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Thesis Title Isolation and Culture of Gloxinia Protoplasts
Author Ms. Mayuree Wuttisit
Major Program Biological Sciences

Academic Yeocar 13895
Abstract

Multiple shoots were induced from various parts of
Gloxinia on MS ( Murashige and Skoog, 1962 ) medium
supplemented with BA (benzyladenine), NAA (l-naphthalene-
acetic acid) and combination of BA and NAA at different
concentrations, It was found that multiple shoot formation
from leaf was Dbetter than other parts. MS medium
containing BA, NAA and combination of BA and NAA at 1 mg/l
each produced 69, 47.5 and 92 shoots per leaf explants,
respectively.

For root initiation, all shoots were transferred Lo
MS wmedium supplemented with either TIAA (indole acetic
acidy, iBA (indole butyric acid), NAA cor MS hormone Iree
medium. The results revealed that MS medium containing
3 mg/l IBA gave the highest number of 40 roots per shoot
explant. The obtained roots were white, long, healthy and
branched.

Protoplasts were isolated (from young leaves of

cultured Gloxinia plantlets. One gram of fresh weight leaves




{longer than 2.5 c¢m.) was digested with 10 ml of enzyme
solution containing 3% (w/v) Cellulase Onozuka R-10,
0.4 M sorbitol, 10 mM CacCl_.2H,O, 10 mM MES (2 [N-Morpho-
linoethanesulfonic acidl). The mixture of leaves and enzyme
solution was incubated at 30°¢ for 5 hours on a
gyrotary shaker with an agitation speed of 40 rpm. The
average yvield of isolated protoplasts was 3,5%10°
protoplasts per ml., The protoplast culture was investigated
by using different numbers of initial densities, culture
methods and types of media. The best. resulils  found
wvere 5x10° protoplasts per ml. ~cultured in liquid

M8 medium supplemented with 1 mg/l 2,4-D (2,4-Di-~
chlorophenoxyacetic acid), "1 mg/1l BA. and 0.4 M sucrose
under dark condition. After 5 days in culture, wall
formation was evident, conbinued division of cultured
protoplasts had resulted in‘small groups of cell suspension

which were easily seen within 21 days after isolation.
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