
v/v)) for 2 min, then washing with distilled water, and electrochemical scanning using
cyclic voltammetry in 1 M H2SO4 at a scan rate of 0.3 V·s−1, for 10 cycles. The purity of
the gold electrode surface was confirmed based on the cyclic voltammograms obtained
in 0.1 M H2SO4 conducted at a scan rate of 0.3 V·s−1, a potential range from −0.3 V to
1.7 V, 2 cycles, as well as in 5 mM ferri/ferrocyanide in 0.1 M KCl with a scan rate of
0.1 V·s−1 for a potential range from −0.2 to 0.6 V, 2 cycles. The electrodes were modified
immediately after cleaning by 2 h incubation with 4 µM aptamer solution and then washed
with immobilization buffer. This was followed by 1 h incubation in MCH blocking agent
solution of a defined concentration.

In the miniaturization studies, screen-printed chips containing gold working electrode
(BVT Technologies, Palmsens, Houten, The Netherlands) were used; the cleaning concerned
solely washing with distilled water and ethanol, followed by gold surface purity using
cyclic voltammetry in 5 mM ferri/ferrocyanide in 0.1 M KCl (scan rate 0.1 V·s−1, potential
range from −0.2 to 0.6 V, 2 cycles). Further surface modification was identical as for
gold macroelectrodes.

3. Results
The possibility of the application of aptamer strands to lead ion detection has already

been shown in terms of usage of mostly thrombin binding aptamer, which consists of
15 nucleotides with a high abundance of guanine moieties. In recent years, several examples
of both electrochemical and optical sensors have been presented, including the introduction
of nanomaterials as intermediate layers formed on working electrodes. However, there
are more possible aptamer strands which could be used for that purpose such as PS2M.
PS2M was utilized in our previous research for the electrochemical detection of potassium
cations [47], and there have also been some attempts to determine the presence of lead ions
using optical aptasensors [48]. Therefore, we aimed to focus on the feasibility of usage of
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gold disk electrodes modified with PS2M aptamer for lead ion detection. It was expected
that the sensing layer formed by such an aptamer, which also contains a high number of
guanines, will behave in a similar manner as in the case of a TBA-based receptor layer. As
was indicated in [42,43], upon the addition of lead ions, there was a substantial increase
in the current response of the TBA-based biosensor. This was caused by the attraction
of methylene blue redox indicator molecules to the sensing layer as the outcome of the
exposure of guanine moieties to the outer part of the aptamer-based layer. This is justified
by a distinct affinity of methylene blue towards guanine [49]. It should also be noted that
numerous mono- and divalent cations are engaged in the stabilization of G-quadruplex
including the Hardin order, K+ > Ca2+ > Na+ > Mg2+ > Li+ and K+ > Rb+ > Cs+ [50], and the
Venczel order, Sr2+ > Ba2+ > Ca2+ > Mg2+ and K+ > Rb+ >Na+ > Li+ = Cs+ [51]. Concerning
lead ions, they are believed to stabilize a G-quadruplex structure in a three-step process [52].
Furthermore, NMR studies and crystal structures of lipophilic guanosine analogs revealed
a smaller G8 octamer cage than that observed for potassium ions. This provides a more
kinetically stable Pb2+-G8 complex than the K+-G8 complex and hence the binding between
Pb2+ and the guanine-rich aptamer is characterized by higher stability than the K+-G-rich
sequence interaction [53]. The exceptional properties of the aptamer-layer rearrangement
in the presence of lead ions were confirmed by impedance spectroscopy experiments, also
evidencing the necessity of introducing Pb2+ and guanine-rich sequences as the receptor
layer [43].

The aptasensor was expected to behave in the following manner. Initially, the aptamer-
modified electrode would be incubated with a chosen redox indicator that would result in
a current response. Then, after electrode incubation with Pb2+ ions, the interaction between
the target analyte and the sensing layer would cause the aptamer strands’ rearrangement
and the formation of a G-quadruplex structure. Consequently, the formation of steric
hindrance and the change in the overall negative charge of the sensing layer would lead
to the alteration of the current response. To verify the possibility using the PS2M aptamer
as a receptor element, four different redox indicators were tested: 1 µM methylene blue,
5 mM ferri/ferrocyanide redox couple, 100 µM AQMS, and 10 µM RuHex. It should also
be noted that all the experiments were performed using Tris-HCl solution of pH 4.0 as for
higher pH values, the hydroxide complexes of lead could be formed [42]. To choose the
most appropriate electroactive indicator, the electrodes were firstly incubated solely with
the redox active indicator for 5 min, which was followed by 5 min incubation with a redox
active solution spiked with lead ions. The aptasensor response was set to be a relative
current difference expressed as:

Aptasensor response =
(I0 − I1)

Io

where I0 is the current before and I1 the current after electrode incubation with lead ions.
As it can be seen in Figure 1, the aptasensor response after electrode incubation with

