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Effect of long-term storage on induced photon emission
of boar spermatozoa
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ABSTRACT: Ultraweak photon emission measurements were found to be a useful tool for investigating the influ-
ence of stress factors on cells. In the present study, induced photon emission of boar spermatozoa was investigated
using a luminometer during a 12-day storage at 15°C in Biosolwens extender. It was shown that the day of storage
had a significant effect on some photon emission parameters. During storage, a significant increase in the Integral,
Peak max. and Slope max. parameters and a decline in the T.-half (fall) parameter were observed. A significant
correlation was observed between photon emission parameters and sperm motility. In conclusion, the results of
the present study indicate that the measurement of induced photon emission can be an alternative, sensitive and

relatively simple method for assessing the effect of preservation on oxidative damage to boar spermatozoa.

Keywords: boar semen; oxidative stress; luminescence; photon emission; sperm motility

The possibility of determining both fresh and
preserved semen quality in vitro is of major im-
portance to artificial insemination practice. The
current methods used to evaluate semen quality
allow only one characteristic, structural property
or element of sperm metabolism to be investigated.
Moreover, the results obtained by these methods
correlate with the fertilizing capacity of sperma-
tozoa only to a certain extent. This calls for new
research methods that can be used to determine
semen quality.

A promising methodological solution in this area
is the use of photon emission (luminescence) meas-
urements. It has been known for a long time that
living cells emit light spontaneously without any
external excitation. This ultraweak photon emis-
sion, attributable to oxidative metabolic reactions,
is noticeably enhanced under oxidative stress con-
ditions and is decreased by in vitro addition of anti-
oxidants (Boveris et al., 1980; Gonzalez-Flecha et
al., 1991; Stawinski et al., 1992). Earlier studies of
this biophysical phenomenon showed an extremely

low emission intensity of bull, ram and boar sper-
matozoa and a possibility of inducing emissions
of much higher intensity with Fe ions (Laszczka et
al., 1995). Measurements of the spectral distribu-
tion of sperm emission and analysis of the relation-
ships between the concentration of Fe ions and the
intensity of induced luminescence show that it is
strictly related to lipid peroxidation (Stawinski et
al., 1998; Gogol, 2005), which is one of the basic
biochemical processes accelerating the ageing of
spermatozoa, especially during semen preserva-
tion (Cecil and Bakst, 1993; Cerolini et al., 2000).
In lipid peroxidation, which is a chain free radical
process, the generated reactive oxygen species, by
initiating further peroxidation reactions, can cause
serious damage to the cells and significantly change
their structure and metabolism. Reactive oxygen
species were shown to cause membrane deteriora-
tion, resulting in ATP depletion (De Lamiranda and
Gagnon, 1992; Armstrong et al., 1999), decreased
sperm movement (Aitken et al., 1993a; Armstrong
et al,, 1999), DNA damage (Aitken et al., 1998;
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Donnelly et al., 1999) and blocked sperm-egg fu-
sion (Mammoto et al., 1996).

At present, the most widely used assay for lipid
peroxidation involves the measurement of malondi-
aldehyde (MA), a small molecular mass degradation
product of peroxidative process that can be meas-
ured by virtue of its capacity to form adducts with
thiobarbituric acid (Aitken et al., 1993b). Although
the method is sensitive and can detect the end-
point reaction product of lipid peroxidation, it is
relatively elaborate and provides only an indirect
measure of lipid peroxidation. Moreover, MA ac-
counts for only around 5% of the products generat-
ed during lipid peroxidation (Marshall et al., 1985).
Other extremely toxic lipid peroxidation products
such as 4-hydroxynonenal, which are known to be
present in semen and to have a powerful inhibitory
effect on sperm function, are not accounted for in
the MA assay (Selley et al., 1991).

As an alternative to the detection of end products
such as malondialdehyde, chemiluminescence is a
potentially sensitive method to assess the oxidation
or autooxidation of lipids. Some lipid peroxidation
products, particularly singlet molecular oxygen
species and excited carbonyls, are chemilumines-
cent species (i.e. they produce light upon return to
their ground state). Oxidation of lipids in vitro is ac-
companied by a luminescence signal (Miyazawa et
al., 1994; Albertini and Abuja, 1998), the amplitude
of which correlates well with the peroxide concen-
tration (Miyazawa et al., 1994). Moreover, in several
studies the luminescence signal was correlated with
other indicators of lipid peroxidation, such as the
malondialdehyde concentration (Doi et al., 2002)
and the content of conjugated dienes (Albertini and
Abuja, 1998) confirming that chemiluminescence
can serve as an indicator of lipid peroxidative dam-
age and oxidative stress.

