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allergenic activity and thus their value for the diagnosis
and treatment of wllergic disorders [1 5] This phenom-
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The final extracts eon-

whyceral (Si
tined §3 me protein ml analysed with the Lowry
method {13] The protein concentration was determined
prior o elycerination and the final protem concentration
in the glycerinated extracts was calculated. A relatively
o glycerol concentration was chosen Far the extracts to
be stared at —20and — 70 C [14] Extracts stored an +6
and +20 € were also supplemented with 50
The overall scheme of the experimental desi
sented in Table 1. The extracts reconstituted with mere
NSA-diluent and 107 ed al 70

20, +6, + 200ral +37 C for i weeks, or altematively
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Patient sera

A serum pol from seven C. afbicans LgE-posilive patients
was used in IgE-immunoblotting analysis. The patients
were young adults with asthma. allergic rhinitis and
atapic eczema, The selection and proportions of the sera
were based on TgF-immunablotin experiments
and was designed 1o reveal the most impartant allergens

of C. albicans

uidi

Etcctraphorciie scparton and blotiig

Sodium dodecy] sulphate polyacrylamide gel electro-
phoresis (SDS PAGE) was performed in a5 175

wdient gel according w Laemtli [15]. Extracts were
prepared by diluting 33 4 C. alhicany extract with 16 4d of

10 m Tris (pH £ 6) contaiming 10
3071 heta-mercaptoethanol and heatung for S min at

(v glyeerol and

100 C The total 300 of the diluted extract was applied
on the gel Tor SDS PAGE Separated
electroblotied o nitrovellulose sheets tMallipore 0-22 jm.
Millipore Co Bedford, Massachusetts. US.A ) in Trans
phor apparatus (Pharmacia LKB Biotechnology, Upp-
stk Sweden) according 1 Towhin et . [16]

antigens were

12 E antibandy-derectiom

The specilic TeE-binding of the allergens on nitrocellulose
was detected according o Bengison ef il [17]. The
putient serum pool was used undiluted. Beta-galactosid-
aselabelled anti-TgE antibodies  (Phaderym-RAST,
Pharmacia Diagnostics) diluted 14 in PBS-Tiween 20 was
wsed (0 probe specific TeE-antibodies. The galactosidase-
labelled bands were made visible with o chromogenic
substrate  containing  2-N-beta--galactopyranoside
monohydrate (Sigma N-2259) and Fast Blue B-Diazo-
nium sall (Dajac $331. Trevone. Pennsylvania, U.S.A.).
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Fig, 3. Densitometric asse
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Fig. 4. Densitometne assessment of the
46 KD (BA46K) and 29 kD (BA29K)
allergens from the immunablotting
analysis in NSA-diluent in the presence
of 107 and S0 glycerol and without
elyeerol stored for different ume penods
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year with NSA-diluent (01 and 10
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