1 µM lead nitrate was minor for all tested redox indicators expect for 1 µM methylene blue.
In the case of ferri/ferrocyanide, AQMS, and RuHex, the aptasensor response was negligi-
ble both after electrode incubation with blank sample (solely redox indicator solution) and
1 µM lead nitrate solution. The reason for the distinct response when methylene blue was
utilized could be its specific heterocyclic aromatic structure and the fact that it exhibits high
affinity to guanine moieties [49]. Since the presence of lead ions causes the formation of a
G-quadruplex structure, the guanines present in the aptamer strand become exposed to the
outer part of the receptor layer and interact with MB molecules, resulting in an increase
in current signal, which was observed in square-wave voltammograms (Figure 2). The
possibility of MB interaction with nucleic acids is based on electrostatic attraction with
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negatively charged sugar-phosphate backbone as well as interaction between minor/major
grooves and intercalation when secondary structures are formed. The advantage of the
introduction of methylene blue concerns the occurrence of guanine nucleotides in PS2M
for which MB exhibits high affinity [49]. This interaction is dominant in the designed
aptamer-based layer and exceptional for methylene blue. Hence, no significant change in
current response was observed when other redox indicators were added to the solution.
It should also be noted that the use of methylene solution of a low concentration (1 µM)
allows the researchers to detect current signal changes occurring in the receptor layer
with negligible contribution of methylene blue molecules unbound to the aptamer-based
layer [54]. Hence, the aptamer-based layer reorganization could be visualized as shown in
Scheme 1.
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Figure 2. Comparison of aptasensor response after PS2M aptamer/MCH-modified electrode incu-
bation in blank sample and solution of 1 µM lead ions in the presence of redox indicators: 5 mM
ferri/ferrocyanide, 10 µM RuHex, 100 µM AQMS, and 1 µM methylene blue. All experiments were
recorded using square-wave voltammetry (cathodic scan).

Subsequently, after the confirmation of the possibility of using methylene blue as
a redox indicator, the optimization of the aptamer-sensing layer content was performed
that included the tuning of the aptamer and the blocking agent—6-mercapto-1-hexanol
(MCH)—concentration. As can be seen in Figure S1, the highest current change after
incubation with 1 µM lead ions was observed when 4 µM PS2M aptamer was applied,
which could be justified by the fact that the maximum saturation of binding between Pb2+
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ions and the aptamer layer among the tested aptamer concentrations was reached. The
comparison of the influence of the MCH concentration on the aptasensor response revealed
that a 4 µM concentration was sufficient to obtain the most intensive current response.
Higher blocking agent concentration might have caused the removal of some of the aptamer
strands from the receptor layer and led to a sensing layer of lower density (Figure S2).
Therefore, both aptamer and MCH concentration were set to 4 µM.

The next stage of research enabled the determination of the linear range of response
towards lead ions. As can be seen in Figure 3, the aptasensor response changed linearly
from 50 to 600 nM (with an LOD of 50 nM), which covers the range below the maximum
allowed level of lead ions in water samples, that is 72 nM, set by US EPA [55], as well as
allowing for the detection of a higher Pb2+ ion concentration. It can therefore be concluded
that the developed aptasensor can be successfully applied to the determination of a wide
range of lead ion concentrations.
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experiments were recorded using square-wave voltammetry (cathodic scan) in the presence of 1 µM
methylene blue. The experiments were conducted in 3–4 repetitions. The black dots represent tested
lead ions concentration, and a dotted line is a linear regression.

As the selectivity of elaborated aptamer-based layer is one its most important parame-
ter, the response towards 72 nM Pb2+ ions and interfering ions at the same concentration
were compared. It can be seen in Figure 4 that the (I0 − I1)/I0 for Pb2+ is at least two times
higher than for other cations. Interestingly, all tested cations and anions caused a current
increase, which could be explained by the aptamer-layer rearrangement and possibly the
exposure of guanine moieties for which methylene blue shows high affinity. For interfering
ions, the change in signal, which is at least 2 times smaller than for lead ions, might be
explained by the partial accumulation of methylene blue molecules (which are present in
all solutions that were spiked with interfering ions) during the 5 min incubation period;
however, this did not cause the aptamer layer structural rearrangement and the agglomera-
tion of MB indicator as observed for lead ions. Hence, the aptasensor response towards
lead ions was substantial and points to the high selectivity of the PS2M aptamer/MCH
layer towards Pb2+ ions. Further research was conducted with regard to the analysis of a
real sample which was tap water spiked with 250 nM lead nitrate. For the comparison of
the responses of the aptamer-based biosensor, a lead nitrate solution in 50 mM Tris-HCl
and tap water diluted with Tris-HCl containing methylene blue without and spiked with
lead ions were prepared. As can be seen in Figure 5, the response for the real sample spiked
with lead ions was slightly higher than in the case of the laboratory sample, which can be
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explained by the presence of other components in tap water that could also cause a change
in current response. Nevertheless, the utility of the proposed aptasensor was evidenced.
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The possibility of aptasensor miniaturization was also verified using screen-printed
three-electrode chips. The aptamer-based layer was formed according to the same protocol
as the working electrode modification, and was followed by electrochemical measurements
identical to those applied to the classical three-electrode system. As can be seen in Figure 6,
the aptasensor response for miniaturized electrodes was higher than for gold disk elec-
trodes, and this could be explained by the possibly different aptamer-layer density for the
two types of electrodes. Nevertheless, this gives an indication of an even better response of
the proposed aptasensor fabricated on miniaturized chips.

