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SUMMARY

Colostrum is a source of many bioactive components including antibodies (IgG) as suggested protecting
the newborns against infection. In this study we aimed to evaluate the role of colostrum for the brain development
in newborn pigs. The hippocampal neurons and microglial cells were identified by specific antibodies and
analyzed with confocal microscope and the morphometric assay was provided. The piglets deprived of
colostrum revealed a reduction in postnatal hippocampal neuro and microgliogenesis. Feeding with elementary
diet instead of colostrum didn’t help physiological postnatal brain development. Addition of IgG to elementary
diet improved the neurogenesis and supported immune status of the brain supporting the importance of natural
feeding in the first weeks of life.

BNJinB MONO3NBA HA PO3BUTOK MO3KY HOBOHAPOMKEHUX MOPOCAT
K.O. NoHuapoea, 1.0. OcagueHko, T.M. KoBaneHko, IO. YwakoBa, C.I. MiepxuHoBcbkumn, I.I. Ckno

PE3IOME

MonosuBo € gxepenom 6aratbox 6iONOriYHO aKTUBHUX PEYOBUH, B TOMY 4uchi, iMyHOrnoOyniHie (a
came IgG), Ski, Sk BBaXaeTbCs, 3axvLialoTb HOBOHAPOAXEHUX Bif iHdeKUin. MeTo faHoro AOCniAXeHHSs
Gyna ouiHka BNAMBY CMOXMBaHHS MOMO3MBa MiCNsi HAPOMXKEHHSI HA PO3BUTOK FOMIOBHOIO MO3KY MOPOCAT.
MeTopom KoHdpokanbHOI Mikpockonii 3 4OMOMOroto cneundiyHux aHTUTin 6ynu igeHTudikoBaHi HerpoHn CA1
30HU rinokamna Ta MikpornianbHi KNiTUHU, Takox OyB MpoBeAeHUiA MOpPgOMETPUYHUIA aHani3 3pisie. Y
no36aBneHnx monosmea TBapuH Byno BUsSIBNEHE 3MEHLUEHHSI NOCTHATanbHOrO Helpo- Ta MikpornioreHesy B
rinrokamni. MogyBaHHSA NMOPOCAT OCHOBHOI AIETO0 3aMiCTb MOMO3MBa He BiATBOptoBano disionoriyHumn
nocTHaTarnbHWA PO3BUTOK FOMOBHOrO Mo3ky. [logaBaHHSA IgG 4O OCHOBHOI Oi€TM NOKpallyBano HemporeHes
Ta NiATPUMYBano iMyHHWIA CTaTyC FrofMOBHOTrO MO3KY, LU0 MiATBEPAXKYE AYMKY NPO BaXNMBICTb HaTypanbHOro

Xap4yyBaHHS B NepLli TUXHI XUTTS.
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Colostrum from several points of view is one of the
most mysterious tissues in several mammals’ species.
Among others ungulate pigs and ruminants are fed
without transformed immunity from their dam during
intrauterine life [1]. Colostrum contains a lot of
biologically active peptides and proteins, which are not
produced by infants host endocrine system and must
be absorbed from the gut. These components are
synthesised in mammary glands. To them belongs:
growth factors, hormones e.g. insulin concentration in
colostrum is 100 times higher than in blood similar is for
prolactine, IGF, leptin, ghrelin, etc, the other group of
the active substance are appear after digestion of
colostrum/milk proteins [2]. The main non-nutritional
components of the colostrum are immunoglobulin’s —
the super biologically active proteins and absorbable
from the gut to the blood during first 24 hours of the life.
Thus, the main aim of the studies was to evaluate role of
the immunoglobulin of colostrum origin on brain
development.
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MATERIALS AND METHODS

Animals and diet

The experiment was conducted on 48 healthy piglets
(Swedish Landrace X Yorkshire x Hampshire) born on
time and with no complication obtained from SLU
University Farm, where complete management and health
records were maintained. Just after birth pigs were
divided into 5 groups by simple randomization:: control
newborn group — newborn, unsuckled pigs (n=8) (A),
native control group — suckled pigs, staying with sow
during 24 and 72 hours (n=16) (B), and fed: colostrum
group - (C), (n=8), ED group - reared with elementary
diet (The elementary diet (Kabiven, Fresenius Kabi AB,
Uppsala, Sweden) contained glucose, free amino acids
and emulsified soybean oil and was supplemented with
vitamins (Soluvit®, Fresenius Kabi AB, Uppsala,
Sweden) and (Vitalipid adult, Fresenius Kabi AB,
Uppsala, Sweden) (n=8) (ED), and ED-IgG group - reared
with ED+Ig (purified serum IgG), (n=8). Pigs were fed up
to 24 and 72 hours. The pigs were individually housed
and provided with food via a stomach tube with dose 10
ml/kg every 2 hours. The care and use of animals was
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conducted in accordance with the principles outlined in
the current Guide to the Care and Use of Experimental
Animals and was approved by Lund University Ethics
Review Committee on Animal Experiments, Sweden.

