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Vol. VII., No. 7. July 1929.

Uber vergleichende experimentelle Untersuchung
einiger Isolierungskulturmethoden der
Tuberkelbacillen im Auswurf und
den von mir neu gefundenen
Nahrboden.

Von

Dr. A. Kobayashi.
(Stddtische Tonden-Heilanstalt der Tuberkulésen in Kobe, Direktor: Prof. Dr. S. Mayeda.)

Uber die vier Arten der Isolierungskulturmethoden, nimlich die Uhlenhnthsche,
Petroffsche, Sumiyoshische und Hohnsche, welche jetzt vorwiegend benutzt werden,
habe ich vergleichende Untersuchung angestellt. Daraus ergibt sich, dass die
Hohnsche in allen Punkten am vorziiglichsten ist. Es gelang mir noch ausgezeich-
netere Erfolge zu erzielen, als ich dieselbe bei meinem eigenen Niahrboden benutzte.

Der von mir gefundene Nahrboden besteht aus:

Asparagin 0.4
Kaliumphosphat 1.0
Glycerin (Merck) 6.0
Aq. dest. 100.0

Beim Auflésen der Mischung in der Warme lasst sich in P.H. 6,2 verwandeln
Dann wurde sie noch 30 Minuten bei 100°%. sterilisiert. Dann setzt man einem Teile
derselben 2 Stiicke frische Hiihnereier zu. Zu 100 c.c. der Mischung werden 1%
Gentianaviolettalkohollosung (95% Alkohol) 1c.c. allmahlich eingegossen und langsam
gerithrt und darauf iiber sterilisierter Gaze filtriert. Die Losung wird dann in
Reagenzglaser verteilt und 3 Tage lang mittels des Serumfixierungsapparats abwech-

selnd sterilisiert.
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A new defatting method of acidfastbacilli.
(Second report.)

By

Dr. I. Saisho.

The Clinic for Lung-tuberculosis Osaka Medical College.
(Director. Prof. Dr. A. Imamura.)

1) By subcutaneous inoculation of defatted tubercle bacilli prepared by my
method in doses of less than 0,1 mgm does not cause local reaction on normal
guinea-pigs. But, the larger doses more than 0,1 mgm make hypermia and swellung
at injected sites which develop 2 or 3 days after the injection and then diminish
and disappear gradually.

2) Normal guinea-pigs are not killed by injection of large doses (50 mgm) of
our defatted bacilli, they have no tuberculous changes on autopsy after about one
month of the injection, that is, our defatted bacilli are killed and offensive.

3) At the injected skin tissue of normal guinea-pigs, 5,0 mgm of our defatted
bacilli do not cause abscess and ulceration which occur in tuberculous guinea-pigs
by subcutaneous injection of same doses.

4) 10 mgm or more than 10 mgm of defatted bacilli cause sometimes allergic
death to tuberculous guinea- pigs.

5) Large doses of our defatted bacilli give some allergic inflammation at the
tuberculous foci of infected guinea-pigs.

6) Through above mentioned experiments, it is proved that our defatted

bacilli have some antigenic power on tubercuous guinea-pigs.
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An Experimental Study on the Immunization against
Tuberculosis with BCG of Calmette. I. report.

By

Dr. Yoshimasa Watanabe.

(From the Kitasato Institute for Infectious Diseases, Tokyo, Japan.)

With the BCG, which had been sent to the Kitasato Institute through the

courtesy of the originator, Dr. Calmette, the experimental immunization of 240
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rabbits, 30 guinea-pigs and 100 rats was made, the results of which can be
summalized as follows: —

1. BCG is not an avirulent strain, but rather a highly attennated strain of
tubercle bacilli. The minimal infectious dosis of this strain against the guinea-pig
is 0.1 mgr. in intravenous inoculation and 5.0 mgr. in subcutaneous injection. Its
5.0 mgr. are not sufficient to infect all the experimental guinea-pigs. Local ulceration
and the swelling up of the lymphatic glands are produced by 3.0 mgr., while, as
Calmette describes the lungs and the spleen show “ trés bien tolérés par 'organisme ”
Only a few of the guinea-pigs are infected by the per oral administration of its
2.0 mgr. Some of the rabbits contracted the disease by the hypodermic injection of
5.0 mgr. or intravenous injection of 1.0 mgr. By per oral administration of its
3.5 mgr., there occurred no case of visceral tuberculosis. In the rats, either the
hypodermic administration of 5.0 mgr. or the intravenous administration of 0.5 mgr.
produced tuberculous infection in the lungs.

2. By the hypodermic administration of a comparatively large amount of BCG,
there developed a certain strength of resistance against the further injection of
either human or bovine type of virulent tubercle bacilli.

In order to secure the developnunt of antigenic activity of BCG it is first
required, as Calmette and Guerin insist, to produce benign tubercles in the experi-
mental animals, which act efficaciously in resisting the secondary infection of virulent
strains of tubercle bacilli. Being alive, it is problematical whether or not the
application of BCG can be harmlessly made to the human body, or in other words
whether or not this preparation can be applied to the human body in such a
manner as to carry out theoretical purposes without injury. In 1922, Calmette and
Guerin, even, admitted that if a large amount of this preparation should be used
for the human body, they would not undertake that there should be no injurious
results. They stated, however, that if an adequate amount of this preparation should
be used, it would result in “trés bien tolérer”. The amount they decided on as
the adequate amount for the rabbit and the guinea-pig was 40.0-100.0 mgr.

The amounts I employed in my experimental studies with the rabbits and the
guinea-pigs were by far smaller than what Calmette advocates, and yet 1 have been
confirmed in my opinion that a larger amount than what I employed proved harmful
and never could be used for my experimental animals. This was, I consider, why
my experimental results were inferior to what Calmette and Guerin obtained. I

am, however, taking measures still further to attenuate BCG. The results are still
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to be dealt with. (November, 1926).

This preliminary report had been postponed to be published by the request
of Dr. Calmette, but now that the investigation committee on this preparation
has been nominated by the League of Nations and 1 have been carrying on
with experimental studies along the same line of investigation, it would seem to be
my duty to publish what I have learnt in a form of preliminary report in answer

to the courtesy of Dr. Calmette.