Concerning the future application of the elaborated aptasensor to lead ion detection, it
was also vital to adjust the conditions for the storage of the aptamer-modified electrodes to
achieve the detection of lead ions without a significant loss of signal. Firstly, we performed
a comparison of the responses of aptamer-modified electrodes subjected to 250 nM Pb2+

ions directly after preparation and after 72 or 168 h storage at defined conditions. As
can be seen in Figure 7, an exceptionally high response was evidenced after storage at
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4 ◦C degrees in distilled water, followed by smaller but still high responses after electrode
incubation in 50 mM Tris-HCl (pH 4.0) or 1M KH2PO4 (pH 4.5). In the first case, the
significantly higher response of the biosensor might be caused by the partial removal of
aptamer and blocking agent molecules from the gold surface. As a result, more methylene
blue molecules could bind directly to the Au surface, thus contributing to the final current
response. In the case of electrode incubation in either 50 mM Tris-HCl or 1M KH2PO4,
the separation of some aptamer and 6-mercapto-1-hexanol molecules cannot be excluded,
though to a smaller extent. To further verify the influence of temperature and humidity
conditions on the aptamer-based layer response, we stored the electrodes in a climate
chamber. The electrodes were subjected to storage between 10 and 60 min at 50% humidity
at 25 and 37 ◦C. Additionally, prior to placing them in the climate chamber, in some cases,
the electrodes were immersed in 1.5% BSA, 1.5% glucose, or 1.5% glucose and BSA in 1M
KH2PO4. As can be seen in Figure 8A, the most significant responses were recorded after
10 min storage at 37 ◦C and 20 s incubation in 1.5% glucose, and after 30 min storage at 37 ◦C
and 20 s incubation in 1.5% glucose or 1.5% glucose and BSA. Since a significant standard
deviation was observed in the first condition, the latter two conditions appeared to provide
the highest stability of the aptamer-based layer. Moreover, as the application of sugar
and BSA as stabilizers has already been shown to reduce the biosensor response loss [56],
30 min storage at 37 ◦C and 20 s incubation in 1.5% glucose or 1.5% glucose and BSA
were chosen as the final conditions for electrode storage. It can be seen in Figure 8B that a
calibration curve showed a linear range of response from 0 to 250 nM of lead ions, which is
far narrower than in the case of the aptamer-based biosensor used for analysis immediately
after preparation. It should be emphasized that plot flattening is observed for higher
concentrations, indicating the saturation of the aptamer layer with Pb2+ ions. Nevertheless,
the PS2M aptamer/MCH-modified electrodes still allow for lead ion determination both
below and above the maximum allowed Pb2+ level, which is 72 nM.
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Figure 8. (A) Comparison of aptamer-based biosensor responses towards lead ions at 250 nM for gold
disk electrodes immediately after preparation and after storage in a climate chamber. (B) Calibration
curve for aptamer-based electrodes stored for 30 min at 50% humidity and 37 ◦C, preceded by 20 s
incubation in 1.5% glucose and BSA solutions. All the experiments were recorded using square-
wave voltammetry (cathodic scan) in the presence of 1 µM methylene blue. The experiments were
conducted in 3–4 repetitions. The black dots in (B) represent defined concentrations of lead ions.

Finally, the possibility of PS2M aptamer-based layer regeneration was studied to reveal
whether it is possible to apply the modified electrode more than once. For that purpose,
after the first cycle of measurements in 250 nM lead ions, electrodes were immersed in
solutions of 1 mM NTA or EDTA and kept for 5 min at stationary or stirring conditions as
well as being subjected to electrochemical scanning using cyclic voltammetry in a range
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from −0.6 to 0.2 V. As can be seen in Figure 9, the only positive result for the second cycle
of lead ion detection at a 250 nM concentration was obtained after 72 h electrode storage
in 1 mM EDTA (in 50 mM Tris-HCl, pH 8.0) at 4 ◦C. The reason for that could be the
partial damage of the sensing layer resulting from applying a defined potential range to the
aptamer-modified electrodes and repetitive cycles of scanning, as well as solution agitation,
which might result in the separation of some aptamer strands from the gold surface. Hence,
72 h storage in 1 mM EDTA at stationary conditions is the most promising procedure for
aptamer-based layer regeneration and can allow for the electrodes’ further use in the next
set of experiments aimed at Pb2+ ion detection.
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Figure 9. Comparison of aptamer-based biosensor responses towards lead ions at 250 nM for gold
disk electrodes subjected to regeneration at defined conditions. All the experiments were recorded
using square-wave voltammetry (cathodic scan) in the presence of 1 µM methylene blue. The
experiments were conducted in 3–4 repetitions. The black columns represent aptasensor responses
before regeneration whereas the grey ones after electrodes’ regeneration at defined conditions.

