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Abstract 

Although recent evidences have been unveiling the critical role of tumor microenvironments in 

tumor progression and metastasis, it remains unclear how resistance to various anticancer 

modalities is linked with the modulation of tumor microenvironments. We identified a novel 

mechanism whereby constitutively activated DNA damage signals in anticancer therapy-

resistant tumor cells suppress antitumor immunity in an integrin-αvβ3-dependent manner. 

Integrin-αvβ3 was upregulated on various therapy-resistant tumor cells through chronic 

activation of ATM/chk2-and NF-κB-mediated pathways. The inhibition of tumor-specific 

integrin-αvβ3 improved therapeutic efficacies of anticancer drugs by stimulating endogenous 

host immune systems. As a mechanism of action, tumor-specific integrin-αvβ3 targets dendritic 

cells to facilitate phagocytosis of live resistant tumor cells, leading to impaired cross-priming of 

antigen-specific T lymphocytes. Our findings clarified the detrimental effects of DNA damage 

signals in chemosensitivity and antitumor immunity, and targeting integrin-αvβ3 has a major 

implication for treating patient refractory to current anticancer regimens.
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Introduction 

  Although various intrinsic mechanisms, such as genetic alterations, histone demethylase-

mediated chromatin modifications, activation of multidrug resistance transporters (1-3) and 

enrichment of cancer stem/initiating cells
 

(4), may determine responses to anticancer 

therapeutics, accumulating evidence has clarified the role of tumor microenvironments in the 

regulation of therapeutic outcomes (5,6).  Conversely, tumor cells may modify the biologic 

properties of stromal cells, endothelial cells, and host immunity in local microenvironments, 

resulting in further tumor progression and a worse prognosis (7, 8). Therefore, the acquisition of 

anticancer drug resistance may render tumor cells with the ability to modulate their 

microenvironments in a paracrine fashion, further enhancing survival signals and the 

progression of tumors. 

  The cytotoxic effects of chemotherapy rely mainly on the cellular stress responses through the 

rapid activation of DNA damage signals. DNA damage signals are also activated at early stages 

of tumorigenesis and should circumvent tumor progression in part through the induction of 

oncogene-induced senescence (9-12). On the other hands, DNA damage signals in tumors are 

linked with activation of innate immune pathways, represented by the NKG2D ligand 

expression on innate lymphocytes and the pro-inflammatory cytokine secretion from senescent 

cells (13, 14). However, it remains unclear whether DNA damage pathways modify 
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tumorigenicity and antitumor immunity in the process of therapeutic interventions. 

Integrin-αvβ3 and αvβ5 are expressed on tumor cells, endothelial cells and stromal cells, 

implying broad activities on tumor microenvironments (15). Integrin-αvβ3 plays a critical role 

in triggering invasive and metastatic activities through the coordinated activation of multiple 

oncogenic signals and thus contributes to the resistance to specific molecular target therapies 

(15-17). Integrin-αvβ3 is also critically involved in angiogenesis in cooperation with several 

growth factors such as VEGF (18). In addition, integrin-αvβ3 on myeloid cells regulates tissue 

inflammation and autoimmunity by regulating helper T cell differentiation and cytokine profiles 

(19-21). Due to its critical involvement in inflammation and cancer, specific inhibitors targeting 

integrin-αvβ3 have been developed for treatment of cancer at advanced stage, and they have 

demonstrated significant clinical effects (22, 23). Therefore, there is a critical need to address 

the optimal conditions and therapeutic options in which integrin-αvβ3 inhibitors should be used 

to treat malignant disorders. 

Here we present the first evidence that DNA damage signals are responsible for triggering 

integrin-αvβ3 upregulation on drug-resistant tumor cells. As machineries by which integrin-

αvβ3 promotes tumorigenicity, the resistant tumor cells triggers the impairment of DC 

immunogenicity and antitumor immunity due to the integrin-αvβ3-mediated recognition of live 

tumor cells. Our findings reveal a unique role for integrin-αvβ3 in linking drug resistance with 
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immune evasion and implicate integrin-αvβ3 as a novel therapeutic target in cancer patients. 
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Materials and Methods 

 

Mice and tumor cells 

ATM-deficient mice were backcrossed at least nine generations onto the C57BL/6 strain and 

housed under specific pathogen-free conditions. Genotypes were confirmed by PCR, and the 

experiments were conducted as described previously (24, 25). C57BL/6 and NOD-SCID 

animals were purchased from SCL and Charles River, respectively. All experiments were 

conducted under a protocol approved by the animal care committees of Hokkaido University.  

The tumor cells (MC38, HCT116 for colorectal carcinoma cells; MCF-7 for breast carcinoma 

cells; A375 and B16 for melanoma cells: NCI-H1975, PC3 for NSCLC cells: Hep3B for 

hepatoma cells) were obtained from the American Tissue Culture Collection (ATCC). K029 

melanoma cells were established from the metastatic lesion of advanced patients as previously 

described (26). The therapy-resistant variants were established by the exposure of increasing 

concentrations of therapeutic agents (50~100 times higher than maximal toxic concentrations). 

 

Human samples  

The clinical protocols for this study project were approved by the committees in Institutional 

Review Board of Hokkaido University Hospital (Approval number: 10-0114). Pleural effusion 
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cells were obtained from patients with stage IV non small cell lung carcinomas after written 

informed consents had been obtained. The cells were isolated by Ficoll Hypaque density 

centrifugation, and further purified as EpCAM
+
 epithelial tumor cells from pleural effusion and 

CD45
+
 leukocytes from pleural effusion. 

 

Evaluation of integrin-αvβ3 expression 

The cell lines and primary tumor infiltrates obtained from patients with advanced cancer were 

analyzed by flow cytometry using mAbs against human integrin-αvβ3 (clone: LM690: 

Millipore). In primary cells, the epithelial tumor cells were fractionated as EpCAM-positive 

populations. All clinical protocols received approval from Institutional Review Board of 

Hokkaido University Hospital (Approval number: 10-0114). 

 

Immunoblotting 

A375 melanoma cells or those resistant to PLX-4720 were stimulated with 50nM PLX-4720, 

and the cell lysates were then subjected to Western blotting with Abs specific for anti-phospho-

chk2 (Thr165), phospho-ATM (Ser138) (Cell Signaling Technologies) and integrin-αvβ3 

(Millipore). Beta-actin was used as a loading control to check the integrity of each sample. 
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siRNA transduction  

 The design, preparation, and transduction of siRNA vectors were performed as described 

previously
50

. In brief, expression plasmids containing human chk-2 siRNA, integrin-β3 as well 

as ATM siRNA was obtained from Thermo-Scientific, and transfected into tumor cells 

according to the manufacturer’s instructions. The gene knockdown efficacy was assessed by 

protein immunoblot analysis, and proved to be more than 95 %.  

 

Detection of apoptosis 

Tumor cells were exposed to γ-irradiation (50 Gy) and the induction of apoptosis was quantified 

by flow cytometry with annexin-V/ propidium iodide staining according to the manufacturer’s 

instructions (BD Bioscience).  

