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[Abstract] Schistosoma haematobiumis the etiologic agent for urogenital schistosomiasis, a
major source of morbidity and mortality for more than 112 million people worldwide. Infection with
S. haematobium results in a variety of immunopathologic sequelae caused by parasite oviposition
within the urinary tract, which drives inflammation, hematuria, fibrosis, bladder dysfunction, and
increased susceptibility to urothelial carcinoma. Since most of the pathology in schistosomasis is
directly attributable to the host reaction to eggs and egg-associated antigens, their isolation and
study are important experimental techniques. S. haematobium eggs can be collected from infected
tissues for injection into other animals or preparation of crude egg extracts. This protocol
describes a simple way to isolate eggs.

Schistosomes are a biohazard. Workers should wear latex gloves at all times when handling

schistosomal materials or any tissues from infected animals.

Materials and Reagents

Schistosoma haematobium-infected hamster tissues (intestines and livers)
NaCl

1.2% (w/v) NaCl (autoclaved) (see Recipes)

A 0N PE

0.85% (w/v) NaCl (autoclaved) (see Recipes)

Equipment

1. Waring blender, with variable speed control (Eberbach, model: 8580 semi-micro container
and 2-speed Waring power base unit)

2. Stainless steel sieves (Newark Wire Cloth sieve No. 40, 80, 140, 325; mesh openings of

420 pm, 180 ym, 105 ym, and 45 um)

Plastic spray bottle (e.g. Curtin-Matheson)

Glass Petri dishes with flat bottoms (Corning Incorporated, 100 x 20 mm)

Pasteur pipets

o 0 bk~ w

Hematocytometer
7. Microscope
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Procedure

10.

Sacrifice hamsters at the point of maximal liver and intestinal Schistosoma egg levels (18
weeks post-infection).

Mince the infected tissues (intestines and livers) with scissors, suspend in 1.2% NacCl, and
then place in a Waring blender. Blend tissues for 30 sec at low speed. Sieves are
assembled from top to bottom (420 pym, 180 ym, 105 uym, and 45 um) (see Figure 1) with
progressively decreasing pore sizes. Pass the blended material through the crudest sieve
(420 pm pores).

Collect the tissue remaining on top of the sieve and blend again for 30 sec, this time at
medium speed.

Pass the resulting material through the sieveas before, collect the remaining tissue from
the upper surface of the sieve, and blend for 30 sec at the highest speed setting. Pass the
tissue through the crude sieve an additional time.

Pass the filtrate through the series of stainless steel sieves with decreasing pore sizes,
using a plastic spray bottle filled with 1.2% NacCl to rinse the filtrate through the successive
screens.

Following repeated washes through the upper sieves, the eggs will be retained on the final
sieve (pore size of 45 ym).

In order to reduce contamination with residual hamster tissues, prepare a second set of
sieves and pass the egg-containing solution through the crude sieve (420 um opening)
and repeat steps 4 and 5.

Wash the eggs off the final sieve into a glass Petri dish. With gentle swirling, concentrate
the eggs in the middle of the dish (eggs look like grains of brown sand by the naked eye),
aspirate with a Pasteur pipet, and place them in a tube on ice. Add enough 1.2% NacCl to
the Petri dish each time when eggs are removed to keep the volume constant, and repeat
swirling and concentrating the eggs until no more can be concentrated in the middle of the
dish.

Note: For best results eggs should be collected using a Petri dish with a perfectly flat
bottom.

When no more eggs can be concentrated in the middle of the Petri dish upon swirling,
discard the contents of the dish, place the collected eggs back into the dish with fresh
1.2% NaCl and repeat the swirling technique, and collect the concentrated eggs as
before.

Finally, count eggs using a hematocytometer.

After several series of these purification steps, most of the tissue debris and immature

eggs will be eliminated. The final egg population will be enriched for mature eggs.
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Although itis best to use fresh eggs, eggs can be kept at 4 °C for several days in 0.85%

NaCl without appreciable loss of viability.

420um

180um

105um

45um

Figure 1.

Recipes

1.2% (w/v) NaCl (autoclaved)
2. 0.85% (w/v) NaCl (autoclaved)
Note: For downstreamin in vivo studies, Antibiotic-Antimycotic solution (Life Technologies,

Gibco®) can be added to the saline solution used in the final step.
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