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Abstract: In situ-forming gels with self-assembling and self-healing properties are materials of
high interest for various biomedical applications, especially for drug delivery systems and tissue
regeneration. The main goal of this research was the development of an innovative gel carrier based
on dynamic inter- and intramolecular interactions between amphiphilic polyurethane and peptide
structures. The polyurethane architecture was adapted to achieve the desired amphiphilicity for
self-assembly into an aqueous solution and to facilitate an array of connections with peptides through
physical interactions, such as hydrophobic interactions, dipole-dipole, electrostatic, π–π stacking,
or hydrogen bonds. The mechanism of the gelation process and the macromolecular conformation
in water were evaluated with DLS, ATR-FTIR, and rheological measurements at room and body
temperatures. The DLS measurements revealed a bimodal distribution of small (~30–40 nm) and large
(~300–400 nm) hydrodynamic diameters of micelles/aggregates at 25 ◦C for all samples. The increase
in the peptide content led to a monomodal distribution of the peaks at 37 ◦C (~25 nm for the sample
with the highest content of peptide). The sol–gel transition occurs very quickly for all samples (within
20–30 s), but the equilibrium state of the gel structure is reached after 1 h in absence of peptide and
required more time as the content of peptide increases. Moreover, this system presented self-healing
properties, as was revealed by rheological measurements. In the presence of peptide, the structure
recovery after each cycle of deformation is a time-dependent process, the recovery is complete after
about 300 s. Thus, the addition of the peptide enhanced the polymer chain entanglement through
intermolecular interactions, leading to the preparation of a well-defined gel carrier. Undoubtedly, this
type of polyurethane/peptide-based carrier, displaying a sol–gel transition at a biologically relevant
temperature and enhanced viscoelastic properties, is of great interest in the development of medical
devices for minimally invasive procedures or precision medicine.

Keywords: polyurethane/peptide gel; self-assembly; self-healing carrier; amphiphilic polyurethane
structure; viscoelastic behavior

1. Introduction

During the last decade, intensive efforts have been devoted to the development of
soft materials, such as hydrogels, to design novel medical devices for minimally invasive
procedures or precision medicine [1]. For instance, polymeric hydrogels with stimuli-
responsive properties or self-healing abilities play an important role in the scaffold’s
development due to their similar natural tissues. Stimuli-responsive polymers, also known
as smart polymers, are one category of soft materials that respond to environmental
changes such as temperature, pH, electric or magnetic fields, light, etc., and are widely
used in biomedical applications [2,3]. Self-healing polymeric systems are smart 3D physical
or chemical reversible networks that exhibit the ability to recover their structure after
repeated damage, restoring the original functionality. Therefore, stimuli-responsive and
self-healing hydrogels have achieved significant success in the development of various
scaffolds used in the biomedical field such as drug carriers, wound dressings, tissue
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engineering, and so on [4,5]. The main driving forces that are employed in self-assembly
molecules and self-healing polymers are the intermolecular interactions such as hydrogen
bonding, hydrophobic forces, van der Waals forces, metal-ligand complexations, π–π
interactions and electrostatic effects, together with their synergetic interactions [6,7]. The
synergy of these forces could be explored in order to create supramolecular hydrogels with
well-controlled properties that could play a fundamental role in the development of new
therapies in various areas of interest, especially in the development of the next generation
of targeted drug delivery carriers [5,8].

Generally, polyurethanes are a very versatile class of polymers with structures that can
be engineered, due to the accurate selection of the building blocks, having good properties
and wide applications in different areas of interest, such as automotive industries [9], paint-
ing [10], coatings [11,12], textiles [13], aeronautical [14] and petrochemical industries [15],
marine applications [16,17], and so on. Due to their superior physical properties and
high biocompatibility, these materials are also used in biomedical fields: in prosthesis
development [18], tissue engineering [19], drug delivery systems [20], etc. The versatile
chemistry of polyurethanes allows the incorporation of various hydrophilic/hydrophobic
segments and specific functional groups into the polymeric backbone, which are able to
customize their properties, in order to develop new multifunctional materials for a wide
variety of applications [21–23]. The amphiphilic polyurethanes could self-assemble into
micelles in an aqueous medium, a reversible and dynamic process useful for encapsulating
hydrophobic, hydrophilic, or amphiphilic agents, providing them with versatile controlled
delivery features. Moreover, these self-assembly structures can improve the stability of
various bio-therapeutic agents including peptides, proteins, oligonucleotides, etc. to extend
their circulation time in the body. An important issue in self-assembly systems is their
capability to respond to an external stimulus, such as temperature, pH, electric or magnetic
fields, ionic strength, or biochemical agents. Taking into consideration all of these aspects,
we started to prepare some amphiphilic polyurethane structures based on poly(ethylene ox-
ide)/poly(propylene oxide)/poly(ethylene oxide) (PEO–PPO–PEO) triblocks (e.g., Pluronic
P123) as soft segments. This polyol was selected as a result of its particular quality, its aque-
ous solutions display a lower critical solution temperature (LCST), leading to a transition
from a low-viscosity solution to a solid gel when they are heated [24]. Moreover, due to
their commercial availability, non-cytotoxicity, high solubility, good biocompatibility, and
excellent pharmacokinetics, these polymeric surfactants have been studied over time, in a
broad range of applications, including drug delivery [25], gene transfection studies [26],
tissue engineering [27], as coating agents [28], in theranostic devices [29], etc. Usually,
Pluronics are unable to completely cover the surface of the drug particles, even when a
structure with a large hydrophobic segment is used (e.g., P123 with hydrophilic-lipophilic
balance < 20 and a PPO chain > 60). Another drawback of these Pluronic-based thermogels
is their weak mechanical properties, such as low tensile strength and low Young modulus,
which limit their practical applications. To overcome the drawbacks of Pluronics, different
strategies have been proposed over time. Thus, some literature studies focused on the
reaction of various Pluronics with diisocyanates, leading to the preparation of versatile
polyurethane-based gels suitable for biomedical applications, especially in drug delivery
formulations. For instance, valuable research work was performed by Boffito’s group,
which reported the synthesis of thermosensitive gels based on Pluronic P407 extended with
an aliphatic diisocyanate (i.e., 1,6-hexamethylene diisocyanate) and an amino acid-based
diamine (i.e., L-Lysine ethyl ester-based diamine) [30], or an amino acid derived diol (i.e.,
N-Boc Serinol) [31]. In a recent work, Colucci et al. developed a multicomponent platform
comprising a P407-based polyurethane embedded with curcumin nanoparticles with po-
tential application in tissue engineering [32]. Moreover, Laurano et al. studied the effect of
P407 molecular weight distribution on the physical and chemical properties of the prepared
polyurethane hydrogels, concluding that the macrodiol purity had an important role in their
performance [33]. Other studies reported the synthesis of thermoreversible polyurethane
structures starting from Pluronic F127 and multiple extenders [34–36]. Regarding the use
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of Pluronic P123 as macrodiol for the synthesis of polyurethanes, few works are reported in
the literature. Thus, Volkmer et al. extended Pluronic P123 with different diisocyanates
(i.e., 1,4-butane diisocyanate; 1,6-hexamethylene diisocyanate or hydrogenated diphenyl-
methane diisocyanate) and the resulted gel was successfully implanted in vivo [37]. In
previous publications by our group, different polyurethane-based hydrogels were devel-
oped and the influence of components used in synthesis on the final physical and chemical
properties was investigated [22,38–41]. However, in the present study, we increased the
hydrophobic segments by reaction with an aliphatic diisocyanate and extended with a
bifunctional derivative of phosphatidylcholine leading to an amphiphilic polyurethane
carrier system.

Generally, peptides are required for many biochemical processes and play an im-
portant role in fundamental physiological processes [42]. They are typically prepared by
enzyme-assisted cleavage of proteins derived from natural sources, but they have several
drawbacks, including poor reproducibility of gel properties due to the variations in the
natural source, poorly defined molecular compositions, and an inability to control their
chemistry to optimize the properties concerning the application [43]. Therefore, many
researchers are exploring the potential of synthetic peptide preparation, especially with
self-assembly properties to create gels that could be suitable for a broad range of biomedical
applications [44,45]. However, most of these peptide-based gels are mechanically weak,
limiting their use in biomedical applications, which require superior mechanical properties.
To enhance the mechanical stability of the peptide-based gels, many strategies were devel-
oped, such as the incorporation of biomacromolecules or inorganic composites, physical,
chemical, or enzymatic crosslinking, etc. [46]. To this end, we chose a collagen-inspired oc-
tapeptide sequence that exhibits self-assembly behavior and could mimic the structure and
function of the natural extracellular matrix, allowing interaction with cells via biochemical
signals [47]. Moreover, collagen is the most abundant protein in the body, widely used in
biomedical applications due to its functional and structural diversity [48,49].

Specific interactions between peptides, proteins, or polymer molecules have been
widely exploited over time for designing new smart responsive materials. Thus, by com-
bining the self-assembly blocks of amphiphilic polyurethane structure with some inspired
peptide, novel gels could be designed which could be explored as drug carriers for targeted
delivery. Various polyurethane-peptide formulations have been developed, to control the
degradation [50] or to induce the bioactivity [51,52] of the material.

Due to the increased number of various structures, it has become easy to design self-
assembling molecules with controllable nanostructures for predictable biological functions
and desired biomedical applications. In light of the aforementioned findings, the main
goal of this study was to prepare novel polyurethane/peptide-based gels that could be
designed as a platform to promote a sustained release of different drugs in the body. To the
best of our knowledge, no works have been reported so far regarding the preparation of
such a gel platform starting from an amphiphilic thermoreversible polyurethane structure
and peptide. To achieve this goal, a versatile amphiphilic polyurethane-based system was
synthesized using Pluronic P123 as a soft segment and 1,6-hexamethylene diisocyanate and
(bis[2-(2-hydroxy-ethyldimethylammoniu)ethyl](polyethylenoxy)diphosphate) as a hard
segment. Then, the peptide was added to the polyurethane solution and the impact on the
self-assembly and self-healing properties was investigated. Based on the presented key
findings, it is expected that this novel carrier could be an extremely useful approach that
might be used as theragnostic agent, a powerful delivery carrier for hydrophobic drugs, or
as matrices for repairing and regenerating different tissues.