 

In vivo antitumor activities of BRAF inhibitor and anti-integrin-αv mAb 

For in vivo tumor experiments, C57BL/6 or NOD-SCID mice were challenged subcutaneously 

in the flank with B16 melanoma cells transfected with V600E BRAF (B16.V600E) or those 

resistant to PLX-4270 (1x10
5
) on day 0. For the therapy model, mice were injected with 250ug 

of mouse anti-integrin-αv mAb (RMV-7) twice a week and 250mg/kg of PLX-4270 (Merck-

Calbiochem) three times a week. Tumor growth was measured every five days. In some 
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instances, intratumoral administration of BMDCs (1 x 10
6 
/ mouse) was performed with PLX-

4270 and anti-integrin-αv mAb to examine the effect on antitumor responses. 

 

Immune phenotypic assay 

The frequency and phenotype of T lymphocytes in tumor draining lymph nodes (TDLs) were 

analyzed by flow cytometry using anti-CD4, anti-CD8, anti-CD44 and anti-CD62L Ab (BD-

Bioscience). For intracellular staining, TDLs were dispersed and pretreated with anti-CD3 and 

anti-CD28 agonistic Ab (BD-Bioscience) for 24 h. The cells were then treated with brefeldin-A 

(Sigma-Aldrich), stained with anti-CD4 or anti-CD8, fixed, permeabilized with 

Cytofix/Cytoperm buffer, and stained again with PE-conjugated Abs for Foxp3, IFNγ, IL-17. In 

some cases, IFNγ, IL-10 and IL-12 were quantified by ELISA (BD Bioscience) using 

supernatant obtained from cultured TDL or BMDCs. The frequency of each immune cell 

population was determined by flow cytometry.   

Antigen-specific CD8+ responses against H-2Db-restricted epitopes derived from gp100 

were determined by incubating lymphocytes for 72 hours with 1x105 irradiated B16 

cells and measuring the frequency of gp100-specific CTLs by flow cytometry after 

staining with H-2Db-gp100 tetramer (MBL International).   
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Phagocytosis assays 

B16 melanoma cells or those resistant to PLX-4270 or dacarbazine were untreated or exposed 

to γ-irradiation (50 Gy) to trigger apoptosis. The live or apoptotic cells were labeled with 

PKH26 red fluorescence dye (Sigma-Aldrich), as described
36

. BMDCs were generated from 

bone marrow cells by culturing for seven days in the presence of conditioned media (days 0, 2, 

4, 6) from CHO cells secreting GM-CSF.  BMDCs were cocultured with the labeled live or 

apoptotic cells for 4h and evaluated for phagocytosis efficiency by flow cytometry. In some 

experiments, the tumor cells were pretreated with anti–integrin-αv mAb (30 ug/ml) for 30 min 

before the co-culture to evaluate the contribution of integrin-αvβ3 to tumor cell engulfment. 

 

Cross-priming assays 

BMDCs were co-cultured with untreated or irradiated B16-OVA cells (1:10 ratio) that were 

labeled with PKH26 in 12-well round-bottom plates for 4 h and phagocytosis was determined 

with flow cytometry. CD11c
+ 

cells were isolated by magnetic cell sorting (Miltenyi Biotec), and 

cocultured with naïve CD8
+
 T cells from the spleens of OT-I mice. Intracellular IFNγ 

expression in T cells was then determined by flow cytometry. In some experiments, the tumor 

cells were pretreated with anti–integrin-αv mAb (30 ug/ml) for 30 min before the co-culture to 

evaluate the contribution of integrin-αvβ3 to the cross-priming of OVA-specific CTLs. 
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Immunofluorescence microscopy  

MoDCs were generated from CD14
+
monocytes isolated from peripheral blood leukocytes with 

GM-CSF and IL-4 (20ug/mL, Peprotech). The MoDCs (1 x 10
4
) were stained with an Alexa-488 

conjugated mAb for CD11c (Biolegend), while Jurkat cells transfected with control or integrin-

αvβ3 expression vectors (1x10
5
) were stained with PKH-26. Live or apoptotic tumor cells were 

co-cultured with MoDCs for 8 hours on glass slides.  The samples were then washed three times, 

fixed with 4% paraformaldehyde at –20
o
 for 5 minutes, and visualized using a TE2000-U 

inverted fluorescence microscope (Olympus). 

   

Statistics   

The differences between two groups were determined with the Student’s t test or the two-sample 

t test with Welch’s correction.  The differences among three or more groups were determined 

with a one-way ANOVA. The P values less than 0.05 are considered as statistically significant. 
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Results 

 

Expression of integrin-αvβ3 on chemoresistant tumor cell variants 

Although it has been established that integrin-αvβ3 plays a critical role in tumorigenesis 

through multiple oncogenic signaling pathways (15), it remains unknown whether it affects 

tumorigenic activities during the course of anticancer therapies. Thus, we generated stable drug-

resistant variants of tumor cells of various origins through prolonged exposure to increasing 

concentrations of anticancer drugs and examined the expression levels of integrin-αvβ3 on the 

tumor cells. The drug resistant phenotypes were confirmed with decreased caspase-3 activities 

in resistant variant of tumor cells (Supplemental Fig 1). Integrin-αvβ3 was expressed at much 

higher levels on various tumor cells with resistance to cytotoxic and molecular targeting agents 

than on parental cell lines. This is represented by K029 melanoma cells resistant to BRAF 

kinase inhibitor PLX-4720 and HCT116 colon carcinoma cells resistant to epithelial growth 

factor receptor (EGFR) mAb (Cetuximab) (Fig 1A and 1B). Furthermore, we found that 

integrin-αvβ3 expression was highly expressed on tumor cells obtained from patients with non 

small cell lung cancer (NSCLC) who received multiple rounds of chemotherapy but did not 

respond clinically (TX) compared to those before initial chemotherapy (Fig 1C). Thus, integrin-

αvβ3 induction in tumor cells seems to be correlated with resistance to anticancer drugs. 
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DNA damage signals are critical for integrin-αvβ3 induction in therapy-resistant tumors 

To further examine the functional significance of integrin-αvβ3 on tumor chemoresistance, we 

focused on melanoma cells resistant to anticancer drugs because integrin-αvβ3 has been 

associated with progression in patients with melanoma (27, 28). In addition, BRAF kinase 

inhibitors have emerged as a new option against advanced melanomas in the clinic (29), but 

therapeutic responses were mostly transient and closely associated with the emergence of drug 

resistance (30, 31). Although recent evidence has unveiled the intrinsic alterations of oncogenic 

signals in BRAF inhibitor-resistant melanomas, BRAF inhibition also manipulates host immune 

responses, underscoring their role in the regulation of tumor microenvironments (32).  Thus, it 

is critical to address the additional mechanisms and its biological consequences in which 

melanoma cells acquire resistance to therapeutic regimens including BRAF inhibitors.  

Various cellular stresses, including UV, γ-irradiation and cytotoxic drugs, trigger DNA damage 

responses through coordinated interplay of the ATM-chk2 and ATR-chk1 pathways, which may 

regulate the therapeutic antitumor responses induced by chemotherapy and radiotherapy
 
(10, 11). 

