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Abstract: One of the main branches of regenerative medicine is biomaterials research, which is
designed to develop and study materials for regenerative therapies, controlled drug delivery systems,
wound dressings, etc. Research is continually being conducted to find biomaterials—especially
polymers—with better biocompatibility, broader modification possibilities and better application
properties. This study describes a potential biomaterial, poly(1,4-butanediol citrate). The gelation
time of poly(1,4-butanediol citrate) was estimated. Based on this, the limiting reaction time and
temperature were determined to avoid gelling of the reaction mixture. Experiments with different
process conditions were carried out, and the products were characterised through NMR spectra
analysis. Using statistical methods, the functions were defined, describing the dependence of
the degree of esterification of the acid groups on the following process parameters: temperature
and COOH/OH group ratio. Polymer films from the synthesised polyester were prepared and
characterised. The main focus was assessing the initial biocompatibility of the materials.

Keywords: poly(1,4-butanediol citrate); biomaterials; polyesters; optimisation; polymer films; cytotoxicity

1. Introduction

Biomaterials constitute a specific group of materials that vary in their chemical compo-
sition and properties, but have one main feature in common: safety for use in the human
body. It allows them to serve as fillers or substitutes for tissues and organs. There are three
main groups of biomaterials: ceramic, metallic and polymeric [1-5].

In tissue engineering, biomaterials are used to produce cell scaffolds, an artificial
replacement of the extracellular matrix in the regenerating tissue. The choice of material
depends on the type of tissue to be regenerated. Ceramic materials are used for bone tissue
reconstruction as they have good biocompatibility [3,4,6,7]. The applicability of bioceramics
in tissue engineering is nonetheless narrowed as there are difficulties in shaping them for
implantation due to their non-flexibility, rigidity, as well as the hardness and brittleness
of the surface [6]. Metallic materials are used primarily in dentistry and orthopaedics,
mainly titanium, chromium, cobalt and magnesium or their alloys. Cellular scaffolds
made of titanium are mechanically strong and resistant to prolonged stress and corrosion.
A limitation of using metallic materials is the possibility of an allergic reaction [8-10].
Polymers are the most common materials for cellular scaffolds [4,6,11-16].

Polymeric materials have found extensive applications in tissue engineering due to the
wide variety of physio-chemical and mechanical modification possibilities. In order to be
used for medical purposes, they must meet specific criteria [6]. In the case of biodegradable
polymers, aside from them being biocompatible, it is necessary that their degradation
products are non-toxic and, in addition, bioresorbable—i.e., metabolisable by the organism.
Additionally, the degradation time of the material should be as close as possible to that
of the regeneration process. The mechanical properties of the degradable material should
change according to the course of the tissue reconstruction process. Materials for external
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applications should be insensitive to cleaning and antiseptic substances. Polymers will
have different physical and mechanical property requirements depending on the type of
tissue to be regenerated [11,17-22].

One of the limitations of using natural polymers is the risk of contamination by
microorganisms, such as fungi or bacteria. In addition, due to their zoonotic origin,
they can cause an allergic reaction in humans [17]. On the contrary, synthetic polymers
have a consistent composition and are easier to process into scaffolds. An important
group of materials is polyesters; among which, poly(diols citrates) have recently gained
importance [23-29].

Citric acid is a readily available, cheap and non-toxic compound that plays an essential
role in the metabolism of cells in living organisms—its ionised form is an intermediate in
the Krebs cycle. The multi-functionality of the citric acid molecule (i.e., three carboxyl and
one hydroxyl group) is an important asset. Firstly, it can react with diol monomers in a
polycondensation reaction. The synthesis does not require a catalyst. Secondly, unreacted
side groups in the prepolymer can later be used for crosslinking the polymer chain or for
surface modification of the material [29]. An important aspect of the design of citrate-based
biomaterials is the choice of dihydroxyl alcohol, which affects the product’s properties.
Studies have shown that in the group of diols containing 4-12 carbon atoms in the aliphatic
chain, the longer the aliphatic chain increases, the more flexible the material. In the case
of diols with 12-16 carbon atoms in the chain, it is possible to obtain a material exhibiting
shape memory [27,29,30].

The majority of research to date has focused on poly(1,8-octanediol citrate) (POC).
POC-based materials show hemocompatibility and reduce the risk of thrombus formation
compared to the commonly used polymers [24,29,31-33]. This work covers the synthesis of
poly(1,4-butanediol citrate), its mathematical description and the preparation and testing
of polymer films. After further research and functional modifications, such films could be
used, for example, as dressings or cell culture media.

2. Results and Discussion

The main objective of this study was to carry out the synthesis of poly(1,4-butanediol
citrate) from citric acid and 1,4-butanediol in the presence of a PTSA catalyst (Figure 1) and
to determine its optimum conditions at varying temperatures and COOH/OH ratios. The
output variable is the degree of esterification of the carboxyl groups of citric acid. Due to
differences in the reactivity of the acid groups resulting from their position in the molecule,
steric hindrance and the different ordering of the carbon atoms, they were referred to as
-C(O)O-H and B-C(O)O-H groups, as shown in Figure 1.
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Figure 1. The synthesis of poly(1,4-butanediol citrate); x-C(O)O-H and B-C(O)O-H groups
are marked.

