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The aim of the study was to estimate the properties of the scaffold obtained by decellularization
with of bovine pericardium a 0.1% solution of sodium dodecyl sulfate. The experiment included stan-
dard histological, microscopic, molecular genetic, and biomechanical methods. Scaffold was tested in
vitro for cytotoxicity and in vivo for biocompatibility. A high degree of removal of cells and their
components from bovine pericardium-derived matrix was shown. Biomechanical characteristics were
of artificial scaffold were the same same as those of the native pericardium. With prolonged contact,
no cytotoxic effect on human cells was observed. The biointegration of the scaffold in laboratory ani-
mals tissues was noted, thus confirming the potential possibility of the implant application in car-

diac surgery.
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Today, cardiovascular diseases are the
leading cause of death in the world. According
to WHO statistics, heart diseases kill more than
17 million people each year, which is 31% of all
deaths[1]. Congenital heart defects occur with
a frequency of about 9 % [2]. To date, cardiac
surgery is performed in almost all congenital
heart defects, where in most cases a complete
anatomical correction is performed using
artificial implants. The total postoperative
mortality from these surgeries in the world‘s
leading clinics is less than 3% . However, the
use of artificial prostheses has a number of
disadvantages that significantly impair the
quality of patients life in the postoperative
period. About a third of patients those get
operated require repeated surgery at various
times in the long term. Patients usually need
lifelong anticoagulation therapy. A promising
direction in overcoming the above problems
may be the use of biological implants. However,
they also have a number of unresolved issues,
such as complete or partial biodegradation and
calcification after implantation [3].

In the world medical practice, bioimplants
made of xenogenic tissues, for example from
the pericardium of pigs, horses, cattle, which
have the elasticity of the material close to
human tissues, are increasingly used [4]. To
obtain such an implant, the native material
is subjected to decellularization, which is
the complete elimination of donor cells and
purification from antigenic molecules while
maintaining the structure of the extracellular
matrix. Today, scaffolds are successfully
used in the clinic for tissue engineering and
regenerative medicine [5-8]. Decellularized
extracellular matrix made of bovine
pericardium is a promising biomaterial for
cardiovascular tissue repair, as the structu
re of collagen-elastin components of the
framework is satisfactorily preserved, and
antigenic molecules are properly eliminated
and thus reduces the antigenicity of such
material [9-11].

Sodium dodecyl sulfate (SDS) is one of the
most commonly used anionic detergents to
create extracellular matrices, as it can more
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efficiently washout cytoplasmic proteins and
remnants of nuclear components from tissues
than other detergents [12, 13]. For example,
it was the main detergent used to decellularize
cardiac perfusion in all rats [12]. Thus, in
a number of studies, colleagues described
protocols for material SDS processing in
accordance with the standard requirements
for complete removal of cells and elimination
of at least 90% of host DNA from tissues and
organs of different species [14-17].

Another detergent often used in
conjunction with SDS is Triton X-100, a
non-ionic detergent that can remove cellular
contents and help wash residual SDS from
the ECM [12, 18]. Although the use of Triton
X-100 eliminates cells from the heart valve,
it is less effective in clearing the myocardium
and aortic wall of cellular residues [19].

Unfortunately, today there is no
ideal biomaterial that would meet all the
requirements of cardiac surgery and has
athrombogenicity, elasticity, durability,
minimal antigenicity, lack of immunogenicity
and cytotoxicity, and strength, i.e. was
close to the characteristics of mnatural
tissues. Therefore, the search for methods of
biotechnological transformation of xenotissue,
their development and improvement, which
could provide high quality material obtaining,
that will significantly improve the life quality
of children with congenital heart disease,
reduce the number of repeated -cardiac
surgeries and the cost of treatment.

