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phage or the purified scFv with HL60 cells for four days and measuring the
cell proliferation by pulsing with 3H-thymidine. Results: Approximately 50%
of the selected phage antibodies showed significant binding to HL60 cells,
whereas non of the analyzed phage antibodies bound to human glioma
and Nalm-6 cells. In addition to the specific binding, one of the phage
antibodies and its purified scFv antibody had an inhibitory effect on HL60
cell proliferation as compared to irrelevant scFv antibodies. The purified
scFv antibody inhibited HLE0 cell proliferation in a dose dependent manner.
Conclusion: We have characterized a scFv antibody with specificity. for the
HL60 leukemic cell line. This antibody inhibited the cell proliferation in a
dose dependent manner Taken together the data demonstrate that specific
scFv antibodies with biological functions can be isolated by using whole
cells as affinity matrix.
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Purpose: The present study was designed to test whether a biochemically
purified galactoside-specific lectin from Viscum album L. (VAA) given at
nontoxic immunomodulatory dosage provided additional therapeutic bene-
fits in combination with IL-2 therapy of a highly metastatic eNOS expressing
C3L5 mammary adenocarcinoma in C3H/HeJ female mice bearing- one
week s.c. transplants or could be stimulatory for tumor growth and spread.

Methods: Immuncmodulators were applied i.p. (IL-2) or s.c. (VAA) ac-
cording to the standard regimen and the following parameters were mea-
sured after one or two weeks of treatment: primary tumor growth, sponta-
neaus lung metastasis, capillary leakage, NO production (nitrate+nitrite) in
vivo, and the presence of immunoreactive nitrotyrosine in the kidney.

Results: Biweekly injections of VAA (1 ng/kg) alone promoted the growth
of primary tumors as well as the incidence of spontaneous lung metastases.
This occurred in spite of the inability of VAA to induce additional NO
production by C3L5 cells in vitro, unlike that noted with LPS+IFN-gamma.
IL-2 therapy alone had antitumor and antimetastatic effects, but also induced
capillary teakage and nitrotyrosine deposition in the kidneys. There was a
rise in NO levels in the serum, pleural fluid and organs (kidneys and lungs)
after the first round, but a decline after the second round of IL-2 therapy.
Addition of VAA to IL-2 therapy provided no additional benefit nor detriment
to.IL-2 therapy as indicated by a lack of change in any of the above
parameters.

Conclusion: Although animal studies may not always predict the cfinical
outcome in the human, our observations suggest that the use of VAA
alone or as an adjuvant for IL-2 based immunotherapy of cancer should.be
considered with caution.

Immunobiology
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Engineering the magic bullet for targeted therapy in bladder
cancer
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Bladder cancer is one of the most common male cancers. Currently, around
250,000 new cases are diagnosed worldwide every year. The incidence is
higher in-males (with a ratio of 3:1) and in the elderly. On average, the
use of conventional chemotherapy has only achieved a response rate of
up to 50%, and few cures. In addition, death rates from the disease have
remained largely unchanged over the last 50 years. These facts highlight
the limited effectiveness of the current therapeutic regimens and novel
treatment strategies are urgently required.

Our research effort 1o tackle this problem involves the use of the mono-
clonal antibody C595 to specifically target cytotoxic moieties to the bladder
tumour. C595 targets the epithelial mucin MUC1 that is frequently upreg-
ulated and aberrantly expressed in bladder cancer. The exquisite binding
specificity of C595 enables the tumour-selective delivery of large doses of
cytotoxic agents while sparing healthy tissue the debilitating side effects.

