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Uncovering the Anticancer Potential of Murine Cytomegalovirus against Human Colon Cancer Cells

Human cytomegalovirus (HCMV) components are often found in tumors, but the precise relationship between HCMV and cancer remains a matter of debate. Pro-tumor functions of HCMV were described in several studies, but an association between HCMV seropositivity and reduced cancer risk was also evidenced, presumably relying on recognition and killing of cancer cells by HCMV-induced lymphocytes. This study aimed at deciphering whether CMV influences cancer development in an immune-independent manner. Using immunodeficient mice, we showed that systemic infection with murine CMV (MCMV) inhibited the growth of murine carcinomas. Surprisingly, MCMV, but not HCMV, also reduced human colon carcinoma development in vivo. In vitro, both viruses infected human cancer cells. Expression of human interferon-b (IFN-b) and nuclear domain (ND10) were induced in MCMV-infected, but not in HCMV-infected human colon cancer cells. These results suggest a decreased capacity of MCMV to counteract intrinsic defenses in the human cellular host. Finally, immunodeficient mice receiving peri-tumoral MCMV therapy showed a reduction of human colon cancer cell growth, albeit no clinical sign of systemic virus dissemination was evidenced. Our study, which describes a selective advantage of MCMV over HCMV to control human colon cancer, could pave the way for the development of CMV-based therapies against cancer.

INTRODUCTION

Cytomegaloviruses (CMVs) are large, enveloped, double-stranded DNA herpesviruses that establish a lifelong latent infection. Seroprevalence of human cytomegalovirus (HCMV) ranges from 50% to 100% in the general adult population. CMVs have co-evolved with their host following co-speciation resulting in highly species-specific viruses. Murine CMV (MCMV) shares a high degree of sequence homology and biology with HCMV but is unable to replicate efficiently in humans. CMVs' restricted host range is not due to the absence of appropriate entry receptors on the cell surface but results from the inability of the virus to prevent apoptosis [START_REF] Jurak | Induction of apoptosis limits cytomegalovirus crossspecies infection[END_REF] or to subvert host defense mechanisms [START_REF] Tang | Mouse cytomegalovirus crosses the species barrier with help from a few human cytomegalovirus proteins[END_REF] in a distant host.

Primary CMV infection is usually subclinical thanks to robust intracellular and systemic defense mechanisms, which ultimately lead to the control of viral replication and establishment of latency. Type I interferons (IFNs) are produced as a first line of defense by stromal and endothelial cells and innate lymphocytes, upon sensing of CMV DNA by Toll-like receptors (TLRs), and more recently identified cyclic GMP-AMP synthase (cGAS) and interferon-inducible nucleoprotein (IFI) 16 intracellular DNA sensors. [START_REF] Ishikawa | STING regulates intracellular DNAmediated, type I interferon-dependent innate immunity[END_REF][START_REF] Lio | cGAS-STING Signaling Regulates Initial Innate Control of Cytomegalovirus Infection[END_REF][START_REF] Paijo | cGAS Senses Human Cytomegalovirus and Induces Type I Interferon Responses in Human Monocyte-Derived Cells[END_REF][START_REF] Diner | Viral DNA Sensors IFI16 and Cyclic GMP-AMP Synthase Possess Distinct Functions in Regulating Viral Gene Expression, Immune Defenses, and Apoptotic Responses during Herpesvirus Infection[END_REF] Type I IFNs induce an antiviral state in their cellular host and possess indirect anti-pathogen activity via the induction of IFN-stimulated genes (ISGs). Among IFN-stimulated factors are the constitutively expressed cellular proteins that form the nuclear domain (ND10), a macromolecular complex that creates a condensed chromatin environment around the major immediate early (IE) promoter of HCMV, resulting in the inhibition of IE gene transcription and subsequent productive viral infection. [START_REF] Woodhall | Human Daxx-mediated repression of human cytomegalovirus gene expression correlates with a repressive chromatin structure around the major immediate early promoter[END_REF][START_REF] Adler | Human cytomegalovirus immediate-early gene expression is restricted by the nuclear domain 10 component Sp100[END_REF][START_REF] Ashley | Nuclear domain 10 components upregulated via interferon during human cytomegalovirus infection potently regulate viral infection[END_REF] Type I IFNs operate as autocrine and paracrine factors and orchestrate innate and adaptive immune responses.

The immune response against CMV relies on multiple and redundant immune effector functions from the innate and adaptive immune systems. While the acute phase of infection is dominated by the triptych natural killer and dendritic cell (DC-NK)-ab T cell responses, longterm control of CMV is primarily attributed to ab T cells, although CMV-reactive memory NK cells have been described more recently (reviewed in O'Sullivan et al. [START_REF] O'sullivan | Natural Killer Cell Memory[END_REF] ). We also described that gd T cells participate to the immune response against CMV in human and in mouse (reviewed in Khairallah et al. 11 ).

