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A method has been standardised for the fsolation of large numbier of protoplasts rom youny leaves of
Hezwa brasthiensis, which could be another source for culturing protoplasts for somatic hybrridisalicn. It was
observed thal selection of suitable ensymes, their combinations and concentrations, PH of the incabation
medium, duration and temperature of incubation are vory mportant in the protoplast iselation praced e
Standardisation of thess parameters in the preparation of leaf Hssoes for erzyme digrshon, purification
and protoplast viability is discussed, Inthis study, 95 per cent healthy and viable protoplasts were abtained
from young leaves of one-year-old planls digested with 1.0 per cent Macerozyme R10 and 1.5 per vent
Cellulase Onaeuka K10 along with 0.7 M mannitol as esmoticum at pH 5.5 at 35 7. Lsolated protoplasls
were tinally purified using sucrose gradient (0.7 M and 0.5 M sucrose solwlions) method. Purificd protoplasis
were found as light green layer hetween the 0.7 M and 0.5 M sucrose favers. Viahility of protoplasts was
ascertained using Fluoscein-di-acetate (FDA} staining, The study alsa imdicated the polenlial of wtilising
leaf mesnphyleells of young H. brasilisnsts plants for protoplast isolation and ts use far somatic hyleridisalion
studies In crop impravement programmes.
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INTRODUCTION

Protoplasts isolaled from higher plants
provide a fairly uniform population of
genetically similar single units. Plant
protoplasts open up a new avenue to utilise
them in mamy molecular bioiogy techniques
including the genetic modificalion of plants.
The successtul isolation of protoplasts [rom
plant tissucs is a prerequisite for their use in

regeneration of hybrid plants has been
suggesled as a technique for introducing
greater genetic diversity in plants for
breeding purposes. In recent years, a number
of methods have been described for
accomplishing protoplast fusion (Power et
al,, 1970; Compton ¢} al., 1999). Somatic
hybridisation bypasses biological barriers
and creates new evolutionary opportunities
that would be difficult to accomplish

physinlogical, biochemical and virological
studics. In addition, protoplasl technology
can offer a betler tool for achieving crop
improvement, if plant regencration from
protoplasts can be achieved. T vitro fusion
of plant protoplast with subseguent

throurh natural or conventional breeding
technigues. =

Isolation of plant protoplasts using
enzymatic degradation of cell walls,
developed by CL‘ILkmg {196} opens up anew
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