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Attenuated strain 
of CVB3 with a mutation 
in the CAR‑interacting region 
protects against both myocarditis 
and pancreatitis
Ninaad Lasrado1, Arunakumar Gangaplara1,3, Chandirasegaran Massilamany1,4, 
Rajkumar Arumugam1, Allison Shelbourn1, Mahima T. Rasquinha1, 
Rakesh H. Basavalingappa1,5, Gustavo Delhon1, Shi‑Hua Xiang1,2, Asit K. Pattnaik1,2, 
David Steffen1 & Jay Reddy1*

Coxsackievirus B3 (CVB3), is commonly implicated in myocarditis, which can lead to dilated 
cardiomyopathy, in addition to causing acute pancreatitis and meningitis. Yet, no vaccines are 
currently available to prevent this infection. Here, we describe the derivation of a live attenuated 
vaccine virus, termed mutant (Mt) 10, encoding a single amino acid substitution H790A within 
the viral protein 1, that prevents CVB3 infection in mice and protects from both myocarditis and 
pancreatitis in challenge studies. We noted that animals vaccinated with Mt 10 developed virus-
neutralizing antibodies, predominantly containing IgG2a and IgG2b, and to a lesser extent IgG3 and 
IgG1. Furthermore, by using major histocompatibility complex class II dextramers and tetramers, 
we demonstrated that Mt 10 induces antigen-specific T cell responses that preferentially produce 
interferon-γ. Finally, neither vaccine recipients nor those challenged with the wild-type virus revealed 
evidence of autoimmunity or cardiac injury as determined by T cell response to cardiac myosin and 
measurement of circulating cardiac troponin I levels, respectively. Together, our data suggest that Mt 
10 is a vaccine candidate that prevents CVB3 infection through the induction of neutralizing antibodies 
and antigen-specific T cell responses, the two critical components needed for complete protection 
against virus infections in vaccine studies.

Enteroviral infections are common in humans worldwide 1. These are non-enveloped viruses consisting approxi-
mately 7.5 kb positive-sense, single-stranded RNA genome. They possess an icosahedral capsid consisting of 60 
subunits with four structural viral proteins (VPs): VP1 to VP4. The coding region encodes a single polyprotein 
flanked by non-translated regions at both the 5′ and 3′ ends. Group A and group B coxsackieviruses belong to 
the genus Enterovirus, and several serotypes have been identified: 23 in group A and six in group B. Although 
some syndromes are caused only by group A coxsackieviruses, diseases like myocarditis and pancreatitis are 
caused mainly by group B coxsackieviruses1,2.

Within group B coxsackieviruses, coxsackievirus B (CVB)3 is commonly implicated in the causation of 
myocarditis3, in addition to causing acute pancreatitis4 and meningitis in those affected5. CVB-reactive antibod-
ies have been detected in ~ 50% of dilated cardiomyopathy (DCM) patients, while enterovirus genomic material 
has been detected in up to 70%3,6–9, suggesting that CVB can be an important trigger of myocarditis/DCM and 
possibly involve autoimmune responses to cardiac antigens. Indeed, by using major histocompatibility com-
plex (MHC) class II dextramers, we had previously demonstrated that A/J mice infected with CVB3 generate 
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pathogenic myosin-specific T cells, suggesting that autoimmunity is an important sequalae of viral myocarditis10. 
While this observation raises concerns about the use of wild type (wt) viruses as vaccine candidates, success-
ful derivation of altered viruses as vaccine candidates, free of virulence attributes and side effects like cardiac 
autoimmunity, is a challenging task in vaccine research.

In our efforts to analyze critical viral regions required for CVB3 to enter the target cells through coxsackievi-
rus-adenovirus receptor (CAR) interaction, we noted one region corresponding to VP1 771–790 that participates 
in CAR binding. Recently, we created an infectious clone of CVB3 (pBRCVB3) whose ability to induce myo-
carditis was significantly attenuated, while occurrence of pancreatitis remained unaltered11. Using this virus as 
a backbone, we created a series of mutant viruses and identified one virus, termed Mutant (Mt) 10, that offered 
complete protection from both myocarditis and pancreatitis in challenge studies, suggesting that the Mt 10 virus 
could be used as a vaccine candidate. Mechanistically, the vaccine responses were accompanied by induction of 
both virus-neutralizing antibodies (nABs) and antigen-specific-T cell responses, with no evidence of autoim-
munity or cardiac injury.

Results
By generating a full-length infectious clone of the CVB3 genome (pBRCVB3), we had previously reported that 
the pBRCVB3 virus induces mainly pancreatitis, but its myocarditis-inducing ability was severely impaired11. 
Using this virus as the backbone, we sought to create attenuated mutant viruses that would lose their ability to 
induce both myocarditis and pancreatitis, thus leading us to identify one mutant virus possessing a mutation in 
the CAR-binding region as a vaccine candidate in the prevention of CVB3 infection.

Localization of an epitope in the VP1 region that interacts with CAR​.  Our initial efforts were 
intended to identify the immunogenic epitopes of CVB3 to track the generation of virus-specific T cell responses 
in infected animals12. We targeted VP1, one of the four structural proteins of CVB3 that has been identified as 
an immunogenic protein in other enteroviruses13–15. Using an overlapping peptide library, we identified three 
epitopes—VP1 681–700, VP1 721–740, and VP1 771–790—that induce antigen-specific, CD4 T cell responses 
as evaluated by MHC class II dextramers/tetramers12. Next, we took advantage of crystal structure data (PDB: 
1COV)16 and, using the Discovery studio visualizer software, retrieved the footprints of the putative binding 
regions of CVB3 and CAR to determine the locations of viral epitopes. Using the cryo-electron microscopic 
model17, we mapped the VP1 to VP4 proteins as illustrated in the ribbon and surface models (Fig. 1a). These 
analyses led us to note that VP1 771–790 forms a part of the CAR-binding region within the canyon of CVB3 
(Fig. 1b, top panel). Importantly, by analyzing the footprint of the CAR​-CVB3-interacting area in the canyon, 
we noted that eight residues [arginine, asparagine, glycine, valine (RNGV); N, threonine (T), and NN; shown 
as balls] were exposed within VP1 771–790 (Fig. 1b, bottom panel with inset), whereas tyrosine, glycine, iso-
leucine (YGI), and leucine (L) of the N-terminal half and the C-terminal residues [leucine (L) to histidine (H)] 
were buried (not shown) in the peptide. Based on this information, we hypothesized that the exposed residues 
in the VP1 771–790 epitope are required for viral entry into the target cells through CAR interaction, whereas 
the buried residues are not critical for viral entry because they are not expected to interact with CAR (Fig. 1c). 
However, three residues toward the C-terminus, methionine (M; 783), G (784) and T (785), although buried 
partially, can also interact with CAR​17 (Fig. 1b, bottom panel inset). Thus, we identified a region in CVB3 from 
which we would be able to manipulate the viral genome and derive mutant strains to test the hypothesis that the 
mutant viruses may retain infectivity, but lose pathogenicity and determine their phenotypes.

Creation of CVB3 mutant viruses.  To create the mutant strains, we used the pBRCVB3 virus11. We 
sought to generate mutant viruses by targeting nine buried residues within the VP1 771–790 region. These 
included VP1 775, 776 and 777, and 780, 786, 787, 788, 789 and 790, corresponding respectively to two stretches 
of amino acids, YGI and LYARH, including VP1 780 for L at the N-terminal end of the sequence (Fig. 1c and 
Table  S1). Specifically, via PCR-based site-directed mutagenesis using primers (Table  S2), each of the above 
amino acids were mutated to A, except for VP1 788 residue, which was mutated to G (Table S3). In addition, two 
more mutants were created, each representing mutations made in stretches from positions VP1 775 to VP1 777 
and from VP1 786 to VP1 790 (Table S3). After generating plasmid constructs containing the mutated CVB3 
genomes, locations of mutations were confirmed by Sanger DNA sequencing prior to virus recovery (Table S4).

