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Abstract: The current study describes a new technology, effective for readily preparing a fluorescent
(FL) nanoprobe-based on hyperbranched polymer (HB) and aggregation-induced emission (AIE)
fluorogen with high brightness to ultimately develop FL hydrogels. We prepared the AIE nanoprobe
using a microfluidic platform to mix hyperbranched polymers (HB, generations 2, 3, and 4) with
AIE (TPE-2BA) under shear stress and different rotation speeds (0-5 K RPM) and explored the FL
properties of the AIE nanoprobe. Our results reveal that the use of HB generation 4 exhibits 30-times
higher FL intensity compared to the AIE alone and is significantly brighter and more stable compared
to those that are prepared using HB generations 3 and 2. In contrast to traditional methods, which are
expensive and time-consuming and involve polymerization and post-functionalization to develop
FL hyperbranched molecules, our proposed method offers a one-step method to prepare an AIE-HB
nanoprobe with excellent FL characteristics. We employed the nanoprobe to fabricate fluorescent
injectable bioadhesive gel and a hydrogel microchip based on polyvinyl alcohol (PVA). The addition
of borax (50 mM) to the PVA + AIE nanoprobe results in the development of an injectable bioadhesive
fluorescent gel with the ability to control AIEgen release for 300 min. When borax concentration
increases two times (100 mM), the adhesion stress is more than two times bigger (7.1 mN/ mm?)
compared to that of gel alone (3.4 mN/ mm?). Excellent dimensional stability and cell viability of
the fluorescent microchip, along with its enhanced mechanical properties, proposes its potential
applications in mechanobiology and understanding the impact of microstructure in cell studies.

Keywords: fluorescent nanoprobe; hyperbranched polymers; aggregation-induced emission; vortex
fluidic device; fluorescent hydrogel

1. Introduction

Hydrogels are three-dimensional cross-linked networks with the ability to uptake large
amounts of water, i.e., up to 1000 times, of their dry weight [1]. Depending on the cross-
linking methods, i.e., physical or chemical, these hydrophilic polymers may be chemically
stable or degrade over time, such that each can serve for a specific application [2—4]. From
simple structures to smart networks, various types of enviro-sensitive hydrogels have been
introduced over the years. Specifically, thermo-responsive and pH-sensitive hydrogels have
been employed for targeted delivery and sustained release of biological compounds [5-7].
These hydrogels generally require different environmental stimulators, such as magnetic
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and electric fields [8,9], biomolecule concentration [10,11], and temperature [12,13] to
control their swelling properties. Meanwhile, extensive efforts have been put to prepare
unique hydrogels with improved physical, mechanical, and biomedical properties for
a wide range of applications [14-16].

Recent initiatives to develop a new class of hydrogels have been mostly focused on
producing fluorescent hydrogels [17-19]. The ability of the fluorescent hydrogel to emit
light under a specific excitation wavelength makes them attractive for different applications,
including sensors, bioimaging, and fabrication of tissue-engineered scaffolds with specific
features [20,21]. Swelling a hydrogel in a dye solution and physical mixing of polymer
with a fluorophore have been frequently used for the preparation of fluorescent hydrogels.
However, most fluorophores are bulky and hydrophobic; therefore, their physical introduc-
tion to hydrogel structures can affect the chemical and mechanical stability of hydrogels.
Moreover, the aggregation of fluorophores results in fluorescence quenching, known as
aggregation, caused quenching, and reduces the fluorescence intensity leading to negligible
brightness [22-24]. Overall, the generation of bright and stable fluorescent hydrogels for
practical applications remains an arduous challenge.

The recent discovery of aggregation-induced emission fluorogens (AIEgens) with high
emission efficacy in the aggregated state, unique photostability, noticeable diversity of
molecular structures, and acceptable sensitivity have demonstrated new opportunities to
overcome the major drawback [25]. AIEgens have been widely used for the preparation
of fluorescent hydrogels [26,27]. Indeed, AIEgens exhibit enhanced fluorescent properties
within a confined polymer network due to the restriction of their intramolecular rotation
occurring via chemical or physical interactions. In addition, few studies have employed
AlEgens for hydrogel characterization, such as visualization of crystalline regions [28],
accurate measurement of the swelling [29], and monitoring the degradation processes [30]
features that were not attainable before. While AlEgens have provided excellent opportuni-
ties to create hydrogels with superior fluorescent properties, the major challenge here is
that synthesis of such polymer gels is currently problematic, involving multi-step processes
and complex chemistry, limiting large-scale production [31].

The current study presented an innovative strategy to fabricate fluorescent hydrogels
using a vortex fluidic device (VFD) to address the associated challenges. VFD is a new
microfluidic platform that comprises a fast rotating tube to create a dynamic thin film
imparting high shear force in the form of submicron topological fluid flow, and micro-
mixing [32]. Typically, a glass tube that is closed at one end (45° tilt angle) with a finite
amount of material is rapidly rotated, as the confined mode of the VFD, or where materials
are constantly fed into the tube, exiting at the top, as the continuous flow mode of operation.
VED processing, compared to simple mixing (i.e., magnet stirrer), proposed a range of
benefits leading to improved control over chemical reactions and material synthesis [33].
The VED has been used for a number of diverse applications including the fabrication
of various nanocarbon materials, protein folding and purification, polymer networks
manipulation, and graphite exfoliation [34-36]. The microfluidic platform is capable
of controlling the size and shape of nanoparticles for both top—down and bottom-up
processing [37-39]. Our previous studies revealed that VFD tuned the size of AIEgens [40]
and introduced a new and cost-effective approach for the fabrication of AIE nanoprobes
based on the formation of strong hydrogen bonds between the hyperbranched polymer
(HB) and AlEgen (AIE) [41]. These studies identified the effect of AIEgen concentration
and water fraction on the fluorescent properties of the AIE-HB; however, the impact of
the type of hyperbranched polymers on the associated fluorescent properties is yet to
explore. Motivated by the above research, the aims of the current study were two-fold. The
first aim was to identify the effect of the type of HB on the fluorescent properties of the
AIE-HB nanoprobe to further understand the impact of hyperbranched molecular structure.
The second aim of this study was to employ the nanoprobe with optimum fluorescent
properties to create fluorescent hydrogels and evaluate their physicochemical, mechanical,
and biomedical properties. For the second aim, two different case studies were considered.
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The first case study was developing an injectable bioadhesive gel based on polyvinyl
alcohol (PVA) crosslinked by borax, exhibiting fluorescent properties. For the second case
study, a microfluidic fluorescent device (microchip) containing complex microstructure
was prepared relying on physical crosslinking of PVA [42-45]. The current fluorescent
microfluidic device can be used as a cell culture platform allowing the evaluation of the
impact of surface morphology on cell properties.

While these case studies involved PVA hydrogel, our innovative technique may be
potentially used for the fabrication of a series of fluorescent hydrogels, with their creation
relying on the formation of hydrogen bonds including but not limited to PVA [46,47],
gelatin, starch [48,49], cellulose [50,51], guar gum [52,53], and their composites. To the best
of our knowledge, the current study is the first research of its kind aimed to introduce
a technique for the fabrication of fluorescent hydrogels using a VFD.

2. Results and Discussion
2.1. Nanoprobes Characterization
2.1.1. The Generation of HBs Affected the Fluorescent Property of the AIEgen

Our previous study revealed that the fluorescence intensity of conventionally prepared
TPE-2BA (Figure la) particles was maximum for water fraction (WF) = 90%, then decreasing
towards lower WFs with negligible fluorescence intensity for WF < 70% [28]. Therefore, the
current study investigated the impact of three different types of HBs (Figure 1b—d) in the
fluorescent property of the AIE at WF = 90%. When AIE-HBs were prepared under constant
stirring (conventional process), an increase in the fluorescence property was observed for
all samples (Figure le). Significant differences in the fluorescence intensity were observed
for samples containing different generations of HB (concentration = 1 mM) at constant
WEF = 90%. The fluorescence intensity increased 13-fold when HB generation 4 was used
compared to the AIE alone. We also found that the associated maximum fluorescence
intensity increased approximately 3-fold and 12-fold, respectively, for HB generations 2
and 3 compared to the AIE alone. The incorporation of different generations of the HB
led to an increase in the relative intensity, by approximately four-times for generation 3
compared to generation 2. Moreover, a negligible change in the fluorescence intensity (7%
enhancement) was observed for nanoprobe generation 4 compared to that of generation 3.

2.1.2. VED Enhanced the Fluorescent Property of the AIE-HB Nanoprobes

VFD is a microfluidic platform generating a dynamic thin film through a fast rotating
tube ranging from 0 to 10,000 RPM to precisely control the film thickness, imparting high
shear stress and micro-mixing (Figure 2a) [54]. Involving mechanical energy to control
chemical reactions in a VFD can be controlled in confined and continuous flow modes of
operations. In a continuous flow mode, chemicals are continuously fed into the rotating
tube at predetermined flow rates, and the product collecting at the top (Figure 2b), while in
a confined mode, a limited amount of chemicals are injected into the closed tube at once,
permitting sample collection at the end of the process (Figure 2c). The VFD is a relatively
low-cost research platform allowing material synthesis [55], tuning the size and structure of
complex systems [56], and regulating chemical reactions [35] with a variety of advantages
over conventional technologies [57]. In the current study, a VFD with a confined mode of
operation was employed, resulting in the production of brighter and more stable AIE-HB
than conventional processing.

