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Hydrogels have established their significance as prominent biomaterials within the realm of biomedical
research. However, injectable hydrogels have garnered greater attention compared with their convention-
al counterparts due to their excellent minimally invasive nature and adaptive behavior post-injection. With
the rapid advancement of emerging chemistry and deepened understanding of biological processes, con-
temporary injectable hydrogels have been endowed with an “intelligent” capacity to respond to various
endogenous/exogenous stimuli (such as temperature, pH, light and magnetic field). This innovation has
spearheaded revolutionary transformations across fields such as tissue engineering repair, controlled drug
delivery, disease-responsive therapies, and beyond. In this review, we comprehensively expound upon the
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raw materials (including natural and synthetic materials) and injectable principles of these advanced
hydrogels, concurrently providing a detailed discussion of the prevalent strategies for conferring stimulus
responsiveness. Finally, we elucidate the latest applications of these injectable “smart” stimuli-responsive

rsc.li/biomaterials-science hydrogels in the biomedical domain, offering insights into their prospects.

1. Introduction

Hydrogels are three-dimensional water-swollen networks with
hydrophilic nature crosslinked by various hydrophilic poly-
mers via chemical covalent bonds, physical non-covalent
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bonds or a combination of both."™* Meanwhile, hydrogels
could be further classified as natural, synthetic or hybrid
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based on the source of constituting materials.* ® Due to their
excellent biocompatibility, extracellular matrix (ECM)-like
structure and immensely tunable properties (modified
through physical/chemical methods) for specific applications,
hydrogels are one of the most widely utilized soft biomaterials
in tissue engineering (providing mechanical support and
scaffold for tissue regeneration, transporting drugs/cells/cyto-
kines/bioactive molecules, etc.).>” '3 After the first appearance
of the term “hydrogel” in the scientific literature in 1894,
great progress has been made in hydrogels and related fields,
especially in the last few decades. To date, the historical devel-
opment of hydrogels could be divided into three different gen-
erations.® The first generation of hydrogels mainly consisted of
water-soluble monomers, synthetic polymers and cellulose,
and the polymerization progress was mainly achieved through
relatively simple chemical crosslinking techniques.® The land-
mark in hydrogel research was reported in 1960 by Wichterle
and Lim." They synthesized poly(2-hydroxyethyl methacrylate)
(pHEMA) hydrogel by free radical polymerization of 2-hydro-
xyethyl methacrylate (HEMA) and ethylene glycol dimethacry-
late (EGDMA), and employed it for use in contact lenses with
moisture-absorbing ability, which then remained the basis of
many contact lenses for five decades thereafter.'®'” Then, in
the 1970s, stimuli-responsive properties were introduced into
the hydrogel field, endowing the second generation of hydro-
gels with the capability of responding to specific stimuli (such
as temperature and pH) in the application environment."® This
innovation expanded a much larger application range of hydro-
gels, such as in situ gelling reaction or controlled drug
release."®> Thereafter, the research focus of hydrogels
switched to the preparation of stereocomplexed hydrogels with
enhanced thermal, mechanical and degradation properties
through more physical interactions (apart from the hydro-
phobic and ionic interactions in the first generation) in the
1990s.>*>® Nowadays, owing to the increasing knowledge in
organic and emerging chemistry, scientists are more intently
focused on creating “smart hydrogels” to acquire tailored
characteristics, such as in situ-gelling injectable hydrogels with
stimulus-reactive and tunable mechanical and/or other
physicochemical properties.

Although marvelous achievements have been obtained in
biomedicine and tissue engineering, such as the emergence of
hydrogels, realization of the potential of hydrogels for health-
care and treatment of human diseases is still the tip of the
iceberg, and efforts are continuously being made to make this
biomaterial play more valuable and beneficial roles in combat-
ing various pathophysiological processes. For example, tra-
ditional hydrogels are hydrated polymer networks with a
characteristic mesh size of nanometer size, allowing the trans-
portation of various biomolecules through the hydrogel
network.”” However, the diffusion efficiency for polysacchar-
ides and proteins will be compromised significantly within the
nano-sized porous structure in bulk hydrogels larger than
200 pm.*® Therefore, small-size hydrogels (microgels) were
then generated to encapsulate bioactive macromolecules, load
live cells or for controlled release of drugs, or to achieve higher

This journal is © The Royal Society of Chemistry 2024

View Article Online

Review

control over the environmental factors of the ECM for the
three-dimensional culture of organoids or cells.”” Additionally,
the characteristics of traditional hydrogels are mainly decided
by the crosslink density and polymer contents, which actually
limit their internal structure and mechanical strength signifi-
cantly.>® To break these limitations and expand the application
areas, numerous methods have been used for the modification
of traditional hydrogels. In this context, dynamic-covalent
coupling (such as Schiff-base reaction, disulfide exchange and
Diels-Alder reaction, etc.) can endow hydrogels with the abil-
ities of self-healing and shear-thinning under shear force,
which were then further utilized to generate injectable
hydrogels.”** Furthermore, microfluidics techniques can be
used to prepare hydrogel microspheres (HMs), which can also
make hydrogels become injectable, and empower them with
the ability to bear lubrication.”** In summary, emerging
chemistry and new techniques have helped modify the pro-
perties of traditional hydrogels and enabled many new appli-
cations (such as direct injection then gelling in situ, generating
HMs, injectability based on shear-thinning property, and
playing a role in 3D printing as bio-ink), then solved many of
the remaining obstacles of traditional hydrogels.

Many traditional hydrogels were prefabricated with fixed
shapes before use, which cannot accurately fill irregular cav-
ities following solid tumor resection or large and complex
bone defects, and thus provided limited effects as
therapeutics.>®** In contrast, injectable hydrogels are more
attractive and promising than the conventionally generated
hydrogels, as they can adapt to the irregular shape of the tar-
geted tissues/defects through a simple injection.>™”
Moreover, injectable hydrogels can reach deep lesions and fill
any cavities easily through injection, as well as release the
loaded therapeutic cargo to the surrounding tissue for a pro-
longed time.?®?° Meanwhile, as a minimally invasive techno-
logy through local injection, injectable hydrogels can reduce
surgery-induced trauma and blood loss, or even avoid invasive
surgery, and overcome the clinical and surgical limitations of
traditional hydrogel stenting by tunable sol-gel transition,
which has contributed to improved therapeutic efficacy and
better patient compliance.’®™** In addition, due to their visco-
elastic and diffusive nature, injectable hydrogels can contrib-
ute to tissue regeneration in multiple ways, including provid-
ing mechanical support, delivering controlled-release cells or
therapeutics spatiotemporally, and recruiting and/or modulat-
ing host cells.** As a result, injectable hydrogels have become
a research hotspot and are at the forefront of advanced strat-
egies for tissue regeneration.

Besides the mentioned advantages, with the rapid develop-
ment of emerging chemistry and new technologies, injectable
hydrogels have gained “smart” responsiveness to various
stimuli, playing a crucial role in diverse biomedical appli-
cations. Hence, a timely summary of these advanced injectable
hydrogels is necessary to aid researchers in understanding
their current status and facilitating future development.
However, currently there is no comprehensive summary avail-
able for these advanced injectable “smart” hydrogels, such as
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the selection of raw materials for hydrogel preparation, various
crosslinking methods for different raw materials, common
strategies for achieving injectability, and how to impart
“smart” responsiveness to hydrogels in response to specific
stimuli. To address this gap, we first describe the raw materials
and the gelation principle of injectable hydrogels. Next, we
summarize the common strategies used to endow hydrogels
with injectability and responsiveness to specific endogenous/
exogenous stimulus. Finally, we focus on the current appli-
cation of injectable smart stimuli-responsive hydrogels in
various diseases and biomedical practices, and give our pro-
spects for their future development.

2. Fabrication of injectable hydrogels

2.1. Biological materials for injectable hydrogels

Biological materials utilized for the preparation of injectable
hydrogels are required to meet the following basic require-
ments, including adequate biocompatibility and appropriate
biodegradation rate, low toxicity and no toxic byproducts
during gelation, appropriate sol-gel transition ability under
physiological conditions, similar structure to the targeted
tissue, support for cell adhesion and controlled release of
biomolecules.**> The raw materials for current injectable
hydrogels can be divided into natural and synthetic materials
(Fig. 1). Many natural materials exist in the human body, and
thus are preferred due to their outstanding advantages (includ-
ing excellent biocompatibility, biostability, biodegradability,
nontoxicity, ecofriendliness, and being economically friendly
and readily available) in biomedical research.**™*®* Compared
with that, synthetic materials are valued for their stronger
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mechanical strength and readily controlled physical/chemical
properties (such as matrix stiffness, pore size, proteolytic
degradability and cell adhesion sites), which allow the syn-
thesis of tailored injectable hydrogels for specific circum-
stances.’® Herein, the most widely used natural and synthetic
materials for the preparation of injectable hydrogels are
summarized.

2.1.1. Natural materials. Numerous natural materials (such
as alginate, chitosan, hyaluronic acid, collagen, etc.) are known
for their inherent bio-activities, bio-compatibility and bio-
degradability, and have been well explored and applied in
various tissue regeneration and engineering processes in the
last few decades.’® Most of them are derived from a variety of
renewable resources, such as algae, plants, animals and micro-
organisms.*! After a series of extraction, purification and
fermentation, they still retain the original bio-active properties
of the raw materials, and then can be used to prepare various
functional hydrogels.

2.1.1.1. Alginate. Alginate is a natural polysaccharide
extracted from the cell walls and cytoplasm of algae, and is
composed of repeating blocks of polyguluronate and polyman-
nuronate, which is linked by o-1,4 glycosidic bonds.>*7:%%33
Alginate is one of the most commonly used biomaterials in
tissue engineering because it can create hydrogel networks
rapidly under relatively mild conditions, and it possesses
many advantages including low cost and wide sources,
minimal toxicity and immunogenicity, high water absorption
and biodegradability, and soft protein encapsulation.>*°

As an anionic polysaccharide polymer composed of numer-
ous carboxyl groups, alginate can polymerize with cations in
aqueous solution and then transit to gelation rapidly with
divalent cations (such as Ca®>" and Ba®") under relatively mild
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Fig. 1 Schematic summary of injectable smart stimuli-responsive hydrogels.
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conditions.>®® As a result, alginate is widely used as a matrix
material for injectable hydrogels. For example, Landa et al
reported an injectable alginate-based hydrogel with sodium
alginate and calcium gluconate, which could form gel in situ
after injection through calcium crosslinking.>® They found this
in situ-forming and biodegradable alginate-based injectable
hydrogel could promote cardiac function by preventing
adverse cardiac remodeling in myocardial infarctions. Hu and
colleagues prepared a special injectable hydrogel dressing with
gallic acid-functionalized silver nanoparticles (GA@AgNPs)
and sodium alginate molecular chains (SA) by the cross-link
via Ca®>".>® This alginate-based hydrogel was able to consist-
ently release Ag™ and inhibit the formation of biofilm, alleviate
inflammation and promote angiogenesis, and finally achieve
prolonged antimicrobial performance and accelerated healing
of bacteria-infected wounds.

Nevertheless, the cell adhesion property and mechanical
strength of alginate are quite limited, and thus limit the appli-
cation of the pure alginate-based hydrogel in biomedicine.>®
Hence, many other polymers and/or particles are mixed with
alginate to break its inherent limitations in practice. Based on
the good cell recruitment physical properties of silica,
Ghanbari et al added silica nanoparticles into injectable
hydrogels consisting of oxidized alginate and gelatin, and
found the hydrogel was endowed with increased cell recruit-
ment activity.”” Similarly, the team of Balakrishnan prepared a
self-assembled gel by the Schiff-base reaction between periodic
acid-oxidized alginate and gelatin in the presence of borax,
and found it could recruit cells and ECM.>* On the other
hand, Wang et al. used polyglutamic acid and sodium alginate
to fabricate an injectable dynamic crosslinked hydrogel system
via Schiff-base bonds, and added microcrystalline cellulose to
prolong the degradation time and reduce the swelling rate.’®
The addition of microcrystalline cellulose was demonstrated
be an effective way to increase the mechanical strength of the
alginate-based hydrogel system, which was achieved by
forming concentration-dependent multiple hydrogen bonds
and reducing the degradation of the dynamic crosslinking net-
works effectively. Moreover, the team of Growney Kalaf et al.
assessed the different gelation characteristics of 1% sodium
alginate-based injectable hydrogels with various molar concen-
trations of CaCO; and glucono-3-lactone (GDL), while the ratio
of CaCO; and GDL was fixed at 1:2.%° After a series of experi-
ments, they finally found that the optimal concentrations of
GDL were 30 mM and 60 mM to synthesize a mechanically
stronger injectable alginate hydrogel with prolonged cross-
linking time, better water retention property and long-term
mechanical stability.

In addition, owing to the lack of angiogenic and osteogenic
ability, alginate is greatly restricted in tissue engineering such
as bone/cartilage regeneration.®® However, due to the polyca-
tion behavior of alginate in solution, it can crosslink with
many cations with biological effects and form three-dimen-
sional injectable hydrogel networks rapidly, which provides
opportunities for alginate-based hydrogels in the regeneration
process of irregular tissue defects.>®' Zhang and colleagues
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prepared a novel injectable hydrogel system (composed of
sodium alginate, akermanite and glutamic acid) for irregular
bone repair.®® The akermanite of this hydrogel can release
Si**, Ca®" and Mg”" in aqueous solution, which enables this
system to form gel as well as affect cell behaviors (Si*" and
Ca”* contribute to the mineralized deposition of mesenchymal
stem cells, and Mg>* enhances cell adhesion and
proliferation).®>®***  Compared with the alginate control
group, this system was then proved to promote osteogenic
differentiation and almost double the migration ability of
human bone marrow stromal cells, and finally contributed to
bone regeneration. Furthermore, Zhu et al. designed an inject-
able hydrogel system based on alginate to promote osteochon-
dral regeneration.®® This novel injectable system possessed
stratified structures with different functionally biomimetic
constructs, which were designed to enhance subchondral bone
regeneration and articular cartilage regeneration, respectively.
Bioglass (BG), which has been well demonstrated to induce
bone marrow stem cells’ (BMSCs) osteogenic differentiation
and bone formation, was added to this composite
hydrogel.®>®” Meanwhile, the added BG could release bivalent
cations to enable the system to gel with alginate. Finally, this
composite injectable hydrogel with stratified structures was
proved to contribute to both the subchondral bone and
hyaline cartilage regeneration, and improve the integration
between the host tissues and the new tissues.

2.1.1.2. Chitosan. Chitosan is a naturally derived linear
polysaccharide by partial deacetylation of chitin, one of the
major polysaccharides found in the shells of insects, lobsters
and crabs.®® It is mainly composed of glucosamine and
N-acetyl glucosamine units, and its structure is similar to the
glycosaminoglycan of human ECM.>*® Chitosan is valued as
an important source of injectable hydrogels for many advan-
tages, including low cost, high bioactivity and biocompatibil-
ity, good antibacterial quality and tunable biodegradability
through the change of the deacetylation level.®

However, the chitosan hydrogel is crosslinked by hydrogen
bonding, which results in limited compressive strength and
elastic modulus.” Furthermore, the application of pure chito-
san is significantly restricted as it degrades easily in the pres-
ence of lysozyme, and it is fragile with weak mechanical
property.*’®®! Fortunately, the combination of chitosan with
gelatin and/or chemical polymers can empower the hydrogel
with stronger mechanical properties and stability.”” Ghorbani
et al. enhanced the mechanical strength of chitosan by adding
fibroin silk, gelatin, collagen II and chondroitin sulfate, and
found an optimal proportion of components to acquire the
best energy storage modulus.”* Ghavami and colleagues found
the addition of calcium phosphate into the cellulose nanocrys-
tal/chitosan hydrogel endowed it with significant osteogenic
induction ability as well as improved compressive strength.”?

As a cationic polymer with numerous amino groups on the
backbone, chitosan is an ideal choice for the preparation of
injectable hydrogels based on imine reactions (like the Schiff-
base reaction).”® For example, Deng et al. synthesized an
injectable hydrogel with rapid self-healing characteristic
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through the Schiff-base reaction between hydroxypropyl-
trimethyl ammonium chloride chitosan (HACC) and dialde-
hyde-modified bacterial cellulose (DABC).”* The conversion
from chitosan to HACC added the water solubility of chitosan,
and the Schiff-base bond between the amine groups of HACC
and the aldehyde groups of DABC enabled the hydrogel’s
injectability and self-healing ability.

Moreover, since chitosan is easily affected by pH and temp-
erature, it is well suited for the preparation of pH-responsive
and temperature-responsive injectable hydrogels.*®”> The
team of Guedes utilized chitosan to create a double dynamic
network (imine bond and electrostatic interactions) containing
doxorubicin (DOX) and {Mo154} (a polyoxometalate) for syner-
gistic chemotherapy and photothermal therapy.”® According to
the release profile, this chitosan-based hydrogel performed a
pH-responsive release behavior, which enabled it to play a role
as a controlled-release drug carrier in the acidic environment
of tumors. Meanwhile, Kim et al. found the mixed injectable
hydrogel of oxidized succinoglycan (OSG) with chitosan per-
formed a pH-controlled release, and the release rate of loaded
5-fluorouracil was increased from 60% to 90% when the pH
was changed from 7.4 to 2.0.”” On the other hand, Ghorbani
and colleagues assessed the viscoelastic properties of a chito-
san-based injectable hydrogel, and they found this hydrogel
could remain as solution at 4 °C and would transit into gela-
tion at 37 °C, under which the storage modulus of the hydrogel
could be constant over a wide strain range.”' Similarly, Zhu
et al. prepared a thermosensitive injectable self-assembled
hydrogel (TISH) using chitosan which could transition from
liquid phase to gelation phase upon incubation at 37 °C.”®
This hydrogel was loaded with resveratrol and granulocyte-
macrophage colony-stimulating factor (GM-CSF) to release the
bioactive molecules to induce tolerogenic dendritic cells and
regulatory T-cells, and finally attenuate diabetic periodontitis.

2.1.1.3. Chondroitin sulfate. Chondroitin sulfate (CS) is one
of the main components of the chondrocyte ECM, and the
most abundant glycosaminoglycan in the human body, which
is composed of alternating units of glucuronic acid and
N-acetylglucosamine.>>®' Generally, the CSs can be divided
into 4 different types according to the sulfated sites, including
GlcA-GalNAc-4-50, (CS-A), GlcA-GalNAc-6-SO, (CS-C), GlcA-2-
S0,-GalNAc-6-SO4 (CS-D) and GlcA-GalNAc4,6-diSO, (CS-E).”
Meanwhile, the CSs in the human body are linked to various
core proteins, producing proteoglycans.”® In the practice of
biomedicine, CS is a commonly used natural biomaterial with
prominent advantages, such as cell adhesion and ECM aggre-
gation, supporting the signaling and intercellular communi-
cation of chondrocytes, promoting chondrogenesis and provid-
ing resistance to stress, inhibiting cartilage degradation and
reducing inflammatory reaction.>®¢%8°

As one of the main components of cartilage, CS is rich in
sulfate groups and possesses large negative charge, which is
crucial for ionic interactions, steric hindrance, mechanical
strength and resistance of cartilage to compression.®"’® This
obvious negative-charge property makes CS-based hydrogel a
promising delivery system for cationic drugs. Ornell and col-
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leagues prepared a blended injectable CS-based hydrogel with
CS-methacrylate (CSMA) and poly(vinyl alcohol)-methacrylate
(PVAMA).®' According to the reported results, the release of
DOX and sunitinib (two cationic oncology therapeutics) was
prolonged to up to 6 weeks, and thus this electrostatic coup-
ling strategy of cationic drugs with CS-based hydrogels was
promising for contributing to the sustained release of cationic
drugs in oncology therapeutics. Similarly, according to the
reported results from the team of Keutgen, the injectable CS-
based hydrogel loaded with sunitinib via electrostatic inter-
action could be degraded by endogenous hyaluronidases after
injection into the tumor, release the sunitinib it contained in
a sustained manner, and finally suppress the growth of pan-
creatic neuroendocrine tumors (PanNETs) without inducing
significant systemic side effects.®*

In addition, due to the antioxidant activity of CS,** some
CS-based injectable hydrogels are loaded with other antioxi-
dants to achieve an enhanced curative effect of some oxidative
stress-related diseases. He et al. utilized CS hydrogels modified
with methacryloyl groups (ChsMA) to develop novel injectable
microspheres, which were then endowed with dual antioxidant
capacity by anchoring with liquiritin-loaded liposomes.®*
According to the results of the in vivo experiments, the CS
monomers from the degradation of ChsMA by endogenous
enzymes and the released liquiritin (an antioxidant drug)
could play a synergistic role in eliminating the reactive oxygen
species (ROS) in the osteoarthritis (OA) model of rats.
Meanwhile, this hybrid system also inhibited the interleukin-
1p (IL-1f)-induced ECM degradation, M1 macrophage polariz-
ation and the activation of the inflammasome, and finally
retarded the progress of OA.