4. Conclusions
The regular monitoring of lead ion concentration in water samples is vital as Pb can

accumulate in living organisms and might lead to severe health problems or even death.
This is the reason for the constant elaboration of novel tools for lead ion determination.
In this study, we applied a PS2M aptamer that was previously applied to potassium ions
using electrochemical methods or the optical detection of lead ions. The experiments
involved the choice of a redox indicator that evidenced the binding between lead ions and
the aptamer-based layer, and methylene blue was selected for electrochemical studies. This
was followed by optimization studies on the content of the receptor layer including the
concentrations of the aptamer and the MCH blocking agent. It was shown that the proposed
aptasensor enabled lead ion detection from 50 to 600 nM, which covers the range below and
above the maximum acceptable level of Pb2+ ions set by US EPA (72 nM). The developed
aptasensor was shown to be selective towards lead ions as its response was at least 50%
higher than that for other interfering ions at 72 nM concentration. The feasibility of usage
of the proposed biosensor for the analysis of real samples was verified by the comparison
of current responses for a laboratory sample and a tap water sample spiked with lead
nitrate at 250 nM. Finally, the possibility of aptasensor miniaturization was checked by the
application of screen-printed three-electrode chips, and the obtained response was more
than two times higher than for classical gold disk electrodes. This gives an indication of
an even better sensitivity of the aptasensor while using a miniaturized sensing system. It
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should also be noted that the storage of aptamer-based electrodes in a climate chamber for
30 min at 50% humidity and 37 ◦C, preceded by 20 s incubation in 1.5% glucose and BSA
solutions, provided lead ion detection between 0 and 250 nM, with further saturation of the
receptor layer with the target analyte. Finally, the PS2M aptamer layer could be regenerated
by 72 h storage at 4 ◦C and used for another cycle of lead ion determination. The thorough
studies on the application of the PS2M aptamer to the electrochemical detection of lead
ions showed the advantage of applying the proposed aptasensor in terms of the limitation
of operation time (see Table 1). Although the limit of detection is slightly smaller than
in the case of a TBA-based aptasensor [42], it still allows for Pb2+ ion analysis below the
maximum acceptable level, which is 72 nM [56].

Table 1. Comparison of working parameters of aptamer-based sensors for detection of lead ions.

Receptor Layer Detection Technique LOD Linear Range of Response Operation Time Reference

PS2M Fluorescence 1 nM 5 nM–1 µM 30 min [48]

PS2M Colorimetry 2.5 nM 10–500 nM
0.5–25 nM 80 min [49]

TBA/MCH Square-wave voltammetry 34.7 nM 50–1000 nM 12 min [42]

PS2M/MCH Square-wave voltammetry 50 nM 50–600 nM 12 min This work

Future studies could include the comparison of responses for other types of minia-
turized electrodes, the analysis of various water samples, and the construction of a flow
system that could allow for the automatization of the detection procedure.

Supplementary Materials: The following supporting information can be downloaded at: https://www.
mdpi.com/article/10.3390/bios15010059/s1, Figure S1: Comparison of aptasensor responses after
incubation with 1 µM lead ions and blank sample using a sensing layer composed of either 1, 2, or
4 µM aptamer and 4 µM MCH. All the experiments were recorded using square-wave voltammetry
(cathodic scan) in the presence of 1 µM methylene blue; Figure S2: Comparison of aptasensor
responses after incubation with 1 µM lead ions and blank sample using a sensing layer composed of
4 µM aptamer and 4, 100 µM, or 2 mM MCH. All the experiments were recorded using square-wave
voltammetry (cathodic scan) in the presence of 1 µM methylene blue.

Author Contributions: Conceptualization—M.J.; investigation—I.Z. and O.K.; data curation—I.Z., O.K.
and M.J.; formal analysis—I.Z., O.K. and M.J.; methodology—I.Z. and M.J.; visualization—I.Z. and M.J.;
supervision—M.J.; funding acquisition—M.O.; draft writing—original—M.J.; draft writing—review and
editing—M.J. and M.O. All authors have read and agreed to the published version of the manuscript.

Funding: This work was financially supported by the Warsaw University of Technology and The Na-
tional Centre for Research and Development under the III program TECHMATSTRATEG—Strategic
research and development program “Modern material technologies—TECHMATSTRATEG” no.
TECHMATSTRATEG-III/0042/2019-00 and acronym ASTACUS, “Biopolymer materials with
chemically and genetically programmed heavy metals selectivity for new generation of ultra-
sensitive biosensors”.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Data are contained within the article and Supplementary Materials.

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

https://www.mdpi.com/article/10.3390/bios15010059/s1
https://www.mdpi.com/article/10.3390/bios15010059/s1


Biosensors 2025, 15, 59 13 of 15

References
1. Meima, J.A.; Comans, R.N.J. The leaching of trace elements from municipal solid waste incinerator bottom ash at different stages

of weathering. Appl. Geochem. 1999, 14, 159–171. [CrossRef]
2. Bhargavi Gumpua, M.; Sethuraman, S.; Maheswari Krishnan, U.; Balaguru Rayappan, J.B. A review on detection of heavy metal

ions in water—An electrochemical approach. Sens. Actuators B Chem. 2015, 213, 515–533. [CrossRef]
3. Ma, R.; Van Mol, W.; Adams, F. Determination of cadmium, copper and lead in environmental samples. An evaluation of flow

injection on-line sorbent extraction for flame atomic absorption spectrometry. Anal. Chim. Acta 1994, 285, 33–43. [CrossRef]
4. Dasbas, T.; Saçmacı, S.; Ülgen, A.; Kartal, S. A solid phase extraction procedure for the determination of Cd(II) and Pb(II) ions in

food and water samples by flame atomic absorption spectrometry. Food Chem. 2015, 174, 591–596. [CrossRef] [PubMed]
5. Afkhami, A.; Saber-Tehrani, M.; Bagheri, H.; Madrakian, T. Flame atomic absorption spectrometric determination of trace

amounts of Pb(II) and Cr(III) in biological, food and environmental samples after preconcentration by modified nano-alumina.
Microchim. Acta 2011, 172, 125–136. [CrossRef]

