7® ROYAL SOCIETY

Polymer
P OF CHEMISTRY

Chemistry

View Article Online
View Journal | View Issue

REVIEW

Recent developments of polymeric delivery

{ M) Check for updates ‘
systems in gene therapeutics

Cite this: Polym. Chem., 2024, 15,
1908

Yijia Li,*® Ruizhen Tian,?® Jiayun Xu,? Yingping Zou, 2@ Tingting Wang*® and

Jungiu Liu @ *°

Gene therapy has achieved remarkable results in treating diseases by transmitting exogenous functional
genes to target cells, inducing gene silencing, gene expression, and gene editing. However, nucleic acids
are susceptible to degradation by nucleic acid endonucleases and clearance by the immune system.
Therefore, safe and efficient gene delivery vectors are needed to facilitate gene therapy’s clinical implemen-
tation further. Although viral vectors exhibit high transfection efficiency, their safety issues limit their further
application. Despite their promising clinical performance, lipid nanoparticles suffer from poor stability and
difficult storage. Polymer cationic vectors (PCVs) with low cost, low immunogenicity, and tunability have
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attracted the attention of scientists. This article reviews the main strategies to improve the gene transfection
efficiency of polymeric delivery systems in recent years and their applications in certain diseases. However,
there are still challenges in gene delivery with polymer vectors. Hence, the paper concludes with an
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1. Introduction

Gene therapy has shown unlimited potential for treating both
hereditary and acquired diseases." According to Emergency
Research’s market research, internationally relevant gene
therapy companies are expected to generate approximately
$6.6 billion in revenue by 2027.> The treatment of relevant dis-
eases is achieved by introducing exogenous nucleic acids into
target cells, inducing gene silencing (inhibition of pathological
protein production),’ gene expression (promotion of thera-
peutic protein expression),* and gene editing (modification of
dysfunctional genes).” However, multiple intra- and extracellu-
lar barriers must be overcome for effective gene transfection.’
DNA and RNA are a group of large negatively charged biologi-
cal macromolecules that are rapidly cleared by macrophages
and the reticuloendothelial system, have a short half-life in the
organism, are easily degraded by endonucleases, and have
strong electrostatic repulsive effects with the cellular mem-
brane, and are refractory to escape from endosomes as well as
to enter the nucleus.” ' Therefore, exploiting safe and
efficient gene delivery vectors is one of the most potent strat-
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outlook on the future development of PCVs, which will hopefully help in the design of PCVs.

egies to overcome multiple biological barriers during gene
delivery.

Delivery vectors are mainly divided into two categories: viral
vectors and non-viral vectors. Approximately 70% of clinical
gene therapy trials use viral vectors, such as retroviruses, lenti-
viruses, and adenoviruses.'! Due to their specific infectious
properties, viral vectors typically exhibit excellent transfection
efficiency in vivo. However, viral vectors pose clinical safety pro-
blems, such as their inherent high immunogenicity and the
risk of integrating their own sequences into the host genome.
Additionally, viral vectors have certain limitations for thera-
peutic use, such as low gene loading, delivery of only small-
sized genes, complex preparation processes, and the inability
to repeat administration."’ By contrast, non-viral vectors,
especially lipid nanoparticles (LNPs) and cationic polymers,
have been favored by scientists due to their advantages, such
as high gene loading efficiency, excellent safety profile, and
simplicity of preparation. The low toxicity, safety, and transla-
tional capacity of LNPs vectors have made it possible to use in
clinical applications, such as the COVID-19 mRNA vaccine."?
Nevertheless, LNPs still suffer from poor stability, difficulty in
storage,"® and liver tropism.'* Polymer-based gene delivery
systems present less clinical performance than lipids, but they
have lower enzymatic degradability, higher stability, lower cost,
and more accessible physical properties to manipulate.
Moreover, polymer vectors allow the assembly of different
nanostructures under aqueous conditions, with lyophilization,
long-term storage capabilities, and unique pharmacoki-
netics."> Polymer nanoparticles have different chemical and
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physical properties and can be synthesized, modified, and tai-
lored according to different applications. However, polymer
vectors still remain challenging in gene delivery.

Cationic groups in polymeric cationic vectors (PCVs) can
form stable nanocomplexes with phosphate groups in nucleic
acids through electrostatic/hydrophobic interactions, with
sizes ranging from tens to hundreds of nanometers." Adequate
considerations are necessary in designing efficient PCVs. The
first is the influence of the PCVs’ surface charge. Upon an
increase in positive charge density, PCVs enhances the
capacity to compress nucleic acids but increases the difficulty
of releasing nucleic acids inside the cell.'® Higher positive
charge densities also lead to significant cytotoxicity and
adsorption of serum proteins, causing the aggregation of
nanoparticles to be cleared by the reticuloendothelial
system.””'® In contrast, an overly low positive charge density is
detrimental to cellular uptake of the nanocomplexes, leading
to a reduced gene transfection efficiency. Therefore, exploring
the optimal positive charge density is crucial for efficient gene
delivery. Secondly, the effect of polymer topology, hydrophobi-
city of chain segments, and size and shape of the nanocom-
plexes should be considered. The density and molecular
weight of the hydrophilic chain segments have a remarkable
effect on the stability of the nanoparticles, and excessive
hydrophilicity is unfavorable for efficient DNA cohesion and
stabilization." Nanoparticles smaller than 50 nm are normally
cleared rapidly by the kidneys, whereas nanoparticles larger
than 300 nm might elicit an immune response in vivo."® In
addition, the effects of endosomes/lysosomes need to be con-
sidered. The acidic environment within endosomes/lysosomes,
along with various nucleic acid endonucleases, results in the
degradation of nanocomplexes and naked nucleic acids.>® For
endosomal/lysosomal escape, scientists have proposed two
main pathways, “proton sponge effect” and “membrane
fusion”.?! In the case of DNA, how to enter the nucleus more
efficiently for transcription needs to be considered.?* Although
RNA functions in the cytoplasm, it is essential to consider how
to release it quickly and efficiently. Regarding the in vivo organ
tropic properties of PCVs, how to make the nanocomplexes
more productive in target cells or organs dramatically affects
the final therapeutic effectiveness. In recent years, scientists
have developed a wide range of PCVs with excellent perform-
ance through unremitting efforts. This review is mainly to
outline the main strategies to improve the gene transfection
efficiency of PCVs recently and their applications in certain
diseases, then conclude with an outlook on the future develop-
ment of PCVs, which will hopefully shed some light on the
development of this field (Fig. 1).

2. Strategies to improve gene
transfection efficiency

Numerous cationic polymers have been employed in the
exploitation of gene delivery vectors, such as dextran, chitosan,
(PLL), (PLR), polyamide-amine

polylysine polyarginine
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(PAMAM) dendrimers, polyethyleneimine (PEI) poly (f-amino
esters) (PBAEs), and others. However, some problems still con-
strain the efficiency of gene transfection, such as stability, cyto-
toxicity, targeting, cellular uptake, and endosomal escape.
Therefore, effective strategies to address these challenges are
required to be developed, and this section summarizes some
feasible strategies, including modulation of surface charge,
alteration of topological structure, modification of polymers,
introduction of stimulus-responsive units, incorporation of
machine learning, utilization of mechanistic perturbations,
assessment of in vivo distribution, probing the effect of distri-
bution of different molecular weight fractions, and combined
use of multiple means.

2.1 Modulation of surface charge

High doses of cationic carriers disrupt cell membranes® and
may induce immunogenicity and inflammation,>*** resulting
in severe cytotoxicity. Shielding the charge of cationic poly-
mers with hydrophilic or anionic polymers is an effective
means of reducing cytotoxicity.>® By adjusting the ratio
between anionic and cationic polymers, cytotoxic effects can
be mitigated with little loss of transfection efficiency.””

The surface charge can also be decreased by removing the
cationic portion of the polymer. Huang et al. designed and
synthesized a cationic triblock copolymer, cRGD - PEG - PAsp
(MEA) PAsp (C=N-DETA), which consists of a cRGD-capped
poly(ethylene glycol) block (cRGD-PEG), a poly(aspartic acid)
block with a sulfhydryl side group [PAsp(MEA)Jand a poly
(aspartic acid) block with a sulfhydryl side group grafted with
the cationic divinylenetriamine (DETA) through a pH-sensitive
imine bond [PAsp(C=N-DETA)] (Fig. 2a).>® After complexing
siRNA with the above copolymers, the sulfhydryl groups of the
intermediate layer were oxidized to disulfide bonds, thus cross-
linking the complex. Then, a noncationic nano-delivery vector
was constructed by breaking the imine bond and removing the
cationic DETA side chain by dialysis at Ph = 5.0. The vector
could encapsulate siRNA efficiently and resist protein adsorption
in serum, and the modification of cRGD gave the vector suitable
cancer cell targeting properties. In addition, the disulfide bond
in the vector would break under the environment of high intra-
cellular glutathione (GSH) pairs, which prompted the release of
siRNA and achieved tumor-targeted gene silencing in vivo.

Biopolymer nanoparticles are excellent candidates for gene
carriers due to their favorable physicochemical properties, bio-
degradability, and biocompatibility.”® Their size, surface
charge, and functional group tunability enable them to modu-
late in vivo circulation time, cellular uptake, and nucleic acid
adsorption behaviors.?® Biopolymerized polydopamine nano-
particles (PDA NPs) are regarded as one of the typical plat-
forms for drug delivery.

However, PDA NPs are inherently negatively charged, there-
fore, not conducive to efficient nucleic acid loading. By modify-
ing PEI on the surface of PDA NPs, efficient delivery of genes
was achieved, but at the same time, the biotoxicity of the deliv-
ery system was increased." In nature, encapsulation and pro-
tection of DNA is usually achieved by protamine enriched with
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Fig. 1 A brief overview of main strategies to improve the gene transfection efficiency of PCVs recently and their applications in certain diseases.

cationic arginine residues.’” Inspired by this, PDA NPs modi-
fied with arginine-rich compounds proved to be beneficial for
cellular uptake,*® but the low buffering capacity of poly-L-argi-
nine (pArg) still hinders intracellular gene release and its
endosomal escape. To overcome this challenge, Franck et al.
modified PDA NPs with a mixture of poly-L-arginine and poly-
r-histidine (pHis) for efficient delivery of pDNA (Fig. 2b).>* The
presence of a sizeable ionizable imidazole fraction of poly-i-
histidine promotes proton buffering inside the internal endo-
cytic body, which in turn leads to their rupture through the
proton sponge effect.*> By adjusting the ratio of pHis to pArg
and the ratio of NPs to pDNA, comparable transfection
efficiencies of Lipofectamine could be monitored by utilizing
self-reported EGFP-pDNA. In addition, using commercially
available mixtures of pArg and pHis dramatically reduces the
cost of the delivery system.