However, although CS can effectively simulate the micro-
environment of native cartilage, the application of pure CS-
based hydrogels in cartilage regeneration is significantly
limited due to the rapid degradation rate. Consequently,
several inert synthetic molecules are utilized to regulate the
degradational and mechanical properties of CS-based hydro-
gels. For example, Li et al. fabricated a functionalized inject-
able hydrogel (CS-SH/HB-PEG) with thiol-functionalized CS
(CS-SH) and hyperbranched multifunctional PEG copolymer
(HB-PEG), which was crosslinked via thiol-ene reaction.®
Compared with the pure CS-SH hydrogel, this novel hybrid CS-
based injectable hydrogel was characterized by a significantly
prolonged degradation time, rapid gelation, outstanding
mechanical property and suitable porosity for cell loading, pro-
viding a favorable micro-environment for both the loaded
mesenchymal stem cells (MSCs) and host cartilage cells, and
finally contributed to chondrogenesis.

2.1.1.4. Hyaluronic acid. Hyaluronic Acid (HA) is a water-
soluble natural linear anionic polysaccharide, and comprises
the primary component of the ECM in epithelial, connective
and neural tissues (including cartilage, skin, synovial joint
fluid and the vitreous humor of the eyes).”®#¢"%° It consists of
repeated alternate disaccharide units of p-glucuronic acid and
N-acetylglucosamine, linked via p-1,4 and p-1,3 glycosidic
bonds.’®*! As a negatively charged non-branched polymer con-

This journal is © The Royal Society of Chemistry 2024


https://doi.org/10.1039/d3bm01352a

Published on 25 2023. Downloaded on 30.9.2025 23:44:45.

Biomaterials Science

sisting of non-sulfated glycosaminoglycans, HA has various
unique characteristics, including outstanding hydrophilicity
and water-binding capacity, satisfactory biocompatibility and
biodegradability, low immunoreactivity and high bioactivity
(such as modulating cell function as a signaling
molecule).®”°>°% Simply put, HA exhibits various unexpected
complex biological functions, because it can interact with cells
through the molecular interactions with specific receptors on
the cell membrane, such as CD44, toll-like receptor-4 (TLR-4),
lymphatic vessel endothelial receptor-1 (LYVE-1) and receptor
for hyaluronan-mediated motility (RHAMM), and thus contrib-
utes to the regulation of the activity and function of cells.®®**
As great progress has been made in the extraction of HA and
hydrogel preparation technology, more functional HA-based
injectable hydrogels with stronger mechanical properties and
more stable structure are being developed for various specific
biomedical applications, including tissue engineering, drug
delivery and medical cosmetology.®”

Generally, the molecular weight of HA found within the
ECM is extremely high (>10 000 kDa), and plays a crucial role
in sequestering the cell-produced proteins in vivo.*>®® The
common range of HA molecular weight is between 5 kDa to
200 kDa, and HA with different chain lengths exhibits quite
different biological functions in tissues.’”> HA with high
molecular weight contributes to various biological processes
(such as maintaining cell communication and integrity, tissue
hydration and integrity) in vivo, and is found to play an impor-
tant role in the inhibition of cell proliferation (like angio-
genesis) and inflammation.’®®” However, when it comes to a
condition of inflammation or injury, the HA with high mole-
cular weight is degraded to low molecular weight (<100 kDa)
by the upregulated hyaluronidase enzyme in vivo, and then
stimulates wound healing by promoting inflammation, immu-
noreaction and angiogenesis.*® Although it is mainly degraded
by ubiquitous hyaluronidase enzyme and oxidative processes
in vivo, HA with high molecular weight can also be hydrolyzed
into smaller fragments with low molecular weight under
certain acidic or basic conditions in vitro.>*° Hence, based on
the size-dependent effect, HA can be used for the synthesis of
tailored injectable hydrogel with defined functions for specific
biological applications. Jung and colleagues designed a
thermo-sensitive injectable hydrogel based on a high mole-
cular weight HA (~1000 kDa), which was physically mixed with
Pluronic F-127, to achieve a sustained delivery of Piroxicam
(PX) to the joint.”® According to the reported results, the high
molecular weight HA-based injectable hydrogel not only
exhibited significantly improved mechanical strength under
physiological conditions, but also achieved a sustained release
of the loaded drug. This was presumed to be the result of the
inter-micellar packing in the inner structure of the hydrogel,
which was provided by the high molecular weight HA.
Similarly, Chen et al. prepared an in situ-forming and inject-
able hybrid hydrogel (oxi-HAG-ADH) based on oxidized high
molecular weight HA (1900 kDa), gelatin and adipic acid dihy-
drazide (ADH).”® Compared with the hydrogel developed from
320 kDa HA in their earlier work, this oxi-HAG-ADH hydrogel
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was stiffer and exhibited stronger mechanical strength. This
may be a result of the increased chain length of HA, which
contributed to the steric hindrance between oxi-HA and ADH
during the gelation process. Meanwhile, this hybrid injectable
hydrogel was found to increase the expression of ECM-related
genes (including AGN, COL2A1, HIF-1A and SOX-9) in nucleus
pulposus (NP) cells.

HA is an non-branched polymer chain which cannot gene-
rate hydrogel networks by itself without forming cross-linkages
between the chains through physical/chemical/combined reac-
tions.”” Nevertheless, of note, there are many active groups on
the chain of natural HA (such as amino, hydroxyl and carboxyl
groups, etc.), which provide numerous possibilities to modify
HA and generate injectable hydrogels through a variety of
chemical methods (including carbodiimide crosslinking, enzy-
matic crosslinking, protein crosslinking, photocrosslinking,
Schiff base crosslinking, Michael addition crosslinking and
click-chemistry crosslinking).>”® As a result, many chemical
crosslinking agents are utilized to graft crosslinkable func-
tional groups to HA, and the most commonly grafted sites on
the HA chain are primary alcohol and carboxylic acid.”” Lei
et al. inducted methacrylic anhydride into the chain of HA to
generate methacrylated HA (HAMA), which was thus empow-
ered with a photocrosslinking ability.>> Then, they utilized
HAMA to synthesize injectable microspheres by photo-
polymerization processes and microfluidics technology, which
carried liposomes encapsulating rapamycin, to alleviate osteo-
arthritis. However, due to the toxicity of the added chemical
initiators, catalysis or crosslinking agents, these modified
injectable HA hydrogels are reported to have a potential nega-
tive impact on cell vitality and activity and adverse reactions
in vivo.>®'% Therefore, new methods to form HA-based hydro-
gels without the use of chemical crosslinking agents have also
been explored a lot. In the research reported by Kim et al,
sodium periodate was used to generate aldehyde groups in the
backbone of HA, and this modification gave the HA-based
hydrogel the ability to form gels with glycol chitosan via Schiff
base reaction under mild conditions, which avoided the use of
chemical crosslinking agents.'®! This Schiff base bonds-based
injectable HA hydrogel was regarded as a promising carrier of
cells in the practice of tissue engineering (such as cartilage
regeneration) due to its excellent biocompatibility and pro-
longed durability.

However, like other naturally derived biomaterials, the
application of HA hydrogels is troubled by poor mechanical
properties and relatively rapid degradation by endogenous
enzymes.”*®%” These disadvantages result in the vulnerability
of HA-based injectable hydrogels under mechanical stress and
short half-life period in vivo, and thus have significantly
limited its application in tissue engineering requiring load-
bearing.'®#7:192193  Therefore, appropriate modification is
required to improve these properties of HA before expecting it
to exhibit better therapeutic effects. According to the pub-
lished reports, some novel strategies (such as double-cross-
linking methods and low-temperature free-radical polymeriz-
ation) have been explored to improve the mechanical pro-
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perties of HA-based hydrogels.'**'*> However, HA hydrogels
modified through these methods are not the final answer,
because there still remain some problems including the surgi-
cal trauma of implantation, failure in filling irregular-shaped
defects completely and instability of structures under frequent
stress.”'®® Hence, smart HA-based hydrogels with more
advanced functions (such as injectability, the properties of
shear-thinning or self-healing) have emerged as the times
require in recent years.®® One of the most widely used
methods to endow HA-based hydrogel with the above
advanced functions is dynamic covalent coupling (DCC) chem-
istry."®” DCC is a series of dynamic reactions (including esteri-
fication, disulfide exchange and Diels-Alder reactions, the for-
mation of imine, oxime, hydrazone and boronic ester) which
results in the adaptable and reversible poly networks of hydro-
gels, and then endows the hydrogel with stimuli-responsive
properties like shearing thinning and self-healing.'®® Lei et al.
prepared a shear-responsive injectable HA hydrogel, which
carried liposomes encapsulating celecoxib inside, via the
Schiff base reaction between the adipic dihydrazide-modified
HA (HA-ADH) and aldehyde-modified HA (HA-CHO).' This
smart hydrogel could provide sustained boundary lubrication
based on the structural rearrangement under shearing stress,
while alleviating osteoarthritis by delivering celecoxib. On the
other hand, the addition of other biomaterials and/or cross-
linking with specific molecules are also effective methods to
enhance the mechanical strength and prolong the degradation
time of HA-based hydrogel. Zhu et al. added chitosan and gly-
cerol phosphate to HA and formed a hybrid injectable hydro-
gel loaded with kartogenin (KGN), the Young’s modulus of
which was found to be enhanced to that of the intervertebral
disc."'® Meanwhile, this hybrid hydrogel could release KGN
sustainedly after injection, which then promoted the prolifer-
ation of adipose-derived stem cells and the differentiation of
NP, and finally contributed to the repair process of the degen-
erative NP tissue. In addition, Su and colleagues synthesized
an injectable HA-based hydrogel with oxidized HA and dihy-
drazine adipate, which could form hydrogel under physiologi-
cal conditions."" According to the results, this hydrogel could
maintain a stable morphological structure for 5 weeks, and the
degradation rate was only 40%.

2.1.1.5. Collagen. Collagen is one of the major components
of the ECM, and is important in cell migration, adhesion, pro-
liferation and differentiation in vivo.'* It is essentially a struc-
tural protein consisting of RGD sequences, rich in glycine,
aspartate and arginine sequences, and plays a vital role in the
anti-tensile and anti-shear property of tissues.>''* Natural col-
lagen is mainly derived from some connective tissues, includ-
ing cartilage, disc, skin and tendon, and is widely used in
tissue engineering for its outstanding biocompatibility, low
immunogenicity, robust cellular activity, heat reversibility,
hemostasis and biodegradability.>%*%114

According to a previously published report, the majority of
the ECM of myocardium consists of 12% type III and 70% type
I collagen.'*® As the dominant extra-cellular protein, collagen
is of vital importance in transmitting the cardiomyocyte-gener-
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ated force and providing the mechanical strength in the myo-
cardium.'® Based on this background, Dai et al. injected 100 pl
of saline or collagen hydrogel randomly into the scars of 24
Fischer rats one week after myocardial infarction (MI)."*® They
found the collagen hydrogel contributed to a better preser-
vation of cardiac function after MI when compared with the
control group, as it could thicken the infarct scar, and increase
the ejection fraction and left ventricular (LV) stroke volume.
Similarly, Blackburn and colleagues attempted to treat
infarcted mice with injectable collagen-based hydrogel, and
compared the efficacy of this therapy at 3 different time points
after MI.'"” This injectable collagen-based hydrogel was found
to promote angiogenesis, reduce cell death, alleviate fibrosis,
positively regulate the repair processes of myocardial tissues
and finally stabilize cardiac function for a prolonged time up
to 3 months, and the optimal therapeutic effect was achieved
when the hydrogel was injected 3 hours after MI.

Nevertheless, pure collagen hydrogel is also limited due to
the low physical strength and mechanical properties. Hence,
hybrid injectable hydrogels consisting of collagen and various
biomaterials have been developed to broaden the application
sphere. Wong et al. created an injectable hydrogel with compo-
site alginate-collagen (CAC) for local drug delivery in ocular
diseases through a minimal invasive intravitreal injection."*®
When compared with pure collagen hydrogels, the elongation
at break and tensile strength of this composite injectable
hydrogel was better, and exhibited satisfactory ocular drug
encapsulation ability, mechanical stability and cell compatibil-
ity. Sarker and colleagues incorporated tannic acid (TA) micro-
particles into injectable collagen-based hydrogels, and found
the yield stress and elastic modulus of hydrogel were
enhanced.'® This change of mechanical properties may be a
result of the numerous non-covalent interactions (such as
hydrogen bonds) between the different functional groups of
collagen and TA particles (including carboxylic and phenolic/
hydroxyl functional groups)."*® Meanwhile, the yield stress of
the hydrogel exhibited a positive correlation with the concen-
tration of the added TA microparticles, which may be the
result of a greater contribution from their material properties
to the hydrogel as well as more surfaces for interaction. On the
other hand, several chemical molecules have been used to
improve the mechanical strength and stability of collagen
hydrogels. Poly(ethylene glycol) ether tetrasuccinimidyl gluta-
rate (4S-StarPEG) is a typical representative, which was pre-
viously proved to crosslink type I collagen without significant
cell toxicity and thus has been advocated in the modification
of hydrogels."** The team of Collin investigated a new inject-
able hydrogel composed of type II collagen and HA, which was
crosslinked by 4S-StarPEG, for intervertebral disc regener-
ation.'®* Similarly, the stability and mechanical strength of
this composite system was significantly improved due to the
cross-linking of the amine groups of type II collagen and the
N-hydroxysuccinimidyl terminal groups of 4S-StarPEG.

Despite the above advantages, there are still several short-
comings of animal-derived collagens, including insolubility in
water, limited sources, time-consuming and difficult extrac-
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tion, and the potential risks of carrying viruses and inducing
the immune reaction."®® In recent years, biosynthesis techno-
logy has developed rapidly, and has contributed to the prepa-
ration of reliable, low-immunogenicity, highly pure collagens
with defined chemical structures, named recombinant huma-
nized collagen.'® During the classic biosynthesis progress of
recombinant human collagen, the ¢cDNA fragment of the tar-
geted human collagen is determined first, then it is cloned
into the vector and translated into expression cells, and finally,
the targeted product is obtained after purification.">*
Recombinant humanized collagen not only possesses the
same basic characteristics of the general animal-derived col-
lagen (including good biocompatibility and positive effects on
cell activity), but also can be endowed with specific modified
properties under certain conditions, such as improved water
solubility, stronger processability and lower
immunogenicity.'”'*> Yang et al. developed an ECM-mimetic
coating with recombinant human type III collagen (rhCOLIII)
and HA for thrombo-protective cardiovascular stents.'*® Due to
the absence of binding sites for platelets while reserving the
affinity for vascular endothelial cells, this rhCOLIII-based
coating contributed to prominent thrombo-protection and
enhanced endothelialization in the in vivo experiments of
rabbits. Moreover, in a recent report from Hu et al., tailored
rhCOLIII and anti-inflammatory nanoparticles were encapsu-
lated in a MlI-responsive injectable hydrogel, which could
respond to the pathological micro-environment of MI and
then release rhCOLIII and curcumin for myocardial repair."”’”
Based on the reported results, the addition of the tailored
rhCOLIII was demonstrated to contribute to the improved pro-
perties of this injectable hydrogel, including enhanced cell
migration, adhesion, proliferation and angiogenesis. In
addition, Guo et al. designed a new injectable hydrogel based
on a tailored recombinant human collagen (rhCol) composed
of partial fragments from human type I and type III collagens,
which could crosslink with transglutaminase (TG) and then
carry basic fibroblast growth factor (bFGF) to promote bone
repair."*® The rhCol-based injectable hydrogel had a porous
structure with satisfactory mechanical properties, and contrib-
uted to cell migration, adhesion and proliferation.

2.1.1.6. Gelatin. Gelatin is a water-soluble protein derivative
formed by breaking the natural triple helix of collagen into
single-strand molecules, and is usually found in corneal and
scleral stroma in vivo.>*””’° It is also one of the main com-
ponents of the ECM, characterized by excellent biocompatibil-
ity, biodegradability, water absorption and expansibility.””®**°
Besides, the rich RGD sequence within its structure contrib-
utes to its outstanding biomedical properties (including the
promotion of cell migration, adhesion, growth, proliferation
and differentiation), and thus it has numerous biomedical
applications.’>**°

As a natural polymer derived from the thermal denaturiza-
tion or physical and/or chemical degradation of collagen,
gelatin eliminates the concerns about the potential risk of
immune response and transmission of pathogens related to
collagen."*® However, on the other hand, owing to the destruc-
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tion of the triple helix structure of the collagen, the mechani-
cal strength of gelatin is significantly decreased compared
with that of its precursor.”*' Meanwhile, the application of
gelatin is further limited due to its fast degradation rate
in vivo, as the crosslinked network of gelatin can be hydrolyzed
by proteinase K within 1 h."?**'*?> Hence, several crosslinking
agents, such as genipin and glutaraldehyde, have been used to
mitigate these deficiencies by stabilizing its structure.'°
Nevertheless, as agents like glutaraldehyde have potential cyto-
toxic effects, other more advanced crosslinkers like
methacrylic anhydride (MA) have attracted increasing attention
due to their inherent non-cytotoxicity, biocompatibility, biode-
gradability."*® The introduced MA groups endow the GelMA
hydrogel with the ability to be photocrosslinked with photoin-
tiator under illumination and mild conditions via the irrevers-
ible covalent bond.'**'** Consequently, GelMA is currently
one of the most widely used gelatin-based hydrogels in bio-
medical research. However, the ability of the pure GelMA to
promote tissue regeneration without other bioactive materials
was significantly limited."*® As reported by Sergi et al., the
addition of bioactive glass particles of nano-/micro-size was an
effective solution to improve the mechanical strength and
enhance the bioactivity of gelatin-based hydrogels.”*° In
addition, the combination of organic gelatin and inorganic
particles is also an effective way to overcome the limited bio-
active and mechanical properties of gelatin-based hydrogels.
Haghniaz et al. added silicate nanoplatelets (SNs) and zinc
ferrite (ZF) nanoparticles into GelMA hydrogel to develop an
injectable hydrogel sealant.'®® This novel hydrogel containing
functional inorganic particles had a significantly improved
stretch property and sealing capacity, and was found to reduce
the viability of bacteria by ~90% and decrease blood loss in a
rat bleeding model by ~50%. Similarly, the team of Wang et al.
added hydroxyapatite microspheres and Ag" to GelMA hydrogel
to form a multi-functional injectable hydrogel."*® Owing to the
added hydroxyapatite, this hybrid hydrogel exhibited improved
microstructural stability and bending resistance property,
increased viscosity and lower swelling rate. Moreover, synthe-
sizing composite hydrogels with two or multiple organic bio-
materials is another promising method to further enhance the
mechanical property of gelatin-based hydrogel. For instance,
Fu and colleagues developed an injectable hydrogel with
methacrylated silk fibroin, GeIMA and Pluronic F127 diacry-
late, which was crosslinked via covalent and non-covalent
bond interactions."” The novel hydrogel could fill arbitrarily
shaped defects perfectly and transform into gel to provide
stable bio-adhesive and sealing properties within 90 s after
injection. It was characterized by significantly enhanced
mechanical properties (including toughness, stretchability and
viscoelasticity), as it provided stable support for bladder
during large stress-strain encounters and cyclic stress
changes.

One of the most prominent characteristics of gelatin is
thermal responsiveness. The reversible sol-gel transition
occurs when the temperature is cooled to 25-35 °C (the critical
solution temperature), and thus paves the way for gelatin in
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synthesizing injectable thermal-responsive hydrogels in tissue
engineering.’® Kim et al. prepared an injectable biological ink
consisting of gelatin and sodium alginate to 3D print micro/
macropore-forming hydrogels."*® They first 3D printed the
hybrid hydrogel with macropores, and then crosslinked the
hydrogel by 3% CaCl,. Thereafter, the hydrogel was incubated
with natural killer (NK) cells under 37 °C, and interconnected
micropores were generated as the gelatin was removed due to
the its thermal sensitivity. This hydrogel with micro/macro-
pores contributed to the increased cell viability, adhesion,
aggregation and release of cytokine, and finally achieved the
targeted antitumor effect. Besides, Liang and colleagues
designed a novel injectable hydrogel adhesive with gelatin,
sodium alginate, protocatechualdehyde and ferric ions.'*°
Most notably, this composite hydrogel was characterized by
not only outstanding injectability, shape adaptability, biocom-
patibility and antibacterial activity, but also by temperature-
dependent adhesive and self-healing capacity, which provided
extra fault-tolerant chances for repeated adhesion by adjusting
its adhesive strength through the change of temperature.

