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ABSTRACT Over the last 2 years, several global virus-host interactome studies
have been published with SARS-CoV-2 proteins with the purpose of better under-
standing how specific viral proteins can subvert or utilize different cellular proc-
esses to promote viral infection and pathogenesis. However, most of the virus–
host protein interactions have not yet been confirmed experimentally, and their
biological significance is largely unknown. The goal of this study was to verify
the interaction of NSP5, the main protease of SARS-CoV-2, with the host epige-
netic factor histone deacetylase 2 (HDAC2) and test if HDAC2 is required for
NSP5-mediated inhibition of the type I interferon signaling pathway. Our results
show that NSP5 can significantly reduce the expression of a subset of immune
response genes such as IL-6, IL-1b , and IFNb , which requires NSP5’s protease ac-
tivity. We also found that NSP5 can inhibit Sendai virus-, RNA sensor-, and DNA
sensor-mediated induction of IFNb promoter, block the IFN response pathway,
and reduce the expression of IFN-stimulated genes. We also provide evidence for
HDAC2 interacting with IRF3, and NSP5 can abrogate their interaction by binding
to both IRF3 and HDAC2. In addition, we found that HDAC2 plays an inhibitory
role in the regulation of IFNb and IFN-induced promoters, but our results indicate
that HDAC2 is not involved in NSP5-mediated inhibition of IFNb gene expression.
Taken together, our data show that NSP5 interacts with HDAC2 but NSP5 inhibits
the IFNb gene expression and interferon-signaling pathway in an HDAC2-inde-
pendent manner.

IMPORTANCE SARS-CoV-2 has developed multiple strategies to antagonize the host
antiviral response, such as blocking the IFN signaling pathway, which favors the rep-
lication and spreading of the virus. A recent SARS-CoV-2 protein interaction mapping
revealed that the main viral protease NSP5 interacts with the host epigenetic factor
HDAC2, but the interaction was not confirmed experimentally and its biological im-
portance remains unclear. Here, we not only verified the interaction of HDAC2 with
NSP5, but we also found that HDAC2 also binds to IRF3, and NSP5 can disrupt the
IRF3-HDAC2 complex. Furthermore, our results show that NSP5 can efficiently repress
the IFN signaling pathway regardless of whether viral infections, RNA, or DNA sen-
sors activated it. However, our data indicate that HDAC2 is not involved in NSP5-
mediated inhibition of IFNb promoter induction and IFNb gene expression.
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Severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2) is an enveloped posi-
tive-sense single-stranded RNA virus that belongs to the genus betacoronavirus

within the Coronaviridae family (1, 2). SARS-CoV-2 is likely originated from bats and is
responsible for the coronavirus disease 2019 (COVID-19) pandemic (3, 4). The SARS-
CoV-2 genome encodes 16 nonstructural proteins (NSP1-16), 4 structural proteins, and
at least 7 accessory proteins. While the nonstructural proteins make up the replication
machinery and the structural proteins form the virion, the accessory proteins modulate
the antiviral host response, although other viral proteins can also be involved (5, 6).
Despite the tremendous research efforts since the beginning of the pandemic, the
pathogenesis of SARS-CoV-2 remains largely unclear. We still need a better under-
standing of interactions between viral and host proteins that subvert antiviral host
defenses and promote viral replication.

One of the first lines of host defense against viral infections is the activation of the type
I IFN (IFN-I) signaling pathway by sensing viral nucleic acids in infected cells. Viral dsRNAs
generated during replication and viral transcription can be detected by an array of nucleic
acid receptors in the cytoplasm, such as the retinoic acid-inducible gene I (RIG-I), mela-
noma differentiation gene 5 (MDA5), or specific Toll-like receptors (TLRs), while the cGAS-
STING pathway can serve as one of the several viral DNA sensors in the cytoplasm (7 to 9).
Upon ligand binding, the nucleic acid receptors activate downstream signaling pathways
that lead to the induction of innate immune responses by producing inflammatory cyto-
kines, IFN-I, and other antiviral mediators. IFN-I acts in a paracrine fashion on neighboring
cells by binding to the IFN-a/b receptor (IFNAR), which induces the expression of antiviral
interferon-stimulated genes (ISGs) via the JAK/STAT signaling pathway (10).

The increased mortality of many severely ill COVID-19 patients has been linked to the
excess production of proinflammatory cytokines (e.g., IL-6, IL-1b , TNF-a, and interferon)
upon SARS-CoV-2 infection, causing multiple organ failure (11). Intriguingly, SARS-CoV-2
has also evolved multiple mechanisms to be able to suppress these antiviral immune
responses in infected cells, which facilitates viral replication (12). Numerous studies have
shown that several SARS-CoV-2 proteins can antagonize IFN-I production via distinct
mechanisms. For example, while NSP6 binds to TANK-binding kinase 1 (TBK1) to sup-
press IRF3 phosphorylation, NSP13 inhibits TBK1 phosphorylation, and ORF6 protein
interacts with karyopherin subunit alpha 2 (KPNA2) to inhibit the nuclear transport of
IRF3 (13). Another report showed a dual function of the main protease NSP5 of SARS-
CoV-2 that NSP5 can block both virus-triggered IFN-I production and the downstream
IFN-I-mediated ISG induction (14).

