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Ciaculados de 23 carneiros da raga Santa Inés foram processados e submetidos as curvas automatizadas de refrigeragdo e
c;mgclagﬁa {TK 30C0® - Uberaba, Brasil). O sémen foi descongelado em banho-maria a 42°C por 20 segundos e parte dele
incubadeo a 37°C por duas heras em meio sintético de oviduto (SOF). Aliquotas de sémen foram removidas para avaliagio do
potencial de rnembrana mitocondrial (PMM) em varios momentos (MOMENTOS): sémen {n natura ou a fresco (S-FR, n=25%),
x"«:i';‘igt:';)dg {S-RE, n=125), congelado-descongelade (S-CD, n=[235) ¢ incubade (S-IN, n=125). Para a avaliaydo do PMM uma
amostra de sémen foi diluida em 500¢L de meio X-Cell* (IMV, Frar¢a) numa concentragdo de 4 x 10° espermatozéides/mL,
sendo adicionadas as sondas fluorescentes iodeto de propidio (PI - 5 mg/ml. em PBS), iodeto de 5,5°,6,6’tetracloro-1,1,3,3°-
tetraeritbenzimidazolilcarbocianina (JC-1 - 153 M em DMSO) e aglutinina de Pisum sativiem conjugada a fluoresceina de
isotiocianato (FITC-PSA - 100 g/mL em 196 azida de sédio em PES). Apds a incubagdo a 37°C por 8 minutos, uma amostra de
t0ul. foi sacada e avaliada entre [dmina e Jaminula sob imersdo em microscopio com iluminagdo epifiuorescente {1000x).
Para andlise dos resultados de PMM levou-se em consideragdo a cricresisténcia da membrana plasmética (CRIO). baseada na
rédia Ja imegridade de membrana plasmatica (IMP) des espermatozdides, mensurada a partir da combinagdo da FITC-PSA
¢ Pl nas amostras de sémen descongelado. Desta forma, os 25 carneiros foram agrupados em trés niveis de crioresisténcia de
acorde 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%) e; CRIO 3 - nivel supenor (X>29,9%). Paratadas as variaveis foi utilizada a Anélise de Varidncia (ANOVA),
delinearnento inteiramente ao acaso. Para comparagdo das médias, foi empregado o método de Tukey (P<0,05). sendo as
diferengas entre elas identificadas por letras sobrescritas: maiiisculas para diferengas entre MOMENTOS dentro de cada
CRIO e mindsculas para diferengas entre os niveis de CRIO dentro de cada MOMENTO. Os percentuais médios de
espermatozdides com alto PMM foram os seguintes para o S-FR, S-RE, S-CD e S-IN respectivamente: CRIO 1 = 72,8%%,
26,696, 9.2%C e 2,8%"; CRIO 2 = 82,5%"A, 27.3%"®, 21.2%"" ¢ 11,9%"C e; CRIO 3 = 84,3%, 15,6%C, 29,4%" ¢
13,79 Foi verificado um gradative ¢ agudo declinio do PMM & medida que o sémen foi submetido a criopreservagdo 2
incubagdo (£0,05). O PMM diferiu entre os agrupamentos animais ¢ foi maior no CRIO 3 em relagdo a0 CRIO 1 (P<0.05)
sendo o comportamento do CRIG 2 praticamente intermedidrio em relagdo aos demais. Conclui-se que 2 criopraservagio
1z ¢ potencial de membrana mitocandrial de espermatozéides ovinos = que diferengas nesta caracteristica sio evidentes
cilie agiupamentos animais no sémen in natura e apds a refrigeragio, congelacio e incubagao em SOF por influéncia do nivel
de cricresisténeia da membrana plasmidtica dos espermatozdides.
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MITOCHONDRIAL MEMBRANE POTENTIAL IN RAM SPERMATOZOA SUBMITTED TO
CRYOPRESERVATION: INFLUENCE OF PLASMATIC MEMBRANE CRYORESISTENCE
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3060@ - Uberaba, Brazil). The semen was thawed in a 42°C water bath for 20 seconds and part of it was incubated for two
heurs at 37°C1 in synthetic oviduct fluid (SOF). Samples of semen were removed to evaluate spermatic mitochondrial membrune
potential (MMP) in the follewing moments (MOMENTS): fresh semen (FR-S, n=25); refrigerated semen (RE-S, n={25;
frozen-thawed semen (FT-S, n=125) and incubated semen {IN-S, n=125). To MMP evaluation a semen sample was diluted in
3000 L of X-Cell* previously heated at 37°C, keeping the sperm conceniration at 4 x 10 spermatozoas/mL. To the sample the
following were added: 1.5 pL of propidium iodide (PI - 0.5 mg/mL in PBS), 1.5 pL of 5,5,6.6' tetrachloro-1,17,3,3'
teraeihilbenzimidazolyl carbocyanine iodide (JC-1 - 153 M in DMSO) and 25 pL of Pisum sativum aggiutinin conjugated
with fluorescein isothiocyanate (FITC-PSA - 100 g/mL in i % sodium azide in PBS). The mixture was homogenized whilst
protected frem the light and after 8 minutes of 37°C incubation. 10ul of this were removed to be examinated under
epifluorescence microscope (1000x). To the analysis of PMM results it was considered plasmatic membrane cryoresistence
(CRIO). based on the average of plasmatic membrane integrity (PMI} of spermatozoids, measured from the FITC-PSA and PI
combination in frozen-thawed semen samples. The 25 rams were grouped in three cryoresistence levels according to general
average of PMI(X=22.1%), such as: CRIO I —inferior level (X=10.3%); CRIO 2 — intermediate level (10.3%>X=29.9%) and;
CRIO 3 - superior leve! (X>29.9%). To all the variables it was used the variance 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
superseription letters: capital letters for differences among MOMENTS in each CRIO and lower cases for differences among
the ievels CRIO in each MOMENT. The proportions of spermatozoas presenting high MMP were the following to FR-S, RE-
S, IT-S and IN-S, respectively: CRIO | = 72.8%", 26.6%®, 9.29% 2ad 2.8%"C; CRIO 2 = 82.5%""A, 27.3%:". 7] 2%°C and
11 9%°C CRIO 3 = 84.3%, 15.6%", 29.4%® ¢ 13.7%. A gradual and sharp decline of MMP was verified as the semen was
submitted to cryopreservation and incubation (P<0.05). MMP differed among cryoresistence levels and it was higher in CRIO
3 compared ¢ CRIO 1 (P<0.03). The MMP behavior in CRIO 2 s practically intermediate compared to the other levels. It
_ was concluded that cryopreservation reduces the mitochondrial membrane potential of ram spermatozoa and differences in

this characteristic are evident among group of rams in fresh, covled. frozen-thawed and incubated semen according to the
cryoresistence level of sperm plasmatic membrane.

Scinen samples from 25 Santa Inés rams were processed and cryopreserved in an automatic cooling and freezing mechine (TK
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