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undergo rapid replication and induce direct damage to car-
diomyocytes and via inflammatory factors [5]. To date, 
although animal, human myocardial biopsy, and in vitro 
studies have attempted to clarify the pathogenesis of VMC, 
the exact pathogenesis is still unclear. Moreover, preven-
tion strategies and specific therapeutic drugs for the clinical 
treatment of VMC are lacking.

Several modes of cell death (such as apoptosis, autoph-
agy, and ferroptosis) were identified to cause CVB3-induced 
cell death [6–9]. Among them, Bcl-2-interacting mediator of 
cell death (Bim), a proapoptotic BH3 domain-only member 
of the Bcl-2 family, has been found to potently bind to all 
anti-apoptotic Bcl-2 proteins with high affinity to trigger cell 
death; in addition, it is involved in the regulation of apop-
tosis in many different cell types [10–13]. Reportedly, Bim 
expression is tightly regulated by several pathways, such 
as Rb-E2F1 and the extracellular signal–regulated kinase/
mitogen-activated protein kinase pathway. However, it is 
unclear whether Bim is involved in CVB3-induced VMC.

Recently, several studies have assessed FOXO fam-
ily proteins and their interactions with Bim for inducing 
apoptosis in various cells [14–16]. The forkhead family 

Introduction

Viral myocarditis (VMC) is an inflammatory disease of the 
myocardium characterized by localized or diffused, acute or 
chronic lesions caused by a viral infection that can cause 
severe acute cardiac injury or chronic persistent cardiac 
injury. The incidence of VMC is 10–22 per 100,000 people, 
and the disease occurs predominantly in young and middle-
aged patients, accounting for 12% of sudden deaths among 
patients < 40 years [1–3]. Coxsackievirus B3 (CVB3) is 
the leading cause of VMC, accounting for approximately 
25% of VMC cases [4]. It is generally believed that viruses 
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Abstract
Viral myocarditis (VMC) is the major reason for sudden cardiac death among both children and young adults. Of these, 
coxsackievirus B3 (CVB3) is the most common causative agent of myocarditis. Recently, the role of signaling pathways 
in the pathogenesis of VMC has been evaluated in several studies, which has provided a new perspective on identify-
ing potential therapeutic targets for this hitherto incurable disease. In the present study, in vivo and in vitro experiments 
showed that CVB3 infection leads to increased Bim expression and triggers apoptosis. In addition, by knocking down Bim 
using RNAi, we further confirmed the biological function of Bim in apoptosis induced by CVB3 infection. We addition-
ally found that Bim and forkhead box O1 class (FOXO1) inhibition significantly increased the viability of CVB3-infected 
cells while blocking viral replication and viral release. Moreover, CVB3-induced Bim expression was directly dependent 
on FOXO1 acetylation, which is catalyzed by the co-regulation of CBP and SirTs. Furthermore, the acetylation of FOXO1 
was an important step in Bim activation and apoptosis induced by CVB3 infection. The findings of this study suggest that 
CVB3 infection induces apoptosis through the FOXO1 acetylation-Bim pathway, thus providing new insights for develop-
ing potential therapeutic targets for enteroviral myocarditis.
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of transcriptional regulators, FOXO transcription factors 
(FOXO1, FOXO3, FOXO4 and FOXO6), are involved in 
the regulation of the oxidative stress, cell cycle, apoptosis, 
DNA repair and immunomodulatory functions [17–19]. 
FOXO1 is currently considered a metabolic and antioxidant 
regulator that plays an important role in heart function-
ing. FOXO1 and FOXO3 are expressed in developing and 
adult cardiomyocytes, and specifically, FOXO proteins may 
play a role in regulating cardiomyocyte size via the induc-
tion of autophagy and inhibition of hypertrophy [20–22]. 
Mechanistically, FOXO proteins were appropriately post-
translationally modified in response to phosphorylation or 
acetylation signals, thus activating the corresponding func-
tions. These extracellular signals translate into activities that 
direct the regulation of proapoptotic genes, Bim and Fas 
Ligand [23, 24]. Therefore, it is essential to further elucidate 
how FOXO and its associated modifications are involved in 
apoptosis triggered by CVB3 infection.

Accordingly, the present study induced CVB3 infection 
in mice and cardiomyocyte HL-1 cells to establish in vivo 
animal models and in vitro cellular models for investigat-
ing the mechanism underlying CVB3-induced apoptosis. 
The results revealed that Bim played a key role in CVB3-
induced apoptosis in VMC and that Bim expression was 
mediated by FOXO1. Furthermore, the mechanism underly-
ing CVB3-induced FOXO1 phosphorylation and acetylation 
was evaluated in HL-1 cells. The findings confirmed that 
nuclear retention and co-regulation by CBP and SirTs fam-
ily for FOXO1 acetylation were required for Bim activation.

Materials and methods

CVB3, cell culture and Infection

The CVB3 Nancy strain (Shanghai Jiao Tong University 
School of Medicine, China) was propagated in HeLa cells 
(Institute of Oncology, Central South University, China) 
and then stored at 80 °C. Virus titers were measured at the 
beginning of each experiment via the plaque assay. Cardio-
myocyte HL-1 cells were purchased from Merck. These 
cell lines have been recently characterized and tested. HL-1 
cells were seeded in 6-well plates one day before virus treat-
ment. Then, the cells were incubated overnight in a medium 
containing 2% FBS for serum starvation. Subsequently, 
the cells were treated with CVB3 virus with an MOI of 
10 (diluted with medium containing 2% FBS) at different 
time points. After incubation with the virus for 1 h, the cells 
were washed twice with phosphate-buffered saline, and the 
medium containing 2% FBS was added to the culture and 
incubated for 48 h. Subsequently, all cells were harvested 
for experiments. For the Sham group, infection was induced 

by adding the same volume of medium with 2% FBS instead 
of the virus. The cell culture supernatant was collected and 
stored at -80 °C for subsequent viral plaque assays. See Sup-
plementary Methods for specific cell cultures.

Animal models

Specific pathogen-free (SPF), male BALB/c mice (4 weeks, 
weight: 18–20 g) were obtained from the Department of 
Laboratory Animals of Central South University and were 
maintained under SPF conditions. After adaptive feeding for 
1 week, mice were randomly assigned to different groups. 
The CVB3 group was intraperitoneally injected with 103 
TCID50 of the CVB3 virus (diluted to 100 µL with saline), 
and the Sham group was treated with the same volume of 
normal saline, as described previously [25]. Thereafter, the 
general appearance, behavior, and survival rate of the mice 
were observed daily. On days 1, 4, 7, and 14 post-infection, 
6 mice were randomly selected from each group, and the 
surviving mice were sacrificed via cervical dislocation. 
Blood samples were collected for ELISA. Heart tissue from 
each group was collected for morphological, biochemi-
cal, and molecular biological analysis. Mice that died dur-
ing or after treatment as well as mice in the CVB3 group 
without inflammatory cell infiltration in the myocardium 
were excluded from the analysis. All animal studies were 
approved by the experiment Animal Administrative Com-
mittee of Central South University (No.2021sydw0104). All 
animal experiments were in accordance with the relevant 
guidelines and regulations and followed the guidelines for 
the Care and Use of Laboratory Animals (Directive 2010/63/
EU of the European Parliament). All efforts were made to 
reduce the suffering of the mice as much as possible.

Hematoxylin and eosin (HE) staining

Heart tissue was fixed with 4% paraformaldehyde, prepared 
as wax blocks and cut into 5 μm sections. These sections 
were deparaffinized in xylene and dehydrated in alcohol. 
After staining, sections were sealed with neutral balsam and 
observed under an optical microscope.

ELISA assay

ELISA assay was performed using the creatine kinase 
isoenzyme B (CK-MB) ELISA kit and cardiac troponin 
T (cTnT) ELISA Kit (JINGMEI Biotechnology, Jiangsu, 
China) according to the manufacturer’s instructions. Absor-
bance values were measured using EnVision Multilabel 
Plate Readers (PerkinElemer, MA, USA).
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Viral plaque assay

Viral plaque assay was performed as previously described 
[9] and in Supplementary Methods.

