Utilizacao de diluidor livre de produtos de origem animal para
refrigeragcao do sémen caprino

Resumo

O objetivo deste estudo foi avaliar a influéncia de diferentes diluidores [Tris
tampéao (Tris), Tris-Gema (TG) e Tris-lecitina de soja 1% (LS1) e 2% (LS2)] e do
processo de remogao do plasma seminal no sémen caprino armazenado a 5 °C
por 48 horas. O sémen foi colhido de quatro caprinos (dois Toggenburg e dois
Alpino Americano), com vagina artificial, duas vezes por semana, durante quatro
semanas. Ejaculados com motilidade superior a 60% foram agrupados e cada
pool seminal (n=8) foi utilizado em uma repeticdo. O pool foi igualmente dividido,
sendo metade diluido, sem remogéo do plasma seminal (sémen nao lavado —
NL), e envasado em palhetas de 0,25 mL (200x106 espermatozoides/mL). A
segunda metade do pool foi submetida a remog¢ao do plasma seminal (sémen
lavado — L) por dupla centrifugacéo (2200 g/10min) e depois diluida e envasada
como citado anteriormente. Em seguida, as amostras foram refrigeradas até 5
°C (90 min) e mantidas sob refrigeragcéo por 48 horas. Analise computadorizada
da cinética espermatica (CASA) e a avaliagdo da integridade de membrana
plasmatica (iMP) e acrossomal (iAC) e do potencial de membrana mitocondrial
(PMM) foram determinadas cinco minutos apds atingir 5 °C (T0), apds 24 (T24)
e 48 (T48) horas de armazenamento. Nenhuma influéncia do diluidor (p>0,05)
foi observada para as variaveis de cinética espermatica do sémen NL, porém,
independente do diluidor, motilidade progressiva (MP), linearidade (LIN),
retilinearidade (STR), velocidade em linha reta (VSL) e velocidade média do
percurso (VAP) foram menores (p<0,05) no T48 em relagdo ao TO, fato também
observado para motilidade total (MT) do grupo LS2. No sémen lavado, MT e MP
do grupo Gema foi superior (p<0,05) aos demais grupos durante todo periodo de
refrigeragao. Apds a remogao do plasma seminal nao houve influéncia do tempo
de refrigeracao (p>0,05) sobre quaisquer das variaveis cinéticas do grupo LS2.
Entretanto, os valores de LIN, STR, VSL para os grupos Tris-Gema e LS1, e MP
e VAP para o grupo Tris-Gema, foram inferiores no T48 em relacdo ao TO.
Observou-se, ainda, que no T48 as variaveis de MT, MP, VSL e VAP do grupo
LS2, e MP do grupo Tris-Gema foram superior no sémen lavado quando
comparado ao sémen nao lavado. A iIMP nao foi influenciada pelo tipo de diluidor,
porém no sémen NL a iMP dos grupos Tris-Gema e LS2 foi inferior (p<0,05) no
T48 em relagao ao T0. Maior (p<0,05) iMP foi observada para o sémen lavado
em relagédo ao nao lavado. A iAC e a cinética (velocidade curvilinear-VCL), ndo
foram influenciadas (p>0,05) pelo diluidor, nem pelo tempo de armazenamento
ou pela remocgao do plasma seminal. Assim, conclui-se que a lecitina de soja
pode ser utilizada como substituto a gema de ovo para refrigeragdo do sémen
caprino e que a remog¢ao do plasma seminal melhora a conservagdo do sémen
dessa espécie.
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Abstract

The objective of this study was to evaluate the influence of different extenders
[Tris buffer (Tris), Tris-egg yolk (EY) and Tris-soybean lecithin 1% (SL1) and 2%
(SL2)] and the removal of seminal plasma process in goat sperm stored at 5 °C
for 48 hours. Semen was collected four goats (two Toggenburg and two American
Alpine), using an atrtificial vagina twice a week for four weeks. Ejaculates with
greater than 60% motility were pooled and each pool seminal (n = 8) was used
in a repeat. The pool was divided equally, half diluted without removal of seminal
plasma (non washed semen — NW), and packaged in straws of 0.25 mL (200x106
sperm/mL). The second half of the pool was subjected to removal of the seminal
plasma (washed semen - W) by double centrifugation (2200 g/10 min) then
diluted and packaged as mentioned above. Then, the samples were chilled to 5
°C (90 min) and kept under refrigeration for 48 hours. Computer analysis of sperm
kinetics (CASA) and the evaluation of the plasma membrane (PMi) and
acrosomal (ACi) integrity and mitochondrial membrane potential (MMP) were
determined within five minutes after reaching 5 °C (TO0), and after 24 (T24) and
48 (T48) hours of storage. No influence extender (p>0.05) was observed for
sperm kinetic variables of NW semen, however, independent extender,
progressive motility (PM), linearity (LIN), straightness (STR), straightline velocity
(VSL) and average path velocity (VAP) were lower (p<0.05) in T48 compared to
TO, a fact confirmed for total motility (TM) of SL2 group. In washed semen, TM
and MP of EY group was higher (p <0.05) than the other groups throughout
chilling period. After removal of the seminal plasma did not influence the cooling
time (p>0.05) in any of the kinetic variables SL2 group. However, LIN, STR, VSL
values for Tris-EY and SL1 groups, and PM and VAP values for Tris-EY group,
were lower in T48 compared to TO. It was observed also that in the T48 TM, PM,
VSL and VAP variables of LS2 group, and PM variable of Tris-EY group were
higher in semen washed when compared to semen non whased. The PMi was
not influenced by the type of extender, but in NW semen PMi of Tris-EY and SL2
groups was lower (p <0.05) in T48 compared to TO. Greater (p <0.05) PMi was
observed for the washed compared to non washed semen. The ACi and kinetics
(curvilinear velocity — VCL) were not affected (p>0.05) by extender, or by storage
time or the removal of seminal plasma. Thus, it is concluded that the soybean
lecithin can be used as a substitute for egg yolk for cooling of goat semen and
which removal of the seminal plasma enhances the preservation of the caprine
semen.
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