2.2 Alteration of topological structure

It is promising to utilize different topologies of polymers to
develop efficient polymeric gene delivery vectors. For example,

1910 | Polym. Chem., 2024, 15, 1908-1931

more than 2500 linear PBAEs (LPBAEs) have been synthesized
so far.*®?” Although the results of gene delivery tests of
LPBAEs are encouraging, the linear nature of these polymers
limits the potential for optimizing the structures. In 2016,
Wang et al. constructed highly branched PBAEs (HPBAEs) by a
facile A2 + B3 + C2 Michael addition strategy.’® The results
showed that the transition from linear to branched structures
introduced a large number of functional end-groups,
enhanced the interaction with DNA, and optimized the assem-
bly behavior of the polymers. Thus, the gene transfection per-
formance of HPBAEs was significantly higher than
LPBAEs.*®?° This discovery has made it more straightforward
to scientists that the polymer vectors’ macromolecular struc-
ture significantly impacts their transfection efficiency.
Therefore, scientists have further developed various topologi-
cal structures of polymers, including linear, branched, dendri-
tic, star, and ring structures, to explore the effects of different
topologies on gene transfection efficiency.*>*!

Zhao et al. exploited a linear oligomer combinatorial
branching strategy to create highly branched linear poly

This journal is © The Royal Society of Chemistry 2024


https://doi.org/10.1039/d4py00124a

Published on 24 prilis 2024. Downloaded on 2025. 10. 30. 21:24:42.

Polymer Chemistry

&g {Agy

"l SiRNA-PLK1

]
o\ | Complexation
H
0 i

! H

H
H
H
H Blowing O,

Interlay crosslinking ‘

4

cRGD-PEG-PAsp

B
\e Dialysis (pH 5.0)
/

e

fe

(c) (d ) Backbone monomers "
: o o .
| /| TRAILDNA N 7
¥ < | v ¢ A Polymer backbs
3 o o lymer backbone  NH group
X RO\ O p 5 O:)(:O o
RE m

Tri-acrylate = s \
W &/ o] o\

] N \, C( 2

> g T * > 3

. DNA condensation §

]

c

s

WA jpee C/ 5% > o B
LPAEs - N Y%

°
Tetra-acrylate NP /lf K 9

A4
!
b,
N
g
g
5 @QU L
] (4
. ;@I;U

H-LPAEs ypl

(b)

o Polydopamine

Polydopamine

HOSNA SN,

View Article Online

Review

poly-L-histidine,
poly-L-arginine
——

pHis-pArg-PDA
(PDA NPs) NPs

poly-L-histidine poly-L-arginine

pHis-pArg-PDA
(PDA NPs) (pHis) (pArg) N

Ps

s5
*—o

2 £

o — 00— L]
PTTA C-N Bond

O One molecule &) K) Q) Different size rings in molecule
UV excitation

Fj}")Wmuauon L&)‘:’)—%)\)j/
<% Short wave C—@  Medumwave
“(%/ (_)7} enietn H%) Q)7}' o

CPAE-1 Small ring CPAE-2

n
Vinyl group CPAE mS

e

UV excitation

Long wave
emission

¥
CPAE-3 Macro ring

Medium ring

Fig. 2 (a) Preparation and intracellular fate of cation-free disulfide bond-crosslinked polymer-siRNA nanocapsule T-SS(-) ref. 28. Copyright 2023,
Elsevier. (b) Schematic representation of the synthesis, pDNA binding and gene delivery using pHis-pArg-PDA NPs ref. 34. Copyright 2023, Royal
Society of Chemistry. (c) H-LPAEs condenses TRAIL DNA to formulate nano-sized polyplexes and induced tumor cell apoptosis for various cancer
cells ref. 42. Copyright 2023, Springer Nature. (d) Structure of the monomer 5-amino-1-pentanol (S5) and pentaerythritol tetra acrylate (PTTA) used
for CPAE synthesis and schematic illustration of the relationship between different cyclic structures of CPAEs ref. 2. Copyright 2023, American

Chemical Society.

(B-amino esters) (H-LPBAESs). This unique strategy enabled a
more homogeneous distribution of linear chain segments and
branched units of H-LPAEs with molecular weights ranging
from 11.8 kg mol™" to 19.0 kg mol ™" (Fig. 2c).*> The optimized
H-LPBAEs exhibited enhanced DNA condensation ability, and
the positively charged H-LPBAE/DNA complexes demonstrated
a high level of gene transfection efficiency in different cell
lines. In SW1353 and BMSC cells, the optimized H-LPBAESs
achieved 58.0% and 33.4% gene transfection efficiencies, 2.5
and 2.0 times higher than the commercially available gene
transfection reagent Lipofectamine 3000, respectively. Teo
et al. synthesized hetero-armed star polymer nanoparticles
consisting of two main components, poly(dimethylamino ethyl
methacrylate) (PDMAEMA) and poly[oligo poly(ethylene glycol)
methyl ether methacrylate] (POEGMA), with cores connected
by a cysteamine-based crosslinker.*> The positively charged
polyelectrolyte PDMAEMA can be rapidly combined with
anionic siRNA through electrostatic interaction. POEGMA is a
brush polymer that reduces the positive charge of star nano-
particles, increases their hydrophilicity, diminishes cyto-
toxicity, and improves serum resistance. Compared to linear
DMAEMA polymers, star polymers offer higher siRNA transfec-
tion efficiency, lower cytotoxicity, and more functionality due

This journal is © The Royal Society of Chemistry 2024

to multiple polymer arms radiating outward from a central
core. These arms have the potential to be designed to have
stimuli-responsive or tumor-targeting elements.**
Cyclopolymers have attracted significant attention due to
their unique 3D structures and properties. Previous studies
have shown that polymers with cyclized structures typically
have better biocompatibility and DNA encapsulation than poly-
mers with linear or branched structures.*>** Nanoparticles
formed by cyclic polymers and genes are more compact and
smaller than linear polymers. Li et al. used a cyclization stage
control strategy to construct 3D cyclic poly(f-amino esters)
(CPBAEs) with different ring sizes and ring topologies by regu-
lating the cyclization tendency at various stages of step-growth
polymerization (SGP) (Fig. 2d).> The other ring shapes and
end-group distributions of the individual CPBAEs were verified
using fluorescence spectroscopy and 2D-NMR. Macrocyclic
PAE (MCPBAE) and its complexes had significantly enhanced
DNA condensation, cellular uptake, and DNA protection com-
pared to other CPBAEs and HPBAEs, which promoted the
expression of transfected genes. The best-performing
MCPAE-C, -G, and -M exhibited higher transfection efficiencies
than the best commercially available reagents, including Lipo
3000, jetPEI, and Xfect.” In addition, MCPBAE with optimized

Polym. Chem., 2024,15,1908-1931 | 1911
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end-groups could efficiently deliver CRISPR plasmids encoding
both Staphylococcus aureus Cas9 nuclease and dual-guide sg
RNA for in vitro gene editing.

2.3 Introduction of stimulus-responsive units

The smart stimulus-responsive delivery system responds to
intrinsic stimuli from the TME, such as acidic pH, high redox,
and overexpressed enzymes, enabling efficient gene delivery to
the tumor location."®

2.3.1 pH-responsive. The development of polymers that
can respond to narrow pH differences is an effective strategy to
enhance the efficiency of systemic gene delivery.

Polycarboxyl  betaine,  poly(N-{N-[N"-(2-carboxyethyl)-2-
aminoethyl]-2-aminoethyl}glutamide) [PGlu(DET-Car)], where
the ethylenediamine portion has two different acid dis-
sociation constants. The PGlu (DET-Car) coated nano-particles
show a neutral net charge at pH 7.4, transforming into a
cation in acidic environments.*® Shen et al. constructed poly-
meric complex micelles from PGlu (DET-Car) (PGDC) conju-
gated branched PEIs for efficient pDNA delivery.”” The PGDC
shells show a neutral charge under normal physiological con-
ditions, resulting in prolonged blood circulation time. At pH
6.5, the PGDC shell becomes slightly cationized after enrich-
ment in tumors through the leaky vasculature system, enhan-
cing its retention effect at the tumor location and the
efficiency of cellular internalization. The endosomal/lysosomal
environment (pH 5.5) increases the PGDC shell layer’s cationic
charge, facilitating endosomal escape and enabling efficient
gene transfection (Fig. 3a).

The tertiary amine groups make it feasible to become more
hydrophobic upon deprotonation or more cationic upon proto-
nation, modulating the polymer’s hydrophobicity and cationic
charge density by altering the pH. Xie et al. employed this pH-
responsive amphiphilic polymer, m PEG-PC7A, to simul-
taneously load Cas9 RNP and single-stranded oligodeoxynu-
cleotides (ss ODN) via electrostatic and hydrophobic inter-
actions.*® Intramuscular injection of the complex could effec-
tively restore the muscle strength of the Duchenne muscular
dystrophy mouse model.

