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Echovirus 6 (E6) infection, a member of enterovirus, can cause severe neurological complications, particularly viral meningitis and encephalitis in children. However, the shortage of effective animal models has substantially impeded research on its pathogenesis and the advancement of therapeutic strategies. This study established and characterized a novel E6 infection model by employing transgenic (Tg) mice carrying the human neonatal Fc receptor (hFcRn). Following intracranial injection via the foramen magnum with E6, hFcRnTg mice exhibited significantly lower survival rates, impaired weight gain, and more severe clinical manifestations compared to wild-type control. Elevated levels of virus were detected in the brain, spinal cord, and muscle tissues of hFcRnTg mice, accompanied by substantial pathological changes, including neuronal damage, glial cell proliferation, and inflammatory infiltration. Immunofluorescence analyses confirmed active viral replication in the thalamus, meninges, and hippocampus. Extensive cytokine analysis showed increased concentrations of pro-inflammatory mediators, including MCP-1, IFN-γ, and TNF-α. Transcriptomic and proteomic analyses revealed enhanced immune pathways and suppressed metabolic processes, with key proteins MyD88, Cxcl10, and Irf3 central to the host response. Notably, our findings suggest that E6 infection may engage ZBP1-centered PANoptosis, although the underlying mechanisms require further validation. This model provides a valuable tool for investigating E6 pathogenesis and evaluating potential therapeutic strategies.
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1 Introduction

Echovirus 6 (E6), classified within the Enterovirus betacoxsackie species of the genus Enterovirus in the Picornaviridae family, is a single-stranded, positive-sense RNA virus. Its genome spans approximately 7.4 kb and encodes 11 viral proteins: VP1, VP2, VP3, VP4, 2A, 2B, 2C, 3A, 3B, 3C, and 3D (1, 2). Based on the VP1 sequence characteristics, E6 can be classified into six subgenotypes (A-F), with subgenotypes E and F being the primary types associated with acute flaccid paralysis (AFP) and viral meningitis (VM) in children (3). From 1988 to 2018, the predominant circulating E6 subgenotypes in China were C, E, and F, with subgenotype F becoming the most prevalent since 2007 (3).

E6 infection can result in a range of clinical manifestations in children, with mild cases presenting as fever and respiratory symptoms, while severe cases may present with central nervous system (CNS) symptoms, potentially leading to serious complications or even death (4–8). Between April and July 2005, an outbreak of aseptic meningitis linked to E6 was reported in Jinzhai County, Anhui Province, impacting 97 children between the ages of 3 and 15. Thirty (30.93%) E6 strains were isolated and exhibited a genetic homogeneity of 99.7 to 100% and were classified within the C4 subcluster. This is also the first reported outbreak of E6-associated meningitis in China (9). E6 has been reported as the predominant pathogen among 75 pediatric enterovirus encephalitis cases in Hunan province, China, and between 2017 and 2019, accounting for 52.0% (39/75) of infections (10). An outbreak of neurologically symptomatic E6 infections was documented in the Netherlands during the summer of 2016, with 15 out of 31 cases exhibiting neurological manifestations, predominantly clustered in a single province (6). An atypical transmission pattern of E6 meningitis was reported during the 2021–2022 COVID-19 pandemic in Israel, characterized by a 66% decline in cases during the Omicron wave, followed by a subsequent 78% surge, with E6 accounting for 29% of enterovirus cases and predominantly affecting patients around 25 years of age (7). Environmental surveillance by Susana Monge demonstrated the presence of E6 strains in wastewater and drinking water systems from 2007 to 2016. Genetic analysis uncovered that these environmental strains shared notable genetic similarity with clinical isolates implicated in outbreaks of VM and viral encephalitis (VE) among local children (11).

The pathogenic mechanisms of E6 infection leading to VM and VE remains to be elucidated, and there are presently no approved vaccines or therapies for prevention or treatment. Stable animal models are critical for studying pathogenic mechanisms, vaccine development, and drug discovery; however, no animal model for E6 infection is available to date. Humans are the only natural host of echoviruses. The human neonatal Fc receptor (hFcRn) was reported to be a key receptor in the recognition and mediation of echovirus infections, including E6 which provides the possibility for the establishment of transgenic animal model (12, 13). This study aims to construct a stable and effective E6 infection model using hFcRn transgenic mice (Tg). 7-day-old C57BL/6 hFcRnTg mice were utilized and simulated disease progression through intracranial injection of the E6. Clinical symptom scores and survival rates were recorded and analyzed in the infected mice. Furthermore, viral replication, as well as pathological and immunohistochemical features in the brain, spinal cord, and muscle tissues, were examined to confirm successful disease model establishment and to identify key biological markers.



2 Materials and methods


2.1 Animals, cells and viruses

hFcRnTg mice, C57BL/6 J strain were specific pathogen free (SPF) and were kindly provided by Academician Gao Fu’s research group. All hFcRnTg mice were kept in separate ventilated enclosures and supplied with adequate food and water.

Human rhabdomyosarcoma (RD) (CL-0193, Pricella, Wuhan, China) cells were cultured in Dulbecco’s modified Eagle medium (DMEM) (G4511, Servicebio, Wuhan, China) containing 10% fetal bovine serum (FBS) (10,099,141, Gibco, New York, USA) and 1% penicillin–streptomycin (PS) (15,140,122, Gibco, New York, USA) at 37 °C with 5% CO2. RD cells were used to propagate this virus. Viruses in this study included E6-SJZ366 (GenBank: MH830353.1), which was from the cerebrospinal fluid (CSF) sample of a patient with encephalitis.



2.2 Animal infection experiments

Seven-day-old hFcRnTg mice were infected with E6 strain SJZ366 at 4.0 × 107 PFU through intracerebral (IC) routes; control mice were inoculated with maintenance medium (MM) and reared separately from the infected mice (n = 9 per group). The weights, survival rates, and clinical scores of the mice were recorded daily. The grade of clinical disease was scored as follows: 0, no disease; 1, significant weight loss; 2, inability to right itself when placed on back; 3, hind limb weakness; 4, left/right hind limb paralysis; 5, mortality.



2.3 Determination of virus titers in mouse tissues

Mouse tissues were collected from 7-day-old hFcRnTg mice via IC injection of SJZ366 at 1 to 7 days post-infection (dpi). All samples were suspended in phosphate-buffered saline (PBS) and homogenized using an automated tissue grinder (SWE-C6, Servicebio, Wuhan, China). After three freeze–thaw cycles, the mixtures were centrifuged to obtain the supernatant. At each time point, the collected supernatant was subjected to 10-fold serial dilutions across 12 gradients and inoculated into RD cells seeded in 96-well plates. Following 7 days of incubation and observation, viral titers were calculated using the TCID50 assay.



2.4 Sample collection and preprocessing for cytokine analysis

Brain tissues were collected and weighed. For tissue homogenization, 500 μL of ProcartaPlex Cell Lysis Buffer (containing protease inhibitors) (EPX-99999-000, Thermo Fisher Scientific, Waltham, MA, USA) was added per 100 mg of tissue. Tissues were homogenized using a mechanical homogenizer with 5 mm stainless steel beads at 25 Hz for 0.5–3 min. After centrifugation at 16,000 × g for 10 min at 4 °C, the supernatant was collected. Total protein was quantified and normalized to 10 mg/mL using 1 × PBS before storage at −80 °C.



