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Abstract: Collagen-sealed polyester (PET) prostheses are commonly used in reconstructive vascular
surgery due to their self-sealing properties. To prevent post-surgical infection, different modification
methods have been tested but so far none have showed long-term satisfactory efficiency. For this
reason, in the present study, a commercial collagen-sealed PET prosthesis was coated by a highly
adhesive poly (L-DOPA) layer maintaining the sealing protein without losing the original properties
and functionality. This modified (as proven by SEM, FTIR, XPS and contact angle) graft exhibited
comparable wettability and elasticity as pristine commercial graft, as well as reduced hemolysis-
inducing effect, lowered toxicity against human endothelial cells and reduced toxicity in Danio rerio
model. Poly (L-DOPA)-coated grafts were shown to bind six times more aminoglycoside antibiotic
(gentamicin) than pristine graft. Poly (L-DOPA)-coated antibiotic-bound prostheses exhibited an
improved antibacterial activity (bacterial growth inhibition and anti-adhesive capacity) in comparison
with pristine antibiotic-bound graft. Overall, poly (L-DOPA)-coatings deposited on PET vascular
grafts can effectively functionalize collagen-sealed prostheses without the loss of protein sealing layer
and allow for antibiotics incorporation to provide higher safety in biomedical applications.

Keywords: collagen-sealed vascular prostheses; poly(L-DOPA); gentamicin; glycerol; antibacterial

1. Introduction

Polyester (PET) vascular prostheses, usually named Dacron® grafts, are nowadays
widely used in reconstructive vascular surgery. Over the period of 60 years, since their first
implantations in humans, in 50th ties of the last century [1], the polyester grafts have under-
gone multiple biochemical modifications to make them more and more safe and effective
for applications in vascular patients. One of the most crucial modifications was related to
blood sealing properties of PET tubes, which resulted in albumin- or collagen-sealed PET
grafts [2,3]. This specific modification is now present in the majority of PET vascular grafts
available on the market, with prevalence of the collagen coating, which has been found
to be optimal. Impregnation with collagen makes the PET prosthesis non-permeable for
blood and thus ready for implantation without any previous preparation procedures as
so-called pre-clotting of unsealed PET prostheses. Collagen is not only compatible with
synthetic polymers but also non-toxic, hemostatic, biodegradable and highly susceptible
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to various modifications. This last feature allows one to control the collagen degrada-
tion rate (via cross-linking with formaldehyde, glutaraldehyde, carbodiimide, acylazide,
examethylenediisocyanate etc.) and offers a platform to synthesize a variety of collagen-
based systems for drug delivery (including vancomycin, trimethoprim, amphotericin-B,
gentamycin, polymyxin-B sulfate and tobramycin) [4-6]. This made collagen coating a
milestone in reconstructive vascular surgery.

However, the problem of early or late infection of vascular prostheses still remains the
Achilles” heel of modern vascular surgery. Vascular graft infection occurs in 0.6 to 5% of
patients after reconstructions in aorto-iliac level. Mortality in this group is estimated to be
between 25-88% [7]. Moreover, 40-70% of the patients will undergo major amputation [8].
To reduce this problem, silver- and rifampicin-bounded grafts were produced and they
became the most frequently used collagen-coated grafts. However, they are definitely not
the final solution for this serious and possibly lethal outcome complication [9]. The rate
of re-infections of silver coated grafts in the femoral-popliteal segment is reported to be
19% [10]. Continuity of infection and bacterial resistance was found in 31% of patients after
replacement of infected vascular graft with rifampicin coated prostheses [11]. Therefore,
there is still a strong clinical need for further attempts at biochemical modification of PET
vascular prostheses in order to create a product which could be maximally resistant to early
or late vascular graft infection.

In the quest for the solution to this problem, one should remember that collagen must
be treated with care to retain its natural properties. Its native triple helix conformation
is maintained at low temperatures (3040 °C) [12], and strong alkaline pH may cause
its disturbance in restoration of thick fibril-bundle structures [13] while acidic pH may
cause collagen dissolution. Therefore, mild collagen modification conditions must be
selected to bind antibacterial factors. In 2007, a new method to deposit a multifunctional
polydopamine polymer on various substrates through simple dip-coating in aqueous
dopamine (compound of catecholamine family) solution was reported [14]. Since then,
the described method has attracted growing attention, not only due to the feasibility of
coating deposition but also to its multifunctionality [15]. Among others, polydopamine
(PDA) can be a platform (due to the presence of catechol moieties) for attachment of
antibacterial or antifouling agents containing free amino and thiol groups. Moreover,
it allows for the attachment and encapsulation of living cells, serves as “primer” for in
situ silver nanoparticle deposition, increases the surface hydrophilicity and decreases the
toxicity of coated substrates [16]. Polydopamine coating also increases the attachment and
spreading of human endothelial cells on polycaprolactone fibers and stainless steel [17,18].
Interestingly, not only dopamine but also its biochemical precursor levodopa (L-DOPA)
can form coatings on different substrates. L-DOPA was already reported as more beneficial
(in terms of modification of polyester fibers with antibiotics) than dopamine [19]. We have
recently reported the deposition of polymerized L-DOPA (PLD) on natural curdlan (3-1,3-
glucan) and synthetic polyester fibers (of complex 3D structure), followed by gentamicin
immobilization on the coatings. Both curdlan and polyester fibers, coated with PLD,
exhibited higher antibiotic binding yield and antimicrobial activity in comparison with
the same fibers coated with PDA [19-21]. It was also shown that human endothelial cells
proliferated better on PLD-coated polyester fibers than on the pristine ones and that this
modification reduced the toxicity against Danio rerio embryos [19].

To our knowledge, a strategy for polycatecholamine-based functionalization of collagen-
sealed vascular prostheses has never been proposed before. Therefore, in this study we
tested the possibility of polycatecholamine grafting on collagen-sealed polyester vascular
prostheses. In a pilot experiment, we tested both PDA (polydopamine) and PLD (poly-
merized L-DOPA) as coatings and then we selected the most promising one. First, we
wanted to prove that coating of collagen-sealed vascular grafts using polycatecholamines
is possible and that the procedure is effective without the loss of the collagen-sealing layer
and important properties of the grafts (their hydrophilicity, elasticity, favored attachment
and proliferation of endothelial cells and biological safety). Second, we hypothesized that
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the grafted polycatecholamine layer can serve as a platform for further immobilization of
antibiotics to protect the collagen-sealed grafts against bacterial adhesion and growth.

2. Results and Discussion

In our previous work, the coating with polycatecholamine layers was performed
on polyester knitted vascular grafts [19]. Despite their complex shape, the coating was
relatively uniform and it enabled the immobilization of significant amounts of gentamicin
via catechol moieties of polycatecholamines (PDA produced from dopamine and PLD
produced from L-DOPA as monomers, respectively) [19]. Thus, we decided to test similar
coating conditions for modification of collagen-sealed prostheses, although relative sensi-
tivity of collagen fibers to chemical environment was a challenging factor. According to
the manufacturer, the graft selected for our study was sealed with bovine dehydrothermal
crosslinked collagen type I mixed with glycerol before the graft coating.

Overall, optimization of the process of collagen-sealed graft coating with polycate-
cholamines, as demonstrated in Supporting Information, showed that the most promising
results were obtained when the following conditions were used: 10 mM Tris buffer pH
8.5, addition of Cu?*, Na* and Mg?* ions, coating temperature 37 °C and L-DOPA as a
monomer (which polymerized into PLD coating). This set of conditions allowed us to
produce the grafts with a uniform (according to visual observations) PLD layer which
enabled binding maximum gentamicin amount with the highest antibacterial activity.
Therefore, this set of conditions was used for prostheses coating in all further experiments.
However, during the pilot experiments we observed that the coating procedure caused
the decrease of dry prosthesis weight (by approximately 50%) and significant increase of
stiffness and brittleness. This second phenomenon is particularly undesirable for vascular
grafts because it hinders the procedure of graft implantation and suturing with the blood
vessel wall. We found that glycerol removal during the coating process is responsible
for this phenomenon. Thus, we performed a series of tests aiming to restore the grafts’
flexibility by reintroduction of glycerol into their structure (data not shown). We found that
simple soaking of PLD-coated grafts in 30% aqueous glycerol solution at 25 °C for 10 min,
followed by drying at 37 °C, restored the flexibility and initial weight of the prostheses.
Thus, PLD-coated glycerol-regenerated grafts were also subjected to further tests. Table 1
describes the samples used in these experiments.

Table 1. Sample codes.

Sample Code Sample Description
Coll Pristine graft
Coll+G Pristine graft with gentamicin
Coll+PLD Poly(L-DOPA)-coated graft
Coll+PLD+G Poly(L-DOPA)-coated graft with gentamicin
Coll+PLD+Glyc Poly(L-DOPA)-coated glycerol-regenerated graft
Coll+PLD+Glyc+G Poly(L-DOPA)-coated glycerol-regenerated graft with gentamicin

The first hypothesis put forward in our study was that our optimized coating proce-
dure did not disrupt the collagen-sealing layer and left intact the most important properties
of the grafts, such as surface topography and chemical composition, hydrophilicity, elastic-
ity, favored attachment and proliferation of endothelial cells and biological safety. Therefore,
PLD-coated grafts (both glycerol-regenerated and non-regenerated) were subjected to series
of experiments and compared with pristine grafts. In the first place, we evaluated the
surface topography of Coll, Coll+PLD and Coll+PLD+Glyc samples by SEM (Figure 1a).
All the tubular knitted samples showed similar macrostructure showing a thick layer of
coating over the polyester multifilaments. However, some microcracks were observed in
the Coll+PLD vascular grafts (indicated by red arrows in Figure 1(ai)) which were not
present in the Coll and Coll+PLD+Glyc samples. At higher magnification (2000 ), the sur-
face of the fibers of Coll and Coll+PLD+Glyc samples were similar, both showing a smooth
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topography (Figure 1(aii)), with a polymeric coating bonding the fibers. In contrast, the
surface of Coll+PLD vascular grafts displayed the individual fibers without the continuous
coating, which was only observed as rough irregular deposits on the surface of the fibers
(indicated by white arrows).

