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The relationship between the activity of aspartate amino-
transferase (AspAT) in seminal plasma and the values of the osmotic
resistance test (ORT) of acrosomal membranes and semen traits was
examined on 120 young hybrid Pietrain and Duroc boars. The following
semen quality traits were determined: the volume of the ejaculate, the
percentage of spermatozoa with progressive motility, sperm
concentration and the total number of spermatozoa in the ejaculate,
percentage of spermatozoa with normal acrosome, the percentage of
spermatozoa with major and minor morphological defects, ORT, and
the activity of ASpAT in seminal plasma.

The activity of ASpAT in seminal plasma was negatively correlated
(p<0.01) with the spermatozoa concentration and total number per
ejaculate, percentage of spermatozoa with progressive motility and
percentage of spermatozoa with a normal acrosome, while positively
with the percentage of spermatozoa with major (p<0.001) and minor
(p<0.01) morphological defects. The ORT values negatively correlated
with the percentage of spermatozoa with major (p<0.05) and minor
(p<0.01) morphological defects, while positively (p<0.001) with the
percentage of spermatozoa with a normal acrosome.
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INTRODUCTION

Prediction of boar sperm fertilizing ability is of great economic importance in
swine breeding. Commonly, it is projected on the basis of the in-vitro evaluation of
semen quality. Sperm fertilizing capacity is closely bound to its metabolic function
(Rigau et al., 1996). The cell membrane plays an important role in both sperm
metabolism and capacitation. Therefore, the sperm osmotic resistance test
(ORT), which allows the determination of the sensitivity of the sperm acrosomal
membranes to osmotic pressure changes, is used to assess the quality of semen.
Incubation of fresh semen under different osmotic pressures reduces the
percentage of sperm with a normal acrosome. This shows a reduction of the
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osmotic resistance in the acrosomal membranes, and thus deterioration of the
quality of semen (Schilling and Vengust, 1987). The ORT grades the spermatozoa
depending on the functional state of the cell membrane. Scarce literature data
have shown a positive relationship between the ORT and fertility of boars
(Schilling, 1989; Udala et al., 1996) and some semen traits (Strzezek et al., 1992;
Rigau et al., 1996).

Another parameter related to the cell membrane, especially its integrity, is
the activity of aspartate aminotransferase (AspAT) in the seminal plasma. AspAT is
an intracellular enzyme located mainly in the mid-piece of the sperm cell
(Bronicka and Dembinski, 1999). The level of enzyme activity in the seminal
plasma reflects the degree of spermatozoa damage or-more specifically-to the
mid-piece (Larson et al., 1996; Strzezek, 1996). The release of AspAT from the
sperm to the seminal plasma is associated with increased permeability of the
plasma membrane of the sperm cell, and leads to a decrease in the sperm
biological value (Ciereszko et al., 1992; Frydrychova et al., 2010). A relationship
was found between the enzyme activity in seminal plasma and some of the semen
quality characteristics (Gaczarzewicz et al., 2000; Jacyno et al., 2002; Kozdrowski,
2004; Frydrychova et al., 2010).

Since some authors demonstrated the relationship between ORT and
AspAT activity in seminal plasma and semen quality, in this study we estimated the
correlation between the value of these indicators and the value of semen
characteristics in boars. The results will determine the usefulness of the indicators
for routine evaluation of the quality of semen carried out in insemination facilities.

MATERIAL AND METHODS

Animals and experimental procedures

The studies were carried out at the State Center of Pig Hybridization in
Poland on 120 young Piertain and Duroc hybrid boars. Until the age of 35 days,
the piglets were kept with their mothers, and after weaning the sows remained in
farrowing pens until 70 days of age. During that time the pigs were fed prestarter
and grower diets, according to Polish standards of feeding. After routine
selection, boars were transferred to individual pens without bedding, being 1x2 m
in dimension with hard and slatted flooring (respectively 60:40), where they
stayed until the end of the evaluation. During that period of time the animals were
fed pellets mixed as specified in Table 1. The daily ration grew with an increase in
the body weight of the animals.