2.1.1.7. Silk fibroin. Silk fibroin is the majority of Bombyx
mori silk, which is a natural biomaterial derived from lepidop-
teran insects and arthropods (especially silkworms).*” It con-
tains 18 amino acids identical to those in the human body,
and mainly consists of numerous inter-linked light-chain and
heavy-chain polypeptides.'*®'*' Besides, it can achieve self-
assembly via the formation of p-sheets between the adjacent
light and heavy chains.®” Notably, as a natural biomaterial, silk
fibroin has drawn increasing attention in the design of
advanced multifunctional hydrogel due not only to its good
hydrophilicity, biocompatibility, biodegradability and low
immunogenicity, but also its rare favorable mechanical and
physical properties.*”

For example, Bhunia et al. utilized two types of silk fibroin
(from Bombyx mori and Antheraea assamensis) to develop an
injectable hydrogel which could achieve self-assembly and
gelation in situ by simple blending.'** This injectable hydrogel
composed of pure silk fibroin has been proved to be compe-
tent in load-bearing applications like disc degeneration
therapy, and its mechanical properties can be adjusted by
changing the ratios of silk fibroin. Similarly, Hu et al. formed
an injectable hydrogel based on silk fibroin and liquid poly-
urethane, which could achieve in situ gelation under mild
physiological conditions after injection.'** This silk fibroin-
based hydrogel was presumed to be a promising alternative for
replacement of the nucleus pulposus of the intervertebral disc,
because it could fill the irregular defects after the ejection of
nucleus completely due to its injectability, and it could main-
tain its diameter and height within one million cycles of the
fatigue tests due to its astonishing stress resistance and self-
renewable capacity. This remarkable mechanophysical charac-
teristic of silk fibroin is mainly determined by the heavy-
chains, as the heavy-chains can develop f-sheet crystallites
while the light-chains with smaller size contribute little."*°
Nevertheless, despite the rare strong mechanical property it
possesses as a natural material, silk fibroin is not the final
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answer for the preparation of ideal hydrogels, as its inherent
bioactivity is quite poor.****® Therefore, silk fibroin is usually
added into other natural biomaterials whose bioactivity is
good but mechanical strength is poor, and plays a role as a
mechanical reinforcement block in the hybrid hydrogel.®*
Ziadlou and colleagues prepared a novel injectable hydrogel
with silk fibroin and hyaluronic acid-tyramine to deliver drugs
and contribute to the repair process of cartilage defects.'*®
This hybrid hydrogel was demonstrated to have excellent
bioactivity as it increased the expression level of cartilage
matrix protein and promoted the production of ECM.
Meanwhile, its compressive modulus was significantly
improved due to the addition of silk fibroin, which in return
also contributed to the deposition of ECM.

In addition, the gelation process of silk fibroin-based
hydrogel is slow, but can be accelerated by several external
stimulations (such as pH, shear and ultrasound).®
Consequently, silk fibroin is also one the most widely used raw
materials for the preparation of injectable smart stimuli-
responsive hydrogels with tunable gelation time. Lv et al
designed an injectable smart hydrogel consisting of silk
fibroin, chitosan, platelet-derived growth factor-BB (PDGF-BB)
and MgFe-layered double hydroxide (LDH) functionalized by
bone morphogenetic protein 2 (BMP-2), which was endowed
with thermo-responsive property and controlled release of
PDGF-BB and BMP-2 to enhance bone regeneration.'*” The
addition of LDH significantly improved the thermo-responsive
property, reduced the sol-gel transition temperature, shor-
tened the gelation time and enabled the composite hydrogel
gel rapidly under 37 °C. Meanwhile, owing to the sustained
release of growth factors and bioactive ions contained in the
hydrogel, this multifunctional hydrogel exhibited excellent
abilities in promoting osteogenesis and angiogenesis. Besides,
Wang and colleagues reported an interesting and valuable
strategy to prevent the recurrence and metastasis of breast
cancer based on a smart photoresponsive injectable hydro-
gel.'® It was a composite hydrogel that consisted of silk
fibroin and polydopamine crosslinked collagen, which could
achieve nutrition deprivation of breast cancer by clogging the
tumor-related blood vessels and inhibiting angiogenesis under
near-infrared (NIR) light. On exposure to NIR light, the throm-
bin loaded within the composite hydrogel could be released
from the hydrogel into the residual vessels near the targeted
tissues, promote blood coagulation, and finally interrupt the
current nutrient supply of the tumor. Meanwhile, the photo-
thermal effect brought about by exposure to NIR light
decreased the secretion level of vascular endothelial growth
factor (VEGF) in the adjacent tissues and thus restricted the
future nutrient supply of tumor.

2.1.1.8. Extracellular matrix. Extracellular matrix (ECM) is a
naturally occurring complex bio-polymer in the intercellular
space, which mainly consists of water, polysaccharides, glyco-
proteins and proteins.'**'*® The cell-produced ECM develops
complex networks between the local cells, and then provides
them with solid structure, and various biophysical and bio-
chemical support.*>'®' Since the components of ECM are
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released by the local cells, the ECM compositions of different
tissues are unique and match the different needs of specific
tissues.">" The numerous biomolecules contained in the ECM
play an essential role in tissue maintenance and regeneration,
and have significant impacts on cell behaviors (including cell
migration, growth, differentiation and production of neo-
ECM)."** Of note, the decellularization technique (including
physical, chemical and biological methods) can remove the
cells and immunogenic molecules within the targeted tissue,
while preserving most of the structural proteins and
macromolecules.'”"'*>* Therefore, decellularized ECM (dECM)
is regarded as a promising biomaterial for tissue engineering
and regenerative medicine, as it can maximize the retention of
bioactive molecules and provide a favorable adhesion surface
and biological activity for cells at the same time.>*">?

Ungerleider et al. utilized skeletal muscle obtained from
farm pigs to prepare an injectable decellularized porcine skel-
etal muscle (SKM) hydrogel."®* In the rat model of hindlimb
ischemia, the injected SKM hydrogel was demonstrated to
improve the perfusion and related kinetics of ischemic tissues
by stimulating arteriogenesis, enhancing the recruitment of
skeletal muscle progenitors, inducing a shift of the inflamma-
tory response and reducing cell death. Moreover, the team of
Traverse et al. conducted the first clinical trial assessing the
efficacy and safety of a dECM-based injectable hydrogel in
treating myocardial infarction among human patients.'>® The
used hydrogel (VentriGel) was derived from porcine cardiac
ECM, and could achieve gelation and form a porous fibrous
structure rapidly after intra-cardiac injection, which provided
favorable conditions for endogenous cell infiltration and
cardiac regeneration. According to the reported results, this
dECM-based hydrogel exhibited the ability to recruit stem cells
and induced the differentiation of the recruited cells towards
heart, and no VentriGel-related adverse events were reported.
In addition, other injectable dECM hydrogels based on various
tissues have also been developed in a variety of biological
applications and disease treatments, including cartilage and
bone repair, functional nerve regeneration, wound healing,
liver tissue engineering, ulcerative colitis, human islet culture
and others."*1°?

However, it is worth noting that the process of decellulariza-
tion will significantly diminish the mechanical strength and
structural stability of the original tissues, which may result in
reduced matching of the dECM and targeted tissues, subopti-
mal interactions between dECM and targeted cells, and finally
exhibiting lower effects than expected.'” To enhance the
mechanical property of dECM-based hydrogel, Basiri et al
added silk fibroin into the injectable hydrogel made from the
decellularized extract from Wharton’s jelly (DEW]J).'®" The
DEW]J-based hydrogel was proved to provide a favorable micro-
environment for the targeted cells, as its components were
similar to the ECM of articular cartilage, and it could release
various cytokines at the same time which promoted cellular
proliferation and differentiation continuously. Combined with
the improved mechanical property, this hydrogel was regarded
to have great potential in cartilage tissue engineering. Hence,
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the appropriate addition of a mechanical reinforcement block
seems to be an easy but effective solution to overcome the low
inherent mechanical property of dECM hydrogel. Apart from
directly filling the defective tissues with the whole dECM
material, researchers have recently explored a new method to
fill irregular defects completely as well as match mechanical
properties perfectly, which is the addition of micronized
dECM particles into injectable hydrogels based on other bio-
materials. For instance, Almeida and colleagues first prepared
dECM microparticles by low-temperature milling and freeze-
drying porcine articular cartilage, and then the dECM micro-
particles were incorporated into injectable fibrin hydrogel at a
ratio of 2% (w/v).'®® This dECM-containing hybrid hydrogel
was then found to deliver transforming growth factor (TGF)-$3
to infrapatellar fat pad (IFP)-derived stem cells, promote the
accumulation of collagen and sulphated glycosaminoglycan
(sGAG), and finally induce cartilage regeneration. Similarly,
Wang et al. formed an injectable dECM microparticle formu-
lation derived from cardiac tissue and applied it into the
infarcted mouse heart; this was then proved to protect cardiac
function by inhibiting left ventricular remodeling and promot-
ing vessel density."® Besides, when compared with the tra-
ditional ECM hydrogel (the precursor of dECM microparticles),
this dECM microparticle formulation was found to have
higher stiffness, longer retention and slower release of
proteins.

In addition, as a naturally derived material with multiple
bioactivities, dECM has also been used to prepare smart
stimuli-responsive injectable hydrogels in recent years. Zhu
et al. utilized mannitol particles, the dECM from urinary
bladder and poly(N-isopropylacrylamide-co-N-vinylpyrrolidone-
co-methacrylate-polylactide)  (NIPAAm-co-VP-co-MAPLA)  to
prepare an injectable thermo-responsive hydrogel."®> Due to
thermal responsiveness, this smart hydrogel could gel in situ
and form multiple porous structures with appropriate pore
sizes after injection. Similarly, the team of Varshosaz prepared
another injectable thermo-responsive hydrogel with dECM
(derived from human adipose tissue) and aminated guaran
(AGG), and it was loaded with gold nanoparticles and atorvas-
tatin lipid nano-capsules (LNCs).'®® This hybrid thermo-
responsive dECM-based hydrogel exhibited good syringeability,
conductivity and tensile strength, and the contained atorvasta-
tin could be released sustainedly for over 30 days.

2.1.2. Synthetic materials. With the rapid development of
emerging chemistries and synthetic techniques, synthetic
materials have become another indispensable part of inject-
able hydrogels. They are usually utilized to produce predictable
products under a highly consistent procedure with minimized
batch-to-batch variability, and their basic physiochemical
characteristics (including porosity, mechanical strength, gela-
tion and degradation rate) can be adjusted easily through
changing the synthetic process.'®”"'°® Synthetic materials have
been drawing increasing attention because of their non-immu-
nogenicity, stable structure, solid strength, and tunable and
facilely reproducible molecular parameters (such as molecular
composition and conformation) that thus make it easy to gene-
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rate tailored injectable hydrogels with defined physico-
chemical properties to meet specific biomedical requirements.

2.1.2.1. Polyethylene glycol. Polyethylene glycol (PEG) is syn-
thetic polyether which is polymerized from ethylene oxide and
polyethylene, and the length of its molecular chain can be
effectively controlled by adjusting the ratio of chemical
reactants.”'®® As a result of its non-toxicity, low immunogeni-
city, good biocompatibility and biodegradation, PEG is one of
the most widely used synthetic materials in the preparation of
injectable hydrogels.>"”°

PEG is a hydrophilic polymer which has been approved by
the Food and Drug Administration (FDA), and PEG-based
injectable hydrogels demonstrate good performance as a drug/
bioactive molecule carrier. Meng et al. prepared an injectable
PEG hydrogel which was loaded with an anthracycline anti-
cancer drug (epirubicin)."”" Through injection, this drug-
loaded hydrogel could coat the tumor completely before its
gelation and continuously release of epirubicin to achieve a
long-term tumor-suppression effect. The team of Lao et al.
created a PEG-based injectable hydrogel, which was immobi-
lized by recombinant human bone morphogenic protein-2
(rhBMP-2) and loaded with rat bone marrow mesenchymal
stem cells (rBMSCs).'”* This hydrogel exhibited potent regen-
erative capacity in the repair of bone defect due to the syner-
getic effect of the spatiotemporally controlled release of
rhBMP-2 and rBMSCs.

However, as a synthetic material, PEG has an inherent lack
of adequate bioactive activity. To endow it with specific func-
tions and expand its application, various natural materials
with high bioactivity and multiple functions have been added
into PEG-based hydrogel in recent biomedical practices. Ju
and colleagues used the dECM derived from porcine cartilage
to crosslink with PEG and prepared an injectable suspension,
which could form hydrogel scaffolds in situ after injection.'”?
This hydrogel was proved to be a safe implantation and was
endowed with better bio-activity, as it exhibited improved host-
cell infiltration and prolonged retention time in vivo.
According to the report of Li et al, the addition of hydroxy-
propyltrimethyl ammonium chloride chitosan (HACC) into
benzaldehyde-terminated PEG gave this hydrogel the ability to
significantly accelerate wound healing by inhibiting bacteria,
and promoting host cell migration and proliferation.'”* This is
consistent with the similar acquired antibacterial property of
PEG-based hydrogel reported by Balitaan et al., which was
found to inhibit S. aureus, P. aeruginosa and E. coli without any
antibiotics."”> Moreover, Ha et al. developed an in situ-gelation
injectable hydrogel consisting of methoxy polyethylene glycol-
b-polycaprolactone (MPEG-PCL) and collagen-mimetic peptide
GFOGER-conjugated PEG-PCL (GFOGER-PEG-PCL)."”® Owing
to the added GFOGER, it significantly increased the expression
of integrins and FAK, and induced downstream signaling of
p38 and ERK, which finally exhibited remarkable promotion of
osteochondral regeneration.

The physical, chemical or biological properties of the tissue
micro-environment may change significantly during the patho-
physiological process of diseases. Therefore, smart hydrogels
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and/or the therapeutic agents they are loaded with, which can
respond to these changes, make it possible to achieve more
precise treatment for the targeted tissues and minimize
related side effects. Recently, several smart injectable hydro-
gels based on PEG have been reported to be endowed with
special responsiveness to certain stimuli under pathological
conditions. Chen et al. developed a novel smart injectable
hydrogel (MPGC4) based on PEG, which could respond to the
significantly overexpressed matrix metalloproteinase (MMP) 2/
9 in myocardial infarction."”” This hydrogel consisted of com-
posite gene nanocarrier (CTL4) and tetra-poly (ethylene
glycol), and was proved to automatically release CTL4 on
demand in the rat model of myocardial infarction to inhibit
ECM degradation, promote angiogenesis and regulate the
immune microenvironment. Fang and colleagues combined
two simple components, dibenzaldehyde-terminated poly
(ethylene glycol) (DB-PEG2000) and atechol-functionalized
quaternized chitosan (CQCS), and prepared a multifunctional
injectable hydrogel for hemostasis and infected wound
healing.”® This smart hydrogel system could be responsive to
the local acidic microenvironment induced by lactic acid pro-
duced during bacterial metabolism, and was characterized by
many favorable properties (such as self-healing, tissue adhe-
siveness, antioxidant and antibacterial). In addition, as tumor
is a glutathione (GSH)-rich tissue, Liu et al. created a novel
smart injectable hydrogel with PEG and poly (thioctic acid)
(PTA), which would break up and release the loaded drugs via
the thiol exchange reaction between its disulfide bonds and
the local high concentrations of GSH.'”? According to the
experimental results, this system achieved on-demand release
of drugs, as the loaded anticarcinogen (DOX) could only be
released in the presence of GSH. This kind of smart hydrogel
is now regarded as a potential intelligent drug delivery system
that can maximize the therapeutic effects while minimizing
the side effects of anticarcinogens.

2.1.2.2. Polyvinyl alcohol. Polyvinyl alcohol (PVA) is a
common long-chain synthetic material, which is derived from
the polymerization and hydrolysis of vinyl acetate.” Like PEG,
PVA is also widely used to form injectable hydrogel due to its
advantages, such as non-toxicity, water-solubility, good histo-
compatibility and mechanical properties.

Since the physicochemical characteristics of PVA hydrogel
are very similar to those of the intervertebral disc, PVA-based
hydrogels have attracted much attention in the treatment of
the diseased nucleus pulposus. Jia and colleagues synthesized
an injectable hydrogel based on the crosslinking of PVA chains
and glycerol which possessed a comparable compressive and
storage modulus to that of nucleus pulposus, and exhibited
protective effects against the pathological mechanical loading
on the nucleus pulposus cells."® Leone et al prepared an
injectable hydrogel based on PVA, whose core contained hydro-
philic poly-vinyl pyrrolidone (PVP), and it could preform a 3D
network as well as maintain injectability.'®" They found that
when the molar ratio of PVA and PVP was 1: 1, this hydrogel
reached the optimal balance of the mechanical property
and easy injectability, and it was regarded as a promising
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alternative in the replacement of nucleus pulposus. Moreover,
the team of Allen et al. even completed a preclinical evaluation
of the injectable hydrogel made of PVA in the baboon discect-
omy defects model, and found this implant exhibited good tol-
eration over 24 months without significant evidence of adverse
events or toxicity.'®*

The same as PEG, PVA-based hydrogel also has a lack of
favorable bioactivity, but can be improved by crosslinking with
other molecules or loading of therapeutic agents. Zhang et al.
developed an injectable hydrogel with self-healing property via
the dynamic boronic ester bond between PVA and boronic
acid-grafted carboxyethyl cellulose (CMC-BA).'®® This PVA-
based hydrogel exhibited rapid hemostasis and wound-repair-
ing effects, and preserved the tumor inhibition performance
while reducing the acute in vivo toxicity of DOX through con-
trolled release. In the injectable wound dressing hydrogel pre-
pared by Xiang and colleagues, the combination of GelMA
enhanced the tissue affinity of PVA-based hydrogel, and the
addition of zwitterionic silver nanoparticles significantly
increased its antibacterial efficiency.'®® In addition, the team
of Shi et al. synthesized a novel injectable PVA-based hydrogel
via the dynamic boronic ester covalent bond between PVA and
the phenylboronic acid-modified hyaluronic acid (HA-PBA),
and assessed its potential in various biomedical applications,
such as drug delivery, cell carrier, in vitro 3D culture of cells
and 3D bioprinting."®® It was demonstrated to provide a good
micro-environment for cell adhesion and proliferation, while
exhibiting a favorable anti-oxidative property that protected the
loaded cells from ROS-stress and related death.

However, although great progress has been made, there
remain some issues that current PVA-based hydrogel with the
above improved properties cannot solve. For example, most of
the current modified PVA-based hydrogels can achieve a sus-
tained release of loaded drugs, but it is actually a non-targeted
treatment with prolonged duration. They fail to deliver the
therapeutic agents to the cells/tissues needing treatment on
demand, which would truly achieve long-term effective therapy
with minimal side effects, especially for those hypertoxic
agents. In recent years, smart injectable hydrogels based on
PVA have emerged as the times require. Gong et al. prepared a
smart hydrogel system containing anti-programmed cell death
protein ligand 1 antibodies (aPDL1) via the covalent bonds
between PVA and phenylboronic acid-modified 7-ethyl-10-
hydroxycamptothecin (SN38-SA-BA).'®® After injection, this
drug-loaded hydrogel could respond to endogenous ROS and
break up the networks, then achieve the on-demand release of
the loaded SN38 and aPDL1 to inhibit tumors. Similarly,
Kuddushi and colleagues developed another smart hydrogel
system by adding multiple biocompatible components into the
PVA-based hydrogel, which endowed it with various biomedical
functions, such as good injectable and self-healable pro-
perties, favorable cell adhesion and proliferation and, most
importantly, the dual-responsiveness to both temperature and
pH.'®” These additives enabled the injected hydrogel to release
the encapsulated DOX only when it was exposed to a specific
temperature or the acidic micro-environment produced by the
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cancerous tissues, which achieved the targeted release of DOX,
improved drug uptake and further decreased DOX-related cyto-
toxicity. Therefore, smart stimuli-responsive hydrogels may
represent a novel drug delivery strategy with high precision
and delivery effectiveness, as well as minimal undesirable off-
target toxicities.