A recent protein interaction screen revealed that NSP5 interacts with histone deace-
tylase 2 (HDAC2), but the interaction was not confirmed experimentally and the bio-
logical significance of this interaction has not been investigated (15). Since HDAC2 has
been reported to play a positive regulatory role in IFNb production and the expression
of ISGs, we aimed to test if NSP5 could also inhibit the IFN-I signaling pathway by
blocking HDAC2 activity (16, 17). Alternatively, it is also possible that NSP5 hijacks
HDAC2 to inhibit the IFN-I signaling pathway. We found that NSP5 can inhibit the
expression of proinflammatory cytokines such as IL-6, IL-1b , and IFNb , which requires
the protease activity of NSP5. We also identified specific ISGs whose expression was
significantly reduced by NSP5. Our data also show that HDAC2 interacts with both
NSP5 and IRF3, and NSP5 can disrupt the interaction between HDAC2 and IRF3.
However, our results suggest that HDAC2 is not involved in the NSP5-mediated inhibi-
tion of IFNb expression.

RESULTS
Nuclear localization of SARS-CoV-2 NSP5 and the inhibitory effect of NSP5 on

the expression of cytokines. A recent study that determined the subcellular localization
of FLAG-tagged SARS-CoV-2 proteins in transfected HEp-2 and Caco-2 epithelial cell lines
revealed that several SARS-CoV-2 proteins such as NSP1, NSP5, NSP9, NSP10, and NSP13
can also be localized in the nucleus (18). We confirmed that the C-terminally 2�Strep epi-
tope-tagged NSP5, NSP9, and NSP10, which showed similar expression levels in transfected
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HEK293T cells (Fig. 1A), have both nuclear and cytoplasmic localizations in HeLa cells as
well (Fig. 1B). Since the expression levels of NSP1 and NSP13 were below the detection
limit, we did not investigate them further. Interestingly, it has been shown in several cases
that RNA virus proteins displaying nuclear localization can regulate the expression of
immune response genes (19, 20). Thus, we tested the effect of NSP5, NSP9, and NSP10 on
the expression of IFNb , IL-6, and IL-1b , which are some of the most frequently deregulated
cytokines in COVID-19 patients. The viral proteins were first expressed in A549 lung epithe-
lial cells using lentiviral transduction followed by Sendai virus (SeV) infection for 24 h
(Fig. 1C and D). SeV was used to induce the expression of the tested cytokines. RT-qPCR
analysis showed that NSP5 significantly reduced the mRNA expression levels of IFNb , IL-6,
and IL-1b , while NSP9 and NSP10 had distinct effects (Fig. 1E). NSP10 overexpression
increased IFNb gene expression but had no effect on the expression of IL-6 and IL-1b . In
contrast, NSP9 significantly increased SeV-induced IL-1b , while reduced IL-6 expression
but had no effect on IFNb mRNA expression. Taken together, these data show that NSP5
can be localized in the nucleus and can strongly inhibit the expression of cytokine genes.

The protease activity of NSP5 is required for the inhibition of IFNb, IL-6, and IL-
1b expression. Since NSP5 functions as a viral protease of SARS-CoV-2 (21), we investi-
gated whether its protease activity is needed for the inhibition of SeV-induced cytokine
expression (Fig. 2). Furthermore, we wanted to determine if NSP5 has any specificity in
inhibiting the expression of cytokine genes (Fig. 2). To this end, we expressed wild

FIG 1 Expression, subcellular localization, and the effect of SARS-CoV-2 nuclear proteins on SeV-induced
cytokines in epithelial cells. (A) Immunoblot analysis of the expression of 2�-Strep tagged NSP5, NSP9,
NSP10, and EGFP in transfected HEK293T cells. (B) IFA was performed on transfected HeLa cells using an
anti-Strep antibody. Nucleus is indicated by DAPI staining. (C) Expression of the 2�-Strep tagged viral
proteins and EGFP in A549 cells using lentiviral transduction. (D) Experimental flowchart. After 48 h
postransduction, A549 cells were treated with SeV (2 HA units/mL) for 24 h. (E) Cytokine gene expressions
are measured by RT-qPCR. t tests were performed compared to EGFP in 1SeV samples, and P of ,0.05
(*) was considered statistically significant.
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type (WT) or the enzymatically inactive mutant of NSP5 (C145A) in A549 cells and then
infected the cells with SeV (22). We found that while WT NSP5 inhibited SeV-induced
IFNb , IL-6, and IL-1b gene expression, it did not show any effects on the expression of
IFNa, CXCL8, and CXCL3. Interestingly, the C145A mutant of NSP5 failed to block SeV-
induced IFNb , IL-6, and IL-1b gene expression. These results indicate that NSP5
requires its protease activity to inhibit the expression of specific cytokine genes.

NSP5 abrogates RNA and DNA sensors-mediated IFNb promoter induction. It
was reported that SARS-CoV-2 infection does not induce robust IFN response in
patients, indicating that the virus can efficiently block the activation of the IFN signal-
ing pathway (23). Our data above are in line with previous results showing that NSP5
can strongly inhibit IFNb expression (14, 24 to 27). Importantly, IFNb expression can
be induced through different IRF3-mediated signaling pathways, which can be acti-
vated by distinct nucleic-acid-sensing receptors and viral infections (Fig. 3A). Thus, we
aimed to test whether NSP5 can inhibit IFN signaling pathways regardless of how they
were activated. For this, we performed a series of IFNb promoter luciferase reporter
assays (Fig. 3B to F). First, HEK293T cells were cotransfected with the luciferase reporter
plasmid and WT or C145A mutant NSP5. Afterward, the IFNb signaling pathway was
induced with SeV infection (Fig. 3B) or cotransfection of the RNA sensors RIG-I 2CARD
(Fig. 3C) and 3�FLAG-MDA5 (Fig. 3D), the DNA sensor cGAS-STING (Fig. 3E), or IRF3sa,
which is a constitutively active form of IRF3 (Fig. 3F) (28). We note that enhanced green
fluorescent protein (EGFP) transfection was used as a negative control. In addition, the
measles virus V protein (MeV-V) and the Kaposi’s sarcoma-associated herpesvirus
(KSHV) protein vIRF1 were used as positive controls for inhibition of MDA5- and cGAS-
STING-mediated IFN signaling pathways, respectively (29, 30). The experiments showed
that WT NSP5 can inhibit the induction of IFNb promoter regardless of how the IFN
signaling pathway was activated. In contrast, the protease mutant C145A cannot