Plasmid construction and cell transfection

The overexpression plasmids, negative control plasmids 
and small-interfering RNA (siRNA) were constructed 
by Tsingke Biotech (Changsha, China). HL-1 cells were 
seeded into six-well plates (1 × 105 cells/well) and cultured 
for 24 h. Plasmids or siRNAs were transiently transfected 
using Lipofectamine 3000 reagent (Invitrogen, CA, USA) 
according to the manufacturer’s instructions. Western blot-
ting was performed at 72 h after transfection. Related inter-
ference sequences are listed in Supplementary Table S1.

Immunofluorescence (IF) assay

IF assay was performed according to the Supplementary 
Methods. The obtained paraffin sections or the prepared cell 
crawls were processed for IF staining. The antibodies in this 
study are provided in Supplementary Table S2.

Cytotoxicity and cell proliferation

Cytotoxicity and cell proliferation were performed using 
the Calcein AM/PI Double Stain Kit (MKBio, Shanghai, 
China), and used according to the manufacturer’s instruc-
tions, as described in detail in Supplementary Methods.

Cell apoptosis analysis

Apoptosis was determined by flow cytometry analysis of 
cells stained with FITC-Annexin V apoptosis detection kit 
(KeyGEN BioTECH, Jiangsu, China) by a Cytek Aurora 
spectral cytometer (Cytek Biosciences, Fremont, California, 
USA). At each time point, cells were harvested using Tryp-
sin without EDTA (Beyotime, Shanghai, China). After cen-
trifugation, cell pellets were washed and stained according 
to the manufacturer’s instructions and analyzed by FlowJo 
(Becton Dickinson, FKL, USA). The sum of the ratios of 
Annexin-V-positive (early apoptotic cells) and double-pos-
itive (late apoptotic or necrotic apoptotic) cells to the total 
number of analyzed cells reflects the apoptosis ratio.

RNA extraction and quantitative real-time PCR (qRT-
PCR) analysis

Total RNA from cells and tissues was extracted using TRIzol 
Reagent (Invitrogen). RNA concentration was measured 
using a NanoDrop ND-1000 spectrophotometer (Thermo 

Scientific, MA, USA). Complementary DNA was synthe-
sized using the HiScript III RT SuperMix (Vazyme, Nan-
jing, China). qRT-PCR was performed using a LightCycler 
480II Real-Time PCR instrument (Roche. Basel, Switzer-
land) for qRT-PCR. β-actin was used for normalization of 
the data. All primer sequences are listed in Supplementary 
Table S1.

RNA sequencing

Collected mouse myocardial tissues were freshly frozen 
in liquid nitrogen and stored at -80 °C. The samples were 
sent to LC- Bio Technology Co., Ltd. (Hangzhou, Zhejiang, 
China) for RNA isolation, complementary DNA (cDNA) 
preparation, and DNA library preparation. The libraries 
were sequenced on an Illumina NovaSeq™ 6000.

Western blotting

Western blotting was performed according to the Supple-
mentary Methods. Myocardial tissue was placed in RIPA 
buffer (Beyotime) supplemented with protease inhibitor 
(Roche), phosphatase inhibitor (Roche) and phenylmethyl-
sulfonyl fluoride using MagNA Lyser homogenizer (Roche) 
to grind the lysed tissue. The above operations were per-
formed on ice. For cell, washed three times with phos-
phate-buffered saline and then lysed on ice with RIPA with 
a cocktail containing protease inhibitor and phosphatase 
inhibitor (Thermo Fisher, CA, USA). The antibodies in this 
study are provided in Supplementary Table S2.

Subcellular fractionation assay

Subcellular fractionation assay was performed using the 
Protein Extraction Kit (Solarbio, Beijing, China), and used 
according to the manufacturer’s instructions, as described in 
detail in Supplementary Methods.

Dual-luciferase reporter assay

Dual-luciferase reporter assay was performed using the 
Dual-Luciferase® Report (Promega, WI, USA), and used 
according to the manufacturer’s instructions, as described 
in detail in Supplementary Methods.

Chromatin immunoprecipitation (ChIP) assay

ChIP assays were performed using the Pierce Magnetic 
ChIP kit (Thermo Fisher), and used according to the manu-
facturer’s instructions, as described in detail in Supplemen-
tary Methods. The primer sequences for promoter region are 
listed in Supplemental Table S1.
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and apoptotic protease (caspase) family to initiate cardio-
myocyte apoptosis [26]. To further explore the mechanism 
by which CVB3 induces apoptosis in cardiomyocytes, we 
examined the changes in the expression of related genes 
after 7 days of CVB3 infection by RNA sequencing. For 
this, 482 differentially expressed genes were screened, 
among which 368 genes were found to be highly expressed 
and 114 were lowly expressed (|log2fc|>=1 & padj < 0.05) 
(Fig. 1B and C). Of the apoptosis-related genes, Bim was 
found to be significantly upregulated (Fig. 1D). We further 
performed RT-qPCR to detect the mRNA levels of Bim as 
well as western blotting to detect the protein levels of the 
three isoforms of Bim: BimEL, BimL, and BimS. The find-
ings revealed a significant increase in both Bim mRNA and 
protein levels (BimEL) at days 7 and 14 in the CVB3 group 
compared with those in the Sham group, which was consis-
tent with RNA-seq results (Fig. 1E and F).

CVB3 induces apoptosis via Bim activation

To further explore the changes in Bim after CVB3 infection 
in mouse cardiomyocytes, HL-1 cells were used to construct 
an in vitro CVB3 infection model. Following pre-experi-
ments, infection was induced at an MOI of 10. Viral plaque 
assay performed using supernatants collected at 12, 24 and 
48 h post-infection demonstrated that CVB3 virus repli-
cation in HL-1 cells started at 12 h, with maximum viral 
replication occurring at 24 h (Fig. 2A). Assessment of viral 
cytotoxicity in HL-1 cells was determined using the Cal-
cein AM/PI double-staining assay and revealed that signifi-
cant dead cells were observed at 12 h post-infection and the 
number increased with time (Fig. S2). We further performed 
flow cytometry to determine the apoptotic effect of CVB3 
infection in cardiomyocytes. As shown in Fig. 2B, the HL-1 
cells in the CVB3 group demonstrated time-dependent 
apoptotic exacerbations with the prolongation of infection 
compared with the Sham group. These results suggest that 
the CVB3 could infect HL-1 cells and induce death in vitro, 
which was consistent with the findings of the in vivo study.

To determine whether CVB3 causes Bim upregulation 
through transcriptional activation, we first searched for the 
Bim promoter region in the NCBI database (http://www.
ncbi.nlm.nih.gov/) and Ensembl database (http://useast.
ensembl.org/index.html). The results revealed a segment of 
-1900 to + 350 bp from the transcription start site. The gene 
fragment was cloned into the pGL3-basic vector and CVB3 
regulation was determined by measuring luciferase activity. 
Following reporter molecule activity assays, we found that 
the luciferase activity of reporter molecules driven by frag-
ments − 1900 to + 350 was significantly increased follow-
ing CVB3 infection for 48 h (Fig. 2C).

Co-immunoprecipitation (Co-IP) assay

Co-IP assay was performed using the Pierce Classic Mag-
netic IP/Co-IP Kit (Thermo Fisher), and used according to 
the manufacturer’s instructions, as described in detail in 
Supplementary Methods. The antibodies in this study are 
provided in Supplementary Table S2.

Statistical analysis

Experiments in this study were carried out with at least three 
replicates and all values are expressed as mean ± S.D. Statis-
tical analyses were performed using SPSS (IBM SPSS 26.0, 
SPSS Inc). For normally distributed data, the differences 
between two groups were tested for statistical significance 
using an independent-sample two-tailed t-tests. For data 
that were normally distributed and when there was more 
than one group, one-way ANOVA was used, with Tukey’s 
comparison post hoc test. Where data were not normally 
distributed, Mann–Whitney U-tests were used to determine 
statistical significance. Values of p < 0.05 were considered 
statistically significant.