2.5 Multiplex cytokine analysis

Cytokine concentrations were determined with the ProcartaPlex Mouse Cytokine & Chemokine 36-Plex Panel 1a (EPX360-26092-901, Thermo Fisher Scientific, Waltham, MA, USA) array. Thirty-six cytokines were simultaneously analyzed, including interferon-gamma (IFN-γ), interleukin (IL) series, tumor necrosis factor-alpha (TNF-α), and chemokines. Briefly, magnetic beads were prepared and washed with assay buffer. Standards were reconstituted and serially diluted (4-fold, with 8 concentrations). Portions of brain tissue samples were collected and analyzed for viral presence using the TCID50 method, ensuring that the experimental group was indeed under viral infection conditions. The remaining brain tissue samples were homogenized in ProcartaPlex Cell Lysis Buffer (EPX-99999-000), and the supernatant was subsequently collected for further analysis. Blood was collected in endotoxin-free tubes, clotted 20–30 min at room temperature, then centrifuged at 1,000 × g for 10 min at 4 °C. Serum was aliquoted and stored at −80 °C until analysis. Samples (25 μL for diluted tissue homogenates) and standards were incubated with the beads in a 96-well plate at room temperature for 30 min with shaking (500 rpm), followed by overnight incubation at 4 °C. After washing, detection antibodies were added and incubated for 30 min at room temperature. After washing, the plate was incubated with Streptavidin-Phycoerythrin (SA-PE) for 30 min. Subsequently, beads were washed again, resuspended in Reading Buffer, and analyzed using the Luminex 200 system. Cytokine concentrations were calculated using five-parameter nonlinear regression analysis of the standard curves.



2.6 Histopathological and immunofluorescence assays

At 2 dpi following SJZ366 IC injection in 7-day-old hFcRnTg mice, brains from both groups (n = 3 per group) were harvested, fixed in formalin for 24 h, dehydrated, and paraffin-embedded. Five-micrometer sections were cut, deparaffinized with xylene, and stained with H&E. Imaging and analysis were performed using the PANNORAMIC DESK/MIDI/250/1000 scanner and CaseViewer 2.4 software (3DHISTECH, Budapest, Hungary). Tissues designated for immunofluorescence were fixed in 10% paraformaldehyde for 24 h, embedded in OCT, and cryosectioned. To evaluate E6 double-stranded RNA (dsRNA) distribution, sections were incubated overnight at 4 °C with mouse polyclonal anti-dsRNA J2(1:500, 10,010,500, SCICONS, Szirák, Hungary) and mouse monoclonal anti-GAPDH (1:100, GB15002, Servicebio, Wuhan, China) antibodies.



2.7 Library preparation for transcriptome sequencing

E6 (4.0 × 107 PFU) was administered by intracerebral injection into 7-day-old hFcRnTg and control mice (n = 3 per group). Brain tissues were harvested for total RNA extraction with TRIzol reagent (15,596,026, Invitrogen, CA, USA). The RNA integrity was assessed by agarose gel electrophoresis, and RNA concentration was accurately quantified using a NanoDrop spectrophotometer; mRNA was isolated from total RNA with oligo-dT-onjugated magnetic beads and subsequently fragmented; without pre-fixing the insert size, first- and second-strand cDNA were synthesized using reverse transcriptase, after which the reverse-transcription products underwent end repair and 3′ adenylation to generate double-stranded libraries; sequencing adapters were ligated to the fragments, and the ligation products were purified to remove incompletely ligated molecules and adapter dimers; PCR amplification was then performed using primers complementary to the adapter sequences, and the amplified libraries were purified with magnetic beads to yield the final sequencing libraries; following library construction, library concentration was measured with a Qubit fluorometer and fragment-size distribution was evaluated using an Agilent fragment analyzer to ensure library quality; libraries that passed quality control were sequenced on the Illumina NovaSeq 6,000 platform using a PE150 strategy, wherein 150 bp are read from each end of the fragments. Each sample is assigned its own unique set of indexes (non-overlapping across samples), and demultiplexing is performed after sequencing based on the index information. (NCBI BioProject ID: PRJNA1331447, to be released in 2026).



2.8 RNA-Seq data bioinformatics analysis

After quality control with fastp (v0.20.1), the cleaned reads were aligned to the mouse reference genome GRCm38.p5 (mm10) using STAR (v2.7.8a), with the genome index built from Gencode vM13 annotations. Gene-level quantification was performed with RSEM (v1.3.3) to obtain raw counts and TPMs. Differential expression analysis was conducted with edgeR (v3.28.1) using raw counts with TMM normalization and statistical testing, applying a significance threshold of p < 0.05 and |log2 fold change| ≥ 1.5 to identify differentially expressed genes (DEGs). Functional enrichment was performed with clusterProfiler (v3.14.3) using annotations from org.Mm.eg.db (v3.10.0) and KEGG Release 102.



2.9 Sample preparation for proteome sequencing

Seven-day-old hFcRnTg and control mice received IC injections of E6 (4.0 × 107 PFU). Brain tissue was lysed on ice in RIPA buffer supplemented with protease and phosphatase inhibitors, followed by centrifugation to collect the supernatant. Portions of brain tissue samples were collected and analyzed for viral presence using the TCID50 method, ensuring that the experimental group was indeed under viral infection conditions. Protein concentration was determined by the BCA assay, and equal amounts of protein were processed by reduction with DTT/TCEP and alkylation with IAA/CAA, then digested with trypsin at 37 °C overnight at an enzyme-to-substrate ratio of approximately 1:50–1:100. The digests were acidified, desalted using C18 SPE, and reconstituted in 0.1% formic acid. A label-free quantification strategy was employed without isotopic tagging, and the primary workflow used single-shot analysis without prefractionation. Peptides were separated by nano-flow reversed-phase LC using a water/acetonitrile gradient containing 0.1% formic acid and analyzed on a Q Exactive HF-X mass spectrometer in data-dependent acquisition (DDA) mode. Raw MS data were processed with MaxQuant (version 1.6.6) using the SwissProt database for protein identification. The protein database was obtained from the UniProt database.



2.10 Proteomics data bioinformatics analysis

Sample-specific protein database was constructed, and raw mass spectrometry data were searched against it using MaxQuant. Based on UniProt-derived search results, quality control was performed at the peptide and protein levels. Identified proteins were annotated using standard resources, including GO, KEGG, protein domains, COG/KOG, and STRING. Protein quantification, differential protein identification, and functional classification were then conducted. Label-free quantification (LFQ) was applied, and proteins with p < 0.05 and a fold change of ≥1.5 were considered differentially expressed. Enrichment of biological functions and pathways among differentially expressed proteins was assessed using Fisher’s exact test. Finally, protein–protein interaction (PPI) network analysis was performed to identify key regulatory proteins under the experimental conditions.



2.11 Quantification and statistical analysis

Statistical tests and generation of graphs was done in GraphPad Prism 8.0. Mouse survival rates were compared using the log-rank (Mantel-Cox) test, while clinical scores were evaluated by the Wilcoxon test. Significance levels are denoted as follows: *p < 0.05; **p < 0.01; ***p < 0.001; ****p < 0.0001; and “ns” for non-significant results. Final figures were edited and assembled in Adobe Illustrator.