Recovery of infectious mutant viruses.  To recover infectious viruses, we performed transfection 
experiments in Vero cells using the in vitro-transcribed RNA obtained from each mutant clone. After passaging 
twice, we ascertained expression of viral proteins by immunofluorescence, using the wt CVB3 and pBRCVB3 
as positive controls, with media containing uninfected cells serving as negative controls. As shown in Fig. 2a, 
cells infected with wt CVB3 or pBRCVB3 exhibited viral protein expression, but as expected, no expression was 
detected in mock-infected cells (medium control). By comparing the intensity of immunofluorescence, we noted 
that the cells transfected with viral RNAs representing the mutants 2, 3, and 10 had comparable expressions of 
viral proteins, whereas the fluorescence intensities for mutants 4 and 8 were relatively diminished (Fig. 2a). To 
rule out differences in transfection efficiency, we next determined the multi- and single-step growth kinetics of 
the mutant viruses using multiplicity of infection (MOIs) of 0.1, and 3.0 to ascertain if the mutations introduced 
in VP1 affect the growth of the mutant viruses. The analyses revealed significant differences between viruses, 
except for mutant 3. During the initial 3 days of infection at both MOIs, viral titers for mutants 2, 4, 8, and 
10 were lower than wt CVB3 or pBRCVB3 viruses (0.8 to 2.2 log) (Fig. 2b). As the days progressed (days 4 to 
6), viral titers continued to be low for mutants 2 and 4 (Fig. 2b, left panel), whereas those of mutants 8 and 10 
reached the levels of wt CVB3 and pBRCVB3 viruses at MOIs 0.1 and 3.0. However, at MOI 3.0, no such differ-
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Figure 1.   Structural characteristics of VP1 771–790 of CVB3 showing their relationship to the binding region 
between viral canyon and CAR, and an approach to create mutant viruses. (a) Ribbon and surface models of CVB3 
VPs. Using the published pentamer structure of CVB3 (PDB: 1COV)16,17, all four structural proteins of CVB3 (VP1 
[red], VP2 [blue], VP3 [turquoise], and VP4 [purple]) were localized in the protomer, as illustrated in the ribbon (left 
panel) and surface (right panel) models. (b) Localization of VP1 771–790 in the VP1 region. The amino acid residues 
of VP1 771–790, depicted in balls between two protomers (green and red) are shown in the top panel, and their 
positions are indicated in yellow. The surface model (bottom panel) shows the exposed amino acid residues that may 
potentially interact with the CAR; their positions are shown in yellow in the inset. The interactions of VP1 771–790 
with CAR were analyzed using the BIOVIA Discovery Studio v4.0 (https://​www.​discn​gine.​com/​disco​very-​studio). (c) 
Depiction of putative amino acid residues that may interact with CAR. After localizing the residues within the VP1 
region in relation to CAR as described above, the putative residues that potentially interact with the host receptor 
CAR were identified as exposed residues (RNGV, NT, and NN), whereas YGI, L, and LYARH were identified as buried 
residues, which are not expected to interact with CAR (left panel). The right panel represents mutations introduced at 
various positions individually or in combination.

https://www.discngine.com/discovery-studio
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ence was noted for mutant 2 (Fig. 2b, right panel). Of note, viral RNA obtained from other mutants—namely, Mt 
1, Mt 5, Mt 6, Mt 7, Mt 9, and Mt 11—did not yield recoverable viruses, suggesting the mutations are lethal (data 
not shown). Together, the data suggested that the mutations introduced in positions 776 (Mt 2), 777 (Mt 3), 788 
(Mt 8), and 790 (Mt 10), with an exception of 780 (Mt 4), did not appear to significantly affect viral replication, 
leading us to test their infectivity in vivo.

Identification of Mt 10 as a vaccine candidate.  We infected groups of mice with five mutant viruses 
(Mt 2, Mt 3, Mt 4, Mt 8, and Mt 10) individually; at termination on day 21 post-infection, hearts and pancreata 
were collected for histology (Fig. 3a). In these experiments, wt CVB3 and pBRCVB3, and saline recipients were 
used as positive and negative controls, respectively. Figure 3b, left panel, shows that wt CVB3-infected mice, 
but not saline-recipients, had lost body weight by day 9 post-infection [p.i] (p ≤ 0.0001), whereas those infected 
with pBRCVB3 had a similar decline in relation to saline recipients (p ≤ 0.0001), but it occurred progressively 
as expected11. In contrast, animals infected with the mutant viruses remained clinically healthy and did not lose 
body weight compared to wt CVB3 or pBRCVB3 groups (p ≤ 0.0001), except for mice infected with Mt 3. We 
then compared mortalities between groups, and, expectedly, all animals infected with the wt CVB3 died by day 
9 p.i (100%), as opposed to 20% (2/10) of those infected with pBRCVB3 virus (Fig. 3b, right panel, and Table 1, 
top panel). However, none of the animals infected with the mutant viruses died, except for one animal in the Mt 

Figure 2.   Recovery of infectious viruses from mutant clones. (a) Detection of infectivity by mutant viruses. 
Vero cells grown in monolayers on coverslips in 12-well plates were cultured in medium alone or infected 
with EMEM containing wt CVB3, pBRCVB3, Mt 2, Mt 3, Mt 4, Mt 8, or Mt 10, then incubated for 12 h at 
37 °C. Cells were fixed and incubated with anti-CVB3 serum, and a secondary FITC-conjugated IgG was 
added to detect viral antigens. The coverslips were washed and mounted, then examined by Laser Scanning 
Confocal Microscope. Top panel: phase-contrast images. Bottom panel: immunofluorescence images. Original 
magnification: 60×. (b) Comparison of viral titers. Monolayers of Vero cells were grown to 80–90% confluence 
in 12-well plates. Triplicate wells were infected at an MOI of 0.1 or 3.0 with passage 2 viruses of wt CVB3, 
pBRCVB3, Mt 2, Mt 3, Mt 4, Mt 8, or Mt 10. After noting the CPE, the respective viral supernatants were 
harvested, and the viral titers (TCID50) were determined by Spearman-Karber method. Mean ± SEM values are 
shown (n = 3). Mann–Whitney test and Kruskal–Wallis test were used to determine significance between wt 
CVB3/pBRCVB3 and other mutant viruses at different times post-infection. *p ≤ 0.05, **p ≤ 0.01, ***p ≤ 0.001, 
and ****p ≤ 0.0001.
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Figure 3.   Disease phenotypes induced by various mutant viruses. (a) Experimental design. A/J mice were 
infected with wt CVB3, pBRCVB3, Mt 2, Mt 3, Mt 4, Mt 8, and Mt 10 viruses, with saline recipients as 
controls. At termination on day 21, heart and pancreas were collected for histology. (b) Clinical phenotypes. 
Body weights were taken every one to two days until termination and compared between groups (left panel); 
mortalities, if any, were noted to calculate survival rates (right panel). (c) Histopathology. Hearts and pancreata 
collected at termination on day 21 were processed for standard histology to evaluate inflammatory changes. 
Representative sections of hearts (top panel) and pancreata (bottom panel) from saline (negative control), wt 
CVB3 and pBRCVB3 (positive controls), and Mt 10 virus groups are shown. Solid and empty arrows represent 
infiltrations of MNCs in the heart and pancreatic sections, respectively. Circles indicate necrotic areas in the 
pancreatic sections. Magnification, 20×; scale bars, 20 µm. Data sets obtained from two individual experiments, 
each involving n = 4 to 5 mice, are shown. Two-way ANOVA with a Sidak’s post-test was used to compare body 
weight changes in saline group relative to wt CVB3/pBRCVB3 groups. Log-rank test with Bonferroni correction 
was used to compare survival curves. ****p ≤ 0.0001.
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4 group (~ 11%) that had succumbed to the disease (Fig. 3b, right panel, and Table 1, top panel), suggesting that 
the degree of pathogenicity of mutant viruses may vary.