Results

Increased Bim expression in the heart of VMC mice

To investigate the mechanism underlying the effects of 
CVB3 in VMC, we first established the VMC model. The 
CVB3 group exhibited reduced activity, low food intake, 
weight loss, and shrugging and huddling; however, the 
symptoms gradually decreased after 9 days post-treatment. 
The changes in body weight are shown in Fig. S1A. Over 
time, compared with the Sham group, the CVB3 group dem-
onstrated reduced heart size, uneven myocardial surface, 
and white membrane covering the heart, with greater edema 
of the heart by day 14 (Fig. S1B). Serum CK-MB and cTnT 
were higher in the CVB3 group than the Sham group at all 
time points (p < 0.05 for both) (Fig. S1C). The HE stain-
ing revealed progressive augmentation of inflammatory 
infiltration in the myocardial fibers and perivascular tissues 
over time in the CVB3 group (Fig. S1D). Furthermore, the 
IF assay of the myocardial tissue revealed that, unlike the 
Sham group, all CVB3 groups demonstrated CVB3 expres-
sion, with peak expression occurring at 7 days (Fig. 1A). 
These results indicate the successful establishment of the 
CVB3-induced VMC model, and 7 days performance is the 
most obvious.

In addition to directly causing structural destruction 
and functional metabolic damage to cardiomyocytes, viral 
infections can activate the Fas/FasL pathway, Bcl-2 family, 
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a time-dependent increase with the prolongation of CVB3 
infection. In addition, the ratio of Bax/Bcl-2 and cleaved-
caspase3 increased significantly with time-dependent 

After CVB3 infection, western blotting was conducted 
to detect the protein levels of the three isoforms of Bim. 
As shown in Fig. 2D, only BimEL protein levels showed 

Fig. 1 Increased expression of Bim observed in an in vivo model of 
CVB3-induced myocardial injury. (A) IF staining map of CVB3 (red) 
in mouse myocardial tissue in the Sham and CVB3 groups, blue stain-
ing indicates DAPI nuclear staining (scale bar = 50 μm); n = 6. (B) 
Pie and scatter plots of differentially expressed genes in the Sham 
and CVB3 groups after 7 days of CVB3 infection, with red indicat-
ing upregulated and blue indicating downregulated genes; these are 
positioned away from the unaltered genes (gray); n = 2. (C) Heat map 

of differentially expressed genes in the Sham and CVB3 groups; n = 2. 
(D) Sequencing results of differential mRNA expression of Bim; n = 2. 
(E) The mRNA level of Bim in the mice myocardium in the Sham 
and CVB3 groups were detected using qRT-PCR; n = 3. (F) Results of 
Bim protein levels in the Sham and CVB3 groups analyzed via west-
ern blotting; n = 3. ns: no statistical significance, *p < 0.05, **p < 0.01, 
***p < 0.001
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whether CVB3-induced Bim expression is regulated by 
activating the FOXO family. The results revealed that the 
FOXO1 mRNA level was significantly increased at 7 days 
post-infection (p < 0.01), whereas the FOXO3 mRNA level 
showed no significant difference (Fig. 3A). Moreover, west-
ern blotting showed increased protein levels of FOXO1 and 
not FOXO3, in the CVB3 group at different times compared 
with the Sham group, with an upward trend (Fig. 3B). These 
results confirm that FOXO1 expression is significantly 
increased in the myocardial tissue of VMC mice.

Consistent with that observed in the VMC animal model, 
the FOXO1 mRNA and protein levels were significantly 
increased in HL-1 cells after CVB3 infection (p < 0.01). 
However, the levels for FOXO3 were not increased (Fig. 3C 
and D). This suggests that CVB3-infected HL-1 cells 
upregulated Bim expression through the transcription factor 
FOXO1, thus regulating the onset of apoptosis.

To further determine whether CVB3-induced Bim tran-
scriptional activation is FOXO1-dependent, we evaluated 
the effect of FOXO1 on Bim promoter activity using the 
Dual-luciferase reporter assays. The analysis showed that 
wild-type overexpression of FOXO1 (OE-FOXO1-WT) 
enhanced Bim promoter activity (Fig. 3E), whereas the 
knockdown of FOXO1 decreased Bim promoter activity 
(Fig. 3E).

In addition, the binding sites of FOXO1 to the Bim pro-
moter were predicted using the JASPAR database (http://
jaspar.genereg.net/) (Fig. 3G). For this, six high-binding, 
fraction-binding sites (Site1-Site6) were assessed using the 
ChIP assay (Supplementary Table S1). The sheared DNA 
length (200–2000 bp) was confirmed using agarose gel elec-
trophoresis (Fig. 3F). ChIP-qPCR analysis was performed in 
HL-1 cells using an anti-FOXO1 antibody, with rabbit IgG 
being the negative control. The results revealed that Bim 
binds to Site6 located at -11 to 0 and not to other regions 
in the non-infected and CVB3-infected cells (Fig. 3H and 
I). These results suggest that FOXO1 directly activates 
Bim transcription by binding to specific motifs on the Bim 
promoter.

FOXO1/Bim axis regulates CVB3-induced 
cardiomyocyte apoptosis

To verify that FOXO1-regulated Bim activation is involved 
in the onset of CVB3-induced apoptosis, HL-1 cells were 
transfected with the OE-FOXO1-WT and infected with 
CVB3 for 48 h. As shown in Fig. 4A, FOXO1 was sig-
nificantly expressed after transfection than after Sham 
treatment. In addition, Bim expression was significantly 
increased in response to CVB3 infection (Fig. 4A), and 
the levels of the apoptotic proteins Bax/Bcl2, and cleaved-
caspase3 were significantly increased. To further elucidate 

tolerance under the same conditions (Fig. 2E). These results 
suggest that Bim plays a major role in CVB3-induced apop-
tosis in HL-1 cells.

To further confirm the direct association, HL-1 cells were 
transiently transfected with siRNA against Bim (si-Bim) or 
non-specific siRNA (si-NC), followed by CVB3 infection. 
First, viral plaque assay showed that si-Bim significantly 
reduced the release of viral progeny (Fig. 2F and G). More-
over, the number of dead cells in the si-NC group was sig-
nificantly higher than that in the si-Bim group after CVB3 
infection (Fig. S3). With regard to the levels of apoptotic 
proteins, the expression of Bax/Bcl-2 and cleaved-caspase3 
was significantly lower in the si-Bim group after CVB3 
infection than in the si-NC group (Fig. 2H). These observa-
tions were confirmed by flow cytometry (Fig. 2I). Together, 
these data suggest that CVB3-induced apoptosis in HL-1 
cells is regulated by the pro-apoptotic protein Bim.

FOXO1 regulates Bim transcription by binding to the 
Bim promoter region in CVB3 Infection

Bim mRNA levels were significantly upregulated in the 
myocardium of VMC mice (Fig. 1E), and the activity of the 
Bim promoter was significantly upregulated in the CVB3 
group compared with that in the Sham group (p < 0.001) 
(Fig. 2C). To further explore the transcription factors that 
interact with the Bim promoter, we performed predictions 
using the UCSC database (https://genome.ucsc.edu/) and 
the PROMO database (https://alggen.lsi.upc.es/). Briefly, 
for the UCSC database, it was necessary to include the JAS-
PAR component and then input the Bim promoter region 
for prediction to obtain 321 transcription factors; for the 
PROMO database, direct prediction for the Bim promoter 
region obtained 431 transcription factors. Intersecting the 
predictions from the two databases revealed 30 transcrip-
tion factors, including the FOXO family (Supplementary 
Table S3). Therefore, the present study aimed to investigate 