When a VFD was utilised and the mixture of AIE (concentration = 50 uM) and the
HB solutions (concentration = 1 mM) was added to water (WF = 90%) in a rotating VFD
tube (1000-5000 RPM), an increase in the fluorescent property of the nanoprobe solution
was observed. The effects of different rotation speeds on the fluorescence intensity of the
nanoprobes were also examined. We found that nanoprobes prepared under shear stress in
the VFD tube exhibited significantly higher fluorescence intensity than that of AIE particles.
We observed that increasing the rotation speeds from 1000 to 3000 RPM increased the
relative fluorescence intensity for all HB generations. However, the relative fluorescence
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intensity remained approximately unchanged for rotation speeds >3000 RPM (Figure 2d).
We also found that the highest fluorescence intensity occurred at the rotation speed of
3000 RPM for the HB generation 4, with 50% and 12.5% enhancement compared to that of
the HB generations 2 and 3, respectively.
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Figure 1. Chemical structures of (a) TPE-2BA (AIE) and schematic drawing of different types
of the hyperbranched polymers (HBs) including the chemical structure of one branch only for,
(b) generation 4, (c) generation 3, and (d) generation 2. (e) Change in relative fluorescence intensity of
TPE-2BA-hyperbranched polymer (AIE-HB nanoprobe) at water fraction = 90% with AIE (blue circles)
and HB (white circles) representing AIEgen and HB, respectively. The concentrations of TPE-2BA and
all different generations of HBs were 50 uM and 1 mM, respectively, and the excitation wavelength
was 310 nm. Insets: camera images of AIE and nanoprobe solutions at WF = 90% captured under
a UV light with the excitation wavelength of 365 nm.
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To further investigate the first aim, HB solutions with different concentrations of
1, 2, and 4 mM for generations 4, 3, and 2 were prepared, respectively. This approach
enabled us to prepare HB solutions with an equal total number of hydroxyl groups (64 OH
groups) per one AIE molecule. It was observed that increasing the concentration to reach
an equal number of OH groups among all samples had no impact on the final fluorescence
property. We observed that the peak fluorescence intensities for the HB generations 2 and
3 with concentrations of 4 and 2 mM, respectively, were lower than that observed for the
HB generation 4 with a concentration of 1 mM (Figure 3a). This indicated the key role
of the HBs” chemical structure to restrict the AIE intermolecular rotation and tune the
associated fluorescent properties. The results of the stability measurement identified that
a more stable nanoprobe was achieved when HB generation 4 was employed (Figure 3b).
Although the final brightness for the prepared nanoprobes using HB generations 3 and 4
was approximately similar (Figure 2d), the results for fluorescence stability revealed a less
stable assembly for generation 3 with less than 3 days stability. When HB generation 2 was
employed, the nanoprobe was not stable for more than 5 h.

WF= 90%

| No significant effect :

Enhancement

—e—Generation 2
Generation 3

Generation 4
AIE AlIE-HB4

3000 4000 5000 6000
Rotation (RPM)

Figure 2. (a) Camera image of a VFD indicating its compartments: 1—electrical motor, 2—quartz tube,
3—base, 4—sample collector, and 5—jet feed inlet. Schematic drawing of a VFD tube representing
(b) continuous flow and (c) confined modes with 8 and w representing the tilt angle and rotation
speed of the tube, respectively. (d) The effect of rotation speed on the relative fluorescence intensity
of nanoprobes (generations 2, 3, and 4) at the excitation wavelength of 310 nm. Insets: camera images
of nanoprobe solutions at WF = 90% captured under a UV light with the excitation wavelength
of 365 nm, and relative fluorescence intensity for nanoprobe generation 4 prepared using a VFD
@5000 RPM compared to the AIE alone.
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Generation 2 (4 mM)
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Figure 3. (a) Changes in the fluorescence intensities versus the concentrations of HBs to obtain
an equal total number of OH groups (WF = 90%); insets: camera images of nanoprobe solutions
captured under a UV light with the excitation wavelength of 365 nm). (b) The stabilities of the
nanoprobes prepared using different generations of HB were measured over 10 days (at WF = 90%,
concentration = 1 mM, and the excitation wavelength = 310 nm).

This observation was consistent with our previous studies, indicating that the pene-
tration of AIE molecules into the HB structure to form hydrogen bonds, played a crucial
role in both the formation and the stability of the nanoprobe. In further investigation, we
measured the equilibrium dissociation constants when AIE was added to HB generations
2, 3, and 4 (Figure 4). It was observed that the equilibrium dissociation constant was
higher for generation 4 (1 x 10~7) than those measured for generations 3 (6.6 x 10~7) and
2(9.9 x 1073).
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Figure 4. Isothermal titration calorimetry results for nanoprobes including (a) generation 4, (b) gener-
ation 3, and (c) generation 2, with estimated equilibrium dissociation constants using fitted model
curves. (d) Schematic drawings for the interaction of AIE with different HB generations (only a part
of each HB molecule was shown). Insets: camera images of nanoprobe solutions captured under
a UV light with the excitation wavelength of 365 nm.

2.2. Fluorescent Nanoprobe-Based Polymeric Hydrogel Fabrication and Characterization

The second aim of the current study was to develop a cost-effective technique to pro-
duce PVA-based fluorescent hydrogels using the prepared nanoprobe. The findings of this
study revealed that developing an AIE-based nanoprobe using HB generation 4 exhibited
maximum fluorescent property and optimum stability compared to HB generations 3 and
2. Two different case studies were considered to accomplish this aim. For the first case
study, a fluorescent injectable gel was developed using borax solution as a crosslinking
agent. A fluorescent PVA microchip was prepared based on physical cross-linking for the
second case study.

2.2.1. Case Study 1: Injectable Bioadhesive Fluorescent Gel

Our previous study identified that regulating the concentration of borax (50 mM)
in a VFD tube with rotation speed = 4000 RPM resulted in creating PVA gels with self-
healing properties [58]. Using similar properties, borax concentrations = 50 mM and VFD
rotation speed = 4000 RPM, the current study investigated the role of the nanoprobe on
the self-adhesion and fluorescent properties of the final gels, compared to PVA alone
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and traditionally prepared hydrogels (without VFD). It was observed that using a VFD,
a highly extensible self-healed fluorescent gel was formed. The final fluorescent injectable
gel exhibited acceptable syringeability with preserving its property under frequent filling
and injection (Figure 5a,b). In contrast, it was not possible to fill a syringe with PVA
+ nanoprobe gel that was prepared using traditional processing (mixing without VDF
using a magnet stirrer @ 1000 RPM), indicating the role of VFD in the construction of
injectable and highly fluorescent PVA gel. Understanding the mechanism for the formation
of the VFD-driven PVA gel, cross-linked with borax, was fully described in our previous
study [58] and revealed that VFD imparts micromixing and shear forces at the sub-micron
level to produce a more homogeneous gel. The results of the current study revealed that the
addition of the nanoprobe to induce fluorescent property did not affect the syringeability
of the final fluorescent gel when a VFD was used.

Scale bars = 20 um Scale bars =5 um

Figure 5. (a) The syringeability and (b) extensibility of the fluorescent PVA gel. (c) The self-healing
property of the fluorescent PVA gel crosslinked with 100 mM borax solution. (d,e) Fluorescent microscope
and (f,g) SEM images were captured from the surface of PVA + AIE and PVA + nanoprobe, respectively.

When the concentration of borax was increased to 100 mM and injectable gels were
dried for 1 hr at room temperature, a fluorescent bioadhesive PVA gel was produced that
exhibited self-healing properties (Figure 5c). To qualitatively evaluate the associated self-
healing property, the fluorescent bioadhesive PVA gel was cut into pieces using a surgical
blade. The pieces were then reattached using tweezers to avoid the application of large
forces during reattachment. It was observed that the self-healed PVA gel appropriately
exhibited a highly extensible feature after reattachment (Figure 5c).

The fluorescent microscopic images (Figure 5d,e) captured from the surface of in-
jectable fluorescent gels revealed a higher brightness with almost uniform colour distri-
bution for the PVA + nanoprobe gel compared to the PVA + AIE. This observation can be
described by stronger hydrogen bonds that were formed between the AlEgen and the HB
in the nanoprobe compared to the AlEgen alone. Consequently, a higher intermolecular
rotation restriction was achieved for the nanoprobe that led to a significantly higher fluo-
rescent property. This observation was evidenced by the lower equilibrium dissociation
constant for the nanoprobe (K4 =1 x 10~7) compared to the AIE alone. Our previous study
identified that the dissociation constant for the AIE alone was K4 = 1 x 107 that was
measured by injecting 25 pL of the AlEgen (50 uM) into DMSO [41]. Moreover, different
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surface morphologies were observed for the PVA + nanoprobe compared to the PVA +
AIE bioadhesive gel (Figure 5f,g). This indicated that the introduction of the nanoprobe
to the PVA structure induced more opportunities to form hydrogen bonds, leading to
the development of a PVA bioadhesive gel with a layered structure imparting superior
self-adhesion properties.

