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Gene therapy is a promising disease treatment approach by editing target genes, and thus plays a funda-
mental role in precision medicine. To ensure gene therapy efficacy, the effective delivery of therapeutic
genes into specific cells is a key challenge. Electroporation utilizes short electric pulses to physically break
the cell membrane barrier, allowing gene transfer into the cells. It dodges the off-target risks associated
with viral vectors, and also stands out from other physical-based gene delivery methods with its high-
throughput and cargo-accelerating features. In recent years, with the help of advanced micro/nano-
technology, micro/nanostructure-integrated electroporation (micro/nano-electroporation) techniques
and devices have significantly improved cell viability, transfection efficiency and dose controllability of the
electroporation strategy, enhancing its application practicality especially in vivo. This technical advance-
ment makes micro/nano-electroporation an effective and versatile tool for gene therapy. In this review,
we first introduce the evolution of electroporation technique with a brief explanation of the perforation
mechanism, and then provide an overview of the recent advancements and prospects of micro/nano-
electroporation technology in the field of gene therapy. To comprehensively showcase the latest develop-
ments of micro/nano-electroporation technology in gene therapy, we focus on discussing micro/nano-
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electroporation devices and current applications at both in vitro and in vivo levels. Additionally, we outline
the ongoing clinical studies of gene electrotransfer (GET), revealing the tremendous potential of electro-
poration-based gene delivery in disease treatment and healthcare. Lastly, the challenges and future direc-
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1. Introduction

Gene therapy, as a highly promising emerging therapeutic
approach, combines the applications of modern molecular
biology techniques and precision medical engineering.'” Its
earliest concept involves the introduction of DNA fragments
containing normal gene sequences into cells to correct gene
sequences at mutation sites or insert normal gene sequences
at gene deletion sites, ultimately achieving the goal of treating
genetic disorders.® Since the 1970s, gene therapy techniques
have steadily advanced, particularly in the development of viral
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and non-viral vectors, leading to the rapid progression of
numerous gene therapy strategies into clinical phases.*”

Compared to viral vectors, non-viral vectors such as lipid
nanoparticles® and extracellular vehicles (EVs)” have advan-
tages in terms of simplicity, ease of large-scale production,
and low specific immune reactions. However, these conven-
tional non-viral vectors face challenges in delivery efficiency,
resulting in lower transient expression of transgenes.®®
Therefore, researchers in the field of gene therapy tend to
prefer the use of physically-based techniques that are simple
and efficient for gene delivery,'® such as electroporation,'*
microinjection,'> gene gun,"® sonoporation,"* etc. These
methods utilize physical means to open the cellular membrane
barrier and facilitate successful delivery of genetic material
into cells. Among various gene delivery methods, electropora-
tion has gained attention due to its effectiveness in delivering
genes with precision and efficiency.">™"”

Electroporation technology plays a crucial role in gene
therapy by temporarily permeabilizing the cell membrane
through the application of short electric pulses, opening paths
for the entry of therapeutic genes."”'® By applying an external
electric field, electroporation significantly enhances the
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efficiency of gene delivery into cells, enabling precise treat-
ment of specific cell types or tissues.'®?° Furthermore, by
selecting appropriate electric pulse parameters, the accuracy
and efficiency of gene delivery can be ensured while minimiz-
ing damage to the cells, providing a more reliable and effective
means for gene therapy.' %>

In recent years, the rapid advancement of nanotechnology
and micro/nano fabrication techniques has provided signifi-
cant impetus for the innovation of electroporation technology.
Researchers have achieved remarkable improvements in cell
safety and delivery efficiency by finely tuning the parameters
of electric pulses and developing highly biocompatible
nanoplatforms.****** It is worth mentioning that the appli-
cation scope of electroporation technology has expanded from
its initial success in in vitro cell studies to targeted therapy
in vivo, demonstrating its wide potential and immense value in
the field of gene therapy.'”*72°

In this review, we delve into the latest research achieve-
ments and prospects of micro/nano-electroporation technology
in the field of gene therapy. Firstly, we provide a concise over-
view of the working principles and classifications of micro/
nano-electroporation technology, laying the foundation for
subsequent analysis and discussions. To comprehensively
showcase the recent advancements of micro/nano-electropora-
tion technology in the field of gene therapy, we extensively
present the devices and practical applications of micro/nano-
electroporation techniques at both the in vitro and in vivo
levels. These examples not only demonstrate the technological
advancement and practicality but also provide valuable refer-
ences for future research endeavors. In addition, we have com-
prehensively reviewed the preclinical research status of micro/
nano-electroporation technology, revealing its tremendous
potential in disease treatment. Furthermore, we have acknowl-
edged the challenges currently faced in this field and con-
ducted in-depth analysis and prospects for future develop-
ment. This review aims to assist biomedical researchers in
gaining a comprehensive understanding of the latest advance-
ments and prospects of micro/nano-electroporation techno-
logy, thereby better exploring, and harnessing the potential of
this technique. We anticipate that micro/nano-electroporation
technology will play a greater role in the field of gene therapy,
providing new ideas and strategies for disease treatment.

2. Overview of micro/nano-
electroporation
2.1. Working principle

Electroporation, also known as electropermeabilization or elec-
trotransfection, involves the application of high-intensity elec-
tric fields to cells, resulting in the formation of transient small
pores in the cell membrane, thereby significantly enhancing
its permeability.”’>° This phenomenon enables the successful
transfer of charged molecules that are typically unable to pass
through the cell membrane under normal conditions, such as
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nucleic acids,!*3%3! 32,33 3435 and

36738 into the cells.

proteins, carbohydrates,
dyes,

Mechanistically, when an external electric field is applied to
a cell (Fig. 1a), it causes differential potential changes on the
two sides of the cell membrane, resulting in an induced mem-
brane potential difference.>® When the intensity of the applied
electric field is high enough, causing the induced membrane
potential to counteract the resting membrane potential, the
normal structure of the phospholipid bilayer is temporarily
disrupted, forming hydrophilic pores in the cell membrane.
This critical level of transmembrane potential is considered
the threshold voltage for electroporation, which is typically
0.2-1 V depending on the cell types.***> Once the membrane
phospholipids rearrange, exogenous macromolecules (e.g,
plasmids) can then enter the cell through these open channels
under the electrophoretic acceleration enabled by the electric
field. This cargo-accelerating feature, in addition to membrane
perforation, allows electroporation to further stand out from
other gene delivery methods.*®****

2.2. Technical evolution in electroporation

In recent years, with the assistance of nanotechnology and
micro/nano fabrication techniques, electroporation technology
has made significant advancements. From the improvement of
bulk electroporation (BEP) to microscale electroporation (MEP)
and the emergence of nanoscale electroporation (NEP), these
developments have addressed the limitations of traditional
electroporation systems and achieved advantages such as safe
voltage, high cell viability, dose control and application
versatility.

2.2.1. Bulk electroporation (BEP). BEP is a widely used and
cost-effective technique that allows for the simultaneous elec-
troporation of many cells within a relatively short period of
time.”*>*** In typical BEP procedures, cargos to be delivered
are mixed in single cell suspension and loaded into a chamber
equipped with electrodes. Subsequently, a pulsed electric field
(typically with a strength of >600 V cm™") is applied, inducing
cell membrane electroporation and intracellular delivery of
cargos (Fig. 1b).'%1816

BEP finds extensive applications in gene transfection, cell
engineering, and other fields,”””*® providing a rapid and
efficient approach for high-throughput cell processing.
However, despite the various advantages of the BEP technique,
significant limitations remain. The high voltages required by
BEP systems present the most prominent issues. The heat gen-
erated and the pH changes caused by high voltages can lead to
decreased cell viability. More importantly, high voltage poses
significant hurdles in the in vivo study and translational devel-
opment of BEP techniques. Furthermore, in a BEP system,
electric field is applied over an environment that is magni-
tudes larger than cellular dimensions (and hence the name
“bulk”), resulting in non-uniform electric field distribution at
the individual cell level.>»*°">* With the assistance of micro/
nanostructures, decreasing the scale of the environment over
which the electric field is applied could be an effective solu-
tion to the above limitations.
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Fig. 1 Illustration of the mechanism and different configurations of electroporation. (a) Mechanistic illustration of the process of cell electropora-

tion. (b—d) 2D simulation of electric field distribution across the microenvironment of bulk electroporation (BEP) (b

),*% micro-electroporation (MEP)

(c),%” and nano-electroporation (NEP) (d).>° Reprinted with permission from ref. 10, © 2016 Elsevier; ref. 57, © 2022 Elsevier; ref. 59, © 2024 Elsevier.

