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Parkinson’s disease (PD) is a progressive, complex, and chronic neurodegenerative disorder that remains
challenging to cure and diagnose in the early stage. The neuropathological hallmark of PD are Lewy
bodies, which are intracellular protein aggregates composed primarily of a-synuclein (x-syn). The unmet
therapeutic and diagnostic needs are projected to be managed by exploring alternative strategies. In this
direction, research on using tailored graphene-based nanomaterials (GBNSs) is gaining attention due to
their capability to affect pathogenic forms of a-syn. In this review, we discuss computational and
experimental approaches and look at the benefits of GBNs to target mechanisms contributed to PD
neurodegeneration, including a-syn aggregation, autophagy, inflammation, and oxidative stress, for the

Received 30th August 2023, development of an entirely new class of antiparkinsonian therapy. We overview advanced GBN-based

Accepted 4th November 2023 nanomedicines, regenerative medicine, and biosensors supporting the application of GBNs in PD
management. Moreover, this review highlights the biocompatibility and safety aspects of emergent

GBNs. Although GBNs represent a new and promising approach to PD treatment, as of now, it is limited
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Introduction

Parkinson’s disease (PD) is the second most common neuro-
degenerative movement disorder of the central nervous
system (CNS). The pathological hallmarks are aggregation of
misfolded a-syn protein in inclusions called Lewy bodies (LBs)
and related loss of dopaminergic (DAergic) neurons, resulting
in severe motor dysfunction.' At a prevalence rate of 41 per
100 000 persons, this condition is estimated to affect more than
10 million people globally. Interestingly, the incidence rate
rises to 1900 per 100000 adults over 80, while PD is rarely
present in under 40 year-olds. By 2040, 12.9 million people are
predicted to be afflicted by this escalating health problem.’
Approximately 10% of PD cases can be associated with genetic
factors that run in families. These familial PD cases have been
attributed to variants in genes such as SNCA, PRKN, PINK1,
LRRK2, PARK2, and PARK7.> The current evidence on PD sug-
gests that the illness has a complex etiology rather than a single
cause. Not all PD patients experience all symptoms at the same
time or with the same severity.* Idiopathic PD can take years to
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to computational and early-stage experimental studies, as carefully discussed in this article.

develop, during which numerous risk or protective determi-
nants may come into play to trigger pathogenesis or modify
its progression to clinical PD.> Many pathological processes
contribute to PD, including aggregation of normal and abnor-
mal o-syn strains, synaptic and neuronal network dysfunction,
impaired proteostasis, cytoskeletal abnormalities, altered
energy metabolism, genetic defects, inflammation, and neuro-
nal cell death.® A clinical diagnosis of PD includes slowness of
movement, resting tremor, and muscular rigidity and postural
instability.” Typical late-onset PD with the presence of LBs
represents a ‘‘complex disease” resulting collectively from
exposure history, genetic defects, and related tissue abnormal-
ities. The pathological state is determined by the onset of
cellular abnormalities ensuing propagation of its remarkable
hallmarks, including pathological a-syn inclusions and chronic
inflammation, which progresses with age.®® The pathological
processes and hallmarks of PD are shown in Fig. 1.

Dopamine replacement therapy (DRT) - mainly through
actual dopamine (DA) and its prodrug, l-dopa - is the gold
standard drug treatment for alleviating PD symptoms. How-
ever, DRT faces many challenges, such as poor blood-brain
barrier (BBB) penetration and decreased response to therapy over
time.'” Moreover, the pooling of drugs in the blood may produce
side effects due to their distribution to peripheral organs rather
than the brain'® as well as various interactions."" Accordingly, the
bioavailability of therapeutics in the brain is compromised. There-
fore, developing alternative strategies to overcome these complica-
tions is an important challenge in modern medicine.'*

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig.1 The neuropathology and pathogenesis of PD. The remarkable neuropathological hallmarks of PD are the loss of DAergic neurons and the
presence of LBs, which are intracellular protein aggregates composed primarily of a-syn. Molecular features underlying neurodegeneration are disrupted
calcium (Ca®*) homeostasis, mitochondrial dysfunction, impaired proteostasis, oxidative stress, neuroinflammation, and genetic mutations.

Available therapies for advanced PD also include continuous
subcutaneous apomorphine infusion, radiofrequency ablation,
stereotactic radiosurgery, magnetic resonance imaging-guided
focused ultrasound, and deep brain stimulation.'*'* Strategies
such as gene- and cell-based therapies, immunotherapy, and
fecal microbiota transplantations are being developed at clin-
ical stages.'"®

Interestingly, nanomaterials with unique physicochemical
characteristics can traverse the BBB via different mechanisms,
exhibit high drug-loading capacity, provide sustained release,
protect cargo from immune recognition, increase drug half-life,
permit cell-specific targeting, and offer a physical structure that
can support cell growth. In addition, due to their intrinsic
properties they may bind to fibrils, that results in their disag-
gregation or contribute to a reduction in oxidative stress.
Hence, nanotechnology is an emerging approach in the battle

© 2023 The Author(s). Published by the Royal Society of Chemistry

against PD, both in transforming the delivery of therapeutics
and creating an entirely new class of therapies able to target
canonical challenges of this complex disorder.'®

Graphene is investigated as a potential nanomaterial in
biomedical applications, stem cell research, cell imaging, and
drug/gene delivery due to its excellent conductivity, stability,
and biocompatibility.'” Graphene-based nanomaterials (GBNs)
with large surface area, high electrical conductivity, and excel-
lent mechanical performance have made their way to the
forefront of nanomedicine. GBNs offer a possible effective
nano-enabled biosensor for the safe and targeted administra-
tion of therapeutic agents for the treatment of PD."®

In this review, we started by presenting the complexity of PD.
This is followed by an overview of GBNs and their advances,
biocompatibility, applications, and perspectives. This report
overviews various attractive possibilities that GBNs offer for
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multihit therapy to halt PD progression. We discuss experi-
mental approaches taking the benefits of graphene and GBNs
to target mechanisms contributing to PD, including o-syn
aggregation, autophagy, inflammation, and oxidative stress.
Moreover, this review provides updated information on
advanced graphene-based nanomedicines, regenerative medi-
cine, and biosensors, supporting their applications in combi-
natorial PD management.

