
Full Terms & Conditions of access and use can be found at
https://www.tandfonline.com/action/journalInformation?journalCode=cfai20

Food and Agricultural Immunology

ISSN: (Print) (Online) Journal homepage: https://www.tandfonline.com/loi/cfai20

The effect of the multi-strain probiotic preparation
EM Bokashi® on selected parameters of the
cellular immune response in pigs

Łukasz S. Jarosz, Artur Ciszewski, Agnieszka Marek, Marcin Hejdysz,
Sebastian Nowaczewski, Zbigniew Grądzki, Katarzyna Michalak, Małgorzata
Kwiecień & Anna Rysiak

To cite this article: Łukasz S. Jarosz, Artur Ciszewski, Agnieszka Marek, Marcin Hejdysz,
Sebastian Nowaczewski, Zbigniew Grądzki, Katarzyna Michalak, Małgorzata Kwiecień & Anna
Rysiak (2022) The effect of the multi-strain probiotic preparation EM Bokashi® on selected
parameters of the cellular immune response in pigs, Food and Agricultural Immunology, 33:1,
167-191, DOI: 10.1080/09540105.2021.2006611

To link to this article:  https://doi.org/10.1080/09540105.2021.2006611

© 2022 The Author(s). Published with
license by Taylor & Francis Group, LLC.

Published online: 17 Feb 2022.

Submit your article to this journal 

View related articles 

View Crossmark data

https://www.tandfonline.com/action/journalInformation?journalCode=cfai20
https://www.tandfonline.com/loi/cfai20
https://www.tandfonline.com/action/showCitFormats?doi=10.1080/09540105.2021.2006611
https://doi.org/10.1080/09540105.2021.2006611
https://www.tandfonline.com/action/authorSubmission?journalCode=cfai20&show=instructions
https://www.tandfonline.com/action/authorSubmission?journalCode=cfai20&show=instructions
https://www.tandfonline.com/doi/mlt/10.1080/09540105.2021.2006611
https://www.tandfonline.com/doi/mlt/10.1080/09540105.2021.2006611
http://crossmark.crossref.org/dialog/?doi=10.1080/09540105.2021.2006611&domain=pdf&date_stamp=2022-02-17
http://crossmark.crossref.org/dialog/?doi=10.1080/09540105.2021.2006611&domain=pdf&date_stamp=2022-02-17


The effect of the multi-strain probiotic preparation EM
Bokashi® on selected parameters of the cellular immune
response in pigs
Łukasz S. Jarosz a, Artur Ciszewskia, Agnieszka Marek b, Marcin Hejdyszc,
Sebastian Nowaczewskic, Zbigniew Grądzki a, Katarzyna Michalaka,
Małgorzata Kwiecień d and Anna Rysiak e

aDepartment of Epizootiology and Clinic of Infectious Diseases, Faculty of Veterinary Medicine, University of
Life Sciences in Lublin, Lublin, Poland; bSub-Department of Preventive Veterinary and Avian Diseases,
Faculty of Veterinary Medicine, Institute of Biological Bases of Animal Diseases, University of Life Sciences in
Lublin, Lublin, Poland; cDepartment of Animal Breeding And Product Quality Assessment, Poznań University
of Life Sciences, Poznań, Poland; dFaculty of Biology and Animal Breeding, Institute of Animal Nutrition and
Bromatology, Department of Animal Nutrition, University of Life Sciences in Lublin, Lublin, Poland;
eDepartment of Botany, Mycology, and Ecology, Maria Curie-Skłodowska University, Lublin, Poland

ABSTRACT
The aim of the study was to assess the effect of effective
microorganisms on selected parameters of the cellular immune
response in the colostrum and milk of sows and in the serum of
suckling piglets. A total of 60 female crossbred sows and 60
female piglets were used in the experiment. The material for
analysis comprised colostrum and milk collected from sows and
blood samples from piglets. Immune response parameters were
determined by flow cytometry and ELISA kits. The results showed
high expression of CD4-CD25-FoxP3, CD4, and CD25 in the
colostrum and milk of sows and of CD4, CD8 in piglet blood. The
use of EM Bokashi® as a feed supplement for sows during
colostrogenesis stimulates cellular immune mechanisms,
expressed by an increase in the Treg cell population in the
colostrum and milk, which contributes to effective elimination of
microorganisms in the first period of piglets’ life.
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Introduction

One of the contemporary challenges of pig farming technology is to increase the pro-
ductivity and health of pigs while at the same time reducing costs (Tokach et al.,
2016). The functioning of the reproduction sector is of particular significance for increas-
ing production efficiency (Gaugler et al., 1983; Koketsu et al., 2017; Tokach et al., 2016).
At this stage, it is especially important to maintain the health status of the foundation
stock of sows and to obtain numerous healthy offspring (Holm et al., 2004). While
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genetic selection has made it possible to achieve high prolificacy in sows, this entails
excessive exploitation of these animals (Warda et al., 2021). This results in a reduction
in the body weight of lactating sows and a decrease in the quantity and quality of the
colostrum and milk, which can lead to culling of sows from the herd (Koketsu, 2000).
Piglets from large litters also have lower average birth weight and ingest less colostrum
and milk, which can lower their resistance and thereby reduce their viability and survival
rate during the period before weaning (Declerck et al., 2016; Douglas et al., 2014). Irre-
spective of these factors, newborn piglets are exposed to numerous pathogenic microbes
in their environment that can induce diarrhoea, increasing the risk of death during the
pre-weaning period (Choct, 2009; Fairbrother et al., 2005; Rhouma et al., 2017).

