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PRESENCE OF BLOOD CELLS IN RAINBOW TROUT MILT
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ABSTRACT. Blood cells were found in milt, collected at the end of spawning, of 2-years-old rainbow
trout. Among blood cells, lymphoid cells dominated, followed by erythrocytes and phagocytic cells.
Lymphoid cells were mainly present in clusters rather than as individual cells. Erythrocytes usually ac-
companied lymphoid cells. At present it is not clear if the presence of blood cells in milt is related to nor-
mal physiology of semen or rather to milt contamination.
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INTRODUCTION

Lumen of the sperm duct of rainbow trout contains large numbers of spermato-

zoa (average concentration 10 - 10°/ml) suspended in seminal plasma. Sperm cells

are produced up to two months before spawning, and sperm duct serves as a storage
organ for male gametes. In order to protect spermatozoa during storage and prevent
premature sperm activation, epithelial cells of the sperm duct secrete a number of
mineral and organic substances important for optimal storage (Lahnsteiner et al.
1993). Data concerning the presence of somatic cells in the lumen of the sperm duct
are incomplete and are mainly related to phagocytes involved in resorption of sper-
matozoa during the post-spawning period (Billard and Takashima 1983; Lahnsteiner
etal. 1993). Itis not clear, however, if blood cells are present in milt during spawning.

Recently we have identified many proteinase inhibitors in fish seminal plasma
(Ciereszko et al. 1998). Proteinase inhibitors of rainbow trout seminal plasma are sim-
ilar or the same as blood plasma inhibitors (Ciereszko et al. 1999). General role of
proteinase inhibitors is the control of activities of various proteolytic enzymes. Target
proteinases to fish seminal plasma proteinase inhibitors are not known as yet. The
role of certain inhibitors in blood is related to the control of proteolytic enzymes of
leukocytes, for example elastase (Hjelmeland 1983). If this function is also true for
seminal plasma inhibitors, it implies the presence of these cells in the milt. To clarify
this issue, we sought if blood cells were present in milt of rainbow trout.
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MATERIAL AND METHODS

Rainbow trout semen was obtained from ten 2-year-old males raised in hatchery
conditions (Czarci Jar, near Olsztyn). This population spawns in spring. According
to the information provided by the hatchery personnel, the males were already sam-
pled 2 - 3-times. Samples of milt were obtained by stripping at the end of spawning
(April 2,1999). The fish were not anesthetized during sperm collection. Special care
was taken during milt collection to avoid any visible contamination with blood,
slime, feces, urine or water. Milt was stored on ice for about three hours before analy-
sis.

Smears of sperm (made like blood preparations) were fixed in methanol and
stained in Giemsa (Klontz 1972). Differential cell counts were carried out by counting
200 - 400 cells from 7 slides for one fish. Cell identification was based on description
of rainbow trout blood cell morphology by Lehmann and Sturenberg (1975). Cells
with black granules, similar to those of kidney melano-macrophagic centers, were
classified as phagocytic cells. Photos were taken with Nikon Optiphot 2 using a

Multiscan programme.

RESULTS

Blood cells were found in all milt samples . Among blood cells, lymphoid cells

dominated, followed by erythrocytes and phagocytic cells (tab. 1). Lymphoid cells

were mainly present in clusters rather than as individual cells (photo 1). Erythrocytes
usually accompanied lymphoid cells.

TABLE 1
Differential blood cell count in rainbow trout sperm, mean values/standard deviation (n=10)

Cells Mean value (%) SD Range

Lymphoid cells 85.82 (74.2-95.1)
Erythocytes 13.53 (3.6-25.4)
Phagocytic cells 0.65 (0-1.5)

DISCUSSION

Our results indicate the presence of blood cells in rainbow trout milt. Lymphoid
cells, which dominated in our material, were recognised by Lehmann and Sturenberg
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Photo 1. A, C, D, F - blood cells in rainbow trout milt. A - erythrocyte, C, H - lymphoid cells. D - destroyed
phagocytic cell (for comparing see: E - macrophages from rainbow trout kidney). B - peripheral blood
of rainbow trout: numerous erythrocytes, one lymphocyte and one thrombocyte (fusiform)

(1975) in peritoneal fluid of rainbow trout and in peripheral blood of fish acutely in-
fected with VHS. Normally they are not frequently presented in blood. However, it is
not clear at present, if these cells and erythrocytes were introduced to milt by han-
dling, or if their presence in semen reflected normal sperm physiology, as in the case
of mammals (Mortimer 1994). It has to be underlined, however, that presence of cer-
tain amounts of leukocytes in mammalian semen is considered normal, but presence
of any erythrocytes is abnormal. Blood cells could be introduced to milt due to injures
caused by handling of the fish, or lack of care during semen collection. It is common
during the stripping procedure that rupture of blood vessels within male reproduc-
tive tract occurs. Although no visible damage to blood vessels happened during
sample collection, we cannot exclude such a possibility during previous samplings.
On the other hand, if blood cells in semen originated from ruptured vessels, one could
expect erythrocytes to dominate. This was not the case in our study. Skin mucus is
another possible source of erythrocytes. In the case of smaller fish (as in our study) it

is not possible to avoid contact of milt with skin mucus. Wechsler (1984) indicated




T. WLASOW, J. GLOGOWSKI, A. CIERESZKO

that erythrocytes and lymphocytes may appear in skin mucus, especially during
stress. Further studies concerning skin mucus as a potential source of milt contami-
nation are necessary to clarify this issue.