The creation of highly extensible fluorescent PVA bioadhesive gel with excellent exten-
sibility motivated us to quantify the associated adhesion properties. This approach enabled
us to compare the adhesion property of the VFD-driven PVA + nanoprobe bioadhesive
gel with PVA alone and the traditionally prepared PVA + nanoprobe (without VFD). All
three samples were prepared using 100 mM borax and dried at room temperature for 1 h.
The self-adhesion properties were measured at the cutting edge of the samples, identifying
the adhesion stress during the detachment as schematically presented (Figure 6a). It was
revealed that the detachment occurred at a 45% strain for the PVA bioadhesive gel, which
was much lower than that measured for the traditionally prepared PVA + nanoprobe sam-
ple that exhibited 300% strain when detached. Detachment time was 120 s and 320 s for
PVA and PVA + nanoprobe bioadhesive gel, respectively. After extension for 420 s, with
a strain rate = 5% s~ !, no detachment was observed at the cutting edges of the VFD-driven
PVA + nanoprobe bioadhesive gel with the adhesion stress reaching 7.1 mN/mm?. The
adhesion stresses for the traditionally prepared PVA + nanoprobe and PVA bioadhesive gel
were approximately 5.1 and 3.7 mN/mm? at the breaking point, respectively (Figure 6b).
The results showed a 40% improvement for the adhesion stress when VFD was employed,
compared to the traditional approach. Moreover, it was found that the incorporation of
hyperbranched polymer and VED in the preparation of PVA + nanoprobe gel led to an 87%
improvement in adhesion stress (Figure 6b). Both injectable fluorescent (crosslinked with
50 mM borax) and bioadhesive (crosslinked with 100 mM borax) gels were not stable
during swelling, and they disappeared during the process. Therefore, it was not possible
to measure the swelling and mechanical properties and associated cell viability. It is more
likely that further chemical cross-linking (i.e., glutaraldehyde) strengthens the hydrogel
network; however, this may affect the associated biocompatibility.

We further measured the release of the nanoprobe from the injectable bioadhesive gel
(Figure 6¢,d) to understand the release behaviour of the nanoprobe. Our results revealed
almost a linear trend (R? = 0.922) for the release of nanoprobe for 300 min. This finding
suggested that the injectable bioadhesive gel can potentially be used as a carrier for AlIEgen
delivery. The addition of AIEgens to enhance the fluorescent property of the self-healing
gel will allow qualitative detection of release kinetics after injection, can tune the self-
assembly property, and facilitate accurate gel injection under UV light exposure [59-62].
Of particular interest, TPE-2BA, the AlEgen that was used in this study, has been used to
differentiate dead/live bacteria and detect glucose [63,64]. Therefore, the current fluorescent
injectable bioadhesive gel is likely to have potential applications for developing an injectable
glucose biosensor (transcutaneous) or smart wound dressing with the ability to detect
bacterial infection.
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Figure 6. (a) Schematic drawings including camera images to describe the adhesion test procedure.
(b) Comparison of the adhesion strength of PVA-based gels including PVA (blue line), traditionally
prepared PVA + nanoprobe (blue line), and VFD-driven PVA + nanoprobe prepared at 4000 RPM (red
line). Inset: camera images (x4) were captured during the measurement of the self-adhesion property.
(c) Change in the fluorescent intensity of the release media showing the release of nanoprobe from
the injectable bioadhesive PVA gel over time, and (d) change in relative fluorescent intensities of
the release media at different time points, compared to t = 0 min, indicating almost a linear release
behaviour for the gel.

2.2.2. Case Study 2: Fluorescent Microchip for Cell Culture

The swelling ratio of the fluorescent PVA microchip was determined by measuring the
weight increase of samples after immersion in the distilled water over 24 h. The results of
the swelling ratio revealed that the PVA-based microchip absorbed 125% water compared
to its dry weight at the maximum swelling state after 450 min (Figure 7a). However, the
addition of nanoprobe to the PVA structure led to a lower maximum swelling ratio (108%)
compared to the PVA microchip. It was also observed that the initial water uptake rate and
the time associated with the maximum swelling ratio remained approximately unchanged
for both PAV and PVA + nanoprobe microchips. These observations were consistent with
the mechanical properties measured for both microchips (Figure 7b). Higher mechanical
properties were found for the PVA + nanoprobe compared to the PVA microchip. The
PVA + nanoprobe microchip experienced 2.75 MPa maximum stress before failure, which
was 44% higher than the PVA sample (1.84 MPa). The failure strains were 178% and 429%
for the PVA and PVA + nanoprobe microchips, respectively. Young’s moduli for the PVA
and PVA + nanoprobe microchips were 0.021 and 0.047 MPa, respectively. Moreover,
a higher toughness was found for the PVA + nanoprobe (9.95 k]-mm~—2) compared to the
PVA microchip (1.89 kJ-mm—3). Our mechanical characterization results revealed that the
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addition of the nanoprobe to the PVA structure significantly enhanced the mechanical
properties of the microchip; hence, decreasing the swelling properties.

N

PVA
PVA + nanoprobe
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Swelling ratio (%)

PVA

o
w

4 PVA + nanoprobe
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Figure 7. (a) Swelling and (b) mechanical properties of PVA and PVA + nanoprobe microchip.
(c) Fluorescent spectra were collected from the PVA + nanoprobe microchip and swelling media (at
different time steps) to quantify nanoprobe leakage during swelling. (d) SolidWorks drawings of
complex 3D features to develop a platform containing different patterns using 3D printing technology.
(e,f) Microscopic images of the surface of (e¢) PVA and (f) PVA + nanoprobe films indicate their
structural stability during swelling in water. (g—j) Fluorescent and SEM images of the surface of PVA
and PVA + nanoprobe films.
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Our effort to further quantify the nanoprobe leakage from the PVA + nanoprobe
microchip revealed that approximately 10% of the nanoprobes were expelled from the
microchip after 20 h of swelling (Figure 7c). The maximum relative fluorescent intensity
for the PVA + nanoprobe microchip was 578.4 (a.u.). The maximum relative fluorescent
intensities for the swelling media were 0, 43.46, 56.14, and 59.31 after 0, 1, 4, and 20 h
of swelling in water. This finding indicated that the leakage of the nanoprobe from the
sample was minimal after 20 h of swelling. In addition, the PVA + nanoprobe microchip
showed excellent dimensional stability during swelling. When PVA and PVA + nanoprobe
microchips with a similar complex surface morphology (Figure 7d—f), were swelled (in
water) to their maximum swelling ratio, a uniform volume expansion with negligible
structural deformity was observed for the PVA + nanoprobe microchip (Figure 7f). In
contrast, the dimensional stability of the PVA microchip was relatively weak, and structural
deformities were found for all three different features (Figure 7e).

The fluorescent microscopic images (Figure 7g,h) captured from the surface of fluores-
cent hydrogel films revealed a higher brightness with almost uniform colour distribution
for the PVA + nanoprobe compared to the PVA film that was prepared by AlEgen alone.
The capability of the nanoprobe to perform hydrogen bonds with PVA molecules to further
restrict the intermolecular rotation seemed to play a key role in this finding. Different sur-
face morphologies were observed for the PVA + nanoprobe compared to the PVA + AlEgen
films (Figure 7ij), indicating the impact of nanoprobe on the structural organization of PVA
at the micro-level. The introduction of the nanoprobe to the PVA structure induced more
opportunities for the formation of hydrogen bonds and created physical entanglements
leading to the development of stiffer nanocomposite hydrogels with aligned surface mor-
phology imparting superior mechanical and fluorescent properties. We further examined
the dimensional stability of the PVA + nanoprobe microchip with a 3D complex surface
morphology in cell culture media including L929 mouse cells, to investigate whether their
stabilities differ compared to swelling in water (Figure 8). Microscopic images identified
that PVA + nanoprobe microchips were dimensionally stable in cell culture media.

Furthermore, the addition of nanoprobe to the PVA structure did not affect the biocom-
patibility of the fluorescent microchip. The viability of the cells was checked after 72 h for
each group. The cells cultured using the microchips’ dipped media were alive and growing
well (Figure 9a). MTS assay was then performed to test the cytotoxicity of the PVA and
PVA + nanoprobe microchips on day 1 and day 3. Viable mammalian cells could reduce the
MTS tetrazolium compound to coloured formazan dye that was soluble in cell culture by
NAD(P)H-dependent dehydrogenase enzymes. The results suggested that both the PVA
and PVA + nanoprobe microchips were not toxic to A549 cells. As shown in Figure 9b,
compared to the control populations, 98.6% and 98.7% of cells survived when cultured in
media dipped with PVA alone, and 100.61% and 99.91% cells survived when cultured in
media with PVA + nanoprobe microchip.
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Region Orientation (°) Aspect Ratio Circularity

39.82 1.461 0.685

29.61 1.019

Figure 8. (a—f) Microscope images with different magnifications that were captured for different
regions of the PVA + nanoprobe microchip in the cell culture media + L929 mouse cell media at their
maximum swelling ratio. (g) A microscope image and (h) the corresponding image post-processing
(Image]) to identify the impact of features on the orientation and shape of the cells. (i,j) Fluorescent
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microscope images of the microchip were captured from two different regions (denoted by black
rectangles) of the microchip (middle camera image). In addition, we observed that the PAV +
nanoprobe microchip provided a suitable microenvironment for cell culture studies. It was found
that cell directionality was tuned by the 3D microstructure (h), both cell orientation and aspect ratio
were smaller for the regions close to the microstructure. Microscope images that were captured from
the surface of the PVA + nanoprobe microchip using a fluorescent microscope (350 nm) showed the
fluorescent property of the swelled microchip (i,j).

