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Avtesiras ile sémen de 25 cameiros da raga Santa Inés foram submetidas A refrigeragdo ¢ congelugio automatizadas (TK
30006 - Uberaba, Brasil), descongelagao a 42°C por 20 segundos ¢ incubagdo a 37°C per duas horas em meio sintético do
cvidute (SOF). Aliquotas foram removidas para avaliagio da integridade do acrossomo (IAC) em varios momentos
(MOMENTOS): sémen in natura ou a fresco (S-FR, n=25), refrigerade (S-RE, n=125), congelado-descongelado (S-CD,
n=125) ¢ incubado (8-IN, n=125). Para a avalia¢io da 1AC uma amostra de sémen foi diluida em 500p]. de meio X-Celi¥®
({MV, Franga) numa concentragie de 4 x 10° espermatozéiles/inl, senda adicionado o iodeto de propidio (PI - 5 mg/mL em
PRS), jodeto de 5,57,6,6'tetracloro-1,1,3,3 " tewraetitbenzimidazolilearboctanina (JC-1 - 153 M em DMSO) ¢ a aglutinina de
Pisum sativum conjugada a fluorssceina de isotiocianato (FITC-PSA - 100 g/ml em 1% azida de sédio em PBS). Apds a
incubagio a 37°C por 8 minutos, uma amostra de 10pL foi avaliada em microscépio com iluminagio epifluorescente (1000x).
Para andlise dos resultados de TAC fevou-se em consideracie a crioresisténcia da membrana plasmética (CRIO), baseada na
média da integridade de membrana plasmatica (IMP) dos espermatozéides apds a descongelagdo, mensurada pela combinagio
da FITC-PSA ¢ PL. Os 25 carneiros foram agrupados em tiés niveis de crioresisténcia de acordo com a média geral da IMP
(X=22,1%) como segue: CRIO 1 — nivel inferior (X=10,3%); CRIO 2 - nivel médio (10,3%>X=29,9%) ¢; CRIO 3 — nivel
superior (X>29,9%). Para todas as varidveis foi utilizada a analise de variancia {ANOVA), delineamento intciramente ao
acaso. Pura comparagio das médias, foi empregado o métode de Tukey (P<0,05), sende as diferengas entre elas identificadas
nor letras sobrescritas: maitsculas para diferengas entre MOMENTOS dentro de cada CRIO ¢, miniisculas entre os niveis de
CRIO dentro de cada MOMENTO. Os percentuais médios de 1AC foram os seguintes para o S-FR, S-RE, S-CD e 5-IN
respectivamente: CRIO 1 =91,2%, 70,39%8, 37,7%< ¢ 42,0%C; CRIO 2 = 94,09, 82,4%8, 53,6%"° ¢ 62,6%"C &; CRI1O 3
== ‘~52,j“:i.’*, §0,7%8, 65,196 & 70,8%*C. Foi verificado um graduativo declinio da [AC durante a criopreservagdo (P<0,03). De
forma intrigante, fof observada uma recuperagiio da integridade da membrana acrossomal entre a descongelagdo e a incubag@o
no CRIO 2 (P<0,05). Supostamente a diluigdo do sémea em meio SOF durante a incubagdo ¢ depois no XCell* na avaliago
tenha beneliciado a absorcio efou emissdo da fluorescéncia da FITC-PSA pela remegiio de parte do meio diluidor (Thomas et
al. 1998 - Biol. Rep., v. 38, p. 786-793). Ne S-FR nenhuma difezenga entre os agrupamentos animais foi observada (P>0,05).
Jano S-RY a IAC do CRIO 2 e 3 foi significativamente supericr (P<0,05) aquela obtida no CRIO 1. A partir da descongelagdo
os valures de [AC foram sucessivamente maiores para CRIO 1, 2 ¢ 3. Conclui-se que a criopreservagio reduz a integridade do
acrossoma de espermatozoides ovinos e que diferengas nesta caracteristica sdo evidentes entre agrupamentos animais a partir
da refhigeragio e mais acentuadamente apds a descongelagdo por influéncia do nivei de crioresisténcia da membrana plasmatica
dos espermatozdides.