3 Results


3.1 Establishment of an E6 hFcRnTg mouse model of encephalitis infection

The survival analysis revealed that hFcRnTg mice had a significantly lower survival rate compared to wild-type (WT) mice over the 7 days observation period following infection (p = 0.0001, 32.18% vs. 100%) (Figure 1A). Additionally, the hFcRnTg group showed no significant increase in body weight, whereas WT mice exhibited a stable growth trajectory, with body weight increasing to approximately 60% by 7 dpi (Figure 1B). Clinical scoring further supported these findings, as hFcRnTg mice displayed elevated scores, peaking at around 4 points by 3 dpi, indicating more severe clinical manifestations (Figure 1C). In terms of viral load, hFcRnTg mice exhibited significantly higher viral titers in the brain on 1 to 3 dpi, suggesting enhanced viral proliferation in the CNS (Figure 1D). Similarly, viral titers in muscle and spinal cord samples showed that hFcRnTg mice had significantly higher viral loads compared to WT mice on 2 and 3 dpi (Figures 1E,F).
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FIGURE 1
 Establishment of the E6 infection mouse encephalitis model. (A) Survival rates of hFcRnTg and WT mice infected with E6 (4.0 × 107 PFU) at 7 days old via IC route. (B) Body weight changes in mice infected through IC route over 7 days post-infection. (C) Clinical scores of mice over 7 dpi. Temporal dynamics of viral titers in different tissues over 7 dpi by TCID50 methods: (D) Brain, (E) Muscle, and (F) Spine. *p < 0.05; **p < 0.01; ***p < 0.001; ****p < 0.0001; and “ns” for non-significant results.




3.2 Pathological and immunofluorescence characteristics in E6-infected hFcRnTg mice

Histopathological evaluation of tissues revealed substantial architectural changes in E6-infected mice (Figures 2A–L), with some neurons exhibiting shrunken nuclei, deep staining, and unclear nuclear-cytoplasmic boundaries (black arrows). Evidence of slight glial cell proliferation (yellow arrows), enlarged pericellular spaces (blue arrows), and occasional perivascular cuffing forming vascular sleeves (green arrows) was also observed. Additionally, localized mild hemorrhaging in the meninges was noted, along with significant lymphocytic focal infiltration (red arrows) and signs of capillary congestion (orange arrows). Immunofluorescence analysis of hFcRnTg mice infected with E6 revealed significant viral replication compared to controls (Figure 3). In the thalamus, meninges, and hippocampus, mock samples showed no detectable dsRNA, whereas E6-infected tissues exhibited prominent dsRNA signals, indicating active viral presence.
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FIGURE 2
 Histopathological changes of brain in mice. Representative H&E staining of brain tissue sections from mock (n = 3) and E6-infected (n = 3) mice at 2 dpi; Mock (A,B,E,F,I,J): uninfected control; Echo6 (C,D,G,H,K,L): E6-infected mice. The background color differences, due to minor variations in H&E staining batches, do not affect the histological interpretation. Scale bars: 20 × = 100 μm; 40 × = 50 μm.


[image: Fluorescent microscopy images comparing Mock and Echo6-treated samples of thalamus, meninges, and hippocampus tissue. DAPI staining shows blue nuclei. dsRNA appears in red for Echo6, indicating viral presence. Merged images combine both stains.]

FIGURE 3
 The proliferation of the E6 in mouse brain tissue. Mice were injected with E18 or cell culture maintenance medium. Brain tissue sections of suckling mice were fixed and immunostained with DAPI (blue, nuclear staining), dsRNA (red, viral double-stranded RNA). Mock: uninfected control; Echo6: E6-infected mice. Scale bar = 25 μm.




3.3 Inflammatory response in infected mice brain

Cytokine analysis of brain tissue in hFcRnTg mice infected with E6 showed significant changes in cytokine expression compared to mock-infected controls (culture medium) (Figure 4A). Notably, pro-inflammatory cytokines such as Interleukin-27 (IL-27), IFN-γ, and TNF-α were markedly elevated in E6-infected mice, suggesting a robust innate antiviral immune response. Additionally, chemokines such as monocyte chemoattractant protein-1 (MCP-1), monocyte chemoattractant protein-3 (MCP-3), and regulated on activation, normal T expressed and secreted (RANTES) showed significant increases, suggesting enhanced recruitment of immune cells to the site of infection. Other cytokines, including Interleukin-6 (IL-6), Interleukin-8 (IL-18), and Interleukin-9 (IL-9), also exhibited elevated levels, further supporting the presence of a heightened inflammatory environment. The serum cytokine profile also shows that E6 infection elicits a broadly upregulated systemic inflammatory response (Figure 4B). Among the elevated mediators, including MCP-1, MCP-3, IL-18, Interferon gamma–induced protein 10 (IP-10), and Interferon gamma (IFN-γ), MCP-1 and IFN-γ increased the most. Specifically, MCP-1 reached approximately 39-fold of the control in serum and approximately 38-fold in brain tissue, whereas IFN-γ reached approximately 124-fold and 15-fold of the control, respectively (Supplementary material 1).
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FIGURE 4
 Inflammatory cytokine profiles in mice. Heat map showing cytokine/chemokine expression profiles in brain tissue (pg/mg) (A) and serum (pg/ml) (B) at 2 dpi, Color intensity indicates concentration.




3.4 Transcriptomic profiling reveals dynamic host response to E6 infection in the brain

Transcriptomic analysis of brain tissues from hFcRnTg mice infected with E6 revealed significant alterations in gene expression profiles compared to mock (culture medium)-infected controls (Figures 5A,B). The E6 group yielded 2,338, 8,875, and 1,989 viral reads across the three samples, respectively; by contrast, all three control samples contained zero viral reads (Supplementary material 1). Correlation analysis of representative differentially expressed genes showed that interferon/inflammation-related genes (e.g., interferon regulatory factor 7 (Irf7), interferon-induced protein with tetratricopeptide repeats 1 (Ifit1), interferon stimulated gene 15 (Isg15), C-X-C motif chemokine ligand 10 (Cxcl10), C-C motif chemokine ligand 5 (Ccl5)) were coordinately upregulated following viral infection and, together with zinc-finger antiviral protein 1 (Zbp1), NLR family CARD domain containing 5 (Nlrc5), and caspase 4 (Casp4), formed a highly coherent, positively correlated module. In contrast, genes involved in neurotransmission and neuronal function (e.g., tryptophan hydroxylase 2 (Tph2), peripherin (Prph), solute carrier family 6 member 2 (Slc6a2), dopamine beta-hydroxylase (Dbh)) constituted a separate cluster that was broadly and significantly negatively correlated with the inflammatory module (blue) (Figure 5C). Additionally, KEGG analysis following viral infection revealed prominent activation of immune pathways centered on phagosome, cytokine-cytokine receptor interaction, and chemokine signaling pathway (Figure 5D). Consistent with this, upregulated GO terms highlighted antiviral or interferon responses, cytokine-mediated signaling, and neutrophil chemotaxis, whereas downregulated categories encompassed neurotransmitter synthesis, transport, and reuptake, as well as dopaminergic synaptic transmission and biogenic amine metabolism (Figures 5E,F). These patterns indicate an inverse association between activation of immune pathways and suppression of neuron or monoamine-related genes.
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FIGURE 5
 Transcriptomic analysis of E6-infected brain tissue. (A) Volcano plot displaying differentially expressed genes (DEGs). Red dots represent significantly upregulated genes, green dots indicate significantly downregulated genes, and grey dots represent genes with no significant change. (B) Hierarchical clustering heatmap showing differentially expressed proteins (DEPs) between two groups. Red indicates upregulation while blue indicates downregulation. C: uninfected control; V: E6-infected mice. (C) Correlation analysis of differentially expressed genes; dot size and color intensity indicate the strength of correlation, with red representing positive correlation and blue representing negative correlation. A “×” symbol indicates non-significant correlation (p > 0.05). KEGG pathway enrichment bubble pack for upregulated and downregulated pathways, in which the five smallest circles with downward arrows indicate the downregulated pathways (D). GO enrichment analysis of downregulated (E) and upregulated pathways (F) showing the top enriched terms in three categories: biological process (red), molecular function (blue), and cellular component (green).