2. Materials and Methods
2.1. Materials

Poly(ethylene oxide)–poly(propylene oxide)–poly(ethylene oxide) (PEO20–PPO70–
PEO20) or Pluronic P 123 (Pl) with Mn = 5.8× 103 g/mol was purchased from Sigma Aldrich
(Steinheim, Germany) and used as received. The bifunctional derivative of phosphatidyl-
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choline, bis[2-(2-hydroxy-ethyldimethylammoniu)ethyl](polyethylenoxy)diphosphate (PC)
with Mn = 5.92 × 102 g/mol was a gift from Dr. O. Petreus (Department of Polycon-
densation and Thermostable Polymers, “P. Poni” Institute of Macromolecular Chemistry,
Iasi, Romania). 1,6-Hexamethylene diisocyanate (HDI) was also obtained from Sigma
Aldrich (Steinheim, Germany) and was freshly distilled before synthesis. The octapeptide
(96.29% purity) with the sequence Asp-Val-Cys-Tyr-Tyr-Ala-Ser-Arg was purchased by
Proteogenix, France. Dimethyl sulfoxide (DMSO) and N,N-dimethylformamide (DMF)
were also supplied by Sigma Aldrich (Steinheim, Germany). Milli-Q water (18.2 MW·cm)
was produced by an Integrity+ Ultrapure water purification system (Adrona, Riga, Latvia).
All other chemicals and reagents were of analytical grade and used as received without
further purification.

2.2. Synthesis of Amphiphilic Polyurethane

The amphiphilic polyurethane (APU) was synthesized using the classical polyaddition
reaction, according to our previously reported studies [39,53]. Briefly, one equivalent of
Pluronic P 123 (Pl) was dehydrated at 100 ◦C and 0.1 mmHg for 2 h in a three-necked
glass reactor equipped with a stirrer, a heating oil bath, a dropping funnel, and an N2 inlet
and outlet. Then, the temperature was lowered to 80 ◦C and the reactor was brought to
atmospheric pressure with purified N2. The required amount of HDI (2 equivalents) was
added dropwise to the melt and stirred for 4 h to prepare the NCO-terminated polyurethane
prepolymer. The prepolymer was then reacted with one equivalent of PC as a chain extender
at 60 ◦C for 2 h, until the characteristic -NCO signal at around 2200 cm−1 in the infrared
(IR) spectrum disappeared. This reaction was carried out at a molar ratio NCO:OH of 1:1.

2.3. Preparation of Polyurethane/Peptide-Based Carriers

An aqueous solution of 20% APU was prepared by mixing a predefined weight of
polymer with Millipore water under vigorous mechanical stirring at room temperature,
for 6 h, and then the solution was kept at 4 ◦C for 24 h until complete dissolution and
homogenization. A stock solution of 8 mg/mL peptide in DMSO was also freshly prepared.
We used DMSO to prepare the peptide solution because it is slightly soluble in an aqueous
medium. Moreover, it was shown that a low concentration of DMSO did not evoke
any substantial cytotoxic effect on the studied cells or it was used as a cryoprotectant
for long-term preservation [54–56]. The polyurethane/peptide carriers were prepared
by blending 20% APU solutions with different amounts of peptide solutions in a mass
ratio of APU:peptide = 1000:1; 500:1 and 250:1 (denoted as P1, P2, P3, respectively). The
final concentration of DMSO in the formulations was 10%. All the solutions were well
homogenized, and all aqueous solutions used in various assays were prepared in Milli-Q
water. The samples P1, P2, and P3 were investigated in similar conditions with the APU
sample without peptide, denoted M.

2.4. Characterization Methods
2.4.1. Attenuated Total Reflectance-Fourier Transform Infrared (ATR-FTIR) Spectroscopy

ATR-FTIR spectra were recorded using a Bruker Vertex 70 type spectrometer (Bruker,
Germany), equipped with a diamond ATR device (Golden Gate, Bruker, Germany), and
provided with software for spectral processing. Spectra were obtained in absorbance mode
in the range of 4000–500 cm−1, averaging over 64 scans at a resolution of 2 cm−1. The
spectra of the raw materials were recorded at room temperature. To study the effect of
temperature on gelation, the solutions were heated at 37 ◦C, and equilibrated for 5 min
prior to recording their spectrum using a Specac’s High-Temperature Golden Gate™ ATR
Accessory. To distinguish characteristic bands of the sample gels, the spectra were obtained
by subtracting the solvent component measured under the same conditions.
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2.4.2. Dynamic Light Scattering (DLS) Measurements

DLS measurements were performed using a Malvern Zetasizer (633 nm laser He/Ne)
apparatus (Zetasizer model Nano ZS, Malvern Instruments, Malvern, UK). The system uses
non-invasive back scatter (NIBS) technology to reduce the effects of multiple scattering.
The measurements were performed in the range 0.6 nm–6 µm and the Mie method was
applied. DLS measurements yield the Z-average of the aggregate’s apparent hydrodynamic
diameter, calculated from diffusion coefficients using the Stokes-Einstein equation. The
hydrodynamic diameter was expressed by intensity means, calculated from the signal am-
plitude. Zeta potential was determined using the Henry and Smoluchowski equation [57]
based on electrophoretic mobility. The conductivity was determined during the acquisition
of the zeta potential values. The samples were diluted in MilliQ water at a concentration
of 0.1%. Their micellization behavior was studied at room (25 ◦C) and body temperatures
(37 ◦C). An average of over three consecutive runs constitutes a measurement. Data analysis
was performed with the Zetasizer software provided by Malvern, and the graphing was
performed with OriginPro 8.5.

2.4.3. Rheological Investigations

Rheological measurements were performed on a MCR 302 Anton-Paar rheometer
(Gratz, Austria) equipped with plane-plane geometry of 25 mm (the selected gap was of
500 µm). The temperature was controlled by a Peltier device that allowed fast cooling
and heating. To limit solvent evaporation, a device that creates a saturated atmosphere of
solvent was used.

The gelation induced by temperature was investigated in an oscillatory shear regime
for two heating rates, 0.5 ◦C/min and 1 ◦C/min, for temperatures ranging from 20 ◦C to
60 ◦C. The elastic (G′) and viscous (G′′) moduli were determined, expressing the amount
of stored and dissipated energy during one cycle of deformation, respectively. The loss
tangent (tanδ) was determined as the ratio of viscous to elastic moduli and it is correlated
with the viscoelasticity of the sample: tanδ < 1 for solid-like behavior and tanδ > 1 for
liquid-like behavior.

The sample’s gelation at 37 ◦C was investigated using solutions stored at 25 ◦C
and introduced then into the geometry of the rheometer. During the experiment, the
temperature was first set at 25 ◦C for 120 s and then suddenly switched to 37 ◦C. The
viscoelastic parameters G′, G′′ and tanδ were monitored as a function of time at a constant
oscillation frequency (ω) of 5 rad/s and strain amplitude (γ) of 1%.

The thermostated gels at 37 ◦C were investigated in different shear conditions. Ampli-
tude sweep tests were carried out to determine the upper limit of strain, γL, for the linear
viscoelastic regime (Supporting Information Figure S1) and the yield stress value (σo). A
thixotropy test was carried out in strain steps oscillatory mode for ω = 5 rad/s and step
strains successively varied every 300 s from low (1%) to high values (50%, 100%, 200%,
500%, and 1000% that belong to nonlinear range of viscoelasticity) and again the low step of
strain (1%). The shear viscosity was determined at increasing and decreasing shear rates (

.
γ)

from 0.01 s−1 to 1000 s−1. The creep and recovery behaviors were investigated by applying
different constant shear stress values during the creep test (30 s) and then, by removing the
action of shear stress, the strain recovery was monitored in time.

2.4.4. Gel Permeation Chromatography (GPC)

The average molecular weight of APU was determined by GPC at 25 ◦C with a PL-
EMD 950 evaporative mass detector instrument (Polymers Laboratories Ltd., Stretton, UK).
Samples were eluted with DMF at a flow rate of 0.7 mL/min. Calibration was performed
with narrow polydispersity polystyrene standards. Computer analysis of the elution data
was based on the normalization of chromatograms.
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2.5. Investigation of Gel Stability

The stability of gels was determined at 37 ◦C in PBS over 72 h. First, the gels were
prepared by incubation at 37 ◦C for 10 min to allow the sol–gel transition and their initial
weight (Wi) was recorded. Then, 1 mL of PBS, previously equilibrated at 37 ◦C, was
added to each sample and incubated for 1, 2, 3, 8, and 72 h. At each time interval, the
remaining PBS was removed, the samples were weighted (Wf), and fresh medium was
added. At the end of the experiment, after 72 h of incubation, the samples were freeze-dried
(ALPHA 1-2LD Martin Christ, Germany) and weighted (Wf-dried) to estimate their mass loss.
Control samples were also prepared by freeze-drying of gels that were not incubated in PBS
(Wi-dried). The tests were performed in triplicate. The absorption and stability of gels in the
aqueous environment were quantified according to the following relations:

PBS absorption(%) =
(

W f −Wi

)
/W f × 100 (1)

mass loss(%) =
(

Wi dried −W f dried

)
/Wi dried × 100 (2)

2.6. Statistical Analysis

The presented data are the average of triplicate experimental values and have the stan-
dard error of the mean. In addition, the statistical differences between data were performed
using one-way analysis of variance (ANOVA). The p values < 0.05 was considered to be
statistically significant.

