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The callose wall enveloping the microspore tetrad during pollen formation in angiosperms has
been reported as composing of two or more layers [1, 2, 3]; however, the layered structure is
mostly not discernible under LM or TEM when samples are prepared through standard
procedures, or under fluorescent microscope when stained with aniline blue. In the present
study, fresh anthers of Luffa cynlindrical were fixed with 2.5% glutaraldehyde for 5-10
minutes, rinsed with phosphate buffer, freeze fixed in nitrogen slush, and then proceeded with
freeze substitution. Samples were further transferred to absolute alcohol, embedded in
parapalst, sectioned at 8-10um thick, deparaffined, and stained with three fluorescent dyes.
DiOCg¢ was able to differentiate three layers within the callose wall (Fig. 1), but aniline blue
failed to do so. Calcoflour white, on the other hand, revealed cellulosic component present in

the inner most layer.

# Figure 1: Anther cross section
' of Luffa cynlindrical. The

section was stained with

' DiOCg and excited by blue

' light when viewed under

- fluorescent microscope. The

"% callose wall of microspore

tetrad as having three distinct

. layers is revealed.
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