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We have i n v e s t i g a t e d  the  to ta l  f r a c t i o n  of a l k a l i n e  l i p a s e s  [1] to d e t e r m i n e  t h e i r  e n z y m a t i c  a c t i v i t y  
a t  pH 9.5. At  th i s  pH t h e r e  i s  an i n t e n s i v e  h y d r o l y s i s  of c o t t o n s e e d  oi l  w i th  an a c t i v i t y  of 69 un i t s ,  of t r i -  
b u t y r i n  wi th  37 un i t s ,  of t r i a e e t i n  wi th  1200 un i t s ,  and of me thy l  b u t y r a t e  wi th  160 un i t s ,  but not of e thyl  
b u t y r a t e .  As  can  be s e e n ,  the  g r e a t e s t  a c t i v i t y  at  pH 9.5 r e l a t e s  to t r i a c e t i n .  
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Fig .  1. R e s u l t s  of the s e p a r a t i o n  of the  two 
f o r m s  of t r i a c e t i n a s e  wi th  pH 9.5 on a co lumn  
of Sephadex  G-50  and of the  d i s c  e l e c t r o p h o -  
r e s i s  of the a c t i v e  f r a c t i o n s :  1) p r o t e i n ;  2) 
l i p a s e  a c t i v i t y .  

T A B L E  1. R e s u l t s  of the  P u r i f i c a t i o n  of the  T r i a c e t i n a s e  f r o m  
Cotton Seeds  
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In s t i t u t e  of the  C h e m i s t r y  of P l a n t  S u b s t a n c e s ,  A c a d e m y  of S c i e n c e s  of the  Uzbek  SSR. T r a n s l a t e d  
f r o m  K h i m i y a  P r i r o d n y k h  Soed inen i i ,  No. 1, pp.  135-136,  J a n u a r y - F e b r u a r y ,  1972. O r i g i n a l  a r t i c l e  s u b -  
m i t t e d  O c t o b e r  4, 1971. 
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Below we give the resul ts  on the isolation of enzymes catalyzing the hydrolysis  of t r iacet in.  Unde- 
fatted cottonseed kernels (15 g) were  ground in a mor ta r  with quartz sand in 60 ml of 0.1 M phosphate 
buffer, pH 7.4. The mixture was centrifuged at 18,000×g for 30 min and then at 148,000×g for  30 rain.The 
precipitate and the top fatty layer  were rejected,  and the supernatant (48 ml) was t reated with two volumes 
of cold ( -7°C)  acetone. The white precipitate was separated off by centrifuging at 6000x g and was d is-  
solved in a g lass-Tef lon  homogenizer  to obtain a homogeneous suspension. Centrifuging at 18,000× g for 
60 min was repeated.  The insoluble precipitate was rejected,  and the c lear  supernatant was deposited on 
a column of Sephadex G-50 (coarse) .  

The t r iacet inase  activity of the fract ions was determined by the t i t r imet r ic  method [1] at pH 9.5. This 
showed the presence  of two enzymes ( tr iacet inases I and II, Fig. 1) in the f ract ions .  The yields of the f r ac -  
tions and the changes in activity over the stages of purification are  given in Table 1. 

The rechromatography  of t r iace t inases  I and II on a column of Sephadex G-100 in 0.1 M phosphate 
buffer, pH 7.4 increased  their  specific act ivi t ies.  On disc e lec t rophores is  [2], one band was obtained for 
each enzyme.  
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