The aim of this study was to evaluate changes
in induced photon emission of boar spermatozoa
during 12-day preservation of semen at 15°C and
to determine the relationship between parameters
of this emission and sperm motility.

MATERIAL AND METHODS

Semen collection and dilutions. Ten adult,
healthy Polish Landrace boars were used in this
study. Semen (1 ejaculate from each male) was
collected by the gloved hand technique. After
separation of the gel the sperm concentration was
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determined with haemocytometer. Semen samples
were then diluted to a final concentration of 60 x
10° sperm/ml in Biosolwens extender (Biochefa,
Poland) and stored for 12 days at 15°C.

Luminescence was measured and sperm motility
was assessed directly after dilution (day 0) and at
day 6 and 12 of semen storage.

Luminescence measurements. Luminescence
was measured at 20°C using an AutoLumat LB953
(Berthold) luminometer equipped with a cooled
photomultiplier with a spectral response range from
370 to 620 nm. Prior to the measurement of lumi-
nescence, spermatozoa were separated from the
seminal plasma and diluents by two-fold centrifu-
gation (700 x g for 15 min) and resuspended in 0.9%
NacCl to a concentration of 200 x 10° cells/ml.

10 pl of 5mM luminol was added to 500 pl of
the washed sperm suspension at a concentration
of 200 x 10° cells/ml. Using an automated injec-
tor system the emission was induced by adding
100 pl of 0.3mM FeSO, solution (final concentra-
tion 0.05mM).

Immediately after injection the light emission
kinetics was measured during 450 seconds. After
complete measurements the results were automati-
cally printed in a report giving the following values
of luminescence parameters:

Integral — total integral of the measurement sig-
nals (counts/integration time)

Peak max. (cps) — height of the highest peak

Slope max. (cps) — maximum slope value of the
curve

T.-slope max. — time at the maximum slope

T.-half (rise) — time at a half “peak max” height
in ascending direction

T.-max. (peak) — time at the peak maximum

T.-half (fall) — time at a half “peak max. height
in descending direction

Assessment of sperm motility. Samples of se-
men were incubated at 37°C for 30 min and then
the percentage of motile spermatozoa was evalu-
ated under a contrast phase microscope equipped
with a heated plate at 37°C.

Statistical analysis. Results are expressed as
means + SE. Data were subjected to analysis of
variance according to the GLM procedure of the
Statistical Analysis System (SAS). The significance
of differences between means was tested at P <
0.05 and P < 0.01 by Duncan’s multiple range test.
The correlations between luminescence parameters
and motility were performed using Spearman’s rank
method.
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Table 1. The effect of storage time on luminescence parameters and sperm motility (mean, +SE; n = 10 ejaculates

from different boars)

Parameters Day 0 Day 6 Day 12
Integral 4.18 +0.48* 7.92 +0.748 8.77 +1.228
Peak max. 2.12+0.314 4.77 +0.82 8.19 +2.238
Slope max. 36.70 + 15.65° 158.30 + 46.40 314.80 + 117.52°
T.-slope max. 17.01 + 3.66 23.33+5.27 26.88 +5.90
T.-half (rise) 49.90 +5.39 42.00 +5.59 42,40 +7.49
T.-max. (peak) 133.40 + 11.58 103.60 + 12.79 94.60 + 15.14
T.-half (fall) 253,90 + 14.22° 226.60 + 15.22 186.80 + 27.67°
Motility (%) 70.00 + 6,544 46.50 £9.10° 24.00 # 7.025¢

abep ¢ 0.05; ABP < 0.01

RESULTS

The effect of semen storage on luminescence pa-
rameters and sperm motility is shown in Table 1.
During semen storage, a significant increase in the
value of Integral, Peak max. and Slope max. param-
eters and a decline in T.-half (fall) parameter were
observed. Particularly significant was the increase
in the value of Integral after 6 days of preservation
(P < 0.01). On day 12, the value of this parameter
was only slightly higher than the value obtained
on day 6 (P > 0.05). Changes in the values of Peak
max., Slope max. and T.-half (fall) were more con-
sistent over the entire 12 days of storage. A similar
tendency was observed for sperm motility. The pro-
portion of motile spermatozoa decreased gradually,
by 23.5% between days 0 and 6 (P < 0.05) and by
22.5% between days 6 and 12 (P < 0.05). The se-
men storage time had no significant effect on the
values of T.-slope max., T.-half (rise), and T.-max.
(peak) parameters.

