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The availability of reverse phase HPLC has led to the
development of newer and more efficient methods for the
analysis of amino acids. Schuster et al . [1] resolved some free
amino acids without derivatization procedures and gradient
mobile phasc system. Recent methods include pre and post-
column derivatization with a wide range of multi step solvent
gradientsystems and fluorescentor clectrochemical detection
toanalyse complex mixture of amino acids in various matrices
[2-9].

A simple, incxpensive and dircct method is described
here for the determination of some {rec amino acids in protein
hydrolysates of wheat.

Apparatus. A Hitachi Model 635-A liquid chromatogra-
phic sysicm consisting of pressure constant {low pump with a
multi wavelength UV monitor was used. Analytical columns
250 x 4 mm i.d. containing Lichrosorb and also Unisil RP-18,
5 um as stationary phase were used.

Chromatographic procedure. The separation was
performed using ortho phosphoric acid pH 2.2 as the mobile
phasc. Before initial use the column was conditioned with
methanol for one hr. at ambicnt temperature. Detection was
performed with a UV detector at a wavelength 210 nm,

Mobile phase containing orthophosphoric acid pH 2.2
was found to be the most suitable at a wavelength of 210 nm
and an octadecylsilica as the stationary phase. The clution
profile of a standard mixture of amino acids in reverse phase
HPLC separation mode is shown in Fig, 1. This scparation
method was applied for the analysis of amino acids from
protein hydrolysates of some new varictics of wheat. Fig. 2 is
a typical chromatogramn from onc such analysis. Regression
analysis of peak height vs. concentration in the range of 0.01
t0 5.0 pig. 10.0 pl showed excellent linearity (0.999) for cach
amino acid. Recovery experiments were also carricd on the
rcal samples by adding known amounts of purc amino acids
10 the protein hydrolyzates of wheat samples. Mean recovery
for these amino acids was found to be consistently above
96%. The reproducibility of the method is of the same

* Atomic Energy Agriculture Research Centre, Tandojam, Pakistan,

=
(&)
I 1
£ e
s 1§
g_., % [¥1]
SR
Ui |2 o 2 o
L ) > 5 {4
- 3 o
- o
S
=
z (1]
o | |
-
(8]
ul
[eas |
v \‘/
[ o g s e sassy sy : -
U b 8 12 6 20

Fig. 1. Reverse phase IIPLC chromatogram of amino acids using
O-phosphoric acid pH 2.2 as mobile phase and Lichrosorb RP-18 as a
stationary.

]
o;
-t
.
wv
- 4
*
o, ©
3 0 |
1 - -
ré 4
> &
(5] L
w
m
a 8
ol
= «(
g \
> = n!
g it
i T
.;._'
‘_Z) D
= we
el oz
W 3
2z
¥ S
B e e L 1 . —y
0 4 8 12 16 20

Fiig. 2. Typical chromatogram of protein hydrolysatets of wheat using
O-phosphoric acid pH 2.2 and Lichrosorb RP-18 as stationary phase.
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order as that of established standard procedures. Thus, the
proposed method is very simple, incxpensive and can be
done on a simple liquid chromatograph with single pump
and a UV detector. Nevertheless, solvent programming and
sample derivatizing has cxtensively been used by several
previous workers [3,9] when the composition of the mixture
was not known or when the solute had wide ranging hydro-
phobicitics.

Work isin progress in our laboratory toapply this method
for the separation of some more complex mixtures of amino
acids and also to estimate quantitatively amino acids in differ-
ent biological samples.
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