To our surprise, the ATM-chk2 activation triggered by BRAF inhibition was significantly 

stronger in resistant A375 cells (A375-BRAFIR) than sensitive A375 tumor cells. Furthermore, 

A375-BRAFIR cells but not their sensitive counterparts expressed the active form of ATM/chk2 
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under steady state (Fig 2A). The ATM activities in sensitive A375 cells were maximized 12h 

after PLX-4720 stimulation or increased in a dose-dependent manner, but activation levels 

remained constant in A375-BRAFIR cells at all concentrations and time course of the treatment 

(Supplemental Fig 2B). Several siRNA-mediated targeting of ATM genes suppressed integrin-

αvβ3 expression in various therapy-resistant but not naïve melanoma cells (A375, K008, B16) 

and colon cancer cells (MC38) (Fig 2B and Supplemental Fig 3A), suggesting that constitutive 

activation of ATM-chk2-mediated DNA damage pathways is required for integrin-αvβ3 

upregulation. The mRNA levels of integrin-αv and β3 were higher in A375-BRAFIR than A375 

at steady state, and treatment with PLX-4720 increased the expression levels in sensitive A375 

cells although less than A375-BRAFIR cells. Furthermore, treatment with ATM inhibitor 

significantly depressed integrin-αv and β3 expression in B16-BRAFIR (Supplemental Fig 4). 

These results indicated that ATM regulates integrin-αvβ3 expression at transcriptional levels. In 

stark contrast, the knockdown of ATR or p53 did not repress integrin-αvβ3 in A375-BRAFIR 

cells, indicating the specific role of an ATM-dependent, p53-independent cascade in integrin-

αvβ3 expression (Fig 2C). Furthermore, integrin-αvβ3 expression in A375-BRAFIR cells was 

mostly depressed with NF-κB inhibitor BAY11-7082 at similar extent to ATM inhibitor 

KU55933, consistent with previous findings that genotoxic stress-mediated activation of ATM 

was linked with the NF-κB signaling cascade, which serves as a transcriptional activator of 
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integrin-αv (33)
 
(Fig 2D).  

To further define the role of DNA damage pathways in modulating integrin-αvβ3 expression, 

peripheral blood leukocytes from ATM-knockout or wild-type mice were exposed to γ-

irradiation, and integrin-αv expression was evaluated on apoptotic (annexin-V+) and surviving 

(annexin-V-) populations, in which the proportion of apoptotic cells was similar in ATM-

deficient and wild-type cells (Fig. 2E). Integrin-αv expression was upregulated on surviving 

leukocytes from wild-type but not ATM-deficient mice, but this induction was abrogated in 

apoptotic leukocytes from both wild-type and ATM-knockout mice (Fig 2E). These results 

indicate that the ATM-dependent DNA damage pathway was necessary for triggering integrin-

αvβ3 without oncogenic activation or transformation. We next evaluated the involvement of 

DNA damage signals in the in vivo antitumor activities of BRAF kinase inhibitor. For 

this purposes, we utilized B16 melanoma stably transfected with mutant V600E BRAF 

(B16-V600E) because murine melanoma cells including B16 rarely bear V600E BRAF 

activating mutations. We confirmed that B16-V600E conferred sensitivities to BRAF 

kinase inhibitors (Supplemental Fig 1). B16-V600E cells were further stimulated with 

PLX-4270 to create their drug-resistant variant (B16-BRAFIR). The concurrent 

administration of anti–integrin-αv mAb triggered apoptotic cell death in B16-BRAFIR cells but 

less than in B16-V600E treated with PLX-4720 alone. The specific ATM inhibitor (KU53955) 
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markedly decreased apoptosis in B16-BRAFIR treated by PLX-4720 with or without anti-

integrin-αv mAb (Supplemental Fig 5). These results demonstrated that inhibition of tumor-

derived integrin-αvβ3 conferred anticancer agents with the ability to kill chemoresistant tumor 

cells. Furthermore, PLX-4720 exhibited little antitumor effect in vivo on B16-BRAFIR, but 

concurrent administration of neutralizing anti-integrin-αv mAb with PLX-4720 significantly 

reduced the tumor burden in C57BL/6 mice (Fig 2F). However, PLX-4720 was sufficient to 

suppress ATM-deficient B16-BRAFIR tumor growth without integrin-αv mAb treatment. In 

either case, integrin-αv mAb alone was insufficient to trigger antitumor activities against B16-

BRAFIR (Fig 2F). The in vivo resistance to anticancer agent and its reversal by anti-integrin-αv 

mAb or ATM inhibition was also confirmed in MC38 colon cancer cells resistant to the 

chemotherapeutic drug CPT-11 (MC38-CPT11R) (Fig 2G), in which integrin-αvβ3 was 

upregulated in an ATM-dependent manner (Fig 2B). Together, these results demonstrate that 

integrin-αvβ3 is important for triggering anticancer drug resistance in tumor cells via the ATM-

chk2-mediated pathway. 

 

Therapy-resistant tumors suppress host antitumor immunity in an integrin-αvβ3-

dependent manner 

The activation of DNA damage signals causes proinflammatory cytokine secretion from 
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senescent tumor cells (14, 34) and activates innate immune signals through induction of the 

stress-related molecules such as NKG2D ligands (13). Therefore, we evaluated the role of 

integrin-αvβ3 triggered by DNA damage signals in host antitumor immune responses. For this 

purpose, B16-BRAFIR were injected subcutaneously into C57BL/6 mice or immunodeficient 

NOD-SCID mice, and treatments with PLX-4720 and anti-integrin-αv mAb were given to each 

mouse with or without T cell depletion using anti-CD4- and CD8-specific Abs. The antitumor 

effect mediated by PLX-4720 and anti-integrin-αv mAb was significantly reduced by T cell 

depletion in wild-type C57BL/6 wild type, but not in NOD-SCID mice (Fig 3A). Consistent 

with a key role for adaptive immunity in the generation of long-lived and specific protective 

immunity, mice that completely eradicated B16-V600E tumors by the PLX-4720 and anti-

integrin-αv mAb rejected a subsequent lethal challenge with B16 melanoma but not unrelated 

MC38 colon carcinoma, suggesting that the integrin-αvβ3 blockade contributed to the induction 

of immunological memory responses (Supplemental Fig 6). 

To further define whether ATM regulation of tumor integrin-αvβ3 is responsible for growing 

tumors in an T cell-dependent manner, C57Bl/6 mice were challenged with B16-BRAFIR 

transfected with siRNA vectors specific for integrin-β3 or ATM, and PLX-4720 was 

administered to each group with or without T cell depletion. The tumor suppressive activities of 

PLX-4720 were potent against B16-BRAFIR transfected with integrin-β3 or ATM siRNAs, and 
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we confirmed that these siRNAs efficiently suppress integrin-αvβ3 expression (Supplemental 

Fig 3B). However, T cell depletion largely abrogated the antitumor effects mediated by integrin-

β3 or ATM knockdown (Fig 3B and Fig 3C). These results further validate that ATM-mediated 

regulation of tumor integrin-αvβ3 is responsible for impeding antitumor responses of PLX-4720 

by T cell-mediated mechanisms. 

