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Abstract : Embryogenic suspension cultures obtained from immature zygotic embryos were maintained and proliferated by
subculturing at 2-week-intervals. Protoplasts isolated from the embryogenic cells were cultured in 96-well plates containing liquid
media. After 2 weeks of culture, protoplasts formed cell walls and divided, and many of them redifferentiated embryogenic cells.
The maturation of somatic embryos occurred on media containing maltose and polyethylene glycol. After transfer to hormone-free
medium, somatic embryos germinated and formed plantlets. About 3 cm long shoot segments excised from 6 male- sterile trees
were cultured on media for multiple shoot induction. Regenerated shoots were rooted and converted into plantlet on medium
containing IBA. Protoplast isolation was attempted from roots, shoots and calli of regenerated plantlets. Protoplasts were isolated
from all explants tested; however, it is necessary to improve the isolation method because the achieved protoplast yield was small.
Cell wall formation and cell division was observed in protoplasts isolated from shoots of Fukushima 2 cultured in 96-well plates.
Keywords : Cryptomeria japonica, male sterility , somatic embryo, protoplast
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Fig.1. Freshly isolated protoplasts from embryogenic cells
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Fig. 3. Somatic embryos regenerated from protoplasts
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Fig. 4. Regenerated plant from somatic embryo
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Fig. 5. Male- sterile plant proliferated by shoot culture
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Fig. 6. Freshly isolated protoplasts from leaves
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Fig. 7. Dividing cells

(Fukushima 2)
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Table 1. Comparison of protoplast yield among 6 male-sterile plants
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Table 2. Comparison of protoplast yield and viability among 4 enzyme solution in Fukushima 2
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