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Table 1 Locations of 19 flanking sequences in genome of Magnaporthe grisea isolate 70-15
Transformants The length of Identit Chromosome  Supercontig Position of Nucleotides of Relati
D flanking sequence/bp ey number number insertion/bp inserted position Salve gene
Y34-1001 294 98/98 100%
i 199/199 100%
a M 13.
a0 a 98/98 100% 1 5.190 1473919 C/A GG _06513.5
i 199/199 100%
Y34-1414 451 267/269 99% 1 5.195 1399425 T/G MGG _07176.5
Y34-0173 985 876/890 98 % 1 5.196 1183464 A/T MGG _01572.5
Y34-0121 295 254/268 94%
P II 5.184 404054 A/T MGG _ 02065.5
Y34-0588 191 181/192 94% MGG 02064.5
Y34-0619 257 2571257 100% II 5.184 404049 T/A - ’
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Y34-0145 1128 523/529 98% Il 5.175 1609689 G/A Intergenic region
1184 1135/1140 99%
Y34-0635 885 879/896 98 % I 5175 273060 AA
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Y34-0211 820 7541756 99% VI 5.194 2270855 C/G MGG _00529.5
Y34-0195 983 631/647 97% VI 5.194 3655404 G/A MGG _00143.5
252/252 100%
Y34-0178 325 7072 100% _b 5.139 33793 T/T MGG _ 14318.5
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Fig.2  The conidium morphology of mutant Y34-0145 A and its wild
type Y34 B Magnaporthe grisea .
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Table 2 The analysis of T-DNA nick positions in Magnaporthe grisea transformants
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GTTGTCTAAGCGTCAATTTGTTTACACCACAATATA L Y34-0635 Y34-0528-2
R right border L left border.
3
§-10 T-DNA
T-DNA T-DNA
Bundock ¢
T-DNA DNA
6 17 Y34-
T-DNA N 0121 Y34-0588 Y34-0635 Y34-0528-2 Y34-1001
_ 3N7 5% TAIL-PCR Y30
CAMBIAI300 T T-DNA
p
“ T-DNA
361 TAIL-PCR 147
pCAMBIA1301 39
19
7015 20 TAIL-PCR Y34-0635
) T DNA 3 3
; ) TAIL-PCR
DNA T-
DNA DNA
20
TAIL-PCR TAIL-PCR
T-DNA
22nt 3nt
17 T-
T-DNA
8 . T-DNA 2004
an . T-DNA

© P ER B I S BT & SR 2D

http://journals. im. ac. cn



592 LIN Chun-hua et al ./Acta Microbiologica Sinica 2007 47 4

DNA 7 Tzira T Li J Lacroix B et al. Agrobacterium T-DNA integration
molecules and models. Trends Genet 2004 20 8 375 -383.
8 Brunaud V Balzergue S Dubreucq B et al. T-DNA integration into

Y34-1469 the Arabidopsis genome depends on sequences of pre-insertion sites.

EMBO Rep 2002 3 12 1152 -1157.

Y34-0145 9 Forsbach A Schubert D Lechtenberg B et al. A comprehensive
characterization of single-copy T-DNA insertions in the Arabidopsis
thaliana genome. Plant Mol Biol 2003 52 1 161 - 176.

10 Kim SR Lee J Jun SH et al. Transgene structures in T-DNA-
inserted rice plants. Plant Mol Biol 2003 52 4 761 -773.

11 Talbot NJ Salch YP Ma M et al. Karyotypic variation within clonal
lineages of the rice blast fungus Magnaporthe grisea . Appl Environ
Microbiol 1993 59 2 585-593.

12 . T-DNA

. 2007 28 1 80-84.

13 Mullins ED Chen PX Romaine P et al. Agrobacterium-mediated

Transformation of Fusarium oxysporum  An efficient tool for

1 Valent B. Rice blast as a model system for plant pathology.
Phytopathology 1990 80 1 33 -36.

2 Xu JR Xue CY. Time for a blast genomics of Magnaporthe grisea .
Molecular Plant Pathology 2002 3 3 173 -176.

3 Dean RA Talbot NJ Ebbole DJ et al. The genome sequence of the

insertional mutagenesis and gene transfer. Phytopathology 2001 91
rice blast fungus Magnaporthe grisea. Nature 2005 434 7036 980

2 173-180.

—086. - 14 Tinland B. The integration of T-DNA into plant genomes. Trends
4 . TAIL-PCR Plant Sci 1996 1 6 178 — 184.
. T.l]gNA18 . 2004 15 Hiei Y Ohta S Komari T et al. Eficient transformation of rice

Oryza sativa L. mediated by Agrobacterium and sequence analysis

of the boundaries of the T-DNA. Plant 1994 6 2 271 -282.
2002 22 5 41-44.

6 Bundock P Den DR Beijersbergen A et al . Trans-kingdom T-DNA
transfer from  Agrobacterium  tumefaciens to  Saccharomyces
cerevisiae. EMBO 1995 14 13 3206-3214.

16 .
2000 22 5 345-348.

Spotting the positions of T-DNA on the genome for Magnaporthe grisea
transformants and study on the mode of T-DNA insertion

LIN Chun-hua® HE Chun-ping’ WANG Kui-di* LIAO Qi-heng® ZHENG Fu-cong' *"
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Abstract Using thermal asymmetric interlaced PCR TAIL-PCR 39 specifical fragments of Magnaporthe grisea genomic
DNA flanked on the T-DNA were successfully amplified from 37 M. grisea transformants randomly selected from the
mutants induced by T-DNA insertion in our laboratory. These fragments were sequenced and then compared by BLAST
with the sequences of M. grisea genomic DNA published in netwwork. T-DNA insertion positions for 17 transformants
were spotted on the genome of M. grisea. Of all the 39 amplified specifical fragments 19 were M. grisea genomic DNA
and 20 contained the vector backbone sequences. Of the 19 M. grisea genomic DNA fragments 10 flanked on the right
and 9 on the left border of T-DNA inserted. Of the 10 M. grisea genomic DNA fragments flanked on the right border of
T-DNA 9 had a 102bp identical sequence. However the 7 fragments flanked on the left border of T-DNA did not have
this regularity. The above results demonstrated that T-DNA right nick positions were relatively fixed on the M. grisea
genomic DNA similar to the ones on plant genomic DNA. The spotted positions of T-DNA on the genome for 17 M.
grisea transformants established a solid foundation for further functional genomic research of M. grisea.
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