Coll+PLD+Glye
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Figure 1. (a) SEM micrographs of Coll, Coll+PLD and Coll+PLD+Glyc vascular grafts at (i) 20x
magnification and (ii) 2000x magnification. Scale bars: 400 pm and 10 pm. (b) XPS Cls peak
deconvolution showing the peaks corresponding to C—(C/H), C-O and COO bonds of Coll, Coll+PLD
and Coll+PLD+Glyc samples. (c¢) ATR-FTIR spectrum of Coll, Coll+PLD and Coll+PLD+Glyc grafts.
Glycerol-related bands were marked in black and collagen-related bands were marked in red.

In order to further characterize the studied samples, the chemical nature of the different
surfaces was evaluated by XPS and ATR-FTIR analysis. The chemical composition of the
first nanometers of the surface revealed the presence of Cls, Ols and N1s, in agreement
with the structure of collagen (Table 2). Following PLD coating, the O/C ratio and N/C
decreased in Coll+PLD samples reflecting a higher C amount in the PLD molecules than
in collagen and, thus, the presence of the molecule on the surface—from 0.2039 (Coll) to
0.1201 (Coll+PLD) in O/C and from 0.0670 (Coll) to 0.0458 (Coll+PLD) in N/C. After the
glycerol soaking process, Coll+PLD+Glyc vascular grafts displayed similar values to the
Coll sample, which might indicate that glycerol is not retained on the surface but rather
mainly absorbed by the graft structure. To determine the percentage of the different C
bonds present in the surface of the studied vascular grafts, the Cls peak deconvolution
reflected the presence of C-(C/H), C-O or C-N and COO bonds (Figure 1b). In all the
samples, C-(C/H) bond was the most predominant C bond, followed by C-O and COO.
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Comparing Coll and Coll+PLD samples, the PLD coating caused an increase of C-(C/H)
from 71.43% to 73.48%, while C-O bonds remained similar (18.54% for Coll and 18.67
for Coll+PLD) and COO bonds decreased from 10.04% to 7.86%. Then, after the glycerol
soaking process, Coll+PLD+Glyc vascular grafts showed similar values to the Coll samples,
with 71.55% for C-(C/H), 18.18% C-O and 10.26% for COO. This phenomenon may be a
consequence of glycerol contamination with fatty acids which contain carboxyl groups in
their chain (glycerol is frequently produced by transesterification of fatty acids) [22].

Table 2. Surface elemental composition and atomic ratios of Coll, Coll+PLD and Coll+PLD+Glyc
vascular grafts obtained by XPS, and Cl1s deconvolution.

Atomic concentration from Cls

Atomic Concentration (%) Atomic ratio deconvolution (%)
Cls N1s Ols Oo/C N/C C-(C-H) C-O,C-N COO
Coll 78.68 5.27 16.04 0.2039 0.0670 7143 18.54 10.04
Coll+PLD 85.77 3.39 10.3 0.1201 0.0458 73.48 18.67 7.86
Coll+PLD+Glyc 77.82 5.46 16.73 0.2149 0.0701 71.55 18.19 10.26

The ATR-FTIR spectral analysis of Coll, Coll+PLD and Coll+PLD+Glyc samples
(Figure 1c) confirmed the presence of amide I (1640 cm~ 1) and amide IT (1548 cm~!) bands,
characteristic for proteins. However, for Coll and Coll+PLD+Glyc samples, the bands
were slightly shifted to higher wavenumbers which correlated with the higher N1s atomic
concentration percentage found in the XPS analysis compared to Coll+PLD values. The
change of amide I band position to 1645 cm ™! could be ascribed to the presence of hydroxyl
groups of adsorbed water within glycerol-modified grafts [23,24]. The shift of amide II
band position to 1580 cm~! could be speculated to be related to impurities in glycerol
(containing COO™ groups) which were absent in pure glycerol [25,26] and which match
with the XPS results. Thus, the collagen layer was demonstrated to remain on fibrous
prostheses after the process of PLD coating which is important in view of the principal
feature of the grafts—lack of permeability to blood. Presence of PLD was impossible to de-
tect because primary amine groups which are characteristic for catecholamine compounds
are likely to be overlapped by amide bands of collagen. The bands attributed to glycerol
were observed at 921 cm~! (O-H bending vibrations), 993 cm ™! (C-O stretching vibrations
in CH,OH), 1034 cm ™! (C-O-C group), 1107 cm~! (C-O stretching vibrations in CHOH)
and in the region 3600-3000 em~! (O-H stretching vibrations) [23,25,27]. These bands,
suggesting glycerol presence, were shown for Coll and Coll+PLD+Glyc samples. In the
spectrum of the Coll+PLD sample, most of these bands disappeared, suggesting that at least
a major amount of glycerol was eluted from the prostheses during PLD coating procedure
(Figure 1c).

From another point of view, the influence of the PLD coating and glycerol soaking
process on the physical properties of the studied samples was evaluated focusing on their
hydrophilicity and elastic behavior. Regarding the hydrophilicity of the vascular grafts, the
contact angle of 10 uL water droplets was measured on the surface of Coll, Coll+PLD and
Coll+PLD+Glyc samples (Figure 2a). Coll and Coll+PLD+Glyc vascular grafts displayed
similar hydrophilic behavior since, after deposition, the water droplet was quickly absorbed
within <1 s. This could be attributed to the presence of glycerol, which has low surface
tension, favoring the wettability of the material. In contrast, in Coll+PLD samples, the
water droplet was not absorbed and remained on the surface of the sample, showing a
contact angle of 135.2° + 3.6, typical of hydrophobic surfaces.
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Figure 2. (a) Contact angle profile images of the Coll, Coll+PLD and Coll+PLD+Glyc vascular grafts.
(b) Coll vascular graft placed between the parallel plates of the theometer before and after applying
axial loading force to deform the sample. (c) Axial force at 50% deformation for Coll, Coll+PLD and
Coll+PLD+Glyc samples. (*) symbol indicates statistically significant differences for Coll+PLD and
Coll+PLD+Glyc samples in comparison to the Coll sample.

Regarding the elastic behavior, the force required to cause an axial deformation of
50% in all the studied vascular grafts was determined using a highly sensitive load cell in
the rheometer (Figure 2b). In this experiment we confirmed the increase of the stiffness
caused by the PLD coating, since the force required to deform the Coll+PLD samples
(~22 N) was around 19 times higher than Coll samples (=1.17 N) (Figure 2c). In addition,
during the compression, Coll+PLD samples denoted brittleness as they suffered visible
cracks and, after applying the axial force, the samples were not able to recover the initial
shape. In contrast, the Coll samples, in addition to lower stiffness, also displayed an
elastic behavior since Coll samples were not cracked and were able to recover the initial
state. Then, thanks to the reintroduction of glycerol into the vascular grafts structure in
Coll+PLD+Glyc, the samples restored the stiffness and flexibility achieving similar axial
force values to Coll (=0.4 N for Coll+PLD+Glyc). Overall, analyzing the data obtained
from the material characterization, we determined that the glycerol soaking process was
able to restore the chemical and physical properties in Coll+PLD+Glyc vascular grafts,
obtaining characteristics very close to the pristine Coll samples.

After performing the physicochemical characterization of all samples, we evaluated
the biological safety of the studied vascular grafts. Biological safety of implantable materials
concerns many aspects of biomaterial-human body interactions. In this sense, vascular
prostheses are designed for continuous contact with circulating human blood. Therefore,
blood reaction to the contact with modified and control prostheses was evaluated in terms
of blood hemolysis and clot formation. All tested prosthesis samples, Coll, Coll+PLD and
Coll+PLD+Glyc, were found relatively safe for evaluated blood parameters. With respect
to hemolysis, all PLD-coated prostheses were comparable to negative test, whereas the
Coll graft induced slight but significantly different blood hemolysis (Figure 3a). With
respect to clot-forming dynamics, the lower the amount of hemoglobin released from
erythrocytes not entrapped within a clot, the higher the blood clotting capacity. As shown
in Figure 3b, all the grafts caused significantly different but slight increases of clot-forming
rate in comparison with negative test. Moreover, all three PLD-coated samples slightly
induced clot formation (this induction was also significantly different) when compared
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to Coll grafts (Figure 3b), which is promising in relation to reduction of wound bleeding
directly after the implantation. Overall, neither PLD-coating nor glycerol addition was
found to be harmful for interactions between the grafts and human blood.

a) Hemolysis of blood incubated b) Clot formation in blood incubated
with collagen-coated grafts with collagen-coated grafts
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Figure 3. Hemolysis (a) and clot formation (b) in blood incubated with Coll, Coll+PLD and
Coll+PLD+Glyc grafts. (*) symbol indicates statistically significant results between negative test
and all samples; (#) symbol indicates statistically significant results between Coll and the rest of the
samples, according to one-way ANOVA with post-hoc Tukey’s test (p < 0.05).

Another important aspect of human-body—implant interactions concerns the cytotoxi-
city against a target cell line. For vascular prostheses, human endothelial cells (HUVECs)
are the most appreciated model. Therefore, viability and proliferation of HUVECs was
evaluated for Coll, Coll+PLD and Coll+PLD+Glyc graft samples. The HUVEC cells grew
on all prostheses without harmful effects on them—no significant cytotoxicity was ob-
served in almost all cases (excluding Coll+PLD+Glyc at 1 day incubation) (Figure 4A,B).
On the 4th day a slight rise in cytotoxicity was noted, but no value was statistically signifi-
cant (cytotoxicity higher by 8.6% and 2.7% than in the control, exerted by Coll+PLD and
Coll+PLD+Glyc prostheses, respectively). By the 7th day, cytotoxicity of the Coll+PLD and
Coll+PLD+Glyc prostheses was lower than Coll. Furthermore, a significant decrease in
cytotoxicity was noted on the 7th day of growth on Coll+PLD prosthesis (cytotoxicity lower
by 22.2% compared to the control (Coll) prosthesis, p = 0.0418) (Figure 4A). Such an event
(higher cytotoxicity at 4th and lower at 7th day) may have occurred due to adaptation of
the cells, previously grown as 2D culture, to the new conditions of 3D culture. Besides the
growth of the cells on the prostheses (direct tests), the effect of the prosthesis extracts was
evaluated (indirect tests). Cells were incubated with medium previously incubated with
prostheses or without them (used in the indirect analyses as control). Significant decrease in
LDH level was observed, along with slight decrease in proliferation. No prosthesis extract
exerted a cytotoxic effect towards HUVEC cells. Furthermore, the cytotoxicity of Coll+PLD
and Coll+PLD+Glyc extracts was lower than in the case of Coll extract. After 1-day incu-
bation, Coll+PLD and Coll+PLD+Glyc graft extracts caused a significant decrease in cell
cytotoxicity (by 99.9% and 56.0% of the control, respectively, with p < 0.0001), compared
to both control and Coll prosthesis’ (cytotoxicity decrease of Coll by 25.1% compared to
the control) extracts. After 4-day incubation, observed cytotoxicity decrease was lower
(decreased by 46.6 and 34.7% compared to the control) than after 1-day; however, it was
still lower than in control and Coll prosthesis (decrease by 27.4% in reference to the control)
variants (with p = 0.0013) (Figure 4B).
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Figure 4. Effect of the prostheses on HUVEC cells: (A,B) prosthesis cytotoxicity evaluated with
LDH assay towards cells grown on them for 1, 4 and 7 days (direct test; A) and cytotoxicity of the
extracts (indirect test; B); (C,D) proliferation of the cells grown on the biomaterials (direct test; C) and
incubated with the prosthesis extracts (indirect test, D); statistical significance was indicated with (*)
symbol; *—p < 0.05, **—p < 0.01, **—p < 0.001, one-way ANOVA, Tukey’s post hoc test.

