a ¢ v v
UNUTAURUY

3o ﬁammmiﬂLﬁaﬁé’amsﬁﬂtﬁamim%’whﬁzﬁn
ANMINTULNBIAAA Laginalinilgeals twud au T
1auslatsyu

vo1

wondna Wulszay' Aauz Nnidas’ waz Sazwa Asugling’

Abstract
Ngernpradub, A.%, Markvichitr, K.%, and Sirinarumitr, T.2
Quantification of Y-bearing spermatozoa of beef cattle throught ciscontinuous

Percoll gradient centrifugation using fluorescent in situ hybridization
Songklanakarin J. Sci. Technol., 2007, 29(5) : 1359-1366

An appropriated procedurefor proportion of Y-bearing spermatozoa is needed, especially to monitor
sperm separation techniques. In this study was aimed to deter mine the Y-bearing sper matozoa proportion
in bull semen through pre and post 6 layers discontinuous Percoll centrifugation and by using fluorescent
in situ hybriddization (FISH) technique with digoxigenin (Dig)-labeled bovine Y-specific probe, which
prepared by polymerase chain reaction (PCR) using BC1.2 primers. This results fould that the metaphase
male lymphocyte was clearly shown green-yellow fluorescence spot on the short arm of Y-chromosome,
whereas an inter phase male lymphocyte showed this signal within nuclei, in conver sely, both interphase and
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metaphasefemalelymphocyteswerenot shown thissignal. An aver ageinter phase malelymphocyte obviously
showed the signal 96.8%. The proportion of Y-bearing spermatozoa in semen pre and post discontinuous
Percoll centrifugation were 48.78% and 41.68%, respectively (P>0.05). These results indicated that FISH
protocol with Dig-labeled bovine Y-specific probe could be used to mornitor the proportion of Y-bearing
spermatozoa through discontinuous Percoll centrifugation in bull semen which after sperm separation, the
proportion of Y-chromosometrend to be not significantly reduced.

Key words : Y-specific probe, bovine spermatozoa, FISH, Percoll
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Quantification of Y-bearing sper matozoa of beef cattle
Ngernpradub, A., et al.
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Figurel. PCR product 192 bp. of BC1.2 primer at PCR condition : denaturation 94°C, 30
sec; annealing 60°C, 30 sec; extension 72°C, 30 sec M = Marker 100 bp, 1,2, 3,4 =
male DNA, C = control (No DNA)

Figure 2. Detection of thebovineY-specificprobe Figure 3. Detection of thebovineY -specific probe
on a bovine metaphase spread. Signal on bovine interphase nucleus prepar-
on the Y-chromosome ([J ) ation. Signal within nuclei.

Figure 4. Detection of the bovine Y -specific probe on bovine spermatozoa. Signal within the
head was classified Y-bearing sperm, and without signal was X-bearing sperm.

(Color figure can be viewed in the electronic version)
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Table 1. Detection of bovine Y-specific DNA by Fluorescence
In Situ Hybridization on Bovine Lymphocytes (n = 16)

No. (%) of nuclei

Sex

Examined With signal Without signal
Male 1619 1567 (96.8) 52 (3.2)
Female 818 3(0.49) 815 (99.6)

Table 2. Proportion of Y-bearing sperm in semen pre and post dis-
continuous percoll centrifugation (n = 22 g aculates/3 bulls.)

Total Sperm  No. Y-sperm % Y-sperm
Pre Percoll Centrifugation 6715 3276 48.78a
After Percoll Centrifugation 6670 2780 41.68a

a: not different significance (P>0.05)
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