FIG 2 Protease activity of NSP5 is required for repressing the induction of cytokine genes. A549 cells were
transduced with lentiviruses expressing the indicated SARS-CoV-2 proteins or EGFP as a negative control. At 48
h postransduction, the cells were treated with SeV (2 HA units/mL) for 24 h. Total RNA was extracted, and the
expression of cytokine genes was analyzed by RT-qPCR. t tests were performed compared to EGFP in 1SeV
samples, and P of ,0.05 (*) was considered statistically significant.

NSP5-Mediated Inhibition of Host Antiviral Immunity Microbiology Spectrum

September/October 2022 Volume 10 Issue 5 10.1128/spectrum.02322-22 4

https://journals.asm.org/journal/spectrum
https://doi.org/10.1128/spectrum.02322-22


repress the IFN signaling pathways supporting our data shown in Fig. 2 that the enzy-
matic activity of NSP5 is required for being able to block IFNb promoter induction and
thereby IFNb gene expression.

NSP5 inhibits IFNb-induced signaling pathway. We further examined whether
NSP5 also inhibits the downstream signaling pathway of the type I IFN receptor, which will
lead to the reduction of interferon-stimulated gene (ISG) expression (Fig. 4). The expression
of ISGs is regulated by the JAK-STAT pathway, which induces ISGs through gene promoters
containing interferon-stimulated response element (ISRE) (31). Thus, we first performed an
ISRE luciferase reporter assay to test NSP5 (Fig. 4A). HEK293T cells were transfected with an
ISRE luciferase reporter plasmid (ISRE-Luc) along with an EGFP vector (negative control) or
with a plasmid-expressing WT or C145A mutant NSP5, and then the cells were treated with
IFNb for 24 h. The results show that WT NSP5 but not its mutant C145A can inhibit IFNb-
induced ISRE promoter activity (Fig. 4A). Next, we tested if NSP5 can repress IFNb-induced
expression of ISGs in A549 cells (Fig. 4B to D). NSP5 was expressed in the IFNb-treated
A549 cells using lentivirus transduction. RT-qPCR analysis showed that NSP5 resulted in
downregulation of ISG54 (also known as IFIT2) and IFI16 expression in A549 cells (Fig. 4C).
Based on this observation, we extended the gene expression analysis for 84 human type I
IFN response-related genes (Fig. 4D). We found that the expression of several ISGs was
decreased in the NSP5-expressing cells compared to cells expressing GFP in the presence

FIG 3 Testing the effect of NSP5 on IFNb promoter induced by viral infection or different RNA or DNA sensors.
(A) Schematic of the different modes of IFNb promoter induction that were tested. Each tested pathway
transmits the activation through the transcription factor IRF3, which is required for the induction of IFNb
promoter. (B to F) Luciferase assays using HEK293T cells that were cotransfected with an IFNb promoter
luciferase reporter plasmid (IFNb-Luc) and plasmids expressing NSP5, NSP5 mutant C145A, or EGFP (negative
control). The fold change was calculated by comparing luciferase activities to the basal activity of the IFNb-Luc
plasmid cotransfected with EGFP or IFNb-Luc alone (mock). t tests were performed between NSP5 and EGFP
samples, and P of ,0.05 (*) was considered statistically significant. (B) IFNb promoter was induced with SeV
infection (2 HA units/mL) for 24 h. (C) IFNb promoter was induced with the expression of the constitutively
active RIG-I 2CARD. (D) IFNb promoter was induced with the expression of 3�FLAG-MDA5. HA-MeV-V was used
as a positive control for the inhibition. (E) IFNb promoter was induced with cotransfection of cGAS and STING.
KSHV vIRF1 was used as a positive control for the inhibition. (F) A constitutively active mutant of IRF3 (IRF3sa)
was used for IFNb promoter induction.

NSP5-Mediated Inhibition of Host Antiviral Immunity Microbiology Spectrum

September/October 2022 Volume 10 Issue 5 10.1128/spectrum.02322-22 5

https://journals.asm.org/journal/spectrum
https://doi.org/10.1128/spectrum.02322-22


of IFNb (Fig. 4D). Altogether, these results indicate that NSP5 can inhibit the type I IFN
response pathway as well.

NSP5 disrupts the interaction between HDAC2 and IRF3 in SeV-infected cells. A
previous global virus–host protein interactome study indicated that the epigenetic fac-
tor histone deacetylase 2 (HDAC2) interacts with WT NSP5 but not its enzymatically
dead mutant (C145A) (15). However, the interaction was not confirmed experimentally.
To determine if there is an interaction, we performed an immunoprecipitation (IP)
assay with anti-IgG (negative control) and anti-HDAC2 antibodies using HEK293T cells
transfected with NSP5-2�Strep (Fig. 5A). We found that NSP5-2�Strep does interact
with HDAC2 (Fig. 5A). We also carried out a FLAG IP using HEK293T cells expressing
3�FLAG-NSP5 or the 3�FLAG-NSP5 C145A mutant (Fig. 5B). We verified that WT NSP5
but not the C145A mutant can interact with HDAC2. In contrast, we found that both
WT and the C145A mutant can be coimmunoprecipitated with IRF3 (Fig. 5B). In addi-
tion, our data show that HDAC2 can also bind to IRF3 but that this interaction is dis-
rupted by NSP5 (Fig. 5C and D). Taken together, these results indicate that IRF3 and
HDAC2 interact with each other but that NSP5 can abolish their complex by binding to
both IRF3 and HDAC2 (Fig. 5E).

