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Abstract

An osmotic shock method of isolating generative cells from Allemanda neriifolia was des-
cribed. Fresh pollen grains were first placed in a Brewbaker and Kwack’s medium (BK me-
dium) containing 50% sucrose, incubated at 28°C for 2 hours. During this incubation period pol-
len grains germinated and produced pollen tubes measuring about 200 um long. After this ini-
tial incubation period, a fixed amount of BK medium without sucrose was added thus diluting
the original medium to a sucrose concentration of 30% - an optimum concentration for genera-
tive cell growth. The addition of the BK medium without sucrose brought about an osmotic
shock effect on the pollen tubes and caused most of the tubes to burst at the tip region thus re-
leasing the contents together with the generative cell from the tube into the 30% sucrose + BK
medium. After isolation and filtering into a fresh lot of 30% sucrose + BK medium, genera--
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tive cells changed from spindle into spherical-shapsd cells. In the 30% sucrose + BK me-
dium, the generative cells divided and within a short period of 3 to 5 hours a laege number of
cells at various stages of mitosis was obtained.

Key words Isolation; Osmotic shock method; Generative cells; Mitosis; Allemands
neritfolia
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Explanation of Plates

Fig. 1. Pollen tube (T) from pollen of Allcmanda neriifolia after incubating for 2h in a Brewbaker and
Kwack’s medium containing 50%, sucrose. Fig. 2. A higher magnification view of Fig. 1. showing pollen tube
tip.  Fig. 3. Pollen tube after osmotic shock treatment showing contents released from the tube. G. Released
-generative cell surrounded by cytoplasm. Fig. 4. A higher magnification view of Fig. 3. showing released con-
tents from pollen tube (T). Fig. 5. A spheroidal generative cell. Fig. 6. After incubating for about 3 hours in
a Brewbaker and Kwack’s medium containing 309, sucrose, the surface of the generative cell becomes roughened

and often produces small protrusions (arrow).

Fig. 7. A spindle-shaped generative cell after isolation. Fig. 8. Generative cell becoming spheroidal in shape.
Figs. 9—16 (excluding Fig. 12). Bright field images of isolated generative cells of Allemanda meriifolia
stained by carbol fuchsin. Figs. 9—11. Showing changes from a typical spindle (Fig. 9) to an ellipsoidal (Fig. 10)
and then to a spheroidal cell (Fig. 11) after isolation. X 1000 Fig. 12. Isolated generative cells after reacting,
with fluoresce in diacetate. Strong fluorescences are produced by the cells indicating that membranes of the
isolated generative cells are intact and that the cells are viable. X600 Figs. 13—16. Isolated generative cells at
warious stages of mitesis: Fig 13. Late Prophase. Fig 14. Metaphase. Fig. 15. Anaphase. Fig. 16. Telophase. X750






