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Novel Treatment with Neuroprotective and Antiviral Properties against a Neuroinvasive Human Respiratory Virus

Human coronaviruses (HCoVs) are recognized respiratory pathogens with neuroinvasive and neurotropic properties in mice and humans. HCoV strain OC43 (HCoV-OC43) can infect and persist in human neural cells and activate neuroinflammatory and neurodegenerative mechanisms, suggesting that it could be involved in neurological disease of unknown etiology in humans. Moreover, we have shown that HCoV-OC43 is neurovirulent in susceptible mice, causing encephalitis, and that a viral mutant with a single point mutation in the viral surface spike (S) protein induces a paralytic disease that involves glutamate excitotoxicity in susceptible mice. Herein, we show that glutamate recycling via the glial transporter 1 protein transporter and glutamine synthetase are central to the dysregulation of glutamate homeostasis and development of motor dysfunctions and paralytic disease in HCoV-OC43-infected mice. Moreover, memantine, an N-methyl-D-aspartate receptor antagonist widely used in the treatment of neurological diseases in humans, improved clinical scores related to paralytic disease and motor disabilities by partially restoring the physiological neurofilament phosphorylation state in virus-infected mice. Interestingly, memantine attenuated mortality rates and body weight loss and reduced HCoV-OC43 replication in the central nervous system in a dose-dependent manner. This novel action of memantine on viral replication strongly suggests that it could be used as an antiviral agent to directly limit viral replication while improving neurological symptoms in various neurological diseases with a viral involvement.

IMPORTANCE

Mutations in the surface spike (S) protein of human respiratory coronavirus OC43 appear after persistent infection of human cells of the central nervous system, a possible viral adaptation to this environment. Furthermore, a single amino acid change in the viral S protein modulated virus-induced neuropathology in mice from an encephalitis to a neuropathology characterized by flaccid paralysis, which involves glutamate excitotoxicity. We now show that memantine, a drug that is used for alleviating symptoms associated with neuropathology, such as Alzheimer's disease, can partially restore the physiological state of infected mice by limiting both neurodegeneration and viral replication. This suggests that memantine could be used as an antiviral agent while improving neurological symptoms in various neurological diseases with a viral involvement.

C oronaviruses (CoVs) are enveloped RNA viruses recognized to induce respiratory, enteric, and neurological diseases in several animal species [START_REF] Buchmeier | Viral-induced neurodegenerative disease[END_REF]. Human coronaviruses (HCoVs) are pathogens responsible for upper and lower respiratory tract infections [START_REF] Talbot | Pathogenesis of human coronaviruses other than severe acute respiratory syndrome coronavirus[END_REF] and for the severe acute respiratory syndrome (SARS) epidemic [START_REF] Rota | Characterization of a novel coronavirus associated with severe acute respiratory syndrome[END_REF]. Over the years, HCoVs have also been associated with other serious human pathologies, such as development of pneumonia, myocarditis, and meningitis [START_REF] Riski | Coronavirus infections of man associated with diseases other than the common cold[END_REF][START_REF] Forgie | Healthcare-associated atypical pneumonia[END_REF], as well as, occasionally, acute disseminated encephalitis [START_REF] Yeh | Detection of coronavirus in the central nervous system of a child with acute disseminated encephalomyelitis[END_REF].

We have previously shown that HCoVs can infect and persist in human neural (neuronal and glial) cells and can activate glial cells to produce proinflammatory mediators [START_REF] Bonavia | Infection of primary cultures of human neural cells by human coronaviruses 229E and OC43[END_REF][START_REF] Arbour | Acute and persistent infection of human neural cell lines by human coronavirus OC43[END_REF][START_REF] Arbour | Persistent infection of human oligodendrocytic and neuroglial cell lines by human coronavirus 229E[END_REF][START_REF] Edwards | Activation of glial cells by human coronavirus OC43 infection[END_REF]. We have also shown that, like its murine counterpart, the mouse hepatitis virus (MHV), which causes a neurodegenerative and neuroinflammatory disease in susceptible mice and rats [START_REF] Buchmeier | Viral-induced neurodegenerative disease[END_REF] and which is used to establish a viral animal model of multiple sclerosis (MS), HCoV strain OC43 (HCoV-OC43) has neuroinvasive properties in mice [START_REF] Jacomy | Vacuolating encephalitis in mice infected by human coronavirus OC43[END_REF]. Furthermore, as we have demonstrated that this strain of human coronavirus is neuroinvasive in humans [START_REF] Arbour | Neuroinvasion by human respiratory coronaviruses[END_REF], we hypothesized that HCoV-OC43 might be associated with neuroinflammatory and/or neurodegenerative human diseases.

Glutamate is a major excitatory neurotransmitter of the central nervous system (CNS) involved in several neurophysiological functions. A disruption of its homeostasis can lead to excitotoxicity, a pathological process by which neural cells may be damaged following an excessive stimulation of glutamate on its specific ionotropic receptors [the 2-amino-3-(3-hydroxy-5-methyl-isoxazol-4yl)propanoic acid (AMPA) and N-methyl-D-aspartate (NMDA) receptors] [START_REF] Olney | Neurotoxicity of excitatory amino acids[END_REF][START_REF] Mark | Pictorial review of glutamate excitotoxicity: fundamental concepts for neuroimaging[END_REF]. Glutamate is mainly synthesized from glutamine by two different isoforms of glutaminase, designated kidney-type glutaminase (KGA; also known as GLS1) and liver-type glutaminase (LGA; also known as GLS2) [START_REF] Aledo | Identification of two human glutaminase loci and tissue-specific expression of the two related genes[END_REF], and is stored in vesicles before being released into the synaptic cleft. In some pathologies, astrocytes and microglial cells can also synthesize and release glutamate by expressing glutaminase [START_REF] Kvamme | Novel form of phosphate activated glutaminase in cultured astrocytes and human neuroblastoma cells, PAG in brain pathology and localization in the mitochondria[END_REF][START_REF] Shijie | Blockade of glutamate release from microglia attenuates experimental autoimmune encephalomyelitis in mice[END_REF][START_REF] Huang | Glutaminase dysregulation in HIV-1-infected human microglia mediates neurotoxicity: relevant to HIV-1-associated neurocognitive disorders[END_REF].

Overactivation of the AMPA and NMDA receptors may result in neural Ca 2ϩ overload, which can mediate excitotoxicity by means of a cascade of events involving free radical production, mitochondrial dysfunction, and the activation of several enzymes, such as phospholipase A2, resulting in damage to cell membranes, the cytoskeleton, and DNA [START_REF] Sattler | Molecular mechanisms of calciumdependent excitotoxicity[END_REF]. Glutamate reuptake is necessary for the regulation of physiological extracellular glutamate concentrations and because it can potentially damage nerve cells. Glutamate homeostasis is mainly mediated by high-affinity sodiumdependent transporters, such as the glial transporter 1 (GLT-1) protein. In neurological diseases, disruption of GLT-1 expression was associated with an alteration in glutamate uptake [START_REF] Tilleux | Neuroinflammation and regulation of glial glutamate uptake in neurological disorders[END_REF]. After reuptake, glutamate is converted to glutamine by the glial enzyme glutamine synthetase (GS) [START_REF] Norenberg | Distribution of glutamine synthetase in the rat central nervous system[END_REF][START_REF] Norenberg | Fine structural localization of glutamine synthetase in astrocytes of rat brain[END_REF], and glutamine is transported in nerve terminals and reconverted to glutamate [START_REF] Albrecht | Roles of glutamine in neurotransmission[END_REF].

