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Abstract : Plantlet regeneration from protoplasts of Picea koyamae has been tested. Embryogenic cells for protoplast isolation
were obtained from an immature zygotic embryo. Embryogenic cells were subcultured on 1/2EM medium containing 1% sucrose,
10mM glutamine, 0.3% gellan gum, 10uM 2.,4-D, 5uM BAP. Protoplasts were isolated in an enzymatic solution containing 0.5M
mannitol, 1.5% Cellulase Onozuka RS, 0.15% Pectolyase Y-23. Isolated protoplasts were cultured in 2 liquid media containing
0.5M mannitol, 3% sucrose and various combinations of 2,4-D and BAP in 96 well-plates. After 2 weeks of culture cell division
and colony formation was observed. Regeneration of embryogenic cells from colonies was observed after culture of 4 weeks. After
transfer to maturation media more than 1,000 somatic embryos regenerated on 90mm plastic petri dishes. Obtained somatic
embryos were transferred on germination medium without plant growth regulators. After transfer to the medium germination of
somatic embryos was observed within one week.

Keywords : Picea koyamae, endangered species, protoplast, somatic embryo
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Fig1 Freshly isolated protoplasts
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Fig2 Dividing cells after 2weeks of culture
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Fig3 Regenerated embryogenic cells via protoplast culture
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Table 2 Obtained somatic embryos on 2 media for maturation

it AT EREO RS
A 1,404 (209)
B 990 (36)
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Fig4 Induction of somatic embryos

B-5. FESFHEH ETHRERET 5 RER

Fig5 Germinated somatic embryo
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Table I Regenerated embryogenic cells from protoplasts

24-D [uM]
BAP [uM] 0.1 03 1 3 10 30
0 08 0 0.2 0.4 04 0.2
1 04 06 04 12 0.6 04
3 02 0.6 06 06 0.6 10
10 0.2 12 086 0.6 08 06
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