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Different conditions of seeding human bone marrow stromal cells (SC) into polymer sponges based on
macroporous agarose cryogel (MACG) were investigated. Three methods of cell seeding into MACG were
used: co-incubation with permanent stirring, intensive shaking and creation of negative pressure. The
results obtained show a considerable potential of macroporous agarose cryogel sponges as a
three-dimensional carrier for cultivating stromal cells at different methods of cell seeding.
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Introduction. Tissue engineering is a young filed of
biotechnology, based on the principles of biology,
chemistry, material science and medicine. Studies in this
field include the application of complex of cells and
biomaterials of various characters in order to create
tissues, functioning in vitro for further transplantation.
The materials, based on agarose (polysaccharide,
obtained from marine algae), do not dissociate in the
mammal organisms because of the absence of agarolytic
enzymes. Thus it can ensure a long-term shape and
volume maintenance of transplant created using agarose
as a carrier of corresponding cells. Furthermore, agarose
does not induce xenogenic immune response, and
agarose gel ensures the proliferation of embryonic and
hematopoietic stem cells as well as some other cell lines
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in the culture [1, 2]. To create  bioengineered
constructions the pores inside of 3D carrier should be
interconnecting, of optimal size for cell inoculation and
enough area for their further growth. The macroporous
cryogels based on agarose satisfy these requirements [3].
The polymerous cryogels are high-porosity gel
materials, generally formed in superficially frozen
medium. The generated polycrystals of solvent function
as porogen, and gel-matrix itself originates in system
regions, remaining liquid (in co-called liquid
microphase) [4]. Therefore, a typical morphological
feature of the cryogels is their macroporosity, and since
every crystal of freezing solvent grows up to the intimate
contact with another crystal face the macropores after
defrosting are interconnected in generated gel material.
Stem cells attract special attention as a biological
component of bioengineered constructions. These cells
can be maintained in undifferentiated state and then
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induced to differentiate in definite direction.
Mesenchymal stem cells (MSC) capable to differentiate
into cartilaginous, muscular, bone and adipose tissues
are an optimal cellular material for the development of
bioengineered constructions of various types of
connective tissue [5]. We have recently shown [6] that
after monolayer cultivation in selective medium the
adult bone marrow stromal cells (SC) are characterized
by the properties of MSC (clonogenic growth,
multilineage differentiation, appropriate
immunophenotype). Thereby these cells have been
selected as cellular component for seeding into
macroporous sponges, based on the agarose cryogel.
An adequate method of the carrier seeding has to be
chosen to ensure the uniform cell distribution and
provision of their proliferation in 3D structures. There
are various methods of cell injection into a
sponge-carrier, though, the application of “vacuum
seeding” [7, 8], joint cell and carrier incubation [9] and
intensive shaking [10, 11] showed the best seeding and
uniform distribution in the bulk of macroporous carrier.
However, until the present time no studies have been
carried out on the comparison of seeding methods and
selection of the optimal way to seed MSC into the
macroporous sponges for the development of
bioengineered construction of the connective tissue.
The aim of this study was to investigate the
peculiarities of bone marrow SC seeding into the
polymerous sponges, based on the macroporous agarose
cryogel, using different methods of cell injection.
Material and methods.Isolation and cultivation of
bone marrow stromal cells. Bone marrow cell
suspension was obtained by washing out of spongy iliac
crest biopsy with medium M199. The cell suspension
was centrifuged at 150g for 10 minutes and resuspended
in the Dulbecco’s modified Eagles medium (DMEM)
contained 15% of fetal bovine serum, penicillin (50
units/ml), streptomycin (50 mg/ml) and L-glutamine (2
mM/ml). The cells were cultured at 37°C, 5% CO, and
95% humidity. The medium was replaced after
cultivating for 72 hours and then every 3-4 days. After
monolayer growth had reached 70%, an adhesive cell
fraction was removed from the culture plastic with a
mixture of trypsin/versen (1:4) and subcultured in 1:3
ratio [12]. The study was approved by the ethic
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commission of Institution of Problems of Cryobiology
and Cryomedicine NASU.