In the structure of citric acid, there is one hydroxyl group, in addition to the
three carboxyl groups. For this reason, the homopolycondensation or dehydration of
citric acid to aconitic acid is possible (Figure 2). In the studies described herein, the con-
version of the OH group is assumed to be negligible. Its influence is neglected in all
calculations due to its location and high steric hindrance. This group is more difficult to
access than the OH groups in the diol, which will be more easily esterified.
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Figure 2. Aconitic acid.

The conditions under which the maximum degree of esterification of the carboxyl
groups is obtained without gelling the reaction mixture were considered the optimal point
of synthesis. Based on preliminary studies, the temperature and time limits for the synthesis
of poly(1,4-butanediol citrate) from citric acid and 1,4-butanediol were determined. A fixed
reaction running time of 50 min was established. Reactions were carried out in the presence
of a PTSA catalyst, the addition of which was constant and always counted as 1% of the
weight of the citric acid.

2.1. Spectral Analysis of the Products

The infrared spectroscopy spectrum of the chosen synthesis product was measured
(COOH/OH molar ratio was 1.0). Characteristic bands were marked to confirm the suc-
cessful formation of polyester (Figure 3).
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Figure 3. FTIR spectrum of selected poly(1,4-butanediol citrate) sample.

The obtained spectrum shows:

e  amid-intensity broad band around 3500 cm~! (A) originating from an O-H bond in the
terminal groups of the oligomer chains (diol fragments) and the free hydroxyl group
in the acid; the broadening of the band occurs due to the presence of hydrogen bonds;

e aband at about 2950 cm~! (B) due to the stretching vibrations in C-H bonds of the
aliphatic groups;

e anarrow band of high intensity near 1715 cm~! (C) originating from the carbonyl
group in ester; the right-side-broadening of the band results from incomplete
acid conversion;

e  two strong bands around 1175 and 1115 cm~! (D and E) of the C-O stretching vibra-
tions of the ester.

From the included spectrum, no dehydration reaction leading to the formation of
aconitic acid from citric acid is observed. Characteristic bands at a wavenumber of approx-
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imately 1600 cm ™! originating from the double C=C bond in the aconitic acid structure
are absent. It can be further concluded that the addition of the PTSA catalyst does not
noticeably accelerate the dehydration reaction.

Nonetheless, detecting a C=C bond band on the FTIR spectrum may be hampered by
the presence of a stretching vibration band of the carbonyl group at similar wavenumber
values. The absence of aconitic acid in the sample was further confirmed by the 3C NMR
spectrum (Figure 4). No signal characteristic of the presence of double C=C bonds was
observed on the spectrum.

B B-C(O)O-H
B-C(0)O-R E
A a-C(0)0-H no signal
a-C(0)O-R C=C area D C
e Sxe
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Figure 4. 3C-NOE NMR spectrum of selected poly(1,4-butanediol citrate) sample.

Indeed, one should be aware that there is a high possibility of the formation of small,
hardly detectable amounts of aconitic acid or other by-products. Additionally, given the
colourless form of the obtained polyester samples, the presence of a large quantity of
chromophore groups can be excluded; thus, the content of by-products can be considered
to be negligibly small.

2.2. Mathematical Modelling of the Synthesis

The design of the experiment’s method was used to model the synthesis. A factorial
plan 22 was extended by centre and star points, resulting in a plan of 12 experiments. The
experiments were carried out in random order to avoid systematic errors. Table 1 shows
the area of the experiment, including the variables’ coding.

Table 1. Values of the input variables in the experiment area.

Variable —1.41 —1.00 0.00 +1.00 +1.41
temperature [°C] 116 120 130 140 144
COOH/OH ratio [mol/mol] 0.3 0.5 1.0 1.5 1.7

Calculations were performed using the StatSoft Statistica software (ver. 13.3.721.0).
The functions were determined, describing the dependence of the degree of esterification
of the acid groups (distinguishing «-C(O)O-H and 3-C(O)O-H) on the process parameters:
temperature (x;) and COOH/OH ratio (x;). The regression equations are presented for
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the input variables in coded form and include only statistically significant parameters
(p =0.05). Xy, Xp and Xcoon denote the esterification degree of a-C(O)O-H, 3-C(O)O-H
and the overall COOH groups, respectively.

X, = 0.504 + 0.128x; — 0.067x5, 1)
X,B = 0.679 — 0.144X2 — 0.0243(19(2, (2)
Xcoon = 0.623 4 0.028x7 — 0.122x, — 0.026x1x2, (©)]

The calculated models are presented graphically as response surface plots (Figures 5-7).
Blue dots represent experimental data points. It is worth pointing out that the parameter
space (temperature and the COOH/OH ratio) presented in Figures 5-7 exceeds the experi-
mentally measured values. The extrapolation may not always predict the correct results,
and the model in this area is substantially less reliable than at the centre of the experimental
plan. However, the optimum conditions were found within an area where experimental
data exists.