Graphene-based nanomaterials

Nanomaterials are materials with a size of 1-100 nm and a
volume sphere surface area of more than 60 m*> cm ® in
volume, which can be categorized into five groups based on
size, origin, potential toxicity, structural configuration, and
pore diameters. Nanoparticles have unique chemical, physical,
and biological properties at nanoscales compared to their
respective particle at higher scales.'” Depending on their
structure, nanoparticles are divided into four groups: organic/
dendrimers, inorganic, carbon-based, and composite. GBNs
belong to the carbon-based nanomaterials.®

Graphene is a kind of carbon nanostructure material that
was first produced in 2004.>" It is a two-dimensional layer of sp*
hybridized carbon atoms arranged in a honeycomb lattice,
which is the basic building block of other carbon. Each carbon
atom has the s, p,, and p, atomic orbitals that hybridize to form
covalent sp” bonds, which create C-C-C bond angles of 120°. In
the hexagonal ring, the ¢ bond brings carbon atoms together. A
n orbital is formed by the remaining p, orbital on each carbon
atom and overlaps with its neighbors.>* sp> bonds provide high
electronic mobility, giving graphene excellent electrical con-
ductivity (1738 siemens per m) and good flexibility*® (Fig. 2).
Graphene includes a high surface area (2630 m”> g %),
strong mechanical strength (Young’s modulus 223C1100 GPa,
fracture strength ~125 GPa), and unparalleled high thermal
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conductivity (5000 W m~" K~').>* GBNs may aggregate in the
aqueous medium containing ions, salts, and proteins. GBNs
adsorb a variety of aromatic amino acids through a n-n stack-
ing and electrostatic interaction for constructing biosensors
and loading drugs.>**® Thus, there is a need to either modify or
functionalize graphene materials.

The characteristic of graphene and its electrochemical,
mechanical, and optical excellent properties render it suitable
for various biomedical applications. Since 2004, when gra-
phene was discovered, there has been a growing interest in
the potential use of graphene and its derivatives, such as
graphene oxide (GO), reduced GO (rGO), or graphene quantum
dots (GQD) in numerous technologies.*® Various ways of mod-
ification of graphene and its derivatives, including covalent
functionalization, noncovalent functionalization, substitu-
tional doping, hybridization with nanoparticles, nanowires,
and other materials, have been developing to respond to the
growing interest in using graphene. Moreover, the monolayer of
carbon atoms in graphene can be arranged in three-
dimensional graphene (3DG) foams."” Significantly, modifica-
tions and the 3-D manipulation of GBNs could be potentially
tailored toward their specific applications.>” These make GBNss,
excellent candidates for components of hybrid nanocomposites
that show promise in diverse sectors, including energy storage
and generation, sensors, actuators, electromagnetic shielding,
and biomedical sectors.”® The structures of graphene and its
derivatives, alongside the applications, are presented in Fig. 2.

Biocompatibility of GBNs

Nanomaterials are revolutionizing various aspects of

medicine by promoting novel sensing, diagnostic, and thera-
peutic approaches. At the same time, concerns have been raised
about their nanotoxicity and general biocompatibility.>
According to the International Standards Organization, the
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The structures of graphene and its derivatives and the related potential of advanced technological applications.
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term biocompatibility is the response of living body tissues to
materials and is related to compatibility between the material
and the host.>* Regarding GNPs, the size, surface functionali-
zation, number of layers, and production method of graphene
structures are significant variables determining their biocom-
patibility and toxicity.>" In addition, the biological effects of
GNPs depend on the dose, route, exposure time, and type of cell
related to differences in absorption efficiency and degradation
capabilities.®” Therefore, various tests using in vitro and in vivo
models are required to understand the interactions of GNPs
with biological systems to enable further development and safe
use.*® Hydrophilic GBNs (such as GO and GQDs) offer good
cytocompatibility and low toxicity and strongly promote cell
adhesion and differentiation.”” The size of GBNs was found to
be closely linked to cytocompatibility. The studies found that
nanoscale graphene oxide (GO) caused a less severe inflamma-
tory response compared to micron-scale GO (2 pum).”” In this
regard, improving cell compatibility is generally achieved with
high hydrophilicity and reduced particle size. However, GO
shows dose- and time-dependent cytotoxicity at higher concen-
trations. Large GBNs can be trapped in the membrane cytoske-
leton. Consequently, aggregation of GBNs leads to rupture,
deformation, or cell death. Moreover, besides size, the mor-
phology, shape and charge of graphene nanoparticles can
influence their cellular uptake, whereas the presence of func-
tional groups impacts their interactions with biomolecules.
Importantly, nanoparticle-biomolecular ‘“‘corona” formation
implicates potential nanotoxicity, immune safety, and biocom-
patibility of GBNs.** Therefore, surface modifications and coat-
ing with biocompatible moieties are developed to mitigate
cytotoxicity.®® Interestingly, Rodriguez-Losada et al. found bet-
ter biocompatibility of the film form than that of the powder.
Partially reduced GO-film showed a fully biocompatible surface
with no negative impact on mitochondrial function.*® In vivo,
GBNs’ biocompatibility is affected by the route of administra-
tion and the rate of biodegradation.>°