HDAC2 can modulate the activation of interferon signaling pathway. The inter-
action between IRF3 and HDAC2 suggests that HDAC2 may play a role in the regulation of
the IFN signaling pathway. To test this, we first performed an IFNb promoter luciferase re-
porter assay in which the IFNb promoter of the reporter plasmid was induced by cotrans-
fecting RIG-I 2CARD or SeV infection while HDAC2 expression was inhibited by siRNA
(Fig. 6A and B). We found that siHDAC2 slightly but significantly increased the induction of
IFNb promoter compared to the siControl samples. To examine the effect of HDAC2 on
the type I IFN response pathway, siHDAC2- or HDAC2 inhibitor (HDAC2i)-treated HEK293T
cells were transfected with ISRE reporter plasmid and then treated with IFNb (Fig. 6C and

FIG 4 NSP5 inhibits the expression of interferon-stimulated genes. (A) Luciferase assay to test if NSP5 inhibits IFNb-mediated activation of an interferon-
stimulated response element (ISRE)-driven promoter (ISRE-Luc). HEK293T cells were cotransfected with the ISRE promoter luciferase reporter vector and the
indicated expression plasmids. At 48 h posttransfection, the cells were treated with IFNb (1000 IU/mL) for 24 h before harvesting them for luciferase assay.
(B) Experimental flowchart. (C) RT-qPCR analysis of the expression of two ISGs in IFNb-treated A549 cells expressing EGFP or NSP5. (D) The expression of
type I IFN pathway-related genes was analyzed by RT-qPCR array. Error bars represent standard deviation (n = 2). t tests in panels A and C were performed
between NSP5 and EGFP samples, and P of ,0.05 (*) was considered statistically significant.
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D). The results show that both the depletion and the inhibition of HDAC2 slightly increased
IFNb-triggered ISRE promoter activation. These data imply that HDAC2 can act as a nega-
tive regulator of both IFNb promoter and IFNb-induced ISRE promoters. To verify the role
of HDAC2 in the regulation of the type I interferon signaling pathway, we tested the effect
of the HDAC2 inhibitor on STAT1 activation and the induction of ISGs (Fig. 6E and F). A549
cells were treated with HDACi or dimethyl sulfoxide (DMSO; negative control) and then
stimulated with IFNb . We found that although the phosphorylation of STAT1, which indi-
cates its activation, was slightly reduced by HDAC2i, the expression of tested ISGs was not
affected (Fig. 6E and F). These results indicate that HDAC2 can modulate the activation of
IFNb and ISRE promoters, but its effect is probably limited in the global regulation of the
expression of ISGs.

HDAC2 is not required for NSP5-mediated inhibition of type I interferon signal-
ing pathway. Based on our finding that NSP5 can disrupt the interaction between
HDAC2 and IRF3 (Fig. 5), we wanted to examine if NSP5 utilizes HDAC2 for blocking
the induction of IFNb promoter and the activation of the IFN response signaling path-
way (Fig. 7). To test this, we used siRNA to deplete HDAC2 in HEK293T cells and then
transfected the cells with NSP5, and IFNb promoter or ISRE promoter luciferase re-
porter plasmids (Fig. 7A to C). The transfected cells were either infected with SeV or
stimulated with IFNb to induce the IFNb promoter (Fig. 7B) or ISRE promoter (Fig. 7C),
respectively. Figure 7A shows the efficiency of siRNA inhibition of HDAC2. We found
that while siHDAC2 results in a 2- to 3-fold increase of IFNb and ISRE promoter activ-
ities as are also shown in Fig. 6, siHDAC2 did not affect NSP5-mediated repression of
IFNb and ISRE promoter activation (Fig. 7B and C). We also tested the effect of
siHDAC2 and NSP5 on the phosphorylation of IRF3, which is required for the induction
of IFNb promoter. We found that neither siHDAC2 nor NSP5 overexpression affected
IRF3 phosphorylation (Fig. 7D and E). Finally, we tested if HDAC2 is required for NSP5-
mediated inhibition of endogenous IFNb gene expression (Fig. 7F). We expressed
NSP5 in siControl- and siHDAC2-treated A549 cells and then infected the cells with SeV

FIG 5 NSP5 interacts with HDAC2 and IRF3. (A) HEK293T cells were transfected with NSP5-2�Strep, and the
immunoprecipitation (IP) was performed with HDAC2 or IgG (rabbit) antibodies. (B) FLAG IP was performed using
HEK293T cells transfected with 3�FLAG-NSP5 or 3�FLAG-NSP5 mutant C145A. (C) HEK293T cells were transfected
with FLAG-IRF3, and the IPs were carried out with anti-FLAG antibody. (D) HEK293T cells were transfected with
V5-IRF3 and 3�FLAG-NSP5 for 48 h and then treated with SeV for 24 h. The IPs were performed with anti-V5
antibody. (E) Schematic of interactions between NSP5, IRF3, and HDAC2. We note that these interactions are not
necessarily direct–direct protein interactions, which have yet to be shown.
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to induce IFNb gene expression. Our results show that NSP5 can still strongly down-
regulate IFNb gene expression in siHDAC2-treated cells (Fig. 7F). Taken together, these
results support the notion that HDAC2 is not required for NSP5-mediated IFNb gene
repression.