An important element of sustainable pig production that helps to limit losses is the
proper feeding of sows and piglets during the rearing period (Blavi et al., 2021). The
administrative ban on the use of antibiotics as feed additives to stimulate growth and
reduce the occurrence of infections in pigs has prompted pig producers to seek alterna-
tive feeding methods to ensure the animals’ optimal growth and health (Close, 2000;
Turner et al., 2001). Among feed additives that improve the production and health par-
ameters of pigs, probiotics are considered the most important (Ahmed et al., 2014; Cho
et al., 2011). These preparations are most often produced using microbes of the genera
Bacillus, Lactobacillus, Enterococcus, Bifidobacterium and Saccharomyces (Chen et al.,
2005, 2006; Choi et al., 2011). Numerous studies have shown that the use of probiotics
in sows during pregnancy and lactation helps to maintain the microbial balance in the
intestines and increase the efficiency of nutrient utilization and absorption from feed
(Chaucheyras-Durand & Durand, 2010; Stamati et al., 2006). The improvement in nutri-
ent digestibility resulting from the use of probiotic additives in sows has a positive effect
on production parameters, increasing milk yield, litter size, the number of live-born
piglets, and the body weight of suckling piglets at birth and at weaning (Alexopoulos
et al., 2004; Alonso et al., 2016; Liu et al., 2017; Stamati et al., 2006). Mori et al. (2011)
showed that administration of probiotics as feed supplements to pregnant sows causes
changes in the composition of the gut microbiota, which significantly decreases the
number of pathogenic and conditionally pathogenic bacteria, such as Salmonella, Escher-
ichia coli and Clostridium, in the environment of suckling piglets. A beneficial effect of
these changes is a reduction in the frequency of diseases with symptoms of diarrhoea
in piglets. It is worth noting that the use of probiotics as feed additives in sows also
has a stimulating effect on the development of the immune system in the foetus and suck-
ling piglet (Schultz et al., 2004) and on the quantity and qualitative composition of colos-
trum and milk (Alexopoulos et al., 2004; Jang et al., 2013; Stamati et al., 2006; Wang et al.,
2011). This is particularly important for building potential immunity to infections in the
first period of life. Experimental studies have also confirmed that the use of probiotics in
feed for piglets in the period from birth to weaning improves production indicators by
increasing body weight at weaning and stimulates the non-specific immune response,
expressed as increased concentrations of class G immunoglobulins (IgG) in the serum
(Ahmed et al., 2014; Scharek et al., 2005).

The health-promoting effects of probiotic preparations in the diet of animals depend
on a number of factors, primarily the genus, species and stain of microbes used in their
production (Sanders & Huis in’t Veld, 1999). The authors of many experimental studies
suggest that probiotics based on different strains of the same species or on strains of a
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variety of species are the most effective (Rolfe, 2000). Supplementation of feed for pigs
with probiotics containing strains of different species of microbes has been shown to sig-
nificantly improve production parameters, including feed conversion and growth (Cai
et al., 2014; Inatomi et al., 2017; Wang et al., 2014). One of these, the multi-strain pro-
biotic preparation Bokashi, which combines a variety of species of effective microorgan-
isms (EMs), is currently widely used in multiple areas of production associated with
agriculture and livestock farming (Higa & Parr, 1994; Mroz, 2001; Rashid & West,
2007; Szymanski & Patterson, 2003). The beneficial effects of EMs on production and
health parameters include increased daily weight gains, improved feed digestibility,
improved health, and reduced mortality rates (Betancur et al., 2021; Gaggia et al.,
2010; Hanekon et al., 2000; Konoplya & Higa, 2000; Kumprechtova et al., 2000). The
use of EMs as feed additives in sows also increases the protective potential of colostrum
and milk, helping to reduce infections in piglets (Hasan et al., 2018; Higa & Parr, 1994;
Laskowska et al., 2019; Zhang et al., 2018).

Our own preliminary research has shown that the use of EMs in the diet of sows causes
an increase in the concentrations of pro-inflammatory cytokines TNF-α and IL-6, as well
as anti-inflammatory cytokines IL-4, IL-10 and TGF-β and immunoglobulins in the
colostrum and milk. These findings clearly indicate that EMs have an immunoregulatory
effect on Th2 cells and suggest that they stimulate cellular immune mechanisms protect-
ing the sow and newborn piglets against infection (Laskowska et al., 2019).

As yet no extensive research has been conducted on the effect of EMs in the diet of
sows during pregnancy and lactation and in suckling piglets or on their effect on cellular
immune mechanisms in piglets and the quality of the colostrum and milk. The aim of the
study was to assess the effect of EMs on selected parameters of the cellular immune
response in the colostrum and milk of sows and in the serum of suckling piglets by deter-
mining the percentages of CD3+CD4+, CD3+CD8+, CD25+, CD4+CD8+ (DP) and
CD4+CD25+FoxP3+ T lymphocytes, and to assess the qualitative composition of the
colostrum and milk of sows receiving a diet supplemented with EMs.

Materials and methods

Experimental animals and use of effective microorganisms

The study was conducted on a pig breeding farm with a closed production cycle. The
farm kept 150 sows aged 2–4 years with a body weight of 150–200 kg. From mating to
100 days of gestation the sows were kept in individual pens on litter. Pregnant and lactat-
ing sows were fed individual diets depending on the stage of gestation and the number of
piglets being reared. The sows were fed PR-C (full-feed diet for the gestation period)
twice daily during pregnancy and PR-L (full-feed diet for the lactation period) during lac-
tation, with constant access to water.

All procedures used during the research were approved by the Local Ethics Committee
for Animal Testing at the University of Life Sciences in Lublin, Poland (approval number
55/2013, 15 October 2013). The first part of the experiment was conducted on 60 female
crossbred sows (Polish Large White x Polish Landrace) in their second parity, randomly
selected from the herd, with an initial body weight of 160–180 kg and at the age of 2
years, all born on the same farm (Figure 1). The sows were assigned to two groups,
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Figure 1. Experimental flowchart.
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with 30 sows in each group: control group (A) and experimental group (B). Sows were
included in the study on the basis of body condition score (BCS) according to Charette
et al. (1996); the BCS of the sows in both groups was 3. The control and experimental
groups were housed in separate pig houses, with identical building and environmental
conditions, in order to prevent probiotic (EM Bokashi®) cross-contamination. The
size, temperature, humidity and hygiene conditions of the pens where the sows were
kept were identical for the two groups. Each sow was housed in an individual pen
(2200 cm × 2000 cm) during the gestation and lactation period. The lighting program
was 16 h light and 8 h darkness. The housing area was kept at 20–21.5°C under humidity
of 60–65%, and the ventilation rate was 0.567–0.598 m3/min per sow. All sows were fed
the same basal diet during the experiment (Table 1). From fertilization to the 90th day of
gestation, the sows received feed for pregnant sows (PR-C), and from the 90th day of ges-
tation to the 28th day of lactation, they received feed for lactating sows (PR-L). For the
sows in group B, the experimental group, effective microorganisms in the form of the
preparation EM Bokashi® were added to the basal feed in the amount of 10 kg/tonne
of feed, from mating to weaning.

Table 1. Ingredients and nutritive value of the pigs’ diets (as-fed basis).

