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Note -

Separation of dinitrophenyl derivatives of neutral dipeptides by thin-fayer
chromatography
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In the course of a problem involving dipeptide synthesis, we were required to
find a simple method for verifying amino acid analyzer peaks of oligopeptides. This
is generally easily accomplished with standards. However, in this case of N-terminal
valyl peptides, the response to the normal ninhydrin reagent is small and therefore
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for a number of dipeptides using two-dimensional thin-fayer chromatography and a
ninhydrin—cadmium acetate reagent for visualizing peptides. We considered that
dinitrophenyl (DNP) derivatives of the dipeptides might also be well separated and
wauld give no problem due to ninhydrin response because of the intense yellow colour
of the derivatives. As far as we are aware, the only study of DNP dipeptides does not
include TLC data®. Therefore, we underteok to provide data for the peptides of in-
terest to us.

EXPERIMENTAL

Pre-ccated sifica gel thin-layer sheets (J. T. Baker, Phillipsburgh, N.J., U.S.A.)
were used. Aminc acid and peptide standards were commercial materials obtained
from Nutritiona!l Biochemicals (Cleveland, Chic, U.S.A.}. DNP derivatives were
made in the usual manner’. [ gl of the DNP peptide (1072 A4, acetone} was appilied
3 cm from the bottom of the plate and allowed to run 17 cm. The solvents were those
recommended by Brenner er al.3: (A) benzenc—pyridine-acetic acid (80:20:2) and (B}
chioroform-methanol-acetic acid (95:5:1).

RESULTS AND DISCUSSION

From Table I it can be seen that oligopeptides of glycine separate well and
atlow unambiguous identification of the corresponding DNP pt?ptide. For the mif‘;ed
dipeptides there is not very good separation between giycyial'amm? and glanylgiycz.ge,
but the other pairs separate well. Using this method in comjunction xfnth tE%e amino
acid analyzer, it should be possible to identify the oligopeptides and mixed dipeptides

of glycine, valine and alanine.
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TABLE I
R x 100 VALUES FOR DNP DERIVATIVES
Berivative Solvent )
A B
Glycine 4 33
Glveylglycine S 2
Glyvcylgiveylglycine 2 3
Glyeylgdycylglycylgiycine 0 ¢
Valine 20 43
Vaiylvaline 2t 39
Alanine 7 39
Alznylaianine 4 39
Alanvlgiycine 2 27
Glycyialanine 2 32
Glycylveline 31 3t
Valyiglycine 25 27
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