2.1.2.3. Poly lactic-co-glycolic acid. Poly lactic-co-glycolic
acid (PLGA) is a synthetic polymer with good biosafety and bio-
degradability, and has been approved by the FDA for clinical
use, such as in artificial catheters, as a sustained-release drug/
functional nano-particle carrier and as tissue engineering
scaffold material.>*'®® It is free from immunogenicity and
antigenicity, and the abundant carboxyl groups contained in
the side chains provide great potential for various chemical
modifications.”® Currently, PLGA is mainly used in particulate
form and plays a role in targeted delivery as a transport plat-
form for drugs, proteins and adherent cells.'®*"*°! Besides, the
hydrogel made from PLGA is characterized with favorable
liquid fluidity, and has also been well developed to apply in
biomedical practices over the past decades.

Owing to the hydrophobic chains within its structure, the
application of PLGA-based hydrogel is limited due to poor
hydrophilicity. Endres and colleagues combined PLGA with HA
to improve its hydrophilicity, cell migration and adhesive pro-
perties, and enhanced cell migration and disc repair were
found after the application of this hybrid hydrogel.’®* Li et al.
designed a novel injectable hydrogel with self-healing ability
based on the Schiff base reaction between benzaldehyde-termi-
nated PEG (PEG-CHO) and adipic dihydrazide-modified PLGA
(PLGA-ADH), which exhibited favorable support towards the
proliferation of BMSCs and the deposition of GAGs in a rat car-
tilage defect model.'®® Recently, interest has also been raised
in designing smart PLGA-based hydrogels, which can respond
to specific endogenous and/or exogenous stimuli, to further
develop targeted therapy and precision medicine. A thermo-
responsive PLGA-PEG-PLGA hydrogel encapsulating interleu-
kin-36 receptor antagonist (IL-36Ra) was prepared by Yi et al.,
which could gel rapidly after intra-articular injection, release
IL-36Ra slowly over a prolonged period, up-regulate the
expression of collagens and GAGs while down-regulating that
of MMP-13 and ADAMTS-5.""* In the combined treatment of
cancer chemo- and immunotherapy, Wu and colleagues devel-
oped an injectable nano-composite hydrogel based on the
framework of PLGA-PEG-PLGA, which was then grafted with
R837-loaded CaCO; nano-particles and paclitaxel (Pac)-loaded
mesoporous silica nanoparticles (MSNs), to release the highly
toxic agents on demand only in cancer tissues and achieve tar-
geted treatment.'®® Upon injection, this hybrid hydrogel could
gel in situ due to its thermo-responsiveness and exhibited a
GSH-dependent release of the loaded antitumor agents over
time, which suggested a controlled spatiotemporal release of
therapeutics.

In addition to the above synthetic polymers, researchers
have explored many other synthetic materials, such as poly
(urethane) (PU), poly(alanine) (PA), poly(amide) (PAM), poly
(organophosphazenes) (PNP), polyoxyethylene (PEO), poly(pro-
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pylene oxide) (PPO), poly(galacturonic acid) (PGA), poly(capro-
lactone) (PCL) and poly(caprolactone-co-lactide) (PCLA), to
meet various requirements of advanced hydrogels.®"%%197
Although there are numerous kinds of synthetic materials,
their synthetic processes and characteristics are similar, and
here they are not described in detail repetitively. Of note, since
the advantages and drawbacks of synthetic polymers are oppo-
site to those of natural materials (similar to the yin-yang in
Chinese traditional culture, Fig. 1), it seems to be a reasonable
strategy to generate multi-functional injectable hydrogels with
comprehensive properties (such as good biodegradability with
favorable mechanical strength) by combining both the syn-
thetic and natural materials.

2.2. Injectable strategies

Compared with the traditional hydrogel systems, injectable
hydrogels are preferred and come with great expectations.
They can deliver therapeutic drugs/cell factors/bio-functional
molecules deep into the targeted tissues by a simple injection
(a minimally invasive administration), avoid unexpected
spreading to healthy tissues and achieve sustained release of
loaded therapeutics, which is of vital importance in avoiding
the pain and injury of traditional treatments (such as surgery
and repeated injections) and further reducing undesirable
treatment-related effects. Over the last decades, a variety of
advanced methods and techniques have been explored and
developed to endow conventional hydrogels with injectability.
Herein, in order to help researchers rapidly understand the
existing synthesis techniques and facilitate their selection of
appropriate methods for certain conditions in future research,
we have classified the most widely used strategies into four
main types, and described their principles and synthetic
methods, respectively.

2.2.1. In situ gelation. In situ gelation refers to the process
in which hydrogel in sol-form is injected into the targeted
tissues/organs first, and then it is converted to gel-form under
certain internal/external conditions. The sol-form hydrogel
before crosslinking is termed pre-gel (precursor solution),
which contributes to the even distribution of the loaded thera-
peutic agents in irregularly shaped tissues (such as tissue
defects, tumor space and residual cavity following tissue resec-
tion). Thereafter, when it is exposed to specific endogenous/
exogenous stimuli (such as light, temperature, pH, enzymes
and ions), the molecular conformation of the pre-gel will be
changed due to the crosslinking/polymerization at the mole-
cular level, leading to the sol-gel transition and forming com-
pletely matched hydrogel for the targeted defects/cavities. As a
consequence, in situ-forming hydrogels can not only provide
perfectly fitting mechanical support for the targeted tissues,
but also evenly spread and encapsulate the therapeutic agents,
avoiding excessive leakage/consumption and finally achieving
targeted delivery, perfect filling and sustained treatment with
high efficiency. To enable them with the ability to gel in situ,
these kinds of hydrogels are usually grafted with certain func-
tional groups that can induce crosslinking/polymerization
under specific conditions.
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2.2.1.1. Photoinitiated gelation. The technique turning
liquid monomers into gel polymers through the exposure of
light is called light curing, and the main mechanisms of light
curing consist of two representative chemical reactions, photo-
induced radical polymerization and photoinduced click
crosslinking.

Due to the mild reaction conditions (such as neutral pH
and room temperature) and the spatial/temporal controllability
of reactions, photoinduced radical polymerization is the most
widely accepted pathway for researchers in the synthesis of
in situ-forming hydrogels.'®® It is based on the polymerization
of monomers initiated by the reactive species (including
cations, anions and radicals) generated by photoirradiation.
Methacryloyl (MA) is the most widely used substituent to
enable the grafted molecules to polymerize via photoinduced
radical polymerization under the exposure of ultraviolet (UV),
and it provides a spatiotemporal controllable polymerization
owing to its chain-growth mechanism (Fig. 2A)."°® Among the
biomedical applications of photoinduced radical polymeriz-
ation, gelatin, HA and PEG are the most common polymers uti-
lized to prepare photoinitiated in situ-forming hydrogels."*
Due to the intact preservation of RGD sequences during the
grafting process, GeIMA preserves the original superior bio-
active functions of gelatin (such as cell migration, adhesion,
proliferation and differentiation), and is endowed with favor-
able photocrosslinking ability under the exposure of UV. For
example, Shen et al. prepared an injectable in situ-forming
hydrogel with GelMA to achieve a sustained release of triamci-
nolone acetonide in the vitreous cavity.?°® After intravitreal
injection, this hydrogel could form gel in situ at the injection
site after a 60-second exposure to visible light at a wavelength
of 405 nm, and provided a safe, biocompatible and controlled
drug-release platform in a posterior vitreous location for
ophthalmic applications. Similarly, HA can also be modified to
HAMA through the same chemical modification of the active
groups (such as hydroxy and carboxyl groups) contained in the
backbone, and acquire stronger crosslinking and mechanical
properties. In the study of Chen et al., the solution of HAMA
was injected into the cartilage defect (1.5 mm in depth and
1.5 mm in diameter) first, and then formed a completely fitted
hydrogel in situ after exposure to UV (365 nm, 5 minutes),
which enhanced cartilage regeneration by promoting the inte-
gration between native and neo-cartilage.>* With respect to
PEG, dimethacrylated PEG (PEGDA) is usually used to prepare
hydrogels based on photoinitiated radical polymerization, and
the chain polymerization occurs as the propagation of the rad-
icals (generated from the photocleavage of initiator molecules
propagate) on the unsaturated vinyl bonds on PEGDA.'*® As
reported by the team of Meng et al., the precursor solution of
PEGDA could be transformed to hydrogel under the 660 nm
light-emitting diode (LED) light irradiation through the
polymerization induced by the ROS generated by the photo-
initiator (Chlorin e6).>°* This in situ-forming hydrogel resulted
in long-term retention and even distribution of therapeutic
agents in tumor tissues, which achieved multi-round photo-
dynamic therapy (PDT) and enhanced immune responses.
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Fig. 2 Strategies for in situ gelation. (A) Upon generation of a free radical (by different types light exposure that depend on the type of photo-
initiator), the methacryloyl terminals on hydrogel backbone chains, such those of as GelMA, hyaluronic acid MA and PEGDA, polymerize to generate
a more connected network through the formation of short oligomethacryloyl chains. From ref. 198 licensed under Creative Commons Attribution
4.0 (CC BY 4.0). (B) Phase diagrams of LCST- and UCST-type polymer aqueous solutions (temperature versus polymer weight fraction). Reproduced
from ref. 207 with permission from the Royal Society of Chemistry. (C) Schematic illustration of the formation of the pH-responsive peptide hydrogel
and the anti-tumor mechanism of the pH-responsive peptide hydrogel at the tumor site. Reproduced from ref. 214 with permission from the Royal
Society of Chemistry. (D) (a) Synthetic scheme of gelatin—hydroxyphenyl conjugate and the *H NMR spectra of the GH conjugate. (b) Synthetic
scheme of BMSC-loaded GH hydrogel dual-enzymatically cross-linked by HRP and GalOx. Reproduced with permission from ref. 225, copyright
2019, American Chemical Society. (E) Scheme illustrating in situ gelation of the *3!I-Cat/ALG hybrid fluid after local injection into tumours. Adapted
with permission from ref. 227. Copyright 2018, Springer Nature. (F) Characterization of the NDP-FG hybrid hydrogels. (a) Digital images and infrared
thermal images of NDP-FG aqueous dispersion under the heating process. (b) G'/G" measurements of the NDP-FG aqueous dispersion. (c)
Hysteresis loops of FG at 300 K. (d) Time-dependent temperature curves and (e) infrared thermal images of NDP and NDP-FG under AMF.
Reproduced with permission from ref. 231, copyright 2022, American Chemical Society.
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In addition, photoinduced click chemistry is also an ideal
choice to prepare photoinduced in situ-forming hydrogels with
multiple components, as it provides a spatiotemporally con-
trollable strategy and produces highly uniform polymer net-
works.'® As understanding of the mechanisms about photo-
initiator and photoinduced polymerization has deepened over
the last decades, more adaptive photoinitiated click reactions
(including thiol-ene and thiol-yne photoclick reactions, hydra-
zone reaction, Diels-Alder reaction, etc.) have been explored to
broaden the synthesis strategies of photoinduced in situ-
forming hydrogels. Photoinitiated click reactions exhibit great
adaptivity of the spatiotemporal regulation during the
polymerization process. Thiol-ene and thiol-yne click reac-
tions comprise the main type of photoclick chemistry, which
improve the overall compatibility and simplicity of the syn-
thetic process, and maintain the classic benefits of photo-
induced click reactions at the same time.”®® This hybrid
polymerization can achieve highly precise polymerization at
specific times and locations, minimize extra stress and shrink-
age, and optimize the kinetics.'”® Based on the thiol-ene
photoclick reactions mediated by visible light (wavelength:
400-700 nm), Shih and their group generated a step-growth
hydrogel with multiple-layer structures.’** Since the loaded
eosin-Y (a non-cleavage type photoinitiator) could diffuse into
the adjacent layers and was demonstrated to retain the ability
to re-initiate the thiol-ene photoclick reaction, this multi-layer
hydrogel could be acquired just through sequential light
exposure without additional new initiator. Besides, the thick-
ness of this hydrogel could be adjusted easily by changing the
reaction parameters, such as the exposure time of light, the
initial concentration of eosin-Y and macromers. Hence, this
method represents a significantly simplified strategy compared
with conventional photoinduced polymerization. Additionally,
Hao et al. generated a fully biodegradable hydrogel platform
based on the light-induced thiol-yne click reaction between
HA and poly (butynyl phospholane)-random-poly (ethylethyl-
ene phosphate) (PBYP-r-PEEP), which was initiated by irgacure
2959 (a photoinitiator) under UV irradiation.*® It provides a
simple yet highly effective strategy for the preparation of multi-
functional and fully degradable hydrogels under physiological
conditions.

2.2.1.2. Temperature-initiated gelation. Recently, several
physiologically relevant stimuli (such as physiological temp-
erature, pH, enzymes) have attracted increasing interest owing
to their easily controlled gelation process without any chemical
agents. The hydrogel, whose sol-gel transition occurs with the
increase/decrease of temperature, is called thermo-sensitive
hydrogel, and provides feasibility of injection of the pre-gel as
an aqueous solution into the body, followed by in situ gelation
driven by in vivo temperature.>’® One of the main common
characteristics of thermo-sensitive hydrogels is the co-existence
of hydrophilic and hydrophobic groups, and there is a critical
solution temperature (CST) which controls the crosslinking of
this kind of hydrogel (Fig. 2B).>°” More specifically, CST can be
further divided into two different types, the upper CST (UCST)
and the lower CST (LCST): the gelation occurs when the temp-
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erature is greater than the LCST for hydrogels with a LCST,
and occurs when the temperature is lower than UCST for those
with a UCST.'®?°® For example, the enthalpy change plays a
dominant role when the temperature is lower than LCST, and
the pre-gel is dissolved in water due to the hydrogen bonds
between the polar groups contained in the polymer chain and
water molecules; while the entropy change will replace the
enthalpy change to play a dominant role when the temperature
is over LCST, and the polymer molecules will precipitate and
form a hydrogel network due to the dehydration of the hydro-
phobic isopropyl groups during the sol-gel transition.>%%>*°

Several natural biomaterials (including carrageenan,
gelatin, collagen, elastin, fibrin, cellulose and agarose) are
appropriate candidates for the preparation of temperature-
induced gelation hydrogel due to their inherent thermo-sensi-
tivity, as they can change from liquid to solid by adjusting the
temperature.’®® For example, Yeh et al. developed a series of
injectable thermo-sensitive hydrogels with different gel
strengths and stiffness by adjusting the hydrophobic-hydro-
philic balance with different types and contents of gelatin and
Pluronic F127 (an amphiphilic copolymer).>"* This composite
hydrogel was proved to form gel at the injection site under
37 °C rapidly, and exhibited a thermo-reversible property in
the cycle between 25 °C and 37 °C. In addition, due to the
inherent thermo-sensitivity of collagen, a composite collagen-
based hydrogel was synthesized by Sarker et al. to provide an
in situ-forming hydrogel platform in tissue engineering.'*’
This new hydrogel system remained in the liquid state before
and during injection (at 4 °C), but could gel promptly and
cover the targeted tissue defects completely at 37 °C (body
temperature). Similarly, the team of Jia et al designed a
thermo-initiated gelation hydrogel based on the “Double
H-bond” of hydrazone bond and hydrogen bond, which could
self-gel rapidly in situ at the injection site upon the exposure of
mild conditions (37 °C, pH = 7.4) in vivo and then release the
loaded gelatin microsphere as well as metformin to promote
the repair of diabetic wound.>"?

Another common strategy to prepare temperature-induced
gelation hydrogels is introducing thermo-sensitive chains,
such as poly(N-isopropylacrylamide) (PNIPAM), poly (ethylene
glycol) (PEG)-based block copolymers and poly (ethylene
oxide)-poly(propylene oxide)-poly(ethylene oxide) (PEO-PPO-
PEO), into the polymers via physical and/or covalent cross-
linking reaction. For example, Pourjavadi and colleagues pro-
duced an injectable in situ gelation hydrogel with Au nano-
particle-modified chitosan, k-carrageenan PNIPAM, which was
enabled with the ability to transform into hydrogel from
homogeneous solution within 5 min at 37 °C due to the physi-
cal interaction of PNIPAM with the other components in the
hydrogel.>"® In the study of Yi et al., the authors synthesized
an injectable thermo-sensitive hydrogel based on
PLGA-PEG-PLGA (a typical PEG-based block copolymer) to alle-
viate osteoarthritis through in situ gelation and the sustained
release of the loaded IL-36Ra."®* According to the experimental
results, this hydrogel-system was in the liquid form at 25 °C
(room temperature) and could transform into gel at the injec-
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tion site automatically at 37 °C within 60 s. That was actually
the result of the temperature-induced change of the hydro-
phobic-hydrophilic balance (the hydrophilicity of PEG vs. the
hydrophobicity of PLGA) of this system at the molecular level:
the hydrogen bonds between the PEG segments and water
molecules dominate the aqueous solution at room tempera-
ture and kept this system in a liquid state; however, the hydro-
gen bonds would get weaker while the hydrophobic forces
between the PLGA segments would become stronger as the
temperature rose, and finally the system changed from solu-
tion to gel.

2.2.1.3. pH-Initiated gelation. Another type of hydrogel
whose gelation is initiated by the acidic/basic tissue microenvi-
ronment is called pH-sensitive hydrogel. With changes from
physiological pH to disease-induced microenvironmental pH,
the structure of this kind of hydrogel can shrink or expand
accordingly, which then provides another strategy to prepare
injectable in situ-gelation hydrogel. Generally, the phase tran-
sition ability of pH-sensitive hydrogel is determined by the
weak acidic or basic groups (such as amines, imines, car-
boxylic acids) contained in the hydrogel matrix, which can
accept or donate protons with the change of the surrounding
pH, changing the solubility and volume of polymers, and
finally resulting in the formation or collapse of hydrogel net-
works. For example, one of the most prominent characteristics
of solid tumors is their acidic microenvironment owing to the
overproduction of lactate by tumor cells. After injection into
this acidic tissue microenvironment, the polymer chains con-
taining acidic groups (like carboxylic acids) will shrink and
form compact hydrogel networks in situ due to the electrostatic
interaction. In contrast, the basic groups (such as amines) will
be positively charged by accepting protons, and with the
increase of the electrostatic repulsion between charges, the
hydrogel networks will be enlarged or even collapse due to the
expansion of the polymer chains. Consequently, hydrogels
with the latter characteristic are also called pH-responsive
hydrogels, and have been investigated in local anti-tumor
therapy for the release of cytotoxic drugs exclusively in tumor
tissues to minimize systematic toxicity. More details about
smart pH-responsive injectable hydrogels will be described
later in this review.

In the study of Zhang et al., the authors prepared a novel
injectable hydrogel (MTX-KKFKFEFEF(DA)) by grafting metho-
trexate (MTX, a small-molecule drug with carboxyl groups) and
2,3-dimethylmaleic anhydride (DA, a pH-responsive linker)
onto the KKFKFEFEF peptide through amidation reactions,
and MTX-KKFKFEFEF(DA) was charged negatively in the
neutral condition (pH = 7.4).>™* After intra-tumoral injection,
this hybrid hydrogel system was activated to be positive, and
achieved an efficient sol-gel transition upon exposure to the
tumor-related acidic microenvironment (pH = 6.5) (Fig. 2C).
According to the subsequent results of both in vitro and in vivo
experiments, this hydrogel achieved a rapid in situ gelation
and long retention time after injection, and provided a high
inhibition rate of tumor with negligible adverse effects in the
mouse model of breast cancer. In addition, another commonly
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used method to prepare pH-sensitive hydrogels is forming
polyelectrolyte complexes between anionic and cationic poly-
mers, and chitosan and its derivative are the most widely used
biomaterials in this regard. According to the report of Chiu
et al., the investigators developed a pH-triggered injectable
hydrogel based on a hydrophobically modified chitosan
(N-palmitoyl chitosan, NPCS).>"> Palmitoyl groups (a kind of
hydrophobic group) were grafted onto the free amine groups
of chitosan to obtain the comb-like associating polyelectrolyte
(NPCS), which could achieve in situ gelation triggered simply
by the surrounding environmental pH through an appropriate
balance between the hydrophobic interaction and charge
repulsion. In the following experiments, this hydrogel system
was proved to form massive hydrogel in situ rapidly after sub-
cutaneous injection in a rat model, and could be degraded
gradually within 6 weeks without significant toxicity.

