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1.2
1.2.1
0.4 pg/mlL ~0.6 pg/mL 37°C
6~10h
1.2.2
80% 0.1 pg/mL 37°C 5h
400¢ Smin. 10mL 15 min
.400 g 8 min 500 LTBA 15 mmol/LTris 0.2 mmol/L 0.5
mmol/L 2 mmol/L EDTA 0.5 mmol/L. EGTA 80 mmol/L KCl 14 mmol/L 0.25%
Triton-X100 pH7.2 10 min 10 ~ 15s 40 pg/mL
A3 2mmol/L MgSO,; 2 pg/ml. Hoechst 33258 2h. 10 min
10 25 mmol/L .
FACStar Becton Dickinson 3 Y 300
500 pLL 33 ul. -20°C
1.2.3 DOP-PCR
DOP-PCR 6-MW 5'-CCGACTCGGNNNNNNATGTGG-3" N =
.50 PCR 10 x TAPS Buffer 250 mmol/I. TAPS pH 9.3 500 mmol/L KCl 20
mmol/L MgCl, 10mmol/L dithiothreito Spl. 0.1% W detergent 2.5 L. S5pL dNTPs
2mmol/L 4 L. Taq 5U0/pL 0.5 6-MW 25pmol/pl. 5 pL 50 L.

3 DNA .PCR 1 94°C 9
min 2 94°C 1 min 30°C1.5 min 72°C 3 min 9 3 94°C 1 min 62°C 1 min
72°C3 min 30 72C 10 min. 2 pLDOP-PCR biotin-16-dUTP dTTP
125pmol/L Biotin-16-dUTP 100 pumol/L . 5pL 1%

1.2.4 g
100 ~ 150 ng biotin =
15 L. 70 % -
2 x SSC 1.5~ 2min 70% :
70% 70% 90% 90% 100% e
. 65°C S
10min  37C 60 min DNA. 12 ~ S———
15pL 22 mm x 22
mm 42°C
2xSSC  42°C ~45C 5~ 10min
50% /2x8SSC 42°C ~45°C 5min 2
2% SSC 2 4 x TNFM  37°C 10 10y 2 DNA
min. Avidin-Cy3 4 x TNFM 1:500 3 3 4 Marker
Nescofilm  37°C 20min 4 x TNFM 42°C ! DOP-PCR
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Identification of Y Chromosome of Munticus Muntjac Vaginalis by
Chromosome Painting and DOP-PCR
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Abstract The Y chromosome of M reevesi were sorted by fluorescence activated chromosome sorting and were amplified and
labeled by DOP-PCR. Painted probes of M reevesi were hybridized onto metaphase spreads obtained from female and male of
M m vaginali . Strong signals were detected only on Y, chromosome. That indicates Y, is the real sex chromosome in M m
vaginalis .
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