The degree of esterification of x-C(O)O-H increases along with the increasing temper-
ature and the growing excess of alcohol. For a x; and x; equal to 0, X, is about 50%. The
value of the regression coefficient of x; is almost twice that of the regression coefficient of xy,
so a temperature change will have a greater effect on the change in X, values. The highest
X, can be achieved for the combination of the highest temperature and lowest COOH/OH
ratio due to an evident impact of the reaction kinetics (the collision theory). At the same
time, an under-abundance of carboxyl groups favours the esterification of more sterically
hindered and less reactive groups.
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Figure 5. The dependence of the esterification degree of x-C(O)O-H groups (X,) on temperature (x7)
and COOH/OH molar ratio (x3).
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Figure 6. The dependence of the esterification degree of 3-C(O)O-H groups (Xg) on temperature (x1)
and COOH/OH molar ratio (x,).
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Figure 7. The dependence of overall esterification degree of acid groups (Xcoon) on temperature (x1)
and COOH/OH molar ratio (xp).

The esterification degree of the 3-C(O)O-H groups is mainly influenced by the COOH/OH
molar ratio (x). The temperature (x1) has only a minor influence, as this parameter only
occurs as part of the synergistic effect. This is because, already at lower temperatures,
beta groups will be readily esterified as being more reactive than alpha groups. The lower
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reactivity of the «-C(O)O-H than the B-C(O)O-H groups is evidenced by the theoreti-
cal impossibility of obtaining their complete esterification in the described space of the
input variables.

The model of the overall acid group’s esterification is essentially the outcome of the
effects described for X, and Xj. Both the excess hydroxyl groups and the high temperatures
favour an easier esterification of the carboxyl groups of citric acid. However, it should be
noted that esterification at 100% means the gelling of the reaction mixture, which should be
avoided at the synthesis step.

A significant excess of hydroxyl groups will result in citric acid mono-, di- and tri-
esters rather than a polymer or oligomer. Nonetheless, it seems doubtful that the described
synthesis would yield chains with more than a dozen repeat units. The formation of
oligomers is more likely, which only form a three-dimensional crosslinked structure upon
gelling. Therefore, the optimal approach should be to use an equimolar COOH/OH ratio
or a small excess of OH and choose a reaction temperature that limits the risk of gelling.
Thus, the prepolymer can be subsequently modified, i.e., through thermal crosslinking.

On the basis of the experiments performed, the gelation of the reaction mixture should
be expected at approximately X, = 70% and Xg = 80%. According to this statement, the
previously described mathematical models were used to calculate the optimal parameters
of the synthesis, defined as being suitable for obtaining a product with a relatively high
degree of esterification but that is not yet gelled. The parameters, in natural variables,
were estimated as follows: temperature 141 °C and COOH/OH molar ratio equal to 0.6.
Additional synthesis was carried out, and the product was characterised.

The product from the optimum point was a colourless resin of medium viscosity with
the esterification degree of carboxyl groups equal to 0.80. Its estimated molecular weight is
1330 Dea.

A good match between the calculated values and experimental results can be con-
firmed based on the results obtained. This ensures the applicability of the described
synthesis models in further studies, allowing for a product with specific properties to be
obtained.

2.3. Polymer Films Preparation and Study

Polymer from the optimum point (COOH/OH = 0.6) was used to prepare polymer
films. Films with a 1.0 COOH/OH ratio have also been made for comparison.

The films were prepared via thermal crosslinking at a constant temperature of 115 °C.
Different crosslinking time durations and their effect on the resulting material’s gel content
and mass absorbability were investigated. The results are presented in Table 2.

Table 2. Gel content and mass absorbability of polymer films with different COOH/OH molar ratios.

Crosslinking Time [h] 5 8 12 20
<o © Gel content [%] 9% +1 96 + 2 98 +2 98 +1
% % S  Mass absorbability [%] 159 +7 129 +9 139 £ 14 123 £2

-
8 L o Gel content [%] not sufficiently 86 +2 87 +1 90 + 1
© = Mass absorbability [%] crosslinked 139+5 14545 141+5

It is apparent that higher crosslinked phase contents (as measured by the gel content
parameter) can be obtained for films with excess hydroxyl groups under comparable
conditions. This is most likely due to the higher flexibility of the structure and the lower
network density in the prepolymer before thermal crosslinking. It is significant enough
that, in the case of an equimolar COOH/OH ratio, 5 h of thermal crosslinking was too short
to obtain a film.

The trend in the changes in the mass absorbability is not entirely clear, but is generally
related to the content of the uncrosslinked phase. As the gel content increases, i.e., the
amount of free hydrophilic end-chain groups decreases, the amount of polar liquid that
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can be bound within the structure decreases slightly. However, the amounts are still
sufficient for it to be suggested that such materials could find use, for example, as carriers
for biological fluids.