Created with BioRender.com.

2.2.2. Micro-electroporation (MEP). MEP is a technique
that utilizes microstructure to achieve cell membrane electro-
poration for the introduction of exogenous substances into
cells.*®****> Compared to traditional BEP techniques, MEP
employs micro-electro-mechanical system (MEMS)-fabricated
or high-precision 3D printed microscale structures such as
microelectrodes and microchannels to apply electric field in a
microenvironment (Fig. 1c).**®” These structures typically
range from a few micrometers to a few hundred micrometers,
providing electric field with dimensions comparable to the
cell diameters. These localized electric fields act on cells in
a more precise and directional manner, inducing electro-
poration only in specific regions of the target cells, thus
enabling more efficient substance delivery than BEP
does.46,50,54,58

2.2.3. Nano-electroporation (NEP). NEP is a novel cell
transfection technique that utilizes nanochannels (nanopores)
typically ranging from tens to a few hundred of nanometers in
diameter to concentrate electric field and perforate cell mem-
brane at highly focalized points (Fig. 1d).>° Techniques
involved in fabricating the required nanostructures include
deep reactive ion etching (DRIE) for drilling nanochannels
through silicon wafers, and track etching and femtosecond
laser for creating nanopores in polymeric membranes.®>°" The
external electric field is concentrated through the nano-
structures and exerted on a pinpoint in the cell membrane
which is two magnitudes smaller in size than cellular dia-
meters. The finely controlled electrostimulation maximally
preserves cell membrane stability at locations other than the
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perforation, thus ensuring high cell viability. On the other
hand, due to their usually microscale length, the nanochan-
nels act as effective electrical resistances, causing drastic
voltage drop of the applied electric field. The voltage drop
effect of the commercial nanopore membranes typically
reduces electric field strength that is in the lower tens of volts
down to ~1 V, meeting the requirement of the threshold trans-
membrane potential for cell membrane disruption. This
feature not only endows the applied electric field with controll-
ability and safety, but also significantly enhances the electro-
phoretic effect on charged molecules within the nanochan-
nels, enabling rapid intracellular transport of desired cargos
within microseconds.®>®* Therefore, compared to BEP and
MEP, NEP is able to deliver more molecules before the cell
membrane reseals and hence shows further advancement in
transfection efficiency.®*

In summary, the smaller the space to which an external
electric field is applied, the lower the strength of the electric
field is required for membrane perforation. This is how finer
electrode dimensions and nanostructure configurations rea-
lized by advanced nanotechnology and micro/nano fabrication
techniques help improve cell viability, controllability and
safety of electroporation methods. Therefore, NEP represents
the latest generation of electroporation approach, with advan-
tages including high safety, high precision, high efficiency,
and ease of control over the electrical parameters. With
ongoing technical advancements, the potential of NEP techno-
logy in biomedical research and applications will continue to
be explored and utilized.

This journal is © The Royal Society of Chemistry 2024
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3. Micro/na no-electroporation technical evolution, the adaptation of micro/nano-electropora-
. tion devices for high throughput cell processing in vitro still
system design

remains the major branch of electroporation application. The

The technical evolution from BEP to MEP and NEP entails that ~devices aimed at serving in vitro studies are typically silicon-
finer structure through which the electric field is manipulated based platforms equipped with arrays of nanostructures for

gives higher controllability over the electroporation process. pfocessing single cells.. The in vitr 0 environment allows.for
This not only enables the improvement of cell viability post- high levels of freedom in systerrT design, and thus the devices
electroporation in general, but also provides a more precise PresenFed below possess a wide range _ of nanostructures
tool for studying the optimal electrical parameters to ensure including nanometer-gapped electrode pairs, nanotubes pro-

high transfection efficiency in various types of cells and truding from the chip platform, and commercial track-etched
tissues. As a result, a variety of devices equipped with Manopore membrane.>**%> With these nanoscale structures
. )

micro/nanostructures have emerged over the past decade for to precisely manipulate how electric field is exerted on cells,
the in vitro or in vivo study of electroporation-based gene researchers are able to improve cell viability, delivery efficiency

delivery.?’-?° This section summarizes a few representatives of and dosage controllability substantially.®*®® These advance-
these micro/nano-electroporation devices ments demonstrate the potential applications of this techno-

logy in biomedical research and clinical treatment.

Santra et al.*® have designed a nano-localized single-cell
nano-electroporation (NL-SCNEP) platform equipped with an
Electroporation emerged as an in vitro intracellular delivery array of indium tin oxide (ITO) nanoelectrode pairs (Fig. 2a).
approach for macromolecules such as nucleic acids; with the Each pair of triangular tipped nanoelectrodes was fabricated

3.1. Invitro electroporation
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Fig. 2 Micro/nano-electroporation system for in vitro gene therapy. (a) Schematic diagram of the nano-localized single-cell nano-electroporation
(NL-SCNEP) chip.?® (b) Serially enlarged micrographs of the high-definition-electroporation (HD-EP) chip. The microelectrode arrays arranged in 16
clusters were fabricated with complementary metal oxide semiconductor (CMOS) technology (left). Each cluster contains 1024 individually addres-
sable titanium nitride microelectrodes that are sectioned to enable the implementation of 32 different electroporation conditions (right; the four
sections marked with different colors represent different electrode sizes, which is one of the five variant parameters).>® (c) Schematic diagrams of
the working electroactive nanoinjection (ENI) platform. Upon the application of external electric pulses, the Au-coated nanotubes cause the for-
mation of localized nanopores in the cell membrane, allowing desired cargos pre-loaded in the nanotubes to transfer intracellularly.®® (d) A sche-
matic cross-sectional view of the single living cell analysis (SLCA) nanoplatform housing one cell per well.®® (e) Schematic diagram and photograph
of the multi-functioning live-cell analysis device (LCAD).”® Reprinted with permission from ref. 23 © 2020 the Royal Society of Chemistry; ref. 56 ©
2022 Elsevier; ref. 69, © 2023 Nature; ref. 65, © 2021 American Chemical Society; ref. 70 © 2022 American Chemical Society.
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by etching an “X” through a single ITO line with the focused
ion beam (FIB) technique. The nanoelectrodes each has a tip
diameter of 40 nm and the gap between the tips is 70 nm.
When a 6 V external electric field is applied through the nano-
gap onto the cell membrane, the induced transmembrane
potential reaches as high as 2.4 V, sufficiently surpassing the
threshold voltage for electroporation. The ITO lines are 10 pm
apart, and thus the single cells seeded on the platform may be
electroporated at one or multiple sites. With this precise
system, Santra and colleagues were able to analyze the tem-
poral and spatial dosage accumulation in single cells by
second post delivery, and thereby precisely examine the deliv-
ery effects resulting from different electric pulse parameters.
From their systematic experimental results, the authors not
only concluded that higher voltage and longer pulse duration
could result in more/larger pores in the membrane and hence
faster intracellular delivery, but also determined the optimal
electrical parameters for 4 different types of cells. Specifically,
for CL1-0 cells, the NL-SCNEP platform achieved 96% transfec-
tion efficiency while maintaining 98% cell viability with the
application of a 6 V, 20 ms single pulse.