We next evaluated whether integrin-αvβ3 affected host immune phenotypes in tumor 

microenvironments. Anti-integrin-αv mAb therapy decreased the percentage of CD4
+ 

cells 

expressing IL-10 and Foxp3 (Fig 4A) and increased the frequencies of IL-17
+ 

and IFN-γ
+
IL-17

+
 

CD4
+ 

T cells, which have been recently identified as key mediators of antitumor activities (35) 

(Fig 4B). The treatments also enriched the frequencies of total and activated CD8
+
 T cells 

(CD44
hi
CD62L

low
) in tumor-draining lymph nodes (TDL) (Fig 4C). These activated phenotypes 

were not observed in splenocytes or non-tumor-draining lymphocytes in the treatment with 

PLX-4720 and RMV-7, indicating that tumor microenvironments trigger immune tolerance in 

an integrin-αvβ3-dependent manner (data not shown). The treatment with PLX-4720 resulted in 

high levels of IL-12 and IFN-γ, but showed little capacity to produce IL-10, in TDL isolated 

from established B16-BRAFIR cells transfected with the ATM or integrin-β3 siRNA (Fig 

4D).In contrast, PLX-4270 or anti-integrin-αv mAb alone had no effect on IFN-γ secretion and 

Foxp3
+ 

Treg cell frequencies in TDL when PLX-4270-sensitive B16-V600E tumors were 
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targeted (Supplemental Fig 7). These results demonstrate that integrin-αvβ3 plays a critical role 

in suppressing antitumor immunity against therapy-resistant tumors.  

 

Integrin-αvβ3 on therapy-resistant tumor cells targets dendritic cells to induce immune 

tolerance 

Since integrin-αvβ3 elicits multiple effects on host immune functions (19-21), we next 

examined the effect of integrin-αvβ3 on the functions of dendritic cells, which serve as strong 

antitumor adjuvants (36). We found that murine bone marrow-derived dendritic cells (BMDCs) 

manifested a substantial uptake of live therapy-resistant B16-BRAFIR cells, which was mostly 

abrogated by the integrin-αvβ3 blockade, but the uptake of apoptotic B16-BRAFIR cells was 

not affected by the integrin-αvβ3 (Fig 5A). Immunofluorescence microscopy confirmed the 

uptake of live B16-BRAFIR cells by BMDCs, whereas the naïve B16-V600E cells were not 

recognized (Supplemental Fig 8). Human monocyte-derived dendritic cells (MoDCs) also have 

the ability to engulf live Jurkat cells transfected with integrin-αvβ3, but not control plasmid (Fig 

5B and 5C). Moreover, the integrin-β3 knockdown of tumor cells, but not MoDCs, by specific 

siRNA resulted in impaired DC engulfment of viable integrin-αvβ3-expressing Jurkat cells 

(Supplemental Fig 9), suggesting that the tumor-derived integrin-αvβ3 was responsible for 

triggering DC uptake of viable tumor cells. The live epithelial tumor cells isolated from pleural 
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effusions of NSCLC patients were also engulfed by MoDCs from the same donor in an integrin-

αvβ3-dependent manner, whereas apoptotic cells were recognized by MoDCs irrespective of the 

integrin-αvβ3 blockade (Fig 5D). Collectively, these results demonstrate that tumor-derived 

integrin-αvβ3 facilitates DC engulfment of viable tumor cells. 

Antigen-presenting cells exploit multiple receptors and secreted proteins to affect the clearance 

of dying cells (37-39). Since RGD sequence in several ligands, such as MFG-E8 and 

osteopontin (OPN), serves as a target recognized by integrin-αvβ3, we examined the role of 

RGD motifs in DC recognition of live resistant tumor cells. The inhibition of RGD recognition 

with cyclic RGD peptide, but not control RGE peptide, partially reduced the DC uptake of live 

integrin-αvβ3-expressing Jurkat cells (Supplemental Fig 10). These results demonstrated that 

integrin-αvβ3 acts on the ligands bearing RGD sequence to promote live tumor cell engulfment. 

However, the addition of various neutralizing Abs, such as anti-MFG-E8 Ab and anti-OPN 

mAb, had little inhibitory effects on the live tumor cell phagocytosis (Supplemental Fig. 11).  

The uptake of apoptotic cells by phagocytes has been known to influence various immune 

functions, such as T helper cell polarization, antigen processing, presentation and the generation 

of antigen-specific CTL (40).  Thus, we next examined the immunogenic consequences of DC 

engulfment of live therapy-resistant tumor cells. The recognition of live A375-BRAFIR cells, 

but not apoptotic one, resulted in a marked down-regulation of CD11c (Supplemental Fig 12), 
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and reduced levels of IL-6 and IL-12p40 in MoDCs, which were restored by the integrin-αvβ3 

blockade (Fig 5E). Furthermore, MoDCs loaded with live integrin-αvβ3-expressing Jurkat cells 

induced tolerogenic Foxp3 
high

 and IFNγ / IL-17 
low

 CD4
+ 

T cells, whereas those loaded with 

control Jurkat cells generated Foxp3
low 

IFNγ / IL-17 
high

 populations in CD4
+ 

T cells 

(Supplemental Figure 13).  

As DCs serve as sentinels to cross-present immunogenic antigens for T cell activation by 

capturing dying tumor cells, we examined the impact of live tumor cells on cross-presentation 

of immunogenic targets by DCs. To do so, we utilized B16-V600E engineered to express OVA 

(B16-V600E.OVA) and C57BL/6 mice harboring a transgenic TCR specific for an MHC class I-

restricted OVA (OT-I). The uptake of apoptotic B16-V600E.OVA cells, irrespective of the anti-

integrin-αv blockade, enhanced DC stimulation of OT-I transgenic CD8
+
 T cells. In contrast, the 

uptake of live B16-V600E.OVA cells resistant to PLX-4720 (B16-V600E.OVA-BRAFIR) 

resulted in a reduced activation of OVA-specific CD8
+ 

T cells, which was restored by the 

blockade of integrin-αbβ3 (Fig 5F). Collectively, these findings suggest that therapy-resistant 

tumor cells compromise antitumor CTL responses by facilitating the engulfment of live tumor 

cells in an integrin-αvβ3-dependent manner. 
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 Integrin-αvβ3 on therapy-resistant tumors is responsible for impeding the antitumor 

immunogenicity of DC vaccines 

 Although DCs have been considered to be a potent adjuvant for triggering antitumor 

immunity, the clinical effects of dendritic cell-based vaccination remain dismal (36). To 

elucidate whether the integrin-αvβ3-mediated recognition of live tumor cell may impede 

antitumor immunogenicity of DCs, immature BMDCs loaded with viable live or apoptotic 

B16-BRAFIR cells were used as vaccine adjuvant against established B16-BRAFIR tumors in 

combination with the BRAF kinase inhibitor PLX-4720. The treatment with PLX-4720 was 

ineffective against established B16-BRAFIR tumors in combination with DCs loaded with live 

B16-BRAFIR cells, whereas the vaccination of DCs loaded with apoptotic B16-BRAFIR 

augmented substantial antitumor effects on PLX-4720. In contrast, the concurrent 

administration of RMV7 with PLX-4720 considerably diminished tumor burdens of B16-

BRAFIR even with DCs loaded with live B16-BRAFIR cells (Figure 6A). Moreover, PLX-

4720 alone was sufficiently reduced B16-BRAFIR tumor burden when DCs loaded with either 

live or apoptotic integrin-β3-deficient B16-BRAFIR tumor cells were vaccinated two days 

before tumor challenge (Fig. 6B) 

Collectively, these findings validate the importance of integrin-αvβ3 in restraining protective 

immunity through compromised antitumor immunogenicity of DCs. 
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Discussion 

Recent evidence has unveiled the molecular events leading to anticancer drug resistance. 

