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There is no literature information on the C-terminal amino acids of malate dehydrogenase (1.1.1.37
L-malate NAD oxidoreductase) of plant origin. For the enzyme isolated from ox cardiac muscle it has been
established by the methods of hydrazinolysis and the action of carboxypeptidase A that the C-terminal amino
acid is alanine [1].

To determine the C~terminal amino acid of the malate dehydrogenase obtained from cottonseed [2],
we have used the method of splitting it off with carboxypeptidase A (Reanal, Hungary). The latter was first
purified by three recrystallizations [3] and was activated [4] before incubation (Dyg,=0.7).

The enzyme (35 mg) was dissolved in 6 ml of water, and the pH was brought to 7.8 with caustic soda,
after which 1 ml of a solution of carboxypeptidase A was added. The mixture was incubated at 27°C, 1-ml
samples being taken after the required intervals of time (from 5 to 120 min)., In the samples taken, the
reaction was stopped by acidification to pH 1-2 with 1 N hydrochloric acid, and the resulting protein precip~
itate was separated by centrifuging at 3000-4000 rpm, For the complete extraction of the amino acids
split off, the precipitate was washed three times with water and was centrifuged. The aqueous solutions
were evapo;‘ated in a rotary evaporator,

In the dry residue (corresponding to 5 mg of protein) the amount of amino acids was determined on an
amino-acid analyzer of type 620 A. The results are given in Table 1.

In cottonseed malate dehydrogenase, the carboxypeptidase A first split off valine and then phenyla-
lanine, leucine, and tyrosine. Consequently, valine is the C-terminal amino acid of this enzyme, and it
was also identified by chromatography in a thin layer of cellulose.
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