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C o t t o n s e e d  g lobu l in s  have been  i s o l a t e d  by a n u m b e r  of w o r k e r s  [1-4] .  It has  been  e s t a b l i s h e d  tha t  the  
t o t a l  g lobu l in  f r a c t i o n  c o n s i s t s  m a i n l y  of  a r g i n i n e  and h i s t i d ine  c o m p o n e n t s .  The q u a t e r n a r y  s t r u c t u r e  of  the  
a r g i n i n e  c o m p o n e n t  has  been  s t u d i e d  [4]. The m o l e c u l a r  weight  of  the  h i s t i d i n e  g lobul in ,  a c c o r d i n g  to  I b r a g i m o v  
e t  a l .  i s  140,000, and  a c c o r d i n g  to  Ovch inn ikova  et  a l .  it i s  about  300,000.  Th i s  d i f f e r e n c e  m a y  be a c o n s e -  
quence  of  a change  in the  q u a t e r n a r y  s t r u c t u r e  of  the  p r o t e i n  d u r i n g  the i s o l a t i o n  p r o c e s s .  

We have  i s o l a t e d  the h i s t i d ine  g lobul in  [1] in o r d e r  to  s tudy  i t s  s t r u c t u r e .  I m m e d i a t e l y  a f t e r  p u r i f i c a t i o n ,  
the  p r o t e i n  was  d i s s o l v e d  in 8 M u r e a  so lu t i on  with pH 7.4.  The m i x t u r e  ob t a ined  was  d e p o s i t e d  on a co lumn 
of  D E A E - c e l l u l o s e  e q u i l i b r a t e d  with 8 M u r e a ,  pH 7.4.  The  r e s u l t s  of  c h r o m a t o g r a p h y  a r e  shown in Fig .  l a .  

On gel  f i l t r a t i o n  th rough  a co lumn of  Sephadex  G-75 (fine) e q u i l i b r a t e d  with a 0.1~i, s o l u t i o n  of  NaSDS f r a c -  
t ion I gave  two p e a k s  (Fig .  lb ) .  A f t e r  c h r o m a t o g r a p h y ,  two p r o t e i n  f r a c t i o n s  w e r e  ob t a ined  which  w e r e  h o m o -  
geneous  on d i s k  p h o r e s i s  in the p r e s e n c e  of  0.1% of  NaSDS. Thus ,  we i s o l a t e d  t h r e e  subun i t s .  We d e t e r m i n e d  
the  m o l e c u l a r  w e i g h t s  of the  subun i t s  by  d i sk  p h o r e s i s :  I' - 28,000; I I '  - 24,000, II - 12,000. 

The  a m i n o - a c i d  c o m p o s i t i o n s  of  the  subun i t s  w e r e  a s  fo l lows  (mol .  %) ( see  fo l lowing  page}.  
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Fig .  1. C h r o m a t o g r a p h y  of  the  h i s t i -  
d ine  g lobu l in  on D E A E - c e l l u l o s e  (a) 
and  gel  f i l t r a t i o n  of f r a c t i o n  I on 

Sephadex  G-25° 
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Amino acid 

Asp 
Tre  
Ser 
Glu 
Pro  
Gly 
Ala 
Val 
Met 
Ile 
Leu 
Tyr  
Phe 
His 
Lys 
Arg 
Carbohydra tes  

Trp (number of 
moles per mole 
of protein) 

I' I" H 

10.3 10.0 10.9 
5.0 8°5 4.7 
8.7 6ol 8.7 

18.6 14.8 25.8 
6.3 Tr 4.9 
8.5 14.5 8.2 
8 °5 9.4 6.3 
8.5 10.2 7.5 
0.6 Tr Tr  
5.5 5.1 3.6 
6.3 7.3 4.4 
1.0 1.5 2.0 
4.0 3.6 4.9 
2.1 2.2 2.6 
3.3 6.5 2.5 

11.9 4.0 9.4 
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The method usually used for obtaining biospecific sorbents  is the activation of Sepharose by cyanogen 
bromide followed by the addition of a ligand at the amino group [1], this method being associa ted  with the use 
of an ex t remely  toxic reagent.  Recently, Porath et al. [2] have proposed a method of immobil izing enzymes  
which is based on the activation of Sepharose with p-benzoquinones and the addition of the protein to the ac t i -  
vated Sepharose.  It appeared important  to study of the possibil i ty of using this method for adding amines  and 
obtaining biospecific sorbents.  

The activation of Sepharose was pe r fo rmed  in accordance with Pora th ' s  procedure:  10 g of washed and 
sett led Sepharose 4B in 6 ml of 0.1 M NaHCO 3 (pH 8) was mixed with a solution of 0.108 g (1 mmole) of p-  
benzoquinone in 4 ml of ethanol. The suspension was s t i r red  at room tempera ture  for 1 h, and the activated 
Sepharose was washed with 20% ethanol, water, 1 M NaCI, and water again. The ligands used were N-2,4-  
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