PVA

o
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[}
Tt
o
%
=
<
>
(¥

Control
B pva

- PVA+ nanoprobe

Cell Viability (%)

Figure 9. Cell viability: (a) live and dead staining of the cells cultured using media with conventional
media (Control), PVA, and PVA + nanoprobe (Scale bars = 200 um). (b) Cell viability assay (MTS) in
Ab549 cells after 1 and 3 days. The data represent the means of three independent experiments.

The preparation of AIE aggregates mainly involves precipitation processes leading
to the production of fluorescent aggregates of small molecules [65]. While AIE aggregates
using low molecular weight molecules have been widely used for different applications in
materials science and technology at the microscale, the creation of highly efficient AIEgens
to enhance the fluorescent property of materials at the macroscale is still challenging [66].
Of particular significance, traditional methods to create fluorescent hydrogels, i.e., soaking,
destabilizing the chemical structure, and altering the mechanical property [67]. Studies
have shown that the development of high molecular weight AIE systems may resolve the
issue [68]; however, the synthesis of AIE polymers is typically difficult, time-consuming
involving multi-step processes [69], expensive, and requires different polymerization reac-
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tions and catalysts [70]. The current study proposed a novel, cost-effective, and straightfor-
ward approach to developing an AIE-HB fluorescent nanoprobe, relying on the formation of
hydrogen bonds between the AIE and HB. The challenge to effectively optimise the binding
strength to tune the fluorescence property of the AIE-HB nanoprobe was addressed using
a VFD and the effect of HB types was evaluated. This strategic approach was successfully
employed to create fluorescent injectable bioadhesive gels with the enhanced self-adhesion
property as an injectable AIEgen delivery system. Moreover, the nanoprobe that was readily
prepared in this study can be used for fabricating fluorescent microchips with superior
biomedical and mechanical properties for cell culture studies. Deep penetration of smaller
AIE nanoparticles into the hyperbranched structure might occur readily by using a VFD to
produce AIE-HB nanoprobes. Consequently, the restriction of the intermolecular motion
of the AIE inside the HB structure was more likely to occur by the formation of hydrogen
bonds, leading to higher fluorescence properties. The HB generation 4 featured more side
branches and a higher number of OH groups per molecule compared to generations 3 and
2, leading to the creation of more hydrogen bonds and the development of a more stable
AIE-HB assembly. This was confirmed by the measurement of the equilibrium dissociation
constants and the stability of the nanoprobes in this study. Compared to the AIE alone,
the introduction of the nanoprobe into the PVA structure provided more hydroxyl groups
facilitating the formation of hydrogen bonds between the AIE-HB and PVA molecules.
Besides, the nanoprobe with a branched molecular structure and bigger size compared to
the AIE alone was more likely to be physically secured within the PVA structure.

3. Experimental Section
3.1. Materials

PVA (Mowiol® 28-99, CAS No: 9002-89-5, molecular weight 145,000 and degree of
hydrolysis >99%), dimethyl sulfoxide (DMSO), hyperbranched polymer, bis-MPA polyester-
n-hydroxyl, with n = 16, 32, and 64 representing generations 2, 3, and 4, respectively (CAS
no: 326794-48-3) were purchased from Sigma-Aldrich, Sydney, Australia. TPE-2BA was
purchased from AlEgen Biotech Co., Ltd., Hong Kong, China. A549 cells were purchased
from the American Type Cell Culture Collection (ATCC, Rockville, MD, USA). Dulbecco’s
Modified Eagle Medium (DMEM) supplemented with 10% fetal bovine serum (FBS) and 1%
L-glutamine were prepared from Gibco. Trypsin/EDTA was purchased from Sigma-Aldrich.
Live/dead cell double staining and CellTiter 9%6® Aqueous One Solution Cell Proliferation
Assay kits were purchased from Sigma-Aldrich (Sydney, Australia) and Promega, Madison
(Sydney, Australia), respectively. Mouse L929 fibroblast cell line was purchased from the
European Collection of Cell Cultures (ECACC).

3.2. AlEgen-Hyperbranched Polymer (AIE-HB) Preparation and Characterization

AIE and HB solution: TPE-2BA, a derivative of tetraphenylethylene with 2 boronic
acid groups, was used as an AlEgen. AIE solution was prepared by dissolving 0.105 g
(250 umol) of TPE-2BA in 25 mL DMSO to reach a final concentration of 10 mM and served
as a stock solution. The stock solution was stored at 4 °C for further use. Appropriate
amounts of HBs with different generations were dissolved in 200 mL DMSO to prepare HB
solutions (1 mM).

Preparation of TPE-2BA aggregate (AIEgen aggregates): an appropriate amount of
stock solution was diluted in DMSO to reach a final concentration of 50 uM. A total of
200 pL of AIE solution (50 uM) was added dropwise to 1800 pL water under constant
stirring to prepare AIE aggregates at water fraction = 90%.

Preparation of AIE-HB assembly using the traditional method (mixing): proper amounts
of the AIE stock solution were diluted with the HB solutions, reaching the final concentration
of AIE in the solution = 50 uM. The concentrations of AIE (50 uM) and HB (1 mM) remained
constant. Then, 200 puL of AIE-HB solution was added dropwise to 1800 puL water under
constant stirring to prepare AIE-HB aggregates at water fraction = 90%.



Molecules 2022, 27, 1002

16 of 21

Preparation of the AIE-HB nanoprobe using VFD: 2700 mL of water was added to
the VFD tube, and the rotation speeds were set from 1000 to 5000 RPM (step 1000 RPM).
At each rotation speed, 300 mL of AIE-HB solution (in DMSO) was injected into the VFD
rotating tube to prepare VFD-driven AIE-HB nanoprobes at water fraction = 90%.

Isothermal titration calorimetry (ITC): ITC was employed (Nano ITC, TA Instrument,
New Castle, DE, USA) to measure the binding constant between AIE and HB with different
generations. ITC was performed at 4 °C, with 25 pL of AIE solution (50 M) was injected
into 1 mM HB solutions (generations 2, 3, and 4) in equal steps of 2.5 pL.

Measurement of fluorescent property and stability of the AIE-HB nanoprobe: both the
fluorescent spectrum and the fluorescence stability for AIE-HB nanoprobes at WF = 90%
were identified using a spectrophotometer (Agilent Scientific Instruments, Melbourne,
Australia) at excitation and emission wavelengths of 310 and 465 nm, respectively. The
fluorescence intensity at the excitation wavelength of 310 nm was recorded for as-prepared
samples and at different time points to measure the stability of fluorescence.

3.3. Fluorescent Gel Preparation and Characterization

Preparation of injectable bioadhesive gel: PVA solution (6% w/w) was prepared by
dissolving PVA powder in distilled water at 80 °C under constant stirring for 3 h. An AIE-
HB nanoprobe, with optimum fluorescent properties, was mixed with PVA solution at the
ratio of 20% (w/w) using a VFD. For this, the PVA solution was placed in the VFD tube,
and the rotation speed was set to 4000 RPM. Gradually, the AIE-HB nanoprobe was added
to the tube, and micromixing under shear was performed for 5 min. To develop injectable
fluorescent PVA gel, a clean VFD tube was filled with 2 mL of the borax solution in water
(50 mM), VED rotation speed was set to 4000 RPM, and PVA + nanoprobe was injected
into the VFD via the inlet feed jet using a 5 mL syringe (Figure 1a). The formation of the
injectable gel was continued for 5 min before extraction. Further, the concentration of borax
was increased two-fold (100 mM) and PVA fluorescent gels were prepared using the VFD
(as described above) and traditional mixing methods. For traditional mixing, a magnet
stirrer (1000 RPM at room temperature) was used to mix borax with PVA + AIE nanoprobe.
Both VFD-driven and traditionally mixed samples were then dried at room temperature
for 1 h to perform self-adhesion tests.

Self-adhesion measurement of bioadhesive gels: the self-adhesion property was mea-
sured for the injectable fluorescent PVA gel. A micromechanical machine (CellScale,
Canada) was employed to compare the self-adhesion strength of different samples, as
previously described [58]. Briefly, gels with a 2 mm width and 10 mm length were prepared
and cut in half. Each half was placed in the CellScale actuators, and samples were moved
carefully towards each other until the compression force at the cutting edge of the samples
was 30 mN. Then, a displacement control tensile test was executed at the strain rate of
5% s~ for 460 s to measure the self-healing property.