2.2.1.4. Enzyme-initiated gelation. Enzymes are catalytically
active substances that are essential to ensure the proper func-
tioning of various stages in the life process. Since the type,
quantity and activity of enzymes are different in distinct
tissues/organs under physiological/pathological conditions,
the synthesis of in situ gelation hydrogel triggered by enzymes
is also a reasonable and promising strategy that has been pro-
posed and investigated for years.>'®?*!” In general, there is
usually at least one chemical moiety within the enzyme-
initiated gelation hydrogel matrix which is a specific substrate
(or its mimic) of the targeted enzyme that can access the active
center of the enzyme. After injection into the local tissues,
with the occurrence of the specific enzymatic reaction
(enzyme-mediated crosslinking or cleavage), the physico-
chemical properties of the hydrogel matrix change (sol-gel or
polymerization—collapse transition) subsequently.>'® Based on
this, smart injectable hydrogels that can be responsive to
specific enzymes (called enzyme-responsive hydrogels) have
also been explored and applied in biomedical practices for
controlled delivery of therapeutic agents, which will be dis-
cussed in the next section. Due to host-derived enzymes and
the inherent high efficiency of enzymatic reactions, the
enzyme-initiated in situ gelation is characterized by several out-
standing advantages, including high substrate specificity with
regio- and stereo-selectivity, highly efficient reaction rate under
mild body conditions, no need for extra chemical agents,
avoiding the potential toxicity of both substrates and products
during the whole reaction process, tunable reaction rate by
adjusting the concentrations of the enzymes and/or substrates,
and favorable and stable mechanical properties of the acquired
hydrogels.'9%19-223

For example, Li et al. designed a novel injectable enzyme-
initiated gelation hydrogel (GGA@Lipo@PTH (1-34), GLP) that
could gel in situ rapidly in the presence of transglutaminase
(TG) after intra-articular injection, regulate cartilage metab-
olism through the sustained release of teriparatide (PTH
(1-34)) and finally alleviate osteoarthritis.?** They first
obtained a gelatin derivative (GGA) which was grafted with
gallic acid via the crosslinking of the carboxyl groups in gallic
acid and the amino groups in gelatin. Then, liposomes encap-
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sulating PTH (1-34) in the core were incorporated into the
GGA solution to obtain the pre-gel of GLP. Finally, due to the
existence of TG in vivo, the injected pre-gel of GLP achieved
sol-gel transition in the joint cavity within 5 min, and through
the sustained release of PTH (1-34), this hybrid hydrogel
system promoted the proliferation of ATDC5 cells, increased
the production of GAG and decreased the degradation of carti-
lage ECM. Similarly, to accelerate wound healing, the team of
Yao et al. developed a gelatin-hydroxyphenyl hydrogel, which
could gel in situ at the injection site, based on the dual
enzyme crosslinking of galactose oxidase (GalOx) and horse-
radish peroxidase (HRP) (Fig. 2D).>*® After injection, the GalOx
contained in the pre-gel oxidized the galactose in vivo and pro-
duced H,O, indirectly, which was an essential substance in
the crosslinking reaction mediated by HRP, and finally
resulted in the formation of the three-dimensional networks of
hydrogel. This enzyme-initiated in situ hydrogel exhibited great
application potential in wound repair as it formed completely
fitted hydrogel in situ, provided a 3D biomimetic micro-
environment for the loaded BMSCs and improved their survi-
val, finally accelerating the process of wound closure.

2.2.1.5. Ion-initiated gelation. Several ionizable and zwitter-
ionic polymers (including alginate, pectin, polyacrylic acid and
carboxymethyl dextran) can be crosslinked with oppositely
charged polymers/materials (such as Na“, K, Ca®>*, Ba>", etc.),
and then the changes of their conformations at molecular
level result in the sol-gel transition, which is called ion-
initiated gelation.*****® Alginate is the typical and most widely
used biomaterial in the preparation of this kind of hydrogel,
and the abundant hydroxyl and carboxyl groups contained in
its molecule enable it to crosslink with cations (mostly Ca**
and Ba®") in vivo and form gel rapidly in situ. This in situ gela-
tion system has attracted increasing attention in recent years
due to the simple and controllable fabrication process, mild
reaction conditions, no addition of cytotoxic chemical agents,
and rapid formation of biocompatible and biodegradable
hydrogels in situ.”*> For example, Chao and colleagues utilized
several purely biocompatible components (alginate, catalase
and CpG oligonucleotide) to develop an injectable hydrogel,
which could achieve in situ gelation after an intra-tumoral
injection in the presence of endogenous Ca** via the changes
of the conformations at molecular level (Fig. 2E).**’ This
in situ-forming hydrogel provided a highly effective strategy for
local tumor treatments in a three-pronged way: the sustained
release of the evenly distributed immunostimulatory CpG
oligonucleotide and catalase contributed to the stronger sys-
temic anti-tumor immune response and improvement of the
tumor oxygenation status, respectively, while the *'I contained
in the hydrogel was fixed within the tumors to provide local
radiotherapy continuously for a long time. Based on the same
principle, their team designed a novel injectable hydrogel in
2020 with a “cocktail” formulation for chemoimmunotherapy,
which was composed of alginate, imiquimod (R837, an
immune adjuvant) and immunogenic cell death (ICD)-indu-
cing chemotherapeutics (DOX or oxaliplatin (OXA)).>*® This
hybrid system could form hydrogel at the injection site of
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tumors rapidly due to the crosslinking between the contained
alginate and the Ca®>* within the tumor. Owing to the in situ-
forming principle, the loaded therapeutic agents were distribu-
ted evenly within the tumor tissues, and exhibited sustained
release of therapeutic agents to amplify immune responses,
trigger ICD and enhance anti-tumor immunity over a long
period. In addition to the endogenous Ca*" in vivo, CaCOj; has
also been reported to play a role in the preparation of ion-
initiated hydrogel as an exogenous ionic cross-linker in recent
years. The team of Yan et al. synthesized an alginate-based
injectable hydrogel with hydroxyapatite (HAp), gelatin micro-
spheres (GMs), CaCO; and glucono-p-lactone (GDL).>** This
system was proved to achieve in situ gelation with the slow
release of Ca®>" from the added CaCO;, and the added Hap and
GMs successfully increased the mechanical strengths of hydro-
gel, while the loaded tetracycline hydrochloride contributed to
the improved osteogenesis.

2.2.1.6. Magnetic field-initiated gelation. Magnetic field is
also one of the trigger factors of in situ gelation hydrogels,
whose structure and physical properties can change with the
change of external magnetic field. These kinds of hydrogels
are called magnetic field-initiated gelation hydrogels, and are
usually obtained by inserting exogenous ferromagnetic or
paramagnetic compounds (such as Fe,O3, Fe;0, and CoFe,0,)
within the polymeric matrix.”** These hydrogels are composed
of three-dimensional polymeric networks and magnetic nano-
particles, and the most widely used compound is iron oxide
nanoparticles with paramagnetic properties. The inserted mag-
netic nanoparticles are usually vibrated under the exposure of
an external magnetic field, resulting in a dramatic increase of
the local temperature. Since the increased temperature
induced by the magnetic field can promote the sol-gel tran-
sition and the controlled encapsulation/release of drugs, the
system of magnetic field-sensitive hydrogels generally com-
bines magnetic field-sensitivity with thermo-sensitivity at the
same time. For example, in the study of Yan et al, the authors
developed a novel injectable hydrogel (NDP-FG) based on a
biocompatible triblock co-polymer of poly-((N-isopropyl-
acrylamide-co-dopamine)-b-poly-(ethylene-glycol)-b-poly-(N-iso-
propylacrylamide-co-dopamine)) (poly-(NIPAM-co-DOPA)-PEG-
poly-(NIPAM-co-DOPA), NDP) by adding reduced graphene
oxide nanosheets decorated with iron oxide nanoparticles
(Fe;0,@rGO, FG).>*" Within 10 min of exposure under an
alternating magnetic field (AMF), the temperature of the
hybrid pre-gel system increased rapidly from 20 to 49 °C due
to the vibration of the inserted magnetic nanoparticles, and
the aqueous dispersion of NDP-FG was then transformed into
hydrogel in situ (Fig. 2F). According to the reported results,
this magnetic field-initiated hydrogel was indicated to contrib-
ute to the controllable in situ gelation, lead to effective intra-
operative hemostasis, enhance the magnetic hyperthermia
efficacy and prevent tumor recurrence.

It is worth mentioning that due to the inherent property
that magnetic fields can make magnetic substances arrange in
a regular form, magnetic-sensitive hydrogels have also been
investigated to provide ordered 3D structures for in situ
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arrangement of cells, so that the cells can grow in the right
direction and differentiate adequately.”**> In addition, as a
result of the intrinsic properties, magnetic nanoparticles have
been found to be able to regulate the behaviors of cells loaded
in the hydrogels under the exposure of external magnetic
fields, and magnetic materials have enabled hydrogels to
possess the anisotropy required for various uses in tissue
engineering. For example, the magnetic forces at the interface
between inserted composites and cells have been found to acti-
vate sensitive receptors on the cell surface, enhance cell
activity, contribute to the bone formation process and promote
the integration of scaffolds into the host bone.***">** Besides,
magnetic nanoparticles contribute to the controlled design of
anisotropic magnetic field-sensitive hydrogels as they can be
used to provide the hydrogel matrix with a visually anisotropic
hierarchical architecture. However, although magnetic field-
sensitive hydrogels have attracted special attention due to their
minimal invasiveness and excellent permeability to deep
tissues, because of the potential cytotoxicity of magnetic
materials and the low reproducibility of in vivo outcomes, it
remains a challenge to design an ideal magnetic field-sensitive
hydrogel and apply it in biomedical processes.>*®

2.2.2. Shear thinning. Shear thinning is another common
principle that endows hydrogels with injectability, as it
enables hydrogels to fluidize (even back to liquid) temporarily
under the high shear stress and recover 3D-network structure
and the original mechanical properties rapidly after the
release of the applied stress (Fig. 3A). These hydrogels are also
called “re-healing”, “shear-thinning” or “yield-stress”
materials.*”” This reversible formation-collapse-reformation
transition of hydrogels is the result of the high shear stress-
induced temporary breaking of the crosslinked bonds between
polymers and the related collapse of the crosslinked networks,
and when the shear force is released, the broken bonds are
reconnected and the original networks are re-formed. Based
on this, many advanced injectable hydrogels with shear-thin-
ning and self-healing properties have been developed and
applied in various biomedical practices. Dynamic-covalent
coupling (DCC), crosslinking by forming dynamic covalent
bonds between polymers (such as Schiff base bonds, disulfide
bonds, etc.), is a common method to prepare injectable hydro-
gels with shear-thinning property. In addition, owing to the
ability to form reversible crosslinking within polymers under
mild conditions, several non-covalent physical interactions
(such as hydrogen bonds, van der Waals forces and electro-
static interactions) have also been well investigated and
applied in the fabrication of shear-thinning hydrogels.

2.2.2.1. Schiff-base reaction. Schiff-base reaction is a chemi-
cal reaction that forms dynamic covalent crosslinks between
the amine and carbonyl groups (with the formation of imine
bonds, hydrazone bonds or oxime bonds).>*® As a result of the
reversible groups exchange reaction, the reversibility of this
chemical reaction is usually utilized to empower hydrogels
with injectability, shear-thinning and self-healing property.*®
Besides, since the Schiff-base reaction can occur under mild
conditions, and water is the only by-product and the reaction
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products are compatible with water, this reaction is appropri-
ate for various biomedical applications. In summary, the
Schiff-base reaction has been widely used in the preparation of
injectable hydrogels due to its advantages of mild reaction
conditions, simple reaction principles, reversible process, pH
sensitivity and good biocompatibility.®* Lei and colleagues pre-
pared a dynamic covalent bond-based  hydrogel
(CLX@Lipo@HA-gel) by the Schiff base reaction between the
adipic dihydrazide-modified HA (HA-ADH) and aldehyde-
modified HA (HA-CHO) (Fig. 3B)." This hydrogel was demon-
strated to possess favorable injectability as it could be easily
injected through a 0.6 mm needle, and the shear-thinning
property was further assessed quantitatively by rheometer,
which revealed that its viscosity decreased with the increase of
shear rate. Moreover, the incorporated celecoxib (CLX)-loaded
liposomes were found to provide effective shear-responsive
boundary lubrication and release CLX to maintain the ana-
bolic-catabolic balance of chondrocytes, and finally contribu-
ted to the alleviation of osteoarthritis. Similarly, in a recent
report, Fang et al. synthesized an injectable, adhesive and self-
healing hydrogel based on the Schiff-base bonds between the
oxidized hyaluronic acid (OHA) and carbohydrazide-modified
gelatin (Gel-CDH), which further encapsulated mesenchymal
stem cell-secreted small extracellular vesicles (MSC-sEV) and
polydopamine nanoparticles (PDA-NPs).”*® This hybrid hydro-
gel was enabled with favorable injectability as it could be
injected continuously and used to write any letters smoothly
through a syringe. Furthermore, in the results, this hydrogel
promoted the healing rate of radiation combined with skin
wounds (RCSWs) by relieving radiation-induced tissue inflam-
mation, reducing oxidation impairment and enhancing cell
vitality and angiogenesis.

The hydrazone bond is a dynamic covalent linkage gener-
ated by the condensation of hydrazine and carbonyl groups,
and the formation and dissociation rates are mainly depen-
dent on the structures of hydrazine and aldehyde.”****" The
dynamic nature makes the hydrazone bond suitable for the
synthesis of viscoelastic and self-healing hydrogels. However,
as a result of the slow exchange kinetics, hydrazone bond-
based hydrogels have the obvious disadvantage of poor inject-
ability. Besides, there is a dilemma in designing dynamic
crosslinking hydrogels like hydrazone bond-based hydrogels:
the rapid exchange rate of crosslinks contributes to easier
injection using less force, but lacks long-term polymer stabi-
lity; conversely, a slow exchange rate improves the stability of
networks, but compromises injectability.>*® Notably, the
addition of appropriate catalysts has been proposed as a
potential strategy to have it both ways in recent years. For
example, under the catalysis of sulfonated amino-benzimida-
zole (a non-toxic cyto-compatible catalyst), Lou and co-workers
synthesized a novel shear-thinning hydrogel with both high
injectability and high stability, which was crosslinked through
dynamic hydrazone bonds between the hydrazine-modified
HA and aldehyde-modified HA.>*® Compared with the hydrogel
without catalyst, the gelation time of the novel catalyst-contain-
ing hydrogel was significantly decreased due to the signifi-
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Fig. 3 Strategies for shear-thinning hydrogels. (A) Schematic behavior of a self-healing injectable hydrogel with (i) gel-like properties at rest, (ii)
fluidization under shear due to reversible chemistry and/or alignment in the flow field, and (iii) self-healing of the original structure and mechanical
properties after flow. From ref. 42 licensed under Creative Commons Attribution 4.0 International (CC BY 4.0). (B) Schematic illustrations of the fabri-
cation of CLX@Lipo@HA-gel. The CLX@Lipo@HA-gels were constructed by incorporating CLX-loaded HSPC liposomes within Schiff base bond-
based HA hydrogels. From ref. 109 licensed under Creative Commons Attribution-NonCommercial-NoDerivatives 4.0 International (CC BY-NC-ND
4.0). (C) Synthesis of hyaluronic acid (HA)-based biopolymer binders. Bisphosphonate (BP) groups or BP and acrylamide (Am) groups were chemically
linked to backbone of HA macromolecules using carbodiimide coupling and thiol-disulfide exchange reactions. Linkers 1, 2, and 3 were used for HA
modification. Adapted with permission from ref. 251. Copyright 2017, John Wiley and Sons. (D) Illustration of the orbital interactions in normal (a)
and inverse (b) electron-demand Diels—Alder reactions and the most common examples of these reactions for normal (a’) and inverse (b’) electron-
demand Diels—Alder reactions. From ref. 255 licensed under Creative Commons Attribution 4.0 (CC BY 4.0). (E) Thiol-collagen synthesis scheme.
Reproduced with permission from ref. 272, copyright 2019, American Chemical Society. (F) Self-assembly. From ref. 199 licensed under Creative

Commons Attribution 4.0 (CC BY 4.0).

cantly accelerated formation and exchange rates of the
dynamic covalent hydrazone bonds in the hydrogel matrix.
This also contributed to the smooth injection of the hydro-
gel through a 28 G needle without clogging and the
improved cell protection during injection. Moreover, accord-
ing to the results from the erosion kinetics and oscillatory
frequency sweep tests, the addition of catalyst did not alter
the network structure and storage modulus of the hydrogel,
but rather slowed the degradation rate while improving the
long-term stability owing to the rapid diffusion of catalyst
out of the hydrogel after injection. In addition, the keto-
ester-type acylhydrazone bond is regarded as another prom-
ising method to prepare injectable hydrazone-bond based

26 | Biomater. Sci,, 2024, 12, 8-56

hydrogel, as its rapid formation and exchange kinetics
enable fast hydrazone crosslinking and rapid reconstruction
of the dynamic networks under physiological conditions.
Based on this, Jiang et al. developed a novel cellulose-based
hydrogel (CPK) via the ketoester-type acylhydrazone bond
between the adipic dihydrazide-grafted carboxyethyl cell-
ulose (CEC-ADH) and ketoester-grafted PVA (PVA-Ket).>*?
Benefitting from the rapid kinetic rates and favorable rever-
sibility of the ketoester-type acylhydrazone bonds, the gela-
tion time was dramatically shortened from 600 s to 3 s, and
the CPK hydrogel exhibited excellent shear-thinning behav-
ior as well as good injectability, rapid self-healing and
strong mechanical properties.
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The oxime bond is formed through the condensation of
hydroxylamine with aldehyde/ketone, which is a bio-orthog-
onal chemo-specific “click” reaction in which the two specific
substrates can react with each other efficiently and specifically
in the presence of various other functional groups.>**?*
Compared with imines and hydrazones, oximes exhibit better
hydrolytic stability with the equilibrium lying far to the
oxime.>*® The kinetics of the formation of oxime bonds can be
easily adjusted through changing pH, adding salts or catalytic
amine buffers, replacing aldehyde with ketone groups.**”>*°
Due to the inherent reversibility, the oxime reaction has also
been applied to prepare injectable and self-healing hydrogels.
For example, Grover et al. fabricated an injectable hydrogel
based on the oxime crosslinking of the two PEG derivatives.>*?
They first synthesized 4-armed ketone-PEG (ket-PEG) through
the carbodiimide coupling with levulinic acid, and then pre-
pared 4-armed aminooxy-PEG (AO-PEG) via the Mitsunobu
reaction between N-hydroxyphthalimide and the terminal PEG-
alcohols and the following deprotection with hydrazine. The
oxime bond-based hydrogels were developed by mixing the
above two PEG-derivatives at pH 5.0. According to the results,
this hydrogel was capable of fast gelation and allowed multiple
injections through a catheter at 37 °C. In another study of
Baker et al, the same principle was utilized to prepare an
injectable HA-based hydrogel which was fabricated to act as a
vitreous substitute and was found effective in filling the vitr-
eous cavity through injection, resorbing over time, and main-
taining normal ocular pressure and a healthy functional
retina.>*°

2.2.2.2. Disulfide exchange reaction. The nucleophilic sub-
stitution reaction between a thiolate ion and an active disulfide
that leads to the liberation of another thiolate ion is called the
disulfide exchange reaction. Thiolate is the core intermediate
which drives forward the reaction, and thus the disulfide
exchange reaction is usually performed under basic conditions
(such as pH > 9) to ensure enough thiolate.®® The thiol-di-
sulfide exchange reaction, during which the sulfur atom of di-
sulfide is attacked by the thiolate ion (an effective nucleo-
phile), is one of the most representative types that have been
applied to prepare injectable hydrogels with self-healing pro-
perties. The shear-thinning (then injectability) and self-
healing properties of hydrogels are acquired due to the revers-
ible crosslinks, which are formed based on the dynamic behav-
ior of disulfide bonds in the presence of nucleophilic thiols
under alkaline or neutral conditions.*> For example, Shi et al.
prepared a robust dually crosslinked silk fibroin-based hydro-
gel via the disulfide exchange reaction and photoinduced
polymerization, which was proved to be a promising injectable
biomaterial to fill irregularly shaped bone defects (Fig. 3C).>>"
As verified by the quantitative rheology test, the reversible pro-
perties of these interactions enabled the hybrid hydrogel with
good shear-thinning and autonomous self-healing character-
istics, and the dual-crosslink contributed to the ten-fold
improved storage modulus of hydrogel. In addition, since
there are abundant free thiol groups and disulfide bonds
within extracted keratin, Chen et al. proposed a novel strategy
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to prepare keratin-based hydrogels with dynamic crosslink net-
works.”*” They provided an alkali condition (the pH value was
adjusted to 9.5-10.0) for the keratin solution, under which the
free thiol groups and the disulfide bonds of keratin could
form dynamic covalent bonds via the thiol-disulfide exchange
reaction. According to the reported results, this hydrogel could
be easily injected out through a narrow needle to form the pre-
set shape, and the results from steady shear measurements
further demonstrated its favorable injectability and shear-thin-
ning property. This reversible behavior was mainly the result
of the disulfide bonds generated through the oxidation of free
thiol groups within the type II keratin, which then promoted
the conformation transformation from o-helix to p-sheets.
Additionally, this principle has also been investigated and
demonstrated to be effective in many other biomedical pro-
cesses, such as hemostasis, wound healing, liver injury and
fabrication of artificial nucleus pulposus.”>**** Notably, di-
sulfide bonds can cleave rapidly in the presence of glutathione
(GSH), and thus injectable GSH-responsive hydrogels have
been developed for biomedical applications. For example, the
team of Liu et al. prepared an injectable hydrogel loaded with
DOX using poly (thioctic acid) (PTA) and PEG, which achieved
GSH-responsive “smart” drug release in the tumor microenvi-
ronment."”® Due to the abundant disulfide bonds contained in
PTA, the crosslinked network of the hydrogel rapidly degraded
upon the injection into the tumor tissue, where the GSH con-
centration was elevated abnormally. This resulted in the sub-
stantial release of the loaded DOX and induced tumor cell
death. On the other hand, due to the lower GSH concentration
in normal tissues, the hydrogel exhibited low leakage in the
normal physiological environment. Thus, the GSH-responsive
hydrogel greatly enhanced the therapeutic efficacy of DOX
while significantly reducing off-target and related toxic side
effects in normal tissues.

