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Aim. To study the influence of fetal bovine serum and serum of adult rats on behavior of newborn rat isolated neu-
ral cells during their cultivation in vitro. Methods. The isolation of neural cells from neonatal rat brain. The de-
termination of the dynamics of cellular monolayer formation. Immunocytochemical staining of cells for B-tubulin
111, nestin and vimentin. Results. It has been determined that the addition of serum of adult rats to the cultivation
medium creates more favorable conditions for survival, attachment and spread of differentiated, and prolifera-
tion of the stem/progenitor neural cells of newborn rats during cultivation in vitro compared with the fetal bovine
serum. Conclusions. Using the serum of adult rats is preferable for the cultivation of isolated neural cells of new-
born rats compared with the fetal bovine serum.
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Introduction. For the successful survival and functio-
ning of isolated cells in vitro it is necessary to create the
conditions as close as possible to those in which the cells
were in vivo. For this purpose the culture media common-
ly used should provide the cells with nutrients, as well
as hormonal and regulatory factors, i. e. with every-
thing necessary for cell growth and survival [1]. In ge-
neral, all culture media are saline solutions of certain
composition with an addition of the components of bio-
logical origin with obscure composition (plasma, serum,
tissue extracts, etc.) [1-3] or synthetic additives [4].
However, the vast majority of cells are capable of proli-
feration and differentiation only in the media that con-
tain natural supplements.

As a source of such additives the serum is often
used [5]. It is a highly complex mixture of small and
large molecules that can both stimulate and inhibit the
growth of cells [6]. The serum is a source of hormonal

© Institute of Molecular Biology and Genetics, NAS of Ukraine, 2014

394

factors, which stimulate the growth of cells and ensure
their functioning, as well as growth factors that specifi-
cally stimulate cell division, factors of cells attachment
and spreading; minerals, lipids, transport proteins for
hormones, efc.

It is considered that the majority of mammalian
cells preferably grow in the presence of bovine serum,
which is prepared from either embryos, or newborn ani-
mals. However, due to the large variability of the compo-
sition [7], the use of different batches of serum requires
preliminary testing their ability to support the growth of
primary cultures and cell lines. Besides, some sera turn
out to be toxic, causing binding and degeneration of cells.
On the other hand, when using the serum of newborn calf
for the cultivation of animal and human cells it is neces-
sary to take into consideration the existence of interspe-
cies differences in the composition of sera. Such diffe-
rences provide the specificity of development and func-
tioning and they depend on the conditions of environ-
ment [8].
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The aim of the work was to study an effect of the pre-
sence of fetal bovine serum (FBS) and adult rat serum
(ARS) on the behavior of isolated neural cells (NC) of
newborn rats at their cultivation in vitro.

Materials and methods. NC were isolated from the
brain tissue of newborn rat. The brain tissue was incu-
bated in sterile 0.25 % solution of trypsin for 5 min,
transferred to the sterile DMEM/F 12 medium, contai-
ning 10 % of rat serum and mechanically disaggregated
into a single cell suspension [9]. The resulting cell sus-
pension was filtered through a nylon filter and washed
by centrifugation at 1500 r/min. The cells precipitate
was resuspended in DMEM/F-12 culture medium, con-
taining 10 % of rat serum.

Cell viability was evaluated by 0.4 % trypan blue
(«Sigmay, USA) exclusion [10]. The cell concentration
was counted by Neubauer hemocytometer.

The cells were cultured at a concentration of 2-10°
cells/ml in 24-well plastic plates («Corning», USA) in
the DMEM/F12 («Sigma») medium, supplemented with
0.6 % glucose, 2 mM glutamine, 3 mM sodium bicarbo-
nate in the presence of either 10 % ARS, or 10 % FBS
produced by three different manufacturers: «Biolot»
(Russia), «Sigma» (USA) and «Gold» (PAA, Austria).
100 units/ml of penicillin and 100 pg/ml of streptomy-
cin were added to the medium. The culturing of cells was
carried out in a CO, incubator at a constant gas environ-
ment (5 % CO, and 95 % air) at 37 °C. The culture me-
dium was changed every 3—4 days.

