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Viable protoplasts after enzymatic treatment
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Viable protoplasts using different mannitol
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Viable protoplasts after vacuum treatment

2.0%1068-

.mL
o
%
o

d

Pl_;gtopla_sts pe

=3
x
—
=)
il

(=)
X
—
=)
i

0.0-

Kokkk

N

0"Hg 21"Hg
Vacuum pressure



Viable protoplasts using different cellulase
concentrations
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PROTOPLASTS VIABILITY ASSAY

Fluorescein diacetate (FDA)

2

Trypan blue



REDUCING DEBRIS IN THE PROTOPLASTS SUSPENSION

= Using a 100 um nylon filter

= Separating alive protoplasts using a sucrose cushion
= Layering protoplasts suspension on top of 21% sucrose solution

= Centrifugation 100g for 10 minutes at 11°C






PROTOPLASTS TRANSFORMATION
= Using PEG (Polyethylene glycol)
= Most common method in recent papers.

= Easy to set-up and doesn’t require specific equipment.

= PEG solution:
= PEG 4000 40% (w/v)
= D-mannitol 0.2M

= CaCl, 0.1M
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