3. Results and Discussion
3.1. Synthesis and Characterization of Amphiphilic Polyurethane

The typical synthesis route of the amphiphilic polyurethane (APU) is illustrated in
Figure 1a. First, the polyol (Pl) was dried at temperature, under vacuum, to remove
the moisture prior to the polyaddition reaction and then reacted with an excess of HDI
to yield the isocyanate end-capped prepolymer. In the second step, PC was added as
a chain extender to build a linear, ordered structure with alternating blocks of soft and
hard segments. The reaction was carried out in bulk without a catalyst, at a molar ratio
between -NCO and -OH of 1:1. As mentioned, we chose Pl as the soft segment of APU
since its structure self-assembles into micelles in aqueous medium and when heated, its
solution forms a solid gel. We selected HDI as the hard segment precursor because it
is a linear aliphatic diisocyanate that is widely used in the synthesis of biocompatible
polyurethane structures [58]. The chain extension step also has a significant impact on
the final polyurethane properties, not just due to the structure and concentration of the
extender, but also due to process variables that influence the particles size distribution [59].
Thus, to increase the density of the intra- and intermolecular interactions between hard
domains, a bifunctional derivative of phosphatidylcholine (PC) was chosen. Its chemical
structure has a negatively charged phosphate linkage and a positively charged ammonium
moiety (Figure 1a) that could enhance the intermolecular interactions. Furthermore, this is a
derivative of phosphatidylcholine, a naturally occurring lipid that is a fundamental building
block of plasma cell membranes, with many potential applications in biomedicine [60].

These two types of domains—soft and hard—tend to phase-separate, leading to the
formation of some microdomains. The resulting polyurethane chains consist of alternating
sequences of soft that are flexible chains and hard segments that act as physical crosslinks.
The properties of the final polymer depend strongly on the degree of phase separation
between hard and soft segments and the interconnectivity of the hard segments [58].
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The preparation of the APU was monitored by infrared spectroscopy, as shown in
Figure 1b. The spectrum showed the characteristic bands ascribed to the urethane bonds,
as described below. The -OH and -NH absorption bands were observed in the range
3678–3152 cm−1, with a maximum peak at 3513 cm−1. The asymmetric and symmetric
stretching vibrations of aliphatic groups appeared at 2969 and 2867 cm−1, respectively. The
absorption bands at around 1719 and 1642 cm−1 belonged to the stretching vibrations of
Amide I (C=O and C-NH groups, respectively) [22,61]. The peak at 1532 cm−1 is due to the
overlapping of N–H flexural vibration and C–N stretching vibration (Amide II) [39,62].

The absorption bands at 1455, 1371, and 1310 cm−1 were assigned to -CH2 bending
vibration, -C-H bending symmetric vibration and -CH2 wagging, respectively. Amide III
was also identified at around 1236 cm−1 [63]. The P=O bond of phospholipid stretching was
observed around 1249 cm−1 [64,65] and -P-O-CH2 bond at 1030 cm−1 [66]. C-O-C stretching
vibrations were noticed in the range 1100–1000 cm−1. IR and 1H-NMR spectra (Supporting
Information Figure S2) confirmed the successful preparation of APU. GPC was employed
for the determination of the average molecular weights of APU, Mn = 19.66 kg/mol, and a
polydispersity index of 1.2.

3.2. Development of Gels Based on APU and Peptide

The polyurethane/peptide-based gels were prepared by mixing a solution of 20% APU
with peptide solutions in different molar ratios, as mentioned in the previous section.
These macromolecules self-assemble in aqueous solutions due to the favorable physical
interactions between the amphiphilic structure of polyurethane and peptide. The presence
of peptide in the mixture would strengthen the inter- and intramolecular interactions
such as hydrophobic interactions, dipole-dipole, electrostatic, π–π stacking or hydrogen
bonds, leading to enhanced polymer chain entanglement. This formulation is temperature
responsive, leading to gels with potential biomedical applications, such as carriers for
controlled drug delivery in the body.

The visual observation of the phase transition behavior of the polyurethane/peptide
aqueous solutions was first demonstrated by the tube inverted test, as shown in Figure 2a.
Initially, the samples appeared as transparent solutions at room temperature (~25 ◦C) and
changed into gels when the temperature increased to 37 ◦C. Therefore, at low temperatures,
the polyurethane and peptide move freely in water and can easily interact with each other.
Then, with the increasing temperature, the self-assembling process takes place due to
favorable physical interactions between water and polymeric macromolecules, leading to
a more packed, 3D crosslinked network in the gel state (Figure 2b,c). Since no chemical
change occurs, the gelation is completely reversible, and when the gel is cooled down, it
returns to the solution state.
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Thus, this dual behavior as solution at room temperature and gel at body tem-
perature makes these polymer carriers attractive for the development of medical de-
vices for minimally invasive procedures or precision medicine. Moreover, these in situ
formed polyurethane/peptide-based carriers could be easily injected into the body using a
21G gauge needle.

3.3. Study of the Gelation Process

To investigate the mechanism of the gelation process, different approaches, such as
DLS, ATR-FTIR, and rheology were chosen to study the polyurethane-peptide conformation
evolution in an aqueous environment at room (~25 ◦C) and body (37 ◦C) temperatures.

3.3.1. DLS Investigations

As a first step, we evaluated the phenomenology of the micelle formation process
using DLS measurements, which seems to be a highly effective technique for investigating
the dynamics of macromolecular assembly in solution. Moreover, size, size distribution,
and stability of micelles in solution are important factors to achieve optimum clinical
outcomes or to evaluate the stability of the developed formulations in storage [67]. The
size distribution of micelles and aggregates is illustrated in Figure 3a–d for M (peptide-free
formulation) and P3 (formulation with the highest amount of peptide) samples in solution,
at 25 and 37 ◦C, respectively. The parameters for all the samples monitored by the DLS tech-
nique, such as the hydrodynamic diameter of the micelles/aggregates (DH), mean diameter,
polydispersity index (PDI), zeta potential or conductivity, are summarized in Table 1. The
micellar distribution revealed an anisometric system, especially at room temperature. This
is a result of stronger hydrophobic interactions between the segments from APU structure
compared to hydrophilic segments [39,40]. The bimodal distribution peaks indicated that
two types of micelles/aggregates were formed in solution. If we analyzed the peptide-free
sample (M) at room temperature, it was found that small micelles with a hydrodynamic
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diameter of around 47 nm coexisted with much larger micelles or aggregates of 440 nm
in diameter. When the temperature was raised to 37 ◦C, the aggregation and packing
interactions between micelles increased and the hydrodynamic diameter slightly increased.
In the sample with the highest amount of peptide (P3), the same bimodal distribution of the
micelles or aggregates was observed at room temperature, but with a relatively narrow size
distribution. At 37 ◦C, both types of micelles/aggregates were bridged together to form
micellar groups resulting in a monomodal distribution of the peaks. The monodisperse
profile may suggest that a single, packed type of micelles/aggregates was formed in their
aqueous mixtures. This phenomenon was also observed for sample P2 (Table 1).
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Table 1. DLS parameters characteristic to the polyurethane/peptide carriers.

Sample
Code

Temperature
(◦C)

DH
(nm)

DH
(nm) Z-Average

(nm) PDI
Zeta

Potential
(mV)

Conductivity
(mS/cm)

Peak 1 Peak 2

M
25 46.91 ± 19.53 439.2 ± 168.1 93.04 ± 17.91 0.206 −6.75 ± 0.87 0.0112

37 56.42 ± 30.11 440.6 ± 173.7 58.72 ± 4.93 0.799 −2.66 ± 1.14 0.0125

P1
25 30.76 ± 10.84 295.2 ± 81.94 35.87 ± 5.76 0.318 −12.9 ± 0.52 0.0184

37 33.99 ± 9.52 221.3 ± 46.63 41.25 ± 8.06 0.255 −3.84 ± 0.7 0.00943

P2
25 35.32 ± 14.8 321.6 ± 76.26 36.03 ± 6.8 0.359 −8.49 ± 0.33 0.00842

37 21.23 ± 2.34 - 465.5 ± 23.27 0.406 −7.53 ± 0.46 0.0203

P3
25 32.86 ± 8.03 282.9 ± 66.74 131.7 ± 29.51 0.256 −9.7 ± 0.87 0.00502

37 25.26 ± 2.99 - 295.3 ± 14.76 0.641 −5.79 ± 0.71 0.00568

The change in the micelle’s diameter with the addition of peptide is better highlighted
in Figure 3e, where the Z-average as a function of peptide amount is illustrated. At 25 ◦C,
a shift of the Z-average toward smaller sizes around 35–36 nm can be observed for the
first two samples (P1 and P2) when compared with M, but P3 presents a higher size of
micelles or aggregates, around 130 nm. This is perhaps due to the decrease in the packing
possibility of the macromolecular chains when the peptide amount increases, leading
to high micelles/aggregates. The polydispersity index (PDI) represents the dimensional
homogeneity and distribution of the micelles in the solution [67]. Thus, values exceeding
0.7 indicate a broad size distribution, whereas lower values suggest a mono-dispersed
sample with better homogeneity [40,68]. Our investigated samples presented small values
between 0.2 and 0.35 at room temperature, which can be regarded as a uniform size
distribution. When the temperature was increased to 37 ◦C slightly greater values up
to 0.79 were noticed. This suggests that micelles/polymicelles and aggregates coexist in
the solution. Furthermore, it was shown that small molecules with phenolic hydroxyl
groups exhibit a high impact on the micellar morphology of Pluronic P123. The locations
of small molecules within the micelles are influenced by the balance of hydrogen bonds
and hydrophobic interactions between small molecules and the copolymer [69].