The proliferation of the cells on the Coll+PLD prostheses was induced compared to
the Coll. Initially, the cell divisions were boosted, which was noted as a statically significant
rise in proliferation at the 4th day (to the 396.6 £ 9.4% and 254.5 £ 33.5% of the control, in
case of Coll+PLD and Coll+PLD+Glyc prostheses, respectively; p < 0.0001). With time, the
proliferation acceleration was slowed down, leading to the proliferation rate at 7th day of
160.1 £ 13.2% and 120.4 + 16.8% compared to the control, of the cells grown on Coll+PLD
and Coll+PLD+Glyc prostheses, respectively (with statistically significant results in the
case of Coll+PLD prosthesis with p = 0.0130) (Figure 4C). However, the rate of proliferation
of the HUVEC on Coll+PLD and Coll+PLD+Glyc prostheses was still higher than on Coll.
The proliferation of the HUVEC cells incubated with prosthesis extracts was lower than
cells incubated with control extract. A slight but statistically significant decrease in cell
proliferation was noted: to the 85.7 £ 0.7% and 75.9 £ 6.4% of the control (p = 0.0007),
exerted by Coll+PLD and Coll+PLD+Glyc extracts, respectively, after 1-day incubation,
and to the 69.3 £ 4.8% and 53.2 &= 11.5% of the control (p = 0.0009), respectively, after
4-day incubation. The Coll prosthesis extract exerted a decrease in proliferation (to the
90.9 + 2.7% and 91.9 £ 5.6% of the control, after 1 and 4 days, respectively); however, the
values were not statistically significant (Figure 4D).

The modified prostheses exerted no cytotoxic effect and induced proliferation of
the HUVEC cells. It has been demonstrated that modification of commercially available
collagen-sealed prostheses with polymers or proteins may be beneficial for the cells, i.a.
through improvement of the cell adhesion or proliferation [28-30]. The lowest LDH level
and highest proliferation ratio were observed in the case of the Coll+PLD prosthesis. As
mentioned before, glycerol was washed off from the biomaterial during the modification
step. The compound is, however, present on Coll and Coll+PLD+Glyc prostheses. This
may indicate the negative effect of the glycerol on HUVEC cells. The harmful effect
of the glycerol on cells is carried mainly through alteration in osmotic forces and has
been demonstrated before on various cellular models [31,32]. However, it seems that
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modification of the commercially available prosthesis with PLD reversed the harmful effect
of the glycerin, resulting in lower cytotoxicity and higher proliferation (Coll+PLD+Glyc
vs. Coll). Slightly different results were obtained in MTT indirect test. In general, the
differences between direct and indirect tests are a consequence of differences between 3D
and 2D cultures. Furthermore, culture for MTT indirect test was continued for 4 days
without medium exchange, which may have resulted in depletion of the medium of
nutrients and accumulation of products of metabolism.

Morphology of the HUVEC cells grown on the prostheses for 4 days was evaluated.
Pictures of high and low density of the cells were taken using SEM technique (complete set
of SEM images is available in Supporting Information file). No significant changes were
observed in comparing cells grown on Coll+PLD and Coll+PLD+Glyc prostheses with ones
cultured on Coll prostheses. However, cells present at sites with lower cellular density
grown on Coll+PLD and Coll+PLD+Glyc prostheses appeared to possess rounder struc-
tures, presumably extracellular vesicles, compared to the cells grown on Coll prostheses
(for the reference images, see: [33-35] (Figure 5, right column). It has been demonstrated
that production of the EVs and microvesicles by endothelial cells and their progenitors may
be beneficial for activation, growth and survival of the endothelial cells and vascularization
process [36,37]. Coll+PLD and Coll+PLD+Glyc prostheses, which turned out to be more
suitable for HUVEC cell growth compared to the control Coll prosthesis, induced produc-
tion of the vesicles (Figure 5, right column). Nevertheless, no harmful effect was noted in
the case of each prosthesis.

low
density

high
density

COLL+PLD

COLL+PLD+Glyc

Figure 5. Morphology of the HUVEC cells at sites with high (left column) and low (right column)
density, grown on the Coll (upper row), Coll+PLD (middle row) and Coll+PLD+Glyc (bottom row)
prostheses for 4 days—SEM; measurement bars indicate 20 pm, magnification: 5000, green arrows
indicate potential extracellular vesicles.
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Results of experiments on the Danio rerio model gave interesting results concerning
the toxicity of the modified vascular prostheses. During 96 h post-fertilization, the lack
of coagulation, tail detachment, development of somites, and heartbeat was observed for
negative E3 control. For extracts of prostheses samples, the coagulation was noticed: 10 per
10 embryos treated with extract of Coll, 1 per 10 embryos in extract of Coll+PLD and 0 per
10 in extract of Coll+PLD+Glyc (Figure 6a). Thus, extract of Coll (pristine graft) was shown
to be highly embryotoxic while for that of Coll+PLD and Coll+PLD+Glyc it was shown to
be highly safe.

For embryos incubated in extracts of Coll+PLD and Coll+PLD+Glyc grafts, the ap-
pearance of morphological and physiological abnormalities was controlled as a marker of
cytotoxic effect. There was no incidence of morphological and physiological abnormalities
of zebrafish during 4 days of incubation and also in extract of Coll+PLD, suggesting the
safety of poly(L-DOPA) modification. Extract of Coll+PLD+Glyc grafts induced craniofacial
malformation, (3/10), pericardial oedema (7/10), spinal curvature (1/10), yolk sac malfor-
mation (7/10), depigmentation (7/10) and growth retardation (4/10) (Figure 6a,c). In LLA,
extract of pristine prostheses (Coll) influenced the locomotor activity of 5 dpf zebrafish in a
statistically significant way one-way ANOVA: F (4,88) = 3.626; p = 0.0123). Thus, we cannot
exclude the neurotoxic effects of extract of Coll graft (Figure 6b). The other studied extracts
did not exert this effect. Overall, the results observed for Danio rerio model confirmed
our observations for HUVECs cultures suggesting that PLD-coating generally reduced the
toxicity of Coll grafts and that glycerol-regeneration of Coll+PLD grafts is less harmful for
both models than pristine grafts (Coll).

On the basis of these experiments, it is quite clear that pristine collagen-sealed vascular
grafts are not entirely safe in zebrafish model. Despite their approval for commercial use in
medicine, the Coll graft showed strong pro-coagulation activity against fish embryos under
stringent cytotoxicity assessment conditions of the performed tests (concentrated extract
possessed by prosthesis incubation with E3 medium in proportion 0.1 g/1 mL). Comparison
of the results obtained for Coll and Coll+PLD grafts suggested that glycerol may exert cyto-
toxic effect against Danio rerio embryos. As glycerol constituted approximately 50% weight
of Coll and Coll+PLD+Glyc grafts, the extracts prepared for Danio rerio tests contained
approx. 5% of glycerol. It was reported that 0.5% glycerol is the highest concentration safe
for Danio rerio 1 hpf (hour post-fertilization) embryos [38]. Moreover, 5% glycerol reduced
the survival of the embryos with the rate related to their age—from 0% of survival for 1 hpf
embryos to 60% of survival for 36—48 hpf embryos [38]. Similarly, Maes et al. [39] showed
the increasing tolerance of Danio rerio embryos to glycerol depending on their age: 4 hpf
embryos tolerated 1.5% glycerol while 5-7 dpf tolerated above 2.5% glycerol. They also
demonstrated that 1 hpf embryos treated with 2.5% glycerol displayed anterior-posterior
axis truncation with no extended tail, cardia bifida and u-shaped somites [39]. However, both
Coll and Coll+PLD+Glyc contained similar amounts of glycerol but the Coll graft was much
more harmful for zebrafish embryos than Coll+PLD+Glyc ones (Figure 6). It is therefore
possible that some post-production impurities in the pristine graft were responsible for its
higher toxicity in comparison with the Coll+PLD+Glyc graft. Nevertheless, one should
remember that pristine vascular prostheses were designed for the implantation into blood
vessels in mature human organism and harmful agents are likely to be eluted /diluted by
blood circulating around the implant, thus reducing their negative effect.
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Figure 6. Evaluation of toxic and neurotoxic effect of extracts of Coll, Coll+PLD and Coll+PLD+Glyc
grafts in Danio rerio model. (a) Apical observation of acute toxicity; (b) locomotor activity of 5 dpf
(days post-fertilization) zebrafish larvae; (c) morphological changes at 96 hpf (hours post-fertilization)
zebrafish larvae (SC—spinal curvature, CFM—craniofacial malformation; PE—pericardial oedema;
YM—yolk malformation; DP—depigmentation; GR—growth retardation). (*) symbol indicates
statistically significant results between control E3 medium and all samples, according to one-way
ANOVA with post-hoc Tukey’s test (p < 0.05).
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The second of the goals of this work was to verify whether PLD coating on collagen-
sealed vascular grafts can serve as a platform for further immobilization of antibiotics to
protect the grafts against bacterial adhesion and growth. Pilot experiment confirmed this
hypothesis.

