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HEV ORF3 downregulates TLR7 
to inhibit the generation of type 
I interferon via impairment of 
multiple signaling pathways
Qingsong Lei1, Lin Li2, Shujun Zhang1, Tianju Li1, Xiaomei Zhang1, Xiaolin Ding1 & Bo Qin1

Hepatitis E is the most common type of acute hepatitis prevalent worldwide. The open reading frame 
3 protein of HEV (HEV ORF3) is proposed to create a favorable environment for viral replication and 
pathogenesis. However, the mechanisms by which HEV overcomes the effects of host immunity, 
particularly the role of ORF3, remain to be established. Expression of IFNα and IFNβ in supernatant and 
cell samples was examined via ELISA and quantitative RT-PCR. The protein levels of specific signaling 
factors in cells overexpressing HEV ORF3 were examined via western blot. Analyses of cells transfected 
with vectors expressing ORF3 demonstrated that HEV ORF3 significantly impairs the generation of 
endogenous type I interferon through downregulating TLR3 and TLR7 as well as their corresponding 
downstream signaling pathways. Moreover, inhibition of NFκB, JAK/STAT and JNK/MAPK signaling 
pathways contributed significantly to suppression of increased levels of TLR7. Levels of p-P65, p-STAT1 
and p-JNK were markedly impaired in ORF3-expressing cells, even upon treatment with the respective 
agonists. HEV ORF3 inhibits the production of endogenous type I interferon through downregulation of 
TLR3 and TLR7. Furthermore, suppression of TLR7 is achieved through impairment of multiple signaling 
pathways, including NFκB, JAK/STAT and JNK/MAPK.

Hepatitis E virus (HEV) is the most common causative agent of acute hepatitis worldwide, often leading to 
chronic hepatitis or fulminant hepatic failure in immunocompromised individuals and pregnant women1,2. 
Global hepatitis report 2017of WHO showed that there are an estimated 20 million HEV infections worldwide 
every year, leading to an estimated 3.3 million symptomatic cases of acute hepatitis E. HEV is a plus-stranded 
RNA virus composed of three open reading frames3,4. ORF1 encodes a nonstructural polyprotein involved in 
replication progression of HEV, ORF2 encodes the capsid protein responsible for virion assembly and immuno-
genicity of virus and ORF3 encodes a small multifunctional phosphoprotein5. All three ORFs of HEV regulate 
numerous cellular signaling pathways and inhibit host immune responses to promote survival of infected cells6. A 
number of studies suggest a key role of HEV ORF3 in manipulating various host cell processes during viral infec-
tion and propagation. Interactions of ORF3 with host proteins are proposed to create a favorable environment for 
HEV replication and pathogenesis7,8.

The mechanism by which HEV overcomes the effects of cellular immunity in host cells, in particular, the role 
of ORF3, are yet to be established. ORF3 is proposed to play critical roles in immune evasion by HEV. Earlier, 
Xu and co-workers showed that ORF3 transiently activates nuclear factor kappa B (NFκB) signaling at the early 
infection and conversely inhibits this pathway at the late phase to create a favorable replication environment for 
HEV9. HEV inhibits IFNα signaling through binding of the ORF3 protein to signal transducer and activator of 
transcription (STAT1) in the human alveolar epithelial cell line A54910. Additionally, the P2 domain of ORF3 
of ORF3 can downregulate TLR3-mediated NFκB signaling via inhibition of TRADD and RIP1 by binding with 
Lys377, the functional ubiquitination site of RIP111.

The innate immune system is the major contributor to acute inflammation induced by microbial infection. 
In addition to the important roles of macrophages and dendritic cells (DCs), non-professional cells are crucial 
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for activation of the innate immune system considering their amount and the expression of Pattern recognition 
receptors10. Pattern recognition receptors, especially the Toll-like receptor (TLR) family, are key players in the 
initiation of immune cell activity and innate immune responses11. The type I interferon (IFN) system, which 
includes IFNα and IFNβ mainly induced by TLRs, is an innate immune response. Upon recognition of respective 
PAMP, TLRs recruit TIR adaptors that initiate downstream signaling events containing TRAF and IRAK that lead 
to the secretion of type I interferon and inflammatory cytokines12.

Viral infection thus initiates the innate antiviral immune response through TLRs13. Cells readily secrete IFNα/β 
as part of the biological defense mechanisms that play a primary role in viral restriction. In turn, IFNα/β triggers 
the synthesis of a range of antiviral proteins, which serve as cell-autonomous intrinsic restriction factors14. The 
interferon (IFN)-induced anti-viral response is among the earliest and most potent of the innate immune responses. 
However, viruses have evolved multiple strategies to evade the type I IFN response, which promote their escape from 
host immunity and spread of infection15. For instance, HEV replication in hepatoma cells is reported to inhibit poly 
I:C-induced IFNβ expression16. Additionally, HEV not only downregulates RIG-I helicase-like receptor-mediated 
IFN induction but also employs MAVS in curtailing the host inflammatory response10.

While inspiring advances have been made in the prevention and treatment of hepatitis E17,18, the mechanism 
underlying inhibition of the host immune response by HEV ORF3 remains to be established. A previous study 
by our group showed that ORF3 inhibits secretion of inflammatory factors of THP1 macrophages by suppressing 
activation of the NFκB pathway19. The current investigation focused on the effects of HEV ORF3 on endogenous 
type I interferon generation and associated mechanisms. Our data provide a new perspective on cellular responses 
to HEV infection and insights into the molecular mechanisms of HEV pathogenesis and innate immunity.

