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Development of a gene targeting method for higher plants
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In order to develop a technique of which a specific gene is disrupted effeciently by
homologus recombination, I applied the positive-negative selection method which has been
used in animal cell to plant gene-targetting using NPT II and COD A as a positive and
negative marker, respectively.First of all, I tried to cloning and sequencing Arabidopsis H=-
PPase gene by inverted PCR method. The 4.5-kbp PCR clone contained entire coding region of
H+PPase as well as partial sequence of atpC2 gene. H*PPagse gene consisted of seven-
introns and 8-exons. Now, I have been performing a screening of gene-targetted clones by

positive-nagative selection.
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Fig. 1 Cloning HPPase gone by inverted PCR
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Fig. 2 Cloning the gene for sequencmg
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-— AtpC2 aene
Kams Seguenoss ol _atart | Sequmwes af thw end | Lenath
1at exon ATGGTGICGCETOCT | ACTEOTATTTOCGAAD 22
MY AP A T &4 §F 8 E
1st_intron gtaagutatetteat | sttattrtrazaces 193
2nd axon WTECAMGTTEATTTE | TCEAAGMACCOAGCT 54
4 AT ST R NP A
2nd intron 3 ttt | ettgattatettacag 28
3rd oxon GTCATTOCTEATAAT ; ARETTOTCAMAMACTA i
¥ | A DN v Y KNTY
3rd frtren atsattteotteipx | tiattttepatttoag 102
4th exon GCADCTAYTCGTTTG | CTAGTAACOCCTACAR 28
g L F L 3 K AY S
Ath intron rtasgactoatitta | coto 3T T4 B2
Sth exon CCOTQTOCAARATAT | TOUTGCTAT TRGAAMY 330
P ¥ oo A A L &K
Sth intron rtategagoottcott | prtttettruatncag 13
6th exen GRATTTOCCATTESC | TATATCTERTGRTCAG 410
@& F A 1l @ ¥ 5 4VYa
§th intron rteaartatattote | trtttattotaticas 82
Tth cxon ATCOCCATATCASGA | CAMGAAATACATCOME g9
I AL S A XKYIE
Tth_introd gtantprsatittet | tettatatattcmoan 2
Bth axon CCTCATATATGARAR | TTTCARGTACTTCTAA 208
A QY S E F K YF .

Table.l The start aud end sequences of exons and introns
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