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ABSTRACT: Aggregated deposits of the protein α-synuclein and depleting levels of dopamine in the brain correlate with
Parkinson’s disease development. Treatments often focus on replenishing dopamine in the brain; however, the brain might not be
the only site requiring attention. Aggregates of α-synuclein appear to accumulate in the gut years prior to the onset of any motor
symptoms. Enteroendocrine cells (specialized gut epithelial cells) may be the source of intestinal α-synuclein, as they natively express
this protein. Enteroendocrine cells are constantly exposed to gut bacteria and their metabolites because they border the gut lumen.
These cells also express the dopamine metabolic pathway and form synapses with vagal neurons, which innervate the gut and brain.
Through this connection, Parkinson’s disease pathology may originate in the gut and spread to the brain over time. Effective
therapeutics to prevent this disease progression are lacking due to a limited understanding of the mechanisms by which α-synuclein
aggregation occurs in the gut. We previously proposed a gut bacterial metabolic pathway responsible for the initiation of α-synuclein
aggregation that is dependent on the oxidation of dopamine. Here, we develop a new tool, a laser-induced graphene-based
electrochemical sensor chip, to track α-synuclein aggregation and dopamine level over time. Using these sensor chips, we evaluated
diet-derived catechols dihydrocaffeic acid and caffeic acid as potential inhibitors of α-synuclein aggregation. Our results suggest that
these molecules inhibit dopamine oxidation. We also found that these dietary catechols inhibit α-synuclein aggregation in STC-1
enteroendocrine cells. These findings are critical next steps to reveal new avenues for targeted therapeutics to treat Parkinson’s
disease, specifically in the context of functional foods that may be used to reshape the gut environment.
KEYWORDS: α-synuclein, Parkinson’s disease, dopamine, iron, polyphenols, LIG sensor

■ INTRODUCTION
The aggregation of the protein α-synuclein (α-syn) in
dopaminergic neurons has been linked to Parkinson’s disease
(PD) development.1 While PD etiology is generally associated
with the brain, mounting evidence supports a hypothesis
proposed by Braak et al.: some PD subtypes may originate in
the gastrointestinal (GI) tract.2,3 Enteroendocrine cells (EECs)
located in the intestinal wall express α-syn, and aggregates of α-
syn accumulate in the gut at least eight years prior to the onset
of motor symptoms in patients with idiopathic PD.4,5 These
cells additionally express the dopamine (DA) metabolic
pathway.6 EECs border the gut lumen; as such, they are
exposed to the gut microbiota and its metabolites.4

Interestingly, EECs connect to the enteric nervous system,
which synapses with the central nervous system via the vagus

nerve. It was recently demonstrated that EECs can propagate
α-syn aggregates to neighboring neuronal cells through cell−
cell contact.7 It has also been shown that aggregates of α-syn
injected into the intestinal wall of rodents were transported to
the brain via the vagus nerve.8,9 Taken together, these findings
suggest that PD pathology may originate in the gut and spread
to the brain.3,10
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In our previous work, we reported a molecular-level
mechanism by which gut bacteria mediate the aggregation of
α-syn.11 Central to this mechanism is the Enterobacteriaceae
family of facultative anaerobic bacteria, which is often enriched
in the gut microbiotas of people with PD.12,13 We
demonstrated that when these bacteria perform nitrate
respiration, a metabolic product�nitrite�initiates a cascade
of oxidation reactions, resulting in the aggregation of α-syn
(Scheme 1a). Our proposed mechanism parallels suggested
pathways in the brain involving iron-mediated DA oxida-
tion;14−16 similar to the brain, in intestinal epithelial cells, there
is also a convergence of concentrated iron17 and DA (46% of
the body’s DA pool is contained in the gastrointestinal
tract).18−20 We determined that nitrite oxidizes Fe2+ to Fe3+,
which then interacts with the catechol moiety in DA to form
DA-derived quinones. When DA-derived quinones interact
with the Y125EMPS129 pentapeptide sequence in α-syn, the
protein misfolds and subsequently aggregates.21 We found that
DA oxidation is crucial to nitrite-induced α-syn aggregation. As
such, strategies that prevent DA oxidation are expected to limit
aggregate formation.

Diet may be a source of molecules that inhibit intestinal DA
oxidation and α-syn aggregation. Because gut microbiome
composition and function are shaped by diet, functional foods
that alter gut microbial chemistry implicated in PD onset could
be used to prevent this disease.22 Specifically, compounds with
catechol moieties could limit α-syn aggregation by out-
competing catechol in DA for binding Fe3+ (Scheme 1b).
Polyphenols�abundant in vegetables, fruits, nuts, and whole
grains�often contain at least one catechol moiety. Curiously,
a Mediterranean diet is rich in polyphenols and is associated
with reductions in PD risk and severity as well as delayed
disease onset.23−25

We sought to identify diet-derived catechol inhibitors of α-
syn aggregation to provide new insights into potential
therapeutics to treat and prevent PD. However, we were
limited in our ability to screen and track this aggregation
process�and subsequently its inhibition�in real time. In our
previous work, we performed immunostaining of dot blots to
quantify the end-point extent of α-syn aggregation (Figure 1).
However, this method, as well as other commonly used
methods (e.g., enzyme-linked immunosorbent assay, ELISA26),

Scheme 1. Proposed Mechanisms for (a) the Aggregation of α-Syn in the GI Tract and (b) Competitive Inhibition of α-Syn
Aggregation in the Presence of Diet-Derived Catechols

Figure 1. Assessment of α-syn aggregation using dot blot. (a) Dot blot spotted with biological replicates 1−3 after a 4 h incubation at 37 °C under
anoxic conditions and immunostained with anti-α-syn aggregate primary antibody MJFR-14. (b) Dot blot quantification of α-syn aggregation (all
error bars represent S.E.M. for n = 3 samples; significance determined by one-way ANOVA with Sidak’s multiple comparison test, ****: P <
0.0001).
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limits the ability to analyze the oxidation of DA and
subsequently the aggregation of α-syn in real time, occluding
a window onto the dynamics of this process.
Electrochemical techniques offer simpler, portable, and real-

time monitoring compared to ELISA, conventional circular
dichroism spectroscopy,27 and microscopy28 methods used to
measure α-syn aggregates. Currently, several electrochemical
sensors have been developed to detect α-syn; however, they
usually require antibodies to capture molecules, which limit
their use for real-time studies. For example, Bryan et al.
developed impedance sensors based on polyethylene glycol−
gold electrodes functionalized with α-syn antibody.29 Un-
diluted blood serum from patients was used to benchmark the
sensors. Charge transfer resistance of samples from PD patients
was 7-fold higher compared to the control. In another work,
Sun et al. reported a highly selective aptasensor to specifically
detect the α-syn oligomer via impedance, surface plasmon
resonance, and colorimetry methods.30 The results showed a
significant increase in the charge transfer resistance after the
capture of α-syn oligomers on the aptamer-covered electrode
surface. These sensors require that costly biomolecules
(antibodies or aptamers) coat the electrodes to specifically
capture α-syn for electrochemical measurements. Developing a
simpler electrode that does not require such specialized
coatings would facilitate sensor fabrication, thereby expanding
their utility.
In addition to monitoring α-syn aggregation, simultaneously

examining the role of DA oxidation offers a more precise
means of understanding the mechanisms controlling α-syn
aggregation. Given the redox activity of DA and unique
advantages of electrochemical devices for profiling redox
reactions, several electrochemical sensors have been developed
for detection and monitoring of DA, from in vitro assays31−33

to in vivo probes.34−36 In the building of DA sensors, various
electrode materials have been explored, including graphene,
ionic liquids, and nanoparticles. Among them, graphene-based
electrochemical sensors have attracted special attention due to
the favorable aromatic π−π stacking and electrostatic
attraction between positively charged DA and the negatively
charged graphene surface.37 Different forms of graphene and
its derivatives have been utilized in manufacturing DA sensors
using a variety of techniques, including drop-casting,38 inkjet/
aerosol jet printing,39 screen-printing,40 lithography,41 and
direct laser writing.42 For example, Butler et al. reported a
facile and scalable way to fabricate screen-printed sensors using
graphene ink to detect DA as low as 5 pM in serum using
differential pulse voltammetry.
An alternative strategy employs laser-induced graphene

