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The C - t e r m i n a l  amino acid in the 8.2 S globulin that we had isolated [1, 2] was cleaved with the aid of 
hydraz ine  and carboxypept idase  [3, 4]. 

The pro te in  (53.4 rag) was heated with 1 ml of anhydrous hydrazine in the t he rmos t a t  at 100-105*C 
for  10 h. The  excess  of hydraz ine  was el iminated in a vacuum des i cca to r  ove r  sulfur ic  acid.  The res idue  
was dissolved in 2 ml  of wa te r  and shaken with 0.2 ml of benzaldehyde fo r  2 h. The benzaldehyde l aye r  
with the condensation products  of the hydrazides  of the amino acids was separa ted  f r o m  the aqueous par t  
by centr i fuging at 3000-4000 rpm.  The aqueous l aye r  was evapora ted  to d rynes s  at 60-70°C in a ro t a ry  
evapora to r .  

In the de te rmina t ion  of the amino acids,  the dry  res idue  was chromatographed  in a thin l aye r  of s i l ica  
gel [5]. It  can be seen f r o m  Fig.  1 that the C - t e r m i n a l  amino acid of the 8.2 S globulin is threonine .  To 
conf i rm the resu l t  obtained, the amount of the C - t e rmina l  amino acid of the 8.2 S globulinwas de te rmined  by 
earboxypept idase  c leavage .  Carboxypept idase  A (WReanal," Hungary) was r ec rys t a l l i z ed  th ree  t imes  [6] and 
act ivated by a published method [4] before  incubation. 
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F ig .  1, T h i n - l a y e r  c h r o m a t o g r a m  in si l ica gel (10x 10) in the b u t a n - l - o l  - 
cone. ace t ic  a c l d - w a t e r  (4:1:1) sy s t em (one-dimensional  ch romatography  
to a height of 9 cm th r ee  t imes) :  1) threonlne;  2) l soleucine;  3) phenyl-  
a lanine;  4) leucine;  5) product  of the hydraz inolys ts  of the 8.2 S globu- 
l in;  6) mix tu re  of amino acids  (1-4).  

Fig.  2. Amino acids  spli t  off f rom the 8.2 S globulin on incubation with 
carboxypept idase  A: 1) threonine;  2) va l lne ;  3) a lanine;  4) glutamic 
acid,  
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The 8.2 S globulin (34.6 mg) was dissolved in 9 ml of phosphate buffer  with pH 8.0 and ionic s t rength 
0.5. Then 1 ml of act ivated carboxypept idase  A was added to the solution and incubation was pe r fo rmed  at 
27°C. 

Samples were  taken a f te r  30, 60, 120, 180, 240, and 300 min.  The react ion was stopped in the tes t  
tubes taken by the addition of 1 N hydrochlor ic  acid to pH 1-2, and the resul t ing prec ip i ta te  of protein was 
separa ted  off by centr i fuging at 3000-4000 rpm.  Fo r  the complete  extract ion of the amino acids split  off, 
the prec ip i ta te  was washed with water  th ree  t imes  and was centr ifuged.  The aqueous solutions were  evap-  
orated in a ro t a ry  evapora to r .  

The amino-ac id  content of the dry res idue  was de te rmined  on a 4SAN (type 6020A) amino-ac id  ana-  
l yze r .  It can be seen f rom Fig.  2 that in the 8.2 S globulin the carboxypept idase  A f i r s t  spli ts  off threonine,  
then valine,  alanine, and giutamic acid.  

On the bas i s  of these  resul t s ,  the sequence for  the C - t e r m i n a l  section of the 8.2 S globulin can be 
given as glutamylvalyla lanyl threonine.  
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