6. Awual, R.; Hasand, M.; Iqbal, J.; Islam, A.; Islam Md, A.; Asiri, A.M.; Rahman, M.M. Naked-eye lead(II) capturing from
contaminated water using innovative large-pore facial composite materials. Microchem. J. 2020, 154, 104585. [CrossRef]

7. Khoshbin, Z.; Housaindokht, M.R.; Izadyar, M.; Verdian, A.; Bozorgmehr, M.R. A simple paper-based aptasensor for ultrasensitive
detection of lead (II) ion. Anal. Chim. Acta 2019, 1071, 70–77. [CrossRef] [PubMed]

8. Fen, Y.W.; Yunus WM, M.; Yusof, N.A. Surface plasmon resonance optical sensor for detection of Pb2+ based on immobilized
p-tert-butylcalix[4]arene-tetrakis in chitosan thin film as an active layer. Sens. Actuators B Chem. 2012, 171–172, 287–293. [CrossRef]

9. Ansi, V.A.; Renuka, N.K. Table sugar derived Carbon dot—A naked eye sensor for toxic Pb2+ ions. Sens. Actuators B Chem. 2018,
264, 67–75. [CrossRef]

10. Kadara, R.O.; Tothill, I.E. Development of disposable bulk-modified screen-printed electrode based on bismuth oxide for
stripping chronopotentiometric analysis of lead (II) and cadmium (II) in soil and water samples. Anal. Chim. Acta 2008, 623, 76–81.
[CrossRef] [PubMed]

11. Jeong, T.; Lee, H.K.; Jeong, D.-C.; Jeon, S. A lead(II)-selective PVC membrane based on a Schiff base complex of N,N′-
bis(salicylidene)-2,6-pyridinediamine. Talanta 2005, 65, 543–548. [CrossRef]

12. Bhat, V.S.; Ijeri, V.S.; Srivastava, A.K. Coated wire lead(II) selective potentiometric sensor based on 4-tert-butylcalix[6]arene.
Sens. Actuators B Chem. 2004, 99, 98–105. [CrossRef]

13. Ruecha, N.; Rodthongkum, N.; Cate, D.M.; Volckens, J.; Chailapakul, O.; Henry, C.S. Sensitive electrochemical sensor using a
graphene–polyaniline nanocomposite for simultaneous detection of Zn(II), Cd(II), and Pb(II). Anal. Chim. Acta 2015, 874, 40–48.
[CrossRef] [PubMed]

14. Chaiyo, S.; Mehmeti, E.; Zagar, K.; Siangproh, W.; Chailapakul, O.; Kalcher, K. Electrochemical sensors for the simultaneous
determination of zinc, cadmium and lead using a Nafion/ionic liquid/graphene composite modified screen-printed carbon
electrode. Anal. Chim. Acta 2016, 918, 26–34. [CrossRef] [PubMed]

15. Gumpua, M.B.; Veerapandian, M.; Krishnan, U.M.; Rayappana JB, B. Simultaneous electrochemical detection of Cd(II), Pb(II),
As(III) and Hg(II) ions using ruthenium(II)-textured graphene oxide nanocomposite. Talanta 2017, 162, 574–582. [CrossRef]
[PubMed]

16. Dragoe, D.; Spataru, N.; Kawasaki, R.; Manivannan, A.; Spataru, T.; Tryk, D.A.; Fujishima, A. Detection of trace levels of Pb2+

in tap water at boron-doped diamond electrodes with anodic stripping voltammetry. Electrochim. Acta 2006, 51, 2437–2441.
[CrossRef]

17. Tesarova, E.; Baldrianova, L.; Hocevar, S.B.; Svancara, I.; Vytras, K.; Ogorevca, B. Anodic stripping voltammetric measurement of
trace heavy metals at antimony film carbon paste electrode. Electrochim. Acta 2009, 54, 1506–1510. [CrossRef]

18. Wei, Y.; Yang, R.; Liub, J.-H.; Huang, X.-J. Selective detection toward Hg(II) and Pb(II) using polypyrrole/carbonaceous
nanospheres modified screen-printed electrode. Electrochim. Acta 2013, 105, 218–223. [CrossRef]

19. Bahrami, A.; Besharati-Seidani, A.; Abbaspour, A.; Shamsipur, M. A highly selective voltammetric sensor for sub-nanomolar
detection of lead ions using a carbon paste electrode impregnated with novel ion imprinted polymeric nanobeads. Electrochim.
Acta 2014, 118, 92–99. [CrossRef]

20. Xiao, L.; Xu, H.; Zhou, S.; Song, T.; Wang, H.; Lia, S.; Gan, W.; Yuan, Q. Simultaneous detection of Cd(II) and Pb(II) by differential
pulse anodic stripping voltammetry at a nitrogen-doped microporous carbon/Nafion/bismuth-film electrode. Electrochim. Acta
2014, 143, 143–151. [CrossRef]

