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Cancer remains one of the leading causes of death, with traditional therapy approaches facing
limitations such as nonspecific systemic toxicity and acquired resistance. As alternative and adjuvant
treatment modalities, poly(3,4-ethylenedioxythiophene) (PEDOT) nanoparticles (NPs) leverage unique
biocompatible, electrical, and thermal properties for combined imaging, controlled drug release and
localised photothermal ablation. This review provides a comprehensive analysis of formulation of
tailored PEDOT NPs as smart theragnostic agents toward precise, personalised nanomedicine. We
outline common chemical and electrochemical synthesis techniques to control NP size, morphology,
stability, and surface chemistry. Extensive structural and electrochemical characterisation relates
polymerisation conditions to resultant properties. In particular, PEDOT NPs exhibit efficient near-infrared
(NIR) absorption and photothermal conversion, enabling selective photothermal tumour ablation. Their
Received 13th March 2024, intrinsic conductivity also enables electrical stimulation triggers to modulate the release of therapeutic
Accepted 3rd August 2024 payloads. While initial works confirm the potential of PEDOT NPs for spatiotemporal cancer treatment,
DOI: 10.1039/d4ma00260a clinical translation remains limited. Further efforts must focus on developing predictive preclinical
models, scalable manufacturing methods and clinical partnerships to facilitate translation of these smart
rsc.li/materials-advances nanosystems from the laboratory to clinical use.
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1. Introduction

Cancer is a multifaceted disease that remains one of the
leading causes of death globally, with an estimated 10 million
cancer deaths in 2020 according to the latest report by the
World Health Organisation." Despite significant advancements
in cancer research and treatment options over the past decades,
current therapeutic approaches such as chemotherapy, radio-
therapy and surgery still face major challenges. These are
related to non-specific systemic toxicity, acquired drug resis-
tance, limited therapeutic efficacy, tumour microenvironment
complexity, and patient-to-patient clinical variations. Furthermore,
cancer recurrence and metastasis also contribute to the difficulty of
developing effective treatment options.>™ The need to address
these has led to the development of novel, complementary
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anticancer therapy strategies based on innovative approaches
such as nanotechnology.

The field of nanomedicine, which involves the application
of nanotechnology for diagnosis, monitoring, prevention, and
treatment of diseases is becoming more promising.”” Nano-
particles (NPs), which are particles in the size range of
1-100 nm, have unique properties including a higher surface
area-to-volume ratio, a quantum nature in the 1-10 nm range
and capacity for encapsulating or adsorbing and transporting
different substances, which make them promising theragnostic
tools for tumour diagnosis and treatment.'®™** Due to their
small size, NPs can selectively accumulate in tumours via the
enhanced permeability and retention (EPR) effect, resulting in
passive targeted delivery to cancer tissues.® This is an effect
that causes nanosized materials to preferentially accumulate in
tumours due to their leaky vasculature and lack of lymphatic
drainage.’® On the other hand, by introducing specific ligands
that are recognised by commonly expressed cell-surface receptors
on tumour cells, NPs can actively target tumours. Additionally,
NPs can be designed with additional functionalities, including
sustained and triggered drug release, imaging contrast, and
photothermal ablation. Various NPs made from organic and
inorganic materials have been developed for targeted delivery
of chemotherapeutic drugs, immunotherapy agents, siRNA,
microRNA, and other anti-cancer therapeutics.""®

NPs based on conductive polymers (CP) are an emerging
class of organic nanomaterials, including polypyrrole (PPy),
polydopamine (PDA), polyaniline (PANI), and poly(3,4-ethylene-
dioxythiophene) (PEDOT), which are among the highest attrac-
tive sensing materials due to their all-organic nature with
intrinsic electrical conductivity, high signal transduction, opti-
cal transparency, mechanical flexibility, and chemical stability.
These features primarily result from the fact that CPs contain a
n-conjugated backbone, which is made up of alternating single
(o) and double () bonds along the polymer chain, enabling
delocalised electron transfer.'”'® However, most CPs frequently
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need to be doped as the polymers lack charge carriers. The
process of doping promotes the creation of radical cations/
anions (polarons or bipolarons) in the backbone of the poly-
mer, while counter-ions from the solution enter to balance the
charge. The more extensive the doping process, the more
electrically conductive CPs become.'®*°

PEDOT, a polythiophene (PTh) derivative, was first developed
in the late 1980s by scientists at the laboratories of Bayer AG, and
is usually doped with polystyrene sulfonate (PSS) to improve its
solubility in water, as the negative charge in the sulfonate group
stabilises the delocalised positive charge in PEDOT. PEDOT:PSS is
the most water-soluble CP, which is crucial since materials that
dissolve easily in water present easier processability.>’ When
synthesised as NPs, PEDOT is typically doped with chloride ions
or dodecyl benzenesulfonate, the latter acting as doping agent and
surfactant simultaneously.**™’

PEDOT presents important advantages in comparison with
other CPs like PPy and PANI, because of its biocompatibility,
higher stability in biological environments, adjustable and
higher electrical conductivity, electrochemical activity, thermo-
electric behaviour, and high specific capacitance.>***° For
instance, unlike the most studied nontoxic CP, PPy, which is
highly crosslinked, PEDOT’s unique a,a linkages contribute to
its superior electrochemical and electrical responses.> All the
unique properties stated above not only make PEDOT NPs more
attractive than similar NPs formed by other CPs, but have
drawn attention from various fields where PEDOT NPs present
many of their potential applications: flexible electronics,*"*
sensors,”® energy storage devices,®’° and tissue engineer-
ing (spinal cord,”® neural,*’** muscle**).

Additionally, studies have shown that PEDOT NPs exhibit
strong near-infrared (NIR) absorption, efficient photothermal
conversion that is higher than commercially available gold-
based photothermal ablation agents, and tumour targeting via
the EPR effect.”™*” These properties make PEDOT NPs an
attractive candidate as photothermal agents for minimally
invasive ablation of cancer cells. Furthermore, the versatile
surface chemistry of PEDOT allows functionalisation with
various functional groups, targeting ligands, imaging agents,
and therapeutic drugs, allowing for targeted drug delivery and
multimodal imaging.*® These properties position PEDOT NPs
at the forefront of personalised cancer nanomedicine, offering
the potential for integrated therapy and diagnosis — a concept
known as theragnostics.

