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The application of small amount sample analysis by using "H-"H long range spin coupling in
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In the structural analysis by NMR, HMBC is commonly used to connect sub-structures that
are bonded through hetero-atom (oxygen, nitrogen). But HMBC measuring is inapplicable for
the analysis of very small amount sample (for example, impurities or metabolites of drug
substances).

In this research, we tried to detect the long-range correlation through nitrogen atom by
using LC-NMR. 15 pg of inosine was analyzed as a model sample. On the long range COSY

spectrum, the correlation between proton 8 and 1” was clearly observed.
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Fig. 2 '"H NMR spectrum of inosine Fig. 3 'H-'H long range cosy spectrum of inosine
(experiment time 1.5 hr, line broadening 5 Hz) (experiment time 20 hr)
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