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Pnn led  l r  ( i r ca t  B i l t a rn .

|  \ ' IRODT-r( 'TION

Many \ \ lorkers hare pointcd out  that  Dernt t to-
phauoides l lefont .s.s i , l l rs  (D.p.)*  and D. fur inue
(D.f . )  are important  a l lergens in house dLrst
s ince the ear l l '  reports by Voorhorst  et  n/ ,
(1964) (Miyanroto et  u l . ,  1968: Morr ison-srni th
et  u l . ,  1969 Bi l iot t i  er  u l . .  1972: Kabasawa cr
ul . ,  1976).  Pur i f icat ion and character izat ion of
these al lcrgens is  iml tor tant  for  d iagnosis and
treatment of  a l lergic asthma pat ients.  Miya-
nroto er  u l .  (1969) and subsequcnt workers
(Romagnan i  e t  u \ . , 1972 ;  I sh i i  e r  a / . .  1973 ;  I sh i i
& Miyanroto,  1975; Ricci  et  u l . ,  1975; Romag-
nan i  e /  u l . .  1916 ;  Nakaga la  e t  a l . , 1977 ;  Ba ldo
& Uh lenbruck , l977 ;  Chapman &  P la t t s -M i l l s ,
1978; Kabasau,a & Ishi i ,  1979: Kr i l is  et  u l . ,
1979) have part ia l ly  pur i f ied and character ized
the al lergens f rom house dust  mi tes.  Recent ly.  a
nrore defined allergen preparation has been
isolated f rom D.p.  (Chapman & Plat ts-Mi l ls ,
1980: Stewart  & Turner,  1980a, b) ;  however,  a
highly purified allergen from D.p. is necessary
for characterization.

*  Abbrev ia t ions  used:  tsSA.  bov ine  serum a lbunt in :  D . f . .
Dertnutophuqoidas .[urinuc : D.p.. Dertnutophuqoides ptero-
rn'.sslrrrrsl  EIA, enzynte inrmunoassay; PAGE. polyacryl-
amide gcl electrophoresis: I 'AS, periodrc acid-Schrff ;  P( 'A.
pass ive  cu îaneous anaphy lax is :  p l .  i soe lec l r i c  porn t :  RAST,
rad ioa l le rgosofbent  tes t :  SDS.  sod iun t  dodccy l  su l fa tc :
Tr is ,  t r i s (hydrox  ymethy l )a rn inonre thane.

{) l l ì l  58e(ì l ì :  010.1.ìq-(}N$0.1 (X) 0
a (_ r  l 98 l  Pe rg rn loD  P rcss  L td .

In our prel iminary studies on IgE-supresslon
by D.p.  a l lcrgens,  rvhen mice werc immunized
with the crude l ) .p.  extract ,  the rnajor  IgE-
inducing al lergen in BALB/c mice was di f lerent
f rom the major  a l lergens in man. Wc have
pur i f ied and character ized the major  mouse
al lergen in D.p.  crude extracts.

IVIATERIALS AND ME'I'}IODS

Ertructiott o.[ untígetts .fi 'otrt rnita.s

Mite ant igen was extracted by the method of
Kabasawa & Ishii (1979). Briefly, D.p. separ-
ated f rom cul ture medium was homogenized
with 0.12 M Tr is HCI buf fer .  pH 7 .6.  The hom-
ogenate was centrifuged at 60,000 g to obtain
supernatant  (crude extract) .  Protein concen-
trat ion was measured by the niethod of  Lowry
e t  a l .  (1951)  and  by  op t i ca l  dens i t y  a t  280nm
with a Shimazu UV-140 spectrophotometer
(Shimazu Ltd,  Kyoto,  Japan).