Materials and Methods

The procedure for tissue obtaining

The material for the study was the cattle
pericardium. The pericardial sac was extracted
from outbred 12-18-month-old bulls after
slaughter at the TOV “Antonovsky Meat
Processing Plant“. All animals underwent
veterinary inspection. In the process of
organ removal, the rules of asepsis with
the maximal available atraumaticity and
taking into account the anatomical features
of animals, as well as in accordance with the
basic principles of bioethics and bioethical
expertise, consistent with the provisions of
the “European Convention for the Protection
of Vertebrate Animals which are used for
experimental and other purposes‘ (Strasbourg,
France, 1985) and in accordance with the
Law of Ukraine Ne 3447-IV “On Protection of
Animals from Cruel Treatment* (2006, latest
edition 2009). The biomaterial was transported
to the laboratory for one hour in a sterile
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Hanks solution in a container on ice. Then
the pericardial sac was carefully prepared,
separating the serous layer from the fibrous
one. Fatty appendages and excess connective
tissue were removed from the latter. To wash
the fragments of the isolated pericardium
from the remnants of blood components, it
was placed in flasks with distilled water with
a volume of 1 000 ml and stirred continuously
(70 rpm) for 3 hours at 4 °C.

Protocol for decellularization of the bovine
pericardium

Cattle pericardial samples were
decellularized as follows: a 40x40 mm
pericardial sample was placed in a 200 ml
bottle containing 100 ml of 0.1% solution
of SDS (Sigma-Aldrich, USA) with constant
shaking (200 rpm) for 40 days at 4 °C[11]. The
next step was to stabilize and fix the obtained
samples. We provided stabilization and
fixation of all obtained samples in a solution
of 70 % ethanol for 24 h at t 4 °C with constant
stirring at 200 rpm. Then all fragments of
the decellularized pericardium were washed
with sterile NaCl solution for 24 h at 4 °C with
constant stirring at 200 rpm. An additional
stage of chemical decellularization was
achieved using the crosslinking method: EDC/
NHS solution — MES (10 mM of 1-Ethyl-
3-(3-dimethylaminopropyl) carbodiimide
hydrochloride (EDC), 10 mM of N-Hydroxy-
succinimide) and MES solution (pH 5.6) 6
(0.05 M of 2 — morpholinoethane sulfonic
acid). Native pericardium was used as a
control.

Histological staining (hematoxylin-eosin
and DAPI )

Hematoxylin — eosin. Histopathological
examination of tissue samples includes
fixation in 10 % solution of neutral buffered
formalin (pH 7.4) for at least 3 days at a
temperature of 4 °C. Tissues were fixed after
rapid freezing and sectioning with a cryostat
(6 nm thick). Validation of cell nucleus removal
was performed according to the standard
hematoxylin and eosin (H&E) staining
protocol. Stained samples were examined
using an Olympus BX 51 light microscope.

DAPI. DAPI staining (4’,6-diamidino-2-
phenylindole, dihydrochloride) was performed
directly by incubating a tissue sample (luminal
side up) with 25 ng/ml DAPI diluted in PBS for
2 min (in the dark). Achieving maximal tissue
thickness, adventitia and middle layer were
removed using the approach proposed by Jelev
et al.[20]. The ECM was fixed on the plate with
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forceps under a microscope. The intima layer
was carefully removed by stretching it with
forceps, simultaneously with cutting the edges
with a scalpel, followed by restoration in PBS.
DAPI stains were also applied to paraffin-
embedded cross-sections (5 ym thick) following
standard fixation, dehydration, embedding,
cutting, dewaxing, rehydration, and staining
protocols. Images were taken using an Olympus
BX 40 fluorescent microscope (Tokyo, Japan).

DNA quantitative evaluation

DNA extraction was performed using
Easy Blood and Tissue DNA kit (Qiagen,
Germany). 10—-25 mg of tissue from external
materials before decellularization, or from
decellularized samples, were briefly treated
with proteinase K to quantify the total amount
of nucleic acid, ng/mg of dry tissue, and
calculate the percentage of DNA removal after
decellularization. Fluorescence measurements
(photons per second) were performed at room
temperature in a room of 23-24 °C, using a
spectrofluorometer Qubit 3.0 to count photons.
The limit of DNA detection was 0.2 ng/ng of
nucleic acid.