Genetic and epigenetic modifications rendered tumor cells with the abilities to activate 

alternative oncogenic pathways, trigger chromatin modulation, or acquire functions associated 

with stem cell activities (2-4, 27-29). These events represent key steps in protecting the 

surviving tumor populations from complete eradication by lethal insults. In addition to direct 

cytotoxic and proapoptotic effects, anticancer agents also regulate tumor microenvironments, 

leading to conditions that determine the balance between tumor-promoting and -suppressing 

responses (5, 6). For example, subsets of cytotoxic agents activate antitumor immune responses 

through induction of multiple types of innate systems and cytokine-mediated senescence (18, 

41-43). In contrast, chemotherapy also creates conditions for tumor survival in part through 

paracrine secretion of IL-6 and TIMP-1 from endothelial cells in a DNA damage-dependent 

manner (5). From these perspectives, the interplay between tumor cells and their environments 

should be critical in determining the mode of host immunity in the settings of therapeutic 

interventions.  

Here we provide the first evidence that therapy-resistant tumors adopt a novel strategy to 

suppress antitumor immunosurveillance by triggering integrin-αvβ3 on tumor cells. The chronic 
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activation of DNA damage signals mainly mediated by the ATM-chk2 pathway is responsible 

for upregulating integrin-αvβ3 expression on tumor cells. The tumor-derived integrin-αvβ3 

rendered DCs with ability to engulf live tumor cells. The live cell phagocytosis resulted in 

reduced immunogenicity and cross-priming of DCs, leading to impairment of tumor-specific 

adaptive responses. The blockade of integrin-αvβ3 either with specific antibodies or tumor-

specific knockdown promoted efficient tumor recognition by the host immune system, thus 

overcoming the resistant niche created by therapy-resistant tumors. Altogether, these findings 

demonstrate that the ATM-integrin-αvβ3 axis confers drug-resistant tumor cells with the ability 

to circumvent endogenous immunosurveillance at tumor microenvironments (Fig 6C). The 

significance and pathological relevance for anticancer drug-resistant tumor cells to evade from 

antitumor immunosurveillance remain unclear in the present study, but we speculate that these 

cells have evolved to protect themselves from multiple defense mechanisms against 

tumorigenesis, including endogenous immune systems. Thus, these multifaceted properties of 

therapy-resistant tumor cells may contribute to further progression and worse prognosis, 

although further elucidation is required to prove this hypothesis.  

DNA damage checkpoint machineries serve as barriers to tumorigenesis mainly by p53-

dependent mechanisms (9-12). Here, we delineate some unexpected aspects of DNA damage 

signals on anticancer therapy resistance: they suppress antitumor immunity by inducing 
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integrin-αvβ3 on tumor cells in the setting of a chemoresistant niche. Thus, although DNA 

damage signals are generally linked with p53-dependent regulation to trigger senescence and 

apoptosis, intrinsic and environmental regulation of therapeutic responses may change the 

genetic profiles of tumor cells to evade “classical” DNA damage pathways. Indeed, we found 

that unique genotoxic stress-induced signals are required for triggering integrin-αvβ3 on 

therapy-resistant tumor cells by ATM-dependent, but p53-independent mechanisms (Fig. 2D). 

Intriguingly, previous reports unveiled novel pathways in which ATM stimulates NF-κB 

signaling cascade in response to genotoxic stimuli such as cytotoxic drugs and irradiation (30). 

Furthermore, these ATM-NF-κB pathways could mediate cell survival independently of p53-

mediated effector mechanisms (44, 45). Since NF-κB has been established as a critical sentinel 

linking inflammation with carcinogenic process, it will be of great interest to determine whether 

ATM-dependent DNA damage responses activated by tumor cells may be associated with the 

activation of key carcinogenic inflammatory pathways at chemoresistant niche, further 

promoting tumorigenic and metastatic potential of therapy-resistant tumors. 

Another novel mechanism clarified in this study is that integrin-αvβ3 on therapy-resistant 

tumors mediates immune tolerance by facilitating the DC engulfment of live tumor cells. The 

DC uptake of live tumor cells is mediated by ligands bearing RGD-motif, although MFG-E8 

and OPN had little role in this process. These results demonstrate that tumor-derived integrin-
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αvβ3 uses a distinct system to recognize live tumors from those used to recognize apoptotic 

cells, although further studies are needed to identify the specific ligand for the integrin-αvβ3. 

Although live microbes are sensed by DCs through recognition by specialized phagocytic 

receptors (46), there has been no literature indicating that DCs have the capacity to engulf viable 

transformed cells. In this regard, integrin-αvβ3 induction on therapy-resistant tumors serves as a 

novel strategy for compromising DC immunogenicity and antitumor immunosurveillance. 

Whether live tumor cells, like dying cells, are digested and processed via phagolysosomal 

pathways in DCs remains obscure, although we did not observe digested forms of 

chemoresistant tumor cells in DCs in long-term in vitro culture or infiltrating into tumors in 

vivo (unpublished observation). Further studies should address the intracellular dynamics in 

DCs whereby tumor cells interrupt their cross-priming machineries. 

In summary, we identified integrin-αvβ3 as an indispensable factor for creating immune 

evasion systems in a chemoresistant niche. Although recent clinical development of integrin-αv 

inhibitors produced significant benefits against advanced gliomas (22), it is critical to clarify the 

optimal conditions in which particular types of anticancer drugs should be combined with 

integrin-αvβ3 blockade (23). As subsets of cytotoxic drugs may be classified as inducers of 

“immunogenic cell death” (41, 42), it is possible that the therapeutic options for boosting host 

immunity, including chemotherapy, radiotherapy, and/or immunotherapy, may maximize the 
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antitumor activities of integrin-αvβ3 inhibitors in patients with advanced stages of malignancies. 



29 

 

References 

 

1. Higgins CF. Multiple molecular mechanisms for multidrug resistance transporters. Nature. 

2007; 446: 749-757. 

2. Reya T, Morrison SJ, Clarke MF & Weissman IR. Stem cells, cancer, and cancer stem cells. 

Nature. 2002; 414: 105-111. 

