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A scFv antibody phage display librarywas successfully constructed. This
naive library was based on the widest possible human antibody gene repertoire,
derived from 140 non-immunized donors. The scFv’s were generated by recombining
heavy chain and light chain variable regions. The full length scFv fragments were
assembled in a process making use of all possible combinations of heavy and light
chains, among all immunoglobulin isotypes. This was achieved by using a complex
set of primers and overlap extension PCR. The resulting scFv gene repertoire was
cloned to form a moderately sized library composed of 1.5x108 individual clones. This
naive library was then used for selecting of specific binders by testing with different
model proteins, attenuated viruses, crude venom extracts, cell surface antigens, and a
hapten. Sequence variability and variable gene diversity among binders were proven
by gene sequencing and DNA fingerprinting. A subset of the selected binders was
then chosen for producing of soluble antibodies in E. coli. Four antibodies specimens
were purified using Ni-NTA. The purifications yielded appropriate amounts of
adequately pure scFv's, and the antibody specificity was retained. While the focus of

this study has been the creation of the naive human library, the selection of binders for



various profoundly different antigens has also played a key role. The naive human
antibody library described herein has been proven to constitute a reliable source of

high quality antibodies.
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