Fig. 2 Changes in Bim expression in in vitro model of CVB3 infec-
tion in HL-1 cells. (A) Cultures of HL-1 cells were collected at 12, 
24 and 48 h after CVB3 infection for viral plaque assay using Hela 
cells; n = 3. (B) Flow cytometry was used to detect apoptosis at 12, 
24 and 48 h after CVB3 infection of HL-1 cells; n = 3. (C) Detection 
of Bim promoter activity after 48 h of CVB3 infection by dual-lucif-
erase reporter assays; n = 3. (D) Changes in the expression of BimEL, 
BimL and BimS after CVB3 infection of HL-1 cells, as analyzed by 
western blotting; n = 3. (E) Changes in the expression of Bax/Bcl2 and 
cleaved-caspase3 proteins at 12, 24, and 48 h after CVB3 infection of 
HL-1 cells, as analyzed by western blotting; n = 3. (F, G) Cultures of 
HL-1 cells transfected with si-Bim were collected after CVB3 infec-
tion (48 h) for viral plaque assay using Hela cells; n = 3. (H) The 
expression of relevant proteins in HL-1 cells transfected with si-Bim 
after CVB3 infection (48 h), as analyzed using western blotting; n = 3. 
(I) Flow cytometry was performed to detect apoptosis in HL-1 cells 
transfected with si-Bim after CVB3 infection (48 h); n = 3. ns: no sta-
tistical significance, *p < 0.05, **p < 0.01, ***p < 0.001
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Fig. 3 Activation of FOXO1-regulated Bim was involved in CVB3-
infected myocarditis. (A) The mRNA levels of FOXO1 and FOXO3 
in the mice myocardium in the Sham and CVB3 groups were detected 
using qRT-PCR; n = 3. (B) Changes in the expression of FOXO1, 
FOXO3 and p-FOXO1 in mice myocardium in the Sham and CVB3 
groups were analyzed using western blotting; n = 3. (C) Detection of 
FOXO1 and FOXO3 mRNA levels by qRT-PCR at 12, 24 and 48 h 
after CVB3 infection in HL-1 cells; n = 3. (D) Changes in the expres-
sion of FOXO1, FOXO3 and p-FOXO1 at 12, 24 and 48 h after CVB3 
infection in HL-1 cells, as analyzed using western blotting; n = 3. (E) 
Changes in Bim promoter activity after knockdown or overexpression 

of FOXO1 in HL-1 cells infected and uninfected with CVB3 (48 h), 
as detected using dual-luciferase reporter assays; n = 3. (F) Chromatin 
from HL-1 cell lysis buffer was subjected to agarose electrophoresis 
after sonication in the ChIP experiment; n = 3. (G) Transcription factor 
FOXO1 binding motifs from the JASPAR database. (H) ChIP-qPCR 
assay verified the direct binding of FOXO1 to the Bim promoter in 
HL-1 cells infected and uninfected with CVB3(48 h); n = 3. (I) Aga-
rose electrophoresis was performed to further validate the ChIP-qPCR 
results; n = 3. ns: no statistical significance, *p < 0.05, **p < 0.01, 
***p < 0.001, ****p < 0.0001
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with LY294002 (PI3K inhibitor) (50 µM) [29] and then 
infected with CVB3 for 48 h. Using LY294002 alone 
resulted in significant increase in the expression of Bim. 
However, compared with the cells infected with only CVB3, 
the cells treated with both LY294002 and CVB3 showed sig-
nificantly increased expression of FOXO1 but no significant 
change in the expression of Bim (Fig. 5C and D). Moreover, 
CVB3 + LY294002 treatment increased cleaved-caspase3 
shear compared with CVB3 infection alone (Fig. 5C and 
D). These results suggest that LY294002 inhibited PI3K and 
further promoted CVB3-induced apoptosis.

FOXO in the nucleus is involved in the transcription of 
Bim. Accordingly, we next determined whether FOXO accu-
mulates in the nucleus. The results showed a steady increase 
of FOXO1 levels in the nuclear fraction of CVB3-infected 
cells (Fig. 5E). Furthermore, the intranuclear increase in 
FOXO1 was confirmed by IF, indicated by the enhanced 
staining of FOXO1 (green) in the nucleus (Fig. 5F). Previ-
ous studies have shown that once phosphorylated, FOXO1 
binds to the 14-3-3 chaperone protein, which exports the 
complex from the nucleus, resulting in transcriptional 
downregulation of Bim [22]. To demonstrate this, HL-1 
cells were infected with CVB3 and subjected to western 
blotting. The results revealed a progressive decrease in the 
expression of 14-3-3 chaperone proteins (Fig. 5G and H). 
To further clarify the interaction between 14-3-3 proteins, 
the Co-IP assay was conducted after CVB3 infection of 
HL-1 cells for 48 h. As expected, CVB3 infection greatly 
reduced the binding of 14-3-3 protein to FOXO1, indicat-
ing its retention in the nucleus (Fig. 5I). In addition, the IF 
assay in the myocardial tissues of mice in the CVB3 group 
showed enhanced staining for FOXO1 (green) along with 
reduced staining for 14-3-3 (red) (Fig. S6C).

CVB3-induced FOXO1 acetylation is regulated by 
CBP and SirTs

Nuclear translocation induced by stress would trigger 
FOXO protein modification and regulation via acetylation/
deacetylation. Using the Co-IP assay, we demonstrated that 
the acetylated lysine level of FOXO1 was significantly 
increased by CVB3 infection (Fig. 6A).

CBP/p300 and SirTs undergo acetylation or deacetylation 
following the acetylation of key lysine residues on FOXO, 
respectively [30]. To demonstrate this, HL-1 cells were 
infected with CVB3 and then subjected to western blotting. 
The results revealed a decrease in the expression of SirT-1 
and SirT-3, the negative regulators of acetylation (Fig. 6B). 
Moreover, the expression of SirT-1, SirT-2, and SirT-3 was 
also decreased in the myocardial tissues of CVB3 mice 
(Figure S6B). To confirm whether SirTs were involved in 
FOXO1 acetylation by CVB3 infection, HL-1 cells were 

these results, HL-1 cells were transfected with si-FOXO1 
or si-NC and then infected with CVB3 for 48 h. As shown 
in Fig. 4B, si-FOXO1 transfection significantly reduced 
FOXO1 and Bim protein levels in HL-1 cells. Moreover, 
Bim expression was significantly reduced after CVB3 infec-
tion, along with a significant reduction in the levels of apop-
totic proteins Bax/Bcl2 and cleaved-caspase3 (p < 0.05). 
These results were confirmed by an apoptosis assay using 
flow cytometry (Fig. 4C and D), indicating that FOXO1 
could regulate apoptosis in HL-1 cells infected by CVB3 
via Bim activation.

Furthermore, the viral plaque assay was performed 
to detect the effect of FOXO1 on the viral replication of 
CVB3. The results revealed that the replication of the CVB3 
virus was higher in the OE-FOXO1-WT group than in the 
non-specific plasmid (OE-NC) group. Moreover, it was sig-
nificantly lower in the si-FOXO1 group than in the si-NC 
group (Fig. 4E and F). Notably, the number of dead cells 
in the OE-FOXO1-WT group was higher than that in the 
OE-NC group after CVB3 infection (Fig. S4), whereas the 
dead cells in the si-FOXO1 group were significantly lower 
than those in the si-NC group (Fig. S5). These results indi-
cate that FOXO1 expression is a prerequisite for Bim and 
apoptosis induced by CVB3 infection and further affects 
viral self-replication.

CVB3 Infection causes nuclear retention of FOXO1

As the role of phosphorylation in the regulating of FOXO 
activity has been extensively characterized [27, 28], we next 
evaluated whether CVB3 infection resulted in changes in 
FOXO1 phosphorylation at the key sites Ser-256 and Ser-
319. We found that p-FOXO1 (Ser-256) levels were signifi-
cantly decreased at 48 h post-infection, whereas p-FOXO1 
(Ser-319) levels showed no significant change (Fig. 5A). To 
examine whether the CVB3-induced increase in FOXO1 
expression is regulated via the PI3K/Akt pathway, we 
infected HL-1 cells with CVB3 for 12, 24 and 48 h to detect 
the expression of PI3K and Akt. The results showed that 
CVB3 downregulated PI3K and Akt protein levels and 
inhibited PI3K and Akt phosphorylation (Fig. 5B). In addi-
tion, the expression of p-PI3K and p-Akt was decreased in 
the myocardial tissues of mice in the CVB3 group (Figure 
S6A). Although previous studies have found that growth 
factor-induced phosphorylation of FOXO proteins leads 
to their exclusion from the nucleus via Akt activation, our 
findings suggest that PI3K / Akt pathway activity is inhib-
ited upon CVB3 infection, which may have reduced FOXO 
protein phosphorylation, resulting in nuclear retention and 
enhanced FOXO transcriptional activity. To further deter-
mine the role of the PI3K pathway associated with CVB3-
mediated FOXO1 activation, HL-1 cells were pretreated 
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Fig. 4 FOXO1 regulates apoptosis of CVB3-infected HL-1 cells. (A) 
HL-1 cells were infected with CVB3 (48 h) after transfection with 
OE-FOXO1-WT or OE-NC and were then harvested and subjected 
to western blot analysis to evaluate the expression of FOXO1, Bim, 
Bax/Bcl2, and cleaved-caspase3; n = 3. (B) After transfection of HL-1 
cells with si-FOXO1 or si-NC, the cells were harvested under the same 
infection conditions and subjected to western blot analysis to iden-
tify the expression of FOXO1, Bim, Bax/Bcl2, and cleaved-caspase3; 

