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ABSTRACT

This study aims at investigating the effectiveness of utilizing barley as a Flushing ration with an
energizing source and soybean meal-based diets as a Flushing ration with a protein source the sexual and
breeding behaviors in Ghezel sheep. To this end, 36 three and half-year old ewes (51+1.5 kilograms) with
the record of giving birth to two lambs and 6 three-year old (89+2.5 kilograms) rams were used. The ewes
were divided into two treatment groups of A (i.e., the receivers of barley seeds), B (i.e., the receivers of
soybean meal-based diets), and a control group of C with 12 ewes in each group. Also, three rams were
utilized randomly in each group. The ewes received the Flushing ration two weeks before and two weeks
after sexual intercourse. Hence, group A ewes were fed 400 grams of barley seeds and group B ewes were
fed 400 grams of soybean. The results demonstrate that the ewes in the treatment group showed sexual
receptivity behavior earlier than the control group ewes; however, the difference was not significant.
Also, The receptivity power (i.e., the number of successful jumping permission) and the amount of
estrogen, calcium, as well as magnesium levels were not significantly different at pro-estrus and estrus
stages. Nevertheless, the amount of phosphorous serum and the new-born lambs” weight were reported to
be significant (p < .05) in the treatment groups. The current study demonstrated that Flushing ration along
with both energizing and protein sources improve the livestock’s health and sexual behavior. In addition,
such supplements have a positive influence on breeding rate and on the weight of lambs.
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INTRODUCTION

Nutrition directly influences fertility through mechanisms such as the development of ocytes, egg-laying,
and fetal survival; also, it indirectly affects such behavior through blood metabolites and hormones
(Robinson et al. 2006). Economically speaking, fertility and reproductive behavior are considered as the
most prominent characteristics in livestock breeding. Moreover, they are regarded as the most important
determining factors for the efficiency of livestock breeding, conservation of species, and genetic advances
have (Ahmad fazel et al., 2014). In general, follicular populations with reference to sheep are to a high
extent sensitive to nutrition; hence, the effect of nutrition on egg-laying rate can be divided into three
types: a) static, b) dynamic, and c) emergent. The impact of static refers to the ewe's physical condition or
the long-term effects on their egg-laying. Furthermore, the impact of dynamic is regarded as short-term so
that it impacts positively on the ewe's physical condition score through nutritional supplement ration (i.e.,
Flushing) during two to three weeks before mating and increases egg-laying rate without gaining extra
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weight(Scaramuzzi et al., 2006; Somchit-Assavacheep, 2011). Sexual behavior is mainly related to the
females’ power of attraction and receptivity (Cagdas et al., 2010) by which both environmental and
physiological factors can affect both males and females (Hurley, 1989). There are several studies about
protein importance in reproduction. Using protein in ewes ration significantly increased ovulation and
pregnancy rate (Ocak et al. 2006). Providing excess dietary crude protein (CP) during the 5-8 days
before anticipated estrus (i.e. beginning of the mid-luteal phase) increased the ovulation rate (Smith &
Stewart, 1990;). Also, the sexual attraction of female animals is pertained to the males’ attraction and
stimulation upon the female breeds; furthermore, the females’ sexual receptivity is related to the females’
sexual permission to the males for jumping and successful ejaculation into the females' vagina (Tilbrook
et al., 1990). A plethora of studies demonstrate that nutritional materials play a significant role in
livestock sexual behavior (Pfaff, 1990; Hidiroglou, 1979b, 1979a; Sabra & Hassan, 2008). Appropriate
nutrition along with the hormone levels relate to the reproduction behavior and play a prominent role on
the livestock sexual behavior. Considering all sheep, the males' receptivity ability and attraction behavior
occur in a short period of time within the estrous stage (Tilbrook et al., 1990). To this end, the current
study aims to investigate the improvement of livestock sexual and breeding behaviors through using
Flushing ration.

MATERIALS AND MTHODS

The trial was carried out at the breeding and research farm of Ghezel sheep in Miandoab, (1371m above
sea level, longitude 36°: 9" East and latitude 36°:58" North). For this study, 36 three and half-year old
ewes (50+3 kilograms) with the record of giving birth to two lambs and the body condition score of
approximately 3 within the same environmental conditions were assigned to two groups of 14. Also, 4
three-year old (89+2.6 kilograms) rams were put to two groups of two. The release time of the rams was
from 08:00 A.M. to 12:00 P.M. and 04:00 P.M. to 08:00 P.M.; also, the ewes were selected randomly and
were released within the groups. The observations involved direct observation as well as camera
recording and reviewing of livestock sexual behavior. The sheep in each group were fed 4 times daily,
with the mixed ration of TMR in table 1 in clouding sheep in group A received Barley grain (400 g)
group B : soybean meal (equivalent with the protein of 400 g of barley grain) and Group C: control (basal
diet). The rations were formulated based on NRC table (1985). The sheep were synchronized in terms of
sexual receptivity in 14 days by CIDR made by New Zealand Ltd (No. 39020401-0608) and 48 hours
after sexual receptivity synchronization with CIDR, the rams were set free in the flock. The experiment
was carried out one week before and one week after inoculation the sheep sexual intercourse.