The microscopic analysis was carried out on the
light inverted microscope (AmScope MT3000, USA)

The dynamics of monolayer forming was defined by
the assessment of resizing monolayer area in the process
of cultivation.

The morphometric measurements were performed
using the software AmScope (USA).

The immunocytochemistry was performed after
the preliminary fixation of the cell cultures with 4 % pa-
raformaldehyde in phosphate-buftered saline. In the cul-
tures the presence of specific marker proteins was de-
termined: neurons — B-tubulin III; neural stem cells —
nestin; neural progenitor cells — vimentin. The used pri-
mary antibodies were: mouse monoclonal to 3-tubulin
T («Sigmay), mouse monoclonal to nestin («Abcamy,
UK) and rabbit polyclonal to vimentin («Abcamy). The
used secondary antibodies were: chromeo 546 goat an-

ti-mouse («Abcamy), chromeo 488 goat anti-rabbit («Ab-
camy). The cell nuclei were stained by Hoechst 33342
(«Sigmay).

The photomicrography of the stained cell cultures
was made on microscope Observer Z1 («Carl Zeissy,
Germany).

To obtain the serum the white adult outbred rats we-
re decapitated under ether anesthesia. The collected blood
was placed in a refrigerator for 15 min to activate coagu-
lation. The clotted blood was centrifuged at 3000 r/min
for 15 min in OPN-3 centrifuge. The resulting serum
was sterilized by filtration through a filter with a pore
diameter 0.22 um («Millipore», USA), aliquoted and
stored at —18 °C.

The results were statistically processed by Student's
t-test using the program MS Excel.

The experiments were conducted in accordance with
the «General Principles of Animal Experimentsy, appro-
ved by the III National Congress on Bioethics (Kyiv,
2007) and consistent with the provisions of the «Euro-
pean Convention for the Protection of Vertebrate Ani-
mals used for Experimental and other Scientific Purpo-
ses» (Strasbourg, 1986).

Results and discussion. In 1960 Moscona for the
first time demonstrated the formation of aggregates by
dissociated NC during their cultivation, these aggrega-
tes possessed certain characteristics of intact tissue [11].
The procedure of cell aggregation, developed by Mos-
cona, was based on the rotary cultivation [11]. We stu-
died the spontaneous formation of aggregates by NC in
the presence of ARS and FBS, the size, density of cells
packaging and shape of which correlated with the sur-
vival and behavior of cells in culture in vitro [12, 13].

The viability of freshly isolated NC of newborn
rats, determined by staining with trypan blue vital dye,
was 30-70 %.

The culturing of NC of newborn rats in the enriched
serum free DMEM/F12 medium was characterized by
the attaching and spreading of a small amount of indivi-
dual cells that were characterized by a glial morpholo-
gy. In the process of further cultivation the prolifera-
tion was not observed, the cells did not form the mono-
layer and eventually died.

When NC were cultured in the presence of ARS or
FBS, the forming of free-floating multicellular aggrega-
tes was observed within a few hours after seeding (Fig.
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Fig. 2. Size dependence of multicellular aggregates, which are formed
during cultivation of NC in the presence of ARS (4) and FBS: «Sigmay
(B), «Gold» (C) and «Biolot» (D)

1). No pronounced dependence of the shape, size and
density of the formed aggregates on the initial cell via-
bility was revealed.