(LIG), which is graphene with a three-dimensional (3D)
porous network derived from commercial polymer films by
using a low-cost/maskless direct writing process.43 LIG holds
great promise as an ideal material for biosensor development,
as it is easy to pattern and fabricate; it is also cost-effective and
environmentally friendly compared to other methods. Several
DA biosensors based on LIG have been reported. For example,
Hui et al. developed a highly flexible and selective electro-
chemical sensor with a Pt−Au nanoparticle-modified LIG
electrode for the detection of dopamine.44 The electro-
deposited Pt−Au nanoparticles increased the surface area of
the electrode and improved sensitivity and selectivity of the
sensor.
While multiple reports have used electrochemical sensors for

DA detection, there are no reports of real-time electrochemical

monitoring of depleting levels of DA in the context of α-syn
aggregation related to PD. The real-time, label-free, and
simultaneous probing of these molecules is expected to offer a
better understanding of α-syn aggregation mediated by gut
microbiota. In this work, we developed LIG-based electro-
chemical sensor chips that simultaneously track, in real time,
changes in DA levels (using square wave voltammetry) and
aggregation of α-syn (using impedance monitoring). This
enabled our investigation of potential inhibitors of both
oxidation of DA by Fe3+ and aggregation of α-syn. Specifically,
we tested the diet-derived catechols dihydrocaffeic acid
(DHCA) and caffeic acid (CA). As demonstrated by our
experiments using the developed portable LIG-based electro-
chemical sensors and immunofluorescence microscopy assays
in model EECs, the presence of these dietary catechols
significantly limits the extent of α-syn aggregation, likely as a
result of the lower levels of DA-derived quinones forming.
Ultimately, the developed sensor chips open new avenues for
rapid screening and discovery of small molecules to prevent
DA-dependent α-syn aggregation.

■ RESULTS
Sensor Fabrication, Optimization, and Calibration.

The electrochemical sensor chips were prepared based on LIG
with a three-electrode configuration. The LIG pattern was
fabricated using a commercial CO2 laser engraving machine, as
previously reported.45 Briefly, a polyimide sheet is placed in a
laser engraving setup, and the graphene electrodes are
patterned by laser irradiation. Herein, we designed a test
module containing four individual sensors. To hold the test
solution, a small PDMS chamber (8 mm diameter and 5 mm
height for each sensor) was made by casting and curing PDMS
in a 3D-printed mold. The PDMS chamber and the sensors
were bonded together using ecoflex silicone. Before electro-
chemical testing, the sensor was mounted in a homemade
holder made with an acrylic board with wire connections.
Figure 2a shows an as-prepared individual sensor and a sensor
array module with the connections.
In electrochemical sensors, the reference electrode (RE)

plays a key role in achieving a stable potential on the working
electrode (WE). In order to fabricate a stable on-chip
pseudoreference electrode (pRE), we first studied two different
approaches to functionalize LIG with silver (Ag). The first
method used the direct laser writing of Ag by the second lasing
of a 5 μL droplet of AgNO3 solution on LIG as the RE.
Different concentrations of AgNO3 were studied. As illustrated
in Figure S1a, the potential between the RE and the WE in
PBS is not stable. As a result, the measurement of the oxidation
peak of DA shifts over time (Figure S1b). In the second
approach, we employed electrodeposited Ag using a previously
reported process.45 Electrodeposited Ag pRE yielded a stable
potential between the RE and WE; hence, there was no
significant shift of the DA peak. Consequently, the sensors for
all of the following results were fabricated by using
electrodeposited Ag pRE.
To determine the peak profile in response to DA and

prepare the calibration curves, the sensors were first tested with
DA hydrochloride (DA; 5, 50, or 500 μM) in 50 mM sodium
nitrate (NO3

−) in an ambient laboratory environment. We
implemented two different voltammetry methods, including
cyclic voltammetry (CV) and square wave voltammetry
(SWV). Figure 2b,c shows representative CV and SWV curves,
respectively, and Figure 2d depicts the calculated calibration
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curves for each. While the calibrated CV curve exhibits a
slightly better linear response, SWV offers a higher current
value and so is less prone to noise. As such, for analytical
purposes in the experiments with α-syn, we used the SWV
signals.
We also sought to determine whether the DA calibration

curves prepared from samples under ambient laboratory
conditions are suitable to be used for anaerobic analyses. We
accomplished this by performing the voltammetry tests in a
custom-made anaerobic glovebox (Figure S2) purged with
20% CO2 and 80% N2. This glovebox was also equipped with
the necessary circuit modules to perform multiplexed electro-
chemical testing. As shown in Figure S3, no significant
difference in the sensitivity to DA (SWV current peak height)
was found between glovebox tests and the ambient
atmosphere.
Simultaneous Monitoring of DA Oxidation and α-Syn

Aggregation using LIG Sensors. As previously reported,
nitrite generated during Enterobacteriaceae nitrate dissimilatory
metabolism oxidizes Fe2+ to Fe3+.11 Fe3+ can then oxidize DA,
which leads to α-syn aggregation. Before voltammetry
measurements were performed, the glovebox was purged
with a mixture of 20% CO2 and 80% N2 to obtain an O2 level
lower than 0.5%. This anaerobic chamber’s temperature was
set to 37 °C. Chemicals and as-printed sensors were
transferred into the chamber for the experiments. We prepared
four test groups for monitoring DA levels and α-syn
aggregation. Each solution contained Fe2+ (1.33 mM) and
DA (1.33 mM) and was allowed to equilibrate for 2 h in order
for the DA peak current to stabilize. After 3 h (indicated by the
red arrow in Figure 3a,d), the solutions were appended with
NaNO3 or NaNO2 and either with α-syn monomer (NO3 + α-
syn; NO2 + α-syn) or without (NO3−α-syn; NO2−α-syn).
The SWV peak current was measured as a function of the DA
level over 7 h. As shown in Figure 3a, samples containing
NO2

