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ABSTRACT                        The peptaibols, such as alamethicin are secondary metabolites belonging to the 
family of fungal peptide antibiotics. These compounds are linear, amphipathic oligopeptides 
classified into 4 subfamilies and composed of 5-20 amino acids. Their backbones usually contain 
several nonproteinogenic amino acid residues representing characteristic building blocks of the 
structure. In our present work, the mass spectrometric analysis of alamethicin has been inves-
tigated by on-line reversed-phase high performance liquid chromatography (HPLC) coupled to 
electrospray ionization tandem mass spectrometry (ES-MS). Initially, the parameters of the MS 
were optimized by the continuous infusion of an alamethicin standard solution directly into the 
ESI source. Then, the proper HPLC method was developed for the analysis of the alamethicin 
components, which was capable to separate the peaks of F50-5, F50-6a, F50-7 and F50-8b from 
each other, which could be identified based on their mass spectra.
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Figure 1. HPLC-UV (A) and HPLC-ESI-MS chromatogram of ALM com-
ponents.

Figure 2. HPLC-ESI-MS spectra of ALM-F50-5 (A), ALM-F50-6a, ALM-
F50-7 and ALM-F50-8b.

Figure 3. Abundances of the characteristic fragments of ALM compo-
nents appearing on the HPLC-ESI-MS spectra.
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Table 1. Identifications of characteristic ions (m/z) of ALM com-
ponents acquired in positive mode.

 ALM components
 5 6a 7 8b

Rt (min) 43.7 46.2 48.5 51.1
(M+H)+ 1963 1977 1977 1991
(M+Na)+ 1985 1999 1999 Out of range
(M+2Na)2+ 1004 1011 1011 1018
(M+Na+H)2+ 993 1000 1000 1007
(M+2H)2+ 982 989 989 996
(M−H2O)+ 1945 1959 1959 1973
b13 1189 1189 1203 1203
b10 934 934 948 948
b8 750 750 764 764
b4 381 381 381 381
b3 310 310 310 310
y7 774 788 774 788




