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A.J. Spencer: Did passages 64-70 (the heterogeneous
population) show a different response to cAMP than
passages 58-637

Authors: Qualitatively no; quantitatively yes: the earlier
passages lost about 66 % of their Cl after stimulation, the
later passages only 52%.

H.Y. Elder: For SEM, why did you use the traditional
route of chemical fixation followed by acetone dehydra-
tion, critical point drying (CPD) and gold coating?
Would it not have been a better comparison with the
specimens for microanalysis (less shrinkage than CPD)
also to gold-coat some of the cryofixed and freeze-dried
cells for SEM?

Authors: You are in principle correct. Our home-made
freeze-drier was during this part of the study not per-
forming well enough for morphological studies.

H.Y. Elder: You found ice crystal artefact by TEM in
the plunge frozen, freeze-dried samples. Did this crystal
damage occur during freezing or drying do you think?
These flat cultures should lend themselves to slam
freezing; have you tried this method on any samples?
Authors: The specimens are so thin that freezing by
immersion should be good enough, but we have not
investigated the origin of the ice crystal remnants. Since
we analyze at the cell level, and the ice crystal damage
is small in relation to the analyzed volume, the problem
has no practical importance.
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H.Y. Elder: Did you consider sectioning the cells as a
way of avoiding some of the extraneous background
problems and quantification difficulties you report?
Zierold (1989) has described an elegantly simple ar-
rangement for obtaining sections of cells grown as
monolayers on flexible supports (Petriperm foil).
Sections would also avoid potential problems of electro-
lyte washout during the ammonium acetate rinse and
would allow use of an external standard solution.

Authors: The present paper is part of a larger study
where the effect of various pharmacological agents on
the cultured sweat gland cells is investigated. The large
number of analyses necessary can be carried out much
faster on whole-mount specimens as described here and
we have found Formvar-covered titanium grids a good
substrate for a variety of cell types (von Euler ez al.,
1993). Nevertheless, the method used by Zierold (1989)
is very useful, in particular if analysis at the subcellular
level gives valuable information. Of course, sections
have to be positioned on grids for analysis, so the
problems of extraneous background would persist.
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