Immunophenotype study. The 4" passage cells were
stained with FITC- or PE-conjugated monoclonal
antibodies CD29, CD34, CD44, CD45, CD73 and
CD105 and then analyzed using flow cytometer FACS
Calibur (“BD Biosciences”, USA) in order to define
their immunophenotype. The data were processed using
the WinMDI software and represented as histograms.

The preparation of macroporous substrates for
three dimensional culture of bone marrow stromal cells.
The agarose cryogel was obtained according to [3] from
agarose with further polysaccharide base activation by
divinylsulfon and covalent binding of gelatin to the
macropores surface as in [13]. With this purpose a hot
(55°C) 3% aqueous solution of agarose Type VII-A
(Low Gelling Temperature, “Sigma”, USA), titrated
quickly up to pH 12.6 with 1N solution of NaOH, was
poured out onto a metal (stainless steel) pan. This pan
was installed strictly(gorisontal’no) into the chamber of
precision programmable refrigerator FP 45 HP
(“Julabo”, Germany). A sample was frozen down to
-30°C for 30 minutes, then hold for 18 hours at -5°C and
thawed at 20°C. The agarose cryogel obtained was
washed with water down to neutral pH and then this
spongy material was cut into the discs of 2 mm thickness
and 10 mm diameter. The discs were treated with
100-fold divinylsulfon redundancy (‘“Aldrich”, USA) in
1 M solution of Na,CO, under room temperature for 20
hours. Reagents were washed out with water and discs
were loaded in warm (40°C) 2% solution of type A
gelatin (“Sigma”, USA) for 6 hours. Then discs were
flushed with large amount of water, hold for 2 hours in 1
M TRIS solution and finally flushed with water down to
the neutral pH of medium. The amount of coupled
gelatin was 0.5-0.8 milligrams of protein per 1 gram of
damp macroporous agarose cryogel (MACG) [13].
Prepared discs were kept in 70% ethanol for further
applications.

MACG seeding with bone marrow stromal cells.
Spongy MACG-discs were put into the round-bottomed
tubes with culture medium and hold at 37°C for
twenty-four hours. Then the 4" passage bone marrow SC
were loaded into the flasks containing MACG in the
final concentration of 5x10° cells in 1 ml.
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Fig.1. Immunophenotype of 4™ passage bone marrow stromal cells

Three variants of SC seeding into spongy MACG
have been used:

— Variant 1 — “incubation”: the suspension
of bone marrow SC was incubated in the tubes with
MACG under room temperature and constantly stirred at
200 rpm for 3 hours.

—Variant 2 “shaking”: the tubes with
suspension of bone marrow SC were intensively shaken
with vortex mixer at 1500 rpm for 1 minute and then
loaded into the incubator at 37°C for 3 hours.

—Variant 3 — “vacuum seeding”: in the tubes
with cells and MACG a negative pressure was created
by pumping out residual air with a syringe with further
loading them into an incubator for 3 hours.

After 3 hours incubation MACG discs, which
contained cells, were replaced into wells of 24 well plate
for further cultivation. The residual cells were taken
from tubes into the Goryaev chamber and counted. The
efficiency of bone marrow SC injection into the 3D
MACG matrices was calculated by a difference between

the cells amounts in the initial suspension and after
injection into MACG, against the initial quantity of
cells.

Study on metabolic and proliferative activity of
bone marrow SC, cultured within the MACG discs.The
metabolic and proliferative activities of bone marrow
stromal cells, cultured within MACG discs, were
estimated using REDOX-indicator Alamar Blue (AB).
In order to do this 10% of AB was added into the
medium on 1%, 4" and 7" days of culturing. After 2
hours the AB-containing medium was removed and its
AB-reduction level was estimated using microplate
spectrofluorimeter Tecan GENios with the excitation
wave 550 nm and emission 590 nm. The data were
represented as a difference between experimental and
background (without cells) samples and evaluated in
Relative Fluorescent Units (RFU).