Biomechanical testing. The biomechanical
properties of bovine pericardium for flaps
with a size of 20x40 mm were analyzed. To
determine the maximal tensile strength at
break (F,,.), the pericardial samples were
loaded separately between 2 steel rods and
clamped vertically in a test machine (IMADA,
MX2 — 110, Japan).

In vitro cytotoxicity assessment

To determine cytotoxicity, the matrix
samples were cultured in a suspension of human
fibroblasts. From the obtained material by 3
fragments from each sample were cut with an
areaof about 8—10 mm?. Cells were inoculated by
applying 150 nl of concentrated cell suspension
on decellularized pericardial samples moistened
with standard growth medium (DMEM + 10%
of serum). Impregnation lasted 30 minutes.
The number of inoculated on fragments cells
was 300 thousand. They were then transferred
to a standard 6-well tissue culture plate and
immersed in growth medium DMEM + 10%
of serum, cultivation was performed under
standard conditions of 37 °C and 5% of CO,
[21]. For histological examination, DEM
samples were fixed in 10% buffered formalin
embedded in paraffin. Sections were made
(5 pm). Hematoxylin / eosin samples were
obtained (light microscopy) [22]. Images were
taken using an Olympus BX 51 light microscope
(Tokyo, Japan).

In vivo biocompatibility test

For the study, 10 Wistar rats were kept in
a pathogen-free environment. Decellularized
and pre-sterilized bovine pericardium was
implanted subcutaneously in the interscapular
space and explanted after 8 weeks. The
animals were divided into 2 groups. The
groups were as follows: Control group:
native bovine pericardium (n = 5), group 1:
bovine pericardium decellularized with 0.1%
solution of SDS (n = 5). Wool was removed
from the skin surface of rats in the area of
the operating field and treated with a 70%
solution of ethyl alcohol. The operation was
performed under sterile conditions. Xylazine
(Alfasan, Netherlands) at a dose of 1 mg/kg
of body weight in combination with ketamine
(Biolik, Ukraine) at a dose of 10 mg/kg was
used for intramuscular anesthesia. An incision
of 2 cm was made in the back of the animal, and
the subcutaneous pockets were formed with a
pointed spatula, separating the subcutaneous
tissue from the muscle layer. The prepared
1x1 cm implants were placed in the lumen of
the pocket, which were fixed at the corners
to the muscle tissue with noose sutures
“Polypropylene* (“Golnit“, Ukraine). The
skin was closed with a continuous suture, the
thread, which did not delaminate, was treated
with an antiseptic — a solution “Betadine*
(“EGIS Pharmaceuticals, PLC*“, Hungry).
The implants were removed for histological
analysis 3 months after surgery.

Statistical analysis. Statistical signifi-
cance was analyzed using variation analysis
and t-test, if necessary. P < 0.05 value was
regarded as statistically significant. Variation
and statistical processing of the obtained
results was performed using StatalC software.

Results and Discussion

It is known that cellular components,
including nucleic acids of xenogeneic tissues,
arestrong antigensthat trigger immunological
reactions in the recipient, which provokes
graft rejection. A decellularization protocol
is considered to be effective, using which all
components of the cell and nucleic residues are
completely removed [23].

To assess the decellularization process,
histological examination of samples stained
with hemotoxylin-eosin and by the DAPI
method was performed. Basophilically stained
bovine pericardial cells and the bright glow of
fluorescent dye were detected in the control
samples, which confirms the presence of
nucleic acids (Fig. 1). At the same time, the
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absence of cells in hematoxylin-eosin staining
and the absence of glow in DAPI were recorded
for the bovine decellularized pyricard of the
experimental group. The absence of nuclear
elements was seen by staining in both ways
after 21 days of decellularization. There was
also no obvious difference in the structure and
distribution between the collagen and elastin
fibers of the decellularized extracellular
matrix and the native bovine pericardium.

In the samples of the experimental group,
the DNA concentration was recorded at the level
of 5ng / mg on the 35th day of decellularization
(Fig. 2). Thus, the degree of matrix purification
of decellularized bovine pericardium tissue
from nucleic acid residues was 99.8 % compared
with native samples (Table 1). A statistically
significant difference was found between the
DNA concentrations of the experimental and
control groups (P < 0.05).