DISCUSSION

A recent global protein interactome screen indicated that the main viral protease
NSP5 of SARS-CoV-2 interacts with the transcription regulatory factor HDAC2 (15).
However, the interaction was not confirmed experimentally, and its biological signifi-
cance remains unknown. In this study, we verified that HDAC2 interacts with WT NSP5
but not with the protease mutant. In addition, the novel finding of our study is that we
also showed an interaction between HDAC2 and IRF3, which can be disrupted by
NSP5. We found that NSP5 can inhibit the expression of a subset of SeV-induced cyto-
kines, which requires NSP5’s protease activity. While we could provide evidence for
HDAC2 being a negative regulator of type I IFN signaling pathway, our results indicate
that HDAC2 is not involved in NSP5-mediated inhibition of IFNb gene expression and
interferon signaling pathway. We acknowledge that the interferon-antagonizing prop-
erties of NSP5 may differ between SARS-CoV-2-infected cells versus NSP5-transfected
cells. Therefore, further studies will be required to determine the role of HDAC2 in
NSP5-regulated cellular processes in SARS-CoV-2-infected cells.

Although several virus–host protein interactome analyses have been performed
with SARS-CoV-2 factors, none of them identified the components of the type I IFN sig-
naling pathway as targets of NSP5 (15, 32 to 34). Also, there are two recent reports in
which an unbiased screening of SARS-CoV-2 proteins was carried out to identify viral
factors that can inhibit IFNb production and type I IFN signaling pathway, but NSP5
was not found to affect these antiviral host responses (13, 35). However, our study sup-
ports the finding of several other previous studies that NSP5 can repress type I IFN sig-
naling pathways (14, 24 to 27, 36). We speculate that the different expression levels of
NSP5 and cell culture conditions may account for this discrepancy. Also, multiple dis-
tinct mechanisms have been identified for NSP5-mediated repression of the type I IFN

FIG 6 Testing the effect of HDAC2 on the activation of type I IFN signaling pathway. Luciferase assay with siControl- and siHDAC2-treated
HEK293T cells that were transfected with IFNb-Luc reporter plasmid, and the IFNb promoter was induced with (A) cotransfection of RIG-I-
2CARD or with (B) SeV infection (2 HA units/mL). (C and D) Luciferase assay with HEK293T cells that were transfected with ISRE-Luc
reporter plasmid and also treated with HDAC2 siRNA (C) or HDAC2 inhibitor (D). The cells were induced with IFNb (500 IU/mL) for 24 h
before being harvested for the luciferase assay. (E and F) A549 cells treated with 10 mM HDAC2 inhibitor were induced with 500 IU/mL of
IFNb for 24 h. Subsequently, immunoblot analysis was performed (E), and RT-qPCR was used for analyzing the expression of ISGs (F). t
tests were performed, and P of ,0.05 (*) was considered statistically significant; ns, not significant.
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signaling pathways by different research groups. It was shown that NSP5 can modulate
the subcellular localization of IRF3 or antagonize the function of different components
of the IFN response pathway such as RIG-I, MAVS, STING, and STAT1, resulting in the
downregulation of both IFNb production and the JAK-STAT signaling, which abrogates
innate antiviral immunity (14, 24 to 26, 36). One of our novel findings is that we
showed binding of NSP5 to IRF3 as well, and while the protease activity of NSP5 is not
required for its binding to IRF3, it is necessary for NSP5-mediated inhibition of IFNb
promoter induced by IRF3 (Fig. 2, 3, and 5). These results are in line with previous stud-
ies supporting the notion that NSP5 of SARS-CoV-2 can efficiently inhibit IFN signaling
pathway by targeting its different components at multiple levels, which requires the
protease activity of NSP5 in some cases (24, 27). Importantly, NSP5 of SARS-CoV, por-
cine deltacoronavirus, and the alphacoronavirus porcine epidemic diarrhea virus have
also been shown to block the IFN-I signaling pathway, indicating that NSP5-mediated
inhibition of the antiviral IFN signaling pathway is evolutionarily conserved in the fam-
ily Coronaviridae (27, 37, 38).

Another intriguing and novel finding of our study is that we showed an interaction
between IRF3 and HDAC2, which can be abrogated by NSP5 (Fig. 5C and D). HDAC2 is
a member of the lysine deacetylases family that can control the acetylation level of
both histones and a variety of nonhistone proteins (39). HDACs can also regulate the
innate antiviral response and IFNb gene expression (40). It was shown in murine pri-
mary macrophages that HDAC1 and HDAC2 are important for phosphorylation and
binding of IRF3 at the IFNb promoter during gammaherpesvirus infection (16).
Another study demonstrated that the lysine acetyltransferase KAT8 can acetylate IRF3
at lysine residue 359 in murine cells, which inhibits the binding of acetylated murine
IRF3 to IFNb promoter, resulting in reduced IFNb production activity (41). We noticed
that lysine 359 is conserved between mouse and human IRF3. Thus, we hypothesized
that (i) HDAC2 may also function as a positive regulator of the type I IFN pathway in
human cells by controlling the acetylation level and the activity of human IRF3, and (ii)
NSP5 blocks IFNb gene expression by interrupting HDAC2-IRF3 interaction and
thereby increasing IRF3 acetylation. In addition, a recent study demonstrated that
NSP5 of different coronaviruses, including SARS-CoV-2, can cleave HDAC2, which