NMDA receptors have been shown to play a significant physiological role by controlling synaptic plasticity and memory functions, and their overactivation by glutamate may lead to excitotoxicity because of their high permeability to calcium ions [START_REF] Arundine | Molecular mechanisms of calciumdependent neurodegeneration in excitotoxicity[END_REF]. Some high-affinity NMDA antagonists, such as dizocilpine (also designated (ϩ)-MK-801 maleate), were shown to block excitotoxicity and cell death but also to induce severe side effects in humans, due to the blockade of normal neuronal function [START_REF] Lees | Glycine antagonist (gavestinel) in neuroprotection (GAIN International) in patients with acute stroke: a randomised controlled trial[END_REF][START_REF] Kemp | NMDA receptor pathways as drug targets[END_REF]. Memantine, a low-affinity voltage-dependent uncompetitive antagonist which blocks NMDA receptors only when they are overstimulated by glutamate [START_REF] Parsons | Memantine: a NMDA receptor antagonistthatimprovesmemorybyrestorationofhomeostasisintheglutamatergic system-too little activation is bad, too much is even worse[END_REF], acts only under pathological conditions during prolonged activation of NMDA receptors without affecting normal neuronal NMDA receptor functions [START_REF] Lipton | Failures and successes of NMDA receptor antagonists: molecular basis for the use of open-channel blockers like memantine in the treatment of acute and chronic neurologic insults[END_REF]. Interestingly, glutamate excitotoxicity was reported to be involved in several human neurological diseases, such as Alzheimer's disease, MS, epilepsy, Huntington's disease, and Parkinson's disease [START_REF] Dong | Molecular mechanisms of excitotoxicity and their relevance to pathogenesis of neurodegenerative diseases[END_REF][START_REF] Mehta | Excitotoxicity: bridge to various triggers in neurodegenerative disorders[END_REF], and memantine was reported to have a beneficial effect in several of these human neuropathologies [START_REF] Wilkinson | A review of the effects of memantine on clinical progression in Alzheimer's disease[END_REF][START_REF] Starck | Acquired pendular nystagmus in multiple sclerosis: an examiner-blind cross-over treatment study of memantine and gabapentin[END_REF][START_REF] Emre | Memantine for patients with Parkinson's disease dementia or dementia with Lewy bodies: a randomised, double-blind, placebo-controlled trial[END_REF][START_REF] Anitha | Targeting glutamate mediated excitotoxicity in Huntington's disease: neural progenitors and partial glutamate antagonist-memantine[END_REF]. Moreover, glutamate excitotoxicity could be involved after CNS infections by West Nile Virus [START_REF] Blakely | Disrupted glutamate transporter expression in the spinal cord with acute flaccid paralysis caused by West Nile virus infection[END_REF], human immunodeficiency virus (HIV) [START_REF] Cisneros | HIV-1, methamphetamine and astrocyte glutamate regulation: combined excitotoxic implications for neuro-AIDS[END_REF], human herpesvirus 6 (HHV-6) (37), human T-lymphotropic virus type 1 (HTLV-1) [START_REF] Szymocha | Human T-cell lymphotropic virus type 1-infected T lymphocytes impair catabolism and uptake of glutamate by astrocytes via Tax-1 and tumor necrosis factor alpha[END_REF], bornavirus [START_REF] Billaud | Borna disease virus persistence causes inhibition of glutamate uptake by feline primary cortical astrocytes[END_REF], and Sindbis virus [START_REF] Darman | Viral-induced spinal motor neuron death is non-cell-autonomous and involves glutamate excitotoxicity[END_REF].

We have recently reported that mice infected with an HCoV-OC43 variant harboring one point mutation in its surface spike (S) glycoprotein (Y241H) [START_REF] St-Jean | Genetic evolution of human coronavirus OC43 in neural cell culture[END_REF][START_REF] Brison | Glutamate excitotoxicity is involved in the induction of paralysis in mice after infection by a human coronavirus with a single point mutation in its spike protein[END_REF] suffered from glutamate excitotoxicity that induced a neuropathology characterized by an MSlike flaccid paralysis where motor dysfunctions and hind-limb paralysis were associated with dysregulation at the level of the AMPA receptors [START_REF] Brison | Glutamate excitotoxicity is involved in the induction of paralysis in mice after infection by a human coronavirus with a single point mutation in its spike protein[END_REF].

In the present study, we now demonstrate that NMDA receptors are also involved, further characterize the process that leads to a dysregulation of glutamate homeostasis during infection, and show that memantine improved clinical scores (CSs) related to paralytic disease and motor disabilities and reduced viral replication in the CNS of HCoV-OC43-infected mice in a dose-dependent manner.

MATERIALS AND METHODS

Ethics statement.

All animal experiments were approved by the Institutional Animal Care and Use Ethics Committee (IACUC) of the Institut National de la Recherche Scientifique (INRS) and conformed to the Canadian Council on Animal Care (CCAC). Animal care and use protocol number 0902-01 was issued by the IACUC of INRS for the animal experiments described herein.

Viruses and cell lines. The wild-type reference virus HCoV-OC43 (VR-759) was obtained in the 1980s from the American Type Culture Collection (ATCC). The recombinant virus HCoV-OC43 (rOC/ATCC) was generated using the full-length cDNA clone pBAC-OC43 FL and displayed the same phenotypic properties as the wild-type virus, as previously described [START_REF] St-Jean | Recovery of a neurovirulent human coronavirus OC43 from an infectious cDNA clone[END_REF]. This recombinant virus was used as the reference control virus for all experiments. Recombinant virus designated rOC/ U S241 results from the introduction of a single point mutation in the spike glycoprotein of HCoV-OC43, as previously described [START_REF] Brison | Glutamate excitotoxicity is involved in the induction of paralysis in mice after infection by a human coronavirus with a single point mutation in its spike protein[END_REF]. The HRT-18 cell line (a gift from David Brian, University of Tennessee) was cultured in minimal essential medium alpha (MEM-alpha; Life Technologies) supplemented with 10% (vol/vol) fetal bovine serum (FBS; PAA GE Healthcare) and was used to produce viral stocks and in experiments with NMDA antagonists.

Primary cultures of mouse CNS cells. Embryos at 11 to 13 days of gestation were removed from pregnant anesthetized BALB/c mice. The cortex and hippocampus of the embryonic pup brains were dissected and placed in Hanks balanced salt solution (HBSS) medium, without Ca 2ϩ and Mg 2ϩ , supplemented with 1.0 mM sodium pyruvate and 10 mM HEPES buffer. The tissues were incubated in 5 ml of trypsin-EDTA (0.25%; Life Technologies) supplemented with 20 g/ml of DNase I (0.1%; Sigma) for 20 min at 37°C. After digestion, the trypsin-DNase mix was removed from the tissue and enzyme was inactivated with HBSS medium supplemented with 10% (vol/vol) FBS for 2 min, and this medium was removed and replaced by fresh HBSS medium (without Ca 2ϩ and Mg 2ϩ , supplemented with 1.0 mM sodium pyruvate and 10 mM HEPES buffer). Samples were then briefly centrifuged at 250 ϫ g, and the supernatant was removed and replaced by 5 ml of HBSS. Tissues were gently pipetted up and down with a pipette with a 1-ml tip to dissociate the cells. Supernatants were then transferred into a 15-ml tube and centrifuged for 5 min at 1,000 ϫ g. The pellet was resuspended in neurobasal medium (Invitrogen) supplemented with 0.5 mM GlutaMAX-I (Life Technologies) and B27 supplement (Life Technologies). Cells were then seeded at approximately 1 ϫ 10 6 /cm 2 and grown on poly-D-lysine-treated glass coverslips in the same medium, which was replaced by fresh neurobasal medium with B27-GlutaMAX-I after 4 days in culture. The cultures were ready for infection after 10 days in culture.

Infection of human cell lines and primary murine CNS cell cultures. HRT-18 cells and primary mouse CNS cell cultures were infected at a defined multiplicity of infection (MOI) or mock infected and then incubated at 33°C or 37°C, respectively, for 2 h (for virus adsorption), washed with phosphate-buffered saline (PBS), and incubated at 33°C with fresh MEM-alpha supplemented with 1% (vol/vol) FBS (for HRT-18 cells) or at 37°C with fresh neurobasal medium with B27-GlutaMAX-I (for primary murine CNS cell cultures) for different periods of time before processing at the indicated time points.

Endpoint reverse transcription-PCR (RT-PCR) for expression of NMDA-NR1 receptor subunit gene expression. Total RNA was extracted from HRT-18 cells and primary mouse CNS cell cultures using an RNeasy minikit (Qiagen) according to the manufacturer's instructions. The cDNA was synthesized by use of a SuperScript III first-strand synthesis Supermix kit (Life Technologies) according to the manufacturer's instructions and was subsequently quantified using an ND1000 spectrophotometer (NanoDrop). The primers for the NMDA-NR1 subunit of the NMDA receptor were analyzed via the BLAST database to ensure the specificity of binding. The forward primer used was 5=-CAAGTATGCGGATGGGGTGA-3=, and the reverse primer used was 5=-CAGTCTGGTGGACATCTGGTA-3= (NMDA-NR1; GenBank accession number NM_000832.6). Two micrograms of cDNA sample was added to a PCR mixture of Accuprime Pfx reaction mix, MgSO 4 , and deoxynucleoside triphosphates (Life Technologies). PCR was subsequently run on samples for 35 cycles under the following conditions: denaturation at 95°C for 35 s, annealing at 55°C for 45 s, and extension at 68°C for 40 s.

Mice, survival curves, body weight variations, and clinical scores. Female BALB/c mice (Jackson Laboratories) with a postnatal age of 22 days were inoculated by the intracerebral route with 10 2.5 50% tissue culture infective doses of recombinant virus, as previously described [START_REF] Brison | Glutamate excitotoxicity is involved in the induction of paralysis in mice after infection by a human coronavirus with a single point mutation in its spike protein[END_REF]. Groups of 10 mice infected with each recombinant virus were observed, and survival, body weight variations, and clinical scores related to motor dysfunctions were evaluated on a daily basis over a period of 21 days postinfection (dpi). Mice infected with rOC/U S241 were evaluated and scored according to a scale based on experimental allergic encephalitis (EAE) clinical score (CS) evaluation (0 to 1, nor-mal with no clinical signs; 1.5 to 2, partial hind-limb paralysis with a walk close to ground level; 2.5 to 3.5, complete hind-limb paralysis; 4 to 5, moribund state and death).