Duckert et al.>® fully leveraged the multiplexing capability
of a multiple-microelectrodes array (MEA) chip for high-defi-
nition-electroporation (HD-EP) (Fig. 2b). The subcellular-sized
(ranging from 8.75 to 121 um?) microelectrodes are fabricated
with complementary metal oxide semi-conductor technology
and over 4000 of them are densely arrayed into 16 clusters
(~0.23 mm?® each) on a single HD-EP chip. Most importantly,
the microelectrodes are individually addressable, allowing
them to be used in parallel to screen up to 32 different electro-
poration conditions simultaneously for the optimal electrical
parameters for hard-to-transfect cells such as sensitive primary
fibroblasts. The relationships between electroporation para-
meters and intracellular delivery efficiency or cell survival rate
were then modeled by multiple linear regression using quanti-
tative delivery results from experimental conditions with
100 mV- and 100 ps-level differences. The best fitting model
for predicting delivery efficiency confirmed the major contri-
buting roles of pulse amplitude and duration among the five
variant parameters examined by the authors, which both
showed positive linear effect on delivery efficiency. Among the
other three parameters, pulse number showed a subtle enhan-
cing effect on delivery efficiency; electrode size presented a
negative quadratic effect with the optimal size being 80 pm?
under the chip setting, and pulse symmetry demonstrated
better than asymmetry. However, the model for predicting cell
survival rate presented contrary trends: both pulse amplitude
and electrode size showed negative effect on post-delivery cell
viability, and symmetric pulses showed more cytotoxicity than
asymmetric ones. These opposing trends by the two models
imply an inevitable compromise between cell viability and
delivery efficiency when selecting electroporation parameters.
Based on these models, Duckert and colleagues were able to
apply the optimal electroporation parameters on primary
human fibroblasts and achieved >81% mRNA transfection
efficiency while maintaining 93% cell survival rate. This ~75%
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transfection yield (transfection efficiency x cell survival rate)
makes HD-EP one of the most efficient single-cell transfection
technologies with significantly better performance than com-
mercial electroporators on primary cells. This system allows
researchers to quickly screen out the optimal electroporation
parameters for different types of cells and molecules in a high-
throughput manner, which bears immense potential in drug
screening and genetic studies, providing new technical
support for the development of these fields.

Shokouhi et al.®® proposed an innovative non-viral, low-
pressure, and reusable electroactive nanoinjection (EIN) plat-
form based on vertically aligned conductive nanotubes design
(Fig. 2c). This platform demonstrated its remarkable capability
for localized and efficient delivery of various substances
including antibodies, mRNA, and plasmid DNA into mouse
fibroblast cells while maintaining over 90% cell viability post-
delivery.

Our team® has developed a novel high-throughput single
living cell analysis (SLCA) platform utilizing NEP technology
(Fig. 2d). The core advantage of this platform lies in its ability
to efficiently electro-deliver multiple Domino-probes (reporter
DNA probes that give off fluorescent signals in the presence of
target RNA) into single cells, enabling the precise detection of
gene mutations at single-cell level. The SLCA platform also
incorporates a vacuum-based advanced device specifically
designed to efficiently load cells into the microwells, which
reached >85% loading efficiency for three different cell lines.
Moreover, the SLCA platform achieves delivery efficiency and
cell viability both exceeding 90%, indicating its suitability for
analyzing genetic mutations and drug resistance in living
cells.

Patino et al’® reported a multimodal live-cell analysis
device (LCAD), in a microarray format that utilizes localized
electroporation to achieve reversible perforation of cell mem-
branes for the delivery of exogenous substances or the
sampling of intracellular contents (Fig. 2e). Meanwhile the
platform’s localized electroporation mechanism is non-
destructive and enables multiple stimulation and time-depen-
dent molecular sampling of living cells, providing new possibi-
lities for the study of dynamic cellular processes. The emer-
gence of this groundbreaking platform not only provides
powerful technical support for live cell analysis but also sig-
nificantly enhances the accuracy and efficiency of the analysis.

In summary, micro/nano-electroporation devices hold a sig-
nificant position in the field of ex vivo gene therapy. They not
only greatly enhanced the efficiency and precision of gene
therapy, but also drove innovation and development in related
technologies. Moreover, they play a crucial role in improving
treatment safety and controllability. Therefore, research and
application of micro/nano-electroporation devices have pro-
found significance for the advancement of the field of gene
therapy.

3.2. Invivo electroporation

Traditional gene therapy often involves manipulating cells
ex vivo and then reintroducing the modified cells back into the

This journal is © The Royal Society of Chemistry 2024
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body. However, this method needs to be improved in terms of
operational procedures and immune rejection, which makes
more and more researchers tend to choose the method of
direct in vivo gene therapy, in order to obtain more direct and
efficient treatment effects.”*”* In vivo micro/nano-electropora-
tion devices allow for direct gene manipulation of cells within
the body, avoiding the cumbersome process of ex vivo cultiva-
tion and significantly improving treatment efficiency.
Furthermore, by performing the manipulation directly in vivo,
the devices reduce the potential for cell mutations and con-
tamination that may occur during ex vivo cultivation, thereby
enhancing the safety of the treatment.”> Kougkolos et al.”®
creatively invented a conductive nanocomposite hydrogel. This
hydrogel incorporates conductive carbon nanotubes into a
highly hydrophilic and biocompatible agarose polymer matrix,
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serving not only as a drug reservoir but also as an electrode for
applying electric pulses to the skin (Fig. 3a). They comprehen-
sively evaluated the effects of skin electroporation and drug
delivery using a multi-scale approach. During the electropora-
tion process, they performed real-time electrical measure-
ments, conducted systematic numerical simulations, and vali-
dated them with fluorescent molecule transfer. Firstly, they
applied pulse electric fields and precisely measured changes
in skin resistance before, during, and after pulse application.
Subsequently, they used this data to fine-tune the numerical
model of the system. Finally, they compared the model with
transdermal delivery of fluorescent molecules. By utilizing
fluorescent moieties with different properties, they success-
fully identified the threshold for disrupting the skin barrier
function (300 V). This series of operations not only improved
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Fig. 3 Micro/nano-electroporation system for in vivo gene therapy. (a) Cascade layers view of the nanocomposite hydrogel drug delivery system
and the numerical simulation of electric field distribution during the application of an electric pulse of 50, 100 or 300 V.”* (b and c) Schematic
diagram of the rolling microneedle electrode array (ROMEA) and its exploded view. Microneedle blades are alternately connected to anode (red) and
cathode (black).”* (d) Schematic illustration of the tissue nano-transfection (TNT) device at work. The nanochannels for electroporation are 500 nm
in diameter.”? (e) Fully implantable, biodegradable, self-powered dual electrostimulation E-bandage for intestinal wound healing.”® Reprinted with
permission from ref. 73, © 2024 Elsevier; ref. 74, © 2021 Elsevier; ref. 72, © 2017 Nature; ref. 75, © 2024 Nature.
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the accuracy and reliability of the evaluation but also provided
strong support for further optimizing electroporation tech-
niques and drug delivery strategies.

Traditional gene therapy often exhibits certain differences
in different cell lines, and its operational process is subject to
many constraints, which undoubtedly increases the uncer-
tainty and complexity of treatment. In contrast, in vivo micro/
nano-electroporation devices can overcome these limitations,
allowing gene therapy to be applied to a wider range of cell
types and diseases.>”!

Yang et al”* combined rolling microneedles with electro-
poration chips to propose a new type of rolling microneedle
electrode array (RoOMEA) (Fig. 3b and c). The significant advan-
tage of ROMEA is that it can simultaneously apply an electric
field during the rolling process, enabling continuous delivery
of siRNA to the target tissue and flexibly adapting to the mor-
phology of different target tissues. In addition, the device uses
parallel blades with a microneedle array on the edge as electro-
des, effectively penetrating the high-resistance stratum
corneum, clearing the path for subsequent delivery. It is worth
mentioning that the height of the microneedle electrodes is
precisely controlled at 500 micrometers, and the spacing
between adjacent anodes and cathodes is 700 micrometers,
which can generate a sufficient electric field under the skin to
achieve efficient transfection at low voltage. Compared with
traditional electroporation methods, ROMEA exhibits greater
clinical application potential with its minimally invasive,
large-area  synchronous rolling and electroporation
characteristics.