3.5 Proteomic analysis reveals multi-dimensional molecular changes in the brain

Notably, protein expression profiles differed significantly between groups (Figure 6A). By integrating transcriptomic and proteomic data, we identified 73 upregulated proteins that were consistent with the transcriptomic findings, including signal transducer and activator of transcription 1/2 (Stat1/2), Isg15, Ifit1/3, dead-box helicase 58 (Ddx58), and interferon induced with helicase c domain 1 (Ifih1) et al. These proteins were enriched in interferon-mediated antiviral and innate immune pathways, covering pathogen recognition, antigen processing, and related inflammatory responses, thereby indicating an immune-activation state centered on interferon signaling (Figure 6B). Biological process enrichment analysis indicated downregulated processes such as lipid transport and upregulated processes related to defense responses (Figure 6C). Cellular component enrichment highlighted downregulated organelles and upregulated components linked to immune signaling (Figure 6D). Molecular function enrichment revealed downregulated catalytic and binding activities, while upregulated functions were associated with immune responses (Figure 6F). The enrichment cluster of KEGG pathways illustrated the interconnected pathways affected by E6 infection (Figure 6F), while network analysis identified key proteins, including myeloid differentiation primary response 88 (Myd88), Cxcl10, and interferon regulatory factor 3 (Irf3), as central to the immune response, underscoring their interactions (Figure 6G).
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FIGURE 6
 Proteomic analysis in E6-infected brain tissue. (A) Hierarchical clustering heatmap showing differentially expressed proteins (DEPs) between two groups. Red indicates upregulation while blue indicates downregulation. (B) Venn diagram showing overlaps between differentially expressed proteins (upregulated or downregulated) and upregulated genes. No panel for downregulated genes is included because no intersection was observed. Enrichment analysis of DEPs presented as bubble plots: (C) Biological process enrichment, (D) Cellular component enrichment, and (E) Molecular function enrichment. (F) KEGG cluster enrichment analysis comparing virus-infected versus control samples (E-vs-C), with color intensity indicating regulation levels. (G) Protein–protein interaction network of DEPs. All analyses were performed using data from three biological replicates per group, with statistical significance threshold set at p < 0.05.





4 Discussion

E6 infection can lead to severe clinical manifestations, including acute flaccid paralysis and viral meningitis, particularly in children, underscoring the need for a reliable animal model to understand the pathogenic mechanisms. Numerous studies have developed murine models for CV-A16, EV-A71, and CV-A6 to investigate candidate vaccines and pathogenesis using ICR (Institute of Cancer Research) mice, and E30 by a wild 1-day-old mouse model (14–17). Our research group previously identified FcRn as the key functional receptor for enterovirus B, which facilitates viral uncoating and genome release upon cell entry (12). As humans serve as the exclusive natural hosts for EV, the significance of this receptor is heightened. However, there are species differences between human and mouse FcRn. This discovery has significantly advanced the development of transgenic mouse models for studying echovirus infections. For instance, Wells et al. utilized the hFcRnTg32-IFNAR−/− mouse model to demonstrate that the hFcRn and IFN signaling are critical factors in E11 infection (12). The IFN-I axis plays a key role in the protection against EV infection (18, 19). Wessely et al. (20) and Koestner et al. (21) showed that IFNAR−/− mice are highly susceptible to coxsackievirus B3 (CV-B3). Moreover, Zhang et al. (22) established an E11-associated brain damage model via IC inoculation in 2-day-old IFNAR−/− mice using a dose of 107 TCID50 E11. However, immunodeficient mice, with their incomplete immune systems, fail to accurately represent the interactions between the virus and the host immune response, limiting their ability to mimic the pathological processes of natural human infections. This limitation introduces bias in evaluating the viral pathogenesis mechanisms and the efficacy of therapeutic interventions and vaccines.

The establishment of the E6 hFcRnTg mouse model underscores the critical role of the hFcRn receptor in the pathogenesis of E6 infection. This study found that mice in the E6 group exhibited increased mortality and pronounced weight loss at 2 dpi, while viral titers in the brain, muscle, and spinal cord peaked, indicating an acute phase of infection on 2 dpi followed by gradual recovery. The significantly lower survival rates and more severe clinical manifestations observed in hFcRnTg mice suggest that this receptor facilitates enhanced viral replication and neuroinvasion. This finding is consistent with previous studies demonstrating that Fc receptors play a significant role in modulating host susceptibility to viral infections (12, 13, 23, 24). The elevated viral loads in the CNS of hFcRnTg mice further support the hypothesis that hFcRn enhances viral entry and replication, leading to more severe disease outcomes. The pronounced differences in viral load and clinical outcomes between hFcRnTg and WT mice highlight the potential of this model for further investigations into the mechanisms of E6 neuroinvasion and the evaluation of antibody, drug, and vaccine efficacy for targeted therapeutic interventions.

The pathological and immunofluorescence findings in E6-infected hFcRnTg mice provide critical insights into the mechanisms of viral encephalitis. The observed architectural changes in brain parenchyma, including neuronal shrunken nuclei and glial cell proliferation, suggest significant cellular stress and damage in response to viral infection. These alterations are consistent with findings in other viral encephalitis models (e.g., EV-A71, CV-A6, and E11), where neuronal injury and inflammatory responses contribute to disease severity (22, 25, 26). The presence of perivascular cuffing and localized hemorrhaging indicates a robust inflammatory response that may facilitate viral neuroinvasion and pathogenesis. This aligns with other studies demonstrating how inflammatory mediators can enhance viral spread by disrupting the blood–brain barrier and amplifying neuroinflammatory processes (27–29). The significant lymphocytic infiltration observed further supports the notion that the immune response plays a dual role, potentially aiding in viral clearance while simultaneously exacerbating tissue injury. Immunofluorescence analysis revealed prominent dsRNA signals in the thalamus, meninges, and hippocampus of E6-infected mice, indicating widespread viral dissemination within CNS. This finding is particularly significant as it identifies potential neuroanatomical targets for viral invasion, consistent with previous research on enteroviral neurotropism. However, Li et al. (30), while constructing an E30 infection mouse model, found that viral dsRNA was distributed throughout the entire brain. This comparison emphasizes the potential primary sites of viral activity within the central nervous system in E6 infection.