NMDA receptor antagonists. The specific uncompetitive NMDA receptor antagonists memantine [3,5-dimethyl-tricyclo(3.3.1.13,7)decan-1-amine hydrochloride] and dizocilpine [chemical name, (ϩ)-MK-801 maleate; (5S,10R)-(ϩ)-5-methyl-10,11-dihydro-5H-dibenzo(a,d)cyclohepten-5,10-imine maleate] were obtained from R&D Systems-Tocris.

For animal treatments, memantine and dizocilpine were dissolved in PBS. To investigate the effect of treatment with memantine or dizocilpine, groups of 10 BALB/c mice infected with rOC/ATCC or rOC/U S241 were treated intraperitoneally with defined doses (g/g of body weight) of memantine or dizocilpine at 12 h postinfection and then daily for 3 weeks, except when stated otherwise, or only with PBS (vehicle) to normalize experimental stress conditions. To verify the noncytotoxic effect of different doses of memantine and dizocilpine, sham-infected mice received the same doses of these NMDA receptor antagonists.

For treatment of cell cultures after virus adsorption, HRT-18 cells or primary murine CNS cell cultures were washed with sterile PBS and incubated with fresh MEM-alpha supplemented with 1% (vol/vol) FBS (for HRT-18 cells) or at 37°C with fresh neurobasal medium with B27-GlutaMAX-I (for primary mouse CNS cell cultures) containing defined concentrations (M) of memantine or dizocilpine for different periods of time before processing at the time points indicated below.

Infectious virus assay using an IPA. Mouse brain and spinal cord tissues or cell culture supernatants were processed for the presence and quantification of infectious virus by an indirect immunoperoxidase assay (IPA) on HRT-18 cells, as previously described [START_REF] Lambert | Titration of human coronaviruses using an immunoperoxidase assay[END_REF]. Briefly, cells were incubated with a mouse primary antibody used to detect the S protein of HCoV-OC43. After three PBS washes, cells were incubated with a secondary horseradish peroxidase-conjugated goat anti-mouse immunoglobulin antibody (Kirkegaard & Perry Laboratories). Finally, immune complexes were detected by incubation with 0.025% (wt/vol) 3,3=-diaminobenzidine tetrahydrochloride (Bio-Rad) and 0.01% (vol/vol) hydrogen peroxide in PBS, and infectious virus titers were calculated by the Karber method, as previously described [START_REF] Lambert | Titration of human coronaviruses using an immunoperoxidase assay[END_REF]. Statistical analyses were conducted by one-way analysis of variance (ANOVA), followed by Tukey's post hoc test.

Extracellular glutamate concentration assay. Extracellular glutamate concentrations were measured using a colorimetric (optical density at 450 nm [OD 450 ]) glutamate assay kit (ab83389; Abcam) according to the manufacturer's instructions. Statistical analyses were conducted by oneway ANOVA, followed by Tukey's post hoc test.

Cell viability and LDH release assay. The viability of the cell cultures was assayed by use of a lactate dehydrogenase (LDH) cytotoxicity assay kit (Roche) according to the manufacturer's instructions. It consisted of a colorimetric assay (OD 490 ) for quantification of cell death and cell lysis, based on the measurement of the lactate dehydrogenase activity released from the cytosol of damaged cells into the supernatant. Statistical analyses were conducted by one-way ANOVA, followed by Tukey's post hoc test.

Immunohistochemistry/immunofluorescence. For immunohistochemistry, groups of three BALB/c mice either sham infected or infected with recombinant virus and treated with memantine, dizocilpine, or vehicle were randomly selected and perfused with a solution of 4% (wt/vol) paraformaldehyde at 10 dpi, which corresponds to the time of the peak of viral replication in the spinal cord and the outcome of clinical scores related to paralytic disease. Lumbar segments from spinal cords were cryoprotected in 30% (wt/vol) sucrose, frozen at Ϫ20°C, and processed with a cryostat (Microm HM 525) for sets with section sizes of 15 m. Spinal cord sections were first blocked with horse serum in 1ϫ PBS for 1 h at room temperature. Axonal damage was investigated by assessing the heavy neurofilament (NF-H) phosphorylation state. Tissue sections were incubated with a mouse antinonphosphorylated neurofilament monoclonal antibody (MAb; SMI 311; 1/1,000; Covance) for 2 h at room temperature. Activation of the glutaminase enzyme was investigated with a poly-clonal goat anti-phosphate-activated glutaminase antibody (KGA; 1/500; Santa Cruz Biotechnology) or with a polyclonal rabbit anti-phosphateactivated glutaminase GLS2 (GLS2; 1/250; ab113509; Abcam) overnight at 4°C. Recycling of glutamate by the GS enzyme was investigated with a monoclonal mouse anti-GS antibody (clone GS-6; 1/500; MAB302; Millipore) overnight at 4°C. Tissue sections were then washed with 1ϫ PBS and incubated with a biotinylated secondary antimouse, antigoat, or antirabbit antibody before revealing with stain from an ABC Vectastain kit (Vector Laboratories), as previously described [START_REF] Jacomy | Mutations in the spike glycoprotein of human coronavirus OC43 modulate disease in BALB/c mice from encephalitis to flaccid paralysis and demyelination[END_REF].

For immunofluorescence staining, primary murine CNS cell cultures were washed with sterile PBS and then fixed with 4% (wt/vol) paraformaldehyde for 30 min at room temperature. After washing, cells were permeabilized with 100% methanol at Ϫ20°C for 5 min and washed with PBS. Before staining, cells were preincubated with a blocking solution containing horse serum in PBS for 1 h at room temperature and then incubated with primary antibodies: a polyclonal rabbit anti-glial fibrillary acidic protein (GFAP) antibody (1/1,000; Dako), a polyclonal goat anti-phosphateactivated glutaminase antibody (isoform KGA; 1/500; Santa Cruz Biotechnology), a polyclonal rabbit anti-phosphate-activated glutaminase antibody (isoform GLS2; 1/250; ab113509; Abcam), or a monoclonal mouse anti-glutamine synthetase antibody (clone GS-6; 1/500; MAB302; Millipore) overnight at 4°C. After several washes with PBS, cells were incubated in the dark for 2 h at room temperature with the secondary fluorescent antibodies Alexa Fluor 568 antigoat, antimouse, or antirabbit (1/1,000; Life Technologies) or Alexa Fluor 488 antirabbit or antimouse (1/1,000; Life Technologies). After final PBS washes, tissue sections were incubated for 5 min at room temperature with 4=,6-diamidino-2-phenylindole (DAPI; 1 g/ml; Life Technologies) and then mounted with Immuno-Mount mounting medium (Fisher Scientific). Immunohistochemical and fluorescent staining were observed under a Nikon Eclipse E800 microscope with a QImaging Retiga-EXi Fast 1394 digital camera using Procapture system software.

Protein extraction and Western blot analysis. Spinal cords from groups of three mice selected randomly were homogenized in radioimmunoprecipitation assay buffer (150 mM NaCl, 50 mM Tris, pH 7.4, 1% [vol/vol] NP-40, 0.25% [wt/vol] sodium deoxycholate, 1 mM EDTA) supplemented with a protease cocktail inhibitor (P8340; Sigma). Lysates were cleared by centrifugation for 5 min at 4°C and 17,000 ϫ g, and supernatants were aliquoted and stored at Ϫ80°C until further analysis. A bicinchoninic acid protein assay kit (Novagen) was used to determine protein concentrations, according to the manufacturer's protocol. Proteins (20 g per sample) were separated on a 4 to 12% gradient gel (Novex NuPage; Life Technologies) and transferred to a polyvinylidene difluoride membrane (Immobilon-P transfer membrane; Millipore) with a Bio-Rad Trans-Blot semidry transfer cell apparatus. Membranes were blocked with Tris-buffered saline (TBS) buffer containing 1% (vol/vol) Tween (TBS-T) and 5% (wt/vol) nonfat milk overnight at 4°C, and then the membranes were incubated with a polyclonal rabbit anti-GFAP antibody (1/1,000; Dako), a monoclonal guinea pig anti-glutamate transporter antibody (GLT-1; 1/1,000; AB1783; Millipore), a monoclonal rat anti-Mac-2 antibody (1/100; ATCC; Cedarlane), a polyclonal goat anti-phosphateactivated glutaminase antibody (KGA; 1/1,000; Santa Cruz Biotechnology), a polyclonal rabbit anti-phosphate-activated glutaminase antibody (GLS2; 1/1,000; ab113509; Abcam), a monoclonal mouse anti-GS antibody (clone GS-6; 1/1,000; MAB302; Millipore), or a polyclonal rabbit anti-GAPDH (glyceraldehyde-3-phosphate dehydrogenase) antibody (1/ 1,000; Santa Cruz Biotechnology) for 1 h at room temperature.