FIG 7 HDAC2 is dispensable for NSP5-mediated inhibition of the type I interferon signaling pathway. siControl-
and siHDAC2-treated HEK293T cells were cotransfected with NSP5 and IFNb-Luc followed by SeV infection, and
then (A) immunoblot analysis and (B) luciferase assay were performed. (C) Luciferase assay with ISRE-Luc in
siHDAC2-treated 293T cells. We used 500 IU/mL of IFNb for induction. (D) siControl- and siHDAC2-treated
HEK293T cells were transfected with V5-IRF3, and the IPs were performed with an anti-V5 antibody. (E)
HEK293T cells were cotransfected with V5-IRF3 and 3�FLAG-NSP5. The IPs were performed with an anti-V5
antibody. (F) siControl- and siHDAC2-treated A549 cells were transduced with lentivirus-expressing EGFP
(negative control) or NSP5 followed by SeV infection (2 HA units/mL) for 24 h. IFNb gene expression was
determined by RT-qPCR.
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reduces the antiviral activity of HDAC2 (42). However, contrary to our expectation, we
found that both siHDAC2 and an HDAC2 inhibitor increased the induction of both
IFNb and ISRE promoters and did not affect NSP5-mediated repression of the type I
IFN signaling pathway. Thus, we concluded that HDAC2 plays an inhibitory role in type
I IFN signaling pathway and that, although NSP5 can disrupt HDAC2-IRF3 interaction,
HDAC2 is dispensable for NSP5-mediated repression of the IFN pathway. It is important
to note that beyond the role of IRF3 in the induction of type I IFNs, IRF3 is also involved
in the regulation of the expression of other cytokines and ISGs as well as in controlling
apoptosis (43). Whether HDAC2 plays a role in any of these biological processes by
interacting with IRF3 and NSP5 modulates them by interfering with the IRF3-HDAC2
complex formation awaits further studies.

MATERIALS ANDMETHODS
Cell lines and virus infection. HEK293T (ATCC) and HeLa (NIH AIDS Reagent Program) cells were

maintained in Dulbecco’s Modified Eagle Medium (DMEM) supplemented with 10% fetal bovine serum
(FBS) and penicillin-streptomycin (P/S). Lung epithelial A549 (ATCC) cells were maintained in F-12K me-
dium supplemented with 10% FBS and P/S. For experiments using Sendai virus (SeV), the cells were
infected with 2 HA/mL of SeV Cantell strain (Charles River Laboratories). Lentivirus production and lenti-
viral transduction were performed as described previously (44).

Antibodies, plasmids, and reagents. The following antibodies were used in the study: anti-Strep Tag
(Sigma, SAB2702216), anti-FLAG (Sigma, F1804), anti-V5 (Invitrogen, MA5-15253), anti-IRF3 (Cell Signaling,
4302S), anti-HDAC2 (Abcam, ab124974), anti-Tubulin (Sigma, T5326), anti-STAT1 (Cell Signaling, 14994), anti-
STAT1-P (Cell Signaling, 9167), anti-IRF3-S386-P (Abcam, ab76493), and anti-IRF3-S396-P (Cell Signaling,
4947S). Human IFNb was from Peprotech (300-02BC). The HDAC2 inhibitor Santacruzamat A was from
Selleckchem.com (S7595). The HDAC2 siRNA was purchased from Santa Cruz Biotechnology (sc-29345).
Lipofectamine RNAiMAX (Invitrogen) was used for the siRNA transfections, which were performed according
to the manufacturer’s instructions. 3�FLAG-NSP5 was expressed from the pCDH-CMV-MCS-EF1-Puro vector.
The expression plasmids for 2�Strep tagged NSP5, NSP9, NSP10, and EGFP were purchased from Addgene.
FLAG-IRF3 and IFNb-Luc plasmids were gifts from Katherine A. Fitzgerald (UMass Medical School) and Zhijian
Chen (UT Southwestern), respectively. The ISRE-Luc reporter vector and the HA-MeV-V expression plasmid
were provided by Takeshi Saito (University of Southern California) and Michaela Gack (Cleveland Clinic
Florida Research & Innovation Center), respectively.

Immunofluorescence analysis. The immunofluorescence analysis (IFA) was performed with HeLa
cells as described previously (45). The cells were first stained with primary mouse monoclonal anti-Strep
Tag antibody followed by incubation with anti-mouse Alexa Fluor 568 antibody (Invitrogen) for 1 h at
room temperature. The cells were washed three times with washing buffer (phosphate-buffered saline
[PBS] with 0.2% Tween 20) and then stained with 49,6-Diamidino-2-Phenylindole, Dihydrochloride (DAPI)
to visualize the nuclei. For imaging, a Revolve fluorescence microscope (Echo Laboratories) was used.

Luciferase reporter assay. HEK293T cells in 24-well plates were transfected with the IFNb or
ISRE promoter luciferase reporter plasmids together with other plasmids, as indicated in the graphs.
Transfection was carried out by polyethylenimine (PEI). At 48 h posttransfection, cells were col-
lected in 200 mL of lysis buffer (Dulbecco's phosphate-buffered saline [DPBS] with 0.5% Triton
X-100). Twenty microliters of cell lysates were mixed with 20 mL of ONE-Glo luciferase substrate
(Promega), and the luciferase activity was measured by Promega GloMax-Multi Detection System.
All luciferase assays were carried out three times in triplicate.