The relationship between CMV and cancer has been investigated for decades but remains a matter of debate. In the 1970s, the group of Rapp reported the transformation of embryo lung fibroblasts upon in vitro infection with a clinical isolate of HCMV. [START_REF] Geder | Oncogenic transformation of human embryo lung cells by human cytomegalovirus[END_REF] However, the notion that HCMV could be oncogenic was superseded by the concept of oncomodulation, [START_REF] Cinatl | Modulatory effects of human cytomegalovirus infection on malignant properties of cancer cells[END_REF] due to the reported controversies about the presence of HCMV in tumors. [START_REF] Michaelis | The story of human cytomegalovirus and cancer: increasing evidence and open questions[END_REF][START_REF] Johnsen | Is human cytomegalovirus a target in cancer therapy?[END_REF][START_REF] Lawler | Cytomegalovirus and glioblastoma; controversies and opportunities[END_REF] Supporting an oncomodulatory role of HCMV, several research groups have described an increased malignancy of human tumor cell lines infected by HCMV. [START_REF] Lepiller | HCMV activates the IL-6-JAK-STAT3 axis in HepG2 cells and primary human hepatocytes[END_REF][START_REF] Price | Cytomegalovirus contributes to glioblastoma in the context of tumor suppressor mutations[END_REF][START_REF] Soroceanu | Cytomegalovirus Immediate-Early Proteins Promote Stemness Properties in Glioblastoma[END_REF] More recently, the group of Herbein reconsidered the oncogenic potential of HCMV and showed that long-term culture of human mammary epithelial cells (HMEC) in presence of HCMV strain DB induced their transformation [START_REF] Kumar | The Human Cytomegalovirus Strain DB Activates Oncogenic Pathways in Mammary Epithelial Cells[END_REF] (reviewed in Herbein [START_REF] Herbein | The Human Cytomegalovirus, from Oncomodulation to Oncogenesis[END_REF] ). Concerning colorectal cancer, a pro-tumor role of HCMV has been put forward. [START_REF] Chen | The oncomodulatory role of human cytomegalovirus in colorectal cancer: implications for clinical trials[END_REF][START_REF] Bai | Human cytomegalovirus infection and colorectal cancer risk: a meta-analysis[END_REF] However, HCMV may influence the outcome of colorectal cancer in an agedependent manner. Indeed, the presence of HCMV in colorectal tumors was associated with shorter disease-free survival in R65-yearold patients [START_REF] Chen | Tumoral presence of human cytomegalovirus is associated with shorter disease-free survival in elderly patients with colorectal cancer and higher levels of intratumoral interleukin-17[END_REF] and a favorable outcome in non-elderly patients. [START_REF] Chen | Identification of human cytomegalovirus in tumour tissues of colorectal cancer and its association with the outcome of non-elderly patients[END_REF] While a pro-tumor role of HCMV has been predominantly evoked, a recent report described an inhibitory role of HCMV on the development of human hepatocellular carcinoma xenografted in non-obese diabetic (NOD) scid gamma (NSG) mice. [START_REF] Kumar | Tumor control by human cytomegalovirus in a murine model of hepatocellular carcinoma[END_REF] An anti-tumor role of CMV was also reported in mouse models, after systemic infection of MCMV in the case of a liver lymphoma [START_REF] Erlach | Lymphoma cell apoptosis in the liver induced by distant murine cytomegalovirus infection[END_REF] and after intra-tumoral injection of MCMV in the case of melanomas. [START_REF] Erkes | Intratumoral Infection with Murine Cytomegalovirus Synergizes with PD-L1 Blockade to Clear Melanoma Lesions and Induce Long-term Immunity[END_REF][START_REF] Erkes | Intratumoral infection by CMV may change the tumor environment by directly interacting with tumor-associated macrophages to promote cancer immunity[END_REF] In human, HCMV reactivation after hematopoietic stem cell transplantation (HSCT) or kidney transplantation has been associated with a decreased rate of relapse for acute myeloid leukemia (AML) [START_REF] Elmaagacli | Early human cytomegalovirus replication after transplantation is associated with a decreased relapse risk: evidence for a putative virus-versus-leukemia effect in acute myeloid leukemia patients[END_REF][START_REF] Green | CMV reactivation after allogeneic HCT and relapse risk: evidence for early protection in acute myeloid leukemia[END_REF][START_REF] Manjappa | Protective effect of cytomegalovirus reactivation on relapse after allogeneic hematopoietic cell transplantation in acute myeloid leukemia patients is influenced by conditioning regimen[END_REF][START_REF] Inagaki | Effect of Cytomegalovirus Reactivation on Relapse after Allogeneic Hematopoietic Stem Cell Transplantation in Pediatric Acute Leukemia[END_REF] and a reduced risk of skin cancer, [START_REF] Couzi | Gamma-delta T cell expansion is closely associated with cytomegalovirus infection in all solid organ transplant recipients[END_REF] respectively. The mechanism underpinning this beneficial effect of HCMV was suggested to rely on the reported recognition of cancer cells by donor-derived, HCMV-stimulated non-Vd2Vg9 T cells [START_REF] Halary | Shared reactivity of Vdelta2(neg) gammadelta T cells against cytomegalovirus-infected cells and tumor intestinal epithelial cells[END_REF][START_REF] Willcox | Cytomegalovirus and tumor stress surveillance by binding of a human gd T cell antigen receptor to endothelial protein C receptor[END_REF][START_REF] Guerville | TCR-dependent sensitization of human gd T cells to non-myeloid IL-18 in cytomegalovirus and tumor stress surveillance[END_REF][START_REF] Marlin | Sensing of cell stress by human gd TCR-dependent recognition of annexin A2[END_REF][START_REF] Scheper | gdT cells elicited by CMV reactivation after allo-SCT cross-recognize CMV and leukemia[END_REF] and NKG2C pos NK cytotoxic effector cells (for reviews see Litjens et al. [START_REF] Litjens | Potential Beneficial Effects of Cytomegalovirus Infection after Transplantation[END_REF] and Bigley et al. [START_REF] Bigley | Cytomegalovirus: an unlikely ally in the fight against blood cancers?[END_REF] ). Yet, Koldehof et al. [START_REF] Koldehoff | Cytomegalovirus induces apoptosis in acute leukemia cells as a virus-versusleukemia function[END_REF] showed a direct pro-apoptotic effect of HCMV on acute leukemia cell lines that could explain, at least in part, the decreased leukemic relapse rate in AML patients with HCMV reactivation.

The reported discrepancies about the role of CMV in cancer might be due to variable factors including the state of cytomegalovirus infection (acute versus latent) and the host immune status, as well as the tumor origin and microenvironment. The present study aimed at investigating whether and how CMV would affect cancer cell growth without the influence of major immune effectors in highly immunodeficient mice.