21. Mafa, P.J.; Idris, A.O.; Mabuba, N.; Arotiba, O.A. Electrochemical co-detection of As(III), Hg(II) and Pb(II) on a bismuth modified
exfoliated graphite electrode. Talanta 2016, 153, 99–106. [CrossRef] [PubMed]

22. Liu, J.; Cao, Z.; Lu, Y. Functional Nucleic Acid Sensors. Chem. Rev. 2009, 109, 1948–1998. [CrossRef]
23. Zhang, L.; Han, B.; Liab, T.; Wang, E. Label-free DNAzyme-based fluorescing molecular switch for sensitive and selective

detection of lead ions. Chem. Commun. 2011, 47, 3099–3101. [CrossRef] [PubMed]

https://doi.org/10.1016/S0883-2927(98)00047-X
https://doi.org/10.1016/j.snb.2015.02.122
https://doi.org/10.1016/0003-2670(94)85005-4
https://doi.org/10.1016/j.foodchem.2014.11.049
https://www.ncbi.nlm.nih.gov/pubmed/25529724
https://doi.org/10.1007/s00604-010-0478-y
https://doi.org/10.1016/j.microc.2019.104585
https://doi.org/10.1016/j.aca.2019.04.049
https://www.ncbi.nlm.nih.gov/pubmed/31128757
https://doi.org/10.1016/j.snb.2012.03.070
https://doi.org/10.1016/j.snb.2018.02.167
https://doi.org/10.1016/j.aca.2008.06.010
https://www.ncbi.nlm.nih.gov/pubmed/18611460
https://doi.org/10.1016/j.talanta.2004.07.016
https://doi.org/10.1016/j.snb.2003.11.001
https://doi.org/10.1016/j.aca.2015.02.064
https://www.ncbi.nlm.nih.gov/pubmed/25910444
https://doi.org/10.1016/j.aca.2016.03.026
https://www.ncbi.nlm.nih.gov/pubmed/27046207
https://doi.org/10.1016/j.talanta.2016.10.076
https://www.ncbi.nlm.nih.gov/pubmed/27837874
https://doi.org/10.1016/j.electacta.2005.07.022
https://doi.org/10.1016/j.electacta.2008.09.030
https://doi.org/10.1016/j.electacta.2013.05.004
https://doi.org/10.1016/j.electacta.2013.11.180
https://doi.org/10.1016/j.electacta.2014.08.021
https://doi.org/10.1016/j.talanta.2016.03.003
https://www.ncbi.nlm.nih.gov/pubmed/27130095
https://doi.org/10.1021/cr030183i
https://doi.org/10.1039/c0cc04523c
https://www.ncbi.nlm.nih.gov/pubmed/21258733


Biosensors 2025, 15, 59 14 of 15

24. Brown, A.K.; Li, J.; Pavot, C.M.B.; Lu, Y. A Lead-Dependent DNAzyme with a Two-Step Mechanism. Biochemistry 2003,
42, 7152–7161. [CrossRef] [PubMed]

25. Liu, J.; Lu, Y. Accelerated Color Change of Gold Nanoparticles Assembled by DNAzymes for Simple and Fast Colorimetric Pb2+

Detection. J. Am. Chem. Soc. 2004, 126, 12298–12305. [CrossRef] [PubMed]
26. Shen, L.; Chen, Z.; Li, Y.; He, S.; Xie, S.; Xu, X.; Liang, Z.; Meng, X.; Li, Q.; Zhu, Z. Electrochemical DNAzyme Sensor for Lead

Based on Amplification of DNA–Au Bio-Bar Codes. Anal. Chem. 2008, 80, 6323–6328. [CrossRef] [PubMed]
27. Kim, J.H.; Han, S.H.; Chung, B.H. Improving Pb2+ detection using DNAzyme-based fluorescence sensors by pairing fluorescence

donors with gold nanoparticles. Biosens. Bioelectron. 2011, 26, 2125–2129. [CrossRef] [PubMed]
28. Liu, C.-W.; Huang, C.-C.; Chang, H.-T. Highly Selective DNA-Based Sensor for Lead(II) and Mercury(II) Ions. Anal. Chem. 2009,

81, 2383–2387. [CrossRef] [PubMed]
29. Han, G.C.; Feng, X.Z.; Chen, Z.C. Hemin/G-Quadruplex DNAzyme for designing DNA Sensors. Int. J. Electrochem. Sci. 2015,

10, 3897–3913. [CrossRef]
30. Zhang, D.; Yin, L.; Meng, Z.; Yu, A.; Guo, L.; Wang, H. A sensitive fluorescence anisotropy method for detection of lead (II) ion by

a G-quadruplex-inducible DNA aptamer. Anal. Chim. Acta 2014, 812, 161–167. [CrossRef] [PubMed]
31. Dolati, S.; Ramezani, M.; Abnous, K.; Taghdisid, S.M. Recent nucleic acid based biosensors for Pb2+ detection. Sens. Actuators B