The stability of micelles in solution through electrostatic repulsion between them can
influence the zeta potential. While this parameter quantifies the electric field potential
of the micelles, it is affected by the size, shape and surface charge of the structure [70].
However, micelles aggregation requires a low absolute value of zeta potential. The variation
of the zeta potential with the peptide amount in formulations is illustrated in Figure 3f and
Table 1. Zeta potential presented a decrease in the values with the increase in the peptide
amount, indicating a low surface charge due to the interactions between the amphiphilic
polyurethane chains and peptide functional groups. It was also observed that the rise in
the temperature induces an increase in the zeta potential values, meaning that the micelles
and aggregates are restructured at 37 ◦C. The conductivity values are well correlated with
the zeta potential values. In conclusion, the addition of the peptide in the polyurethane
solutions led to strong interactions between macromolecular chains, resulting in good
folding and packing of macromolecules in gels.

3.3.2. ATR-FTIR Spectroscopy Analysis

The heat-induced gelation was further studied by ATR-FTIR spectroscopy, a suitable
and sensitive technique for observing changes due to the interactions and bonding states of
functional groups.

Figure 4 presents the ATR-FTIR spectra of the polyurethane/peptide samples in sol
(25 ◦C) and gel (37 ◦C) states. The spectra of the APU and peptide were also shown for
comparison. In the sol state, at 25 ◦C, it was observed that the spectra present typical
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bands characteristic to the APU and peptide structures, but with significant variations
regarding the intensity and shift of the peaks. Therefore, if we compare the bands that
correspond to the -OH stretching vibration of APU with that of its solutions, it can be seen
that the intensity increases and shifts to lower wavelengths. Furthermore, all the peaks
displayed a blue shift due to the inter- and intramolecular H-bonding interactions between
water molecules from solvent and the functional groups of the macromolecular chains of
polyurethane and peptide. Furthermore, the bands corresponding to the C=O stretching
vibrations are larger than in the raw APU structure.
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Regarding the influence of the peptide concentration in solutions, no relevant differ-
ences can be highlighted in IR spectra, as is illustrated in Figure 4. This is probably due,
on one hand, to the small mass ratio peptide/polyurethane (1:1000–1:250) or, on the other
hand, to the high amount of the solvent (water) in the gel (80%).

When the solutions were heated to 37 ◦C, some changes in the IR spectra were observed
due to the formation of the gels. First, the intensity of the bands is enhanced in the gel
state, especially at the bands between 33,600 and 3300 cm−1 and 1760 and 1650 cm−1

corresponding to the stretching vibrations of -OH and C=O. Second, the IR bands are
more clearly defined and narrowed, suggesting that the interactions between the involved
macromolecules are stronger in the gel state. If in the sol state, the water and polymeric
macromolecules move freely, during the sol–gel transition, the hydrogen bonding changes,
due to the dehydration of hydrophobic domains, and some polymer-polymer interactions
take place. Now, the movement of polymer segments is restricted by the gelation process,
resulting in a three-dimensional, physically crosslinked structure. These results confirmed
the formation of a more organized structure, with a more packed network in the gel
state [39].

The -OH/-NH and -C=O stretching vibrations can be markedly influenced by physical
interactions such as hydrogen bonding, where the band position is determined by the
backbone conformation and the hydrogen-bonded pattern. Both bands are sensitive to the
strength of hydrogen bonding and the analysis of these regions allows emphasizing these
changes [71]. Therefore, the peak area evolution as a function of temperature and composi-
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tion was calculated and the results are illustrated in Figure 5. Both specific vibration bands
showed an increasing value of the area in the gel state, at 37 ◦C, compared to that of the
corresponding solution. These results further demonstrated that the temperature increase
contributes to enhanced physical crosslinking to form compact gel networks. If in the varia-
tion of the -OH peak’s area (Figure 5a), no significant changes were observed regarding
the influence of the peptide amount, a small increase was revealed with the increase of the
peptide content, in the variation of the carbonyl peak’s area (Figure 5b). This indicated
that the introduction of peptide segments increases the physical crosslinking between the
involved molecules, leading to a more compact structure with enhanced properties.
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3.3.3. Rheological Behavior

Keeping in mind the perspective of further development of this carrier for use as
medical gels, the dynamic rheological behavior by oscillatory rheometry was evaluated,
with a particular emphasis on the properties at 37 ◦C. The attractive interactions between the
components of these structures may strongly impact the rheological properties. Thus, the
gelation of this polyurethane/peptide-based carrier induced by the temperature increase
was followed for two heating rates, 0.5 ◦C/min and 1 ◦C/min, as illustrated in Figure 6.
According to Figure 6a, the heating rate has a very small influence on sample M (peptide-
free formulation). However, the kinetics of gelation and sol–gel transition points are
sensibly influenced according to the peptide concentration.

At 20 ◦C, all samples presented a micellar structure (well above the critical micelle
concentration (CMC); for example, the CMC of M sample was 0.6 × 10−6 mol/L as deter-
mined by surface tension measurements [39]) and liquid-like behavior with G′ < G′′ and
tanδ > 1. The micelles/aggregates contain a hydrophobic core and hydrophilic shell, which
present an extended conformation due to favorable interactions with the solvent. Then,
the physical interactions increase as the temperature is raised. The samples undergo a
sol–gel transition which is accompanied by a sharp variation in the viscoelastic parameters
beyond the transition point (considered to be the temperature for which G′ = G′′). In the
gel state, G′ was greater than the G′’ indicating that the elastic properties predominate over
the viscous ones. The transition temperature and gelation kinetics are influenced by the
sample composition and heating rate (Table 2). The presence of peptide determines the
occurrence of other types of intra- and intermolecular interactions such as dipole-dipole,
electrostatic, π–π stacking or hydrogen bonds, leading to enhanced polymer chain entan-
glement (Figure 2). Therefore, the viscoelastic moduli and complex viscosity increase with
the peptide content during gelation. In the gel state, the differences between the samples
are diminished, but the network strength increases with peptide content (Table 2).
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Table 2. Gelation temperature and some rheological characteristics of gel samples at 37 ◦C.

Sample
Code

Tgelation
a

(◦C)
Tgelation

a

(◦C) G′ b

(Pa)
G′′ b

(Pa)
γL

c

(%)
σo

c

(Pa)
ηo

(Pa·s) n
Thixotropic

Area
(Pa·s)(0.5 ◦C/min) (1 ◦C/min)

M 29.4 34 547 110 2.16 20.6 2220 −0.829 128.67

P1 27.5 31 696 119 4.59 21.2 4690 −0.815 72.56

P2 25.8 27.6 1030 139 9.89 28.3 6980 −0.817 51.16

P3 21.2 23.5 1180 153 10.23 55.5 8600 −0.816 49.22
a temperature sweep test, γ = 1%;ω = 5 rad/s; b γ = 1%,ω = 5 rad/s; c amplitude sweep test,ω = 5 rad/s.

In situ gelation was monitored for thermostated samples at 25 ◦C (room temperature),
introduced into the rheometer and submitted to oscillatory deformation at this temperature
for 120 s for a clear evidence of the sol state (Figure 7). The temperature was suddenly
changed to 37 ◦C and the gelation kinetics was monitored through the viscoelastic pa-
rameters. The sol–gel transition occurs very fast for all samples (within 20–30 s) but the
equilibrium state of the thermal induced gel structure is attained after 1 h for samples M
and P1. For samples P2 and P3, more than 1 h is necessary to reach the equilibrium. The
network structure progressively formed by polymers and peptides during gelation at 37 ◦C
is influenced to a high extent by the sample composition, as shown by the values of the
viscoelastic moduli (G′ and G′′), the upper limit of strain for the linear viscoelastic range
(γL) or yield stress (σo)(Table 2). The yield stress, σo, is defined as the highest values of
shear stress for which the rheological response is still elastic [72] and for σ > σo the flow
starts. All these parameters (G′, G′′, γL, σo) increase with the peptide content, suggesting
that the gel samples are more structured in the presence of peptide.

The use of thermosensitive gels is an advantageous route for bioprinting or injectable
gels because they present low viscosity in sol state and can be easily printed or administered
with a syringe to the targeted place/tissue where the in situ formed structure ensures the
desired shape.
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of gelation.

3.4. Self-Healing Behavior of Gels Illustrated in Different Rheological Tests

Self-healing carriers, i.e., carriers that restore structural properties after deformation
and failure, are gaining attention from the research community since there is a constant
need to extend the lifespan, improving the safety and performance of materials, especially
in biomedical applications [73]. The self-healing behavior is due to the dynamic re-build
of the relatively weak bonds such as hydrogen bonds, ionic interactions, etc. that were
damaged by an external stimulus [74]. Moreover, the self-healing ability is a requirement
for bioinks or injectable biomaterials [75–77]. After flowing through a syringe needle, the
network structure is strongly disturbed, and the structural integrity must be recovered in
order to maintain the functionality of biomaterials. Moreover, the shear forces applied to
gels during their use affect the cell viability [6,78,79]. In such cases, soft materials with
moderate yield stress and softness, shear thinning, and self-healing behavior represent
appropriate choices.