RESULTS

Dose-Dependent Inhibition of Mouse Cancer Cell Growth in Immunodeficient Mice

In order to test the effect of MCMV on tumors without the impact of main anti-tumor immune effectors, we used the most highly immunodeficient mice available (NSG). MC38 colon cancer cells were injected subcutaneously (s.c.) in NSG mice that concomitantly received MCMV intraperitoneally (i.p.) or were left uninfected. Two different doses of virus were used (10 4 and 10 2 plaque-forming units [PFUs]). As shown in Figure 1, the growth of MC38 cells was inhibited in infected mice in a dose-dependent manner. MCMV was also able to inhibit in a dose-dependent manner the growth of another type of tumor, i.e., the B16 melanoma in a dose-dependent manner (data not shown). At the end of the experiment, a significant difference was observed between the two groups of infected mice (10 2 versus 10 4 PFUs) for both tumor volumes (Figure 1A) and tumor weight (Figure 1B). We next tested whether MCMV was able to infect tumor cells in vivo and whether the dose-dependent intensity of tumor growth inhibition was dependent on the number of infected tumor cells in the host. The hypothesis that MC38 cells were infected by MCMV was confirmed by detection of immediate early (IE-1) proteins within MC38 tumors (Figure 1C). As depicted, the number of IE-1+ cells appeared to be higher in mice that had received 10 4 versus 10 2 PFUs of viral inoculum. Altogether these results demonstrated that MCMV limits murine tumor growth in vivo, which could, at least partially, be attributed to the virus's ability to infect tumor cells.

Cancer Cells Show Different Permissiveness to MCMV

Permissiveness of mouse cancer cells to MCMV was further analyzed in vitro, relative to highly permissive murine fibroblasts (3T3). Because MCMV replicates very poorly in human cells due to high species specificity, we also tested permissiveness of human cancer cells. The results from these analyses are shown in Figure 2. Staining of cells with anti-IE-1 monoclonal antibody (mAb) showed that a low viral dose (multiplicity of infection or MOI = 0.01) was sufficient to infect B16F10 and 3T3 (Figure 2A). In contrast, MC38 and HT29 colon cancer cells required higher doses of virus (MOI R 1) to be infected. Transcripts for MCMV I-E1 and glycoprotein B (gB) were detected in all cancer cells infected with MCMV (MOI = 10, Figure 2B). The presence of the "late" gB protein was also evidenced by immunohistochemistry, although in low proportion even at high MOI in colon cancer cells, especially for human HT29 cells (Figure S1). We then evaluated whether cancer cells can support productive viral replication. After contact with increasing doses of MCMV and inactivation of residual viral inoculum, cancer cells were incubated for 5 days, supernatants were transferred onto 3T3 fibroblasts for 2 days, and the initiation of viral replication assessed by IE-1 staining. As evidenced by the presence of IE-1+ fibroblasts, infectious viral particles were released from cancer cells, as long as the initial MOI was R0.01 for B16F10 and 3T3 and R1 for MC38 (Figure 3). In contrast, although MCMV IE-1 antigens could be detected in human HT29 colon cancer cells infected with MCMV (MOI > 1, Figure 2A), no infectious viral particles seemed to be present in the supernatant (Figure 3). These results suggest that MCMV can replicate in mouse cancer cells but not in human cancer cells. However, mouse cancer cell lines show different permissiveness to MCMV, MC38 colon cancer cells being less permissive than B16F10 melanomas.

MCMV Affects Survival of Both Mouse and Human Cancer Cells

We next assessed cell survival of MCMV-infected cancer cells. As measured by dye compound 3-(4,5-Dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromidefo (MTT) assay, all cells tested were sensitive to MCMV-mediated growth inhibition (Figure 4A). The viral dose inhibiting 50% of growth (IC 50 ) 3 days post-infection related to 1 < MOI < 10 for B16F10 and 3T3, 10 < MOI < 100 for HT29, and MOI > 100 for MC38 (Figure 4A). The concomitant assessment of apoptosis by flow cytometry revealed that at MOI = 1, 30% of 3T3, 20% of B16F10, 5% of MC38, and 8% of HT29 cells were annexin V+ after 3 days of infection. MOI = 100 was 100% lethal for B16F10 and 3T3 cells, while 20% of MC38 and 30% of HT29 were annexin V+ (Figure 4B). These data confirm that B16F10 cells are more sensitive to MCMV infection than MC38 cells. They also unexpectedly show that, despite the absence of a productive viral cycle, MCMVs inhibit proliferation and induce apoptosis of human HT29 colon cancer cells at similar or even lower doses than for the permissive MC38 cells.

Increased Host Defense Mechanisms in MCMV versus HCMV-Infected HT29 Cells

CMV replication in cells from a different species might be prohibited due to the inability of the virus to overcome host defense mechanisms. The data presented in Figure 4 are in agreement with this idea. A similar level of viral IE-1 proteins was evidenced in HT29 cells infected with either murine or human CMV at a high MOI (Figure 5A). However, 24 h post-infection, IFN-b expression was highly increased in MCMV-but not HCMV-infected cells, relative to uninfected cells (Figure 5B). Similar results were obtained at day 7 (data not shown). Because IFN-b possesses indirect anti-pathogen activity via the induction of various ISGs and ND10, we examined in infected versus control HT29 cells: (1) the expression of promyelocytic leukemia (PML) and speckled protein of 100 kDa (SP100), two major components of ND10, and (2) the transcription of a panel of ISGs that were previously shown to be regulated in cancer. [START_REF] Hallen | Antiproliferative activity of the human IFN-alpha-inducible protein IFI44[END_REF][START_REF] Zuo | ISG15 in the tumorigenesis and treatment of cancer: An emerging role in malignancies of the digestive system[END_REF][START_REF] Huang | IFI44L is a novel tumor suppressor in human hepatocellular carcinoma affecting cancer stemness, metastasis, and drug resistance via regulating met/Src signaling pathway[END_REF] As observed in Figure 5C, the expression of PML and SP100 was upregulated 24 h post-MCMV infection, while HCMV had no effect on the expression of these genes. Similarly, the transcription of ISGs was differently affected by the two viruses, with a reproducible (although non-significant) increase of IFI44, IFI44L, and ISG15 in 24 h-MCMV infected cells only, relative to uninfected cells (Figure 5D). As a whole, these results indicate that MCMV, by contrast to HCMV, is able to stimulate the type I IFN response in human tumor cells.