Semen collection and analysis

After teaching the boars to mount a phantom, their semen was evaluated at
230, 250, and 270 days of age. Shortly after collection and filtration of the
ejaculate, the following characteristics were determined: ejaculate volume,
percentage of spermatozoa with progressive motility (subjective method with
Nikon microscope), concentration of spermatozoa in 1 mL (cytometric method in
Burker's chamber), and the total number of spermatozoa in the ejaculate.
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Table 1. Nutritive value of diet

Specification In 1 kg diet
Metabolic energy (MJ) 12.7
Crude protein (g) 191
Crude fibre (g) 27
Lysine (g) 10.1
Methionine+cystine (g) 6.4
Threonine (Q) 6.7
Tryptophan (g) 2.0
Mineral and vitamin mixture *

*The mineral and vitamin mixture supplied the following per kg diet: 7700 IU vit. A, 2100 IU vit. D3,
30 mg vit. E, 1.5 mg vit. Kz, 1.05 mg vit. By, 3.6 mg vit.B, 2.1 mg vit. Bg, 0.021 mg vit. B, 15 mg
nicotynic acid, 1.05 mg calcium pantothenate, 0.45 mg folic acid, 0.021 mg biotin, 300 mg cholin
chloride, 100.5 mg Zn, 30 mg Mn, 21 mg Cu, 75 mg Fe, 0.6 mg J», 0.2 mg Se.

Sperm minor and major morphological defects (according to Blom, 1981)
and the percentage of spermatozoa with a normal acrosome ridge, NAR
(according to Pursel et al., 1972), were determined in the preparations stained
with eosin and nigrosin. The osmotic resistance test (ORT) of acrosomal
membranes was performed according to Schilling and Vengust (1987). To carry
out the osmotic resistance test, two samples of semen were collected, 0.2 mL
each. One sample was thinned out with 3 mL BTS-Beltsville Thawing Solution
(300 mOsm/kg) and incubated for 15 min at 39°C. The other sample was infused
with 3 mL BTS and then diluted with distilled water to 150 mOsm/kg and incubated
for 120 min at 39°C. After incubation of samples and preparation of stained
smears, the percentage of spermatozoa with a normal acrosome ridge (NAR) was
determined. The ORT was calculated according to the formula:

ORT = 1/2[%NAR in 300 mOsm (for 15 minutes) + %NAR in 150 mOsm (for 120 minutes)]

The activity of aspartate aminotransferase (AspAT) in seminal plasma was
determined by kinetic method with spectrophotometer Model PRO-Bio, Marcel
(reagents Bio Merieux Corp.) AspAT activity was converted as per 1x10° of
spermatozoa.

Statistics

Basic statistical characteristics of the results arithmetic means standard (X),
standard error of means (SEM) and correlation coefficients between activity of
AspAT and ORT and semen traits including significance (p) were calculated using
the Statistica 8.0 PL package.
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RESULTS

Table 2. Mean values of semen traits of experimental boars (n=120)

Semen traits X SEM*
Ejaculate volume (cm3) 171.0 1.92
Concentration of spermatozoa (n x 108 x cm3) 192.8 9.56
Total number of spermatozoa (n x 109) 28.9 1.69
Spermatozoa with progressive motility (%) 74.9 0.93
Spermatozoa with major defects (%) 7.31 1.34
Spermatozoa with minor defects (%) 6.95 1.08
Spermatozoa with normal acrosome (%) 76.9 1.28
ORT (%) 64.9 1.23
AspAT (mU/109 spermatozoa) 73.9 6.56

SEM* — standard error of means

Mean values of semen characteristics given in Table 2 are typical of young
males of the species. AspAT activity in seminal plasma reached the level of
73.9 mU/10° sperm, and the value of ORT was 64.9%. The studied ejaculates were
characterized by a relatively small proportion of sperm with major (7.31%) and
minor (6.95%) morphological defects.

Table 3. Correlation coefficients between activity of aspartate aminotransferase
in seminal plasma and the values of the osmotic resistance test (ORT) and
semen traits

Semen traits AspAT ORT
Ejaculate volume - 0.04 -0.13
Concentration of spermatozoa - 0.37** 0.09
Total number of spermatozoa - 0.28** -0.11
Spermatozoa with progressive motility -0.31** 0.08
Spermatozoa with major defects 0.41*** -0.18*
Spermatozoa with minor defects 0.30** -0.21**
Spermatozoa with normal acrosome -0.19** 0.66***

*p < 0.05 ; **p < 0.01; ** *p < 0.001

Estimated coefficients (Table 3) showed a significant negative correlation
between the activity of AspAT in seminal plasma and semen concentration
(p<0.01), and between the total number of sperm (p<0.01) and the percentage of
progressive motile sperm (p<0.01). We found that the activity of seminal plasma
AspAT s strictly positively correlated with the percentage of spermatozoa with
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major (p<0.001) and minor (p<0.01) morphological defects. However, significant
(p<0.01) negative correlations were present between the level of seminal plasma
AspAT activity and the percentage of sperm with normal acrosome.

