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A Highly Sensitive DNA Hybridization Immunoassay for Insulin

Seiji KAWAGUCHI
Takahiko ISHIGURO

A highly sensitive sandwich enzyme immunoassay for insulin in human serum has been developed, using a

solid phase antibody in which the DNA oligomer (dA)-labeled anti-insulin Fab’ was immobilized through the

DNA hybridization onto the DNA oligomer (dT) on the gel support. After the antigen-antibody reaction in

the presence of 0.5 M NaCl, the solid phase was washed and the sandwiches formed on it were cleaved by

dissociating the double-stranded DNA in the absence of NaCl. By this procedure, the noise signals arising

from the antibody-enzyme conjugates nonspecifically adsorbed on the solid phase decreased significantly.

Total assay time was 15 min and the sensitivity was 5 pg/m@ (ca. 0.1 uIU/m0) when 25 uf of a standard sample

was used. The coefficient of within-assay variation was 8.4% when normal fasting serum (mean=42.6 pg/mé,

n=10) was measured.
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Fig. 1 Principle of the DNA hybridization im-
munoassay.
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Fig. 4 Incubation time for DNA dissociation.
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Fig. 6 Antigen-antibody reaction time for lstep
sandwich assay.
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