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ABSTRACT TE146617

Protoplast culture of Lotus was conducted in 3 experiments. In first experiment,
preliminary factors on protoplast isolation were studied. The best method for protoplast isolation
was the incubation of thin strips of young lcaves in enzyme solution containing 2 % (w/v)
cellulase onozuka R-10 , 1 % (w/v) macerozyme onozuka R-10 and 5 mM 2-(N-
morpholino)ethanesulfonic acid in CPW with 0.5 M mannitol at pH 5.4 for 6 hours and
centrifuged at 1000 rpm for 5 minutes,33x10’ protoplasts per gram fresh weight were achieved.
In second experiment, the basic medium and protoplast density were studied. It was found that the
lowest number of blasted and brown protoplasts and protoplast division were obtained on KM8p
(B) medium and the density was 2.5x10° protoplasts per ml. In third experiment, the suitable plant
growth regulators for protoplast culture were observed by using four different combinations of
following auxin and cytokinin : 2,4-D and BA , 2,4-D and TDZ , NAA and BA , NAA and TDZ.
The first division of protoplast was occurred within 1 day of incubation. There were 4 different
types of division (equai division, budding division with multiple cells, budding division with
single cell and changed form division) after 2 weeks of incubation. The highest percentages of

cell division was 18.29 which obtained from mesophyll protoplasts cultured on KM8p medium

containing 2 mg/l NAA.