n = 3. (C, D) Flow cytometry was used to detect HL-1 apoptosis after 
CVB3 infection (48 h) with overexpressed or knocked down FOXO1; 
n = 3. (E, F) Cultures from the OE-NC group, OE-FOXO1- WT group, 
si-NC group, and si-FOXO1 group were collected 48 h after infection 
with CVB3, respectively, and viral plaque assay was performed using 
Hela cells; n = 3. ns: no statistical significance, *p < 0.05, **p < 0.01, 
***p < 0.001
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hypothesis, HL-1 cells were treated with a strong inhibi-
tor of SirTs, nicotinamide (5 mM) (Fig. 6D). The treatment 
increased CVB3-induced Bim expression (Fig. 6E), indi-
cating that the inhibitory effect of nicotinamide on SirTs 
synergistically increased CVB3-induced Bim expression. 
Simultaneously, we noted a significant increase in FOXO1 

infected with CVB3 for 48 h, followed by immunoprecipi-
tation with anti-FOXO1 antibody and immunoblotting with 
anti-SirT-1, anti-SirT-2 or anti-SirT-3. The results demon-
strated that CVB3 reduced the recruitment of SirT-1, SirT-2, 
and SirT-3 to FOXO1 (Fig. 6C), which increased FOXO1 
acetylation and promoted Bim expression. To confirm this 

Fig. 5 CVB3 infection fails to activate the PI3K/Akt cascade, which 
subsequently leads to nuclear retention of FOXO1. (A) HL-1 cells 
were infected with CVB3 for 12, 24, and 48 h and then harvested 
and subjected to western blotting to identify p-FOXO1 (Ser256) and 
p-FOXO1 (Ser319) expression; n = 3. (B) HL-1 cells were infected with 
CVB3 for 12, 24, and 48 h and then harvested and subjected to western 
blotting to identify PI3K, Akt, p-PI3K (Tyr 458), and p-Akt (Ser 473) 
expression; n = 3. (C, D) HL-1 cells were pretreated with LY294002 
(50 µM) and then infected with CVB3 for 48 h. Cells were lysed and 
subjected to western blotting to evaluate PI3K, FOXO1, Bim, and 
cleaved-caspase3 expression; n = 3. (E) HL-1 cells were infected with 
CVB3-infected HL-1 cells for 12, 24, and 48 h, then nuclear and cyto-
plasmic proteins were isolated from the cells and immunoblot analysis 

was performed for FOXO1 protein using LaminB1 and β-tubulin as 
nuclear and cytoplasmic protein internal reference, respectively; n = 3. 
(F) To confirm the nuclear retention of FOXO1, CVB3-infected HL-1 
cells were immunostained with FOXO1 antibody (green); blue indi-
cates DAPI nuclear staining (scale bar = 20 μm). (G, H) HL-1 cells 
were infected with CVB3 for 12, 24, and 48 h and then harvested and 
subjected to western blot analysis to identify 14-3-3 protein expres-
sion; n = 3. (I) HL-1 cells were then infected with CVB3 for 48 h, and 
the proteins were extracted using anti-FOXO1 antibody, followed by 
Co-IP assay and protein immunoblot analysis with anti-14-3-3. The 
blots were additionally re-probed using FOXO1 antibody as loading 
controls; n = 3. ns: no statistical significance, *p < 0.05, **p < 0.01, 
***p < 0.001
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Fig. 6 FOXO1 acetylation was regulated by CBP and SirTs and was 
necessary for CVB3-induced Bim expression. (A) HL-1 cells were 
infected with CVB3 for 48 h, and proteins were extracted for Co-IP 
using anti-acetyl-lysine antibody or anti-FOXO1, followed by west-
ern immunoblot analysis with anti-FoxO1 or anti-acetyl-lysine anti-
body. Before and after CVB3 infection, identical amounts of FoxO1 
were used as a loading control, as shown as input; n = 3. (B) HL-1 
cells were infected with CVB3 for 12, 24, and 48 h and were then 
harvested and subjected to western blotting to identify SirT-1, SirT-
2, and SirT-3 expression; n = 3. (C) HL-1 cells were infected with 
CVB3 for 48 h, and proteins were extracted using anti-FOXO1 anti-
body for Co-IP assay, followed by western immunoblot analysis with 
anti-SirT-1, anti-SirT-2, and anti-SirT-3. The blots were additionally 
re-probed with FOXO1 antibody as a loading control; n = 3. (D) HL-1 
cells were pretreated with nicotinamide (5 mmol/L) and then infected 
with CVB3 for 48 h. Cells were lysed and western blot analysis was 
performed to evaluate the expression of SirT-1, SirT-2, and SirT-3; 
n = 3. (E) HL-1 cells were pretreated with nicotinamide (5 mmol/L) 
and then infected with CVB3 for 48 h. Cells were lysed and west-
ern blotting was performed to identify the expression of FOXO1 and 

Bim; n = 3. (F) HL-1 cells were infected with CVB3 for 48 h and the 
proteins were extracted using anti-FOXO1 antibodies for Co-IP assay, 
followed by western immunoblot analysis with anti-CBP and anti-
p300. The blots were additionally re-probed with FOXO1 antibody 
as a loading control; n = 3. (G) After transfection of HL-1 cells with 
si-CBP or si-NC, they were infected with CVB3 for 48 h and harvested 
and analyzed by western blotting to identify the expression of CBP, 
FOXO1, Bim, and cleaved-caspase3; n = 3. (H, I) After transfection 
of HL-1 cells with OE-FOXO1-MT or OE-NC, cells were infected 
with CVB3 for 48 h and harvested for western blotting to evaluate the 
expression of FOXO1, Bim, and cleaved-caspase3; n = 3. (J) Changes 
in Bim promoter activity after transfection with OE-FOXO1-WT and 
OE-FOXO1-MT were detected using dual-luciferase reporter assays; 
n = 3. (K) HL-1 cells were transfected with a FOXO1-WT or FOXO1-
MT plasmid and were then infected with CVB3. After 48 h, cells were 
harvested for ChIP assay with a sequence of the Bim promoter using 
anti-FOXO1. The bands with anti-IgG served as negative controls; 
n = 3. (L) Agarose electrophoresis was performed to further validate 
the ChIP-qPCR results; n = 3. ns: no statistical significance, *p < 0.05, 
**p < 0.01, ***p < 0.001, ****p < 0.0001
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mediated by CBP recruitment is crucial for CVB3 infection 
to cause apoptosis.

In addition, ChIP assays were used to identify whether 
acetylated FOXO1 binds directly to the Bim promoter. Fig-
ure 6 L shows that the binding of OE-FOXO1-WT to the 
Bim promoter is significantly increased following CVB3 
infection. However, OE-FOXO1-MT was unable to bind 
to the Bim promoter (Fig. 6K and L). Thus, these findings 
suggest that CVB3 infection activates FOXO1 acetylation, 
while FOXO1 acts as a transcription factor to activate Bim, 
thus leading to increased apoptosis (Fig. 7).

Discussion

In children, VMC is primarily induced by the virus CVB3. 
The virus induces cellular damage in the body as well as 
viral replication, which triggers uncontrolled inflammation 
even following viral clearance in the later stages of the dis-
ease [31]. Therefore, an effective strategy to treat VMC is 
necessary. Reportedly, the most important aspect of CVB3 
infection is the onset of apoptosis in cardiomyocytes, which 
can be mediated via multiple pathways, including the acti-
vation of Bim [29, 32, 33]. However, the exact mechanism 
underlying this effect is unclear. The present study revealed 
a novel mechanism via which CVB3 can mediate apoptosis 
in cardiomyocytes: the FOXO1 acetylation-Bim pathway.

