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ABSTRACT: In this study, ion-responsive hydrogen bonding strength-
ened hydrogels (termed as PVV) were synthesized by one-pot
copolymerization of 2-vinyl-4,6-diamino-1,3,5-triazine (VDT), 1-vinyl-
imidazole (VI), and polyethylene glycol diacrylate. The diaminotria-
zine—diaminotriazine (DAT—DAT) H-bonding interaction and copoly-
merization of VI contributed to a notable increase in comprehensive
performances including tensile/compressive strength, elasticity, mod-
ulus, and fracture energy. In addition, introducing mM levels of zinc ions
could further increase the mechanical properties of PVV hydrogels and

fix a variety of temporary shapes due to the strong coordination of zinc

with imidazole. The release of zinc ions from the hydrogel contributed to an antibacterial effect, without compromising the shape
memory effect. Remarkably, a multiwalled hydrogel tube (MWHT) fixed with Zn>" demonstrated much higher flexural strengths
and a more sustainable release of zinc ions than the solid hydrogel cylinder (SHC). A Zn**-fixed MWHT was implanted
subcutaneously in rats, and it was found that the Zn**-fixed MWHT exhibited anti-inflammatory and wound healing efficacies.
The reported high strength hydrogel with integrated functions holds potential as a tissue engineering scaffold.
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1. INTRODUCTION
Polymer hydrogels are highly hydrated and soft materials, and

have been utilized in a variety of biomedical applications
including tissue engineering/regenerative medicine scaffolds,
drug delivery carriers, and wound filled soft tissue substitutes."”
Nevertheless, conventional hydrogels suffer from weak
mechanical properties.” To improve the mechanical strength
of hydrogels, many approaches have been developed resulting
in double network hydrogels,”* nanocomposite hydrogels,’
macromolecular microsphere composite hydrogels,” hydrogen
bonding/dipole—dipole reinforced hydrogels,*~'® sliding ring
hydrogels, tetra-PEG hydrogels,'’' and many others."*™'
Previously we have reported high strength hydrogels based
on a hydrogen bonding reinforced mechanism.'’~*' The
diaminotriazine—diaminotriazine (DAT—DAT) hydrogen
bonding interaction in the hydrogel bulk was shown to
significantly enhance both the tensile and compressive strength.
However, these hydrogen bonding reinforced hydrogels were
low in toughness due to the lack of an effective energy
dissipating mechanism. In addition, these hydrogels do not
have the antibacterial property, a vital function for potential
implantation applications.
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It has been widely reported that bacterial infection is a cause
of biomaterial implant failure.”> To combat bacterial infection,
antimicrobial hydrogels have emerged using different mecha-
nisms of action against bacterial cells.”> We are particularly
interested in the zinc ion, which is a physiologically important
trace element involved in various biological activities and shows
strong broad-spectrum antibacterial and anti-inflammatory
functions.”**> In the body, high dose release of zinc ions
should be avoided since this may induce adverse reactions.*®
Typically the release process should be strictly controlled, and a
slow and sustained rate is preferred.””** Another important
feature for zinc ions is that coordination of zinc ions with
imidazole could dramatically increase the mechanical strength
of poly(acrylonitrile-co-vinyl imidazole) hydrogels and contrib-
ute to a shape memory effect.”” Thus, we expect that the use of
zinc ions in hydrogel design can simultaneously improve the
mechanical, antimicrobial, and anti-inflamatory properties. In
this work, we fabricated multifunctional high strength hydrogels
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by one-step copolymerization of 2-vinyl-4,6-diamino-1,3,5-
triazine, 1-vinylimidazole, and polyethylene glycol diacrylate.
DAT residues in VDT is anticipated to strengthen hydrogels
through hydrogen bonding interaction. We examined the effect
of zinc ion—imidazole coordination on the toughness and shape
memory behavior of the gels; particularly, the difference in
mechanical properties and Zn>* release behavior between the
Zn**-fixed multiwalled hydrogel tube (MWHT) and solid
hydrogel cylinder (SHC) was investigated. The antibacterial
efficacy of Zn** was evaluated, and the in vivo implantation and
anti-inflammatory effect of MWHT was studied.