Recent progress in the synthesis and application of PEDOT
NPs has confirmed their efficacy in drug-delivery and photo-
thermal therapy (PTT) for various types of cancer (Fig. 1).
Therefore, a comprehensive review of PEDOT NP research
focused on cancer therapy is justified.

Integrated nanosystems based on PEDOT NPs aim to lever-
age their unique properties by combining them with other
functional elements to create a versatile platform capable of
combining therapeutic treatments, targeted drug delivery and
diagnostic imaging. This review will explore some examples,
such as stimuli responsive nanocomposites that integrate
PEDOT NPs into hydrogels or multifunctional nano- and
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microfibres; core-shell NPs with a magnetic core coated with
a PEDOT shell; and theragnostic nanomicelles comprising a
PEDOT NP core surrounded by an amphiphilic polymer shell
(Fig. 1). Thus, a comprehensive understanding of the synthesis,
characterisation, and properties of PEDOT NPs is vital for
designing and producing these integrated NP systems success-
fully. This knowledge will enable researchers to tailor the
properties of PEDOT NPs to meet specific application require-
ments, ultimately enhancing the efficacy of cancer theragnostic
platforms.

This review aims to provide a comprehensive exploration of
PEDOT NPs, examining their synthesis strategies, characterisa-
tion, and applications in cancer treatment. Firstly, we address
common techniques for synthesising PEDOT NPs of varying
size, morphology, and surface chemistry along with associated
characterisation techniques. We also analyse recent advance-
ments in using PEDOT NPs for electrostimulated drug delivery,
and photothermal ablation of tumours. Finally, we discuss the
current challenges and prospects for clinical translation.
We aim that this review supports further efforts dedicated at
exploring the potential of these nanosystems for more precise
and personalised cancer nanomedicine.

2. Synthesis and characterisation of
PEDOT NPs

Comprehending polymerisation processes, oxidative environ-
ments, and colloidal stabilisation strategies is essential to
successfully synthesise PEDOT NPs. Important variables that
impact the final NP size distribution, electrical conductivity
through doping efficiency, and dispersion stability, include the
choice of oxidant, type of surfactant, polymerisation tempera-
ture, reaction time, and post-processing steps. This section
summarises different polymerisation techniques and the use
of various oxidants and stabilisers to synthesise PEDOT NPs,
while discussing the advantages and disadvantages of each
strategy.

2.1. Synthesis approaches

Chemical oxidative polymerisation (using oxidant agents such
as ferric chloride (FeCl;) and ammonium persulfate ((NH,),S,Os,
APS)) or electrochemical polymerisation (applying an oxidising
potential through electrodes, where polymers deposit on the
working electrode) are the two methods that can be used for
generating CPs.*' Generally, electrochemical polymerisation is
employed to fabricate CP films, as this method needs a solid
conductive surface where the polymerisation can take place,
resulting in a homogeneous layer of polymer. Regarding CP
NPs, particularly PEDOT NPs, oxidants like FeCl; and APS
in aqueous medium are usually employed to induce oxidation
and radical cation formation of EDOT (3,4-ethylenedioxythio-
phene). These radicals form dimers that subsequently get
deprotonated. The oxidants initiate polymerisation into PEDOT
chains, while contributing chloride (from FeCl;) or sulphate

Mater. Adv., 2024, 5, 7561-7583 | 7563
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Fig. 1 Overview of synthesis strategies and cancer therapy applications of PEDOT nanoparticles. PTA — photothermal agent.

(from APS) anions act as PEDOT dopants to allow high elec-
trical conductivity*® (Fig. 2).

Additionally, CPs can be synthesised by template-based and
template-free approaches. When using hard template techniques,
polymer nanostructures are created using moulds. Applying this
method to NP synthesis, the polymer is precipitated or poly-
merised on the surface of the template, resulting in a core-shell
structure. Hollow CP NPs can be obtained by removing the
template. Gold,” silica,”>* and polystyrene NPs**™> are some
of the templates that have already been used to synthesise these
nanostructures. Despite the fact that this technique is expected to
give better control on the size and colloidal stability than soft
templates, it has drawbacks, including the need for post-
processing to eliminate the original template, which may have
an impact on the nanostructures that are created, and the fact
that this technique is too feeble for large-scale manufacturing.>®””
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Fig. 2 Oxidative polymerisation of EDOT using APS as oxidising agent*°.
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The soft template approach is the most commonly used for
the generation of CP NPs, particularly PEDOT NPs. In this
method, surfactants (also termed emulsifiers) are added to a
solvent which typically consists of an aqueous solution to form
a microemulsion, which enhances the colloidal stability and
leads to a homogeneous size distribution of the NPs. As the
polymerising PEDOT NPs gain form within the microemulsion,
the amphiphilic surfactants adsorb onto their surface, provid-
ing steric stability that minimises particle aggregation, making
it possible to better regulate the NPs’ size and morphology.
Furthermore, each PEDOT NP has a surfactant coating that
enables it to be suspended and dispersed in organic or aqueous
solvents, resulting in high solvent processability. However, in
comparison to pure forms, insulating surfactants tend to
interfere with conjugation and also act as dopants in PEDOT,
which lowers conductivity.>>*!*® Thus, to create self-stabilised
PEDOT NPs with a colloidal morphology that permits solubility
without the need for surfactants, some synthetic techniques are
being employed, such as the use of binary organic solvent
systems or electrochemical polymerisation, which will be dis-
cussed in detail in the following sections of this review.

Table 1 presents the literature published from 2002 to 2023
that reports different strategies to synthesise PEDOT NPs, inclu-
ding different methods used for polymerisation, or different
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combinations of oxidants, surfactants, and reaction media,
resulting in PEDOT NPs with diverse sizes, morphologies, and
electrical conductivities. Table 1 also includes information
on the diameter, zeta potential, and electrical conductivity of
the synthesised NPs, when available. These studies will be
discussed in the next section, highlighting differences in NP
properties depending on synthesis parameters.

2.1.1. Chemical polymerisation. Chemical polymerisation is the
most frequently reported method used to synthesise PEDOT NPs.