Cytokine analysis in hFcRnTg mice infected with E6 reveals a pronounced inflammatory response, characterized by significant elevations in various pro-inflammatory cytokines and chemokines. The marked increase in cytokines such as IL-27, IFN-γ, and TNF-α indicates robust immune activation, which is crucial for combating viral infections (31–33). This heightened immune response is consistent with findings in other viral encephalitis models, where similar cytokine profiles have been associated with severe disease outcomes (34–36). The significant increases in chemokines such as MCP-1, MCP-3, and RANTES suggest enhanced recruitment of immune cells to the site of infection, potentially contributing to the observed tissue damage and inflammation (37–39). Additionally, elevated levels of IL-6 and IL-18 further support the presence of a heightened inflammatory environment, which can lead to neuroinflammation and neuronal damage (40, 41). Overall, these findings underscore the critical role of the inflammatory response in the pathogenesis of E6 infection. Understanding the dynamics of cytokine expression and immune cell recruitment in this model may provide valuable insights into potential therapeutic strategies aimed at modulating the immune response to mitigate tissue damage while promoting viral clearance.

In this study, multi-omics analyses showed that innate immunity, including etinoic acid inducible gene-I (RIG-I) and nuclear factor kappa-light-chain-enhancer of activated B cells (NF-κB), is rapidly activated following E6 infection. Robust immune responses are essential for controlling viral replication and spread within the central nervous system, as demonstrated by many researchers (39, 42, 43). Upon cytosolic entry of viral RNA, retinoic acid-inducible gene I-like receptors (RLRs), such as RIG-I and melanoma differentiation-associated protein 5 (MDA5), recognize RNA and recruit mitochondrial antiviral signaling protein (MAVS), activating downstream pathways (44, 45). This cascade induces type I interferons (IFN-α, IFN-β), key mediators of antiviral defense that engage the Janus kinase (JAK) -STAT pathway to drive antiviral gene expression and suppress viral replication (45). Conversely, the downregulation of metabolic pathways, including tyrosine metabolism and serotonergic synaptic pathways, indicates post-infection metabolic alterations. Accumulating evidence suggests that such metabolic reprogramming in infected cells predominantly benefits viral propagation rather than the host (46). Network analysis identified key proteins, including Myd88, Cxcl10, and Irf3, which are central to the immune response (47–49). Liu et al. (48) demonstrated the significance of MyD88-dependent mechanisms in eliciting maximal pro-inflammatory responses and astrocyte activation (47). These proteins play critical roles in signaling pathways that mediate the host’s antiviral response, reinforcing the interconnectedness of immune signaling during E6 infection. Overall, these changes indicate a coordinated immune-metabolic response to E6 infection. Clarifying these dynamics may inform therapies that modulate host responses to enhance viral clearance while limiting tissue injury.

Interestingly, we observed upregulation of Zbp1, Stat1, Nlrc5, Casp1, and nuclear factor of kappa light polypeptide gene enhancer in B-cells inhibitor alpha (Nfkbia), which showed positive correlations with other elevated inflammatory mediators. These factors, especially ZBP1, were considered key markers regulating PANoptosis (50). Malireddi et al. (50) introduced the concept of PANoptosis, describing an innate immune, lytic, and inflammatory cell death program that coordinately integrates pyroptosis, apoptosis, and necroptosis. Consistent with this framework, Kuriakose et al. (51) found that IAV infection activates ZBP1, which in turn triggers nucleotide-binding oligomerization domain, leucine-rich repeat and pyrin domain-containing protein 3 (NLRP3) inflammasome activation and PANoptosis (52). In 2025, Yang et al. (53) reported that severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2) infection can induce adenosine deaminase acting on RNA 1 (ADAR1) degradation via activation of the cyclic GMP-AMP synthase-stimulator of interferon genes (cGAS-STING) pathway, leading to the accumulation of Z-nucleic acids and subsequent ZBP1-dependent PANoptosis in bystander cells, thereby sustaining inflammation. In addition, Li et al. (54) found that EV-A71 infection induces apoptosis through reactive oxygen species (ROS) and sirtuin 1 (SIRT1) activation; Wang et al. (55) showed that E11 infection activates the NLRP3 inflammasome to drive pyroptosis; and Wang et al. (56) further reported that EV-A71 induced autophagy by inhibiting mammalian target of rapamycin (mTOR) and activating extracellular signal-regulated kinase (ERK) signaling. Taken together with our findings, these studies raise the possibility that EV-induced CNS infections are linked to PANoptosis, although the precise mechanisms remain to be elucidated.



5 Conclusion

In summary, the establishment of this hFcRnTg model represents a significant advancement in understanding E6 pathogenesis and host-pathogen interactions. Our analysis demonstrates that the dynamic interplay between viral infection and host immune responses-characterized by distinct inflammatory profiles and metabolic reprogramming-underscores the complex nature of E6 pathogenesis. Compared to existing immunodeficient models, this model offers distinct advantages by preserving intact immune responses, making it particularly valuable for vaccine development and drug screening. Additionally, our omics data lay a critical foundation for further investigation into the mechanisms of E6 infection. Overall, these findings enhance our understanding of E6-related disease mechanisms and provide a basis for future studies on viral encephalitis and meningitis.



Data availability statement

The original contributions presented in the study are included in the article/Supplementary material, further inquiries can be directed to the corresponding author.



Ethics statement

The animal study was approved by the Committee on the Ethics of Animal Experiments of Beijing Laboratory Animal Research Center. The study was conducted in accordance with the local legislation and institutional requirements.



Author contributions

FL: Visualization, Investigation, Validation, Formal analysis, Writing – original draft. YF: Writing – original draft, Investigation, Visualization, Formal analysis, Validation. LH: Investigation, Writing – review & editing. HZ: Writing – review & editing, Resources, Formal analysis. JH: Writing – review & editing, Conceptualization, Resources. YW: Writing – review & editing, Conceptualization, Resources. ZX: Investigation, Visualization, Funding acquisition, Validation, Supervision, Writing – review & editing. XC: Supervision, Funding acquisition, Writing – review & editing, Conceptualization.



Funding

The author(s) declare that financial support was received for the research and/or publication of this article. This work was supported by the Beijing Natural Science Foundation (grant number L256024), National Key Research and Development Program of China (2023YFC2306002), National Natural Science Foundation of China (82372227), the High-level Public Health Technical Talents Project by the Beijing Municipal Commission of Health (Key discipline personnel-03-38), Beijing Natural Science Foundation (L242052), Funding for Reform and Development of Beijing Municipal Health Commission, and the CAMS Innovation Fund for Medical Sciences (CIFMS) (2019-I2M-5-026).



Acknowledgments

We would like to express our sincere gratitude to Professor Yong Zhang from the Institute for Viral Disease Control and Prevention, Chinese Center for Disease Control and Prevention, for his valuable guidance on animal experiments. We are also grateful to Professor George F. Gao’s and Professor Xin Zhao’s laboratories at the Institute of Microbiology, Chinese Academy of Sciences, for their generous provision of hFcRnTg mice.



Conflict of interest

The authors declare that the research was conducted in the absence of any commercial or financial relationships that could be construed as a potential conflict of interest.



Generative AI statement

The authors declare that no Gen AI was used in the creation of this manuscript.

