cells. DNA was prepared by suspending single
embryos in PCR lysis buffer containing 200ug/
m{ proteinase K and incubated at 50T for 1hr.
Metaphase chromosome spreads were prepared
from nocodazole-treated embryos by air-drying
method. To eliminate possible false positive signals,
two sets of bovine-and Y chromosome-specific
primers were used in the PCR. Two amplified
products (bovine- and Y-specific) were
obtained in male samples whereas only one
product (bovine-specific) in female. FISH and
PRINS were used to identify the Y chromosome
The
Y-specific signal was stronger in PRINS than
in FISH.

The results suggest that a rapid, accurate
and efficient sexing is now possible in bovine
preimplantation embryos produced in vitro
using PCR. This was evidenced by PRINS.

on metaphase spreads. fluorescent
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Single Cell Analyses of Dystrophin
Gene and Sexing Using
Whole Genome Amplification

Genetic Research Lab., Dep. of Obstetrics and
Gynecology',
Sumsung Cheil Hospital & Women's
Healthcare Center,

Soo Kyung Choi, Jin woo Kim, Eun
Hee Cho, So Yeon Park,
Hyun Mee Ryu', Inn Soo Kang'

Recently, developed primer extention preamp-
lification(PEP) method amplifies the whole
genome and simultaneous multiple DNA analyses
became possible. It leads to the development of
preimplantation genetic disease diagnosis using
single cells from early embryo, sperm, polar
body and oocyte. The most important advantage
is the ability which can investigate several loci

simultaneously and confirm results by analysing
multiple aliquots for each locus. Whole genome
from each single cells was amplified using
15-base oligonucleotide random primers. In this
study, we performed PEP-PCR for applicate on
prenatal and preimplantational genetic diagnosis
in 20 cases of single amniocytes and 20 cases of .
single chorionic villi cells. We stuied 7 gene loci
simutaneous analysis of single cells at two locus
of exon 46, 47 and two VNTR(variable number
tandem repeat) markers using 5'dyslll, 3'CA
related to dystrophin gene and ZFY, alphoid
repeat Y, DYS14 regions on chromosome Y. In
all these cases, ninety seven percent of PEP
reactions with single amniocytes and chorionic
villus cells were successful We obtained
38/40(95%) of accurate gender determination by
comparing chromosome analysis and general
PCR from gDNA. Therefore, these results have
significant implications for a sperm or oocyte
typing, prenatal and a preimplantational genetic
diagnosis.

Group 2, discussion : 14:00~14:30

P-7
AdsiRe YAF oz

JaYuEeEoA
MESA-ICSI2} TESE-ICSI9
284

AR ALY v, BgAFA!

EX

UEH, MFe, 984 0

LS4 TAAZY ARyl
2EE% 5T FURLS AR
2REL ABF AASEE 3%, A%
3ol nﬂo}az EEEDIE R

ox

>
f 2 ale mo o e

A9E o F%

-54 -