Firstly, seed polymerisation was used as a synthetic method
to generate PEDOT NPs, using a hard template as seed particles
that will serve as polymerisation nuclei. Using this approach,
Armes and coworkers described the synthesis of PEDOT-coated
poly(N-vinylpyrrolidone)-stabilised polystyrene (PVP-stabilised
PS) latex particles.”® EDOT was polymerised in an aqueous
solution using iron(m) tris(p-toluenesulfonate) (Fe(OTs);) at
85 °C. This methodology has the disadvantage of needing high
temperature for the polymerisation to occur, and also the use
of iron is a debatable disadvantage as it may lead to cytotoxic
effects. Other studies also synthesised PEDOT NPs with the
assistance of hard templates, namely PS and silica particles.>*">
The use of PEDOT as a coating on several metallic NPs has already
been extensively reviewed elsewhere,”® therefore, it will not be
discussed in this review.

Table 1 Synthesis methods, reaction parameters, and resulting properties of PEDOT NPs reported in the literature from 2002 to 2023

Polymerisation Diameter (nm) Zeta Electrical
Synthesis Surfactant/ time/ Potential conductivity
method stabiliser Oxidising agent(s) Reaction medium temperature  DLS SEM/TEM (mV) (Sem™) Ref.
Chemical DBSA FeCl, Water 20 h/30 °C N/AP 60-120  N/A? <1 59 and 60
polymerisation APS N/A® 35-60 N/A® <50
PI-b-PMMA  FeCl, Cyclohexane 8 h/N/A? N/A? <30 N/A? N/A? 61
copolymers and acetonitrile
o-EDOT-PEO  Fe(OTs); or APS  Methanol/water 72 h/RT 175-500 70-500  NJ/A” 1.5 x 1072 62
AOT FeCl, Hexane/water 12 h/N/A? N/AP 30-100  N/A? 16.7-33.7 63
DBSA and FeCl, and Hexane/water Few sec/N/A?  N/AP 100-200 N/A? 0.29 64
PSS-co-MA PSS-co-MA Chloroform/water 1 h/N/A? 65 <100 —27 N/A? 65
67.7 <100 -39 N/A? 66
50.6 <100 —744  N/A? 67
DBSA FeCl; and H,0, Water 48 h/RT 90 <90 —52 N/A? 68
DBSA or SDS  APS Water 72 h/N/A? N/AP 60-900  N/AP <1to 153 49
SDBS FeCl;-6H,0 Methanol/H,S0,/ 5 h/140 °C N/A? 17.2 N/A? N/A” 69 and 70
water
CL-PSS Na,S,0;4 and Water 23 h/18 °C 406-1100 N/AP N/A? N/A? 71
Fe,(S04)3
Lutensol AT 50 Fe(OTs); and Water 24 h/45 °C 90-150  30-40 N/AP 2.1 x 107%-2.6 47
H,0,
— FeCl, Dichloromethane 24 h/0 °C 50 45 +33 1.6-220 72
and acetonitrile
DBSA APS Water 0.n./40 °C 84 35 —29.4  N/A? 25
157 99 N/A? N/A? 23
210 35 —-30 N/A? 73
215 109 —26 N/A? 22 and 26
243 108 N/A? N/A? 24
24 h/30 °C N/A? 49 N/A? N/A? 74
SDBS APS Water 18 h/40 °C 157-235 111-146 —30 N/A? 27
Electrochemical —* 1.15 V potential ~ Dichloromethane/ N/A” N/A? 200-650 N/A? N/A? 75
polymerisation water

Abbreviations: AOT - sodium bis(2-ethylhexyl)sulfosuccinate; CL-PSS - cross-linked PSS; DBSA - dodecyl benzenesulfonic acid; (Fe(OTs);) - iron(ur)
p-toluenesulfonate; H,O, — hydrogen peroxide; o.n. — overnight; PEO - poly(ethylene oxide); PI-b-PMMA - polyisoprene-block-poly(methyl
methacrylate); PSS-co-MA - PSS-co-(maleic acid); RT - room temperature; SDBS - sodium dodecyl benzenesulfonate; SDS - sodium dodecyl
sulfate. “ No surfactant used. ” N/A: Not available or not reported in the referenced study.

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Combining a monomeric surfactant (sodium alkylnaphtha-
lenesulfonate, NaANS) with iron(m) sulfate (Fe,(SO,)s) as an
oxidant in an aqueous solution, Kudoh et al. produced PEDOT
NPs with high conductivity (60 S ecm™'), resulting in the
formation of an insoluble surfactant-oxidant mixture.”” How-
ever, the morphologies and sizes of the particles as well as a
description of how the oxidant-surfactant complex affects the
high conductivity were not reported.

PEDOT NPs synthesis using the soft template approach was
reported for the first time by emulsion polymerisation in
dodecylbenzenesulfonic acid (DBSA) micellar solution by Oh
et al.>® First, DBSA was added to deionised water to prepare a
surfactant solution. Then, EDOT was added to the solution and
dispersed under stirring. Finally, FeCl; or APS were introduced
into the reaction mixture to act as the oxidising agents and the
mixtures were stirred for further 20 h at 30 °C, allowing enough
time to polymerise the EDOT. The NPs were washed and
subsequently dried, resulting in spherical NPs with diameters
of 35-60 nm and 60-120 nm and conductivities <1 S em ™"
and 50 S cm ', when prepared from DBSA-APS and from
DBSA-FeCl;, respectively.®® Many other recent studies have
already been based on this synthesis for the formulation of
PEDOT NPs, as detailed in Table 1, optimising the protocol
(polymerisation temperature of 40 °C), using APS as oxidant,
and subsequently employing the NPs for drug delivery, for
example.”*>>”® This same protocol was followed but using
sodium dodecylbenzenesulfonate (SDBS) as surfactant instead
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of DBSA, thus performing the polymerisation at neutral pH.””
All these studies gave rise to spherical NPs with effective
diameters not exceeding 100 nm.