Apoptosis is one of the hallmarks of viral infection. In 
several models of infection, the apoptotic process is consid-
ered as a defense system, by which infected cells undergo 
cell death before the end of the viral life cycle, thereby lim-
iting viral replication [34]. In these cases, nearby phago-
cytes eventually recognize and clear apoptotic vesicles. 
However, several viruses causing apoptosis may promote 
the release of viral progeny from infected cells, thereby 
increasing virus transmission and thus inducing disease 
progression [35, 36]. Therefore, although there is a grow-
ing interest in the activation of apoptotic pathways during 
CVB3 infection, many details regarding the involvement of 
CVB3 in the apoptotic process remain unclear [37]. Sev-
eral pro-apoptotic pathways have been associated with the 
aberrant apoptosis of cardiomyocytes, with the extrinsic and 
intrinsic pathways being the major ones. The intrinsic path-
way is regulated by both the pro-apoptotic (Bax, Bak, Bim 
and Bad) and anti-apoptotic (Bcl-2 and Bcl-xL) members 
of the Bcl-2 family [33, 38, 39]. Upregulation of Bim trig-
gers cytochrome C dissociation from the mitochondria and 
contributes to apoptosome formation and caspase-3 activa-
tion. Although Bim is activated in the early stages of CVB3 
infection in Hela cells, the extent of Bim expression and 
mechanisms underlying CVB3 infection of cardiomyocytes 
are poorly understood.

levels in nicotinamide-treated cells (Fig. 6E). Together, 
these results suggest that SirTs are involved in regulating 
FOXO1 acetylation, leading to increased Bim expression.

To further determine the mechanism underlying CVB3-
induced lysine acetylation, Co-IP assays were performed 
to test the interaction of coactivators (PCAF, CBP or p300) 
with FOXO1 (Fig. 6F). The results suggested that CVB3 
infection recruited CBP and p300 to FOXO1 and induced 
the onset of acetylation. Notably, no protein interactions 
were noted between PCAF and FOXO1 (data not shown). 
Therefore, we further evaluated the effect of FOXO1 acety-
lation catalyzed by CBP on Bim expression in CVB3 infec-
tion. We used si-CBP to transfect HL-1 cells and then infect 
them with CVB3. The results revealed a significant reduc-
tion in CVB3 -induced Bim expression by si-CBP, demon-
strating that CVB3 -induced Bim expression may occur by 
CBP-mediated FOXO1 acetylation (Fig. 6G). Moreover, si-
CBP reduced the levels of cleaved-caspase3 compared with 
CVB3 infection alone (Fig. 6G). These results suggest that 
si-CBP inhibited FOXO1 acetylation and further decreased 
CVB3-induced apoptosis.

FOXO1 acetylation is crucial for CVB3-induced bim 
expression

We next investigated the role of FOXO1 acetylation in the 
activation of Bim. For this, we used the mutant plasmid 
(FOXO1-MT), in which the CBP-dependent acetylation 
residue sites Lys-242, Lys-245 and Lys-262 were replaced 
with arginine. Cells were then transiently transfected with 
OE-FOXO1-MT or OE-NC, followed by infection with 
CVB3. As shown in Fig. 6H and I, CVB3 did not signifi-
cantly upregulate mutant FOXO1 expression or upregulate 
Bim expression following CVB3 infection. To further con-
firm this, we performed a Dual luciferase reporter assay to 
analyze the transcriptional activity of FOXO1 on the Bim 
promoter. For this, HL-1 cells were transfected with OE-
FOXO1-WT or OE-FOXO1-MT followed by a Bim-pGL3 
luciferase reporter gene construct. After such treatment, 
cells were incubated in the presence or absence of CVB3 
for 48 h and then evaluated for relative luciferase activity. 
A significant increase in relative luciferase activity of Bim 
was observed in cells transfected with OE-FOXO1-WT than 
in those treated with OE-NC (Fig. 6J). However, no signifi-
cant increase in relative luciferase activity was observed in 
cells transfected with OE-FOXO1-MT (Fig. 6J). These data 
suggest that CVB3 induces Bim transcription via FOXO1 
acetylation. This is consistent with the results of CVB3 
infection-induced apoptosis in HL-1 cells (Fig. 6H and I), 
where CVB3 infection did not increase apoptosis in the 
OE-FOXO1-MT group, indicating that FOXO1 acetylation 
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the nucleus from the cytoplasm [45] and phosphorylates 
FOXO1/3 [45, 46]. The phosphorylated FOXO demon-
strates an increased binding to 14-3-3, leading to the translo-
cation of FOXO1/3 from the nucleus to the cytoplasm, thus 
reducing its transcriptional activity [47–49]. In this study, 
we observed that CVB3 downregulated PI3K/Akt over time, 
reduced FOXO phosphorylation at 48 h (although there was 
an increase in p-FOXO1 during this period), and decreased 
binding to 14-3-3 chaperone proteins. Moreover, following 
CVB3 infection, nuclear retention of FOXO1 was demon-
strated by IF and subcellular analysis in western blotting, 
which increased the expression of the pro-apoptotic gene 
Bim. This result was corroborated by the use of LY294002, 
a specific inhibitor of PI3K/Akt.

Stress-induced nuclear FOXO proteins bind to histone 
acetylase proteins, such as CBP/p300 and PCAF, resulting 
in increased acetylation of FOXO [30, 50, 51]. In addition, 
histone deacetylase proteins such as SirT-1 can interact 
with FOXO proteins and deacetylate them [51]. Consistent 
with these findings, the present study revealed two possi-
ble pathways for FOXO1 to be acetylated. First, FOXO1 
might be acetylated via the direct recruitment of CBP to 
FOXO1. Our study provided some evidence to support that 
CVB3 infection promotes CBP involvement in FOXO1 
acetylation. Moreover, si-CBP significantly reduced CVB3-
induced Bim expression, further suggesting that this reduc-
tion is directed via CBP-mediated FOXO1 acetylation. 
Second, FOXO1 acetylation could be mediated by a weak 

In the present study, increased Bim mRNA and protein 
levels were observed in in vivo and in vitro CVB3 infection 
models. To further confirm the function of Bim in CVB3 
infection, we designed an siRNA and found that Bim knock-
down reduced CVB3-induced apoptosis in HL-1 cells and 
decreased viral replication of CVB3. This suggests that Bim 
is a key pro-apoptotic integrator of CVB3-induced apopto-
sis in cardiomyocytes.

The current study additionally demonstrated the involve-
ment of FOXO1 in Bim-regulated apoptosis triggered by 
CVB3 infection. FOXO1 siRNA reduced CVB3-induced 
apoptosis and decreased the viral replication of CVB3. 
Moreover, ChIP-qPCR and dual-luciferase reporter assay 
revealed that FOXO1 could directly bind to the Bim gene 
promoter, which clarified the direct regulation of Bim by 
FOXO1 at the transcriptional level in CVB3 infection.

We further explored the novel association of Bim activa-
tion with FOXO1 expression and post-translational modifi-
cations in CVB3 infection. Phosphorylation, ubiquitination 
and acetylation are the three major post-translational modifi-
cations of FOXO that regulate gene expression [28, 40, 41]. 
FOXO is a transcription factor that regulates the transcrip-
tion of numerous target genes and undergoes nucleoplas-
mic shuttling in cardiomyocytes under different conditions 
[22, 42, 43]. The 14-3-3 protein plays a key role in FOXO 
nucleoplasmic shuttling, and 14-3-3 protein is a member of 
the highly conserved family of proteins that modulate intra-
cellular signaling [44]. Phosphorylated Akt translocates to 

Fig. 7 Schematic illustration of the mechanism by which the FOXO1 acetylation-Bim pathway in CVB3 infection promotes apoptosis

 

1 3



Apoptosis

Ethical approval This study was performed in line with the principles 
of the Declaration of Helsinki. This study was approved by the Ethics 
Committee of the Department of Laboratory Animals, Central South 
University (No.2021sydw0104).

Consent for publication Not applicable.

Competing interests The authors declare no competing interests.