A significant correlation was observed between
the percentage of motile spermatozoa and lumi-
nescence parameters except the parameter T.-slope
max. (Table 2). The luminescence parameters most
strongly correlated with sperm motility were Peak
max. (—0.86), T.-half (fall) (0.77), Integral (-0.72)
and T.-max. (peak) (0.70).

DISCUSSION

This study demonstrated that the long-term
storage of boar semen has a significant effect on
the parameters of luminescence from spermato-

Table 2. Correlations between luminescence parameters
and sperm motility (n = 30)

Parameters Motility

Integral —-0.71638 (P < 0.0001
Peak max. -0.86025 (P < 0.0001
Slope max. -0.44675 (P = 0.0133

T.-slope max.
T.-half (rise) 0.43441 (P = 0.0165

0.69793 (P < 0.0001

)

)

)

0.13100 (P = 0.4902)

)

T.-max. (peak) )
)

(
T.-half (fall) 0.77188 (P < 0.0001

P < 0.05 was considered significant

zoa. Considering the association between induced
luminescence and lipid peroxidation, this finding
confirms the possibility of using the measurements
of this biophysical phenomenon to assess the in-
tensity of pathological oxidative processes in boar
spermatozoa. It can be conjectured that similarly
like the iron-promoted malondialdehyde assay (as
an indicator of lipid peroxidation), the Fe ion-in-
duced photon emission provides information on
two aspects of sperm biochemistry: the extent to
which an oxidative stress has led to the accumula-
tion of lipid peroxides in the membrane which will
respond to the presence of iron ions by stimulating
the propagation of the peroxidative chain reaction,
and/or the ability of the spermatozoon to withstand
the propagation of lipid peroxidation through the
presence of chain-breaking antioxidants, defensive
enzymes and transition metal chelators. No matter
which mechanism is involved, luminol-dependent
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chemiluminescence not only allows to determine
the level of reactive oxygen species (generated
during the lipid peroxidation process) but also it
permits the observation of the reaction kinetics.
This makes it possible to obtain more detailed in-
formation about the processes that take place in
the sperm cells and how to use it for semen quality
evaluation.

The possibility of using induced luminescence
measurements for the assessment of semen quality
is shown by the relationships we obtained between
the analysed parameters and sperm motility, which
is the basic parameter evaluated in practical condi-
tions. Although according to Hammerstedt (1996)
no useful assay was developed to accurately predict
male fertility, several reports indicated a positive
relationship between sperm motility and fertilizing
ability in the pig. Holt et al. (1997) demonstrated
that porcine sperm motion parameters measured by
computer-assisted semen analysis were correlated
with the results of two fertility trials using on-farm
inseminations of 1.5 x 10° sperm/dose. These au-
thors showed that the parameters reflecting sperm
velocity characteristics during incubation in capac-
itating conditions were related to conception rates.
In other studies, Tardif et al. (1999) demonstrated
that the percentage of motile spermatozoa as as-
sessed by ordinary light microscopy was correlated
with in vivo fertility in pigs when suboptimal sperm
numbers were used for insemination.

The decreased motility of spermatozoa may oc-
cur due to the action of free radicals under oxida-
tive stress. Spermatozoa are particularly vulnerable
to oxidative damage during in vitro storage when
the production of free radicals could be signifi-
cantly enhanced as a result of metabolic changes
(Hammerstedt, 1993). There are several possible
mechanisms behind the decreased motility of
spermatozoa connected with oxidative stress. The
most often cited is peroxidation of membrane lipids
(Aitken et al., 1989; 1993a,b). The attack of free
radicals on the unsaturated fatty acid rich lipids
of sperm cell membranes leads to an irreversible
reduction of membrane fluidity and to the dam-
age of cell membrane related ATP-ases, which are
responsible for the regulation of the intracellular
level of ions necessary to maintain normal sperm
motility (Ohta et al., 1989).