However, as it can be seen in Fig. 1 and 2, the size of
the aggregates and their number depended on the speci-
es affiliation of the used serum and its manufacturer.
Thus, in the presence of ARS and FBS («Sigmay) the
projected area of formed aggregates was twice as big as
that of the aggregates, formed in the presence of FBS
manufactured by «Gold» and «Biolot» (Fig. 2). The ag-
gregates, formed in the presence of ARS, appeared to
be more contrast compared with the aggregates, formed
in the presence of FBS («Sigma«) (Fig. 1), suggesting a
denser packing of cells in them.
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Fig. 1. The aggregates forming wi-
thin 6 h of cultivation of freshly isola-
ted suspension of NC of newborn rats
in DMEM/F12 medium in the presen-
ce of ARS (4) and FBS: «Sigma»
(B), «Gold» (C) and «Biolot» (D).
Scale bar: 50 pm

When cultured in the media, enriched with ARS and
FBS («Sigma» and «Gold»), the NC aggregates increa-
sed in size by merging. During further cultivation a part
of aggregates acquired a spherical shape — about 30 %
in the presence of ARS and about 10 % — in the pre-
sence of FBS («Sigmay) (Fig. 3). When NC were cultu-
red with FBS manufactured by Gold and Biolot, the
forming of dense spherical aggregates (spheroids) was
not observed.

During further cultivation the NC aggregates and
spheroids began to attach to the substrate. The effici-
ency of their attachment also varied depending on the
species-specific serum. When NC were cultured in the
presence of ARS, about 95 % of the aggregates at-
tached to the substrate within two days of cultivation
(Table).

In the medium, enriched with FBS («Sigmay), about
80 % of aggregates attached to the substrate on the 3"
day of cultivation (Table). In the media, enriched with
FBS («Biolot» and «Gold»), about 75 % of aggregates
attached to the substrate on the 5" day of cultivation
(Table). The cells of the attached aggregates migrated
and spread forming the monolayer areas (Fig. 4, A4).
The cells were characterized by glial and neuronal mor-
phology (Fig. 4, A). The cells with neuronal morpho-
logy were B-tubulin III-positive. They were located on
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Effect of different sera on the stages of cultivation of NC aggregates

vation of NC for 24 h in DMEM/F12

D ,’.'l - “gates (arrows) in the process of culti-
medium in the presence of ARS (4)

: e ]
by - W

¢ Fig. 4. Migration of cells from the at-
stached aggregates and formation of
“i monolayer on the 3rd day of cultiva-
ion in the presence of ARS (4). The
< forming of neuroblast-like cells on
" the 8" day of cultivation in the pre-
. sence of ARS (B). Scale bar: 50 pm

Stages of cultivation of NC, days

S TSI | i o apgrgaewschmen | St | e | NC o
DMEM/F12 + ARS 12 4 (95 % of aggregates) 2 4-6 11
DMEM/F12 + FBS («Sigmay, USA) 3 6 (80% of aggregates) 4 6 -
DMEM/F12 + FBS («Gold», PAA, Austria) 5 7 (75 % of aggregates) 5 7 -
DMEM/F12 +FBS («Biolot», Russia) 5 7 (75 % of aggregates) 5 7 -

the surface of glial monolayer and formed the cellular
network by means of the processes shown in Fig. 5.

The rate of monolayer formation also depended on
the type of serum. When cultured in the medium, enri-
ched with ARS, the monolayer areas appeared on the se-
cond day of cultivation (Table). On the 4" day of culti-
vation the monolayer occupied about 80% of the sub-
strate, the cells with morphology of neuroblasts appea-
red on it (Fig. 4, B).

In the medium, enriched with FBS («Sigmay), the
monolayer areas appeared on the 4" day of cultivation.
On the 11" day of cultivation the monolayer occupied
about 80 % of the substrate. The appearance of cells
with neuroblast morphology was observed on the 6" day
of cultivation (Table).

In the medium, enriched with FBS («Biolot» and
«Gold»), the monolayer areas appeared on the 5" day of
cultivation. On the 13" day of cultivation the mono-
layer occupied about 80 % of the substrate. The cells
with the morphology of neuroblasts appeared on the 7"
day of cultivation.

During the further cultivation the number of neuro-
blast-like cells increased in the presence of ARS or FBS
of all manufacturers. However, the most intense increa-
se in their number was observed in the presence of ARS.
On the 8" day of cultivation the neuroblast-like cells
were observed on 80 % of monolayer. When cultured in
the presence of FBS («Sigma») the neuroblast-like
cells were found on 80 % of the monolayer surface on
the 11" day of cultivation. The density of the cells was
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lower than that in the presence of ARS. In the presence
of FBS («Biolot» and «Gold») the cells with the mor-
phology of neuroblasts were observed on 30 % of the
monolayer surface on the 13" day of cultivation.