− resulted in a lower DA peak current in comparison to
those containing NO3

−. For instance, at 7 h, the SWV DA peak
current was 5.1-fold higher for NO3 + α-syn compared to NO2
+ α-syn (Figure 3b). These data suggest that DA was depleted

in the presence of NO2
−. Nitroblue tetrazolium (NBT)

staining of dot blots spotted with similarly prepared solutions
enabled the detection of any quinones present.46 We observed
a higher level of quinones in NO2 + α-syn as compared to NO3
+ α-syn, indicating that depleted DA levels monitored with our
sensor correlate to elevated levels of oxidation and quinone
formation (Figure 3c). To confirm that the reduced DA peak is
not due to the electrode fouling after a long time measurement,
we immersed LIG sensors in 500 μM DA with 50 mM NaNO3
for 7 h. The sensors were tested with fresh DA solutions at the
beginning and end of the immersion. As Figure S4 illustrates,
the sensitivity of the LIG sensor remains almost the same after
7 h, confirming stability of the sensors for continuous, long-
term monitoring. Of note, similar sensors (i.e., Nafion-covered
LIG) have been previously used for real-time monitoring of
bacterial biofilms over several days, demonstrating their
suitability for continuous analysis in complex media.45,47

We previously reported that α-syn forms aggregates in the
presence of DA and NO2

− but not NO3
−.11 Here, we observed

that NO2 + α-syn (in which the DA level is the lowest
putatively due to DA oxidation) afforded an impedance at 1
kHz that was much lower than that of NO3 + α-syn (which
exhibited a higher DA level indicative of less DA oxidation), as
shown in Figure 3d. Strikingly, after only ∼4 h following the
addition of α-syn (t = 7 h), NO3 + α-syn afforded a 1.3-fold
higher impedance than did NO2 + α-syn (Figure 3e). A similar
trend was observed when the impedance measured in a sample
of a commercially prepared α-syn aggregate was compared to
the impedance of the α-syn monomer control (Figure S5). The
different impedance of α-syn monomers and aggregates
indicates that impedance measurement can be used to track
the formation of α-syn aggregates over time.
Monitoring Competitive Inhibition of α-Syn Aggre-

gation by Dietary Catechols. After establishing that the
LIG-based sensors enable the monitoring of DA-dependent α-
syn aggregation, we sought to implement this tool to identify
potential inhibitors of this process. As diet may be a source of
molecules that inhibit intestinal DA oxidation and α-syn
aggregation, we screened CA due to its high abundance in the

Figure 2. Calibrating electrochemical measurement of DA in ambient air. (a) Optical images of a single electrochemical sensor module (left) and
enlarged view of a single 3-electrode sensor (right). (b) Representative CV curve of DA current at various concentrations (5, 50, and 500 μM). (c)
Representative SWV curve of DA current at various concentrations (5, 50, and 500 μM). (d) Calibration curves based on CV and SWV DA peak
current data.
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diet,48 particularly in coffee and fruit. DHCA is a bacterial
metabolite of CA;49 thus, we selected it to determine whether
any inhibitory activity is lost or, conversely, is more potent
when CA is metabolized. We hypothesized that these diet-
derived polyphenols (Figure 4a) could limit DA-dependent α-
syn aggregation by outcompeting the catechol in DA for iron
binding, thereby limiting DA oxidation (Scheme 1b). To test
the inhibitory effects of DHCA and CA, each was incubated
with DA, the α-syn monomer, Fe2+, and NO2

− (NO2 + α-syn +
DHCA and NO2 + α-syn + CA, respectively). Samples of NO3
+ α-syn and NO2 + α-syn furnished negative and positive
controls of α-syn aggregation, respectively. Upon measuring
the DA peak current, we observed that both NO2 + α-syn +
DHCA and NO2 + α-syn + CA displayed higher DA levels
than did NO2 + α-syn (which contains DA but no DHCA or
CA). The real-time sensor data suggest that DHCA and CA
limited oxidation of DA (Figure 4b). At 7 h, NO2 + α-syn +
DHCA and NO2 + α-syn + CA retained 2.3-fold and 2.6-fold
higher DA levels, respectively, than the DA level in NO2 + α-
syn (Figure 4c). DHCA and CA could be sequestering the
Fe3+,50 limiting Fe3+-mediated DA oxidation and, thus,
maintaining higher DA levels. Because DA oxidation is crucial
for α-syn aggregation, our findings position DHCA and CA as
candidate inhibitors of nitrite-induced DA-dependent α-syn
aggregation.
Thus, we next tested the impact of DHCA and CA on α-syn

aggregation. By immunostaining dot blots with anti-α-syn
aggregate antibodies, we quantified the amount of aggregate
formation in each sample after a 4 h incubation at 37 °C under
anoxic conditions (Figure 4d,f). Across all blots, significant α-
syn aggregation was induced by NO2 + α-syn compared to that
by NO3 + α-syn, as expected. Excitingly, appending NO2 + α-

syn with candidate inhibitors DHCA (NO2 + α-syn + DHCA)
or CA (NO2 + α-syn + CA) inhibited the formation of both α-
syn fibrils (detected by the MJFR-14 antibody; Figure 4d−e)
and the more pathogenic oligomers (detected by the 5G4
antibody; Figure 4f−g).51 The ability of DHCA and CA to
limit α-syn aggregation is in alignment with the higher levels of
DA measured in these samples as compared with NO2 + α-syn
at 7 h (Figure 4b). Moreover, the inhibition of oligomer
formation by DHCA and CA was similar to that observed
when using iron-chelating EDTA,52 which putatively limits
iron oxidation, and ATP, which limits Fe3+-catalyzed DA
oxidation (Figure S6).53 Taken together, our sensor enables
the real-time screening of promising inhibitors of DA-
dependent α-syn aggregation.
Diet-Derived Catechols Mitigate α-Syn Aggregation

in Gut Epithelial Cells. We next sought to determine
whether the diet-derived catechols that limited the extent of α-
syn aggregation in vitro would show promise in the mammalian
gut. Murine STC-1 cells (an accepted model cell line for
EECs)54 were used to investigate the potential of these
catechols to inhibit α-syn aggregation. Because EECs naturally
express α-syn4 as well as the DA metabolic pathway,6 only
NO3

− (50 mM) or NO2
− (50 mM), as well as varying

concentrations of DHCA or CA (25, 50, and 100 μM), were
added to STC-1 cells to test their impacts on α-syn aggregation
in cellulo.
Intracellular α-syn aggregates were quantified by immuno-

fluorescence microscopy. Fixed STC-1 cells were probed using
an antibody with an affinity for α-syn aggregates (Figures 5a
and S7a). Across three independent replicates, significant α-
syn aggregation was induced in the presence of NO2

− but not
in the presence of NO3

−, as compared with the untreated

Figure 3. Electrochemical measurement of DA and α-syn aggregation. (a) SWV DA peak current for samples NO3−α-syn, NO3 + α-syn, NO2−α-
syn, and NO2 + α-syn. Red arrow denotes the time at which α-syn and NO3

− or NO2
− were added. (b) SWV DA peak current at 7 h for each

sample in (a) (error bars represent S.E.M.; n = 20 biological replicates per condition; significance determined by one-way ANOVA with Sidak’s
multiple comparison test, ****: P < 0.0001, ns: not significant) (c) Dot blot stained with nitroblue tetrazolium (NBT) to detect the formation of
quinones across three biological replicates. (d) Impedance measurements at 1 kHz for NO3 + α-syn and NO2 + α-syn following the addition of α-
syn. Red arrow denotes the time at which α-syn and NO3

− or NO2
− was added. (e) Impedance at 7 h for each sample in panel (d) (error bars

represent S.E.M.; n = 20 biological replicates per condition).

