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Fig. 1. Gel-diffusion precipitation tests between the
crude antigen and hyperimmunized rabbit
antisera prepared with the living and 100°C
killed cells of each phase.
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Table 1. K-Agglutinin Adsorbing Ability of the Fractions Obtained by DEAE-cellulose Column Chromatography

Effluents Reciprocal Dilution of K-factor Serum*
Fractions Tube No. 40 80 160 320 640 1,280 2,560

1 3 3 2 0 0 0 0

2 3 3 3 0 0 0 0

DEAEF] 3 3 3 3 0 0 0 0
4 3 3 0 0 0 0 0

5 3 3 0 0 0 0 0

6 3 3 3 0 0 0 0

7 3 3 3 1 0 0 0

DEAE-F2 [ 9~19 3 3 3 3 3 1 0
DEAE-F3 [ 20~24 i 3 3 3 3 3 1 0
DEAEF: | 25~31 | 3 3 3 3 1 0
DEAEFs | 33~i5 | 3 3 3 3 3 1 0
Control ** l 3 3 3 3 3 1 0

*: (.2ml of the sample was mixed with 0.8ml of the diluted K-factor serum, and the remaining
agglutinin titer was read with B. bronchiseptica phase I cells.
*%: K-factor serum with 1: 1,280 agglutinin titer was used.
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Fig. 2. Diagrammatic representation of electropho-
resis and immunoelectrophoresis of B. dronchi-
seprica.

(A): Electrophoresis of the sonic extracted
antigen.

(B): Immunoelctrophoresis of the antigen vs.
anti-B. bronchiseptica phase I serum.
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Fig. 3. DEAE-cellulose column chromatography of B.
bronchiseptica, W-1029, phase I sonic extracted.
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Table 2. Skin-Necrotic Toxicity of the Fractions

Obtained by DEAE-celluloose Column

Chromatography
Fraction Serial Dilution of Fraction*

0 2 4 8 16 32

DEAE-FI — - = =
DEAE-F2 — = — == =
DEAE-F3 H+ H S
DEAEF4 | # + — — — -
DEAE-F5 | # # H + + —
Crude + — —_ — — _

*: 0.02 ml of the samples was injected intrader-
mally.

Table 3. Hemagglutinin Titer of the Fractions
Obtained by DEAE-cellulose Column
Chromatography

Fraction Serial Dilution of Fraction

0 2 4 8 16 32
DEAEFI| — — — — — =
DEAE-F2 - = = = = =
DEAE-F3 t H + + + —
DEAEF4| — — — — —
DEAE-F5 - = = = = -
Crude # #+ H O+ - =

DEAE-F| DEAE-F2
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Fig. 4. Gel-diffusion precipitation tests beween the
anti-B. bronchiseptica, phase I serum and the
fractions obtained by DEAE-cellulose column
chromatography.
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Studies on the Constituents of Bordetella bronchiseptica. Purification
and Properties of the Fractions Obtained by DEAE-cellulose Column Chromatography
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Abstract

An attempt was carried out to purify the cell components of Bordetella bronchiseptica by the mild

precedures. From the supernatant of sonic treated colls, the K-agglutinogen, hemagglutinogen and

skin necrotizing factor were separated by a successive use of DEAE-cellulose column chromatography

and ammonium sulfate precipitation.

The specific activity of purified K-agglutinogen was demonstrated by a gel-diffusion test and was

also found to be free from other biologically active substances of B. bronchiseptica: namely hemagg-

lutinin, skin-necrotizing factor and O-antigen.



