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SHORT COMMUNICATION

A New Method for Fixing Biomphalaria glabrata for Histologic
Studies, Using Shell Perforation
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A new technique for fixation @iomphalaria glabratfor histologic studies is described. It consists in performing
several external holes in the shell, before placing the entire snail into the fixative. It is a very practical and quick
procedure that showed excellent results when compared to the usual techniques.
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Since the pioneer studies related to the anatomy fafrmed in snails smaller than 1 cm of shell diameter, such
the soft parts of planorbida, authors have been searchimgB. stramineaand juveniles oB. tenagophilaor B.

for a practical and rapid fixation method that would preglabrata However, in this case smaller drill should be
serve the anatomical position of the mollusk inside thesed to avoid internal membrane damage.

shell, as well as the anatomical structures of internal or- To test these new technique, normalSormansoni-
gans. Up to now, the methodology used in histology affectedB. glabrata were anesthetized with pentobar-
planorbida utilizes menthol (Pan 1958) or urethane aqueital [4 mg/l for 8 h, Martins-Souza et al. (2001)] to expose
ous solution (Michelson 1958) aiming at obtaining mugthe soft parts of the snail, and then the shell holes were
cular relaxation and exposition of the snail soft part. Aneperformed. The shell-perforated snails were placed into
thetized animals, with soft part exposed, are killed in warthe fixative, i.e. phosphate-buffered 10% formalin for 24 h
water at 70°C (Borges et al. 1998). After the animal deatin Bouin’s fluid for 5 h, followed by washing in 70% alco-
in warm water, the columellar muscle is sectioned at thel. For comparison of the quality of fixation, normal and
end of the spiral shell, the soft part removed and put iniofectedB. glabratawere anesthetized and fixed as de-
the fixative. scribed, but no shell holes were performed.

Nowadays, the methodology used is time consuming Trying to obtain a faster and efficient snail fixation,
(it is necessary several hours in menthol or urethane fanother group of either normal r mansoninfectedB.
muscular relaxation), the temperature of 70°C of warm walabratawas submitted to shell perforation and fixation
ter may denature snail proteins and damages the mavighout anesthesia. As a contr@, glabratadirectly
sensitive anatomical structures. When the snails are iplaced into the fixative was examined.

fected with parasites, parasitic structures could be altered After fixation, the snail shells were carefully broken
as well by the water temperature. In the present studyaad removed, and the soft tissues were dehydrated in
technigue was developed in which anesthesia and wagmaded alcohol, cleared in xylol, and embedded in paraf-
water are not necessary for the process of fixation &h. The 5-um-thick sections obtained were stained with
Biomphalaria glabrataThe mollusk may be either in- hematoxylin and eosin.

fected or not wittSchistosoma mansoni. The results showed that the snails fixed after shell

Using a mini electric drilling machine (model 1-Dremebperforation yielded better preservation of the anatomical
MFG Co., Racine WFS, USA) and 1 nainill, small holes structures than those treated by classical procedures.
were made on the superior and inferior parts of the spir@hell perforation clearly improved the quality of histo-
shell and also in its lateral exposed parts. For a snail withgic details, as especially noted in the ovotestis, the di-
1 cm of shell diameter, it was necessary to perforate ab@gstive, alboumen, and nidamental glands, as well as in
15 holes. Itis important not to damage the internal memenal tubules. (Fig. 1). The multiplying forms®fmansoni
brane, to avoid bleeding and consequent shrinkage wére similarly better preserved (Fig. 1C). Fixation with
the tissues. The procedure is also possible to be p8aouin’s fluid, which better preserves epithelial tissues
than formalin, can be used. Classical way of fixation yielded
inferior histologic results (Fig. 1C). Previous anesthesia
followed by shell perforation did not improve histological

quality and thus can be discarded.
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Fig 1-A: the entire mollusk was fixed in 10% formalin while still inside the shell. Note poor preservation of histologitaresruvith
previous shell perforation excellent preservation of the structures can be appreciated, both in normal (B) and infect¢@)tissues
Hematoxylin and eosin, 120X

sion, such as the Bouin's fluid; (b) the maintenance of Mem Inst Oswaldo Cruz 9Buppl. 1): 117-121.
the fixed snail in its normal position inside the shell, thulfartins-Souza RL, Negrdo-Corréa D, Bezerra FS, Coelho, PMZ
permitting sections at a same plan through the entire snail 2001. Anesthesia oBiomphalariaspp (Mollusca-Gas-

body, a great advantage when stepped or serial sections{’P0da): sodium pentobarbital is the drug of choldem
are contemplated. Inst Oswaldo Cru®6: 391-392.

Michelson EH 1958. A method for relaxation and immobiliza-
REFERENCES tion of pulmonate snaillrans Am Micros So£7: 316-319.
Borges CMC, Souza CP, Andrade ZA 1998. Histopathologic&an CT 1958. The general histology and topographic mi-
features associated with susceptibility and resistance of croanatomy ofAustralorbis glabratus Bull Mus Comp
Biomphalariasnails to infection witlschistosoma mansoni. Zool Harvard 119237-299.