ACS Chemical Neuroscience pubs.acs.org/chemneuro Research Article

https://doi.org/10.1021/acschemneuro.4c00106
ACS Chem. Neurosci. 2024, 15, 2623−2632

2627

https://pubs.acs.org/doi/suppl/10.1021/acschemneuro.4c00106/suppl_file/cn4c00106_si_001.pdf
https://pubs.acs.org/doi/suppl/10.1021/acschemneuro.4c00106/suppl_file/cn4c00106_si_001.pdf
https://pubs.acs.org/doi/10.1021/acschemneuro.4c00106?fig=fig3&ref=pdf
https://pubs.acs.org/doi/10.1021/acschemneuro.4c00106?fig=fig3&ref=pdf
https://pubs.acs.org/doi/10.1021/acschemneuro.4c00106?fig=fig3&ref=pdf
https://pubs.acs.org/doi/10.1021/acschemneuro.4c00106?fig=fig3&ref=pdf
pubs.acs.org/chemneuro?ref=pdf
https://doi.org/10.1021/acschemneuro.4c00106?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


controls. Supplying NO2
−-treated cells with DHCA or CA

attenuated α-syn aggregation relative to samples without an
inhibitor, with 2.5-fold and 4.6-fold less aggregation observed
with as little as 25 μM DHCA or CA added, respectively
(Figure 5b,c). Isotype controls indicate no significant non-
specific binding (Figure S7b). Treatments with higher
concentrations of either DHCA or CA further reduced the
level of α-syn aggregation. Cells treated with 50 μM DHCA
resulted in a 3.6-fold decrease in aggregation; 100 μM DHCA
resulted in a 3.7-fold decrease. Astoundingly, cells treated with
50 or 100 μM CA resulted in 10.9-fold or 58.2-fold decreases
in aggregation, respectively. These findings not only provide
strong evidence of a diet-based strategy to inhibit α-syn

aggregation in the gut but also support the functionality of our
sensors for identifying such promising inhibitors.

■ DISCUSSION
In this work, we developed a low-cost, portable sensor array for
simultaneous probing and tracking of changes in DA levels and
the aggregation of α-syn over time. The electrochemical sensor
chips�fabricated using laser-induced graphene�monitor in
real time the depleting levels of DA by measuring its oxidation
peak current using SWV as well as simultaneous impedance
measurements to signal α-syn aggregation. Findings from NBT
staining to detect quinones suggested that the depleting levels
of DA detected by the sensor correlated with high levels of DA

Figure 4. Screening potential inhibitors of dopamine oxidation and α-syn aggregation. (a) Structures of the screened diet-derived catechols
dihydrocaffeic acid (DHCA) and caffeic acid (CA). (b) DA peak current for NO3 + α-syn, NO2 + α-syn, NO2 + α-syn + DHCA, and NO2 + α-syn
+ CA. Red arrow denotes the time at which α-syn and NO3

− or NO2
− was added and (c) depicts the DA peak current at 7 h for each sample. (d)

Representative dot blot spotted with biological replicates 1−3 and immunostained with anti-α-syn aggregate primary antibody MJFR-14. (e)
Respective quantified aggregate signal across two dot blots probed with MJFR-14, n = 3 biological replicates. (f) Representative dot blot spotted
with biological replicates 1−3 and immunostained with anti-α-syn aggregate primary antibody 5G4. (g) Respective quantified aggregate signal
across the dot blot in panel (f) probed with 5G4, n = 3 biological replicates (all error bars represent S.E.M.; significance determined by one-way
ANOVA with Sidak’s multiple comparison test, ****: P < 0.0001,***: P = 0.002 for the DA peak current at 7 h, **: P = 0.0012, *: P = 0.0115,
0.0145, and 0.0124 from left to right for the quantified dot blots).
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quinone formation, which is necessary for α-syn aggregation.
By measuring real-time electrochemical signals confirmed with
an end-point dot blot assay, we were able to screen diet-
derived catechols DHCA and CA as potential inhibitors of DA-
oxidation-mediated α-syn aggregation. The sensor chips enable
the tracking of aggregate formation in the presence of various
inhibitors of DA oxidation in real time over 4 h. Both real-time
electrochemical signals and immunostained dot blot end-point
assays suggest that the diet-derived catechols DHCA and CA
competitively inhibit the oxidation of DA by Fe3+, limiting the
amount of α-syn aggregates formed. Our findings using model
EECs further support the biological relevance of these
promising diet-derived inhibitors to the mammalian gut.
Aggregation of endogenous α-syn was significantly limited in
the presence of either DHCA or CA, despite the addition of
high concentrations of NO2

−. Taken together, these results
demonstrate proof-of-concept for rapid screening of various
potential inhibitors using the developed low-cost sensors,
which only require a few microliters of sample. Continued
development and application of this method is expected to
enable the discovery of additional candidate inhibitors to
prevent intestinal α-syn aggregation and Parkinson’s disease.

■ MATERIALS AND METHODS
Sensor Fabrication. The LIG 3-electrode pattern with a center

working electrode (WE, 2 mm diameter) surrounded by the
concentric counter (CE) and reference electrode (RE) was designed
in AutoCAD and then manufactured by a laser engraving machine
(VSL2.30, Universal Laser Systems) using the processing parameter
we previously reported,45 i.e., power: 10.5%, speed: 5.5%, points per
inch: 1000. All printing steps were done with a pulse per inch (PPI)
count of 1000 in raster mode. Then, RE was deposited with silver as
the pseudoreference electrode (pRE). Two methods were investigated
to identify the most stable RE. To improve the stability and selectivity
of the sensors, 2 μL of 5% Nafion dispersion (D-521, Thermo
Scientific Chemicals) was dropped on the WE surface. The test
chamber (diameter = 8 mm) was made by casting poly-
(dimethylsiloxane) (PDMS, Dow Sylgard 184) into a 3D-printed
mold. Finally, the printed electrodes and PDMS were bonded using
Ecoflex silicone.
Electrochemical Measurements. Electrochemical characteriza-

tion was performed using a MultiPalmSens4 multichannel potentio-
stat (from PalmSens; capable of measuring 4 channels in parallel)
with a custom-made multiplexer circuit, capable of multiplexing 20
sensor chips. The custom multiplexer consists of commercial
electromagnetic relays connecting the sensor electrodes to a
potentiostat channel. The multiplexer was interfaced to the

potentiostat by using auxiliary digital control pins. The instrument
and the custom multiplexer were controlled with MultiTrace 4.5
software. For the electrochemical measurements, the chemicals and
the as-printed sensor array were transferred to the glovebox, followed
by mixing the reagents and application to the sensor wells. Then, the
sensor modules were connected to the electrochemical interface using
a spring connector with holders. DA and FeCl2 were mixed with
nitrate or nitrite and first added to the PDMS chamber of each sensor
3 h before the aggregation test to pretreat the surface of the sensor.
This initial pretreatment ensured that the highly porous LIG
electrodes were properly wetted by the liquid before the addition of
the key reagents (nitrate or nitrite, monomeric α-syn, and catechols).
At ∼2.8 h, the rest of the chemicals were added to the chamber and
mixed by gentle pipetting using a micropipette. The electrochemical
measurement started immediately after the chemicals were mixed, and
each measurement took ∼12 min. Then, the sensor was left for
continuous measurement over another 4 h (total measurement time
of 7 h). Four sensors on the same chip (see Figure 2a) were measured
at once, after which the multiplexer switched the connection to the
next sensor chip. Cyclic voltammetry (CV) measurements were
performed with the following parameters: scan rate = 50 mV/s, Estep =
5 mV, potential range = −0.2 to 0.8 V, and number of scans = 3.
Square wave voltammetry (SWV) measurements were performed with
the following parameters: frequency = 15 Hz, Epulse = 50 mV, Estep = 5
mV, potential range = −0.2 to 0.8 V. Electrochemical impedance
spectroscopy (EIS) measurements were performed with the following
parameters: Vac = 10 mV, Vdc = open-circuit potential, frequency =
10,000−1 Hz, N = 41 points/decade.
Stimulating α-Syn Aggregation. Samples supplemented with