We then examined hearts and pancreata from the above groups for microscopic inflammatory changes. 
Expectedly, histological analyses revealed that 100% (10/10) of animals infected with the wt CVB3, and 80% 
(8/10) of animals infected with pBRCVB3 had myocardial lesions as indicated by inflammatory foci of 34.2 ± 13.4 
and 11.8 ± 7.3, respectively (Table 1, top panel), with infiltrates primarily consisting of mononuclear cells (MNCs) 
(Fig. 3c, top panel). By comparison, isolated lesions were noted in heart sections only in groups that received 
Mt 3, Mt 4, and Mt 8, whereas sections from other groups (Mt 2 and Mt 10), including the saline group, were 
free of myocarditic lesions (Table 1, top panel). By analyzing pancreatic sections, we noted that mice infected 
with wt CVB3 or pBRCVB3 virus had comparable pancreatitis as revealed by atrophy, inflammation, necrosis, 
and mineralization (Fig. 3c, and Table 1, bottom panels); as expected, pancreatic sections from the saline group 
were devoid of such lesions. However, sections from groups infected with mutant viruses revealed incidence of 
pancreatitis to be similar for Mt 2 (~ 89%) or Mt 3 (100%) viruses, whereas incidence was relatively low in the 
Mt 4 virus group (~ 56%), followed by the Mt 8 virus group (~ 31%), but necrosis in the latter was also lacking 
(Table 1, bottom panel). Strikingly, however, sections from recipients of Mt 10 virus did not reveal pancreatitis, 
which is similar to sections from their healthy counterparts (Fig. 3c, and Table 1, bottom panels). Since animals 
infected with Mt 10 virus were free of both myocarditis and pancreatitis, we decided to evaluate whether the Mt 
10 virus can be used as a vaccine candidate.

Mt 10 virus offers protection against wt CVB3 virus in challenge studies.  We performed chal-
lenge studies with an expectation that animals primed with Mt 10 virus would be protected from wt CVB3 chal-
lenge. We tested this hypothesis by immunizing animals with a single dose of Mt 10 virus and challenging them 
14 days later with wt CVB3. After 21 days post-challenge, animals were euthanized and tissues were collected 
for histopathology. Saline groups were used as controls (Fig. 4a). Clinically, non-vaccinated animals infected 
with wt CVB3 virus lost body weight significantly starting ~ day 3 post-infection. Similar to the saline control, 
animals in the Mt 10 vaccine group, and more importantly, animals in the Mt 10 + wt CVB3 group did not lose 
body weight and remained clinically healthy during the length of the experiment (p ≤ 0.0001) (Fig. 4b, left panel). 
These observations were further captured by analyzing mortality rates; 50% (9/18) of animals in the wt CVB3 
alone group died, but no mortalities were noted in saline, Mt 10-alone, and Mt 10/wt CVB3-challenged groups 
(Fig. 4b, right panel, and Table 2, top panel). Additionally, we did not observe sex-based differences with vaccine 
protection, but it was critical to evaluate tissues for inflammatory changes, if any, in the challenged animals.

Histologically, heart sections from ~ 67% (12/18) of mice infected with wt CVB3 had myocardial lesions 
(34.5 ± 13.3), whereas inflammatory changes were lacking in both vaccine-alone and vaccine/challenged groups 
(Fig. 4c and Table 2, top panel). Similarly, 89% (16/18) of animals infected with wt CVB3 had pancreatitis as indi-
cated by atrophy (89%) and inflammation (89%), whereas sections from the vaccine or vaccine/challenged groups 
did not reveal such changes (Fig. 4c and Table 2, bottom panel), except that a small area of atrophy was noted 
in only one animal in the vaccine group (Table 2, bottom panel). Overall, the finding that the vaccine recipients 
challenged with wt CVB3 were completely protected from both myocarditis and pancreatitis implies that disease 
protection might have been mediated by the Mt 10 virus. Thus, we identified Mt 10 as an attenuated, avirulent 
CVB3 vaccine virus, but the data raised questions as to the underlying mechanisms of disease protection.

Mt 10 virus induces virus nABs predominantly of IgG isotypes.  An important component of the 
adaptive immune response is the production of antibodies that are critical to preventing colonization and spread 
of infections. First, we measured nABs based on cytopathic effect (CPE), which involved assessment of percent 
neutralization of wt CVB3 in Vero cells exposed to serum collected from saline or Mt 10 vaccinated groups. Fig-
ure 5a shows that the virus was not neutralized when cells were exposed to serum from saline recipient animals, 
as expected. In contrast, sera harvested from vaccine recipients on day 14 showed 100% virus neutralization 

Table 1.   Histological evaluation of hearts and pancreata in saline, wt CVB3, pBRCVB3, Mt 2, Mt 3, Mt 4, Mt 
8, and Mt 10-infected mice. () Indicates percentages. a Denotes significant differences in comparison with wt 
CVB3 and pBRCVB3 group (p < 0.001). b Denotes significant differences in comparison with wt CVB3 and 
pBRCVB3 group (p < 0.05).

Parameters Saline wt CVB3 pBRCVB3 Mt 2 Mt 3 Mt 4 Mt 8 Mt 10

Heart

Incidence 0/9 (0.0) 10/10 (100.0) 8/10 (80.0) 0/9 (0.0) 2/9 (22.0) 3/9 (33.3) 1/16 (6.3) 0/9 (0.0)

Mortality 0/9 (0.0) 10/10 (100.0) 2/10 (20.0) 0/9 (0.0) 0/9 (0.0) 1/9 (11.1) 0/16 (0.0) 0/9 (0.0)

Myocardial lesions 0.0 (0.0)a 34.2 ± 13.4 11.8 ± 7.3 0.0 (0.0)a 0.2 ± 0.1a 0.4 ± 0.3a 0.1 ± 0.1a 0.0 (0.0)a

Pancreas

Incidence 0/9 (0.0)a 10/10 (100.0) 10/10 (100.0) 8/9 (88.8) 9/9 (100.0) 5/9 (55.5) 5/16 (31.2)b 0/9 (0.0)a

Atrophy 0 (0.0)a 10/10 (100.0) 9/10 (90.0) 8/9 (88.8) 9/9 (100.0) 5/9 (55.5) 1/16 (6.3)a 0 (0.0)a

Inflammation 0 (0.0)a 10/10 (100.0) 10/10 (100.0) 8/9 (88.8) 9/9 (100.0) 5/9 (55.5) 5/16 (31.2)b 0 (0.0)a

Necrosis 0 (0.0)a 9/10 (90.0) 8/10 (80.0) 4/9 (44.4) 6/9 (66.6) 3/9 (33.3)b 0/16 (0.0)a 0 (0.0)a

Mineralization 0 (0.0)a 8/10 (80.0) 7/10 (70.0) 3/9 (33.3)b 6/9 (66.6) 2/9 (22.2)b 0/16 (0.0)a 0 (0.0)a
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Figure 4.   Mt 10 virus offers protection against wt CVB3 infection in challenge studies. (a) Experimental 
design. Two groups of mice each were administered saline or Mt 10 virus on day 0 after serum was collected. 
After 14 days, serum was collected, and one group from each was challenged with CVB3. Experiments were 
terminated 21 days later, and serum and tissues were collected for in vitro experimentation. (b) Clinical 
phenotypes. Body weights (left panel) and survival rates (right panel) between different groups are shown. (c) 
Histopathology. Hearts and pancreata collected from the indicated groups and processed by H and E staining 
to evaluate inflammatory changes. Representative heart (top panel) and pancreatic (bottom panel) sections are 
shown. Heart sections from wt CVB3 group shows infiltrations (solid arrow) and mineralization, necrosis, and 
fibrosis (empty arrow). Pancreatic sections from wt CVB3 group had infiltrations (solid arrow) as opposed to 
normal sections in the saline, Mt 10 virus, and Mt 10 virus/wt CVB3-challenged groups. Magnification, 20×; 
scale bars, 20 µm. Data sets obtained from three individual experiments, each involving n = 3 to 8 mice, are 
shown. Two-way ANOVA with a Sidak’s post-test was used to compare body weight changes in vaccine and 
saline groups relative to wt CVB3 group. Log-rank test with Bonferroni correction was used to compare survival 
curves. ****p ≤ 0.0001.
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at 1:160 dilution, and virus neutralization of ~ 50% or more was still evident at dilutions up to 1:2560. Similar 
trends were observed with sera collected at day 35 post-vaccination, but no striking differences were noted 
between days 14 and 35 post-vaccination (Fig. 5a). While these data indicated that Mt 10 virus has the ability to 
induce nABs, the possibility remained that qualitative variations may exist between different antibody isotypes 
specific to the virus.