2.2.2.3. Diels-Alder reaction. The diene components with a
conjugated system of double bonds and the dienophilic com-
ponents with double/triple bonds can generate 6-membered
cycles through a “2 + 4” cyclo-addition reaction, which is also
called the Diels-Alder (DA) reaction.>®® Since it is a thermal
reversible chemical reaction, the 6-membered cycle generated
from DA reaction can be decomposed back into dienes and
dienophiles under high temperature. As a member of the
“click chemistry” family, the DA reaction possesses various
advantages, such as high regioselectivity, partial stereo-
selectivity and stereospecificity, and can be proceeded efficien-
tly under mild conditions, without the need for catalysts and
with the absence of any by-products.*” Besides, the DA reac-
tion has excellent bio-orthogonality, meaning that the reaction
can occur inside living systems without influencing the
normal biochemical processes in vivo, and the formed covalent
bonds can significantly increase the mechanical strength of
the crosslinked networks.?”> As a result, the DA reaction is
regarded as a promising tool in the preparation of hydrogels
with favorable biocompatibility. Meanwhile, since the DA reac-
tion-induced gelation time (varies from tens of seconds to
several minutes) can be easily tailored by adjusting the temp-
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erature parameter and crosslinking density, hydrogels are
endowed with good injectability through injection within the
“gelation time window”.>>>?%¢

According to the nature (electron donor or acceptor) of the
substituents of diene and dienophile, the DA reaction is
further divided into two types (normal and inverse electron-
demand type) (Fig. 3D). Generally, the normal electron-
demand DA reaction is proceeded through the reaction
between the electron-rich donating diene groups (EDG) and
the electro-poor withdrawing dienophilic groups (EWG).>*” In
modern polymer chemistry, the most commonly used diene-
dienophile pair for the normal electron-demand DA reaction is
the furan-maleimide coupling. For instance, Bai et al. prepared
an injectable chondroitin sulfate-based hydrogel through the
DA reaction between the maleimido-terminated Pluronic F127
and the furfurylamine-grafted chondroitin sulfate.®® This
hybrid hydrogel could gel in tens of seconds, and injection
during the “gelation time window” contributed to the in situ
gelation of the hydrogel and sustained release of the loaded
bone morphogenetic protein-4 (BMP-4), and finally promoted
the bone regeneration of cranial bone defects.

Compared with the above type, the inverse electron-
demand DA reaction involves the opposite groups of diene and
dienophile, which corresponds to the interactions between die-
nophiles with EDG and dienes with EWG, respectively.>*> One
of the most outstanding advantages of this inverse electron-
demand DA reaction is that it can greatly shorten the gelation
time and thus reduce the hydrogel swelling when compared
with the normal electron-demand DA reaction. The most used
diene-dienophile functional pair for the inverse electron-
demand DA reaction is norbornene-tetrazine coupling. For
example, Vu and colleagues synthesized an injectable hydro-
gel, which was crosslinked through the inverse electron-
demand DA reaction between the norbornene groups of the
chitosan derivatives and the tetrazine groups of the disulfide-
based crosslinker, to deliver DOX in a controlled manner.?*®
The results showed the gelation time varied from 90 to 500 s,
which reserved sufficient time for the injection of the pre-gel
solution into the body and thus achieved injectability. As the
N, gas produced by the click reaction contributed to the poro-
sity-creating process during gelation, this hydrogel exhibited
high drug-loading capability. In another study from the same
team, the newly designed hydrogel, which was developed
based on the inverse electron-demand DA reaction between
the alginate-norbornene and the PEG based disulfide cross-
linker containing two terminal tetrazine groups, was also
found to be easily injected through a needle within the several-
minute-long gelation time window.>®°

However, as an exothermic reaction, the products of the DA
reaction are stable, and thus it requires large energy (such as
>100 °C) to proceed the retro DA reaction, which obviously
limits its application in mild biological systems.*****> Of note,
when the reaction substrates are electron-rich dienes and elec-
tron-poor dienophiles (such as anthracene and tetracyano-
ethylene), the retro DA reaction can be proceeded at room
temperature, and the equilibrium is not sensitive to
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water.®*%* Hence, this reversible DA reaction under mild con-
ditions provides a new method to develop injectable hydrogels
with shear-thinning and self-healing properties. In the report
of Wei et al., the investigators designed a novel injectable hydro-
gel based on a reversible DA reaction, in which the fulvene-
modified hydrophilic dextran (Dex-FE) acted as dienes and the
dichloromaleic-acid-modified PEG (PEG-DiCMA) acted as dieno-
philes.>®* According to the results from the rheological recovery
test, the reversible changes of G' and G” values in the strain
cycle (from 1.0% to 1000%) demonstrated the good injectability,
and favorable shear-thinning and self-healing properties of this
hydrogel. Meanwhile, its self-healing ability was further proved
through the macro- and microscopic assessments. All the above
excellent performances of this hydrogel were owing to the
reversible linkages based on DA bonds, which further contribu-
ted to the effective dynamical reconstruction and self-healing
following mechanical disruption.

2.2.2.4. Michael addition reaction. Michael addition reac-
tion is a conjugate addition of enolate-type nucleophiles with
a, B unsaturated carbonyl groups, which is usually catalyzed by
bases or nucleophiles without the use of toxic chemical
agents.>®> The nucleophile is called the Michael donor while
the o, p unsaturated compound is termed the Michael accep-
tor, and the reaction product is named the Michael adduct.>*®
Highly specific polymer products with crosslinked architec-
tures can be easily synthesized under mild conditions via
Michael addition reaction, and due to the facile and orthog-
onal nature, this reaction is considered beneficial for biologi-
cal applications.’®*2%” According to the formed bonds,
Michael addition reactions can be further divided into several
different types, including thiol-, aza-, oxa- and carbon-Michael
addition reactions.?®>*¢”726° Of note, thiol-Michael addition
reaction is a typical type, which is a nucleophilic addition of
thiols (the Michael donor) on olefines conjugated with EWG
(the Michael acceptor).>’® This type of reaction is heavily uti-
lized for materials synthesis (including hydrogels) for its mild
reaction conditions, high efficiency and yields, specific selecti-
vity and tunable reaction parameters.>’* For example, Pupkaite
et al. fabricated a novel injectable hydrogel for cell encapsula-
tion and targeted delivery, which was crosslinked through the
thiol-Michael addition reaction between the thiol-grafted col-
lagen and the 8-armed PEG-maleimide (Fig. 3E).>”*> The rheolo-
gical results revealed the excellent self-healing and shear-thin-
ning properties, which contributed to its outstanding inject-
ability; this hydrogel could be injected smoothly through a
27-gauge needle even 5 and 16 h after preparation. Besides,
owing to the good shear-thinning property, the encapsulated
cells maintained high viability even at the 4™ day following
injection. Similarly, the team of Fan et al. fabricated an inject-
able hydrogel via the covalent bonds generated through the
double Michael addition of thiols to alkynones on dextran-
derived polymers, and this hydrogel was demonstrated to be a
promising injectable depot for the sustained and prolonged
delivery of vaccines.””?

2.2.2.5. Self-assembly. In addition to the above chemical
strategies, there are so called self-assembly hydrogels that can
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gel spontaneously under mild conditions only via physical
crosslinking without dependence on chemical agents/initiators
and related chemical reactions, which then contributes to
their high bio-compatibility. Self-assembly is a physical cross-
linking process that is based on non-covalent interactions and
weak forces (including hydrogen bonds, electrostatic repulsion
and attraction, hydrophilic and hydrophobic interactions,
n-stacking and van der Waals forces), and maintains suitable
stability and balance between the various countering forces
(Fig. 3F).'%9236:274275 Dye to the reversible linkages within the
networks, the crosslinked hydrogels exhibit low viscosity under
shear stress and re-gel rapidly with the removal of stress, and
thus these hydrogels are endowed with favorable self-healing
and shear-thinning properties."®® As a result, the dynamic
crosslinking maintains the integrity of the hydrogels, and also
mechanically protects the encapsulated cells from shear
damage during injection.””® Self-assembling peptide (SAP) is
one of the most widely used types of this system, which is
characterized by a simple synthesis method with high yield, a
reproducible synthesis process, flexibility for modification and
enzymatic degradability in vivo.****”” As a synthetic short poly-
peptide consisting of user-specified amino acids, SAP not only
has low immunogenicity and can degrade in vivo slowly, but
also provides great convenience for the network assembly
control of hydrogels.*®*”® Depending on the acquired second-
ary structures, SAP can be further divided into nature-mimick-
ing structures (such as a-helices, coiled coils, p-sheets and
B-hairpins) and newly designed derivatives (amphiphilic and
short aromatic peptides).>”® The team of Yan et al. investigated
the mechanism of shear-thinning and rapid self-healing of
injectable hydrogels based on B-hairpin peptides in detail.**°
Specifically, they provided comprehensive reports (including
rheological behavior and mechanism, mechanical changes
and the impact on loaded cells) of the two representative
B-hairpin  peptides, = VKVKVKVK-VPPPT-KVKVKVKV-NH,
(MAX1) and VKVKVKVK-V°PPT-KVEVKVKV-NH, (MAX8), upon
various experiments such as rheometer tests, shear recovery
experiments, rheo-small-angle neutron scattering (SANS) and
small-angle X-ray scattering (SAXS). The two p-hairpin peptide
hydrogels exhibited shear-thinning behaviors and recovered to
solids right after shearing stress, obtaining varying immediate
stiffness depending on the different shear rates and duration.
The results from SANS and SAXS indicated that the network
and physical crosslinking was broken due to the applied shear
force, but the fibril network structure of hydrogels remained
unchanged after the shearing tests with different shear rates.
Moreover, the shear-thinning hydrogel was proved to be an
excellent candidate as live-cell delivery vehicle due to the small
impact on cell viability and spatial distribution, which was
demonstrated by 3D confocal microscope imaging.

The self-assembly mechanisms are phase-separation and
amphiphilic, and these hydrogels can be divided into two
groups according to the different interaction types, i.e., host-
guest interactions and complementary binding.*** Host-guest
interactions are usually proceeded by cyclodextrins or cucurbi-
turil. For example, Feng and co-workers prepared a highly resi-
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lient gelatin hydrogel based on the efficient host-guest inter-
action between the free diffusing photocrosslinkable acrylated
B-cyclodextrin (B-CD) monomers and the aromatic residues of
gelatin.®®' The excellent shear-thinning property enabled the
injection of the hydrogel in gelation state though a needle and
filling of the targeted geometries completely. Besides, since
this hydrogel was crosslinked only via the weak host-guest
interactions, it not only sustained high tensile/compressive
strain and self-healing rapidly after mechanical disruption,
but also provided mechanical protection for the encapsulated
cells while facilitating the migration and infiltration of host
cells into the hydrogels. On the other hand, complementary
bindings (including base-pairing interactions, antigen-anti-
body pairs and ligand-receptor pairs) are also widely used to
fabricate injectable shear-thinning hydrogels.?®>>** Due to the
extremely high binding affinity and strong tendency toward
each other of ligand-receptor pairs, the complex between the
ligand and receptor is utilized to drive gelation.”®® One of the
typical examples is the streptavidin-biotin pair, which has
been used to develop an injectable cell-laden hydrogel that
could retain the original shape within minutes following injec-
tion into a cavity.>®® In addition, several self-assembly hydro-
gels based on deoxyribonucleic acid (DNA) and/or ribonucleic
acid (RNA) have been well developed in recent years, and also
play a role in various biomedical applications.>*”~>8°

Nevertheless, as a result of the weak linkages within the
networks, the stability and mechanical properties of these self-
assembly hydrogels are quite poor.'*>>*® To overcome these
disadvantages, some researchers have combined (dynamic)
covalent bonds with the weak non-covalent bonds within the
self-assembly hydrogels to improve the inherent poor physical
properties through the formation of double or multiple cross-
linked networks, and the physical crosslinking was regarded
as a pre-crosslinking form prior to the chemical ones in these
Cases.199,290,291

2.2.3. Microgels. Another strategy to make hydrogels inject-
able is reducing the size of bulk hydrogels to the micrometer
scale physically (usually <300-400 pm), to enable them to pass
through the syringe needle smoothly, and these hydrogels are
generally termed microgels. Owing to the small size, these
microgels also hold great potential in extrusion-based 3D bio-
printing as bioinks.>*> To the best of our knowledge, the most
widely used form of microgels are hydrogel microspheres
(HMs) and granular hydrogels, and there are four common
synthetic methods to prepare these microgels: microfluidics,
the emulsion technique, extrusion fragmentation and
electrospray.

2.2.3.1. Microfluidics. Microfluidics is a commonly
employed detection technique in the field of biopharmaceuti-
cal analysis, playing an important role in applications such as
single-cell multi-omics analysis, hemostasis monitoring,
thrombus diagnosis, and liquid biopsy of tumor-derived
exosomes.’*?% With its downscaled “chip laboratory” on a
micrometer scale, microfluidics systems enable precise
manipulation of minuscule volumes of fluids, resulting in a
substantial reduction in both testing expenses and sample
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consumption. Concurrently, microfluidics has emerged as a
novel technique to develop spherical droplets with uniform
size of the aqueous hydrogel precursor within a continuous oil
phase, and plays a vital role in fabricating HMs.?® Generally,
the size of the droplets developed by microfluidics ranges
from 5 to 1000 pm, which can be easily adjusted to a specific
size by changing the device channel geometry, the flow ratios
of the oil and aqueous phase flow, and the interfacial tension
between the immiscible fluids.?®*°” One of the most excellent
advantages of microfluidics is the extremely high uniformity
and mono-dispersity of the formed microspheres, whose dia-
meter variation was reported to be as low as 1 to 2%.>®

The poly(dimethylsiloxane) (PDMS) microfluidics device is
a classical tool to develop HMs, which is treated with on-chip
plasma-assisted deposition of PVA to modify the hydrophobi-
city of the micro-channels. Samandari et al. developed a
simple but rapid method to prepare mono-disperse HMs,
which was based on the double emulsion system on a chip-
microfluidics device.>”® According to the experimental results,
the formed hydrogels not only exhibited uniform size with
narrow size distribution (C.V. = 2.4%), which could be easily
adjusted through changing the rate of the oil phase flow and
aqueous phases flow, but also achieved the efficient encapsula-
tion of cells with high viability and desired concentration.
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In addition to the classical devices like PDMS chips, there
are many other methods to achieve microfluidics due to its
inherent easy feasibility. Researchers can make a microflui-
dics device by themselves with existing equipment and
materials, such as syringe needles, rubber hoses and plastic
catheters. The team of Lei et al. constructed a simple micro-
fluidics device with a glass slide, two syringe needles and
three plastic catheters (one for the dispersed aqueous phase,
one for the continuous oil phase and one for the collection
of microspheres) (Fig. 4A).*> According to the light
microscopy images, the microspheres developed through this
self-designed microfluidics device exhibited good dispersion,
and the diameters were 208.36 + 7.37 pm with a narrow size
distribution.

Recently, there have been some interesting reports that
have developed microspheres with non-spherical shapes
through the combination of microfluidics devices with
different sizes. Cai and colleagues designed a novel microcapil-
lary microfluidics device with a casing structure, which con-
sisted of two cylinder microcapillaries with different inner dia-
meters (300 and 500pm), and developed mono-disperse bullet-
shaped microspheres with tunable structures.>® This defor-
mation of microspheres was the result of the changed spatial
confinement and/or the external fluid shear stress, and the
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bullet-shaped microspheres were found to have better emboli-
zation performance than the conventional spherical ones.

Despite the advantages of precise control of the size and
distribution of microspheres, the disadvantages of microflui-
dics are also obvious: the production rate is slow and the
required time of fabrication is positively related with the
desired output volume. Therefore, great efforts must be made
to improve the production efficiency of microfluidics prior to
the mass production of microspheres and the further wide
application in clinical practices.

2.2.3.2. Emulsion technique. The emulsion technique is an
appropriate choice for batch production of HMs, and can
develop large quantities of microspheres within a short period
by agitating the added aqueous hydrogel precursors in the con-
tinuous oil phase. When compared with the abovementioned
microfluidics, the emulsion technique provides significantly
faster production rates with the use of commonly available
equipment, and the size of HMs can be easily changed by
adjusting the agitation parameters. In the work of Yuan et al.,
they prepared a series of gelatin-based HMs with porous
microstructure via the combination of the emulsion technique
and gradient cooling cryogelation.>** The use of the emulsion
technique contributed to the highly effective harvest of numer-
ous GelMA HMs within several hours, and then the different
gradient cooling protocols resulted in different pore diameters
of the microspheres (Fig. 4B). However, it is worthy of note
that the size distributions of the microspheres formed through
the emulsion technique (even from the same batch) are much
greater, and the diameters may vary by an order of magnitude.

2.2.3.3. Extrusion fragmentation. Extrusion fragmentation is
a physical fragmentation under mechanical forces that par-
tition the hydrogels crosslinked in bulk into micro-scale com-
ponents, and the size of the acquired microgels usually varies
from tens of micrometers to tens of millimeters according to
the extent of fragmentation. This is also a rapid technique
with fast efficiency and few required resources. Compared with
the above two techniques, extrusion fragmentation is free from
the extensive washing steps due to the absence of oils/surfac-
tants in the microgel fabrication, which not only avoids the
decreased cell viability due to exposure to harsh oils/surfac-
tants and repeated washing, but also retains the cytocompat-
ibility and other original properties of the microgels.”®
Different from the spherical shape based on the two above-
mentioned methods, the shapes of the microgels obtained
from extrusion fragmentation are irregular with improved
storage modulus (G'), increased pore numbers and decreased
average pore sizes.”*® Sinclair and co-workers reported an
injectable, malleable, shear-thinning and self-healing zwitter-
ionic injectable pellet (ZIP) microgel by repeated extrusion of
the crosslinked hydrogels in bulk through micronic steel
mesh, whose size could be easily tailored by tuning the mesh
pore size.>** The synthesized ZIP microgel was found to have a
mean diameter of 15 to 30 um, and exhibited favorable inject-
ability and malleability, which provided an appropriate plat-
form for various biomedical practices including drug/cell
delivery vehicle with mechanical protection and injectable
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tissue filler. In recent years, this technique has also been
applied in the batch fabrication of hydrogel micro-strands with
high-aspect-ratio from various types of bulk hydrogels for 3D-
bioprinting.>® In this study, Kessel et al deconstructed the
crosslinked bulk hydrogels into micro-strands by sizing through
a 40-100 pm grid, and the developed micro-strands exhibited a
porous and entangled structure, and were suitable for extrusion
bioprinting due to favorable rheological properties (Fig. 4C).