Histological research. In order to ascertain MACG
architectonics, the sections of 10-50 pm thickness were
obtained in cryostat microtome at -15°C. In some cases
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Fig.2. The structure of MACS (magn. 10 x 10)
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Fig.3. The efficiency of bone marrow stromal cells inclusion into
MACS (numbers under bars correspond to the seeding method )
The difference between the values presented is significant
(p<0.05)

the obtained histological sections were fixed in 70%
alcohol, then stained with azur-eosin (Giemsa) and
studied under an optical microscope.

Statistical analysis. The results obtained were
statistically processed using Student’s t-test. The data
were represented as M+m, where M is an average value
and m — a standard deviation.

Results and discussion. The bone marrow cells
were cultivated under monolayer conditions, as
described previously in [12]. During the bone marrow
cells subculture the heterogeneity of adhesive cells
seeding decreased and on the 4" passage most of cells
had fibroblast-like morphology.
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Fig. 4. The influence of different methods of bone marrow stromal
cell seeding into MACS on the reduction level of AB during
culturing (RFU/well): curves 1-3 - methods of cell seeding; * - data
is significantly different compared to methods 1 and 2 (p<0.05); # -
values are significantly different compared to the 1st day of
culturing (p<0.05)

After the 4" passage SC were detached from the cell
culture plastic and used for immunophenotype analysis
and MACG-discs seeding. A phenotypic analysis
showed that the bone marrow SC do not express
hematopoietic markers (CD34 and CD35) and
positively response to the antigens CD29, CD44, CD105
and CD73 (fig.1).

The data, presented above, show that the bone
marrow SC, used to populate MACG-discs, have a
typical for MSC phenotype [5, 14].

The study on the MACG-discs architectonics with
the application of histological sections, showed that 3D
carriers had ramified macroporous structure with pores
section from 50 to 250 pm (see inset, fig. 2). Such
macropore size is quite enough for cells penetration into
the carrier volume as well as for free substrate diffusion
towards the cells and removal of their metabolites.

The study on efficiency of SC injection into the
spongy MACG-discs showed that using the 1* method
of cell inoculation 56+ 4% of bone marrow SC attached
to MACG (fig. 3).

The application of the 2" method allowed to
increase slightly the number of cells, attached to
MACG. The 3" variant appeared less efficient — in the
incubation medium more than a half of cells remained
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Fig.5. Histological section of MACS disk with seeded bone marrow
stromal cells, 7th day of culturing (Giemsa staining, magn. 4 x 10)

and the efficiency of cell injection into MACG was 41 +
6 %.

During the cultivation metabolic and proliferative
activity of stromal cells within the MACG-discs was
assessed by the AB reduction level (fig. 4). From the
figure 4 it is seen that after 24 hours the reduction level
of AB was the highest (4094 + 255 RFU per well) using
the 2" variant of cell injection into the carrier. Using the
1* variant AB reduction level was lower (3559 + 198
RFU per well). The lowest AB-fluorescence level was
achieved using the 3" variant of cell injection, this value
significantly differed from the others and made up only
2684 + 175 RFU per well.

The AB-reduction level increased during culturing
and on the 7" day there was no significant difference
between any method of the cell inoculation. At the same
time the dynamics of AB-reduction depended on the
variants of injection applied. Using the seeding methods
1 and 3 the AB reduction level linearly increased during
the cultivation. Simultaneously when using the 2"
variant the AB-reduction level did not change for 4 days
of cultivation and increased during further cultivation.
On the 7" day, the AB-reduction level was significantly
higher than the values, obtained on the 1% day of
culturing in all studied groups.

After 7 days of cultivation the MACG-discs,
seeded with bone marrow SC, were histologically
studied (fig. 5).

It was assessed that cells populate a macroporous
sponge in a homotypic way independently on the
injection method. No significant differences in the
distribution and amount of bone marrow SC within
MACG have been revealed. The cells formed friable and
rather homogenous 3D net, made up of the elongated
fibroblastic-like cells, usually in contact with each other.