50 mM sodium nitrate (Sigma), 50 mM sodium nitrite (Fisher
Scientific), 500 μM ferrous iron chloride (Oakwood), 500 μM
dopamine HCl (Alfa Aesar), 500 μM dihydrocaffeic acid (Sigma), 500
μM caffeic acid (TCI America), and 20 μM recombinant human α-
syn monomer (Abcam, ab51189) were prepared. Materials were
equilibrated to anaerobic conditions before use. Samples were allowed
to incubate for 4 h at 37 °C under anoxic conditions.
Dopamine Oxidation using Tyrosinase. Lyophilized Aspergillus

tyrosinase (Worthington Biochemical) was resuspended in 50 mM
phosphate buffer with 15% glycerol (pH 6.5) to create a 24 kU/mL
solution (50 mg/mL, 390 μM). Next, 250 U (3.9 μM) tyrosinase was
added to a 500 μM dopamine solution. The sample was incubated for
1 h at room temperature to afford a positive control of dopamine
oxidation.
Activating PVDF Membranes. Methanol-activated poly-

(vinylidene fluoride) (PVDF) membranes (Millipore) were used to
evaluate aggregation of α-syn. Membranes were handled only by their
edges using forceps cleaned with methanol. Membranes were
activated by immersing them in 100% methanol (Fisher Scientific)
for 1 min, in DDI water for 30 s, and finally in Tris-buffered saline

Figure 5. Nitrite-induced aggregation of α-syn in gut epithelial cells is reduced in the presence of diet-derived catechols DHCA and CA. (a)
Representative images of fixed STC-1 cells incubated for 24 h with NO2

− or NO3
− and DHCA or CA. α-Syn aggregate signal is in green, and DAPI-

stained nuclei are in blue. Mean fluorescence intensity per cell was quantified from maximum intensity projections acquired by structured
illumination microscopy for (b) DHCA and (c) CA (n = 3 independent biological replicates, 3−4 technical replicates for each, bars denote mean ±
S.E.M.; significance determined by one-way ANOVA with Sidak’s multiple comparison test, ****: P < 0.0001, ***: P = 0.0009).
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(TBS) buffer for 2 min. TBS buffer was prepared with 50 mM Tris-
HCl, pH 7.5 (Fisher Scientific), and 150 mM NaCl (Sigma-Aldrich).
The pH was adjusted to 7.4, and then the filter was sterilized. All
materials were allowed to equilibrate under anaerobic conditions
before use.
Nitroblue Tetrazolium Assay for the Detection of Quinones.

The presence of quinones was detected as previously described.11

Under anoxic conditions, 2 μL of each sample was spotted onto a
methanol-activated PVDF membrane. Additionally, 2 μL of dopamine
(500 μM) was spotted onto the membrane as a negative control,
while 2 μL of dopamine (500 μM) oxidized by Aspergillus tyrosinase
was spotted as a positive control. After the membrane was dried for 1
h, it was reactivated before incubating with 0.6 mg/mL nitroblue
tetrazolium (Santa Cruz Biotechnology) in potassium glycinate buffer,
pH 10, for 45 min in the dark. The membrane was washed twice with
0.16 M sodium borate (Sigma) and left to incubate overnight. DDI
water was used to wash the membrane twice before visualizing.
Immunodetection of α-Syn Aggregates. Under anoxic

conditions, 2 μL of each sample was spotted onto the methanol-
activated PVDF membranes. As controls, 2 μL (578 ng) of
monomeric α-syn (Abcam, ab51189) and 2 μL (578 ng) of
aggregated α-syn (Abcam, ab218817) were spotted onto each
membrane. The membranes were allowed to dry for 1 h. Two of
the membranes were then blocked for 1 h using 5% Blotting grade
Blocker Non-Fat Dry Milk (Bio-Rad) in TBS (prepared as previously
described). One of the blocked membranes was then probed with the
MJFR-14 antiaggregate α-syn primary antibody (Abcam, ab209538;
1:10,000 dilution) for 2 h. After four 5 min washes with TBS-T (0.1%
Tween 20 (Sigma-Aldrich) in the prepared TBS), the membrane was
subsequently immunostained with IRDye 800CW donkey antirabbit
IgG secondary antibody (LI-COR, 926−32213; 1:20,000 dilution) for
45 min in the dark. Four more washes using TBS-T followed, before
removing Tween 20 by rinsing with TBS. The other blocked
membrane was immunostained with the 5G4 antiaggregate primary
antibody (Millipore Sigma, MABN389; 1:4000 dilution) and IRDye
800CW donkey antimouse IgG secondary antibody (LI-COR, 926−
32212; 1:20,000 dilution). The same procedure as that described
above was followed to prepare the membranes. The membranes were
visualized by using an Odyssey CLx imager (LI-COR) on the 800 nm
channel. Blots were quantified using Image Studio data analysis
software (LI-COR) to analyze the relative aggregation of α-syn. Prism
was used for further data processing.
Ponceau Staining. The remaining membrane was used as a

quantitative control to ensure that the protein concentration in each
sample was equivalent. The dried membrane was washed with DDI
water before being submerged in Ponceau stain, which had been
prepared to contain Ponceau S (Sigma-Aldrich) and glacial acetic acid
(Fisher Scientific). Ponceau stain was discarded after 2 min, and the
membrane was subsequently washed with DDI water to remove
excess sulfide before visualizing.
General Cell Culture Methods. Enteroendocrine STC-1 cell line

(CRL-3254) was purchased from the American Type Culture
Collection (ATCC). Cells were cultured in Dulbecco’s Modified
Eagle Medium (DMEM, Corning) containing 4.5 g/L glucose, 2 mM
L-glutamine, 10% (v/v) fetal bovine serum (Life Technologies),
penicillin (100 U/mL), and streptomycin (100 μg/mL, Gibco). Cells
were incubated at 37 °C in a humidified atmosphere containing 5%
CO2. Cells were serially passaged using 0.25% Trypsin-EDTA
(Gibco).
Nitrite, Nitrate, and Inhibitor Incubation. STC-1 cells were

seeded onto two μ-slide 8-well high glass bottom chamber slides
(ibidi) at a density of 1 × 105 viable cells/well. Cells were counted
using a Countess II instrument (Invitrogen). After incubating for 48
h, the growth medium was replaced. Fresh media were supplemented
with 50 mM sodium nitrate or 50 mM sodium nitrite and with 25, 50,
or 100 μM dihydrocaffeic acid, caffeic acid, or vehicle. Cells were then
incubated for another 24 h before fixation.
Immunofluorescence Staining. All supplemented media were

aspirated. To fix the cells, 10% formalin (Fisher Scientific) was used
for 20 min. The fixative solution was then discarded, and the cells