Gallego-Perez et al.”” developed a tissue nano-transfection
(TNT) device for the topical delivery of plasmids. By applying

L7
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high-intensity electric fields to aligned nanochannels, they
achieved localized and controllable delivery of reprogramming
factors into the skin tissue (Fig. 3b). This innovative approach
improves the precision and efficiency of delivery. Our team has
developed a self-powered electronic bandage that can be pre-
cisely applied for targeted gene electroporation and electrical
stimulation of intestinal wounds in vivo.”> The device is made
of flexible and biodegradable materials, and its unique dual
electrical stimulation mechanism significantly promotes the
healing process of intestinal wounds (Fig. 3d). Specifically,
pulsed electrical stimulation can induce electroporation of epi-
thelial cells, thereby stimulating the expression of healing
factors such as epidermal growth factor. At the same time,
direct current stimulation further promotes the secretion of
healing factors from transfected cells, creating a powerful
synergy for healing. The electronic bandage exhibits high
transfection efficiency and cell viability in intestinal epithelial
cells, effectively promoting the expression of epithelial growth
factors during surgery. It is worth mentioning that the self-
powered primary battery of this electronic bandage consists of
magnesium and molybdenum microelectrodes, achieving self-
sufficiency in energy supply and facilitating the extracellular
secretion of healing factors. What is even more exciting is that
once the wound healing is complete, the electronic bandage
can naturally degrade within the organism, eliminating the
need for secondary surgical removal.

Despite the diverse form of presentation of the micro/nano-
structures for enhancing electroporation performance
(Table 1), the common goals in technical innovation include
the simplification of system design, the standardization and
automation of device fabrication, and the reduction of device

Table 1 Summary of recently reported micro/nano-electroporation systems with operational information

Micro/nano structure dimensions Electrical parameters Cell type Ref.

An array of triangular shape ITO nano-electrodes with a 70 nm gap 6V, 20/40 ms, 2/3 pulses CL1-0 cells, AGS cells, HCT-8 23
cells, HeLa cells

Three nanochip units on one chip (76 mm x 26 mm). Each unit was 10V, 200 pulses H1975, A549, HCC827 65

patterned with 10 000 microwells on the polycarbonate

nanomembrane

16 000 individually addressable and densely packed (>4000 electrodes 610 symmetric pulses with Human dermal fibroblasts 56

per mm?) microelectrodes 1.22 V amplitude, 1.87 ms

Inner/outer diameter 300/500 nm, height 2 pm, and pitch 5 pm, 10V, 400 ps, 20 Hz, 600 GPE-86 mouse fibroblast cells 69

evenly distributed within a 3 mm x 3 mm region cycles

A PDMS microfluidic channel layer used for cell seeding and 30V, 400 pulses, 20 Hz HelLa cells 70

introduction of media and reagents, an array of through-hole PDMS

culture wells (n = 400 wells) used to isolate small populations of cells,

a nanochannel polycarbonate membrane employed to confine the

electric field during pulse application

Functions both as a reservoir for a drug and an electrode for the 300V, 20 ms,1Hz Mouse skin cells 73

application of electrical pulses to the skin, by incorporating CNTs into

a hydrophilic and biocompatible agarose polymer matrix

Arrays of ~400-500 nm channels were first defined on the surface ofa 250V, 10 ms, 10 pulses Mouse skin cells 72

200 pm thick double-side polished silicon wafer using projection

lithography and DRIE

The length (height) of the exposed microneedle electrode was only 50V, 10 electric pulses Mouse skin cells, CT26 cell 74

500 pm, and pitch between the adjacent anode and cathode was (10 ms duration and 1 s

700 pm interval)

Microelectrode pair (finger width, 200 um; finger gap, 300 pm) 30V, 1 ms, 100 pulses Caco-2 cells, smooth muscle 75
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cost. These underlying principles could largely improve the
practicality of micro/nano-electroporation devices, ensuring
consistent delivery of therapeutic results and reducing the risk
of inconsistent treatment effects due to operational differ-
ences. These advanced micro/nano-electroporation devices
also bear the potential to reduce the cost of gene therapy
besides improving its safety and efficiency, allowing more
patients to benefit from this effective but costly clinical treat-
ment option.

4. The application of micro/nano-
electroporation in gene therapy

With the advanced system designs incorporating micro/nano-
structures, electroporation technology has found more appli-
cation in the field of gene therapy. The following section
focuses on summarizing the gene delivery and therapeutic
results achieved by electroporation-based gene therapy, includ-
ing, but not limited to those conducted with the devices men-
tioned above.

4.1. Invitro gene therapy

4.1.1. Adoptive immunotherapy. Adoptive immunotherapy
is a therapeutic approach that utilizes the immune system
tissues or cells from healthy individuals or the patient’s own
body to treat diseases. This treatment method involves the col-
lection, isolation, ex vivo expansion, and screening of immune
cells, which are then reintroduced into the patient’s body to
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enhance their own immune response and treat various
diseases.”®””

In addition, adoptive immunotherapy can be further cate-
gorized into various types, including engineered T cell receptor
therapy, chimeric antigen receptor T cell therapy, natural killer
cell therapy, and more. These therapies involve modifying
immune cells to enable them to recognize and attack tumor
cells with greater precision, thereby improving treatment
outcomes.”®”® However, the modification of immune cells still
heavily relies on viral methods, posing safety risks.*® On the
other hand, T cells and NK cells are notoriously difficult to
transfect, and current transfection methods have limitations
in terms of efficiency.*"® Our team®® reported an innovative
and scalable 3D NEP system capable of large-scale transfec-
tion, which demonstrated remarkable non-viral cell transfec-
tion ability in adoptive immunotherapy. The system utilizes
positive dielectrophoresis (DEP) technology to precisely posi-
tion cells on nanochannels, thereby achieving high-efficiency
transfection. To further validate its clinical potential, the
researchers tested the system’s application in transfecting
natural killer cell suspensions and plasmids encoding chi-
meric antigen receptors (CARs). The results showed a signifi-
cant improvement in CAR transfection efficiency using the
DEP-NEP system, while effectively maintaining cell viability
(Fig. 4a and b). Si et al.® ingeniously utilized the bacterio-
phage coat protein MS2 to successfully load specific mRNA
into exosomes and validated the successful translation of
these encapsulated mRNA molecules into functional proteins
within recipient cells. By innovatively fusing CD3/CD28 single-
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Fig. 4 The application of micro/nano-electroporation in adoptive immunotherapy. (a) Scanning electron micrographs (SEM) of the nanochannels
and microreservoirs of the 3D dielectrophoresis—nanoelectroporation (DEP—-NEP) system. Scale bars: 500 pm (left), 500 nm (right). (b) Comparison
of delivery efficiency (left) and cell viability (right) between BEP and NEP 10 h after CAR plasmid transfection into natural killer cells (***p < 0.005,
**p < 0.01, t-test).®° (c) Flow cytometry analysis of mean fluorescence intensity (left) and transfection efficiency (right) of MS2 binding site-fused chi-
meric antigen receptor (CAR) in T cells 2 days after treatment with N-exo (control exosomes), ALam-exo (exosomes carrying LAMP-2B) or ALamM-
exo (exosomes carrying LAMP-2B-MS2).8% (d) Comparison of lentivirus, AAV or electroporation (P3 or Bimix)-generated CAR T cell efficiency,
expression intensity and viability.%* Reprinted with permission from ref. 80 © 2015 the Royal Society of Chemistry; ref. 83, © 2023 Elsevier; ref. 84, ©
2024 Nature.
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chain variable fragments with the N-terminus of LAMP-2B,
they achieved the expression of these fragments on the outer
membrane of exosomes. Furthermore, by inserting MS2
binding sites into the 3’ UTR region of CAR genes, they devel-
oped engineered exosomes that could be directly used for T
cell activation and CAR-T cell preparation (Fig. 4c).
Experimental results demonstrated that the CD3/CD28 single-
chain variable fragments expressed on exosomes could more
easily bind to T cell membranes, and CAR-T cells constructed
using this exosome-mediated mRNA delivery exhibited remark-
able toxicity to cancer cells. This approach not only provides a
safer and more efficient alternative strategy for delivering
mRNA to T cells but also opens new avenues for in vivo CAR-T
cell preparation. This innovative research is expected to have a
profound impact in the fields of gene therapy and cell therapy,
offering new possibilities for future medical treatments.