Poster Sessions

C595 is one of the most well-characterised anti-MUC1 antibodies for use
in bladder cancer, especially in the targeting of radioactive isotopes. A
pioneering phase | clinical trial has recently been initiated with the use
of a copper-67-C595 conjugate in the intravesical radicimmunotherapy of
bladder cancer. Success in this proof of concept study will open the ap-
plication of the antibody to a much wider setting such as disease staging
and treatment of metastatic tumours. Before these avenues can be fully
explored, however, C595 must be humanised. Unlike intravesical therapy
where the murine antibody is confined within the biadder, multiple systemic
administrations of the antibody are required for these extended applica-
tions. The intravenous administration of C595 may consequently trigger the
human anti-murine antibody response — an immunological reaction:that, in
serious cases, can lead to anaphylaxis and death. The use of a humanised
antibody reduces this likelihood to a minimum and allows the full potential
of C595 to be realised.

The humanised C595 antibody (BLC595) was produced by complemen-
tarity-determining region (CDR) grafting. This involves the intricate transfer
of antigen binding specificity from C595 onto a human antibody, resulting
in an antibody that is 95% human. A combination of molecular mod-
elling, bioinformatics analysis and- site-girected mutagenesis allowed the
rational optimisation of antigen-binding properties of BLC595. The initial
characterisation of the CDR-grafted antibody has shown favourable binding
characteristics to the MUC1 mucin. it has also demonstrated the ability to
specifically target radioisotopes to an ex vivo bladder cancer model. With
further successful clinical testing, it is envisaged that BLC595 will be the first
of its kind to be used in the targeted therapy of bladder cancer. This novel
reagent, when conjugated to suitable diagnostic and cytotoxic moieties, will
offer an attractive strategy from the initial diagnosis and staging to the final
treatment of localised and metastatic diseases. It is hoped. that BLC595
will complement existing chemotherapeutic regimens in the management of
bladder cancer, with the ultimate aim of significantly improving: therapeutic
outcome.
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Purpose: We aimed to investigate Ebtein Barr Virus (EBV) Latent Membran
Protein-1 (LMP-1) and Interleukin-10 (IL-10) expression in 74 nasopharyn-
geal carcinoma (NPC) patients and to evaluate their prognostic significance.

Material and Methods: Between 1993 and 1999, 144 patients were
treated with the diagnosis of non-metastatic NPC at our department. The
expression of LMP-1 and IL-10 was investigated by using immunohis-
tochemical approach in 74 (53 male, 21 female) patients whose paraffin
embedded tissue samples were obtained. A detailed histopathological anal-
ysis including degree of apoptosis and lymphocyte infiltration was made
and all patients were reclassified according to the WHO classification.
Univariate and multivariate regression analysis were performed using all
clinical and pathological prognostic factors. Ali patients were treated with
radiotherapy +/- chemotherapy. Follow-up time is ranged between 12-80
months {(Mean:32.2 months).

Results: The histopathological diagnosis was WHO-I in one (1.3%),
WHO-II in 15 (20.2%) and WHO-lil in 58 (79.5%) patients. There were 38
(51%) patients with 1L-10 expression and 44 patients with (61%) LMP-1
expression. Twenty-seven (36.4%) patients were found to be both IL-10
and LMP-1 positive. There were significantly more NO disease in patients
without LMP-1 expression compared to LMP-1 positive patients (65% vs.
35%, p=0.01). The logistic regression analysis showed that advanced nodal
involvement to be the major parameter effecting the expression of IL-10
(p=0.03). Three year overall survival (OS), locoregional relapse free survival
(LRRFS) and distant metastasis free survival (DMFS) rates were 67.8%,
84.4% and 74.3%, respectively, for whole group. On univariate analysis,
LRRFS was significantly fower in WHO-iIl patients, DMFS was significantly
lower in advanced nodal disease and IL-10 negative patients and OS is
significantly lower in WHO-H! patients.. Multivariate analysis showed that
WHO:lI: and T2 patients. were significantly associated with lower. OS and
N3 patients were significantly associated with lower DMFS.

Concluslon: As a conclusion, we observed a high rate of (61%) EBV
and NPC association in our patients. LMP-1 negative tumors were found
to be less prone:to invade, lymph nodes. Patients without IL-10 expression
has more advanced N disease.:We did not find prognostic significant role
of IL-10.and EBV LMP-1 on survival in multivariate analysis.