It has been shown (Table 3) that there is a significant negative correlation
between the ORT values and the percentage of spermatozoa with major (p<0.05),
and minor (p<0.01) morphological defects. Between the ORT values and the
percentage of sperm with a normal acrosome, a strict positive correlation
occurred (r=0.66, p<0.001). A slight (statistically insignificant) relationship was
observed between the ORT and the remaining characteristics of semen.

DISCUSSION

The results indicate a high quality of the semen of young boars. Boar semen
parameters improve most extensively at the age of 10-14 months (Gregor and
Hardge, 1995), whereas in the present study we evaluated 8-9-month-old boars.
We found that ejaculate volume and sperm concentration was characteristic of
young boars and similar to values obtained for young boars of various breeds in
other studies (Kawecka et al., 1997; Kawecka, 2002; Kolodziej and Jacyno, 2005).
The percentage of progressive motile sperm and those with morphological
defects, AspAT activity in seminal plasma, and the sperm ORT value did not
deviate significantly from those found for adult insemination boars (Rigau et al.,
1996; Udala et al., 1996; Kondracki et al., 2004; Kozdrowski, 2004; Pokrywka et
al., 2009; Szostak and Przykaza, 2010).

The small proportion of sperm with morphological defects, found in this
study, demonstrates an adequate development of the spermatogenesis and
spermiogenesis processes. In other studies (Kawecka et al., 1997; Kawecka et al.,
2000; Jacyno et al., 2009), the authors found twice as high the percentage of
morphologically altered sperm in ejaculates of young (6 months old) boars.

The estimated correlation coefficients indicate that the permeability of the
membranes of the mid-piece and greater AspAT "leakage" into seminal plasma
result in a significant deterioration of the quality of semen. The significant negative
correlation between the activity of this enzyme and the concentration and the total
number of sperm in the ejaculate is not fully reflected by other studies. Studies on
hybrids of wild boars and domestic swine found no significant correlation
between the activity of seminal plasma AspAT and sperm concentration, but
showed a significant (p<0.05) negative correlation between the activity of this
enzyme and the total number of sperm in the ejaculate and ejaculate volume
(Kozdrowski, 2004). Negative significant (p<0.05) correlation between AspAT and
the volume of the ejaculate of boars of various breeds were also shown by
Gaczarzewicz et al. (2000). However, the authors showed no significant
association of the enzyme activity with sperm concentration. Contrary to the
above-cited authors, no association of AspAT with ejaculate volume was
observed in the present study.

The level of AspAT activity in seminal plasma indicates the degree of
disorders in the mitochondrial system of sperm, which adversely affects the
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sperm motion aparatus (Strzezek et al., 1987). This has been confirmed in this
study, which reveals a strict negative correlation between the activity of this
enzyme and the percentage of sperm with progressive motility. Frydrychova et al.
(2010) also found a close negative correlation (r=-0.53; p<0.001) between AspAT
and sperm motility. also Johnson et al. (2000) indicate the association between
sperm progressive motility and cell membrane integrity.

The estimated correlation coefficients indicate that a more extensive AspAT
»leakage” from the sperm cell to the seminal plasma significantly increase the
proportion of sperm morphological defects in the ejaculate. Sperm fertilizing
ability depends not only on the number of morphologically altered spermatozoa,
but also on the nature of the malformations. According to Blom (1981), sperm
major morphological defects correlate with male fertility more closely than the
minor defects. The ejaculates evaluated in the present study reveal a closer
relationship between the activity of AspAT in seminal plasma and the percentage
of spermatozoa with major (r=0.41, p<0.001) than minor (r=0.30, p<0.01)
morphological defects. We also found, as had been demonstrated by
Gaczarzewicz et al. (2000), that the higher activity of this enzyme in plasma is
accompanied by a significantly reduced percentage of sperm with a normal
acrosome. Some authors report a close relationship between the seminal plasma
activity of AspAT and in-vivo sperm fertilizing ability (Slaweta, 1981; Glogowski et
al., 1996).

An important sperm assessment criterion is the morphology of the
acrosome. Only spermatozoa with intact acrosomes and intact membranes and
are able to fertilize oocytes in vivo (Yanagimachi, 1994; Lechniak et al., 1998). In
these studies we found a strong positive correlation between the ORT and the
percentage of sperm with a normal acrosome, as well as a significant negative
correlation between the ORT and the percentage of spermatozoa with
morphological defects. Similar correlations were also shown by Rigau et al.
(1996). The authors also showed a positive (p<0.01) correlation between the ORT
and the percentage of sperm with progressive motility, which was neither
confirmed in this study nor by Udala et al. (1996). Some studies have shown a
high correlation between the ORT and the performance achieved in reproduction
(Schilling et al., 1989; Udala et al., 1996; Kaka et al., 2012).