2. EXPERIMENTAL SECTION

2.1. Preparation of P(VDT-co-VI) Hydrogels. P(VDT-co-VI)
hydrogels were synthesized by photoinitiated radical polymerization
using PEGDA4K as a cross-linker and IRGACURE-2959 as an
initiator. The monomer concentration was fixed at 22%, and the cross-
linker was kept at 15 wt % relative to total monomers for all
formulations. The hydrogels obtained were named PVV-X, where X
represents the VDT/VI weight ratio. To prepare the hydrogel, all
ingredients were dissolved in DMSO, and the clear solution was
injected into proper molds. Photopolymerization was carried out for
30 min in a cross-linking oven (XL-1000 UV Cross-linker, 365 nm, 2
mW cm™, Spectronics Corporation, NY, USA). The resulting
hydrogels were thoroughly washed with deionized water to remove
unreacted monomers and solvent. The molecular structure of the
hydrogel is shown in Scheme 1. When hydrogels were treated with
zinc ion solutions, they were then denoted by PVV-X-Zn.

Scheme 1. Schematic Molecular Structure of PVV Hydrogels
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2.2. Characterization of PVV Hydrogels. Equilibrium water
content (EWC) for PVV hydrogels was measured at room
temperature using a gravimetric method. Disk shaped hydrogels
were immersed in PBS, 1 mM, 5 mM, or 10 mM ZnSO, solutions
until reaching the swelling equilibrium. The water on the gel surface
was blotted, and the wet weight (m,,,) was recorded. Then hydrogels
were dried to a constant weight (mdry). The EWC can be calculated by

M — M
ey = —— 2 x 100%
mwet (1)

The mechanical properties of hydrogels were measured on a WDW-
05 electromechanical tester (Time Group Inc, China) at room
temperature. For tensile testing, all samples were cut into rectangular
pieces with dimensions of 30 mm X 4 mm X 0.2 mm and the
extension rate was set at 100 mm min~'. For compression testing,
hydrogels were cut into a cylindrical shape (10 mm in diameter and 8
mm in height) and the compression rate was 10 mm min~". For
tearing testing, hydrogel disks were cut into trouser shaped specimens
following the standard of 1/2 size of GBT 529-2008 A (width, 7.5
mm; length, SO mm; notch length, 20 mm; thickness, 0.5 mm). The
extension rate was fixed at 100 mm min~". The fracture energy was
calculated by’

E

ve

d ()

where F,, is the average force during the tear and d is the thickness of
the trouser samples. All tests were repeated five times.

2.3. Observation of Shape Memory Effect. The shape memory
performance of PVV hydrogels was evaluated at room temperature.
The hydrogel sheet was cut into a proper shape, manually transformed
into other geometrical shapes, and fixed in S mM ZnSO, solution for
30 min.

2.4. Mechanical Properties of Zn?**-Fixed Multiwalled
Hydrogel Tube (MWHT) and Solid Hydrogel Cylinder (SHC).
A rectangular hydrogel sheet (60 mm in length and 30 mm in width)
was rolled up into a multiwalled tube and fixed in S mM ZnSO,. The
MWHT samples with dimensions of 10 mm X 8 mm and 8 mm X 20
mm (outer diameter X height) were used for compression and flexural
tests, respectively. The dimension of SHC for flexural testing was 8
mm X 20 mm (outer diameter X height). The compression test was
performed as described above. A three-point flexural test was
performed with a constant span length of 16 mm at 5§ mm min™'
crosshead speed on an MTS 858 mini Bionix biomechanical testing
system. A concentrated load was imposed on the midspan of hydrogel
samples at ambient tem;)erature. The flexural strength (o) was
calculated by the formula:*°

8PL
o= —
D? (3)

where P is the maximum applied load, L is the span of the support
points (16 mm), and D is the outer diameter of the hydrogel.

