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In vitro shoot multiplication of Stemona tuberosa Lour. and developing of the
preparat.ion methods of Stemona shoot tips fqr cryopreservation by using 1) preculture,
2) encapsulation, 3) loading, 4) dehydration and combination methods were studied.
The results showed that the optimum conditions for nodal segment and shoot tip
sterilization could be obtained when using 2 g/l Ca(OH), solution for 30 minute then
dipped in 10 mg/l KMnO, solution H,0, for 30 minute followed by 5 minute in H,0,,
1 minute in 70% Ethanol, 10 minute in 20% v/v Clorox solution and 5 minute in 10% -
Clorox solution, respeétively. The optimum conditions for embryogenic callus induction
and largest diameter of embryogenic callus (4.60+0.48 cm) could obtain when the shoot
tip were cultured on MS medium with 1.0 mg/l TDZ. Primary and Secondary nodal
segments could induce highest shoot regeneration (3.62+0.52 and 3.37+0.19 shoots).
The highest percentage of root induction (62+2.30 %) was obtained when excised
shoots were cultured on the medium with 5.0 mg/l NAA. However, The longest root
induction (6.54+0.54 cm) Was induced on the medium with no hormone. The medium

term storage of Stemona shoot tips was also investigated. The results found that the

shoot tips cultured on half-strength MS mediu'rh and incubated under dark condition at
5 °C seemed to retard shoot growth.

For cryopreservation methods, Stemona shoot tips were precultured on MS
medium supplemented with 0.4 M sucrose and 2 M glycerol at 0" C for two days, shoot
tips were then encapsulated and loading in mixture solution of 2 M glycerol with 0.4 M
sucrose for two hours. After that they were dehydrated in laminar flow for four hours at
25°C, then rapidly dipped in liquid nitrogen for an hour. The specimens were then
rapidly thawed in water bath at 40 C and transferred to culture on MS medium
supplemented with 5 mg/i BA for 30 days. The results showed that the highest survival
rate was 70x 0.81%. Shoot derived from 3 different sources; natural growing, in vitro
culture and cryopreserved shoots were tested for genetic variation using RAPD
technique. The results revealed that no genetic variation was detected when using RAPD
method. The summary results indicated that cryoperservation technique performed
a reasonable method for cost saving and labor intensive than in vitro storage and

growing in planting area.





