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A New Method to Improve Detection Rate
of FISH in Rice——RFLP Mix - labeled
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Abstract Using mix — labeled 8 RFLPs average length is about 1.7 kb as a probe the authors carried out fluorescence in
situ hybridization in rice and detected the single RFLP RZ397 1.5 kb and the BAC clone 44B4 137 kb simultaneous-

ly. The detection rate of mix — labeled RFLP was 27%

much higher than single — labeled RFLP 7%  though lower

than BAC clone 60% . Mix — labeled RFLP is an easy and effective method to locate genes for its simplicity and suffi-

ciency of RFLPs linked with the functional genes. In addition Mix — labeled RFLP groups can be used as effective mark-

ers in karotype analysis of rice and the analysis of colinearity or synteny among cereals.
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1 kb RFLP RZ397 44B4
Gustafson 0.7kb DNA RFLP  RZ739 RZ538 RZ92 RG109B CDO0O251 CDO345
6% a3 CD0215 RG227 DNA
151 ANTP dATP dCTP dGTP S5pl 10 x
4l DNA lpg  Spl Bio— 11 — dUTP 5pl DNa-
1 ~2pum sel/DNA polymerase I ddH,0 50pd
! 15 C 1h 0.5mol/L NayEDTA
FISH Sepharose CL — 6B Sigma
1.3 FISH
RFLP Song 1995 8
YAC BAC
BAC kb DNA 421 1.0pl DNA 0.2pg/pl 50%
Sigma  10% Sigma 4.2pug ssDNA 2 x
SSC BAC 4pg Cot — 1
BAC-FISH  DNA 100 ~400 bp Cot -1 ?
Cot — 1 10min 10min
DNA BAC 37C 16 ~ 24h 1
Cot—1 DNA 42 C 20% 2 x SSC
0.1x SSC 15 min 0.1% TritonX - 100
5 min PBS 2 x Smin 30p1
BAC 10ng/pl FITC - Sigma 37°C
BAC - FISH 6 30min PBS 3x5min 2
RFLP 30pl 1lng/pl Sigma
BAC - FISH 37°C 30min PBS 3 x
RFLP Smin 3 1 4 PBS 3x5min
RFLP  BAC  FISH 40pl 10pg/ml Pl propidium iodide Olympus
BX60
1
1.1 2
Oryza sativa L. subsp. indica" BAC 44B4 RFLP RZ397 RFLP
4 " Song 1993 7 RZ739 RZ538 RZ92 RG109B CDO251 CDO345 CDO215
= RG227 1 1
1 4C ddH,0 1% 1% BAC 44B4  RFLP RZ397 5 12
SERVA 28<C 3h 1B C
1.80+0.5 35.45+1.85 60%
1.2 DNA 7% 44B4 FISH
1
Table 1 The detected results of FISH of three kinds of probes on rice
the number of Deleclizol .
44B4 82 60 1.73+£0.07 1.80+0.50 S
RZ397 88 7 1.07+0.04 35.45+1.85 L
MIX 82 27 1.24+0.05 46.55+2.80 L
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Fig.1 Results of FISH in rice
A.Mixed RFLP as probe.B.44B4 as probe.C.RZ397 as probe.
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