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insulin receptor. It had minimal activity against a panel of 30 other
protein kinases. Compound-1 also abolished IGF-induced anchorage-
independent growth and activation of downstream pathways pAkt, pErk1/2
and p-p70S6K in both IGF-IR transfectant cells and a GEO human
colorectal cancer cell line. Analysis of GEO cells revealed an active IGF-
II/IGF-IR autocrine loop. Robust anti-tumor efficacy was achieved in a
GEO xenograft model with Compound-1 administrated orally once daily,
which correlated with the degree and duration of inhibition of tumor
IGF-IR phosphorylation by Compound-1. No substantial blood glucose
changes were observed in mice at efficacious dose levels. Moreover, when
Compound-1 was tested in EGFR inhibitor erlotinib (Tarceva®)-sensitive
(H292), moderately sensitive (H441) and insensitive (H460) NSCLC lines
alone or in combination with erlotinib in vitro and in vivo, synergistic
effects were achieved in both H292 and H441 cell lines, whereas minimal
potentiation was observed in H460 cells. Analysis of downstream pathways
to EGFR and IGF-IR indicated that Compound-1 together with erlotinib
effectively blocked pAkt and pErk1/2 in H292 and H441 cells, which in
turn led to significant apoptosis, whereas in H460 cells there were minimal
effects of the combination on the downstream pathways. Accordingly, tumor
growth of H292 exhibited a durable cure in 3/8 mice when erlotinib was
co-administrated with this IGF-IR inhibitor orally once daily. Significant
tumor regression was also observed in H441 tumors in response to the
combination treatment. Thus potent and selective IGF-IR kinase inhibitors
like Compound-1 may have broad clinical utility for treatment of cancers as
a single agent and in combination with EGFR inhibitors such as erlotinib.
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The Signal Transducer and Activator of Transcription (STAT) family
of proteins were originally discovered as mediators of cytokine and
growth factor responses. Evidence has accumulated demonstrating that
persistently-active STAT3, one of the family members, is a critical mediator
of events that contribute to carcinogenesis and tumor progression. Aberrant
STAT3 activity mediates dysregulated growth and survival, promotes
angiogenesis and modulates immune responses. Of clinical significance,
constitutive STAT3 activation is detected in breast, prostate, and colon
cancers, non-small cell lung cancer, squamous cell carcinoma of the
head and neck, as well as many other solid and hematological tumors.
Inhibition of aberrant STAT3 induces antitumor cell activity and tumor
regression in mouse model studies, thus providing therapeutic relevance
to STAT3 inhibition and a validation of STAT3 as a cancer drug target.
We have identified a diverse group of small-molecule STAT3 inhibitors by
structure-based design with computational modeling that exploited the key
structural requirements for binding of the native STAT3 phosphotyrosine
(pTyr) peptide to the SH2 domain of STAT3. In addition, we performed
random screening of compound libraries for binders of the STAT3 SH2
domain or inhibitors of STAT3 DNA-binding activity. Current inhibitors,
such as non-peptide analogs of the STAT3 pTyr peptide (PpYLKTK) as
disruptors of STAT3 dimerization, structurally-diverse compounds that bind
the STAT3 SH2 domain, as well as novel platinum (IV) complexes that
interact with the STAT3 DNA-binding domain, potently inhibit constitutive
STAT3 activation and signaling in malignant cells. Moreover, these small-
molecule STAT3 inhibitors selectively block tumor cell growth and induce
apoptosis of malignant cells harboring aberrant STAT3 activity. Consistent
with these findings, molecular analysis reveals down-regulation by STAT3
inhibitors of known STAT3-regulated genes, including Cyclin D1, Bcl-xL,
Bcl-2 and Survivin, in malignant cells. Together, our studies demonstrate
the feasibility of current efforts to develop small-molecule STAT3 inhibitors
as anticancer drugs. Our findings also provide proof-of-concept for the
antitumor cell effects of novel small-molecules that inhibit aberrant STAT3.
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Background: Recently, new research has revealed that gefitinib (Iressa)
sensitivity in non-small-cell lung cancer (NSCLC) is associated with
activating mutations in the epidermal growth factor receptor (EGFR).