The self-healing ability of the prepared gels was analyzed by performing some rhe-
ological tests that offer information concerning the recovery of the structures. First, the
thixotropy of gel samples was investigated in oscillatory shear experiments forω = 5 rad/s,
the step strains were switched successively each 300 s from low amplitude (γ = 1%) to a
high amplitude value and again to low γ value of 1%. The high level of strains was selected
each time in the nonlinear viscoelastic regime: 50%, 100%, 200%, 500%, and 1000%. During
these experiments, the parameters G′, G′′ and tanδwere monitored as a function of time
(Figure 8). Sample M is characterized by a very good recovery after the first three cycles of
deformation. The required time for recovering the initial structure increases as the strain
increases, from 30 s after the first cycle with γ = 50% to 200 s after the fourth cycle (γ = 500%).
Finally, for the highest level of deformation, which was tested experimentally, the structure
is recovered after more than 2000 s. The timescale for re-building the original structure of
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the gel (the equilibrium state before shearing) is different for hybrid gels. In the presence of
peptide, the structure recovery after each cycle of deformation is a time-dependent process,
and the recovery is complete after about 300 s. However, the structural integrity is affected
to a lesser extent by the high strains applied to the peptide-containing gels compared to
the M sample. The structure recovery after a large deformation is not instantaneous, but
the interactions involved in the network structure are re-established relatively quickly—in
about 300 s. This small delay in structure recovery represents an important advantage
in bioprinting when sudden gel restructuring can affect the cell viability [75]. According
to Figure 8 and the data presented in Table 2, the optimum behavior for the investigated
samples in the present study is shown in the P2 formulation: the gelation starts at room
temperature, the network strength is close to the P3 gel, and the structure recovery occurs
in about 300 s after the sample was subjected to large deformations.
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Another rheological test that provides information about the recovery of the structures
is the shear flow behavior. Figure 9 shows the variations in apparent viscosity with the
applied shear rate for each investigated gel sample. At low shear rates, the Newtonian
viscosity was registered and its value increases with peptide concentration (Table 2). The
transition to a non-Newtonian region occurs over more than a decade and this is due to
different structural entities present in the sample (micelles, polymicelles, aggregates) that
start progressively to flow. Above 0.1 s−1, in the non-Newtonian region, the viscosity scales
as η ~

.
γ
−n, where the flow index n has values around 0.81. This suggests that the gels

behave as entangled networks due to the interactions developed in hybrid systems above
the gelation temperature.

For all samples, shear thinning behavior is attained during flow from very low shear
rates (below 0.01 s−1, Figure 9a). By applying high shear forces, the gel structure is
disturbed, and the structural units are in flow state; the gel structure is progressively
recovered at decreasing shear rate, describing a hysteresis loop (Figure 9b). This represents
another possibility to investigate the thixotropic behavior, by following the structure
breakdown under high shear rate conditions and then the structure build-up by diminishing
the shear forces. The area of the hysteresis loop significantly decreases by the addition of
the peptide into formulation (Table 2), due to a faster structure recovery in the presence of
the peptide.
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The viscoelasticity of gels can be discussed through the creep and recovery curves
(Figure 10). This behavior, associated with a high loss modulus in relation to elastic mod-
ulus, represents an important characteristic, especially for the gels used for cell entrap-
ment [74]. The samples were submitted to constant shear stress (σ) for a period of time
t = 30 s (creep curve, Figure 10a) when a time-dependent strain γ(t) is registered. Then, the
shear stress is removed, and the recovered strain is followed until the equilibrium state is
attained (recovery curve, Figure 10a). During the creep test, γ(t) is correlated with the creep
compliance, J(t) (Figure 10b):

γ (t) = σJ(t) (3)
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The gel samples were submitted to different shear stress values below and above the
yield stress (Figure 11). During the creep test, the applied stress determines a transient
response, which includes the instantaneous elastic strain (γiel), the delayed elastic strain
(γdel), and the permanently viscous part (γvis). When the action of shear stress is stopped,
γiel is first recovered, followed by γdel, whereas γvis registered at equilibrium is irreversible
(Figure 11b). For low shear stress values (as for example 2 Pa, Figure 10a) all gels are able
to recover the entire amount of deformation, γvis = 0. However, the recovery time depends
on the sample’s ability to restore the initial structure and it decreases as the peptide content



Polymers 2023, 15, 1697 17 of 22

increases (Figure 10a). By increasing the applied shear stress to values below σo, the total
deformation increases (at t = 30 s), and the recovery time also increases (Figure 11a). The
permanent (viscous) deformation of the gels was observed for σ > σo (Figure 11b), where
the structure recovery takes a very long time.
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By applying shear stress below σo, the creep compliance J(t) decreases with increasing
shear stress; around σo, J(t) no longer respects this monotonous decrease, and it begins to
increase with the shear stress (Figure 11c), suggesting the presence of viscous flow.

When the shear stress is below σo, the curves from Figures 10a and 11a clearly illustrate
the complete recovery of strain, as for viscoelastic solids. The multiple physical interactions
established between the polyurethane and peptide, as hydrogen bonds between urethane
and amide, as well as phenolic or serine moieties, along with ionic interaction between
phosphate moieties and positively charged residue from peptide N- and C-terminus, make
these structures behave as versatile viscoelastic gels at 37 ◦C, with an ability to self-heal
and shear thinning behavior, making them suitable for injectable materials or 3D printing.

3.5. Investigation of Gel Stability at 37 ◦C in an Aqueous Environment

Considering the possibility of further development of the polyurethane/peptide-based
carrier as an injectable gel for biomedical applications, the stability in PBS at 37 ◦C, as a
function of time, was evaluated. This method evaluates the change in weight after the
incubation of the gel samples in PBS medium at body temperature, being a suggestive
factor for the assessment of swelling as well as dissolution/erosion [30,31,33,35]. Thus, the
stability profile over time is illustrated in Figure 12. This shows that all the gels are able
to dissolve in an aqueous environment after a certain period of time. After one hour of
incubation, the samples were stable and presented a maximum swelling degree of around 7,
5, 11, and 60% for M, P1, P2, and P3, respectively. Then, they progressively lost their weight
with an increase in the incubation time. The sample with the highest amount of loading
peptide (P3) was stable and still swelled up to 65% even after 2 h of incubation. After 3 h,
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the swelling degree of P3 decreases up to 25% and then a negative change in weight was
observed, suggesting that gel dissolution occurred. At 8 h of incubation until the end of
the experiment (72 h), the gels showed a progressive mass loss with increasing peptide
amount. All the samples presented a further negative change in weight data, indicating
that the dissolution had completely overcome the swelling. After 72 h of incubation, when
the experiment was stopped, the samples were freeze-dried, and the percentage of mass
loss was calculated. The remaining mass after drying was 24, 22, 11, and 6% for M, P1, P2,
and P3, respectively. Thus, the mass loss progressively increases with the loading amount
of peptide, after 8 h of incubation in PBS. Therefore, the addition of such a peptide structure
led to an increase in the swelling ability in the first 2 h of incubation in PBS at 37 ◦C for the
sample with the highest amount of peptide, followed by a large increase in mass loss up to
72 h. This could be explained by the interplay of physical interactions of various functional
groups from gel structures, especially when new polar groups (-OH, -NH-CO-) of peptide
are present. These additional groups led to the enhancement of hydrogen bond networks
with water molecules from an aqueous environment.
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4. Conclusions

In situ-forming gels are promising materials for biomedical applications, since they
provide the possibility of being used as injectable carriers due to their sol–gel transition
at a biologically relevant temperature. To this end, a polyurethane/peptide-based carrier
was developed from an amphiphilic polyurethane and a triple charged peptide. This
peptide sequence was selected because it is found in human collagen type IV, a major
component of membranes. Moreover, it is specifically from the noncollagenous domain
that confers specificity to the chain assembling. Furthermore, it could mimic the structure
and function of the natural extracellular matrix, allowing further various weak interactions
with cells. Thus, the unique molecular structure of the amphiphilic polyurethane and
the incorporation of peptide were responsible for the self-assembling in the aqueous
medium, due to a synergy of many favorable physical interactions. The presence of
peptide in the formulation determines strengthening of the inter- and intramolecular
interactions such as hydrophobic interactions, dipole-dipole, electrostatic, π–π stacking, or
hydrogen bonds, leading to enhanced chain entanglements. The mechanism of the gelation
process was evaluated through DLS, ATR-FTIR, and rheological measurements at room
and body temperatures. These investigations revealed that the addition of the peptide in
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the polyurethane solution leads to strong interactions between different macromolecular
chains, resulting in good folding and packing in the network.

The self-healing ability of the prepared gels was analyzed by performing some rheolog-
ical tests that offered information concerning the recovery of the structures after applying
high external forces. The recovery of the rheological parameters (G′, G′’) to their original
values after removing the repetitive high strain, demonstrates the reversibility and stability
of the self-healing response of the polyurethane/peptide gels. This self-healing could be
attributed to the physical network that enables the macromolecules to quickly reorganize.

In conclusion, the prepared polyurethane/peptide carrier is a versatile material with
low viscosity in sol state at room temperature, and viscoelastic properties typical to gels
at body temperature. Furthermore, this material exhibits self-healing ability and shear
thinning behavior, the required properties for injectable materials or 3D printing.

These results demonstrate that the investigated formulation presents a versatile struc-
ture and has great potential as a carrier for the targeted delivery of hydrophobic drugs or
other molecules. This study opens a wide range of possibilities for specific applications
in the area of drug delivery or tissue regeneration, where self-assembly and self-healing
mechanisms are extremely valuable attributes. Therefore, this research provides a new
pathway in the development of tailored medical devices for minimally invasive procedures
or precision medicine.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/polym15071697/s1, Figure S1: Variation of viscoelastic moduli
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Author Contributions: Conceptualization, L.M.G. and M.B.; methodology, A.L. and V.R.G.; in-
vestigation, L.M.G., M.B., A.L. and V.R.G.; writing—original draft preparation, L.M.G. and M.B.;
writing—review and editing, L.M.G., M.B. and V.R.G. All authors have read and agreed to the
published version of the manuscript.

Funding: This research received no external funding.

Institutional Review Board Statement: Not applicable.

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

Acknowledgments: The authors would like to thank O. Petreus for providing the PC compound and
M. Avadanei and B. Cretu for ATR-FTIR and DLS measurements.

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

References
1. Huang, H.-J.; Tsai, Y.-L.; Lin, S.-H.; Hsu, S. Smart polymers for cell therapy and precision medicine. J. Biomed. Sci. 2019, 26, 73.