To evaluate the effect of PLD graft coating on antibiotic binding more extensively,
gentamicin release from prostheses before and after PLD coating (Coll and Coll+PLD,
respectively) was coupled with the drug by simple soaking in antibiotic solutions and
subjected to the release test in a close-loop system. Moreover, Coll+PLD+G was additionally
soaked in glycerol solution (producing Coll+PLD+G+Glyc sample). Coll+G, Coll+PLD+G
and Coll+PLD+G+Glyc samples were loaded into the release units in similar quantities
(approx. 0.5 g of dry prosthesis weight). However, the amount of immobilized antibiotic
significantly differed: 822 and 5067 ug/g of prosthesis for Coll+G and Coll+PLD+G or
Coll+PLD+G+Glyc, respectively. Thus, the amounts of gentamicin loaded into the cells
also differed: 485, 2758 and 2728 nug for Coll+G and Coll+PLD+G or Coll+PLD+G+Glyc,
respectively (Table 3). The profiles of drug release are presented in Figure 7a. They
all suggest a quick and pore-dependent [40] mechanism of drug release. Drug release
exponents (1) calculated for all samples on the basis of the Korsmeyer-Peppas model were
0.2205, 0.1857 and 0.189 for Coll+G, Coll+PLD+G and Coll+PLD+G+Glyc, respectively
(Figure 7b—d). According to Rither and Peppas [41], n values lower than 0.5 indicate Fickian
diffusion dissolution mode. The drug was released from the prostheses during the first
5 h of the process: in 55.17% of initial content for Coll+G but only in 23.6-23.9% of initial
content from Coll+PLD+G and Coll+PLD+G+Glyc grafts (Table 3). Profiles of gentamicin
release from Coll+PLD+G and Coll+PLD+G+Glyc samples were similar. Therefore, it
seems that glycerol soaking did not affect the profile of gentamicin release from PLD-
coated samples. The amount of antibiotic remaining on prostheses for Coll+G was equal to
397 ug/g of prosthesis but for Coll+PLD+G and Coll+PLD+G+Glyc it was 3855-3871 ug/g
of prosthesis, therefore 10-fold more (Table 3). The fact that PLD-coated grafts contain high
amounts of non-eluted antibiotic attached to the fibers may suggest the higher probability
of Coll+PLD+G (and Coll+PLD+G+Glyc) graft protection against bacterial adhesion.

To summarize, significantly more gentamicin was bound and more drug remained
stably attached to the prosthesis after the release test in the case of PLD-coated grafts
compared to pristine prostheses. A similar observation was made for PLD-coated curdlan
hydrogels coupled with antibiotic—approximately 5 times more drug was bound to PLD-
coated hydrogel than to a pristine one [20]. Glycerol soaking, used to restore initial elasticity
of the grafts, did not play a significant role in this phenomenon.

Table 3. Parameters of gentamicin release from tested samples.

Sample
Coll+G Coll+PLD+G Coll+PLD+G+Glyc
Total a‘n.louyt of 1mmob1hzec.1 822 5067 5067
gentamicin (in ug/g prosthesis)
Total amount of c'ell-loaded 0.548 0538 0.540
prostheses (in g)

Total amoun.t .of c.ell—loaded 485 2758 2728
gentamicin (in pg)

% of gentamicin released 55.17 23.6 23.9

Time of gentamicin release (h) 5 5 5

gentamicin relfeas'ed from1lg 489 1195 1211
prosthesis (in pg)

gentamicin remainingin1 g 397 3871 3855

prosthesis (in pug)
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Figure 7. Profiles (a) and parameters (b—d) of gentamicin release in closed-loop system from Coll+G
(b) Coll+PLD+G (c) and Coll+PLD+G+Glyc (d) grafts bound with the drug. Flat solid lines (a) indicate
the total amount of drug loaded into the release cells—blue for Coll+G, red for Coll+PLD+G and
green for Coll+PLD+G+Glyc, respectively.

Careful evaluation of antibacterial properties of PLD-modified grafts is extremely
important because collagen-sealed biomaterials are endangered per se (the collagen layer
may serve both as an attachment surface and a nutrient for bacteria). Therefore, pris-
tine Coll prosthesis was used as a reference in all experiments. Antibacterial activity of
gentamicin-coupled pristine and PLD-coated prostheses was subjected to various tests.
First, gentamicin diffusion test in agar medium was made, to evaluate how the prosthe-
ses were able to protect their close surroundings. The results showed, as expected, that
Coll grafts did not show any growth inhibition zones for 4 Gram-positive and Gram-
negative strains: S. aureus, S. epidermidis, E. coli and P. aeruginosa. Coll+G, Coll+PLD+G and
Coll+PLD+G+Glyc samples caused the appearance of bacterial growth inhibition zones in
the range 22-33 mm for non-modified graft and 20-34 mm for both PLD-modified samples
(Figure 8a). Therefore, there is some positive effect of PLD-coating on bacterial safety
of collagen-sealed prostheses. Glycerol did not cause any change in the size of growth
inhibition zone around the samples for Gram-positive bacteria. However, the zones of E.
coli and P. aeruginosa growth inhibition were slightly reduced for glycerol-soaked sample in
comparison with Coll+PLD+G. This may result from the presence of glycerol as a nutrient
for Gram-negative bacteria. The differences between PLD-treated and untreated grafts are
small. However, it should be noted that only removable drugs act antibacterially in this
growth inhibition test.
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Another aspect of antibacterial properties of biomaterials is their ability to reduce
the bacterial adhesion to their surfaces. This aspect was verified by incubation of the
samples in bacterial suspension for 2 h and evaluation of their adhesion in two ways.
First, graft-adhered bacteria were enzymatically detached using trypsin followed by their
counting (by plating on agar medium method). Second, the grafts with adhered bacteria
were placed directly on agar medium to verify whether the bacteria can divide, migrate
into the surrounding medium and spread. The results showed that bacteria freely adhere
to pristine Coll grafts (in amount 50,000-180,000 CFU /25 mg graft) and they can divide
and spread when exposed to agar medium (Figure 8b,c). In the case of Coll+G graft, both
Gram-positive strains adhered only to a small extent (933-1533 CFU), whereas E. coli and
P. aeruginosa adhered to Coll+G graft in an amount reduced by approx. 50% and 80%,
respectively, in comparison with Coll prostheses (Figure 8b). Interestingly, for both Gram-
negative strains, PLD-coating caused additional reduction of graft-adhered bacterial cells in
comparison with Coll+G (for E. coli, the reduction was significantly different) (Figure 8b).

A similar tendency was observed for bacterial migration from the grafts and spreading
on agar medium. In the case of both PLD-modified grafts with gentamicin (without and
with glycerin), no bacteria were attached to the samples with the exception of single P.
aeruginosa colony. In contrast to Gram-negative strains, migration of Gram-positive bacteria
to agar medium was not observed in the case of Coll+G samples (Figure 8c). In conclusion,
all obtained results confirmed the beneficial effect of PLD-coating on antibacterial activity
of collagen-sealed grafts. Thus, these results are in agreement with our previous data
concerning PLD-treatment of polyester fibrous prostheses and their resistance to bacterial
adhesion [19].

Although short-term resistance of biomaterials to bacterial attack is important, long-
term response is also extremely essential. One must remember that implanted vascular
grafts are permanently surrounded by circulating blood which cause constant elution of
graft-bound antibacterial agent. Thus, gentamicin-bound pristine and PLD-coated grafts
were subjected to drug elution for 10 days in subsequent buffer exchanges and antibacterial
activity in collected extracts was evaluated against four reference strains (Figure 9). It was
found that the antibacterial effect of collected extracts is: (i) strain-dependent and (ii) titer-
dependent (in some cases). For S. aureus, PLD-modification of the prostheses only slightly
reduced the rate of bacterial growth (the difference was significant for higher initial bacterial
titer). However, this effect against S. epidermidis was much more distinct—in the lower
initial titer of bacteria, their growth was completely inhibited while for the higher initial
titer, their growth was significantly diminished (significantly different results). Similarly
for the strain E. coli, PLD-coating caused partial reduction of bacterial growth in collected
extracts (significantly different results). For P. aeruginosa this effect was much smaller
and significantly indifferent (Figure 9). However, one must remember that both tested
initial titers (1.5 x 10° CFU/mL or 1.5 x 10® CFU/mL) are very high and rarely appear
in circulating blood. As reported elsewhere, in microbial infections, the typical target
concentration in human blood is as low as 10> CFU/mL [42]. Thus, the obtained results
of bacterial growth reduction by the extracts collected during the experiment should be
considered as highly promising in relation to the prevention of vascular graft infection [43].
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Figure 8. Short-term antibacterial activity of gentamicin-bound Coll+G, Coll+PLD+G and
Coll+PLD+G+Glyc prostheses against four reference strains in comparison with Coll grafts. (a) Zones
of bacterial growth inhibition; (b) bacterial adhesion expressed as the amount of prosthesis-adhered
cells; (c) bacterial adhesion presented as spreading of adhered cells on solid culture medium. S.a.—S.
aureus; S.e.—S. epidermidis; E.c.—E. coli; P.a.—P. aeruginosa. (*) symbol indicates statistically significant
results for Coll prosthesis in comparison to the rest of samples, (#) symbol indicates statistically sig-
nificant results for Coll+G prosthesis in comparison to Coll+PLD+G and Coll+PLD+G+Glyc samples,
according to one-way ANOVA with post-hoc Tukey’s test (p < 0.05).
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Figure 9. Long-term antibacterial activity of gentamicin-bound Coll+G, Coll+PLD+G and

Coll+PLD+G+Glyc prostheses against four reference strains. The results are presented for extracts of
prosthesis collected daily during a 10 day-long test and inoculated with bacteria (with initial density:
1.5 x 10°/mL or 1.5 x 10®/mL). The growth was expressed as culture absorbance at 660 nm and
compared with averaged bacterial growth in control culture medium (100% growth—red line, with
absorbance value marked over the line). Blue solid line—Coll+G; orange solid line—Coll+PLD+G;
green solid line—Coll+PLD+G+Glyec. (*) symbol indicates statistically significant results for Coll+G
prosthesis in comparison to Coll+PLD+G and Coll+PLD+G+Glyc, according to one-way ANOVA
with post-hoc Tukey’s test (p < 0.05).

