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In the course of a problem invotviog dfpeptide synthesis, we were required to 
find a simple method for verifying amino acid analyzer peaks of oligopeptides. This 
is generally easily accomplished with standards. Kowever, in this case of N-terminal 
vafyf peptides? the response to the normal ninbydrin reageent is small and therefore 
peaks of low intensity may be missed. Heathcote ef al_.’ recently solved this problem 
for a number of dipeptides using two-dimension& thin-fayer chromatography and a 
minhyd_rin-cadmium acetate reagent for visuaking peptides. We considered that 
dinitrophenyl (DNP) derivatives of the dipeptides might also be well separated and 
wouid give Tra problem due to ninhydrin response because of the intense yellow cotour 
of the derivatives. As far as we are aware, the ottiy study of DNP dipeptides does not 
include TLC da&. Therefore, we nrtdertook to provide data for the peptides of in- 
terest to us. 

&e-coated silica gel thin-layer sheets (J_ T. Baker, PMfipsbur&, NJ., U.S.A.) 
were used. Amino acid and peptide standards were commercial materials obtained 
from Nutritional Biochemicats (Cleveland, Ohio, U.S.A.). DNP derivatives were 
made in the usual manneri. I ,uI of the DNP peptide (IO-’ M, acetone) was appEied 
3 cm from the bottom of the plate and aliowed to run I? cm. The solvents were those 
recommended by Brenner er rrE_‘: (-4) benzene-pyridine-acetic acid (SO:20:2) and (B) 
chloroform-metfrailol-acftic acid (95:5:I). 

From Tabk I it can be seen that oligopeptides of gIycine separate well and 
aHow rmambiguous ZdentificaGon of the corresponding DXP peptide. For the mixed 
dipeptides there is sot very good separation between glycyiafanine and afanylgfycine, 
but the oifEer pairs separzte v&L Casing this method in conjrrnctbn v&h the amino 
aed a&~~~i, it should be possibk to identify the oligopeptides and mixed dipeptides 
of glycine, valise and alanine. 
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