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= Abstract=

Sex determination in genomic DNA from human blood leucocytes was performed by amplifi-
cation of human Y chromosome-specific DNA sequences using PCR technique. A clear DNA
fragment(154 nucleotides long) was appeared only in the male genomic DNA, but no specific
band was observed in the case of female genomic DNA and negative control.

To know the sensitivity of this method, the amplification reaction was performed in genomic
DNA diluted to 2pg equivalent to the amonut present in the single human cell, and clear band

also observed.

The PCR amplification was so succesfully performed in the single leucocyte separated {rom
human blood using micromanipulator that this techniqe is assumed to be applied to single

bistomere before embryo transfer.
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Fig. 1. Amplification of Y chromosome spe-
cific sequence in the genomic DNA extracted
from human blood leukocytes by PCR. Primers
used for PCR were described under Materials
and Methods. A total of 35 cycles of amplifica-
tion reaction were repeated for 1 min each at
94, 61 and 72°C. The reaction prouducts were
resolved individually using 8% acrylamide gel
and visualized under ultraviclet light after
staining with ethidium bromide. Template
DNAs are as follows:lane 1, no template
DNA:lane 2, Hae Ill-digested pUC18 DNA
size markers;lane 3-7, human male genomic
DNA(200~-500ng) ;lane 8-10, human female
genomic DNA (200-500ng).
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Fig. 2. Amplification of Y chromosome spe-
cific sequence in male genomic DNA diluted to
Z2pg. A total of 45 cycle of amplication reation
were preformed. Lane 1, no template DNA;
lane 2, Hae IHl-digested pUC 18 DNA size
markers;lane 3, 100ng male genomic DNA;
lane 4, Sng DNA:lane 5, 100pg DNA :lane 6
10pg DNA ;lane 7-8, 2pg DNA.
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Fig. 3. Amplification of Y chromosome spe-
cific sequence in the single leucocyte isolated
from human whole blood using micromanipu-
late DNA;lane 2, Hae Ill-digested pUC 18
DNA size markers;lane 3-6, human male leu-
kocyte, lane 7-8, human female leukocyte.
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