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Abstract

Selenium acts at the reproductive and immune system level. The toxicity, bioavailability and action depend on the type of selenium
given. It was evaluated if the source of selenium affects the percentage of pregnant sheep and leukocytes (immune cells of the white
blood cell package). Twenty adult sheep randomly distributed in: control (T,), sodium selenite (T,), encapsulated yeast enriched
with selenium (T,), and powdered yeast with selenium (T,) were used for five days before artificial insemination (AI), 300mg day
! animal™. Leukocytes were counted seven days before and up to 88 days after Al. A completely randomized design was used. For
leukocyte data, a mixed model was used and, for gestation percentage, logistic regression. The powdered yeast with selenium (T ,)
presented 100% of pregnancies and sodium selenite only 40%; while, the control sheep and those with encapsulated yeast enriched
with selenium, 80% (P < 0.05). The cells that appeared in greater number were lymphocytes and neutrophils. Lymphocytes increased
after day 13, with a maximum number on day 20 (p < 0.05). In T, the total number of lymphocytes decreased and that of monocytes
increased. Basophils were increased at both T, and T,. The selenium source is important in the presence of leukocytes and in the

establishment and maintenance of pregnancy.
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Introduction

Selenium (Se) is an essential trace element for the physiological activity of the mammalian organism, it participates in processes as an
antioxidant, as well as in the activation of granulosa cells, synthesis of thyroid hormones and immunity [1]. The nutritional deficiency of
selenium causes alterations of systems and organs, both in females and males; in females, the growth, development and implantation of
the embryo are affected [2]; in the case of the male, spermatogenesis. In both sexes, it causes depression of the antioxidant status, which

leads to cell death; which is involved in defense systems, protects against oxidative stress and the elimination of reactive oxygen species.

In a generic way, selenium is found as an inorganic and organic form. The organic form of selenium (selenomethionine or selenocys-
teine) is less toxic, has greater bioavailability, is easily absorbed, and is immediately metabolized; the above, in contrast to the inorganic
form [3].
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The direct addition or in the diet as selenocysteine, in the organic form, facilitates its activity; which is incorporated as selenoproteins:

glutathione peroxidase, deiodinases, iodothyronine, thioredoxin reductase, selenoprotein P, among other important proteins in normal

pregnancy [4].

During early pregnancy, the mother’s immune system is altered and, at the systemic level, cellular immunity decreases so as not to
reject the developing embryo. During the third trimester of pregnancy, macrophages and neutrophils circulating in the blood increase
phagocytosis and, therefore, the production of Reactive Oxygen Products (ROS); in addition, in this way, there is the possibility that cel-
lular immunity decreases and the possibility of acquiring maternal intracellular infections increases [5]. It has been reported that as ges-
tational age increases, there is an increase in antioxidants in the blood. It is at this time that selenium’s antioxidant or immune-protective
action becomes important. In female bovines, it has been observed that the application of yeast with selenium increases acute defense
proteins against bacteria and fungi; similarly, to counteract systemic inflammation after childbirth [6]. The addition of vitamin E to sele-
nium treatments helps to promote antioxidant activity, as well as the number of pregnancies after childbirth [7]. Many studies of the effect
of selenium during pregnancy and immunity have been carried out; the above, in sheep and there are few studies on the role of selenium

in immunity during pregnancy, especially in sheep.
Objective of the Study

The objective was to evaluate if the source of selenium affects the percentage of pregnant ewes and the type of white blood cells (cells
that act in immunity) present in this period. It is suggested that the number of ewes that become pregnant, when adding selenium, de-

pends on the type of selenium used and, similarly, its influence on the type of leukocytes.
Materials and Methods

This study was carried out from January to May (seasonal reproductive anoestrus period in sheep); in a sheep production unit (ejido)
in the municipality of San Andrés Chiautla, State of Mexico: 19° 32” 09” and 19° 36’ 19” N latitude, 98° 51’ 40” and 98° 54’ 38” longitude
W. For the research, 20 adult sheep of undefined breed were used; being the local Creole breed, the genetic basis. The average live weight
of the sheep was 40 + 3.26 kg, with 3.05 * 1.02 years of age and body condition (CC) from 2.5 to 3, on a scale of 1 to 5. Before starting the
treatments, the sheep were dewormed with Febendazole (10%) orally at a dose of 1 mL per 20 kg of LW.