The use of charge-changed releasable transporters (CARTS)
allows for the efficient delivery of polyanionic cargos, includ-
ing mRNA, plasmid DNA, circRNA, and combinations
thereof.*>> CARTs prepared by organocatalytic ring-opening
polymerization (OROP) are block oligomers consisting of an
initiator, one or more lipid blocks, and a polycationic block. At
PH < 5.5, CART cationic blocks can bind polyanions by electro-
static interaction. At physiological pH (~7.4), the CART delivery
system undergoes an oxygen-to-nitrogen (O-to-N) acyl transfer,
which allows for an irreversible conversion to a neutral lactam,
contributing to the release of the polyanion (Fig. 3b).”° Using a
combinatorial lipid-screening strategy, McKinlay et al. pre-
pared CARTSs that bind both oleoyl and nonenyl lipids (named
Oleyl-Nonene amino CARTs), which showed significantly
improved transfection efficiency (up to ~80%) in Jurkat cells in
T-lymphocyte cell line.>®> ONA CARTs have been successfully
used in the clinical development of prophylactic (COVID) and

1912 | Polym. Chem., 2024, 15, 1908-1931
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therapeutic (cancer and metastatic disease) vaccines®*** and
the generation of CAR-NK cells. However, the transfection
efficiency of ONA CARTs on primary T cells is low, only 10%-
20%. To address this problem, their group used fingolimod as
an initiator of CARTSs, a small molecule targeting sphingosine-
1 phosphate receptor (S1P1) on T and B lymphocytes,®® which
showed better transfection ability of Jurkat cells in vitro.
However, transfection of T cells was not improved in the
mouse model. Therefore, they developed a CART delivery
system with a p-amino carbonate (bAC) skeleton and syn-
thesized a library of 24 bAC CARTs with different lipid compo-
sitions using an organocatalytic ring-opening oligomerization
reaction (Fig. 3b).”” Among them, the most potent bAC CARTSs
showed up to 70% primary T cell transfection in vitro, and,
more importantly, in vivo delivery of the optimal bAC CARTSs
produced up to 97% splenic tropism and transfected 8% of
primary splenic T cells that did not contain T cell-targeting
ligands. This spleen tropism of bAC CARTS contributes to bio-
medical applications such as T-cell immunotherapy while
minimizing off-target effects.

2.3.2 Hypoxia-responsive. Hypoxia is a common feature of
TME caused by inadequate oxygen supply and excessive
oxygen consumption. Hypoxic TME induces high reducing
stress and overexpression of some reductases, such as nitro
and azoreductases. The hypoxia-inducible factor 1 (HIF-1)
pathway is activated under hypoxic conditions, and HIF-1 a,
the oxygen-unstable a-subunit, is stabilized and overexpressed,
which is involved in tumor angiogenesis, invasion, metastasis,
and therapeutic resistance by either promoting epithelial-
mesenchymal transition or activating its downstream path-
ways, thereby inducing more invasive and metastatic pheno-
types. Therefore, overexpression of HIF-1 « is a reverse indi-
cator of tumor prognosis. It has also become a target for
tumor therapy.’® Liu et al. developed micelles assembled from
monomethoxy polyethyleneglycol (mPEG) and PLL copoly-
mers, in which azo-compounds (AZO) acted as hypoxia-respon-
sive bridges between m PEG and PLL. Once exposed to a
hypoxic environment, the AZO bridge was severed by over-
expressed azoreductase, leading to depolymerization of the
micelles and rapid release of the cargo (Fig. 3c).>® The results
in vitro and in vivo showed that the micelles delivered both
drug and shRNA to the hypoxia site and promoted the release
of DOX and shHIF-1a, which not only improved the antitumor
activity of DOX but also efficiently silenced the HIF-1 «
pathway and regulated the tumor microenvironment, further
improved drug and shRNA delivery, and inhibited the growth
and distant metastasis of primary triple-negative breast cancer
(TNBC) tumors in a mouse model of in situ TNBC.

2.3.3 Reduction-responsive. The intracellular concentration
of glutathione (GSH) is 1000 times higher than the extracellu-
lar concentration and 7-10 times higher than normal cells.®®
The p-2,4-dinitrophenyl ether in the cationic polymer poly{N-
[2-(acryloyloxy)ethyl]-N-[ p(2,4-dinitrophenoxy) benzyl]-N,N-di-
ethylamine} (PADDAC) is specifically cleaved by GSH, convert-
ing the ammonium cation to a carboxylate anion, which
results in the rapid intracellular release of DNA from the

This journal is © The Royal Society of Chemistry 2024
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Fig. 3 Schematic design of stimulus-responsive polymer vector. (a) Stepwise pH-triggered charge conversion of PGIu(DET-Car)-coated polyplex
micelle (PGDC PM) for the effective gene delivery ref. 47. Copyright 2023, Elsevier. (b) CART/mRNA complexes and their pH-driven nitrogen-to-
oxygen acyl shift triggering charge cancellation and mRNA release and bAC CARTs possess a polymeric backbone with distinct lipid spacing, leading
to improved T-cell delivery ref. 57. Copyright 2023, Springer Nature. (c) The micelles were self-assembled from the copolymer composed of mPEG
(blue segment) and PLL (green segment) with AZO (yellow segment) as a hypoxia-responsive bridge ref. 59. Copyright 2023, Elsevier. (d) Schematic
illustration of the preparation process of reduction-responsive cationic polymer TC ref. 63. Copyright 2023, Elsevier. (e) Diagram for the ultrasound-
enhanced ROS responsive charge-reversal polymeric nanocarriers for pancreatic cancer gene delivery ref. 65. Copyright 2023, American Chemical
Society. (f) Schematic illustration of the reversible polymerization/depolymerization behavior of a cationic SBC triggered by various environmental

stimuli ref. 71. Copyright 2023, American Chemical Society.

complex.®’ Disulfide bonds can also be introduced into the
cationic polymer in response to the high concentration of GSH
in the tumor cells. The high concentration of GSH will reduce
and break the disulfide bonds, leading to the degradation of
the cationic polymer and the rapid release of the loaded
nucleic acids.®” Such a chemical structure can improve trans-
fection efficiency and reduce cytotoxicity. Chen et al. prepared
polyhydroxylated cationic gene nanocarriers (TCs) via a one-
pot ring-opening reaction of triglycidyl isocyanurate (TGIC)
with cystamine (CA) for delivery of miR-22 to osteosarcoma
cells (Fig. 3d).®* The reduction-responsive degradative pro-

This journal is © The Royal Society of Chemistry 2024

perties of the TCs enabled them to exhibit low cytotoxicity and
demonstrate excellent transfection performance in osteosar-
coma cells.

2.3.4 Reactive oxygen species response. Reactive oxygen
species (ROS) is a broadly applied stimulus-responsive signal,
and ROS levels are significantly higher in cancer cells than in
normal cells. Therefore, responsive nanosystems designed
based on various ROS-cleavable groups (e.g, selenides, disele-
nides, thioketals, and tellurides) are commonly employed for
gene delivery.®* Zhang et al. constructed an ultrasound (US)-
enhanced ROS-responsive charge reversal polymer nanocarrier

Polym. Chem., 2024, 15,1908-1931 | 1913
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(BTIL) by encapsulating the core of the BPDEAEA/DNA
complex in liposomes loaded with IR780 (Fig. 3€).°°US stimu-
lation activates the sonosensitizer (IR780) and transfers energy
to nearby oxygen molecules, generating high levels of ROS.
Under the oxidation of ROS, the quaternary ammonium salt in
the cationic polymer B-PDEAEA releases p-hydroxybenzyl
alcohol (HMP), which is converted to a tertiary amine, indu-
cing the conversion of the polyacrylate to negatively charged
polyacrylic acid, which results in the release of TRAIL. TRAIL
is a gene that specifically kills tumor cells without affecting
normal cells. In addition, the PEGylated liposome shell pro-
moted the stability and circulation time of TRAIL in blood cir-
culation, which further improved the gene transfection
efficiency. The diselenide bond is a classical chemical bond
capable of responding to reactive oxygen species, which can be
oxidized to -SeOOH and fractured.®® Therefore, Xianyu et al.
prepared polymers containing diselenium bonds, which were
grafted with branched polyethyleneimine, and could effectively
bind PD-L1 SiRNA to form a stable nanocomplex.®” The nano-
complex could potently deliver SiRNA into cancer cells, which
breaks under the stimulation of ROS, releasing the loaded
siRNA and silencing PD-L1, thus blocking the PD-1/PD-L1
immune checkpoint pathway. Meanwhile, -SeOOH down-regu-
lated HLA-E expression, blocked the HLA-E/NKG2A immune
checkpoint pathway, and activated NK cell-mediated tumor
immunity. The nanocomplex effectively prevented the growth
of xenograft tumors by blocking dual immune checkpoint
receptors.

2.3.5 Multi-response. PAMAM dendrimers are ideal vectors
for gene delivery due to their nano-size, low toxicity, high
nucleic acid compressibilityy, and high transfection
efficiency.®® Phenylboronate ester bond have been shown to
have excellent TME responsiveness and can dissociate at low
pH and high ROS conditions.*’Liu et al. constructed core-shell
structured dendritic macromolecules (CSTDs) by taking lacto-
bionic acid (LA)-modified 5th generation PAMAM dendritic
macromolecules encapsulating gold nanoparticles as the core
and phenylboronic PBA-modified 3rd generation PAMAM den-
dritic macromolecules as shells through the phenylboronate
ester bond formed between PBA and LA.”® The formed Au
CSTDs have been utilized to efficiently complex Cas9-PD-L1
PDNA (Cas9-PD-L1). Due to the specific binding of PBA to over-
expressed sialic acid in cancer cells, Cas9-PD-L1 could be
released with the breaking of the phenylboronate ester bond,
escape lysosomes, and localize to the nucleus, resulting in an
efficient knockout of the PD-L1 gene. In addition, due to the
X-ray attenuation effect of Au, CT images can be provided for
its distribution and metabolism. Dong et al. constructed light/
pH dual-responsive cationic supramolecular block copolymer
vectors (SBCs) based on the non-covalent polymerization of
pB-cyclodextrin monosubstituted polyethylene glycol (PEG-B-CD)
as a supramolecular initiator via p-cyclodextrin/azobenzene-
terminated pentaethylenehexamine (DMA-Azo-PEHA-$-CD) in
aqueous medium (Fig. 3f).”" SBC possesses excellent biostabil-
ity, biocompatibility, and efficient plasmid DNA condensation
ability. The acidic environment of the endosomes protonates
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the amino groups on the vector and promotes the endosomal
escape of the vector. Light irradiation at 450 nm will make azo-
benzene allosteric, which induces the depolymerization of the
vector, resulting in the rapid release of plasmid DNA. The
dual-responsive characteristics of the SBC significantly
improved its gene transfection efficiency of the SBC in COS-7
and HeLa cells. However, the light penetration depth of
450 nm is too shallow for deep tissue delivery, so there is a
need to develop photoresponsive polymers at higher wave-
lengths. Kuang et al. employed upconverting nanoparticles to
convert 980 nm light to partially UV light, which induced the
breakage of the backbone polymers, thus accelerating the
release of siPlk168.”>

2.4 Utilization of mechanistic stimuli

In living organisms, chemical and mechanical signals continu-
ously influence and coordinate the activities of cellular life,
such as motility, proliferation, and phenotypic transition
events.”> Endocytosis and transport processes are similarly
regulated by interactions between the cell membrane and the
underlying cytoskeleton.”? Different mechanical stimuli can
improve gene transfer by modulating specific steps in the
transmission pathway, including internalization, cytoplasmic
transport, and nuclear entry.”> Mechanical loads applied to
cells cause specific cellular responses, such as mechanical
regulation of membrane transport’® and cytoskeletal
remodeling.””’® In this context, cyclic stretching,”® shear
stress,®® and vibrational loading® may improve the transfec-
tion efficiency of non-viral gene delivery vectors by enhancing
their uptake and intracellular transport. Ponti et al. propose a
method to enhance intracellular delivery and improve transfec-
tion efficiency by using mechanical stimulation to initiate
cells. A short-lived high-frequency vibrational load (¢ = 5 min, f
= 1000 Hz) applied vertically to the plane of the cell culture
plate induces abrupt and extensive plasma membrane growth,
triggering the clathrin-mediated endocytosis pathway that
makes it easier for the cells to internalize the polymer gene
vector, leading to an increase in the transfection efficiency
from 10-fold to 100-fold.®* This process is safe for the cells,
which recover after 1 hour through plasma membrane
remodeling.