An et al.®* discovered that the toxicity observed during elec-
troporation-mediated DNA transfection is mediated by the
cGAS-STING pathway. However, this toxic process can be regu-
lated by adjusting the osmotic pressure of the buffer solution
used, leading to a significant reduction of the toxicity and a
20-fold improvement in CAR-T cell production efficiency
(Fig. 4d). Furthermore, CAR-T cells generated using this opti-
mized method exhibited significantly improved anti-tumor
activity compared to the traditional lentivirus method. This
finding not only provides a new perspective on understanding
the mechanism of DNA transfection via electroporation but also
offers a new strategy for the efficient production of CAR-T cells.

4.1.2. RNA interference-based therapy. RNA interference
(RNAI), as a revolutionary approach in the field of life sciences,
has undeniable significance and wide-ranging impact. Its
basic principle lies in the ability of small double-stranded RNA
molecules to specifically degrade or inhibit the expression of
homologous mRNA, thereby achieving inhibition or silencing
of specific gene expression. As a flourishing gene regulation
technology, RNAi has been widely applied in the field of gene
therapy, providing new possibilities for the treatment of
various diseases.®>%”

However, the therapeutic potential of RNAi has been
severely hindered by the lack of efficient and safe methods for
delivery into cells.®® Patino et al.”® utilized multimodal live-cell
analysis device (LCAD) to perform localized electroporation,
successfully delivering functional molecules (siRNA) into HeLa
cells at multiple time points while preserving cell viability.
Temporal changes in gene expression could be observed
through multiple molecular delivery experiments, suggesting
that RNA plays an important role in regulating gene expression
and protein synthesis. In addition, a correlation was found
between cellular morphological features and molecular
sampling efficiency due to electroporation, which may be
related to RNA-mediated intracellular signalling and metabolic
regulation. Therefore, RNA interference through electropora-
tion is important for understanding intracellular dynamic pro-
cesses and molecular regulatory mechanisms (Fig. 5a).

Shokouhi et al.®® utilized electroactive nanoinjection (EIN)
for efficient intracellular delivery and gene silencing. Notably,
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the platform achieved gene silencing by delivering siRNA tar-
geting TRIOBP, resulting in a gene knockout efficiency of
41.3% (Fig. 5b and c). This achievement further validates its
potential application value in the field of gene therapy.

Compared to traditional gene therapy approaches, RNAi
technology has shown broad prospects in the field of treat-
ment due to its many advantages, including high specificity,
high efficiency, multiplicity of action, and long-lasting effects.
By cleverly designing corresponding siRNA, RNAi technology
can precisely inhibit or silence disease-related gene expression,
thereby achieving significant therapeutic effects.

4.1.3. Others. Micro/nano-electroporation for cell transfec-
tion offers high efficiency and safety. It enables efficient deliv-
ery of substances while preserving cell integrity, thereby sig-
nificantly enhancing therapeutic effectiveness. Compared to
transfection methods such as viral vectors, micro/nano-electro-
poration is easier to control and offers increased safety and
reliability, greatly reducing potential treatment risks. These
characteristics have made it highly favored and an important
technical approach in the field of gene therapy.®™*

Pathak et al.** optimized the intracellular delivery of large
proteins, protein-nucleic acid conjugates, and Cas9-ribonu-
cleoprotein complexes using a nanochannel-based electropora-
tion platform (Fig. 6a). They achieved high delivery efficiencies
of 75.38% for large proteins such as p-galactosidase (with a
molecular weight of 472 kDa), 80.25% for protein-nucleic acid
conjugates such as proteinaceous nucleic acids (with a mole-
cular weight of 668 kDa) and accomplished 60% knockout
efficiency and 24% knock-in efficiency for Cas9-ribonucleopro-
tein complexes (with a molecular weight of 160 kDa). It is
worth mentioning that the local electroporation platform they
employed successfully retained the functionality of these bio-
molecules during the delivery process, achieving the largest
protein delivery reported to date.

In addition, micro/nano-electroporation technology has
demonstrated powerful versatility. It can be used not only for
gene delivery but also for the delivery of proteins, antibodies,
and various other substances. It is applicable to a wide range
of gene therapy scenarios, providing more options and possibi-
lities for the development of treatment strategies.’®3%33
Duckert et al.’® utilized their HD-EP platform to identify the
optimal electroporation parameters and achieved safe, precise
and efficient transfection of primary cells. They successfully
delivered Cas9-GFP single-guide RNA ribonucleoprotein com-
plexes (RNP, with a molecular weight exceeding 200 kDa), a
70 kDa fluorescent dye, and mCherry-encoding mRNA (1 kB)
respectively into primary human dermal fibroblasts, reaching
over 90% cell viability in all cases (Fig. 6b). The exact overlap
of the transfected (fluorescent) cells with the activated micro-
electrodes (indicated by white dots) demonstrates the high
spatial precision of using MEA in transfection. The develop-
ment of HD-EP with MEA technology provides an insight for
tackling the issue of hard-to-transfect cells such as T cells and
NK cells and improving transfection safety and efficiency for
gene therapy. Yan Sheng et al.°> have developed a cell delivery
and extracellular RNA analysis platform based on nano-electro-
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Fig. 5 The application of micro/nano-electroporation in RNA interference-based therapy. (a) Schematic of the multitime-point delivery procedure
(a first delivery of EGFP plasmids and a codelivery of EGFP-siRNA and mCherry plasmids 24 h later into the same group of cells) implemented with
the LCAD and the fluorescence micrograph characterization of gene expression after the multitime-point delivery.”® (b) Merge-channel confocal
micrographs of mouse fibroblast (GPE-86) cells on the ENI platform 24 h after nanoscale-EP (10 V; 400 ps; 20 Hz; 600 cycles) delivery of control
siRNA (Neg. siRNA) or TRIOBP-targeting siRNAs (Anti-TRIOBP). The successful delivery of TRIOBP-targeting siRNAs leads to knockdown of TRIOBP,
which disrupts actin skeleton reorganization and thus alters cell morphology and hinders cell migration and proliferation. Blue: Hoechst (nuclei);
red: phalloidin (F-actin); green: TRIOBP antibody (TRIOBP). (c) Statistical analysis of area coverage by cells resulting from (b).%° Reprinted with per-
mission from ref. 70 © 2022 American Chemical Society; ref. 69, © 2023 Nature.

poration technology to achieve precise cellular-level drug deliv-
ery and real-time potency detection (Fig. 6¢). In their Cell
Electroporation and Analysis Device (CEAD), the clever combi-
nation of nanochannels and microarrays allows for the precise

This journal is © The Royal Society of Chemistry 2024

positioning of individual cells within the nanochannels,
enabling rapid and accurate intracellular delivery of drug
molecules. This discovery not only brings breakthroughs in
cellular-level drug delivery but also has far-reaching impli-
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Fig. 6 The application of micro/nano-electroporation in in vitro gene therapy. (a) Representative fluorescent micrographs of Hela cells incubated
with AF-647-tagged p-gal (472 kDa) proteins (left, control) and after electroporation-induced delivery of AF-647-tagged B-gal (right) with the loca-
lized electroporation device (LEPD). Scale bars: 70 pm.*2 (b) Fluorescence micrographs of primary human dermal fibroblasts after the delivery of
Cas9-GFP ribonucleoprotein complexes (RNPs, >200 kDa) (left), fluorescein-labelled dextran (70 kDa) (middle) or mCherry-encoding mRNA (right)
on the HD-EP chip with optimized electroporation conditions. Dashed rectangle indicates the area displayed in the other two panels (white dots
indicate the activated microelectrodes during transfection). The area is centered around the 45.5 mm? electrodes, which was the optimal electrode
size used to deliver larger molecules while maximizing cell survival. Scale bars: 100 pm.>® (c) Schematic diagram of anti-miR-17 transfection and
exosome detection by the cellular-nanoporation and exosome assessment device (CEAD). Total internal reflection fluorescence (TIRF) micrographs
of miR-17, BTG3 mRNA, and TGFBR2 mRNA expression in THLE-2 exosomes (left column), Hep3B exosomes (middle column), and Hep3B exosomes
(right column) using dose treatment of PBS, anti-miR-17, and PBS, respectively.’? Reprinted with permission from ref. 32 © 2023 American Chemical
Society; ref. 56, © 2022 Elsevier; ref. 92 © 2019 American Chemical Society.

cations for further advancements and improvements in gene
therapy, gene editing, and other related fields.