2.5. Zn?* Adsorption on and Release from Hydrogels. The
Zn** adsorption on and release from MWHT or SHC was measured
using flame atomic absorption spectrometry (Hitachi 180-80 polar-
ization Zeeman atomic absorption spectrum, Japan). The swollen
hydrogels were weighed on a microbalance. Then samples were placed
into 10 mL of S mM ZnSO, solution. The adsorption was carried out
on a reciprocating shaker at 37 °C. The amount of Zn>* uptake per
unit of hydrogel was calculated by”'

I =

(G -C)xV
m (4)

where Cy and C, are the initial and final concentrations of Zn** in the
testing solution, V' is the volume of the testing solution, and m is the
wet weight of the gel.

To test Zn >* release, Zn*"-adsorbed hydrogels were taken out of
the ZnSO, solution, rinsed with water three times, and immersed in 5
mL of PBS (pH7.4) and incubated at 37 °C on an orbital shaker. Then
1 mL of incubating PBS was taken for testing and replaced with an
equal volume of fresh PBS at different time points. The cumulative
release of Zn>* per mass of the hydrogel was calculated by the
following equation. Each measurement was conducted in triplicate.””

’

V.2 G+ VG,
q9 = —

m ©)

where V, is the volume of the replaced medium (V, = 1 mL), V, is the
whole volume of the release medium (V, = S mL), C, is the
concentration of Zn®* in the nth sample, and m represents the wet
weight of the original hydrogel.

2.6. Antimicrobial Assays of PVV Hydrogels. A nutrient broth
dilution method was used for examining the antibacterial efficacy of
hydrogels. Luria—Bertani broth medium (LB) was prepared with
deionized water according to the manufacturer’s instructions and
autoclaved before use for bacterial culture. The bacteria media were
diluted to an OD of 0.05 for further assays. To test the antibacterial
activity, the Zn**-adsorbed hydrogel disks were sterilized and placed in
96-well plates. 100 uL of bacteria suspension were inoculated on each
hydrogel surface. The culture plates were placed on a shaker at 37 °C,
and the ODyg, readings of the bacteria solution were monitored at a
prescribed interval of time. The number of bacteria on the hydrogel
was quantified by a spread plate method. Hydrogels were challenged
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Table 1. Mechanical Properties and the EWCs of Hydrogels

[Zn*] tensile strength  Elongation at break  Young’s modulus ~ Compressive strength (MPa)  Fracture Energy
sample (mM) EWC (%) (MPa) (%) MPa) at 90% m~>
PVDT- 0 73.0 +£ 0.1 1.51 + 0.03 92 + 12 9.20 + 1.62 12.99 + 0.21 908 + 35
PEGDA4K 1 73.1 + 03 144 + 0.07 140 + 6 8.92 + 0.08 12.76 + 0.12 912 + 21
S 73.1 £ 0.1 1.43 + 0.05 148 £ 7 7.50 + 1.13 12.64 + 0.26 933 + 63
10 72.8 £ 0.2 1.39 + 0.21 165 + 22 7.20 £+ 0.65 1247 + 0.11 967 + 19
PVV-4 0 78.0 £ 0.1 1.30 + 0.07 379 £ 9 5.30 £ 1.26 11.34 + 0.35 1378 + 10S
778 £ 0.3 142 + 0.01 327 £ 31 7.61 + 0.81 12.63 + 0.18 1399 + 67
S 76.5 + 0.2 1.47 + 0.01 252 + 15 19.72 + 0.80 13.36 + 0.08 1403 + 138
10 76.1 + 0.2 1.88 + 0.01 207 + 10 20.58 + 1.46 13.63 + 0.14 1467 + 29
PVV-2.5 0 79.5 £ 0.2 1.25 + 0.03 527 + 54 3.85 + 0.66 11.12 + 0.09 1350 + 28
79.0 £ 0.3 1.76 + 0.07 393 + 34 5.85 £ 228 13.03 + 0.21 1352 + 6
S 773 £ 02 1.98 + 0.05 288 + 6 1141 + 0.39 1391 + 0.25 1369 + 4
10 77.1 £ 0.2 231 =+ 0.21 277 + 11 19.98 + 1.52 14.06 + 0.07 1399 + 89
PVV-1.5 0 80.3 + 0.4 1.23 + 0.03 662 + 29 2.84 £ 0.05 10.64 + 0.22 1251 + 62
79.8 + 0.4 2.03 = 0.07 SI1 + 6 6.98 + 0.10 13.13 +£ 0.25 1275 £ SS
N 78.0 +£ 0.2 231 + 0.08 394 + 31 12.63 + 1.01 14.25 + 0.15 1287 + 32
10 773 + 0.1 2.32 £ 0.0 386 + 27 15.15 + 0.52 1448 + 0.20 1353 + 68