2.5 Modification of polymers

Rational modification of polymers can enable polymeric
vectors to possess high transfection efficiency while maintain-
ing excellent biocompatibility. For example, polyethyleneimine
(PEI) is the most widely studied polycationic vector with
different molecular weights (0.2-800 kDa), and linear and
branched structures.® Due to its high transfection efficiency
in cells, the branched PEI 25 kDa is generally regarded as the
“gold standard” of polycationic non-viral vectors.®> However,
the cytotoxicity of PEI increases as its molecular weight rises,
giving an antagonistic relationship between high transfection
efficiency and low cytotoxicity. Modifications such as polyethyl-
ene glycol (PEG), lipid, or fluoride have been introduced into
PEI polymers to address this critical issue and reduce the bio-
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toxicity of the delivery system.®* PEG-modified PEIs can shield
the positively charged surface of the complexes by forming a
hydrophilic corona, which reduces damage to the cell mem-
brane. Due to the amphiphilicity of lipids, lipid-modified PEI
makes PCC more stable and has better biocompatibility.®®
Perfluoroalkyl-containing polymers exhibit favorable serum re-
sistance due to the hydrophobicity and lipophobicity of fluoro-
carbon chains.®®

2.5.1 Fluoride modification. Fluorine modification on
polymers is an effective method to enhance gene delivery,
such as PAMAM,®” poly(propyleneimine) (PPI),®® peptide den-
drimers,*® PEL’® PBAE,”" poly(2-(dimethylamino)ethyl meth-
acrylate) (pDMAEMA).”* Fluorine substitution can regulate the
conformation, hydrophobic interactions, lipophilicity, electro-
negativity, and basicity of the carriers, thereby altering their
bioactivity and bioavailability, and enhancing their membrane
permeability and therapeutic effects. Deng et al. introduced
the fluorine-containing amine monomer 1H,1H-undecafluoro-
hexylamine (FPBAE) into PBAE, and the complexes with DNA
achieved high transfection efficiencies of 87% and 55% in
difficult-to-transfected cells, HepG2 and Molt-4, much higher
than that of Lipofectamine 3000 (Fig. 4a).”* Jin et al. prepared
a gene delivery system containing fluorinated low molecular
weight PEI for miR-942-5 psponge gene delivery by modifying
tetrafluoroterephthalaldehyde on PEI 1.8 kDa by one-step syn-
thesis (Fig. 4b).>* The synthesized F-PEI could bind tightly to
negatively charged plasmids due to its positive electropositive,
hydrophobic and oleophobic properties and exhibited excel-
lent serum stability in vivo. The F-PEI/Plasmids complex (w/w =
50) showed about 6-fold endocytosis capacity of PEI 25 kDa
and resulted in a high survival rate of human NSCLC cells
(H1299), and in vivo studies also demonstrated its ability to
inhibit tumor growth and angiogenesis effectively. Zhang et al.
developed fluoropolymer-encapsulated DNA nanoclusters
(FNCs) for the cyclic delivery of oligonucleotides.”
Oligonucleotides were bound in DNA nanorings via Watson—
Crick hydrogen bonds, followed by in situ polymerization of
fluorinated zwitterionic monomers and adsorption onto the
DNA nanorings via hydrogen bonds. The results showed that
the fluorinated polymer coating prolonged the cycling time of
the complexes and facilitated the cellular internalization and
endosomal escape of the DNA nanocycles. Incorporating core-
shell structured PbS@CdS quantum dots (with emission wave-
lengths of 1500-1700 nm) into the polymer coatings allowed
the delivery process of the complexes to be visualized on a cel-
lular scale utilizing near-infrared light sheet microscopy. In
addition, the photothermal effect of the quantum dots can
trigger hydrogen bond dissociation, inducing detachment of
the fluoropolymer coating and on-demand release of
oligonucleotides.

2.5.2 Amino acid modifications. Amino acids are essential
naturally occurring nutrients with good biocompatibility.
Amino acids are the structural monomers that make up pro-
teins and have the same general structure consisting of an
amino group, a carboxyl group, and a residue. The chemical
diversity of amino acid residues, such as amines, guanidines,
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imidazoles, carboxyls, hydroxyls, thiols, amides, lipids, and
aromatic rings, can affect various aspects of gene delivery.”®
For example, the pK, for imidazole protonation in histidine is
about 6.0, so in acidic endosomes, histidine residues
enhance the escape of the complex by a proton sponge mecha-
nism.”® Adjusting the affinity water balance on the surface of
dendrimer macromolecules with hydrophobic amino acids
(e.g., tyrosine and phenylalanine) facilitates enhanced cellular
uptake. Modifications with arginine and lysine promote DNA
binding, multimer formation, efficient cellular uptake, and
endosomal escape but also increase cytotoxicity. Dendrimers
modified with anionic or hydrophilic amino acids decrease
DNA binding and cellular uptake.®® Therefore, selecting the
appropriate type and ratio of amino acid modification for poly-
meric vectors is necessary to achieve optimal transfection
efficiency and cell survival.

Amino acid-modified polymer delivery systems have dra-
matically increase in biocompatibility and transfection
efficiency. This is attributed to the fact that amino acid modifi-
cation reduces the charge density of the cationic polymer
carrier and increases the interaction with nucleic acids while
improving cellular uptake efficiency and endosomal escape.
Polyamide-amines grafted with histidine and arginine (second-
generation PAM) can have higher endosomal escape and
higher transfection efficiency than unmodified PAM due to the
proton buffering and protein transduction peptide effects of
histidine and arginine.'®® Partial modification of the PAMAM
dendrimer with tosyl arginine allowed the dendrimer to
increase its transfection efficiency while minimizing its cyto-
toxicity.'®" Joubert et al. precisely introduced p-toluenesulfonyl
arginine and imidazole groups on the lysine-carrying PAMAM,
which effectively improved its fusion properties, buffering
capacity, and facilitated endosomal escape (Fig. 4c).'®> The
arginine-rich polymer, which can effectively form pores in the
cell membrane and translocate into them, avoids endo/lysoso-
mal trapping, resulting in a significant increase in the
efficiency of cellular internalization.'® By screening for struc-
ture-activity relationships, the polymer with a side chain con-
taining two arginine residues and a flexible hexanoic acid
linker (PTn-R2-C6) showed higher transfection efficiency and
lower cytotoxicity than the gold standard transfection reagent
(PEI 25K).

L-PBAEs are a class of polymers with promising biocompat-
ibility and biodegradability.’®® Due to the presence of basic
amine groups, L.-PBAEs are able to condense nucleic acids in
the form of nanocomplexes, making them a strong candidate
for gene vectors. Their transfection efficiency and selectivity
for different cell types can also be tuned by synthetically modi-
fying the PBAE backbone or the polymer ends."®® For instance,
due to the excellent biocompatibility of peptides, Borros’
group developed a library of linear oligopeptide-modified
PBAEs (OM-PBAEs) with terminal oligopeptides as the cationic
portion.’®®'%” Among them, peptides such as lysine, arginine,
and histidine are susceptible to protonation at intestinal
luminal pH, which is more conducive to endosomal escape
owing to the “proton sponge effect”. Hence, these OM-PBAE

Polym. Chem., 2024, 15,1908-1931 | 1915


https://doi.org/10.1039/d4py00124a

Published on 24 prilis 2024. Downloaded on 2025. 10. 30. 21:24:42.

Review

0 0
(a) HZNmom""v\gOMNMOKVNHMOWWNHZ

g PAE
Fluorination

B A

F.

A

F

£
i 0 0 F 0

HN oA oo v\go N/\)%/\H\ﬂg/\/"\/\gowﬁf\/o\/\y\/owmz

é FPAE
H

View Article Online

Polymer Chemistry

positive-
charged

(C) 1. Chemical Design 2. Dendriplex formation (d) iAo~ M}JO/Y\OQ/Y\OMNH
S & OH OH
RNA Condensingé % 02 «_} ‘}
Hal, o o
3 :
<H, DD-90-122 {Hz
g B oS O
. ! ? !
PAMAM/Lysine e o o
Dendrimer B“geﬂ“ os (}
modifications {m > 2.«
’ DD-C12:122 ’

(e) cm—
‘53

DD-90-122 /W/Q\/)?\l\
+ Polymer-DNA interaction;
M

y"'\\

DD-C12122

Nanocomplex \ )

#

x=0.0, y=1.0, Binary polyplexes-1

o/

hydrophobic

x=0.3, y=0.7, Ternary polyplexes-2
x=0.5, y=0.5, Ternary polyplexes-3
x=0.7, y=0.3, Ternary polyplexes-4

x=1.0, y=0.0, Binary polyplexes-5

Fig. 4 Rationally modified polymer vectors for higher delivery efficiencies. (a) Synthesis strategy of FPAE ref. 93. Copyright 2023, Elsevier. (b)
Schematic illustration of PCC F-PEI chemical synthesis route and mechanism of action in vivo ref. 94. Copyright 2023, Elsevier. (c) Dendritic polymer
PAMAM modified with amino acids ref. 102. Copyright 2023, Elsevier. (d) Hydrophilic and hydrophobic LPAEs. (e) Modular manipulation of the
amphiphilicity of the LPAE/DNA polyplexes for efficient DNA delivery ref. 116. Copyright 2023, American Chemical Society.