Nanoprobe release from injectable bioadhesive gel: the release of nanoprobe from
the injectable bioadhesive PVA gel was quantified by the measurement of the fluorescent
properties of media over time using a UV spectrophotometer (Agilent Scientific Instruments,
Australia) at an excitation wavelength of 310 nm. The fluorescent gel (5 mL) was prepared
as explained above and was dried at 37 °C using an oven. The dried gel was then placed
in a beaker (100 mL) containing water + DMSO (90% water fraction) solution. Samples
from the release media were collected at different time points until the fluorescent maxim
remained unchanged. The collected release media was then returned to the beaker.

3.4. Fabrication and Characterization of Fluorescent Microchip

Microchip fabrication using 3D printing: a complex 3D platform containing different
patterns was prepared using 3D printing technology. SolidWorks software was used to
prepare the design and the final STL file was exported to the 3D printer software (MiiCraft
125, Version 4.01, MiiCraft, Inc, Jena, Germany). A digital light processing (DLP) 3D printer
(MiiCraft Ultra 50, MiiCraft) with XY resolution of 10 um, was used to fabricate the platform
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with a printing area of 100 mm?. The print options were carefully adjusted allowing 3D
printing of features with high resolution and a base layer was used to ensure the platform
adhesion to the picker for the duration of the print. The DLP process was carried out under
385-405 nm UV wavelength and the curing time for the resin (BV-007) was set to 24 s.
A bulffer layer was utilised to facilitate the transition from the base layer into the printed
platform. The 3D printed platform was then used as a mold to fabricate the microchip with
specific patterns using the film casting method. PVA + AIE nanoprobe and PVA solution
(control) were prepared as described above. The 3D printed platform containing hydrogels
was then placed in an oven at 60 °C for 24 h to dry and then were peeled off the platform.

Microchip mechanical properties: the failure mechanical properties of microchips
made of PVA and PVA + nanoprobe (as prepared) were measured using an ElectroForce
BioDynamic test instrument (5110, TA Instrument). The average thickness of the samples
(W x L =10 mm x 40 mm) was 1.24 £ 0.31 mm measured at five different points using
a digital caliper. To execute mechanical characterization, samples were secured at both
ends of grippers with their initial length set at 2 mm. The mechanical tests were conducted
at room temperature up to failure with a strain rate of 0.1 mm.min~!. Stress-strain data
were used to calculate young’s modulus, elongation at break, and toughness.

Swelling characteristics of microchips: the swelling ratio was measured to characterise
the swelling behaviour of PVA and PVA + nanoprobe microchips. Dry samples were
immersed in distilled water and the amount of water uptake was measured gravimetrically
at different time points. Samples were weighed every five minutes for the initial 45 min,
after which the time was extended to 30 min and 1 h. Before each measurement, samples
were gently wiped with tissue paper to remove excess surface water. The swelling ratio
was calculated using Equation (1):

M; — My
— X
0

Swelling ratio (SR)% = 100 1)
where M; and My were the weight of the wet and dried samples, respectively.

Stability of microchips in water and cell culture media: to examine the stability, both
PVA and PVA + nanoprobe microchips were swelled (in water) to their maximum swelling
ratio in a petri dish, and their structural stability was evaluated using a light microscope
(Olympus IX73,Tokyo, Japan). To evaluate the stability of microchips in cell culture media,
a mouse 1929 fibroblast cell line was grown in DMEM containing 10% (v/v) FBS (Gibco,
thermos Fisher, Waltham, MA, USA), 1% (v/v) penicillin-streptomycin (10,000 units-mL~1-
10,000 pg-mL~!), and 2 mM L-glutamine. When cells were approximately 80% confluent,
the media was removed, and the cells were then washed with 10 mL Dulbecco’s Phosphate
Buffered Saline (DPBS) (without calcium and magnesium) to remove any remaining media.
Thereafter the DPBS was replaced with 2 mL of a 0.25% (v/v) trypsin/EDTA, and the cells
were incubated at 37 °C for 5 min at room temperature. The cell suspension was transferred
into a sterile universal tube containing 10 mL cell culture media containing 10% (v/v) FBS
to neutralise the trypsin and centrifuged at 150 x g for 5 min. The waste media containing
trypsin was removed, and the pellet of cells was re-suspended in the appropriate cell
culture media to obtain L929 fibroblasts cells with a concentration of 0.5 x 10° cells mL~1.
Subsequently, L929 fibroblasts cells were loaded on the PVA + nanoprobe microchip and
were incubated in a 5% (v/v) CO, atmosphere at 37 °C to allow the microchip’s stability
evaluation using a light microscope (Olympus IX73, Tokyo, Japan).

Nanoprobe leakage from microchip: to quantify the leakage of nanoprobe from the
PVA + nanoprobe microchip, it was placed in a beaker (100 mL water) to swell and samples
from the swelling media were collected at different time points. The fluorescent spectra
of the dry microchip and swelling media were collected using a spectrophotometer at
emission wavelengths of 310 nm (Agilent Scientific Instruments, Melbourne, Australia) to
measure the leakage of the nanoprobe. The collected swelling media was then returned to
the beaker.
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Imaging: PVA solutions including AIE and nanoprobe were dropped cast on the
microscope slides and fluorescent images were captured using an AX70 upright fluorescent
microscope (Olympus, Japan with Zen Blue Image capture software). For SEM imaging
(Inspect F50, FEI, Hillsboro, Oregon USA), dropped cast films were dried in a vacuum oven
at 37 °C and coated with platinum using a dual-target sputter coater (Q300T-D, Quorum,
UK). SEM images were captured under low voltage (kV = 5). Images to qualitatively identify
the fluorescent properties of microchips were captured using a fluorescent microscope
(DAPI channel—Olympus IX73, Tokyo, Japan). Open-source FIJI (Image]) was used to
identify the impact of the microchips’ surface morphology on the orientation and shape
of the cells. Orientation] plugin was used to measure the orientation of cells in the input
binary (8-bit) microscope images. Cell orientation analysis was conducted with Cubic
Spline Gradient (sigma = 5) selected as the structural tensor for fitting the data.

Microchip cell viability and proliferation: to test the biocompatibility, all the PVA and
PVA + nanoprobe microchips were exposed to UV light for 30 min before dipping in 6 well
plates filled with culture media and incubated for 48 h. A lung cancer cell line (A549) was
cultured in DMEM supplemented with 10% FBS and 1% L-glutamine in a 6 well plate with
a seeding density of 300,000 cells per well. In the first plate, the culture media dipped with
the PVA sample was used. The media dipped with PVA + nanoprobe sample was used
in the second plate, whereas the conventional media was used as the control in the third
plate. Microscope Live/dead cell double staining kit (Sigma-Aldrich, Australia) was used
to check the viability of the cells. The assay solution of the stain was prepared by adding
10 uL of Calcein-AM (Solution A) and 5 uL of propidium iodide (Solution B) in 5 mL of PBS.
After washing with PBS, the assay solution was incubated at 37 °C for 15 min. Olympus
IX73 Inverted Microscope was used to simultaneously observe live and dead cells.

The cytotoxicity of the PVA and PVA + nanoprobe microchips were assessed using
the CellTiter 96® Aqueous One Solution Cell Proliferation Assay kit (Promega, Madison,
WI, USA) according to the manufacturer’s instructions for MTS assay. The A549 cells were
seeded on 96-well culture plates. After 24 h, the media was removed, and the cells were
washed with PBS. A total of 20 uL of MTS reagent was added to each culture well and
incubated in the dark for 3 h at 37 °C. The assay was also performed after 72 h of cell
culture. Empty wells with media only alone were used as blanks to subtract absorption
by media components. The absorption was measured (at a wavelength of 490 nm) using
a fluorescence plate reader (Infinite 200 PRO; TECAN). The data were expressed as the
percentage of cell viability compared with the control.

4. Conclusions

The current study, utilizing a VFD, presented an innovative method for the fabrication
of AIE-HB nanoprobes. While different generations (2, 3, and 4) of HBP were mixed with
TPE-2BA (AIE) to prepare AIE-HB nanoprobes, our results revealed that the use of HB
generation 4 creating a brighter nanoprobe with enhanced maximum fluorescent properties.
In contrast to traditional methods involving polymerization and post-functionalization
to develop fluorescent hyperbranched molecules from scratch, our proposed method
offers a one-step method to prepare an AIE-HB nanoprobe. Our further investigations
revealed the efficiency of the AIE-HBP nanoprobe in developing fluorescent injectable gel
and a microchip for cell culture. We observed that the introduction of the nanoprobe to
the PVA structure induced more opportunities to form hydrogen bonds, leading to the
development of a fluorescent PVA bioadhesive gel that effectively controlled the release
of the AIE. This finding suggested that the injectable bioadhesive gel can potentially
be used as a carrier for AlEgen delivery. Moreover, it was found that the addition of
the AIE nanoprobe to the PVA hydrogel (physical crosslinking) to fabricate a microchip
for cell culture, tuned the mechanical properties and increased the dimensional stability.
Furthermore, it was observed that the addition of nanoprobe to the PVA structure did not
affect the biocompatibility of the fluorescent microchip. The final nanoprobe with a high
number of free hydroxyl groups, compared to the AIE, has a great potential to be used for
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the fabrication of fluorescent injectable bioadhesive gels and microchips for biomedical
applications with hydrogen bonding, effectively shaping their final structural stability
and properties.