To that end, we measured total Ig, IgG1, IgG2a, IgG2b, IgG3, IgM, IgA, and IgE by enzyme-linked immu-
nosorbent assay (ELISA) using CVB3 VP1 as a specific viral antigen, with Keyhole limpet hemocyanin (KLH) 
serving as a negative control, and we made a few observations (Fig. 5b). (i) Serum from both saline and Mt 10 
groups did not react to KLH for any of the isotypes indicated above, ruling out the possibility of non-specific 
reactivity. (ii) Reactivity of sera for IgE and IgA, and to a lesser extent for IgM except at day 35, was lacking for 
VP1 in the vaccine group, suggesting that these isotypes are not the major components of the antibody response 
against the virus. (iii) Vaccine recipients had elevated levels of VP1-reactive total Igs by day 14 post-vaccination, 
and their levels remained elevated up to day 35. (iv) As to the various IgG isotypes, they were elevated only in the 
vaccinated groups, but not in controls, and occurred in the order of IgG2a >  > IgG2b > IgG3 > IgG1 (Fig. 5b). Since 
vaccine-induced antibody responses were dominated by IgG isotypes, the data pointed to a role for simultane-
ous induction of virus-specific T cell responses as T cell-derived cytokines are critical for isotype switching18.

T cell responses induced by Mt 10 virus are antigen‑specific and involve mainly Th1 
cytokines.  We recently reported identification of two major CD4 T cell epitopes within CVB3 VP1, VP1 
681–700, and VP1 721–740, and construction of MHC class II tetramers and dextramers to evaluate their anti-
gen-specificity12. Using these tools, we analyzed virus-specific T cells in animals injected with saline or vacci-
nated with Mt 10 virus. In brief, a pool of spleens and lymph nodes, hereafter termed lymphocytes, harvested 
from these groups were stimulated with VP1 681–700 or VP1 721–740 peptides, and staining was performed 
by flow cytometry using IAk/VP1 681–700 dextramers and VP1 721–740 tetramers and their corresponding 
controls (Bovine ribonuclease [RNase] 43–56)12. As expected, CD4 T cells from saline-recipient animals did 
not bind VP1 681–700 or VP1 721–740 dextramers or tetramers, and their staining intensities were comparable 
to those of RNase 43–56 (control) (Fig. 6a, left panel). Similar analysis in vaccine recipients revealed staining 
of CD4 T cells for both VP1 681–700 dextramers (0.7 ± 0.2; p ≤ 0.05) and VP1 721–740 tetramers (1.9 ± 0.8; 
p ≤ 0.05), whereas staining for RNase 43–56 was negligible (Fig. 6a, right panel). While these data lend support 
for the occurrence of antigen-specific T cell expansion in response to vaccine virus, additional studies were 
needed to investigate the nature of cytokine responses.

We adopted multiplex bead array analysis to analyze cytokine responses in culture supernatants harvested 
from antigenic stimulations described above for a panel of T helper (Th) 1, Th2, and Th17, including interleukin 
(IL)-6, tumor necrosis factor (TNF)-α, and anti-inflammatory (IL-10) cytokines. The analyses revealed detection 
of mainly interferon (IFN)-γ and IL-2 [Th1], followed by IL-22, representative of Th17 subset, and IL-5, IL-4, 
and IL-13 (Th2) in cultures derived from vaccine-recipients as compared to saline-recipient animals without 
antigenic stimulations, suggesting that the virus-primed lymphocytes can spontaneously produce these cytokines 
(Fig. 6b). While IL-9, IL-17A, and IL-17F were consistently absent, other inflammatory cytokines (IL-6 and TNF-
α) were also detected in low amounts in vaccine-recipients with a tendency for IL-10 to be high in the vaccine 
groups (Fig. 6b). However, upon stimulation with viral peptides (VP1 681–700 and VP1 721–740), we noted 
upregulation of only IFN-γ, indicating that the VP1-specific T cells capable of producing IFN-γ can form one 
component of virus-reactive cells. It is possible that the virus-sensitized cells may contain T cell specificities for 
other viral antigens that we have not examined in this study. Furthermore, we also examined a panel of anti-viral 
cytokines in serum samples collected at various time points (from day 0 to day 35) post-vaccination. These analy-
ses revealed significant elevation of chemokines such as IFN-γ -induced protein (IP)-10 (p ≤ 0.0001), monocyte 
chemoattractant protein (MCP)-1 (p ≤ 0.001), and keratinocyte-derived chemokine (KC) (p ≤ 0.05) on day 4 after 
vaccination, whereas granulocyte–macrophage colony-stimulating factor (GM-CSF) (p ≤ 0.001) was detected at 
day 21 when compared with saline recipients (Fig. 7). In contrast, other cytokines (IFN-γ, TNF-α, IL-12p70, 

Table 2.   Histological evaluation of hearts and pancreata in saline, wt CVB3, Mt 10-infected, and Mt 
10-infected and challenged mice. () Indicates percentages. a Denotes significant differences in comparison with 
wt CVB3 group (p < 0.0001).

Parameters Saline wt CVB3 Mt 10 Mt 10 + wt CVB3

Heart

Incidence 0/9 (0.0) 12/18 (66.7) 0/16 (0.0) 0/17 (0.0)

Mortality 0/9 (0.0) 9/18 (50) 0/16 (0.0) 0/17 (0.0)

Myocardial lesions 0.0 (0.0)a 34.5 ± 13.3 0.0 (0.0)a 0.0 (0.0)a

Pancreas

Incidence 0 (0.0) 16/18 (88.9) 1/16 (6.2) 0 (0.0)

Atrophy 0 (0.0)a 16/18 (88.9) 1/16 (6.2)a 0 (0.0)a

Inflammation 0 (0.0)a 16/18 (88.9) 0/16 (0.0)a 0 (0.0)a

Necrosis 0 (0.0) 0/18 (0.0) 0/16 (0.0) 0 (0.0)

Mineralization 0 (0.0) 0/18 (0.0) 0/16 (0.0) 0 (0.0)
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Figure 5.   Mt 10 virus induces neutralizing antibodies of IgG isotypes. (a) Virus neutralization assay. Sera 
were obtained from saline and Mt 10 virus groups on days 14 and 35, and after diluting serially, samples were 
incubated with wt CVB3. The mixtures were transferred to plates containing Vero cells, and incubation was 
continued for four days to calculate the percentage neutralization based on CPE. Data from n = 6 samples, 
each representing a pool of sera from 3 to 5 mice, are shown. (b) Detection of VP1-reactive antibodies. Serum 
samples collected from the above groups were diluted (1:150) and added in duplicates to high-binding plates 
previously coated with CVB3-VP1 or KLH (control). After adding HRP-conjugated goat anti-mouse total Ig, 
IgG1, IgG2a, IgG2b, IgG3, IgM, IgA, and IgE as detection antibodies, reactions were stopped. Plates were read at 
450 nm to obtain the OD values. Mean ± SEM values obtained from n = 6 samples, each representing 3 to 5 mice, 
are shown. Mann–Whitney test was used to determine significance between groups. **p ≤ 0.01, ***p ≤ 0.001, and 
****p ≤ 0.0001.



