B122 Human monoclonal antibodies to sialyl-Lewis-A with potent
CDC and ADCC activity.
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Fig. 1: Detection of human anti- sLeA antibodies by ELISA Fig. 4: Binding to DMS-79 Cells Fig. 5: Complement Mediated Cytotoxicity

Abstract. (CMC) Against DMS-79 Cells.

The carbohydrate antigen sialyl-Lewis A (sLe®) is widely expressed on
epithelial tumors of the gastrointestinal tract, on breast cancer cells, and also
on small cell lung cancer cells, but is expressed minimally or not at all on .

normal tissues. sLe® serves as a ligand for epithelial leukocyte adhesion

molecules and higher expression of sLe? was observed in patients with \ ( .

greater node involvement. Since over-expression of sLe® appears to be a key A ; I
event in invasion and metastasis of many tumor cells and tumor cells MMMH NW "M’ bl

expressing sLe® are highly susceptible to antibody mediated lysis 3 . e e : ‘ < com e canse
mechanisms, sLe® presents an attractive molecular target for tumor therapy in o Fucrstans (GRMHLog) o Fucrstans GRM Hiog)
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Here we report the discovery and initial characterization of fully human

antibodies that were generated from blood lymphocytes from individuals ELISA e s coted i sLeA-APDHS A Gestich 507-011)and blocked il 01% BSAD.05% Tyeen 20
immunized with sLe* vaccine at MSKCC. Antibodies were identified by PBS. Hybridoma supematants were incubated for 1hr. Afier washing, the plates were incubated with HRP conjugated
ELISA using sLe*-HSA conjugates and binding to the native antigen was ‘goat anti-human Fe Ab for 45 min followed by OPD substrate addition and colorimetric detection.

verified by FACS analysis on DMS-79 cells. Two antibodies were sclected Fig. 2: High Affinity Binding to sLeA-PAA-biotin captured on Avidin Chip
for further studies based on the apparent high affinity, which was estimated
by Biacore at 0.14 nM for 5B1 (IgG/2) and 0.04 nM for 7E3 (IgM/k). These
antibodies did not bind to sialyl-Lewis X, Lewis A and other related
carbohydrates. Both antibodies have been expressed as fully functional
human recombinant antibodies in CHO cells. Complement dependent "
cytotoxicity (CDC) against DMS-79 cells was approximately 60% and = N . R . - .

70-90% for rSB1 and 17E3, respectivel . 15B1 antibodies showed o E Fig. 6: Cytotoxic Activity in Antibody Dependent Cell-mediated Cytotoxicity (ADCC).
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Fig. 3: Evaluation of Binding Specificity.
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* Two antibodies, 7E3 (IgM) and 5B1 (IgG) showed high affinity — - — J
binding to sLeA-HSA conjugates. (A) Binding of 7E3, SB1 and 12ISLE to sLeA-PAA-biotin (GlycoTech #01-044) or sLeA-sp-biotin (GlycaTech 702-044) Foteone: {oafm)
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* 5B1 shows strong ADCC activity with PBL and NK cells isolated Comparison of ADCC acivity against other antibodies (bottom righ).
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These preliminary data are encouraging and further experiments a =’32§ Table 1: ¢cDNA Analysis of Recombinant Antibodies.
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(C) Binding of 7E3, SBI and 9H3 1o SLeA-HSA coated ELISA plates in presence of 20 yg/ml of the indicated
elycoconjugates. sLeA-tetrasaccharide inhibits binding of SB1 and 9H3 (I2G) but not 7E3 (1gM).
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