with bacteria LB solution. At a predetermined time point, microbial
suspensions were withdrawn, diluted, and plated on LB agar plates.
The plates were incubated for 12 and 24 h at 37 °C. Microbial colonies
were formed and counted.

The half maximal inhibitory concentration (ICS0) was evaluated
using the nutrient broth dilution method. Typically, each sterilized
hydrogel was treated by a Zn** solution at concentrations of 0, 130,
260, 390, 520, and 650 mg/L. Then, the hydrogels were challenged
with 100 uL of bacteria suspensions. After 24 h of incubation, the
whole dispersions of the samples in the bacterial cultures were
analyzed by a spectrophotometer at 600 nm. The ICS50 was
determined according to a relative cell viability (%)—concentration
curve equation. The cell viability is considered to be 100% for hydrogel
samples treated by PBS.

2.7. Subcutaneous Implantation. A rectangular hydrogel sheet
was rolled into a multiwalled tube and fixed in § mM L™ ZnSO,
solution for 12 h. Then the samples were sterilized by 75% alcohol for
48 h and further placed in sterilized PBS for 7 days. The animal
experiments were approved by the Animal Ethical Committee of the
Academy of Military Medical Sciences, China. Male Sprague—Dawley
rats, at the age of 4 weeks, weighing approximately 150 g were
involved. Prior to surgery, rats were anesthetized with 8% chloral
hydrate solution. The back of the rat was shaved and treated with
betadine. Two incisions were made on the left and right side to
accommodate the dimensions of the implants. Then two subcutaneous
pockets were created by blunt dissection using hemostats. MWHT
implants were inserted into the pockets, and then each incision was
stitched.

The rats were sacrificed after 3 days and 1, 4, and 8 weeks with an
overdose of chloral hydrate. Tissues were collected from each rat
surrounding the hydrogels.

Tissue samples were fixed in 4% paraformaldehyde and embedded
in paraffin after decalcification by EDTA. They were cut into 8 ym
sections and stained with Haematoxylin and Eosin for a histology
study.

The quantitative analysis of the inflammatory response was
measured by a real time polymerase chain reaction (RT-PCR). Total
RNA was isolated from the tissues using a Trizol total RNA extraction
kit (Invitrogen, USA) according to the instructions of the
manufacturer. RNA (I pg) was reversely transcribed using an All-in-
One First-Strand cDNA synthesis kit. The RT-PCR oligonucleotide
primers used for rat, iNOS, IL-1f3, and MMPs are shown in Table S1.
The reactions were set up in duplicates of a 20 uL total volume with 4
uL of each primer (0.2 uM final concentration), 10 yL of Platinum
SYBR Green qPCR Super Mix-UDG, and I L of template. The PCR
cycle was set at 95 °C for 10 min, 40 cycles of 95 °C for 15 s, 60 °C for
30 s, and a melt curve analysis was performed at the end of each

experiment to verify that a single product per primer pair was
amplified. The amplification and analysis were performed using an EP
GRADIENT S PCR System (Eppendorf, Germany). The fold increase
or decrease was determined relative to a blank control after
normalizing using the 27 AACT method.

2.8. Statistical Analysis. Group data were expressed as mean =+
SD. The student’s ¢ test was used to determine whether data groups
differed significantly from each other. Statistical significance was
defined as having P* < 0.05.