10

Vol:.(1234567890)

Scientific Reports |        (2021) 11:12432  | https://doi.org/10.1038/s41598-021-90434-w

www.nature.com/scientificreports/

Regulated upon Activation, Normal T Cell Expressed and Presumably Secreted [RANTES], IL-1β, IL-10, IFN-
α, IFN-β, and IL-6), although detected in varied amounts, were not significant between groups (Fig. 7). Taken 
together, our data suggest that the Mt 10 virus can induce antigen-specific T cell responses capable of producing 

Figure 6.   Mt 10 virus induces the generation of antigen-specific, T cells capable of producing predominantly, 
IFN-γ. (a) Antigen-specificity. Groups of mice were injected with saline or Mt 10 virus, and 35 days later, 
lymphocytes were prepared. Cells were stimulated with VP1 681–700 or 721–740 and maintained in IL-2 
medium. Cells harvested between days, 7–10 post-stimulation were stained with the indicated IAk/tetramers and 
dextramers, anti-CD4 and 7-AAD. After acquiring the cells by flow cytometry, tetramer and dextramer + cells 
were analyzed in the live (7-AAD¯) CD4 subset using FlowJo software. RNase 43–56, control. Representative 
flow cytometric dot-plots and the mean ± SEM values from three individual experiments, each involving n = 3 
to 8 mice are indicated. (b) Cytokine analysis. Supernatants harvested from the above cultures on day 3 post-
stimulation were analyzed for cytokines by LEGENDplex cytokine bead array as described in the methods 
section. Mean ± SEM values obtained from three individual experiments, each involving n = 3 to 8 mice are 
indicated. Unpaired Student’s t-test (two-tailed) was used to determine significance between groups [for panels 
(a,b)]. *p ≤ 0.05, **p ≤ 0.01, and ****p ≤ 0.0001.
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mainly IFN-γ, a critical cytokine in fighting intracellular pathogens like viruses, in addition to promoting other 
anti-viral cytokines described above. While these components together with virus nABs might have contributed 
to disease protection mediated by the Mt 10 virus, safety concerns, if any, needed to be evaluated.

Animals vaccinated with Mt 10 virus did not reveal autoimmune response and cardiac 
injury.  We had previously reported that CVB3 infection can lead to the induction of pathogenic T cells react-
ing to cardiac myosin as a secondary event10,19. To ensure that the Mt 10 virus is safe and does not induce side 
effects, we considered two readouts: assessment of cardiac myosin-reactive T cells to determine autoimmunity20, 
and measurement of cardiac troponin I (cTnI) as a cardiac injury marker21. Using T-cell proliferation assay, we 
noted myosin reactivity in animals infected with the wt CVB3, as indicated by the appearance of T cells respond-
ing to cardiac myosin heavy chain (Myhc)-α 334–352 (p ≤ 0.001) (Fig.  8a, left panel), an immunodominant 
epitope that induces autoimmune myocarditis in A/J mice10,20. Such reactivity was lacking in both vaccine-
recipients (Fig. 8a, middle panel) and those challenged with wt CVB3 (Fig. 8a, right panel). Under similar condi-
tions, we analyzed sera samples by ELISA for cTnI. As shown in Fig. 8b, cTnI was detected only in the wt CVB3-
infected group (p ≤ 0.05), but not in the vaccine or vaccine/challenge groups. Taken together, the data suggest 

Figure 7.   Analysis of anti-viral cytokines and chemokines in response to Mt 10 virus. Groups of mice were 
administered with saline or Mt 10 virus, and sera were collected periodically from day 0 to day 35. Samples were 
processed for a panel of indicated anti-viral cytokines and chemokines by LEGENDplex cytokine bead array 
as described in the methods section, and their levels were compared. Mean ± SEM values obtained from three 
individual experiments, each involving n = 3 to 8 mice are indicated. Unpaired Student’s t-test (two-tailed) was 
used to determine significance between groups. *p ≤ 0.05, ***p ≤ 0.001, and ****p ≤ 0.0001.
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that the Mt 10 virus, despite being live attenuated, is unlikely to induce side effects described above, since cardiac 
injury is expected to occur as a consequence of direct virus-induced damage to the cardiac tissue22–24.

Vaccine‑recipients are free of wt CVB3 in challenge studies.  The disease course induced by CVB3 in 
infected mice assumes viral and non-viral phases that occur in continuum, with the possibility that viral nucleic 
acids can be present in chronically infected animals25. We sought to evaluate this phenomenon by looking for 
viral RNA in hearts and pancreata harvested from animals inoculated with wt CVB3, vaccine alone, and vaccine-
challenged groups. This was achieved by quantitative/real-time RT-PCR using the probes and primers specific 
to CVB3-VP1. Expectedly, hearts and pancreata obtained from the wt CVB3 alone group contained CVB3 viral 
nucleic acids (p ≤ 0.01) (Fig. 9). Importantly, viral RNA was not detected in the vaccine group, including animals 
challenged with the wt CVB3 (Fig. 9), suggesting that immune responses generated by the Mt 10 virus may be 
sufficient to prevent infection by the wt CVB3.

Figure 8.   Mice injected with Mt 10 virus did not reveal autoimmunity or cardiac injury. (a) Proliferative 
response to Myhc-α 334–352. Groups of mice were administered saline or Mt 10 virus, and after 14 days, they 
were challenged with or without CVB3. Three weeks later, lymphocytes were prepared, and cells were stimulated 
with or without Myhc-α 334–352 or control (RNase 43–56) for 2 days. After pulsing with 3[H] thymidine 
for 16 h, proliferative responses were measured as cpm. Mean ± SEM values obtained from three individual 
experiments, each involving n = 3 to 8 mice, are shown. (b) cTnI detection. Undiluted sera obtained from the 
above groups were added in duplicates to pre-coated, cTnI ELISA strip plates. After incubation and a series of 
washes, HRP-conjugated rabbit anti-mouse antibody was added followed by TMB substrate and stop solution. 
Plates were read at 450 nm to obtain OD values, and concentrations of unknown samples were determined 
using the standard curve. Mean ± SEM values representing 6 samples per group, each containing n = 3 to 5 mice, 
are shown. Unpaired Student’s t-test (two-tailed) was used to determine significance between groups [for panels 
(a,b)]. *p ≤ 0.05, and ***p ≤ 0.001.
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Discussion
In this report, we describe the creation and characterization of an avirulent strain of CVB3 as a live attenuated 
vaccine to prevent both myocarditis and pancreatitis induced by the wt CVB3 virus. Experimentally, various 
vaccine strategies have been tested with varied efficacies26–33. But, none of these approaches evaluated for their 
ability to prevent both myocarditis and pancreatitis31–33 except one modified live mutant virus (CVB3/H3)34, but 
in the latter, viral titers were still present in the hearts. Additionally, side effects such as autoimmunity were also 
not investigated34,35 since attenuated vaccine strains may retain a low degree of virulence, causing tissue damage 
in target organs such as heart, leading to autoimmunity as we have previously reported with the wt CVB310,19. 
Furthermore, to effectively prevent viral infections, induction of both antibody and T cell responses is critical 
because antibodies are needed to neutralize the viruses, and elimination of established infections requires par-
ticipation of T cells. Therefore, ideally, vaccines are expected to induce both antigen-specific antibody and T cell 
responses and be free of side effects such as autoimmunity.

Our initial objective was to identify immunogenic T cell epitopes for analyzing virus-reactive T cell responses 
in a broad-spectrum of CVB infections. In that direction, we had successfully identified three T cell epitopes 
(VP1 681–700, VP1 721–740, and VP1 771–790) and demonstrated that two of these (VP1 681–700 and VP1 
721–740) could be used to analyze antigen-specific T cell responses in multiple CVB serotypes12. However, by 
localizing these epitopes within the viral canyon, we observed that VP1 771–790 had the potential to interact 
with the CAR, one of the receptors needed for viral entry into target cells36. Of note, virus entry requires attach-
ment of CVB3 to CD55 (also called decay accelerating factor) which then facilitates interaction with the CAR​
37,38. Furthermore, interaction of CAR with CVB3, but not with CD55 alone leads to lytic infection39. Since, we 
wanted to preserve the virus entry to be able to induce immune responses by unleashing the critical viral proteins, 
but not lytic infection leading to tissue injury, we chose not to target and disrupt the virus attachment to CD55. 
As illustrated (Fig. 1), VP1 771–790 contains 9 buried and 11 exposed amino acid residues. We hypothesized 
that by mutating the buried residues within VP1 771–790, virus infectivity could still be maintained, since the 
exposed residues required for CAR interaction would not be altered. As a result, virus could enter the target cells, 
and viral proteins could be expected to be presented to the immune system. Coincidentally, however, we had 
identified a variant of wt CVB3 (pBRCVB3) and demonstrated that pBRCVB3 could induce mainly pancreatitis, 
while its myocarditis-inducing ability was impaired11. Thus, we sought to create mutant viruses using the genomic 
sequence of pBRCVB3 as a backbone (Fig. 1), expecting one or more of the mutant strains to yield infectious 
viruses for infection studies to determine their pathogenic mechanisms, if any, related to the heart vs. pancreas.

