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Fig. 1 Construction flowchart of the double T-DNA co-transformation vector Az2-pPTN133
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Fig. 2 PCR product of At2 gene
Note: M:DNA molecular marker DL 2000;1:PCR amplified product;

2:Negative without template.
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Fig. 5 Single restriction patterns of pPTN133 vector by EcoR 1
Note: M; DNA molecular marker DL 15 00031 Single restriction patterns.

M12 34567 8910

6 #ifk GpPTNI33 WEE
# :M:DNA 4+ F i i A7 DL 15 000;1~10. B4 kL,
Fig. 6 Identification of recombinant plasmid G-pPTN133
Note: M; DNA molecular marker DL 15 000;1~10:Recombinant plasmid.
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Fig. 7 Identification of recombinant plasmid A-pPTN133
vector by Hind III
Note: M: DNA molecular marker DL 15 000; 1: Single restriction

patterns; 2 Plasmid without restriction as control.
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Fig. 8 PCR product of co-transformation plasmid Az2-pPTN133
Note: M; DNA molecular marker DL 15 000;1~9:Recombinant plasmid.
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Fig. 9 Identification of recombinant plasmid A-pPTN133
vector by Hind III and EcoR 1
Note: M: DNA molecular marker DL 15 000; 1: Single restriction
patterns by Hind III;2:Single restriction patterns by EcoR L

3 Wit 5%t
bEE YRR R AR, R RS AREEY R
BIEWE P EECEMER,HEERERAEEN,

111

PDF SCH# ] "pdfFactory Pro™ X RAG)E www. Fineprint.cn



http://www.fineprint.cn

- EYEAK -

wF @ & 2012012):107~112

S SN AE ) % S 9] R — 45 32 5 T 1) 1) R, 12 1)
AAA IR 58 FB 5 22 4 1) B, B B R 1) A, ) A
VHEAFBEUEEEAIEY AR, HEBREH LS
) R, % O BEARIC A 5% 3 AR W R T R A ) e 2
H)—F B ST .

AT S AP CMR-17 Skt Rk, e THEE
Y A2 2, 7€ NCBI _E#t47 BLAST s HE MR 75
5 GeneBank FELA M A2 £ RIEME R 99% ;4
DNAMAN #4404 AR P 51 [RIUE M R 99. 43% . 3F
IR A2 FER R EE = XL T-DNA ¥ £k 8K F,
BESAPAEERERE KN T-DNA Y £ A #H ik
Ar2-pPTNI133, % &k & 2 /> T-DNA X. 4 1 4
T-DNA X &4 CaMV 35s J3 8 F g sl A2 3L 48 2
A~ T-DNA X &4 CaMV 35s J 3 FJd 3, TEV 3 38 F
IR R BTRR B bar,

IR E W] — A4 X T-DNA #4835
1A TR Ak 2 P, 72 57 06 00 30, 475 8% BT A3l 3 i
FEIN bar FeHEAT 7 16 , AT BH M R A BR L 2 5 TR
To 4T A3C 15 B RN S5FRi0 2 N & 45, i
et R B R R R & A bric 55 9 A 4 5 R
JK. XEENEREWERR T HERNIEY R EHEEEE,F
it 538 AT AR AR BLE P LR 13 PO AR B AR E
FFE R (0 18 % 0 38 B AR % AL TF BOR B HUR SR
BT A R B R T A A

S 3k

[1] Huang J,Rozelle S, Prat C,et al. Plant Biotechnology in China [J].
Science,2002,295:674-677.

[2] Qian Y. Analysis of advantages and disadvantages on transgenic crops
[I]. Biotechnology Informations,1999,5:7-11.

(3] =R, BN, DoRA, %, FREBE Y AMRAE B 092 E B B
AR R B4R, 2011,43(7) :661-672.

[4] FWERR,BLR. SWREEEHEY LR RIRIT]. AW AER, 1988
(6) :30-32.

[5] Ow,DW, 2011, The right chemistry for marker gene removal [J].
Nature Biotechnology,19(2) :115-116.

[6] Komari T, Hihe Y, Saito Y, et al. Vectors carrying two separate
T-DNAs for co-transformation of higher plants mediated by Agrobacterium,
tumefaciens and segregation of transformants free from selection markers
[J]. Plant Journal,1996,10(1) :165-174.

[7] Cleave A P,Mitrad S,Mudge S R, et al. Selectable marker-free trans-
genic plants without sexual crossing transient expression of crerecombinase
and use of a conditional lethal dominant gene [J]. Plant Molecular Biology,
1999,40(2) :223-235.

[8] Dale E C,Ow D W. Gene transfers with subsequent removal of the
selection gene from the host genome [J]. Proc Natl Acad Sci USA,1991,88:
10558-10562.

[9] Goldsbrough A P,Lastrella C N, Yoder J 1. ransposition mediated repo-
sitioning and subsequent elimination of marker genes form transgenic tamato
[J7]. Nature Biotechnology,1993,11:1286-1292.

[10] Russeell S H, Hoopes J L,Odell J T. Directed excision of a transgene
form the plant genome [J]. Molecular Genetics and Genomics,1992,234 :49-59.
[11] Miki B, Mchugh S. Selectable marker genes in transgenic plants:applica-
tions, alternatives and biosafety [J]. Biotechnology,2004,107(3) :193-232.
[12] Taler D, Galperin M, Benjamin I, et al. Plant eR Genes that encode
photorespiratory enzymes confer resistance against disease [JJ. The Plant
Cell,2004,16:172-184.

[13] Thomas C E,Cohen Y, McCreight Y D, et al. Inheritance of resistance
to downy mildew in Cucumis melo[J]. Plant Dis,1988,72:33-35.

[14] Xing A, Zhang Z, Sato S, et al. The use of the two T-DNA binary
system to derive marker-free transgenic soybeans [J]. In Vitro Cell. Dev.
Biol. -Plant, 2000, 36 : 456-463.

[15] pemgfm g e J,D. W Hi 38R, o0 F e sc s 4 mi (M. Bk, 3% .3
PR, AT B R, 2002,

Construction and Verification of Double T-DNA Plant Expression Vector of the At2 Gene

WANG Wen-ling, WANG Xian-lei, Xiong Li-man,GAO Xing-wang,LI Guan
(College of Life Science and Technology , Xinjiang University, Urumqi, Xinjiang 830046)

Abstract: Taking melon cultivars ‘MR-1" as material ,the enzymatic resistance genes At2 was amplified by PCR method

and the BamH 1 enzyme site and Sac 1 enzyme site was aso added. The results showed that its amino acid sequence
homology was 99% compared with “At2” gene published in GeneBank after BLAST in NCBI; the nucleotide sequence
homology was 99. 43% after analysis by DNAMAN. The acquired gene was ligated to plasmid G-pPTN133,and therefore
the GUS gene was replaced of vector A-pPTN133 was constructed. The plasmid A-pPTN133 was digested by Sac I and
then ligated to the vector pPTN133~ which was aso digested by Sac I,so0 the plant expression vector At2-pPTN133 with

double T-DNA was finally obtained. The results showed that enzymes digestion and PCR demonstrated the correctness of

the vector. The double T-DNA vector can be transformed into melon mediated by Agrobacterium tumu faciens.

Key words: Az2 gene;double T-DNA;plant expression vector ;marker-free

112

PDF SCH# ] "pdfFactory Pro™ X RAG)E www. Fineprint.cn



http://www.fineprint.cn