were washed twice for 5 min using sterile-filtered phosphate-buffered
saline (PBS, pH 7.4). All wash steps used PBS for 5 min each. Cells
were then permeabilized using 0.1% Triton X-100 (Bio-Rad,
1610407) in PBS for 20 min. After the permeabilization solution
was discarded, the samples were washed twice. The cells were then
blocked for 1 h using 5% normal goat serum (Thermo Scientific) and
0.2% bovine serum albumin (BSA; Fisher Scientific) in PBS. The
samples were washed three times. Samples were then incubated in
PBS containing 0.2% BSA with either MJFR-14 antiaggregate primary
antibody (Abcam, ab209538; 1:250 dilution), isotype control
(Abcam, ab172730; 1:566 dilution), or vehicle overnight at 4 °C.
After washing three times, all chambers were incubated with the
antigoat Alexa Fluor-488 secondary antibody (Abcam, ab150077;
1:500 dilution) for 1 h in the dark. All subsequent steps were
performed in the dark. After washing three times, ∼10 drops of
VECTASHEILD PLUS Antifade Mounting Medium with DAPI
(Vector Laboratories) were added to each well. All demarcation and
staining steps were performed at room temperature, but the chamber
slides were stored at 4 °C in the dark.
Structured Illumination Microscopy. A Zeiss Elyra 7 super-

resolution microscope with a 63× oil immersion lens was used to
image the cells. Three images for each sample were taken. Images
were collected using 405 and 488 nm laser lines for excitation. The
emission filters used were BP 420−480 and BP 495−550. Z-stack
images were obtained and processed using SIM2 scaled to the raw
image. Quantification of the fluorescence signal for each sample was
determined by obtaining the mean intensity of the maximum intensity
projection for each image given by Zen Black 3.0 software. The
number of cells in each image was counted, and the mean intensity
per cell was calculated. The background fluorescence signal was
accounted for each replicate by subtracting the mean intensity per cell
for the respective untreated sample. Results are expressed as arbitrary
units (au) of mean intensity per cell. Data were plotted using Prism.
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(2) Braak, H.; Rüb, U.; Gai, W. P.; Del Tredici, K. Idiopathic
Parkinson’s Disease: Possible Routes by Which Vulnerable Neuronal
Types May Be Subject to Neuroinvasion by an Unknown Pathogen. J.
Neural Transm. 2003, 110 (5), 517−536.
(3) Borghammer, P.; Van Den Berge, N. Brain-First versus Gut-First
Parkinson’s Disease: A Hypothesis. J. Parkinson’s Dis. 2019, 9 (2),
S281.
(4) Chandra, R.; Hiniker, A.; Kuo, Y. M.; Nussbaum, R. L.; Liddle,
R. A. α-Synuclein in Gut Endocrine Cells and Its Implications for
Parkinson’s Disease. JCI Insight 2017, 2 (12), No. e92295.
(5) Hilton, D.; Stephens, M.; Kirk, L.; Edwards, P.; Potter, R.;
Zajicek, J.; Broughton, E.; Hagan, H.; Carroll, C. Accumulation of α-
Synuclein in the Bowel of Patients in the Pre-Clinical Phase of
Parkinson’s Disease. Acta Neuropathol. 2014, 127 (2), 235−241.
(6) Habowski, A. N.; Flesher, J. L.; Bates, J. M.; Tsai, C.-F.; Martin,
K.; Zhao, R.; Ganesan, A. K.; Edwards, R. A.; Shi, T.; Wiley, H. S.;
Shi, Y.; Hertel, K. J.; Waterman, M. L. Transcriptomic and Proteomic

Signatures of Stemness and Differentiation in the Colon Crypt.
Commun. Biol. 2020, 3 (1), No. 453.
(7) Rodrigues, P. V.; de Godoy, J. V. P.; Bosque, B. P.; Neto, D. P.
A.; Tostes, K.; Palameta, S.; Garcia-Rosa, S.; Tonoli, C. C. C.; de
Carvalho, H. F.; de Castro Fonseca, M. Transcellular Propagation of
Fibrillar α-Synuclein from Enteroendocrine to Neuronal Cells
Requires Cell-to-Cell Contact and Is Rab35-Dependent. Sci. Rep.
2022, 12 (1), No. 4168.
(8) Holmqvist, S.; Chutna, O.; Bousset, L.; Aldrin-Kirk, P.; Li, W.;
Björklund, T.; Wang, Z. Y.; Roybon, L.; Melki, R.; Li, J. Y. Direct
Evidence of Parkinson Pathology Spread from the Gastrointestinal
Tract to the Brain in Rats. Acta Neuropathol. 2014, 128 (6), 805−820.
(9) Uemura, N.; Yagi, H.; Uemura, M. T.; Hatanaka, Y.; Yamakado,
H.; Takahashi, R. Inoculation of α-Synuclein Preformed Fibrils into
the Mouse Gastrointestinal Tract Induces Lewy Body-like Aggregates
in the Brainstem via the Vagus Nerve. Mol. Neurodegener. 2018, 13
(1), No. 21.
(10) Kim, S.; Kwon, S. H.; Kam, T. I.; Panicker, N.;
Karuppagounder, S. S.; Lee, S.; Lee, J. H.; Kim, W. R.; Kook, M.;
Foss, C. A.; Shen, C.; Lee, H.; Kulkarni, S.; Pasricha, P. J.; Lee, G.;
Pomper, M. G.; Dawson, V. L.; Dawson, T. M.; Ko, H. S.
Transneuronal Propagation of Pathologic α-Synuclein from the Gut
to the Brain Models Parkinson’s Disease. Neuron 2019, 103 (4), 627−
641.e7.
(11) de Ora, L. O.; Balsamo, J. M.; Uyeda, K. S.; Bess, E. N.
Discovery of a Gut Bacterial Metabolic Pathway That Drives α-
Synuclein Aggregation. ACS Chem. Biol. 2024, 19 (4), 1011−1021.
(12) Scheperjans, F.; Aho, V.; Pereira, P. A. B.; Koskinen, K.; Paulin,
L.; Pekkonen, E.; Haapaniemi, E.; Kaakkola, S.; Eerola-Rautio, J.;
Pohja, M.; Kinnunen, E.; Murros, K.; Auvinen, P. Gut Microbiota Are
Related to Parkinson’s Disease and Clinical Phenotype. Mov. Disord.
2015, 30 (3), 350−358.
(13) Lin, A.; Zheng, W.; He, Y.; Tang, W.; Wei, X.; He, R.; Huang,
W.; Su, Y.; Huang, Y.; Zhou, H.; Xie, H. Gut Microbiota in Patients
with Parkinson’s Disease in Southern China. Parkinsonism Relat.
Disord. 2018, 53, 82−88.
(14) Kinetic Stabilization of the α-Synuclein Protofibril by a
Dopamine-α-Synuclein Adduct |. https://www.science.org/doi/10.
1126/science.1063522?url_ver=Z39.88-2003&rfr_id=ori:rid:crossref.
org&rfr_dat=cr_pub%20%200pubmed. (accessed May 30, 2024).
(15) Hare, D. J.; Double, K. L. Iron and Dopamine: A Toxic Couple.
Brain 2016, 139 (4), 1026−1035.
(16) Bisaglia, M.; Mammi, S.; Bubacco, L. Kinetic and Structural
Analysis of the Early Oxidation Products of Dopamine: Analysis of the
Interactions with α-synuclein*. J. Biol. Chem. 2007, 282 (21), 15597−
15605.
(17) Lund, E. K.; Wharf, S. G.; Fairweather-Tait, S. J.; Johnson, I. T.
Increases in the Concentrations of Available Iron in Response to
Dietary Iron Supplementation Are Associated with Changes in Crypt
Cell Proliferation in Rat Large Intestine1,2,35. J. Nutr. 1998, 128 (2),
175−179.
(18) Matt, S. M.; Gaskill, P. J. Where Is Dopamine and How Do
Immune Cells See It?: Dopamine-Mediated Immune Cell Function in
Health and Disease. J. Neuroimmune Pharmacol. 2020, 15 (1), 114−
164.
(19) Asano, Y.; Hiramoto, T.; Nishino, R.; Aiba, Y.; Kimura, T.;
Yoshihara, K.; Koga, Y.; Sudo, N. Critical Role of Gut Microbiota in
the Production of Biologically Active, Free Catecholamines in the Gut
Lumen of Mice. Am. J. Physiol.: Gastrointest. Liver Physiol. 2012, 303
(11), G1288−G1295.
(20) Eisenhofer, G.; Åneman, A.; Friberg, P.; Hooper, D.; Fåndriks,
L.; Lonroth, H.; Hunyady, B.; Mezey, E. Substantial Production of
Dopamine in the Human Gastrointestinal Tract. J. Clin. Endocrinol.
Metab. 1997, 82 (11), 3864−3871.
(21) Mazzulli, J. R.; Armakola, M.; Dumoulin, M.; Parastatidis, I.;
Ischiropoulos, H. Cellular Oligomerization of α-Synuclein Is
Determined by the Interaction of Oxidized Catechols with a C-
Terminal Sequence. J. Biol. Chem. 2007, 282 (43), 31621−31630.

