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INTRODUCTION

The isolation and characterization of highly purified
IgE binding molecules are of great importance. These
purified antigens can be used not only for diagnostic
purposes but also as tools for dissecting cellular and
humoral IgE response (Rawle et al., 1984: Ekramod-
doullah el al., 1986b). The isolation of major antigens
is thus the first step for studies leading to the
identification of determinants related to the IgE
response (Olson and Klapper, 1986; Elsayed et al.,
1986; Ekramoddoullah et al., 1986a) as well as for
studying the relationship with molecules such as
Class II and T cell receptors which could be involved
in the IgE response (Marsh et al., 1982; Marsh, 1986;
Roebber et al,, 1985).

Among the pollens of the Mediterranean area,
Olea europea pollen is one of the more widely distrib-
uted (Bousquet et al., 1985). Although several aller-
gens have been identified (Vela et al.,1982; Blanca er
al.,1983) l itt le information is available regarding the
molecular characteristics of the isolated antigens.

In a previous report (Lauzurica et al., 1988) we
analysed, by immunoblotting and CRIE, the major
allergens found in the O. europea crude extract and
we described a monoclonal antibody (MAb) Of-1
which recognizes the 17 and l9K bands from the
whole crude extract.
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Abstract-A dialyzed extract of olive (Olea europea) pollen was fractionated by anion exchange
chromatographl '  on DEAE-Sepharose CL-óB using a discontinuous gradienî of ammonium bicarbonate
The most important protein allergen was obtained from the 0.3 M fraction after gel filtration on Sephadex
G-100 and separation by lenti l - lect in Sepharose-4B. The major al lergen of ol ive pol len was contained in
the efluent and *'as designated Olea Antigen I. This material inhibited the RAST activity of l5 patients'
sera that were tested, Anall t ical IEF demonstrated a major band at pH 5.3 and two minor ones at pH 5.ó
and 5.0. When these were run into SDS-polyacrylamide gel electrophoresis in a second dimension, all were
separated inlo two bands of mol. wt 17 and 19K. A second protein, which is the next most important
allergen, Olea Antigen Il, was obtained from the 0,5 M fraction by chromatofocusing in a 4-7 pH range
followed by filtration on Bio-gel P-30. Olea Antigen II had a mol. wt of 8 K as assessed by SDS-PAGE.
IEF analysis displayed one main band at pH 3.ó and two minor bands at pH 3.8 and 4.0, respectively.
OL-|, an anfi-Olea europea monoclonal antibody (MAb) previously reported by us Lauzurica et al.
(1988) reacted with the l7 and l9 K antigens from the crude extract and with Olea Antigen I but not with
Olea Antigen II .

This paper describes the purification and partial
characterization of two proteins, considered as major
allergens from O. europea pollen. These proteins
(Olea Antigen I and Olea Antigen II) are quite
different in terms of their charge, size and allergenic
activity. Monoclonal antibody OL- I reacls only with
protein Olea Antigen L

MATERTALS AND METHODS

Extraction of pollen. Olea europea crude extract
(C.8.) was prepared according to the procedure
described elsewhere (Lauzurica et al., 1988). Figure I
shows an outline of the purification steps that fol-
lowed.

Fractionaîion o/O. europea crude extract. Ten ml
of C.E. solution at 20 mg/ml, were applied to a
2.5 x 30 cm column of DEAE-Sepharose CL-6B
(Pharmacia Fine Chemicals) which had been equili-
brated with ammonium bicarbonate (0.02 M).
Fractions were eluted stepwise at 30 ml/hr with am-
monium bicarbonate. Discontinuous gradient sepa-
rations of 0.02, 0.1, 0.3, 0.5 and I M oî ammonium
bicarbonate were performed. Fractions were conrcn-
trated over a YM-2 membrane in a Diaflo cell
(Amicon, MA).

Olea Antigen I purification. The 03M fraction
was subjected to gel filtration on Sephadex G-100
(2.6 x 100 column) at 4"C. The major protein peak
was pooled, dialysed, freeze-dried and redissolved in
0.5 M sodium chloride, 0.05 M Tris buffer, pH 7.5,
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