MCMV, but Not HCMV, Affects Human Colon Cancer Cell Properties In Vitro

Our next in vitro experiments aimed at comparing MCMV versus HCMV impact on diverse properties of human colon cancer cells. 3 days post-infection, 8%-10% cells stained positive for annexin V among control and HCMV-infected HT29 cells, while 22% of MCMV-infected HT29 cells were annexin V+ (Figure 6A). Moreover, HT29 cell counts were much lower when the cells were infected with MCMV, relative to control cells, or to HCMV-infected cells after 5 days of culture (Figure 6B). MCMV was also able to target a metastatic human colon cancer cell line (the SW480 cells), as evidenced by lower cell counts in culture (Figure S2A), and increased expression of annexin V in MCMV-infected cells only (Figure S2B). We next tested the effect of MCMV versus HCMV infection on HT29 cell cycle and observed a slight decrease in the proportion of cells in G1 phase concomitant to an increase in S phase in MCMV-infected cells only (Figure 6C). Finally, wound-healing inhibition by MCMV but not HCMV was shown using a scratch assay, suggesting an impaired migratory phenotype induced by MCMV but not HCMV (Figure 6D).

MCMV-Restricted Inhibition of Human Colon Cancer Cell Growth in Mice

As a first approach to test the impact of MCMV on human colon cancer cell growth in vivo, HT29 cells were implanted s.c. in immune-deficient mice that were concomitantly infected i.p. with MCMV (10 4 PFUs). HT29 tumors barely developed in MCMV-treated mice and tumor weights were very low compared to tumors from untreated mice (Figure 7A). The presence of MCMV IE-1 antigens was evidenced in HT29 tumors, although few cells stained positive relative to what we observed previously with murine colon cancer cells (Figures 7B and1C). HCMV had no effect on HT29 tumor growth in the same setting but this might be because HCMV is unable to produce a systemic infection in mice. For this reason, in another set of experiments, HT29 cells were pre-infected with MCMV or HCMV before s.c. implantation in NSG mice. Tumor growth was significantly inhibited by MCMV pre-infection in contrast to HCMV and, at the end of the experiment, tumor masses were much lower in MCMV-infected mice than in HCMV-infected or control mice (Figure 7C). Thus, our results demonstrate that despite species-specific barriers, MCMV can inhibit human tumor growth.

Inhibition of Human Cancer Cell Growth by Local MCMV Therapy

A third set of experiments was carried out to evaluate the effect of a therapy based on local MCMV injections. Two peri-tumoral injections were performed in the course of the experiment (Figure 8A). Tumor development in mice receiving local MCMV therapy and control uninfected mice was followed in parallel. Human cancer cell growth was inhibited in mice challenged with MCMV and resulted in a reduction in tumor weights (Figure 8A). Furthermore, tumors from mice treated with local MCMV therapy showed a decreased proportion of Ki67+ cells (Figure 8B; Figure S3). Finally, IE-1+ cells were visualized in human tumors in mice receiving MCMV therapy at the end of the experiment, although at low proportion (Figure 8C). In contrast, IE-1 was undetectable in liver tissues, suggesting negligible viral dissemination (Figure 8D). These results indicate that MCMV could be used as a local treatment to reduce human tumor growth.

DISCUSSION

Our results demonstrate that both murine and human tumor cells can be infected with MCMV, which, even when not replicating in these cells, induces a type I IFN response and decrease in tumor cell growth. First, we showed a viral dose-dependent inhibition of B16F10 and MC38 murine cancer cell growth in highly immunodeficient mice infected with MCMV. The presence of IE-1+ cells in MC38 tumors in vivo, and the results of our in vitro analyses, suggest a direct viral anti-tumor effect through cancer cell killing, although other mechanisms might take place. In a recent study by Erkes et al., [START_REF] Erkes | Intratumoral Infection with Murine Cytomegalovirus Synergizes with PD-L1 Blockade to Clear Melanoma Lesions and Induce Long-term Immunity[END_REF] a CD8+ ab T cell-dependent inhibition of tumor growth was observed in immunocompetent mice, after intra-tumoral injection of MCMV in B16F0 s.c. tumors. In our study, the absence of immune control in NSG mice probably allows the virus (injected i.p.) to disseminate to and reach distant sites and cancer cells. Although this scenario probably only rarely occurs in physiological situations, it might take place with specific tumors and/or in particular contexts of immunosuppression. However, when using MCMV as a therapeutic agent to target human cancer, using relatively high MOI appears necessary to affect survival of human cancer cells and thus constitutes a guarantee of success with limited risk of dissemination due to the species specificity barrier.