[CrossRef] [PubMed]
2. Alarcón, C.d.l.H.; Pennadam, S.; Alexander, C. Stimuli responsive polymers for biomedical applications. Chem. Soc. Rev. 2005,

34, 276–285. [CrossRef] [PubMed]
3. Cabane, E.; Zhang, X.; Langowska, K.; Palivan, C.G.; Meier, W. Stimuli-Responsive Polymers and Their Applications in

Nanomedicine. Biointerphases 2012, 7, 9. [CrossRef]
4. Rumon, M.M.H.; Akib, A.A.; Sultana, F.; Moniruzzaman, M.; Niloy, M.S.; Shakil, M.S.; Roy, C.K. Self-Healing Hydrogels:

Development, Biomedical Applications, and Challenges. Polymers 2022, 14, 4539. [CrossRef]
5. Pathan, N.; Shende, P. Strategic conceptualization and potential of self-healing polymers in biomedical field. Mater. Sci. Eng. C

2021, 125, 112099. [CrossRef]
6. Bertsch, P.; Diba, M.; Mooney, D.J.; Leeuwenburgh, S.C.G. Self-Healing Injectable Hydrogels for Tissue Regeneration. Chem. Rev.

2023, 123, 834–873. [CrossRef] [PubMed]
7. Zhao, X.; Chen, X.; Yuk, H.; Lin, S.; Liu, X.; Parada, G. Soft Materials by Design: Unconventional Polymer Networks Give Extreme

Properties. Chem. Rev. 2021, 121, 4309–4372. [CrossRef]
8. Ye, E.; Chee, P.L.; Prasad, A.; Fang, X.; Owh, C.; Yeo, V.J.J.; Loh, X.J. Supramolecular soft biomaterials for biomedical applications.

Mater. Today 2014, 17, 194–202. [CrossRef]
9. Kausar, A. Polyurethane Composite Foams in High-Performance Applications: A Review. Polym. Plast. Technol. Eng. 2018,

57, 346–369. [CrossRef]

https://www.mdpi.com/article/10.3390/polym15071697/s1
https://www.mdpi.com/article/10.3390/polym15071697/s1
http://doi.org/10.1186/s12929-019-0571-4
http://www.ncbi.nlm.nih.gov/pubmed/31623607
http://doi.org/10.1039/B406727D
http://www.ncbi.nlm.nih.gov/pubmed/15726163
http://doi.org/10.1007/s13758-011-0009-3
http://doi.org/10.3390/polym14214539
http://doi.org/10.1016/j.msec.2021.112099
http://doi.org/10.1021/acs.chemrev.2c00179
http://www.ncbi.nlm.nih.gov/pubmed/35930422
http://doi.org/10.1021/acs.chemrev.0c01088
http://doi.org/10.1016/j.mattod.2014.04.004
http://doi.org/10.1080/03602559.2017.1329433


Polymers 2023, 15, 1697 20 of 22

10. Mohanty, S.R.; Mohanty, S.; Nayak, S.K.; Samal, S.K. Synthesis and evaluation of novel acrylic and ester-based polyols for
transparent polyurethane coating applications. Mater. Today Commun. 2021, 27, 102228. [CrossRef]

11. Chen, A.T.; Wojcik, R.T. Polyurethane coatings for metal and plastic substrates. Met. Finish. 2010, 108, 108–121. [CrossRef]
12. Chattopadhyay, D.K.; Raju, K.V.S.N. Structural engineering of polyurethane coatings for high performance applications. Prog.

Polym. Sci. 2007, 32, 352–418. [CrossRef]
13. Akindoyo, J.O.; Beg, M.D.H.; Ghazali, S.; Islam, M.R.; Jeyaratnam, N.; Yuvaraj, A.R. Polyurethane types, synthesis and

applications—A review. RSC Adv. 2016, 6, 114453–114482. [CrossRef]
14. Zhao, W.; Li, M.; Peng, H.-X. Functionalized MWNT-Doped Thermoplastic Polyurethane Nanocomposites for Aerospace Coating

Applications. Macromol. Mater. Eng. 2010, 295, 838–845. [CrossRef]
15. Engels, H.-W.; Pirkl, H.-G.; Albers, R.; Albach, R.W.; Krause, J.; Hoffmann, A.; Casselmann, H.; Dormish, J. Polyurethanes:

Versatile Materials and Sustainable Problem Solvers for Today’s Challenges. Angew. Chem. Int. Ed. 2013, 52, 9422–9441. [CrossRef]
[PubMed]

16. Das, A.; Mahanwar, P. A brief discussion on advances in polyurethane applications. Adv. Ind. Eng. Polym. Res. 2020, 3, 93–101.
[CrossRef]

17. Davies, P.; Evrard, G. Accelerated ageing of polyurethanes for marine applications. Polym. Degrad. Stab. 2007, 92, 1455–1464.
[CrossRef]

18. Joseph, J.; Patel, R.M.; Wenham, A.; Smith, J.R. Biomedical applications of polyurethane materials and coatings. Trans. IMF 2018,
96, 121–129. [CrossRef]

19. Wendels, S.; Avérous, L. Biobased polyurethanes for biomedical applications. Bioact. Mater. 2021, 6, 1083–1106. [CrossRef]
20. Lowinger, M.; Barrett, S.; Zhang, F.; Williams, R. Sustained Release Drug Delivery Applications of Polyurethanes. Pharmaceutics

2018, 10, 55. [CrossRef]
21. Gradinaru, L.M.; Barbalata Mandru, M.; Drobota, M.; Aflori, M.; Butnaru, M.; Spiridon, M.; Doroftei, F.; Aradoaei, M.; Ciobanu,

R.C.; Vlad, S. Composite Materials Based on Iron Oxide Nanoparticles and Polyurethane for Improving the Quality of MRI.
Polymers 2021, 13, 4316. [CrossRef]

22. Gradinaru, L.; Ciobanu, C.; Vlad, S.; Bercea, M.; Popa, M. Synthesis and rheology of thermoreversible polyurethane hydrogels.
Open Chem. 2012, 10, 1859–1866. [CrossRef]

23. Vlad, S.; Tanase, C.; Macocinschi, D.; Ciobanu, C.; Balaes, T.; Filip, D.; Gostin, I.N.; Gradinaru, L.M. Antifungal behaviour of
polyurethane membranes with zinc oxide nanoparticles. Dig. J. Nanomater. Biostruct. 2012, 7, 51–58.

24. Cook, M.T.; Haddow, P.; Kirton, S.B.; McAuley, W.J. Polymers Exhibiting Lower Critical Solution Temperatures as a Route to
Thermoreversible Gelators for Healthcare. Adv. Funct. Mater. 2021, 31, 2008123. [CrossRef]

25. Yu, J.; Qiu, H.; Yin, S.; Wang, H.; Li, Y. Polymeric Drug Delivery System Based on Pluronics for Cancer Treatment. Molecules 2021,
26, 3610. [CrossRef]

26. Akash, M.S.H.; Rehman, K. Recent progress in biomedical applications of Pluronic (PF127): Pharmaceutical perspectives. J. Control.
Release 2015, 209, 120–138. [CrossRef] [PubMed]

27. Russo, E.; Villa, C. Poloxamer Hydrogels for Biomedical Applications. Pharmaceutics 2019, 11, 671. [CrossRef] [PubMed]
28. Pitto-Barry, A.; Barry, N.P.E. Pluronic® block-copolymers in medicine: From chemical and biological versatility to rationalisation

and clinical advances. Polym. Chem. 2014, 5, 3291–3297. [CrossRef]
29. Zarrintaj, P.; Ramsey, J.D.; Samadi, A.; Atoufi, Z.; Yazdi, M.K.; Ganjali, M.R.; Amirabad, L.M.; Zangene, E.; Farokhi, M.; Formela,

K.; et al. Poloxamer: A versatile tri-block copolymer for biomedical applications. Acta Biomater. 2020, 110, 37–67. [CrossRef]
30. Boffito, M.; Grivet Brancot, A.; Lima, O.; Bronco, S.; Sartori, S.; Ciardelli, G. Injectable thermosensitive gels for the localized and

controlled delivery of biomolecules in tissue engineering/regenerative medicine. Biomed. Sci. Eng. 2019, 3, 1–29. [CrossRef]
31. Boffito, M.; Gioffredi, E.; Chiono, V.; Calzone, S.; Ranzato, E.; Martinotti, S.; Ciardelli, G. Novel polyurethane-based thermosensi-

tive hydrogels as drug release and tissue engineering platforms: Design and in vitro characterization. Polym. Int. 2016, 65, 756–769.
[CrossRef]

32. Colucci, F.; Mancini, V.; Mattu, C.; Boffito, M. Designing Multifunctional Devices for Regenerative Pharmacology Based on 3D
Scaffolds, Drug-Loaded Nanoparticles, and Thermosensitive Hydrogels: A Proof-of-Concept Study. Pharmaceutics 2021, 13, 464.
[CrossRef] [PubMed]

33. Laurano, R.; Abrami, M.; Grassi, M.; Ciardelli, G.; Boffito, M.; Chiono, V. Using Poloxamer® 407 as Building Block of Amphiphilic
Poly(ether urethane)s: Effect of its Molecular Weight Distribution on Thermo-Sensitive Hydrogel Performances in the Perspective
of Their Biomedical Application. Front. Mater. 2020, 7, 594515. [CrossRef]

34. Bonilla-Hernández, M.; Zapata-Catzin, G.A.; Castillo-Cruz, O.d.J.; Vargas-Coronado, R.F.; Cervantes-Uc, J.M.; Xool-Tamayo, J.F.;
Borges-Argaez, R.; Hernández-Baltazar, E.; Cauich-Rodríguez, J.V. Synthesis and characterization of metformin-pluronic based
polyurethanes for controlled drug delivery. Int. J. Polym. Mater. Polym. Biomater. 2021, 70, 656–667. [CrossRef]

