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Abstract

A dome-shaped Aranda bud was obtained when cultured
on VW (Vacin and VWent,1949) agar medium for 1 mont.h., After
removing the leaves and the apex from the bulging bud and
transferring it to liquid culture medium, protocorm-like
bodies were developed within 1-2 months. When these
protocorm-1like bodies were transferred ontoc the same agar
nedium, complete plantlets occurred within 2-3 months.

Protoplasts were isclated from the young leaves
of cultured aranda plantlets. One gram fresh weight of the
young leaves was digested with 10 ml of enzyme solution
containing 2 % (w/v) Cellulase "ONOZUKA R-10", 0.7 M sorbi-
tol,10mM CaCl_.2H,0, 10mM MES (2 [N-Morpholinolethanesulfo
nic acid) and the final pH was adjusted to 4. The mixture
of leaves and enzyme solution was incubated at 307 ¢ for 7
hours on a gyrotary shaker with an agitation speed of 40
rpm. The average yield of isolated protoplasts was 3.6x10°
protoplasts/ml. The protoplast culture was investigated
according to the different types of initial densities,
culture techniques,and types of media. The best result

found was 1x10 initial protoplasts/ml cultured in liquid




or semisoclid NT (Nagata and Takebe, 1970} medium supplemented
with t mg/1 2,4-D (2,A—dichlorophenoxyacetic acidy,1 mg/l
BA (N“-benzyladenine) and 0.4 M sorbitol under dark
condition. After 3 days 1in culture, wall formation was
clearly visible as monitored by the fluorescent brightener
(Calcoflour White); however, cell division and further

growth of protoplasts were not evident.
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FiI1EQ1L A

aqﬁﬂisnauﬁaﬁaﬂﬁﬂigmidﬂaﬂ Taun KC (Knudson C, 1946),
VW (Vacin and Went,1949), 1/2MS (Murashige and Skoog,1362),

B5 (Gambhorsg B-5,1970) uas NT (Nagata and Takebe, 19707

Chenicals KC,mg/1 Vv,mg/1 1/2MS,nmg/l B5,mg/1 NT,mg/1

Macroelements

CaCl,.2H,0 - - 220 150 1100

Ca(NO,),.4H,0 1000 - - - -

2

ca, (PO,), - 200 - - -
KM, PO, 250 250 85 - 27
KNO - - 850 2500 101
Mgs50,.7H,0 250 250 185 250‘ 120
Nah_PO,.H,0 - - - - 150 -
(NH,),S0, 500 500 - 134 -
NH,_NO - - 825 - -
Hicroelements

CDCla.BHEO - - 0.025 8.025 -
CuS0,.5H,0 - - 8.025 0.025 g.011
H,BO, - - 6.2 3 -

K1 - - 0.83 0.750 g.118
SO, . 4H,0 7.5 5.7 22.3 10 -
Na_MoO,.2H 0 - - 0.25 0.25 -

1
1
o

Zn80,.7TH, 0 .14 2 -
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Chemicals KC,mng/1 Vi, mg/1 HS,mg/] B5,mg/1 NT,ng/1

Iron

Fes0,. 71,0 25 - 13.92 - -

Fe, (C,_H,0,) . H,0 - 28 - - -

Na_.EDTA - - 18.62 2B -
Organic componenis

Glycine - - 2 - 2

Myo-inositol - - 100 100 100

Nicotinic acid - - 0.5 1 -

Pyridoxine HC1 - - 0.5 1 -

Thiamine HCI - - 0.1 10 1

Sucrose 30000 - 30000 - -

Coconut waber 15% 15% 15% 15% 15%
pH 5.0 5.0 5.6 5.5 5.8