polymers show promising applications such as protection of
mRNA for vaccine purposes,'®® encapsulation of interfering
RNA for cardiovascular disease therapy,' incorporation of
various gene editing systems (CRISPR/Cas) for the treatment of
rare monogenic diseases,''® preparation of hydrogels for loca-
lized siRNA therapy for breast cancer or microneedles loaded
with immune-modulating components.®®

2.5.3 Hydrophobic modification. Since liposomes and
LNPs are characterized by their amphiphilicity, they can effec-
tively encapsulate and protect nucleic acids and promote cell
membrane permeabilization, uptake of lipid complexes and
endosomal escape.''* Although polymers have the advantages
of easy large-scale synthesis, high flexibility in chemical com-
position and structure, and large functional space, their trans-
fection efficiency is relatively low.''> Therefore, hydrophobic
modification of polymers by mimicking the amphiphilic struc-
ture of liposomes and LNPs is an effective strategy to improve
their gene delivery efficiency. Anderson et al. introduced the

1916 | Polym. Chem., 2024, 15, 1908-1931

hydrophobic amine dodecylamine (C12) into the hydrophilic
amine 2-morpholinoethylamine (90) in a 7: 3 cast ratio, which
significantly improved the stability of the complex and
enhanced the transfection efficiency of DNA.'** Liu et al. intro-
duced undecylamine (C11) into branched poly(f-amino ester),
which enhanced DNA’s condensation, delivery, and transfec-
tion efficiency."'* However, this chemical modification
approac makes the chemical composition of the resulting poly-
mers complex and uncontrollable, and most importantly, this
strategy is time-consuming and complicated to operate.
Inspired by the modularity strategy, Li et al. fabricated
B-cyclodextrin-based cationic modules and adamantyl-functio-
nalized guanidinium-based polymer modules via host-guest
interaction to form a micellar delivery system for the efficient
delivery of pDNA.'" Shi et al. then synthesized hydrophilic
LPAE and hydrophobic LPAE separately, which were then co-
condensed with DNA to form a ternary complex. By adjusting
the proportion of hydrophilic and hydrophobic LPAEs, the
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hydrophilicity, size, {-potential, and other physicochemical
properties of the ternary complexes could be altered, contri-
buting to the regulation of gene transfection (Fig. 4d and e).*®

2.5.4 Targeted modifications. Modifying of polymeric
vectors with targeted ligands can provide additional impetus
to polymeric nanocarriers to effectively enhance the enrich-
ment of polymeric vectors to the target site, thereby increasing
cellular uptake, release, and transfection efficiency.
Phenylboronic acid (PBA) is a biocompatible group capable of
forming reversible covalent esters with 1,2- or 1,3-cis-diols on
the ribose ring.""” Therefore, PBA has been applied as a ligand
targeting cells target cells overexpressing sialic acid. PBA-func-
tionalized cationic dendrimers were used for efficient DNA
and siRNA delivery, and the gene delivery efficiency of PEI was
improved by PBA modification."'®''® Angiopep-2 peptide is a
ligand that binds to low-density lipoprotein receptor-related
protein-1 (LRP-1), which is highly expressed on blood-brain
barrier (BBB) endothelial cells and glioblastoma (GBM) cells.
Zou et al. modified Angiopep-2 on a polymer shell to facilitate
BBB permeation and achieve targeted delivery of Cas9/sgRNA
to GBM cells in the brain."*® Dendritic macromolecules modi-
fied with glucose, mannose, or galactose modifications can
target up-regulated glucose transporters in glioblastoma to
promote brain penetration and cellular internalization for
gene delivery to the brain, leading to effective treatment of
glioblastoma.’" Polymeric vectors with galactose-modified
side chains also showed better ability to target HCC cells for
gene delivery."”* Polymer vectors grafted with RGD can target
integrin overexpressing cells and improve cellular uptake
efficiency."®® Han et al. attempted gene delivery to glioblas-
toma using CM-coated PEI/pDNA nanoparticles, taking advan-
tage of the homotypic targeting effect of cancer cell mem-
branes (CM)."** The nanoparticles’ surface CM reduced their
interaction with serum proteins, extended their in vivo circula-
tion time, and facilitated their entry into target cells by inter-
acting with the cells’ plasma membrane. Zhuang et al. pre-
pared a delivery system coated with LA-4 lung epithelial cell
membrane (CM) that significantly improved the delivery
efficiency of pDNA to the lungs, surpassing the anti-inflamma-
tory effect of the delivery system without cell membrane
encapsulation.'®®

2.6 Incorporation of machine learning

Machine-learning based techniques permit more efficient
experiment design by obtaining optimal results with fewer
experiments."*® High-throughput computer simulation evalu-
ation methods for biomaterials can accelerate delivery device
optimization and development by exploring large chemical
design spaces more quickly and cost-effectively. Gong et al.
apply state-of-the-art machine learning algorithms to a dataset
of synthetic biodegradable PBAEs, which have excellent thera-
peutic gene delivery capabilities in vitro and in vivo."” Polymer
properties are the input part of this dataset, and polymer
nanoparticle transfection performance and nanoparticle tox-
icity in different cells are the output part of this dataset. These
data were used to train and evaluate several state-of-the-art
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machine learning algorithms to predict transfection and the
ability to understand structure-function relationships
(Fig. 5a). By developing a coding scheme to vectorize the struc-
ture of PBAE polymers in a machine-readable format, it was
proved that the Random Forest model could predict in vitro
DNA transfection based on the chemical structure of PBAE
polymers in a cell line-dependent manner. The PBAE gene
delivery system prepared based on this model was tested for
transfection in RAW 264.7 macrophages and Hep3B hepatocel-
lular carcinoma cells, and the results showed Spearman’s R
correlation between experimental/tested transfection signifi-
cance of 0.57 and 0.66, respectively.

Gaussian process (GP) modeling has succeeded dramati-
cally due to its non-parametric nature, enabling fast black-box
optimization of very few data points. It is the best tool for
hyperparametric tuning in machine-learning experiments."*®
In order to investigate whether oppositely charged hybrid
micelles maintain high transfection efficiency while having
excellent cytocompatibility, Leer et al. synthesized two sets of
oppositely charged double-block terpolymers."”® The two sets
of copolymers contain the same hydrophobic poly(n-butyl acry-
late) (PnBA) and hydrophilic 4-acryloylmethane (NAM). The
charge difference lies in the fact that the cationic copolymer is
modified with 3-guanidinoacrylamide (GPAm), and the
anionic copolymer is modified with 2-carboxyethylacrylamide
(CEAm), which is negatively charged under neutral conditions.
Variations in copolymer composition and the form of different
ratios between the blended polymers allow for a myriad of pos-
sibilities for micellar structures, and optimizing such systems
requires a large number of experiments ranging from chemical
synthesis to biological studies. A machine learning approach
was therefore applied to determine the optimal GPAm/CEAmM
ratio, resulting in higher transfection efficiency and cell survi-
val with less resource overhead. After two runs, the optimal
ratio to overcome the toxicity-efficiency dilemma was deter-
mined. Applying machine learning to polymer chemistry holds
great potential to efficiently process many possible combi-
nations for probing robust gene vectors.

2.7 Probing the effect of distribution of different molecular
weight fractions

Unlike viruses and lipids with defined chemical structures,
synthetic polymeric vectors (e.g., PAE, PEI, PLL, DMAEMA) are
mixtures of different molecular weight (MW) components,
which perform their respective functions and play a synergistic
role in the process of gene delivery.'*®**° Polymer components
with high molecular weight can act as a framework to stabilize
the polymer structure and protect the core DNA."*° In contrast,
high molecular weight components cannot effectively shield
the DNA charge due to their sizeable steric hindrance, whereas
mobile small molecular weight components can sufficiently
shield the negative residue charge on the phosphate group,
thus assisting the DNA in further coiling and folding."*" In
addition, other molecular weight components may facilitate
cellular uptake, endosomal escape, and nuclear pore entry of
the polymer vector.
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Therefore, to improve the efficiency of gene transfection, it
is necessary to determine the optimal combination ratio of
different polymer components in polymer vectors, i.e., polymer
component distribution (PCD). Li et al. used PBAE as the
research object to investigate the effects of different properties
of different components of polymers (high MW and low MW
components) and the synergistic effect on gene delivery after
combining them in appropriate ratios (Fig. 5b)."*> The
relationship between PCD and gene transfer performance was
investigated using an artificial intelligence (AI) analysis.
Guided by this analysis, a series of highly efficient polymeric
vectors superior to the current commercial reagents jetPEI and
Lipo3000 were developed, among which the transfection
efficiency of the PAE - Bl-based complex in U251 cells was
about 1.5 times that of Lipo3000 and 2.0 times that of jetPEIL.

2.8 Combined use of multiple means

Improvement of polymeric vectors by a single means is always
limited for gene transfection efficiency, and the combined use
of multiple means will have a greater chance of facilitating
gene transfection, reducing the dosage of drugs, and driving
clinical transformation. Karlsson et al. designed reductively
cleavable PBAEs (XbNPs) containing photocrosslinked poly-
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mers to cross-link and load encapsulated siRNAs.'**> The di-
sulfide bridge in XbNPs is conducive to the intracellular
release of siRNA under weak acid conditions.
Photocrosslinking improves the stability of XbNPs, shields the
surface charge, and reduces the adsorption of serum proteins.
Under high serum conditions, XbNPs showed better siRNA-
mediated knockdown effects in various glioblastoma cell lines
and melanoma cells than uncrosslinked preparations.

