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Objetivos
Este estudo tem como objetivo comparar a
qualidade pdés-descongelamento de

espermatozoides epididimario armazenados a
5°C, durante 24 horas, in vivo (i. €. no proprio
complexo testiculo-epididimo) ou in vitro (i. e.
em diluidor a base de leite desnatado
disponivel comercialmente).

Métodos e Procedimentos

Foram coletados complexos testiculo-epididimo
de 10 animais (20 testiculos) de orquiectomias
eletivas. Os complexos de cada animal foram
mantidos em isopor com gelo até a chegada ao
laboratério, onde foram designados
aleatoriamente em grupos Diluidor e Testiculo.
O complexo testiculo-epididimo do grupo
Diluidor foi coletado em até 2 horas apds a
orquiectomia, diluidos em diluidor comercial
BotuSémen® e submetidos a refrigeracao (5°C)
por 24 horas. Complexos provenientes do
grupo  Testiculo foram  submetidos a
refrigeracdo (5°C) por 24 horas e depois a
colheita de espermatozoides. Posteriormente,
as amostras que possuiram motilidade superior
a 40% foram criopreservadas.

Foi realizada analise da cinética espermatica
(CASA) logo apo6s a coleta (fresco), e apos a
refrigeracéo tanto no diluidor como no testiculo.
Ap6s no minimo 1 semana foi feito o
descongelamento e foram avaliadas a cinética
espermatica, a integridade de membrana
plasmética e acrossomal (eosina-nigrosina e
fast green/rosa bengala, respectivamente), a
atividade mitocondrial (3’3 Diaminobenzina —
Teste DAB) e a suscetibilidade dos

espermatozoides a peroxidacao lipidica (Ensaio
TBARS).

Resultados

Nas amostras criopreservadas, nédo houve
diferenca entres os grupos quanto a cinética
esperméatica, integridade de membrana
plasmatica e acrossomal. No entanto, houve
uma maior porcentagem de células com alto
comprometimento mitocondrial (DAB Ill) e uma
maior susceptibilidade a peroxidagdo lipidica
(TBARS) no grupo que ficou refrigerado no
testiculo. Na andlise do sémen fresco e pré-
congelamento,  verificou-se uma  menor
amplitude de movimento lateral da cabeca e
uma maior porcentagem de espermatozoides
lentos nas amostras epididimarias
imediatamente apds a coleta em relagdo aos
refrigerados no testiculo por 24 horas. Houve
uma maior frequéncia de batimento cruzado e
uma maior porcentagem de células estaticas
nas amostras resfriadas no testiculo em
relacdo as amostras frescas e as resfriadas no
diluidor.

Conclusoes

Foi possivel observar que houve uma
diminuicdo da qualidade nos espermatozoides
que ficaram refrigerados no complexo testiculo-
epididimo em relagdo a aqueles que ficaram no
diluidor comercial BotuSémen®. Com isso
concluimos que em casos que o animal precise
passar por uma orquiectomia ou em casos de
Obito, a coleta dos espermatozoides
epididimarios deve ser feita 0 mais rapido
possivel para garantir melhor qualidade e
indices reprodutivos.
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Objectives

The objective of this study was to compare
post-thaw quality of stallion epididymal sperm
stored at 5°C for 24 hours, in vivo (i. e. inside
the testis-epididymis complex) or in vitro (i. e. in
skimmed milk-based extender commercially
available).

Materials and Methods
Testis-epididymis complexes were collected
from 10 animals (20 testicles) from elective
orchiectomies. Both complexes of each animal
were kept in ice until arrival at the laboratory,
where they were randomly assigned to
Extender and Testicle groups. The testis-
epididymal complex on group Extender was
collected within 2 hours after orchiectomy,
diluted in commercial extender BotuSémen®
and refrigerated (5°C) for 24 hours. Complexes
from Testicle group were submitted to
refrigeration (5°C) for 24 hours and then to the
sperm collection. Subsequently, samples that
had motility greater than 40% were
cryopreserved. CASA sperm kinetics analysis
was performed immediately after collection
(fresh), and in samples refrigerated both in the
extender and in the testicle. After at least one
week, thawing was performed and the sperm
kinetics, integrity of plasmatic and acrosomal
membranes (eosin-nigrosine and fast green/
Bengal rose, respectively), mitochondrial
activity (3’3 Diaminobenzine — DAB Test) and
spermatozoa susceptibility to lipid peroxidation
(TBARS assay) were evaluated.

Results

In the cryopreserved samples, there was no
difference between groups regarding
spermatozoa kinetics, plasma and acrosomal
membrane integrity. However, there was a
higher number of cells with serious
mitochondrial  alterations (DAB 1ll) and
increased susceptibility to lipid peroxidation
(TBARS) in the Testicle group. When
comparing the kinetics of fresh and the
refrigerated samples (both pre-
cryopreservation), we observed increased
amplitude of head lateral movement and higher
percentages of slow sperm in the fresh sperm
than those refrigerated in the testicle for 24
hours. There was also a higher cross-beating
frequency in samples refrigerated in the testicle
when compared to the commercial extender.
Also, a higher percentage of static sperm was
observed in samples refrigerated in the testicle
when compared to both fresh and refrigerated
in the commercial extender.

Conclusions

It was possible to observe that there was a
decrease in spermatozoa quality in samples
that were refrigerated in the testis-epididymal
complex compared with those refrigerated in
commercial extender BotuSémen®. We
concluded that in cases that the animal needs
an orchiectomy or in cases of death, the
epididymal sperm collection must be performed
as quickly as possible to assure better quality
and reproductive rates.
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