Total RNA isolation, and RT-qPCR analysis. Total RNA purification from cells and qPCR analysis
were performed as described previously (44). The DNA sequences of primers used in qPCR are listed in
Table 1. Relative gene expression was calculated by using the 22DCt method, where the expression of
the 18S gene was used for normalization. For significance test, we used a two-tailed Student's t test
where P of ,0.05 was considered significant. For the RT-qPCR array, we used an RT2 Profiler PCR Array
composed of 84 target genes (Qiagen, Human Type I Interferon Response, PAHS-016Z) following the

TABLE 1 Primer sequences

Gene Forward (59 to 39) Reverse (59 to 39)
IFNb CAGCAATTTTCAGTGTCAGAAGC TCATCCTGTCCTTGAGGCAGT
IL-6 ATGTAACAAGAGTAACATGTGTGA AGTGATGATTTTCACCAGGCAAGT
IL-1b CCAACTGGTACATCAGCACCT AGGAAGACACAAATTGCATGG
IFNa GTGAGGAAATACTTCCAAAGAATCAC TCTCATGATTTCTGCTCTGACAA
CXCL8 AGCTCTGTGTGAAGGTGCAGT TAAATTTGGGGTGGAAAGGTT
CXCL3 GTCCGTGGTCACTGAACTGC GGGGGACCTTACATTCACACT
ISG54 CTCAGAACGCCATTGACCCT GGCTGCACTGCGAAGAACAT
IFI16 AGAAACAATGACCCCAAGAGC CTTGGTGAAGAAACTGCTGGAT
18S TTCGAACGTCTGCCCTATCAA GATGTGGTAGCCGTTTCTCAGG
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manufacturer's recommended protocol. Relative gene expression was first normalized to GAPDH, which
was included in the array, and then we calculated the gene expression changes using the 22DDCt method
by comparing 1IFNb to –IFNb samples.

Coimmunoprecipitation assay. The transfected HEK293T cells were harvested at 48 h posttransfec-
tion for the immunoprecipitation (IP) experiments. The cells were washed once with cold PBS, lysed in
NP-40 lysis buffer (50 mM Tris-HCl at pH 7.5, 150 mM NaCl, 0.5% NP-40, protease inhibitor cocktail from
Roche), and passed through a 23-gauge needle 10 to 15 times, and then the cell lysates were incubated
on ice for 15 min. After centrifugation, the cell lysates were subjected to preclearing using protein
A-Sepharose 4B (ThermoFisher) for 2 h at 4°C and then incubated with antibodies overnight. The next
day, protein A/G XPure agarose resin was added to the lysates, which were further incubated for 2 h at
4°C. The IPs were washed three times with the lysis buffer and then resuspended in 2� Laemmli buffer
(Bio-Rad). The IP samples along with the input samples were analyzed by immunoblot.

ACKNOWLEDGMENTS
We thank Katherine A. Fitzgerald (UMass Medical School), Michaela Gack (Cleveland

Clinic Florida Research & Innovation Center), Zhijian Chen (UT Southwestern), and
Takeshi Saito (University of Southern California) for providing different plasmids to our
study. This work was supported by the University of Florida College of Dentistry Startup
fund (Z.T.) and NIH grant R01AI132554 (Z.T.). This work was also supported by the UF
Health Cancer Center Startup fund (Z.M.), the Molecular Genetics and Microbiology
Departmental Startup fund (Z.M.), and NIH grant 5R00CA230178 (Z.M.).

REFERENCES
1. Ren LL, Wang YM, Wu ZQ, Xiang ZC, Guo L, Xu T, Jiang YZ, Xiong Y, Li YJ,

Li XW, Li H, Fan GH, Gu XY, Xiao Y, Gao H, Xu JY, Yang F, Wang XM, Wu C,
Chen L, Liu YW, Liu B, Yang J, Wang XR, Dong J, Li L, Huang CL, Zhao JP,
Hu Y, Cheng ZS, Liu LL, Qian ZH, Qin C, Jin Q, Cao B, Wang JW. 2020. Iden-
tification of a novel coronavirus causing severe pneumonia in human: a
descriptive study. Chin Med J (Engl) 133:1015–1024. https://doi.org/10
.1097/CM9.0000000000000722.

2. Zhu N, Zhang D, Wang W, Li X, Yang B, Song J, Zhao X, Huang B, Shi W, Lu
R, Niu P, Zhan F, Ma X, Wang D, Xu W, Wu G, Gao GF, Tan W, China Novel
Coronavirus Investigating and Research Team. 2020. A novel coronavirus
from patients with pneumonia in China, 2019. N Engl J Med 382:727–733.
https://doi.org/10.1056/NEJMoa2001017.

3. Coronaviridae Study Group of the International Committee on Taxonomy
of Viruses. 2020. The species Severe acute respiratory syndrome-related co-
ronavirus: classifying 2019-nCoV and naming it SARS-CoV-2. Nat Microbiol
5:536–544. https://doi.org/10.1038/s41564-020-0695-z.

4. Lu R, Zhao X, Li J, Niu P, Yang B, Wu H, Wang W, Song H, Huang B, Zhu N,
Bi Y, Ma X, Zhan F, Wang L, Hu T, Zhou H, Hu Z, Zhou W, Zhao L, Chen J,
Meng Y, Wang J, Lin Y, Yuan J, Xie Z, Ma J, Liu WJ, Wang D, Xu W, Holmes
EC, Gao GF, Wu G, Chen W, Shi W, Tan W. 2020. Genomic characterisation
and epidemiology of 2019 novel coronavirus: implications for virus ori-
gins and receptor binding. Lancet 395:565–574. https://doi.org/10.1016/
S0140-6736(20)30251-8.

5. Liu DX, Fung TS, Chong KK, Shukla A, Hilgenfeld R. 2014. Accessory pro-
teins of SARS-CoV and other coronaviruses. Antiviral Res 109:97–109.
https://doi.org/10.1016/j.antiviral.2014.06.013.

