
cellulose Rs, pectyolase Y23 and macerozyme R10. The ionic solution (CPW) was used to 
prepare the enzyme mixtures. Different concentrations of (3%,5%, &% and 11%) of 
mannitol and sorbitol were used to determine the best osmoticum for isolation of 
protoplasts. 
 
The enzyme mixtures were filter sterilized at pH 5.8. For each isolation 3 g (fw) of 
packed cell volume of cell suspension was incubated in 14 cm Petri dishes containing 10 
-12 mL enzyme solution and kept on a rotary shaker at 60 rpm in dark at at 27 ºC. The 
incubation period varied 3,4,6,8 and 12 h. The protoplasts were filtered through a 45 µm 
nylon mesh after incubation. The filtrate was centrifuged at 600 rpm. For 5 min. and 
rinsed with CPW 9 M solution which contained 9% mannitol. 
 
The viable protoplasts were separated using CPW solution containing 21% sucrose and 
were resuspended in CPW 9% mannitol solution. The protoplast counts were made 
using a Fush Rosanthal hamecytometer and viability was assessed using fluorescein 
diacetate. 
 
Suspension cells in the logarithmic growth phase (8days after sub culture) produced the 
highest viability in isolated protoplasts. The quality, age and subculture period of the 
cell suspension directly influenced the yield and the viability of protoplasts. The enzyme 
mixture consists of 2% cellulose, 0.2% macerozyme RS and 0.02% pectyolase and 6 h 
incubation period showed the highest yield [6x104 g (fw0] of viable protoplasts. Among 
the osmoticums tested the best results were achieved with 9% mannitol. The optimum 
conditions elucidated for isolation of protoplasts will be used for the standardization of 
a protocol for the isolation and culture of protoplasts in tea. 
 
B – 64 
 
Effect of fruit pulp on viability of Palmyrah (Borassus flabellifer L. ) seeds 
 
The seedling vigour in the dioecious palmyrah palm is determined by many factors 
beginning from pollination. Existence of fruit pulp influenced the viability of seeds. The 
germination potential of the palmyrah pulpy seeds and their subsequent tuberization 
was assessed. 
 
An experiment was conduced to determine whether the fruit pulp has any influence on 
viability of palmyrah seeds. Its was found that there are significant differences among 
four treatments. When comparing the treatments of pulp unextracted and pulp extracted 
seeds and their subsequent tuber weights, the tubers produced from pulp extracted 
seeds had higher  fresh weights (P=0.05). When the tuber responses from pulp extracted 
seeds and pulp unestracted sun- dried seeds were compared, the tubers from pulp 
extracted seeds were superior. It was also found that the tubers from pulp unextracted 
seeds. Tubers produced from fresh unextracted seeds showed the least size. 
 
The fresh tuber length in pulp extracted seeds was greater than that of pulp unextracted 
seeds. Comparing the tubers of pulp extracted seeds and pulp unextracted sun-dried 
seeds, the fresh tuber length was greater in tubers produced from pulp extracted seeds 



(P=0.05). However there was nosignificant differences between the tuber length of pulp 
unextracted seeds and pulp unextracted sun-dried seeds. 
 
B – 65  
 
Nitrate ststus of agro- well water in the Anuradapura district 
 
In Sri Lanka, farmers use agro-well water also for drinking purpose. There is a potential 
of contaminating such water by nitrates particularly in intrnsively farming areas. An 
investigation was conducted to study nitrate status of agro-well water in tank village 
areas in the Anuradapura district. Thiswas carried out using 47 agro-wells of which 15, 
20 and 12 wells were located on well drained (WD), imperfectly drained (ID) and poorly 
drained (PD) Alfisols, respectively. 
 
Four minor tanks (Paindikulama, Maha Kanumulla, Kunchikulama and 
Thannayankulama ) in the vicinity of agro- wells were also selected for comparison 
purpose. Monthly water samples were collected from both agro-wells and tanks for a 
period of 11 months from February 1992. The samples were analyzed for nitrates. 
 
Results indicated that mean nitrate concentration in tank water was 0.2 ppm with a 
maximum value of 1.6 ppm showing presence of lower levels of nitrate in tank water IN 
contrast, mean nitrate contents in water were 7.8, 2.1 and 0.9 ppm in agro-wells located 
on WD, ID and PD Alfisols, respectively. Further, maximum nitrate content in agro-well 
water was 31.6 ppm. This study shows the potential for occurring nitrate in agro-well 
water in exceeding permissible levels for drinking purpose. 
B – 66 
 
Aglaonema, as 10 cm plants, has a jigh demand in the export markets. Large numbers of 
10 cm plants required by the importers can only be produced through in vitro clonal 
propagation. However, in vitro propagation of Aglaomena has been a failure due to 
endophytic microorganisms. Therefore, investigations were carried out with the 
objective of developing a suitable method to eliminate such microorganisms to establish 
Aglaonema in vitro. 
 
Axillary and apical buds were used as explants in this study. These buds were dipped 
overnight in a solution containing a mixture of 1 g/L Benlate and 140 mg/L 
Streptomycin. Then they were exposed to standard sterilization with NaOCL followed 
by 0.1% mercuric chloride for 5 minutes. Explants were washed with sterilized water 
and kept in 250 mg/ L Cefotaxim. There were 80% buds free of microbial contamination, 
and 100% of these showed active growth. 
 
Mercuric chloride is a toxic substance, and therefore a suitable modification to this was 
sought. The explants exposed to the same procedure as above and washed afterwards 
with 6% hydrogen peroxide for 1½ h instead of HgCl2. The survival of buds in this 
experiment was 75% but the shoots grew and proliferated better than the shoots of the 1 
st experiment. 
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