Any alternative text (alt text) provided alongside figures in this article has been generated by Frontiers with the support of artificial intelligence and reasonable efforts have been made to ensure accuracy, including review by the authors wherever possible. If you identify any issues, please contact us.



Publisher’s note

All claims expressed in this article are solely those of the authors and do not necessarily represent those of their affiliated organizations, or those of the publisher, the editors and the reviewers. Any product that may be evaluated in this article, or claim that may be made by its manufacturer, is not guaranteed or endorsed by the publisher.



Supplementary material

The Supplementary material for this article can be found online at: https://www.frontiersin.org/articles/10.3389/fmed.2025.1657471/full#supplementary-material



References
	 1. Tang, J, Tao, Z, Ding, Z, Zhang, Y, Zhang, J, Tian, B , et al. Complete genome characterization of a novel enterovirus type EV-B106 isolated in China, 2012. Sci Rep. (2014) 4:4255. doi: 10.1038/srep04255 
	 2. Huber, SA, Gauntt, CJ, and Sakkinen, P. Enteroviruses and myocarditis: viral pathogenesis through replication, cytokine induction, and immunopathogenicity. Adv Virus Res. (1998) 51:35–80. doi: 10.1016/s0065-3527(08)60783-6
	 3. Cheng, W, Ji, T, Zhou, S, Shi, Y, Jiang, L, Zhang, Y , et al. Molecular epidemiological characteristics of echovirus 6 in mainland China: extensive circulation of genotype F from 2007 to 2018. Arch Virol. (2021) 166:1305–12. doi: 10.1007/s00705-020-04934-7 
	 4. Lee, HY, Chen, CJ, Huang, YC, Li, WC, Chiu, CH, Huang, CG , et al. Clinical features of echovirus 6 and 9 infections in children. J Clin Virol. (2010) 49:175–9. doi: 10.1016/j.jcv.2010.07.010 
	 5. Ventura, KC, Hawkins, H, Smith, MB, and Walker, DH. Fatal neonatal echovirus 6 infection: autopsy case report and review of the literature. Mod Pathol. (2001) 14:85–90. doi: 10.1038/modpathol.3880260 
	 6. Benschop, KS, Geeraedts, F, Beuvink, B, Spit, SA, Fanoy, EB, Claas, EC , et al. Increase in ECHOvirus 6 infections associated with neurological symptoms in the Netherlands, June to august 2016. Euro Surveill. (2016) 21:30351. doi: 10.2807/1560-7917.Es.2016.21.39.30351 
	 7. Fratty, IS, Kriger, O, Weiss, L, Vasserman, R, Erster, O, Mendelson, E , et al. Increased detection of echovirus 6-associated meningitis in patients hospitalized during the COVID-19 pandemic, Israel 2021-2022. J Clin Virol. (2023) 162:105425. doi: 10.1016/j.jcv.2023.105425 
	 8. Cherabuddi, K, Tagliamonte, MS, Lednicky, JA, Ostrov, DA, Moquin, TL, Thoomkuntla, VK , et al. A case-cluster of aseptic meningitis associated with a newly identified recombinant echovirus6/CoxsackievirusB1 enterovirus. J Infect Dis. (2025) 232:jiaf247. doi: 10.1093/infdis/jiaf247 
	 9. Mao, N, Zhao, L, Zhu, Z, Chen, X, Zhou, S, Zhang, Y , et al. An aseptic meningitis outbreak caused by echovirus 6 in Anhui province, China. J Med Virol. (2010) 82:441–5. doi: 10.1002/jmv.21707 
	 10. Sai, L, Liya, M, Can, L, Suwu, Y, Yang, R, Yunhua, L , et al. Application of PCR technique in etiological diagnosis of children with enterovirus and herpesvirus encephalitis. Chin J Lab Med. (2021) 44:323–7. doi: 10.3760/cma.j.cn114452-20201208-00883
	 11. Monge, S, Benschop, K, Soetens, L, Pijnacker, R, Hahné, S, Wallinga, J , et al. Echovirus type 6 transmission clusters and the role of environmental surveillance in early warning, the Netherlands, 2007 to 2016. Euro Surveill. (2018) 23:1800288. doi: 10.2807/1560-7917.Es.2018.23.45.1800288 
	 12. Zhao, X, Zhang, G, Liu, S, Chen, X, Peng, R, Dai, L , et al. Human neonatal fc receptor is the cellular Uncoating receptor for enterovirus B. Cell. (2019) 177:1553–1565.e16. doi: 10.1016/j.cell.2019.04.035 
	 13. Chen, X, Qu, X, Liu, C, Zhang, Y, Zhang, G, Han, P , et al. Human FcRn is a two-in-one attachment-Uncoating receptor for echovirus 18. MBio. (2022) 13:e0116622. doi: 10.1128/mbio.01166-22
	 14. Sun, Q, Li, J, Wang, R, Sun, T, Zong, Y, Wang, C , et al. Coxsackievirus A6 infection causes neurogenic pathogenesis in a neonatal murine model. Viruses. (2023) 15:511. doi: 10.3390/v15020511 
	 15. Ong, KC, Devi, S, Cardosa, MJ, and Wong, KT. Formaldehyde-inactivated whole-virus vaccine protects a murine model of enterovirus 71 encephalomyelitis against disease. J Virol. (2010) 84:661–5. doi: 10.1128/jvi.00999-09 
	 16. Mao, Q, Wang, Y, Gao, R, Shao, J, Yao, X, Lang, S , et al. A neonatal mouse model of coxsackievirus A16 for vaccine evaluation. J Virol. (2012) 86:11967–76. doi: 10.1128/jvi.00902-12 
	 17. Qu, Y, Wang, J, Chen, Y, Xiao, S, He, Y, Zhang, N , et al. Establishment and application of a wild neonatal mouse model infected with an echovirus 30 isolate. Virol J. (2025) 22:69. doi: 10.1186/s12985-025-02684-z 
	 18. Gao, J, Yang, F, Zhang, J, Yang, H, and Chen, W. CircPTPN11 inhibits the replication of Coxsackievirus B5 through regulating the IFN-I pathway by targeting miR-152-3p/SIRPA axis. Virus Res. (2024) 350:199508. doi: 10.1016/j.virusres.2024.199508 
	 19. Yang, D, Wang, X, Gao, H, Chen, B, Si, C, and Wang, S. Downregulation of miR-155-5p facilitates enterovirus 71 replication through suppression of type I IFN response by targeting FOXO3/IRF7 pathway. Cell Cycle. (2020) 19:179–92. doi: 10.1080/15384101.2019.1704512 
	 20. Wessely, R, Klingel, K, Knowlton, KU, and Kandolf, R. Cardioselective infection with coxsackievirus B3 requires intact type I interferon signaling: implications for mortality and early viral replication. Circulation. (2001) 103:756–61. doi: 10.1161/01.cir.103.5.756 
	 21. Koestner, W, Spanier, J, Klause, T, Tegtmeyer, PK, Becker, J, Herder, V , et al. Interferon-beta expression and type I interferon receptor signaling of hepatocytes prevent hepatic necrosis and virus dissemination in Coxsackievirus B3-infected mice. PLoS Pathog. (2018) 14:e1007235. doi: 10.1371/journal.ppat.1007235 
	 22. Zhang, G, Li, J, Sun, Q, Zhang, K, Xu, W, Zhang, Y , et al. Pathological features of Echovirus-11-associated brain damage in mice based on RNA-Seq analysis. Viruses. (2021) 13:2477. doi: 10.3390/v13122477 
	 23. Morosky, S, Wells, AI, Lemon, K, Evans, AS, Schamus, S, Bakkenist, CJ , et al. The neonatal fc receptor is a pan-echovirus receptor. Proc Natl Acad Sci USA. (2019) 116:3758–63. doi: 10.1073/pnas.1817341116 
	 24. Wells, AI, Grimes, KA, Kim, K, Branche, E, Bakkenist, CJ, DePas, WH , et al. Human FcRn expression and type I interferon signaling control echovirus 11 pathogenesis in mice. PLoS Pathog. (2021) 17:e1009252. doi: 10.1371/journal.ppat.1009252 
	 25. Zhang, Z, Dong, Z, Wei, Q, Carr, MJ, Li, J, Ding, S , et al. A neonatal murine model of Coxsackievirus A6 infection for evaluation of antiviral and vaccine efficacy. J Virol. (2017) 91:e02450–16. doi: 10.1128/jvi.02450-16 