4.2. Invivo gene therapy

4.2.1. In vivo delivery of therapeutic genes. For gene
therapy, various types of therapeutic genes can be efficiently
delivered into cells through in vivo electroporation, thereby
regulating cell growth, differentiation, and tissue functions,
with the aim of treating diseases or repairing damaged
tissues.”>**"% Yang et al.”* proposed and validated the strategy
of RoMEA-mediated in vivo transdermal delivery of siRNA.
Blocking the PD-L1/PD-1 immune checkpoint pathway is the
most representative approach for tumor immunotherapy in
clinical treatment. Based on the optimal parameters of
ROMEA, Yang and colleagues selected siRNA (siPD-L1)
that inhibits PD-L1 expression and monoclonal antibody
(PD-1 mAb) that antagonizes PD-1 for study in the B16-
F10 melanoma mouse model. The results showed that the use
of siPD-L1 alone or in combination with PD-1 mAb can effec-
tively inhibit tumor growth and prolong animal survival
(Fig. 7a-c). Gallego-Perez et al.”” reported successful in vivo cell
reprogramming through TNT-based topical delivery of repro-
gramming factor (Etv2, Foxc2 and Flil (EFF))-encoded plas-
mids into murine skin fibroblasts. The efficient electrotrans-
fection resulted in remarkable signs of dermal cell reprogram-
ming to endothelial cells within 4 days of transfection (i.e.,
within a week of the transection of femoral artery). The con-
sistent expression of the reprogramming factors led to fast

10510 | Nanoscale, 2024, 16, 10500-10521

reconstruction of the transected femoral vasculature and
notably increased limb reperfusion within 14 days, success-
fully reviving the injured limb in a timely manner (Fig. 7d and
e). With this technology, a single non-invasive procedure can
convert skin cells into foundational components of any organ,
offering tremendous potential for innovative applications in
the field of medicine. Our team has innovatively developed a
self-powered electronic bandage with both flexibility and bio-
degradability, specifically designed for targeted gene electro-
transfection and electrical stimulation of intestinal wounds
in vivo.”® This electronic bandage significantly enhances the
generation of growth factors in the local extracellular environ-
ment, effectively promoting proliferation in various layers of
intestinal tissue, including epithelial and muscular tissue
(Fig. 7f and g). Compared to traditional absorbable sutures,
the electronic bandage demonstrates significant advantages in
the postoperative recovery process. It not only reduces the risk
of postoperative hyperplasia and obstruction but also pro-
motes faster and more effective weight recovery in mice.
Furthermore, the electronic bandage further promotes tissue
healing by increasing the number of beneficial bacteria,
thereby improving the overall health of the intestines. This
innovative achievement not only provides a new solution for
the treatment of intestinal wounds but also offers potential
insights for the future development of the medical field.

4.2.2. Gene editing. Gene editing is an emerging techno-
logy that enables precise modifications of specific target genes
in an organism’s genome. This technique relies on genetically

This journal is © The Royal Society of Chemistry 2024
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Fig. 7 Therapeutic effects of gene therapy delivered by in vivo micro/nano-electroporation systems. (a) Conceptual illustration of the immunother-
apy strategy intended with the ROMEA-mediated PD-L1 knockdown. (b and c) The survival rates (b) and tumor growth curves (c) of the early-stage
melanoma mice models during the immunotherapy treatment course. PD-1 mAb: anti-PD-1 monoclonal antibody; siPD-L1: anti-PD-L1 siRNA; EP:
electroporation implemented with ROMEA.” (d) Representative IVIS images showing the significantly increased limb reperfusion on day 11 after the
TNT-mediated reprogramming of dermal cells into induced endothelial cells (iECs) (day 14 after femoral artery transection). EFF: reprogramming
factors Etv2, Foxc2 and Flil delivered by TNT. (e) Macroscopic view of the healthy-looking limb after TNT-based EFF delivery in comparison to the
control limb showing pronounced signs of tissue necrosis (day 14 after femoral artery transection).”? (f) Merge-channel fluorescence micrograph of
the transverse view of the electrotransfected intestinal section by the E-bandage 48 h after implantation. Blue: DAPI (nuclei); green: GFP (EGF
expressed from transfected plasmids encoded with EGF and GFP). Scale bars: 1 mm (left); 200 pm (right). (g) Representative images of the occur-
rence of hyperplasia and obstruction in mice treated with suture-based wound closure surgery (Suture), E-bandage implantation but implementing
only direct current electrostimulation (ES), E-bandage implantation but implementing only electrotransfection of EGF-encoded plasmids (ET), or
E-bandage implantation implementing dual-mode electrostimulation (E-bandage) on day 7 and day 14 after implantation. Scale bars: 5 mm.”®
Reprinted with permission from ref. 74, © 2021 Elsevier; ref. 72, © 2017 Nature; ref. 75, © 2024 Nature.

engineered nucleases, which generate site-specific double- Wan et al.'®® ingeniously bypassed the complex process of

strand breaks at specific locations in the genome, inducing plasmid transfection by optimizing electroporation and directly
the organism to repair these breaks through non-homologous loaded Cas9 RNPs into exosomes (Exosome™"") derived from
end joining or homologous recombination.’®™® hepatic fibroblasts (Fig. 8a and b). Exosome®" exhibits

CRISPR-Cas9 is a third-generation gene editing technology
introduced after ZFN and TALENS. It is characterized by its
high efficiency, simplicity, and low cost, making it the main-
stream gene editing system today.’®'°° Currently, gene therapy
approaches based on CRISPR-Cas9 have been successfully
used in gene therapy trials for various monogenic/multigenic
genetic diseases, tumors, and viral infectious diseases.'®'%*
However, efficiently delivering CRISPR-Cas9 into cells within
the body for gene editing remains a pressing challenge that
needs to be addressed.

This journal is © The Royal Society of Chemistry 2024

remarkable therapeutic potential in mouse models of acute
liver injury, chronic liver fibrosis, and hepatocellular carcinoma
by targeting p53 up-regulated modulator of apoptosis (PUMA),
CcnEl, and K (lysine) acetyltransferase 5 (KAT5). This study not
only successfully constructed gene-editing nanoparticles based
on exosomes, achieving efficient delivery of RNP to target cells,
but also achieved significant results in terms of gene editing
efficiency. This characteristic not only avoids off-target gene
editing in non-target organs but also greatly enhances the
safety and precision of in vivo genome editing.
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Fig. 8 The application of micro/nano-electroporation in gene editing. (a) Schematic illustration of electroporation-mediated delivery of Cas9 RNPs
into exosomes for subsequent in vivo delivery of the therapeutic agent. (b) Survival rates of mice with orthotopic hepatocellular carcinoma after the
in vivo delivery of the engineered exosomes (ExosomeRNP) in comparison to those of the control group mice.'®® (c) Immunohistochemical staining
of phospho-Rb (pRb) and Ki67 and staining of C12RG, a fluorogenic substrate for senescence-associated f-galactosidase (SA-p-gal) activity, of sub-
cutaneously transplanted tumors treated with vehicle or cisplatin. MPB indicates tumors developed after electroporation-mediated delivery of
plasmid DNA encoding CRISPR—Cas9 constructs and vectors coexpressing sgRNAs for MYC, Trp53 and Brcal. Scale bars: 20 pm. (d) Quantification
of SA--gal activity reflected by C12RG levels from (a).}%® (e) Target site mutations in induced primary tumors (pancreatic ductal adenocarcinoma,
PDAC) after electroporation-mediated CRISPR/Cas-editing of 15 cancer-related genes. Numbers in boxes indicate for each target site mutant read
frequencies (MRFs; defined as the fraction of mutant sequence reads/all reads at individual target loci). (f) Phylogenetic tracking of CRISPR/Cas9-
induced metastatic PDAC.1°” Reprinted with permission from ref. 105, © 2022 Science; ref. 106, © 2022 PNAS; ref. 107, © 2016 Nature.