Materials and Methods
Cell Culture.  THP1 monocytes (ATCC, Manassas, VA, USA) and HepG2 cells (Cell Bank of the Chinese 
Academy of Sciences, Shanghai, China), authenticated by STR profiling (Supplement S1,S2), were cultured 
in RPMI 1640 supplemented with 10% fetal bovine serum (FBS, Gibco). Huh7 and normal hepatocytes LO2 
cell lines (stored at Chongqing Key Laboratory of Infectious Diseases and Parasitic Diseases) were cultured in 
Dulbecco’s Modified Eagle Medium (DMEM, Gibco) containing 10% FBS. Adenovirus vector (Ad-Hu5) and 
plasmid vectors (pcDNA3.1-GFP) overexpressing HEV ORF3 gene (genotype 1 strain Sar55) were constructed in 
this study. THP1 macrophages differentiated from monocytes by using 10 ng/mL phorbol12-myristate13-acetate 
(PMA; Sigma) were transduced with recombinant adenovirus vector expressing ORF3 protein (Ad-ORF3) or 
control vector (Ad-Hu5) at a MOI of 20. Plasmids premixed with Lipofectamine 2000 (Sigma) were transfected 
into LO2 cells. Lipopolysaccharide (LPS; Sigma) (100 ng/mL) was added to cells to induce expression of TLR7. 
Cells were divided into different groups based on treatments with agonists and inhibitors.

Enzyme-linked Immunosorbent Assay (ELISA).  All collected supernatant samples were stored at 
−40 °C and assessed using IFNα and IFNβ ELISA kits according to the manufacturer’s protocols (NeoBioscience 
Technology Co., Ltd., Shenzhen, China).

RNA Extraction and Quantitative RT-PCR.  Total RNA was isolated from different groups using TRIzol 
reagent (Invitrogen) and further purified with the RNeasy Mini kit (Qiagen) according to the manufacturer’s 
instructions. RNA samples were assessed with the NanoDrop 2000 spectrophotometer (Thermo Fisher Scientific, 
MA, USA) and Agilent 2100 Bioanalyzer (Agilent Technologies, CA, USA). Complementary DNA (cDNA) was 
synthesized using the PrimeScriptTM RT Reagent Kit (TaKaRa, DaLian, China). Quantitative real-time PCR 
(qRT-PCR) was performed using the Light Cycler system (Bio-Rad Laboratories, Inc., Hercules, CA). The reac-
tion mixture contained 5 μL SYBR Green Master Mix (SYBR Premix Ex TaqTM II Kit, TaKaRa), 1 μL cDNA tem-
plate, different reverse and forward primers at a final concentration of 0.5 μM and RNase-free H2O (Table 1). The 
PCR conditions were as follows: 10 min at 95 °C followed by 40 cycles of 95 °C for 15 s and 60 °C for 30 s. Gene 
expression was analyzed via comparative 2−ΔΔCt and normalized to that of beta-actin.

Gene Sequence 5′–3′

β-actin
Reverse GCAAGCAGGAACGATGAG

Forward CCATGCCAATGTTGTCTCTT

IFNα
Reverse GTGAGGAAATACTTCCAAAGAATCAC

Forward TCTCATGATTTCTGCTCTGACAA

IFNβ
Reverse GCCGCATTGACCATGTATGAGA

Forward GAGATCTTCAGTTTCGGAGGTAAC

TLR3
Reverse TTTGCAAGAGGAATGTTTAAATCT

Forward CACCTATCCGTTCTTTCTGAACTG

TLR4
Reverse TCTTGGTGGAAGTTGAACG

Forward GCCACACCGGGAATAA

TLR7
Reverse GGAAATTGCCCTCGTTGTTA

Forward CTTTTCACCCAGGCAGAATC

Table 1.  Primers for quantitative real-time PCR.
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Western Blot.  Protein lysates extracted from different groups were separated via 8–10% sodium dodecyl sul-
fate polyacrylamide gel electrophoresis (SDS-PAGE) in Tris/glycine buffer (25 mM Tris and 250 mM glycine). The 
primary antibodies specific for TLR3 (115–130 kD), TLR4 (100–135 kD), TLR7 (140 kD), p-STAT1 (84, 91 kD), 
STAT1 (84, 91 kD), p-ERK1/2 (42, 44 kD), ERK1/2 (42, 44 kD), p-P38 (43 kD), P38 (43 kD), p-JNK1/2 (46, 54 
kD), JNK1/2 (46, 54 kD), p-P65 (65 kD) and P65 (65 kD) were purchased from Cell Signaling Technology. HEV 
ORF3 (13.5 kD), p-IRF3 (47 kD), IRF3 (47 kD), p-IRF7 (54 kD) and IRF7 (54 kD) antibodies were acquired from 
Bioss (Beijing, China) and GFP (27 kD) from Wanleibio (Jilin, China). GAPDH (36 kD) antibody was purchased 
from Proteintech Group (Wuhan, China). Secondary antibodies were obtained from Pierce (1:5000 dilution). 
Bands were transferred to polyvinylidene fluoride (PVDF, Millipore, Billerica, MA) and proteins detected using 
the enhanced ECL chemiluminescence detection kit (Millipore, Billerica, MA) on a ChemiDoc XRS + imaging 
system (Bio-Rad, CA, USA).