3. Materials and Methods
3.1. Grafts Modification by PDA or PLD

FlowNit Bioseal® collagen-sealed polyester knitted grafts were purchased from Jotec
GmbH (Hechingen, Germany). The manufacturer declared that the collagen-sealing layer
was prepared from bovine collagen type I and biologically harmless glycerol. L-DOPA
(precursor of PLD) or dopamine (precursor of PDA) were supplied by Sigma-Aldrich
(St. Louis, MO, USA), NaCl, CuSO4 MgCl, and MgSO, by POCH, Gliwice (Poland).
Pieces of prostheses (25 &+ 2 or 50 & 2 mg) were soaked in 10 mM Tris/HCl buffer pH 8.5,
containing 2 mg/mL L-DOPA or dopamine, as described elsewhere [19]. In some cases,
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the mixture also contained 0.5 mM CuSOy or/and 2.75% NaCl; 0.38% MgCl, and 0.17%
MgSQy. The process was performed for 24 h, at 25 °C (in pilot experiment) or at optimized
temperature in further tests. For temperature optimization, the samples were coated at
25 °C, 37 °C and 50 °C. Modified samples were washed in deionized (DI) water to remove
the unbound monomer and dried (37 °C).

For tests of cytotoxicity on endothelial cells, zebrafish toxicity and neurotoxicity and
evaluation of antibacterial activity, the samples were sterilized in ethylene oxide (1 h at
55 °C, with subsequent 5 h aeration).

To restore the desired elasticity and hydrophilicity of modified grafts, pieces of the
coated prosthesis were immersed for 10 min in 30% aqueous glycerol solution at 25 °C
(5 mL per 0.2 g prosthesis) and then allowed to dry at 37 °C.

3.2. Antibiotic Immobilization

Immobilization of gentamicin (Sigma-Aldrich, USA) was performed by simple soaking
of graft pieces (pristine and polycatecholamine-coated ones) in 1 mg/mL gentamicin
solution in 0.1 M Britton-Robinson buffer pH 8.5 for 24 h, typically at 25 °C, 37 °C and 50 °C,
depending on the particular experiment. Then the samples were washed twice in distilled
water and dried at 37 °C. The amount of immobilized drug was calculated from gentamicin
concentrations in the buffer before and after the process and evaluated quantitatively after
drug derivatization with phthaldialdehyde (Sigma-Aldrich), as described elsewhere [21].
For comparison, the reference method of gentamicin immobilization on protein-sealed
vascular prostheses using 0.5-2.5% glutaraldehyde (Chempur, Piekary Slaskie, Poland) was
performed on FlowNit Bioseal® collagen-sealed polyester knitted prosthesis, according to a
procedure described elsewhere [5].

Samples of grafts obtained in optimized coating conditions and with immobilized
gentamicin were selected for further experiments. They are listed in Table 1.

3.3. Characterization of Modified Prostheses
3.3.1. FTIR Spectra

FTIR-ATR evaluation of graft chemical structure was performed using Vertex 70
spectrometer equipped with diamond crystal accessory and OPUS 7.0 software (Bruker,
Billerica, MA, USA) at 4000400 cm ™1, spectral resolution 4 cm~1, 64 scans.

3.3.2. X-ray Photoelectron Spectroscopy (XPS)

The chemical composition of the surface of the Coll, Coll+PLD and Coll+PLD+Glyc
vascular grafts to assess the influence of the poly-(L-DOPA) coating and the glycerol
soaking process was determined by X-ray Photoelectron Spectroscopy (XPS, SPECS Sur-
face Nano Analysis GMbH, Berlin, Germany). Data were acquired in ultrahigh vacuum
(5.0 x 1072 mbar) using an XR50 Aluminum anode source operating at 300 W and a Phoibos
150 MCD-9 detector (D8 advance, SPECS Surface Nano Analysis GmbH, Berlin, Germany).
The spectra were recorded at a pass energy of 20 eV with a step size of 1.0 eV for survey
spectra and 0.1 eV for high resolution spectra. The recorded core levels Cls, Ols, N1s peaks
were used as a reference. CasaXPS software (Casa Software Ltd., Teignmouth, UK) was
used for the analysis to determinate the atomic elemental composition and the C1s peak
deconvolution applying the manufacturer set of relative sensitivity factors. The relative
error associated with the survey spectra XPS measurements is 0.5%.

3.3.3. Surface Topography

The surface topography of the Coll, Coll+PLD and Coll+PLD+Glyc samples was inves-
tigated by Scanning Electron Microscopy (SEM) (Phenom XL Desktop SEM, PhenomWorld,
Eindhoven, The Netherlands) operating at 5 kV. Due to the low conductivity of the samples,
all vascular grafts were previously sputtercoated with carbon to avoid charging effects and
to improve the secondary electron signal required for the topographic examination. Then,
surface images of all samples were acquired at different levels of magnification.
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3.3.4. Contact Angle

The surface wettability of the Coll, Coll+PLD and Coll+PLD+Glyc vascular grafts
was evaluated by measuring the contact angle of 10 uL. water droplets deposited over the
samples by using DSA100 Drop Shape Analyzer (Kriiss, Hamburg, Germany).

3.3.5. Mechanical Testing

The compression properties of the Coll, Coll+PLD and Coll+PLD+Glyc samples were
determined by the axial force resistance parallel plate test in the rheometer (Hybrid Rheome-
ter Discovery HR-2, TA Instruments, New Castle, DE, USA). To that end, the samples were
placed onto the base of the rheometer and then the parallel plate was programmed to apply
vertical displacement at 1 mm /min until reaching 50% deformation of the sample. Axial
force was monitored during the whole compression process measured in Newtons (N).

3.4. Blood Compatibility Tests

Blood reaction to the contact with pristine and PLD-coated grafts was evaluated
in the hemolysis and blood clot formation tests. Both these tests were performed on
Coll, Coll+PLD and Coll+PLD+Glyc samples, weighing 50 mg £ 2 mg (in triplicate), as
described elsewhere [19,20]. Briefly, citrated human blood was obtained from healthy
volunteer (in accordance with KE-0254/258 /2020 agreement of Bioethics Committee at
the Medical University of Lublin, Poland). Total blood hemoglobin was 148 mg% and
blood plasma hemoglobin concentration was 0.13 mg/mL, respectively (according to the
reaction with Drabkin reagent and appropriate calibration curve, using BioTek Synergy
H4 hybrid microplate reader; Thermo-Fisher Scientific, Waltham, MA, USA). As negative
controls, 50 mg + 2 mg of blood-neutral HDPE (high density polyethylene, Sigma-Aldrich,
St. Louis, MI, USA) pieces were used. As positive controls, 0.1% Triton X-100 (Sigma-
Aldrich, St. Louis, MO, USA) was used as hemolysis-inducing agent in the hemolysis test
while non-activated Ca?*-free whole blood—in blood clot formation test.

Hemolysis was measured as a function of hemoglobin released from erythrocytes
destroyed during 3 h contact between the prostheses samples and blood diluted 100-fold in
PBS pH 7.4 (5 mL/50 mg of graft) at 37 °C. Clot formation was evaluated by incubation
of the samples with 100 uL whole CaCl,-activated blood for 45 min at 37 °C, followed by
measurement of hemoglobin in free erythrocytes not entrapped within the clot. In this test,
there was an inverse relationship between the concentration of hemoglobin released from
free erythrocytes not entrapped within a clot and the blood clotting capacity. In both tests,
the amount of erythrocytes-released hemoglobin was evaluated using Drabkin reagent, as
above. Statistically significant differences between negative control and various samples
were considered at p < 0.0001, according to a one-way ANOVA with post-hoc Dunnett’s
test (GraphPad Prism 8.0.0 Software, San Diego, CA, USA).

3.5. Endothelial Cell Cultures
3.5.1. Cell Cultures

The analyses were carried on HUVEC cell culture (ATCC CRL-1730). The cells were
cultured in F12K medium (ATCC), supplemented with 10% (v/v) FBS (Gibco), 0.1 mg/mL
heparin (Sigma, St. Louis, MO, USA) and 30 mg/mL ECGS (endothelial cell growth
supplement; Sigma, St. Louis, MO, USA), at 37 °C in humidified atmosphere with 5%
CO,. For the analyses, cells at 3rd passage were trypsinized, counted and diluted to the
desired density. The analyses were performed by direct (i.e., cells grown on the prostheses)
and indirect (i.e., incubation of 2D cell cultures with prosthesis extracts) tests in triplicates,
according to the ISO 10993-5 and 10993-12 standards.

3.5.2. Growth of the Cells on the Prostheses

The graft samples were incubated for 24 h at 37 °C in complete medium (F12K with 10%
(v/v) FBS, heparin and ECGS) in a 48-well plate. Afterwards, cell suspensions containing
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5 x 10* cells were added to each well. Cells were left for 24 h to adhere, and then incubated
for1,4 or 7 days.

3.5.3. Extract Preparation

The samples were cultured in a complete growth medium for 24 h at 37 °C with
agitation. Volume of the medium was equal to the 1 mL per 0.1 g of the material (circa 250 puL
per prosthesis, depending on its weight) and each extraction was carried in triplicates.
Additionally, a medium was prepared, without being in contact with the prosthesis, in the
same manner and used as control. After the incubation, the samples were collected and
frozen at —80 °C.

3.5.4. Cell Proliferation

Proliferation of the cells was evaluated with MTT method. In case of direct test, after
4 and 7 days of cell growth, 62.5 uL of 5 mg/mL MTT in PBS was added to each well.
After 3 h, 250 puL of SDS was added to each well. The plates were read the next day using
Microplate Reader (BioTek) at 570 nm. The results were presented as mean £5D (n = 3)
compared to the pristine (Coll) graft. For the indirect test, the HUVEC cells were seeded
onto 96-well plates at 5 x 10* cell/well. After 24 h, the medium was discarded and thawed
extracts were poured into the wells, 50 pL per well, three repeats from each triplicate. As
the control, medium without contact with prosthesis, but prepared in the same manner
as extracts (incubated and frozen) was used. Afterwards, the cultures were incubated for
either 1 or 4 days. Subsequently, MTT assay was performed, as described above (with the
difference in volumes—12.5 uL. of MTT and 50 pL. of SDS were added to each well). The
results were presented as mean £SD (1 = 3) compared to the control (medium incubated
without prostheses).