After isolation and subcultivation in a monolayer for
4 passages the human bone marrow SC had the
phenotype of mesenchymal stem cells [5, 14]: they
expressed antigens CD29, CD44, CD105 and CD73,
and were negative by the hematopoietic markers (CD34
and CD45). This property together with a possibility of
induced multilineage differentiation makes  SC an
attractive object for connective tissue engineering -
within the carrier cells could proliferate, remaining in
undifferentiated state and then could be induced to
differentiate into the cells of bone, cartilage, adipose and
other issues.

In the current study the polymeric sponges, based on
the macroporous agarose cryogel, were used as a model
of a cell carrier. Such carriers have a number of
attractive  characteristics for connective tissue-
engineering. They do not degrade in vivo, and have large
interconnecting pores the surface of which is treated
with gelatin improving cell adhesion [15]. Furthermore,
MACG is enough transparent, that makes possible to
carry out microscopic observations over the distribution
and state of cells within the surface layers of carrier
during in vitro cultivation.

The macroporous sponges, based on the agarose
cryogel, have been used previously as a carrier for the
pancreatic tissue engineering [13]. The study showed
the possibility of MACG seeding with pancreatic islands
and insulinoma cells. During the -cultivation the
pancreatic islands preserved the ability to secrete insulin
and insulinoma cells were still able to proliferate. At the
same time, the isolated pancreatic islands, cultured
within MACG, have lost the insulin secretory response
of pancreatic B-cells to the glucose stimulation. The
non-uniform distribution of biological material (seeded
to MACG directly by injection) could be a reason of the
loss of the pancreatic cells functional activity. That
method of seeding can cause cells accumulation in the
place of injection that leads to their insufficient supply
with oxygen and nutrients.
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In the current study the bone marrow SC were
seeded into the MACG-discs in three methods. More ef-
ficient seeding of MACG was achieved by the stirring of
cell suspension in the presence of carrier, and the inten-
sive shaking (variant 2) ensured the maximum seeding
of MACG. The application of “vacuum seeding”, pro-
posed elsewhere [7], led to less seeding of stromal cells
into MACG. On the other hand, this variant allowed far
better implementing of cell proliferative potential, esti-
mated with Alamar Blue during the observation. This in-
dicator integrally represents the activity of redox en-
zymes and has been successfully used by a number of
authors in order to define the metabolic and proliferative
activity of various cell types [16, 17]. In the study [13]
the comparative investigation of the proliferative activ-
ity of insulinoma cells when growing in the monolayer
or within macroporous agarose sponges (used in the cur-
rent work) has been made. It has been revealed that a
proliferative potential of cells in the MACG-discs is
higher than in monolayer culture.

In our study the levels of AB-reduction correlate
with the seeding efficiency in MACG after twenty-four
hours of the bone marrow SC cultivation, using the
different methods of cell injection into the carriers.
Considering the cells practically do not divide at first 24
hours of cultivation, the AB-test is thought to represent
the metabolic activity of MACG-seeded cells. The
increase in the AB-reduction level during further
cultivation obviously reflects the proliferative activity of
cells in the macroporous carrier. The proliferative
activity of SC linearly increased for 7 days of cultivation
at the variants 1 and 3. In case of using the 2" variant,
ensuring the maximum seeding of MACG, the
AB-reduction level on the 4" day slightly exceeded the
values, received after the first days of cultivation.

It seems that at this mode of seeding, the cells are
mainly located in the carrier surface layers. Under a high
density of cells in the carrier periphery , the effect of
contact-inhibition of proliferation, typical for
fibroblast-like cells, probably occurred. Then, after 4
days of culture, the cells could migrate to less populated
arcas of MACG with further proliferation. The
histological study has not revealed any significant
difference in the cell distribution within the carrier on
the 7" day, using all variants of seeding.
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Therefore, the data obtained indicate the availability
of using the spongy macroporous agarose cryogels as a
3D carrier for the bone marrow stromal cells in the
connective tissue-engineering. The represented data
altogether show the possibility to implement all variants
of the MACG-seeding with the bone marrow stromal
cells. In any way of seeding the cells adhered towards
the external and internal surfaces of pores, proliferated
and demonstrated equal ability to reduce Alamar Blue
on the 7" day of cultivation.