3. RESULTS AND DISCUSSION

3.1. Characterization and Physicochemical Properties
of Hydrogels. In this study, terpolymer hydrogels (PVV)
comprising VDT, VI, and PEGDA4K were prepared via
photoinitiated random copolymerization (Figure S1). The
4,6-diaminotriazine (DAT) residue of VDT can form
intermolecular hydrogen bonding microdomains, thereby
remarkably increasing the mechanical strength of the hydro-
gels."” The imidazole groups of VI are able to coordinate with
zinc ions and form dynamic cross-linking, further enhancing the
gel strength, meanwhile providin% a working mechanism to
trigger the shape memory effect.”” PEGDA4K, a hydrophilic
cross-linker was used to improve the hydrophilicity of PVDT-
based hydrogels. The equilibrium water contents (EWCs) of
PVV hydrogels vary between 73% and 80% over the range of
experimental feed ratios (Table 1). For the PVDT-PEGDA4K
hydrogel in the absence of VI, the tensile strength, elongation at
break, Young’s moduli, compressive strength, and fracture
energy are 1.5 MPa, 92%, 9.2 MPa, 12.9 MPa, and 908 J m~2
respectively. The high mechanical properties are attributed to
the established DAT—DAT hydrogen bond strengthening
effect.’”” With increased Zn?* concentration, the tensile and
compressive strength and moduli slightly declined, and the
breaking strain and fracture energy increased moderately
(Table 1). The mechanical properties of PVDT-PEGDA4K-
based hydrogels are dependent on the solution pH. The pH of
ZnSO, was measured to be 5.5, slightly higher than the pK, of
DAT (5.15).>> In the presence of the Zn>* solution, DAT—
DAT hydrogen bonding tends to break up to a slight degree
due to partial protonation of amino groups. This weakened the
hydrogen bonding cross-linking, thus decreasing the stiffness
and increasing the flexibility. We measured the adsorption of
Zn* in PVDT-PEGDA4K hydrogels. Figure S2 shows that the
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PVDT-PEGDA4K gel can adsorb only a very small quantity of
zinc ions. Therefore, zinc ions did not exert a significant effect
on the gel mechanical properties. In comparison, when VI was
copolymerized into the PVDT-PEGDA4K network without
addition of Zn?*, the tensile/compressive strength and moduli
of PVV hydrogels decrease to a different extent. However, the
fracture energy increased up to 1250—1467 J m™> (Table 1).
Moreover, with an increment of VI content, the PVV hydrogels
became more hydrophilic and extensible. Taking into account
the molecular structure of monomer units, it is possible that VI
could form hydrogen bonds with DAT. FTIR and Raman
spectroscopies were used to differentiate different hydrogen
bonding interactions, but overlapped peaks cannot pinpoint VI-
DAT hydrogen bonds. Nevertheless, based on EWCs of
hydrogels and variation of macroscopic transparency (Table 1,
Figure S3), we found that the PVDT-PEGDA4K hydrogel has
lower water adsorption ability and appears translucent.
Comparatively, the PVV hydrogel was entirely transparent
and exhibited higher EWCs. As demonstrated in our previous
study,”” DAT—DAT hydrogen bonding microdomains were
hydrophobic and led to phase separation of the network; while
the interaction of VI with DAT can reduce the microphase
separation. Thus, the rigid DAT—DAT H-bonding micro-
domains may be partially dissociated and the formation of weak
DAT—VI hydrogen bonding introduces an efficient energy
dissipating mechanism, accordingly enhancing the fracture
energy and flexibility.