3.5.5. Prosthesis Cytotoxicity

To evaluate the cytotoxicity of the grafts (direct test), LDH assay was performed. The
medium from the wells was collected on the 1st, 4th and 7th day and frozen at —80 °C.
Afterwards, all samples were thawed and poured onto 96-well plates in triplicates and the
assay was carried out according to the manufacturer’s manual (Sigma). The results were
presented as mean + SD (n = 3) compared to the pristine (Coll) graft. In case of indirect test,
the cultures were prepared as in the MTT method. After the incubation, the LDH assay
was performed. The results were presented as mean £ SD (n = 3) compared to the control
(medium incubated without prostheses).

3.5.6. Cell Morphology—SEM

Cells were grown on the prostheses for 4 days. Afterwards, the samples were fixed for
2 h with 4% glutaraldehyde in PBS and postfixed for 1 h in 1% osmium tetroxide in PBS,
followed by dehydration in acetone series and air-drying in desiccator. Between each step,
the samples were washed twice with PBS. After preparation, materials were mounted on
SEM stubs and coated with conductive layer of gold in a vacuum sputter coated (Quorum
Technologies Emitech K550X). The SEM procedure was performed with TESCAN VEGA 3
LMU microscope, working at 30 kV. The pictures representing cultures at sites of lower and
higher cellular density were presented (magnification: 5000 ).

3.6. Danio Rerio Embrio Toxicity (ET) and Locomotor Activity Assay (LAA)

Both tests were performed using Danio rerio of the AB strain (Experimental Medicine
Centre, Medical University of Lublin, Poland), maintained in E3 embryo medium, at
28.5 °C, under standard aquaculture conditions, in an incubator (IN 110 Memmert, GmbH,
Schwabach, Germany). The light/dark cycle was 14/10 h. Fertilized eggs were obtained
by natural spawning. Both for ET and LLA experiments, the embryos were treated in
extracts of Coll, Coll+PLD and Coll+PLD+Glyc grafts. The extracts were prepared by static
incubation of the grafts with sterile E3 medium (37 °C, 24 h, proportion: 1 mL E3/0.1 g
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dry prosthesis weight). Inmediately after the experiment, larvae were killed by immersion
in 15 pM tricaine solution. The whole experiment was conducted in accordance with the
National Institute of Health Guidelines for the Care and Use of Laboratory Animals and
the European Community Council Directive for the Care and Use of Laboratory Animals
of 22 September 2010 (2010/63/EU).

For the ET test, the collected embryos (each group of n = 15) in separate wells in
96-well plates were incubated with 200 pL of 2-fold diluted extracts or pure E3 medium.
Apical observations of acute toxicity in zebrafish embryos 24-96 h post-fertilization (hpf)
were performed on basis of coagulation, somite formation, tail detachment and heartbeat
observation (using Zeiss Axio Vert stereomicroscope, ZEISS, Oberkochen, Germany). Image
analysis was performed to determine the percentage of malformed embryos, taking into
consideration the occurrence of morphological and physiological abnormalities. For LAA,
a distance moved in a 10 min period (in cm) by 5 days post fertilization (dpf) larvae in a
light condition was evaluated after 30 min incubation with tested extracts (each group of
n = 20). Distance moved by larvae was evaluated using EthoVision XT 15 video tracking
software (Noldus Information Technology b.v., Wageningen, The Netherlands). Statistical
analysis was performed using Prism software (GraphPad Software, San Diego, CA, USA)
and one-way analysis of variance (ANOVA).

3.7. Antibiotic Release

Gentamicin release from gentamicin-loaded grafts (Coll+G, Coll+PLD+G and Coll+
PLD+G+Glyc) was performed in a closed-loop system using a USP 4 compliant flow-
through cell tester Sotax CE1 (Sotax, Basel, Switzerland). Approximately 0.5 g of sample
was loaded into the release cell for each graft. Test was performed in 35 mL PBS pH 7.4,
1 mL/min laminar flow rate, 37 °C. 0.3 mL portions of PBS were collected in specified time
point and replaced by fresh PBS. In collected PBS samples, gentamicin was quantitatively
evaluated, as described in Section 3.2, to determine the cumulative drug release profile.
Drug release kinetics and mechanisms were determined using Korsmeyer-Peppas model,
according to the equation:

M /M = kt"

where M; is the amount of drug released from the composite in time t, M is the accu-
mulated released drug amount at time t—oo, and k and n are the kinetic constant and
the release exponent, respectively. Nonlinear regression analysis was performed for drug
release mechanism interpretation (using the Statistica 10 software; TIBCO software Inc,
Palo Alto, CA, USA).

3.8. Antibacterial Tests
3.8.1. Strains and Maintenance

Four bacterial strains (Staphylococcus aureus ATCC 25923, Staphylococcus epidermidis
ATCC 12228, Pseudomonas aeruginosa ATCC 27853 and Escherichia coli ATCC 25922) were
grown at 37 °C for 2024 h in Mueller-Hinton Agar medium (Biomaxima, Poland). Then the
bacteria were scratched and suspended in sterile physiological solution or Mueller-Hinton
(M-H) broth (Biomaxima, Poland) to appropriate density.

3.8.2. Pilot Test of Bacterial Growth Inhibition in Direct Contact

The test described in this section was performed on all graft samples synthesized
during optimization of coating conditions. Sterile pieces of the grafts (50 & 2 mg) were
placed inside the wells of 12-well plate (Corning, New York, NY, USA) with 1 mL of MH
broth and inoculated with S. epidermidis suspension to final density: 3 x 10° CFU (colony
forming units)/1 mL. The plates were incubated for 2024 h (37 °C, 50 rpm, Innova 42,
New Brunswick Scientific, Edison, NJ, USA). Every 24 h, graft samples were drained on
sterile Whatman filter paper to remove the excess of medium and transferred to fresh wells
with 1 mL of MH broth, inoculated as before. The experiment was performed until the
appearance of visible growth of bacteria in the medium.
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3.8.3. Agar Plate Test

Test described in this section was performed on Coll, Coll+G, Coll+PLD+G and
Coll+PLD+G+Glyc graft samples. & 7.5 mm wells were drilled in Mueller—-Hinton Agar
(Biomaxima, Lubelskie, Poland) on sterile Petri dishes. Then, 25 £ 2 mg pieces of the grafts
were placed inside the wells. Then, the wells were filled with liquid Mueller—-Hinton Agar
medium which was allowed to set. Finally, 50 uL of bacterial suspension of each strain
(3 x 107 CFU/mL) was placed onto the agar and evenly spread. The plates were incubated
at 37 °C for 20-24 h and bacterial growth inhibition zones were measured.

3.8.4. Bacterial Adhesion Test

The test described in this section was performed on Coll, Coll+G, Coll+PLD+G and
Coll+PLD+G+Glyc graft samples. Due to the strong auto-fluorescence of polyester fibers,
the test was performed using trypsin to detach the adhered bacteria from grafts surfaces,
as described earlier [18]. Briefly, four prostheses pieces (25 £ 2 mg) were incubated in the
wells of 12-well plate with 2 mL of the suspension (3 x 108 CFU/mL) of four bacterial
strains. Plates were incubated at 37 °C for 2 h with agitation (100 rpm, Innova 42, New
Brunswick Scientific, USA). Afterwards, the pieces of prostheses were transferred into
50 mL sterile Falcon tubes and carefully washed twice with 20 mL od 0.9% NaCl, to remove
all free bacterial cells. Then one of four prosthesis pieces was placed onto M-H agar and
incubated at 37 °C for 20-24 h, to check whether the adhered bacteria can divide, migrate
into the surrounding medium and spread. The remaining three pieces were transferred
into other 50 mL Falcon tubes and treated with 0.5 mL of 0.25% trypsin-EDTA solution
(Sigma-Aldrich, St. Louis, MO, USA) for 15 min at 37 °C, to detach the adhered bacteria.
After intense shaking on Vortex, 2 mL M-H broth was added to all tubes to “inactivate”
trypsin. Finally, the resulting liquid was appropriately diluted and 50 pL of each dilution
was plated (in triplicate) on M-H agar plates (using EasySpiral Dilute plater; Interscience,
Saint Nom la Bréteche, France). The plates were incubated at 37 °C for 20-24 h and CFU
were counted on each plate using Scan 300 counter (Interscience, France).

3.8.5. Bacterial Growth Inhibition in Samples Extracts

The test described in this section was performed on Coll+G, Coll+PLD+G and Coll+
PLD+G+Glyc graft samples. The samples were incubated in sterile M-H broth (in the
proportion: 1 mL medium/0.1 g dry sample weight sample) at 37 °C, with agitation (50 rpm,
Innova 42, New Brunswick Scientific, USA). The resulting extracts were collected daily
and replaced by the same volume of fresh M-H broth for 10 days. The extracts were then
dispensed into wells of 96-well plate (200 pL, in triplicate) and each well was inoculated
with 10 uL of suspension of four bacterial strains (final density: 1.5 x 10> CFU/mL or
1.5 x 10° CFU/mL). Positive control of bacterial growth was tested separately for each
strain in 200 puL of M-H broth, inoculated and treated as above. The plates were incubated
for 2024 h (37 °C, 100 rpm; on plate shaker DTS-4; ELMI, Newbury Park, CA, USA). After
24 h, absorbance of the media in the wells was measured at 660 nm using BioTek Synergy
H4 hybrid microplate reader (Thermo-Fisher Scientific, Waltham, MA, USA). Inhibition of
bacterial growth by prostheses samples was presented in comparison with the growth in
positive controls.

4. Conclusions

The results obtained in this study lead to the conclusion that poly(L-DOPA)-coating
(PLD-coating) on collagen-sealed knitted PET vascular grafts is a promising method of
their functionalization. The modification takes place in mild conditions which leaves the
collagen-sealing layer undamaged. However, it requires an additional step (quick soaking
in glycerol solution) to restore desired elasticity and wettability of knitted prostheses.
PLD-coating process reduced the toxicity of collagen-sealed commercial prostheses in vitro
and in vivo (response of HUVECs and Danio rerio embryos), confirming their increased
biological safety. Furthermore, the applied modification not only increased antibiotic-
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binding efficacy of the modified grafts (reducing bacterial growth and adhesion) but also
reduced pro-hemolytic effects. On the basis of this study, we suggest that PLD-coating
should attract more attention for modification of collagen-coated biomaterials. In particular,
this modification may be recommended for improvement of polymeric biomedical devices
of complex structures, such as textiles.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/ijms23169369/s1. References [44—46] are cited in the Supplementary
Materials.

