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New England BioLabs 4 X 10°pfu mL 1.9 %
10° E. coli ER2537 ThioFusion™ Expression System
Invitrogen 3S-dATP Sequenase Version 2.0 DNA Sequencing Kit
Amersham HRP- M13 1 1000 HIV
Vironostika® HIV Uni-Form I plus 9701
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120 30C ODs5,=0.5
100mg L 5h
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8mol L SDS-PAGE
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HIV-1 HIV-1 gp4l 602 ~613aa
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Fig.2 Comparision of amino acid sequences of positive phage clones
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Fig. 3 SDS-PAGE and Western blot analysis of 0.4~1.6 1.18
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Fig.5 Immunoreactivity of P12 with HIV + — sera by ELISA 1~13 sera of AIDS 14~22 sera of non-AIDS
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Fig.6 Immunoreactivity of recombinant P12 with reference sera panel
of HIV1~13.HIV + sera 32~45.HIV — sera The value of cut-off is 0. 1.
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SELECTION AND RECOMBINANT EXPRESSION OF AN
IMMUNODOMINANT B CELL EPITOPE OF HIV GP41

Du Yong XuJing LiJingyun Hou Lihua Wang Haitao
Department of Applied Molecular Biology Institute of Microbiology and Epidemiology Beijing 100071

Abstract A novel method was designed for disease-specific B cell epitope mapping and
epitope expression in E. coli. A phage library displaying random dodecamers was biopanned
first with human total IgG antibodies against HIV-1 and then non-specific phages were
subtracted by HIV — polyclonal antibodies. After three rounds of screening the positive
phages were tested in an ELISA for their reactivity with HIV + -IgG and HIV — -IgG
antibodies. Phages that showed positive reactivity with HIV + -IgG but negative to HIV
— -IgG were selected and their displayed peptides were determined by DNA sequencing.
All the 13 positive clones sequenced displayed five kinds of peptides SPKCLGKLLCAF
THQCLGKLQCGV SCSAKFTCTTQI KSDCSARFMCSV  DCLKQWACEWSR  that
have homology to the HIV-1 gp4l %> GCSGKLICTTNV®"  demonstrating there is a
dominat epitope in the region.
Key words HIV Epitope mapping Random peptide library Recombinant expression
ELISA
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