(2)

UNANEa

agEu myo-inositol-1-phosphate synthase (MIPS) 1inghasuiuluredenau wazaunse
Andonuazimnzidssgadenauinwlasiugnssuliiamduenguinudasiugnssuld  wagldtni
wAaaaaINNsnzdesluiugeuvesdesgniugueuniy 3 wazdesll FelddmSunisvedeu

32UU CRISPR/Cas9

lAvanIuU target sequence UBIBU MIPS 31U 4 funids wazladenunsnuday target

sequence DNA wanafin pRGER32 1y CRISPR/Caso-MIPS 4 wila a1nialevdng

Y

Agrobacterium tumefaciens mEJWUS: EHA 105 Wiglddmsune CRISPR/Cas9-MIPS usiazaiinidig

&

wARdANgUARLUATUINTINLAzUARAgREUSVRULAY 3 uazdeedl  wudl  @nwnsaany
CRISPR/Cas9-MIPS Linduadunadarsvosenguinulasiugnssuuazdosia 2 wlalddiia was
anusadniilieadmaniuiaunduiuld Jahluasadeuniaiiin deletion vasdu MIPS fifieglu
Fluuvesiinrts 3 wlandulinuniafn deletion wiogndln Fnilunsrapunisduaseilusi
Cas9 Aldnunisdaaszilusiudsnan Jadululainnishiia deletion Tudlunflamgainnslad
MsdaATIesiaUsAU Caso thues Ssdndudesiinsnsiaaouruanysalves CRISPR/Cas9-MIPS 31

fanlandraguamelunielineuianly

ABSTRACT
The myo-inositol-1-phosphate synthase (MIPS) gene was transferred into leaf cells of
tobacco and the transgenic tobacco plants were produced. Calli were also induced from the
most inner young leave of cultivated sugarcane cv. Khonkan 3 and wild sugarcane. These

plant materials were used for testing CRISPR/Cas9 system.

The four target sequences of MIPS gene were designed. The target sequence DNA
fragments were inserted into pRGEB32 to generate the 4 types of CRISPR/Cas-MIPS. The
recombinant plasmids were introduced into Agrobacterium tumefaciens EHA 105. These
Agrobacterium were used for transforming CRISPR/Cas-MIPS into transgenic tobacco and

sugarcane callus. It was found that CRISPR/Cas-MIPS was successfully transformed into
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transgenic tobacco cells and the cells of both sugarcane species. The plantlets were
regenerated from those cells. The detection of deletion in the MIPS gene in the genome of
those three transformed plant species was done. It was found that there was no deletion
took place in the MIPS gene. The determination of Cas9 protein in those transgenic plants
revealed that there was no such protein accumulation in the cells. This might be the reason
of no deletion in the genome. It is necessary to examine the completion of the CRISPR/Cas9-

MIPS before using.
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