SUMMARY

The correlation coefficients estimated in this study indicate a close
relationship between both the activity of AspAT in seminal plasma and the sperm
ORT value and the quality characteristics of fresh boar semen. This suggests the
usefulness of these relatively readily and easily obtained indicators for routine
evaluation of semen quality and for obtaining objective results in the insemination
practice.



Acta Veterinaria (Beograd), Vol. 63, No. 4, 397-404, 2013. 403
Jacyno Eugenia et al.: The relationship between seminal plasma aspartate
aminotransferase activity, sperm osmotic resistance test value, and semen quality in boars

Address for correspondence:

Beata Matysiak

Department of Pig Breeding, Animal Nutrition and Food
Faculty of Biotechnology and Animal Science

West Pomeranian University of Technology in Szczecin, Poland
St. Doktora Judyma 10

70-460 Szczecin, Poland

E-mail: beata.matysiak@zut.edu.pl

REFERENCES

1. Blom E, 1981, Studies on seminal vesiculitis in the bull: IIl. Proposal for a new classification of the
spermiogram, Medycyna Wet, 37, 4, 239-42.

2. Bronicka A, Dembinski Z, 1999, Current criteria and conditions influencing the quality of boar
semen, Medycyna Wet, 55, 7, 436-9.

3. Ciereszko A, Glogowski J, Strzezek J, Demianowicz W, 1992, Low stability of aspartate
aminotransferase activity in boar semen, Theriogenology, 37, 1269-81.

4. Frydrychova S, Cerovsky J, Lustykové A, Rozkot M, 2010, Effects of long-term liquid commercial
semen extender and storage time on the membrane quality of boar semen, Czech J Anim Sci,
55, 4, 160-6.

5. Gaczarzewicz D, Udala J, Lasota B, Blaszczyk B, 2000, Analysis of the selected parameters of
qualitative and biochemical evaluation of the semen of boars, used in Al centre, Anim Prod Reyv,
App Sci Rep, Pig Production and Breeding, Poland, 48, 93-7.

6. Glogowski J, Babiak I, Goryczko K, Dobosz S, 1996, Activity of aspartate aminotransferase and acid
phosphatase in cryopreserved trout sperm, Reprod Fertil Dev, 8, 8, 1179-84.

7. Gregor G, Hardge T, 1995, Zum Einfluss von Ryanodin-Rezeptor-Genvarianten auf
Spermagqualitdtsmerkmale bei KB-Ebern, Arch Tierz, 38, 5, 527-38.

8. Jacyno E, Kawecka M, Kamyczek M, Kolodziej A, Owsianny J, Delikator B, 2002, Influence of
inorganic Se + vitamin E and organic Se + vitamin E on reproductive performance of young
boars, Agric Food Sci in Finland, 3, 175-84.

9. Jacyno E, Kolodziej A, Kawecka M, Pietruszka A, Matysiak B, Kamyczek M, 2009, The relationship
between blood serum and seminal plasma cholesterol content in young boars and their semen
qualitative traits and testes size, Arch Tierz, 52,2, 161-8.

10. Johnson LA, Weitze KF, Fiser R Maxwell WMC, 2000, Storage of boar semen. Anim Repr Sci, 62,
143-72.

11. Kaka A, Samo MU, Rahoo TH, Rehman ZU, Shah Z, Mushtaq M et al, 2012, Study on post thawing
quality of kundhi buffalo semen, J Anim Plant Sci, suppl. 2, 22, 59-62.

12. Kawecka M, Czarnecki R, Owsiany J, Rézycki M, Dziadek K, 1997, Relationship between
performance tested traits of young boars of line 990 and their reproduction usefulness, Ann
Anim Sci, 24, 4, 89-101.

13. Kawecka M, 2002, Relationships between growth rate and meatiness of young boars of sire
populations and their reproductive usefulness, Habil Thesis, 206, AR Szczecin, Poland.

14. Kolodziej A, Jacyno E, 2005, Effect of selenium and vitamin E supplementation on reproductive
performance of young boars, Arch Tierz, 48, 1, 68-75.

15. Kondracki S, Banaszewska D, Wysokinska A, Radomyska M, 2004, Effect of age on semen traits of
Duroc breed used in insemination. Anim Sci Rep, 22, 3, 281-8.