In both male and female fish, spawning is accompanied by profound hematologi-
cal changes. In mature male brown trout an increase in 11-ketotestosterone levels
during spawning period resulted in erythropoesis stimulation (Pottinger and
Pickering 1987). Spawning time, similarly to stress, may decrease activities of blood
enzymes (Luskova 1997). In females, spawning may affect extreme involution of the
thymus and suppress antibody production (Nakanishi 1986). Hematological as well
as reproductive characteristics of males may be modified by diet quality during the
prespawning period (Svobodova et al. 1998). The role of changes in hematological
parameters during spawning period is not clear at present. If the presence of blood
cells in milt is part of normal semen physiology, it needs to be established if there is a
relationship between hematological indices of blood and milt.

Presence of blood cells in milt raises also a question of the relationship of these
cells to semen quality. It has been shown for mammals that peroxidative damage to
the sperm membrane may be an important pathological mechanism of male infertil-
ity, and the major source of the reactive oxygen species that damage the spermatozoa
are white blood cells (Zalata et al. 1995). If blood cells gradually appear in the miltas a
result of stress and injuries due to consequent milt collections, then blood cells may

be an important factor responsible for a decrease of fish sperm quality (including its

usefulness for short-term storage and cryopreservation, Billard 1986) at the end of
spawning. To clarify this issue, further experiments on concentrations of blood cells
in milt throughout the spawning period are necessary.

In conclusion, this study reports presence of blood cells in rainbow trout milt. This in-
formation may be important both for studies on sperm physiology and to improve han-
dling of spawners. Presence of blood cells in milt suggests that they can be a potential
source of many contaminating substances in the analyzed samples of seminal plasma and
sperm . This has to be taken into account in biochemical studies on milt. Potential danger
of introducing blood to milt during stripping calls for special care during semen collection.

ACKNOWLEDGMENTS

This work was supported by CSR research project 5P06D 038 11 and 5 P06D 012 13. The
authors express their gratitude to Dr. M. Jankun-Woznicka for her help in using Multiscan
programme.




PRESENCE OF BLOOD CELLS IN RAINBOW TROUT MILT

REFERENCES

Billard R. 1986 - Spermatogenesis and spermatology of some teleost fish species - Reprod. Nutr. Dev. 26:87-
7-920.

Billard., Takashima F. 1983 - Resorption of spermatozoa in the sperm duct of rainbow trout during the
post-spawning period - Bull. Jap. Soc. Sci. Fish.. 49:387-392.

Ciereszko A., Piros B., Dabrowski K., Kucharczyk D., Luczynski MJ, Dobosz S., Glogowski J. 1998 - Serine
proteinase inhibitors of seminal plasma of teleost fish: distribution of activity, electrophoretic pro-
files and relation to proteinase inhibitors of blood - J Fish Biol. 53:1292-1305.

Ciereszko A., Kwasnik M., Dabrowski K., Piros B., Glogowski J. 1999 - Chromatographic separation of
trypsin-inhibitory activity of rainbow trout blood and seminal plasma - Fish Shellfish Immunol. (in
press).

Hjelmeland K. 1983 - Proteinase inhibitors in the muscle and serum of cod (Gadus morhua). Isolation and
characterization - Comp. Biochem. Physiol. 80B:949-954.

Klontz G.W. 1972 - Haematological techniques and the immune response in rainbow trout - Symp. Zool.
Soc. Lond. 30:89-99.

Lahnsteiner F., Patzner R.A., Weismann T. 1993 - The spermatic duct of salmonid fishes (Salmonidae, Tele-
ostei). Morphology, histochemistry and composition of secretion - J. Fish Biol. 42:79-93.

Lehmann J., Sturenberg F.J. 1975 - Haematologisch - serologische Substratuntersuchungen an der Regen-
bogenforelle (Salmo gairdneri Richardson). II. Beschreibung und Darstellung der wichtigsten Zel-
len in der Blutbildungsstatte und im peripheren Blutgefassystem - Gew. Abwasser. 55-56:1-123.

Luskova V. 1997 - Annual cycles and normal values of hematological parameters in fish - Acta Sc. Nat. Brno
31:1-70.

Mortimer D. 1994 - Practical Laboratory Andrology. Oxford University Press, New York, Oxford.

Nakanishi T. 1986 - Seasonal changes of the humoral response and lymphoid tissues of the marine teleost
Sebasticus marmoratus - Vet. Immunol. Immunopathol. 12:213-221.

Pottinger T.G., Pickering A.D. 1987 - Androgen levels and erythocytosis in maturing brown trout, Salmo
trutta L. - Fish Physiol. 3, 3:121-126.

Svobodova Z., Kolarova J., Modra H., Vajcova V., Hamaclkova J., Kouril J., Kozak P. 1998 - Values of ha-
ematological indices of wells (Silurus glanis L.) in relationship to the level of nutrition during the
prespawning period - Acta Vet. Brno 67:235-242.

Weichsler S.J. 1984 - Fish health assessment: a preliminary report on the use of impression smears of skin
mucus - J. Fish Biol. 25:365-370.

Zalata A., Hafez T., Comhaire F. 1995 - Evaluation of the role of reactive oxygen species in male infertility -
Hum. Reprod. 10:1444-1451.

STRESZCZENIE

WYSTEPOWANIE KOMOREK KRWI W MLECZU PSTRAGA TECZOWEGO

Znaleziono komorki krwi w mleczu dwuletnich pstragéw teczowych w korficowym okresie tarla.
Wsrod komorek krwi najczestsze byly komorki limfoidalne; erytrocyty i fagocyty byly rzadsze. Komorki
limfoidalne wystepowaty w skupiskach (rzadziej jako pojedyncze) w towarzystwie erytrocytow.
Dyskutowano nad obecnoscia elementéw morfotycznych krwi w mleczu, czy jest to zjawisko fizjologiczne
czy zanieczyszczenie powstale w trakcie wycierania pstragow.
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