ACROSOMAL INTEGRITY IN RAM SPERMATOZOA SUBMITTED TO CRYOPRESERVATION:
INFLUENCE OF PLASMATIC MEMBRANE CRYORESISTENCE

Semen samples from 25 Santa Inés rams were processed and cryopreserved in an automatic cooling and freezing machine (TK
3000® - Uberaba, Brazil). The semen was thawed in a 42°C water bath for 20 seconds and part of it was incubated for two
hours at 37°C in synthetic oviduct fluid (SOF). Samples of semen were removed to evaluate acrosomal integrity (ACI) in the
toffowing moments (MOMENTS): fresh semen (FR-S, n=25); efrigerated semen (RE-S, n=1285); frozen-thawed semezn (FT-
S. =125} and incubated semen (IN-S, n=123). To ACI evaluation a semen sample was diluted in 500pL of X-Ceil® previously
heated ut 37°C, keeping the sperm concentration at 4 x 10° spermatozoas/ml.. To the sample the following were added: 1.5 pL
ot propidium iodide (PI— 0.5 mg/mL in PBS), 1.3 pL of 5,5.6,6' tetrachloro-1,17,3,3'~ tetraethilbenzimidazolyl carbocyanine
iodide (JC-1 - 153 M in DMSO) and 25 ul of Pisum sativum agglutinin conjugated with fluorescein isothiocyanate (FITC-
DSA - 100 g/mL in 1 % sodiwmn azide in PBS). The mixiure was homogenized whilst protected from the light and after 8
minuies of 37°C incubation, 10pL of this were removed to be examinated under epifluorescence microscope (1000x). To the
analysis of ACI results it was considered plasmatic membrane cryoresistence (CRIQ), based on the average of plasmatic
membrane integnity (PMI) of spermatozoids, measured from the FITC-PSA and PI combination in frozen-thawed semen
samples. The 23 rams were grouped in three cryoresistence levels according to general average of PMI (X=22.1%), such as:
CRIO 1~ inferior level (X=10.3%); CRIO 2 - intermediate leve! {10.3%>X=29,9%) and; CRIO 3 — superior level (X>29.5%).
To all the variables it was used the vanance analysis (ANOVA) in a completely randomized design. To compare the averages
the method of Tukey was used (P<0.05) and the differences among them were identified by superscription letters: capital
letters 1or differences among MOMENTS in each CRIO and lower cases for differences among the levels CRIO in each
MOMENT. The proportions of spermatozoas przsenting high MMP were the following to FR-S, RE-S, FT-S and IN-S,
respectively: CRIO 1 =91.2%, 70.3%°8, 37.7%% ¢ 42.09¢°C, CRIO 2 = 94.0%*, 82.4%8, 53.6%"° ¢ 62.6%" ¢; CRIO 3 =
92.5%0*, 80.7%, 63.1% ¢ 70.8%%C. A gradual decline of ACl was verified as the semen was submitted to cryopreservation
(P<0.05). Unexpectedly, it was observed a recovery in the integrity of acrosomal membrane between the frozen-thawing and
incubation in CRIO 2 (P <0.05). The dilution of semen in SOF during incubation and later in XCell* in the evaluation might
have benelited the absorption und/or emission of FITC-PSA flucrescence by removing part of semen extender (Thomas et al.,
1998 - Biol. Rep., v. 58, p. 786-793). No differences ameong ram groups were observed in FR-S (P>0.05). In RE-S the ACI
vertfied in CRIO 2 and 3 was significantly higher than in CRIO | (P<0.05). From the thawing, the ACI values were successively
higher o CRIO 1, 2 and 3. It was conciuded that cryopreservation reduces the acrosome integrity of ram spermatozoa and
the differences in this characteristic are evident ainong ram groups beginning with refrigeration and more
accentuated after frozen-thawed by influence of cryoresistence level of sperm plasmatic membrane.
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