On the 11" day of cultivation in the medium enri-
ched with ARS, the colonies of vimentin- and nestin-
positive undifferentiated cells appeared on the mono-
layer of glial cells (Fig. 6) whereas no colonies were
observed in the FBS-enriched media, regardless of the
manufacturer. These data, on the one hand, indicate the
presence of stem/progenitor cells in suspension of new-
born rat brain tissue, and on the other hand they show
that, unlike to FBS, the ARS presence stimulates the
cells proliferation during the cultivation.

Thus, our research shows that the presence of serum
in culture medium is required for successful cultivation
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Fig. 5. Immunocytochemical staining
of NC from newborn rats with anti-
bodies to B-tubulin III after monolayer
formation: 4 — before and B — after
staining. Scale bar: 50 pm

Fig. 6. Immunocytochemical staining
of freshly isolated NC from newborn
rats after 15 days of cultivation in the
presence of ARS (4) for nestin (B)
and vimentin (C); the cell nuclei we-
re stained with Hoechst (D). Scale
bar: 100 pm

of heterogeneous suspension of NC of newborn rats. Mo-
reover, the results of research demonstrated the depen-
dence of survival efficiency, attachment and spreading of
differentiated cells and proliferation of stem/progenitor
NC on the species-specific characteristics of serum.

The findings show that, regardless of the sera manu-
facturer, the use of ARS for cultivation creates more fa-
vorable conditions, compared with FBS, for the effecti-
ve functioning of terminally differentiated, committed
and stem/progenitor NC under in vitro conditions. Ap-
parently, just the ARS supplements the culture medium
with specific growth factors, proteins, hormones and
other biologically active substances in optimal qualitative
and quantitative interrelation. Furthermore, the FBS pro-
bably does not contain at all or contains insufficient
amount of the factors that cause (or promote) the proli-
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feration of neural stem/progenitor cells. It is indicated by
the failure of the formation of colonies of stem/progenitor
cells during the cultivation of newborn rats NC in the
presence of FBS. Actually Artiodactyla, which include
calves, phylogenetically are quite far from rodents, in-
cluding rats, and this affects the qualitative and quanti-
tative composition of their blood serum [8]. Moreover,
the serum composition may also be affected by habitat
conditions of species, which are essentially different for
calves and rats.

Conclusions. The addition of the serum of adult rats
to the culture medium creates more favorable condi-
tions for the survival, attachment and spreading of dif-
ferentiated cells and proliferation of the stem/progeni-
tor NC of newborn rats during in vitro cultivation com-
pared with the fetal bovine serum.

TopiBHsANBHE JOCIIKCHHS BIUIUBY (DETaIbHOI CUPOBATKH TEIIAT
1 CHpOBaTKU JOPOCIUX LIypiB Ha KyJIbTUBYBAHHS HEPBOBHX KIITHH