The study of biomechanical properties
showed that the decellularized matrix not
only did not change its natural properties, but
also gained greater strength after the process
of purification and cross-linking. This is
evidenced by an increase almost 2 times of the
maximal tensile strength value in the samples
of the experimental group (Table 1).

The study of the cytotoxic effect of the
decellularized extracellular matrix showed
that after two months of cultivation the
culture of human fibroblast cells were placed
in a uniform layer on the surface of the sample.
Some groups of fibroblasts penetrated to a
depth of 350 num, but only in places where the
fiber bundles were less dense (Fig. 3). Collagen

A

and elastin components of the matrix are well
expressed, fiber bundles are strong, ordered.

The wultimate goal of implantation is
bioimplant integration into the host tissue,
with its subsequent regeneration [24]. Fig.
5 presents a histological examination of
the explanted pericardium in control rats
implanted with untreated/native bovine
pericardium. As expected, the pericardium
is completely degraded and eliminated, there
is only connective and muscle tissue of the
operated animal. The tissue is infiltrated with
leukocytes, which indicates inflammatory
processes in this area.

At the same time, in comparison with
the control, the histology data indicate the
successful biointegration of the implant in the
rats of the experimental group (Fig. 6). In the
tissues, implant replacement with growing
immature connective tissue was noted. In the
area of implant, the increased vascularization
of connective tissue is also observed, capillaries
are formed, which are filled with erythrocytes.
There was a lower level of macrophages
and monocytes filtration in decellularized
tissues of the pericardium compared to non-
decellularized tissues of the control group.

This study made it possible to obtain a
scaffold made of xenotissue, which in its
biomechanical and biological characteristics is
similar to the native bovine pericardium. Ionic
detergent SDS was used in the decellularization
process. The scientific literature confirms
the effective use of this detergent, the action
of which is aimed at cleaning the matrix by
solubilizing the cytoplasmic and nuclear

B

Fig. 1. Imaging of histological sections of bovine cellular and decellulorized pericardium. Hematoxylin and
eosin staining (light microscopy, x200) and DAPI (fluorescence microscopy, x200):
A — control group (native pericardium); B — experimental group (0.1% solution of SDS)
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Table 1. Comparative evaluation of native and decellularized bovine pericardium

Research / indicators Control group Experimental group
Histology Presence of baizll)i}silically stained Absence of cells
DAPI The presence of the glpw of cells No glow of cells nuclear material
nuclear material
Average DNA content
1436 +116.8 0.5 +=0.448*
(ng/mg), n=5
Fmax, maximal tensile strength 6.84 = 0.69 0.548 = 0.65*
(kef) . . . .
Cytotoxicity - None after 2 months
Biocompatibility, inflammatory faaa I
reaction®*

* statistically significant compared with the control group (P < 0.05).

*%* To obtain more objective data, a semi-quantitative assessment of inflammatory reaction severity was
performed: 0 — no signs; + — single cells (neutrophils, lymphocytes, macrophages, eosinophils); ++ — small
foci; +++ — separate and massive foci; ++++ — large infiltrates.

Fig. 2. DNA concentration (ng/mg)
in pericardium samples decellularized with 0.1%
solution of SDS

membranes, denaturation of proteins and
removal of nuclear residues [25—27].

At the same time, it is known that SDS
can bind to and deform collagen fibers.
Due to hydrogen bonds of collagen fibers
rupture, tissue edema may develop [23, 28].
SDS is reported to interact very strongly
with extracellular matrix proteins, making
it difficult to remove SDS completely [29].
Ning Lia and colleagues also noted that
residual SDS in decellularized tissues can
lead to insufficient settling of host cells after
implantation, causing less implant durability
and inhibiting growth. This was clearly
correlated in rat implantation studies, where
peri-implant necrosis was found around about
1% of SDS-treated implants [22]. Based on
these facts, it was hypothesized that the use
of a low concentration of 0.1% solution of
SDS will allow for effective decellularization,
while maintaining the architectonics of the

matrix and not affect the biocompatible
properties of scaffold. This study confirms
the hypothesis and demonstrates the effective
use of low-concentration SDS detergent for
decellularization of the bovine pericardium.
Tran Ha Le Bao et al. also showed that 0.1%
solution of SDS is better fit for porcine
pericardial decellularization than 0.3% or
0.5% solution of SDS, because the biological
properties of scaffold were better preser-
ved [31].