Membranes were washed three times with TBS-T and then incubated with antirabbit (1/1,000; GE Healthcare Lifesciences), antimouse (1/ 1,000; GE Healthcare Lifesciences), anti-guinea pig (1/1,000; Millipore), antirat (1/1,000; Kirkegaard & Perry Laboratories), or antigoat (1/1,000; R&D Systems) secondary antibodies coupled to horseradish peroxidase for 1 h at room temperature, and antibodies were detected by chemiluminescence using a Bio-Rad Immun-Star horseradish peroxidase substrate kit. Band detection and semiquantification were done using GeneSnap software from a Chemi Genius Syngene apparatus. ANOVA tests followed by Tukey's post hoc analysis were performed to determine the statistical significances in the differences in protein expression between different groups of mice using SPSS software (version 16.0).

RESULTS

Daily treatment of mice with NMDA receptor antagonists (memantine and dizocilpine) attenuates the motor dysfunctions and severe paralysis induced following infection rOC/U S241 . We have recently reported that a viral variant with a single point mutation (Y241H) in the surface spike (S) glycoprotein of HCoV-OC43 (rOC/U S241 ), acquired during viral persistence in human neural cells [START_REF] St-Jean | Genetic evolution of human coronavirus OC43 in neural cell culture[END_REF], led to the induction of motor dysfunctions and a paralytic disease in infected BALB/c mice [START_REF] Brison | Glutamate excitotoxicity is involved in the induction of paralysis in mice after infection by a human coronavirus with a single point mutation in its spike protein[END_REF]. In order to characterize the involvement of NMDA receptors in rOC/U S241 -induced hind-limb paralysis, mice infected with rOC/U S241 were treated with various doses of the NMDA receptor antagonist memantine or dizocilpine or with vehicle (PBS). The highest dose of dizocilpine that could be administered was 0.5 g/g; above that dose, the drug was toxic to mice (catatonia, weight loss; data not shown). Both dizocilpine and memantine treatments attenuated clinical scores related to the motor dysfunctions and paralytic disease induced following rOC/U S241 infection, with a more effective effect for memantine treatment than dizocilpine treatment (Fig. 1A andB). Indeed, fewer mice treated with memantine presented mild paralysis (CSs, 1.5 to 2), and they recovered more rapidly than dizocilpine-treated mice or control vehicle-treated mice. Moreover, daily memantine treatment attenuated (dose, up to 10 g/g) and even abolished (dose, 30 g/g) clinical scores related to the paralytic disease of mice infected with rOC/U S241 in a dosedependent manner (Fig. 1B).

Daily memantine treatment attenuates mortality rates and body weight loss of infected mice compared to those achieved by dizocilpine and vehicle (control) treatment.

To investigate the effect of treatment with memantine or dizocilpine on survival rates, groups of 10 BALB/c mice infected with reference wild-type OC43 coronavirus (rOC/ATCC) or S-mutant OC43 virus (rOC/ U S241 ) were treated intraperitoneally daily with defined doses of memantine or dizocilpine or with PBS (vehicle). Mice infected with rOC/ATCC or rOC/U S241 and treated with PBS showed, respectively, 10% and 20% mortality. Daily memantine treatment attenuated (doses, up to 5 g/g) and totally suppressed (doses, 10 g/g and over) the mortality of mice infected with either virus in a dose-dependent manner (Fig. 2A) compared to that achieved with dizocilpine treatment, which did not attenuate mortality compared to that achieved with PBS (Fig. 2B). Moreover, a higher dose of dizocilpine (1 g/g) by itself increased mortality in noninfected mice (Fig. 2B). We had verified beforehand that the treatment of sham-infected mice with various doses of memantine (3 to 30 g/g) or dizocilpine (0.5 g/g) was not toxic and did not affect the survival rate of mice (data not shown).

Mice were also investigated for weight variations because, as previously described [START_REF] Jacomy | Mutations in the spike glycoprotein of human coronavirus OC43 modulate disease in BALB/c mice from encephalitis to flaccid paralysis and demyelination[END_REF], weight loss is a specific symptom of mice infected with HCoV-OC43. Mice infected with rOC/ATCC or rOC/U S241 and treated with PBS showed a loss of body weight of about 10 to 15% at 10 days postinfection and recovered at between 12 and 22 days postinfection. Daily memantine treatment significantly attenuated (dose, 5 g/g; P Ͻ 0.05 and P Ͻ 0.01) and even abolished (doses, 10 g/g and greater) the weight loss symptoms of mice infected with either virus in a dose-dependent manner (Fig. 3A) compared to the effects of dizocilpine treatment, which did not attenuate the weight loss of mice infected with either virus (Fig. 3B). As mentioned above, we made sure that the treatment of sham-infected mice with various doses of memantine (3 to 30 g/g) or dizocilpine (0.5 g/g) had no effect and that it did not affect the relative weight of the mice (data not shown).

Increase in extracellular glutamate levels and LDH release following infection of mouse primary CNS cell cultures. In order to investigate whether HCoV-OC43 causes a dysregulation of glutamate homeostasis that may lead to neuronal loss, primary murine CNS cell cultures were infected with rOC/ATCC or rOC/ U S241 at various multiplicities of infection (MOIs) and treated with memantine (20 M) or vehicle (medium). At 24 h postinfection, cell culture supernatants were assessed for extracellular glutamate and lactate dehydrogenase (LDH) release. Increasing MOIs of each virus led to a significant increase in extracellular glutamate levels following infection with rOC/ATCC (P Ͻ 0.05 for MOIs of 1 and 3) or rOC/U S241 (P Ͻ 0.05 for MOIs of 0.1 and 1; P Ͻ 0.01 for an MOI of 3) compared to the level for mockinfected cells (Fig. 4A). Moreover, infection with rOC/U S241 usually led to a more significant extracellular glutamate release (P Ͻ 0.05) than rOC/ATCC infection (Fig. 4A). Memantine treatment led to a significant decrease in the extracellular glutamate concentration following infection of primary cultures of mouse CNS cells with rOC/ATCC (P Ͻ 0.05 for an MOI of 1) and rOC/U S241 (P Ͻ 0.05 for MOIs of 0.1 and 1) (Fig. 4A).

The viability of cell cultures was assayed via the LDH release assay. Increasing MOIs of each virus led to a significant increase in LDH release following infection with rOC/ATCC (P Ͻ 0.05 for an MOI of 1 and 3) or rOC/U S241 (P Ͻ 0.05 for MOIs of 0.1, 1, and 3) compared to that for mock-infected cells (Fig. 4B). Infection of primary cultures of mouse CNS cells with rOC/U S241 usually led to a more significant LDH release (P Ͻ 0.05) compared to that achieved with infection with rOC/ATCC (Fig. 4B). Memantine treatment led to a significant decrease in LDH release following infection of primary cultures of mouse CNS cells by both rOC/ ATCC (P Ͻ 0.05 for an MOI of 1) and rOC/U S241 (P Ͻ 0.05 for MOIs of 0.1 and 1) (Fig. 4B).

The increased extracellular glutamate level is not a result of an increase in expression of phosphate-activated glutaminase.

Given that an increase in the extracellular glutamate concentration could result from an increase in glutamate synthesis, groups of three BALB/c mice infected with rOC/ATCC or rOC/U S241 and treated with memantine or vehicle were sacrificed and evaluated for phosphate-activated kidney-type glutaminase (KGA) or livertype glutaminase (GLS2) in lumbar spinal cord grey matter (GM) segments at 10 dpi (the time of the peak of viral replication in the spinal cord and the outcome of clinical scores related to paralytic disease). Infection of mice with rOC/ATCC or rOC/U S241 did not lead to changes in KGA or GLS2 expression in lumbar spinal cord GM (Fig. 5A andB). Western blot analysis of spinal cord proteins confirmed the histological findings. Infection of mice with rOC/ ATCC or rOC/U S241 did not lead to changes in expression of phosphate-activated KGA or GLS2, and memantine treatments did not affect glutaminase expression (Fig. 5C). To confirm these in vivo results, primary murine CNS cell cultures were infected with rOC/ ATCC or rOC/U S241 and treated with memantine or vehicle. Expression of KGA and GLS2 by immunofluorescence and immunohistochemistry revealed that it was restricted to neurons, with no changes in the level of expression of either enzyme at 24 h postinfection for both viruses (Fig. 5A andB). We had made sure beforehand that the treatment of sham-infected mice with 3 g/g of memantine or primary murine CNS cell cultures with 20 M memantine did not affect the basal level of expression of KGA and GLS2 compared to the level obtained after vehicle (control) treatment (data not shown).