Decreased murine cancer cell viability was shown upon MCMV infection of B16F10 and MC38 cancer cells in vitro. Moreover, murine cancer cells infected by MCMV produced infectious viral particles. In both cancer cell lines, cell death was triggered as soon as IE-1+ cells were detected, but a 100-fold lower viral dose was required to induce the release of viral particles from B16F10 melanomas, relative to MC38 colon carcinomas. This was unexpected since CMV was shown to poorly replicate in cancer cells, due to the expression of oncogenic alleles that induce multiple blocks including inhibition of viral entry, expression of IE genes and viral DNA replication. [START_REF] Xu | Expression of Oncogenic Alleles Induces Multiple Blocks to Human Cytomegalovirus Infection[END_REF] Increased apoptosis of murine cancer cells upon MCMV infection in vitro did not preclude the possibility that MCMV could also operate through an indirect mechanism to inhibit cancer cell growth in vivo, such as the release of soluble inhibitory factors by non-tu- moral cells. Interestingly, inhibition of human HT29 tumors was also evidenced after i.p. infection with MCMV (Figure 6A), despite the fact that most mouse cytokines do not cross-react with human cells. In vivo infection of human colon cancer cells with MCMV was suggested by the presence of IE-1+ (Figure 7B) and HLA-I+ (data not shown) cells in serial sections of HT29 tumors. In vitro, apoptosis of MCMV-infected HT29 cells correlated with IE-1+ staining; however, no viral particles were detected in the supernatants, indicating that the viral lytic cycle was aborted in human tumor cells, contrarily to murine cancer cells (Figure 3). Finally, few IE-1+ cells were detected within HT29 tumors collected from MCMV-treated mice (Figures 7B and8C), even when human cancer cells were pre-infected with MCMV (data not shown). This could be due to the preferential proliferation of remaining non-infected cells in vivo or to an inhibition of murine viral transcription/replication in the human cancer cell line. [START_REF] Da G | Reversible silencing of cytomegalovirus genomes by type I interferon governs virus latency[END_REF] In addition to inducing HT29 cell apoptosis, MCMV was able to act on various cellular functions, supporting its anti-tumor potential on human colon cancer cells. MCMV infection of HT29 cells affected wound healing, triggered a cell-cycle arrest in S-phase and inhibited cell proliferation. Furthermore, HT29 cells infected by MCMV expressed IFN-b mRNA and, most likely, IFN-b protein, as suggested by the induction of ISGs. This cytokine is probably involved in HT29 growth inhibition since it was shown to activate caspase-dependent apoptosis of HT29 cells, [START_REF] Juang | IFN-beta induces caspase-mediated apoptosis by disrupting mitochondria in human advanced stage colon cancer cell lines[END_REF] as well as to trigger the prolongation of S-phase and to block subsequent transition into G2/M-phase. [START_REF] Katayama | Type I interferon prolongs cell cycle progression via p21WAF1/CIP1 induction in human colon cancer cells[END_REF] In vivo, anti-angiogenic activity of IFN-b has also been reported. [START_REF] Spaapen | Therapeutic activity of high-dose intratumoral IFN-b requires direct effect on the tumor vasculature[END_REF] Presumably, IFN-b independent inhibitory mechanisms also operate in MCMV-induced tumor cell control. Increased apoptosis and decreased cell counts in culture were shown in the infected SW480 colon cancer cell line as well, despite its reported defectiveness in cGAS expression, [START_REF] Xia | Deregulation of STING Signaling in Colorectal Carcinoma Constrains DNA Damage Responses and Correlates With Tumorigenesis[END_REF] a DNA-sensor involved in the IFN-response in CMV-infected cells. [START_REF] Lio | cGAS-STING Signaling Regulates Initial Innate Control of Cytomegalovirus Infection[END_REF][START_REF] Paijo | cGAS Senses Human Cytomegalovirus and Induces Type I Interferon Responses in Human Monocyte-Derived Cells[END_REF] In contrast to MCMV, HCMV (strain TB42-E) did not have a significant impact on HT29 colon cancer cells in vitro (Figure 6) and in vivo (Figure 7). Using a different strain of HCMV (AD169), Teo et al. [START_REF] Teo | Human cytomegalovirus infection enhances cell proliferation, migration and upregulation of EMT markers in colorectal cancer-derived stem cell-like cells[END_REF] showed a significant increase in cell proliferation and viability, 48 h post in vitro infection of HT29 cells. We also tested whether HT29 cells can be infected by the Merlin strain, but no HCMV IE-1 Ag were detected, in contrast to infection with TB42-E (Figure S4). While the relationship between HCMV and cancer remains puzzling, our results describe a selective advantage of MCMV over HCMV in fighting human cancer. Peri-tumoral injection of MCMV inhibited of HT29 tumor growth. MCMV did not seem to disseminate to the liver of mice. Although highly sensitive to MCMV, NSG mice did not show clinical signs of infection along the course of the experiment, and IE-1 proteins were not detected in the livers (Figure 8D).

During cross-species infection, a post-penetration block of viral replication occurs and limits viral spread. [START_REF] Kim | Abortive infection of human diploid cells by murine cytomegalovirus[END_REF][START_REF] Lafemina | Differences in cell-type-specific blocks to immediate early gene expression and DNA replication of human, simian and murine cytomegalovirus[END_REF] This block might be due to the inability of the virus to prevent apoptosis 1 or to subvert host defense mechanisms. Indeed, IE-1 from MCMV was unable to counteract human ND10 components, in contrast to IE-1 from HCMV. [START_REF] Tang | Mouse cytomegalovirus crosses the species barrier with help from a few human cytomegalovirus proteins[END_REF] In line with these findings in non-tumoral cells, we found an increased transcription of IFN-b, SP100, and PML in HT29 cells infected by MCMV, but not HCMV. Therefore, we propose that MCMV is unable to counteract cell intrinsic responses in human cancer cells.

The peculiar features of CMV (large DNA genome facilitating recombinant gene cloning, possible re-infection, induction of strong and life-long immune surveillance), have led us to propose the use of CMV as a viral vaccine vector. [START_REF] Hansen | Profound early control of highly pathogenic SIV by an effector memory T-cell vaccine[END_REF][START_REF] Hansen | Cytomegalovirus vectors violate CD8+ T cell epitope recognition paradigms[END_REF][START_REF] Marzi | Cytomegalovirus-based vaccine expressing Ebola virus glycoprotein protects nonhuman primates from Ebola virus infection[END_REF] CMV-based cancer vaccines are also under consideration and have shown some protection in murine models of prostate cancer [START_REF] Klyushnenkova | A cytomegalovirus-based vaccine expressing a single tumor-specific CD8+ T-cell epitope delays tumor growth in a murine model of prostate cancer[END_REF] and melanoma, [START_REF] Grenier | Combining Adoptive Cell Therapy with Cytomegalovirus-Based Vaccine Is Protective against Solid Skin Tumors[END_REF] although different efficacies were evidenced, depending on the antigenic epitope and to the route of infection [START_REF] Erkes | Intratumoral Infection with Murine Cytomegalovirus Synergizes with PD-L1 Blockade to Clear Melanoma Lesions and Induce Long-term Immunity[END_REF][START_REF] Qiu | Cytomegalovirus-Based Vaccine Expressing a Modified Tumor Antigen Induces Potent Tumor-Specific CD8(+) T-cell Response and Protects Mice from Melanoma[END_REF] (reviewed in Qiu et al. [START_REF] Qiu | Reviving virus based cancer vaccines by using cytomegalovirus vectors expressing modified tumor antigens[END_REF] and Quinn et al. [START_REF] Quinn | Cytomegalovirus and immunotherapy: opportunistic pathogen, novel target for cancer and a promising vaccine vector[END_REF] ). However, therapeutic vaccination for late-stage cancer patients could be dangerous because of their immunocompromised status and must require the use of spread defective viral variants. [START_REF] Snyder | Sustained CD8+ T cell memory inflation after infection with a single-cycle cytomegalovirus[END_REF] Alternatively, recombinant MCMV has been suggested as a potential antigen delivery vector in humans, due to its ability to target dendritic cells without compromising their antigen-presenting ability. [START_REF] Wang | Murine cytomegalovirus abortively infects human dendritic cells, leading to expression and presentation of virally vectored genes[END_REF][START_REF] Wang | Recombinant murine cytomegalovirus vector activates human monocyte-derived dendritic cells in a NF-kappaB dependent pathway[END_REF] Yet, CMV is not considered as an oncolytic virus and has never been evoked as a potential virotherapeutic agent to target tumors. Our study paves the way for the development of undescribed therapeutic protocols based on the local tumor delivery of MCMV, a strategy that could be of relevance for treating cancer in immunocompromised recipients. Using MCMV (or HCMV-based vectors containing MCMV proteins) could activate cancer cell intrinsic responses that will ultimately lead to cell death and could avoid uncontrolled and harmful viral multiplication in human surrounding tissues. The induction of IFN-b production by MCMV in cancer cells could also trigger innate immune responses, 66 limit neoangiogenesis, [START_REF] Spaapen | Therapeutic activity of high-dose intratumoral IFN-b requires direct effect on the tumor vasculature[END_REF] and increase the control of tumor growth.

