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An exact investigation of the distribution of metacercariae is very important, as it 

determines the area in which prophylactic measures are to be executed for the diseases 

by the said metacercariae. At present, two methods of investigation are known. How

ever, the one, being a thorough microscopie examination of fresh tissues of the inter

mediate host with no previous management, requires much time and patience, if the 

metacercariae in the intermediate host are too few in number. And the other, being an 

experimental feeding, requires much time and a large number of animals.

Last year, I began the investigation to determine the infected area of Clonorchis 

sinensis in Okayama Prefecture. For this purpose, I collected the fishes from various 

places. I examined these fishes by an ordinary method, that is, the method in which 

every part of a fish cut in pieces is pressed between two slides and examined under a 

microscope. However, I was unable to bring about satisfactory results by this method, 

in spite of spending much time and labor.

So far as I am aware, up to the present, there is no district, where an accurate inves

tigation has been performed on the distribution of metacercariae. I presume that this is 

due to the lack of a proper method.

Taking this fact into consideration, I have devised a method of collecting metacer

cariae, which, I believe, is worthy of publication, because it affords very satisfactory 

results, and can be easily employed in practice, requiring little time and labor.

Method.

The steps of the method are as follows:

1. One volume of the cut or smasched material of intermediate hosts (fish, crabs, 

snails, etc.) and two or three volumes of artificial stomach juice are mixed in a glass dish, 

and kept in an incubator (37•‹-40•Ž.) for two or three hours.

2. Take the dish out. Give it a slight rotatory motion, and the cysts which have 

already become free will gather in the center of the bottom of the dish, because of their 

high specific gravity.

31



1314 KANJI NAGANO:

3. Transfer the cysts into a watch-glass by a pipette, and give it a slight rotatory 

motion, and then examine the cysts under a microscope of low power or a magnifying 

glass.
The rotatory motion makes the cysts accumurate in the center of the watch-glass, so 

as to be easily found. If the liquid is cloudy, remove the superficial layer carefully by 

a pipette, and substitute tap water for it. A part of the digested material remains in 

most cases unliquefied, and the cysts contained in this part are, as a rule, prevented to 

become free. In such a case, just stir the content of the dish with a glass-rod, adding 

some water, if necessary. This process is available, when all the cysts in a whole material 

are wanted to be examined.

This method, I believe, can be highly recommended in the study of metacercariae, 

as it has the following advantages besides the above mentioned.

1. The cysts in each part of the body such as scales, gills, viscella, etc., can be easily , 
made out, if several parts of an intermediate host are examined seperately.

2. Kinds and numbers of metacercariae in one interiediate host can be easily 

known (Fig. 1).

3. The power of resistance of metacercariae against a stomach juice can be known.

4. A voluminous part of the intermediate hosts can be examined at one time, and 

therefore, even cysts of rare occurrence can be collected comparatively in a large number.

It may be mentioned here that the method has been devised on the ground of the 

fact that the larve does not escape from the cyst in the stomach or in the stomach juice; 

which fact was brought out by Shimazono and Hasui (Clonorchis sinensis 1916), and also 

by Yokogawa (Paragonimus westermani, Metagonimus yokogawai, etc., 1918).

Thanks are due to Professors K. Kosaka, M. Suzuki and H. Tannbe through whose courtesies this work 

has been carried out.
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Fig. 1.

Sevenbl kinds of cysts in one Pseudorasbora paarva, collected by this method.

Fig. 2

Clonorchis cysts isolated by this method.
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