Sexual receptivity observation in the sheep was recorded in both groups from the initial to the final
contact which involved successful sexual jumping culminating in the ejaculation of the male’s penis into
the female animal. Also, the breeding percentage and birth weight were measured. The sheep samples of
blood were tested in three stages, namely the initial experiment, 48 hours, and 24 hours after CIDR taken
from the jugular vein of the ewes’ neck. The blood serum samples were separated using a centrifuge with
3000 rpm for 15 minutes and were stored in the freezer with at -20° C until analysis of microtubes. The
levels of hormones and metabolites were measured using ELISA and spectrophotometric methods. The
estrogen-measuring Kkits were made by DRG German Company (ELA-1567); also, the calcium magnesum
and phosphorus metabolites were produced by the Bio- Chemistry of Tehran, Iran.

For the analysis of data, the researcher has made use of SAS and the procedures of Freg. and GLM. Also,
the means were compared by tukey test.
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Table 1 Ingredient and nutrient composition of experimental diets

Item A B C
Ingredient (%)

Alfalfa hay 41 28 29
Barley grain 27 13 15
Wheat straw 29 50 51
Molasses 2 4 5
Soybean meal - 5.9 -
Nutrient composition

Metabolizable energy(Mcal/kg) 2.19 2.12 2/0
Crude protein (%) 9.3 9.3 7.6
Crude protein (g/day) 153 153 100
(ME/CP) ration 0.235 0.23 0.26
Calcium (g/day) 55 5.3 51
Phosphorus (g/ day) 2.69 2.66 2.20

RESULTS AND DISCUSSION

The results of the current study show that the use of supplementary Flushing ration with an
energizing source and soybean meal-based diets as a Flushing ration with a protein source improve
the sexual and breeding behaviors in Ghezel sheep before their sexual intercourse. As can be seen
in Table 2, the ewes in the treatment group showed sexual receptivity behavior earlier than the
control group ewes; however, the difference was not significant. Also, the receptivity power (i.e.,
the number of successful jumping permission) was not significantly different. As shown in table 3,
the estrogen level of blood in these sheep in the treatment group was higher but not significant in
comparison to the control group. It indicates the early sexual behavior. Robinson et al. (2006)
reported that since the steroid hormones has an important role in controlling sexual behavior, the
quick development and growth of follicles as well as the increase in the hormones level, especially
estrogen, influences the livestock sexual behavior positively.

Table 2. Effects of flushing die on Sexual Behavior

A B C SEM P-value
The Initial Period of 32.11 31.05 33.79 0.29 Ns
Sexual Receptivity
The Total Hours of 37.52 38.46 36.82 0.36 Ns
Sexual Receptivity*
Sexual Receptivity 26 27 23 - Ns

1 The Number of Hours after CIDR-Taking

Increasing concentrations of Estradiol leads to sexual behavior within 1 to 2 days (Cagdas et al.,
2010). As is evident in table 3, the amount of calcium and magnesium serum in the two

1702 | Page



Ahmad Fazel and Daghigh kia et al. Int J Adv Biol Biom Res. 2014; 2(5):1700-1706

experimental groups was not reported to be significant; nonetheless, the level of phosphorus in the
two groups with Flushing ration (particularly the group which were fed barley) increased
significantly in comparison to the control group. The results of the current study are in line with
Seifi et al.'s (2005) study in that calcium and phosphorous levels in pregnant cattle's blood were
higher than their not pregnant ones (p <0.05).