Author Contributions: Conceptualization, A.B. and A.M.; methodology, A.B. and C.C.; software,
AM. and A.E.-N; formal analysis, A.M., C.C., B.B.,, M.P. and A B.; investigation, A.M., A E.-N., M.P.
and B.B., writing—original draft preparation, A.M., A.B., C.C., M.P, B.B. and S.P,; writing—review
and editing, A.M., A.B. and C.C,; supervision, A.B.; project administration, A.B. and S.P,; funding
acquisition, A.B. All authors have read and agreed to the published version of the manuscript.

Funding: This research was founded by the Ministry of Education and Science in Poland within the
statutory activity of Medical University of Lublin (DS6/2022 project).

Institutional Review Board Statement: Collection of human blood from healthy volunteers for study
of blood hemolysis and clot formation was made in accordance with KE-0254 /258 /2020 agreement
of Bioethics Committee at the Medical University of Lublin, Poland.

Informed Consent Statement: Not applicable.
Data Availability Statement: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design
of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript; or
in the decision to publish the results.

References

1. Xue, L.; Greisler, H.P. Biomaterials in the Development and Future of Vascular Grafts. J. Vasc. Surg. 2003, 37, 472-480. [CrossRef]
[PubMed]

2. Chakfe, N.; Kretz, ].G.; Petit, H.; Epailly, E.; Nicolini, P.; Levy, F,; Pasquali, J.L.; Eisenmann, B. Albumin-Impregnated Polyester
Vascular Prosthesis for Abdominal Aortic Surgery: An Improvement? Eur. |. Vasc. Endovasc. Surg. 1996, 12, 346-353. [CrossRef]

3.  Guidoin, R.; Marceau, D.; Couture, J.; Rao, T.].; Merhi, Y.; Roy, PE.; De la Faye, D. Collagen Coatings as Biological Sealants for
Textile Arterial Prostheses. Biomaterials 1989, 10, 156-165. [CrossRef]

4. Chak, V,; Kumar, D.; Visht, S. A Review on Collagen Based Drug Delivery Systems. Int. J. Pharm. Teach. Pract. 2013, 4, 811-820.

5. Ginalska, G.; Osinska, M.; Uryniak, A.; Urbanik-Sypniewska, T.; Belcarz, A.; Rzeski, W.; Wolski, A. Antibacterial Activity of
Gentamicin-Bonded Gelatin-Sealed Polyethylene Terephthalate Vascular Prostheses. Eur. J. Vasc. Endovasc. Surg. 2005, 29, 419-424.
[CrossRef]

6.  Knaepler, H. Local Application of Gentamicin-Containing Collagen Implant in the Prophylaxis and Treatment of Surgical Site
Infection in Orthopaedic Surgery. Int. J. Surg. 2012, 10, S15-S20. [CrossRef]

7. Folmer, E.I.R.; Von Meijenfeldt, G.C.I.; Van der Laan, M.J.; Glaudemans, A.W.].M,; Slart, R.H.J.A_; Saleem, B.R.; Zeebregts, C.J.
Diagnostic Imaging in Vascular Graft Infection: A Systematic Review and Meta-Analysis. Eur. |. Vasc. Endovasc. Surg. 2018, 56,
719-729. [CrossRef]

8. Batt, M.; Feugier, P.; Camou, F; Coffy, A.; Senneville, E.; Caillon, ]J.; Calvet, B.; Chidiac, C.; Laurent, F; Revest, M; et al. A
Meta-Analysis of Outcomes after In Situ Reconstructions for Aortic Graft Infection. Angiology 2018, 69, 370-379. [CrossRef]

9. Naylor, A.R;; Ricco, ].B.; de Borst, G.J.; Debus, S.; de Haro, ].; Halliday, A.; Hamilton, G.; Kakisis, J.; Kakkos, S.; Lepidi, S.; et al.
Editor’s Choice-Management of Atherosclerotic Carotid and Vertebral Artery Disease: 2017 Clinical Practice Guidelines of the
European Society for Vascular Surgery (ESVS). Eur. |. Vasc. Endovasc. Surg. 2018, 55, 3-81. [CrossRef]

10. Matic, P,; Tanaskovic, S.; Babic, S.; Gajin, P; Jocic, D.; Nenezic, D.; Iljjevski, N.; Vucurevic, G.; Radak, D. In Situ Revascularisation
for Femoropopliteal Graft Infection: Ten Years of Experience with Silver Grafts. Vascular 2014, 22, 323-327. [CrossRef]

11. Topel, I.; Audebert, F,; Betz, T.; Steinbauer, M.G. Microbial Spectrum and Primary Resistance to Rifampicin in Infectious
Complications in Vascular Surgery: Limits to the Use of Rifampicin-Bonded Prosthetic Grafts. Angiology 2010, 61, 423-426.
[CrossRef] [PubMed]

12.  Leikina, E.; Mertts, M.V,; Kuznetsova, N.; Leikin, S. Type I Collagen Is Thermally Unstable at Body Temperature. Proc. Natl. Acad.

Sci. USA 2002, 99, 1314-1318. [CrossRef] [PubMed]


https://www.mdpi.com/article/10.3390/ijms23169369/s1
https://www.mdpi.com/article/10.3390/ijms23169369/s1
http://doi.org/10.1067/mva.2003.88
http://www.ncbi.nlm.nih.gov/pubmed/12563226
http://doi.org/10.1016/S1078-5884(96)80255-3
http://doi.org/10.1016/0142-9612(89)90018-5
http://doi.org/10.1016/j.ejvs.2004.12.030
http://doi.org/10.1016/j.ijsu.2012.05.020
http://doi.org/10.1016/j.ejvs.2018.07.010
http://doi.org/10.1177/0003319717710114
http://doi.org/10.1016/j.ejvs.2017.06.021
http://doi.org/10.1177/1708538113504399
http://doi.org/10.1177/0003319709360029
http://www.ncbi.nlm.nih.gov/pubmed/20211934
http://doi.org/10.1073/pnas.032307099
http://www.ncbi.nlm.nih.gov/pubmed/11805290

Int. ]. Mol. Sci. 2022, 23, 9369 23 of 24

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

Meng, D.; Tanaka, H.; Kobayashi, T.; Hatayama, H.; Zhang, X.; Ura, K.; Yunoki, S.; Takagi, Y. The Effect of Alkaline Pretreatment
on the Biochemical Characteristics and Fibril-Forming Abilities of Types I and II Collagen Extracted from Bester Sturgeon
by-Products. Int. J. Biol. Macromol. 2019, 131, 572-580. [CrossRef] [PubMed]

Lee, H.; Dellatore, S.M.; Miller, W.M.; Messersmith, P.B. Mussel-Inspired Surface Chemistry for Multifunctional Coatings. Science
2007, 318, 426-430. [CrossRef]

Taghizadeh, A ; Taghizadeh, M.; Yazdi, M.K.; Saeb, M.R.; Mozafari, M. Mussel-Inspired Biomaterials: From Chemistry to Clinic.
Bioeng. Transl. Med. 2022, e10385. [CrossRef]

Liu, Y,; Ai, K;; Lu, L. Polydopamine and Its Derivative Materials: Synthesis and Promising Applications in Energy, Environmental,
and Biomedical Fields. Chem. Rev. 2014, 114, 5057-5115. [CrossRef]

Yang, Z.; Tu, Q.; Zhu, Y.; Luo, R,; Li, X,; Xie, Y.; Maitz, M.E,; Wang, J.; Huang, N. Mussel-Inspired Coating of Polydopamine
Directs Endothelial and Smooth Muscle Cell Fate for Re-Endothelialization of Vascular Devices. Adv. Healthc. Mater. 2012, 1,
548-559. [CrossRef]

Ku, S.H,; Park, C.B. Human Endothelial Cell Growth on Mussel-Inspired Nanofiber Scaffold for Vascular Tissue Engineering.
Biomaterials 2010, 31, 9431-9437. [CrossRef]

Michalicha, A.; Espona-Noguera, A.; Canal, C.; Budzynska, B.; Piet, M.; Przywara, S.; Pawelec, J.; Belcarz, A. Polycatecholamine
and Gentamicin as Modifiers for Antibacterial and Blood-Biocompatible Polyester Vascular Prostheses. Mater. Sci. Eng. C 2022,
133, 112645. [CrossRef]

Michalicha, A.; Roguska, A.; Przekora, A.; Budzyriska, B.; Belcarz, A. Poly(Levodopa)-Modified 3-Glucan as a Candidate for
Wound Dressings. Carbohydr. Polym. 2021, 272, 118485. [CrossRef]

Michalicha, A.; Palka, K.; Roguska, A.; Pisarek, M.; Belcarz, A. Polydopamine-Coated Curdlan Hydrogel as a Potential Carrier of
Free Amino Group-Containing Molecules. Carbohydr. Polym. 2021, 256, 117524. [CrossRef] [PubMed]

Bagnato, G.; Iulianelli, A.; Sanna, A.; Basile, A. Glycerol Production and Transformation: A Critical Review with Particular
Emphasis on Glycerol Reforming Reaction for Producing Hydrogen in Conventional and Membrane Reactors. Membranes 2017, 7,
17. [CrossRef]

Tarique, J.; Sapuan, S.M.; Khalina, A. Effect of Glycerol Plasticizer Loading on the Physical, Mechanical, Thermal, and Barrier
Properties of Arrowroot (Maranta Arundinacea) Starch Biopolymers. Sci. Rep. 2021, 11, 13900. [CrossRef] [PubMed]

Sahari, J.; Sapuan, S.M.; Zainudin, E.S.; Maleque, M. A. Physico-Chemical and Thermal Properties of Starch Derived from Sugar
Palm Tree (Arenga Pinnata). Asian J. Chem. 2014, 26, 955-959. [CrossRef]

Saifuddin, N.; Refal, H.; Kumaran, P. Rapid Purification of Glycerol By-Product from Biodiesel Production through Combined
Process of Microwave Assisted Acidification and Adsorption via Chitosan Immobilized with Yeast. Res. . Appl. Sci. Eng. Technol.
2014, 7, 593-602. [CrossRef]

Nanda, M.; Yuan, Z.; Qin, W.; Poirier, M.; Chunbao, X. Purification of Crude Glycerol Using Acidification: Effects of Acid Types
and Product Characterization. Austin J. Chem. Eng. 2014, 1, 1004.