The lipid peroxidation process in spermatozoa
leads to the production of substances having cy-
totoxic properties, such as malondialdehyde and
4-hydroxynonenol (Aitken et al., 1995). Low concen-
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trations of these substances were shown to inhibit
a large number of cellular enzymes and functions,
including anaerobic glycolysis limiting ATP genera-
tion by the sperm cell (Comporti, 1989).

De Lamiranda and Gagnon (1992) suggested that
reactive oxygen species were responsible for the
loss of sperm motility through decreased phospho-
rylation of axonemal proteins required for sperm
movement.

The above free radical processes that occur under
oxidative stress conditions can explain the rela-
tionships shown here between photon emission pa-
rameters and sperm motility. A similar relationship
between the potential for iron-induced malondial-
dehyde generation as an indicator of lipid peroxida-
tion and human sperm movement was reported by
Kobayashi et al. (1991) and Aitken (1993a).

Our findings demonstrate that the measurement
of induced photon emission can be an alternative,
sensitive and relatively simple method for assessing
the effect of preservation on oxidative damage to
boar spermatozoa.

REFERENCES

Aitken R.]., Clarkson ].S., Fisher S. (1989): Generation of
reactive oxygen species, lipid peroxidation and human
sperm function. Biol. Reprod., 41, 183-197.

Aitken R.J., Harkiss D., Buckingham D.W. (1993a): Rela-
tionship between iron-catalysed lipid peroxidation
potential and human sperm function. J. Reprod. Fertil.,
98, 257-265.

Aitken R.]., Harkiss D., Buckingham D.W. (1993b): Anal-
ysis of lipid peroxidation mechanisms in human sper-
matozoa. Mol. Reprod. Dev., 35, 302-315.

Aitken R.J., Paterson M., Fisher H., Buckingham D.W.,
van Duin M. (1995): Redox regulation of tyrosine phos-
phorylation in human spermatozoa and its role in the
control of human sperm function. J. Cell Sci., 108,
2017-2025.

Aitken R.J., Gordon E., Harkiss D., Twigg J.P., Milne P,
Jennings Z., Irvine D.S. (1998): On the relative impact
of oxidative stress on the functional competence and
genomic integrity of human spermatozoa. Biol. Re-
prod., 59, 1037-1046.

Albertini R., Abuja P.M. (1998): Monitoring of low-den-
sity lipoprotein oxidation by low — level chemilumi-
nescence. Free Radic. Res., 29, 75-83.

Armstrong J.S., Rajasekaran M., Chamulitrat W., Gatti
P., Hellstrom W.]., Sikka S.C. (1999): Characterization
of reactive oxygen species induced effects on human



Czech J. Anim. Sci., 51, 2006 (2): 61-65

Original Paper

spermatozoa movement and energy metabolism. Free
Radic. Biol. Med., 26, 869-880.

Boveris A., Cadenas E., Reiter R., Filipkowski M., Nakase
Y., Chance B. (1980): Organ chemiluminescence: non-
invasive assay for oxidative radical reactions. Proc.
Natl. Acad. Sci. U.S.A., 77, 347-51.

Cecil H.C., Bakst M.R. (1993): In vitro lipid peroxidation
of turkey spermatozoa. Poult. Sci., 72, 1370-1378.

Cerolini S., Maldjian A., Surai P., Noble R. (2000): Viabil-
ity, susceptibility to peroxidation and fatty acid com-
position of boar semen during liquid storage. Anim.
Reprod. Sci., 58, 99-111.

Comporti M. (1989): Three models of free radical-in-
duced cell injury. Chem. Biol. Interact., 72, 1-56.

De Lamiranda E., Gagnon C. (1992): Reactive oxygen
species and human spermatozoa. II. Depletion of ad-
enosine triphosphate plays an important role in the
inhibition of sperm motility. J. Androl., 13, 379-386.

Doi H., Iwasaki H., Masubuchi Y., Nishigaki R., Horie T.
(2002): Chemiluminescence associated with the oxida-
tive metabolism of salicylic acid in rat liver micro-
somes. Chem. Biol. Interact., 140, 109-119.