Our approach to create mutant viruses was unique in that we specifically targeted the buried amino acids 
of the viral capsid canyon, which are less likely to interact with the CAR, leading to the recovery of infectious 
viruses from five clones, Mt 2, Mt 3, Mt 4, Mt 8, and Mt 10 (Fig. 2). Lack of virus recovery for clones possessing 
mutations at positions 775 (Mt 1), 786 (Mt 6), 787 (Mt 7), and 789 (Mt 9), which are also buried residues, sug-
gested that these amino acids may take part in viral entry and/or are indispensable for viral replication. It is also 
possible that mutations of some of the buried residues may have altered the local structure at the canyon floor 

Figure 9.   Recipients of Mt 10 virus challenged with the wt CVB3 virus did not reveal viral RNA. Groups of 
mice were administered saline or Mt 10 virus, and 14 days later, they were challenged with or without wt CVB3. 
Three weeks post-challenge, hearts and pancreata were collected, total RNA was extracted, and CVB3 RNA was 
estimated by quantitative PCR targeting VP1 sequences, as described in the methods section. After normalizing 
the expression levels viral RNA relative to GAPDH, 2−(∆∆Ct) values were calculated. Mean ± SEM values 
representing 4 samples per group, each containing n = 3 to 5 mice, are shown. Mann–Whitney test was used to 
determine significance between groups. **p ≤ 0.01.
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so that the viruses are unable to interact with the CAR receptor, rendering them noninfectious. Further work is 
needed to test these possibilities. Similarly, we failed to recover infectious viruses from clones bearing stretches 
of 3–5 substitutions in the buried residues, indicating that viruses appear not to tolerate multiple mutations. 
Nonetheless, successful recovery of mutant viruses from the five clones described above provided us an oppor-
tunity to investigate their disease-inducing potential in vivo.

From infection studies, it was clear that only one (Mt 10) of the five mutant viruses failed to induce both myo-
carditis and pancreatitis, whereas others (Mt 2, Mt 3, Mt 4 and Mt 8) induced mild myocarditis, if any; however, 
infected animals consistently developed pancreatitis, except that incidence and severity of pancreatitis induced 
with the Mt 8 virus were low (Table 1). Attenuated myocarditis induced by these mutant viruses was not surpris-
ing because all mutant viruses were created using the genomic sequence of pBRCVB3, and we had previously 
demonstrated that the infectious virus derived from this clone (pBRCVB3) could mainly induce pancreatitis, 
but not myocarditis11. Thus, lack of pancreatitis in animals infected with only Mt 10 virus could mean that the 
amino acid residue at position 790 may be critical to induce pancreatitis, either because Mt 10 cannot colonize 
the pancreas or, alternatively, lose pathogenicity in that organ. Similar attenuated viruses, including enteroviruses, 
have been investigated as vaccine candidates for a number of diseases40–42.

By investigating the vaccine characteristics of Mt 10 virus, we made three observations. First, priming animals 
with a single dose of the Mt 10 virus was sufficient to prevent infection by a lethal dose of wt CVB3 in chal-
lenge studies, and infected animals developed neither myocarditis nor pancreatitis (Fig. 4 and Table 2). Second, 
mechanistically, animals injected with Mt 10 virus develop nABs predominantly containing IgG antibodies 
of IgG2a and IgG2b isotypes, followed by those of IgG3 and IgG1 isotypes (Fig. 5). Likewise, Mt 10 recipients 
developed virus-specific T cell responses producing mainly IFN-γ (Fig. 6), in addition to anti-viral cytokines. 
Generation of both virus-reactive antibodies and T cells was not surprising because live attenuated viruses are 
expected to induce both responses43. Furthermore, by relating various antibody isotypes and cytokine responses, 
an association was evident between IgG2a and IFN-γ response, as the latter is needed for switching to IgG2a and 
IgG344,45. However, reports indicate that IFN-γ can downregulate IgG2b46, but its detection in the recipients of 
Mt 10 virus may mean that other cytokines not examined in this study might have been involved in this process. 
One such cytokine is transforming growth factor-β, which is a known inducer of IgG2b47. Similarly, IL-4, IL-5, 
IL-13 (Th2), and IL-22 (Th17) were elevated in culture supernatants from vaccine recipients (Fig. 6). Reports 
indicate that IL-4 promotes IgG1 switching48 and IL-13 can substitute for functions of IL-449, as both cytokines 
might have been involved in switching to IgG1 in our models. Interestingly, because IL-22 has been recently 
reported to mediate cardioprotective functions, its detection in vaccine recipients may be an added advantage 
in maintaining healthy cardiac tissue50. Additionally, by evaluating anti-viral cytokines, we noted that Mt 10 
virus led to elevated levels of chemokines (IP-10, KC, MCP-1), as well as GM-CSF. Reports indicate that IP-10 
enhances immune response against influenza infections51, and KC has been reported to be elevated for protec-
tion during Theiler’s murine encephalomyelitis virus infection52. Similarly, MCP-1 can promote broad-spectrum 
anti-viral effects in Dengue virus and Japanese encephalitis virus infections53, and GM-CSF can attenuate viral 
replication54 and also act as an adjuvant in therapeutic vaccines55. Thus, a combination of chemokines and T cell 
derived cytokines might contribute towards an anti-viral defense mechanism to Mt 10 virus. However, failure 
to detect classic anti-viral innate cytokines (IFN-α/β) might be because we analyzed these cytokines after day 
4 post-vaccination. Their presence may become evident at earlier time points, which we have not examined in 
this study. Finally, by investigating the safety aspects of Mt 10 virus, we noted no generation of autoimmune 
response, which otherwise would be expected in wt CVB3 infection, as we have previously demonstrated10,19. 
Lack of increase in the cardiac injury marker cTnI in vaccine recipients lent further support to the proposition 
that the Mt 10 virus could be safely used as a vaccine virus.

In summary, we have described a novel attenuated strain of CVB3 called Mt 10 virus that serves as a vaccine 
candidate in the prevention of both myocarditis and pancreatitis in the mouse model of CVB3 infection. The Mt 
10 virus induces IgG nABs accompanied with the generation of IFN-γ-producing antigen-specific T cells; vaccine 
recipients had no detectable viral RNA, indicating that the vaccine responses can effectively prevent infection in 
challenge studies. Translationally, there is merit in using the Mt 10 virus as a vaccine candidate to prevent CVB3 
infection. But it should be noted that six CVB serotypes exist, and more than one serotype can induce similar 
disease56. As such, development of a vaccine for each serotype is challenging, and such an approach may not be 
viable practically. Thus, we intend to assess whether vaccine responses induced by the Mt 10 virus can also offer 
cross-protection against multiple serotypes of CVB; indeed, our preliminary data support this possibility (data 
not shown). Finally, reports indicate that CVB3 has been used to deliver foreign genes of vaccine importance 
or cytokines in vivo57–60. To this end, utility of the Mt 10 virus can be exploited that offer an added advantage 
in vaccine studies.

Materials and methods
Mice.  Six-to-eight-week-old male and female A/J mice (H-2a) were procured from the Jackson Laboratory 
(Bar Harbor, ME) and maintained according to the Institutional guidelines of the University of Nebraska-Lin-
coln, Lincoln, NE, and approval for animal studies was granted by the Institutional Animal Care and Use Com-
mittee, UNL (protocol #1904, approved January 2, 2020). The study was carried out in compliance with the 
ARRIVE guidelines61. Infection studies were performed based on biosafety level 2 guidelines. When animals 
were found to have persistent clinical signs, such as failure to move when physically touched or prodded, or did 
not eat or drink, they were euthanized using a carbon dioxide chamber as recommended by the Panel on Eutha-
nasia of the American Veterinary Medical Association.
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Peptides and proteins.  All peptides (VP1 681–700, RFDLELTFVITSTQQPSTTQ; VP1 721–740, 
PDKVDSYVWQTST NPSVFWT; RNase 43–56, VNTFVHESLADVQA, and Myhc-α 334–352, DSAFDVLS-
FTAEEKAGVYK were synthesized by 9-fluorenylmethyloxycarbonyl chemistry (Neopeptide, Cambridge, MA). 
The purity of peptides was ascertained to be more than 90% via high-performance liquid chromatography, and 
their identity was confirmed by mass spectroscopy. Ultra-pure water or phosphate-buffered saline (PBS) was 
used to dissolve the peptides, and multiple aliquots of peptides were stored at  − 20 °C until further use. Full-
length CVB3 VP1 (GenScript, Piscataway, NJ) and KLH protein (Sigma-Aldrich, St. Louis, MO) were procured 
commercially.