The potential of GBNs in the battle
against PD

GBNs show good biocompatibility, which makes them attrac-
tive biomaterials for a wide range of biomedical applications,®”
including gene®®*® and drug®® delivery, tissue engineering,*'
biosensing,'®** imaging,"” photothermal,”® and antibacterial**
therapies. Research efforts have also been made regarding the
advancements of GBNs in the battle against PD, which tackled
targeting synucleinopathy, improving clearance of misfolded
proteins, antioxidant, anti-inflammatory and antiviral activ-
ities, biosensing, drug delivery and gene and cell therapies.

Synucleinopathy

Proteins in their normal state (soluble monomers) exert phy-
siological functions, which are lost after converting them into
cross fibers (insoluble amyloids). However, there is a lack of
scientific consensus on whether the accrual of amyloids

© 2023 The Author(s). Published by the Royal Society of Chemistry
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(proteinopathy) triggers neurodegeneration. Regarding PD,
accumulation of misfolded a-syn (synucleinopathy) is a current
paradigm, although the depletion of normal a-syn (synucleino-
penia) is also suggested.”” o-Syn is a small 140 amino acid
residue protein with three regions playing diverse roles in
its folding and aggregation. The N-terminal, consisting of
amino acids 1-60, is an amphipathic domain, which enables
membrane binding with high-curvature membranes enriched
in phospholipids, synaptic vesicles that stabilize these helices.
Of note, three familial PD mutations: A30P, A53T, and E46K
affect the N-terminal portion of the protein and its affinity for
lipid membranes as a result. The central region of a-syn (amino
acids 61-95) comprises the hydrophobic non-amyloid compo-
nent (NAC) domain, highly aggregation-prone, which is
defended from the cytoplasm via transient intramolecular
interactions to prevent protein aggregation. The third, the
acidic C-terminal tail of a-syn, is composed of negatively
charged amino acids and proline residues, which are
known to disrupt secondary protein structure. This region
probably interacts with the N-terminal one, forming compact
aggregation-resistant monomeric structures and thereby pro-
tecting the NAC domain. Phosphorylation at Ser129 or nitration
at Tyr125, Tyr133, and Tyr136 promotes the formation of a-syn
fibrils or oligomers and reduces the membrane-binding affinity
of this protein. Under physiological conditions, a-syn is an
intrinsically disordered protein lacking a stable 3D structure
and characterized by exacerbated structural plasticity and con-
formational adaptability. Therefore, it can be easily influenced
by neighbouring proteins, membrane lipids, redox state or local
pH.*® This high complexity structure and molecular interac-
tions make o-syn cluster into oligomeric species of variable
size, shapes, hydrophobicity and content of -sheet structures,
then transforms into amyloid fibrils and megadalton stable
assemblies.*” This is in line with clinical evidence that the
amyloid fibrils of a-syn have different conformations in differ-
ent PD patients contributing to the heterogeneity of the disease.
Nevertheless, targeting the surfaces of ao-syn inclusions is
suggested to hold therapeutic and diagnostic potential.*’
Amounting evidence indicates that the oligomeric and fibrillar
a o-syn are the most toxic assemblies.”® Using molecular
dynamics (MD) simulations, Alimohammadi et al. showed that
GBNs inhibited a-syn amyloid fibrillation, with nitrogen-doped
graphene (N-graphene) having the most significant activity. The
observed reduced compactness of a-syn was related to the
high absolute value of interaction energy between a-syn and
N-graphene, making the bonds stronger and thus preventing
the formation of a-syn amyloids. Moreover, N-graphene caused
a high increase in the number of hydrogen bonds between
water and amyloid molecules and a significant decrease in the
area of contact between amyloid particles, which contributed to
blocking the active elongation site of the fibrils and a decline in
the probability of amyloid formation, respectively.”® Ghaeida-
mini et al. demonstrated that GO and GQDs under most
experimental conditions effectively inhibited a-syn aggregation,
revealing that aggregation-enhancing effects can be obtained at
low nanoparticle-to-protein ratios. Their study revealed that GO
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and GQDs inhibited o-syn aggregation by different mechan-
isms. GO layers sequestrated o-syn monomer, thereby prevent-
ing primary nucleation and elongation, while GQDs were
adsorbed on aggregated species reducing secondary processes
of aggregation.’>® Alimohammadi et al. studied the interaction
between graphene, CNTs, Si (silicon)-graphene, and Si-CNTs to
understand their performance against a-syn pathology. The
results of MD showed that nanoparticles, specifically Si-
graphene, induced desirable conformational changes promot-
ing a less compact and more unstable a-syn conformation.
Significantly, these nanoparticles affected the secondary struc-
tures of a-syn, reducing the B-sheets forms that support their
capability to prevent the folding and aggregation of o-syn.”!
Based on the MD results by Mohammad-Beigi and co-workers
(2019), positively and negatively charged graphene sheets inter-
act with terminally charged a-syn N/C residues and then with
hydrophobic residues (61-95) of the non-amyloid-p component
region driving a-syn fibrillation. Accordingly, graphene sheets
not only inhibited a-syn fibrillation (both nucleation and
elongation), but even disrupted the mature fibrils.>> This is
consistent with the results of He and Zhou, who reported that
the (61-95) region of a-syn interacted strongly with planar
graphene sandwiched with a hexagonal boron nitride.”® Gra-
phene oxide quantum dots, similarly to carbon quantum
dots (CQDs),>* also inhibited fibrillation in a model amyloid-
forming protein hen egg-white lysozyme in a dose-dependent
manner, presumably through interfacial charge transfer.>
Indeed, GBNs can sequester both ao-syn monomers and
mature fibrils on their surface and thus inhibit its fibrillation
(both nucleation and elongation) and disaggregate the
fibrils. This prevents o-syn misfolding, fibrillation and aggrega-
tion that holds promises against a-syn pathology-induced neu-
rodegeneration (Fig. 3).>® Of relevance in this context,
Mohammadi et al.>® demonstrated that GQDs at a relatively
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high concentration of 0.5 ¢ mL~" can promote aggregation of
A53T mutant o-syn by shortening the nucleation step of
fibrillation.®”