By delivering plasmid DNA encoding CRISPR-Cas9 con-
structs and transposon vectors coexpressing Trp53-targeting
single-guide RNAs (sgRNAs) targeting MYC, Trp53, and Brcal
into the ovaries and fallopian tubes with electroporation tech-
niques, Paffenholz et al.'°® observed a significant increase in
sensitivity of homologous recombination-deficient HGSOC
tumors to platinum-based chemotherapy drugs (Fig. 8c and d).
This finding provides important clues for a deeper under-
standing of the senescence mechanisms in HGSOC tumors
and lays a solid foundation for the development of more
effective tumor treatment strategies.

Maresch et al'®” delivered the CRISPR/Cas9 system into
mouse pancreatic cells using electroporation, enabling simul-
taneous editing of 15 cancer-related genes in individual cells
to initiate tumor formation (Fig. 8e and f). With the high
efficiency of delivering multiple genes in the same -cells,
Maresch and colleagues discovered similar metastatic pattern
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from primary tumors with similar mutation profiles. This tech-
nique allows for more efficient investigation of gene function
and interactions, opening new avenues for disease treatment
and prevention. Delivering Cas9 ribonucleoprotein (RNP) com-
plexes as an efficient gene editing approach offers significant
advantages. It effectively avoids the cellular transcription and
translation processes required for delivering Cas9 DNA/mRNA,
thereby reducing potential immunogenicity and off-target
effects. However, the challenge lies in the difficulty of Cas9
RNP crossing the cell membrane due to its large molecular
weight, making it challenging for existing delivery systems to
effectively encapsulate it. This has become a bottleneck for its
translational applications. %'

Overall, gene editing technology is indeed a revolutionary
breakthrough that greatly expands our understanding and
manipulation of the fundamental building blocks of life. By
precisely modifying and controlling genes, gene editing holds
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the potential to bring forth more possibilities for human
health and the development of biotechnology in the future.

4.2.3. Gene therapy mediated by micro/nano-electropora-
tion engineered EV. EVs, as critical mediators of intercellular
communication and material transfer, with their unique mem-
brane structure, low immunogenicity, and manipulatable
surface and interior contents, serve as ideal carriers for drug
delivery and gene therapy. However, effectively loading drugs
into EVs has been a technical challenge.'°**?

The emergence of micro/nano-electroporation technology
provides an effective solution to this challenge. Micro/nano-
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electroporation technology has enabled the discovery of elev-
ated production of EVs loaded with transfected cargos from
the transfected cells. This discovery thus opened up a wide
range of new possibilities in the field of gene therapy. Yang
et al.”® employed cellular nano-electroporation (CNP) methods
to efficiently produce exosomes enriched with therapeutic
mRNA and targeting peptides. These exosomes possess the
ability to cross the blood-brain barrier or blood-brain tumor
barrier, enabling precise targeted delivery to tumors (Fig. 9a
and b). Compared to traditional bulk electroporation and
other exosome production strategies, cellular nano-electropora-
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Fig. 9 The application of micro/nano-electroporation in engineering EVs for in vivo gene therapy. (a) Schematic illustration of the generation of EVs
loaded with mRNAs transcribed from exogenous nucleic acids transfected with cellular nanoporation (CNP), and the subsequent application of
these EVs for tumor-targeted delivery through the blood-brain barrier (BBB) or blood—brain tumor barrier (BBTB). SEM inset: the nanochannel array
and an individual nanochannel in the CNP system, with channel diameter of 500 nm. (b) Inhibition of glioma tumor growth in mice by CNP-gener-
ated therapeutic exosomes. Exosome: non-engineered exosomes; Exo-T: CNP-generated exosomes containing PTEN mRNA with surface modifi-
cation with murine glioma-targeting peptide CREKA; E-Exo-T: empty Exo-T without PTEN mRNA; Liposome: PEG-liposome nanoparticles.®* (c)
Schematic diagram and SEM image of the nanosecond pulse electroporation (nseP) system for small EV (sEV) generation. (d) Survival rates of mice
with glioblastoma after treatment with nsEP chip-generated therapeutic sEVs. sEV: nsEP chip-generated sEVs containing IFN-y mRNAs derived from
the transfected plasmids; CD64-sEV: sEVs overexpressing CD64, an exosomal surface protein that can recruit IFN-y mRNAs into the sEVs; imsEV:
CD64-sEVs with murine glioblastoma-targeting antibodies (anti-CD71 and anti-PD-L1) docked onto CD64; Antibody combo: tail vein injection of
anti-CD71 and anti-PD-L1.1*® (e) Schematic diagram of CNP-generated EVs loaded with COL1IA1 mRNA for targeted nucleic acid delivery. (f)
Comparison of EV yield per cell (neonatal human dermal fibroblasts) over 24 h after PBS incubation (Control), cargo-less BEP or cargo-less CNP. (g)
Masson'’s trichrome staining showing the rejuvenation (i.e., higher collagen content and greater skin thickness) of murine skin tissue treated with
CNP-generated therapeutic EVs in a UV-irradiation photoaging model. Blue stains represent collagen. Sham: wildtype murine skin; Saline: saline
control in the photoaging model; RA: topical application of retinoic acid; Unloaded EVs: EVs generated from cargo-less CNP; COL1A1-LNPs:
COL1A1-loaded lipid nanoparticles; COL1A1-EVs: CNP-generated therapeutic EVs loaded with COL1A1 mRNAs. Scale bars: 200 um.''* Reprinted
with permission from ref. 93, © 2020 Nature; ref. 113, © 2023 Nature; ref. 114, © 2023 Nature.
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tion technology significantly enhances exosome yield, with
increases of up to 50-fold. Moreover, exosomes prepared using
this technique exhibit a remarkable increase in the content of
mRNA transcripts, exceeding 103-fold. Dong et al.'*? utilized a
microfluidic electroporation method to dock different target-
ing ligands onto the surface of mRNA-loaded small extracellu-
lar vesicles (SEVs). In this approach, a combination of nano-
second and millisecond pulses generated a large quantity of
SEVs loaded with IFN-y (Fig. 9c and d). CD64 molecule, serving
as a targeting ligand adapter, facilitated the preferential target-
ing of immunogenic sEVs to glioblastoma cells and exerted
potent anti-tumor activity in vivo. The drug-loaded exosomes
can subsequently be used for cell therapy or drug delivery.
They can target specific cells or tissues, enabling precise treat-
ment. Additionally, exosomes possess inherent biocompatibil-
ity and low immunogenicity, enhancing their safety and
efficacy in biomedical applications. You et al.’** developed an
mRNA loading technique based on cellular nanoelectropora-
tion, enabling the loading of COL1A1 mRNA into EVs at a copy
number of exceeding traditional methods by 1000-fold
(Fig. 9e-g). Additionally, the researchers ingeniously designed
microneedle patches to precisely deliver COL1A1-EV MN
patches into the dorsal skin of mice. Experimental results
demonstrated that this technique allowed for more uniform
rejuvenation of the mouse skin surface, showcasing tremen-
dous potential in treating aging skin or protein loss caused by
other diseases.
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d e
D
CELLECTRA® TriGrid™
@ e
| ..
Y

MedPulser™

"