The sheep were stabled, with food and water ad libitum. Feed based on shrunken alfalfa and corn stubble (routine in the area) was pro-
vided. The animals were randomly distributed in four treatments (Table 1). Selenium was given orally at a dose of 300 mg day* animal™

[(requirements according to NRC [8])], for five days, starting seven days before artificial insemination (AI).

Treatment Selenium type Selenium dose Sheep per treatment (n)
T;: Witness 0 5
T, Sodium selenite (Na,SeO,) 0.3 ppm 5
T,: Yeast encapsulation selenium enriched 0.3 ppm 5
T, Selenium enriched yeast 0.3 ppm 5

Table 1: Treatments of different sources of selenium applied to adult sheep, during the season of seasonal anoestrus, to determine the num-
ber of pregnancies and differential leukocyte count.

n: Number of animals per treatment, ppm: Parts per millionand T, T, T, T, Treatments.
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To determine the concentration of selenium contained in the yeast, it was subjected to a mass spectrophotometric analysis (Hydrosci-
ences Laboratory, Postgraduate College, Montecillo Campus); the reported concentration was 1363.12 mg of selenium kg*. Selenium was

weighed in individual daily doses on a Bel Engineering model HPB-105i analytical balance with a resolution of +0.01 mg.

The selenium-enriched yeast encapsulate was made based on the determined concentration of selenium in the yeast. This package is

in the process of applying for a patent, which is why its description is limited.

Experimental sheep were synchronized using Cronolone intravaginal sponges (Chronogest® CR, Intervet Laboratories); which con-
tained 20 mg of synthetic progestogen per female, for 14 days, vaginally. Upon removal of the sponges, 400 IU of eCG per female (Folligon®,

Intervet) were applied. Artificial insemination (AI) was performed by endoscopy at a fixed time (55 hours after removing the sponges).

The diagnosis of pregnancy was made at the level of the iliac fossa, a first diagnosis 26 days after Al and the second diagnosis 35 days

after Al, using a microconvex electronic probe of the Draminski 4Vet ultrasonography.

Blood smears were made to determine leukocytes by treatment; the above, with a drop of blood from each female per sampling day;
which was placed in the center of the slide, obtaining a uniform and thin scan, which was fixed to the slide with 100% ethanol. Blood
sampling began two days before selenium supplementation and on days -7 to 0 and from 0 to +4 to continue on days 13, 20, 27, 60 and 90
after Al i.e. day zero was considered as Al day. The smears were identified and transported to the nanotechnology module of the Colegio
de Postgraduados, Campus Montecillo, where they were stained with Hematoxylin (Gill's No.3; Sigma-Aldrich, Inc.) for five minutes and
then washed with distilled water. The observation and differential count of leukocytes was performed with an optical microscope at 40X
resolution, the cells present in four fields per sample were counted. The protocol used for the development of this part of the research is
routinely used in hematology laboratories and is used with modifications according to the availability of equipment, such as flow cytom-

etry, droplet, among others; although, by not having equipment suitable for counting blood cells; still a valid option.

For each treatment the sheep were randomly distributed. A completely randomized design was used, with a sheep as the experimental
unit and repetition i.e. five sheep per treatment. For the evaluation of data on the percentage of pregnant females, multivariate statistics
were used; while, for the number of pregnancies, a logistic regression analysis with p < 0.05 [9] because it is a binary variable (pregnant

or non-pregnant); and, for the differential leukocyte count, a linear mixed model with p < 0.05 was used for the means test [10].
Results and Discussion

The results for pregnant ewes show that there is no difference between the control group and the group that consumed yeast enriched
with encapsulated selenium. Both groups presented 80% of pregnancies (p = 0.05). Although there was a difference with the supply of
sodium selenite (p < 0.05), this treatment presented the least number of pregnant ewes (40%); while 100% of pregnancies were reached,
in those who consumed selenium-enriched yeast (Figure 1; p < 0.05). It is important to highlight the importance of these results, given
that they were obtained during the season of the year when sheep gestate with difficulty, due to their racial condition mixed with seasonal

and non-seasonal breeds i.e. in the season of seasonal anoestrus, normal in the Central Altiplano region of Mexico (Central High Plateau).