Astrocytes and microglial cells may contribute to an excess of glutamate release by expressing glutaminase. Mice infected with either virus showed significant GFAP expression (P Ͻ 0.001) compared to that for sham-infected mice, as previously shown [START_REF] Brison | Glutamate excitotoxicity is involved in the induction of paralysis in mice after infection by a human coronavirus with a single point mutation in its spike protein[END_REF], and memantine treatment did not attenuate this astrocytic activation (Fig. 5C). However, mice infected with either virus showed significant (P Ͻ 0.01 and P Ͻ 0.05) microglial cell activation (as monitored by Mac-2 expression) compared to that for sham-infected mice, which was increased significantly (P Ͻ 0.05) more following infection with rOC/U S241 than following infection with rOC/ATCC, as previously shown [START_REF] Brison | Glutamate excitotoxicity is involved in the induction of paralysis in mice after infection by a human coronavirus with a single point mutation in its spike protein[END_REF]. Memantine significantly (P Ͻ 0.05) attenuated this microglial cell activation in mice infected with rOC/U S241 (Fig. 5C).

Expression of GS and GLT-1 is downregulated in mice infected with rOC/U S241 and partially restored following treatment with memantine. Groups of three BALB/c mice infected with rOC/ATCC or rOC/U S241 treated with memantine or vehicle were sacrificed and evaluated by immunohistochemistry for GS and glutamate transporter 1 (GLT-1) of lumbar spinal cord GM segments at 10 dpi. GS staining was downregulated in the GM of mice infected with rOC/U S241 (Fig. 6A). To confirm these in vivo results, primary cultures of murine CNS cells were infected with rOC/ATCC or rOC/U S241 (MOI ϭ 1), treated with memantine (20 M) or vehicle (medium), and assessed for GS expression by immunofluorescence at 24 h postinfection. GS was exclusively expressed in astrocytes (GFAP marker) and was dramatically downregulated in GM and in infected murine CNS cell cultures infected with rOC/U S241 , and memantine treatment led to an increase in GS expression (Fig. 6A). Western blot analysis of spinal cord proteins confirmed the histological findings. Infection of mice with rOC/U S241 led to a significant (P Ͻ 0.01 and P Ͻ 0.01) downregulation of GS expression compared to that in sham-infected mice or rOC/ATCC-infected mice treated with vehicle. Memantine treatment led to a significant (P Ͻ 0.01) increase in GS expression (Fig. 6B). Moreover, infection of mice with rOC/U S241 led to a significant (P Ͻ 0.01 and P Ͻ 0.01) downregulation of GLT-1 expression compared to that in sham-infected mice or rOC/ATCC-infected mice treated with vehicle, as previously shown [START_REF] Brison | Glutamate excitotoxicity is involved in the induction of paralysis in mice after infection by a human coronavirus with a single point mutation in its spike protein[END_REF]. Memantine treatment led to a significant (P Ͻ 0.01) increase in GLT-1 expression (Fig. 6B). We had made sure beforehand that the treatment of sham-infected mice with 3 g/g of memantine or primary murine CNS cell cultures with 20 M memantine did not affect the basal level of expression of GS and GLT-1 compared to the level obtained after the control treatment (data not shown).

Daily treatment with memantine reduces neuronal dysfunction in mice infected with rOC/ATCC or rOC/U S241 . Spinal cords from mice infected with rOC/U S241 or rOC/ATCC and treated with memantine or vehicle were harvested at 10 dpi (the time of peak of viral replication in the spinal cord and the outcome of motor dysfunctions and severe paralysis) to evaluate whether a neuronal alteration associated with excitotoxicity was under way in infected mice.

Neuronal dysregulation was investigated by evaluating the axonal neurofilament phosphorylation state. Infection of mice with rOC/ ATCC or rOC/U S241 resulted in an abnormal loss of soma nonphosphorylated NF-H immunoreactivity in the spinal cord GM compared to that in sham-infected mice. This modification in the phosphorylation state was more pronounced following infection with rOC/ U S2410 than following infection with rOC/ATCC (Fig. 7; SMI 311 GM, white arrows). On the other hand, the spinal cord white matter (WM) of mice infected with rOC/ATCC and rOC/U S241 showed an abnormal presence of nonphosphorylated NF-H immunoreactivity, and axonal swelling in WM was more evident following rOC/U S241 FIG [START_REF] Forgie | Healthcare-associated atypical pneumonia[END_REF] The increase in extracellular glutamate levels is not a result of an increase in expression of phosphate-activated glutaminase. Phosphate-activated kidney-type glutaminase (KGA) or liver-type glutaminase (GLS2) was detected in lumbar spinal cord GM segments in infected mice treated with memantine or vehicle at 10 dpi (black arrows). Primary cultures of murine CNS cells were infected with reference wild-type virus (rOC/ATCC) or S-mutant virus (rOC/U S241 ) and treated with memantine (20 M) or vehicle (medium). Immunofluorescence revealed no changes in KGA (A) or GLS2 (B) activation at 24 h postinfection in lumbar spinal cord GM in primary murine CNS cell cultures following infection by either virus. MAP2, microtubule-associated protein 2. Magnifications, ϫ400. (C) Semiquantitative Western blot analysis of spinal cord proteins confirmed that activation of KGA and GLS2 was not modulated and that the levels of astrogliosis (a significant increase in GFAP expression) and microglial cell activation (an increase in Mac-2 expression) compared to those in sham-infected mice occurred. Memantine treatment significantly reduced Mac-2 expression in mice infected with rOC/U S241 compared to that in rOC/ATCC-treated mice. Data are represented as the mean Ϯ SEM (n ϭ 3). ###, P Ͻ 0.001 (Dukey's test) for comparison to sham-infected mice; ##, P Ͻ 0.01 (Dukey's test) for comparison to sham-infected mice; #, P Ͻ 0.05 (Dukey's test) for comparison to sham-infected mice; *, P Ͻ 0.05 (Dukey's test) for comparison of groups of memantine treated-or nontreated infected mice. 1, sham infection plus vehicle treatment; 2, rOC/ATCC infection plus vehicle treatment; 3, rOC/ATCC infection plus treatment with 3 g/g memantine; 4, rOC/U S241 infection plus vehicle treatment; 5, rOC/U S241 infection plus treatment with 3 g/g memantine. Results are representative of those from three independent experiments. infection than following rOC/ATCC infection (Fig. 7; SMI 311 WM, black arrows).

Higher doses of memantine treatment attenuate viral replication in the CNS of infected mice. Because memantine treatment had a dose-response effect on various parameters, including mortality rates and body weight loss, and because memantine is a derivative of adamantane (an antiviral drug), we wished to evaluate whether the treatment may at some point affect viral replication in the CNS. Daily treatment over a period of 21 days with higher doses of memantine (10 g/g and above) significantly reduced, in a dose-dependent manner, the replication of rOC/ATCC (P Ͻ 0.05 and P Ͻ 0.01) and rOC/ U S241 (P Ͻ 0.05, P Ͻ 0.01, and P Ͻ 0.001) in the brains and spinal cords of infected mice (Fig. 8A), indicative of antiviral effect. However, dizocilpine treatment did not affect the replication of either virus (Fig. 8B).

Prophylactic transient treatment with memantine attenuates viral replication in the CNS of infected mice.

Having shown that the long-term use of high doses of memantine (daily treatment for 21 days) altered viral replication, we wished to evaluate whether a preventive treatment for a short period of time would also have the same effect. Groups of mice were treated with memantine (5 g/g) 1 day prior to viral infection and daily for only 4 days postinfection; viral replication in brains and spinal cords was evaluated every 2 days. This preventive use of memantine for a shorter period of time significantly (P Ͻ 0.05) reduced viral replication in the brain and spinal cord of mice infected with rOC/ ATCC or rOC/U S241 (Fig. 9).