Localization of CVB3 VPs, and analysis of CAR‑interacting residues of VP1 771–790.  By using 
the published crystal structure of CVB3 (PDB: 1COV)16 , the footprints of binding region between virus and 
CAR were retrieved to localize the VPs 1 to 4. Potential interactions of amino acid residues within the VP1 
771–790 with the host receptor (CAR) were analyzed using the BIOVIA Discovery Studio v 4.0 (Dassault Sys-
tèmes, Vélizy-Villacoublay, France).

Creation of CVB3 mutants and virus recovery studies.  CVB3 mutant viruses were generated by site-
directed mutagenesis using a CVB3-infectious clone, pBRCVB3, developed previously in our laboratory11. The 
buried amino acid residues within VP1 771–790 were targeted for site-directed mutagenesis. The nucleotides 
(nts) for amino acid residues at VP1 775, 776, 777, 780, 786, 787, 789 and 790 were replaced with the nts for 
alanine (A) residues, whereas the nts for A at VP1 788 were changed to G individually, yielding a total of nine 
mutant clones. Two additional mutants were derived by combining mutations together at residues 775 to 777 
(Mt 5) for A, or residues 786 to 790 (Mt 11) for A or G as described above. The PCR products containing the 
mutations were cloned into the full-length infectious cDNA clone11, from which in vitro RNA transcripts were 
transcribed using T7 RNA polymerase at 37 °C, as recommended (Promega, Madison, WI)11. Vero cells were 
grown to 80% confluency, then trypsinized and washed twice with 1 × PBS by centrifugation at 400xg for 6 min 
at room temperature (RT). After cells were resuspended in electroporation buffer (BioRad, Hercules, CA) to a 
cell density of 10 × 106 cells/ml, the in vitro transcribed viral RNA (6 µg) was transferred to a 0.2 cm electropora-
tion cuvette (BioRad), and 200 µl of cell suspension was added. The mixture was subjected to electroporation 
using Gene Pulser Xcell Electroporation System at 160 V, according to the manufacturer’s recommendations 
(BioRad). The electroporated cells were gently aspirated and transferred to 6-well plates containing 2 ml of fresh 
EMEM/10% fetal bovine serum (FBS) prewarmed to 37 °C. Medium was removed after 16 h, cells were washed 
with 1 × PBS, and replaced with 2 ml of fresh EMEM/2% FBS, then incubated up to 5 days. As the CPE became 
evident, supernatants containing mutant virus were harvested, passaged, titrated, and stored in aliquots at -80 °C 
till further use.

Immunofluorescence assay.  We used CVB3 anti-serum (American Type Culture Collection [ATCC], 
Manassas, VA) to verify the infectivity of viruses derived from mutant clones, allowing us to detect cells express-
ing viral proteins based on immunofluorescence62. Briefly, Vero cells (0.25 × 106 cells/ml/well) were plated on 
to sterile coverslips in 12-well plates and incubated at 37 °C. After adhesion of Vero cells, the monolayers were 
washed with 1 × PBS and infected with wt CVB3 (Nancy strain, ATCC), pBRCVB311 (positive controls), and 
mutant viruses at an MOI of 0.5 for 1.5 h. After adsorption, inoculum was aspirated and replaced with EMEM 
supplemented with 2% FBS (ATCC). Cells grown in medium alone were used as negative controls. Cells were 
incubated for 12 h at 37 °C, then washed and fixed in methanol/acetone (1:1) for 40 min at RT. They were then 
washed three times with 1 × PBS and incubated with anti-CVB3 serum (1:200) in PBS containing 2.5% bovine 
serum albumin for one hour at RT. After five washings with PBS/Tween 20 (PBST, 0.05%), cells were incubated 
with fluorescein isothiocyanate (FITC)-conjugated secondary rabbit anti-horse IgG (1:1000; Sigma-Aldrich, St. 
Louis, MO) for one hour at RT. Finally, coverslips containing the cells were washed, mounted, and visualized 
under a Nikon A1-Eclipse 90i confocal microscope system (Nikon Instruments Inc-Americas, Melville, NY). 
Images were acquired sequentially at an excitation/emission wavelength of 561.5 nm/553–618 nm laser set up 
for pseudo-colored green channel at 60 × magnification.

Virus propagation and titration.  Vero cells (ATCC) grown to 80–90% confluency were infected with wt 
CVB3, pBRCVB3, and mutant viruses as described previously11. After the CPE was confirmed, culture super-
natants containing virus were harvested, and viral stocks were stored at  − 80 °C in aliquots until further use. 
The viruses were titrated, and tissue culture infective dose 50 (TCID)50 values were determined according to 
the Spearman-Karber method63. To compare the growth characteristics of the wt CVB3, pBRCVB3, and mutant 
viruses, Vero cells grown in 12-well plates were infected in triplicates at MOIs 0.1 and 3.0. Culture supernatants 
were collected at various days post-infection and virus titers were determined as above.

Animal infection studies.  For infection studies, the virus stock was diluted in 1 × PBS to contain 10,000 
TCID50/200 µl, and the inocula were administered into A/J mice intraperitoneally (i.p). The control (uninfected) 
mice received only 1 × PBS. Mice were housed 2 to 3 per cage in filter-top cages assembled with closed air-circu-
lation. Cages containing the chow diet and waterers were changed every 3 days until the end of the experiment. 
The animals had ad libitum access to food and water during the entire study period. Animals were inspected 
twice daily, and body weights were recorded every 1 to 2 days. An alternative food and fluid source, trans gel diet 
(ClearH2O, Portland, ME), was placed on the cage floor as needed. Hearts and pancreata were collected from 
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animals that died naturally. At termination (day 21 post-infection), animals were euthanized, and hearts, and 
pancreata were collected.

Histopathology.  Hearts and pancreata were fixed by immersion in 10% phosphate-buffered formalin. Each 
tissue was sliced into three representative 5 µm cross-sections and stained with hematoxylin and eosin (H and 
E)64. The sections were blinded to treatment and examined by board-certified pathologist, Dr. David Steffen. 
Pathology scores were generated by enumerating the inflammatory foci, necrosis, mineralization, and fibrosis. 
Individual scores were used to compare the qualitative nature of the lesions. Total scores represented total foci 
of pathologic change across the three sections of heart. Multiple changes present in a single focus were counted 
as 1 in the total count10,11,65. The severity of pancreatic change was estimated as percent of tissue section involve-
ment from one random section of pancreas. The nature of pancreatic lesions was noted as atrophy, inflammation, 
mineralization, and necrosis or a combination of these10,65.

Challenge studies.  Groups of mice were administered Mt 10 virus (0.5 × 106 TCID50/200 µl in 1 × PBS, i.p.) 
on day 0. After 14 days, animals were injected with saline or wt CVB3 (10,000 TCID50/200 µl in 1 × PBS, i.p.), and 
body weights were taken every two days thereafter. Hearts and pancreata were collected from animals that died 
naturally. At termination (21 days post-challenge), animals were euthanized, and serum, spleens, lymph nodes, 
hearts, and pancreata were collected for further analysis.

Virus neutralization assay.  A virus neutralization test was performed using the sera obtained from differ-
ent groups. Vero cells were plated at 0.25 × 106 cells/ml in 96 well plates to obtain 90–100% confluency for infec-
tion. Serum samples were heat-inactivated at 56 °C for 30 min prior to testing, and twofold serial dilutions were 
then made (1:10 to 1:20,480). An equal volume of wt CVB3 suspension containing 100 TCID50/ml was incubated 
with serially diluted sera at 37 °C for 1 h in a humidified chamber with 5% CO2. After incubation, 100µl of the 
mixture of each dilution was added in quadruplets to plates containing monolayers of cells and incubated at 
37 °C. After four days, plates were observed for CPE, and the highest serum dilution that showed protection 
from CPE was considered to be the neutralization titer.