	 26. Wang, Z, Nicholls, JM, Liu, F, Wang, J, Feng, Z, Liu, D , et al. Pulmonary and central nervous system pathology in fatal cases of hand foot and mouth disease caused by enterovirus A71 infection. Pathology. (2016) 48:267–74. doi: 10.1016/j.pathol.2015.12.450 
	 27. Owens, GC, Erickson, KL, Malone, CC, Pan, C, Huynh, MN, Chang, JW , et al. Evidence for the involvement of gamma delta T cells in the immune response in Rasmussen encephalitis. J Neuroinflammation. (2015) 12:134. doi: 10.1186/s12974-015-0352-2 
	 28. Nakamura, T. Immunopathogenesis of HTLV-I-associated myelopathy/tropical spastic paraparesis. Ann Med. (2000) 32:600–7. doi: 10.3109/07853890009002030 
	 29. Lu, M, Meng, G, He, YX, Zheng, J, Liao, SL, Zhong, YF , et al. Pathology of enterovirus 71 infection: an autopsy study of 5 cases. Chin J Pathol. (2009) 38:81–5. doi: 10.3760/cma.j.issn.0529-5807.2009.02.004
	 30. Li, J, Zhang, G, Sun, Q, Zhang, K, Lu, H, Xiao, J , et al. Pathological characteristics of echovirus 30 infection in a mouse model. J Virol. (2022) 96:e0012922. doi: 10.1128/jvi.00129-22 
	 31. Andres-Martin, F, James, C, and Catalfamo, M. IL-27 expression regulation and its effects on adaptive immunity against viruses. Front Immunol. (2024) 15:1395921. doi: 10.3389/fimmu.2024.1395921 
	 32. Kak, G, Raza, M, and Tiwari, BK. Interferon-gamma (IFN-γ): exploring its implications in infectious diseases. Biomol Concepts. (2018) 9:64–79. doi: 10.1515/bmc-2018-0007 
	 33. Christoff, RR, Liesner, IL, Gavino-Leopoldino, D, Andrade, B, Oliveira de Campos, B, Salgado, I , et al. TNF-α blockage prevents late neurological consequences of Zika virus infection in mice. Behav Brain Res. (2024) 471:115114. doi: 10.1016/j.bbr.2024.115114 
	 34. Mominur Rahman, M, Afsana Mim, S, Afroza Alam Tumpa, M, Taslim Sarker, M, Ahmed, M, Alghamdi, BS , et al. Exploring the management approaches of cytokines including viral infection and neuroinflammation for neurological disorders. Cytokine. (2022) 157:155962. doi: 10.1016/j.cyto.2022.155962 
	 35. Savarin, C, and Bergmann, CC. Fine tuning the cytokine storm by IFN and IL-10 following neurotropic coronavirus encephalomyelitis. Front Immunol. (2018) 9:3022. doi: 10.3389/fimmu.2018.03022 
	 36. Sadler, AJ. A viral NOD to encephalitis. J Virol. (2022) 96:e0045422. doi: 10.1128/jvi.00454-22 
	 37. Schnabel, RB, Baumert, J, Barbalic, M, Dupuis, J, Ellinor, PT, Durda, P , et al. Duffy antigen receptor for chemokines (Darc) polymorphism regulates circulating concentrations of monocyte chemoattractant protein-1 and other inflammatory mediators. Blood. (2010) 115:5289–99. doi: 10.1182/blood-2009-05-221382 
	 38. Kiripolsky, J, Romano, RA, Kasperek, EM, Yu, G, and Kramer, JM. Activation of Myd88-dependent TLRs mediates local and systemic inflammation in a mouse model of primary Sjögren’s syndrome. Front Immunol. (2019) 10:2963. doi: 10.3389/fimmu.2019.02963
	 39. Espinoza-Sánchez, NA, Chimal-Ramírez, GK, Mantilla, A, and Fuentes-Pananá, EM. IL-1β, IL-8, and matrix Metalloproteinases-1, −2, and −10 are enriched upon monocyte-breast cancer cell Cocultivation in a Matrigel-based three-dimensional system. Front Immunol. (2017) 8:205. doi: 10.3389/fimmu.2017.00205 
	 40. Wu, ZS, Huang, WL, and Gong, SJ. Effect of adenovirus-mediated overexpression of PTEN on brain oxidative damage and neuroinflammation in a rat kindling model of epilepsy. Chin Med J. (2019) 132:2628–35. doi: 10.1097/cm9.0000000000000496 
	 41. Olesen, MN, Wuolikainen, A, Nilsson, AC, Wirenfeldt, M, Forsberg, K, Madsen, JS , et al. Inflammatory profiles relate to survival in subtypes of amyotrophic lateral sclerosis. Neurol Neuroimmunol Neuroinflamm. (2020) 7:e697. doi: 10.1212/nxi.0000000000000697 
	 42. Araki, T, Ikegaya, Y, and Koyama, R. The effects of microglia- and astrocyte-derived factors on neurogenesis in health and disease. Eur J Neurosci. (2021) 54:5880–901. doi: 10.1111/ejn.14969 
	 43. Ransohoff, RM, and El Khoury, J. Microglia in health and disease. Cold Spring Harb Perspect Biol. (2015) 8:a020560. doi: 10.1101/cshperspect.a020560 
	 44. Zahid, A, Ismail, H, Li, B, and Jin, T. Molecular and structural basis of DNA sensors in antiviral innate immunity. Front Immunol. (2020) 11:613039. doi: 10.3389/fimmu.2020.613039 
	 45. Luan, X, Wang, L, Song, G, and Zhou, W. Innate immune responses to RNA: sensing and signaling. Front Immunol. (2024) 15:1287940. doi: 10.3389/fimmu.2024.1287940 
	 46. Thyrsted, J, and Holm, CK. Virus-induced metabolic reprogramming and innate sensing hereof by the infected host. Curr Opin Biotechnol. (2021) 68:44–50. doi: 10.1016/j.copbio.2020.10.004 
	 47. Koper, OM, Kamińska, J, Sawicki, K, and Kemona, H. CXCL9, CXCL10, CXCL11, and their receptor (CXCR3) in neuroinflammation and neurodegeneration. Adv Clin Exp Med. (2018) 27:849–56. doi: 10.17219/acem/68846 
	 48. Liu, S, and Kielian, T. MyD88 is pivotal for immune recognition of Citrobacter koseri and astrocyte activation during CNS infection. J Neuroinflammation. (2011) 8:35. doi: 10.1186/1742-2094-8-35 
	 49. Suh, HS, Zhao, ML, Choi, N, Belbin, TJ, Brosnan, CF, and Lee, SC. TLR3 and TLR4 are innate antiviral immune receptors in human microglia: role of IRF3 in modulating antiviral and inflammatory response in the CNS. Virology. (2009) 392:246–59. doi: 10.1016/j.virol.2009.07.001 
	 50. Malireddi, RKS, Kesavardhana, S, and Kanneganti, TD. ZBP1 and TAK1: master regulators of NLRP3 Inflammasome/Pyroptosis, apoptosis, and necroptosis (PAN-optosis). Front Cell Infect Microbiol. (2019) 9:406. doi: 10.3389/fcimb.2019.00406 
	 51. Kuriakose, T, Man, SM, Malireddi, RK, Karki, R, Kesavardhana, S, Place, DE , et al. ZBP1/DAI is an innate sensor of influenza virus triggering the NLRP3 inflammasome and programmed cell death pathways. Sci Immunol. (2016) 1:aag2045. doi: 10.1126/sciimmunol.aag2045 
	 52. Kesavardhana, S, Kuriakose, T, Guy, CS, Samir, P, Malireddi, RKS, Mishra, A , et al. ZBP1/DAI ubiquitination and sensing of influenza vRNPs activate programmed cell death. J Exp Med. (2017) 214:2217–29. doi: 10.1084/jem.20170550 
	 53. Yang, B, Hu, A, Wang, T, Chen, X, Ma, C, Yang, X , et al. SARS-CoV-2 infection induces ZBP1-dependent PANoptosis in bystander cells. Proc Natl Acad Sci USA. (2025) 122:e2500208122. doi: 10.1073/pnas.2500208122 
	 54. Li, H, Bai, Z, Li, C, Sheng, C, and Zhao, X. EV71 infection induces cell apoptosis through ROS generation and SIRT1 activation. J Cell Biochem. (2020) 121:4321–31. doi: 10.1002/jcb.29628 
	 55. Wang, C, Yang, R, Yang, F, Han, Y, Ren, Y, Xiong, X , et al. Echovirus 11 infection induces pyroptotic cell death by facilitating NLRP3 inflammasome activation. PLoS Pathog. (2022) 18:e1010787. doi: 10.1371/journal.ppat.1010787 
	 56. Wang, B, Zhu, Y, Liu, L, Wang, B, Chen, M, Wang, J , et al. Enterovirus 71 induces autophagy in mice via mTOR inhibition and ERK pathway activation. Life Sci. (2021) 271:119188. doi: 10.1016/j.lfs.2021.119188 


