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A KRS ik B RNA AR 4 )18 B 3k Formaldehyde denaturing gel electrophoresis of total RNA from rice penultimate leaf;
B 4L i A XUEE cDNA B8 B B 7K Agarose gel electrophoresis of double-strand ¢cDNA; C: TE-400 Column 2l k1) XU8E cDNA Biflg
M HL 7K Agarose gel electrophoresis of the double-strand ¢cDNA which was purified by TE-400 Column; M;: Trans 2K Plus DNA
Marker; P1,P2,P3,P4,1,2. 8545 Samples code.
1 3% cDNA 3T 1 # FE ik 4 i

Fig.1 The electrophoresis pictures of constructing cDNA library
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ALB ORI cDNA SCUEIF AL SR 503278 103/ 10 A B 19 NaCl 8 8E 807 W AE SD/-Leu - LK A K AR O C, D AR GE oD-
NA SCPEMTGEE , 433 s 10 CF1 10 " Fi B 1Y Freezing medium [ AF B 7E SD/-Leu FILIY A KAE ML . A and B were used to calcu-
late the transformation efficiency of the cDNA library,which represented the growth of 10~ % and 10~ * diluted with NaCl yeast resus-
pend solution on SD/-Leu medium, respectively; C and D were used for counting the titers of cDNA library, which showed the growth of

1075 and 107 diluted with Freezing medium yeast resuspend solution on SD/-Leu medium, respectively.

B 2 cDNA XEBf# SD/-Leu FIM EHAEKIFRL
Fig.2 The growth of the cDNA library yeast on SD/-Leu medium
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pL 107° NaCl YRS 7 SD/-Leu 1L _E 4K H 36 45
7% ,900 1. 107" NaCl YRS #£ SD/-Leu Y1 [ K
oA A RTETE s R AE R 2 R 1,192 X 10° %%
tbF/3 pg pGADT7-Rec F11.178X 10° % {1k 1/
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C.D),200 pL 10°° FM YRS 7 SD/-Leu “F1IL | &
46 N Y ,200 pL 107 FM YRS 7£ SD/-Leu
LK 6 A BB VK s i cDNA SCE /Y F 3
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1-38 . Wi 7% 415 The number of clone; M ;: Trans 2K Plus DNA Marker; M, :DS™ 5 000 Marker.
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cDNA X EH) PCR &l 45 &

Fig.3 The PCR detecting results of the cDNA library
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QDO:SD/-Ade/-His/-Leu/-Trp; IP1-1P26 : HEAE# H % 5 The number of putative interacting protein; PC: BH X} B Positive con-

trol; NC: [H: %} B8 Negative control.
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Fig.4 Confirm the screening results by cotransformation
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Construction of a yeast two-hybrid cDNA library for
gene interaction during heading stage of rice

PENG Qiang WU Chang-yin

National Key Laboratory of Crop Genetic Im provement ,
Huazhong Agricultural University sWuhan 430070,China

Abstract A yeast two-hybrid ¢cDNA library of penultimate leaf harvested from the rice cultivar
Zhonghuall before its flowering transition was constructed to study the molecular network of flowering
regulation. The high-quality total RNA was isolated and the first-strand cDNA was obtained by reverse
transcription using primer Oligo(dT). The double-strand ¢cDNA was amplified by using Long Distance
PCR. The ¢DNA library of rice penultimate leaf was generated by using homologous recombination-me-
diated SMART technology in yeast strain AH109. The testing results of library’s quality showed that
the transformation efficiency of ¢cDNA library was 1. 185X 10° transformants/3 pg pGADT7-Rec with
the titers of 2. 65X10% cfu/mL and the recombinant rate of 94. 7%. The sizes of inserted fragments were
ranged from 350 bp to 2 000 bp. These data indicated that the cDNA library could be used to screen in-
teracting proteins of the flowering time gene in rice.

Key words flowering time gene in rice; yeast two-hybrid; SMART technology; ¢cDNA library; rice

penultimate leaf
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