Given the differences in the gel content, only films crosslinked for at least 12 h were
studied for their potential non-cytotoxicity. It was assumed that the rest would acidify the
cell culture medium too rapidly.

The cytotoxicity effect of the films was evaluated according to the results of the colouri-
metric XTT reagent assay using L929 mouse fibroblasts. The viability was determined based
on the spectrophotometrically measured absorbance at 450 and 660 nm in the XTT test,
following ISO EN 10993-5:2009. The results of the XTT cytotoxicity testing are presented in
Figure 8.

140
120 +
100 | JF JF
=
Z 80 - cytotoxicity limit,
Mo}
g 70% of NC
3
40 |
20 1 W I
0 v T T v v
NC PC 12 h 20h 12 h 20h
. =N =4
WA W

COOH/OH=0.6 COOH/OH=1.0

Figure 8. Cytotoxic effect of the 24-h extracts of the film as a percentage of the negative control (NC)
viability. The black line shows the cytotoxicity limit at 70% of NC. Positive control (PC) is the result
of the activity of the cells cultured with TritonX-100.

The extracts were measured for their pH values, and the correlation is clear: the
materials that were assessed as cytotoxic were slightly acidic (pH about 5.5), whereas the
non-cytotoxic film extracts had a neutral pH. Films crosslinked for 20 h can be regarded as
non-cytotoxic, regardless of the ratio of functional groups. Therefore, the gel content value
alone is insufficient for assessing the potential applicability of such a film for cell culture.
Despite the higher content of the crosslinked phase, the presence of a large amount of
unreacted hydroxyl end-groups can have a negative effect. Although they do not acidify the
culture medium, they make the network density in the film lower; therefore, the medium’s
ease of penetration into the structure is more remarkable.

It Is possible that in the case of films containing COOH/OH = 1.0, despite their lower
gel content, the leached soluble phase contains fractions with relatively long chains and
a high degree of esterification of the acidic groups, which do not degrade fast enough to
cause cell death. However, a cytotoxic effect may be noticeable with extended extraction
and/or cell culture times. This is an interesting starting point for further research.

3. Conclusions

According to various studies, poly(citrate diols) show great potential as biomaterials
in tissue engineering, especially for the regeneration of soft tissues such as blood vessels.
The most widely described is poly(1,8-octanediol citrate). However, its limitation is hy-
drophobicity due to the long carbon chain in the diol molecule, which can reduce cell
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adhesion to the material. In order to increase the hydrophilicity of the polymer, it was
decided to replace 1,8-octanediol with another aliphatic dihydroxy alcohol with a shorter
chain—namely, 1,4-butanediol.

The synthesis of poly(1,4-butanediol citrate) in the presence of the PTSA catalyst
was carried out, and the successful esterification was confirmed through spectral analysis.
Based on the obtained data, the occurrence of the gel point of the reaction mixture was
estimated. It was shown that the catalyst addition used did not noticeably contribute to the
occurrence of undesired competing reactions.

The effects of the temperature and COOH/OH functional group ratio on the selected
product properties were investigated. Mathematical synthesis models were calculated,
and the optimum conditions were determined. A good fit between the model and the
experimental results was confirmed. The products of the described reaction are oligomers
with several repeating units in the chain.

Polymer films were obtained from selected synthesis products through thermal
crosslinking. It was shown that the ratio of functional groups significantly affects the
insoluble phase (gel) content of the resulting film. This is subsequently of great impor-
tance for studies using cells, which are highly sensitive to any change in the ambient pH.
The most important characteristics of this type of material include: (1) the content of the
crosslinked phase; (2) the presence of free acidic end groups; and (3) the density of the
crosslinking and—associated with it— the rate and ease of penetration of the medium
that hydrolyses the bonds in the polymer chain. These findings can be supported by the
existing literature on similar biomaterials, regarding, e.g., 3-keratin, showing the impact of
the number of functional groups on the solubility, mechanical behaviour and the ability to
form a three-dimensional network, which corresponds to the gelation of the polyester [34].

4. Materials and Methods

1,4-butanediol (Thermo Scientific, 99%, Bremen, Germany), anhydrous citric acid
(Acros Organics, >99.5%, Swindon, UK) and p-toluenesulfonic acid (PTSA; Sigma Aldrich,
>98.5%, Lisbon, Poland) monohydrate were used without prior preparation.

4.1. Synthesis Procedure

Poly(1,4-butanediol citrate) was synthesised in a Mettler Toledo MultiMax parallel
reactors system. Hastelloy reactors with a working capacity of 50 mL with a Teflon cover
equipped with a mechanical stirrer, temperature sensor and DeanStark apparatus were
used. The reaction mixture was heated for 10 min to the set temperature, which was then
held constant for 40 min. After the reaction, the product was allowed to cool down to
room temperature.

4.2. FTIR

The IR/ ATR spectra were recorded on a Bruker FTIR ALPHA II spectrometer. Overall,
32 scans in the range of 400-4000 cm ! were performed for each sample.