Figure 1.  HEV ORF3 impairs endogenous type I interferon production in host cells. Adenovirus and plasmid 
vectors expressing ORF3 protein were transfected into THP1 and LO2 cell lines, respectively. (A) ELISA 
data showing that IFNα and IFNβ levels in THP1 cells expressing ORF3 protein are significantly decreased 
(Pα = 0.0133, Pβ = 0.042). (B) mRNA levels of type I interferon were inhibited in ORF3-expressing cells 
(Pα = 0.0272, Pβ = 0.0251). (C) The TLR4 level was not changed while TLR3 and TLR7 levels were significantly 
reduced in THP1 cells infected with Ad-ORF3 (PTLR3 = 0.0087, PTLR4 = 0.1185, PTLR7 = 0.0038). (D) Expression 
of TLR3, TLR4 and TLR7 was confirmed in LO2 cells transfected with pcDNA3.1-GFP-ORF3 (PTLR3 = 0.0285, 
PTLR4 = 0.3297, PTLR7 = 0.0054). (E) Protein levels of TLR3, TLR4 and TLR7 in LO2 cells were detected via 
western blot. Lane 1: Normal control LO2 cells. Lane 2: LO2 cells transfected with pcDNA3.1-GFP. Lane 3: 
LO2 cells transfected with pcDNA3.1-GFP-ORF3. Results are presented as means ± SD. Error bars indicate SD. 
*P < 0.05, **P < 0.01. All of full-length gels and blots are included in Supplement S3.
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Figure 2.  HEV ORF3 suppresses type I interferon through downregulating TLR3 and TLR7. Poly I:C and 
resiquimod, specific agonists for TLR3 and TLR7, were added into cells at concentrations of 10 µg/ml and 
50 nM, respectively. (A) IFNβ protein expression was significantly lower in ORF3-expressing cells pretreated 
with poly I:C (P = 0.0185). (B) IFNα expression was significantly lower in ORF3-expressing cells pretreated 
with resiquimod (P = 0.0019). (C) IFNβ mRNA expression was significantly decreased in ORF3-expressing 
cells pretreated with poly I:C (P = 0.0245). (D) IFNα mRNA expression was significantly decreased in ORF3-
expressing cells pretreated with resiquimod (P = 0.0499). (E) Expression of TLR3 and activation of p-IRF3 were 
markedly inhibited in ORF3-expressing cells pretreated with poly I:C. (F) Expression of TLR7 and activation 
of p-IRF7 were markedly inhibited in ORF3-expressing cells pretreated with resiquimod. Lane 1: Normal LO2 
cells. Lane 2: LO2 cells transfected with pcDNA3.1-GFP pretreated with poly I:C or resiquimod. Lane 3: LO2 
cells transfected with pcDNA3.1-GFP-ORF3 pretreated with poly I:C or resiquimod. All of full-length gels and 
blots are included in Supplement S3.
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Statistical analysis.  Each experiment was repeated at least three times and data presented as means ± stand-
ard deviation (SD). Statistical analyses were performed using SPSS 19.0 software (SPSS Inc., Chicago, IL, USA) 
and Student’s t-test applied to compare the significance of differences between groups. P values ≤ 0.05 were con-
sidered statistically significant. Graphs were generated using GraphPad software (version 5.01, San Diego, CA, 
USA).

Results
HEV ORF3 impairs the generation of endogenous type I interferon in host cells through down-
regulating TLR3 and TLR7.  To ascertain whether HEV ORF3 can regulate innate immunity and generation 
of endogenous interferon of host cells, adenoviruses and plasmid vectors expressing ORF3 protein were trans-
fected into THP1 and LO2 cell lines, respectively, and expression levels of type I interferon detected. Data from 
ELISA experiments showed a significant decrease in both IFNα and IFNβ protein levels in THP1 cells expressing 

Figure 3.  Multiple signaling pathways, including NFκB, JAK/STAT and JNK/MAPK, are crucial for expression 
of TLR7. (A) TLR7 mRNA expression in different cell lines. (B) TLR7 mRNA levels at different time-points after 
treatment with LPS. (C) LO2 cells pretreated with inhibitors specific for different pathways were stimulated with 
LPS for a further 18 h. Inhibition of NFκB, JAK/STAT and JNK/MAPK (P = 0.0423, 0.0216, 0.0129, respectively) 
signaling pathways led to significant suppression of TLR7 expression. On the other hand, regulation of ERK/
MAPK and P38/MAPK (P = 0.6952, 0.8642) pathways had no significant inhibitory effect on TLR7 expression 
induced by LPS. (D) The expression of TLR7 in different groups verified that inhibition of NFκB, JAK/STAT 
and JNK/MAPK signaling pathways could significantly inhibit the increase in TLR7 expression, and ERK/
MAPK and P38/MAPK pathways had no significant effect on the increased expression of TLR7 induced by LPS. 
Lane 1: Normal LO2 cells. Lanes 2–7: LO2 cells treated with LPS. Lane 3: Pretreatment with 5 µM SB203580. 
Lane 4: Pretreatment with 5 µM FR180204. Lane 5: Pretreatment with 5 µM SP600125. Lane 6: Pretreatment 
with PDTC. Lane 7: Pretreatment with 1 µM Ruxolitinib. All of full-length gels and blots are included in 
Supplement S3.
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ORF3 protein (Fig. 1A). Consistently, the mRNA levels of type I interferon were markedly decreased, supporting 
the theory that HEV ORF3 inhibits production of type I interferon (Fig. 1B). TLRs present the main intrinsic 
immune signaling pathway to generate IFN. Specifically, TLR3, TLR4 and TLR7 promote generation of IFN by 
identifying corresponding substances to activate homologous downstream signal molecules. Moreover, TLR4 
expression was not significantly altered while TLR3 and TLR7 were markedly reduced in ORF3-expressing cells 
at both the mRNA and protein levels (Fig. 1C–E).