Interestingly, Miiller et al. used polyisoprene-block-poly-
(methyl methacrylate) (PI-b-PMMA) copolymers as surfactants
in the synthesis of PEDOT NPs in a non-aqueous emulsion
polymerisation approach.®’ An emulsion system involving
cyclohexane as the continuous phase and acetonitrile as the
dispersed phase was described (Fig. 3A). The PI-b-PMMA
formed micelles when added to cyclohexane, and the subse-
quent addition of acetonitrile led to the formation of PI-b-
PMMA micelles with an acetonitrile core. The oxidative poly-
merisation of the EDOT monomer, which is soluble in both
phases, was studied to produce PEDOT NPs inside the dis-
persed acetonitrile “nanoreactors”. It was assumed that poly-
merisation took place inside the acetonitrile droplets, where
both the monomer and the oxidant were present, since FeCl; is
soluble in the acetonitrile phase but not in cyclohexane. Using
several PI-b-PMMA surfactants, EDOT was successfully emul-
sion polymerised, producing PEDOT NPs with spherical mor-
phology and diameters smaller than 30 nm.

In a different study, spherical PEDOT NPs were synthesised
in a methanol/water solution using poly(ethylene oxide) end-
functionalised with an EDOT moiety (a-EDOT-PEO) as a reac-
tive stabiliser, and APS or iron(ur) p-toluenesulfonate hexahy-
drate (Fe(OTs);-6H,0) as oxidants.®® Using APS as oxidant and
20-50 wt% stabiliser resulted in a yield of approximately 30% of

A) e B) -~—spray gun (0.3 mm head)
Pl-b-PMMA iron(lll)chloride EDOT + hexane
formation of
“nanoreactors” r N
Cyclohexane Formation of Emulsion of [Acetonitrile- = o 0 .
micelles Fe(lll)] in Cyclohexane 1. polymenzallqn ! )
l+ EDOT — v
= EDOT + hexane 2. purification PEDOT:PS§-co-MA
EDOT diffusion into + DBSA micelle colloid
® @ Purification the nanoreactors H,O
® o o — 2
LY simultaneous
polymerization to o4 o o]
PEDOT NPs dispersed PEDOT PEDOT NPs EDOT + hexane~"PSS-co-MA @ PEDOT
particles —o DBSA @ FeCl,
C) PEDOT
SSrms H,0 H,0
: 2 { 2 . 2
DBSAanion  (water phase) OBSAAMON T (ater phase)  DBSAMON T yyater phase)
Fe** H,0,
(oxidant 1) (oxidant 2)
H,0,
H.0 20H-
DBSAanion  (water phase) DBSAanion o 2Fe?*+ H,0, — 2Fe™ + 20H-
(Water phase)

Fig. 3 Different polymerisation synthesis approaches of PEDOT NPs. (A) PI-b-PMMA stabilised NPs in non-aqueous emulsion with cyclohexane and
acetonitrile. Reproduced with permission from ref. 61 Copyright 2006 Wiley. (B) Spray emulsion polymerisation of PSS-co-MA stabilised PEDOT NPs.
Reproduced with permission from ref. 64 Copyright 2010 Wiley. (C) Fe**/H,0, bi-oxidant system. Reproduced with permission from ref. 68 Copy right
2011 Elsevier.
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PEDOT NPs after 72 h of reaction at room temperature (RT).
Employing this method, highly spherical NPs with sizes ranging
from 100 to 500 nm and conductivity up to 1.5 x 10> S cm™*
were successfully synthesised. The resulting NPs exhibited a
significant improvement in colloidal stability compared to the
NPs obtained in previous studies.

In another soft template approach, Zheng et al.®* prepared
PEDOT NPs by a reverse micelle method, also called water-in-oil
emulsion, consisting of nanosised water droplets stabilised by
surfactants in an oil phase.”® An oxidant active point was
formed at the reversed micelle’s interface by mixing sodium
bis(2-ethylhexyl)sulfosuccinate (AOT) with FeCls, and the poly-
merisation reaction lasted 12 h at RT. The synthesised PEDOT
NPs presented an electrical conductivity of 16.7 to 33.7 S cm ™+
with particle sizes ranging from 30 to 100 nm. The dispersity of
NP size shows the lack of control of particle sizes during
synthesis, thus resulting in variability of results.

A novel spray emulsion polymerisation (SEP) technique was
introduced by Han et al. to synthesise PEDOT NPs with
the presence or absence of PSS-co-(maleic acid) (PSS-co-MA).**
An EDOT/DBSA/hexane solution was sprayed, using a spray
gun, into an aqueous solution containing FeCl; oxidant and
PSS-co-MA, in the case of PEDOT:PSS-co-MA NPs (Fig. 3B). The
functional groups of PSS-co-MA acted as oxidative polymeri-
sation sites, dopants, and stabilisers of the core/shell morphology.
Noncovalent interactions occurred between PSS-co-MA and PEDOT
thiophene rings, with the polymerisation occurring within a few
seconds, followed by magnetic stirring and posterior evaporation of
the solvents. The resulting PEDOT and PEDOT:PSS-co-MA NPs
exhibited sizes ranging from 100 to 200 nm, and conductivities
of 3.2 and 0.29 S cm™ ', respectively. This discrepancy indicates that
PSS-co-MA created a shell around the PEDOT core, obstructing
charge hopping between neighbouring particles and lowering the
conductivity of the PEDOT:PSS-co-MA composite. This technique
generated well-distributed aqueous-dispersible PEDOT NPs, where
the stabiliser, PSS-co-MA, was essential in improving their water-
solubility. Inspired by this work, Tania Betancourt’s group synthe-
sised PEDOT:PSS-co-MA NPs using a similar two-surfactant emul-
sion polymerisation method.*>*” The differences in the protocol
concern the organic phase, where EDOT and DBSA were dissolved
in chloroform instead of hexane, added dropwise to the aqueous
phase containing PSS-co-MA, and only then the FeCl; solution
was added to the reaction mixture. The polymerisation lasted
1 h, upon stirring.