The most significant research effort on this issue, however,
is to examine the effectiveness of GBNs treatment against o-syn
toxicity in animal models, and so far, there are only two reports
(Table 1). Kim et al. experimentally verified the potential role of
GQDs in the fibrillization of o-syn in PD mice models. They
found that GQDs successfully passed through the BBB and
protected against a-syn pathology and related DAergic neuron
loss and neuroinflammation in the substantia nigra (SN) that
was accompanied by improvement in motor activity. In vitro,
they found that incubating preformed fibrils (PFFs) with GQDs
decreased the number of fibrils in a time-depended manner
and even direct interaction with mature fibrils with disaggre-
gating effect was demonstrated.’ Ysselstein and Krainc®® con-
sidered the significance of this work as a promising novel
therapeutic approach to combat PD. However the authors
stressed the necessity of understanding the effect of GQDs on
the fate of a-syn oligomers in the cell.’® Most recent evidence
showed that the engineered surface of GQD with methyl N-allyl
N-benzoylmethioninate (MABM) administered to PFFs-injected
mice triggered a-syn defibrillation leading to an increase in TH"
positive cells in the stratum and the SN and decline in the
inflammatory response that was accompanied by the improve-
ment of locomotor and rearing activity (Table 1).>°

Misfolded protein clearance

Aberrant proteostasis in PD results not only from the loss of
control over a-syn misfolding but also from impaired clearance
of their inclusions. The autophagy-lysosomal pathway and the
ubiquitin-proteasomal system are involved in the proteolytic
degradation of o-syn. Pharmacological enhancement of these
clearance mechanisms is an attractive strategy to combat o-syn

Aggregates

Peptide deposits
around neurons

Neurodegeneration

Fig. 3 Neurodegeneration prevention by GBNs. GBNs inhibit the fibrillation of a-syn monomers and depolymerize their aggregated forms. Figure
reproduced from reference (Tiwari and Tiwari, 2022)°¢ with permission from Elsevier, copyright 2023.
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Table 1 Animal studies on the multidirectional potential of GBNs for PD management

Dose and route of administration Experimental model

Outcomes

Ref.

Synucleinopathy
50 g GQDs/mouse, i.p., biweekly
for 4 months

a-syn-A53T tg mice

1 Motor activity
| porsyn

Kim et al. 2018"

1 TH+ and Nissl+ neurons
| Iba-1, GFAP in the SN

C57BL/6 mice/PFFs stereo-
taxic intrastriatal injection

50 g GQDs/mouse, i.p., biweekly
for 6 months

T Motor activity
1 TH+ and Nissl+ neurons

Kim et al. 2018"

| Iba-1, GFAP in the SN

50 pL of MABM-GQDs (10 uM),
i.p., 3 times weekly for 3 months

C57BL/6 mice PFFs stereo-
taxic intrastriatal injection

| p-o-syn” cells
1 TH+ neurons

Kaliyaperumal et al. 2023°°

| Inflammatory response in the SN and ST
1CBF
T Motor activity

Misfolded protein clearance
30 mg GO per kg bw, i.p., for 14
days

5XFAD mice

T NR2B, SYP and PSD-95
1 Cells and dendritic spines

Chu et al. 2021°*

| AP plaque in hippocampus
T Cognitive function

2 uL of GO (10 mg mL™") bilateral
intracerebral injection

C57BL/6 mice/POCD

| B-CTF, AB42, Ap40
T BACE1 LAMP1 in the hippocampus

Zhang et al. 2020%

1 Cognitive function

Antioxidant and anti-inflammatory response
300 ng mL~'-60 pg mL ™' daNGO  Rats/6-OHDA
for 24 hours

1 TH+ neurons
| Iba-1 in the SN

Kim et al. 2023%°

T Motor activity

25 mg kg~ ' GONPs C57BL/6 mice/reserpine

1 CAT | MDA level

Oukhrib et al. 2023°%°

1 Motor activity

Drug delivery
Lf-GO-Pue, i.v., 8-days (Pue
equivalent dose = 5 mg kg™ )

C57BL/6 mice/MPTP

Pue accumulation in the brain
1 TH+ neurons

Xiong et al. 2021°"