4.3. NMR

The spectra were recorded on an Agilent 400 MHz NMR spectrometer. The samples
were prepared by dissolving approx. 150 mg of the sample in 1 mL of deuterated acetone
for 24 h.

Analysis of the 13C-NOE NMR spectra was used to calculate the degree of conversion
of the carboxyl groups of citric acid, according to the following formulas:

JEa
Xy = ————-100%, 4
o fE“—i-an ( )
J Es
Xg = ———5—-100%, 5
P JEs+ [ Ap ®
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X B JEx+ [ Ep
COON ™ TEu+ [Au+ [Eg+ [ Ag

where: X,—conversion of a-C(O)O-H groups; Xg—conversion 3-C(O)O-H groups; Xcoon—
total conversion of acid groups; [ E, or | Eg—integral value of the signal of the ester
«-C(O)O-R or B-C(O)O-R groups; [ A, or [ Ag—integral value of the signal of the acid
a-C(O)O-H or 3-C(O)O-H groups.

-100%, (6)

4.4. Polymer Film Preparation

The prepolymer mass was poured into a flat, rectangular Teflon mould. The mould
with the prepolymer was placed in a laboratory dryer at 115 °C for 5, 8, 12 or 20 h.

4.5. Gel Content and Mass Absorbability

Circular pieces with a diameter of 1 cm were cut from polymer films. The specimens
were weighed, placed in Falcon-type plastic tubes and then flooded with 5 mL of PBS buffer.
The tubes were placed for 24 h on a Heidolph reciprocating motion shaker equipped with a
thermostatic chamber. During the test, a constant temperature of 25 °C and a rotation speed
of 150 rpm were maintained. Wet samples were weighed immediately after removal from
the test tube, then dried and weighed again. Drying at room temperature under 20 mbar
for 96 h was carried out. The gel content, i.e., the crosslinked (gelled) polymer content,

was determined:
dried sample weight

el content = —— .
§ " nitial sample weight

x 100%, @)

It was also determined how much liquid the material could hold within:

wet sample weight

dried sample weight x 100%, ®)

mass absorbability =

The results from the three trials were averaged.

4.6. Cytotoxicity

Cytotoxicity tests were performed using mouse fibroblast line L929 (ATCC). All proce-
dures were carried out in a UV-sterilised laminar flow cabinet and using 1 g/L Dulbecco’s
Modified Eagle Medium (DMEM) medium, supplemented with 10% v/v inactivated fetal
bovine serum and 1% v/v Pen-Strep. All culture media were supplied by Gibco.

4.6.1. Maintaining L.929 Cells

The culture medium used was aseptically pipetted out from culture flasks contain-
ing 1929 cells. The remaining cell monolayer was rinsed twice with sterile Dulbecco’s
Phosphate Buffered Saline (DPBS) without Ca?* and Mg?*. Then, 3 mL of sterile 0.05%
trypsin-EDTA was poured into each flask. The flasks were subsequently incubated for
5 min at 37 °C. The suspension of the detached cells was transferred to a sterile Falcon-type
centrifuge tube, 10 mL of fresh culture medium was added and the tube was centrifuged
at 4500 min~! for 5 min. The supernatant was aseptically removed, and the cells were
suspended in a 10 mL fresh culture medium. Cells were counted in a hemocytometer,
passaged into new culture flasks and continuously incubated at 37 °C in a 5% CO»-enriched
air atmosphere.

4.6.2. XTT Cytotoxicity Test

Discs of 1.7 cm diameter were cut from the films and placed in 24-well plates. The
plates were vacuum-packed and sterilised. Next, 1.8 mL of culture medium was poured
into each well. The plates were incubated at 37 °C for 24 h.

A cell suspension of 10° cells/mL was placed in a 96-well plate, 100 pL per well. The
outer wells were flooded with DPBS to prevent evaporation of the culture medium. The
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plates were incubated at 37 °C for 24 h. The medium was removed, and the extracts were
added, 100 pL per well. Some wells were flooded with fresh medium (negative control) or
0.1% solution of the Triton X-100 in DMEM (positive control). The plate was subsequently
incubated at 37 °C for 24 h in a 5% CO;-enriched air atmosphere.

After the incubation, the culture medium used was removed, and the cells were
washed twice with 100 pL of DPBS. XTT reagent (CyQUANT XTT Cell Viability Assay,
ThermoFisher Scientific) solution in culture medium (33% v/v) was added, 150 uL per
well. The 96-well plate was placed in an incubator (37 °C) for 4 h. The absorbance was
automatically measured in the multi-well plate reader for 450 and 630 nm (reference
wavelength). The results were averaged and compared to the negative control, which was
assumed as 100% of the metabolic activity of the cells.

Author Contributions: Conceptualisation, A.B., K.N. and A.G.-G.; methodology, A.B. and A.G.-G.; val-
idation, A.B. and A.G.-G.; formal analysis, A.B. and A.G.-G.; investigation, A.B. and K.N.; resources,
A.G.-G,; writing—original draft preparation, A.B. and K.N.; writing—review and editing, A.G.-G.;
supervision, A.G.-G.; project administration, A.G.-G.; funding acquisition, A.G.-G. All authors have
read and agreed to the published version of the manuscript.