Chem. 2017, 246, 864–878. [CrossRef]
32. Guo, L.; Nie, D.; Qiu, C.; Zheng, Q.; Wu, H.; Ye, P.; Hao, Y.; Fu, F.; Chen, G. A G-quadruplex based label-free fluorescent biosensor

for lead ion. Biosens. Bioelectron. 2012, 35, 123–127. [CrossRef] [PubMed]
33. Chung, C.H.; Kim, J.H.; Jung, J.; Chung, B.H. Nuclease-resistant DNA aptamer on gold nanoparticles for the simultaneous

detection of Pb2+ and Hg2+ in human serum. Biosens. Bioelectron. 2013, 41, 827–832. [CrossRef] [PubMed]
34. Sheng Qian, Z.; Yue Shan, X.; Jing Chai, L.; Rong Chen, J.; Feng, H. A fluorescent nanosensor based on graphene quantum

dots–aptamer probe and graphene oxide platform for detection of lead (II) ion. Biosens. Bioelectron. 2015, 68, 225–231. [CrossRef]
[PubMed]

35. Gao, F.; Gao, C.; He, S.; Wang, Q.; Wu, A. Label-free electrochemical lead (II) aptasensor using thionine as the signaling molecule
and graphene as signal-enhancing platform. Biosens. Bioelectron. 2016, 81, 15–22. [CrossRef]

36. Zhu, G.; Zhang, C.-Y. Functional nucleic acid-based sensors for heavy metal ion assays. Analyst 2014, 139, 6326–6342. [CrossRef]
37. Guo, W.; Zhang, C.; Ma, T.; Liu, X.; Chen, Z.; Li, S.; Deng, Y. Advances in aptamer screening and aptasensors’ detection of heavy

metal ions. J. Nanobiotechnol. 2021, 19, 166. [CrossRef] [PubMed]
38. Lin, Z.; Chen, Y.; Li, X.; Fang, W. Pb2+ induced DNA conformational switch from hairpin to G-quadruplex: Electrochemical

detection of Pb2+. Analyst 2011, 136, 2367–2372. [CrossRef] [PubMed]
39. Pan, J.; Zhang, S. Interaction between cationic zinc porphyrin and lead ion induced telomeric guanine quadruplexes: Evidence

for end-stacking. J. Biol. Inorg. Chem. 2009, 14, 401–407. [CrossRef] [PubMed]
40. Wang, Y.; Wang, J.; Yang, F.; Yang, X. Spectrophotometric detection of lead(II) ion using unimolecular peroxidase-like deoxyri-

bozyme. Microchim. Acta 2010, 171, 195–201. [CrossRef]
41. Stoltenburg, R.; Reinemann, C.; Strehlitz, B. SELEX—A (r)evolutionary method to generate high-affinity nucleic acid ligands.

Biomol. Eng. 2007, 24, 381–403. [CrossRef] [PubMed]
42. Jarczewska, M.; Kierzkowska, E.; Ziółkowski, R.; Górski, Ł.; Malinowska, E. Electrochemical oligonucleotide-based biosensor for

the determination of lead ion. Bioelectrochemistry 2015, 101, 35–41. [CrossRef]
43. Jarczewska, M.; Sokal, M.; Olszewski, M.; Malinowska, E. Studies on the Aptasensor Miniaturization for Electrochemical

Detection of Lead Ions. Biosensors 2024, 14, 110. [CrossRef] [PubMed]
44. Ma, L.-H.; Wang, H.-B.; Fang, B.Y.; Tan, F.; Cao, Y.-C.; Zhao, Y.-D. Visual detection of trace lead ion based on aptamer and silver

staining nano-metal composite. Colloids Surf. B Biointerfaces 2018, 162, 415–419. [CrossRef] [PubMed]
45. Deore, P.S.; Manderville, R.A. Ratiometric fluorescent sensing of the parallel G-quadruplex produced by PS2.M: Implications for

K+ detection. Analyst 2020, 145, 1288–1293. [CrossRef] [PubMed]
46. Platella, C.; Riccardi, C.; Montesarchio, D.; Roviello, G.N.; Musumeci, D. G-quadruplex-based aptamers against protein targets in

therapy and diagnostics. Biochim. Biophys. Acta 2017, 1861, 1429–1447. [CrossRef] [PubMed]
47. Jarczewska, M.; Górski, Ł.; Malinowska, E. Application of DNA aptamers as sensing layers for electrochemical detection of

potassium ions. Sens. Actuators B Chem. 2016, 226, 37–43. [CrossRef]
48. Wang, H.-B.; Ma, L.-H.; Fang, B.-Y.; Tan, F.; Cao, Y.-C.; Zhao, Y.-D.; Hu, X.-B. Visual detection of Pb2+ using strip biosensor based

on PS2M aptamer and sensitivity enhancement probe. Sens. Actuators B Chem. 2018, 261, 307–315. [CrossRef]
49. Ferapontova, E.E. Electrochemical Indicators for DNA Electroanalysis. Curr. Anal. Chem. 2011, 7, 51–62. [CrossRef]
50. Hardin, C.C.; Watson, T.; Corregan, M.; Bailey, C. Cation-dependent transition between the quadruplex and Watson-Crick hairpin

forms of d(CGCG3GCG). Biochemistry 1992, 31, 833–841. [CrossRef]
51. Venczel, E.A.; Sen, D. Parallel and antiparallel G-DNA structures from a complex telomeric sequence. Biochemistry 1993,