Author Contributions: Conceptualization, ].T. and Y.T.; methodology, J.T., Y.T., ].L.T., M.E.W. and
C.L.R; software, ].T. and S.R.B.; validation, J.T. and Y.T.; formal analysis, J.T., ].L.T., C.L.R.,, M.E-W. and
Y.T,; investigation, ].T., ].S., SR.B. and M.A.R; resources, Y.T., ].L.T., C.L.R. and M.E.W,; data curation,
J.T.,].S., SR.B. and M.A.R.; writing—original draft preparation, J.T. and J.S.; writing—review and
editing, J.T., ].L.T., Y.T.; funding acquisition, ].T. and Y.T. All authors have read and agreed to the
published version of the manuscript.

Funding: This research was funded by an international research grant from the International Labora-
tory for Health Technologies of South Australia, Australia.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Data Availability Statement: The data presented in this study are available on request from the
corresponding authors.

Acknowledgments: ].T. is grateful for the support for this research work from the University of
Technology Sydney via a Chancellor’s Research Fellowship. The authors acknowledge the expertise,
equipment, and support provided by Microscopy Australia and the Australian National Fabrication
Facility at the South Australian nodes under the National Collaborative Research Infrastructure
Strategy through Flinders University.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Ullah, F; Othman, M.B.H; Javed, F.; Ahmad, Z.; Akil, H.M. Classification, processing and application of hydrogels: A review.
Mater. Sci. Eng. C 2015, 57, 414-433. [CrossRef] [PubMed]

2. Tavakoli, J.; Mirzaei, S.; Tang, Y. Cost-effective double-layer hydrogel composites for wound dressing applications. Polymers 2018,
10, 305. [CrossRef] [PubMed]

3. Nele, V.; Wojciechowski, ].P.; Armstrong, J.P.; Stevens, M.M. Tailoring gelation mechanisms for advanced hydrogel applications.
Adv. Funct. Mater. 2020, 30, 2002759. [CrossRef]

4. Hanson Shepherd, ].N.; Parker, S.T; Shepherd, R.E; Gillette, M.U.; Lewis, ].A.; Nuzzo, R.G. 3D microperiodic hydrogel scaffolds
for robust neuronal cultures. Adv. Funct. Mater. 2011, 21, 47-54. [CrossRef] [PubMed]

5. Gao, Y,; Wang, Y; Xia, S.; Gao, G. An environment-stable hydrogel with skin-matchable performance for human-machine interface.
Sci. China Mater. 2021, 64, 2313-2324. [CrossRef]

6. Wang, J.; Chen, G.; Zhao, Z.; Sun, L.; Zou, M.; Ren, J.A.; Zhao, Y. Responsive graphene oxide hydrogel microcarriers for
controllable cell capture and release. Sci. China Mater. 2018, 61, 1314-1324. [CrossRef]

7. Hu,]J; Zhang, C.; Zhou, L.; Hu, Q.; Kong, Y.; Song, D.; Cheng, Y.; Zhang, Y. A smart hydrogel for on-demand delivery of
antibiotics and efficient eradication of biofilms. Sci. China Mater. 2021, 64, 1035-1046. [CrossRef]

8.  Jabbari, E.; Tavakoli, J.; Sarvestani, A.S. Swelling characteristics of acrylic acid polyelectrolyte hydrogel in a dc electric field.
Smart Mater. Struct. 2007, 16, 1614. [CrossRef]

9.  Noh, M,; Choi, YH.; An, Y.-H,; Tahk, D.; Cho, S.; Yoon, ].W,; Jeon, N.L.; Park, TH.; Kim, J.; Hwang, N.S. Magnetic Nanoparticle-
Embedded Hydrogel Sheet with a Groove Pattern for Wound Healing Application. ACS Biomater. Sci. Eng. 2019, 5, 3909-3921. [CrossRef]

10. Tavakoli, J.; Tang, Y. Hydrogel based sensors for biomedical applications: An updated review. Polymers 2017, 9, 364. [CrossRef]

11.  Zhu, Y;; Zhang, J.; Song, ].; Yang, J.; Du, Z.; Zhao, W.; Guo, H.; Wen, C.; Li, Q.; Sui, X. A Multifunctional Pro-Healing Zwitterionic
Hydrogel for Simultaneous Optical Monitoring of pH and Glucose in Diabetic Wound Treatment. Adv. Funct. Mater. 2020, 30,
1905493. [CrossRef]

12. Zhang, K.; Zhao, Z.; Huang, J.; Zhao, T.; Fang, R.; Liu, M. Self-recoverable semi-crystalline hydrogels with thermomechanics and
shape memory performance. Sci. China Mater. 2019, 62, 586-596. [CrossRef]

13. Chen, Y; Xi, Y,; Ke, Y;; Li, W.; Long, Y.; Li, J.; Wang, L.-N.; Zhang, X. A skin-like stretchable colorimetric temperature sensor.
Sci. China Mater. 2018, 61, 969-976. [CrossRef]

14. Dehbari, N.; Tavakoli, J.; Khatrao, S.S.; Tang, Y. In situ polymerized hyperbranched polymer reinforced poly (acrylic acid)
hydrogels. Mater. Chem. Front. 2017, 1, 1995-2004. [CrossRef]

15. Li, P; Wang, Z; Lin, X.; Wang, X.; Guo, H. Muscle-inspired ion-sensitive hydrogels with highly tunable mechanical performance

for versatile industrial applications. Sci. China Mater. 2021, 65, 229-236. [CrossRef]


http://doi.org/10.1016/j.msec.2015.07.053
http://www.ncbi.nlm.nih.gov/pubmed/26354282
http://doi.org/10.3390/polym10030305
http://www.ncbi.nlm.nih.gov/pubmed/30966340
http://doi.org/10.1002/adfm.202002759
http://doi.org/10.1002/adfm.201001746
http://www.ncbi.nlm.nih.gov/pubmed/21709750
http://doi.org/10.1007/s40843-020-1624-y
http://doi.org/10.1007/s40843-018-9251-9
http://doi.org/10.1007/s40843-020-1480-3
http://doi.org/10.1088/0964-1726/16/5/015
http://doi.org/10.1021/acsbiomaterials.8b01307
http://doi.org/10.3390/polym9080364
http://doi.org/10.1002/adfm.201905493
http://doi.org/10.1007/s40843-018-9347-5
http://doi.org/10.1007/s40843-018-9266-8
http://doi.org/10.1039/C7QM00028F
http://doi.org/10.1007/s40843-021-1722-0

Molecules 2022, 27, 1002 20 of 21

16.

17.

18.

19.

20.

21.

22.
23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.
34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

Tang, P; Yan, H.; Chen, L.; Wu, Q.; Zhao, T.; Li, S.; Gao, H.; Liu, M. Anisotropic nanocomposite hydrogels with enhanced
actuating performance through aligned polymer networks. Sci. China Mater. 2020, 63, 832-841. [CrossRef]

Le, X.-X.; Lu, W.; He, J.; Serpe, M.].; Zhang, J.-W.; Chen, T. Ionoprinting controlled information storage of fluorescent hydrogel for
hierarchical and multi-dimensional decryption. Sci. China Mater. 2019, 62, 831-839. [CrossRef]

Griffith, A.; Bandy, T.].; Light, M.; Stulz, E. Fluorescent hydrogel formation from carboxyphenyl-terpyridine. Chem. Commun.
2013, 49, 731-733. [CrossRef]

Wu, B.Y,; Le, X.X,; Jian, YK.; Lu, W,; Yang, Z.Y.; Zheng, ZK.; Théato, P.; Zhang, ] W.; Zhang, A.; Chen, T. pH and Thermo
Dual-Responsive Fluorescent Hydrogel Actuator. Macromol. Rapid Commun. 2019, 40, 1800648. [CrossRef]

Xu, Y,; Wang, H.; Chen, B.; Liu, H.; Zhao, Y. Emerging barcode particles for multiplex bioassays. Sci. China Mater. 2019, 62,
289-324. [CrossRef]

Jiang, N.; Shen, T.; Sun, ]J.Z.; Tang, B.Z. Aggregation-induced emission: Right there shining. Sci. China Mater. 2019, 62,
1227-1235. [CrossRef]

Tang, Y.; Tang, B.Z. Principles and Applications of Aggregation-Induced Emission; Springer: Berlin/Heidelberg, Germany, 2018.
Tian, R.; Zhong, J.; Lu, C.; Duan, X. Hydroxyl-triggered fluorescence for location of inorganic materials in polymer-matrix
composites. Chem. Sci. 2018, 9, 218-222. [CrossRef]