Ingredient (g)
Pregnant sow

(PR-C)
Lactating sow

(PR-L)
Startera

≥12 kg

Barley 36.00 33.00 –
Wheat 29.50 34.00 –
Oats 15.00 10.00 –
Triticale 10.00 – –
Maize/Gelatinized corn – – 41.0/3.2
Soybean meal over 46% HP 3.00 12.00 35.0
Fermented rapeseed meal 4.00 4.00 –
Fermented soybean meal – 2,0 2.0
Soybean oil – 1,0 15.0
Starch – – 1.8–2.0
Complementary feed
4% MPU START 820115

– – 2.0

Bicalcium phosphate/limestone – – 0.46/0.30
Vitamin/mineral supplement – – 0.1/0.33
L-lysine HCL 78%/DL-methionine 98% – – 0.076/0.09
Ultramix L.K. Hi Milk 4% – 4.00 –
Ultramix L.P. Hi Breed 2.5% 2.50 – –
Nutritive value
Metabolizable energy, MJ/kg 12.60 12.80 13.9
Crude protein, g 132.00 168.00 201
Dry matter, g 823.00 812.00 –
Lysine, g 5.73 9.53 15.45
Methionine, g 2.17 2.92 3.72
Methionine + cystine, g 4.96 5.87 6.56
Threonine, g 4.32 6.98 7.35
Tryptophan, g 1.48 2.00 2.22
Digestible lysine, g 0.472 0.972 12.29
Total phosphorus, g 5.08 6.58 4.52
Digestible phosphorus, g 2.87 4.31 –
Calcium, g 7.02 9.91 8.26
Sodium, g 1.75 2,38 –
Fibre, g 57.80 51.30 36.0
Raw fat, g 21.90 30.10 –
Vitamin A, IU 13,000.00 12,000.00 –
Vitamin D3, IU 2000.00 2000,00 –
Vitamin E, mg 117.00 165.00 –
aCommercial product without probiotic, data in the table provided by the manufacturer.
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The next stage of the experiment was conducted on 30 female piglets (group I) born to
the sows in group A and 30 female piglets (group II) born to the sows in group B (Figure
1). All piglets were born at the same time, with a birth weight of 1.10–1.30 kg. The
newborn piglets had constant access to fresh drinking water. From the age of 7 days,
they had constant access to complete compound feed for piglets (Table 1). The diets
were formulated to meet or exceed the nutrient requirement recommendations of the
NRC (1998). All piglets were fed the same basal diet during the experiment. For the
piglets in group II, the experimental group, a probiotic in the form of the preparation
EM Bokashi® was added to the basal feed in the amount of 10 kg/tonne of feed, from
the age of 7 days to the end of the experiment.

The probiotic EM Bokashi® used in the experiment is manufactured by the company
Greenland Technologia EM (Janowiec, Poland). It contains a mixture of microorganisms
(Table 2). Throughout the experiment, EM Bokashi® was tested once a month in the
national reference laboratory of the Department of Hygiene of Animal Feedingstuffs
of the National Veterinary Research Institute in Puławy, Poland. In addition, the manu-
facturer of EM Bokashi® assessed the viability of the probiotic bacterial cells and their
content per gram of product in their laboratory, thereby guaranteeing that the product
used in the experimental group of sows and piglets was of the same quality.

Collection and preparation of colostrum and milk samples

Sixty 10 mL samples of colostrum and milk were collected into sterile plastic tubes
(Medlab Products, Poland) over a period of 7 days. The samples were transported to
the laboratory at a temperature of +4°C to 8°C for no longer than 1 h. Immediately
upon delivery to the laboratory, 5 mL of material was designated for cytometric analysis,
and the remainder was frozen and stored at –80°C until further analysis. The samples, in
5 mL volumes, were centrifuged at 1300g for 30 min at 4°C. Then the fat layer and super-
natant were separated and removed. The precipitate, containing cells of the mammary
gland secretion, was washed twice with 2 mL of RPMI-1640 solution (Biomed, Lublin)
with the addition of 10% foetal bovine serum, antibiotics (penicillin and streptomycin),
and an antifungal agent (amphotericin B). After each wash, the samples were centrifuged
at 1300g for 10 min at 4°C. After the final centrifugation, the cells were suspended in
2 mL of sterile PBS.

Blood sample collection

Peripheral blood was collected from the external jugular vein into Vacuette vacuum
tubes containing EDTA-K2 as an anticoagulant (Medlab Products, Poland) and into

Table 2. EM Bokashi composition.
Microbial composition Strain number Content per gram of product

1. Saccharomyces cerevisiae Y200007 5 × 104 CFU/g
2. Lactobacillus casei ATCC 7469 5 × 108 CFU/g
3. Lactobacillus plantarum ATCC 8014 5 × 108 CFU/g
4. Enterococcus faecalis UC-100 (CGMCC No.1.0130) 2.5×106 CFU/g
5. Enterococcus faecium NCIMB SF68 5 × 109 CFU/g
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serum separation tubes with a clot activator (Medlab Products, Poland). Blood
samples were collected from all piglets in groups I and II at 0, 7, 14, 21, and 28
days after birth. The samples were transported chilled to the laboratory at +48°C
for no longer than 1 h. The blood collected into EDTA-K2 and heparin tubes was
used for cytometric analysis immediately upon delivery to the laboratory. The
blood collected into serum separation tubes with a clot activator was centrifuged at
room temperature (20-22°C) for 15 min at 1,000 g, and the serum obtained was
apportioned and stored for further study at –80°C.

Determination of selected immune response parameters

Immune response parameters were determined by flow cytometry. Samples of colos-
trum and milk from sows and blood from piglets were analysed in a flow cytometer
(BD FACSVerse™, Becton Dickinson, Franklin Lakes, Brea, New Jersey, USA). The
immunophenotype (CD) of cells of the colostrum and milk of sows and blood of
piglets was assessed according to Le Jan (1994). Intracellular FoxP3+ staining in cells
of the colostrum and milk of sows and blood of piglets was assessed according to
Wen et al. (2012) and Käser et al. (2008). FoxP3 expression was determined using
the Foxp3/Transcription Factor Staining Buffer Set. Cells from the colostrum and
milk of sows and the blood of piglets were first stained with CD4:FITC+/CD25:Alexa
Fluor® 647+. After staining of cell surface markers, the samples were permeabilized
with FoxP3 Fixation/Permeabilization Concentrate (eBiosciences) at 4°C for 30 min.
Then the cells were washed with FoxP3 Permeabilization Buffer and stained with
FOXP3:RPE+. Performance quality control (PQC) was carried out using BD FACSuite
CS&T research beads as outlined in the BD FACSVerse System User’s Guide.2. Data
were acquired using a BD FACSVerse system and BD FACSuite software version
1.0.0.1477. The data was analysed and a data report was automatically generated.
From 10,000 to 30,000 events were collected in each measurement. Electronic compen-
sation was used to eliminate residual spectral overlaps between individual
fluorochromes.

