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1
1.1
1.1.1 YAC YAC RGP 5
6 932 Oryza sativa L. cv. Nipponbare
pYAC4  pYACSS EcoRI  Notl S. cerevisiae AB1380 8
1.1.2 DH5a supE44 AlacU169  $80lacZAMI15  hsdR17 recAl end
Al gyrA96 thi-1 rel A1 DNA G200 Y4073L Y2587L L1688 RGP
DH5«
1.1.3 Taq DNA 10 X PCR 15mmol L MgCl,
Boehringer GIBCO RNA
lyticase E SDS B- B-
ME DTT N-lauroylsarcosine sper-
midine BSA PMSF
Sigma o->?P dCTP Bio-Rad
Promega Oligolabelling
Kit Pharmacia
1.1.4 480 DNA Perkin Elmer Pharmacia
Robbins Scientific CHEF II Bio-Rad
1.2
1.2.1 YAC 5XSSC 50T 1h
9 -30C
4C
1.2.2 PCR DNA PCR G200
Y4073L Y2587L L1688 GenBank G200 5

CACTAATTCACTGGTGCTACTGC 5 CGACATAATCACTACTCCAGGCC Y4073L 5 AGGCTGCT-
GCAACAACAG 5" CTCCAATAGCCCACGTAC Y2587L 5’ CATCTTGGACGCCAAATCAG 5

GAACAGGAAGTGGGCTAAGG L1688 5" AATACGACTCACTATAG 5" TGTGGGTTAG-
CATTCTTTCTG 10mmol L Tris-Cl pH8.3 50mmol L KCI 2.5mmol L
MgCl, 0.01% 0.2mmol L dNTPs 0.5pmol L 50~ 100ng DNA 1u Taq
DNA 20pd 20pl

94C Smin 58T 1min 72T 2min 30 94C Imin
58C 1min 72°C 2min 72°C 7min 4T 4pl

1% EB

1.2.3 DNA 10 200p] Smol L
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10min 70% 1 300pl TE 2pl RNase
10mg ml 37T 1h 70% 1
10p1 TE 4C
1.2.4 DNA 3ml 1ml
TE5, ' 2 1~2 YRB 1 mol L 20mmol L Tris-Cl
pH7.5 1% B-ME  20u ml 37C 1~7h 50T 1%
YRB 4C 20min
1ml ES 0.5 mol L EDTA pH8.0 1% sacorsine 37T 1~2h
ES E  0.2mg ml 37C TEs, 2h
TEs, 4T
1.2.5 YAC DNA
60s 190V 20h 14C EB
12 pBR322
0.5%BSA 5% SDS 40mmol L NasPO,
pH6.8 1Immol L EDTA 30min 65C  30min -30C
1.2.6 PCR inverse-PCR YAC Taql
HindIII  Pstl DNA 50pul
20u 2h 1 1pd 1pl
DNA 1pl 10X 1pd 10mmol L ATP lu T4ADNA ddH,O
10pl 16C Tpl PCR PCR
DNA Taql 5" GGACGGGTGTGGTCGCCATGAT 5" GTAGC-
CAAGTTGGTTTAAGG HindIIl 5" AGTCGAACGCCCGATCTCAA 5" GGAAGAACGAAG-

GAAGGAGC Pstl 57 AGTCGAACGCCCGATCTCAA 5" AAACTCAACGAGCTGGACGC
10mmol L Tris-Cl pH8.3 50mmol L KCIl 2.5mmol L MgCl, 0.2mmol L dNTPs

0.25pmol L 1pl 19pl 20p1 92T
Smin 1p1 Taq DNA 1u 92C Imin 60°C
Imin 72C 3min 35 4C Spl 1%
1pd

2
2.1 YAC

G200 Y2587l Y4073 1688 RGP

6 32~34cM 7 L688 G200 Y4073L Y2587L
Y2587L  Y4073L YAC Y2587 Y4073
YAC
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RGP 13 1383  DNA 1285
YAC 7% YAC 14
YAC DNA DNA
DNA Southern
pBR322 DNA YAC 15 YAC
DNA YAC Y2587 = 650kb
Y3827 =310kb Y4073 =240kb I-1 Y1810
420kb YAC
Dunford 16 DNA
YAC DNA YAC
YAC
Y1810 DNA YAC
YAC
RGP YAC 100kb~1Mb 350kb ®  Kurata
RFLP IcM 240kb 7 3
YAC 6 G200 3cM
2.2 YAC
YAC PCR
YAC DNA
PCR
PCR
3 Y3827
Y2587 Y3827 Y3827L Y2587
Y2587R -2
2 EcoRI YAC DNA Southern
Y3827 Y2587 DNA I-3 Y3827L  Y2587R
Y3827 Y2587
DNA Southern
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Fig.1 YAC contig encompassing G200 locus
6 Y2587  L688 Y3827L
Y2587R 3cM
2.3
YAC
Y3827L  Y2587R YAC Y3827L
5 Y2587R 9 YAC DNA
Southern Y3827L  Y2587R
Y2587R 5 Y1042 100kb Y4448 450kb Y4494
320kb Y5856 1.1Mb Y6946 100kb I-4 Y2587R
Y3827L 2 Y3536 450kb Y4520 350kb
8M  2Mb 2
Y4073L IcM
C1478 Y2587L | G200 L688
1 | I Chrom. 6
] LI |
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Om— B
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-
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Fig.2 Final YAC contig encompassing G200 locus synthesized with the results of chromosome walking
G200 11 YAC
6 RGP 13 5
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Construction of a YAC Contig Encompassing
G200 Locus via Chromosome Walking

Huang Wen Wang Chunxin Li Yan Liu Liangshi
Zhongshan University School of Life Sciences Guangzhou 510275

Abstract A YAC contig was constructed by screening a rice genomic YAC library with G200
Y2587 Y4073L and L688 RFLP markers as probes. 4 positive clones with the sizes ranged from
240kb to 650kb were obtained. The end fragments of YAC inserts were isolated via inverse-PCR
with whom a YAC contig of 3cM was initially established. Chromosome walking was performed with
the two distal end-fragments of the YAC contig and some positive YAC clones were obtained and
identified. Thus the G200 contig was extended to about 8cM.
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