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Ploidy level confirmation
by flow cytometry

Size fractionation by
grinding and sieving

| Colchicine treatment |

FDA and PI staining to trace
cellular origin of regeneration

Regeneration on filter paper
and M4 medium (4 mﬁ}

Regenraiton on M4 medium
(4 weeks)

'Screening of clones with high
rcentage of tetraploid
plantlets by flow cytometry

Clones confirmed with
high percentage of
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Ploidy level confirmation
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Ploidy level confirmation
by flow cytometry and
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Phase 1
Size fractionation of
ECAs and colchicine
treatment

Phase II

Regeneration following
colchicine treatment

Phase III
Tetraploid cell line
establishment and
verification

Phase IV
Tetraploid somatic
embryo initiation and
plantlet conversion
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