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INTRODUCTION

Most al lergen preparations used in diagnosis, therapy
and research of al lergic diseases are complex mixtures
of biological moleculcs inadequately defined. As was
shown in a number of studies. treatments with such
preparations may give r ise to the production of IgE
antibodies to some consti tuents to which the al lergic
individuals had not been original ly sensit ized (Marsh
et  a l . ,1972:  R ich ter  e t  a l . .1975) .  Th is  i s  why  pur i f ied
components  conta in ing  the  c l in ica l l y  re levant  a l le r -
gcns are highly desirable.

Recently, much work has been directed towards
the identi f icat ion and purif icat ion ol major al lergens
from some al lergenic extracts. Thus, Amb e I (AgE)
and Amb e II  (AgK) (King and Norman, 1962; King
et al. ,  1964), Phl p I  (AgB) (Malley and Harris,
1967), Lol p I  (Agl) (Johnson and Marsh, 1965), Der
p I (Pr) (Chapman and Plarts-Mii ls. 1980), Atr aI (Att
l)  (Yunginger ef al. ,  1980) Fel d |  (Cat l)  (Ohman el
al. .1974) are some of the most important al lergens so
far purified.

As far as Parietaria judaica pollen is concerned, in
a previous paper (Corbi et al. ,  1986) monoclonal
antibodies were described which specifically recog-
nized four polypeptides from this pol len. Al l  of them
were jointly purified by affinity chromatography on a
monoclonal antibody-Scpharose column and were
shown to be antigenically cross-reactive and to ex-
hibit  lgE-binding abi l i ty. The most important one,
then denominated Pj l0 (Par j  I) ,  had already
been identi f ied as the main al lergenic component
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Abstract-A componcnt ol Parietaria.iudaica pollen extract. previously identifìed as thc major allergen.
then repor ted as Pj l0  and hcreaf ter  denonr inated Par  j I  has been iso lated bv a combinai ion of  659. ,n
ammonium sulphate sa l t  prec ip i ta t ion and gel  f ì l t ra t ion and an Ul t rogel  AcA54 column.  Thc pur i l ìe t i
a l lergen appeared essent ia l ly  homogeneous on gel  f i l t ra t ion HPLCI.  The'mol .  wt  of  par  i  I  was cst r rnatet ì
b1 'e lect rophoret ic  and chronratographic  techniques.  Al l  resul ts  gave values in  a range f rom l3 K to 2.5 K.
Analys is  in  SDS-PAGE under reducing condi t ions revealcd a broad band corresponding to a m6l .  wl  q f
l0  K,  which reta ined a l lergenic i ty  when tested wi th a pat ients serum pool .  CIE and ( ìRtÉ par terns of  tbe
isolatcd Par j I displayed the two precipitating lines already reported as those exhibiting thc highest
IgE-binding abllity. Par j I showed a specific allergenic activity about lO-fol<l higher than thaiof thc r.iholc
extract and was demonstrated to be the major allergen of Parietaria iudaicu as assessecl in 25 scnsitivc
human sera.

of  P . . juda ic 'a  po l le r r  tha t  exh ib i ted  L l rc  h ighesr
IgE-b ind ing  ab i l i t y  by  immunodetecr i r , rn  a f le r  SDS-
PAGE (Corb í  and Car re i ra ,  1984) .

The aím of this study was therefore to establ ish an
isolat ion procedure which permitted the purif ìcat ion
oî Par j  I ,  free f iorn thc other three polypcpridcs. in
a yield and state of puri ty suitablc for subsequent
characterization and investigation of i ts al lergenrc
signif icance by several rnethods.

MATERIALS AND METHODS

Preparalion oJ' the pollen eÍtro(:Í

Parietaria judaica pollcn was purchascd from Al-
lergon AB (Sweden). The extract was prepared by
mixing the pol len with 50 mM arnmoniunr bicar-
bonate solut ion at a l0o/o w/v rat io and st irr ing fbr
60 min at room tcmp, fol lowed by ccntr i fugation at
39 ,1009 fo r  l5min .  The supernatan t  was  removed
from the pel let and dialysed for 24 hr against dist i l lecl
water at 4'C. Then i t  was recentr i fuged, f i l tcred and
freeze-dricd. The lyophilized extract was stored at
4"C unti l  use.

Isolation oJ' the allergen

Parietaria .iudaica pollen extract was reconstituted
with distilled water to a final protein concn of
I mg/ml. Sol id ammonium sulphate was then gradu-
al ly added, at 4C, with st irr ing, to 50 ml of the whole
extract until a 65oh concn was reached. The precipi-
tate was separated from the supernatant by ccntrifu-
gation at I  2, 100 g for 30 min at 4"C and resuspe ncled
in dist i l led water. Both supernatant and precipitare
were extensively dialysed against dist i l led water in a
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