Monoclonal antibodies

Fluorochrome-labelled monoclonal antibodies for the surface molecules of pig lympho-
cytes were used for cytometric tests: Mouse anti-Pig CD25:Alexa Fluor® 647, clone
K231.3B2; Mouse anti-Pig CD4:FITC, clone MIL17; Mouse anti-Pig CD3:RPE, clone
PPT3; Mouse anti-Pig CD3:FITC, clone PPT3; Mouse anti-Pig wCD8:RPE clone 11/
295/33 from Bio-Rad Laboratories, Inc. Life Science Research Group (Hercules, Califor-
nia, United States), and FOXP3 Monoclonal Antibody (FJK-16s), PE from eBiosciences
(San Diego, California, United States). The following types of antibodies were used in the
negative isotopic control: rat IgG2a kappa PE isotype control (eBR2a), mouse IgG1 nega-
tive control:Alexa Fluor® 647, mouse IgG1 negative control:RPE, mouse IgG2b negative
control:FITC, mouse IgG2a negative control:RPE. Direct cell labelling was used. In each
colostrum, milk and blood sample, CD3:RPE+/CD4:FITC+, CD3:FITC+/CD8:RPE+,
CD8:RPE+/CD4:FITC+, CD25: Alexa Fluor® 647+, and CD4:FITC+/CD25:Alexa Fluor®
647+/ FOXP3:RPE+ were determined separately.
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Analysis of colostrum samples using a fluorescence microscope

Stained cells were visualized under a Leica DMi8 fluorescence microscope (Leica,
Germany). Photographs were taken under FLUO-PH contrast with an FITC (cd25) or
DA/FI/TX (cd84) cube filter using the inverted Leica DMi8 microsystem (Leica,
Germany) with Leica LAS X Imaging and Analysis Software for Wildfield Microscopes
(Leica, Germany). Settings were as follows: Camera DMC6200-2000000379, digitaliza-
tion: 8 bit, composite colour capture mode, objective: HC PL FLUOROTAR L 20x/0.4
DRY, exposure time: 1.711 ms.

Analysis of the composition of sows’ colostrum

The percentage content of solids, fat, protein, lactose, and solids-not-fat (SNF) in sows’
colostrum was determined in the Bentley 150 Infrared Analyser. The somatic cell count
in the colostrum was determined using the Bentley 150 Somacount Analyser. The results
were expressed as mean and standard deviation (± SEM); values of p < 0.05 were con-
sidered significant.

Immunoglobulin analysis in sow colostrum

ELISA kits specific for porcine IgG and IgA (USCN Life Science Inc., Wuhan) were used
to determine the immunoglobulin levels in the sow colostrum, following the manufac-
turer’s instructions. Each sample was tested in 3 replicates. The results were expressed
as mean and standard deviation (± SEM); values of p < .05 were considered significant.

Statistical analysis

Statistical analysis of the results was performed using Statistica 13.2 PL (StatSoft, Krakow,
Poland). A gradient of the data was analysed by the Shapiro–Wilk test, and the results
were expressed as arithmetic means and standard deviation.

Due to deviations from the normal distribution, nonparametric tests were used to
determine the significance of statistical differences (p < .05) between the control and
experimental samples.

The Friedman test and post hoc tests at p < .05 were used to compare the effect of time
on the results in the control and experimental (with EMs) groups of piglets and sows.
These are nonparametric counterparts of one-way analysis of variance (ANOVA) for
repeatable measurements. The grouping variable was time: for piglets, days 0, 7, 14, 21
and 28 and for sows, days 0, 1, 2, 3, 4, 5, 6 and 7. The results were also confirmed
using Kendall’s coefficient of concordance. This coefficient ranges from 0 to 1; the
higher the value, the greater the concordance indicating correlation (absence of random-
ness) of the results.

The Mann–Whitney U test was used to determine the statistical significance of differ-
ences between the control and experimental groups for piglets and sows. The grouping
variable was the time of measurement.

The results were presented in graphical form (Figures 2 and 3); the same letters indi-
cate the absence of statistically significant differences. Capital letters designate
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statistically significant results of comparisons between groups (U test), while lower case
letters indicate differences arising from the Friedman and post-hoc tests.

Results

Immune response parameters in the colostrum and milk of sows

The results indicate that the percentage of CD3+CD4+ cells in the colostrum and milk of
the sows, both in the control group and in the group receiving EM Bokashi®, was highest

Figure 2. Results of Freedman test, post hoc tests (lowercase letters) and the Mann–Whitney U test
(capital letters) for sows: I – average percentage of CD3+CD4+ cells, II – average percentage of
CD3+CD8+ cells, III – average percentage of CD25+ cells, IV – average percentage of
CD4+CD25+FoxP3+ cells, V – average percentage of CD4+CD8+ (DP – double-positive) cells. Solid
line – control group A, dotted line – experimental group B, SD – standard deviation.
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on day 0 of the study and gradually decreased up to the last (seventh) day of the exper-
iment. The percentage of CD3+CD4+ cells in the supplemented group was statistically
significantly higher on all days of the study than on the corresponding days in the
control group. In the supplemented group, statistically significant differences were
observed in the CD3+CD4+ percentage on days 3, 6 and 7 in relation to the remaining
days (Figure 2(I)).

Figure 3. Results of Freedman test, post hoc tests (lowercase letters) and the Mann–Whitney U test
(capital letters) for piglets: I – average percentage of CD3+CD4+ cells, II – average percentage of
CD3+CD8+ cells, III – average percentage of CD25+ cells, IV – average percentage of
CD4+CD25+FoxP3+ cells, V – average percentage of CD4+CD8+ (DP – double-positive) cells. Solid
line – control group I, dotted line – experimental group II, SD – standard deviation.

176 Ł. S. JAROSZ ET AL.



The analysis of the CD3+CD8+ percentage showed a gradual decrease from day 0 to
day 7 of the study in both groups. The percentage of CD3+CD8+ in the group of sup-
plemented sows was statistically significantly higher than in the control group from
days 0 to 6 of the study. On the seventh day, both groups had similar CD3+CD8+

values. In the control group, statistically significant differences in this parameter
appeared on days 5, 6 and 7 of the study compared to the previous days. Similar differ-
ences were observed in the supplemented group (Figure 2(II)).

The analysis of the percentage of CD25+ cells in the control and supplemented groups
showed a gradual decrease from day 0 to the last day of the study. Statistically significant
differences in the percentage of CD25+ cells in the two groups were observed from day 0
to 5 of the experiment. On the 6th and 7th day of the study, the percentage of CD25+ cells
was at the same level in both groups. In the group receiving EM Bokashi®, statistically
significant differences in the percentage of CD25+ cells were observed on days 5, 6 and
7 (Figure 2(III) and Figure 4).