Funding: This research was financed by the budgetary funds of The Excellence Initiative—Research
University programme (BIOTECHMED-3 Advanced)—"“Biomimetic, biodegradable cell scaffolds for
the differentiation of stem cells into osteoblasts and chondrocytes (SteamScaf)”.

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

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

Acknowledgments: The authors would like to thank the Faculty of Chemistry, Warsaw University of
Technology, for providing the laboratory equipment.

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

References

1. Chen, Z.-Y,; Gao, S.; Zhang, Y.-W.; Zhou, R.-B.; Zhou, E. Antibacterial Biomaterials in Bone Tissue Engineering. ]. Mater. Chem. B
2021, 9, 2594-2612. [CrossRef]

2. Su,Y,;Luo, C; Zhang, Z.; Hermawan, H.; Zhu, D.; Huang, J.; Liang, Y.; Li, G.; Ren, L. Bioinspired Surface Functionalization of
Metallic Biomaterials. J. Mech. Behav. Biomed. Mater. 2018, 77, 90-105. [CrossRef]

3. Li, RW.K.; Chow, T.W,; Matinlinna, J.P. Ceramic Dental Biomaterials and CAD/CAM Technology: State of the Art. ]. Prosthodont.
Res. 2014, 58, 208-216. [CrossRef] [PubMed]

4. Chaudhari, A.A.; Vig, K.; Baganizi, D.R.; Sahu, R.; Dixit, S.; Dennis, V.; Singh, S.R.; Pillai, S.R. Future Prospects for Scaffolding
Methods and Biomaterials in Skin Tissue Engineering: A Review. Int. J. Mol. Sci. 2016, 17, 1974. [CrossRef] [PubMed]

5. Mohd Isa, I.L.; Mokhtar, S.A.; Abbah, S.A.; Fauzi, M.B.; Devitt, A.; Pandit, A. Intervertebral Disc Degeneration: Biomaterials and
Tissue Engineering Strategies toward Precision Medicine. Adv. Healthc. Mater. 2022, 11, €2102530. [CrossRef] [PubMed]

6.  O’Brien, EJ. Biomaterials & Scaffolds for Tissue Engineering. Mater. Today 2011, 14, 88-95. [CrossRef]

7. Kim, H.D.; Amirthalingam, S.; Kim, S.L.; Lee, S.S.; Rangasamy, J.; Hwang, N.S. Biomimetic Materials and Fabrication Approaches
for Bone Tissue Engineering. Adv. Healthc. Mater. 2017, 6, 1700612. [CrossRef] [PubMed]

8.  Chen, Y, Frith, ].E.; Dehghan-Manshadi, A.; Kent, D.; Bermingham, M.; Dargusch, M. Biocompatible Porous Titanium Scaffolds
Produced Using a Novel Space Holder Technique. J. Biomed. Mater. Res. Part B Appl. Biomater. 2018, 106, 2796-2806. [CrossRef]

9. Huang, G.; Pan, S.-T.; Qiu, J.-X. The Osteogenic Effects of Porous Tantalum and Titanium Alloy Scaffolds with Different Unit Cell
Structure. Colloids Surf. B Biointerfaces 2022, 210, 112229. [CrossRef]

10. Wysocki, B.; Idaszek, J.; Buhagiar, J.; Szlazak, K.; Brynk, T.; Kurzydtowski, K.J.; Swieszkowski, W. The Influence of Chemical
Polishing of Titanium Scaffolds on Their Mechanical Strength and In-Vitro Cell Response. Mater. Sci. Eng. C 2019, 95, 428—439.
[CrossRef]

11. Pamula, E.; Filova, E.; Ba¢dkova, L.; Lisa, V.; Adamczyk, D. Resorbable Polymeric Scaffolds for Bone Tissue Engineering: The
Influence of Their Microstructure on the Growth of Human Osteoblast-like MG 63 Cells. |. Biomed. Mater. Res. Part A 2009, 89A,
432-443. [CrossRef] [PubMed]

12. Hippler, M.; Lemma, E.D.; Bertels, S.; Blasco, E.; Barner-Kowollik, C.; Wegener, M.; Bastmeyer, M. 3D Scaffolds to Study Basic Cell

Biology. Adv. Mater. 2019, 31, 1808110. [CrossRef] [PubMed]


https://doi.org/10.1039/D0TB02983A
https://doi.org/10.1016/j.jmbbm.2017.08.035
https://doi.org/10.1016/j.jpor.2014.07.003
https://www.ncbi.nlm.nih.gov/pubmed/25172234
https://doi.org/10.3390/ijms17121974
https://www.ncbi.nlm.nih.gov/pubmed/27898014
https://doi.org/10.1002/adhm.202102530
https://www.ncbi.nlm.nih.gov/pubmed/35373924
https://doi.org/10.1016/S1369-7021(11)70058-X
https://doi.org/10.1002/adhm.201700612
https://www.ncbi.nlm.nih.gov/pubmed/29171714
https://doi.org/10.1002/jbm.b.34060
https://doi.org/10.1016/j.colsurfb.2021.112229
https://doi.org/10.1016/j.msec.2018.04.019
https://doi.org/10.1002/jbm.a.31977
https://www.ncbi.nlm.nih.gov/pubmed/18431773
https://doi.org/10.1002/adma.201808110
https://www.ncbi.nlm.nih.gov/pubmed/30793374

Gels 2023, 9, 628 12 of 12

13.