A different study used the bi-oxidant system, Fe(OTs); and
hydrogen peroxide (H,0,), to synthesise PEDOT NPs by emul-
sion polymerisation.®® It was rationalised that H,0,’s oxidative
activity could restore Fe®* (Fig. 3C). The cyclic oxidation-
reduction process resulted in the sustained regeneration of
these ions, oxidising more EDOT. The amount of iron salt
added could be significantly reduced, conversion could be
increased, and colloidal stability could be improved by adding
this second oxidant, H,0,. Sequential additions of Fe(OTs);
and H,O0, resulted in stable PEDOT NPs with sizes of approxi-
mately 100 nm. Based on the same principle, a miniemulsion
polymerisation approach was reported for the successful
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synthesis of PEDOT NPs to investigate the function of the
oxidising agents Fe(OTs); and H,0, in particle synthesis effi-
ciency and electrical properties.*” EDOT was emulsified in an
aqueous phase with the nonionic surfactant Lutensol AT 50.
In one set of experiments, varying the EDOT/Fe(OTs); ratio
showed the conductivity increased with the increasing amount
of Fe(OTs); being used as oxidiser. In a second set, keeping 1:1
EDOT/Fe(OTs); ratio constant, adding H,O, after Fe(OTs); led
to much more stable macroscopic dispersions and spherical NP
morphology stable for months. Conversely, increasing H,O,
concentration decreased NPs’ conductivity due to side reactions
with PEDOT chains. According to the findings, dispersions of
approximately 30 nm PEDOT NPs with conductivities ranging
from 2.1 x 107° to 2.6 S cm ™" could be achieved by adjusting
the oxidant levels.

Paradee et al. studied the effects of oxidant concentration
and surfactant type and concentration in the chemical oxida-
tion polymerisation synthesis of PEDOT NPs.*® APS was used as
the oxidising agent and DBSA or sodium dodecyl sulfate (SDS)
as surfactants. Depending on the polymerisation conditions,
different NP morphologies (plum, globular, orange-peel, cor-
alliform, raspberry agglomerate, and irregular), sizes (60 to
900 nm) and electrical conductivities (<1 to 153 S cm™ ") were
obtained. Without surfactants, increasing APS concentration
(from 0.15 M to 0.30 M) decreased particle size (from 212 to
70 nm) and increased conductivity (from 7.65 to 153.72 S cm™ ).
The smallest sizes and highest conductivity occurred without the
presence of surfactants, which can be explained by the quantum
size effect and fewer blocking surfactant aliphatic segments. DBSA
and SDS surfactants facilitated morphology control but reduced
conductivity.

Building upon these findings, as PEDOT NPs with diverse
morphologies were obtained, Wailes et al. adapted these water-
based protocols to synthesise PEDOT nanofibres (NF) and
nanospheres (NS).”® This time, FeCl; was used as an oxidant,
and the shape and size of the NPs were controlled by
the interaction between the surfactant (SDS) and the oxidant
concentrations (FeCl;), as well as physical factors such as
sonication or stirring during the synthesis process. As the
concentration of FeCl; increased, the particles became less
reliant on one another for stability, while increasing surfactant
concentrations favoured the production of fibres. Nonetheless,
NS formed at very high surfactant concentrations. One impor-
tant factor in determining the NPs’ morphology is the ratio of
SDS to FeCl;. SDS:FeCl; ratios of around 2 were required for
fibre formation, whereas ratios of around 3 were needed for
longer and more dispersed fibres. Significantly higher ratios
encouraged the formation of spherical NPs.

Using SDBS as a surfactant and FeCl;-6H,0 as an oxidant,
Zhou’s group used a hydrothermal synthesis to create well-
dispersed PEDOT NPs with an approximate diameter of
17.2 nm.*>”° EDOT’s solubility in the dispersion medium was
controlled using a mixture of deionised water, methanol, and
H,S0,.

Moreover, through oxidative polymerisation of EDOT in the
presence of cross-linked PSS (CL-PSS) as stabiliser and dopant,
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using divinylbenzene (DVB) as the crosslinker, and sodium
persulfate (Na,S,0g) and iron(m) sulfate (Fe,(SO,);) as oxidants
in water, PEDOT/CL-PSS particles of 400 to 1100 nm were
formulated.” It was found that, in contrast to linear PEDOT:
PSS, the PEDOT/CL-PSS complex’s shape was an aggregated
dispersion of stable particles because CL-PSS particles acted as
seed particles.

Surfactants have significant disadvantages despite their
crucial stabilisation properties and control over NP morphology
during synthesis. Most surfactants’ insulating aliphatic chains
reduce electrical conductivity by disrupting conjugation and
ionic interactions along the polymer backbone. Apart from
that, they may leave residues that may interfere with optical
qualities, complicate purification, and remain integrated into
the finished product. Additional NP aggregation can also be
induced by higher surfactant concentrations.®>®' Thus, it is
important to develop new methods that lessen these inherent
constraints by encouraging the development of self-stabilised
particles without relying on external surfactants.

On this basis, Cao and colleagues reported an approach to
synthesise PEDOT NPs using a binary organic solvent system of
dichloromethane and acetonitrile with FeCl; as oxidant.”> The
synthesis was similar to the one carried out by Miiller et al.®*
However, in this case, the polymerisation of EDOT in dichloro-
methane could form a regular spherical particle shape, which
helps to provide processability and reduce the use of stabilisers.
Optimising the polymerisation conditions including solvent
ratios, oxidant levels, temperature, and time enabled obtaining
50 nm diameter PEDOT NPs, with a yield over 75%, and an
electrical conductivity of 220 S cm™ . These NPs could directly
disperse in organic solvents and water, without requiring
surfactants, due to self-stabilisation, with stable conductivity
over 30 days. Thus, showing the advantages of using organic
solvent systems by increasing PEDOT NPs stability and homo-
geneity, as well as increasing their conductivity. However, the
use of organic solvents may also increase NP cytotoxicity in case
of poor purification methods, which is a critical point in
therapeutic applications.