Brain sampling for morphology

Pigs from group A were euthanized immediately after
birth and brain specimens were taken for further analysis.
24 and 72 hours after the experiment start piglets from
each group were sacrificed. Animals were anesthetized
using 0.5 - 1.5% air mixture of Fluothane (Zeneca,
Gothenburg, Sweden) and carrier O, at approximately
0.5 I/min and fixed by transcardial perfusion with 4%
formaldehyde in 0.1M phosphate buffer. The brains were
isolated after perfusion and separated hippocampi were
postfixed overnight in the same fixative solution at +4°C.
The next day they were cut in 50-mm-thick frontal slices
by a vibratome Vibroslice 752M (Campden Instruments
Ltd, Great Britain). Hippocampal slices were washed out
with 0.1M phosphate buffer and treated in blocking
solution containing 1% normal goat serum and 0.3%
Triton X-100. Double immunofluorescence staining of
hippocampal slices was used. Neuron identification was
realized by monoclonal antibodies, specific to neuronal
nuclear protein NeuN. Ibal (ionized calcium binding
adaptor molecule 1) was used as the marker for microglial
cells. Slices were incubated with primary mouse anti-
NeuN antibodies (diluted 1: 1000) and rabbit anti-Ibal
polyclonal antibody (diluted 1:1500) during 16 hours at
+4°C. After washing slices were incubated with
secondary antibodies: anti-mouse conjugated with
Alexa Fluor 488 (1:1000) and anti -rabbit conjugated with
Alexa Fluor 555 (1:1000) for 1,5 h at room temperature.
Then slices were washed out, placed on histological
slides and mounted with Fluorescence Mounting Media
(Dako, Denmark). Images of hippocampal tissue were
analyzed with confocal FV1000-BX61WI microscope
(Olympus, Japan). For morphometric assay the number
of neurons and microglial cells in the CA 1 hippocampal
region was counted for the area unit with using
UTHSCSA Image Tool (v.3.0., UTHSCSA, USA).

Statistical analysis

All data were expressed as mean = SE (standard
error), ANOVA (analysis of variance). All analyses were
carried out using Statistica, version 7 (StatSoft, USA).
In all statistical analyses, p<0-05 was considered
significant.

RESULTS AND DISCUSSION

The amount of neurons in pig’s hippocampus

At birth, the central nervous system has completed
most of its early stages of cell division, migration, and
specialization. Neuroblasts are continuing to divide only
in limited brain regions [3]. Recent imaging studies show
that the formation of neural connections in the central
nervous system is a highly dynamic process.

The highest amount of neurons in stratum radiatum
of'the CA1 hippocampal area of newborn piglets (group
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A) was observed. In the first days of life the number of
neurons was diminished in C, ED and ED+Ig groups in
comparison with group A (p<0.01). To the 24th hour
after birth the decrease was the 34,2%, 33,2%, 22,6%,
40,6% in the groups B, C, ED and ED+Ig respectively.
To the 72th hour the significant increase of neurons
number (pd”’0.05) in comparison with group B was
observed in hippocampi of animals from groups C and
ED+Ig (Fig.1). Changes observed could be a possible
evidence of changed migration and maturation of
neurons on the early stages of postnatal development
in dependence of diet.

Neural activity modulates development through
biasing the process of formation and elimination,
promoting the formation and stabilization of appropriate
synaptic connections on the basis of functional activity
patterns The iterative formation and elimination of
synapses and neuronal branches result in the formation
of a much larger number of trial connections than is
maintained in the mature brain [4].

The amount of microglial cells in pig s hippocampus

Microglias are cells of the innate immune system,
which is the front line of host defense against invading
pathogens or pathological cells. The development of
microglia is not an isolated process and must take place
with the microenvironmental changes associated with
neurogenesis, gliogenesis, angiogenesis, and
synaptogenesis. Microglial activation during immune
activation has been associated with both enhanced and
suppressed neurogenesis [5]. The role of microglial
responses in these and other circumstances could be
construed as either harmful or beneficial, and remains
unknown. From the time of birth to the 24" hour of
postnatal development the amount of microglial cells in
hippocampus of control piglets (group B) significantly
increased (21,6%-increase) (Fig.2). To the 72" hour of
postnatal development it had decreased to the newborn
level probably due to migration of the microglia to other
areas of brain. Soon after birth it was revealed no
difference between the colostrum (group C) and group
B in the number of microglial cells in hippocampus, but
it is notably that we did not find increase of microglial
cells amount which was revealed in the control piglets
to the 24™ hour of postnatal development. The
significant (pd”0,05) decrease of the microglial cells on
the 72th hour was also observed in this group. In
hippocampus of ED group to the 24" hour of postnatal
development the microglial cells number had slightly
decreased (about 5%), but to the 72" hour the amount
of microglia dramatically reduced (to 52%) that can
indicate the decrease in immune status of the pigs from
ED-group. In hippocampus of ED+Ig piglets the number
of microglial cells did not show any difference with
addition of IgG on the 24" hour. To the 72" hour of
postnatal development the number of microglial cells
decreased only on 12%. These data distinguish pigs of
this group from group C and ED group (Fig.2).
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Fig.2. The amount of microglial cells in the pig’s hippocampus.

Group A — unsuckled piglets, group B — suckled piglets, group C — fed colostrum piglets, group ED — fed
elementary diet piglets and group ED + Ig — fed elementary diet with addition of immunoglobulin G piglets. ** - the
difference is significant (pd”0,05) in comparison with group A, ## - the difference is significant (pd”’0,05) in
comparison with group B on the 24" hour, && - the difference is significant (pd”0,05) in comparison with group B

on the 72" hour.

CONCLUSIONS these processes in neonatal brain. Feeding with ED,

The piglets deprived of colostrum revealed a instead of colostrum, didn’t ensure help physiological
reduction in postnatal hippocampal neuro- and postnatal brain development. Addition of IgG to ED
microgliogenesis extent the present imagination about  improved the neurogenesis and supported immune
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status of the brain supporting the importance of natural
feeding in the first weeks of life.
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