In our study, the absence of cells and their
components was confirmed by histological
and molecular genetic studies. Examination
of hematoxylin-eosin-stained samples showed
the absence of nuclear elements and the
preservation of scaffold matrix structure.
Complete removal of all cellular components
is virtually impossible with any method of
decellularization [32]. Quantitative evaluation
of residual DNA can be used as an additional
marker in determining the effectiveness of
the decellularization process. DNA analysis
showed that decellularization was able to
remove 99.8% of nucleic acids from the
extracellular matrix.

The absence of scaffold toxic effects on
donor cells is an important part of selection
for further transplantation. In this study,
the cytotoxicity of scaffold was determined
by comparing different microscopy samples
to identify the number and location of human
fibroblasts cultured on the obtained tissue
sample. Histological analysis made it possible
to establish the levels of structural changes
in the fibers together with the position of
fibroblast cells after prolonged cultivation.
In our study, we did not observe any in vitro
cytotoxic effect for a decellularized matrix

45



BIOTECHNOLOGIA ACTA, V. 13, No 6, 2020

Fig. 3. Histological examination for cytotoxicity in samples of the experimental group (pericardium decellu-
larized with 0.1% solution of SDS) after 2 months of cultivation
(Congo staining and H/E, light microscopy, x 200, x50)

Fig. 4. Histological examination of the explanted pericardium of control rats
(tricolor Masson staining method, light microscopy, x200)

Fig. 5. Histological analysis of decellularized pericardial implants and evaluation of rat tissue response
after subcutaneous implantation (tricolor Masson staining method, light microscopy, x200)
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with a law concentration of 0.1% solution of
SDS for 2 months of cultivation. Although
in most experiments the cytotoxic effect for
a short period of time (24 to 48 hours) was
studied, long-term studies are more effective
for the transplant stage [25—-27, 31].

The ideal scaffold should not only be
free of any cells, have sufficient stability,
be able to withstand mechanical loads for a
long time, while maintaining the structure
of the extracellular matrix, but also when
implanted to integrate into the donor tissue
[23]. That is, the created matrix is the basis
forits settling by donor cells. One of the most
important requirements for the safety of
the scaffold is the biocompatible properties
of the biomaterial determination [33, 34].
Our study has demonstrated a high level of
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IIEPCIIEKTHBA BUKOPUCTAHHS
CKA®DOJITY 3 IEPUKAPIA
BEJINKOI POTATOI XYT1OBH

IJISI IIOTPEB KAPJIOXIPYPTII

A.A.Coxroxn
. A. I'pexos
I'.I.€Emeun
H. B.IIlomkina
A. A. Jlogzaniok
H. M. Pydernko
I.M. Emeudv

Y «HaykoBo-IpaKTUYHUNA MEIUUHUN IIEHTD
IUTAYO0I KapAioJiorii Ta Kapaioxipypriis
MOS8 Ykpaiunu, Kuis

