hydrochloric acid at 100° C for 16 hr. The N~terminal amino acids were isolated by thin-layer chromatography on

silica gel [4]. Two spots were found with Rf 0.70 and 0.38 in the propanol—=34% ammonia system, corresponding to
histidine and arginine.

The C-terminal amino acids were determined by the hydrazine and carboxypeptidase methods. A mixture of
50 mg of protein, 0.125 g of hydrazine sulfate, and 0.5 ml of anhydrous hydrazine was sealed in a tube which was
heated in a water bath at 60° C for 16 hr. The excess of hydrazine was eliminated in a vacuum desiccator over sulfuric
acid, The hydrazides of the free amino acids were separated on B3 polyacrolein resin [5]. The latter was filtered off
and the filtrate was investigated for its content of amino acids by thin~layer chromatography on silica gel and in a
mixed layer of cellulose and silica gel [6]. In the ethanol—34% ammonia system on silica gel we identified valine
with Rf 0.45 and aniline with Ry 0,55; in the mixed layer in the phencl—water system we identified the same amino
acids with Ry 0.55 and 0,66, The revealing agent was 0.5% ninhydrin in ethanol.

In the carboxypeptidase method, 0.02 ml of a suspension of carboxypeptidase in water (corresponding to ~1 mg
of enzyme) was added to 10 ml of a 0.5% solution of globulin A in a 1% solution of sodium hydrogen carbonate (ph 7.8),
and the mixture was incubated at 27° C for 4 hr. The enzyme was inactivated by boiling in the water bath for 5 min,
and after the addition of 2 ml of 20% TCA the mixture was centrifuged. The supernatant liquid was separated off and
evaporated to dryness in vacuum at 40° C. The residue was dissolved in 0.02 ml of water, The amino acids were deter-
mined by thin-layer chromatography on silica gel in the ethanol ~34% ammonia system. The revealing agent was
0.5% ninhydrin in ethanol, The two spots with Rf 0.45 and 0.55 were identified as valine and alanine.

Thus, the G-terminal amino acids of globulin A are valine and alanine, and the N-terminal acids histidine and
arginine.
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Khimiya Prirodnykh Soedinenii, Vol. 4, No. 6, pp. 396-397, 1968

Continuing an investigation of the albumin fraction of the proteins of cottonseed [1], we have isolated a fraction
with alanine-oxoglutarate aminotransferase activity.

The acetone powder obtained by B, Mondovi's method [2] was suspended in five volumes of a 10~% M solution of
glutathione pyruvate, the pH of the mixture was brought to 6, and it was stirred at 4° C [3]. The suspension was cen-
trifuged at 9000 X g for 15 min. The residue was discarded and the supernatant was centrifuged at 45 000 x g for
90 min. The liquid present in the intermediate layer was collected, filtered through glass wool, concentrated, and
dialyzed in the cold against 3 I of 0,02 M phosphate (potassium) buffer (pH 7.6) for 12 hr, The contents of the dialysis
bag were centrifuged at 100 000 x g for 30 min and transferred to a column of DEAE-cellulose (2.5 % 35 cm) equili-
brated with the same buffer. The rate of elution was 24 ml/hr, The column was washed with 500 ml of the same
buffer and eluted with 0.1 M phosphate (potassium) buffer (pH 7.4) until the density of the fraction at 280 my had
become less than 0.3, Then, it was eluted with 0.15 M phosphate (potassium) buffer (pH 7.4) and elution was continued
until the density at 280 my had fallen to 0.1. :

The experimental results enabled a graph of the elution of the protein from the column to be plotted. All the
fractions eluted were investigated for alanine-oxoglutarate aminotransferase activity [4]. The fractions were collected,
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dialyzed, and freeze-dried, The dried fractions were studied electrophoretically in acrylamide gel, using a micro
method [4].

The presence of the following zones was established: two in the 1-st fraction, three in the 2-nd fraction, one in
the 3-rd fraction, two in the 4-th fraction, two in the 5-th fraction, and one in the 6-th fraction,

The fraction corresponding to the 6-th peak possessed alanine-oxoglutarate aminotransferase activity.
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We have investigated the total globulin fraction obtained from the seeds of the cotton plant G. hirsutum variety
108~F. From the defatted flour, the protein was extracted with 2 M sodium chloride solution (pH 7), the globulins were
precipitated by dialysis against distilled water, and the precipitate was repeatedly extracted with water to eliminate
water-soluble proteins,

From the globulin fraction so obtained, by microelectrophoresis in acrylamide gel [1], we isolated three anodic
components with Rf 0.34, 0.52, and 0.65 (Fig. 1, a and b).

By chromatography on columns of DEAE~-cellulose, the total globulin fraction was separated into several chroma-
tographic fractions differing by the ionic strength of their elution (Fig., 2). Columns of DEAE -cellulose (of the firm of
Serva, German Federal Republic) with a capacity of 0.62 meq/g (1.35 x 37) were used. Elution was carried out with
phosphate buffer (pH 7.3) with a stepwise increase in the ionic strength from 0.2 to 1 by the addition of sodium chloride,
The electrophoretic composition of fraction 1 (ionic strength of elution 0.2) consisted of components with Ry 0.52 and
0.65 (see Figs. 1 and 2), In fractions 2-5 (ionic strength of elution 0.3, 0.35, 0.40, and 0.45, respectively), a single
electrophoretic component with Ry on the gel 0.34 was found (see Figs. 1 and 2).

To study its composition further, the total globulin was fractionated by using its solubility in phosphate buffer
(pH 7.8) and by increasing the ionic strength of the solution from 0.3 to 0.5 and 2. By cooling the extracts we obtained
precipitates which were studied by gel electrophoresis, by ultracentrifugation, by their nitrogen content, and by their
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