MATERIALS AND METHODS

Cell Lines and Viral Stocks

We used 8-to 12-week-old NSG male or female mice from the Jackson Laboratories. The mice were housed in an appropriate mouse facility and kept under pathogen-free conditions (Animalerie A2, University of Bordeaux, France, approval n B33-063-916). Our laboratory is accredited for the manipulation of genetically modified organisms (declaration no. 3153). This study was approved by the Ethics Review Committee of Bordeaux (reference no. 2016092917471799-V2, APAFiS #7022). C57BL/6-derived MC38 colon adenocarcinoma and B16F10 murine melanoma cell lines were generously donated by Dr. B. Robert (Cancer Research Institute, Montpellier, France) and Dr. P. Voisin (Centre de Résonance Magnétique des Sytèmes Biologiques, Bordeaux, France). NIH 3T3 murine fibroblasts, HT29, and SW480 human colon adenocarcinoma cell lines were from the American Type Culture Collections (ATCC, LGC Standards, Molsheim, France). Cells were cultivated at 37 C, 5% CO 2 in DMEM (GIBCO, Thermo Fisher Scientific, Paisley, UK) supplemented with 8% of heat inactivated fetal bovine serum (FBS) (HyClone Laboratories, GE Healthcare, Logan, UT, USA). All cell lines used were regularly tested for the absence of mycoplasma.

MCMV infection was performed with the Smith strain (ATCC VR-194, LGC Standards, Molsheim, France). For in vivo experiments, the virus stock was prepared by homogenizing salivary glands (SVGs) harvested from BALB/c mice (Charles Rivers Laboratory, Saint-Germain-sur-l'Arbresles, France), which had been infected 3 weeks earlier with MCMV. For in vitro experiments, the virus stock was prepared by successive passages on a NIH 3T3 cell layer. Virus titer was determined by the standard plaque assay method on murine embryonic fibroblasts (MEFs). For HCMV infection, we used the clinical strain of HCMV TB42-E (generously donated by C. Sinzger, University of Tübingen, Germany). Regarding the genomic integrity of TB42-E strain, the sequence used was shown to be intact apart from two genes: RL13 and UL1 (A. Davison, personal communication). The HCMV Merlin strain was generously donated by C. Fielding (Cardiff University, UK). HCMV stocks were prepared by successive passages on a fibroblast cell layer.

Implantation of Tumor Cells and Infection of Mice

For systemic MCMV infections (Figures 1A and7A), the mice were anesthetized and subcutaneously given 5 Â 105 tumor cells (MC38, B16F10, or HT29) in the right flank. The mice were infected the same day by i.p. injection of 10 2 or 10 4 PFUs of MCMV or HCMV. In the experiments described in Figure 7C, the mice were anesthetized and subcutaneously given 5 Â 105 HT29 control cells or HT29 cells that had been pre-infected in vitro for 4 days with MCMV or HCMV, at a MOI = 10. For local MCMV therapy (Figure 8A), mice received two peri-tumoral injections of 10 3 PFUs of MCMV (SGV) at day 8 and at day 17. Tumor growth was monitored by measuring the length and width of tumors with a caliper two to three times per week. The tumor volume was estimated using the following formula: tumor volume (mm 3 ) = [length (mm) x width 2 (mm)] / 2.

Infection of Cells and Detection of Viral Proteins In Vitro

NIH 3T3, MC38, B16F10, and HT29 cells were seeded at a density of 3,000 cells per well in a 96-well plate in 100 mL of complete medium. After 24 h, cells were infected at various MOI (0.01, 0.1, 1, 10, and 100). After 48 h of incubation at 37 C, 5% CO 2 , the cells were washed with phosphate buffered saline (PBS) and fixed. Endogenous peroxidases were inhibited with an H 2 O 2 solution for 20 min at À20 C. Staining was performed using monoclonal antibody (mAb) against MCMV IE-1 (clone Croma 101 from CapRi), mAb against MCMV gB (clone Croma 7 from CapRi, University of Rijeka, Croatia), mAb against HCMV IE-1 (Argene, Vernoile, France), and Vectastain Universal Elite ABC Kit (Vector Laboratories, Peterborough, UK) following the manufacturer's recommendations. The revelation was done using the AEC Kit (Vector Laboratories, Peterborough, UK).

Supernatant Transfer Experiments

NIH 3T3, MC38, B16F10, and HT29 cells were seeded at a density of 3,000 cells per well in a 96-well plate in 100 mL of complete medium. After 24 h, cells were infected with various MOIs (0.01, 0.1, 1, 10, and 100). After centrifugation and incubation for 1 h at 37 C, cells were washed with DMEM. Remaining viral inoculum was eliminated using citric buffer at pH = 3. After 5 days of incubation at 37 C, 5% CO 2 , supernatant was transferred on NIH 3T3 (3,000 per well) in a 96-well plate. IE-1 staining was performed after 48 h. 

