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AINUDT 2

12 1 1 1 12 1
(1. / 571101
2. 571101)
1 DNA AtNUDT2
pBAR-GUS3 pNUDT2P-GUS GV3101
(2
) GUS 3.5~4 .
AtNUDT2 ; Pst. DC3000  Pst. DC3000 AvrB
s AtNUDT2; ; GUS
Q785 A
Nudix( nucleoside diphosphates linked to some moiety X) Mg’
. . ( ) 250 ; (-X)
( NDPX) NMP +P - X, 23
Nudix ( motif/box) ' . Nudix : MutT
2 NUDTI ; NUDT21 mRNA;
Nudix ;
i, 24 Nudix (
AtNUDTs) ° (AeNUDTT - 11) (AtNUDT12 - 18) (A:NUDT19 -24)
Nudix 0=, Takahi-
sia Ogawa AtNUDT2 10 AtNUDT2
o AtNUDT2 o
1
1.1 ( Arabidopsis thaliana) ; (E.
coli) DH5 ¢+ ( Agrobacterium tumefaciens) GV3101 pBAR-GUS Pst. DC3000  Pst.
DC3000 AvrB ; pMD18 — T vector TaKaRa o N
Promega Sigma o
1.2 DNA o

47650p5: AACCGGTGAGATTTATACCTGAGAGAGAGAC
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47650p3: AACTAGTGGTGGAGCAACTGTGAAACG

1.3 DNA (1 DNA N 12 . (2)
TIANGEN DNA - (3) CTAB 2 DNA.
1.4 (1) B (2)
25 mg * L™ glufosinate 150 wL RELY ( 18.19% glufosinate am-—
mounium) 1L s 4%C 2d 22 ~24°C 16 h
1.5 PCR NaOH DNA DNA BAR-
219F( GGTCTGCACCATCGTCAACCACTACA)  BAR-671R( GGCAGGCTGAAGTCCAGCTGCCAGAA)
PCR o 194 C 5 min; 94 C 40 s 55 C
30s 72 C 40 s 25 ; 72 C 5 min. PCR w=1% o
1.6 DC3000 14 :
King’ s Medium(  Rif 50 g * L") 28 C 24 h 40 mL King’ s Medium
28 C 0Dy, =0.6 o
10 mmol « L™"  MgCl, ODg, =0.1 .
6 (6 ) 3 1 524h GUS
10 mmol = L™"  MgCl, o 8
3 .
1.7 GUS T2
331 2 T2  GUS 8 T3 4
GUS 2 :
X-Glue( 1.0 mmol * L ™' X-Glue; pH7.0 50 mmol * L™ ; pH8.0 10 mmol « L'
EDTA-Na; ¢ =20% . ©=0.1%  Triton X —100; 10 mmol * L™' ) 37
C 0 =50% o
2
2.1 AINUDT 2 . GenBANK AtNUDT2
47650pS  47650p3 DNA PCR o 194 C 5
min; 94 C 50s 55 C 40s 72 C 90 s 25 ; 72 °C 10 min. PCR w =10
gL 1 400 bp ( 1) .
pMDI8 - T X—al IPTG LB 2
PCR . PCR 1 47650p5  47650p3 2
PCR DNA PCR 1 000 bp 2000 bp
1 0
2 Agel  Spel o GenBANK
( ) AtNUDT2 pNUDT2P,
2.2 pNUDT2P  Agel  Spel 1 400 bp
pBAR-GUS 47650pS  47650p3 PCR
3 Agel  Spel 4 . PCR
GUS pNUDT2P-
GUS. GV3101
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2 000 bp

2 000 bp
1 000 bp

1 000 bp

1 ANUDT2 L4 51X PCR 44 F Pl 2 AL pNUDT2P i) % 5
AL R pNUDT2P 19 PCR %5 1~2, F LT pNUDT2PAge | + Spe |
1. B H 4 DNA SR EY ANUDT2 g 3E 4 51X PCR §7 M: DNA Marker