14.

15.

16.

17.

18.
19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

Yin, G.-B.; Zhang, Y.-Z.; Wang, S.-D.; Shi, D.-B.; Dong, Z.-H.; Fu, W.-G. Study of the Electrospun PLA /Silk Fibroin-Gelatin
Composite Nanofibrous Scaffold for Tissue Engineering. J. Biomed. Mater. Res. Part A 2010, 93A, 158-163. [CrossRef]

Zhao, G.; Zhang, X.; Lu, T.J.; Xu, F. Recent Advances in Electrospun Nanofibrous Scaffolds for Cardiac Tissue Engineering. Adv.
Funct. Mater. 2015, 25, 5726-5738. [CrossRef]

Boffito, M.; Sartori, S.; Ciardelli, G. Polymeric Scaffolds for Cardiac Tissue Engineering: Requirements and Fabrication Technolo-
gies. Polym. Int. 2014, 63, 2-11. [CrossRef]

Pernagallo, S.; Tura, O.; Wu, M.; Samuel, K.; Diaz-Mochon, ].J.; Hansen, A.; Zhang, R.; Jackson, M.; Padfield, G.J;
Hadoke, PW.E; et al. Novel Biopolymers to Enhance Endothelialisation of Intra-Vascular Devices. Adv. Healthc. Mater. 2012, 1,
646-656. [CrossRef]

Kalirajan, C.; Dukle, A.; Nathanael, A.J.; Oh, T.-H.; Manivasagam, G. A Critical Review on Polymeric Biomaterials for Biomedical
Applications. Polymers 2021, 13, 3015. [CrossRef] [PubMed]

Nair, L.S.; Laurencin, C.T. Biodegradable Polymers as Biomaterials. Prog. Polym. Sci. 2007, 32, 762-798. [CrossRef]

Wang, Z.; Wei, H.; Huang, Y.; Wei, Y.; Chen, J. Naturally Sourced Hydrogels: Emerging Fundamental Materials for next-Generation
Healthcare Sensing. Chem. Soc. Rev. 2023, 52, 2992-3034. [CrossRef]

Sun, W.; Zhao, X.; Webb, E.; Xu, G.; Zhang, W.; Wang, Y. Advances in Metal-Organic Framework-Based Hydrogel Materials:
Preparation, Properties and Applications. J. Mater. Chem. A 2023, 11, 2092-2127. [CrossRef]

Li, H,; Guo, J; Ren, J.; Li, Y;; Yu, X. Carbon Nanodot-Induced Eu®*-Based Fluorescent Polymeric Hydrogel for Excellent
Phase-Separation Absorption of VOC. J. Mater. Chem. A 2022, 10, 7941-7947. [CrossRef]

Filip, D.; Macocinschi, D.; Zaltariov, M.-E.; Ciubotaru, B.-I.; Bargan, A.; Varganici, C.-D.; Vasiliu, A.-L.; Peptanariu, D.; Balan-
Porcarasu, M.; Timofte-Zorila, M.-M. Hydroxypropyl Cellulose/Pluronic-Based Composite Hydrogels as Biodegradable Mucoad-
hesive Scaffolds for Tissue Engineering. Gels 2022, 8, 519. [CrossRef] [PubMed]

Yu, L.; He, W,; Peters, E.B.; Ledford, B.T.; Tsihlis, N.D.; Kibbe, M.R. Development of Poly(1,8-Octanediol-Co-Citrate-Co-Ascorbate)
Elastomers with Enhanced Ascorbate Performance for Use as a Graft Coating to Prevent Neointimal Hyperplasia. ACS Appl. Bio
Mater. 2020, 3, 2150-2159. [CrossRef] [PubMed]

Yu, L.; Newton, E.R; Gillis, D.C.; Sun, K.; Cooley, B.C.; Keith, A.N.; Sheiko, S.S.; Tsihlis, N.D.; Kibbe, M.R. Coating Small-Diameter
EPTEFE Vascular Grafts with Tunable Poly(Diol-Co-Citrate-Co-Ascorbate) Elastomers to Reduce Neointimal Hyperplasia. Biomater.
Sci. 2021, 9, 5160-5174. [CrossRef]