Analyses of Biopsies

The tumors (MC38 and HT29) and eventually the livers were taken at the end of the experiments, weighted, placed in cassettes, and fixed with 4% paraformaldehyde for 4 h. The samples were transferred to a 70% ethanol solution and included in paraffin. Antigens were unmasked on sections of 4 mm thick, by 30 min incubation in Tris buffer (10 mM) EDTA (1 mM) at pH 9. After inhibition of endogenous peroxidases with 3% H 2 O 2 solution, nonspecific binding sites and avidin were blocked by the blocking solutions of Vectastain Universal Elite ABC Kit and Avidin/Biotin Blocking Kit, respectively (Vector Laboratories, Peterborough, UK). Staining was performed using mAb against Ki67 (clone sp6 Invitrogen, Life Technologies, Thermo Fisher Scientific, Waltham, MA, USA), mAbs against MCMV IE-1 (clone Croma 101), and Vectastain Universal Elite ABC Kit. The revelation was done using Novared (Vector Laboratories, Peterborough, UK). A counterstaining was done in Mayer hemalun before the analysis. The slides were scanned with the Pannoramic Scan and analyzed with Pannoramic Viewer or Nikon camera.

Viability Assay

The viability of tumor cells and 3T3 post-infection with MCMV was assessed by an MTT assay. The cells were seeded at a rate of 500 to 2,500 cells per well according to the cell line in 96-well plate in 100 mL of complete medium. After 24 h of adhesion, the cells were infected with various MOI (0.01, 0.1, 1, 10, and 100). After 3 days of infection, the cells were incubated for 2 to 4 h at 37 C, 5% CO 2 with 15 mL per well of a solution of 3-(4,5-dimethylthiazol-2-yl) À2,5 bromide-diphenyl tetrazolium at 5 mg/mL (Sigma Aldrich, Merck, St. Louis, MO, USA). The formazan crystals were then solubilized by the addition of 105 mL per well of isopropanol containing 5% of formic acid. The optical density was read at 570 nm with a Varioskan Flash (Thermo Fisher Scientific, Waltham, MA, USA). The optical density absorbance of the medium alone was then subtracted from that of the conditions tested to evaluate the specific absorbance of each condition.

Quantitative Real-Time PCR and qRT-PCR HT29 cells were seeded at a rate of 2 Â 105 cells per well in a 24-well plate in 1 mL of complete medium. After 24 h of adhesion, the cells were infected at MOI = 20 and incubated for 6 h, 24 h, or 48 h at 37 C, 5% CO 2 . RNA was prepared with the NucleoSpin RNA Plus Kit (Macherey-Nagel Hoerdt, France). RNA quality and quantity were analyzed using Agilent TapeStation System and DS-11 DeNovix spectrometer, respectively. RNA was converted to cDNA with the Go- Script Reverse Transcription Kit (Promega, La Farlede, France). The qRT-PCR was realized using the GoTaq Master Mix from Promega, La Farlede, France. Samples were distributed by means of Eppendorf epMotion 5073 automated pipetting. PCR was performed with the Bio-Rad CFX384 real-time PCR detection system. All procedures were performed according to the manufacturer's instructions. The following targets were analyzed: IFN-b, IFI6, IFI44, IFI44L, IRF9, ISG15, PML, and SP100, as well as MCMV I-E1 and gB. Primers sequences are depicted in Table 1 and were provided by Sigma Genosys (The Woodlands, USA). Fold change gene expression was calculated using the 2 ÀDDCt method.

Cell-Cycle Analysis HT29 cells were seeded at a density of 2 Â 105 cells per well in a 24-well plate in 1 mL complete medium. After 24 h of adhesion, the cells were infected at MOI = 20 and incubated for 48 h at 37 C, 5% CO 2 . After washing, the cells were fixed with 70% ice cold ethanol for 1 h at 4 C. After centrifugation for 5 min at 400 g, cells were washed once using PBS, 1% BSA. Cells were then stained with 0.5 mg/mL 4 0 ,6-diamidino-2-phenylindole (DAPI) (Sigma Aldrich, St. Louis, MO, USA) for 30 min. Acquisition was made using BD LSRFortessa and analysis with BD-DIVA software.

Annexin V Detection

Murine NIH 3T3, MC38, B16F10, and the human HT29 and SW480 colon cancer cells were seeded at a density of 3,000 cells per well in a 96-well plate in 100 mL of complete medium. After 24 h of adhesion, the cells were infected at different MOI and incubated for 72 h at 37 C, 5% CO 2 . After PBS washing, cell apoptosis was determined with the BD PharMingen FITC Annexin V Apoptosis Detection Kit I (BD, Allschwil, Switzerland). Staining of annexin V was carried out according to the manufacturer's instructions. Acquisition was made on BD LSRFortessa and analysis was done with the FlowJo (Tree Star) software.

Wound Healing Assay

For wound-healing assays, HT29 (1 Â 106) were cultured in 6-well plates for 24 h to obtain a confluent monolayer. Vertical artificial scratches were made in the wells by scraping the cell monolayer along the diameter of each well using a 10 mL pipette tip. Cells that separated from the monolayer were removed. Then, medium with or without MCMV at MOI = 20 was added. After 48 h in culture, the microscopic images of the scratched area before and after treatment were obtained. The percentage of wound healing was analyzed using ImageJ software.

Statistical Analyses

Statistical studies were performed using GraphPad Prism 5 software. For in vivo experiments, statistical tests were two-way ANOVA (comparison of tumor volumes) and Mann-Whitney (comparison of tumor weights). For in vitro experiments, statistical tests were one-way or two-way ANOVA, as indicated in figure legends. 

Figure 1 .