3. Sharma SV, Lee DY, Li B, Quinlan MP, Takahashi F, Maheswaran S, et al. A chromatin-

mediated reversible drug-tolerant state in cancer cell subpopulations. Cell. 2010; 141: 69-80. 

4. Roesch A, Fukunaga-Kalabis M., Schmidt EC, Zabierowski SE, Brafford PA, Vultur A, et 

al. A temporarily distinct subpopulation of slow-cycling melanoma cells is required for 

continuous tumor growth. Cell. 2010; 141: 583-594.  

5. Gilbert LA & Hemann MT. DNA damage-mediated induction of a chemoresistant niche. 

Cell. 2010; 143: 355-366. 

6. Farmer P, Bonnefoi H, Anderle P, Cameron D, Wirapati P, Becette V, et al. A stroma-related 

signature predicts resistance to neoadjubant chemotherapy in breast cancer. Nat Med. 2009; 

15: 68-74. 

7. Iliopoulos D, Hirsch HA & Struhl K. An epigenetic switch involving NF-B, Lin28, Let-7 

MicroRNA, and IL-6 links inflammation to cell transformation. Cell. 2010; 139: 693-706. 



30 

 

8. Gilvennikov SI, Greten FR & Karin M. Immunity, inflammation, and cancer. Cell. 2010; 

140: 883-99. 

9. Halazonetis TD, Gorgoulis VG & Bartek J. An oncogene-induced DNA damage model for 

cancer development. Science. 2008; 319: 1352-1355. 

10. Bartkova J, Horejsi Z, Koed K, Kramer A, Tort F, Zieger K, et al. DNA damage response as 

a candidate anti-cancer barrier in early human tumorigenesis. Nature. 2005; 434: 864-870. 

11. Gorgoulis VG, Vassiliou LF, Karakaidos P, Zacharatos P, Kotsinas A, Liloglou T, et al. 

Activation of the DNA damage checkpoint and genomic instability in human precancerous 

lesions. Nature. 2005; 434: 907-913. 

12. Xue W, Zender L, Miething C, Dickins RA, Hernando E, Krizhanovsky V, et al. Senescence 

and tumor clearance is triggered by p53 restoration in murine liver carcinomas. Nature. 

2006; 445: 656-660. 

13. Gasser S, Orsulic S, Brown EJ & Raulet DH. The DNA damage pathway regulates innate 

immune system ligands of the NKG2D receptor. Nature.2005; 436; 1186-1190. 

14. Coope JP, Patil CK, Rodier F, Sun Y, Munoz DP, Goldstein J, et al. Senescence-associated 

secretory phenotypes reveal cell-non-autonomous functions of oncogenic RAS and the p53 

tumor suppressor. PLoS Biol. 2008; 6: 2853-2868. 

15. Desgrosellier JS & Cheresh DA. Integrins in cancer: biological implications and therapeutic 



31 

 

opportunities. Nat Rev Cancer. 2010; 10: 9-22. 

16. Desgrosellier JS, Barnes LA, Shields DJ, Huang ., Lau SK, Prevost N, et al. An integrin 

alpha(v)beta(3)-c-Src oncogenic unit promotes anchorage-independence and tumor 

progression. Nat Med. 2009; 15: 1163-1169. 

17. Ricono JM, Huang M, Barnes LA, Lau SK, Weis SM, Schlaepfer DD, et al. Specific cross-

talk between epidermal growth factor receptor and integrin alphavbeta5 promotes 

carcinoma invasion and metastasis. Cancer Res. 2009; 69: 1383-1391. 

18. Avraamides CJ, Garmy-Susini B & Varner JA. Integrins in angiogenesis and 

lymphangiogenesis. Nature Rev Cancer. 2008; 8: 604-617. 

19. Lacy-Hulbert A, Smith AM, Tissire H, Barry M, Crowley D, Bronson RT, et al. Ulcerative 

colitis and autoimmunity induced by loss of myeloid alpha-v integrins. Proc Natl Acad Sci 

USA. 2007; 104: 15823-15828. 

20. Acharya M, Mukhopadhyay S, Paidassi H, Jamil T, Chow C, Kissler S, et al. αv integrin 

expression by DCs is required for Th17 cell differentiation and development of 

experimental autoimmune encephalomyelitis in mice. J Clin Invest. 2010; 120: 4445-4452. 

21. Melton AC, Bailey-Bucktrout SL, Travis MA, Fife BT, Bluestone JA & Sheppard D. 

Expression of αvβ8 integrin on dendritic cells regulates Th17 cell development and 

experimental autoimmune encephalomyelitis in mice. J Clin Invest. 2010; 120: 4436-4444. 



32 

 

22. Reardon DA, Fink KL, Mikkelsen T, Cloughesy TF, O’Neill A, Plotkin S, et al. 

Randomized phase II study of cilengitide, an integrin-targeting arginine-glycine-aspartic 

acide peptide, in recurrent glioblastoma multiforme. J Clin Oncol. 2008; 26: 5610-5617. 

23. Reynolds AR, Hart IR, Watson AR, Welti JC, Silva RG, Robinson SD, et al. Stimulation of 

tumor growth and angiogenesis by low concentrations of RGD-mimetic integrin inhibitors. 

Nat Med. 2009; 15: 392-400. 

24. Barlow C, Hirotsune S, Paylor R, Liyanage M, Eckhaus M, Collins F, et al. Atm-deficient 

mice: a paradigm of ataxia telangiectasia. Cell.1996;  86: 159-171.  

25. Furuno-Fukushi I, Masumura K, Furuse T, Noda Y, Takahagi M., Saito T, et al. Effect of 

Atm disruption on spontaneously arising and radiation-induced deletion mutations in mouse 

liver. Radiation Res. 2003; 160: 549-558. 

26. Jinushi M, Hodi FS & Dranoff G. Therapy-induced antibodies to MHC class I-related 

protein A antagonize immune suppression and stimulate antitumor cytotoxicity. Proc Natl 

Acad Sci USA. 2006; 103: 9190-9195. 

27. Nip J, Shibata H, Loskutoff DJ, Cherish DA & Brodt P. Human melanoma cells derived 

from lymphatic metastases use integrin αvβ3 to adhere to lymph node vitronectin. J Clin 

Invest. 1992; 90: 1406-1414. 

28. Hiekin TJ, Ronan SG, Farolan M, Shilkaitis AL & Das Gupta TK. Molecular prognostic 



33 

 

markers in intermediate-thickness cutaneous melanoma. Cancer. 1999; 85: 375-382.  

29. Flaherty KT, Puzanov I, Kim KB, Ribas A, McArthur GA, Sosman JA, et al. Inhibition of 

mutated, activated BRAF in metastatic melanoma. N Engl J Med. 2010; 363: 809-819. 

30. Johannessen CM, Boehm JS, Kin SY, Thomas SR, Wardwell SR, Johnson LA, et al. COT 

drives resistance to RAF inhibition through MAP kinase pathway reactivation. Nature. 

2010; 468: 968-972. 