Park, H.-I; Park, S.-Y. Smart fluorescent hydrogel glucose biosensing microdroplets with dual-mode fluorescence quenching and
size reduction. ACS Appl. Mater. Interfaces 2018, 10, 30172-30179. [CrossRef] [PubMed]

Qin, A; Jim, CK,; Tang, Y.; Lam, J.W.; Liu, ].; Mahtab, F.; Gao, P,; Tang, B.Z. Aggregation-enhanced emissions of intramolecular
excimers in disubstituted polyacetylenes. J. Phys. Chem. B 2008, 112, 9281-9288. [CrossRef] [PubMed]

Zhao, Z.; Lam, ].W,; Tang, B.Z. Self-assembly of organic luminophores with gelation-enhanced emission characteristics. Soft Matter.
2013, 9, 4564-4579. [CrossRef]

Li, Z; Ji, X; Xie, H.; Tang, B.Z. Aggregation-Induced Emission-Active Gels: Fabrications, Functions, and Applications. Adv. Mater.
2021, 33, 2100021. [CrossRef]

Tavakoli, J.; Gascooke, J.; Xie, N.; Tang, B.Z.; Tang, Y. Enlightening Freeze-Thaw Process of Physically Cross-Linked Poly (vinyl
alcohol) Hydrogels by Aggregation-Induced Emission Fluorogens. ACS Appl. Polym. Mater. 2019, 1, 1390-1398. [CrossRef]
Tavakoli, J.; Zhang, H.-p.; Tang, B.Z.; Tang, Y. Aggregation-induced emission lights up the swelling process: A new technique for
swelling characterisation of hydrogels. Mater. Chem. Front. 2019, 3, 664—667. [CrossRef]

Tavakoli, J.; Laisak, E.; Gao, M.; Tang, Y. AIEgen quantitatively monitoring the release of Ca2+ during swelling and degradation
process in alginate hydrogels. Mater. Sci. Eng. C 2019, 104, 109951. [CrossRef]

Xia, Y.; Xue, B.; Qin, M,; Cao, Y.; Li, Y.; Wang, W. Printable Fluorescent Hydrogels Based on Self-Assembling Peptides. Sci. Rep.
2017, 7, 9691. [CrossRef]

Solheim, T.E.; Salvemini, F.; Dalziel, S.B.; Raston, C.L. Neutron imaging and modelling inclined vortex driven thin films. Sci. Rep.
2019, 9, 1-8. [CrossRef] [PubMed]

Britton, J.; Raston, C.L. Multi-step continuous-flow synthesis. Chem. Soc. Rev. 2017, 46, 1250-1271. [CrossRef] [PubMed]
Tavakoli, J.; Joseph, N.; Chuah, C.; Raston, C.L.; Tang, Y. Vortex fluidic enabling and significantly boosting light intensity of
graphene oxide with aggregation induced emission luminogen. Mater. Chem. Front. 2020, 4, 2126-2130. [CrossRef]

Luo, X.; Al-Antaki, A.H.M.; Harvey, D.P,; Ruan, Y,; He, S.; Zhang, W.; Raston, C.L. Vortex fluidic mediated synthesis of
macroporous bovine serum albumin-based microspheres. ACS Appl. Mater. Interfaces 2018, 10, 27224-27232. [CrossRef]
Vimalanathan, K.; Suarez-Martinez, I.; Peiris, M.C.R.; Antonio, J.; De Tomas, C.; Zou, Y.; Zou, J.; Duan, X.; Lamb, R.N.; Harvey,
D.P. Vortex fluidic mediated transformation of graphite into highly conducting graphene scrolls. Nanoscale Adv. 2019, 1,
2495-2501. [CrossRef]

Luo, X.; Mohammed Al-Antaki, A.H.; Igder, A.; Stubbs, K.A.; Su, P.; Zhang, W.; Weiss, G.A.; Raston, C.L. Vortex Fluidic-
Mediated Fabrication of Fast Gelated Silica Hydrogels with Embedded Laccase Nanoflowers for Real-Time Biosensing under
Flow. ACS Appl. Mater. Interfaces 2020, 12, 51999-52007. [CrossRef]

He, S.; Joseph, N.; Mirzamani, M.; Pye, S.J.; Al-anataki, A.H.M.; Whitten, A.E.; Chen, Y.; Kumari, H.; Raston, C.L. Vortex fluidic
mediated encapsulation of functional fish oil featuring in situ probed small angle neutron scattering. NP] Sci. Food 2020, 4,
12. [CrossRef]

Mathew, M.; Rad, M.; Mata, J.; Mahmodi, H.; Kabakova, I.; Raston, C.; Tang, Y.; Tipper, J.; Tavakoli, ]. Hyperbranched
polymers tune the physicochemical, mechanical, and biomedical properties of alginate hydrogels. Mater. Today Chem. 2022, 23,
100656. [CrossRef]

Tavakoli, J.; Pye, S.; Reza, AM.; Xie, N.; Qin, ]J.; Raston, C.L.; Tang, B.Z.; Tang, Y. Tuning aggregation-induced emission
nanoparticle properties under thin film formation. Mater. Chem. Front. 2020, 4, 537-545. [CrossRef]

Tavakoli, J.; Joseph, N.; Raston, C.L.; Tang, Y. A hyper-branched polymer tunes the size and enhances the fluorescent properties
of aggregation-induced emission nanoparticles. Nanoscale Adv. 2020, 2, 633-641. [CrossRef]

Wang, Y.; Zhang, W.; Li, J.; Fu, J. A novel LEuH/PVA luminescent hydrogel with ammonia response and self-recovery lumines-
cence behavior. New J. Chem. 2019, 43, 5133-5138. [CrossRef]

Zhi, H.; Fei, X,; Tian, J.; Zhao, L.; Zhang, H ; Jing, M.; Xu, L.; Wang, Y.; Li, Y. A novel high-strength photoluminescent hydrogel for
tissue engineering. Biomater. Sci. 2018, 6, 2320-2326. [CrossRef] [PubMed]


http://doi.org/10.1007/s40843-019-1236-8
http://doi.org/10.1007/s40843-018-9372-2
http://doi.org/10.1039/C2CC37842F
http://doi.org/10.1002/marc.201800648
http://doi.org/10.1007/s40843-018-9330-5
http://doi.org/10.1007/s40843-019-9443-8
http://doi.org/10.1039/C7SC03897F
http://doi.org/10.1021/acsami.8b10768
http://www.ncbi.nlm.nih.gov/pubmed/30134101
http://doi.org/10.1021/jp800296t
http://www.ncbi.nlm.nih.gov/pubmed/18630853
http://doi.org/10.1039/c3sm27969c
http://doi.org/10.1002/adma.202100021
http://doi.org/10.1021/acsapm.9b00173
http://doi.org/10.1039/C9QM00054B
http://doi.org/10.1016/j.msec.2019.109951
http://doi.org/10.1038/s41598-017-10162-y
http://doi.org/10.1038/s41598-019-39307-x
http://www.ncbi.nlm.nih.gov/pubmed/30808954
http://doi.org/10.1039/C6CS00830E
http://www.ncbi.nlm.nih.gov/pubmed/28106210
http://doi.org/10.1039/D0QM00270D
http://doi.org/10.1021/acsami.8b09316
http://doi.org/10.1039/C9NA00184K
http://doi.org/10.1021/acsami.0c15669
http://doi.org/10.1038/s41538-020-00072-1
http://doi.org/10.1016/j.mtchem.2021.100656
http://doi.org/10.1039/C9QM00585D
http://doi.org/10.1039/D0NA00044B
http://doi.org/10.1039/C9NJ00446G
http://doi.org/10.1039/C8BM00481A
http://www.ncbi.nlm.nih.gov/pubmed/30067267

Molecules 2022, 27, 1002 21 of 21

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

Wang, X; Qiu, Y,; Chen, G.; Chu, Z,; Shadike, A.; Chen, C.; Chen, C.; Zhu, Z. Self-healable poly (vinyl alcohol) photonic crystal
hydrogel. ACS Appl. Polym. Mater. 2020, 2, 2086-2092. [CrossRef]

Yang, Y,; Li, Q.; Zhang, H.; Liu, H.; Ji, X.; Tang, B.Z. Codes in Code: AIE Supramolecular Adhesive Hydrogels Store Huge
Amounts of Information. Adv. Mater. 2021, 33, 2105418. [CrossRef]

Tavakoli, J.; Tang, Y. Honey/PVA hybrid wound dressings with controlled release of antibiotics: Structural, physico-mechanical
and in-vitro biomedical studies. Mater. Sci. Eng. C 2017, 77, 318-325. [CrossRef]

Yang, F.; Zhao, J.; Koshut, W.J.; Watt, J.; Riboh, J.C.; Gall, K.; Wiley, B.J. A synthetic hydrogel composite with the mechanical
behavior and durability of cartilage. Adv. Funct. Mater. 2020, 30, 2003451. [CrossRef]

Tavakoli, J. Physico-mechanical, morphological and biomedical properties of a novel natural wound dressing material. J. Mech.
Behav. Biomed. Mater. 2017, 65, 373-382. [CrossRef]