Memantine reduces viral replication in an NMDA blockadeindependent manner. In order to investigate the effect of memantine on HCoV-OC43 replication, primary cultures of mouse CNS cells (which express NMDA receptors, as verified FIG [START_REF] Yeh | Detection of coronavirus in the central nervous system of a child with acute disseminated encephalomyelitis[END_REF] Expression of GS and GLT-1 is downregulated in mice infected with S-mutant human coronavirus OC43 and partially restored following treatment with memantine. GS was evaluated by immunohistochemistry in lumbar spinal cord GM segments of mice infected with rOC/ATCC or rOC/U S241 and treated with memantine or vehicle at 10 dpi (black arrows) and by immunofluorescence at 24 h postinfection in primary cultures of murine CNS cells infected and treated with memantine (20 M) or vehicle (medium). (A) GS expression was dramatically downregulated in GM and in primary cultures of murine CNS cells infected with the S-mutant virus (rOC/U S241 ), and memantine treatment partially restored GS expression. GFAP, glial fibrillary acidic protein. Magnifications, ϫ400. (B) Semiquantitative Western blot analysis of spinal cord proteins confirmed the histological findings. Infection of mice with rOC/U S241 led to a significant downregulation of GS and GLT-1 expression that was significantly restored by memantine. Data are represented as the mean Ϯ SEM (n ϭ 3). ##, P Ͻ 0.01 (Dukey's test) for comparison to sham-infected mice; **, P Ͻ 0.01 (Dukey's test) for comparison of groups of memantine-treated or nontreated infected mice. 1, sham infection plus vehicle treatment; 2, rOC/ATCC infection plus vehicle treatment; 3, rOC/ATCC infection plus treatment with 3 g/g memantine; 4, rOC/U S241 infection plus vehicle treatment; 5, rOC/U S241 infection plus treatment with 3 g/g memantine. Results are representative of three independent experiments. by RT-PCR for the expression of the NMDA-NR1 receptor subunit; Fig. 10D) or cells of the HRT-18 cell line (which do not express NMDA receptors; Fig. 10D) were infected with rOC/ ATCC or rOC/U S241 and treated with increasing noncytotoxic doses (data not shown) of memantine or dizocilpine. Memantine treatment of cells significantly reduced the production of intra-and extracellular infectious virus in primary cultures of mouse CNS cells (P Ͻ 0.05 for 30 M and P Ͻ 0.01 for 70 M; Fig. 10A) and HRT-18 cells (P Ͻ 0.05 for 30 M and P Ͻ 0.01 for 70 M; Fig. 10B) compared to the levels of production by dizocilpine-or PBS-treated cells. To investigate whether memantine affected virus entry into cells, it was added to the cell medium either before, during, or after infection. Memantine treatment (70 M) significantly reduced the intra-and extracellular production of infectious rOC/ATCC and rOC/U S241 , when administered after infection (P Ͻ 0.05), compared to that in the control (PBS-treated infected cells) or when memantine treatment was added before or during infection (Fig. 10C).

DISCUSSION

We have recently reported that a single point mutation in the surface spike (S) glycoprotein of human coronavirus OC43 (Y241H) modulates virus-induced neuropathology in a mouse model from an encephalitis to an MS-like paralytic disease related to glutamate excitotoxicity, with involvement of AMPA receptors [START_REF] Brison | Glutamate excitotoxicity is involved in the induction of paralysis in mice after infection by a human coronavirus with a single point mutation in its spike protein[END_REF]. In the current study, we made use of two uncompetitive antagonists of NMDA receptors and demonstrate that these glutamate receptors are also involved in the neuropathology induced following infection of mice with HCoV-OC43. Moreover, we show that memantine protected mice from infection by having a dose-dependent effect on both neurological symptoms and viral replication.

Our results show that HCoV-OC43 infection causes a dysregulation of glutamate homeostasis that may lead to neuronal loss (neurodegeneration). The significant increase in the extracellular glutamate level and LDH release shown in Fig. 4 underlines the importance of glutamate dysregulation after infection, as shown in other virus infections [START_REF] Power | Feline immunodeficiency virus causes increased glutamate levels and neuronal loss in brain[END_REF][START_REF] Gupta | HIV-Tat elicits microglial glutamate release: role of NAPDH oxidase and the cystine-glutamate antiporter[END_REF][START_REF] Chen | Glutamate released by Japanese encephalitis virus-infected microglia involves TNF-alpha signaling and contributes to neuronal death[END_REF]. The fact that this increase is more significant following infection with rOC/U S241 than following infection with rOC/ATCC strongly suggests that the viral S glycoprotein is an important factor in this dysregulation. The observation that memantine treatment led to a significant decrease in the extracellular release of glutamate and LDH at 24 h postinfection shows that glutamate homeostasis is altered during infection and that it appears to involve NMDA receptors, leading to excitotoxicity.

Glutamate homeostasis relies on two different mechanisms in order to prevent excitotoxicity. In order to decipher the possible mechanism leading to an increase in extracellular glutamate following infection by HCoV-OC43, we first investigated the synthesis of glutamate (Fig. 5). HCoV-OC43 infects neurons as primary targets of infection in the murine CNS [START_REF] Jacomy | Vacuolating encephalitis in mice infected by human coronavirus OC43[END_REF] and in human neuron/ astrocyte cocultures [START_REF] Desforges | Human coronavirus: respiratory pathogens revisited as infectious neuroinvasive, neurotropic, and neurovirulent agents[END_REF] and induces neuronal degeneration and eventual cell death. This could be associated with a stress that can disturb the phosphate-activated glutaminase enzyme expression responsible for glutamate synthesis, as was shown in HIV-1-infected microglia [START_REF] Huang | Glutaminase dysregulation in HIV-1-infected human microglia mediates neurotoxicity: relevant to HIV-1-associated neurocognitive disorders[END_REF]. Our results (Fig. 5) show that expression of the two glutaminase isoforms found in the CNS (50) is not modified in the spinal cord of mice or in primary cultures of mouse CNS cells infected with HCoV-OC43. Moreover, we show that expression of GFAP (an astrocyte marker) and Mac-2 (a marker of microglial cell activation) is upregulated following infection with HCoV-OC43 and that microglial activation is significantly increased following infection by the S mutant (rOC/U S241 ) compared to that in the reference wild-type virus (rOC/ATCC). Some studies have shown that, in some circumstances, astrocytes and microglial cells may express glutaminase and release glutamate (16-18, 51, 52). However, our results clearly show that neither astrocytes nor microglial cells expressed any detectable phosphate-activated glutaminase (Fig. 5). This strongly suggests that the increase in extracellular glutamate release following infection by HCoV-OC43 is not a result of an increased expression of phosphate-activated glutaminase enzyme.

As previously reported, recycling of glutamate is also an important key factor for the physiological regulation of glutamate homeostasis to prevent excitotoxicity [START_REF] Danbolt | Glutamate uptake[END_REF]. Under physiological conditions, glutamate homeostasis is in large part regulated by glial glutamate transporter 1 (GLT-1), which is mainly expressed FIG [START_REF] Bonavia | Infection of primary cultures of human neural cells by human coronaviruses 229E and OC43[END_REF] Daily treatment with a low dose of memantine reduces neuronal dysfunctions in infected mice. Groups of three BALB/c mice infected with reference wild-type virus (rOC/ATCC) or S-mutant virus (rOC/U S241 ) and treated with vehicle or memantine (3 g/g) were sacrificed and evaluated by immunohistochemistry for the levels of neurofilament phosphorylation in the lumbar spinal cord GM and WM segments at 10 dpi compared to those in control mice. Following infection, GM showed a loss of normal nonphosphorylated NF immunoreactivity compared to the GM of sham-infected mice. This loss was more pronounced following rOC/U S241 infection than following rOC/ ATCC infection (white arrows). The spinal cord WM of infected mice showed a higher level of abnormal axonal nonphosphorylated NF-H with abnormal axonal swelling, which was more pronounced following infection with rOC/ U S241 than following sham infection (black arrows) and infection with rOC/ ATCC. Results are representative of two independent experiments with three mice per group. Magnification, ϫ400. on astrocytes and which is responsible for up to 90% of the total glutamate clearance in adult CNS [START_REF] Anderson | Astrocyte glutamate transport: review of properties,regulation,andphysiologicalfunctions[END_REF]. As seen in Fig. 5, astrocytes are strongly activated following infection with either recombinant virus. However, expression of GLT-1 did not correlate with this activation associated with an increased number of astrocytes expressing high levels of GFAP, as previously shown [START_REF] Brison | Glutamate excitotoxicity is involved in the induction of paralysis in mice after infection by a human coronavirus with a single point mutation in its spike protein[END_REF]. Indeed, the results presented in Fig. 6 show that GLT-1 expression was significantly downregulated following rOC/U S241 infection compared to that in mice infected with rOC/ATCC or sham-infected mice. Interestingly, decreased expression of this transporter was reported in several neurological diseases, as well as in other viral models [START_REF] Blakely | Disrupted glutamate transporter expression in the spinal cord with acute flaccid paralysis caused by West Nile virus infection[END_REF][START_REF] Fotheringham | Human herpesvirus 6 (HHV-6) induces dysregulation of glutamate uptake and transporter expression in astrocytes[END_REF][START_REF] Wang | Reduced expression of glutamate transporter EAAT2 and impaired glutamate transport in human primary astrocytes exposed to HIV-1 or gp120[END_REF][START_REF] Carmen | Tumor necrosis factor-alpha modulates glutamate transport in the CNS and is a critical determinant of outcome from viral encephalomyelitis[END_REF]. Of note, memantine treatment led to a major restoration of GLT-1 expression.

Glutamate homeostasis is also regulated by glutamine synthetase. Indeed, after reuptake, glutamate is converted to glutamine by the astroglial enzyme GS [START_REF] Norenberg | Distribution of glutamine synthetase in the rat central nervous system[END_REF][START_REF] Norenberg | Fine structural localization of glutamine synthetase in astrocytes of rat brain[END_REF]. Glutamine is then transported into nerve terminals and reconverted to glutamate for an eventual new glutamate-glutamine cycle [START_REF] Albrecht | Roles of glutamine in neurotransmission[END_REF]. As shown in Fig. 6, GS expression was significantly downregulated following rOC/ U S241 infection compared to that in mice infected with rOC/ ATCC or sham-infected mice, and memantine treatment led to a major restoration of GS expression.