Poly I:C and resiquimod (specific agonists for TLR3 and TLR7, respectively) were added into LO2 cells, 
including those overexpressing ORF3, to determine the specific functions of HEV ORF3 protein. As shown in 
Fig. 2, the ORF3 expression impaired the induction of IFNα and IFNβ in LO2 cells pretreated with resiquimod or 
Poly I:C (Fig. 2A–D). Simultaneously, the relevant signaling molecules in TLR3 and TLR7 pathways were detected 
via western blot. Expressions of TLR3 and TLR7 proteins as well as active phosphorylated form of IRF3 and IRF7 
were significantly inhibited in ORF3-expressing cells (Fig. 2E,F). Our results collectively suggest that HEV ORF3 
impairs endogenous type I interferon production in host cells through downregulating TLR3 and TLR7 as well as 
their downstream signaling components tested.

Multiple signaling pathways, including NFκB, JAK/STAT and JNK/MAPK, are crucial for expres-
sion of TLR7.  ORF3 protein is reported to induce downregulation of TLR3-mediated NFκB signaling via 
TRADD and RIP120. Here, we focused on ORF3-mediated regulation of TLR7 expression. While the regulatory 
mechanisms of TLR7 expression are unknown, LPS is reported to induce TLR7 expression and generation of 
endogenous interferon21. Multiple signaling pathways (including NFκB, Janus kinase/signal transducer and acti-
vator of transcription (JAK/STAT) and mitogen-activated protein kinase (MAPK)), known to be activated by LPS 
combined with CD14 are recognized by TLR4. The LO2 cell line was used as a model for subsequent studies, in 
view of its abundant expression of TLR7 (Fig. 3A) and further increase in TLR7 mRNA levels upon treatment 
with LPS (Fig. 3B). To further clarify the upstream signaling pathways of TLR7, cells pretreated with specific 
inhibitors for different pathways were stimulated with LPS. Notably, inhibition of NFκB, JAK/STAT and c-Jun 
N-terminal kinase (JNK) signaling pathways led to a significant decrease in TLR7 expression, while suppression 
of ERK/MAPK and P38/MAPK pathways had no marked effects on TLR7 induced by LPS (Fig. 3C,D).

The binding sites and potential transcription factors of the TLR7 promoter region (NC_000023.11:12865083–
12867083) were further predicted using PROMO (http://alggen.lsi.upc.es/cgi-bin/promo). The transcription fac-
tors AP-1, c-Jun, STAT1beta, RelA and NF-kappaB1 were identified as potential activators of the TLR7 promoter 
(Fig. 4). These findings indicate that multiple signaling pathways, including NFκB, JAK/STAT and JNK/MAPK, 
contribute to regulation of TLR7 expression.

HEV ORF3 impairs activation of NFκB, JAK/STAT and JNK/MAPK pathways.  ORF3 is a phospho-
rylated protein that regulates multiple signaling pathways in host cells. Our results showed that ORF3 strength-
ens p-ERK and inhibits activation of p-P65, p-STAT1 and p-JNK, but has no significant effect on p-P38 activity 
(Fig. 5A). TNFα, IFNγ and Anisomycin, specific agonists of NFκB, JAK/STAT and JNK/MAPK pathways, respec-
tively, were utilized to determine the specific effects of HEV ORF3. Activation of p-P65, p-STAT1 and p-JNK was 
significantly impaired in ORF3-expressing cells, even following treatment with the respective agonists (Fig. 5B). 
Since these signaling pathways play crucial roles in regulation of TLR7, inhibition of NF-κB, JAK/STAT and JNK/
MAPK pathways by ORF3 may contribute to the downregulation of TLR7 and generation of endogenous type I 
interferon.

Discussion
HEV is the leading cause of acute viral hepatitis, which can potentially result in chronic hepatitis or even fulmi-
nant hepatic failure, especially in immunocompromised individuals or pregnant women22. This plus-stranded 
RNA virus exists in both (pseudo)-enveloped and non-enveloped forms and contains three ORFs23,24. Among 
these, HEV ORF3 encodes a phosphoprotein that plays critical roles in regulating a series of host cell processes 

Figure 4.  Potential transcription factors binding to the TLR7 promoter region. Prediction of binding sites 
and potential transcription factors of the TLR7 promoter region (NC_000023.11:12865083–12867083) was 
performed using PROMO (http://alggen.lsi.upc.es/cgi-bin/promo). AP-1, c-Jun, STAT1beta, RelA, and NF-
kappaB1 were identified as potential transcription factors that activate the TLR7 gene promoter.
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during viral invasion and generating an immunosuppressive environment suitable for viral replication and patho-
genesis. Since well-coordinated and tightly regulated signaling through innate and adaptive immune receptors is 
central to the development of an effective immune response, dysregulation of this process can lead to excessive 
inflammation and immunopathology25,26. Several viruses have evolved multiple mechanisms to acquire the ability 
to regulate the host immune system. However, limited studies to date have focused on the regulatory effects of 
HEV ORF3 on innate immunity.