31. Nazarian R, Shi H, Wang Q, King X, Koya RC, Lee H, et al. Melanomas acquire resistance 

to B-RAF (V600E) inhibition by RTK or N-RAS upregulation. Nature. 2010; 468: 973-977. 

32. Boni A, Cogdill AP, Dang P, Udayakumar D, Njauw CN, Sloss CM, et al. Selective 

BRAFV600E inhibition enhances T cell recognition of melanoma without affecting 

lymphocyte function. Cancer Res. 2010; 70: 5213-5219.  

33. Wu Z-H, Shi Y, Tibbetts RS & Miyamoto S. Molecular linkage between the kinase ATM 

and NF-kB signaling in response to genotoxic stimuli. Science. 2006; 311: 1141-1146. 

34. Rodier F, Coppe JP, Patil CK, Hoeijmakers WA, Munoz DP, Raza SR, et al., Persistent 

DNA damage signaling triggers senescence-associated inflammatory cytokine secretion. 

Nat Cell Biol. 2009; 11: 973-979. 

35. Zou W & Restifo NP. T(H)17 cells in tumor imunity and immunotherapy. Nat Rev Immunol. 

2010; 10: 248-256. 



34 

 

36. Steinman RM & Banchereau J. Taking dendritic cells into medicine. Nature. 2007; 449: 419-

4262. 

37. Hanayama R, Tanaka M, Miwa K, Shinohara A, Iwamatsu A & Nagata S. Identification of a 

factor that links apoptotic cells to phagocytes. Nature. 2002; 417: 182-187.   

38. Fadok VA, Bratton DL, & Henson PM. Phagocyte receptors for apoptotic cells: 

recognition, uptake, and consequences. J Clin Invest. 2001; 108: 957-962. 

39. Savill J, Dransfield I, Gregory C, & Haslett C. A blast from the past: clearance of 

apoptotic cells regulates immune responses. Nat Rev Immunol. 2002; 2: 965-975. 

40. Jinushi M, Sato M, Kanamoto A, et al. Milk fat globule epidermal growth factor-8 blockade 

triggers tumor destruction through coordinated cell-autonomous and immune-mediated 

mechanism. J Exp Med. 2009; 206: 1317-26. 

41. Apetoh L, Ghiringhelli F, Tesniere A, Obeid M, Ortiz C, Criollo A, et al. Toll-like receptor 

4-dependent contribution of the immune system to anticancer chemotherapy and 

radiotherapy. Nat Med. 2007; 13: 1050-1059. 

42. Ghringhelli F, Apetoh L, Tesniere A, Aymeric L, Ma Y, Ortiz C, et al. Activation of the 

NLRP3 inflammasome in dendritic cells induces IL-1beta-dependent adaptive immunity 

against tumors. Nat Med. 2009; 15: 1170-1180. 

43. Kuiman T, Michaloglou C, Viredeveld LC, Douma S, van Doom R, Desmet CJ, et al. 



35 

 

Oncogene-induced senescence relayed by an interleukin-dependent inflammatory network. 

Cell. 2008; 133: 1019-1031. 

44. Hinz M, Stilmann M, Arslan SC, Khanna KK, Dittmar G & Scheidereit C. A cytoplasmic 

ATM-TRAF6-cIAP1 module links nuclear DNA damage signaling to ubiquitin-mediated 

NF-kB activation. Mol Cell. 2010; 40: 63-74. 

45. Wu ZH, Wong ET, Shi Y, Niu J, Chen Z, Miyamoto S & Tergaonkar V.  ATM- and NEMO-

dependent ELKS ubiquitination coordinates TAK1-mediated IKK activation in response to 

genotoxic stress. Mol Cell. 2010; 40: 75-86. 

46. Palucka K, Banchereau J & Mellman I. Designing vaccines based on biology of human 

dendritic cell subsets. Immunity. 2010; 33: 464-478. 

 

 



36 

 

Acknowledgements 

We thank Dr. Koichi Tatsumi (National Institute of Radiological Science, Japan) for 

providing ATM-deficient mice, Dr. David Cherish (UCSD, CA) for providing human 

integrin-αv and β3 plasmids, Dr. Glenn Dranoff (Dana-Farber Cancer Institute) for 

K029 melanoma cells. In addition, we wish to extend appreciation to Miss Kyoko 

Hoshina for her assistance with the in vitro immunoblot assays and animal care.  



37 

 

Figure legends 

 

Figure 1. 

High expression of integrin-αvβ3 in tumor cells that acquired resistance to anticancer drugs. 

(A) The cell surface expression of integrin-αvβ3 (green line) was examined in K029 melanoma 

cells with acquired BRAF-kinase inhibitor resistance (K029-BRAFIR), and HCT116 colon 

carcinoma cells and HCT116 with acquired anti-EGFR mAb resistance (HCT116-EGFRIR). 

The staining with isotype-matched Ig was overlaid as filled histograms. (B) The percentages of 

integrin-αvβ3 positive cells were evaluated by flow cytometry in various tumor cell lines and 

their drug resistant variants: K029-CDDPR; cisplatin-resistant variant of K029, A375-BRAFIR; 

BRAF inhibitor-resistant variant of A375 human melanoma cells, MCF7-HER2IR; Her2 

inhibitor (Herceptin)-resistant variant of MCF7 human breast cancer cells, Hep3B-SorafenibR; 

multi-kinase inhibitor sorafenib-resistant variant of Hep3B human hepatoma cells, PC3; EGFR 

kinase inhibitor (gefitinib)-sensitive human lung cancer cells, NCI-H1975; gefitinib-resistant 

human lung cancer cells, B16-BRAFIR; BRAF inhibitor resistant variant of murine B16.V600E 

melanoma cells; MC38-EGFRIR or MC38-CPT11R; EGFR inhibitor (AG494) or CPT-11-

resistant variant of MC38 murine colon cancer cells.  * p<0.05. (C) The EpCAM
+
 epithelial 

tumors isolated from patients with non-small cell lung carcinomas who received multiple cycles 
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of chemotherapy (TX) or not (non-TX) were evaluated for integrin-αv expression by flow 

cytometry. Similar results were observed in three experiments. 

 

Figure 2.  

DNA damage signals induce integrin-αvβ3 expression in therapy-resistant cells. (A) 

Immunoblots for phospho-chk2 (Thr168), chk2 and -actin on lysates from A375 melanoma 

cells or those resistant to PLX-4720 (A375-BRAFIR), after exposure to PLX-4720 for 1 h. (B) 

Various melanoma cells or their therapy-resistant counterparts (A375-BRAFIR, K008-DTICR, 

B16-BRAFIR), as well as MC38 colon cancer cells or those resistant to CPT-11 (MC38-

CPT11R) were infected with scrambled siRNA (scr) or siRNA specific for chk2 or ATM, and 

integrin-αvβ3 expression was examined by immunoblot (left) or flow cytometry (right). (C) 

A375-BRAFIR were infected with siRNA specific for scramble sequences (scr), ATM, ATR or 

p53 and examined for integrin-αvβ3 expression by flow cytometry. (D) A375-BRAFIR was 

treated with inhibitors for MEK1 (U0126), PI3K (Ly294002), p38 (SB203580), NF-κB 

(BAY11-7082) or ATM (KU55933) for 24 h, and the integrin-αvβ3 expression was examined 

by flow cytometry. (E) Peripheral blood leukocytes were isolated from ATM knockout (ATM 

KO) or wild-type (WT) mice, and exposed to γ-irradiation (10Gy). The cells were subdivided 

into annexin-V positive (+) or negative (-) populations, and subjected to staining with integrin-
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αvβ3 mAb (filled histograms) or isotype control IgG (white histograms) in each group. 