Analysis of the percentage of CD4+CD25+FOXP3+ cells showed statistically significant
differences between the control and EM Bokashi®-supplemented groups on days 0, 1 and
2. The percentage of CD4+CD25+FOXP3+ cells was high in the group receiving the sup-
plement and decreased on subsequent days of the study. On the third day of the study, the
percentages of CD4+CD25+FOXP3+ cells in both groups were similar. In the group
receiving EM Bokashi®, statistically significant differences in the percentage of
CD4+CD25+FOXP3+ cells were observed on days 2 and 3 compared to the remaining
days (Figure 2(IV)).

The analysis of the percentage of CD4+CD8+ (DP) cells showed an increase on the
fourth and fifth day of the study in the supplemented group, and the values were stat-
istically significantly higher than in the control group. In the control group, an increase
in this parameter was observed on the last two days of the experiment, and it differed
significantly from the remaining days of the study. In the supplemented group, statisti-
cally significant differences in the percentage of CD4+CD8+ (DP) cells were observed
on days 5, 6, and 7 compared to the remaining days of the study (Figure 2(V) and
Figure 5).

Figure 4. Microscopic analysis of a fluorochrome-labelled colostrum sample using a Leica DMi8 fluor-
escence microscope (Leica, Germany). Measurement parameters: Camera DMC6200-2000000379, digi-
talization: 8 bit, composite colour capture mode, objective: HC PL FLUOROTAR L 20x / 0.4 DRY,
exposure time: 1.711 ms. ↑ (red arrow – 1) – CD25+ colostrum cells, ↑ (yellow arrow – 2) – epithelial
cell.
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Immune response parameters in piglet sera

The analysis of the percentage CD3+CD4+ cells in the blood of piglets in the control
group showed an increase from days 0 to 28 of the study. The percentage of
CD3+CD4+ cells in piglets from sows receiving EM Bokashi® was statistically significantly
(p < .05) higher on all days of the study than on the corresponding days in the control
group. An increase in this parameter was also observed in the period from 0 to 28
days of the study in the blood of piglets from sows receiving the supplement. The Fried-
man test and post hoc tests showed statistically significant (p < .05) differences in the per-
centage of CD3+CD4+ cells in the blood of piglets in the experimental group on days 21
and 28 of the study (Figure 3(I)).

The analysis of the percentage of CD3+CD8+ cells in the blood of piglets showed no stat-
istically significant differences on days 0–14 of the study, but there were statistically signifi-
cant (p < .05) differences between days 21 and 28. The percentage of CD3+CD8+ cells in the
blood of piglets from sows receiving EM Bokashi® was statistically significantly (p < .05)
lower on days 21 and 28 than on the corresponding days in the blood of the control
piglets. An increase in this parameter was observed in the period from 0 to 28 days of
the study in the blood of piglets from sows receiving the supplement (Figure 3(II)).

The percentage of CD25+ cells in the blood of piglets from sows receiving EM
Bokashi® was statistically significantly (p < .05) higher on all days of the study than on
the corresponding days in the control group. The highest percentage of CD25+ cells in
the blood of piglets from sows receiving the supplement was observed on day 0 of the
study. The Friedman test and post hoc tests showed statistically significant (p < .05)
differences in the percentage of CD25+ cells in the blood of piglets in the experimental
group between day 0 and other days of the study (Figure 3(III)).

The percentage of CD4+CD25+FOXP3+ in the blood of piglets in the control group
increased in the period from 0 to 28 days of the study. The percentage of
CD4+CD25+FOXP3+ cells in the blood of piglets from sows receiving EM Bokashi®
was statistically significantly (p < .05) higher in the period from day 0 to 21 of the
study than on the corresponding days in the blood of piglets in the control group. The
percentage of CD4+CD25+FOXP3+ cells in the blood of piglets from sows receiving
the supplement was highest on day 28 of the study (Figure 3(IV)).

Figure 5. Microscopic analysis of a fluorochrome-labelled colostrum sample using a Leica DMi8 fluor-
escence microscope (Leica, Germany). Measurement parameters: Camera DMC6200-2000000379, digi-
talization: 8 bit, composite colour capture mode, objective: HC PL FLUOROTAR L 20x / 0.4 DRY,
exposure time: 1.711 ms. ↑ (red arrow) – CD4+CD8+ (DP – double-positive) colostrum cells.
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The percentage of CD4+CD8+ (DP) cells in the blood of piglets in the control group
increased in the period from 0 to 28 days of the study. An almost fourfold increase in this
parameter was observed on day 7 compared to day 0. In the group of piglets from sows
receiving the supplement, a similar increase in the percentage of CD4+CD8+ (DP) cells
was observed between 0 and 28 days of the study. Statistically significant differences in
the percentage of CD4+CD8+ (DP) cells compared to day 0 of the study were observed
on days 7, 21 and 28. Comparative analysis of the control and experimental groups
showed statistically significant differences in the percentage of CD4+CD8+ (DP) cells
on days 0, 14 and 21 (Figure 3(V)).

Composition of sows’ colostrum

The analysis of colostrum composition showed that the percentages of solids, fat, protein,
lactose and solids-not-fat in the group supplemented with EM Bokashi® were statistically
significantly higher than in the control group. The somatic cell count in the colostrum
from both groups was similar. The content of IgG and IgA (mg/mL) was statistically sig-
nificantly higher in the colostrum of the sows from the group receiving EM Bokashi®
compared to the control group. The composition of the sows’ colostrum is presented
in Table 3.

Discussion

The high immune potential of colostrum determines the resistance of newborn piglets to
infection during the pre- and post-weaning period, which significantly influences their
condition and productivity in subsequent periods of rearing (Theil et al., 2014; Williams,
1993; Zhang et al., 2018). Modern feeding strategies involving administration of feed sup-
plements with immunomodulatory effects to pregnant sows, in order to enhance the
immune potential of the colostrum and milk and increase the effectiveness of passive
protection of newborn piglets, are becoming increasingly popular in pig farming
(Scharek et al., 2005; Stamati et al., 2006). One of the feed additives exerting a positive
effect on the health and performance parameters of pigs is the multi-strain preparation
EM Bokashi®, used in the experiment (Laskowska et al., 2019). The literature lacks

Table 3. Comparison of composition and immunoglobulin content of
colostrum (mean ± SD) in groups of sows receiving a diet without EM
(control group – A) and with EMs (experimental group – B).