Joshi, R.; Joshi, R.; Amanah, H.; Fageerzada, M.; Jayapal, P.; Kim, G.; Baek, I.; Park, E.-S.; Masithoh, R.; Cho, B.-K. Quantitative
Analysis of Glycerol Concentration in Red Wine Using Fourier Transform Infrared Spectroscopy and Chemometrics Analysis.
Korean ]. Agric. Sci. 2021, 48, 299-310. [CrossRef]

Carr, HM.H.; Vohra, R.; Sharma, H.; Smyth, ].V.; Rooney, O.B.; Biol, M.I,; Dodd, P.D.E; Walker, M.G. Endothelial Cell Seeding
Kinetics under Chronic Flow in Prosthetic Grafts. Ann. Vasc. Surg. 1996, 10, 469-475. [CrossRef]

Chlupac, J.; Filova, E.; Riedel, T.; Brynda, E.; Pamula, E.; Bacakova, L. Endothelial Cell Lining of PET Vascular Prostheses:
Modification with Degradable Polyester-Based Copolymers and Adhesive Protein Multi-Layers. J. Tissue Sci. Eng. 2014, 5, 2.
[CrossRef]

Chlupag, J.; Filova, E.; Riedel, T.; Houska, M.; Brynda, E.; Remy-Zolghadri, M.; Bareille, R.; Fernandez, P.; Daculsi, R.; Bourget, C.;
et al. Attachment of Human Endothelial Cells to Polyester Vascular Grafts: Pre-Coating with Adhesive Protein Assemblies and
Resistance to Short-Term Shear Stress. Physiol. Res. 2014, 63, 167-177. [CrossRef]

Wiebe, ].P,; Dinsdale, C.J. Inhibition of Cell Proliferation by Glycerol. Life Sci. 1991, 48, 1511-1517. [CrossRef]

Davidson, A.F.; Glasscock, C.; McClanahan, D.R.; Benson, ].D.; Higgins, A.Z. Toxicity Minimized Cryoprotectant Addition and
Removal Procedures for Adherent Endothelial Cells. PLoS ONE 2015, 10, e0142828. [CrossRef] [PubMed]

Giusti, I.; Monache, S.D.; Di Francesco, M.; Sanita, P.; D’ Ascenzo, S.; Gravina, G.L.; Festuccia, C.; Dolo, V. From Glioblastoma
to Endothelial Cells through Extracellular Vesicles: Messages for Angiogenesis. Tumor Biol. 2016, 37, 12743-12753. [CrossRef]
[PubMed]

Nanou, A.; Crespo, M.; Flohr, P.; De Bono, J.S.; Terstappen, L.W.M.M. Scanning Electron Microscopy of Circulating Tumor Cells
and Tumor-Derived Extracellular Vesicles. Cancers 2018, 10, 416. [CrossRef]

Zhou, ].; Benito-Martin, A.; Mighty, J.; Chang, L.; Ghoroghi, S.; Wu, H.; Wong, M.; Guariglia, S.; Baranov, P.; Young, M.;
et al. Retinal Progenitor Cells Release Extracellular Vesicles Containing Developmental Transcription Factors, MicroRNA and
Membrane Proteins. Sci. Rep. 2018, 8, 2823. [CrossRef]

Deregibus, M.C.; Cantaluppi, V.; Calogero, R.; Lo Iacono, M.; Tetta, C.; Biancone, L.; Bruno, S.; Bussolati, B.; Camussi, G.
Endothelial Progenitor Cell-Derived Microvesicles Activate an Angiogenic Program in Endothelial Cells by a Horizontal Transfer
of MRNA. Blood 2007, 110, 2440-2448. [CrossRef]


http://doi.org/10.1016/j.ijbiomac.2019.03.091
http://www.ncbi.nlm.nih.gov/pubmed/30880060
http://doi.org/10.1126/science.1147241
http://doi.org/10.1002/btm2.10385
http://doi.org/10.1021/cr400407a
http://doi.org/10.1002/adhm.201200073
http://doi.org/10.1016/j.biomaterials.2010.08.071
http://doi.org/10.1016/j.msec.2022.112645
http://doi.org/10.1016/j.carbpol.2021.118485
http://doi.org/10.1016/j.carbpol.2020.117524
http://www.ncbi.nlm.nih.gov/pubmed/33483045
http://doi.org/10.3390/membranes7020017
http://doi.org/10.1038/s41598-021-93094-y
http://www.ncbi.nlm.nih.gov/pubmed/34230523
http://doi.org/10.14233/ajchem.2014.15652
http://doi.org/10.19026/rjaset.7.295
http://doi.org/10.7744/kjoas.20210023
http://doi.org/10.1007/BF02000595
http://doi.org/10.4172/2157-7552.1000139
http://doi.org/10.33549/physiolres.932577
http://doi.org/10.1016/0024-3205(91)90275-G
http://doi.org/10.1371/journal.pone.0142828
http://www.ncbi.nlm.nih.gov/pubmed/26605546
http://doi.org/10.1007/s13277-016-5165-0
http://www.ncbi.nlm.nih.gov/pubmed/27448307
http://doi.org/10.3390/cancers10110416
http://doi.org/10.1038/s41598-018-20421-1
http://doi.org/10.1182/blood-2007-03-078709

Int. ]. Mol. Sci. 2022, 23, 9369 24 of 24

37.

38.

39.

40.
41.

42.

43.

44.

45.

46.

Nazarenko, I.; Rana, S.; Baumann, A.; McAlear, J.; Hellwig, A.; Trendelenburg, M.; Lochnit, G.; Preissner, K.T.; Zoller, M. Cell
Surface Tetraspanin Tspan8 Contributes to Molecular Pathways of Exosome-Induced Endothelial Cell Activation. Cancer Res.
2010, 70, 1668-1678. [CrossRef]

Lahnsteiner, F. The Effect of Internal and External Cryoprotectants on Zebrafish (Danio Rerio) Embryos. Theriogenology 2008, 69,
384-396. [CrossRef]

Maes, J.; Verlooy, L.; Buenafe, O.E.; de Witte, PA.M.; Esguerra, C.V.; Crawford, A.D. Evaluation of 14 Organic Solvents and
Carriers for Screening Applications in Zebrafish Embryos and Larvae. PLoS ONE 2012, 7, e43850. [CrossRef]

Costa, P; Lobo, ].M.S. Modeling and Comparison of Dissolution Profiles. Eur. J. Pharm. Sci. 2001, 13, 123-133. [CrossRef]
Ritger, PL.; Peppas, N.A. A Simple Equation for Description of Solute Release II. Fickian and Anomalous Release from Swellable
Devices. J. Control. Release 1987, 5, 37-42. [CrossRef]

Cheng, L.E; Chang, H.C.; Chen, T.Y.,; Hu, C.; Yang, F.L. Rapid (<5 min) Identification of Pathogen in Human Blood by Electrokinetic
Concentration and Surface-Enhanced Raman Spectroscopy. Sci. Rep. 2013, 3, 2365. [CrossRef]

Liu, Z.; Huang, J.; Zhao, X.; Huang, H.; Fu, C,; Li, Z.; Cheng, Y.; Niu, C.; Zhang, J. A Facile Path to Graphene-Wrapped
Polydopamine-Entwined Silicon Nanoparticles with High Electrochemical Performance. ChemPlusChem 2019, 84, 203-209.
[CrossRef] [PubMed]

Kuang, J.; Guo, J.L.; Messersmith, P.B. High ionic strength formation of DOPA-melanin coating for loading and release of cationic
antimicrobial compounds. Adv. Mater. Interfaces 2014, 1, 1400145. [CrossRef]

Gan, Z.; Zhang, T,; Liu, Y.; Wu, D. Temperature-Triggered Enzyme Immobilization and Release Based on Cross-Linked Gelatin
Nanoparticles. PLoS ONE 2012, 7, e47154. [CrossRef] [PubMed]

Marchand, A.; Czar, M.E; Eggel, E.N.; Kaeslin, ].; Zenobi, R. Studying biomolecular folding and binding using temperature-jump
mass spectrometry. Nat. Commun. 2020, 11, 566. [CrossRef]


http://doi.org/10.1158/0008-5472.CAN-09-2470
http://doi.org/10.1016/j.theriogenology.2007.10.007
http://doi.org/10.1371/journal.pone.0043850
http://doi.org/10.1016/S0928-0987(01)00095-1
http://doi.org/10.1016/0168-3659(87)90035-6
http://doi.org/10.1038/srep02365
http://doi.org/10.1002/cplu.201800554
http://www.ncbi.nlm.nih.gov/pubmed/31950692
http://doi.org/10.1002/admi.201400145
http://doi.org/10.1371/journal.pone.0047154
http://www.ncbi.nlm.nih.gov/pubmed/23071741
http://doi.org/10.1038/s41467-019-14179-x

	Introduction 
	Results and Discussion 
	Materials and Methods 
	Grafts Modification by PDA or PLD 
	Antibiotic Immobilization 
	Characterization of Modified Prostheses 
	FTIR Spectra 
	X-ray Photoelectron Spectroscopy (XPS) 
	Surface Topography 
	Contact Angle 
	Mechanical Testing 

	Blood Compatibility Tests 
	Endothelial Cell Cultures 
	Cell Cultures 
	Growth of the Cells on the Prostheses 
	Extract Preparation 
	Cell Proliferation 
	Prosthesis Cytotoxicity 
	Cell Morphology—SEM 

	Danio Rerio Embrio Toxicity (ET) and Locomotor Activity Assay (LAA) 
	Antibiotic Release 
	Antibacterial Tests 
	Strains and Maintenance 
	Pilot Test of Bacterial Growth Inhibition in Direct Contact 
	Agar Plate Test 
	Bacterial Adhesion Test 
	Bacterial Growth Inhibition in Samples Extracts 


	Conclusions 
	References

