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fused silica capillary column (25 m X 0.32 mm; Weeke, Miilheim, F.R.G.). The column temperature
program was 150 ¢C (3 min) to 305 ©C at 5 °«C/min. Electron impact (EI) mass spectra were recorded
at 70 eV.

In the analysis of “Kdo-like substance” in the LPS Il we had to consider
several possibilities. The substance to be analyzed could be (a) Kdo, (b)
phosphorylated Kdo, and (c) an analogue of Kdo. To elucidate this problem we
used the following sequence of reactions. The LPS Il was first treated with
diazomethane. Any phosphate groups present in the LPS Il should be esterified
and thus their migration in the further reaction sequence should be prevented.
After methanolysis of the LPS II and removal of insoluble lipid A portion,
methylation with methyl iodide in N,N - dimethylformamide in the presence of
NaH was performed. The methylated material was partitioned between chloro-
form and water and the organic phase was analyzed by GLC-MS.

Besides a number of undefinable peaks and those assigned to permethylated
methyl hexo- and heptosides, one intense and two weak peaks emerged from
30.4 to 30.9 min. The intense peak gave the mass spectrum shown in Fig. 1. This
was indistinguishable from that of the standard permethylated methyl ketoside
methyl ester of Kdo. The two weak peaks were characterized as the degradation
products there of.

In this way, the presence of Kdo in LPS Il was unequivocally established. As
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Fig. 1

EI mass spectrum ol permethylated methy! ketoside methyl ester of Kdo
Abscissa: mass/charge ratio (m/z); ordinate: relative intensity (%),