HEV ORF3 not only inhibits the antiviral effect of IFNα by suppressing activation of STAT1 but also down-
regulates the TLR3-mediated signaling pathway, which may affect production of endogenous interferon20,27. IFNs, 
a multifunctional family of cytokines critical in the first line of defense against viral infection, are induced upon 

Figure 5.  HEV ORF3 impairs the activation of NFκB, JAK/STAT and JNK/MAPK pathways. (A) HEV ORF3 
strengthen p-ERK and inhibits p-P65, p-STAT1 and p-JNK, but does not affect p-P38. Lane 1: LO2 cells. Lane 
2: LO2 cells transfected with pcDNA3.1-GFP. Lane 3: LO2 cells transfected with pcDNA3.1-GFP-ORF3. (B) 
Activation of p-P65, p-STAT1 and p-JNK was significantly impaired in ORF3-expressing cells treated with 
different agonists. Lane 1: LO2 cells transfected with pcDNA3.1-GFP. Lane 2: LO2 cells transfected with 
pcDNA3.1-GFP treated with different agonists for 0.5 h. Lane 3: LO2 cells transfected with pcDNA3.1-GFP 
treated with different agonists for 12 h. Lane 4: LO2 cells transfected with pcDNA3.1-GFP-ORF3. Lane 2: 
LO2 cells transfected with pcDNA3.1-GFP-ORF3 treated with different agonists for 0.5 h. Lane 3: LO2 cells 
transfected with pcDNA3.1-GFP-ORF3 treated with different agonists for 12 h. All of full-length gels and blots 
are included in Supplement S3.
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engagement of viral molecules. Viral nucleic acids are recognized by pattern recognition receptors, triggering host 
innate immune responses28. However, viruses have developed an extraordinary range of strategies to counteract 
host immune responses. In view of the current finding that generation of type I interferon is significantly inhib-
ited in ORF3-expressing THP1 cells (Fig. 1A–C), we propose that ORF3 aids in HEV replication and evasion of 
host cell immune clearance through inhibiting the secretion of endogenous interferon, consistent with earlier 
studies.

The interferon system induced by TLRs is an important type of innate immune response12. To clarify the 
mechanisms underlying the ORF3-mediated decrease in IFN production, TLR3, TLR4 and TLR7 protein and 
mRNA levels in THP1 and LO2 cells overexpressing ORF3 proteins were examined. No significant differences 
in TLR4 expression were evident while TLR3 and TLR7 levels in ORF3-expressing cells were significantly lower 
relative to the control groups (Fig. 1C–E). Specific agonists of TLR3 and TLR7 were further used to promote acti-
vation of the corresponding signaling pathways and induce endogenous type I interferon production. Notably, 
ORF3 induced a significant decrease in the IFN content (Fig. 2A–D), downregulation of TLR3 and TLR7, and 
inhibition of the corresponding downstream factors including p-IRF3 and p-IRF7 (Fig. 2E,F).

The ORF3 protein is reported to exert a considerable inhibitory effect on TLR3-mediated NFκB signaling20, 
which may further influence the innate immune system. While the downstream signaling pathway of TLR7 has 
been relatively well characterized, its upstream regulatory mechanism is currently clear. Therefore, in the current 
study, cells were treated with both LPS and specific inhibitors of the appropriate signaling pathways to determine 
the regulatory mechanisms of TLR7 expression. Our results indicate that NFκB, JAK/STAT and JNK/MAPK 
pathways are critical for expression of TLR7 while ERK/MAPK and P38/MAPK do not participate this pro-
cess (Fig. 3C,D). The NFκB family of proteins are key regulators of immune development, immune responses, 
inflammation, and cancer29. This network comprises five members (p65/RelA, RelB, cRel, p50, and p52), which 
form homodimers or heterodimers that differentially bind DNA. The dynamics of these proteins offer promising 
therapeutic targets that remain to be fully explored for ultimate translation into clinical practice30. Activation 
of transcription factors downstream of the NFκB pathway can promote the translational synthesis of numerous 
proteins involved in cellular communication and signal response paradigms31. Almost all mammalian and avian 
host cells have the ability to produce and respond to IFNs through engagement of cellular receptors that trigger 
the IFN effector response via the JAK/STAT signaling pathway. Induction of JAK/STAT signaling by IFNs leads to 
upregulation of multiple interferon-stimulated genes (ISGs) that rapidly kill viruses within infected cells. Viruses 
have evolved a range of strategies to counteract host immune responses via targeting JAK/STAT signaling32. 
Modulation of the JAK/STAT pathway by viruses through mechanisms involving ubiquitination, degradation and 
dephosphorylation is critical for establishment of chronic or persistent infections. The c-Jun N-terminal kinases 
(JNKs), members of the mitogen-activated protein kinase (MAPK) family, mediate eukaryotic cell responses to 
a range of abiotic and biotic stress insults33. The JNK pathway is activated in response to various stimuli, such as 
infection, inflammation, oxidative stress, DNA damage, osmotic stress or cytoskeletal changes, and plays evo-
lutionarily conserved roles in numerous immune responses34. Earlier analyses of JNK-regulated pathways have 
revealed crucial roles in both cell proliferation and death35,36. Since JNK is a key component of innate immunity, 
bacteria, viruses and eukaryotic parasites can directly “tamper with” this pathway to evade or suppress immune 
responses37–39. In this study, we additionally predicted the binding sites and transcription factors of the tlr7 pro-
moter region using PROMO software. Consequently, AP1, c-Jun, STAT1beta, RelA and NF-kappaB1 were iden-
tified as potential key activating transcription factors for the TLR7 promoter (Fig. 4). While some more accurate 
and credible technologies should be used to figure out the upstream regulatory mechanism of TLR7, such as 
dual-luciferase reporter system or oligopull down and EMSA.