Figure 1: Number of pregnant ewes with different source of selenium, provided to adult ewes seven days

before Al and during seasonal anoestrus.

Citation: Leonor Miranda Jiménez., et al. “Source of Selenium and its Effect on Gestation and Response in Leucocytes, in Adult Sheep at
the Time of Anestrus”. EC Veterinary Science 7.4 (2022): 41-47.



Source of Selenium and its Effect on Gestation and Response in Leucocytes, in Adult Sheep at the Time of Anestrus

44

The percentage (100%) of pregnant females in the group with selenium-enriched yeast coincides with that reported by [11], who men-
tion that the effect of supplying selenium in the diet of pregnant females helps the proper development of the embryo and ensures the cor-
rect implantation of this, an effect that they attribute to the bioavailability and to the lower toxicity that this type of selenium presents. In
addition [3], they mention that organic selenium (yeast enriched with selenium bound to amino acids) is easily absorbed and metabolized
immediately. It has also been documented that components such as methionine in the diet (selenomethionine) alter the intrauterine en-
vironment and at the same time can serve as donors of the methyl group necessary for DNA methylation and cause alterations in it, which
will be reflected during adult development [12] and possibly from embryonic and fetal life; the above, in contrast to inorganic forms such
as selenite and sodium selenate. Likewise, angiogenesis is favored; which stimulates the supply of nutrients to both the follicle and the oo-
cyte [13].In 1999 [14] and [15], report that the quality of the follicle, oocyte and oviduct is improved by the action of selenium-dependent
glutathione peroxidase which traps reactive oxygen species. On the other hand, oxidative stress influences early embryonic development
by modifying transcription factors and, therefore, gene expression, all of which is reflected in the number of pregnant females reported
in this study. However, [16] did not find 1 differences in pregnancies of sheep during the reproductive season and treated with organic
selenium, compared to control sheep, since they did not show statistical differences (P > 0.05). The foregoing is controversial given that
ewes in the non-reproductive season, as is the case in this study, did increase the number of pregnancies (P < 0.05). On the other hand,
the reason why the females treated with sodium selenite (inorganic Se) presented a lower pregnancy rate, possibly due to a toxicity effect

presented when using this source of selenium [3].

Regarding the differential number of leukocytes for each sampling day, the cells that were observed in greater quantity included lym-
phocytes and neutrophils (P < 0.05; Table 2); the above, in all treatments. That is, this variable was not influenced by the type of selenium

applied to animal consumption.

Lym (%) Mo (%) Eos (%) Bas (%) Neu (%)
Witness 80.912 2.07° 0.5° 0.822 15.732
Sodium selenite 61.41° 23.762 0.5° 0.722 13.632
Encapsulated yeast enriched with selenium 81.702 1.49° 1.012 0.872 14.932
Selenium enriched yeast 80.482 1.66° 1.042 0.14° 16.682

Table 2: Leukocytes observed in adult sheep that received different sources of selenium, during the period of seasonal anoestrus.

Lym= Lymphocytes, Mo= Monocytes, Eos= Eosinophils, Bas= Basophils and Neu= Neutrophils.

The source of selenium does seem to be important in the case of lymphocytes, the sheep that received sodium selenite presented a
lower number (p < 0.05), compared to the rest of the treatments; the foregoing, possibly due to the toxic effect that occurs with the ap-
plication of this type of selenium (UN Classification: Class 6.1 Toxic; data obtained from the product’s safety data sheet). In addition, with
sodium selenite, monocytes increased cells that are generally activated by inflammatory reactions, since they are cells rich in histamine
granules. The effect of lymphocyte reduction, caused by sodium selenite, was also reflected in the reduction of pregnancies observed in

the sheep of this investigation.