1 DA, DOPAC, HVA, 5-TH
| MDA 1 GSH

1SOD activity in the SN

T Motor activity

6-OHDA, 6-hydroxydopamine; 5-HT, 5-hydroxytryptamine; BACE1, B-secretase 1; CAT, catalase, CBF, cerebral blood flow, BCTF, B-secretase C-
terminal fragment; DA, dopamine; DAergic, dopaminergic; DOPAC, 3,4-dihydroxyphenylacetic acid; GFAP, glial fibrillary acidic protein; GO,
graphene oxide; GONPs, GSH - reduced glutathione, graphene oxide nanoparticles; GOQDs, graphene oxide quantum dots; GQD, graphene
quantum dots; HVA, homovanillic acid; LAMP1, lysosomal associated membrane protein 1; LBs, Lewy bodies; Iba-1, ionized calcium binding
adapter protein 1; MABM, methyl N-allyl N-benzoylmethioninate; MDA, malondialdehyde; MPP+, 1-methyl-4-phenyl-pyridinium ion; MPTP, 1-
methyl-4-phenyl-1,2,3,6-tetrahydropyridine; NR2B, N-methyl p-aspartate receptor subtype 2B; Pue, Puerarin; POCD, postoperative cognitive
dysfunction; PSD95, postsynaptic density protein 95, ROS, reactive oxygen species, SN, substantia nigra; SOD, superoxide dismutase; a-syn, o-

synuclein; SYP, synaptophysin; TCA, trichloroacetic acid; TH, tyrosine hydroxylase.

aggregation in PD.®® Significantly, GO can inhibit mTOR
signaling by activating AMP-activated protein kinase (AMPK)
to induce autophagy of microglia and neurons, thereby promot-
ing the clearance of amyloid beta (AB).® GO administration
alleviating AP accumulation through upregulation autophagic
response in AD mice®” or acceleration of its endosomal delivery
to lysosomes in mice with postoperative cognitive dysfunc-
tion,” thus improving the cognitive performance (Table 1).°>%
In vitro rGO increased the level of ATG5 and LC3-II protein
expression® (Fig. 4).

Anti-inflammatory and antioxidant activity

Inflammation is considered beyond synucleinopathy as a cri-
tical factor in PD pathophysiology. Kim et al. demonstrated the
neuroprotective effects of deca nano-graphene oxide (daNGO)

© 2023 The Author(s). Published by the Royal Society of Chemistry

against the 6-hydroxydopamine (6-OHDA)-induced toxicity in
the human neuroblastoma cell line (SH-SY5Y) and 6-OHDA-
induced PD rat model. daNGO scavenged 6-OHDA-induced ROS
in SH-SY5Y and protected against related neurotoxicity. Accord-
ingly, in Parkinsonian rats, daNGO protected DAergic neurons
and alleviated neuroinflammation in the SN which was accom-
panied by improved motor behavior (Table 1).°> GO treatment
has been reported to protect also against neurobehavioral
damage and oxidative stress in reserpine-induced PD mice
(Table 1).°°

Antiviral activity

Epidemiological and basic scientific evidence indicate bacterial
or viral infection as a potential risk factor for PD. The biological
plausibility for the role of infectious agents is supported by the

Mater. Adv,, 2023, 4, 6464-6477 | 6469
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known neurotropic effects of specific viruses, including severe
acute respiratory syndrome coronavirus 2 (SARS-CoV-2), the
susceptibility of the SN, inflammatory response, and the pro-
motion of o-syn aggregation.®” Thus, the antiviral strategy
is of relevance for PD.®® In this context, the well-known
antiviral performance of GBNs® is favorable. Importantly, GO
inhibited the infection of SARS-CoV-2 in VERO cells,”® which
can be related to the inactivation of the SARS-CoV-2 on the
surface of GO through the decomposition of the viral surface
components.”* Moreover ultrasensitive and reusable graphene
biosensing platforms has been developed to detect SARS-CoV-2
spike (S1) protein,”> a promising technique for COVID-19
diagnostics.

Biosensing

Since PD is a neurodegenerative disorder with the loss of
nigrostriatal DAergic neurons, the DA measurement may be a
useful diagnostic tool to target the disease’s early stages and
optimize DRT. In this context, the graphene-based biosensors
for DA detection offer acceptable selectivity and sensitivity in
human serum/plasma and urine samples with a LOD ranging
from 1 pM to 1.5 M.”> Combining an array of graphene field-
effect transistors with a selective DNA aptamer increased DA
detection sensitivity significantly with a LOD of up to 1 aM in
biological samples.”* 5-S-Cysteinyl-dopamine, a metabolite of
DA oxidation found in PD patients, was suggested to be also a
biomarker detectable by graphene sensors for PD diagnosis.””
Recent studies designed a more complex biosensor that can
detect a-syn in real samples towards the early stage diagnosis of

6470 | Mater. Adv., 2023, 4, 6464-6477

PD. Aminabad et al. developed an electrochemical immuno-
sensor based on gold nanoparticle-modified graphene for
bioconjugation with a biotinylated antibody (bioreceptor) for
the highly sensitive and specific monitoring of the o-syn
protein in human plasma.”® Tao et al. created an ultrasensitive
poly (p-glucosamine)/gold nanoparticles/multi-walled carbon
nanotubes/reduced graphene oxide (PDG/AuNPs/MWCNTs/
rGO) modified immunosensor, which can also be used for the
selective detection of a-syn in human plasma samples.”” DA
and acetylcholine (Ach) play a crucial role in motor control and
cognitive performance.”® Since the balance in PD patients shifts
toward Ach,”” its level is considered a critical biomarker of the
disease.®® Park et al. demonstrated that the polyaniline-grafted
graphene-based field-effect transistor biosensor for real-time
monitoring of Ach in flow configuration had great potential to
be used as a drug screening platform to monitor the efficacy of
acetylcholinesterase (AchE) inhibitors also prescribed PD
patients.®® However, the potential effect of GBNs on neuro
mediators turn should be considered. GO exposure was
revealed to decrease AChE activity,*"*> and DA level,®! while
Cao et al. reported that exposure to carboxyl graphene oxide
resulted in an increase in AchE.*