Representative data (left) or those from three independent experiments (right) are presented. * 

p<0.05 (F, G) PLX-4720-resistant variant of B16 bearing a BRAF V600E mutation (B16-

BRAFIR) (F) or MC38-CPT11R (G) were stably transfected with lentivirus encoding siRNAs 

for ATM gene (ATM siRNA) or not (control), and inoculated subcutaneously into wild-type 

C57BL/6 mice (n=4 per group). The established tumors were treated with PLX-4720 (F), CPT-

11 (G) and/or anti-integrin-αv neutralizing antibody (RMV7) on days 10, 12, 14 and 16 after 

tumor challenge, and tumor growth was measured on the indicated days. Similar results were 

obtained in at least three experiments. *: p<0.05, ns: not significant. 

 

Figure 3. 

Integrin-αvβ3 on therapy-resistant cells suppresses T cell-mediated antitumor immunity. (A) 

C57BL/6 (WT) or NOD-SCID mice harboring established B16-BRAFIR melanomas (25 mm
2
) 

(n=4 per group) were treated with systemic PLX-4270 and RMV-7 and tumor diameters 

measured on the indicated days. In some mice, T cell depletion was performed by depletion Abs 

for anti-CD4 and anti-CD8 three days before tumor challenge. (B, C) B16-BRAFIR melanomas 

were infected with siRNA lentivirus vectors specific for integrin-β3 (integrin-β3 siRNA), ATM 

(ATM siRNA) or scrambled control genes (control siRNA), and inoculated into C57Bl/5 mice 
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(n=4 per group) along with PLX-4720 with or without pretreatment with CD4- and CD8-

depletion Abs. Results are representative of two independent experiments. *; p<0.05, ns; not 

significant. 

 

Figure 4.  

Integrin-αvβ3 impede host immune responses at tumor microenvironments. (A, B) Tumor-

draining lymph nodes (TDLs) were harvested from mice bearing B16-BRAFIR tumors 5 d after 

the indicated treatment. CD4
+ 

T cells from the TDLs were gated as CD3
+
CD4

+
 cells, and 

assayed for (A) IL-10 and Foxp3 and (B) IFN-γ and IL-17 by flow cytometry (numbers in 

quadrants are percentages). The means ± SEM from six mice per group are shown in the 

adjacent bar graph. (C) CD8
+ 

T cells from the TDL were also gated as CD3
+
CD8

+ 
cells, and 

assayed for CD8
+ 

T cell frequency and CD44 and CD62L expression by flow cytometry. 

Representative staining patterns are presented. (D) The mice bearing established B16.V600E or 

B16-BRAFIR tumors transfected with control, ATM or integrin-β3 siRNA lentivirus vectors 

were treated with PLX-4720.  Draining lymph node cells were assayed for the production of IL-

12p40, IL-10 and IFN-γ in the culture supernatants. Each experiment was independently 

performed four times with similar results.  * p<0.05 
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Figure 5. 

Integrin-αvβ3 regulates the dendritic cell phagocytosis of live therapy-resistant tumor cells. 

(A) PKH26-labeled B16-BRAFIR cells were untreated or exposed to high-dose γ-irradiation (50 

Gy) to induce apoptotic cell death. The untreated live or irradiated apoptotic cells were 

incubated with BMDCs in the presence of isotype-matched control IgG -or RMV-7 for 4 h. The 

uptake of B16-BRAFIR cells by CD11c+BMDCs was quantified by flow cytometry. 

Representative dot plots (above) and a graph of data from three experiments (below) are shown. 

* p<0.05 (B, C) Live Jurkat lymphoma cells transfected with control or integrin-αvβ3 plasmid 

were labeled with PKH26, and added to alexa488-labeled CD11c+MoDCs from 2 donors 

(MoDC-1 and MoDC-2) for 4 h. The uptake of Jurkat cells by CD11c+DCs was quantified by 

flow cytometry (B) or visualized by fluorescence microscopy (Magnification, x200) (C). The 

percentages of cell uptake (left) are shown as a PKH-26
+
CD11c

+
 fraction within the total CD11c 

population. The engulfment of tumor cells was visualized by immunofluorescence microscopy. 

(D) The EpCAM
+
 epithelial tumor cells isolated from pleural effusion of a NSCLC patient were 

untreated (Live) or exposed to γ-irradiation to induce apoptosis (Apoptosis). The live or 

apoptotic cells were labeled with PKH26, and added to MoDCs of the same donors in the 

presence of isotype-matched control Ig or anti-integrin-αvβ3 (LM609) for 4 h. Uptake of the 

cells was evaluated by flow cytometry. * p<0.05 (E) MoDCs were loaded with apoptotic or live 
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A375-BRAFIR melanomas (A375R) in the presence of control Ab or LM609. IL-6 and IL-12 in 

culture supernatant were quantified by ELISA. (F) BMDCs loaded with PKH26-labeled B16-

V600E.OVA cells or those resistant to PLX-4720 (B16.OVA-BRAFIR) were co-cultured with 

OVA-specific TCR- transgenic CD8
+ 

T cells in the presence of isotype-matched control IgG or 

RMV-7, and IFNγ production in TCR-β5.1-positive cells was evaluated by flow cytometry. 

Similar results were obtained from three experiments, and the means ± SEM are shown. *;  p< 

0.05, np; not significant. 

 

Figure 6 

(A). Integrin-αvβ3 regulates the antitumor effects of DC vaccines. B16-BRAFIR cells were 

injected subcutaneously into C57Bl/6 mice (n=4 per group) in a mixture with BMDCs loaded 

with live or apoptotic B16-BRAFIR cells. Mice were also treated with PLX-4720 and RMV7 on 

days 3, 6, 9, 12 and 15. Tumor growth was measured on the indicated days. (B). BMDCs were 

loaded with B16-BRAFIR melanomas infected with siRNA vectors specific for integrin-

β3(integrin-β3 siRNA) or scrambled control genes (control siRNA), and used as vaccines along 

with PLX-4720 against established B16-BRAFIR tumors in C57Bl/6 mice (n=4 per group). 

Results are representative of two independent experiments. *; p<0.05, ns; not significant 

compared to unloaded DC vaccines. (C). A model for integrin-αvβ3-mediated immune 
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suppression whereby ATM induction of αvβ3on chemoresistant tumors facilitate phagocytosis 

of live tumor cells, leading to impaired antigen-processing and priming of specific antitumor 

CTL. 

 

 