Phosphorus deficiency results in decreased pregnancy rates, increased ovarian cystic follicles,
activity, and reduced fertility in general. In a study on twenty-seven heifers, Marrow (1980)
demonstrated that Phosphorus deficiency ration causes increased level of insemination rate per
pregnancy from 103 to 208. In addition, Pugh et al. (1985) reported that reduced level of
phosphorus causes reproductive problems. Phosphorus is regarded as one of the components of
nucleic acids, nucleotides, and most of the proteins. Also, phosphorus is considered for the
transmission of energy and normal metabolism of phospholipids; furthermore, it is regarded as the
main part of coenzymes (Seifi et al., 2005). Moreover, the presence of phosphorus in the synthesis
of phospholipids and CAMP enjoys the main role on reproductive behavior. Hurley and Doane
(1989) showed that protein-dependent calcium and phosphorus and protein-dependent CAMP are
very important in the mediation of hormones activity Calcium-dependent mechanisms play a
prominent role in the biosynthesis of steroids within the adrenal glands and ovaries. Besides,
calcium is involved in use of cholesterol through mitochondria or the stimulation of changing
pregnenolone to progesterone stimulation (Seifi et al., 2005). The stimulation of GnRH and the
release of LH from the anterior pituitary is associated with calcium-dependent mechanisms and in
the absence or blocking of calcium, LH is not released (Hurley & Doane, 1989).

Table 3. Effects of flushing diet on Serum Hormones and Metabolites

Blood- A B C SEM Pvalu
Sampling
Time
1 31.9 29.8 30.2 2.66 Ns
Estrogen 2 41 43.5 40.4 3.88 Ns
3 69.3 71.2 67.4 5.64 Ns
1 14.37 14.54 13.42 1.74 Ns
Calcium 2 21.21 19.30 18.3 1.76 Ns
3 14.57 15.6 15.32 1.65 Ns
1 2.7 3.1 3.41 0.47 Ns
Magnesium 2 3.8 4.2 3.55 0.56 Ns
3 4.31 411 3.98 0.62 Ns
1 5.18 5.62 4.98 0.78 Ns
Phosphorous 2 6.86 5.77 3.98 1.2 *
3 7.44 6.75 4.45 1.45 *

As shown in Table 4, the breeding rate in both of the experimental groups receiving Flushing ration is
higher than the control group which is due to the increased number of growth follicles and egg-laying.
Molle et al.'s (1997) study is consistent with the current study in that the use of soybean meal increases
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the fertility and pregnancy rates * in the first sexual intercourse. Also Daghighkia et al. (2011) have
demonstrated that the use of barley and vegetable oil can be regarded as an energy source in the Flushing
ration which improves the livestocks' reproductive performance and pregnancy. In contrast, Amanlou et
al., (2010) reported that the use of protein source with low degradation in the rumen during the late
periods of pregnancy does not have a significant role on the breeding rate.

Table 4 indicates that the ewes receiving the Flushing ration (especially soybean) enjoyed heavier lambs
than the control group (p<.05). The consumption of a protein source with an average degradation in the
rumen and an energy source in Flushing ration increased the birth-weight of lambs (both males and
females) which corresponds with the results of Sabra and Hassan's (2008) study. Nevertheless, Webb et
al. (2010) reported that dietary protein sources do not influence the birth-weight of lambs significantly.

Table 4. Effects of flushing diet on Sheep Reproductive Traits

Group No. of Lambing  Fertility Twin- Birth Weight
offspring’s rate Breeding (Kg)

A 12 109.9 91.66 8.3 4.86+0.068°

B 13 118 91.66 16.6 4.94+0.089°

C 9 100 75 0 4.02+0.073"

Numbers or values within column with different superscripts are different (p < 0.05).

CONCLUSION

The utilization of flushing diet including protein or energy source before the sexual intercourse improves
both the sexual receptivity and the reproductive performance of sheep. Also, we conclude that flushing
diet along with nutrients have a positive influence on breeding rate which is due to an increase in follicle
growth rate and egg-laying

REFERENCES

Ahmad Fazel, A., Daghigh kia, H., Hosseinkhani, A., Moghaddam, Gh., Alijani, S., Olfati, A. (2014).
Investigating the Effectiveness of Nutrition on the Sexual and Breeding Behaviors in Ghezel Sheep.
International journal of Advanced Biological and Biomedical Research, 2(3), 715-722.

Amanlou, H., Karimi, A., Mahjoubi, E., and Milis, C. (2010). Effects of supplementation with digestible
undegradable protein in late pregnancy on ewe colostrums production and lamb output to weaning.
Journal of Animal Physiology and Animal Nutrition doi, 10.1111/j. 1439-0396.2010.01092.x.

Cagdas, K., Orman, A, Topal E, & Carkungdz, E. (2010). Effects of supplementary
nutrition in Awassi ewes on sexual behaviors and reproductive traits. J. Biol. Enviro. Sci., 4(10), 15-21.

Carter, C. S. (1992). Neuroendocrinology of sexual behavior in the female. In: Behavioral
Endocrinology, (Eds.: J. B. Becker, S. M. Breedlove, & D. Crews). MIT Press, Cambridge, pp. 71— 96.