E-mail: cardiotissue@gmail.com

Meroio mocimKeHHA OyJIO OI[IHUTH BJa-
CTUBOCTI cKa(oJImy, OTPHUMAHOTO Micad Hde-
meJrJIApu3aIiii mepmkapay BeJWKOI porartoi
xypoou 0.1% posumHOM JOIeruicyabdaTy
HaTpio. EKkcriepuMeHT BKJIIOUAB CTaHAAPTHI Ti-
CTOJIOTiUHi, MiKPOCKOIIiUHi, MOJEKYJIApPHO-Te-
HeTUYHi, Oiomexamiuni wmetomu. Cxaddosm
OPOTECTOBAHWI HA ITUTOTOKCHUUYHICTH in vitro
Ta GiocymicHicTb in vivo. IlokasaHO BUCOKY
CTYHiHb OUYMCTKN HO3aKJIITUHHOTO IEIeTI0JIA-
PU30BAaHOTO MATPUKCY BiJf KIiTUH Ta IX KOMIIO-
HeHTiB. BiomexamiuHi xapaKTepucTuku Oyau
TaKUMHU CAMUMU, AK i HATUBHOIO IIepUKap/a.
IIpu moBroTpuBaJIOMy KOHTAKTi He CIIOCTEpi-
raJid ITUTOTOKCUYHOIO BILIMBY Ha KJIITUHU JIFO-
nuun. Bigmiueno GioimTerpaiiro ckap@doany B
TKAaHUHU Ja00paTOPHUX TBAPWH, IO IiATBEP-
IXKYy€ MOTEeHIIIHY MOMKJINBICTh BUKOPUCTAHHS
iIMILTaHTY B KapAioXipypriuyHUN TPaKTHILi.

Knwouwosi cnoea: mepuxkapn BeJamKoi poratoi
xXymobu, cxadoJig, mereamasapusalis, Kapaio-
iMIIIaHT, TKAHUHHA iHXKEeHepid.

IIEPCIIERTHUBA HCIIOJIb3OBAHUS
CRAD®DOJIIA U3 ITEPERAPIA
KPYIIHOI'O POI'ATOI'O CKOTA

JJId RKAPAUOXUPYPIUN

A.A.Coron
. A. I'pexos
I' U. Emey
H. B.IIlomkxuna
A.A. Jloseanwk
H. H. Pydenkxo
U.H. Emey

T'V «<HayuHO-IpaKTUUYeCKUIl MeIUITNHCKUNI
IEeHTP JeTCKOUN KapAuOoJIOTUU U
rKapauoxupypruu MO3 Ykpauusl», Kues

E-mail: cardiotissue@gmail.com

ITenbio uccienoBaHus OGBLIO OIEHUTH CBOM-
cTBa cKa(pdoiiza, IMOJTYyUeHHOTO IPH JeIleIF0Id-
pusanuu nepuKapia KpymHoro poraToro cCKoTa
0.1% pactBopoM nomernuiacyabdara HATPUS.
IKCIIEPUMEHT BKJIOUAJ CTAaHZAPTHBIE T'KCTO-
JOoTUu4YecKre, MUKPOCKOIINYECKUe, MOJIEKYJIAP-
HO-TeHeTUUYeCKue, 0MoMexaHnuecKrue MeTO/IbI.
CxaddoJ MTpoTeCTUPOBAH HA IIUTOTOKCUY-
HOCTBL in vitro m OMOCOBMECTHMOCTDL in UIivo.
ITorkasana BBICOKAsA CTEIEHb OUMCTKU BHEKJIE-
TOUHOTO [JeIleJI0JIAPU3UPOBAHOTO MaTpUKca
OT KJIETOK U MX KOMIIOHEHTOB. BuoMmexanmnue-
CKHe XapaKTepPUCTUKU ObLIU TaKUMU Ke, KaK
W HaATUBHOTrO mnepukapza. llpu gauteabHOM
KOHTaKTe He HAOJJIOAIN IIUTOTOKCUYECKOTO
BO3JeliCTBUA HaA KJETKHU YejgoBeKa. OTMeueHo
ouomHTerpanuio ckaddonga B Tkanu Jabopa-
TOPHBIX MKUBOTHBIX, UTO IIOATBEP:KIAET IIO-
TeHIMAJbHYI0 BO3MOXKHOCTH HCIIOJb30BAHUA
UMILJIAHTA B KaPAUOXUPYPTUUECKOU IPaKTHUKE.

Kntouessle cnosa: nnepuraps KPyImHOTO pOraTo-

ro ckora, cradpdoan, melelaraapu3aus,
KapANOMMILIAHT, TKAHeBasd MHKCHEePUsI.
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