View Article Online

Nanoscale

5. Electroporation for gene therapy
in clinical settings

In recent years, remarkable progress has been made in the
research of using electroporation technologies for clinical
medicine, demonstrating tremendous potential.'*® Gene elec-
trotransfer (GET) as a major branch of electroporation therapy
(EPT), which uses high-intensity, short-duration electric pulses
to increase the permeability of cell wall for enhanced uptake of
chemotherapeutic drugs, genes or vaccines in clinical settings,
has become a relatively mature technology.'**""” Some FDA-
approved GET devices in current clinical practice include
CELLECTRA®, TriGrid™, and MedPulser™ (Fig. 10a-c).
Among them, CELLECTRA® and TriGrid™ are designed for
delivering subcutaneous and intramuscular DNA vaccine
shots, respectively, and thus are equipped with hand-held
applicators housing disposable vaccine cartridges, and shorter
syringe electrodes (Fig. 10d). MedPulser™ systems on the
other hand, are equipped with longer syringe electrode array
applicator for delivering intratumoral therapies (Fig. 10e)."*®
The design that holds in common is the ~0.5 cm space
between the arrayed electrodes for implementing an applied
electric field with tolerable strength, ensuring application
safety. In comparison to traditional injection methods, GET
not only significantly enhances the number of transfected cells
and the intensity of gene expression but also enables co-trans-

(f)

1 e PR HCV, HBV

r/,s
/

I

i

Fig. 10 GET devices and their applications in clinical practice. (a) CELLECTRA® system (https://inovio.com/dna-medicines-technology/). (b)
TriGrid™ system (https://ichorms.com/). (c) MedPulser system (https://inovio.com/dna-medicines-technology/). (d and e) Syringe/electrode array
applicator of CELLECTRA® (d) and MedPulser™ (e). (f) The application of GET in treating various diseases (MERS: Middle East respiratory syndrome;
HCV: hepatitis C virus; HBV: hepatitis B virus; HFRS: hemorrhagic fever with renal syndrome; PRAD: prostate cancer; CESE: cervical carcinoma; HIV:

human immunodeficiency virus; SKCM: skin cutaneous melanoma).
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fection, resulting in a dramatic increase in gene expression
levels by 100 to 1000-fold.'****® These advantages have posi-
tioned GET as a highly promising novel gene delivery tool with
immense potential in the field of gene therapy.

5.1. DNAvaccine

GET plays a crucial role in the vaccine development for various
diseases (Fig. 10f).

In the process of vaccine development, GET has the capa-
bility to directly deliver DNA vaccines into host cells, signifi-
cantly enhancing the cellular uptake efficiency of DNA or
RNA vaccines. This effectively stimulates a stronger immune
response, thereby greatly enhancing the vaccine’s effectiveness
and bringing about a revolutionary breakthrough in the field
of vaccines.'*’*?* Table 2 provides an overview of the current
practical applications of GET in vaccines, showcasing its out-
standing performance in enhancing vaccine efficacy. Through
the application of GET technology, it is expected that more
efficient and safe vaccines can be developed, making a signifi-
cant contribution to the field of human health.

5.2. Tumor treatment

In the field of cancer treatment, GET technology has demon-
strated remarkable therapeutic potential by delivering plas-
mids encoding specific proteins. This approach allows for the
direct transfer of therapeutic genes into tumor cells, thereby
exerting direct or indirect anti-tumor effects.'>*2¢

Using GET technology, the successful delivery of the
IL-12 gene into tumor cells has been achieved, effectively acti-
vating T cells, NK cells, and tumor-infiltrating lymphocytes in
the tumor microenvironment. This has significantly inhibited
tumor growth and induced apoptosis in tumor cells. Further
in vivo studies have demonstrated that the efficient delivery of
IL-2 through GET can effectively eliminate metastatic mela-
noma and prevent its recurrence.’”” In a clinical study invol-
ving 24 patients with metastatic melanoma, two patients
achieved complete remission of metastatic tumors after receiv-
ing GET treatment. Additionally, eight patients experienced
partial remission or stabilization of the disease, indicating
positive effects.'*® Antiangiogenic metargidin peptide (AMEP),
as a novel anticancer agent, demonstrates powerful anti-tumor
potential through its unique mechanism of targeting tumor
proliferation and neovascularization. By binding to avf3 and
a5P1 integrins, it effectively inhibits tumor growth. In a com-
prehensive study focusing on advanced cutaneous metastatic
melanoma, AMEP plasmids were precisely delivered into the
tumor using GET technology on day one and day eight. After
29 days of evaluation, no severe adverse reactions were
observed during the treatment, and successful expression of
AMEP mRNA was detected in most lesions. More excitingly, all
five treated lesions showed cessation of growth, whereas in the
control group, four out of five lesions showed a diameter
increase of over 20%. These research findings indicate that the
delivery of AMEP into cutaneous melanoma using GET techno-
logy is not only safe and feasible but also provides significant
local therapeutic benefits. These encouraging results strongly
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support the application of GET in tumor treatment and pave
the way for the development of future cancer treatment
strategies.'*’

In summary, the progress of micro/nanoelectroporation
technology in the field of clinical gene therapy has fully
demonstrated its immense potential. By achieving precise and
efficient gene delivery, driving translational research, and pro-
viding novel strategies for treating various diseases, this
technology is at the forefront of a profound transformation in
the field of gene therapy.

6. Summary and future perspectives

Micro/nano-electroporation technology, through the transient
application of electric fields in a micro/nanostructure-confined
space, can precisely disrupt the cell membrane, allowing
desired cargos to enter the cells smoothly. Compared to tra-
ditional circulation-based gene delivery methods, locally
administrating micro/nano-electroporation approaches exhibit
unique advantages such as safety, precision, and controllabil-
ity. To further exert these advantages for gene therapy, several
challenges still need to be addressed.

An essential aspect of improving micro/nano-electropora-
tion-based gene delivery relies on the thorough understanding
of the intrinsic mechanisms of electro-perforating living cells
or tissues to establish a systematic approach for finding the
balance between electroporation safety and efficiency. Detailed
mechanisms at the cellular and molecular levels, such as
plasma membrane dynamics and the intracellular trajectory of
delivered cargos, need to be analyzed in depth.'*® Based on
different application scenarios, personalized adjustments can
be made, including adjusting the electrode configuration and
parameters of the electric pulses (i.e., field strength, pulse dur-
ation, pulse number, and frequency), aiming for optimal treat-
ment outcomes in different organs and tissues, such as the
skin, liver, and muscles. However, these parameters are inter-
related and mutually influenced, making their adjustment
quite complex. More systematic and omics-level studies are in
need to provide us with new perspectives and solutions to
maximize delivery efficiency while maintaining electroporation
safety on both cellular and organism levels.

Another equally important and interrelated aspect is the
innovation and improvement in the design and fabrication
procedure of micro/nano-electroporation devices. Simplifying
the system design and fabrication processes and lowering the
cost of the devices could bring down the translation barrier for
micro/nano-electroporation technologies, potentially promot-
ing the prevalence of advanced healthcare options such as
DNA vaccines. While nanotechnology and micro/nano fabrica-
tion techniques have largely enhanced the practicality of
adopting electroporation in vivo for gene therapy, technical
hurdles still remain. To fulfill the tissue-level delivery controll-
ability enabled by local administration, implantability is a key
consideration for micro/nano-electroporation devices. This
entails the wider usage of commercial track-etched nanopore
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membranes for NEP devices. These polymeric membranes are
a flexible and cost-effective alternative to the rigid silicon-
based platforms with custom-fabricated nanochannels.>**'
However, a worldwide technical concern lies in the degradabil-
ity of the nanopore membranes. When long-term implantation
is required for repeated dosages of gene drugs, micro/nano-
electroporation devices show high demand of complete system
establishment with biodegradable materials to eliminate the
need of a device removal surgery. This scenario potentially
accounts for a considerable portion of in vivo electroporation-
mediated therapies, and therefore the development of a bio-
degradable material-based nanopore membrane is an issue of
high priority to tackle. Theoretically feasible solutions include
using femtosecond laser to burn nanopore arrays in ultrathin
biodegradable polymeric films, yet the selection of bio-
degradable polymer and the tuning of femtosecond laser oper-
ating parameters is a subject in itself.

In conclusion, advanced micro/nano-electroporation holds
tremendous promise in the field of gene therapy, and recent
advancements have paved the way for its future applications.
With ongoing research and development, addressing chal-
lenges, and exploring new directions, micro/nano-electropora-
tion has the potential to revolutionize the field of gene
therapy, providing targeted and efficient treatment strategies
for various diseases.
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