Upon impregnating PVV hydrogels with increased zinc ion
concentrations, the tensile/compressive strength and modulus
increased with the maximum values reaching 2.3, 14.4, and 20
MPa, respectively. EWCs and elongation at break were
consequently lowered. The presence of Zn>* also contributed
to further enhancement of fracture energy as shown in Table 1.
Among the selected hydrogels, PVV-4 exhibits the maximum
fracture energy, 1467 J m™> at 10 mM Zn*". It is noted that as
the concentration of Zn?" is raised above 5 mM, the modulus of
the PVV-Zn hydrogel increased significantly. The adsorption
experiment indicates that more Zn** is bound to the PVV
hydrogel than the PVDT-PEGDA4K hydrogel (Figure S2). The
overall improved mechanical strength of PVV-Zn hydrogels is
because that imidazole group had a strong ability to bind the
zinc ion, and coordinating mM order of the magnitude of zinc
ions with imidazole plays a role in extra physical cross-linking.”’
Furthermore, when external loading was applied, the Zn*'-
coordination (physical cross-linkage) serves as a reversible
sacrificial bond and ruptures to dissipate energies.’* Therefore,
introducing hydrogen bond and ion-coordinated cross-linking
into one network enables one to fabricate hydrogels with high
strength and toughness. The mechanical properties of the
hydrogel can be easily tuned over a wide range of VDT/VI
ratios and zinc ion concentrations.

3.2. Zinc lons Triggered Shape Memory. As the
concentration of Zn>' ion is raised above 5 mM, the PVV
hydrogels are increased markedly in Young’s modulus (as
discussed above). This supports the zinc ion-triggered shape
memory phenomenon. The PVV hydrogels were arbitrarily
deformed into different temporary shapes such as tetrahedron,
pentahedron, and cube and immersed into S mM ZnSO,. After
24 h, the temporary shapes could be firmly fixed due to the
formation of stable jonic cross-linking (Figure 1). After zinc
ions were extracted from the hydrogels with EDTA, the ionic
physical cross-linkage was lost. As a result, the hydrogels
recovered to their original shape in a few hours.

Figure 1. Actual observation of shape memory effect of PVV-2.5
hydrogel. The original triangular, four-angular, cruciform, and
rectangular hydrogel sheets were separately curled into a tetrahedron
(A), pentahedron (B), cube (C), and multiwalled tube (D), which
were fixed in S mM ZnSO, solution.

Intriguingly, we found that when the PVV hydrogel flat sheet
was rolled up into to a multiwalled tube, this temporary shape
was well fixed in 5 mM Zn** solution (FigurelD). In contrast,
the PVDT-PEGDA4K hydrogel in the absence of VI only
formed a loose tubular structure in the same concentration of
zinc ions due to the lack of strong Zn?*-imidazole coordination
(Figure S4).

To evaluate the memory effect, the PVV-2.5 hydrogel was
selected, and its shape fixity ratio (R;) and shape recovery ratio
(R,) were measured by a reported angle-control method
(Figure $5).>° Tt was found that both R; and R, values reached
100%, indicating Zn** coordination with imidazole can serve as
a reversible physical cross-linking to fix the temporary shape
and the temporary shape can return to its permanent shape
once zinc ions were released. The shape memory process was
fully repeatable.

3.3. Mechanical Property Difference between Zn*'-
Fixed MWHTs and SHCs. MWHTSs can be firmly fixed with
Zn**, and these MWHT' have a hollow center and ringed cross
section (Figure 1D). This is reminiscent of bamboo with a
similar inside structure of the stem. It is this unique
configuration that contributes to the bamboo’s higher flexural
strength compared to solid wood due to a more efficient energy
dispersion. Hence, it is interesting to compare the flexural
strength of MWHT's with that of SHCs in the presence and
absence of zinc ions. Figure 2A shows that Zn**-fixed MWHTs
had 54 MPa flexural strength, 1.2-fold that of SHC-Zn. In the
absence of Zn**, both MWHT-PBS (manually fixed with nylon
thread) and SHC-PBS showed lower flexural stress; however,
MWHT-PBS still has a 1.3-fold increase in flexural strength
over SHC-PBS. Figure S6 shows that MWHT did not fracture
under the bending load. Likewise, Zn**-fixred MWHTs and
PBS-soaked MWHTSs exhibited higher compressive strength
than Zn**-fixed SHCs and PBS-soaked SHCs, respectively
(Figure 2B). Flexural strength is very critical for the application
of high strength hydrogels as load-bearing soft tissue
substitutes.”® High strength hydrogels have been extensively
studied,””*® but this property has rarely been explored. Here we
demonstrated that a multiwalled configuration can contribute
to a considerable increase in flexural strength of a hydrogel, due
to its unique geometric structure.

