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Summary. — An improved method of isolation of Coxiella burnetii proteins was developed. It consits of
a combination of detergent (sodium dodecyl sulphate (SDS) or sodium deoxycholate (DOC)) and hot phenol
treatments. The resulting phenol phase (PP) contained either lipopolysaccharide-(LPS) free proteins (DOC
extraction) or proteins contaminated with LPS (SDS extraction), while the water phase (WP) contained LPS.
Isolated C. burnetii proteins induced in mice and rabbits antibodies reacting in immunoblot analysis with both
phase | and I C burnetiicorpuscles. A rabbit serum against C, burnetiiprepared by DOC-phenol extraction did
not react with purified phase T C. burnetii LPS in immunoblot analysis.
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Introduction

Bacterial cell wall mediates the resistance of bacteria to
host defense mechanisms, the acquisition of essential nu-
trients, and the adhesion to host tissues. It is outer mem-
brane proteins that are involved in all these processes. When
Gram-negative bacteria were exposed to detergents in ex-
tracting the outer membrane proteins, a significant amount
of LPS accompanied these extracts (Ingalls et al., 1995).
The purification of proteins by various mostly chromato-
graphic methods is difficult and time-consuming proce-
dure (Benz and Bauer, 1988; Caldwell er al., 1981).

The LPS-protein complex forms an important structure
of the outer membrane of C. burnetii, but its role in the
pathogenicity and immunogenicity of this obligatory
intracellular parasite is not yet known. To disclose the role
of proteins and LPS in the host-parasite interaction, their
isolation in pure form is an important prerequisite. Various
detergents and trichloroacetic acid (TCA) extract from C.

Abbreviations: CBB = Coomassie Brilliant Blue R 250; DOC =
= jntravenously;
LPS -~ lipopolysaccharide; PAGE = polyacrylamide gel electro-
phoresis; PP = phenol phase; TCA = trichloracetic acid;
SDS = sodium dodecyl sulphate; WP = water phase

burnetii the outer membrane protein-LPS complex
(Lukdcova et al., 1989; Vavrekova et al., 1992). This
complex is very stable and a simple chromatografic
separation of proteins from LPS was not successful
(Lukacova er al., 1994). The purpose of this study was to
find an isolation method for C. burnetii outer membrane
proteins free from LPS without use of repeated chro-
matographic procedures. The protein-LPS complex
obtained after the SDS or DOC extraction of €. burnetii
cells according to a modified method of Caldwell et al.
(1981) was dissociated by classical phenol method of LPS
isolation (Westphal and Jann, 1965). Whereas the water
phase (WP) contained LPS, the phenol phase (PP) consisted
predominantly of proteins.

Materials and Methods

C. burnerii strain Nine Mile serologically in phase T (the third
volk sac passage) was propagated in chick embryo yotk sacs, Phe-
nol-killed cells were purified by differential centrifugation and ether
extraction (Ormsbee, 1962).

Detergent and phenol extractions. Suspensions (2 mg/mb) of C.
burnetii corpuscles were shaken with 0.1% SDS (Pierce) or
1% DOC (Fluka) in solution of 0.1 mol/I'Tris and 8 mmol/l EDTA,












