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Preparation of Specific Antisera Against Chicken Lens Protein Components 

W h e n  using immunologica l  systems,  ant ibodies  against  
one par t icu lar  an t igen  can somet imes  ha rd ly  be obta ined.  
I n  our  exper iments  wi th  chicken-lens antigens,  this  
p rob lem is m e t  wi th  cons tant ly .  

An ex t r ac t  of the  chicken-lens homogena te  is general ly  
assumed to  conta in  3 groups of prote ins  l isted as a-, t -  
and  ~-crystal l ines (M6RNER 1). Analyses a, d and f in t he  
F igure  show an  immunoe lec t rophore t i ca l  pa t t e rn  of to t a l  
chicken-lens ex t r ac t  agains t  ant i -chicken-lens  serum. Fo r  
t he  chicken there  is one special t - componen t ,  whereas  for 
m a n y  o ther  species an a or  o the r  componen t s  are  common .  
I n  earl ier  work  we t r ied to isolate prote in  fract ions by  
using D E A E  cellulose combined  wi th  gel f i l t ra t ion on 
Sephadex (VAN DOORENMAALEN, HOENDERS and ZWAAN2). 
Such a f rac t ion p re sumab ly  conta ins  1 an t igen;  however ,  
when  in jec ted  into  rabbi ts  i t  produces  ant isera  still  con- 
ta in ing  ant ibodies  agains t  some o ther  ant igens  as well. 
Therefore ,  a new procedure  was designed, which appeared  
to  be more  successful. 

The  first  s tep of th is  procedure  was to  separa te  the  
u-ant igen f rom the  to ta l  lens ex t r ac t  b y  get f i l t ra t ion  on 
Sephadex  G-200 w i t h  Tris-HC1 buffer, p H  7.3 (0 .1M 
Tris HC1 + 1 M NaC1). The  a-crystal l ine,  hav ing  a high 
molecular  weight ,  f i l t ra tes  faster  th rough  the  column,  
separa t ing  i tself  f rom the  remain ing  proteins.  Repea ted  
gel f i l t ra t ion of the  remain ing  mix tu r e  yields a f rac t ion 
which is comple te ly  free f rom ~-crystall ine.  This  f rac t ion 
is des ignated here  as S igma-minus-a lpha  f rac t ion (2:--~).  
The  absence of the  a-crystal l ine was demons t r a t ed  by  
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ab, cd and ef are immunoeleetrophoretieal analyses performed at the 
same time. 

immunoelec t rophores i s  as is shown in analysis b in the  
Figure.  

I n  the  second phase  the  pro te in  mix tu re  2 7 -  a was 
used to produce  immunologica l  to lerance  ( D i x o n  and 
MAURERa). For  this purpose  the  2 : - - ~  f ract ion was 
injected,  f rom the  first  day,  in to  new-born  rabbi ts  of 
var ious  l i t ters.  I n t r ape r i t onea l  as well  as s.c. injections,  
combined  wi th  F reund  ad juvan t ,  were given. The  an t igen  
inject ions  were  g iven according to var ious  t i m e  schedules 
and in different  quant i t ies ,  the  resul ts  of which will  be 
publ ished later.  

I n  the  final  phase,  when  the  to le ran t  young  rabbi ts  
were 6 weeks old, to ta l  lens ex t rac t ,  dissolved in normal  
saline and incorpora ted  in F reund  ad juvan t ,  was in jec ted  
according to  a rout ine  immuniza t ion  schedule.  

At  9 weeks, blood samples were t aken  f rom the  rabbi ts  
and  tes ted  immunoe lec t rophore t i ca l ly  agains t  to ta l  lens 
ex t r ac t  as well  as the  2: -- ~ fract ion.  I n  analysis  c in t he  
Figure,  only  1 line is seen caused by  the  prec ip i ta t ion  of 
ant i -a-crys ta l l ine  serum wi th  only the  m-crystalline of the  
to t a l  tens ex t rac t .  The  se rum tes ted  agains t  the  2 : -  
f ract ion produces  no line a t  all. In jec t ions  of to t a l  lens 
were cont inued  in the  to le ran t  young  rabbi t s  af ter  t h e y  
had  passed the  to lerance period. Gradua l ly  a p roduc t ion  
of ant ibodies  agains t  o the r  ant igens was observed by  
repea ted  immunoelec t rophores is ,  of which analysis e in 
t he  F igure  is an example .  Control  rabbi t s  f rom the  same 
l i t ters  were immunized  wi th  to ta l  lens ex t r ac t  when t h e y  
were 6 weeks old. Ant ibodies  agains t  all lens ant igens  
developed normal ly  as carl be  seen by  immunoe lec t ro -  
phoresis. The  fact  t h a t  so m a n y  to le ran t  cases were  
ob ta ined  (9 rabbits)  m a y  serve as a proof  for the  reli- 
abi l i ty  of the  procedure  described (see also VAN DOOREN- 
M A A L E N  4 ) .  

An a t t e m p t  was also m a d e  to  app ly  the  procedure  
ment ioned  above  to the  t - c o m p o n e n t  of the  chicken-lens 
(VAN D O O R E N M A A L E N ,  H O E N D E R S  a n d  Z W A A I ' ~  2 ) .  As t he  
n u m b e r  of successful cases is too  small  as yet ,  the  experi-  
ments  are  still in progress. 

Zusammen/assung. Kaninchen  wurden  gegeniiber  Ei-  
weissfrakt ionen,  aus denen chromatograph i sch  ein be- 
s t immtes  Pro te in  en t fe rn t  war,  to le ran t  gemacht .  Durch  
In j ek t ion  eines ungere in ig ten  Pr~para t s  des e l iminier ten  
Prote ins  withrend der  to le ran ten  Phase  war  es aber  
t r o t z d e m  m6glich, einen fiir dieses P ro te in  spezifischen 
Ant ik6rper  hervorzurufen .  
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