Soluble oligomeric species of o-syn are considered the
primary cause of neurotoxicity with a critical role in PD. There-
fore, developing surrogate measurements of their cerebral
concentrations in plasma or CSF may facilitate the diagnosis
of the disease before irreversible damage to the brain tissue
occurs.? Jang et al. described a simple and sensitive electro-
chemical sensor to monitor the aggregation of a-syn for early

© 2023 The Author(s). Published by the Royal Society of Chemistry
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PD diagnosis. The sensor worked on methylene blue labeled
aptamer adsorbed on electrochemically rGO enabling the
highly sensitive and selective detection of a-syn oligomer based
on the voltammetric change. The measurement ability was also
demonstrated in human blood serum;*® however, the specifi-
city towards oligomeric forms of a-syn was not supported by
relevant characterization of the model analyte. Significantly,
FAM-labeled aptamer on the GO nanosheet specifically
detected a-syn oligomers with a LOD of 6.3 nM, and it exhibited
a good analytical performance in spiked human saliva
samples.®®

Graphene also offers a promising application in bioelectrical
studies. Guo et al. presented a graphene biosensor to sense
electrical signaling in N27 cells, which can be used for mon-
itoring cell electrophysiology due to good biocompatibility.**

Graphene-based sensors sensing medicines can be devel-
oped for antiparkinsonian therapy optimization. A sensitive
photoelectrochemical sensor using conjugated microporous
polymer-coated benzothiadiazole-based graphene heterostruc-
tures has been demonstrated to detect levodopa with the LOD
of 0.0027 uM.®® Entacapone (EN) is a peripherally acting
reversible inhibitor of catechol-O-methyltransferase used in
combination with levodopa/carbidopa to slow their biotrans-
formation, thus increasing the duration of response to these
antiparkinsonian drugs.®” Ahmadi et al. presented a graphene
oxide quantum dots (GOQDs)-molecularly imprinted silica
fluorescent chemical nano bio/chemical sensor for the selective
and sensitive determination of EN in spiked plasma samples
and some pharmaceutical formulations in a zebrafish model.®®

Drug delivery

Graphene is an ideal candidate for drug delivery because of its
large surface area, abundant surface chemistry, specific geo-
metry with double side, and high efficiency loading capacity.®’
GBNs can be loaded with therapeutical agents to achieve highly
specific disease site targeting and controlled drug release in the
brain.’® Puerarin (Pue), a natural isoflavone extracted from
Pueraria lobata exhibiting anti-PD properties due to low water
solubility and poor pharmacokinetic properties, including
inadequate bioavailability and incomplete penetration of
BBB, has limited use for treatment. Xiong et al. utilized Pue-
loaded lactoferrin-conjugated GO to achieve stable and sus-
tained release of the phytochemical in the brain. This GO-based
nanoplatform effectively limited neuronal damage accompa-
nied by neurobehavioral improvements and antioxidant effects
with no noticeable side effects and toxicity in 1-methyl-4-
phenyl-1,2,3,6-tetrahydropyridine (MPTP)-induced PD mice
(Table 1).>!

Gene and cell therapies

GBNs are also promising candidates for wound dressing
applications.®® Due to their regenerative properties, GBNs also
offer the potential for PD. Rodriguez-Losada et al. tested
different GO forms and found that partially reduced GO film
efficiently promoted differentiation, maturation, and survival
of DAergic cells without adversely affecting cellular metabolism
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or mitochondrial function. Moreover, a decreased o-syn level
has been observed in DAergic neurons exposed to rotenone-
induced oxidative stress. Thus, the authors suggest that this
material is a suitable scaffold for developing constructs for PD
cell replacement therapy.>®

Compared to symptomatic treatment, with DRT as the gold
standard, gene and cell therapies have the potential to provide
more tuned solutions to a complex problem by restoring neural
signaling and, in some cases, even circuits in the diseased
brain.®® However, cell-based therapies behind ethical and con-
ceptual challenges face technical ones related to poor survival
and differentiation rates of transplanted stem cells, inefficient
homing ability, and difficulties in post-transplant follow-up,
which limit their clinical use.® In this context, biomaterials,
including GBNs, offer the application for the controlled and
site-specific delivery of neurotrophins, increased engraftment
of implanted neural stem cells, and the redirection of endo-
genous stem cell populations away from their niche to promote
repair mechanisms.”>°¢

The biomimetic graphene scaffold mimicking the extra-
cellular matrix can promote cell adhesion, proliferation, and
differentiation, enabling optimal regenerative tissue processes.
Moreover, the high homogeneity and conductivity of the GBNs
layers offer the potential for their use in electrostimulation
neural stem cells. Dybowska-Sarapuk et al. demonstrated that
using GBNs as cellular scaffolds to electrostimulate mouse NE-
4C neural stem cells promoted their suitable development.®”
Fang et al. focused on the metabolomics of neural stem cells
(NCSs) induced by culturing on 3DG foam. The authors estab-
lished a correlation between metabolic reconfiguration and the
proliferation rate of NSCs on a different scaffold. Culturing on
3DG modulates pathways affected in PD patients, resulting in
increased amino acid incorporation and enhanced glucose
metabolism, likely the driving force for faster NSC growth."”
Moreover, collagen coating of the 3DG foam was demonstrated
to promote the differentiation of mouse MSCs into DA
neurons.’® By targeting the pathological mechanisms contri-
buting to neurodegeneration, regenerative properties, and the
capability to be used as carriers, biosensors, and imaging
agents, GBNs from green processes offer a broad spectrum of
diversified modalities for PD management (Fig. 5).