The activation of NFκB, JAK/STAT and JNK/MAPK pathways in ORF3-expressing cells, either treated with 
agonists or left untreated, was significantly inhibited (Fig. 5A,B) while the P38/MAPK pathway was not affected. 
Furthermore, ERK/MAPK signaling was enriched in ORF3-expressing cells. Our results are consistent with those 
of earlier studies. For instance, ORF3 has been shown to inhibit NFκB signaling in the late phase of viral infec-
tion9,20. HEV inhibits IFNα signaling through binding of ORF3 protein to STAT1 in A549 cells27. ORF3 pro-
tein can also interact with Src Homology 3 (SH3) to activate the ERK/MAPK pathway that promotes survival 
of infected cells40. Accordingly, we hypothesize that HEV ORF3 regulates TLR7 expression through inducing 
downregulation of multiple signaling pathways, including NFκB, JAK/STAT and JNK/MAPK, thereby inhibiting 
endogenous IFN production.

In summary, HEV ORF3 protein inhibits endogenous type I IFN generation by suppressing expression of 
TLR3 and TLR7. Furthermore, the effects of ORF3 on TLR7 expression are mediated via impairment of multiple 
signaling pathways, including NFκB, JAK/STAT and JNK/MAPK. Data from our study provide novel insights 
into the networks connecting TLR signaling with NFκB, JAK/STAT as well as JNK/MAPK pathways and serve as 
a model for clarifying the mechanisms underlying pathogenesis and immune escape of HEV.

References
	 1.	 Perez-Gracia, M. T., Suay, B. & Mateos-Lindemann, M. L. Hepatitis E: an emerging disease. Infect Genet Evol 22, 40–59, https://doi.

org/10.1016/j.meegid.2014.01.002 (2014).
	 2.	 Kamar, N., Dalton, H. R., Abravanel, F. & Izopet, J. Hepatitis E virus infection. Clin Microbiol Rev 27, 116–138, https://doi.

org/10.1128/CMR.00057-13 (2014).
	 3.	 Shalimar & Acharya, S. K. Hepatitis e and acute liver failure in pregnancy. J Clin Exp Hepatol 3, 213–224, https://doi.org/10.1016/j.

jceh.2013.08.009 (2013).
	 4.	 Tyagi, S., Surjit, M. & Lal, S. K. The 41-amino-acid C-terminal region of the hepatitis E virus ORF3 protein interacts with bikunin, a 

kunitz-type serine protease inhibitor. J Virol 79, 12081–12087, https://doi.org/10.1128/JVI.79.18.12081-12087.2005 (2005).
	 5.	 Okamoto, H. Culture systems for hepatitis E virus. J Gastroenterol 48, 147–158, https://doi.org/10.1007/s00535-012-0682-0 (2013).
	 6.	 Holla, R. P., Ahmad, I., Ahmad, Z. & Jameel, S. Molecular virology of hepatitis E virus. Semin Liver Dis 33, 3–14, https://doi.

org/10.1055/s-0033-1338110 (2013).

http://dx.doi.org/10.1016/j.meegid.2014.01.002
http://dx.doi.org/10.1016/j.meegid.2014.01.002
http://dx.doi.org/10.1128/CMR.00057-13
http://dx.doi.org/10.1128/CMR.00057-13
http://dx.doi.org/10.1016/j.jceh.2013.08.009
http://dx.doi.org/10.1016/j.jceh.2013.08.009
http://dx.doi.org/10.1128/JVI.79.18.12081-12087.2005
http://dx.doi.org/10.1007/s00535-012-0682-0
http://dx.doi.org/10.1055/s-0033-1338110
http://dx.doi.org/10.1055/s-0033-1338110


www.nature.com/scientificreports/

9SCIentIfIC Reports |  (2018) 8:8585  | DOI:10.1038/s41598-018-26975-4

	 7.	 Cao, D. & Meng, X. J. Molecular biology and replication of hepatitis E virus. Emerg Microbes Infect 1, e17, https://doi.org/10.1038/
emi.2012.7 (2012).

	 8.	 Chandra, V. et al. The hepatitis E virus ORF3 protein regulates the expression of liver-specific genes by modulating localization of 
hepatocyte nuclear factor 4. PLoS One 6, e22412, https://doi.org/10.1371/journal.pone.0022412 (2011).

	 9.	 Xu, J. et al. Open reading frame 3 of genotype 1 hepatitis E virus inhibits nuclear factor-kappaappa B signaling induced by tumor 
necrosis factor-alpha in human A549 lung epithelial cells. PLoS One 9, e100787, https://doi.org/10.1371/journal.pone.0100787 
(2014).

	10.	 Devhare, P. B., Chatterjee, S. N., Arankalle, V. A. & Lole, K. S. Analysis of antiviral response in human epithelial cells infected with 
hepatitis E virus. PLoS One 8, e63793, https://doi.org/10.1371/journal.pone.0063793 (2013).

	11.	 Kawai, T. & Akira, S. The role of pattern-recognition receptors in innate immunity: update on Toll-like receptors. Nat Immunol 11, 
373–384, https://doi.org/10.1038/ni.1863 (2010).

	12.	 Ivashkiv, L. B. & Donlin, L. T. Regulation of type I interferon responses. Nat Rev Immunol 14, 36–49, https://doi.org/10.1038/nri3581 
(2014).

	13.	 Steer, S. A. et al. Role of MAPK in the regulation of double-stranded RNA- and encephalomyocarditis virus-induced cyclooxygenase-2 
expression by macrophages. J Immunol 177, 3413–3420 (2006).

	14.	 Goubau, D., Deddouche, S. & Reis e Sousa, C. Cytosolic sensing of viruses. Immunity 38, 855–869, https://doi.org/10.1016/j.
immuni.2013.05.007 (2013).

	15.	 Duggal, N. K. & Emerman, M. Evolutionary conflicts between viruses and restriction factors shape immunity. Nat Rev Immunol 12, 
687–695, https://doi.org/10.1038/nri3295 (2012).