2.2.3.4. Electrospray. Recently, based on the principle of
electrohydrodynamic printing in electronic manufacturing,
some researchers have developed a novel strategy called elec-
trospray to fabricate HMs with high uniformity and mono-dis-
persity. According to the report from Xie and colleagues, they
successfully prepared uniform GelMA HMs (~100 pm) based
on an electro-assisted bioprinting process, which was con-
ducted based on a printing device consisting of an electro-
assisted module, a gas pressure provider and a droplet recei-
ver.”** By adjusting the parameters of the abovementioned
printing modules (such as nozzle size, voltage and gas
pressure), the same device could form different printing states
(including micro-dripping, shaking spindle, oscillating jet and
Taylor jet) and HMs with different sizes. The experimental
results demonstrated the high uniformity and mono-dispersity
of the formed GelMA HMs, which exhibited excellent perform-
ance in the three representative biomedical applications of
drug-controlled release, cell encapsulation and 3D bio-print-
ing. This is an innovative strategy for HM fabrication with high
efficiency and controlled deposition position, and low cost and
cell damage. However, the disadvantages of this method are
obvious: the multiple influencing factors, the dependence
upon the high-voltage power supply, and the high difficulty in
HM collection.

3. Stimuli responsiveness

From a molecular perspective, the responsiveness of smart
stimuli-responsive hydrogels is mainly based on the connec-
tion or breaking of bonds that crosslink the hydrogel networks
under the exposure of specific stimuli (such as temperature
and pH). This process leads to the shrinkage or expansion of
the hydrogel’s network structures, causing changes in its
physical properties (dissolution, polymerization, or collapse).
Consequently, it enables the controlled release of the thera-
peutic agents (including drugs, cells, cytokines, and other
therapeutic substances) encapsulated within the hydrogel,
achieving the goal of “smart” therapy.>®> This has significant
implications for enhancing the targeting of treatments and
mitigating the side effects associated with therapeutic agents,
particularly for those with potent cytotoxicity (e.g., anticancer
drugs). During the development of diseases, the physiochem-
ical properties of the microenvironment in affected tissues
undergo abnormal alterations. For instance, solid tumor
tissues exhibit a significant reduction in pH compared with
normal tissues, infarcted myocardial tissues show a substan-
tial increase in the expression of matrix metalloproteinases

Biomater. Sci, 2024,12, 8-56 | 31


https://doi.org/10.1039/d3bm01352a

Published on 25 2023. Downloaded on 30.9.2025 23:44:45.

Review

(MMPs), and the level of reactive oxygen species (ROS) in osteo-
arthritis (OA) cartilage is notably elevated. These pathophysio-
logical changes within the organisms create favorable con-
ditions for the application of smart stimuli-responsive hydro-
gels in targeted therapy for specific biomedical purposes. In
addition, there are some substances/linkages which can
specifically respond to external stimuli (including light, ultra-
sound, magnetic fields, and electricity), and thus have also
been investigated for the development of injectable smart
stimuli-responsive hydrogels, which have exhibited notable
therapeutic results in some biomedical practices. In con-
clusion, by leveraging the abnormal physiochemical properties
of diseased tissues and incorporating specific stimulus-respon-
sive elements, smart hydrogels hold great promise for targeted
therapies in the field of biomedicine. Their potential to
respond to external cues makes them versatile tools with the
capacity to revolutionize certain medical treatments.

3.1. Temperature responsiveness

Injectable temperature-responsive hydrogels can respond to
temperature changes, and result in the sol-gel transition or
the shrink/expansion/collapse of the hydrogel matrix, which is
the result of the connection/fracture of the crosslinking bonds.
Therefore, the main principle behind the therapeutic role of
the injectable thermo-responsive hydrogel is to enable the
hydrogel to gel in situ after perfect apposition to the tissue
defect/cavity through the thermally induced conformational
changes, in order to provide adequate mechanical support for
the tissue repair, to achieve slow release of loaded drugs/cyto-
kines, or to provide appropriate scaffolds for the migration
and adhesion of host cells.**®*°” As mentioned earlier, we
have discussed the concept of UCST and LCST for these types
of hydrogels. Notably, the most widely applied type is the LCST
hydrogel, while the UCST ones are almost useless. This is
because most of the phase transition temperature of UCST
hydrogels is below 25 °C, which is obviously lower than the
physiological temperature (30-37 °C), and thus it is difficult for
UCST hydrogels to play a role in biomedical processes due to
the gel-sol transition under physiological temperature.>*®3%°
Consistent with the principle of temperature-initiated gelation,
the use of thermal-sensitive materials and addition of thermal-
sensitive segments are two common strategies to develop inject-
able temperature-responsive hydrogels. For example, the team
of Lv et al successfully prepared an injectable temperature-
responsive hydrogel with the use of two biomaterials with
inherent thermal sensitivity (chitosan and silk fibrin)."*’
Meanwhile, the addition of MgFe layered double hydroxide
(LDH) significantly improved the thermal-responsiveness of this
composed hydrogel, which enabled the fast in situ gelation in
the tissue defects under lower temperature (from 37.4 to
32.7 °C), and then acted as a drug depot in vivo that completely
fitted the targeted tissues and sustainedly release growth factors
to promote osteogenesis and angiogenesis. On the other hand,
Zakerikhoob et al. synthesized an injectable thermal-responsive
hydrogel dressing which can gel within 27-42 °C (covering the
physiological temperature) by grafting poly(N-isopropyl-
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acrylamide) (PNIPAm, a common thermal-sensitive polymers in
biomedical fields) onto the chains of sodium alginate.*° The
grafted PNIPAm enabled this hydrogel dressing to fill the
wound completely first through injection, and then gel in situ
through the response to the wound temperature. Thereafter,
this hydrogel achieved the sustained release of curcumin within
72 h, and exhibited excellent alleviation of wound inflammation
and promotion of wound healing.

3.2. pH responsiveness

The same as temperature, change in the pH environment can
also result in the contraction/expansion of the hydrogel net-
works, which then leads to the encapsulation/release of the
loaded therapeutics; these hydrogels are called pH-responsive
hydrogels. As mentioned earlier, the responsiveness towards
pH is mainly determined by the weakly acidic/basic groups
within hydrogel matrix. These groups donate or accept protons
when the environmental pH is changed, which would disrupt
the bonds supporting the networks or vary the equilibrium
between electrostatic attraction and repulsion.*'**'? As a
result, the physicochemical properties of hydrogel matrix and
the equilibrium of the inner interactions are changed, result-
ing in the shrinking/expansion of networks. For example, the
team of Qu et al. developed a series of injectable pH-responsive
hydrogels based on dibenzaldehyde-terminated PEG (PEGDA)
and N-carboxyethyl chitosan (CEC), which were also endowed
with good self-healing and shear-thinning properties.>* Due
to the protonation of the amino groups of CEC under acidic
conditions, the networks were broken faster and resulted in
significantly more release of the encapsulated DOX inside or
around tumor when compared with normal tissues. The con-
sistent performances of the pH-dependent degradation and
drug release both in vitro and in vivo made the hydrogels suit-
able for tumor therapy, which provided a promising strategy to
maximize the inhibition of tumor cells while minimizing the
undesirable side effects on the normal tissues.

There are some dynamic covalent bonds (such as imine
bonds and hydrazone bonds) that can remain stable under
neutral conditions, yet would break rapidly in an acidic or
basic environment. As a result, these chemical bonds have
inherent responsiveness towards pH changes and thus are also
well investigated for the fabrication of injectable pH-respon-
sive hydrogels.*'* For instance, in the study of Zhou et al., the
authors prepared an injectable hydrogel with carboxymethyl
chitosan (CMCS) and oxidized hydroxypropyl cellulose (Ox-
HPC).>"® Due to the reversible imine bonds between CMCS
and Ox-HPC, this hydrogel exhibited favorable self-healing and
shear-thinning properties, which all contributed to its good
injectability. Besides, due to the inherent pH responsiveness
of imine bonds, the network structures of this hybrid hydrogel
were degraded faster at the pH which mimics that of tumor
tissues, which resulted in the significantly accelerated release
of the encapsulated phenylalanine. Furthermore, Jiang et al.
developed a novel cellulose-based hydrogel based on the
reversible ketoester-type acylhydrazone bonds, which enabled
the newly designed hydrogels with favorable injectability, sen-
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sitive pH responsiveness, tunable mechanical property, and
excellent self-healing and shear-thinning properties.>*> The
reported results also demonstrated the favorable pH respon-
siveness of this hydrogel, as nearly 100% of the encapsulated
DOX was released from the hydrogel in pH 6.2 buffer within
30 days, while only 34% was released from the one in pH 7.4
buffer within the same period.

In addition, some injectable hydrogels crosslinked through
the coordination bonds between multivalent metal ions and
the oxygen and/or nitrogen atoms on the backbone of poly-
mers also have responsiveness to pH changes. The coordi-
nation bonds within hydrogels exist stably in neutral con-
ditions, yet would break rapidly once they are exposed to an
acidic environment, and the hydrogel networks would collapse
thereafter. Tang and co-workers prepared an injectable hydro-
gel with multiple functions based on the coordination
between 4-arm PEG-b-polyhistidine (4PEG-PHis) and Ni**3'?
The reversible coordination bonds endowed the hydrogel with
favorable injectability, shear-thinning and self-healing pro-
perties. Meanwhile, the multivalent coordination bonds
exhibited excellent stability in neutral buffer (pH = 7.4), but
the linkage was broken immediately as the pH value was
decreased to be lower than 6.0, in which the PHis chains were
protonated and the coordination with Ni** ions was deprived.
Hence, this injectable hydrogel system was also promising for
achieving pH-triggered drug release in biomedical
applications.

3.3. Enzyme responsiveness

As previously mentioned, injectable hydrogels containing
specific enzyme-responsive moieties can undergo enzyme-
specific reactions upon injection into tissues, leading to either
the formation or breakdown of the hydrogel network, resulting
in reversible or irreversible gel-sol transitions, and thus
achieving sensitive responses to specific stimuli. By adjusting
the structure and quantity of the enzyme-responsive moieties,
the responsiveness of the hydrogel can be tailored to exhibit
desirable behavior in specific biological environments.
Therefore, in addition to the preparation of injectable hydro-
gels for enzyme-initiated in situ gelation as discussed earlier,
numerous enzyme-triggered hydrogels that undergo enzymatic
degradation have also been extensively investigated for intelli-
gent release of therapeutic agents carried by the hydrogel
when exposed to specific enzymes. Such injectable enzyme-
responsive hydrogels typically incorporate moieties (ie.,
enzyme-responsive substrates) grafted onto the polymer chains
of the hydrogel that match specific enzymes. These enzyme-
responsive moieties can recognize and undergo enzyme-
specific reactions with particular biological enzymes.
Consequently, following injection into tissues, the hydrogel
undergoes enzyme-catalyzed reactions with specific enzymes,
leading to the disruption of the hydrogel network structure,
thereby inducing stimulus-responsive drug release. For
instance, Li and colleagues developed an injectable in situ-
forming hydrogel (NDHM, NanoDOX-loaded HA-MMP hydro-
gel) based on acrylated-HA (HA-AC), DOX-loaded
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PDLLA-PEG-PDLLA (PDLLA, poly(p,L-lactide)) triblock copoly-
mers (NanoDOX), and the peptide GCRDGPQGIWGQ for loca-
lized chemotherapy of oral squamous cell carcinoma
(OSCC).**® Due to the overexpression of matrix metalloprotei-
nase-2 (MMP-2) in OSCC tissues, and the presence of the
GPQGIWGQ peptide sequence in the GCRDGPQGIWGQ
peptide that is specifically cleaved by MMP-2, NDHM under-
went faster degradation in the presence of MMP-2 after injec-
tion at the tumor site. This led to the rapid release of loaded
DOX in the local tumor tissue and resulted in strong inhi-
bition of OSCC tumor growth. Meanwhile, due to the low
expression of MMP-2 in normal tissues, the undesirable side
effects of DOX were significantly reduced. Moreover, other
members of the MMP family, such as MMP-1 and MMP-9,
have also been exploited to prepare MMP-responsive injectable
hydrogels for controlled drug release in various diseases with
abnormal MMP elevation to achieve “smart” therapeutic
interventions.'”7:317-318

Recently, some free fatty acids have also been investigated
for the preparation of injectable enzyme-responsive hydrogels,
because their molecular structures contain ester bonds that
can undergo specific cleavage in the presence of esterase. In
this context, Kumar et al. utilized glycerol monostearate (GMS)
to prepare an injectable esterase-responsive hydrogel for the
treatment of ulcerative colitis (UC).>'® They first mixed GMS
with budesonide (Bud), dimethyl sulfoxide, and distilled water
upon heating and continuous stirring. Because GMS possesses
a hydrophilic glycerol head and a hydrophobic polyethylene
tail, the mixture self-assembled into a three-dimensional struc-
tured hydrogel after cooling, with the hydrophobic Bud effec-
tively encapsulated within the hydrogel networks. According to
the drug-release experiments, the encapsulated Bud in the
hydrogel exhibited an esterase concentration-dependent
release profile, where the release rate of Bud increased with
higher esterase concentrations. This was attributed to the
esterase-induced cleavage of ester bonds within the hydrogel
network, leading to the accelerated hydrogel degradation.
Additionally, the hydrogel demonstrated adhesion to the
inflamed colonic mucosa and exhibited prolonged and sus-
tained drug release, which significantly enhanced the thera-
peutic effectiveness and reduced the frequency of conventional
enema treatments.

In addition, due to the susceptibility of DNA to endogenous
nucleases, some DNA-based hydrogels exhibit inherent specific
responsiveness to nucleases, and have been recently explored
for the development of injectable enzyme-responsive hydro-
gels. These hydrogels rapidly degrade in the presence of
endogenous nucleases, gradually breaking down into nano-
scale particles, and subsequently release the carried thera-
peutics. As a result, these hydrogels not only possess excellent
degradability (fully biodegradable), but also exhibit good pene-
tration even in deep-seated diseased tissues and cells. The
team of Zhang et al grafted a multitude of camptothecin
(CPT) onto the backbones of the phosphorothioate DNAs and
assembled these modified skeletons into two types of
Y-shaped building blocks.’*® Subsequently, these Y-shaped
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building blocks were connected layer by layer to form a CPT-
loaded hydrogel (CPT-DNA-Gel). Based on the Watson-Crick
base pairing, CPT-DNA-Gel could autonomously form a hydro-
gel within 1 minute at physiological temperature (37 °C), and
the hydrogel demonstrated good injectability. Moreover, due to
the elevated levels of glutathione (GSH) and the presence of
nucleases in tumor tissues, the disulfide bonds and DNA
strands within the hydrogel were broken rapidly upon injec-
tion into the tumor tissue, leading to a substantial release of
CPT. This achieved excellent localized chemotherapy efficacy,
while effectively inhibiting the tumor recurrence caused by
residual cancer cells after tumor resection.

3.4. Reactive oxygen species responsiveness

Reactive oxygen species (ROS) are a group of oxygen-containing
chemical species with higher reactivity than the ground state
oxygen. They play crucial roles in maintaining normal cellular
physiological functions and the progression of diseases,
earning them the moniker “double-edged swords” within bio-
logical systems. At physiological levels, ROS can enhance the
organism’s immune response and promote cell survival and
proliferation. However, under pathological conditions, an
excessive production of ROS beyond the cellular antioxidant
capacity leads to oxidative stress, and damages lipids, proteins,
and nucleic acids within the cells, causing cellular dysfunction,
cell death, or even carcinogenesis.*®! It is noteworthy that
several typical ROS, such as hydroxyl radicals, superoxide
anions, singlet oxygen, and hydrogen peroxide, play pivotal
roles in the occurrence and development of numerous diseases.
Consequently, they have become targeted design elements for
intelligent stimulus-responsive hydrogels. Generally, a common
strategy for designing injectable hydrogels with ROS responsive-
ness involves the incorporation of ROS-responsive linkages or
moieties into the hydrogel matrix. These linkages or moieties
enable the hydrogel network to remain stable in the physiologi-
cal environment but undergo degradation under stimulation by
high concentrations of ROS. This degradation process con-
sumes ROS and allows for the localized ROS-responsive release
of therapeutic agents at the site of the pathological tissue,
achieving precise and intelligent local therapy.>*>

Borate ester bonds are currently one of the most widely
used chemical linkages with ROS-responsive capabilities. They
can rapidly break in the presence of ROS, leading to the degra-
dation of injectable hydrogels based on borate ester bonds and
the subsequent release of the encapsulated therapeutic agents.
Gan et al. utilized the borate ester bonds formed between PVA
and a ROS-responsive compound, N'-(4-boronobenzyl)-N>-(4-
boronophenyl)-N',N',N*> N*-tetramethylpropane-1,3-diaminium
(TSPBA), to prepare an injectable hydrogel (Hgel@C5A/M®)
with a stable 3D network structure.”*® This hydrogel was
designed to carry bone marrow-derived macrophages (M®)
and a C5aR antagonist (C5A) for localized treatment of period-
ontitis. Given that the ROS levels in gum tissues in refractory
periodontitis are significantly elevated, the injection of
Hgel@C5A/M® into the gingival crevices triggered its degra-
dation, leading to the on-demand release of drugs and cells in
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the ROS-rich periodontal microenvironment for targeted
therapy (Fig. 5). Specifically, the networks of the injected
Hgel@C5A/M® were broken due to the increased ROS, which
achieved the “smart” responsive-release of the loaded C5A and
M® and then improved the antimicrobial activity of macro-
phage, and finally alleviated the periodontitis. Moreover, due
to the substantial generation of ROS during ischemia-reperfu-
sion (I/R) therapy in myocardial infarction, injectable ROS-
responsive hydrogels have also been applied in smart drug
delivery for cardiac repair. Similarly, Li et al. utilized PVA and
TSPBA to prepare an injectable hydrogel loaded with basic
fibroblast growth factor (bFGF).>** The results demonstrated
that the hydrogel injected into the pericardial cavity spread on
the heart surface and formed an epicardial patch in situ. As
there was an abundance of ROS in the myocardium at the site
of I/R, the hydrogel distributed on the heart surface released
its payload of bFGF predominantly in the local tissue that
underwent I/R, thereby precisely reducing myocardial fibrosis,
enhancing angiogenesis, and preserving cardiac function in
the I/R-affected tissue. Based on the same principle, ROS-
responsive hydrogels employing this strategy have also been
developed for post-malignant tumor resection immunother-
apy, exhibiting significant tumor-suppression effects while
minimizing drug-related adverse reactions.**®

In addition, thioketal bonds are also commonly used ROS-
sensitive chemical linkages for the preparation of ROS-respon-
sive hydrogels. Due to their susceptibility to ROS cleavage,
hydrogels based on disulfide bonds enable responsive drug
release in the presence of ROS. For instance, the team of
Zheng et al. first encapsulated sphingosine-1-phosphate (S1P)
and elamipretide (SS-31) in liposomes. Then the S1P/SS-31-
loaded liposomes were incorporated into hydrogel networks,
which were formed by the mixing of 4-arm-PEGsuccinimidyl
glutarate ester (4-arm-PEG-SG) and poly-3-amino-4-methoxy-
benzoic acid with TK-NH2-modified gelatin (PAMB-G-TK).
Finally, the authors successfully synthesized a novel injectable
ROS-responsive hydrogel (PAMB-G-TK/4-arm-PEG-SG).>*® Due
to the abnormal elevation of ROS at the site of myocardial
infarction (MI), the thioketal bonds within the hydrogel under-
went cleavage, and led to the on-demand release of the encap-
sulated S1P/SS-31 liposomes at the pathological site, which
then intelligently modulated the MI microenvironment and
significantly improved the function of the infarcted myocar-
dium. Similar to borate ester bonds, injectable hydrogels
based on thioketal bonds have also played a positive role in
“smart” treatments for localized chemotherapy and metastasis
inhibition in malignant tumors.**”

Recently, researchers have developed a ROS-cleavable
peptide sequence which can enable the grafted hydrogels to
possess ROS-responsive capabilities. Jeong et al. utilized the
host-guest interactions between cyclodextrin-modified
(HA-CD) and adamantane-modified HA (Ad-HA) to prepare a
novel injectable hydrogel.**® Subsequently, they incorporated
antimicrobial peptides (AMPs) in the form of Ad-HA-AMP con-
jugates into the hydrogel network of HA. Notably, the cyclic
peptide linkers in the hydrogel would undergo cleavage only
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when exposed to ROS and MMP simultaneously. Hence, the
smart hydrogel ensured that the toxic and less stable AMPs
were released only at the site of bacterial infection (where both
the ROS and MMP levels were significantly elevated), which
greatly improved the safety of AMPs and promoted the healing
process of bacteria-infected wounds.