Limitations of graphene-based
nanostructures

Despite the wide application of GBNs in various fields of
biotechnology, they present some risks to humans. Research
has revealed that the very properties responsible for the bene-
ficial activity of GBNs can also contribute to their adverse
effects. Therefore, a comprehensive understanding of the grow-
ing interest in graphene materials raises questions about their
short- and long-term cytotoxicity. Numerous studies demon-
strated cytotoxicity in various cell types®® and organ distribu-
tion with lung toxicity in animals.'®® However, the neurotoxicity
of GNPs is a subject of debate. In general, the neurotoxicity of
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GBNs stems from the generation of reactive oxygen species and
related oxidative stress.'®' Ren et al. reported that GO exposure
induced PD-like symptoms in zebrafish, which showed a loss of
DAergic neurons and an increase in LBs accompanied by
impaired locomotor activity.'”> On the other hand, GQDs
inhibited 1-methyl-4-phenyl-pyridinium ion (MPP')-induced
oxidative stress and related apoptosis and a-syn accumulation
in PC12 cells. Additionally, pretreating of MPP'-challenged
zebrafish with GQDs protected against excessive ROS genera-
tion and related apoptosis, mitochondrial impairment as well
as decreased senescent cells. Moreover, a beneficial shift in
metabolic pathways contributed to antioxidant response and
neurotransmission was observed.'® These opposite effects of
GBNs can be explained based on their different physical
interaction with cells depending on factors such as synthetic
methods, crystallinity, surface functionality, size, and shape.>®
Thus, studies on brain injury or neurotoxicity of GBNs deserve
more attention. As outlined in the literature review, several
mechanisms such as physical destruction, oxidative stress,
DNA damage, inflammatory response, apoptosis, autophagy,
and necrosis underly GBNs toxicity. Toll-like receptors, trans-
forming growth factor, and tumor necrosis factor alpha-
dependent signaling pathways are considered to contribute to
these mechanisms."**

Considerable attention, however, must be paid when the
cytotoxic effect is observed and measured as an increase in cell
apoptosis in cancer cell lines. There is a debate surrounding the
controversy related to the proliferative ratio vs. differentiation
mediated by apoptosis, where GBNs, according to Rodriguez-
Losada and Aguirre,'” promote differentiation, decreasing

6472 | Mater. Adv,, 2023, 4, 6464-6477

proliferation. The apoptotic process induced by GBNs could
be misinterpreted as cytotoxic rather than differentiation-
promoting.' This idea is supported by earlier studies showing
that GBNs promoted the differentiation of normal stem cells
towards multiple cell lineages, including neurons, chondro-
cytes, or adipocytes, with non-toxic effects'*®'°® while selec-
tively inhibiting the proliferative expansion of cancer stem
cells'® via arresting the cell cycle at the GO/G1 phase."™® A
recent review summarized examples of selective GBNs
mediated apoptosis in tumoral and cancer cells."'* Regarding
significance in PD, in the model of a-syn overexpression in
human dopaminergic-like glioblastomas cells (SH-SY5Y) show-
ing elevated cell proliferation and cell toxicity, rGO-induced
apoptosis observed only in cells with moderate a-syn level (low-
aSyn clone) was interpreted as a protective activity. At the same
time, the preventive effect of rGO seemed ineffective at a
high a-syn overexpression conferred to the carcinogenic neu-
rons heightening tumorigenicity and resistance to senescence
compared to low-aSyn cells. Accordingly, the authors pointed
to an inadequate level of aSyn stimulation, rather than the
aSyn overload itself, as one of the factors contributing to
a-synucleinopathy.'*?

Summary and future perspectives

Nanotechnology is having a broader application in biomedical
fields such as gene transmission, cell imaging and cancer
therapy. A new direction of its application is the development
of a treatment for neurodegenerative diseases. An important

© 2023 The Author(s). Published by the Royal Society of Chemistry
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aspect of this is the design of effective and biodegradable
nanomaterials that prevent the formation of oligomers and/or
degrade already existing aggregates. Although literature reports
support that selected nanostructures can inhibit aggregation of
some protein monomers into fibrillar structures at the same
time, research shows that nanoparticles can increase the rate of
aggregation and fibril formation. Significantly, nanoparticles
are a double sword, and depending on the coating, shape, size,
surface load, and concentration, they can either promote or
inhibit protein aggregation.'™

A recent literature review on this topic demonstrated evi-
dence that GBNs effectively inhibit amyloid aggregation. This
effect mainly tends to arrest nucleation in the early stages and
drive the conversion of preformed insoluble fibrils into soluble
peptides that are later pushed across the BBB by efflux pumps,
thus preventing neurodegeneration.’® Moreover, since there is
strong evidence of a link between SARS-COV-2 infection and
PD,*” GBNs such as GO or GQDs, beyond being inhibitors of
a-syn aggregation due to antiviral activity, offer unique proper-
ties to combat PD.""* The neuroprotection of GBNs also derives
from control over protein misfolding attributed to enhanced
clearance of aggregated proteins discussed above. Apart from
neuroprotection, PD can be managed through the restorative
ability of GBNs. Graphene and GBNs are the most promising
biomaterials for regenerating the nervous system. Graphene
materials significantly advance tissue engineering research and
scaffolds for neural tissue with their unique mechanical, elec-
trical, and optical properties.’®®” Graphene nanosheets with
the ability to modulate electrophysiology are being intensively
studied as materials for the next generation of neural inter-
faces. Accordingly, GBNs are used to fabricate electro stimu-
lated scaffolds for the suitable development of stem cells and
advanced implants, respectively, for replacement- and implant-
based therapies for treating PD."”>*%”

