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Preparation of Antiserum against Hemolysin from Vibrio vulnificus using
Hemolysin-bound Liposomes
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Dept. of Food Science and Nutrition, Dongeui University, Pusan 614-714, Korea

Abstract

To investigate hemolysin from Vibrio vulnificus in terms of protein chemistry and immunochemistry, the
simple method to produce antiserum was developed as follows ; Crude hemolysin from Vibrio vulnificus was
mixed with cholesterol-phosphatidylcholine-liposome. Only hemolysin with molecular weight of 50kD was
selectively bound to the liposome. Thus, without purification of crude hemolysin, liposome bound hemolysin
was used as antigen to produce antiserum by injecting into back muscle of a rabbit. Resultant antiserum
reacted only with hemolysin. Hemolysin of Vibrio vulnificus from patients and environment was formed sin-
gle band in gel diffusion precipitation reaction with antiserum.
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Fig. 1. SDS-PAGE of Vibrio vulnificus hemolysin.
Hemolysin preparations obtained by hydrophobic col-
umn chromatography.
Lane 1 : V. vulnificus P10
Lane 2 : V. vulnificus E20
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Fig. 2. SDS-PAGE of Vibrio vulnificus hemolysin.
Lane 1 : crude hemolysin obtained by hydrophobic
column chromatography
Lane 2 : crude hemolysin (100ug) bound to liposomes
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Table 1. Agglutination of hemolysin-liposome with anti-
hemolysin antiserum

ASﬁﬁﬁﬁ‘n'“ 172 1/4  1/8  1/16 1/32
Agglutination*  +++  +++ ++ + + -

*100ul of hemolysin-liposomes suspension and the serially
diluted antiserum were mixed and incubated at 37° C for 6h

2o o] ¥ FAF £HYFLE s SHE
g o7& Zo] gl= el (Table 1).
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Fig. 3. Gel diffusion test of curde hemolysin and antiserum,

A : Crude hemolysin preparation (P10)

B : Crude hemolysin preparation (E20)

C : Antiserum obtained by the crude hemolysin (P10)

D : Antiserum obtained by the crude hemolysin (E20}

E : Antiserum obtained by the liposome immunization
(P10)

F : Antiserum obtained by the liposome immunization
(E20)

G : Crude hemolysin preparation obtained from V.
vulnificus each strain
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