	16.	 Nan, Y. et al. Hepatitis E virus inhibits type I interferon induction by ORF1 products. J Virol 88, 11924–11932, https://doi.org/10.1128/
JVI.01935-14 (2014).

	17.	 Zhang, J. et al. Long-term efficacy of a hepatitis E vaccine. N Engl J Med 372, 914–922, https://doi.org/10.1056/NEJMoa1406011 
(2015).

	18.	 Dao Thi, V. L. et al. Sofosbuvir Inhibits Hepatitis E Virus Replication In Vitro and Results in an Additive Effect When Combined 
With Ribavirin. Gastroenterology 150, 82–85 e84, https://doi.org/10.1053/j.gastro.2015.09.011 (2016).

	19.	 Lei, Q. et al. ORF3 of Hepatitis E Virus Inhibits the Expression of Proinflammatory Cytokines and Chemotactic Factors in LPS-
Stimulated Human PMA-THP1 Cells by Inhibiting NF-kappaB Pathway. Viral Immunol 29, 105–111, https://doi.org/10.1089/
vim.2015.0107 (2016).

	20.	 He, M. et al. The ORF3 Protein of Genotype 1 Hepatitis E Virus Suppresses TLR3-induced NF-kappaB Signaling via TRADD and 
RIP1. Sci Rep 6, 27597, https://doi.org/10.1038/srep27597 (2016).

	21.	 Gessani, S., Belardelli, F., Borghi, P., Boraschi, D. & Gresser, I. Correlation between the lipopolysaccharide response of mice and the 
capacity of mouse peritoneal cells to transfer an antiviral state. Role of endogenous interferon. J Immunol 139, 1991–1998 (1987).

	22.	 Protzer, U. & Visualizing, H. E. V. infection In human liver tissue. J Hepatol 67, 443–445, https://doi.org/10.1016/j.jhep.2017.06.016 (2017).
	23.	 Debing, Y., Moradpour, D., Neyts, J. & Gouttenoire, J. Update on hepatitis E virology: Implications for clinical practice. J Hepatol 65, 

200–212, https://doi.org/10.1016/j.jhep.2016.02.045 (2016).
	24.	 Ankcorn, M. J. & Tedder, R. S. Hepatitis E: the current state of play. Transfus Med 27, 84–95, https://doi.org/10.1111/tme.12405 (2017).
	25.	 Trinchieri, G. & Sher, A. Cooperation of Toll-like receptor signals in innate immune defence. Nat Rev Immunol 7, 179–190, https://

doi.org/10.1038/nri2038 (2007).
	26.	 Karin, M., Lawrence, T. & Nizet, V. Innate immunity gone awry: linking microbial infections to chronic inflammation and cancer. 

Cell 124, 823–835, https://doi.org/10.1016/j.cell.2006.02.016 (2006).
	27.	 Dong, C. et al. Suppression of interferon-alpha signaling by hepatitis E virus. Hepatology 55, 1324–1332, https://doi.org/10.1002/

hep.25530 (2012).
	28.	 Audsley, M. D. & Moseley, G. W. Paramyxovirus evasion of innate immunity: Diverse strategies for common targets. World J Virol 2, 

57–70, https://doi.org/10.5501/wjv.v2.i2.57 (2013).
	29.	 Vallabhapurapu, S. & Karin, M. Regulation and function of NF-kappaB transcription factors in the immune system. Annu Rev 

Immunol 27, 693–733, https://doi.org/10.1146/annurev.immunol.021908.132641 (2009).
	30.	 Basak, S., Behar, M. & Hoffmann, A. Lessons from mathematically modeling the NF-kappaB pathway. Immunol Rev 246, 221–238, 

https://doi.org/10.1111/j.1600-065X.2011.01092.x (2012).
	31.	 Mitchell, S., Vargas, J. & Hoffmann, A. Signaling via the NFkappaB system. Wiley Interdiscip Rev Syst Biol Med 8, 227–241, https://

doi.org/10.1002/wsbm.1331 (2016).
	32.	 Fleming, S. B. Viral Inhibition of the IFN-Induced JAK/STAT Signalling Pathway: Development of Live Attenuated Vaccines by 

Mutation of Viral-Encoded IFN-Antagonists. Vaccines (Basel) 4, https://doi.org/10.3390/vaccines4030023 (2016).
	33.	 Zeke, A., Misheva, M., Remenyi, A. & Bogoyevitch, M. A. JNK Signaling: Regulation and Functions Based on Complex Protein-

Protein Partnerships. Microbiol Mol Biol Rev 80, 793–835, https://doi.org/10.1128/MMBR.00043-14 (2016).
	34.	 Garver, L. S., de Almeida Oliveira, G. & Barillas-Mury, C. The JNK pathway is a key mediator of Anopheles gambiae antiplasmodial 

immunity. PLoS Pathog 9, e1003622, https://doi.org/10.1371/journal.ppat.1003622 (2013).
	35.	 Mollereau, B. & Ma, D. Rb-mediated apoptosis or proliferation: It’s up to JNK. Cell Cycle 15, 11–12, https://doi.org/10.1080/153841

01.2015.1119492 (2016).
	36.	 Gkouveris, I. & Nikitakis, N. G. Role of JNK signaling in oral cancer: A mini review. Tumour Biol 39, 1010428317711659, https://doi.

org/10.1177/1010428317711659 (2017).
	37.	 Arthur, J. S. & Ley, S. C. Mitogen-activated protein kinases in innate immunity. Nat Rev Immunol 13, 679–692, https://doi.

org/10.1038/nri3495 (2013).
	38.	 Filardy, A. A. et al. Infection with Leishmania major induces a cellular stress response in macrophages. PLoS One 9, e85715, https://

doi.org/10.1371/journal.pone.0085715 (2014).
	39.	 Ramphul, U. N., Garver, L. S., Molina-Cruz, A., Canepa, G. E. & Barillas-Mury, C. Plasmodium falciparum evades mosquito 

immunity by disrupting JNK-mediated apoptosis of invaded midgut cells. Proc Natl Acad Sci USA 112, 1273–1280, https://doi.
org/10.1073/pnas.1423586112 (2015).

