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Abstract -we repor t  thc ident i f icat ion and separat ion of  two isoal lergen cornponents of  pzrr  71.  the
nrajor ailergen fro:m Porieîaria .iudaica pollen. First. electrophoretic condiiions for consistently
separatrng hoth iso lorms in  an SDS-PACE systcm were establ ished,  and rnol .  wt  va lues o l '13,000
( tsoal lergen IA)  and 10.500 ( isoal lergen lB)  were est imated.  Immunoblot ,  a f ter  SDs-.pAGE
exper imen ts .  $  i th  ind iv idua I  P.  . iudaicu -sen s i t ive human scra revealec l  a  s l igh t ly  d i f ferent  IgE-binding
pat tern for  each isoal lcrgen Four  ant i -Pur  . i  I  mAbs were obta ined f rom BALB/c mice i rnmunized
wtth a pur i f ied Pur  i  l  preparat ion compr is ing lA and IB isoal lergcns.  Three mAbs were d i rcctec l
to  an epi tope shared b; '  both isoal lergens,  and the four th onc recognized speci f ica l ly  one epi tope on
Pur j  lB '  Dot-b iot  expcr imcnts wi th the deglycosylate<i  a l lergcn showej  that  the mAbs c l ic l  not
recognize the carbohydrate prosthct ic  group of  the molecules.  Af f in i ty  chromatography us ing thc
mAbs a l lowed the separat ion of  the isoal lergens that  rera ined thei r  igE-b inding abi l i ty  af ter  the
pur i l ìcat ron proc€ss.  Amino ac id composi t ion analyses ancl  par t ia l  ly ' - terminal  sequencing demon-
slrated an extensive homology and also the existence of some structural differences between pur 

.jI  isoal lergens,  which is  in  agreement  wi th the h igh.  but  not  complete,  cross-react lvr ly  obscrved in
compctition ELISA experimcnts. Finally. skin prick tesrs perforrned on 28 p. jutlnica-sensitive
pat ients showed that  a l l  o f  them recognize<l  both isoforms and that  a l lergenic  epl ropes prescnt  rn
Par , i  lA and IB are responsib le fbr  most  of  the a l lergenic  act iv i ty  of  the whole ext ract .

0l6l--5tì90/93 56.00 + 0,00
ii') I993 Pergamon Press Ltd

I molecule had been suspected since, somctimes, i t  could
be spl i t  into two bands when analyzed on SDS-pAGE
(Ford el al. ,  1986',  Ayuso el a/. ,  1988). However. the
condit ions for consislently separating Lhese bands had
not been establ ished.

Thus, the f irst goal of this work was to f ìnd an
SDS-PAGE system that would al low us to separate both
isoal lergens and subsequently to determine, by im-
munoblott ing, the prevalence of specifìc lgE to each
isoal lergen in individual sera from p. iudaica-sensit ive
patients. Besides, mouse anfi-Par I  I  monoclonal anti-
bodies were obtained, whose specif ici ty coultJ be investi-
gated by using this SDS-PAGE system. In a secon<l
stage of this work we used antí-par 7 I  mAbs, with
dif ferent specif ici t ies, to isolate both isoal lergens.
Final ly, these isoal lergens were characterized by means
of several physicochemical methods, and their contr i-
bution to the total al lergenic activi ty of the whole
extract, and the cross-reactivi ty between them were
studied using lrr rit,o and in ttitro methocls.

INTRODUCTION

Plants belonging to the genus purietctria, mainly p.
judaica and P. o.fficirtalls species, are the most imporrant
cause of pol l inosis in the Mediterransan area (Serafini,
1975;  D 'Amato  e t  a l . ,  l99 t ) .  Bo th  spec ies  possess  a
major allergen, Par 7 I and par o I rcspectiv;ly, which
are recognized by serum IgE from alrnost the total i ty of
patients allergic to Parietaria. These allergens have becn
purified and characterized by diflerent methocls (Feo
et  a l . ,1984:  Corb í  e r  a l . , l9g5a;  Rub io  and Br ieva ,  l9g7 ;
Ayuso e l  a / . ,  1988;  Po lo  e l  a l . ,  1990,1991;  Ores te  e l  a / . ,
1991), and a certain degree of sirni lar i ty in their physico_
chemical features as well  as antigenic and ai leigenic
cross-reactivity between them have been observed (Corbí
et al. ,  1985b, c).

As far as Par.7 I al lergen is concerned, i t  has been
reported to be a glycoprotein with mol. wt about 10,000
and i t  shows a considerable charge heterogeneity which
is mostly due to the carbohydrate prosihetic groups
(Polo et al. ,  1991). In addit ion to this carbohydraìe
heterogeneity, the existence of dist inct isofornrs of por i

I\{ATERIALS AND METHODS

Pollen e.rtracÍ

P. judaica pollen was purchased from Allergon AB
(Sweden). The extract was prepared by st irr ing the

iAuthor to whom corresponclence shoukl be addressed. pol len in 50 mM ammonium ui.oruonaiJ r" i" i i" ,r".  
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