2.1.2. Electrochemical polymerisation. To the best of our
knowledge, the use of electropolymerisation, as a method for
the synthesis of PEDOT NPs was only reported by Lee et al.”®
In this new approach, EDOT was confined in dichloromethane
emulsion droplets dispersed in an aqueous solution. It was
then within these droplets that the oxidative electropolymer-
isation of EDOT occurred, as they collided with the electrode
at a potential of 1.15 V. Spherical PEDOT NPs with diameters
of 200-650 nm were generated on the electrode surface, but
the NPs could be dispersed in different solvents when ultra-
sonicated. Overall, this work offered a simple method for
producing surfactant-free PEDOT NPs with a controlled mor-
phology, although the diameters of the NPs were quite large
and presented significant variability. The significant lack of
literature on the electrochemical polymerisation of PEDOT
NPs reveals a wide gap in research but may also expose
the difficulties associated with controlling the NP size in this
method.
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2.2. Characterisation of PEDOT NPs

A variety of microscopic, spectroscopic, electrochemical, and
diffraction techniques are required for the physical and
chemical evaluation of PEDOT NPs to guarantee that the
synthesis is successful, thus resulting in NPs with optimal
properties. A thorough comprehension of critical characteris-
tics such as conductivity, colloidal stability, doping efficiency,
and particle size distribution is necessary to create determinis-
tic connections between NP behaviour and synthetic chemistry,
hence directing intentional enhancements in performance.
These insights are crucial for the effective engineering of
PEDOT NPs aimed at their integration into more complex
systems, as discussed earlier in the introduction. The set of
characterisation parameters described in this section provides
the critical insights needed to achieve this goal, and play a
crucial role in determining the therapeutic potential of PEDOT
NPs. Table 2 summarises the key parameters and their influ-
ence on the NPs’ behaviour in biological systems, thereby
affecting their effectiveness in cancer therapy.

The biodistribution, cellular uptake, and clearance of NPs in
the bloodstream are critically influenced by their physicochem-
ical properties, particularly their size. NPs smaller than 10 nm,
can be easily cleared by the kidneys, while larger NPs
(>200 nm) may be cleared by phagocytic cells in the reticu-
loendothelial system (RES).%* Accordingly, therapeutic NPs with
a size of <200 nm have longer circulation time in the blood-
stream. Additionally, therapeutic NPs in 10-200 nm size exhibit
enhanced tumour penetration due to the EPR effect and
because they cannot be recognised by the RES. However, larger
NPs may offer increased drug loading capacity and higher
photothermal conversion efficiency, which can be advanta-
geous for certain therapeutic approaches.®*?

Extravasation, which is the first step for a circulating NP to
reach the target tissue,®* is also influenced not only by the size
of the NPs, but also by their shape. Small NPs generally pass
through capillary walls more easily than large NPs.? Larger NPs
are more likely to localise on the vessel walls, and non-spherical
(ellipsoids, discoid shapes and nanorods with higher aspect
ratios) particles exhibit better margination.®* Furthermore, rod-
shaped NPs present enhanced tumour endosomal uptake than
NPs of other shapes, suggesting that these NPs may be under-
stood by immune system cells as rod-shaped bacteria.®®

The surface charge of NPs affects their interaction with
biological membranes, cellular uptake, and biodistribution.
Positively charged NPs demonstrate increased cellular uptake
due to electrostatic interactions with negatively charged cell
membranes. However, this can also lead to non-specific inter-
actions and a higher immune response compared to neutral or
negatively charged NPs.®® Positively charged NPs are generally
most rapidly cleared, followed by negatively charged NPs, while
neutral and slightly negative NPs have the longest half-lives in
circulation, because they can reduce protein adsorption.® This
phenomenon of non-specific adsorption of serum proteins
forms a corona on the NP’s surface, which can alter their
physicochemical properties and reduce therapeutic efficacy.
Specifically, studies report significantly larger amounts of
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Table 2 Influence of characterisation parameters on therapeutic potential of PEDOT NPs
Parameter Impact on therapeutic potential Measurement techniques
Size Smaller size (10-200 nm) - Enhanced tumour penetration - DLS
- Improved cellular uptake - TEM
- Longer circulation time - SEM
Larger size (>200 nm) - Potential for faster clearance
- Increased drug loading capacity - DLS
Shape Spherical - Uniform cellular uptake - TEM
Rod-like - Better margination - SEM
- Enhanced tumour penetration - AFM
- Higher protein corona formation
Surface charge Positive - Increased cellular uptake - Zeta potential measurement (DLS)
- Potential for non-specific interactions
Negative - Longer circulation time
- Reduced non-specific interactions
Neutral - Reduced protein adsorption
- Improved stealth properties
Functionalisation PEGylation - Enhanced circulation stability and time - FTIR
- Reduced immunogenicity
Targeting ligands - Improved tumour-specific accumulation - XPS
- Enhanced cellular internalisation
Stimuli-responsive moieties - Controlled drug release - NMR
- Improved therapeutic efficacy
Thermal Stability Higher stability - Sustained performance during PTT - TGA

- Improved safety profile

Conductivity Higher conductivity

drug delivery

- Enhanced photothermal conversion
- Improved potential for electrically-triggered

- Four-point probe method
- Dielectric spectroscopy

- Improved potential for electrotherapy

Abbreviations: AFM - atomic force microscopy; DLS - dynamic light scattering; FTIR - Fourier-transform infrared spectroscopy; NMR - nuclear
magnetic resonance; SEM - scanning electron microscopy; TEM - transmission electron microscopy; TGA - thermogravimetric analysis; XPS — X-ray

photoelectron spectroscopy.

protein attaching on the rod-like particles compared to the
spheres.®”

Functionalisation of PEDOT NPs offers opportunities to
enhance their therapeutic potential. Surface modification of
NPs with long-chain polymers such as polyethylene glycol (PEG)
reduce the interactions with phagocytic cells of the RES, and
minimise non-specific protein absorption onto the NP surface.®
Therefore, PEGylation increases the circulation time while
shielding the NP surface from enzymes and antibodies that
may prompt degradation, secretion and clearance.®*® Addition
of targeting ligands (e.g., antibodies, peptides) can improve
tumour-specific accumulation and cellular internalisation.
Incorporating stimuli-responsive moieties (e.g., pH-sensitive,
redox-sensitive) enables controlled drug release and can signifi-
cantly improve therapeutic efficacy.®

PEDOT NPs’ thermal stability is important for PTT, ensur-
ing that their structural integrity and performance is main-
tained for consistent therapeutic efficacy/safety. Conductivity,
ultimately one of the main properties of PEDOT, is not only
a significant factor for efficient photothermal conversion,
but it is also essential for potential application of these
NPs for electrically-driven drug delivery, as well as potential
applications for electrotherapy, paving the way for dual-mode
cancer therapies. Therefore, optimising these key parameters
will be critical for PEDOT NPs’ in vivo efficacy, versatility and
overall effectiveness for cancer therapy, and thus should
be taken into consideration for the design and synthesis of
these NPs.