Gene therapy holds great promise and opportunities for PD.
GBNs can be developed into transporters to deliver oligonu-
cleotides for gene detection and therapy with the ability to
protect oligonucleotides from cleavage and deliver oligonucleo-
tides into cells.*® Moreover, graphene-based nanobiosensors
enable early detection of PD based on the quantification of
circulating miR-195."® Benefiting from GBNs special properties,
many efforts have been directed at developing new DNA bio-
sensors to sequence the nucleic acid base and recognize the
specific DNA™® that offers tremendous potential in PD.
Graphene-based nanocarriers are applied to deliver high-
molecular-weight Cas9/single-guide RNA (sgRNA) complexes
for gene editing as a new approach for biomedical research
and targeted gene engineering applications.'*® Clustered reg-
ularly interspaced short palindromic repeats (CRISPR)-Cas9
and GBNs may offer significant potential to be applied to
improve our understanding of PD and create successful future
treatments targeting the proper genes.’

These features favor the development of GBNs-based multi-
functional systems into customized nanomedicine applica-
tions. The anti-amyloid and regenerative properties of
graphene material can be combined with delivery function in
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disease-modifying approaches and gene or DRT.’® Moreover,
theragnostic strategies that combine diagnostic and therapeu-
tical modalities in a single platform are projected for PD
management. Developing intelligent sensor systems integrated
into the Internet of Things, 5-generation communications,
artificial intelligence, and machine learning strategies has
revolutionized their diversified biomedical applications."**'"”
Recently, the integration and linking of quantum sensing,
signaling, and optimized biological agents have led to the
investigation of minute biological events with anomalous sen-
sitivity. Such technologies are anticipated to accelerate the
tailored management of neurodegenerative diseases."®

However, some research limitations should be acknowl-
edged, such as a low number of studies in vivo, which are
presented in Table 1. This indicates a very early stage of
development of technologies presented herein. Therefore, the
challenges facing their further advancement and potential
translational discordance should be well identified and
addressed in future studies to enable them to be dynamically
aligned in creating innovative solutions with broad scientific
feedback.

Conclusions

GBNs offer many advantages in various fields due to their
excellent properties. Recent studies have proven that GBNs
acquire great potential in biomedical applications. However,
some issues such as their side effects and toxicity are still being
debated and should be well understood before considering
their development in this area. Significantly, biocompatibility
improves with precise modifications. Thus, looking ahead
GNPs toxicity needs to be addressed during the tailoring
functionality at the development phase. Cytotoxicity-related
tests of GBNs are confined to in vitro studies. Hence, it is
essential to enhance their safety assessment in in vivo models.
Before clinical trials, comprehensive knowledge of the methods
for characterizing GBNs should be provided and tested.

Here, we discussed the strengths alongside limitations of
GBNs’ technologies in PD management. We emphasized GBNs
and their relevance to therapeutic, diagnostic, and research
applications. A mechanistic understanding of the interactions
of GBNs with biological systems will enable the development of
novel, safe strategies for treating, preventing, and diagnosing
PD. These technologies so far are limited to computational and
in vitro experimental studies, which we have overviewed here.
Therefore future in vivo studies are required to assess the
translational value of the graphene-based approaches in PD
management. As PD patients are quite heterogeneous in terms
of disease onset, progression, symptoms, and neuropathology,
diversification of animal models may address approaching
the phenotype observed in humans. Taking into account the
complexity and heterogeneity of PD, the overviewed herein
multimodality of GBNs can develop toward personalized, com-
binatorial, and multi-targeted approaches to combat PD. Based
on the gathered data, we suggest some prospects, further
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developments and opportunities in this emerging and promis-
ing technology.
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Abbreviations

0DG Fullerene

2DG Two-dimensional graphene

3DG Three-dimensional graphene

6-OHDA 6-Hydroxydopamine

Ach Acetylcholine

AchE Acetylcholinesterase

AB Amyloid beta

AMPK AMP-activated protein kinase

BBB Blood-brain barrier

Cca™* Calcium

CNS Central nervous system

CNTs Carbon nanotubes

CR-GO Chemically reduced graphene
oxide

CRISPR Clustered regularly interspaced
short palindromic repeats

DA Dopamine

DAergic Dopaminergic

daNGO deca Nano-graphene oxide

DRT Dopamine replacement therapy

EN Entacapone

ERGO Electrochemically reduced gra-
phene oxide

GBNs Graphene-based nanomaterials

GO Graphene oxide

GOQDs Graphene oxide quantum dots

GQD Graphene quantum dots

LBs Lewy bodies

MABM Methyl N-allyl N-benzoylmethio-
ninate

MD Molecular dynamics

MPP* 1-Methyl-4-phenyl-pyridinium ion

MPTP 1-Methyl-4-phenyl-1,2,3,6-
tetrahydropyridine

NCSs Neural stem cells

PD Parkinson’s disease

PFFs Preformed fibrils

PDG/AuNPs/ MWCNTSs/rGO Poly(p-glucosamine)/gold nanoparticles/
multi-walled carbon nanotubes/
reduced graphene oxide

Pue Puerarin
rGO Reduced GO
ROS Reactive oxygen species
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SARS-CoV-2 Severe acute respiratory syndrome
coronavirus 2
s-GR Sulfonated graphene
sgRNA Single-guide RNA
SH-SY5Y Human neuroblastoma cell line
Si-CNTs Silicon carbon nanotubes

SN Substantia nigra
o-syn a-Synuclein
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