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INTRODUCTION

chemotherapy was the only available approach for patients with advanced hematological
t the effectiveness of such therapy has reached a plateau. This has prompted a search for
targeted therapies with higher efficacy and lesser toxicities. Both antibodies and small-molecule compounds
are therefore promising tools for target-protein-based cancer therapy. The emergence of targeted agents in
clinic gives new efficient alternatives to patient in failure of reference treatments. Modeling human disease in
rodents has become essential in biomedical research for the optimization of preexisting therapeutic
modalities and the testing of novel ones.
In this study, we investigated the antitumor activity of MLN8054 (Aurora A kinase inhibitor), Glivec® (multi
kinase inhibitor) and Mabthera® (monoclonal antibody against CD20) in such hematological malignancies
disseminated in mice.

METHODOLOGY

% Test Substances

Adriblastine® (Pfizer, USA), Glivec® (Novartis, Switzerland), Mabthera® (Roche, Swizerland), Taxol® (BMS, USA),
Velcade® (Janssen-Cilag, France) and Dexamethasone (Sigma, France) were purchased by ONCODESIGN.
MLN8054 was supplied by Millennium Pharmaceuticals Inc.

% MTS Assays

The human cell lines were obtained from LGC promochem (France) and DSMZ (Germany). The resistant
K-562-IMR cell line was selected from K-562 cell line by Oncodesign after coculture with 1puM Glivec®. K-
562-IMR results in bcr-abl gene amplification and overexpression of MDR as resistance mechanisms.

The tumor cell lines were implanted during 24 hours in drug free-medium and then incubated for 96 hours with
10 concentrations of test substances. At the end of drug incubation, the effect of treatment on cell
proliferation was evaluated by a MTS assay (1). The IC,, values (from at least three independent experiments)

were calculated using the XLFit 3 software (IDBS, United Kingdom) from semi-log curves.

¢ In vivo experiments

Irradiated female SCID mice obtained from Charles River (France) were IV injected with hematological tumor
cell lines at DO (except for ARH-77 model). Isoflurane (Minerve, France) was used to anaesthetize the animals
before IV cells injection, IV treatments and termination. The viability/behavior and body weights of mice were
recorded every day and twice a week, respectively. All logistical issues of the study (dosing, collection,
measurements...), raw data, lethality, behavior and results of autopsy were managed using Vivo Manager
software (Biosystemes, Dijon). During the course of the experiment, animals were killed under anesthesia
when they displayed significant signs of behavioral and/or physiological changes (signs of suffering,
cachexia, weakening, difficulty moving or eating and/or 20 % body weight loss). ILS % (Increase Life Span)
was expressed as following: ILS% = (T-C)/Cx100 (T: Median survival time of mice treated with drug C: Median
survival time of control mice). Animal experiments were performed according to ethical guidelines of animal
experimentation (2) and the English guidelines for welfare of animals in experimental neoplasia (3). All
procedures with animals were submitted to the Animal Care and Use Committee of Pharmacy and Medicine
University (Dijon).

“* Human cell detection in mice tissues

To study the human cells engraftment in mice, some mice tissues (bone marrow, ovary, brain, adrenal gland,
kidney, liver, lung, spleen, spinal column, femur) were collected at various time points for subsequent FACS
and histology analyses (HE staining). Cells suspensions were prepared from tissues either by mechanistic
dissociation or by dispase/collagenase enzymatic digestion (Gibco, France). The human cells were detected
by FACS analysis (CyFlow®, Partec, France) using an anti-human CD45 antibody (clone J.33, Ref A07783,
Beckman Coulter, France). Tissues from healthy mice were used for background signal determination.
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