10. A. Ilempenxo, H. A. Boakosa, E. II. XKynuxosa, JI. I'. [Jam-
wrann, B. U. Jlosunckuii, A. FO. [lempenxo

BLIGOp yCJ'IOBI/If/'I 3aCCJICHUS ITOJMMEPHBIX MAKPOIIOPUCTBIX Fy6OK

CTpOMAJIbHBIMU KJIETKAMU KOCTHOI'O MO3Ta 4€JIOBEKa

Pesrome

Hccnedosanu paznuunbsie yciosus 3aceieHus noauMepHulx 2y0oKk na
OCHOBE MAKpONopucmozo azapo3nozo kpuoeens (MAKI) cmpo-
MATBHLIMU KIeMKAMU KOCMHO020 MOo32a uenoseka. Hcnonvzosanu
mpu eapuanma eeederus kiemok ¢ MAKI: coemecmuyro unxkyba-
Yuio npu NOCMOSHHOM NepemMeumusanull, UHMeHCUBHOe BCMPAXUBA-
Hue U co30anue ompuyamenbHo2o oasienus. Pezynomamol pabomot
ceuUdemenbCmeyom o nepcnekmugHOCmU UCNONb308AHUS MAKPONO-
pucmoix 2yb0K Ha 0OCHOBE KPUO2es a2apo3bl 8 Kauecmae mpexmep-
HO20 HOCUMmMeNs 05l KYIbMUGUPOBAHUS CINPOMANbHLIX KAeMOK Npu
PA3IUUHBLX CROCOOAX 3acCeNenis KIemoK.

Kniouesvie cnosa: mxkanesas undicenepus, CmpomanlbHble Kiem-
KU KOCIMHO020 MO32d, MAKPONOpUCHble 2YOKU, a2apo3Hblil KpUo2eas,
s3acenenue, Alamar Blue.

0. O. Ilempenxo, H. O. Boaxosa, O. I1. Kynixosa,
JI. I'. Jamwxanu, B. 1. Jlozuncokuil, O. IO. [lempenko

Bubip yMOB 3aceneHHsI MOTIMEPHUX MaKPOTIOPUCTHX T'yOOK

CTpOMaJIbHUMHU KJTITHHAMH KiCTKOBOTO MO3KY JIFOAUHHA

Pesrome

Hocniodcysanu pizni ymosu 3acenenns ROiMepHux 2y0oK Ha 0CHO8I
Maxkponopucmozo azaposnozo kpiozenio (MAKI) cmpomanornumu
rknimunamu (CK) xicmxosoco mo3sky nioounu. Bukopucmogyeanu
mpu eapianmu éeedenns knimun 6 MAKI': cymicuy inkybayiio npu
nocmiunomy nepemiuty8anHi, iHmeHcusHe nepemiuly8anus, a ma-
KOJIC CMBOpenHs He2amueno2o mucky. Pesyromamu pobomu
c8i0uames npo nepcnekmueHicCms 3acmocy8ans MakKponopucmux
2YOOK HA OCHOBI Kpiozento azapo3u AK MPUBUMIPHO20 HOCIA OJis
KYI1bMUEYSAHHA CIMPOMAIbHBIX KIIMUH NPU PIZHUX Cnocodax yee-
OeHHsL KNIMUH.

Knouosi cnosa: mranuHua indcenepis, cCmpomanbHi KIIMuHU
KICMK08020 MO3KY, Makponopucmi 2yoKu, azapo3nuil Kpioeeiv, 3a-
cenenns, Alamar Blue.
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