Component

Group

Control – A Experimental – B

Solids, % 21.06a ± 0.71 25.88b ± 0.5
Fat, % 4.43ba ± 0.39 5.13b ± 0.49
Protein, % 12.12a ± 1.06 15.44b ± 0.74
Lactose, % 2.41a ± 0.47 3.10b ± 0.30
SNF, % 14.31a ± 1.26 16.59b ± 0.49
SCC 2.73 ± 0.18 ns 2.66 ± 0.11 ns
IgG, mg/mL 101.52a ± 8.26 348.26b ± 16.74
IgA, mg/mL 22.83a ± 4.33 52.61b ± 7.24

Note: Different letters indicate significant differences according to the Mann–Whitney U
test (p < 0.05). SNF – solids-not-fat, SCC – somatic cell count × 106.
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information on the effect of this preparation on the immune potential of the colostrum
and milk of sows and on immunity in piglets. The results of our study clearly demon-
strate the effectiveness of EM Bokashi® in improving the immune parameters of colos-
trum and milk, which translates to better passive protection of piglets against infection.

The presence in colostrum and milk of CD3+/CD4+ T cells (helper lymphocytes) and
CD3+/CD8+ T cells (cytotoxic/suppressor lymphocytes) is considered an indicator of the
physiological and immune status of the sow and determines the activation of an early
immune response in suckling piglets in the case of infection (Binns, 1994; Boersma
et al., 2001; Le Jan, 1996; Pomorska-Mol et al., 2010). The colostrum and milk of sows
whose feed was supplemented with EM Bokashi® had a high percentage of CD3+CD4+

and CD3+CD8+ T cells, which demonstrates the strong effect of the probiotic on the pro-
liferation and differentiation of lymphocytes and its stimulatory effect on cellular
immune mechanisms. The results suggest that EM Bokashi®, which contains numerous
bacterial and fungal antigens, activates the body’s immune reaction in response to stimu-
lation by these antigens, and the T cells present in the colostrum are a population of func-
tional cells involved in the immune response. Analysis of the results of the present study
also indicates that an increase in CD4+ expression on T cells in sows receiving feed sup-
plemented with EM Bokashi® indirectly contributes to activation of cytotoxic CD8+ T
cells, which enhances the immune potential of colostrum and milk and determines
effective elimination of antigens colonizing the mammary gland. It should be stressed
that the presence of T cells in the colostrum of sows is mainly linked to selective coloni-
zation of the mammary gland by these cells in response to antigens of intestinal microbes
(Field, 2005). Administration of the multi-strain preparation EM Bokashi® to sows
during colostrogenesis therefore alters the structure of the intestinal microbiome and,
by stimulating immune processes in the intestines, modulates the systemic cellular
response, which in turn affects the local cellular response of the mammary gland. The
increased percentage of CD4 and CD8 lymphocytes in the colostrum of sows receiving
EM Bokashi® is indicative of the specific antigenic activity of the microbes contained
in the probiotic, owing to which these cells are able to overcome the barrier of the intes-
tinal epithelium of newborn piglets andmigrate with the blood to peripheral tissues, inhi-
biting the development of the inflammatory response to antigens (Nechvatalova et al.,
2011; Williams, 1993). This hypothesis is supported by the high concentration of CD4
cells and low concentration of CD8 cells in the blood of piglets born to sows whose
feed was supplemented with EMs, in which antigen presentation processes are dominant,
while no inflammatory response involving cytotoxic CD8 cells is observed. Similar obser-
vations were made by Michałkiewicz et al. (2003) in a study in humans, in which the use
of a multi-strain probiotic based on lactic acid bacteria caused an increase in CD4
expression on lymphocytes, with no effect on CD8 expression. These dependencies indi-
cate that the body’s reaction to a probiotic is limited to a response to antigens of acido-
philic bacteria. Similar results were obtained by Scharek-Tedin et al. (2009) and Wang
et al. (2009) in a study in pigs in which administration of Enterococcus faecium and Lac-
tobacillus fermentum with the diet resulted only in an increase in the percentage of
CD4+CD8− lymphocytes. This effect of probiotic bacteria is clearly linked to the
process of differentiation of T cells, which plays an important role in the regulation of
immune functions. This effect should also be considered to be linked to a known trait
of probiotic bacteria, which partially inhibit mitogen-induced proliferation of

180 Ł. S. JAROSZ ET AL.



polymorphonuclear cells, but underlying this effect is the inhibitory effect of as yet uni-
dentified proteins contained in the microbiome of probiotic preparations.

In a recently published study, Forner et al. (2021) reported that the dominant subset in
the population of immunocompetent cells of the colostrum of sows is CD3+CD8+ T cells,
which produce cytokines taking part in inflammatory processes (Hlavova et al., 2014). In
our study as well, CD3+CD8+ T cells were the dominant lymphocyte population in the
colostrum and milk of the sows receiving EMs. Our previously published research (Las-
kowska et al., 2019) showed that the colostrum and milk of sows receiving EMs had high
concentrations of IFN-γ and TNF-α promoting cellular immune mechanisms and ensur-
ing a functional response. These cytokines play an important role during lactation, taking
part in immune defence of the mammary gland by activating phagocytosis in macro-
phages or stimulating cytotoxic Tc lymphocytes. Therefore the high percentage of
CD3+CD8+ cells, on the one hand, may be a response to the production of these cyto-
kines, and on the other hand may be the result of stimulation of general immune mech-
anisms, primarily phagocytosis by monocytes and macrophages, as an effect of intake of
the bacterial antigens contained in the multi-strain preparation EM Bokashi. It can there-
fore be assumed that one of the immunological effects of the multi-strain preparation EM
Bokashi® in pigs is induction of pro-inflammatory signals activating the cytotoxicity of
cells taking part in protection against infection, accompanied by modulation of the
immune response towards maintenance of the Th1/Th2 balance, which was also indi-
cated by the increased percentage of regulatory cells in the colostrum.

The results of the present study pertaining to the changes in the percentage of T cells
with a CD25+ phenotype in the group of pigs receiving feed supplemented with EMs
demonstrate activation of a specific immune response to antigens of the microbes con-
tained in the probiotic, expressed as stimulation of Th1 lymphocytes responsible for
antigen recognition and presentation. The CD25 molecule is one of the markers of T
cell activation (Piriou et al., 2003), in which it plays a key role (Inobe & Schwartz,
2004). Increased CD25 expression on the surface of T cells in the group of pigs receiving
a diet supplemented with EM Bokashi® suggests that the probiotic stimulates the activity
of these cells and has a potential immunomodulatory role. In correlation with the high
percentage of CD4+CD25+FoxP3+ cells in the piglets from the experimental group,
these results indicate that some of these cells perform an immunoregulatory and immu-
nosuppressive function, and that as regulatory cells they can inhibit the inflammatory
response caused by excessive intake of the antigens contained in the multi-strain prep-
aration EM Bokashi®.

