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S t u d i e s  t o  i d c n i t i r  . r n r j  r - l u c r t l u t c  t h e  s t r u c t u r l l  r l t r ; -
e t i e s  o f  a l ì e r s e n s .  u l t r c h  c l n  t r i g g e r  I g E - n r c c l i r t c d
a l l e r g i c  r e a ; t r o n s .  r ! . q u t r ! .  t h a l  h i g h l . r  p u r r f ì c t l  a l l c r -
g e n s  b e  a i  a i ì a b i c  r n  : L i l l c t c n t  i ì t ì . t ( r r Ì n t s .  T h e  c o m p l e r
a n d  h e t e r o E e n c o u : ; . 1 . 1 1 1 - 1 1 - g  o f  t h e  c o n s t i t u e n t s  ( ) l
p o l l e n  u h i c h  3 r c .  c . \ l r i ì i t . ì i t [ .  \ \ i t h  \ \ ' i ì t e r  n e c e s s i t a t e .
that  a conrbrnat lon r r i '  , \ r - \  cra l  d l f ìerenl  n tet l ro t ls  hc
e m p l o r e d  t o  i s o l a r e  r n  a l l c . r g c n  r r  i i h  a  h i g h  d c g r e c  r , 1 '
p u r i t l ' .  H o r v e t  c r .  i n  s p r t e  o f  p a r n s t a k r n g  n t e - a s u r e :  f o r .
ant igen pur i f icat ion.  thc preparat ion ot 'an i ìn t  js ! . ru l l l

capable of  recogniz ing a s ingle ant igenic  spccì f ìc i r r  rs
a d i f f icu l t ,  i f  not  an i rnpossib le task to achieve.  Thc
product ion of  monoclonal  ant ibodies by hybr ic ioma
technology (Kóhler  and Mi lsre in,  I975)  has sur-
mounted th is  l imi tat ion associated wi th thc con_
vent ionúl  mcthot l  o f  prcpur ing a monospeci f ic  arr t i .
serum. Thus.  c lones of  hybr idoma cel ls ,  each capable
o l  p r o d u c i n g  a n t i b o d i e s  o l  a  s i n g l e  s p c c r f i c i f y .  w c r c
prepared r i i th  sp leen cel ls  f rom mice immunized wi th

thc hcterogeneous and conrp lex nt ix ture of  sonr_
poncnts prcsent  in  the retcntate l ì .act ion of  the d ia-
I r z c d  p r c p a r a t i o n  o f  t h e  a q u e o u s  c x t r i ì c t  o f '  K B G I
p o l l c n  l K i s i l  c t  u l . .  l 9 B 0 ) .  l n  t h e  p r o c e s s  o f ' c h a r a c t c r _
r z r n g  t h c  s p e c i f i c i t i ,  o l ' a  r n o n o c l o n a l  a n t i b o d y .  d e s i c _
natL 'd as Mab l l .  i t  was fount l  to  recognizc nnt  uniy
an ant ig ! -n prc.scnt  in  KI IG-R but  a lso HMIIA,
rso lated I ' rom the rc tentatc  f ract ion of  rycgrass pol len
(Ekrarr roc idoul la l . t  er  t t l . .  198- l ) .  The imnortance of
H  N l 8 . 4  r i  a s  d e n t o n s t r a t c d  h . v  r h c  t ì r r d i n g  i h a t  a l l  s c r a
t r o r n  i r r d i r  i d u a l s  a l l e r g i c  t o  r y e g r a s s  p o l l c n  c o n t a i n c c i
I g E  l n t i b o d i c s  t o  t h i r ;  u l 1 . r * . n .

l n  t h c  p r e s c n t  s t u d 1 , ,  t h c  a n a l y s i s  o f  K I I G - R  a n d
ryc-R by a cornbinat ion of  Wcstcrn and immunoblor
nrethods emplo l , ing Mab l2  rcvcaled the prcscnce.  in
b o t h  p o l l e n  e x t r a c t s ,  o f  a r r  a n t i g c n i c  c o m p o n c n t  t h a t
w a s  s i n r i l u r .  i f  n o t  i d c n t i c a l ,  i n  s i z c  a r r t l  i n r r r r u -
norcact iv i ty  to  that  of  I IMBA. Since there was a h is l r
inc idencc ofan a l lerg ic  resn(rnse to th is  a l lergcn and
i t  was avai lab lc  in  a pure l 'ornr ,  t iMtsA u,as ludged
lo be a good candidale for  at tempts to  character ize
thc ant igenic  s i te  recognized by Mab 12.