Liu, J.; Argenta, L.; Morykwas, M.; Wagner, W.D. Properties of Single Electrospun Poly (Diol Citrate)-Collagen-Proteoglycan
Nanofibers for Arterial Repair and in Applications Requiring Viscoelasticity. J. Biomater. Appl. 2014, 28, 729-738. [CrossRef]
Djordjevic, I.; Choudhury, N.R.; Dutta, N.K.; Kumar, S. Poly[Octanediol-Co-(Citric Acid)-Co-(Sebacic Acid)] Elastomers: Novel
Bio-Elastomers for Tissue Engineering. Polym. Int. 2011, 60, 333-343. [CrossRef]

Yang, J.; Webb, A.R.; Ameer, G.A. Novel Citric Acid-Based Biodegradable Elastomers for Tissue Engineering. Adv. Mater. 2004, 16,
511-516. [CrossRef]

Yang, J.; Webb, A.R.; Pickerill, S.J.; Hageman, G.; Ameer, G.A. Synthesis and Evaluation of Poly(Diol Citrate) Biodegradable
Elastomers. Biomaterials 2006, 27, 1889—-1898. [CrossRef]

Tran, R.T; Yang, J.; Ameer, G.A. Citrate-Based Biomaterials and Their Applications in Regenerative Engineering. Annu. Rev.
Mater. Res. 2015, 45, 277-310. [CrossRef]

Ma, C.; Gerhard, E.; Lu, D.; Yang, J. Citrate Chemistry and Biology for Biomaterials Design. Biomaterials 2018, 178, 383-400.
[CrossRef]

Motlagh, D.; Allen, J.; Hoshi, R.; Yang, J.; Lui, K.; Ameer, G. Hemocompatibility Evaluation of Poly(Diol Citrate) in Vitro for
Vascular Tissue Engineering. J. Biomed. Mater. Res. Part A 2007, 82A, 907-916. [CrossRef] [PubMed]

Sharma, A.K.; Bury, M.L; Fuller, N.J.; Rozkiewicz, D.I.; Hota, P.V.; Kollhoff, D.M.; Webber, M.].; Tapaskar, N.; Meisner, ].W.,;
Lariviere, PJ.; et al. Growth Factor Release from a Chemically Modified Elastomeric Poly(1,8-Octanediol-Co-Citrate) Thin Film
Promotes Angiogenesis in Vivo. . Biomed. Mater. Res. Part A 2012, 100A, 561-570. [CrossRef] [PubMed]

Zailani, M.Z.; Ismail, A.F.; Sheikh Abdul Kadir, S.H.; Othman, M.H.D.; Goh, P.S.; Hasbullah, H.; Abdullah, M.S.; Ng, B.C,;
Kamal, F. Hemocompatibility Evaluation of Poly(1,8-Octanediol Citrate) Blend Polyethersulfone Membranes. J. Biomed. Mater.
Res. Part A 2017, 105, 1510-1520. [CrossRef] [PubMed]

Eslami, H.; Materzok, T.; Miiller-Plathe, F. Molecular Structure and Dynamics in Wet Gecko 3-Keratin. ACS Biomater. Sci. Eng.
2023, 9, 257-268. [CrossRef]

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.


https://doi.org/10.1002/jbm.a.32496
https://doi.org/10.1002/adfm.201502142
https://doi.org/10.1002/pi.4608
https://doi.org/10.1002/adhm.201200130
https://doi.org/10.3390/polym13173015
https://www.ncbi.nlm.nih.gov/pubmed/34503054
https://doi.org/10.1016/j.progpolymsci.2007.05.017
https://doi.org/10.1039/D2CS00813K
https://doi.org/10.1039/D2TA08841J
https://doi.org/10.1039/D1TA10858A
https://doi.org/10.3390/gels8080519
https://www.ncbi.nlm.nih.gov/pubmed/36005120
https://doi.org/10.1021/acsabm.0c00019
https://www.ncbi.nlm.nih.gov/pubmed/35025266
https://doi.org/10.1039/D1BM00101A
https://doi.org/10.1177/0885328213477893
https://doi.org/10.1002/pi.2996
https://doi.org/10.1002/adma.200306264
https://doi.org/10.1016/j.biomaterials.2005.05.106
https://doi.org/10.1146/annurev-matsci-070214-020815
https://doi.org/10.1016/j.biomaterials.2018.05.003
https://doi.org/10.1002/jbm.a.31211
https://www.ncbi.nlm.nih.gov/pubmed/17335023
https://doi.org/10.1002/jbm.a.33306
https://www.ncbi.nlm.nih.gov/pubmed/22162300
https://doi.org/10.1002/jbm.a.35986
https://www.ncbi.nlm.nih.gov/pubmed/28000366
https://doi.org/10.1021/acsbiomaterials.2c01022

	Introduction 
	Results and Discussion 
	Spectral Analysis of the Products 
	Mathematical Modelling of the Synthesis 
	Polymer Films Preparation and Study 

	Conclusions 
	Materials and Methods 
	Synthesis Procedure 
	FTIR 
	NMR 
	Polymer Film Preparation 
	Gel Content and Mass Absorbability 
	Cytotoxicity 
	Maintaining L929 Cells 
	XTT Cytotoxicity Test 


	References