Regarding the elevation of lymphocytes and neutrophils, in all treatments, this is also recorded in normal pregnancy conditions, where
they are similarly elevated. Although in this investigation and in the case of lymphocytes, the number was higher than that reported as
normal in pregnant sheep [17]. In 2006 [18], he mentions that the values reported for lymphocytes and neutrophils in normal physi-
ological status in sheep can be modified when the animal presents illness, stress, or in the case of various physiological events: suckling,
pregnancy and weaning, among others. Also, under normal conditions, the number of these two types of cells in circulation is greater,

compared to the rest of the cells involved in immunity (leukocytes or white blood cells). This behavior is attributed to its function as a
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second defense barrier involving phagocytosis, in the case of neutrophils, and the production of substances such as type II interferon, in
the case of lymphocytes [18]. This indicates that the elevation of immune cells such as lymphocytes and neutrophils is required to protect

the surrogate mother from pathogenic organisms and allow a successful pregnancy.

On the other hand, from day +1 to +13, a decrease in lymphocytes was recorded in sheep that received sodium selenite, to decrease
again after day 20 and remain in this way until day 88 of gestation [last day of sampling; Figure 2 (p < 0.05)]. Decrease that may be the
cause of the lower number of pregnancies in sheep that received sodium selenite.
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Figure 2: Average lymphocytes field-1 day-1 of sampling in adult sheep, at the time of seasonal anoestrus, treated with different sources of
selenium, days before Al (day zero) and sampled up to 88 days of gestation.

T1, Witness; T, Encapsulated yeast; T, Encapsulated yeast enriched with selenium; T4, Selenium enriched yeast.

Similarly, an increase in the number of lymphocytes was observed; which was recorded after day +13 with a maximum value for day
+20 (p < 0.05). This fact coincides with the moment of arrival of the embryo in the uterus and the beginning of embryonic elongation
and implantation, whose contact (uterus: embryo) triggers the release of interferon Tau [Interferon T (type I)] from the trophoblast. This
molecule is important for the prolongation of the functionality of the corpus luteum and maternal recognition [19]. In a study carried out
by [20], they found similar behavior in this type of cells; however, the elevation of lymphocytes was recorded from day 3 after artificial
insemination to be maintained until day 23, which may be due to timing of selenium application; which, in the specific case of this inves-
tigation, was five days; however, this aspect is not mentioned by these authors. Similarly, it may be the effect of the time of year (seasonal
anoestrus) in which the study was conducted; however, it is not mentioned in the reference study, similarly carried out in the Central
Highlands of Mexico [20].

The elevation of immunity granted by lymphocytes-macrophages-immunoglobulins, a normal immunological route when circulating
lymphocytes are activated, as in the present investigation and recorded from day 13 may not harm the embryo, since the placental barrier
is protecting it; however [5], has indicated that during pregnancy, the decrease in the activity of the mother’s immune system occurs until
the third trimester of pregnancy. This is contrary to what was found in this study, where this decrease was observed in the first days of
pregnancy; which may be the cause of fewer successful pregnancies. According to [21], throughout pregnancy, the fetus is protected by

immunomodulatory molecules such as progesterone, enzyme 2-3-dioxygenase, free radicals, glycodelin and interferon T, where proges-
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terone participates in the maintenance of pregnancy in mammals and increases considerably during gestation; which works through its
intracellular receptor and regulates cellular and molecular aspects involved in the implantation process, being important to reduce the

reactive capacity of the mother against fetal antigens, promoting the success of effective implantation and gestation.

The last point to consider is the registered elevation of eosinophils in sheep both with encapsulated organic selenium-enriched yeast
treatment (T,) and in powdered organic selenium-enriched yeast (T,), and considering that eosinophils are immune cells whose action
is directed against parasites, the elevation observed in this investigation may indicate that the yeast used in it could be contaminated by
this type of microorganisms; therefore, it is recommended to treat the yeast with organic selenium to avoid the presence of contaminating

microorganisms, before being used.
Conclusion

The source or type of selenium is important to increase or decrease the percentage of pregnant ewes: powdered yeast enriched with

selenium (T,; organic) resulted in more pregnancies compared to sodium selenite and in the season of seasonal anoestrus.

Observed pregnancy reduction matched with lymphocytes reduction in response to the use of sodium selenite (T,, inorganic), indicat-

ing that the immune response in ewes, granted through leucocytes is important to pregnancy establishment, maintenance and success.

The decrease in pregnancies coincides with the decrease in lymphocytes produced by the application of sodium selenite. This indi-
cates that, in sheep, the immune response conferred through leukocytes is important for the establishment, maintenance and success of

pregnancy.
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