16. Kozdrowski R, 2004, Activity of aspartate aminotransferase, alkaline and acid phosphatase of wild
boar/domestic pigs hybrids semen in annual cycle, Acta Sci Pol, Medicina Vet, 3, 2, 79-85.

17. Larson K, Einarsson S, Nicander L, 1976, Influence of thawing diluents on vitality, acrosome
morphology ultra structure and enzyme release on deep frozen boar spermatozoa, Acta Vet
Scand, 17, 83-100.

18. Pursel VG, Johnson LA, Rampacek GB, 1972, Acrosome morphology of boar spermatozoa
incubated before cold shock, J Anim Sci, 34, 278-83.



404 Acta Veterinaria (Beograd), Vol. 63, No. 4, 397-404, 2013.
Jacyno Eugenia et al.: The relationship between seminal plasma aspartate
aminotransferase activity, sperm osmotic resistance test value, and semen quality in boars

19. Rigau T, Piedrafita J, Reverter A, Canal M, Rodriguez-Gil JE, 1996, The rate of L-lactate production: a
feasible parameter for the fresh diluted boar semen quality analysis, Anim Repr Sci, 43,161-72.

20. Schilling E, 1989, The acrosome of boar spermatozoa and its relationship with semen quality and
fertility, Tierdrztl Umschau, 44, 443-7.

21. Schilling E, Vengust M, 1987, Frequency of semen collection in boars and quality of ejaculates as
evaluated by the osmotic resistance of acrosomal membrane, Anim Repr Sci, 12, 283-90.

22. Schilling E, Vengust M, Bajt G, Tomcic M, 1986, The osmotic resistance (ORT) of boar spermatozoa
and the relation to pregnancy rate and litter size, In: 9th IPVS Congress, Barcelona, 77.

23. Strzezek J, 1999, Reproductive physiology of the boar, Nowa Wet, 4, 39-47.

24. Strzezek J, Demianowicz W, Nogalski G, Zaleci o A, 1992, The application of osmotic resistance
test (ORT) for control of boar semen quality, 9th Congress PTNW, ART Olsztyn, Poland, 472.

25. Udala J, Krasnosielska-Warchol D, Rozen J, Radon W, 1996, The usefulness of osmotic resistance
test (ORT) for evaluation of the fertilizing capability of boar semen, Anim Prod Rev, App Sci Rep,
Pig Production and Breeding, Poland, 26, 83-90.

26. Yanagimachi R, 1994, Mammalian fertilization. In: Knobil E, Neill JD (eds): Physiology of
Reproduction, 2nd ed, Raven Press Ltd, New York, 189-317

ODNOS KVALITETA SEMENA NERASTOVA, AKTIVNOSTI SEMINALNE ASPARTAT
TRANSFERAZE | REZULTATA TESTA OSMOTSKE REZISTENCIJE

JACYNO EUGENIA, KAWECKA MARIA, KOLODZIEJ — SKALSKA ANITA, PIETRUSZKA A,
MATYSIAK BEATA i NAPIERALA DOROTA

SADRZAJ

U ovom radu su prikazani rezultati ispitivanja odnosa aktivnosti aspartat
aminotransferaze (AspAT) u semenoj plazmi i vrednosti osmotskog testa rezisten-
cije (ORT) membrane akrozoma i karakteristika ejakulata 120 mladih nerastova,
meleza pijetrena i duroka. Odredivani su sledeci parametri: zapremina ejakulata,
procenat progresivno pokretnih spermatozoida, koncentracija i ukupan broj sper-
matozoida u ejakulatu, procenat spermatozoida sa normalnim akrozomom, pro-
cenat spermatozoida sa manjim i ve¢im morfoloskim oste¢enjima, ORT vrednost i
aktivnost AsSpAT u semenoj plazmi.

Aktivnost AspAT u semenoj plazmi je bila u negativnoj korelaciji (p<0,01) sa
koncentracijom spermatozoida i njihovim ukupnim brojem po ejakulatu, procen-
tom progresivnih spermatozoida i procentom spermatozoida sa normalnim akro-
zomima. Ona je istovremeno bila u pozitivnoj korelaciji sa procentom spermato-
zoida sa vec¢im (p<0.001) i manjim (p<0.01) morfoloSkim o$te¢enjima. Vrednosti
ORT su bile u negativnoj korelaciji sa procentom spermatozoida sa vec¢im
(p<0.05) i manjim (p<0.01) morfoloskim ostec¢enjima, a u pozitivnoj (p<0.001) sa
procentom spermatozoida sa normalnim akrozomima.