Previously, we identified a 15-bp deletion mutation (2411 to 2425) in
a NSCLC cell line, PC-9 (AACR 2004, abs 1221). This cell line is
1000 times more sensitive to gefitinib as compared with another NSCLC
cell line, PC-14, which expresses wild-type EGFR. It has been reported
that autophosphorylation of mutant EGFR is significantly prolonged as
compared with the wild type EGFR (Lynch et al NEJM 2004). The
same observation is seen in PC-9. EGFR is known to be degraded
by lysosomal proteases and 26S proteasome after autophosphorylation,
and in the latter case, the degradation occurs through ubiquitinylation of
EGFR by c-Cbl ubiquitin ligase. To explore the mechanism of sustained
autophosphorylation of the mutant EGFR, we examined the difference in
EGFR degradation activities between the wild type EGFR and the mutant
EGFR.
Material and Methods: To clarify the mechanism, we used expression
vectors of wild type EGFR and mutant EGFR with the 15-bp deletion
found in PC-9, and established stable transfected cell lines, named
293_pEGFR and 293_pD15, respectively. EGFR internalization and degra-
dation activities were measured by using 125I-EGF. EGFR-bound c-Cbl
was immunoprecipitated by EGFR-specific antibody and the binding activity
was detected by immunobloting. Site specific c-Cbl phosphorylations were
detected by immunobloting using respective anti phospho-c-Cbl antibodies.
Results: After TGF-a exposure, degradation rate of EGFR was about
10-fold higher in PC-14 as compared with that in PC-9. In 293_pD15,
EGFR degradation activities and c-Cbl-binding to this receptor after TGF-a
stimulation were significantly decreased as compared with 293_pEGFR.
Although Tyr-700, Tyr-731, and Tyr-774 residues of c-Cbl were significantly
phosphorylated by TGF-a exposure in 293_pEGFR, these residues,
excluding Tyr-774, were not phosphorylated in 293_p15.
Conclusion: Based on these results, we concluded that mutant EGFR with
a 15-bp deletion undergoes less protein degradation than wild type EGFR
due to diminished binding to c-Cbl ubiquitin ligase. There is a possibility
that the mutant EGFR alters substrate specificity and the alteration of
phosphorylation status in c-Cbl possibly decreases its binding to EGFR.
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The RANKL inhibitor osteoprotegerin (OPG) inhibits tumor growth,
prevents tumor-induced osteolysis, and significantly improves
survival in a mouse model of breast cancer bone metastasis
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Background: Bone metastases from breast cancer cause severe skeletal
morbidity including fractures and hypercalcemia. Tumor cells in bone
can induce activation of osteoclasts, which mediate bone resorption and
release of growth factors from the bone matrix, resulting in a cycle of bone
breakdown and tumor proliferation. RANKL acts as an essential mediator
of osteoclast function and survival, which is opposed by a soluble decoy
receptor, OPG. RANKL inhibition by OPG-Fc can prevent tumor-induced
osteolysis and decrease skeletal tumor burden. Using bioluminescence
imaging (BLI) in a mouse model, we monitored the anti-tumor efficacy of
RANKL inhibition on MDA-MB-231 human breast cancer cells longitudinally
and tested the role of RANKL inhibition in overall survival.
Methods: After injection of luciferase-labeled MDA-231 cells into the left
cardiac ventricle, tumor burden was tracked non-invasively by BLI. BLI
measurements of the hind limbs were correlated to histological analysis
of tumor growth, and osteolysis was analyzed by x-ray histomorphometry.
Osteoclasts were measured by TRAP staining in sections of femurs and
tibias. OPG-Fc (0.3 and 3.0mg/kg, 2×/week) was administered in both
prevention (begin day 0) and therapeutic (begin day 7) settings. In the
therapeutic setting, mice with established bone metastases continued
treatment until they became moribund and/or experienced hind limb
paralysis, at which point they were euthanized (blinded analysis). Based
on these criteria, a Kaplan Meier analysis of survival was performed.
Results: In the prevention setting, OPG-Fc (3.0mg/kg) resulted in a
78% decrease (p = 0.0002) in BLI tumor burden vs. vehicle at day 25.
Tumor burden as measured by histology also decreased by 78%