 1 Figure 1. Dose-Dependent Inhibition of Mouse Cancer Cell Growth in Immunodeficient Mice NSG mice received s.c. injection of 5 Â 105 MC38 tumor cells and were left untreated or infected with 10 2 or 10 4 PFUs of MCMV. (A) Tumor growth was monitored 3 times a week. (B) Tumors were weighted 2 weeks post-infection, after sacrifice. The data represent the mean ± SEM of tumor volumes (A) and weights (B) from 8-10 mice per group for 1 representative experiment out of 2. Significant differences between control and infected mice are shown at different time points, while significant differences between the 2 groups of infected mice (10 2 or 10 4 PFUs) are shown at the end of experiment. Statistical tests were two-way ANOVA (A) and Mann-Whitney (B) (*p < 0.05, **p < 0.005, ***p < 0.001, ****p < 0.0001). (C) IE-1 protein expression was evaluated by immunohistochemistry on tumor biopsies collected at the end of the experiment, from uninfected, 10 2 and 10 4 PFUs infected mice. Images are from one representative mouse for each experiment. Scale bar represents 50 mm.

Figure 2 .

 2 Figure 2. Cancer Cells Show Different Permissiveness to MCMV (A) The different cell lines were left uninfected or were infected with variable doses of MCMV; the expression of IE-1 proteins was evaluated after 48 h. (B) Murine (3T3, MC38, B16F10) and human (HT29) cancer cells were infected with MCMV (MOI 10). RNA was extracted from cells 6 h, 24 h, and 48 h after infection. Gene expression at 24 and 48 h is expressed as fold change relative to expression of gB and IE-1 at 6 h. Error bars represent the mean ± SEM of 3 independent experiments. One-way ANOVA statistical tests were used; *p < 0.05, **p < 0.005, ***p < 0.001, ****p < 0.0001.

Figure 3 .

 3 Figure3. Human Colon Cancer Cells Do Not Support MCMV Replication Indicated cells were seeded and let to adhere for 24 h prior to infection with increasing doses of MCMV. Viral particles that were not internalized after 1 h incubation were removed by acidic treatment. After 5 days, culture supernatants were collected and transferred onto freshly seeded 3T3 fibroblasts. IE-1 expression was analyzed 48 h after transfer. Images are from 1 experiment representative of 2.

Figure 4 .

 4 Figure 4. MCMV Affects Survival of Both Mouse and Human Cancer Cells Cell lines were infected with MCMV at different MOI for 72 h. (A) Cell viability of cells was assessed using an MTT assay. (B) The proportion of annexin V+ cells was measured by flow cytometry. Data represent the mean ± SEM of 3 or 4 independent experiments. The proportions of viable cells (A) and annexin V+ cells (B) between control and infected cells were compared and statistics analyzed using two-way ANOVA (*p < 0.05).

Figure 5 .

 5 Figure 5. Increased Host Defense Mechanisms in MCMV-versus HCMV-Infected HT29 Cells (A) HT29 cells were left uninfected or subjected to MCMV or HCMV infection (MOI = 20); staining of murine (MCMV) and human (HCMV) IE-1 proteins was performed after 48 h. Images are representative of 2 to 3 independent experiments. (B-D) HT29 cells were uninfected or infected with MCMV or HCMV (MOI = 20). IFN-b (B), ND10 (C), and ISG (D) mRNA levels were evaluated 6 h and 24 h postinfection by qRT-PCR. Gene expression in infected cells is expressed as fold change relative to expression in control HT29 cells. Error bars represent the mean ± SEM of at least 3 independent experiments. Two-way ANOVA statistical tests were used (*p < 0.05, **p < 0.005, ****p < 0.0001).

Figure 6 .

 6 Figure 6. MCMV Affects Human Colon Cancer Cells In Vitro, in Contrast to HCMV HT29 cells were left uninfected or infected with MCMV or HCMV (MOI = 20). (A-D) The impact of MCMV and HCMV on apoptosis (A), culture cell counts (B), cell cycle (C), and wound healing (D) was determined (for each technique see the Materials and Methods section). Error bars represent the mean ± SEM of 2-4 independent experiments. Two-way ANOVA statistical tests were used (*p < 0.05, **p < 0.005, ****p < 0.0001).

Figure 7 .

 7 Figure 7. MCMV-Restricted Inhibition of Human Colon Cancer Cell Growth in Mice (A) NSG mice received s.c. injection of 5 Â 105 HT29 tumor cells and were left untreated, or i.p. infected with 10 4 PFUs of MCMV or HCMV. Tumor growth was monitored three times a week and tumors were weighted at the end of experiment. Data represent the mean ± SEM of tumor volumes and weights from 5-8 mice for 1 representative experiment out of 2. Significant differences between control and infected mice are shown at different time points. (B) IE-1 staining was performed on tumor biopsies collected at the end of the experiment. Images are from one representative mouse for each experiment. Scale bar represents 50 mm. (C) NSG mice received s.c. injection of 5 Â 105 HT29 control cells or 5 Â 105 HT29 cells pre-infected in vitro with HCMV or MCMV (MOI = 10). Tumor growth was monitored three times a week and tumors were weighted 38 days post-infection, after sacrifice. Data represent the mean ± SEM of tumor volumes and weight from 10 mice for 1 representative experiment out of 2. (A) and (C) Statistical tests were two-way ANOVA for tumor growth and Mann-Whitney for tumor weights (*p < 0.05, ***p < 0.001, ****p < 0.0001).

Figure 8 .

 8 Figure 8. Inhibition of Human Cancer Cell Growth by Local MCMV Therapy 20 NSG mice received s.c. injection of 5 Â 105 HT29 uninfected cells. Half of mice bearing HT29 untreated tumors (10) received local MCMV therapy at days 8 and 17 (10 3 PFUs). (A) Tumor growth was monitored three times a week and tumors were weighted 33 days post-infection, after sacrifice. Data represent the mean ± SEM of tumor volumes and weights from 10 mice of 1 representative experiment out of 2. (B) Ki67 staining was done on tumor biopsies, at the end of experiment. Statistical tests were two-way ANOVA for tumor growth and Mann-Whitney for tumor weights and Ki67 staining (*p < 0.05, **p < 0.005, ***p < 0.001). (C and D) IE-1 staining was performed on tumor biopsies (C) and liver (D). Scale bar represents 50 mm for tumors and 200 mm for liver. Arrows indicate IE-1-positive cells.

Table 1 .

 1 List of Primers Used for RT-PCR Analysis
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