Hapegy2~3, WU R pNUDT2P 3 BR 19 PCR 37 1=
B4 ddH0 A EEHTAY 5 ) s M: DNA Marker

15 000 bp
10 000 bp
7 500 bp
2 000 bp 5 000 bp &090-hg
1 000 bp 2 500 bp 1 000 bp
750 bp
1 000 bp 500 bp
250 bp
100 bp
[5 3 UK pNUDT2P-GUS [5 4 WA FR pNUDT2P-GUS 25 RPN PCR %8
iy PCR %5 Y k70 2 5 M:DL2000 DNA ladder; 1. Bk pNUDT2P-
L Wk pNUDT2P h AR 1 PCR 371 1~2 A i pNUDT2P-GUS / GUS PCR 1" B5 7= 4 ; 2~4 - UL P I PO 0k 1 K
75 2~3 Bk pNUDT2P-GUS Ky Age 1 + Spe | ;M: DNA Marker PCR 454 ™4

Wiy PCR 4755774 ; M: DNA Marker

2.3 PCR AtNUDT2 GUS
58 o BAR -219F BAR -671R PCR
5 o 5 pNUDT2P-GUS 250 ~
500 bp 1 bar
2.4 AINUDT2 bar T,
(2 ) GUS AtNUDT2
( 6A) ( 6B)

A
B 6 ANUDT2 i 30 F {8 ji 37 o 1 33Kk 7 Wil Pse.DC3000 & Pst.DC3000 AvrB
A:FURE: B: S M AINUDT2 It 81 T 5 R0k
A U Pst.DC3000 i 5B 45 L Pt
DC3000 AvrB i

2.5 Pst. DC3000  Pst. DC3000 AvrB  AtNUDT2
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Pst. DC3000  Pst. DC3000 AvrB AtNUDT2 Pst. DC3000  Pst.
DC3000 AurB T2 GUS 8 T3 3.5~4
o 1 524h GUS
10 mmol * ™' MgCl, ( CK) 7o
1 524h GUS o
3
Nudix AtNUDT2 ° AtNUDT2
o DNA AtNUDT2
pBAR-GUS, pNUDT2P-GUS GV3101
o 2 GUS
3.5~4
AtNUDT2 ; Takahisa ( AiNUDT2 N
) N AtNUDT2 . (
6) o o Jambunathan (Col-0)  AtNUDT2 AtNUDT6
AtNUDTT o, Pst.
DC3000  Pst. DC3000 AvrB GUS Adams—Phillips
7 AtNUDT2 o
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Cloning and Functional Analysis of Promoter AINUDT2
in Arabidopsis thaliana

ZHANG Xiu-chun'> WU Kun=in' SUN Jian-bo' XIA Yi§i' PENG Ming' > LI Wen-bin
(1. Institute of Tropical Bioscience and Biotechnology Chinese Academy of Tropical Agricultural Sciences and Key Laboratory
of Biology and Genetic Resources of Tropical Crops Ministry of Agriculture Haikou 571101 China; 2. Environmental Safety Supervision

and Inspection Centre for Genetically Modified Plants and Microorganisms used in Plants Ministry of Agriculture Haikou 571101 China)

Abstract: 5” -UTR of AtNUDT2 was cloned by PCR from Arabidopsis thaliana and inserted into pBAR-GUS to
form a recombined construct pNUDT2P-GUS. The construct was then used to transform wide-type A. thaliana
through Agrobacterium tumefaciens by mediating. A batch of transgenic A. thaliana with 5° -UTR of AtNUDT2
was obtained through glufosinate screening. The transgenic plants ( 2 weeks old) were then histochemically
stained to assess their GUS activity and the leaves of the 3.5 ~4 weeks old plants were inoculated with patho—
gens to observe their pathogenic expression. The results showed the promoter of AtNUDT2 produced is constitu—
tive. Furthermore the expression of the promoter were not induced by the Psi. DC3000 and Pst. DC3000 AwvrB.
Key words: promoter; AtNUDT2; clone; GUS staining