3.5. Glucose responsiveness

Glucose is the primary source of energy for the human body,
and an appropriate concentration of glucose is crucial for
maintaining normal life activities. However, in some patho-
logical conditions, such as diabetes, the excessive glucose in
the body can lead to a series of complications and cause
damage to tissues and organs. Currently, insulin injection has
become the most used and effective treatment for patients
with diabetes. Nevertheless, the pain and inconvenience

This journal is © The Royal Society of Chemistry 2024

caused by frequent injections and monitoring significantly
impact the quality of life for these patients. Injectable glucose-
responsive hydrogels can serve as a depot of insulin and
release insulin on demand under high glucose stimulation,
which overcomes the drawbacks of traditional insulin injec-
tions that require frequent administration. Therefore, this
kind of smart hydrogel holds the potential to become the next
generation of more convenient and intelligent diabetes treat-
ment methods. Additionally, based on this glucose-responsive
property, novel hydrogels have also been developed for inter-
vening in the pathological processes of various diseases,
aiming to achieve smart therapy.

Currently, the glucose responsiveness of injectable hydro-
gels is mainly acquired through two common mechanisms.
The first mechanism involves introducing phenylboronic acid
(PBA) to impart glucose responsiveness to the hydrogel. This is
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based on the inherent ability of PBA to bind to saccharides,
which can form a reversible covalent linkage with glucose-con-
taining diol functional groups, and result in the formation of
stable five-membered cyclic complexes.>*® This process leads
to a shifting of overall charge density of the hydrogel towards
the cationically charged boron residues, and then causes sig-
nificant expansion of the hydrogel network through ionic
repulsion within the hydrogel. Based on this principle,
glucose-responsive injectable hydrogels have been investigated
for controlled drug release. The team of Dong et al. prepared
an injectable hydrogel based on the reversible covalent connec-
tion between PBA and glucose under mild conditions.**® Due
to the reversibility of the dynamic covalent bond, the hydrogel
demonstrated excellent shear-thinning behavior and self-
healing capability. Moreover, results from the drug-release
experiments confirmed the glucose concentration-dependent
glucose-stimulated response of the hydrogel. Specifically, in
phosphate-buffered saline (PBS) solutions containing different
glucose concentrations, the hydrogel released the loaded rho-
damine B at a rate positively correlated with the glucose con-
centration (drug-release rate: 20 g L™* > 1 g L' > PBS). Since
PBA, as a synthetic polymer, is not easily degraded in the body
and PBA-based injectable hydrogels can provide sensitive
glucose responsiveness, the hydrogel holds significant poten-
tial as a long-term drug-delivery depot. Therefore, it is cur-
rently the most promising candidate for clinical translation
among injectable glucose-responsive hydrogels.

Another mechanism to confer glucose responsiveness to
injectable hydrogels is by embedding glucose oxidase (GOx)
within the hydrogel matrix, utilizing the reaction between GOx
and glucose as the transduction pathway for glucose-stimu-
lated response. Specifically, GOx can catalyze the formation of
acidic products (gluconic acid) and hydrogen peroxide (H,0,)
from glucose in the presence of oxygen (O,) and water (H,O),
which then leads to a decrease in pH. Subsequently, based on
the pH-responsive nature of the hydrogel, the crosslinked
network undergoes contraction or expansion.**'***> For
example, to promote the healing of diabetic wounds, Yang
et al. developed an injectable glucose-responsive hydrogel
(DG@Gel).>*®*  First, they prepared metallo-nanodrugs
(DFO@MONPS) containing deferoxamine mesylate (DFO), 4,5-
imidazoledicarboxylic acid (IDA), and zinc ions (Zn*").
Subsequently, DG@Gel was synthesized through the phase-
transfer-mediated programmed GOx loading. According to the
reported results, when injected into diabetic wounds, DG@Gel
immediately responded to the hyperglycemic microenvi-
ronment by breaking down glucose into gluconic acid and
H,O0, (Fig. 6). The subsequent decrease in pH led to the expan-
sion of the crosslinked network, which facilitated the release
of DFO and Zn*" loaded within the hydrogel and exhibited
synergistically antibacterial and angiogenesis-promoting
effects, ultimately accelerating the healing of diabetic wounds.
In addition, due to the generation of H,0, with antimicrobial
activity during the GOx-mediated glucose response process,
hydrogels containing GOx have also been developed for
glucose-responsive antimicrobial therapy. Zhou and colleagues
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utilized the Schiff base reaction between GOx-modified HA and
chitosan conjugated with r-arginine (1-Arg) to prepare a novel
injectable hydrogel with self-healing and antimicrobial pro-
perties (CAHG), which was applied for the treatment of infected
diabetic wounds.>** In the hyperglycemic environment of
infected diabetic wounds, the GOx encapsulated in the CAHG
hydrogel catalyzed the production of H,O, from glucose in the
wound microenvironment, and exerted a primary antibacterial
and anti-inflammatory effect. Subsequently, the generated H,0,
oxidized the coupled 1-Arg in chitosan and produced nitric
oxide (NO), which provided a secondary antibacterial and anti-
inflammatory therapeutic effect.

3.6. Light responsiveness

Light represents an easily accessible and remotely controllable
external stimulus, offering non-invasiveness, ease of manage-
ment, and efficient spatiotemporal control. The properties of
light-responsive hydrogels can be changed under the
irradiation of light (including visible light, ultraviolet (UV),
and near-infrared radiation (NIR)), which then leads to the
sol-gel transition and the formation/degradation of hydro-
gels.*®® The content related to light-initiated gelation has been
discussed in the preceding text and will not be reiterated here.
The following section focuses on the light responsivity of inject-
able hydrogels, specifically highlighting two light-triggered
behaviors: the photothermal effect and photodegradation.

Some substances can absorb and emit light radiation,
leading to the production of heat, and such substances are
commonly termed photothermal agents. Light-responsive
hydrogels can be obtained by incorporating these photother-
mal agents into the hydrogel matrix, which is currently one of
the most extensively researched and employed methods.
Indocyanine green (ICG) is a representative photothermal
agent and has been approved by the U.S. Food and Drug
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Administration (FDA). It can generate and then transfer heat to
adjacent areas under NIR, which makes it suitable for drug
delivery and systemic or local cancer therapy.>***® For
instance, Yang et al. incorporated ICG into the gel network
formed by the directional crosslinking of sodium selenite (Se),
dopamine (DA), and HA to prepare an injectable composite
hydrogel (HD/Se/ICG).*** Due to the assisting crosslinking
effect of Se, the retention time of ICG in the gel network was
prolonged, which thereby enhanced the photothermal thera-
peutic effect of the hydrogel. After intra-tumoral injection, HD/
Se/ICG hydrogel exhibited sufficient energy conversion
efficiency under NIR and effectively inhibited the growth of
breast cancer tumors in both in vitro and in vivo experiments,
which made it a promising strategy for localized breast cancer
treatment. In addition, some highly penetrable photothermal
agents (such as black phosphorus nanoflakes, organic nano-
particles, and rare metal nanostructures) have also been devel-
oped for the preparation of light-responsive injectable hydro-
gels, which can provide safe photothermal activity and effec-
tively controlled drug release.>*°34*

Another commonly used strategy to prepare injectable
light-responsive hydrogels is grafting photosensitive func-
tional groups onto the hydrogel chains. These functional
groups possess the ability to respond to light through photo-
chemical reactions, which can induce the phase transition of
hydrogels and drug release.****** The o-methoxy-nitro-
benzene family of monomers is the most common utilized
group for photodegradable moieties, among which the most
representative is o-nitrobenzyl and its derivatives, which
undergo irreversible photocleavage under UV irradiation. For
example, Cheng and co-workers utilized 2-nitrobenzyl-modi-
fied 4-arm PEG to synthesize an injectable hydrogel and vali-
dated its degradability under UV irradiation.**®> They first
modified the 4-arm PEG with 2-nitrobenzyl and phenol to
obtain the hydrogel precursor solution, followed by in situ
gelation in the presence of horseradish peroxidase (HRP)
and H,0,. Subsequent research findings demonstrated that
the introduction of 2-nitrobenzyl into the hydrogel frame-
work resulted in the rapid degradation of the hydrogel due
to the cleavage of the ester bonds of 2-nitrobenzyl under UV
light exposure. Of note, the photodegradation rate of this
hydrogel showed a positive correlation with the intensity of
UV light (degradation rate: 100 > 50 > 10 > 0 mW cm™2), indi-
cating the excellent light-controlled degradability of this
light-responsive hydrogel. Therefore, such light-responsive
injectable hydrogels have great potential in biomedical prac-
tices, especially for localized drug delivery and on-demand
release applications. It is worth mentioning that the develop-
ment and application of UV-induced light-responsive hydro-
gels are significantly limited due to the poor tissue pene-
tration of UV light and its potential carcinogenic risk. In con-
trast, NIR light has excellent tissue-penetration capability,
and it poses no carcinogenic risk or toxic effects to the
organism. As a result, NIR-induced light-responsive hydro-
gels have attracted significant interest and attention in
recent years.
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3.7. Ultrasound responsiveness

Ultrasound is a specialized term referring to sound waves that
lie beyond the range of human hearing, typically with frequen-
cies above 20 000 Hz. Due to its non-invasive nature, ease of
use, controllable directionality, focused acoustic energy, strong
tissue-penetration capabilities, high temporal and spatial
resolution, ultrasound finds widespread applications in clini-
cal and biomedical fields. Within the domain of injectable
smart stimuli-responsive hydrogels, ultrasound is also a com-
monly employed exogenous stimulus. Generally, ultrasound-
responsive hydrogels primarily rely on two strategies: ultra-
sound-induced thermal effects and mechanical forces.
Currently, the most common strategy to prepare ultra-
sound-responsive hydrogels involves utilizing ultrasound-
induced mechanical forces to trigger the breakdown of the
hydrogel network, thereby enabling the responsive release of
loaded drugs. The mechanical forces generated by high-fre-
quency vibrations of ultrasound can disrupt the physical cross-
linking that maintains the 3D network structure of the hydro-
gel, leading to the collapse of ionically crosslinked hydrogel
networks and consequently releasing the therapeutic agents
encapsulated within the hydrogel. In the study conducted by
Huebsch et al., they investigated the responsiveness of a series
of ionically crosslinked hydrogels to ultrasound.**® They first
prepared the hydrogels by ionically crosslinking alginate with
Ca®" in physiological solution. Subsequently, they subjected
the hydrogels to ultrasound treatment and observed that the
hydrogel structures were significantly disrupted during ultra-
sound exposure, but exhibited reversible and complete recov-
ery after ultrasound cessation (similar to the untreated control
group). Next, they incorporated mitoxantrone (an anthracycline
anticancer drug used for treating breast cancer) into the hydro-
gel system to further explore the drug-release behavior of this
ultrasound-responsive hydrogel. The results demonstrated that
the release baseline of mitoxantrone in the control group,
without ultrasound treatment, was minimal. In contrast, the
release profile of mitoxantrone in the pulsed ultrasound-
treated group perfectly matched the ultrasound pulse fre-
quency, and exhibited a transient drug-release burst during
ultrasound exposure. Furthermore, the authors replicated this
series of ultrasound treatment experiments in different types
of hydrogels and obtained consistent outcomes. Based on the
same principle, Meng et al. prepared a novel injectable hydro-
gel by using oligo (ethylene glycol) methacrylate (OEGMA) and
inorganic clay (LAPONITE®, XLS) to form the hydrogel precur-
sor solution, into which nano-vaccines were incorporated.**’
They observed that subjecting the injected hydrogel in mice to
multiple rounds of ultrasound treatment resulted in repetitive
gel-sol-gel transitions and pulsatile release of nano-vaccines:
the ultrasound-induced crosslinking disruption caused the
hydrogel to temporarily transform into a flowing sol state,
which led to an explosive release of nano-vaccines; upon the
cessation of the ultrasound treatment, the hydrogel spon-
taneously re-crosslinked and resulted in a dramatic decrease of
the release rate of the nano-vaccines. This finding is particu-
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larly meaningful for preventing tumor recurrence and meta-
stasis after tumor resection surgery, as it allows for improve-
ment of treatment efficacy and patient compliance while redu-
cing vaccine administration frequency. In addition to the
aforementioned physically crosslinked hydrogels, recently,
hydrogels based on certain dynamic covalent bonds (such as
boronic ester bonds) have also been found to possess ultra-
sound responsiveness, and have been developed as ultra-
sound-responsive drug delivery systems.**®

Additionally, besides inducing mechanical forces, the
mechanical vibrations of ultrasound also generate heat due to
high-frequency friction on the surface of objects. Therefore,
ultrasound-induced thermal effects can also be utilized in the
development of injectable ultrasound-responsive hydrogels.
Wu and colleagues prepared an injectable block copolymer
hydrogel based on methoxy-PEG (mPEG), PLGA, and 2,2'-Bis(2-
oxazoline) (BOX).>*® According to the reported results, the
hydrogel could be easily injected through a 22-gauge needle
and form a gel in situ within 1 minute in vivo, and then released
both large and small-molecule drugs loaded within the net-
works sustainedly. When the hydrogel was exposed to ultra-
sound, the heat generated by ultrasound significantly enhanced
the release rate of the encapsulated drugs (accelerated by ~70-
fold), and upon the cessation of ultrasound treatment, the
release rate rapidly returned to the baseline level. This demon-
strated that the injectable hydrogel could trigger drug release
through ultrasound and represented a novel on-demand drug
delivery mode based on ultrasound-induced thermal effects,
which had great potential for clinical translation.

3.8. Magnetic field responsiveness

Similar to ultrasound, magnetic fields are also a type of exter-
nal stimulus that possesses both non-invasiveness and excel-
lent tissue penetrability. Magnetic field-responsive hydrogels
are primarily prepared by incorporating superparamagnetic
iron oxide nanoparticles (SPIONs) into the three-dimensional
polymer network of hydrogels. Due to the directed movement
and aggregation of SPIONs, the hydrogel network contracts
under an externally applied magnetic field, which then leads
to the easy extrusion and release of therapeutic agents loaded
within the hydrogel. As a result, magnetic field-responsive
hydrogels are commonly employed for achieving magnetically
controlled drug release.>*®*>! For example, Kim et al. prepared
a magnetic field-responsive injectable macroporous hydrogel
by incorporating SPIONs and gelatin particles into the algi-
nate-Ca®" ionically crosslinked hydrogel network.*>” They first
introduced gelatin particles and SPIONs into the hydrogel
network, and then increased the system temperature to 37 °C,
under which the gelatin particles were dissolved due to the
inherent thermal-sensitive property. Finally, a SPION-loaded
hydrogel with macroporous structure, which enhanced its
deformability under magnetic stimulation, was obtained
(Fig. 7A). Subsequently, they applied different intensities of
magnetic stimulation to the hydrogel loaded with DOX to
evaluate its magnetic responsiveness. The results demon-
strated that magnetic stimulation significantly accelerated the
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release of DOX from the hydrogel, and the release rate was
positively correlated with the applied magnetic field intensity,
while remaining independent of the magnetic field frequency.
In vivo experiments in a tumor-bearing mouse model further
confirmed the magnetically controlled drug-release behavior
of DOX within the hydrogel, which then led to the substantial
inhibition of tumor growth in the mice.

It is worth noting that the oscillation of SPIONs under an
external magnetic field can cause a sharp increase in local
temperature. Therefore, magnetic field-responsive hydrogels
are also commonly utilized in magnetic hyperthermia therapy
(MHT) for tumors. MHT is a novel non-invasive strategy for
localized tumor treatment, which can induce deep tumor
tissue hyperthermia/necrosis without penetration depth limit-
ations under an alternating magnetic field (AMF). However,
due to the inherent mobility of nanoscale particles, SPIONs
are prone to leakage within the local tumor tissue, leading to
undesirable heating damage to healthy tissues. Injectable
hydrogels possess a stable three-dimensional network struc-
ture that can firmly anchor SPIONs within their framework,
which can contribute to the accuracy and efficacy of MHT.
Moreover, they significantly prolong the retention time of
SPIONs at the tumor site, enabling multiple rounds of MHT
with a single injection of SPIONs. Chen and colleagues co-
valently linked arachidonic acid (AA) and PLGA-PEG-PLGA tri-
block copolymers to obtain a thermosensitive hydrogel
(AAGel). They then incorporated ferrimagnetic Zng ,Fe, 04
nano-cubes and RSL3 (a ferroptosis inducer) into the AAGel,
creating a novel injectable magnetic-responsive nano-
composite hydrogel (NPs/RSL3@AAGel).*>® Due to the uniform
dispersion and firm anchoring of the magnetic nano-cubes
within the NPs/RSL3@AAGel, this hydrogel system enabled
multiple accurate rounds of MHT under an external magnetic
field after a single injection. Moreover, the release of RSL3 was
promoted, which enhanced the anti-tumor efficacy of ferropto-
sis and ultimately led to a complete eradication of CT-26
tumors in a mouse model.

Furthermore, the highly ordered nature of the magnetic
field can induce a highly organized spatial arrangement of
SPIONs and materials loaded with SPIONs, which facilitates
the hydrogel in achieving the desired anisotropy required for
tissue engineering. It also effectively controls the behavior of
cells loaded within the hydrogel network under the influence
of an external magnetic field. This is particularly critical for
tissue repair that requires alignment, especially in the case of
neural tissue. The team of Omidinia-Anarkoli et al. developed
an injectable hybrid hydrogel with magnetic-responsive short
fibers and demonstrated its remarkable therapeutic efficacy in
cell alignment and neural injury repair.*** They initially incor-
porated SPIONs into a PLGA solution, and then utilized
electrospinning to produce magnetic-responsive short fibers.
These fibers were subsequently mixed with the precursor solu-
tion of collagen hydrogel, and by applying a low magnetic field
(2300 mT) before gelation, the short fibers were uniformly
aligned, resulting in the synthesis of the hybrid hydrogel
named Anisogel (Fig. 7B). The experimental results confirmed
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Fig. 7 Applications of injectable magnetic field-responsive hydrogels. (A) Schematic description of the fabrication of (a) alginate ferrogel (AF) and
(b) macroporous alginate ferrogel (AF-G). Alginate solution (ALG) containing superparamagnetic iron oxide nanoparticle (SPION) and gelatin particle
(G) was ionically crosslinked in the presence of calcium ions, followed by incubation at 37 °C to generate the macroporous structure of AF (AF-G). (c)
The improved deformation of AF-G and the resultant release of drug molecules from the gel under magnetic stimulation. Adapted with permission
from ref. 352. Copyright 2019, Elsevier Ltd. (B) (a) A schematic representation of the Anisogels fabrication process. Electrospinning of aligned fibers
on a parallel plate (step I), followed by embedding the fibers in an optimum cutting temperature (OCT) gel for subsequent cryosectioning. The fibers
are purified and dispersed in distilled water after melting and washing off the excess of gel (step Il). Randomly oriented short fibers mixed within the
hydrogel precursor solution in liquid state before applying the magnetic field (step Ill). Fiber orientation and hydrogel solidification result in the
Anisogel (step V). (b) SEM image of aligned PLGA fibers formed on a parallel plate collector with an average diameter of 689.7 + 88.5 nm (inset: dia-
meter distribution histogram). (c) SEM image of 50 pm short fibers after cryosectioning (inset: length distribution histogram). Scale bars 50 pm. (d)
The orientation time of magnetoresponsive short fibers with different lengths and SPION concentrations at three different magnetic fields. Depth
color-coded images of magnetic fibers inside 3D fibrin hydrogels, prepared (e) in the absence of an external magnetic field and (f) in the presence
of a 100 mT magnetic field. Scale bars 100 pm. (g) The angular distribution of random and oriented fibers in a 3D hydrogel corresponding to (e and
f), respectively. From ref. 354 licensed under Creative Commons Attribution-NonCommercial-NoDerivatives 4.0 International (CC BY-NC-ND 4.0).
(C) (a) Schematic illustration of clinical application of the delivery system. (b) A diagram of cage for rats receiving Fe304-BCG-CS/GP mixture. The
Fes04-BCG-CS/GP gel formed in bladder can be attracted and attached to the bladder wall in the magnetic field generated by the magnets on the

cage. (c) Treatment protocol. TUR: transurethral resection. Adapted with permission from ref. 355. Copyright 2013, Elsevier Ltd.

that this magnetic field-responsive hydrogel successfully
stimulated functional neural cells and fibroblasts to grow in a
linear manner, and supported unidirectional propagation of
neural signals al