Helminger, M.; Wu, B.; Kollmann, T.; Benke, D.; Schwahn, D.; Pipich, V.; Faivre, D.; Zahn, D.; Colfen, H. Synthesis and
Characterization of Gelatin-Based Magnetic Hydrogels. Adv. Funct. Mater. 2014, 24, 3187-3196. [CrossRef]

Spoljaric, S.; Salminen, A.; Luong, N.D.; Seppaild, J. Stable, self-healing hydrogels from nanofibrillated cellulose, poly (vinyl
alcohol) and borax via reversible crosslinking. Eur. Polym. J. 2014, 56, 105-117. [CrossRef]

Zhao, D.; Huang, J.; Zhong, Y.; Li, K.; Zhang, L.; Cai, J. High-strength and high-toughness double-cross-linked cellulose hydrogels:
A new strategy using sequential chemical and physical cross-linking. Adv. Funct. Mater. 2016, 26, 6279-6287. [CrossRef]
Thombare, N.; Jha, U.; Mishra, S.; Siddiqui, M.Z. Borax cross-linked guar gum hydrogels as potential adsorbents for water
purification. Carbohydr. Polym. 2017, 168, 274-281. [CrossRef] [PubMed]

Li, S.; Wang, L.; Zheng, W.; Yang, G.; Jiang, X. Rapid Fabrication of Self-Healing, Conductive, and Injectable Gel as Dressings for
Healing Wounds in Stretchable Parts of the Body. Adv. Funct. Mater. 2020, 30, 2002370. [CrossRef]

Luo, X,; Su, P; Zhang, W.; Raston, C.L. Microfluidic Devices in Fabricating Nano or Micromaterials for Biomedical Applications.
Adv. Mater. Technol. 2019, 4, 1900488. [CrossRef]

Britton, J.; Castle, ].W.; Weiss, G.A.; Raston, C.L. Harnessing Thin-Film Continuous-Flow Assembly Lines. Chem. A Eur. . 2016,
22,10773-10776. [CrossRef] [PubMed]

Vimalanathan, K.; Chen, X.; Raston, C.L. Shear induced fabrication of intertwined single walled carbon nanotube rings. Chem. Commun.
2014, 50, 11295-11298. [CrossRef] [PubMed]

Britton, J.; Dyer, R.P; Majumdar, S.; Raston, C.L.; Weiss, G.A. Ten-Minute Protein Purification and Surface Tethering for
Continuous-Flow Biocatalysis. Angew. Chem. Int. Ed. 2017, 56, 2296-2301. [CrossRef]

Tavakoli, J.; Raston, C.L.; Ma, Y.; Tang, Y. Vortex fluidic mediated one-step fabrication of polyvinyl alcohol hydrogel films with
tunable surface morphologies and enhanced self-healing properties. Sci. China Mater. 2020, 63, 1310-1317. [CrossRef]

Heo, Y.J.; Shibata, H.; Okitsu, T.; Kawanishi, T.; Takeuchi, S. Long-term in vivo glucose monitoring using fluorescent hydrogel
fibers. Proc. Natl. Acad. Sci. USA 2011, 108, 13399-13403. [CrossRef]

Liu, K,; Xing, R.; Zou, Q.; Ma, G.; Mohwald, H.; Yan, X. Simple peptide-tuned self-assembly of photosensitizers towards anticancer
photodynamic therapy. Angew. Chem. 2016, 128, 3088-3091. [CrossRef]

Sun, P.; Wang, Z.; Bi, Y,; Sun, D.; Zhao, T.; Zhao, F.; Wang, W.; Xin, X. Self-Assembly-Driven Aggregation-Induced Emission of
Silver Nanoclusters for Light Conversion and Temperature Sensing. ACS Appl. Nano Mater. 2020, 3, 2038-2046. [CrossRef]
Cheng, X.; Sun, P; Zhang, N.; Zhou, S.; Xin, X. Self-assembly of silver nanoclusters and phthalic acid into hollow tubes as
a superior sensor for Fe3+. J. Mol. Lig. 2021, 323, 115032. [CrossRef]

Liu, Y;; Deng, C.; Tang, L.; Qin, A.; Hu, R.; Sun, ].Z; Tang, B.Z. Specific detection of D-glucose by a tetraphenylethene-based
fluorescent sensor. J. Am. Chem. Soc. 2011, 133, 660-663. [CrossRef] [PubMed]

Zhao, E.; Hong, Y.; Chen, S.; Leung, C.W.; Chan, C.Y.; Kwok, R.T.; Lam, ].W,; Tang, B.Z. Highly fluorescent and photostable probe
for long-term bacterial viability assay based on aggregation-induced emission. Adv. Healthc. Mater. 2014, 3, 88-96. [CrossRef]
[PubMed]

He, T.; Ou, W.; Tang, B.Z.; Qin, J.; Tang, Y. In vivo Visualization of the Process of Hg2+ Bioaccumulation in Water Flea Daphnia
carinata by a Novel Aggregation-Induced Emission Fluorogen. Chem. Asian J. 2019, 14, 796-801. [CrossRef]

Qin, A.; Lam, J.W,; Tang, B.Z. Luminogenic polymers with aggregation-induced emission characteristics. Prog. Polym. Sci. 2012,
37,182-209. [CrossRef]

Shaha, R.K,; Jiang, Z.; Frick, C.P.; Oakey, J. Cell-Laden Particulate-Composite Hydrogels with Tunable Mechanical Properties
Constructed with Gradient-Interface Hydrogel Particles. ACS Appl. Polym. Mater. 2019, 1, 2571-2576. [CrossRef]

Qiu, Z,; Liu, X.; Lam, ].W,; Tang, B.Z. The Marriage of Aggregation-Induced Emission with Polymer Science. Macromol. Rapid Commun.
2019, 40, 1800568. [CrossRef]

Huang, Y.; Chen, P.; Wei, B.; Hu, R,; Tang, B.Z. Aggregation-induced emission-active hyperbranched poly (tetrahydropyrimidine)
s synthesized from multicomponent tandem polymerization. Chin. J. Polym. Sci. 2019, 37, 428-436. [CrossRef]

Zheng, W.; Yang, G.; Jiang, S.-T.; Shao, N.; Yin, G.-Q.; Xu, L.; Li, X.; Chen, G.; Yang, H.-B. A tetraphenylethylene (TPE)-based supra-
amphiphilic organoplatinum (ii) metallacycle and its self-assembly behaviour. Mater. Chem. Front. 2017, 1, 1823-1828. [CrossRef]


http://doi.org/10.1021/acsapm.0c00305
http://doi.org/10.1002/adma.202105418
http://doi.org/10.1016/j.msec.2017.03.272
http://doi.org/10.1002/adfm.202003451
http://doi.org/10.1016/j.jmbbm.2016.09.008
http://doi.org/10.1002/adfm.201303547
http://doi.org/10.1016/j.eurpolymj.2014.03.009
http://doi.org/10.1002/adfm.201601645
http://doi.org/10.1016/j.carbpol.2017.03.086
http://www.ncbi.nlm.nih.gov/pubmed/28457450
http://doi.org/10.1002/adfm.202002370
http://doi.org/10.1002/admt.201900488
http://doi.org/10.1002/chem.201602373
http://www.ncbi.nlm.nih.gov/pubmed/27198926
http://doi.org/10.1039/C4CC03126A
http://www.ncbi.nlm.nih.gov/pubmed/24918519
http://doi.org/10.1002/anie.201610821
http://doi.org/10.1007/s40843-020-1301-y
http://doi.org/10.1073/pnas.1104954108
http://doi.org/10.1002/ange.201509810
http://doi.org/10.1021/acsanm.0c00135
http://doi.org/10.1016/j.molliq.2020.115032
http://doi.org/10.1021/ja107086y
http://www.ncbi.nlm.nih.gov/pubmed/21171593
http://doi.org/10.1002/adhm.201200475
http://www.ncbi.nlm.nih.gov/pubmed/23814037
http://doi.org/10.1002/asia.201801538
http://doi.org/10.1016/j.progpolymsci.2011.08.002
http://doi.org/10.1021/acsapm.9b00606
http://doi.org/10.1002/marc.201800568
http://doi.org/10.1007/s10118-019-2230-3
http://doi.org/10.1039/C7QM00107J

	Introduction 
	Results and Discussion 
	Nanoprobes Characterization 
	The Generation of HBs Affected the Fluorescent Property of the AIEgen 
	VFD Enhanced the Fluorescent Property of the AIE-HB Nanoprobes 

	Fluorescent Nanoprobe-Based Polymeric Hydrogel Fabrication and Characterization 
	Case Study 1: Injectable Bioadhesive Fluorescent Gel 
	Case Study 2: Fluorescent Microchip for Cell Culture 


	Experimental Section 
	Materials 
	AIEgen-Hyperbranched Polymer (AIE-HB) Preparation and Characterization 
	Fluorescent Gel Preparation and Characterization 
	Fabrication and Characterization of Fluorescent Microchip 

	Conclusions 
	References

