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ABSTRACT

By the development of plant molecular biology
these days which has been accomplishing much an
attempt to get mutants. However, there have been
having many issues in lacking of recognition for
transformants and the right of ownership of the
gene. The breeding method of cell fusion without
any problems can easily make new variety with an
excellent character having plant itself.

The purpose of this study was therefore to carry
out to get transformants having sweeter taste and
the original character of Citrus unshiv itself using
PEG method of cell fusion.

The vield of protoplasts per gram of leaf was 7
x 10° ~ 1 x 10° /m¢ and callus cell was 1 x 10° /
mi.

The first protoplast division and formation of
micro-calli were observed 7 to 9 days and 30 to 40
days after incubation, respectively. To induce
embrvo from these calllus were inoculated solid
medium containing 1.6% agarose and 5% sucrose.
embryvo and plantlet were

Green somatic

appeared from 1 to 2 months after plating and
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transfered to MT basal medium to stimulate rooting
and shoot elongation. It was difficult to get normal
plant directly through embryo of globular, heart and
terpenoid state, and more effective method was
directly to get plantlet from the globular embryo
without heart and terpenoid state to control

properly agar concentration.
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Table 1. The enzyme composition for protoplast isolation.
For callus cell For mesophyll cell
Compound
Conc. 2/100m! Conc. g/50 ml
Mannitol 0.7M 128 07 M 12.8
CaCl 245 mM 0.036 245 mM 0.036
NaH-PO, 0.92 mM 0.001 0.92 mM 0.001
MES 6.15 mM 0.012 6.15 mM 0.012
Cellulase Onozuka R-10 0.3% 0.3 1% 1.0
Macerase R-10 0.3% 0.3 -
Drniselase 0.1% 01 -
Macerase R-10 - 1% 1.0
Pectolvase Y-23 - 0.2% 02
pH 3.8
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Fade A=A Amesophyll A E L Abelol A
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LEAA & A8t AL&g 2714 FAAHE F 3 s 22|
A Aelae T FR ZEFA T4 2w
€ ¢ 5%vbct EME WA Achuiorstel 2471 SRR WP AszvE dFAAE Fes]
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