Prcpurution ol aníiscru

A crude extract  of  D.p.  in 0.85);  (w/v)  NaCl
(20 pg protein/ml)  was mixed wi th an equal
volume of  a luminum hydroxidc gel  (20 mg/ml) .
Aluminum hydroxide gel  was prepared by the
nre t l rocJ of  Levinc &Yaz. (1970).  Teu ml le nr ice

. j i  I  t
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Dopartn lent  of  Paras i to logy.  Miyazaki  l \4edica l  Col lege,  Miyazaki .  Japan

l l ' i rs t  re ta i r t 'd  t )  l t lur th  l98 l ;  u tcaptu l  in  rcr is t ' t l  l r rnr  )9 Jr r l r '  191: i l )

Abstrac l  -A ntator  ant igen inducing Ig l ì  in  nrcc { [ )p l ) rvas pur i f ìed f iom a cnrdc cxt t 'act  ( ) l '  Dt rnutoplut -

lJÒi l .s  Ptuot t lss i r lus (D.p. )  usrng Sephacry l  5-200 gel  f ì l t ra t ion.  DE52 ion exchange chrgmatr :graphy and
t s o e l c c t r i c  f o c L r s i n g . ' ì ' h i s  a n t i g c n  i s  t r o l  o n c  o f  t h e  n r a . i o r  D , p .  h u m a n  a l l e r g c n s .  I s o c l e c t r i c  f o c u s i n g
s h ( ) \ \ ' c d  a  s i n g l c  p c a k  o f  P C A *  a c t i v i t v  a t  p l  4 . 7 .  A c t i i , i t v  f o l l o u , e d  a  b r o a c l e r  b a n r l i n g  p l ì t t c n i  o n
p o l r a c r l l a n t i c l c  g e l  e l e c t r o p h o r c s r s  ( P A ( ì E 1 .  T I r c  n r o l e c u l a r  r v e t g h t  o l  I ) p l  e s t i n r a t c c l  f r o n t  S c p l r a r l c x
( ì - 1 5 0  c l t r o n r a t o g l a p h v  w n s  1 . 7  x  l 0 s  d a l t o n s .  M o l e c u l a r  r v e i s h t  c a l c u l a t e d  l r o n r  S D S - g e l s  ( r e d u c i n g ) ,
l l r r t t r ' t c t .  r v a s  J . 7  x  l 0 a .  w h i c h  m a y  i n d i c a t c  a  n r o l e c u l e  w i t h  a  s u b u n i t  c o n r p o s ì t i o r r .  D p i  c o n t a i n e d  n o
t i c l e c t a h l e  l r e r o s e  a s  m c ' z r s u r e d  b 1 ,  t h c  p h e n o l  s u l f u r i c  a c i d  a s s a 1 , .  P C A  a c t ì v i t y  o l  D p l  u , a s  s t a b l c  a t  9 8  C
r n d  t o  I r s i ì t n ] e n t  u ' i t h  0 . 1  M  s o d i u m  m c t a p c r i o d a l e .  b u t  d e s t r o y e d  b y  p r o n a s e .  D p l  r e p r e s c n t s  a p p r o x i -
n r r t e l r  t r n c  p e r  c c n t  o f  t h c  t o t a l  p r o t e i n  o f  c r u d e  e x l r a c t s .  P u r i f ì e d  D p l  c l i s p l a v s  a  s p c c i f ì c  a c t i v i t t ,
r n r r r . r s r  o f  . 1 0  t i n r c s  t h a t  o f  t h c  c r u d c  e x t r a c t  w i t h  t h e  P C A  t e s t .  D p l  i s  c a p a b l e  o f  i n h i b i t i n g  4 0 " , ,  o f  t h e
b r n d r n g  b c t s e e n  c r u d e  c x t r a c t  a r r d  h u n r a n  l g E .  b u t  o n l y  a t  c x t l e n r e l y ' h ì g h  c o n c c n t r a t i o l ì s .  H u n r a n  I g E
\ \ a : : l  ) o  t j n r c s  n t o r c  s e r r s i t i v c  t o  D . p .  c r u d e  e r t r a c t  t h a n  p u r i f ì e d  D p l  b , v  c n z y m r ' i n ì n l u n ( ) i t : s i t y .
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s c r a  d L l n n g  t h e  c o u r s c  o l ' i n r n r u n i z a t r o n .  L l / e  S t , i .  g ,
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