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A COMPARATIVE ASSESSMENT OF IMMUNIZATION PROCE-
DURES FOR DEVELOPMENT OF ANTIPROINSULIN ANTISE-
RA FOR RADIOIMMUNOASSAY (RIA)Y.
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Two schedules of immunization were employed
for developing antiproinsulin antisera for RIA.
Biosynthetic human proinsulin-hPI (Elli Lilly,
USA), was injected subcutaneously in guinea pigs
in multiple sites. In the lst schedule was used
50 uyg of hPI and the booster 1nject10ns were ad
ministered 4 weeks after the primary immuniza-
tion and then at 3-week intervals. In the 2nd
schedule was used 250 yug of hPI and boosters
were done 7,9 and 18 weeks later.The antibodies
titer were testing throughout the immunization
period. Three weeks after the 1 st booster, to-
tal blood was taken from all animals and the an
tisera were evaluated for cross-reactivity with
biosynthetic human insulin and C-peptide from
Lilly. As the antisera were not sufficiently spe
cific for hPI they were purifidd and assessed
for kinetic of precipitation and avidity.

Both immunization schedules gave comparable
responses. Titers rose to their maximum in about
8 to 9 weeks. The antisera generated by the use
of 50 uyg of hPI presented higher cross-reactiv-
ity with insulin while the react1v1ty with C-pep
tide was of the same order in both antiserum
groups. The avidity was very variable in the two
groups and the three most sensitive antisera re
quired 24h at 49C for achieving maximum blndlng
with the 125I-hPI. However, only one antiserum
(from 1lst group) was suitable for the RIA. This
study emphasizes the difficulties of making val
id comparisons between different immunization
procedures, especially in the cases when highest
avidity is required.
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