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Precolumn Derivation RP-HPLC Method of Basic Amino Acids
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Abstract A method for determination of basic amino acids by RP-HPLC with 2 4-dini-
trochlorobenzene precolumn derivation has been developed. Chromatographic conditions were as
follows mobile phase—0.2 mol/L acetate buffer pH 5.20 and methanol in a ratio of 75:25
separation column C;g detection wavelength 360 nm. Good linear relation between the concentration
of basic amino acids and peak area was obtained and correlative coefficient was over 0.98. Basic
amino acids were well separated by the method.
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Tab. 1  Separation conditions of CDNB derivatization of
alkaline amino acids
Kromasil Cjg 4.6 mm x 250 mm
A B 0.2 mol/L NaAc—HAc
pH5.20 V A :V B =
25:75 0.45 pm
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Fig.1 The regression line of basic amino acids
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Tab.2 The linear regression equation and correlation coeffi- 30 min
cient of basic amino acids 2
Y, CDNB
mg/mL 3
His Y =3387.7X +55.295 0.9933 0~0.21
Lys Y=777.17X +11.808 0.9897 0~0.30
Arg Y =563.11X+39.586 0.9912  0~0.25 DNP- pH 9
3 CDNB
Tab.3 The theoretical value of CDNB needed for per mg pH 8
basic amino acid pH 6
CDNB DNP-
/mg 2
His 1.31 160 i
Lys 1.39 i
Arg 1.16
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Fig.2 The standard chromatogram of basic amino acids
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Tab.4 The relationship between pH of buffer solution and
resolution 2 4. CDNB
pH R - pH 5.20
5.30 1.43 75:25 85 C
5.20 1.92 1h
5.10 1.54
1 GIDDINGS J G. Advances in Chromatography M . New York Marcel Dekker Inc 1983.
2 I 1993 21 10 1220 -1227. 81
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