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REFRIE N/ 2MSHARIE S5, 1% 1 d IR IE/IBEH K 53
REBIEE K. YW KE 4 5 ETE, BF R so-
lanacearum,48 h J5 BUih T AR R AR B BB X 24 38 SO .
L2.2 JRIREMNDE R PECE AR R E R
% A TZC WRREFR I 28 CRARIER, ERIF IR
BEH 1.0X10° CFU » mL ! A FARFPE N 30 min /5
kBTG

1.2.3 & RNA FHREUY cDNA &R, FIFH Trizol ¥4
BB A RNA, 2853 L kRS -4 4% J5 A1l A Oligotex mRNA
Kit(Qiagen) /3B 4lifk mRNA, LI 4.5 pg mRNA iR,
L-RT(5'-TCATCTGCAGCTOGAGCACAACTTTGTACAA -
GAAAGTTGGGTTTTTTTTTTTTTTTTTTTTTVN - 3)
HE1Y, AR 18 cDNA, DISS 1 5% cDNA iR, fin
A DEPC-treated water 92 pL, 5 X second strand buffer
30 uL,10 mmol « L™ Ceach) dNTPs 3 uL,E. coli DNA
ligase(10 U « pL™') 1 uL, E. coli DNA Polymerase 1
4 yL,E. coli RNaseH(2 U » uL™') 1 L, 16 C ) 2 h,
JmA T4 DNA polymerase 2 pL.,16 “C )i 5 min, & /R4
2 4 cDNA,

1.2.4 XU cDNA fin 5’83k cDNA Bi#7 34 L, 10 X
T4 ligase buffer 5 pL,5" Adapter (1 pg « L 71)10 pL, T4
DNA ligase(40 U« uL 1 pL,JB4JJ5 16 CHEfL 16~
24 h, B A 2 L 10 mmol « L 'dNTP,2 L T4 DNA
BAHE,16 CHCE 20 min, #hFAR M, 3 MG, B4
EREERE 14,3t 3 4. 5’ Adapter £ 5.5 -CAGAT-
TACGCTCATATGACAACTTTGTACAAAAAAGTTGG
(AA-3',

1.2.5 cDNA [¥—fbAbTE % 1. 2.4 351519 cDNA
FIFZBEFIER A 4 pL 4 X232 buffer,98 °C 2 min,
68 °C 5 h,4R/GMA 4 pL 5XDSN buffer, A 0.2 pL
7 DSN (1 U uL V), B T 68 C/RM 3 min, AIA
10 pL EDTA{BA), IMASFRTRI B A5l 4R 1 k. #
AR T S ERUIVE W F 80 wL DEPC K, BU1 pL
1377, R FIUAZR ST DNA BB 1 ,cDNA DSN
treatment 79 pL, 10 X PCR buffer 10 pL.,10 mmol « L™
(each) dNTPs 4 ;1,50 mmol « L' MgSO, 5 pL,Primer
F(100 ng * ') 1 pL,Primer R(100 ng * pL7') 1 L,
Tag DNA Polymerase 1 pL, RN F2)F 95 C 1 min;
95 °C 30 5,60 “C 30 s,72 °C 6 min,5 MEF. KA 1%H
BWR BT AR A TSR A B KA DA P24, e B i
1 kblh kA H Bt. 5149 ¥ 3 A Primer F.5 CAGAT-
TACGCTCATATGACA 3', Primer R: 5 TCATCTG-
CAGCTCGAGCACA3',
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59,50 'C | R 1 h, K 3% 82 7= 4 i 1 B % 4k K B AT 8
DH50 B2 A 400, B F 37 °C,225~250 r » min ' 53
/41 h, BUEEAERE]K 10 pL #5881 000 55, A
HECE 10 pL 34 LB FMR (& 50 mg « L' HFX HE
£),37 CHFEAK, 5 2 Xt H % (CFU .

mL ") =4 _E A TEREE <100 X1 000/10 pLs SCHE B
VEB(CFU) = B 7% 5 (CFU « mL ™) X 3¢ 2 A R AR
(ml), FEHIPRIBCEAR Y 24 B 5EkE, PCR 973, F vk
I PCR 7=4) K/, PCR &5 4 F. 5-TAATACGACT-
CACTATAGGGCGAGCOG -3, R: 5'-GTGAACTTGCGG-
GGTTTTTCAGTAT -3,

2 BREHSW
2.1 & RNA B4 EU mRNA f) 555

1A AT, BT 2 R R RE & RNA 257578 Wi, T8
Fefi , o A DNA J53¢, H 28S Fy25 8 2 18S Y 2 f%.
[ B ODyso / ODsgy 1 ODsso / ODsy {E #E 1. 8 ~ 2.0, [ it
RNA FREBRFSEEER. FIH Oligotex mRNA Kits iz
F &5+ B mRNA, Bk 45 R % B mRNA 4778 Wi, 295
BICIR 345 , ToRE A (B 1B, i & A 4%, BRI mRNA ) i
B LI R ERE,

7 1. B RNA;2. mRNA; M. 1 kb Plus DNA Ladder,
Note: 1. Total RNA;2. mRNA;M. 1 kb Plus DNA Ladder.
B 1 #FREIBE RNA(A)S mRNA(B) k&R

Fig. 1 Electrophoresis result of total
RNA(A) and mRNA(B) of eggplant root

2.2 EFREHEE

i 2A AT, R 3RTE L 250 TR T, EARS
2.5X10° CFU » mL ™" ; #%4kJ5 3631 5 mL # JR 45 B8 W,
FrLL A EEZS &R 1.25X 107 CFU, M FHr H Bl AL 1% B
24 NFREHEAT PCR Kyl , PCR 45 5 %= 8, L FH R
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2 000 bp
1 650 bp

1 000 bp

T :1~24. EHJFR; M. 1 kb Plus DNA Ladder,
Note;1~24. The recombinant plasmid; M. 1 kb Plus DNA Ladder.
2 BRI ZE cDNA XER#AT
Fig. 2 Detection of yeast two-hybrid cDNA library
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Construction and Evaluation of Yeast Two Hybrid cDNA Library for
Eggplant Root Inoculation With R. solanacearum

XIAO Xi'ou'? ,LIN Wenqiu''?,LI Wei'? ,GAO Xiaomin'? ,LYU Lingling'"?
(1. South Subtropical Crop Research Institute, Chinese Academy of Tropical Agricultural Sciences, Zhanjiang, Guangdong 524091;
2. Construction on the Research and Development Center of Industry Technology for Provincial Modern Agriculture (Key Tropical Crops),
Zhanjiang , Guangdong 524091)

Abstract; Taking ‘Q31-1” eggplant as test material,the yeast two hybrid cDNA library was constructed after the eggplant
inoculation with R. solanacearum, in order to research the interaction mechanism between the eggplant and R.
solanacearum. The results showed that the library contained 1. 25X 10" CFU with 100% recombination rate based on 24
randomly selected clones. The result of PCR showed that length of insert cDNA fragments was greater than 1. 5 kb. The
results demonstrated that the library could be used to screen the interaction protein.

Keywords : eggplant ; R. solanacearum;yeast two hybrids;cDNA library
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