EM-activated T cells present in the colostrum and milk of sows should effectively
prevent mammary gland infections, and ingested with the colostrum by piglets should
protect against infections in the first few days of life. This hypothesis is supported by
the increased percentage of cells with co-expression of CD4+ and FoxP3+ receptors in
the colostrum of sows from the experimental group, which constitute not only a pool
of regulatory cells, but probably also memory cells, ultimately influencing the animals’
immune potential and health status. The high percentage of Treg cells may also be
due to excessive synthesis of TGF-β (Laskowska et al., 2019), which promotes differen-
tiation of activated B and T cells in the population of T regulatory cells.

One of the most important mechanisms of the protective effect of probiotics is regu-
lation of the Th1/Th2 balance and stimulation of the Th1 response (Scharek-Tedin et al.,
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2009; Walsh et al., 2008). Regulatory processes of the Th1/Th2 response mainly involve
induction of T regulator (Treg) Foxp3+ cells (Kwon et al., 2013; Lavasani et al., 2010;
Ogawa et al., 2016; Tankou et al., 2018). Multi-strain probiotics have mainly been
shown to induce the production of CD4+Foxp3+ Treg cells and increase the suppressor
activity of naturally occurring CD4+CD25+ Treg cells, mediated by regulatory dendritic
cells (rDC)25 (Kwon et al., 2013; Zhao et al., 2013; Zhou et al., 2015). The significantly
higher percentage of CD4+CD25+FoxP3+ T cells and increased CD25+ expression in the
experimental group of piglets, in conjunction with the values of other immune par-
ameters, indicate that the EMs used in the diet stimulate a pool of Treg cells activating
Th lymphocytes, mainly Th1. The low percentage of these cells in the piglets from the
control group suggests a lack of antigen activation or suppressive effect of this subpopu-
lation on helper lymphocytes. Similar findings in humans were reported by Ashraf et al.
(2014), who showed that an increase or decrease in the percentage of CD4+CD25+ cells is
dependent on the strength of the immune response to foreign antigens ingested with the
probiotic. This type of effect of probiotics has been exploited in clinical practice to
control the course of certain diseases, e.g. autoimmune diseases (Tankou et al., 2018).
In the Experimental Autoimmune Encephalomyelitis (EAE) model in animals and
humans, oral administration of probiotics resulted in the production of immunoregula-
tory and anti-inflammatory cytokines, such as TGF-β and IL-10, and an increase in the
percentage of Treg cells (Lavasani et al., 2010; Tankou et al., 2018), which was synon-
ymous with an increase in Foxp3 expression. This effect of probiotics is also
confirmed by the results of previous research by Laskowska et al. (2019), which
showed that the concentrations of anti-inflammatory IL-10 and pro-inflammatory
TNF-α and IL-6 in pigs whose feed was supplemented with EM Bokashi increased
with age. The results of the present study pertaining to CD4+CD25+FoxP3+, CD8 and
CD4+ expression confirm that oral administration of probiotics in pigs reduces prolifer-
ation of cytotoxic T lymphocytes and directs cytokine synthesis to an anti-inflammatory
Th2 and regulatory Treg profile. These phenomena are responsible for inhibiting an
inflammatory reaction that can lead to enterocyte damage due to the ingestion of the
numerous antigens contained in a multi-strain probiotic preparation (Ghosh et al.,
2004). This type of modulating effect of bacterial antigens at the lymphocyte level
helps to maintain the state of tolerance of the Th1/Th2 immune response for the
diverse intestinal bacteria additionally enriched with EM Bokashi®, which prevents the
development of allergic reactions involving APCs (Sydora et al., 2003). The high percen-
tage of CD4+CD25+FoxP3+ Treg cells in the group of pigs receiving EM Bokashi® is
undoubtedly indicative of maintenance of immune tolerance at the level of the entire
body, which directly translates to the animals’ health. EMs used in pigs as a feed additive
are also likely to stimulate dendritic cells (DC) of the intestinal epithelium, thereby
enhancing the reactivity of T cells towards transformation into Treg cells. Cells produced
in this manner migrate to the mammary gland via the blood vessels. The large pool of
these cells present in the colostrum and milk of sows exerts a beneficial effect on
piglets (Ogawa et al., 2016) by maintaining a balance between the activity of regulatory
cells and effector cells, which determines the optimum strength of the body’s specific
immune response to potential infection.

One of the distinguishing characteristics of the immune system of pigs is the presence
of double-positive (DP) lymphocytes with simultaneous expression of CD4+ and CD8+
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molecules (Löving & Magnusson, 2002; Lunney & Pescovitz, 1987). The currently pre-
vailing opinion is that these cells are associated with immune memory, as indicated by
the gradual increase in their quantity, dependent on the age of the animal, phenotypic
expression of memory cells, and the body’s capacity for a repeated response to antigens
(Zuckermann et al., 1998; Zuckermann & Husmann, 1996). Research by many authors
indicates that DP cells originate in response to antigen stimulation of CD4+CD8− lym-
phocytes, and that their proliferation results from the provoked response to the antigen
(Zuckermann et al., 1998; Zuckermann & Husmann, 1996). In the present study, changes
in the percentage of DP lymphocytes in the colostrum and milk of sows were similar in
the experimental group and the control group, which indicates stabilization of the
immune response in the mammary gland. These results also suggest that there was no
ongoing disease process in the mammary gland, in which these cells function only as
immune memory cells. The temporary increase in the percentage of DP cells in the
milk of sows receiving EMs on days 4 and 5 of lactation may have been due to strong
antigen stimulation of DP cells by environmental antigens.

The percentage of CD4+CD8+ lymphocytes in the peripheral blood of pigs depends on
age, ranging from 1% in month-old piglets to about 60% at the age of three years (Forner
et al., 2021; Zuckermann & Husmann, 1996). This is confirmed by the results of our
study, in which the percentage of DP cells ranged from 0.6% to 0.73% in newborn
piglets and increased during the pigs’ development, reaching 3.09-3.20% of circulating
T cells at 28 days of age. These changes are believed to be associated with progressive
antigen stimulation of the lymphoid organs, particularly in the case of the use of a
multi-strain EM preparation as a feed additive (Scharek et al., 2007). It should be stressed
that throughout the experiment the percentage of DP cells was higher in the experimental
group than in the control group, although statistically significant differences between the
groups were shown only between 14 and 21 days of age. These results clearly confirm the
stimulatory effect of EMs on the percentage of DP cells in the experimental group and
indicate active acquisition of immune memory.