Copyright
 © 2025 Li, Fu, Huang, Zhang, Huang, Wang, Xie and Chen. This is an open-access article distributed under the terms of the Creative Commons Attribution License (CC BY). The use, distribution or reproduction in other forums is permitted, provided the original author(s) and the copyright owner(s) are credited and that the original publication in this journal is cited, in accordance with accepted academic practice. No use, distribution or reproduction is permitted which does not comply with these terms.

OPS/images/fmed-12-1657471-g005.jpg
30 76

“log10(pad))

Padj=0.05

2oxe m/
3

SRR

Hskasusttstinnils

3

—
—
—
—
—
=
—_—
—
—_—
—
e
—
=
=
—
—
——
—_—
=
=
=

o s ——
—
—
e
—
—
—
—
—
—_—
—

!





OPS/images/fmed-12-1657471-g006.jpg





OPS/images/fmed-12-1657471-g003.jpg
> o

@

snwejeyy sndweosoddiy






OPS/images/fmed-12-1657471-g004.jpg
A

MCP-1
MCP-3
RANTES
118

L6

Eotax
1P-10

31
MIP-talpha
ENA-TS:
L2

IL-28

IFN alpha
1L-23
GRO-alpha:
1L

G-CSF:
110
ILAS/ILASR
MIP-2
113
TNF-alpha
ILA7A
GM-CSF
27
MIP-1beta
IL-1alpha
LIF

L5
IL-beta
IFN-gamma:
L2
1L12p70
M-CSF:
L4

L3

pgimg

120

100

80

60

20

Mock

McP-1
McP-3

1L18

1P-10
IFN-gamma
ILtalpha;
IL5:

IFN alpha
RANTES:
IL6:
ENA-T8
128

22
MIP-1beta
G-CSF
TNF-alpha
ILASALASR
L3
MIP-2

LIF

IL-10

23

27
MIP-talpha
GRO-alpha
L9,
GM-CSF
M-CSF
1L-12p70,
113

L2
IL-1beta
L17A

L4

[}

E6 pgimL

4000

3000

2000

1000






OPS/xhtml/Nav.xhtml




Contents





		Cover



		Establishment an echovirus 6 infection model based on hFcRn transgenic mice



		1 Introduction



		2 Materials and methods



		2.1 Animals, cells and viruses



		2.2 Animal infection experiments



		2.3 Determination of virus titers in mouse tissues



		2.4 Sample collection and preprocessing for cytokine analysis



		2.5 Multiplex cytokine analysis



		2.6 Histopathological and immunofluorescence assays



		2.7 Library preparation for transcriptome sequencing



		2.8 RNA-Seq data bioinformatics analysis



		2.9 Sample preparation for proteome sequencing



		2.10 Proteomics data bioinformatics analysis



		2.11 Quantification and statistical analysis









		3 Results



		3.1 Establishment of an E6 hFcRnTg mouse model of encephalitis infection



		3.2 Pathological and immunofluorescence characteristics in E6-infected hFcRnTg mice



		3.3 Inflammatory response in infected mice brain



		3.4 Transcriptomic profiling reveals dynamic host response to E6 infection in the brain



		3.5 Proteomic analysis reveals multi-dimensional molecular changes in the brain









		4 Discussion



		5 Conclusion



		Data availability statement



		Ethics statement



		Author contributions



		Funding



		Acknowledgments



		Conflict of interest



		Generative AI statement



		Publisher’s note



		Supplementary material



		References



















OPS/images/fmed-12-1657471-g001.jpg
>

Survival rate()

w
o

— 901 & hFcRa™ 8] o hEcRn"S(
= witwes) )
:EE M 5
HE 5
S | 3
——— oo HE £l
= Wi
% 3 & T 7 I R L
Days ofpostnacaton Dars ofpostinecistion oot gk
E F
8 b * hFcRa™(n=9)

l0g1aTCIDygimo)

Viraltitors i brain

I R
Days of postinoculation

Wr(n=9)

itors in musclo
logicTCIDzyima)

Viraltiters in spine

Days of postinoculation Days of postinoculation





OPS/images/fmed-12-1657471-g002.jpg





OPS/images/cover.jpg
’ frontiers = Frontiers in Medicine

Establishment an echovirus 6
infection model based on hFcRn
transgenic mice












OPS/images/crossmark.jpg
©

2

i

|






OPS/images/logo.jpg
¥ frontiers Frontiers in Medicine






