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the nature of the antigen. This is because the antigen used for the complement-fixa-
tion test serves our purpose better in proportion to the weakness of its anti-complementary
reaction, namely the width of the useable dose of antigen. (By the author.)

The “ Three-Colors Method ” of Staining Acid-Fast Bacilli
in Paraffin Sections.

By

Assist. Prof. Dr. Kaoru Urabe.

From the Bacteriological Department (Prof. Dr. T. Toda) of the Kyishi
Imperial Imperial Univetsity, Hukuoka, Japan.

The following method is given by the Author and is found to be the reliable means
of staining acid-fast bacilli in sections.

Method : Begin with sections dry and adherent to the slide.
Then treat in the following way :

1.

ANl A

-1 o

Place in xylol ..... ... ... .. . . .. ... ... ..., 1 minute
Second jar of xylol.. ... ......... ... .. ... .. .. .. .... 1 minute
Aleohol, absolute ................ ... ... . ... .... 1 minute
Aleohol, 952 . . ..o 1 minute
Alcohol, 8025. . .. 1 minute
Water ...... 1 minute

Stain in, Nachtblau (Gruebler) 0.5 g., alcohol abs. 10 ce., phenol crystals 5,0¢g.

and d]Stllled water to make 100,0 cc., or Nilblau (Gruebler) 1,0 g., aleohol abs. 20,0 cec.,
phenol crystals 5,0 g. and distilled water to make 100,0 ce., at 37°C for from 15 to 30

minutes,

or steam for from 1 to 2 minutes. The longer periods are recommended for

lepra bacilli.

8.

9.
10.
11.
12.
13.
14.
15.
16.
17.
18.

19.

20.
21.
By

Wash in water

Decolorized in 1Z%Hel-alcohol .. . 1,2 to 1 minute (until blue disappears)
Wash thoroughlp in water

Place in Lugol’s fluid....10 to 15 minute at room temperature

Water. .. ... 1/2 minute ‘
Stain in hematoxylin ............................ 5 minute or longer
Decolorize in 125Hel-alcohol ...................... 10 to 15 seconds

Wash in running water until hematoxylin is blue, usually....30 to 6 minutes
Stain in €osin............ci i i 15 to 30 seconds

Water ... 1/2 minute

Blot with filter paper

Dehydrate in alcohol, absolute.................... 10 seconds

Clear in xylol ........... .. it 5 seconds

Blot with filter paper and mount in neutral balsam.
these staining procedures acid-fast bacilli (tubercle bacilli as well as human and

rat leprosy bacilli) stain clear beautiful marine blue, nuclei brown-violet and the cyto-
plasm red. (Author’s abstract.,