Determination of CVB3‑reactive antibodies.  Serum samples collected from groups of mice that 
received Mt 10 virus or saline on days 14 and 35 were analyzed for total Ig, IgG1, IgG2a, IgG2b, IgG3, IgM, IgA, 
and IgE as described previously66,67. In brief, 96-well polystyrene microtiter plates were coated with or without 
CVB3 VP1 or an irrelevant control (KLH) (5 μg/ml) in 1 × coating buffer (eBioscience, San Diego, CA) and 
incubated at 4 °C overnight. Plates were washed with 1 × PBS/0.05% Tween-20 and blocked with 1 × PBS/2% 
BSA/5% normal goat serum for 1.5 h at RT (1:150), and then serum samples were added in duplicates. The plates 
were incubated at 37 °C for 1 h, and then washed. Horse-radish peroxide (HRP)-labeled goat anti-mouse IgA, 
IgE, IgM, IgG1, IgG2a, IgG2b, IgG3, and total Ig were then added as secondary antibodies (Southern Biotech, 
Birmingham, AL). After the plates were incubated at RT for 2 h, 1 × tetramethylbenzidine (TMB) solution was 
added as a substrate (eBioscience) and reactions were stopped using 1 M phosphoric acid. Plates were read at 
450 nm using an automated ELISA reader (BioTek instruments, Winooski, VT), and optical density (OD) values 
were measured66,68.

MHC‑II dextramer/tetramer staining.  We recently created MHC class II/IAk tetramers and dextramers 
to enumerate the frequencies of CD4 T cells specific to VP1 681–700 and VP1 721–74012. In this study, we used 
IAk/dextramers for VP1 681–700 and IAk/tetramers for VP1 721–740, which were available at the time. Briefly, 
single cell suspensions of lymphocytes were obtained from mice injected with Mt 10 virus or saline. Cells were 
stimulated with VP1 681–700 and VP1 721–740 (20  µg/ml) for 2  days, and viable cells were maintained in 
medium containing IL-212. During the 7 to 10 days post-stimulation, cells were stained with the VP1 dextramers 
and tetramers described above, as well as their corresponding control dextramers and tetramers (RNase 43–56), 
followed by anti-CD4 (GK1.5, BioLegend, San Diego, CA) and 7-aminoactinomycin D (7-AAD, Invitrogen, 
Carlsbad, CA)69–71. After acquiring the cells by flow cytometry (FACSCalibur, BD Biosciences, CA), percentages 
of dextramer or tetramer positive cells were determined in the live (7-AAD¯) CD4+ subset using FlowJo software 
[v 7.6.5] (Tree Star, Ashland, OR)12.

Cytokine analysis.  Supernatants obtained from lymphocyte cultures prepared from animals injected with 
saline or Mt 10 virus were stimulated with or without VP1 681–700 and VP1 721–740 (20 μg/ml) on day 3 
post-stimulation. Cytokine analysis was performed using the LEGENDplex Murine Th cytokine Panel (12-plex; 
BioLegend). Cytokine analysis included a panel of IL-2, IFN-γ, IL-4, IL-5, IL-6, IL-9, IL-10, IL-13, IL-17A, IL-
17F, IL-22, and TNF-α. Similarly, serum samples obtained from saline and Mt 10 virus groups were evaluated for 
a panel of anti-viral cytokines and chemokines using LEGENDplex Murine anti-viral kit (13-plex; BioLegend). 
These included IFN-γ, KC, TNF-α, MCP-1, IL-12p70, RANTES, IL-1β, IP-10, GM-CSF, IL-10, IFN-β, IFN-α, 
and IL-6. Standard curves were obtained by serially diluting the lyophilized mouse cytokine standard mix pro-
vided in the kit. Briefly, capture bead/cytokine antibody conjugates were first prepared, and the mixtures were 
added to a tube containing diluted standards or test samples, followed by addition of detection antibodies and 
streptavidin–phycoerythrin reagents. After acquisition by flow cytometry, cytokine concentrations were deter-
mined using the LEGENDplex data analysis software suite (BioLegend).
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Evaluation of Myhc‑reactive T cell responses.  Lymphocytes obtained from groups of animals that 
received wt CVB3 or Mt 10 virus and Mt 10 virus/wt CVB3 were used to assess Myhc-α 334–352-reactive T cell 
responses based on tritiated 3[H] thymidine-incorporation assay66,72,73. In brief, cells were suspended in RPMI 
containing 10% FBS, 1 mM sodium pyruvate, 4 mM l-glutamine, 1 × each of non-essential amino acids and 
vitamin mixture, and 100 U/ml penicillin–streptomycin (Lonza, Basel, Switzerland). Cells were stimulated with 
Myhc-α 334–352 (50 µg/ml) or RNase 43–56 (50 µg/ml) for 2 days at a density of 5 × 106 cells/ml in triplicates, 
whereas cells cultured with no peptides were used as medium controls. After pulsing with 3[H] thymidine (1µ 
curie/well; Moravek Inc., Brea, CA) for 16 h, proliferative responses were measured as counts per minute (cpm) 
using a Wallac liquid scintillation counter (Perkin Elmer, Waltham, MA).

Measurement of serum cTnI.  Serum cTnI levels were measured in the sera collected from saline, wt 
CVB3, Mt 10 virus, and Mt 10 virus/wt CVB3 groups using the high-sensitivity cTnI ELISA kit according to 
manufacturer’s recommendations (Life Diagnostics Inc., West Chester, PA). Briefly, 100 μl of cTnI HRP conju-
gate and 100 μl of standards/samples were added to anti-cTnI-coated wells. After mixing, plates were incubated 
on an orbital shaker for 1 h at RT, followed by addition of 100µL TMB as substrate and an equal volume of stop 
solution. Plates were read at 450 nm using an automated ELISA reader to obtain the OD values (BioTek instru-
ments). Concentration of cTnI in unknown samples was calculated using the standard curve generated by plot-
ting the absorbance values of the standards versus log10 of their concentration.

RNA isolation and real‑time quantitative PCR.  For RNA isolation, hearts and pancreata stored 
at  − 80 °C were used. Approximately 20–30 mg of tissue were transferred to the RLT buffer and homogenized 
with a FastPrep96 system as recommended (Lysing Matrix D 1.4-mm ceramic beads; MP Biomedicals, Irvine, 
CA). RNA was isolated using the RNeasy kit (Qiagen, Hilden, Germany), and samples were treated with deoxy-
ribonuclease (DNase) I and quantified using the NanoDrop ND-1000 spectrophotometer (Thermo Fisher Scien-
tific, Waltham, MA). In a single-step reaction, RNA was reverse-transcribed and PCR was performed using the 
iTaq Universal one-step RT-qPCR kit (BioRad, Hercules, CA). The real-time quantitative PCR analysis included 
amplifications for CVB3 VP1 (target gene) and glyceraldehyde-3-phosphate dehydrogenase (GAPDH, house-
keeping gene) using TaqMan Gene Expression Assays (Applied Biosystems) and the CFX96 Touch Real-time 
PCR detection system (BioRad). Expression of CVB3 VP1 was normalized to GAPDH using the 2−(∆∆Ct) method.

Statistical analysis.  Statistical analyses were performed using GraphPad Prism software v8.0 (GraphPad 
Software, Inc. La Jolla, CA, USA). Data sets pertaining to viral titers, tetramer+ and dextramer+ cells, antibodies, 
cytokines, T cell proliferation, cTnI, and qPCR were analyzed by unpaired student’s t-test, Mann–Whitney test, 
or Kruskal–Wallis test for pairwise comparisons between the groups. Two-way ANOVA with Sidak’s post-test 
was used to compare the body weight changes. Log-rank test with Bonferroni correction was used to analyze sta-
tistical significance of the survival curves. Barnard’s exact test was used to analyze the histological parameters74. 
Graphs were prepared by GraphPad Prism software v8.0.
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