Open Access  This article is licensed under a Creative Commons 
Attribution 4.0 International License, which permits use, sharing, 
adaptation, distribution and reproduction in any medium or format, 
as long as you give appropriate credit to the original author(s) and the 
source, provide a link to the Creative Commons licence, and indicate 
if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless 
indicated otherwise in a credit line to the material. If material is not 
included in the article’s Creative Commons licence and your intended 
use is not permitted by statutory regulation or exceeds the permitted 
use, you will need to obtain permission directly from the copyright 
holder. To view a copy of this licence, visit http://creativecommons.
org/licenses/by/4.0/.

References

1. Pankuweit S, Klingel K (2013) Viral Myocarditis: from experi-
mental models to molecular diagnosis in patients. Heart Fail Rev 
18:683–702

2. Blauwet LA, Cooper LT (2010) Myocarditis Prog Cardiovasc Dis 
52:274–288

3. Fung G, Luo H, Qiu Y, Yang D, McManus B (2016) Myocarditis 
Circ Res 118:496–514

4. Zhang C, Xiong Y, Zeng L et al (2020) The role of non-coding 
RNAs in viral Myocarditis. Front Cell Infect Microbiol 10:312

5. Lasrado N, Yalaka B, Reddy J (2020) Triggers of Inflammatory 
Heart Disease. Front Cell Dev Biol 8:192

6. Yu K, Zhou L, Wang Y et al (2022) Mechanisms and therapeutic 
strategies of viral Myocarditis targeting Autophagy. Front Phar-
macol 13:843103

7. Chang H, Li X, Cai Q et al (2017) The PI3K/Akt/mTOR pathway 
is involved in CVB3-induced autophagy of HeLa cells. Int J Mol 
Med 40:182–192

8. Li X, Yang Z, Nie W et al (2019) Exosomes derived from cardiac 
progenitor cells attenuate CVB3-induced apoptosis via abrogat-
ing the proliferation of CVB3 and modulating the mTOR signal-
ing pathways. Cell Death Dis 10:691

9. Yi L, Hu Y, Wu Z et al (2022) TFRC upregulation promotes fer-
roptosis in CVB3 Infection via nucleus recruitment of Sp1. Cell 
Death Dis 13:592

10. Chen L, Willis SN, Wei A et al (2005) Differential targeting of 
prosurvival Bcl-2 proteins by their BH3-only ligands allows com-
plementary apoptotic function. Mol Cell 17:393–403

11. Green DR (2008) Fas Bim boom! Immunity 28:141–143
12. Li R, Moudgil T, Ross HJ, Hu HM (2005) Apoptosis of non-

small-cell Lung cancer cell lines after paclitaxel treatment 
involves the BH3-only proapoptotic protein Bim. Cell Death Dif-
fer 12:292–303

13. Edlich F (2018) BCL-2 proteins and apoptosis: recent insights 
and unknowns. Biochem Biophys Res Commun 500:26–34

14. Sunters A, Fernandez de Mattos S, Stahl M et al (2003) FoxO3a 
transcriptional regulation of Bim controls apoptosis in paclitaxel-
treated Breast cancer cell lines. J Biol Chem 278:49795–49805

interaction of the SirTs family with FOXO1. Consistently, 
our results also showed that CVB3 infection reduces the 
interaction of the SirTs family with FOXO1. Furthermore 
pretreatment of HL-1 cells with nicotinamide could ame-
liorate apoptosis caused by CVB3 infection. These findings 
suggest that CVB3 infection promotes the involvement of 
CBP and SirT-1 in the acetylation of FOXO1.

Currently, the role of acetylation in FOXO activity is 
still uncertain. Although the debate on acetylation-related 
activation is ongoing, the acetylation of FOXOs has been 
shown to have a positive effect on the induction of down-
stream gene expression [52–56]. In contrast, FOXO1 acety-
lation attenuates the transcriptional activity of FOXO1 [53, 
54, 57]. The current study found that FOXO1 acetylation 
increased the response of Bim to CVB3 infection in HL-1 
cells. Using acetylation-deficient mutants, our study fur-
ther confirmed that FOXO1 mutated at the acetylation site 
exhibited a reduced ability to bind to the Bim promoter. In 
addition, the mutated FOXO1 demonstrated reduced apop-
tosis in response to CVB3 infection, indicating that apopto-
sis mediated by Bim in response to CVB3 infection can be 
regulated by FOXO1 acetylation.

In conclusion, our study identified FOXO1/Bim as a 
novel pathway that mediates cell death caused by CVB3 
infection. Genetic modifications that inhibit FOXO1 and 
Bim prevent cell death and reduce viral replication. Mecha-
nistically, nuclear retention caused by FOXO1 dephosphor-
ylation, enhanced nuclear CBP/p300, and SirTs-mediated 
FOXO1 acetylation following CVB3 infection upregulate 
the expression of Bim and further trigger the onset of apop-
tosis. Based on these data, understanding the FOXO1 acet-
ylation-Bim pathway in CVB3 infection may help to design 
effective strategies for the treatment of VMC.

Supplementary Information The online version contains 
supplementary material available at https://doi.org/10.1007/s10495-
023-01924-3.

Acknowledgements None.

Author Contributions All authors contributed to the study conception 
and design. Yanan Hu performed the main experiments as well as or-
ganized data and wrote the article. Lu Yi, Yeyi Yang, Zhixiang Wu, 
Min Kong and Zhijuan Kang assisted in some experiments. Zuocheng 
Yang helped review and modify the article. All authors commented on 
previous versions of the manuscript. All authors read and approved the 
final manuscript.

Funding This work was supported by the following grants and founda-
tions: National Natural Science Foundation of China (No. 81570346).

Data Availability The datasets generated during and/or analyzed dur-
ing the current study are available from the corresponding author on 
reasonable request.

Declarations

1 3

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://doi.org/10.1007/s10495-023-01924-3
https://doi.org/10.1007/s10495-023-01924-3


Apoptosis

36. Petrovas C, Mueller YM, Katsikis PD (2004) HIV-specific 
CD8 + T cells: serial killers condemned to die? Curr HIV Res 
2:153–162

37. Cunningham KA, Chapman NM, Carson SD (2003) Caspase-3 
activation and ERK phosphorylation during CVB3 Infection of 
cells: influence of the coxsackievirus and adenovirus receptor and 
engineered variants. Virus Res 92:179–186

38. Banjara S, Mao J, Ryan TM, Caria S, Kvansakul M (2018) Grou-
per Iridovirus GIV66 is a Bcl-2 protein that inhibits apoptosis by 
exclusively sequestering Bim. J Biol Chem 293:5464–5477

39. Shalini S, Dorstyn L, Dawar S, Kumar S (2015) Old, new and 
emerging functions of caspases. Cell Death Differ 22:526–539

40. Fu Z, Tindall DJ (2008) FOXOs, cancer and regulation of apopto-
sis. Oncogene 27:2312–2319

41. van der Horst A, Burgering BM (2007) Stressing the role of 
FoxO proteins in lifespan and Disease. Nat Rev Mol Cell Biol 
8:440–450

42. Schips TG, Wietelmann A, Hohn K et al (2011) FoxO3 induces 
reversible cardiac atrophy and autophagy in a transgenic mouse 
model. Cardiovasc Res 91:587–597

43. Vivar R, Humeres C, Munoz C et al (2016) FoxO1 mediates 
TGF-beta1-dependent cardiac myofibroblast differentiation. Bio-
chim Biophys Acta 1863:128–138

44. Geiger JC, Lipka J, Segura I et al (2014) The GRIP1/14-3-3 path-
way coordinates cargo trafficking and dendrite development. Dev 
Cell 28:381–393

45. Lijnen PJ, van Pelt JF, Fagard RH (2010) Downregulation of 
manganese superoxide dismutase by angiotensin II in cardiac 
fibroblasts of rats: Association with oxidative stress in myocar-
dium. Am J Hypertens 23:1128–1135

46. Cui XB, Wang C, Li L et al (2012) Insulin decreases myocardial 
adiponectin receptor 1 expression via PI3K/Akt and FoxO1 path-
way. Cardiovasc Res 93:69–78