3.4. Antimicrobial Effect of Released Zn?*. Zn** plays a
decisive role in the hydrogel achieving the antibacterial
property.”” Thus, we studied the adsorption capacity of zinc
ions in both the MWHT and SHC and the releasing kinetics for
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zinc. Figure 3A shows that the Zn®* adsorption capacity of
MWHTs is 0.084 mmol g, slight higher than that of SHCs,
0.075 mmol g A dense network resulted after the Zn>" cross-
linkage (Figure S7). Figure 3B shows that there was no
difference in the cumulative release of Zn>* between PVV-2.5
SHC and MWHT in PBS for the first 24 h. But after a longer
period of time, Zn’* released from the SHC and MWHT
reached the maximum value at 5 day and 14 day, respectively.

16869

In addition, the MWHT had a 1.5-times higher release capacity
than the SHC counterpart. It turns out that 16% and 11.5%
Zn** ions released from the MWHT and SHC, respectively.
To test the antibacterial activity of PVV hydrogels, they were
examined utilizing both Gram-positive Staphylococcus aureus (S.
aureus) and Gram-negative Escherichia coli (E. coli) strains. We
monitored the growth of bacteria on the hydrogels immersing
in different concentrations of zinc ions. As shown in the Figure
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4A and Figure 4B, upon increasing the Zn>" concentration from
0 to 10 mM, the ODgy, of the bacterial suspension declined.
For the hydrogel treated with 1 mM ZnSO, solution, the
antimicrobial effect is only slightly improved compared with
that of the PBS-soaked hydrogel. Further increasing Zn>* to 5
mM and 10 mM resulted in much improved antibacterial
activity against both S. aureus and E. coli. By counting the
bacterial colony forming unit (CFU) after culturing the Zn**
treated hydrogel with an LB solution for 12 (Figure 4C) and 24
h (Figure 4D), it was found that 60% S. aureus and 40% E. coli
were killed at 12 h, and 39% S. aureus and 35% E. coli were
killed at 24 h. Figure S8 shows that the ICS0 values of the PVV-
2.5-Zn hydrogel against E. coli and S. aureus are 343 and 439
mg/L, respectively. This result indicates that the antibacterial
activity of Zn>*-loaded hydrogels is effective, although not very
good. It is anticipated that these antimicrobial high strength
hydrogels can promisingly be implantable scaffolds, preventing
infections with minimized use of antibiotics in vivo.

3.5. In Vitro Cytotoxicity and in Vivo Anti-inflamma-
tory Efficacy of Zinc lon. Zn* release shows antimicrobial
effects, but can potentially cause cytotoxicity. Thus, L929 cells
were cocultured with PVV-2.5-Zn hydrogels treated with
different concentrations of zinc ions (Figure S). With an
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Figure 5. Cell viability of L929 cells cocultured with PVV-2.S hydrogel
treated by different concentrations of zinc ions. Asterisks (*) denote
significant differences (P < 0.05, evaluated by two population student’s
t test) using nontreated group as a control.

increase in Zn*" concentration, the viability of cells dropped.
Good cell viability (up to 76%) can be achieved by treating the
gel with S mM ZnSO,, which is in agreement with the live—
dead assay results (Figure S9).