To achieve stable co-encapsulation and efficient delivery of
siRNA and hydrophilic chemicals for anti-inflammatory treat-
ment of ulcerative colitis (UC), Xu et al. synthesized poly(ethyl-
ene glycol)-b-poly(trimethylene carbonate-co-dithiolocyclic tri-
methylene carbonate)-b-polyethyleneimine (PEG-P(TMC-DTC))-
PEI, which self-assembled to form polymer vesicles with PEG
in the outer shell and PEI facing an inner hydrophilic core."**
The disulfide heterocyclic pentane ring suspended in the
P(TMC-DTC) block can be oxidized to a disulfide bond while
enhancing colloidal stability. The macrophage-targeting
peptide TKPR was further modified at the PEG end to make it
macrophage-targeting. Electrostatic interactions between PEI
and siTNF - asiRNA/DSP promoted efficient cargo encapsula-
tion. Upon targeted internalization into macrophages, the di-
sulfide bond is fractured by GSH reduction, which accelerates
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the dissociation of polymer vesicles and the release of cargoes
to achieve the anti-inflammatory effect of synergistic anti-UC.
Li et al. developed novel pH-responsive lipid polymer nano-
particles (PLPNs) combined with Ultrasound-mediated micro-
bubble destruction (UMMD) technology to achieve optimal
CRISPRI systemic delivery, leading to efficient target gene inhi-
bition'*® (Fig. 6a). UMMD induces mechanical perturbation of
vascular walls and cell membranes, thereby enhancing the per-
meability of malignant tissues to DNA carriers."*® PLPNs have
a core-shell structure in which the CRISPR plasmid DNA
(pDNA) with PBA functionalized low molecular weight poly-
ethyleneimine PEI1.8 k (PEI-PBA) condensed to nucleate. The
PEIPBA/pDNA complex was further encapsulated in pH-acti-
vated “detachable” PEOz lipids. The PEOz lipid shell gives
PLPNs a negatively charged surface with good serum resistance
and effectively reduces immune clearance. Upon entry into the
tumor tissue, the outer shell of PLPNs breaks down in the
acidic microenvironment, releasing the PEI-PBA/pDNA
complex, which is capable of enhancing the internalization of
the complex by cancer cells through the binding of salivary
acid (SA). PEI in the complex triggers endosomal rupture
through a “proton sponge” effect, releasing pDNA into the
cytoplasm. In contrast, some of the undecomposed PLPNs
enter the cell via endocytosis, and in an acidic (pH 5.0)
environment, the outer shell is almost completely decom-
posed, which triggers the release of pDNA. In addition, in vivo
studies demonstrated that UMMD administration significantly
increased the tumor enrichment of PLPNs and improved gene
repression efficiency. Zhang et al. constructed a peptide con-
taining nuclear localization signals (NLS) and a Tefilin-modi-
fied disulfide-bonded crosslinked polymer (bPEI-SSPEG-T) for
efficient delivery of interleukin-10 (IL-10) pDNA."®’ First, NLS
formed a complex with pDNA by electrostatic interaction to
enhance the nucleation efficiency. The NLS/DNA complexes
were then combined with bPEI-SS-PEG-T to construct
bPEI-SS-PEG-T/NLS/DNA NPs with a particle size of 168.4 nm
and a zeta potential of +10.9 mV (Fig. 6b). bPEI-SS-PEG-T is
responsive to intracellular glutathione, is biodegradable, and
Tefilin peptides interacted with the Fc receptor and neuropi-
lin-1 receptor on macrophages enhanced macrophage-
mediated phagocytosis and the nano complexes exhibited
better biocompatibility, higher cellular uptake, and nucleation
efficiency, leading to better IL-10 plasmid transfection.

3. Biological application
3.1 Cancer treatment

Breast cancer is one of the most common types of cancer, and
its incidence is increasing every year, with more than 3 million
new breast cancer cases expected to be diagnosed by 2040.'3®
Surgery and radiation are the first-line treatments for localized
or early-stage breast cancer, and chemotherapy is the treat-
ment of choice for metastatic or advanced disease."’
Although breast cancer is one of the solid tumors sensitive to
chemotherapy, the emergence of drug resistance can render
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chemotherapy ineffective. Especially in triple-negative breast
cancer (TNBC), the recurrence rate increases, and long-term
survival decreases after conventional treatment. In breast
cancer research, scientists have identified various therapeutic
targets to inhibit tumor metastasis and recurrence through
effective gene delivery and silencing responsive targets."*® Li
et al. selected metastatic breast cancer as an in vivo gene inhi-
bition model for the CRISPRi system.'*® MicroRNA-10b
(miR-10Db) is highly expressed in metastatic breast tumors and
becomes a therapeutic target for anti-metastasis. Thus,
sgRNAs targeting miR-10b were developed. Subsequently,
PLPNs/miR-10b were constructed and combined with the
UMMD to introduce a powerful gene suppression toolbox into
tumor cells and tissues to inhibit tumor metastasis efficiently.
Zhang et al. chose antisense miR-21 oligonucleotide (anti21)
as the therapeutic sequence for cancer cells via fluoropolymer-
coated DNA nanocrystals. Silencing miR-21 can inhibit the
secretion of vascular endothelial growth factor (VEGF)
secretion, inhibiting tumor angiogenesis.”> The fluorinated
polymeric coating was also doped with quantum dots with
NIR-IIb (1500-1700 nm) fluorescence and NIR photothermal
properties. In the humanized breast cancer model, after anti21
was effectively delivered to breast cancer cells through circula-
tion (Fig. 7a), under NIR light irradiation, anti21 could be
released in the cytoplasm on demand, achieving high transfec-
tion efficiency, effective silencing of target miRNAs, and inhi-
bition of angiogenesis for tumor ablation (Fig. 7b). In
addition, non-invasive volumetric imaging of the gene vector
delivery process can be performed under NIR-IIb emission.

The efficacy of tumor therapy will be further enhanced
when co-delivering multiple therapeutic and adjuvant mRNAs.
Neshat et al. utilized biodegradable, lipophilic PBAE for co-
delivery of mRNA structures encoding Signal 2 co-stimulatory
molecules (4-1BBL) and Signal 3 immunostimulatory cytokines
(IL-12), as well as nucleic acid-based immunomodulatory adju-
vants (CpG).'*' The nanocarriers were further encapsulated
with a thermosensitive hydrogel, enhancing their retention
time at the tumor site. This triblock thermosensitive copoly-
mer poly(lactic acid-ethanolic acid)-poly(ethylene glycol)-poly
(lactic acid-ethanolic acid) (PLGA-PEG-PLGA) was liquid and
injectable at 4 °C but formed a gel structure at 37 °C, thereby
confining the nanocarriers to the tumor injection site. In vivo
results showed that PBAE NPs loaded with 4-1BBL, IL12, and
CpG adjuvants effectively reduced E0771 mammary tumor
load in a mouse model when combined with an immune
checkpoint blocker (anti-PD1) while prolonging the animal’s
life cycle and avoiding distal effects.

Exploiting effective nanomedicines to counteract tumor
immunogenicity and immunosuppression is essential to
improve the efficacy of immunotherapy. Liu et al. PBA-modi-
fied e-polylysine targeted nanoplatforms for co-delivery of P-gp
SiRNA, Bcl-2 siRNA, and Adriamycin to treat multidrug-resist-
ant breast cancer.'*® The complex has promising targeting
ability and ATP-responsive cytoplasmic nucleic acid release
properties with sound inhibitory effects on invasion, prolifer-
ation, and clone formation of MCF-7/ADR cells. The abundant
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groups on the surface of the PAMAM and internal cavities
make it easy to confer dendritic macromolecule targeting and
better loading of cargoes for tumor therapeutic applications.
Song et al. developed two nanomodules based on 5th-gene-
ration polyamide-amine dendrimers (G5)/3rd-generation polya-
mide-amine dendrimers (G3) core-shell structured dendrimers
(CSTD) for chemoimmunotherapy in an in situ breast tumor

1920 | Polym. Chem., 2024, 15, 1908-1931

model."*® Acetylated G5/G3 CSTDs wrapped around DOX con-
stituted the first nanomodule that induced immunogenic cell
death (ICD) in cancer cells. Carboxybetaine acrylamide (CBAA)-
G5/G3-mannose (Man)/YTHDF1 siRNA complexes served as
another nanomodule to stimulate the maturation of DCs by
inhibiting YTHDF1 expression in DCs. Enhanced T-cell-
mediated tumor immunotherapy through tumor ICD effects

This journal is © The Royal Society of Chemistry 2024
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and genetic engineering of DCs to stimulate DCs maturation
led to in vivo enhanced chemoimmunotherapy in orthotopic
mouse breast cancer models (Fig. 7c).

Hepatocellular carcinoma (HCC) accounts for 90% of all liver
cancers, and its 5-year survival rate is only 10%, posing a severe
threat to human health.'** Although surgery or liver transplan-
tation can cure some patients, the majority of patients present
with invasive hepatocellular carcinoma, which can only be treated
locally, whereas chemotherapy and radiotherapy are off-target
toxic to healthy hepatocytes.'*® Gene therapy has shown improved
targeting and safety. Vaughan et al. used PBAE NPs to deliver a
CpG-free plasmid with mutant herpes simplex virus type 1 sr39
thymidine kinase (sr39) DNA to human HCC 146
Transfection of sr39 allows the prodrug ganciclovir to kill cancer
cells and 9-(4-18F-fluoro-3-hydroxymethylbutyl)
guanine (18F-FHBG) for in vivo imaging. Targeting was achieved

cells.
accumulate

using the CpG-free human alpha-fetoprotein (AFP) promoter
(CpGf-AFP-sr39). It was reached only in AFP-producing HCC cells,
enabling selective transfection of bit HCC xenografts. CpGf AFP-
Sr39NP treatment resulted in a 62% reduction in tumor volume,
and expression of the therapeutic gene was detectable using PET.

3.2 Psoriasis treatment

Psoriasis is a chronic inflammatory skin disease manifested by
increased pro-inflammatory cytokine tumor necrosis factor o

This journal is © The Royal Society of Chemistry 2024

(TNFo) expression.™®” Suzuki et al. developed a siRNA delivery

system based on hybrid polymeric lipid nanoparticles (PLNs)
in combination with photochemical internalization (PCI) to
optimize the endosomal escape of TNF o« siRNA, intending to
employ the system as a topical agent to treat psoriasis.'*® The
PCI technique disrupts endosomal membranes and facilitates
the release of the cargo in the cytoplasm after activation of the
photosensitizer by light irradiation. The PLNs consisted of
2.0% Compritol & 888 ATO (lipid), 1.5% Porloxacin 188, and
0.1% cationic polymer poly(allylamine) hydrochloride, with an
average size of 142 nm and a zeta potential of +25 mV. It can
the photosensitizer TPPS2a and
complex siRNA. The system exhibited excellent biocompatibil-

efficiently encapsulate

ity together with a high cellular uptake rate. In an in vitro deliv-
ery assay in a porcine skin model, PLNs could deliver siRNA
and TPPS2a into the skin. In an imiquimod cream-induced
hairless mouse model of psoriasis, PLNTPPS2a-TNFa siRNA,
in combination with PCI, significantly reduced TNF a levels,
resulting in redness and scaling of mouse skin. The results
suggest that gene therapy combined with PCI has potential in
the local treatment of psoriasis.