We have previously reported that infection of mice with HCoV-OC43 led to the release of proinflammatory cytokines (tumor necrosis factor alpha [TNF-␣], interleukin-1 [IL-1], and IL-6) in the spinal cord of infected mice, with a significant increase in IL-6 in mice infected with an S mutant virus compared to that in mice infected with the reference wild-type virus [START_REF] Jacomy | Mutations in the spike glycoprotein of human coronavirus OC43 modulate disease in BALB/c mice from encephalitis to flaccid paralysis and demyelination[END_REF]. Proinflam-matory cytokines such as IL-6 are known to downregulate glutamate transporter GLT-1 expression (56-58) and GS expression [START_REF] Huang | Interleukin-1 beta and tumor necrosis factor-alpha suppress dexamethasone induction of glutamine synthetase in primary mouse astrocytes[END_REF][START_REF] Zou | Glutamine synthetase down-regulation reduces astrocyte protection against glutamate excitotoxicity to neurons[END_REF]. In the present study, we show that infection with the S-mutant virus rOC/U S241 led to significant microglia/macrophage activation compared to what was observed with infection with the wild-type reference virus (rOC/ATCC) and that treatment with memantine significantly reduced microglial cell activation, as previously reported [START_REF] Takeda | Effect of memantine on the levels of neuropeptides and microglial cells in the brain regions of rats with neuropathic pain[END_REF][START_REF] Wu | Novel neuroprotective mechanisms of memantine: increase in neurotrophic factor release from astroglia and antiinflammation by preventing microglial activation[END_REF].

We show that the increased microglial cell/macrophage activation correlated with the downregulation of expression of GLT-1 and GS (Fig. 5C and6B). Our results suggest that memantine may prevent downregulation of GLT-1 and GS expression by downregulating microglial cell activation, which is responsible for the major release of some proinflammatory molecules, like IL-1, IL-6, and TNF-␣, that could act on disruption of glutamate homeostasis by downregulating glutamate recycling [START_REF] Danbolt | Glutamate uptake[END_REF][START_REF] Hu | Cytokine effects on glutamate uptake by human astrocytes[END_REF][START_REF] Liao | Differential effects of cytokines and redox potential on glutamate uptake in rat cortical glial cultures[END_REF].

Glutamate excitotoxicity may damage the cytoskeleton of axons and affect the axonal transport rate by disrupting the neurofilament phosphorylation state [START_REF] Ackerley | Glutamate slows axonal transport of neurofilaments in transfected neurons[END_REF][START_REF] Miller | Axonal transport of neurofilaments in normal and disease states[END_REF]. Signs of neuronal injury are monitored by evaluation for a change in the NF phosphorylation state, which is characterized by a loss of nonphosphorylated NF in soma and an increase in nonphosphorylated NF in axons [START_REF] Shea | Organizational dynamics, functions, and pathobiological dysfunctions of neurofilaments[END_REF]. Mice infected with rOC/U S241 or rOC/ATCC also showed an abnormal loss of nonphosphorylated NF-H in soma in the grey matter (GM), and this was more evident following rOC/U S241 infection. Moreover, the spinal cord white matter (WM) of mice infected with rOC/U S241 or rOC/ATCC presented abnormal axonal nonphosphorylated NF-H, which was also more evident following rOC/U S241 infection, even leading to axonal beading and swelling (Fig. 7). It has already been reported that modifications in the phosphorylation state of neurofilaments contribute to motor neuron disease, as observed in amyotrophic lateral sclerosis (ALS) and multiple sclerosis (MS), as well as following infection with Theiler's murine encephalomyelitis virus (TMEV) in an animal model of MS [START_REF] Schirmer | Axonal loss and neurofilament phosphorylation changes accompany lesion development and clinical progression in multiple sclerosis[END_REF][START_REF] Tsunoda | Axonal injury heralds virus-induced demyelination[END_REF][START_REF] Boylan | Immunoreactivity of the phosphorylated axonal neurofilament H subunit (pNF-H) in blood of ALS model rodents and ALS patients: evaluation of blood pNF-H as a potential ALS biomarker[END_REF]. This abnormal disruption of the NF-H phosphorylation state in axons and cell bodies observed following infection could lead to neuronal dysfunction and disruption of axonal transport with perturbations in neuronal transmission, which was demonstrated to account for motor disabilities [START_REF] Perrot | Review of the multiple aspects of neurofilament functions, and their possible contribution to neurodegeneration[END_REF]. Daily treatment with memantine (3 g/g) significantly reduced the imbalance in NF-H phosphorylation and also improved motor dysfunctions, probably through both a direct effect on protection of neurons from glutamate overactivation on NMDA receptors [START_REF] Lipton | Pathologically-activated therapeutics for neuroprotection: mechanism of NMDA receptor block by memantine and Snitrosylation[END_REF] and an indirect effect by downregulating microglial cell activation, that result in the release of proinflammatory mediators or toxic molecules that may damage neurons [START_REF] Takeda | Effect of memantine on the levels of neuropeptides and microglial cells in the brain regions of rats with neuropathic pain[END_REF][START_REF] Wu | Novel neuroprotective mechanisms of memantine: increase in neurotrophic factor release from astroglia and antiinflammation by preventing microglial activation[END_REF].

Memantine is an adamantane derivative. Some of these derivatives are used as drugs in human medicine and have antiviral properties. These include amantadine and rimantadine (with activity against influenza A virus [START_REF] Cady | Specific binding of adamantane drugs and direction of their polar amines in the pore of the influenza M2 transmembrane domain in lipid bilayers and dodecylphosphocholine micelles determined by NMR spectroscopy[END_REF]), tromantadine (with activity against herpes simplex virus [START_REF] Ickes | Tromantadine inhibits a late step in herpes simplex virus type 1 replication and syncytium formation[END_REF]), and bananin (with activity against the SARS coronavirus [START_REF] Tanner | The adamantanederived bananins are potent inhibitors of the helicase activities and replication of SARS coronavirus[END_REF]).

In order to explore the mode of action of memantine as an antiviral molecule, we made use of mouse primary CNS cell cultures (which express NMDA receptors) and of a human epithelial cell line (commonly used in the laboratory to amplify HCoV-OC43, which does not express NMDA receptors). The observation that memantine affects viral replication in both cell types strongly suggests that memantine acts as an antiviral drug without the involvement of NMDA receptors (Fig. 10A andB). Moreover, our observation that memantine shows a highly significant antiviral activity after primary infection of susceptible cells (Fig. 10C) indicates that it inhibits viral replication after virus attachment to the cell receptor, as was also shown for other adamantane derivatives. Indeed, amantadine and rimantadine inhibit the early steps of uncoating of influenza virus in endosomes [START_REF] Bukrinskaya | Rimantadine hydrochloride blocks the second step of influenza virus uncoating[END_REF][START_REF] Takeda | Influenza A virus M2 ion channel activity is essential for efficient replication in tissue culture[END_REF], tromantadine inhibits early steps in herpes simplex virus replication before macromolecular synthesis and a late event, such as assembly or release of virus [START_REF] Rosenthal | Tromantadine: inhibitor of early and late events in herpes simplex virus replication[END_REF], and bananin inhibits the helicase activities of SARS coronavirus [START_REF] Tanner | The adamantanederived bananins are potent inhibitors of the helicase activities and replication of SARS coronavirus[END_REF]. Memantine could act by inhibition of the ion channel activity of the HCoV-OC43 E protein, as amantadine and rimantadine do by binding the influenza virus M2 protein proton channel [START_REF] Bukrinskaya | Rimantadine hydrochloride blocks the second step of influenza virus uncoating[END_REF][START_REF] Takeda | Influenza A virus M2 ion channel activity is essential for efficient replication in tissue culture[END_REF], or it could inhibit the ATPase activity of the HCoV-OC43 helicase, as bananin does against the SARS coronavirus [START_REF] Tanner | The adamantanederived bananins are potent inhibitors of the helicase activities and replication of SARS coronavirus[END_REF].

To our knowledge, our study shows the first evidence that memantine, widely used in humans to treat neurological diseases, shows antiviral properties against a human neuroinvasive and neurotropic virus. This novel action of memantine strongly suggests that it could be used as an antiviral agent in various neurological diseases with a viral involvement, such as herpes encephalitis or meningitis, or neurological diseases for which the etiology could involve viruses, such as multiple sclerosis (78), Alzheimer's disease [START_REF] Grant | The significance of environmental factors in the etiology of Alzheimer's disease[END_REF], and Parkinson's disease [START_REF] Tisch | HIV, HAART, and Parkinson's disease: coincidence or pathogenetic link?[END_REF].