© 2024 The Author(s). Published by the Royal Society of Chemistry

2.2.1. Morphological characterisation. The size, shape,
diameter distribution, and degree of aggregation of NPs are
crucial factors influencing their properties and usability.
Hence, their characterisation holds fundamental significance.
In the domain of NP morphological analysis, two primary
methods are employed. The first approach entails several
microscopy analyses, including transmission or scanning elec-
tron microscopy (TEM, SEM), and atomic force microscopy
(AFM).*® On one hand, SEM scans the surface of the dried
and sputter-coated sample with high-energy electron beams
and produces high resolution images with a scale down to the
10-20 nm range.’ On the other hand, to obtain sub-nanometre
imaging resolution, the preferred microscopy technique is
TEM, which involves passing a focused electron beam through
the NPs, which may just be dispersed on a grid, or may need
more intensive preparation, such as be thinly sectioned or
stained with heavy metal salts to enhance contrast. In TEM,
the electron beam interacts differently with the NP core and its
surrounding environment, creating a high-resolution detailed
image. In a surface analysis technique, using a scanning probe
tip and resolution that goes down to the nanoscale, AFM scans
the surface topography. It can be applied to measure the
surface roughness and visualise the surface texture of the
material.”®

The second approach relates to NP stability in solution,
thus, not requiring sample drying. Dynamic light scattering
(DLS) is used to determine the hydrodynamic size of NPs
in solution by measuring time-dependent fluctuations in
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scattered light intensity.”" The obtained diameter values repre-
sent the particle and its surrounding solvent molecules, often
yielding larger values due to this measurement. Due to its
limitation in measuring the effective particle size, DLS serves
mainly as a preliminary or reference method, often preceding
microscopy examinations.

Regarding PEDOT NPs, studies in the literature focused
mainly on the use of SEM/TEM and DLS to determine their
diameters, which ranged between 30 and 400 nm, depending
on the technique used. It was observed that, as expected, the
diameter of the NPs determined by DLS was higher than that
determined by SEM by approximately two-fold, as it can be seen
in Table 1. The SEM and TEM images also allowed the visua-
lisation of a typical spherical morphology of the PEDOT NPs in
most studies.*”*961:62:68:69.71,7275 Thig implies that, in contrast
to NPs with a rod-like shape, the great majority of NPs synthe-
sised using the methods described above will exhibit less
extravasation but less formation of protein corona when
employed in in vivo experiments. Drug delivery studies using
these NPs also reported an increase in the size of the loaded
NPs due to the encapsulation of the drugs.>*>*>77392

Paradee et al.*® studied the effects of the oxidising agents
and surfactants on the resultant PEDOT NPs sizes and
morphologies. Based on this study and the results of the other
studies discussed in Section 2.1, it is possible to state that
increasing oxidant concentrations (particularly APS) lead to a
decrease in the NP size. This effect is a result of the oxidising
agent concentration having an impact on the initiation of the
polymerisation and, consequently, leading to the formation of
more active sites of the EDOT cations (Fig. 2). This leads to
higher electro-repulsive forces between PEDOT polymeric
cation radicals, and higher rate of polymerisation, thus result-
ing in smaller particle sizes.*® Surfactant concentrations have
an interesting effect on particle size because, at concentrations
below the critical micelle concentration (CMC, 0.29 x 10> M),
PEDOT NPs appear larger and in a globular form due to the lack
of micelles. Smaller PEDOT particles are produced when poly-
merisation within the micelle core takes place at concentra-
tions higher than the CMC. However, when the concentration
of surfactant increases further, PEDOT particles agglomerate as
a result of micellar fusion, producing PEDOT NPs that are
larger in size and take the form of globular clusters.*>*' Overall,
one can conclude that for achieving PEDOT NPs with optimal
size, the selection of appropriate surfactant and reaction initia-
tors are key parameters to take into consideration.

The zeta ({)-potential is a measure of the effective electric
charge at the surface of the NPs, and quantifies the charge
stability of the colloidal particles, providing information about
their tendency to aggregate or to remain discrete.?® In general, a
{-potential above 25 mV (absolute value) indicates that the
electrostatic repulsive forces exceed the attractive steric forces,
implying colloidal stability, and the system is kept in a rela-
tively stable dispersed state.”” The results of this measurement
for the PEDOT NPs formulated in the studies listed in Table 1
and subsequent studies based on them revealed the synthesis
of stable dispersed NPs in solution. Moreover, it is evident that
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in most formulations the PEDOT NPs exhibit a negative surface
charge >>>2765°68.73 This negative charge is crucial for main-
taining colloidal stability and effective biodistribution due to
longer circulation time, as indicated by the influence of surface
charge on therapeutic potential in Table 2. In the case of synthesis
in a bi-organic medium, the NPs show a positive surface charge of
+33 mV.”? This shift is likely due to the adsorption of positively
charged ions or molecules from the bi-organic medium onto the
surface of the NPs. The positive surface charge can influence
interactions with biological membranes and cells, potentially
enhancing cellular uptake, thus affecting the therapeutic potential
as also summarised in Table 2.

2.2.2. Structural analysis. Chemical identification and
assessment of PEDOT polymer chain structure relies on vibra-
tional spectroscopies like Fourier-transform infrared (FTIR),
Raman, and ultraviolet-visible (UV-Vis) spectroscopy.

FTIR spectroscopy involves irradiating the sample with
infrared radiation (12500 to 10 cm™ '), with the absorbed
radiation being converted into rotational or vibrational energy.
FTIR is a crucial technique for chemical identification since it
produces a spectrum with wavenumber that typically ranges
from 4000 to 400 cm ™', representing the molecular fingerprint
of the sample.”® Changes in the characteristic absorption band
pattern point to a modification in the composition of the
material. Thus, FTIR is particularly useful for confirming
successful surface modifications.