47. Brunet A, Bonni A, Zigmond MJ et al (1999) Akt promotes cell 
survival by phosphorylating and inhibiting a forkhead transcrip-
tion factor. Cell 96:857–868

48. Trinh DL, Scott DW, Morin RD et al (2013) Analysis of 
FOXO1 mutations in diffuse large B-cell Lymphoma. Blood 
121:3666–3674

49. Gerst F, Kaiser G, Panse M et al (2015) Protein kinase cdelta 
regulates nuclear export of FOXO1 through phosphorylation of 
the chaperone 14-3-3zeta. Diabetologia 58:2819–2831

50. Brunet A, Sweeney LB, Sturgill JF et al (2004) Stress-dependent 
regulation of FOXO transcription factors by the SIRT1 deacety-
lase. Science 303:2011–2015

51. Motta MC, Divecha N, Lemieux M et al (2004) Mammalian 
SIRT1 represses forkhead transcription factors. Cell 116:551–563

52. Nasrin N, Ogg S, Cahill CM et al (2000) DAF-16 recruits the 
CREB-binding protein coactivator complex to the insulin-like 
growth factor binding protein 1 promoter in HepG2 cells. Proc 
Natl Acad Sci U S A 97:10412–10417

53. Daitoku H, Hatta M, Matsuzaki H et al (2004) Silent information 
regulator 2 potentiates Foxo1-mediated transcription through its 
deacetylase activity. Proc Natl Acad Sci U S A 101:10042–10047

54. Yang Y, Zhao Y, Liao W et al (2009) Acetylation of FoxO1 
activates bim expression to induce apoptosis in response to his-
tone deacetylase inhibitor depsipeptide treatment. Neoplasia 
11:313–324

55. Pramanik KC, Fofaria NM, Gupta P, Srivastava SK (2014) CBP-
mediated FOXO-1 acetylation inhibits pancreatic Tumor growth 
by targeting SirT. Mol Cancer Ther 13:687–698

56. Kitamura YI, Kitamura T, Kruse JP et al (2005) FoxO1 protects 
against pancreatic beta cell failure through NeuroD and MafA 
induction. Cell Metab 2:153–163

57. Matsuzaki H, Daitoku H, Hatta M, Aoyama H, Yoshimochi K, 
Fukamizu A (2005) Acetylation of Foxo1 alters its DNA-binding 

15. Chi HC, Chen SL, Cheng YH et al (2016) Chemotherapy resis-
tance and metastasis-promoting effects of thyroid hormone in 
hepatocarcinoma cells are mediated by suppression of FoxO1 and 
bim pathway. Cell Death Dis 7:e2324

16. Gilley J, Coffer PJ, Ham J (2003) FOXO transcription factors 
directly activate bim gene expression and promote apoptosis in 
sympathetic neurons. J Cell Biol 162:613–622

17. Link W, Fernandez-Marcos PJ (2017) FOXO transcription fac-
tors at the interface of metabolism and cancer. Int J Cancer 
141:2379–2391

18. Link W (2019) Introduction to FOXO Biology. Methods Mol Biol 
1890:1–9

19. Farhan M, Wang H, Gaur U, Little PJ, Xu J, Zheng W (2017) 
FOXO Signaling Pathways as therapeutic targets in Cancer. Int J 
Biol Sci 13:815–827

20. Evans-Anderson HJ, Alfieri CM, Yutzey KE (2008) Regulation of 
cardiomyocyte proliferation and myocardial growth during devel-
opment by FOXO transcription factors. Circ Res 102:686–694

21. Sengupta A, Molkentin JD, Yutzey KE (2009) FoxO transcrip-
tion factors promote autophagy in cardiomyocytes. J Biol Chem 
284:28319–28331

22. Xin Z, Ma Z, Jiang S et al (2017) FOXOs in the impaired heart: 
New therapeutic targets for cardiac Diseases. Biochim Biophys 
Acta Mol Basis Dis 1863:486–498

23. Vogt PK, Jiang H, Aoki M (2005) Triple layer control: phosphor-
ylation, acetylation and ubiquitination of FOXO proteins. Cell 
Cycle 4:908–913

24. Dijkers PF, Birkenkamp KU, Lam EW et al (2002) FKHR-L1 can 
act as a critical effector of cell death induced by cytokine with-
drawal: protein kinase B-enhanced cell survival through mainte-
nance of mitochondrial integrity. J Cell Biol 156:531–542

25. Wang Y, Jia L, Shen J et al (2018) Cathepsin B aggravates 
coxsackievirus B3-induced Myocarditis through activating 
the inflammasome and promoting pyroptosis. PLoS Pathog 
14:e1006872

26. Yuan JP, Zhao W, Wang HT et al (2003) Coxsackievirus 
B3-induced apoptosis and caspase-3. Cell Res 13:203–209

27. Zhang Q, Zhao L, Shen Y et al (2019) Curculigoside Protects 
against Excess-Iron-Induced Bone Loss by Attenuating Akt-
FoxO1-Dependent Oxidative Damage to Mice and Osteoblastic 
MC3T3-E1 Cells. Oxid Med Cell Longev 2019:9281481

28. Huang H, Tindall DJ (2007) Dynamic FoxO transcription factors. 
J Cell Sci 120:2479–2487

29. Li X, Zhang J, Chen Z et al (2013) Both PI3K- and mTOR-signal-
ing pathways take part in CVB3-induced apoptosis of Hela cells. 
DNA Cell Biol 32:359–370

30. Calissi G, Lam EW, Link W (2021) Therapeutic strategies target-
ing FOXO transcription factors. Nat Rev Drug Discov 20:21–38

31. Tschope C, Ammirati E, Bozkurt B et al (2021) Myocarditis and 
inflammatory cardiomyopathy: current evidence and future direc-
tions. Nat Rev Cardiol 18:169–193

32. Carthy CM, Yanagawa B, Luo H et al (2003) Bcl-2 and Bcl-xL 
overexpression inhibits cytochrome c release, activation of mul-
tiple caspases, and virus release following coxsackievirus B3 
Infection. Virology 313:147–157

33. Xue Y, Zhang J, Ke J et al (2022) LncGBP9 knockdown allevi-
ates myocardial inflammation and apoptosis in mice with acute 
viral Myocarditis via suppressing NF-kappaB signaling pathway. 
Inflamm Res 71:1559–1576

34. Eick D, Hermeking H (1996) Viruses as pacemakers in the evolu-
tion of defence mechanisms against cancer. Trends Genet 12:4–6

35. Bouzar AB, Villet S, Morin T et al (2004) Simian immunode-
ficiency virus Vpr/Vpx proteins kill bystander noninfected 
CD4 + T-lymphocytes by induction of apoptosis. Virology 
326:47–56

1 3



Apoptosis

ability and sensitivity to phosphorylation. Proc Natl Acad Sci U S 
A 102:11278–11283

Publisher’s Note Springer Nature remains neutral with regard to juris-
dictional claims in published maps and institutional affiliations. 

1 3


	Acetylation of FOXO1 activates Bim expression involved in CVB3 induced cardiomyocyte apoptosis
	Abstract
	Introduction
	Materials and methods
	CVB3, cell culture and Infection
	Animal models
	Hematoxylin and eosin (HE) staining
	ELISA assay
	Viral plaque assay
	Plasmid construction and cell transfection
	Immunofluorescence (IF) assay
	Cytotoxicity and cell proliferation
	Cell apoptosis analysis
	RNA extraction and quantitative real-time PCR (qRT-PCR) analysis
	RNA sequencing
	Western blotting
	Subcellular fractionation assay
	Dual-luciferase reporter assay
	Chromatin immunoprecipitation (ChIP) assay
	Co-immunoprecipitation (Co-IP) assay
	Statistical analysis

	Results
	Increased Bim expression in the heart of VMC mice
	CVB3 induces apoptosis via Bim activation
	FOXO1 regulates Bim transcription by binding to the Bim promoter region in CVB3 Infection
	FOXO1/Bim axis regulates CVB3-induced cardiomyocyte apoptosis
	CVB3 Infection causes nuclear retention of FOXO1
	CVB3-induced FOXO1 acetylation is regulated by CBP and SirTs
	FOXO1 acetylation is crucial for CVB3-induced bim expression

	Discussion
	References