Moreover, as shown in Fig. 9, transient treatment with memantine (5 g/g) significantly (P Ͻ 0.05) attenuated viral replication in the CNS of infected mice, which strongly suggests that me-mantine could be used as a prophylactic agent for a short treatment in an attempt to control some viral outbreaks, as previously shown for other antiviral agents effective against influenza virus [START_REF] Ison | Clinical use of approved influenza antivirals: therapy and prophylaxis[END_REF].

In summary, we show that memantine improved clinical scores related to paralytic disease and motor disabilities by partially restoring the physiological NF phosphorylation state in Smutant-virus-infected mice. Moreover, memantine attenuated, in a dose-dependent manner, mortality rates and body weight loss and reduced viral replication in the central nervous system of HCoV-OC43-infected mice. Furthermore, glutamate recycling via the GLT-1 transporter and the GS enzyme, rather than glutamate synthesis, appears to be the key factor in glutamate homeostasis dysregulation that may lead to the motor dysfunctions and paralytic disease induced in mice following infection with HCoV-OC43. Even though we are aware of the potential limitations of studying a human virus in a mouse model and we are interpreting our results accordingly, we believe that this approach is relevant and important for predicting how a virus could interact with humans, as shown for several other human viruses used in mouse models [START_REF] Fett | Complete protection against severe acute respiratory syndrome coronavirus-mediated lethal respiratory disease in aged mice by immunization with a mouse-adapted virus lacking E protein[END_REF][START_REF] Page | Induction of alternatively activated macrophages enhances pathogenesis during severe acute respiratory syndrome coronavirus infection[END_REF][START_REF] Noçon | The bacteriostatic protein lipocalin 2 is induced in the central nervous system with West Nile virus encephalitis[END_REF][START_REF] Li | A chimeric dengue virus vaccine using Japanese encephalitis vaccine strain SA14-14-2 as backbone is immunogenic and protective against either parental virus in mice or nonhuman primates[END_REF][START_REF] Mott | Role of interleukin-2 and herpes simplex virus 1 in central nervous system demyelination in mice[END_REF]. Our results also strongly suggest that memantine could be used as both a prophylactic and a therapeutic antiviral agent against neuroinvasive and neurotropic human viruses that cause viral encephalitis or meningitis or neurological diseases in which the etiology could involve viruses. Further studies are under way to investigate both the role of inflammation on the downregulation of glutamate recycling and the precise mechanism that triggers NMDA receptor-associated excitotoxicity, to identify the viral and cellular factors involved in the process following infection of mice by the human coronavirus OC43, and to understand how memantine plays such an important role in controlling both neurodegeneration and viral infection itself.

FIG 1

 1 FIG 1Daily memantine and dizocilpine treatment attenuates the motor dysfunctions and severe paralysis induced following infection of mice by S-mutant human coronavirus OC43. Groups of 10 BALB/c mice infected with rOC/U S241 were treated daily by intraperitoneal injection of a defined dose of memantine or dizocilpine or of PBS (vehicle). Motor dysfunctions were evaluated and scored according to a scale based on experimental allergic encephalitis (EAE) clinical score (CS) evaluation (0 to 1, normal with no clinical signs; 1.5 to 2, partial hind-limb paralysis with a walk close to ground level; 2.5 to 3.5, complete hind-limb paralysis; 4 to 5, moribund state and death). (A) Daily treatment with 0.5 g/g dizocilpine attenuated the clinical scores in mice infected with rOC/U S241 . Higher doses of dizocilpine had strong side effects on mice and increased the mortality rate, as illustrated in Fig.2. (B) Daily memantine treatment attenuated (doses, up to 10 g/g) and even abolished (dose, 30 g/g) the clinical scores in a dose-dependent manner. Results are representative of three independent experiments.

FIG 2 FIG 3

 23 FIG 2Daily memantine treatment attenuates the mortality rates of infected mice compared to those achieved with dizocilpine and vehicle (control) treatment. Groups of 10 BALB/c mice infected with reference wildtype virus (rOC/ATCC) or S-mutant virus (rOC/U S241 ) were treated daily with an intraperitoneal injection of a defined dose of memantine or dizocilpine or of PBS (vehicle). (A) Daily memantine treatment attenuated (doses, up to 5 g/g) and totally suppressed (doses, 10 g/g and above) the mortality rates for mice infected with either virus in a dose-dependent manner. (B) Daily dizocilpine treatment did not attenuate the mortality rates for mice infected with either virus. A higher dose of dizocilpine (1 g/g) by itself increased the mortality rate. Results are representative of three independent experiments.

FIG 4

 4 FIG 4 Increase in extracellular glutamate levels and LDH release following infection of primary cultures of mouse CNS. Primary cultures of mouse CNS cells were infected with reference wild-type virus (rOC/ATCC) or S-mutant virus (rOC/U S241 ) at different MOIs and treated with memantine (20 M) or vehicle (medium). (A) Increasing MOIs of both viruses led to an increase in the extracellular glutamate level that was significantly decreased by memantine (MOIs, 0.1 and 1). (B) Increasing MOIs of both viruses also led to an increase in LDH release that was also significantly reduced by memantine (MOIs, 0.1 and 1). #, P Ͻ 0.05 (Dukey's test) for comparison to mock-infected cells; ##, P Ͻ 0.01 (Dukey's test) for comparison to mock-infected cells; &, P Ͻ 0.05 (Dukey's test) for comparison of rOC/ATCC-or rOC/U S241 -infected cells at a defined MOI; *, P Ͻ 0.05 (Dukey's test) for comparison of memantine-and vehicle-treated infected cells.

FIG 8

 8 FIG 8 Daily treatment with high doses of memantine attenuates viral replication in the CNS of infected mice. Groups of three BALB/c mice infected with reference wild-type virus (rOC/ATCC) or S-mutant virus (rOC/U S241 ) were sacrificed and evaluated for viral replication in brains and spinal cords every 2 days. (A) Memantine treatment reduced viral replication in the brains and spinal cords of infected mice in a dose-dependent manner (between 10 g/g and 30 g/g). (B) Dizocilpine treatment did not affect viral replication in the brains and spinal cords of infected mice. Data are represented as medians with ranges (n ϭ 3). *, P Ͻ 0.05 (Dukey's test) for comparison to control mice (infected mice treated only with vehicle) for a defined day postinfection; **, P Ͻ 0.01 (Dukey's test) for comparison to control mice (infected mice treated only with vehicle) for a defined day postinfection; ***, P Ͻ 0.001 (Dukey's test) for comparison to control mice (infected mice treated only with vehicle) for a defined day postinfection. Each symbol on the graph represents a single mouse. L.O.D., limit of detection; TCID 50 , 50% tissue culture infective dose. Results are representative of those from two independent experiments.

FIG 9

 9 FIG 9 Prophylactic transient treatment with memantine attenuates viral replication in the CNS of infected mice. Groups of three BALB/c mice were treated with memantine (5 g/g) 1 day before viral infection and daily for 4 days postinfection. Mice infected with reference wild-type virus (rOC/ATCC) or S-mutant virus (rOC/U S241 ) were sacrificed and evaluated for viral replication in brains and spinal cords every 2 days. The preventive memantine treatment reduced viral replication in the brains and spinal cords of infected mice. Data are represented as medians with ranges (n ϭ 3). *, P Ͻ 0.05 (Dukey's test) for comparison to control mice (infected mice treated only with vehicle) for a defined day postinfection. Each symbol on the graph represents a single mouse. L.O.D., limit of detection; TCID 50 , 50% tissue culture infective dose. Results are representative of those from two independent experiments.

FIG 10

 10 FIG 10 High doses of memantine reduce viral replication in a NMDA-blockade-independent manner. Primary cultures of mouse CNS cells or the HRT-18 cell line were infected with reference wild-type virus (rOC/ATCC) or S-mutant virus (rOC/U S241 ) and treated with increasing doses of memantine or dizocilpine. Memantine treatment significantly reduced intra-and extracellular infectious virus titers in primary cultures of mouse CNS cells (A) and in cells of the human epithelial HRT-18 cell line (B) compared to those achieved with dizocilpine and control (medium alone) treatment. h.p.i., hours postinfection. *, P Ͻ 0.05 (Dukey's test) for comparison of memantine-or dizocilpine-treated infected cells with PBS-treated infected cells; **, P Ͻ 0.01 (Dukey's test) for comparison of memantine-or dizocilpine-treated infected cells with PBS-treated infected cells. (C) Memantine treatment (70 M) significantly reduced intra-and extracellular infectious virus titers when added after virus adsorption. B, before infection; D, during infection; A, after infection. *, P Ͻ 0.05 (Dukey's test) for comparison of memantine-treated infected cells and control (PBS-treated infected) cells. Results are representative of three independent experiments. (D) Expression of the NR1 subunit of the NMDA receptor was confirmed by RT-PCR in primary cultures of mouse CNS cells (lane 1; the 211-bp fragment size is indicated). No expression was detected in the HRT-18 cell line (lane 2). Lane MM, molecular size marker; lane Ϫ, negative control for PCR.
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