MATERIALS AND ] \ {E TIODS

Preporttiotr o-f KBG-R, rve-R antl II^48.4

The non-d ia lyzable components of  KBG (pou
pruten.si.t ) and ryegrass (l,oliunr perenne) pollen
(Hol l is ter  St ier  Laboratory,  Miss issau€ra.  Ontar ic) .
C 'anada)  rvcre prepared by ext ract ing c lefat te<l  po l len
u i t l r  J i s r r l l c r l  w a t c r  a t  r o o r ì ì  l c r n n  f o l l o u c t l  h r y  d i a l l s i s

ffi

SZez t
PARTIAL CHARACTERIZATION OF AN ANTIGENIC

SITE OF HIGH MOLECULAR WEIGHT BASIC ANTIGEN,
A RYEGRASS POLLEN ALLERGEN, USING A

MONOCLONAL ANTIBODY*

A. K.  M.  F.xH. l r , loooouLl ru. t  F.  T.  Krsrr_ and A.  I_1.  SesoN
MRC Group for  Al lcrg i '  Research.  Depr ì r tn ìent  of  Inr rnunotogy,  tJn ivers i ty  of  Mani toba,  730 wi l l ianrAvenuc.  Winnipeg.  Mani toba.  Canada RjE OWi

(First receirel 30 .tunwtr.y', I9Í\5: atceptet! in ret,i,sed.lrtrnt 23 Julv 19g51

Abstract -we have prev iouslv  repor ler l  on the product ion of  rnur ine rnonoclonal  ant iboc l res (Mabs)  tothe retentate f i .act ion of  rhe aqueous exrract  ot .Kenruckv b luegrass p. l i . ; - (Ké( ì_ i ; ' iX, . i l  o ,  o / .  ( l9 t t f ) )F e r t n  P r . , n . 3 9 . 1 4 7 9 1 .  I n  t h c  f ì r c s c , Ì l  s t u . r J 1 .  r h c  r h r l r r y  o l , r i t t o l  i 1 " . "  f r l u f . . r l f 4 r i , ' f ' : , ' , , , , r " . , , g n i r e  v i r r r ( ) n sant igenic  components present . in  KBG-R ancl  thc corrcsp.nt l ing t i r " r iu i r  i r i iy . f . " * -óv"-nr  was cv: r lu . tcc lby thc wcstcrn and inr r r tunoblot  tnc lh.ds.  Thus.  KBG-i? and rye-R * , . r "  r " rn l i .d  e leJt roph,r rc t ica l lv  inroa largc nuntber  ofc t l t r lponents Rcnrarkablv .  thc concurrent  imrnunoblot  analvs is  rv i th  Mab l2  detcctedonly  a s ingle rnt igenic  conrponcnt  in  cac i r  o f  thc rc tenrar t i  r r , * i i ,ur . ì  i i , "  ì - . r i ì , , , ,  o l . rhe .nr igeniccor .nponcnt  observed on these i Ínnrunoblots  wi rs  idcul ica l  to  thdt  obta i ;e( l  * i ,n  ì r , . :  , i f  l r r " rge '  h igh mol .  I  Irv t  bas ic  ant igen ( rnol  wt  -56.800)  To charrc ler ize the anl rgcnrc sr lc  recognrzed by the Mab,  thc s izc of  |  {
I IMBA rvas ret luced f rv  c lcavage.wi th ( 'NBr.  thc resul t ing f ragnrents sep;r raìed by h igh-pcr tor .mance l iqu idchromalographl r  on a revcrse-phase colunrn anr l  the i r  ìn t rgenrc act lvr ty  analyzed by inrmunoblnt .  fwo Jpepr ides.  cB- l  (nro l .  s ' r  -  17.400)  and ( 'u-2 (mor.  wr  -  22,000) .  , " r r in . " r  rn .  io iu . i , ' , ,  in  , . " . ,  wi rh Mabl 2  a n d  a l s o  I g E  a n t i b . d i r ' s  p r u \ c r l ' ì  a  p . . l , r - s c r a  r i u u l  g r a s s  a l r c r g i c  i n c l i v i d u a r s .
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