ACS Chemical Neuroscience pubs.acs.org/chemneuro Research Article

https://doi.org/10.1021/acschemneuro.4c00106
ACS Chem. Neurosci. 2024, 15, 2623−2632

2631

https://orcid.org/0000-0003-0349-0423
mailto:elizabeth.bess@uci.edu
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Julia+M.+Balsamo"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Keren+Zhou"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Vinay+Kammarchedu"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0002-7795-9231
https://pubs.acs.org/doi/10.1021/acschemneuro.4c00106?ref=pdf
https://doi.org/10.1038/42166
https://doi.org/10.1007/s00702-002-0808-2
https://doi.org/10.1007/s00702-002-0808-2
https://doi.org/10.1007/s00702-002-0808-2
https://doi.org/10.3233/JPD-191721
https://doi.org/10.3233/JPD-191721
https://doi.org/10.1172/jci.insight.92295
https://doi.org/10.1172/jci.insight.92295
https://doi.org/10.1007/s00401-013-1214-6
https://doi.org/10.1007/s00401-013-1214-6
https://doi.org/10.1007/s00401-013-1214-6
https://doi.org/10.1038/s42003-020-01181-z
https://doi.org/10.1038/s42003-020-01181-z
https://doi.org/10.1038/s41598-022-08076-5
https://doi.org/10.1038/s41598-022-08076-5
https://doi.org/10.1038/s41598-022-08076-5
https://doi.org/10.1007/s00401-014-1343-6
https://doi.org/10.1007/s00401-014-1343-6
https://doi.org/10.1007/s00401-014-1343-6
https://doi.org/10.1186/s13024-018-0257-5
https://doi.org/10.1186/s13024-018-0257-5
https://doi.org/10.1186/s13024-018-0257-5
https://doi.org/10.1016/J.NEURON.2019.05.035
https://doi.org/10.1016/J.NEURON.2019.05.035
https://doi.org/10.1021/acschembio.4c00095?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acschembio.4c00095?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1002/mds.26069
https://doi.org/10.1002/mds.26069
https://doi.org/10.1016/j.parkreldis.2018.05.007
https://doi.org/10.1016/j.parkreldis.2018.05.007
https://www.science.org/doi/10.1126/science.1063522?url_ver=Z39.88-2003&rfr_id=ori:rid:crossref.org&rfr_dat=cr_pub%20%200pubmed
https://www.science.org/doi/10.1126/science.1063522?url_ver=Z39.88-2003&rfr_id=ori:rid:crossref.org&rfr_dat=cr_pub%20%200pubmed
https://www.science.org/doi/10.1126/science.1063522?url_ver=Z39.88-2003&rfr_id=ori:rid:crossref.org&rfr_dat=cr_pub%20%200pubmed
https://doi.org/10.1093/brain/aww022
https://doi.org/10.1074/jbc.M610893200
https://doi.org/10.1074/jbc.M610893200
https://doi.org/10.1074/jbc.M610893200
https://doi.org/10.1093/jn/128.2.175
https://doi.org/10.1093/jn/128.2.175
https://doi.org/10.1093/jn/128.2.175
https://doi.org/10.1007/s11481-019-09851-4
https://doi.org/10.1007/s11481-019-09851-4
https://doi.org/10.1007/s11481-019-09851-4
https://doi.org/10.1152/ajpgi.00341.2012
https://doi.org/10.1152/ajpgi.00341.2012
https://doi.org/10.1152/ajpgi.00341.2012
https://doi.org/10.1210/jcem.82.11.4339
https://doi.org/10.1210/jcem.82.11.4339
https://doi.org/10.1074/jbc.M704737200
https://doi.org/10.1074/jbc.M704737200
https://doi.org/10.1074/jbc.M704737200
pubs.acs.org/chemneuro?ref=pdf
https://doi.org/10.1021/acschemneuro.4c00106?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