! The number of lambs an ewe is able to bear

1704 | Page



Ahmad Fazel and Daghigh kia et al. Int J Adv Biol Biom Res. 2014; 2(5):1700-1706

Daghighkia H., Mohamadi Chapdareh, W., Hossein Khani A., Moghaddam G., Rashid A., Sadri H., &
Alijani, S. (2011). Effects of flushing and hormonal treatment on reproductive performance of Iranian
Markhoz goats. J. Anim. Physiol. Anim. Nut. doi: 10.1111/j.1439-0396.2011.01234.x.

Hidiroglou, M. (1979a). Trace element deficiencies and fertility in ruminants: A review. J. of Dairy Sci.,
62, 1195-1206.

Hidiroglou, M. (1979b). Manganese in ruminant nutrition. Can J. Anim. Sci., 59, 217-236.

Hurley, W. L. & Doane, R. M. (1989). Recent development in the role of vitamins and minerals in
reproduction. J. Dair. Sci., 72, 784-804.

Hurley, L. S. & Keen, C. L. (1987). Manganese. In: Trace elements in human and animal nutrition, 5th
ed., (Ed.: W. Mertz). Academic Press, San Diego, pp. 185-223.

Katz, L. S. & McDonald, T. J. (1992). Sexual behavior of farm animals. Theriogenology, 38, 239-253.

Marrow, D.A. (1980). Current therapy in theriogenology. 1% Edn. W.B. Saunders Co. Philadelphia. p,
449,

Meschy, F. (2000). Recent progress in the assessment of mineral requirements of goats. Livest Prod Sci,
64, 9-14.

Molle, G., Branca, S., Ligios, S., Sitzia, M., Casu, S., Landau, S., and Zoref, Z. (1995). Effect of grazing
background and flushing supplementation on reproductive performance in Sarda ewes. Small Ruminant
Res, 17, 245-254.

Ocak, N., Cam, M. A., Kuran, M. (2006). The influence of pre- and post-mating protein supplementation
on reproduction performance in ewes maintained on rangeland. Small Ruminant Research, 64, 16-21.

Pfaff, D. W. (1999). Hormone-Controlled Drives. In: Drive: Neurobiological and molecular mechanisms
of sexual motivation, (Ed. D.W. Pfaff). MIT Press, Cambridge, pp. 48-51.

Robinson, J. J. C. J. Ashworth, J. A. Rooke. (2006). Nutrition and fertility in ruminant livestock. Animal
Feed Science and Technology. Review, 126,259-276.

Sabra, H.A, and S.G. Hassan. 2008.Effect of new regime of nutritional flushing on reproductive
performances on Egyptian barki ewes. Global veterinaria, 2(1),28-31.

Scaramuzzi, R. J., Campbell, B. K., Downing, J. A., Kendall, N. R., Khalid, M., Mu~noz-Gutierrez, M.,
Somchit, A. (2006). A review on the effects of supplementary nutrition in the ewe on the concentration of
reproductive and metabolic hormones and the mechanisms that regulate folliculogenesis and ovulation
rate. Journal of Reproduction Nutrition, 46, 339-354.

Somchit-Assavacheep, A. (2011). Influence of Nutritional Management on Folliculogenesis in Ewes.
Thai J. Vet. Med. Suppl., 41, 25-29.

1705 | Page



Ahmad Fazel and Daghigh kia et al. Int J Adv Biol Biom Res. 2014; 2(5):1700-1706

Seifi, H. A., Farzaneh, N., & Mobhri, M. (2005). Relationships between fertility, serum calcium and
inorganic phosphorus in dairy cows. Iranian Journal of Veterinary Research, university of Shiraz, 6 (2),
12.

Smith, J.F., and Stewart, P.D. (1990). Effects of nutrition on the ovulation rate of ewes. Concepts and
consequences. In: Reproductive Physiology of Merino Sheep, Oldham, C.M., Martin, G.B. and Purvis,
LW. (eds). Univ. of West Australia, Perth, pp 85-101.

Tilbrook, A. J., Hemsworth, P. H., Topp, J. S., & Cameron, A. W. N. (1990). Parallel changes in the
proce ptive and receptive behaviour of the ewe. Appl. Anim. Beh. Sci., 27, 73-92.

Webb E. C., van Niekerk W. A., Lee K. and Marais W. J. (2010). Reproductive performance of semi-

intensively kept Déhne Merino ewes fed with different protein supplements. Proc 43rd Congress of the
South African Society for Animal Science.

1706 | Page



