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The re  is no l i t e r a tu re  informat ion  on the C - t e r m i n a l  amino acids of ma l a t e  dehydrogenase  (1.1.1.37 
L - m a l a t e  NAD oxidoreductase)  of plant origin.  Fo r  the enzyme isola ted f rom ox ca rd iac  musc le  it has been 
es tab l i shed  by the methods of hydraz inolys i s  and the action of ca rboxypept idase  A that the C - t e r m i n a l  amino 
acid is alanine [1]. 

To de te rmine  the C - t e r m i n a l  amino acid of the ma la t e  dehydrogenase  obtained f rom cot tonseed [2], 
we have used  the method of spli t t ing it off with ca rboxypept idase  A (Reanal, Hungary).  The la t t e r  was f i r s t  
pur i f ied by th ree  r ec rys t a l l i za t i ons  [3] and was ac t ivated [4] before  incubation (D280=0.7). 

The enzyme (35 mg) was dissolved in 6 ml  of water ,  and the pH was brought to 7.8 with caus t ic  soda, 
a f t e r  which 1 ml  of a solution of ca rboxypep t idase  A was added. The mix tu re  was incubated at 27°C, 1 -ml  
s amp le s  being taken a f t e r  the requi red  in te rva ls  of t ime  (from 5 to 120 min). In the samples  taken,  the 
reac t ion  was stopped by acidif icat ion to pH 1-2 with 1 N hydrochlor ic  acid, and the resul t ing prote in  p r ec ip -  
i tate was s epa ra t ed  by centr ifuging at 3000-4000 rpm.  For  the comple te  ext rac t ion  of the amino acids 
spli t  off, the prec ip i ta te  was washed th ree  t imes  with wa te r  and was centr i fuged.  The aqueous solutions 
were  evapora ted  in a r o t a r y  evapora to r .  

In the dry res idue  (corresponding to 5 mg of protein) the amount of amino acids was de te rmined  on an 
amino -ac id  ana lyzer  of type 620 A. The resu l t s  a r e  given in Table  1. 

In cot tonseed ma la t e  dehydrogenase ,  the ca rboxypept idase  A f i r s t  spli t  off val ine and then phenyla-  
lanine, leucine,  and ty ros ine .  Consequently,  val ine is the C - t e r m i n a l  amino acid of this enzyme,  and it 
was a lso  identified by ch roma tog raphy  in a thin l aye r  of cel lulose.  

TABLE 1. 
Amino acids split off, Time of moles* 

incuba- 
tion. 
min 

5 
30 
60 

120 

0 1 3 0  . - -  _ 

3,90 ~ 
3,98 0,30 
3, 0 2,20 070 TT. 

* The yield of amino acids 
was ca lcula ted  in moles  p e r  
mole  of prote in  (mol. wt. 
140,000 + 5000). 
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