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Abstract:
Immunofluorescence and immunoelectron microscopy were used to study the localization of antigens
of sporozoites and first-generation merozoites of E. bovis. Monoclonal antibody EbS9, which reacts
against a 20,000 molecular weight (called P20), reacted primarily with the external surface of the
parasite plasmalemma and with the necks of sporozoite rhoptries which are components of the apical
complex. As sporozoite underwent merogony within cultured bovine monocytes (M617 cells), P20 was
shed gradually into the parasitophorous vacuole and was absent in first-generation merozoites. EbS15
also reacted against a phosphorylase 97.4 kD molecular weight marker indicating that parasite
polypeptide shares common epitopes with phosphorylase. In immunoelectron microscopy studies,
EbS15 appeared to react with amylopectin granules, especially the moderately electron-dense material
associated the cytoplasm surface of the granules. At I hr after sporozoite inoculation (ASI) of M617
cells, EbS15 reacted intensely with amylopectin granules, whereas at one day ASI most sporozoites
had depleted their amylopectin. EbS15 reacted with low intensity with amylopectin in meronts and
merozoites, indicating that a change had occurred in the epitope recognized by EbS15 in the
amylopectin granules or the phosphorylase enzyme associated with amylopectin granules.

This study also involved the development of ultrastructural techniques for the internal localization of
parasite antigens. Antigenicity and preservation of ultrastructural feature was far superior in those
specimens fixed in OsO4 and embedded in Spurr's medium; embedding in LR White produced
unsatisfactory results. 
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