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Annex 3

METHOD FOR PREPARING EXTRA-EMBRYONIC MEMBRANES
FOR SEX-CHROMATIN ANALYSIS 1

Amnion should be carefully separated from the
chorion and drawn on to a fat-free, preflamed and
prelabelled (with glass scriber) standard microscope
slide. The membrane is gently stretched and flat-
tened on the slide and all but about 3 mm to 6 mm
of excess membrane extending beyond the edges
of the slide is cut away. The excess membrane is
folded on to the back side of the slide and the entire
preparation is gently lowered into 95 % ethyl
alcohol. When only small pieces of amnion are
available they can be carefully extended on a slide
and 95% alcohol gently and slowly dropped on to
the preparation. During fixation the membrane
will adhere to the slide and allow the entire prepara-
tion to be immersed in the alcohol. Since the mem-
branes sometimes detach, the preparations are best
stored in separate containers (i.e., plastic mailing
containers used for many cytological procedures).

Chorionic membranes may be prepared in a
similar manner. Care must be taken that non-villous
and thin portions of the chorion are selected to
which no decidual tissue is adhering.

Yolk sack may also be used, particularly from
early foetal stages.

Hydatidiform moles. The large clear vesicles of
hydatidiform moles, free of excess decidual tissue,
can be cut open, streched on glass slides and fixed
like amnion or chorion. It is advisable to prepare
several vesicles in this way since cellular degenerative
changes are not infrequent in a variable proportion
of the vesicles. Also, this procedure increases the
likelihood of detecting mosaic conditions. Portions

1 See also: Klinger, H. P. (1957) Acta anat. (Basel),
30, 371-397.

of the aborted mole should also be fixed for histo-
logical sections.

Further processing. Whole-mount tissues. are ade-
quately fixed after about half an hour, but may be
kept in the 95 % alcohol indefinitely.

In preparation for staining, a piece of membrane
about 5 mm square is cut with a razor blade and
passed through two changes of absolute ethyl
alcohol for about 3 minutes each and 1% collodion
in ether alcohol (1:1) for 10 minutes and then
placed on a fat-free slide on to which blood albumin
adhesive has been spread. It is carefully flattened
on the slide, and a drop or two of the collodion
solution put on top and allowed to spread out on
the slide. This preparation is now put in 70% ethyl
alcohol for at least 30 minutes, preferably longer,
in order to harden the collodion. When only small
pieces of membrane have been fixed, the entire slide
may be passed through the solutions and the mem-
brane stained without detaching it from the slide.
It can now be stained either with a Feulgen or
thionin procedure 2 or with any other staining
procedure desired. However, a procedure employing
acid hydrolysis or some similar extraction process
is highly recommended. Otherwise nucleoli and other
cellular components and bacteria which may be
confused with sex-chromatin will also stain. Sex-
chromatin frequency determinations should only
be made after the observer has become thoroughly
familiar with the histological characteristics of these
membranes and can accurately identify degenerative
changes. In chorion and hydatidiform moles, the
chromatin-rich nuclei of the syncytiotrophoblast
are not suitable for sex-chromatin counts.

2 Klinger, H. P. & Ludwig, K. S. (1957) Stain Technol.,
32, 235-244.