Donnelly E.T., McClure N., Lewis S.E. (1999): The effect
of ascorbate and alpha-tocopherol supplementation in
vitro on DNA integrity and hydrogen peroxide-induced
DNA damage in human spermatozoa. Mutagenesis,
14, 505-512.

Gogol P. (2005): Iron-induced luminescence of boar sper-
matozoa cells. Ann. Anim. Sci., 5, 12-17.

Gonzalez-Flecha B., Llesuy S., Boveris A. (1991): Hy-
droperoxide-initiated chemiluminescence: an assay for
oxidative stress in biopsies of heart, liver, and muscle.
Free Radic. Biol. Med., 10, 93-100.

Hammerstedt R.H. (1993): Maintenance of bioenergetic
balance in sperm and prevention of lipid peroxidation:
review of the effect on design of storage preservation
systems. Reprod. Fertil., 5, 675-690.

Hammerstedt R.H. (1996): Evaluation of sperm quality:
Identification of the subfertile male and courses of ac-
tion. Anim. Reprod. Sci., 24, 77-87.

Holt C., Holt W.V., Moore H.D.M., Reed H.C.B., Curnock
R.M. (1997): Objectively measured boar sperm motil-
ity parameters correlate with the outcomes of on-farm
inseminations: results of two fertility trials. J. Androl.,
18, 312-323.

Kobayashi T., Miyazaki T., Natori M., Nozawa S. (1991):
Protective role of superoxide dismutase in human
sperm motility: superoxide dismutase activity and lipid
peroxide in human seminal plasma and spermatozoa.
Hum. Reprod., 6, 987-991.

Laszczka A., Godlewski M., Kwiecinska T., Rajfur Z.,
Sitko D., Szczes$niak-Fabianczyk B., Stawinski J. (1995):
Ultraweak luminescence of spermatozoa. Curr. Top.
Biophys., 19, 20-21.

Mammoto A., Masumoto N., Tahara M., Ikebuchi Y.,
Ohmichi M., Tasaka K., Miyake A. (1996): Reactive
oxygen species block sperm-egg fusion via oxidation
of sperm sulfhydryl proteins in mice. Biol. Reprod., 55,
1063-1068.

Marshall P.J., Warso M.A., Lands W.E.M. (1985): Selective
microdetermination of lipid hydroperoxides. Anal.
Biochem., 145, 192-199.

Miyazawa T., Fujimoto K., Kinoshita M., Usuki R. (1994):
Rapid estimation of peroxide content of soybean oil by
measuring thermoluminescence. J. Am. Oil Chem. Soc.,
71, 343-345.

Ohta A., Mohri T., Ohyashiki T. (1989): Effect of lipid
peroxidation on membrane-bound Ca%*-ATPase activ-
ity of the intestinal brush-border membranes. Biochem.
Biophys. Acta, 984, 151-157.

Selley M.L., Lacey M.]., Bartlett M.R., Copeland C.M,,
Ardlie N.G. (1991): Content of significant amounts of
a cytotoxic end-product of lipid peroxidation in human
semen. J. Reprod. Fertil., 92, 291-298.

Stawinski J., Ezzahir A., Godlewski M., Kwiciniska T., Ra-
jfur Z., Sitko D., Wierzuchowska D. (1992): Stress-in-
duced photon emission from perturbed organisms.
Experientia, 48, 1041-1058.

Stawinski J., Godlewski M., Guminska M., Kedryna T.,
Kwiecinska T., Laszczka A., Szcze$niak-Fabianczyk B.,
Wierzuchowska D. (1998): Stress-induced peroxidation
and ultraweak photon emission of spermatozoa cells.
Curr. Top. Biophys., 22, 195-203.

Tardif S., Laforest J.P., Cormier N., Bailey J.L. (1999): The
importance of porcine sperm parameters on fertility
in vivo. Theriogenology, 52, 447-459.

Received: 05-06—24
Accepted after corrections: 05-11-04

Corresponding Author

Dr. Piotr Gogol, Department of Biotechnology of Animal Reproduction, National Research Institute of Animal

Production, 32-083 Balice/Krakéw, Poland
E-mail: pgogol@izoo.krakow.pl

65