In the FTIR spectrum of PEDOT NPs obtained using different
synthesis conditions, key characteristic peaks corresponding
to the PEDOT structure were observed. The vibrational bands
around 1500-1400 cm™ ' originated from the C-C or C=C
stretching of the quinoidal structure of the thiophene ring and
the stretching of the thiophene ring, respectively. Peaks from
1200-1000 cm ™" are associated with C-O-C vibrations of the
ethyleneoxy groups. The peaks of the C-S bond in the thiophene
ring were observed from 680-950 cm ™. Additional smaller peaks
between 2800 to 3000 cm™ ' were present when the NPs were
obtained using a surfactant. These peaks correspond to the
aliphatic C-H stretching mode depending on the long alkyl tail
of the surfactant (e.g. DBSA).>*?27:49,60,06,6869,72.94 ywhen ysing
APS as oxidant, the presence of a peak around 1680 cm ™’
indicates the presence of a carbonyl group, which is associated
with a side reaction like overoxidation, since APS is a strong
oxidant.*' Additionally, in PEDOT NPs formulated with H,0,, a
broad band in the range of 3300-3000 cm ™" is present, referable
to the hydroxyl groups in the polymer chains.*” FTIR can also be
employed for confirming the success of the drug loading process
on PEDOT NPs. For instance, the characteristic curcumin (CUR)
bands, which are identified at 3506 cm ' (OH), 1594 cm*
(C=0) and 1269 cm " (enol C-0), were detected in the spectra
of PEDOT/CUR NPs.** The spectra of PEDOT NPs loaded
with pyrimethamine (PYR) presented the bands associated with
both PEDOT NPs and free PYR, attributed to the -NH, group
(3443 cm ' and 3261 cm™') and the C=N group (between
1681-1409 cm ') stretching vibration.>>

Raman relies on inelastic scattering of monochromatic light
rather than mid-IR light absorption as in FTIR, and this
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technique also identified characteristic ring and inter-ring
vibrations in the range of 1500-500 cm ™. Transition intensities
provide indications of effective conjugation and doping
levels.>**7%75 The Raman fingerprints of PEDOT NPs appear
at 992 cm™ %, 1259 ecm ™Y, 1368 cm ™}, 1424 cm ™' and 1495 cm ™Y,
which have been related to the oxyethylene ring, C,-C, inter-
ring stretching, Cg=Cp stretching, symmetric C,—~Cg stretching
and asymmetric C,~Cjp stretching vibrations, respectively.**
Increasing the amount of neutral n-bonds in the polymer back-
bone results in a high Raman signal. Thus, higher doping levels
induce more charge carriers that shield the overall Raman
scattering efficiency, thus reducing Raman peak intensities in
the spectrum. Additionally, the Raman bands exhibit a small
downshift to lower energies as doping helps promote quinoid
resonance forms."” For instance, Raman spectra of PEDOT NPs
synthesised with different concentrations of Fe(OTs); showed no
Raman signal at low Fe(OTs); concentrations, indicating a low
polymerisation degree. At higher Fe(OTs); concentrations, the
Raman signal decreases due to a higher doping level of the final
material. Additionally, the intensity of the Raman signal decreases
in the presence of H,0,, corresponding to a reduction in the
number of neutral n-bonds along the polymer backbone, and a
shift in the signal related to asymmetric C—C stretching is
observed. This shift indicates a decrease in electrical conductivity,
attributed to changes in the conjugation of the PEDOT chains.”’

In UV-Vis spectroscopy, the intensity of a UV-Vis light beam
is measured both before and after it passes through the sample,
which is positioned between a light source and a photodetector.
The sample’s maximum absorption level determines the plotted
wavelength.®® The maximum absorption peak of PEDOT is in the
800-1000 nm range and is related to the polaronic and bipolaro-
nic oxidised states. The peak position and intensity are positively
correlated with the doping level of PEDOT. Generally, neutral
PEDOT presents a broad absorption peak with lower intensity in
the visible light region (400-600 nm), corresponding to the n—m*
transition.?>?*4766727375  Higher concentrations of Fe(OTs);
cause an increase in absorption related to the polaronic and
bipolaronic states (800-1000 nm), while lower concentrations
cause an increase in absorption linked to the neutral n-bonds.*
UV-Vis spectra of PEDOT NPs synthesised with varying volumes of
H,0, show high oxidation levels in the polymer chains, evidenced
by the absorption of oxidised states. However, the absorption
related to the conjugated neutral n-bond decreases with more
H,0,. This is likely because the radicals in the conjugated
n-system interact with *OH radicals from H,0,, bonding to the
polymer backbone and breaking the conjugation, which signifi-
cantly reduces electrical conductivity by hindering charge propa-
gation along the polymer chains.*”

Moreover, UV-Vis spectroscopy is essential for characterising
the optical properties of PEDOT NPs, which are crucial for their
application in PTT. The absorption spectrum not only confirms
the presence of PEDOT but also provides information on the
NPs’ ability to absorb light in the NIR region. This is explored
in more detail in Section 3.1.

Complementary to the vibrational characterisation of the
molecular structure, X-ray diffraction (XRD) provides information

© 2024 The Author(s). Published by the Royal Society of Chemistry

View Article Online

Review

on chain order, by evaluating the crystalline structure. This
technique displays diffraction intensity over a range of angles,
with peaks at specific 20 values being related to lamellar sheet
packing distances and n-r interchain stacking distances.®® The
use of dopants and polymerisation conditions impact relative
peak intensities and degree of crystallinity. The diffraction
peaks of PEDOT NPs at 20 of approximately 7°, 12°, and 18°
correspond to a system in which the interchain packing is along
a pseudo-orthorhombic a-axis. The sharper diffraction peak at
260 of approximately 6° represents the interchain planar ring-
stacking distance.*>°*®*"> Higher order in the PEDOT NP
structure is induced by increasing the doping level with increas-
ing oxidant concentration, namely APS. Additionally, the
presence of surfactants reduces the degree of crystallinity of
PEDOT NPs. Compared to PEDOT synthesised using DBSA, the
diffraction peak of PEDOT generated using SDS is sharper. This
effect is due to the bulky benzene ring structure of the DBSA
causing PEDOT to have a more amorphous structure.***®

2.2.3. Surface chemistry. Focusing on the surface chemical
composition and electronic state, X-ray photoe