	40.	 Kar-Roy, A., Korkaya, H., Oberoi, R., Lal, S. K. & Jameel, S. The hepatitis E virus open reading frame 3 protein activates ERK through 
binding and inhibition of the MAPK phosphatase. J Biol Chem 279, 28345–28357, https://doi.org/10.1074/jbc.M400457200 (2004).

Acknowledgements
This study was supported by grants (81300317,81271838) from the National Science Foundation of China.

Author Contributions
Experiments were designed by Bo Qin and Qingsong Lei. Experiments were carried out by Qingsong Lei, Lin Li 
and ShuJun Zhang. Parts of data were collected by Tianju Li, Xiaomei Zhang, Xiaolin Ding. The manuscript was 
written by Qingsong Lei, and was revised by Bo Qin.

http://dx.doi.org/10.1038/emi.2012.7
http://dx.doi.org/10.1038/emi.2012.7
http://dx.doi.org/10.1371/journal.pone.0022412
http://dx.doi.org/10.1371/journal.pone.0100787
http://dx.doi.org/10.1371/journal.pone.0063793
http://dx.doi.org/10.1038/ni.1863
http://dx.doi.org/10.1038/nri3581
http://dx.doi.org/10.1016/j.immuni.2013.05.007
http://dx.doi.org/10.1016/j.immuni.2013.05.007
http://dx.doi.org/10.1038/nri3295
http://dx.doi.org/10.1128/JVI.01935-14
http://dx.doi.org/10.1128/JVI.01935-14
http://dx.doi.org/10.1056/NEJMoa1406011
http://dx.doi.org/10.1053/j.gastro.2015.09.011
http://dx.doi.org/10.1089/vim.2015.0107
http://dx.doi.org/10.1089/vim.2015.0107
http://dx.doi.org/10.1038/srep27597
http://dx.doi.org/10.1016/j.jhep.2017.06.016
http://dx.doi.org/10.1016/j.jhep.2016.02.045
http://dx.doi.org/10.1111/tme.12405
http://dx.doi.org/10.1038/nri2038
http://dx.doi.org/10.1038/nri2038
http://dx.doi.org/10.1016/j.cell.2006.02.016
http://dx.doi.org/10.1002/hep.25530
http://dx.doi.org/10.1002/hep.25530
http://dx.doi.org/10.5501/wjv.v2.i2.57
http://dx.doi.org/10.1146/annurev.immunol.021908.132641
http://dx.doi.org/10.1111/j.1600-065X.2011.01092.x
http://dx.doi.org/10.1002/wsbm.1331
http://dx.doi.org/10.1002/wsbm.1331
http://dx.doi.org/10.3390/vaccines4030023
http://dx.doi.org/10.1128/MMBR.00043-14
http://dx.doi.org/10.1371/journal.ppat.1003622
http://dx.doi.org/10.1080/15384101.2015.1119492
http://dx.doi.org/10.1080/15384101.2015.1119492
http://dx.doi.org/10.1177/1010428317711659
http://dx.doi.org/10.1177/1010428317711659
http://dx.doi.org/10.1038/nri3495
http://dx.doi.org/10.1038/nri3495
http://dx.doi.org/10.1371/journal.pone.0085715
http://dx.doi.org/10.1371/journal.pone.0085715
http://dx.doi.org/10.1073/pnas.1423586112
http://dx.doi.org/10.1073/pnas.1423586112
http://dx.doi.org/10.1074/jbc.M400457200


www.nature.com/scientificreports/

1 0SCIentIfIC Reports |  (2018) 8:8585  | DOI:10.1038/s41598-018-26975-4

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-018-26975-4.
Competing Interests: The authors declare no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

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 Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted 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 license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2018

http://dx.doi.org/10.1038/s41598-018-26975-4
http://creativecommons.org/licenses/by/4.0/

	HEV ORF3 downregulates TLR7 to inhibit the generation of type I interferon via impairment of multiple signaling pathways

	Materials and Methods

	Cell Culture. 
	Enzyme-linked Immunosorbent Assay (ELISA). 
	RNA Extraction and Quantitative RT-PCR. 
	Western Blot. 
	Statistical analysis. 

	Results

	HEV ORF3 impairs the generation of endogenous type I interferon in host cells through downregulating TLR3 and TLR7. 
	Multiple signaling pathways, including NFκB, JAK/STAT and JNK/MAPK, are crucial for expression of TLR7. 
	HEV ORF3 impairs activation of NFκB, JAK/STAT and JNK/MAPK pathways. 

	Discussion

	Acknowledgements

	Figure 1 HEV ORF3 impairs endogenous type I interferon production in host cells.
	Figure 2 HEV ORF3 suppresses type I interferon through downregulating TLR3 and TLR7.
	Figure 3 Multiple signaling pathways, including NFκB, JAK/STAT and JNK/MAPK, are crucial for expression of TLR7.
	Figure 4 Potential transcription factors binding to the TLR7 promoter region.
	Figure 5 HEV ORF3 impairs the activation of NFκB, JAK/STAT and JNK/MAPK pathways.
	Table 1 Primers for quantitative real-time PCR.