MWHTs fixed with S mM Zn** were implanted subcuta-
neously in rats. MWHTSs soaked with PBS cannot be “locked”
firmly, and the temporary shape was manually maintained prior
to surgery and subcutaneously implanted for comparison. The
inflammatory response caused by the hydrogels was histolog-
ically studied by hematoxylin-eosin (H&E) staining, where the
nuclei of the inflammatory cells show purple and normal tissue
shows pink (Figure 6). The foreign body reaction and severe
inflammatory response were observed at day 3, and there was
no notable difference between the Zn**-fixed and PBS-soaked
MWHTs. At 1 week, however, Zn*'-fixed hydrogels signifi-
cantly decreased the inflammatory response, which was almost
gone at 4 weeks. For PBS-soaked MWHTs, a significant
inflammatory response prevailed at 1 week, yet a less severe
inflammatory response remained at 4 weeks. At 8 weeks, no
inflammatory response was observed for both Zn*'-fixed and
PBS-soaked hydrogels.

3 day 1 week 4 week 8 week

D

With Zn2*

Figure 6. Photomicrographs of HE stained wound histological
sections after 3 days and 1, 4, and 8 weeks of subcutaneous
implantation of the PVV-2.5 MWHT treated without (A, B, C, and D)
and with (E, F, G, and H) ZnSO, solution.

Macrophages are known to closely contact the muscle and
subcutaneous implants within 24 h after implantation.*” They
play a pivotal role in both the inflammatory response and in the
foreign body reaction at the tissue level. Chemokines,
cytokines, and nitric oxide synthase (iNOS) that can activate
the macrophage are good markers of the inflammatory
response. MMPs are normally expressed during tissue
remodeling and are up-regulated during wound healing.*'
The impact of Zn*'-fixed hydrogels on the expression of IL-1/3,
iNOS, and MMPs mRNA was studied using RT-PCR. Figure 7
shows that mRNA expression for IL-1/ and iNOS induced by
both Zn*'-treated and PBS-treated hydrogels was increased
sharply at day 3 and remained at a high level at 1 week. At 4
weeks after implantation, a certain degree of inflammatory
response still existed. After 8 weeks, there was hardly any
mRNA expression. With the addition of Zn®**, the mRNA
expression was suppressed at most analyzing time points. This
indicates the anti-inflammatory effect of released Zn**. The
mRNA expression for MMP increased with implantation time.
At most analyzing time points, the release of Zn>" promoted
the expression of MMPs, implying improved wound healing.
These mRNA expression results are consistent with those of
H&E stainingg. MWHTs were degradable in vivo, and 12%
weight loss occurs at 8 weeks (Figure S10A). Along with the
degradation, the mechanical property of the implant also
deteriorated, but still maintained 1.3 MPa tensile strength and
12 MPa compressive strength thanks to the DAT—DAT
hydrogen bonding reinforcement (Figure S10B). Taken
together, the degraded MWHT implant was able to avoid the
abrupt mechanical failure and reduce the inflammatory
response and promote wound healing due to the Zn*" released.

4. CONCLUSION

We constructed a mechanically strong and tough hydrogel with
integrated antimicrobial, anti-inflamatory, and wound healing
functions through simple one-step copolymerization of 2-vinyl-
4,6-diamino-1,3,5-triazine (VDT), 1-vinylimidazole, and poly-
ethylene glycol diacrylate, followed by zinc ion fixation. The
diaminotriazine—diaminotriazine (DAT—DAT) hydrogen
bonds and copolymerization of VI could significantly increase
the comprehensive mechanical properties of the hydrogels, i.e.
1-2 MPa of tensile strength, 11—14 MPa of compressive
strength, several hundred percent of break strain, MPa levels of
Young’s modulus, and over 1000 J m™? of fracture energy. We
demonstrated that several mM of zinc ions could further
contribute to the enhancement of the mechanical property and
the shape memory effect, because of the strong coordination of
Zn>* with imidazole. The Zn**-impregnated hydrogels
exhibited an antibacterial property, and a Zn**-fixed multiwalled
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Figure 7. RT-PCR measurement of the expression of IL-14 (A), iNOS (B), and MMPs (C) genes in subcutaneous tissues implanted with MWHT
samples. Asterisks (*) denote significant differences (P < 0.0S, evaluated by two population student’s t test) using the implant without Zn>* as a

control.

hydrogel tube (MWHT) after subcutaneous implantation
showed promoted anti-inflammatory efficacy and wound
healing in vivo.
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