HOBOHAPO/DKEHUX IIyPiB
0. M. Cykau, M. B. llleuenxo, T. JI. JIamenko

Pestome

Mema. Busuents 6niugy (hemaibHoi cupogamxu meisim i Cupo8amku
00pOCIUX WYPIE HA NOBEOIHKY 30]IbOBAHUX HEPBOGUX KIIMUH HOBOHA-
poOdCceHuX wypis npu Kyrbmugysanti. Memoou. Budinenns nepeosux
KAIMUH 3 201061020 MO3KY HOBOHAPOOICCHUX WYPIG; KYIbIMUBYBANHS,
BUSHAYEHHS OUHAMIKU YMBOPEHH MOHOWAPY KAIMUH; IMYHOYUMOXI-
MiuHe hapOysarus kiimuH Ha npucymcuicms -my6yniny 111, necmury
i gimenmuny. Pesynomamu. Bcmanosneno, wo dooaganns cuposam-
KU 00pocaux uwypie 0o cepedosuiya KyaibmugyeanHs cmeopioc CRpusim-
AUGTULT YMOBU OJIsL GUICUBAHHSL, NPUKPINACHHSL | POZNIACMY8AHHS Oughe-
PEeHYItio8anux Kiimum, a maKoic nporigepayii cmosdyposux/npozeni-
MOPHUX HEPBOBUX KITMUH HOBOHAPOONCEHUX WYPI8 Y npoyeci Kyabmu-
8Y6aNHsL IN Vilro NOPIBHAHO 3 BHECEHHAM (emanbHOi cuposamxu me-
asam. Bucnoeku. Buxopucmanus cupogamxi 00pociux wypie € npuii-
HAMHIWUM NPU KYIbMUBYBAHHI I3011608AHUX HEPEOBUX KILIMUH HOBOHA-
POOIACEHUX WYPIB, HIC PemanbHol cuposamu measm.

Knrouosi cnosa: nepsosi kiimuHu, HOBOHAPOOIHCEHI Wypu, Kyabmiu-
8Y6ANNS, (hemanbHa cUpoGaAmMKa meuiam, CUpo8amKa Kpogi 0opocaux

wypie.

CpaBHI/ITCHLHOG HCCICIOBAHUEC BIIUSIHUSA q)eTaJILHOﬁ CBIBOPOTKH
TCJSAT U ChIBOPOTKH B3POCJIBIX KPbIC HAa KYJIbTUBHPOBAHUE HEPBHBIX

KJIETOK HOBOPOXKACHHBIX KPBIC
A. H. Cyxkau, M. B. llleBuenxko, T. JI. JIamenko

Pestome

Lens. U3yuenue sruanus pemansHoll cbleOpOmMKYU Measm u Cl8OPON-
KU 83POCTBIX KPBIC HA NOBEOCHUE UZ0NUPOBAHHBIX HEPEHBIX KIEMOK HO-
BOPOIACOCHHBIX KPIC NPU KYTbMUsUposanuu in vitro. Memoowt. Bui-
oenenue HepeHLIX KIEMOK U3 20J1086HO20 MO320 HOBOPOICOCHHBIX KPbIC;

KYAbMUSUPOSanue, onpeoeienue OUHAMUKU 00PaA308aHUs MOHOCIOSL
KAEMOK,; UMMYHOYUMOXUMUYECKOE OKPAULUGAHUE KILeMOK HA RPUCY M-
cmeue B-myoyauna 111, necmuna u sumenmuna. Pesynemameot. Yema-
HOBICHO, Ym0 000AGIeHUE CHIBOPOMKU 83POCIbIX KPbIC 8 CPedy K)iib-
mueupoganus cozoaem bOofee brazonpusimuvie YCio8us OJisl GbLICU-
6AHUSA, NPUKPENTCHUS U PACRIACMbIEAHUS OUDDepenyuposaHHbIX Kie-
MoK, a makaice 0Jis nPoaUpepayuLL CMeoI08bIX/NPO2CHUMOPHBIX HEepPE-
HBIX KIEMOK HOBOPOAUCOCHHBIX KPbIC 6 NPOYecce KyibMueUpo8anus in
VIIro no cpasnenuio ¢ enecenuem GemanvHoll CbleOpOMKOU Meisim.
Bui600w1. Hcnonvsosanue col6opomKu 63pociivlx Kpulc bonee npedno-
MUMENbHO NPU KYIbMUBUPOSAHUU U30IUPOBAHHBIX HEPEHBIX KIEMOK
HOBOPOICOCHHBIX KPBIC, HeM (hemanibHOU CblEOPOMKU M.

Knioueevie cnosa: nepsmvle Kiemku, HOBOPONCOCHHBIE KPbICHL,
KYAbMUsUuposanue, (hemaibias Cbleopomka meism, CbleOpomKd Kpo-
8U 63POCTIBIX KPBIC.
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