One of the most important factors determining the survival of newborn piglets is the
provision of high-quality colostrum immediately after birth, which ensures normal phys-
iological development and protection against infection in the first few days of life (Choct,
2009; Le Dividich et al., 2005; Zhang et al., 2018). The quality of colostrum and milk is
largely influenced by the diet of sows during pregnancy and lactation (Farmer & Quesnel,
2009). The available literature shows that better nutrient utilization by the sow during
these periods is reflected in the high quality of the colostrum and milk, which indirectly
affects the growth rate and health of piglets (Nechvatalova et al., 2011; Zhang et al., 2018).
Ahasan et al. (2015) showed that supplementation of the diets of sows with probiotics
based on Bacillus, Lactobacillus and Streptococcus strains improves colostrum quality
and the quality and quantity of milk and results in larger, more viable litters and
higher piglet birth weight. The results of our research indicate that feeding sows a diet
supplemented with EM Bokashi® improves the quality and composition of milk,
mainly by increasing the concentrations of fat, protein, and sugars, including lactose.
Similar results were obtained by Alexopoulos et al. (2004), who reported demonstrated
significantly higher content of fat and protein in the milk of sows receiving Bacillus
species-based probiotics in comparison to controls. It should be added that the fat con-
tained in colostrum and milk can to some extent be used by piglets immediately after
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birth as an additional energy pool, and may also increase metabolism, helping piglets to
maintain a constant body temperature after birth (Craig et al., 2019; Schollenberger et al.,
1986). In addition, some fatty acids, including polyunsaturated fatty acids (PUFA), play
an important role in brain development and function (Dullemeijer et al., 2008). High fat
concentrations in the colostrum of sows receiving a probiotic supplement may therefore
affect the survival rate of piglets in the post-natal period. Contrasting results were
reported by Betancur et al. (2021), who found that Lactobacillus plantarum CAM6 admi-
nistered to sows as a feed additive reduced the fat concentration in their milk. The most
likely cause of this effect was the presence in L. plantarum Lp9 of genes encoding bile salt
hydrolases (BSH), which reduce cholesterol concentrations through enzymatic deconju-
gation of bile acid salts and reduce absorption of cholesterol and saturated fatty acids
(Begley et al., 2006). The use of EM Bokashi®, containing a variety of microbes, in the
diet of sows, should activate different mechanisms of action, increasing the body’s meta-
bolic activity, which determines higher concentrations of compounds such as proteins
and fats in the colostrum and milk. For newborn piglets, born with physiologically
low reserves of energy essential for maintaining appropriate body temperature, vital
activity, and development, it is also important to supply energy in the form of sugars
(Declerck et al., 2015). The higher lactose concentrations noted in the group of sows
receiving feed supplemented with EMs in comparison with controls is evidence of the
sows’ better utilization of energy from feed and capacity to store it. This can also be
explained by the symbiotic relationship between the microbes contained in the probiotic
and those comprising the animal’s own intestinal microbiome. This interaction promotes
microbial homeostasis in the intestines, which indirectly improves feed digestibility and
increases absorption of nutrients, such as polysaccharides, proteins, and lipids, enhan-
cing glycogenesis in sows (Dowarah et al., 2017). Stabilization of the intestinal micro-
biome by probiotics not only influences metabolic processes, but also stimulates
digestion and intestinal absorption. This leads to an increase in the concentration of
certain nutrients in milk (Betancur et al., 2021; Scharek-Tedin et al., 2015), including
minerals and solids-non-fat (SNF), which was shown in the group of sows receiving EMs.

Apart from its nutritional value, colostrum is an important source of immunoglobu-
lins providing passive protection of suckling piglets. Class IgG and IgA antibodies
present in colostrum take part in systemic and local defence responses in piglets’ first
few days of life until activation of the GALT (Bland et al., 2003; Hurley & Theil, 2011;
Porter & Allen, 1972; Quesnel, 2011). The results of the experiment indicate that the
use of EMs in the diet of sows enhances the immune potential of colostrum, which is
manifested by an increase in the concentration of class IgG and IgA antibodies.
Similar observations are reported by Chattha et al. (2013), Inatomi et al. (2017), and Las-
kowska et al. (2019), who also showed increases in the IgG and/or IgA concentration in
the milk of cows receiving feed supplemented with probiotics. The authors cited are in
agreement that the increased concentration of antibodies in the milk was mainly the
effect of the probiotic strains on local synthesis of these immunoglobulins. Similar
results were described in humans by Prescott et al. (2008), who showed that the use of
Lactobacillus rhamnosus and Bifidobacterium lactis as a diet supplement for four
weeks before parturition resulted in a significant increase in TGF-β and IgA concen-
trations in the milk of women. It is likely that the increase in the immune potential of
the colostrum and milk observed in our study is linked to the activating influence of

184 Ł. S. JAROSZ ET AL.



EM Bokashi® on the subpopulation of B cells and promotion of the Th2 immune profile,
which also determines the penetration of immunoglobulin into body fluids, including
colostrum and milk. The high concentrations of IgG and IgA in the colostrum and
milk of sows in the experimental group is indicative of the protective role of
mammary gland secretions for piglets in the first few days of life (Scharek et al., 2005).
Proper ingestion of colostrum with high immune potential provides piglets with more
effective passive immunity through agglutination of antigens, neutralization of viruses
and bacterial toxins, and prevention of bacterial adhesion to epithelial cells (Bandrick
et al., 2008; Hlavova et al., 2014). Irrespective of protection of piglets, active substances
present in the mammary gland secretions of sows also protect the mammary gland itself
against infection by binding antigens and taking part in immune processes (Zhang et al.,
2018).

Conclusions

To conclude, the use of the multi-strain preparation EM Bokashi® as a feed additive for
sows during the colostrogenesis period has a beneficial effect on colostrum quality by
increasing its immune potential. The high expression of CD4 and CD8 in the cells of
the colostrum and milk of sows and in the blood of piglets indicate the promotion of cel-
lular immune mechanisms, expressed as an increase in the population of antigen-pre-
senting Th1 lymphocytes in the colostrum and milk and in the blood, which
contributes to more effective elimination of microbes in the first period of the piglets’
life. The simultaneous high percentage of CD4+CD25+FoxP3+ Treg cells is evidence of
the immunoregulatory effect of the EM Bokashi® on Th1 cells and determines the main-
tenance of the Th1/Th2 balance. A full explanation of the effect of the multi-strain pro-
biotic preparation EM Bokashi® on mechanisms regulating the immune response at the
cellular level in the mammary gland of sows requires further study.
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