3.3 Alzheimer’s disease treatment

It has been long since brain-derived neurotrophic factor
(BDNF) was applied to treating neurodegenerative diseases.
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However, the therapy still suffers from certain exogenous limit-
ations, such as the production of side effects like neuropathic
pain and seizures.'*’

In addition, there are no positive clinical trial results for
BDNF-based gene therapy. Therefore, a new method of deliver-
ing BDNF is necessary, and Li et al. has designed and syn-
thesized two PBAEs to deliver mRNAs directly to the brain and
spinal cord via ventricular pumps.’®® In order to obtain
mRNAs with higher and more stable transcription levels,
Linear Design, an AI algorithm for the secondary structure of
mRNAs, was applied to modify the mRNA sequences.
Meanwhile, to avoid over-activation of neurons, the 3’ untrans-
lated region was further modified with neuron-specific miRNA
targeting sequences. In this way, off-target delivery to neurons
was achieved to avoid seizures. The mRNA is then commonly
expressed in astrocytes (Fig. 8a), releasing BDNF to support
neurons, thereby improving memory in amyloid precursor
protein/progerin 1 double transgenic AD model mice.

3.4 Arthritis treatment

Continued damage to articular cartilage causes cartilage
degeneration, leading to joint dysfunction and disability in
patients.'” Compared with normal cartilage, the expression of
hypoxia-inducible factor 2a (HIF-2a) is significantly increased
in articular chondrocytes of osteoarthritis (OA) patients, which
induces calcification as well as apoptosis of hypertrophic
chondrocytes around the perichondral bone, leading to carti-
lage matrix degradation."®® Constructing a suitable gene vector
to silence the HIF2a gene in articular chondrocytes will be the
key to alleviating articular cartilage degeneration and treating
OA. However, articular cartilage itself has no blood vessels,
nerve tissue, and lymphatic distribution, and the extracellular
matrix of chondrocytes is dense (pore size of about 60 nm)
and has a negative electrical barrier, making it difficult to
deliver drugs/genes to chondrocytes.'>® Therefore, it is necess-
ary to ensure the effective retention of gene carriers in the
joint cavity while enhancing their enrichment around
chondrocytes.

Based on hexachlorocyclotriphosphazene as the core, Chen
et al. synthesized a phosphorus-containing dendrimer deriva-
tive (G1-NC5-HCl) with piperidine on the surface by an itera-
tive modification method, which can be effectively combined
with HIF2a siRNA (G1-NC5-HC@siRNA)."** The cationic nano-
carriers achieved efficient penetration into the cartilage
damage site (pH = 6.6) and effective anchoring to the cartilage
matrix (pH = 7.6). G1-NC5-HC@siRNA was loaded into hydro-
gel microspheres by ionic bond coordination and microflui-
dics to enhance the residence time of G1-NC5-HC@siRNA in
the articular cavity and maintains its stable and sustained
release in the articular cavity. After the hydrogel microspheres
were injected into a rat model of traumatic osteoarthritis in a
minimally invasive manner, the expression of MMP-13 protein
was down-regulated by silencing the HIF2a gene, which inhib-
ited the degeneration of cartilage tissues and the formation of
osteoblasts, promoted cartilage regeneration, and then delayed
the development of osteoarthritis (Fig. 8b). This system pro-
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vides a new design idea and strategy for constructing matrix
delivery drug nanocarriers.

Rheumatoid arthritis (RA) is a common chronic inflamma-
tory disease that is currently not ideally treated due to the
buffer barrier effect of the RA microenvironment.'??
Interleukin-10 (IL-10) can regulate the rheumatoid arthritis
microenvironment through metabolic reprogramming of
macrophages.’®® However, the short half-life, low targeting
efficiency, and poor tissue penetration of IL-10 have led to its
challenging clinical application. Zhang et al. combined
bPEI-SS-PEG-modified with Tefilin with NLS/DNA complexes
via classical interactions to form a macrophage-targeted IL-10
pDNA delivery system."®” After intraperitoneal injection, gene
carriers can be efficiently taken up by peritoneal macrophages
and subsequently carried to the site of inflammation by
macrophages, thus favoring gene carrier aggregation at the site
of RA inflammation. Expressed IL-10 can reduce the pro-
duction of pro-inflammatory cytokines (TNF-a, IL-1f) by chan-
ging the proportion of Mi-type and M2-type macrophages,
thereby alleviating inflammatory symptoms (Fig. 8c).
Compared with current therapeutic approaches, this macro-
phage-carrying gene delivery system has the advantages of
excellent targeting and minimal side effects, which provides
ideas for gene therapy of similar inflammatory diseases.

3.5 Lung-disease treatment

Multiple lung diseases, including influenza, cystic fibrosis,
SARS-CoV-2, and asthma, make the lung a direct target for
RNA therapeutic and preventive drugs.

Aerosolized inhalation drug delivery is an approach to
deliver RNA cargo directly to lung tissue, which allows for
direct delivery of drugs to lesions, reducing the risk of side
effects on healthy organs and tissues, but at the same time,
must overcome physiological barriers such as respiratory
mucosa, mucociliary clearance, and cell phagocytosis.®’”
Blanchard, E. L. et al. employed HPBAE to achieve lung nebuli-
zation delivery of mRNA-expressed CRISPR-Cas13a and guide
RNA10 (Fig. 9a)."®® The therapeutic effects of Casl3a
expression and guide RNA delivery on influenza and
SARS-CoV-2 were evaluated in experimental models of mice
and hamsters, respectively. Based on this, Rotolo et al
designed and synthesized 166 polymers using hDD90-118
PBAE as a precursor, which share some common features,
including (1) diacrylate electrophilic backbone, (2) multifunc-
tional amines, amino-alcohols, and aminothiols as linear or
branched nucleophilic components and (3) amino-terminal."*®
Functional screening of luciferase reporter genes led to the dis-
covery of candidate P76, a poly-B-amino-thioester (PBATE),
which efficiently delivers mRNAs to mice, hamsters, ferrets,
cows, and macaques by aerosolization and shows minimal tox-
icity. The thiols in P76 enable it to efficiently encode short
crRNAs and long mRNAs, which were found to be highly
effective in the SARS-In the SARS-CoV-2 model of attack on
golden gophers, P76 delivered Cas13a mRNA at a dose 4-fold
lower than previously reported for PBAE, comparable to the
gold standard efficacy of systemic neutralizing antibody

This journal is © The Royal Society of Chemistry 2024
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therapy (Fig. 9b). Fang et al. attached two antisense oligonu-
cleotides (ASOs) via covalent bonding to a bottle-brush
polymer backbone with 30 PEG10k side chains (pacDNA).'®°
pacDNA has a higher density of PEG than conventional
PEGylated drugs, with a hydrodynamic radius of 30 nm and a
slight negative charge, characteristics which make pacDNA an
ideal mucus-permeable vehicle and thus uniformly distributed
throughout the mouse lung airways and parenchyma. In
addition, the high density of PEG of pacDNA did not affect
ASO hybridization to complementary target sequences. In an
NCI-H358 in situ non-small cell lung cancer mouse model,
inhalation of pacDNA targeting wild-type KRAS mRNA sup-

This journal is © The Royal Society of Chemistry 2024

pressed KRAS expression and inhibited lung tumor growth at a
much lower dose than intravenous pacDNA injection. Zhang
et al. designed an inhalable nano-formulation to deliver mes-
senger RNA for MMP13 (mMMP13) and keratinocyte growth
factor (KGF) into fibrotic lung tissue for removing large
amounts of deposited extracellular matrix (ECM) from the
lungs and re-epithelializing ruptured alveoli, thereby reversing
the pulmonary fibrosis established in a bleomycin-induced
mouse model.'”® The nano-formulation was assembled
sequentially from ribosomal protein-concentrated mMMP13
cores, bifunctional peptide-modified crowns, and KGF with a
PEGylated shielding shell. When inhaled through a nebulizer,
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Fig. 9 (a) Hamsters were treated with either nebulized P76 or hDD90-118-formulated Cas13 mRNA and crRNA. 20 h later, the hamsters were intra-
nasally inoculated with 103 PFU of WA-1 SARS-CoV-2. The hamsters were euthanized on day 5 and the lungs were extracted and processed for viral
load quantification. (b) Percent normalized hamster weight over time, per-cent hamster weight at day 5 post infection and per-cent knockdown of
SARS-CoV-2 RNA in the lung at day 5 post infection ref. 158. Copyright 2023, Springer Nature. (c) Systemically administered polyplexes distribute to
lung tissue, with preferential localization to inflamed lungs. (d) Representative in vivo imaging system (IVIS) organ images of polyplexes labeled with
Cy5.5-PONI-Guan (left) or Cy5.5-siRNA (right), showing colocalization and lung accumulation following systemic administration in LPS-challenged
mice. (e) Western blot analysis of TNF-a in RAW 264.7 cells that were untreated or treated with the indicated siRNA for 48 h ref. 174. Copyright 2023,
American Chemical Society.
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microdroplets carrying the nano-formulation were deposited
in the alveoli and subsequently penetrated the fibrotic foci,
leading to the shedding of the outer KGFs due to the trigger-
ing of matrix metalloproteinase 2 (MMP2). After the RGD-
grafted cores were revealed, the nano-formulation could
specifically target integrin-rich cells for intracellular delivery of
mMMP13. The bifunctional peptide used in this nano-formu-
lation significantly enhanced targeting and cellular uptake
efficiency. Zhuang et al. developed a hybrid nanoparticle com-
bining dexamethasone-coupled polyethyleneimine (DP) with
cell membranes (CM) from LA-4 lung epithelial cells.">® The
aim was to improve the delivery efficiency of pDNA to the
lungs. The CM in the hybrid nanoparticles interacted with the
plasma membrane of the target cells, promoting cellular
uptake of pDNA. The highest transfection efficiency to LA-4
cells was observed with DP/CM/pDNA at a mass ratio 8:3:1.
Zhang et al. achieved the preparation of dendritic vesicle nano-
particles by injecting ionizable amphiphilic Janus dendritic
macromolecules (IAJD) and mRNA in acetate buffer and were
able to deliver mRNA to the pulmonary system efficiently."®*

Achieving mucus transport and cell membrane penetration
can enhance siRNA delivery to lung tissues. Ge et al. developed
guanidinylated and fluorinated bifunctional helical peptides
for lung delivery of siRNA targeting tumor necrosis factor-o
(TNF-a)."®* The guanidinium-based structural domains and
a-helices are structurally similar to those of natural cell-pene-
trating peptides, which allows the peptides to have strong cell
membrane penetration. The fluorocarbon chain segment inhi-
bits the adsorption of mucin glycoproteins on the surface of
the complex, enhancing the peptide’s mucus permeability by
240-fold. When TNF-asiRNA was delivered intratracheally,
peptide P7F7 induced 96% knockdown at 200 pg kg™ siRNA
and exerted a significant anti-inflammatory effect in acute
lung injury.