(22) David, L. A.; Maurice, C. F.; Carmody, R. N.; Gootenberg, D.
B.; Button, J. E.; Wolfe, B. E.; Ling, A. V.; Devlin, A. S.; Varma, Y.;
Fischbach, M. A.; Biddinger, S. B.; Dutton, R. J.; Turnbaugh, P. J. Diet
Rapidly and Reproducibly Alters the Human Gut Microbiome. Nature
2014, 505 (7484), 559−563.
(23) Yin, W.; Löf, M.; Pedersen, N. L.; Sandin, S.; Fang, F.
Mediterranean Dietary Pattern at Middle Age and Risk of Parkinson’s
Disease: A Swedish Cohort Study. Mov. Disord. 2021, 36 (1), 255−
260.
(24) Paknahad, Z.; Sheklabadi, E.; Derakhshan, Y.; Bagherniya, M.;
Chitsaz, A. The Effect of the Mediterranean Diet on Cognitive
Function in Patients with Parkinson’s Disease: A Randomized Clinical
Controlled Trial. Complementary Ther. Med. 2020, 50, No. 102366.
(25) Metcalfe-Roach, A.; Yu, A. C.; Golz, E.; Cirstea, M.; Sundvick,
K.; Kliger, D.; Foulger, L. H.; Mackenzie, M.; Finlay, B. B.; Appel-
Cresswell, S. MIND and Mediterranean Diets Associated with Later
Onset of Parkinson’s Disease. Mov. Disord. 2021, 36 (4), 977−984.
(26) Goldman, J. G.; Andrews, H.; Amara, A.; Naito, A.; Alcalay, R.
N.; Shaw, L. M.; Taylor, P.; Xie, T.; Tuite, P.; Henchcliffe, C.;
Hogarth, P.; Frank, S.; Saint-Hilaire, M.-H.; Frasier, M.; Arnedo, V.;
Reimer, A. N.; Sutherland, M.; Swanson-Fischer, C.; Gwinn, K.; The
Fox Investigation of New Biomarker Discovery; et al. Cerebrospinal
Fluid, Plasma, and Saliva in the BioFIND Study: Relationships among
Biomarkers and Parkinson’s Disease Features. Mov. Disord. 2018, 33
(2), 282−288.
(27) Hoyer, W.; Antony, T.; Cherny, D.; Heim, G.; Jovin, T. M.;
Subramaniam, V. Dependence of α-Synuclein Aggregate Morphology
on Solution Conditions. J. Mol. Biol. 2002, 322 (2), 383−393.
(28) Hoyer, W.; Cherny, D.; Subramaniam, V.; Jovin, T. M. Impact
of the Acidic C-Terminal Region Comprising Amino Acids 109−140
on Alpha-Synuclein Aggregation in Vitro. Biochemistry 2004, 43 (51),
16233−16242.
(29) Bryan, T.; Luo, X.; Forsgren, L.; Morozova-Roche, L. A.; Davis,
J. J. The Robust Electrochemical Detection of a Parkinson’s Disease
Marker in Whole Blood Sera. Chem. Sci. 2012, 3 (12), 3468−3473.
(30) Sun, K.; Xia, N.; Zhao, L.; Liu, K.; Hou, W.; Liu, L. Aptasensors
for the Selective Detection of Alpha-Synuclein Oligomer by
Colorimetry, Surface Plasmon Resonance and Electrochemical
Impedance Spectroscopy. Sens. Actuators, B 2017, 245, 87−94.
(31) Cui, H.-F.; Ye, J.-S.; Chen, Y.; Chong, S.-C.; Sheu, F.-S.
Microelectrode Array Biochip: Tool for In Vitro Drug Screening
Based on the Detection of a Drug Effect on Dopamine Release from
PC12 Cells. Anal. Chem. 2006, 78 (18), 6347−6355.
(32) Sato, N.; Ohta, Y.; Haruta, M.; Takehara, H.; Tashiro, H.;
Sasagawa, K.; Jongprateep, O.; Ohta, J. Electrochemical Activities of
Fe2O3-Modified Microelectrode for Dopamine Detection Using Fast-
Scan Cyclic Voltammetry. AIP Adv. 2023, 13 (2), No. 025026.
(33) Pradhan, S.; Albin, S.; Heise, R. L.; Yadavalli, V. K. Portable,
Disposable, Biomimetic Electrochemical Sensors for Analyte
Detection in a Single Drop of Whole Blood. Chemosensors 2022, 10
(7), No. 263.
(34) Robinson, D. L.; Venton, B. J.; Heien, M. L. A. V.; Wightman,
R. M. Detecting Subsecond Dopamine Release with Fast-Scan Cyclic
Voltammetry in Vivo. Clin. Chem. 2003, 49 (10), 1763−1773.
(35) Njagi, J.; Chernov, M. M.; Leiter, J. C.; Andreescu, S.
Amperometric Detection of Dopamine in Vivo with an Enzyme Based
Carbon Fiber Microbiosensor. Anal. Chem. 2010, 82 (3), 989−996.
(36) Taylor, I. M.; Robbins, E. M.; Catt, K. A.; Cody, P. A.; Happe,
C. L.; Cui, X. T. Enhanced Dopamine Detection Sensitivity by
PEDOT/Graphene Oxide Coating on in Vivo Carbon Fiber
Electrodes. Biosens. Bioelectron. 2017, 89, 400−410.
(37) Butler, D.; Moore, D.; Glavin, N. R.; Robinson, J. A.; Ebrahimi,
A. Facile Post-Deposition Annealing of Graphene Ink Enables
Ultrasensitive Electrochemical Detection of Dopamine. ACS Appl.
Mater. Interfaces 2021, 13 (9), 11185−11194.
(38) Liu, S.; Xing, X.; Yu, J.; Lian, W.; Li, J.; Cui, M.; Huang, J. A
Novel Label-Free Electrochemical Aptasensor Based on Graphene−
Polyaniline Composite Film for Dopamine Determination. Biosens.
Bioelectron. 2012, 36 (1), 186−191.

(39) da Costa, T. H.; Song, E.; Tortorich, R. P.; Choi, J.-W. A Paper-
Based Electrochemical Sensor Using Inkjet-Printed Carbon Nanotube
Electrodes. ECS J. Solid State Sci. Technol. 2015, 4 (10), No. S3044.
(40) Ping, J.; Wu, J.; Wang, Y.; Ying, Y. Simultaneous Determination
of Ascorbic Acid, Dopamine and Uric Acid Using High-Performance
Screen-Printed Graphene Electrode. Biosens. Bioelectron. 2012, 34 (1),
70−76.
(41) Kim, D.-S.; Kang, E.-S.; Baek, S.; Choo, S.-S.; Chung, Y.-H.;
Lee, D.; Min, J.; Kim, T.-H. Electrochemical Detection of Dopamine
Using Periodic Cylindrical Gold Nanoelectrode Arrays. Sci. Rep. 2018,
8 (1), No. 14049.
(42) Nayak, P.; Kurra, N.; Xia, C.; Alshareef, H. N. Highly Efficient
Laser Scribed Graphene Electrodes for On-Chip Electrochemical
Sensing Applications. Adv. Electron. Mater. 2016, 2 (10),
No. 1600185.
(43) Lin, J.; Peng, Z.; Liu, Y.; Ruiz-Zepeda, F.; Ye, R.; Samuel, E. L.
G.; Yacaman, M. J.; Yakobson, B. I.; Tour, J. M. Laser-Induced Porous
Graphene Films from Commercial Polymers. Nat. Commun. 2014, 5
(1), No. 5714.
(44) Hui, X.; Xuan, X.; Kim, J.; Park, J. Y. A Highly Flexible and
Selective Dopamine Sensor Based on Pt-Au Nanoparticle-Modified
Laser-Induced Graphene. Electrochim. Acta 2019, 328, No. 135066.
(45) Zhou, K.; Kammarchedu, V.; Butler, D.; Khamsi, P. S.;
Ebrahimi, A. Electrochemical Sensors Based on MoSx-Functionalized
Laser-Induced Graphene for Real-Time Monitoring of Phenazines
Produced by Pseudomonas Aeruginosa. Adv. Healthcare Mater. 2022,
11 (19), No. 2200773.
(46) Paz, M. A.; Flückiger, R.; Boak, A.; Kagan, H. M.; Gallop, P. M.
Specific Detection of Quinoproteins by Redox-Cycling Staining. J.
Biol. Chem. 1991, 266 (2), 689−692.
(47) Zhou, K.; Kammarchedu, V.; Ebrahimi, A. Direct Laser-
Functionalized Au-LIG Sensors for Real-Time Electrochemical
Monitoring of Response of Pseudomonas Aeruginosa Biofilms to
Antibiotics. ECS Sens. Plus 2023, 2 (4), No. 041601.
(48) Radtke, J.; Linseisen, J.; Wolfram, G. Phenolsaürezufuhr
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