32, 6220–6228. [CrossRef] [PubMed]

https://doi.org/10.1021/bi027332w
https://www.ncbi.nlm.nih.gov/pubmed/12795611
https://doi.org/10.1021/ja046628h
https://www.ncbi.nlm.nih.gov/pubmed/15453763
https://doi.org/10.1021/ac800601y
https://www.ncbi.nlm.nih.gov/pubmed/18627134
https://doi.org/10.1016/j.bios.2010.09.018
https://www.ncbi.nlm.nih.gov/pubmed/20888751
https://doi.org/10.1021/ac8022185
https://www.ncbi.nlm.nih.gov/pubmed/19219985
https://doi.org/10.1016/S1452-3981(23)06589-6
https://doi.org/10.1016/j.aca.2013.12.029
https://www.ncbi.nlm.nih.gov/pubmed/24491777
https://doi.org/10.1016/j.snb.2017.02.118
https://doi.org/10.1016/j.bios.2012.02.031
https://www.ncbi.nlm.nih.gov/pubmed/22417873
https://doi.org/10.1016/j.bios.2012.10.026
https://www.ncbi.nlm.nih.gov/pubmed/23137944
https://doi.org/10.1016/j.bios.2014.12.057
https://www.ncbi.nlm.nih.gov/pubmed/25574861
https://doi.org/10.1016/j.bios.2016.01.096
https://doi.org/10.1039/C4AN01069H
https://doi.org/10.1186/s12951-021-00914-4
https://www.ncbi.nlm.nih.gov/pubmed/34074287
https://doi.org/10.1039/c1an15080d
https://www.ncbi.nlm.nih.gov/pubmed/21491024
https://doi.org/10.1007/s00775-008-0457-5
https://www.ncbi.nlm.nih.gov/pubmed/19048307
https://doi.org/10.1007/s00604-010-0418-x
https://doi.org/10.1016/j.bioeng.2007.06.001
https://www.ncbi.nlm.nih.gov/pubmed/17627883
https://doi.org/10.1016/j.bioelechem.2014.06.013
https://doi.org/10.3390/bios14020110
https://www.ncbi.nlm.nih.gov/pubmed/38392029
https://doi.org/10.1016/j.colsurfb.2017.12.011
https://www.ncbi.nlm.nih.gov/pubmed/29247914
https://doi.org/10.1039/C9AN02122A
https://www.ncbi.nlm.nih.gov/pubmed/31895357
https://doi.org/10.1016/j.bbagen.2016.11.027
https://www.ncbi.nlm.nih.gov/pubmed/27865995
https://doi.org/10.1016/j.snb.2015.11.139
https://doi.org/10.1016/j.snb.2018.01.167
https://doi.org/10.2174/157341111793797617
https://doi.org/10.1021/bi00118a028
https://doi.org/10.1021/bi00075a015
https://www.ncbi.nlm.nih.gov/pubmed/8512932


Biosensors 2025, 15, 59 15 of 15

52. Liu, W.; Zhu, H.; Bin Zheng, B.; Cheng, S.; Fu, Y.; Lau, T.-C.; Liang, H. Kinetics and mechanism of G-quadruplex formation and
conformational switch in a G-quadruplex of PS2.M induced by Pb2+. Nucleic Acids Res. 2012, 40, 4229–4236. [CrossRef] [PubMed]

53. Kotch, F.W.; Fettinger, J.C.; Davis, J.T. A Lead-Filled G-Quadruplex: Insight into the G-Quartet’s Selectivity for Pb2+ over K+.
Org. Lett. 2000, 2, 3277–3280. [CrossRef] [PubMed]

54. Jarczewska, M.; Kekedy-Nagy, L.; Nielsen, J.S.; Campos, R.; Kjems, J.; Malinowska, E.; Ferapontova, E.E. Electroanalysis of
pM-levels of urokinase plasminogen activator in serum by phosphorothioated RNA aptamer. Analyst 2015, 140, 3794–3802.
[CrossRef] [PubMed]

55. Lead at Superfund Sites: Human Health. Available online: https://www.epa.gov/superfund/lead-superfund-sites-human-
health (accessed on 1 April 2024).

56. Lai, R.Y.; Seferos, D.S.; Heeger, A.J.; Bazan, G.C.; Plaxco, K.W. Comparison of the Signaling and Stability of Electrochemical DNA
Sensors Fabricated from 6- or 11-Carbon Self-Assembled Monolayers. Langmuir 2006, 22, 10796–10800. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.1093/nar/gkr1310
https://www.ncbi.nlm.nih.gov/pubmed/22241774
https://doi.org/10.1021/ol0065120
https://www.ncbi.nlm.nih.gov/pubmed/11029189
https://doi.org/10.1039/C4AN02354D
https://www.ncbi.nlm.nih.gov/pubmed/25620243
https://www.epa.gov/superfund/lead-superfund-sites-human-health
https://www.epa.gov/superfund/lead-superfund-sites-human-health
https://doi.org/10.1021/la0611817
https://www.ncbi.nlm.nih.gov/pubmed/17129062

	Introduction 
	Materials and Methods 
	Apparatus 
	Chemicals 
	Solutions 
	Gold Electrode Cleaning and Modification 

	Results 
	Conclusions 
	References

