
The nature  of the spli t t ing of this signal (quartet ,  J1 = 11 Hz, J2 = 4 Hz) p e r m i t s  the assumpt ion  that  the 
p ro ton  at  C 8 is  equator ia l  and, consequently,  the methyl  group is axial .  

Analys i s  of the N1VIR spec t r a  of n i t r amine  and a number  of i ts  de r iva t ives  shows a s i m i l a r  or ienta t ion 
of the OH and CH a groups ,  and the d i f ference  between the a lkaloids  is  apparent ly  due to the method of linking 
the r ings .  
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PRIMARY STRUCTURE OF TRIACETINASE- 

AN ESTERASE FROM COTTON SEEDS. PEPTIDES 

FROM CYANOGEN BROMIDE HYDROLYSIS 

S h .  S. A z i m o v a  a n d  P .  K h .  Y u l d a s h e v  UDC 577.15.02 

The isolat ion [1] and the qua te rna ry  s t ruc tu re  [2, 3] of t r i ace t inase  - in e s t e r a s e  of  cotton seeds  [4] - 
have been r epor t ed  prev ious ly .  I t  has  been shown that the e s t e r a s e  consis ts  of four ident ical  polypeptide 
chains with tool. wt. ~ 10,000 [1] and the amino-ac id  composi t ion of a subunit has been de te rmined  (moles  per  
mole):  Asp,  13.5; Thr ,  7.0; Ser, 9.8; Glu, 15; P ro ,  4.2; Gly, 14; Ala, 11.1; Val,  3.2; Met, 3.8; I leu,  3.0; Leu, 
5.2; Phe,  3.8; His,  2.0; Lys,  4.2; Arg,  6.8; Tyr ,  1.6; 1/2 Cys,  1.8. I t  has  a l so  been es tab l i shed  that the N-  
t e r m i n a l  amino acid  is  methionine [1] and the C - t e r m i n a l  amino acid is ty ros ine .  

We now give the r e su l t s  of an invest igat ion of the pept ides  f rom the cyanogen b romide  hydro lys i s  of the 
t r i a  cet inase.  
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Fig. 1. Gel f i l t rat ion of the pept ides  f r o m  the BrCN cleavage 
of t r i ace t inase  (column 180 × 1.5 cm equi l ibra ted  with 1 M 
a m m o n i u m  ace ta te  buffer,  pH 7.4, Vel = 3 ml /h) .  
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The  r e d u c e d  and c a r b o x y l a t e d  m e t h y l a t e d  p r o t e i n  w a s  incuba ted  with  cyanogen  b r o m i d e  in a r a t i o  of  
1 : 1 0 0  ( m o l e / m o l e )  c a l c u l a t e d  a s  m e t h i o n i n e ,  in 75% f o r m i c  a c i d  so lu t i on  a t  r o o m  t e m p e r a t u r e  fo r  30 h; the  
m i x t u r e  of  p e p f i d e s  was  s e p a r a t e d  by  g e l  f i l t r a t i o n  on Sephadex  G-25  ( s u p e r f i n e ) .  Seven f r a c t i o n s  non -  
h o m o g e n e o u s  on TLC w e r e  o b t a i n e d  (F ig .  1), and  t h e s e  w e r e  p u r i f i e d  by p a r t i t i o n  c h r o m a t o g r a p h y  on W h a t m a n  
3 MiVi p a p e r  in the  B u - l > y - A c O H - H 2 0  (15 : 10 : 3 : 12) s y s t e m .  Th i s  gave  s e v e n  p e p t i d e s  of  which  the a m i n o -  
a c i d  c o m p o s i t i o n s  a r e  g iven  be low:  

Amino Acid B-1 B-2 B-3 B-4 B-5 B-6 B-7 
CM-Cys 0,7 (I) 0,9(1) 0,8 
Asparticacid 1,8(2) t.2(1) 3,9{4) 3,1 (3) 3.!(3) 2,4(3) 6,9(7) 
Thmonine 0,9(i) 1,7(2) ! ~(2) 1,7(2) 0,7(1) 3,7(41 
Serine 1,1(1) 1,2(1) 2,8(3) 3,2(3) o92)_,_(_ 2,3(2) 5,4(5) 
Glutamic acid 1,2 (1) 2,2 (2) 5,2 (5) 3,9 (4) 3,1 (31 2,3 (2) 9,3 (9) 
Proline 0,G (1) 0,9(1) 1,7(?) 1,3 (1) 0,7(1) 2,4(3) 
Glycine 2,2 (21 3,8(4) 4,0 (4) 3,2 (3) 2,0(2) 6,9 (7) 
Alanine 1,3 (1) 1,2(1) 3,2 (3) 3,6{4) 2.5 {2) 2,1 (2) 7,9 {8) 
Valine 1,20) t,4 (1) 1,1 (1) 2,4(2) 
Methionine 0,9 (1) 
Leucine 2,0 (2) 2,3 (2} 2,0 {2) 4, I (4) 
Isolcucine 0,90) 1,1 (t) 0,9(1) 1,8 (2) 
Tyrosinc 0,8 ~,l) 0,7(I) 1,0(1) 
Ph eny. lalaninc 1,2 (1) 0,9(t~ 1,4 (1) 1,t (1) 1,3 (1) 2,2(2) 
Histi~tinc 0,8 (1) 0,7 (1) 1,1 (1) 
Lysine 1,0(1) 1,5(l} 1,0(t) 1,0,1) 1,1(1) 2,8(3) 
A rginine 1,3(I) 1,7(2) 2,1(2) 2.2(2) 0,9(1) 3,9 {4) 
N-Terminal Arg Thr Asp Pro His Arg Asp 
Total 8 10 32 32 27 18 64 

A s  can be s een  f r o m  the f i g u r e s  g iven ,  p e p t i d e  B - 6  i s  a p r o d u c t  of  the  i n c o m p l e t e  h y d r o l y s i s  of  p e p t i d e s  
B - 1  and B - 2  a t  the  M e t - T r e  bond and  p e p t i d e  B - 7  i s  the  p r o d u c t  of  the  i n c o m p l e t e  h y d r o l y s i s  of  p e p t i d e s  B - 3  
and B - 4  at  M e t - P r o  bonds  and,  t h e r e f o r e ,  the  cyanogen  b r o m i d e  p e p t i d e s  B - l ,  B - 2 ,  B - 3 ,  B - 4 ,  and B - 5  m a k e  
up the  c o m p l e t e  t r i a c e t i n a s e  m o l e c u l e .  On c o m p a r i n g  the  r e s u l t s  on the  a m i n o - a c i d  c o m p o s i t i o n  and  the N -  
t e r m i n a l  s e q u e n c e  of  the  n a t i v e  e n z y m e  and of the  p e p t i d e s  i s o l a t e d  i t  is  p o s s i b l e  to p r o p o s e  the  fo l lowing  
s c h e m e  of r e c o n s t r u c t i o n  of t r t a c e t i n a s e  f r o m  the cyanogen  b r o m i d e  f r a g m e n t s :  

Met Tyr 
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