35. Loh, X.J.; Gan, H.X.; Wang, H.; Tan, S.J.E.; Neoh, K.Y.; Jean Tan, S.S.; Diong, H.F.; Kim, J.J.; Sharon Lee, W.L.; Fang, X.; et al. New
thermogelling poly(ether carbonate urethane)s based on pluronics F127 and poly(polytetrahydrofuran carbonate). J. Appl. Polym.
Sci. 2014, 131, 39924. [CrossRef]

36. Almasian, A.; Najafi, F.; Eftekhari, M.; Shams Ardekani, M.R.; Sharifzadeh, M.; Khanavi, M. Preparation of Polyurethane/Pluronic
F127 Nanofibers Containing Peppermint Extract Loaded Gelatin Nanoparticles for Diabetic Wounds Healing: Characterization,
In Vitro, and In Vivo Studies. Evid.-Based Complement. Altern. Med. 2021, 2021, 6646702. [CrossRef] [PubMed]

http://doi.org/10.1016/j.mtcomm.2021.102228
http://doi.org/10.1016/S0026-0576(10)80220-X
http://doi.org/10.1016/j.progpolymsci.2006.05.003
http://doi.org/10.1039/C6RA14525F
http://doi.org/10.1002/mame.201000080
http://doi.org/10.1002/anie.201302766
http://www.ncbi.nlm.nih.gov/pubmed/23893938
http://doi.org/10.1016/j.aiepr.2020.07.002
http://doi.org/10.1016/j.polymdegradstab.2007.05.016
http://doi.org/10.1080/00202967.2018.1450209
http://doi.org/10.1016/j.bioactmat.2020.10.002
http://doi.org/10.3390/pharmaceutics10020055
http://doi.org/10.3390/polym13244316
http://doi.org/10.2478/s11532-012-0100-8
http://doi.org/10.1002/adfm.202008123
http://doi.org/10.3390/molecules26123610
http://doi.org/10.1016/j.jconrel.2015.04.032
http://www.ncbi.nlm.nih.gov/pubmed/25921088
http://doi.org/10.3390/pharmaceutics11120671
http://www.ncbi.nlm.nih.gov/pubmed/31835628
http://doi.org/10.1039/C4PY00039K
http://doi.org/10.1016/j.actbio.2020.04.028
http://doi.org/10.4081/bse.2019.67
http://doi.org/10.1002/pi.5080
http://doi.org/10.3390/pharmaceutics13040464
http://www.ncbi.nlm.nih.gov/pubmed/33808138
http://doi.org/10.3389/fmats.2020.594515
http://doi.org/10.1080/00914037.2020.1740996
http://doi.org/10.1002/app.39924
http://doi.org/10.1155/2021/6646702
http://www.ncbi.nlm.nih.gov/pubmed/34093721


Polymers 2023, 15, 1697 21 of 22

37. Volkmer, E.; Leicht, U.; Moritz, M.; Schwarz, C.; Wiese, H.; Milz, S.; Matthias, P.; Schloegl, W.; Friess, W.; Goettlinger, M.; et al.
Poloxamer-based hydrogels hardening at body core temperature as carriers for cell based therapies: In vitro and in vivo analysis.
J. Mater. Sci. Mater. Med. 2013, 24, 2223–2234. [CrossRef] [PubMed]

38. Gradinaru, L.M.; Ciobanu, C.; Vlad, S.; Bercea, M.; Popa, M. Thermoreversible Poly(isopropyl lactate diol)-Based Polyurethane
Hydrogels: Effect of Isocyanate on Some Physical Properties. Ind. Eng. Chem. Res. 2012, 51, 12344–12354. [CrossRef]

39. Ciobanu, C.; Gradinaru, L.M.; Drobota, M.; Quaini, F.; Falco, A.; Frati, C.; Graiani, G.; Madeddu, D.; Lagrasta, C.; Vlad, S.; et al.
Injectable Thermoreversible Hydrogels Based on Amphiphilic Polyurethanes: Structure-Property Correlations. J. Hydrogels 2015,
1, 12–25. [CrossRef]

40. Ciobanu, C.; Gradinaru, L.M.; Drobota, M.; Vlad, S.; Bercea, M.; Popa, M. Influence of Diisocyanate Structure on Properties of
Some Thermoreversible Polyurethane Hydrogels. J. Hydrogels 2015, 1, 41–49. [CrossRef]

41. Gradinaru, L.M.; Ciobanu, C.; Vlad, S.; Bercea, M. Rheological investigation of thermoreversible polyurethane hydrogels. Rev.
Roum. Chim. 2016, 61, 411–417.

42. Dietzen, D.J. Amino Acids, Peptides, and Proteins. In Principles and Applications of Molecular Diagnostics; Elsevier: Amsterdam,
The Netherlands, 2018; pp. 345–380, ISBN 9780128160619.

43. Golinska, M.D.; Włodarczyk-Biegun, M.K.; Werten, M.W.T.; Stuart, M.A.C.; de Wolf, F.A.; de Vries, R. Dilute Self-Healing
Hydrogels of Silk-Collagen-Like Block Copolypeptides at Neutral pH. Biomacromolecules 2014, 15, 699–706. [CrossRef]

44. Mocanu, C.S.; Petre, B.A.; Darie-Ion, L.; Drochioiu, G.; Niculaua, M.; Stoica, I.; Homocianu, M.; Nita, L.E.; Gradinaru, V.R.
Structural Characterization of a New Collagen Biomimetic Octapeptide with Nanoscale Self-Assembly Potential: Experimental
and Theoretical Approaches. Chempluschem 2022, 87, e202100462. [CrossRef]

45. Munteanu, I.G.; Grădinaru, V.R.; Apetrei, C. Sensitive Detection of Rosmarinic Acid Using Peptide-Modified Graphene Oxide
Screen-Printed Carbon Electrode. Nanomaterials 2022, 12, 3292. [CrossRef]

46. Li, Y.; Qin, M.; Cao, Y.; Wang, W. Designing the mechanical properties of peptide-based supramolecular hydrogels for biomedical
applications. Sci. China Phys. Mech. Astron. 2014, 57, 849–858. [CrossRef]

47. Jain, R.; Roy, S. Designing a bioactive scaffold from coassembled collagen–laminin short peptide hydrogels for controlling cell
behaviour. RSC Adv. 2019, 9, 38745–38759. [CrossRef] [PubMed]

48. Lee, C.H.; Singla, A.; Lee, Y. Biomedical applications of collagen. Int. J. Pharm. 2001, 221, 1–22. [CrossRef]
49. Rezvani Ghomi, E.; Nourbakhsh, N.; Akbari Kenari, M.; Zare, M.; Ramakrishna, S. Collagen-based biomaterials for biomedical

applications. J. Biomed. Mater. Res. Part B Appl. Biomater. 2021, 109, 1986–1999. [CrossRef]
50. Benhardt, H.; Sears, N.; Touchet, T.; Cosgriff-Hernandez, E. Synthesis of Collagenase-Sensitive Polyureas for Ligament Tissue

Engineering. Macromol. Biosci. 2011, 11, 1020–1030. [CrossRef]
51. Aluri, R.; Jayakannan, M. Development of Tyrosine-Based Enzyme-Responsive Amphiphilic Poly(ester-urethane) Nanocarriers

for Multiple Drug Delivery to Cancer Cells. Biomacromolecules 2017, 18, 189–200. [CrossRef]
52. Ding, X.; Chin, W.; Lee, C.N.; Hedrick, J.L.; Yang, Y.Y. Peptide-Functionalized Polyurethane Coatings Prepared via Grafting-To

Strategy to Selectively Promote Endothelialization. Adv. Healthc. Mater. 2018, 7, 1700944. [CrossRef]
53. Mandru, M.; Bercea, M.; Gradinaru, L.M.; Ciobanu, C.; Drobota, M.; Vlad, S.; Albulescu, R. Polyurethane/poly(vinyl alcohol)

hydrogels: Preparation, characterization and drug delivery. Eur. Polym. J. 2019, 118, 137–145. [CrossRef]
54. Hebling, J.; Bianchi, L.; Basso, F.G.; Scheffel, D.L.; Soares, D.G.; Carrilho, M.R.O.; Pashley, D.H.; Tjäderhane, L.; de Souza Costa,

C.A. Cytotoxicity of dimethyl sulfoxide (DMSO) in direct contact with odontoblast-like cells. Dent. Mater. 2015, 31, 399–405.
[CrossRef]

55. de Abreu Costa, L.; Henrique Fernandes Ottoni, M.; dos Santos, M.; Meireles, A.; Gomes de Almeida, V.; de Fátima Pereira,
W.; Alves de Avelar-Freitas, B.; Eustáquio Alvim Brito-Melo, G. Dimethyl Sulfoxide (DMSO) Decreases Cell Proliferation and
TNF-α, IFN-γ, and IL-2 Cytokines Production in Cultures of Peripheral Blood Lymphocytes. Molecules 2017, 22, 1789. [CrossRef]
[PubMed]

56. Brockbank, K.G. Removal of Potentially Cytotoxic DMSO from Cell Therapy Cryopreservation Formulations. MOJ Cell Sci. Rep.
2016, 3, 119–120. [CrossRef]

57. Nita, L.E.; Chiriac, A.; Bercea, M.; Wolf, B.A. Synergistic behavior of poly(aspartic acid) and Pluronic F127 in aqueous solution as
studied by viscometry and dynamic light scattering. Colloids Surf. B Biointerfaces 2013, 103, 544–549. [CrossRef] [PubMed]

58. Touchet, T.J.; Cosgriff-Hernandez, E.M. Hierarchal structure–property relationships of segmented polyurethanes. In Advances in
Polyurethane Biomaterials; Elsevier: Amsterdam, The Netherlands, 2016; pp. 3–22, ISBN 9780081006221.

