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Abstract:

BACK GROUNDS: Sperm sexing as one of the important waysfor pre-selection of offspring
alongwithartificial insemination, hasthepotential to considerably improveanimal breedingand
the efficiency of dairy and meat production. The discrepancy between X- and Y- chromosome
bearing spermisthebasisof thisprocedure. OBJECTIVES: Theaim of thisstudy wasto evaluate
adiscontinuous sperm isolation medium Allgrad gradient in separation of buffalo spermatozoa
according to sex chromosomesby fluorescencein-situ hybridation (FISH). METHODS: A four-
layer discontinuousAllgrad gradient, 65%-95% with 10% differences between each subsequent
layer waspreparedingradient separationfor post thaw X - and Y-bearing spermatozoa. Following
centrifugation, sperm from the top and bottom fraction were aspirated and fixed onaslide. The
FISH procedure was performed by using X and Y bovine specific DNA probes. At least 400
spermatozoawerescoredfor eachsample. Theproportionsof X - and Y-bearing spermatozoawere
determined by the presence of red or green fluorescent signals. RESULTS: There was no
significant difference in the percentage of spermatozoa with the specific signals of X and Y
chromosomesin the control groups. After separation, in treatment groups, the percentage of X-
bearing spermatozoain the bottom layer exceeded that of the oneinthetop layer (78.3vs. 21.7)
(p<0.05). Adversely, inall trestment groups the significant difference between the frequencies
of Y-bearing spermatozoain the top layers was evident (75.5vs.24.5)(p<0.05). CONCLUSIONS;
Thisstudy showed that using four-step discontinuousgradient by Allgradisolation mediumwas
areliablemethod for the separation of X - and Y-bearing frozen-thawed buffal o spermatozoaand
canbemoreexpedient for IVFinBuffalo.
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