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1,3:DL2000 DNA marker; 2: K 4i LY X EE DNA; 4. 4ifb )5
845 DNA, Lane 1,3:DL2000 DNA marker; Lane 2:Double-
chain DNA before purification; Lane 4: Double-chain DNA after
purification.
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Fig.2 Synthesis and purification of double-chain DNA

AT cDNA SCHE BRI 0% 5 B AT P49 /N DA &
AR BT P58, A was used to calculate the transformation
efficiency of the cDNA library; B was used to show the size and
the colony of one plate.

3 %Y E. coli Transl-T, &% FE

Fig.3 Transformation E. coli Transl-T, and coating plate
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Rt ALk 356 - ML 200 24~V L UL pGADT7-
rec-New iRl i 59 T7 #1 3'-AD 3 514
HATH I PCR, Gt ¥ 34 1 h Bemy K/ANRL R A~ 45
GERRWL 01700 BRI R AR RE Y 1 AMIR DNA Bt
(B 4A.B), Hidr 0.2~0.5 kb A Bt 5 28.3%,0.5~
0.75 kb (5§ 17.8%,0.75~2.0 kb i 45.6% , K9 4
WA B 8.3% (R 1), # 0.5~2.0 kb NAH R B
THA AR AD-cDNA FukL SCE A 8%k 5 63.4 %,
R TR JBORL SC P A AT 1R TR B RE 1 A AR
HEE R R XM DNE2 ., NAD1 ,NCR247 .Lb .SST1

ALB:BEHLE P PCR; C. MR E MK PCR; A, B,C B4 —511U% DL2000 DNA marker. A and B showed the cDNA insert size
checked by random colony PCR; C showed to check the ¢cDNA library with known gene’s primer.
B 4 #RE AD-cDNA T4 3T FE i BT 21
Fig.4 Quality test of nodule AD-cDNA library
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Table 1 Statistics of insert size and ratio

from random colony PCR

J BER//kb H R/ %
Fragment size Amount Ratio
0.20~0.50 65 28.3
0.51~0.75 41 17.8
0.76~2.00 105 45.6
K H Not amplified 19 8.3
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CK-

SD/-leu

1N ATERBERA T &4 (BB A) ABA 1§ SD/-Leu F#t I, CK+ ( p53-ABA/pGADT7-Rec-New-53) HJ 1E X B, CK — (p53-ABAi/
pGADT7-Rec-New) N XF &, All the 11 clone are spotted onto the plate SD/-Leu with or without ABA,CK+ ( p53-ABA/pGADT7-
Rec-New-53) is the positive control and CK— (p53-ABAi/pGADT7-Rec-New) is the negative control.
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Fig.5 Further confirmation of screening result
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Applying Gibson cloning technique in constructing cDNA library
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Abstract

The mature nodules of Medicago truncatula (A17) were used to construct a cDNA li-

brary with Gibson cloning technique and SMART ¢DNA library construction technique.The result of li-

brary testing showed that the transformation efficiency of the library was 7.74 X 10° transformants/3 pg

pGADT7-Rec-New.Some colonies were randomly picked to run PCR.Results showed that the inserted
DNA fragment size was ranged from 0.5 kb to 2.0 kb, with the recombinant rate of 91.7%.The cDNA li-

brary was stored as plasmid.This method can be used to construct library for yeast one or double hybrid

and other plasmid library.The library was used to find protein(TF) that can interact with the DNA frag-

ment of interest and some TFs were obtained.
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