59. Pandya, H.; Mahanwar, P. Fundamental insight into anionic aqueous polyurethane dispersions. Adv. Ind. Eng. Polym. Res. 2020,
3, 102–110. [CrossRef]

60. Aikawa, T.; Yokota, K.; Kondo, T.; Yuasa, M. Intermolecular Interaction between Phosphatidylcholine and Sulfobetaine Lipid: A
Combination of Lipids with Antiparallel Arranged Headgroup Charge. Langmuir 2016, 32, 10483–10490. [CrossRef]

61. Zhang, F.; Hu, C.; Kong, Q.; Luo, R.; Wang, Y. Peptide-/Drug-Directed Self-Assembly of Hybrid Polyurethane Hydrogels for
Wound Healing. ACS Appl. Mater. Interfaces 2019, 11, 37147–37155. [CrossRef]

62. Zheng, J.; Shen, T.; Ma, J.; Liang, L.; Lu, M. Physicochemical studies on micelle formation of amphiphilic polyurethane in aqueous
solution. Chem. Phys. Lett. 2011, 502, 211–216. [CrossRef]

63. Zhang, C.; Ren, Z.; Yin, Z.; Qian, H.; Ma, D. Amide II and Amide III Bands in Polyurethane Model Soft and Hard Segments.
Polym. Bull. 2008, 60, 97–101. [CrossRef]

http://doi.org/10.1007/s10856-013-4966-6
http://www.ncbi.nlm.nih.gov/pubmed/23712537
http://doi.org/10.1021/ie301690e
http://doi.org/10.1166/jh.2015.1004
http://doi.org/10.1166/jh.2015.1011
http://doi.org/10.1021/bm401682n
http://doi.org/10.1002/cplu.202100462
http://doi.org/10.3390/nano12193292
http://doi.org/10.1007/s11433-014-5427-z
http://doi.org/10.1039/C9RA07454F
http://www.ncbi.nlm.nih.gov/pubmed/35540202
http://doi.org/10.1016/S0378-5173(01)00691-3
http://doi.org/10.1002/jbm.b.34881
http://doi.org/10.1002/mabi.201100063
http://doi.org/10.1021/acs.biomac.6b01476
http://doi.org/10.1002/adhm.201700944
http://doi.org/10.1016/j.eurpolymj.2019.05.049
http://doi.org/10.1016/j.dental.2015.01.007
http://doi.org/10.3390/molecules22111789
http://www.ncbi.nlm.nih.gov/pubmed/29125561
http://doi.org/10.15406/mojcsr.2016.03.00067
http://doi.org/10.1016/j.colsurfb.2012.10.054
http://www.ncbi.nlm.nih.gov/pubmed/23261578
http://doi.org/10.1016/j.aiepr.2020.07.003
http://doi.org/10.1021/acs.langmuir.6b02563
http://doi.org/10.1021/acsami.9b13708
http://doi.org/10.1016/j.cplett.2010.12.052
http://doi.org/10.1007/s00289-007-0837-y


Polymers 2023, 15, 1697 22 of 22

64. Li, Y.-J.; Nakamura, N.; Wang, Y.-F.; Kodama, M.; Nakaya, T. Synthesis and Hemocompatibilities of New Segmented Polyurethanes
and Poly(urethane urea)s with Poly(butadiene) and Phosphatidylcholine Analogues in the Main Chains and Long-Chain Alkyl
Groups in the Side Chains. Chem. Mater. 1997, 9, 1570–1577. [CrossRef]

65. Zhang, X.; Tan, D.; Li, J.; Tan, H.; Fu, Q. Synthesis and hemocompatibity evaluation of segmented polyurethane end-capped with
both a fluorine tail and phosphatidylcholine polar headgroups. Biofouling 2011, 27, 919–930. [CrossRef] [PubMed]

66. Nakaya, T.; Li, Y. Recent progress of phospholipid polymers. Des. Monomers Polym. 2003, 6, 309–351. [CrossRef]
67. Danaei, M.; Dehghankhold, M.; Ataei, S.; Hasanzadeh Davarani, F.; Javanmard, R.; Dokhani, A.; Khorasani, S.; Mozafari, M.

Impact of Particle Size and Polydispersity Index on the Clinical Applications of Lipidic Nanocarrier Systems. Pharmaceutics 2018,
10, 57. [CrossRef] [PubMed]

68. Chiriac, A.P.; Ghilan, A.; Serban, A.; Macsim, A.; Bargan, A.; Doroftei, F.; Chiriac, V.M.; Nita, L.E.; Rusu, A.G.; Sandu, A.
Preparation of an Antioxidant Assembly Based on a Copolymacrolactone Structure and Erythritol following an Eco-Friendly
Strategy. Antioxidants 2022, 11, 2471. [CrossRef]

69. Luo, H.; Jiang, K.; Liang, X.; Liu, H.; Li, Y. Small molecule-mediated self-assembly behaviors of Pluronic block copolymers in
aqueous solution: Impact of hydrogen bonding on the morphological transition of Pluronic micelles. Soft Matter 2020, 16, 142–151.
[CrossRef]

70. Nambam, J.S.; Philip, J. Effects of Interaction of Ionic and Nonionic Surfactants on Self-Assembly of PEO–PPO–PEO Triblock
Copolymer in Aqueous Solution. J. Phys. Chem. B 2012, 116, 1499–1507. [CrossRef]

71. Hirashima, Y.; Sato, H.; Suzuki, A. ATR-FTIR Spectroscopic Study on Hydrogen Bonding of Poly(N-isopropylacrylamide-co-
sodium acrylate) Gel. Macromolecules 2005, 38, 9280–9286. [CrossRef]

72. Dinkgreve, M.; Paredes, J.; Denn, M.M.; Bonn, D. On different ways of measuring “the” yield stress. J. Nonnewton. Fluid Mech.
2016, 238, 233–241. [CrossRef]

73. Lee, W.-J.; Oh, H.-G.; Cha, S.-H. A Brief Review of Self-Healing Polyurethane Based on Dynamic Chemistry. Macromol. Res. 2021,
29, 649–664. [CrossRef]

74. Strandman, S.; Zhu, X.X. Self-Healing Supramolecular Hydrogels Based on Reversible Physical Interactions. Gels 2016, 2, 16.
[CrossRef] [PubMed]

75. Habib, M.A.; Khoda, B. Rheological analysis of bio-ink for 3D bio-printing processes. J. Manuf. Process. 2022, 76, 708–718.
[CrossRef]

76. Hsiao, S.-H.; Hsu, S. Synthesis and Characterization of Dual Stimuli-Sensitive Biodegradable Polyurethane Soft Hydrogels for 3D
Cell-Laden Bioprinting. ACS Appl. Mater. Interfaces 2018, 10, 29273–29287. [CrossRef]

77. Malekpour, A.; Chen, X. Printability and Cell Viability in Extrusion-Based Bioprinting from Experimental, Computational, and
Machine Learning Views. J. Funct. Biomater. 2022, 13, 40. [CrossRef]

78. Shi, J.; Wu, B.; Li, S.; Song, J.; Song, B.; Lu, W.F. Shear stress analysis and its effects on cell viability and cell proliferation in
drop-on-demand bioprinting. Biomed. Phys. Eng. Express 2018, 4, 045028. [CrossRef]

79. Ishida-Ishihara, S.; Takada, R.; Furusawa, K.; Ishihara, S.; Haga, H. Improvement of the cell viability of hepatocytes cultured in
three-dimensional collagen gels using pump-free perfusion driven by water level difference. Sci. Rep. 2022, 12, 20269. [CrossRef]
[PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

http://doi.org/10.1021/cm960615o
http://doi.org/10.1080/08927014.2011.615926
http://www.ncbi.nlm.nih.gov/pubmed/21895550
http://doi.org/10.1163/156855503771816813
http://doi.org/10.3390/pharmaceutics10020057
http://www.ncbi.nlm.nih.gov/pubmed/29783687
http://doi.org/10.3390/antiox11122471
http://doi.org/10.1039/C9SM01644A
http://doi.org/10.1021/jp208902a
http://doi.org/10.1021/ma051081s
http://doi.org/10.1016/j.jnnfm.2016.11.001
http://doi.org/10.1007/s13233-021-9088-2
http://doi.org/10.3390/gels2020016
http://www.ncbi.nlm.nih.gov/pubmed/30674148
http://doi.org/10.1016/j.jmapro.2022.02.048
http://doi.org/10.1021/acsami.8b08362
http://doi.org/10.3390/jfb13020040
http://doi.org/10.1088/2057-1976/aac946
http://doi.org/10.1038/s41598-022-24423-y
http://www.ncbi.nlm.nih.gov/pubmed/36434099

	Introduction 
	Materials and Methods 
	Materials 
	Synthesis of Amphiphilic Polyurethane 
	Preparation of Polyurethane/Peptide-Based Carriers 
	Characterization Methods 
	Attenuated Total Reflectance-Fourier Transform Infrared (ATR-FTIR) Spectroscopy 
	Dynamic Light Scattering (DLS) Measurements 
	Rheological Investigations 
	Gel Permeation Chromatography (GPC) 

	Investigation of Gel Stability 
	Statistical Analysis 

	Results and Discussion 
	Synthesis and Characterization of Amphiphilic Polyurethane 
	Development of Gels Based on APU and Peptide 
	Study of the Gelation Process 
	DLS Investigations 
	ATR-FTIR Spectroscopy Analysis 
	Rheological Behavior 

	Self-Healing Behavior of Gels Illustrated in Different Rheological Tests 
	Investigation of Gel Stability at 37 C in an Aqueous Environment 

	Conclusions 
	References