Amine-containing end-capped polymers have been shown
to facilitate targeting the lungs, as well as increased mRNA
expression.'®*1®® Poly(amine-co-ester) (PACE) is a class of bio-
degradable polymers. For certain specific polymer compo-
sitions, PACE forms complexes with mRNA through electro-
static interactions between the mildly cationic polymer and the
negatively charged nucleic acid phosphate backbone and
hydrophobic interactions between the polymer chain segments
(PACE-mRNA). The amino-terminated PACE polymer can
promote the escape of mRNA from endosomes to the cyto-
plasm, thereby improving the transfection efficiency.'®® PEG-
stabilized PACE-mRNA complexes can further improve mRNA
delivery in vivo.'® Suberi et al. further optimized protein
expression after inhalation delivery to the respiratory tract by
screening a library of delivery vectors with different modifi-
cations of amino-terminal groups and PEG content.'®® The
mucus layer includes highly cross-linked mucin chains, water,
and other gel-like components, forming a natural barrier."®® At
the same time, the highly negative charge of the lung mucus
layer makes simple cationic polymer-carriers unable to pass
through the mucus effectively. The development of amphiphi-
lic polymers is conducive to the stability and penetration of

This journal is © The Royal Society of Chemistry 2024

View Article Online

Review

the delivery carrier mucus while reducing its biological tox-
icity. Adams et al. prepared a new type of high molecular
weight, brush-like spermine-based polyacrylamide and then
copolymerized it with decyl acrylamide to increase the hydro-
phobicity of the polymer (Sp AA-co-DAA)."”° When the ratio of
cationic and hydrophobic monomer subunits was 43/57, Sp
AA-co-DAA showed better lung cell uptake than lipofectamine
and 10 times higher than PEI complex. Compared with com-
mercially available transfection reagents, Sp AA-co-DAA was
more effective in gene silencing G protein-coupled receptor
protease-activated receptor 2 (PAR2) in fibrotic human lung
explants. The biomimetic lipid shell can also help the polymer
carrier achieve mucus penetration and cell internalization.
LNPs composed of poly PLGA core and DPPC lipid shell
(hNPs) could effectively transport siRNA to the lungs."”" The
SiRNA targeting NFkB was encapsulated in hNPs, and effective
NFxB gene silencing was achieved in LPS-stimulated human
bronchial epithelial cells.

Intravenous administration is a direct method to reach the
treatment site. Still, it is usually limited to organs outside the
reticuloendothelial system (RES), such as the liver, spleen, and
kidneys, rendering the drug more off-target effects and cyto-
toxicity in treating inflammation in the lungs."”>'”® Therefore,
Jeon et al. delivered siRNAs to the site of inflammation in the
lungs by systemic drug delivery using guanidinium-functiona-
lized poly(oxanorbornene)imide (PONI-Guan) polymers as a
gene carrier to knock down tumor necrosis factor o (TNF-a) in
lung cells for attenuating the lung inflammation (Fig. 9¢)."”*
Specifically, PONI-Guan homopolymers self-assembled with
siRNA via electrostatic interactions to form discrete (3,170 nm)
and cationic surface-charged nanocomplexes. These complexes
transport siRNA (0.14-0.28 mg kg™) directly into the cytosol
via a membrane fusion-like uptake process, achieving efficient
(>70%) GFP reporter gene knockdown in macrophages (mice
peritoneal macrophages (raw264.7)). Intravenous injection of
the PONI - Guan/siRNA complex in LPS-stimulated mice
resulted in a 3-fold increase in lung localization (Fig. 9d),
showing an internal tendency for inflamed lung tissue while
efficiently knocking down serum TNF-a (>80%) (Fig. 9e). The
system efficiently delivers siRNA to the cytoplasm, administer-
ing the drug at significantly lower levels than contemporary
clinical studies while reducing the risk of off-target effects.

3.6 Others

Delivery of nucleic acids to the retina remains a major chal-
lenge due to the eye’s unique anatomy and various barriers.
Tan et al. developed a core-shell delivery platform for targeted
delivery to the retina, with an inner core consisting of amino
acid-functionalized dendrimers and nuclear localization
signals for DNA complexation, nuclear translocation, and
efficient transfection.'”® The inner core was encapsulated in a
pH-sensitive lipid bilayer. Hyaluronic acid (HA)-1,2-dioleoyl
phosphatidylethanolamine (DOPE) is used as the outermost
shell layer for retinal cell targeting. The environment in the
vitreous does not affect the movement of negatively charged
vectors and can diffuse into the retina, enter retinal cells via
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the CD44-mediated internalization pathway, and finally con-
clude into the nucleus via NLS translocation for efficient trans-
fection. Guo et al. designed copolymers (PACDs) consisting of
hydrophilic PEG blocks, siRNA-binding blocks, and pH-
responsive blocks.'’® The PACDs and siRNA can be simply
mixed and self-assembled into nano-sized polymeric micelles.
Due to the pH-responsiveness, PACD/siRNA complexes exhibit
excellent endosomal escape efficiency and gene silencing
efficiency both in vitro and in vivo. The hydrophilic shell, small
size, and slight positive charge of the PACD/siRNA complexes
enable them to effectively circumvent the intraocular clearance
mechanism after a single injection, rapidly distribute in all
retina layers, and remain in the retina for more than a week.
In addition, the PACD/siVEGFA complex inhibited angio-
genesis in a mouse model of oxygen-induced retinopathy
without causing any inflammatory or histopathological
changes. This study has implications for the development of
efficient ocular gene delivery systems.

The yes-associated protein (YAP) is a crucial driver of epi-
dermal growth factor receptor tyrosine kinase inhibitor
(EGFR-TKI) resistance. Inhibition of YAP expression is a poten-
tial therapeutic option for treating non-small cell lung cancer
(NSCLC). Huang et al. proposed a nanococktail therapeutic
strategy utilizing a stimuli-responsive blocked dendritic
polymer, Ppa-conjugate polyOEGMA-blockpoly[Dendron(G3)-
Ppa] (Polymer), to simultaneously co-deliver YAP siRNA, a
photosensitizer (Ppa) and EGFR - TKI gefitinib (Gef) 3 thera-
peutic units to achieve targeted drug/gene/photodynamic
therapy.'”” The formed complexes were efficiently internalized
into Gef-resistant NSCLC cells and successfully escaped from
late endosomes/lysosomes. The disulfide bonds in the complex
break in response to the intracellular reducing environment,
efficiently releasing Gef and YAP - siRNA. Released Gef inhibits
the EGFR signaling pathway, while YAP - siRNA blocks the Gef
resistance bypass pathway. Photodynamic therapy (PDT) elev-
ated the intracellular ROS level to promote apoptosis in tumor
cells. In addition, inhibition of glycolysis also promoted apopto-
sis by down-regulating HIF — 1 o expression, which significantly
alleviated PDT-induced hypoxia.

4. Conclusions and perspectives

In recent years, gene therapy has made significant progress
both in basic research and clinical fields due to the extensive
development of efficient delivery systems. To date, a variety of
polymers, such as derivatives based on PEI, polyesters, polya-
mino acids, and dendrimers, have been used as gene delivery
vectors. Scientists have adopted various strategies to improve
transfection efficiency in vitro and in vivo, modifying and
designing polymer structures at the molecular level, tuning the
complexes at the nanoparticle level, and combining artificial
intelligence and machine learning to improve the efficiency of
gene delivery. The polymeric gene vectors have achieved excel-
lent therapeutic effects in some disease models, providing a
basis for future clinical translation.
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Based on the broad prospect of gene therapy, we look
forward to the future development of high-performance gene
vectors. (1) Since most of the current studies focus on the
transfection efficiency of cells, the research on the transfection
of polymer vectors still needs to be completed. Therefore,
further clarification of the relationship between the compo-
sition and structure of the vectors and the various stages in
the transfection process will help to design high-performance
polymer gene vectors. (2) The PDI of polymers is extensive,
and polymers with different molecular weights play different
roles in the delivery process. Therefore, preparing polymers
with narrower molecular weight distributions will help to
clarify the relationship between polymer structure and func-
tion. (3) The development of novel bio-responsive and photo-/
thermo-/ultrasound/magneto-responsive delivery vectors to
spatiotemporally control the release of genes will contribute to
the on-demand delivery of drugs and precise treatment of dis-
eases. A thorough understanding of the cellular internalization
pathways of polymeric nanocarriers and their fates in cells will
contribute to the optimization of polymeric vectors and bring
out the full function of genes in the cell. (4) Prime Editing (PE)
is a gene editing technology that enables arbitrary base substi-
tutions, DNA fragment insertion, and deletion.’”® The develop-
ment of polymer vectors suitable for PE delivery will promote
the further development of gene therapy. (5) Animal experi-
ments always have deviations in predicting human results due
to significant differences between species. Therefore, it is
necessary to develop more appropriate and standardized
disease models that can better represent physiological con-
ditions, to provide highly relevant data for developing human
gene drugs. (6) Utilizing high-throughput evaluation methods
to establish a more comprehensive and unified evaluation
system will help integrate and analyze data to design high-per-
formance polymer vectors. Scientists have now developed and
tested the performances of a large number of polymer vectors,
which is a vast database. Therefore, an effective combination
of computer-aided learning strategies, using data-driven ana-
lysis of the relationship between polymer structure and per-
formances to make accurate predictions of next-generation
polymers, would significantly save time and resources.

The development of efficient and safe polymeric gene deliv-
ery vectors requires collaborative efforts among scientists from
multiple fields, such as molecular biology, polymer chemistry,
physical chemistry, biomedicine, and computer artificial intel-
ligence. It is foreseeable that shortly, more and more polymer
nanomaterials can be used as effective gene nanocarriers,
which can be validated in clinical experiments and applied to
the effective treatment of various diseases.
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