6. Yount B, Roberts RS, Sims AC, Deming D, Frieman MB, Sparks J, Denison
MR, Davis N, Baric RS. 2005. Severe acute respiratory syndrome coronavi-
rus group-specific open reading frames encode nonessential functions
for replication in cell cultures and mice. J Virol 79:14909–14922. https://
doi.org/10.1128/JVI.79.23.14909-14922.2005.

7. Rehwinkel J, Gack MU. 2020. RIG-I-like receptors: their regulation and
roles in RNA sensing. Nat Rev Immunol 20:537–551. https://doi.org/10
.1038/s41577-020-0288-3.

8. Hopfner KP, Hornung V. 2020. Molecular mechanisms and cellular func-
tions of cGAS-STING signalling. Nat Rev Mol Cell Biol 21:501–521. https://
doi.org/10.1038/s41580-020-0244-x.

9. Noppert SJ, Fitzgerald KA, Hertzog PJ. 2007. The role of type I interferons
in TLR responses. Immunol Cell Biol 85:446–457. https://doi.org/10.1038/
sj.icb.7100099.

10. Platanias LC. 2005. Mechanisms of type-I- and type-II-interferon-mediated
signalling. Nat Rev Immunol 5:375–386. https://doi.org/10.1038/nri1604.

11. Ragab D, Salah Eldin H, Taeimah M, Khattab R, Salem R. 2020. The COVID-
19 cytokine storm: what we know so far. Front Immunol 11:1446. https://
doi.org/10.3389/fimmu.2020.01446.

12. Min YQ, Huang M, Sun X, Deng F, Wang H, Ning YJ. 2021. Immune evasion
of SARS-CoV-2 from interferon antiviral system. Comput Struct Biotechnol
J 19:4217–4225. https://doi.org/10.1016/j.csbj.2021.07.023.

13. Xia H, Cao Z, Xie X, Zhang X, Chen JY, Wang H, Menachery VD, Rajsbaum
R, Shi PY. 2020. Evasion of type I interferon by SARS-CoV-2. Cell Rep 33:
108234. https://doi.org/10.1016/j.celrep.2020.108234.

14. Wu Y, Ma L, Zhuang Z, Cai S, Zhao Z, Zhou L, Zhang J, Wang PH, Zhao J,
Cui J. 2020. Main protease of SARS-CoV-2 serves as a bifunctional mole-
cule in restricting type I interferon antiviral signaling. Signal Transduct
Target Ther 5:221. https://doi.org/10.1038/s41392-020-00332-2.

15. Gordon DE, Jang GM, Bouhaddou M, Xu J, Obernier K, White KM, O'Meara
MJ, Rezelj VV, Guo JZ, Swaney DL, Tummino TA, Huttenhain R, Kaake RM,
Richards AL, Tutuncuoglu B, Foussard H, Batra J, Haas K, Modak M, Kim M,
Haas P, Polacco BJ, Braberg H, Fabius JM, Eckhardt M, Soucheray M,
Bennett MJ, Cakir M, McGregor MJ, Li Q, Meyer B, Roesch F, Vallet T, Mac
Kain A, Miorin L, Moreno E, Naing ZZC, Zhou Y, Peng S, Shi Y, Zhang Z,
Shen W, Kirby IT, Melnyk JE, Chorba JS, Lou K, Dai SA, Barrio-Hernandez I,
Memon D, Hernandez-Armenta C, et al. 2020. A SARS-CoV-2 protein inter-
action map reveals targets for drug repurposing. Nature 583:459–468.
https://doi.org/10.1038/s41586-020-2286-9.

16. Mounce BC, MbokoWP, Kanack AJ, Tarakanova VL. 2014. Primarymacrophages
rely on histone deacetylase 1 and 2 expression to induce type I interferon in
response to gammaherpesvirus infection. J Virol 88:2268–2278. https://doi.org/
10.1128/JVI.03278-13.

17. Nagesh PT, Hussain M, Galvin HD, Husain M. 2017. Histone deacetylase 2
is a component of influenza A virus-induced host antiviral response. Front
Microbiol 8:1315. https://doi.org/10.3389/fmicb.2017.01315.

18. Zhang J, Cruz-Cosme R, Zhuang MW, Liu D, Liu Y, Teng S, Wang PH, Tang
Q. 2020. A systemic and molecular study of subcellular localization of
SARS-CoV-2 proteins. Signal Transduct Target Ther 5:269. https://doi.org/
10.1038/s41392-020-00372-8.

19. Petit MJ, Kenaston MW, Pham OH, Nagainis AA, Fishburn AT, Shah PS.
2021. Nuclear dengue virus NS5 antagonizes expression of PAF1-depend-
ent immune response genes. PLoS Pathog 17:e1010100. https://doi.org/
10.1371/journal.ppat.1010100.

20. Wulan WN, Heydet D, Walker EJ, Gahan ME, Ghildyal R. 2015. Nucleocyto-
plasmic transport of nucleocapsid proteins of enveloped RNA viruses.
Front Microbiol 6:553. https://doi.org/10.3389/fmicb.2015.00553.

21. Hartenian E, Nandakumar D, Lari A, Ly M, Tucker JM, Glaunsinger BA. 2020.
The molecular virology of coronaviruses. J Biol Chem 295:12910–12934.
https://doi.org/10.1074/jbc.REV120.013930.

22. Lee J, Worrall LJ, Vuckovic M, Rosell FI, Gentile F, Ton AT, Caveney NA, Ban F,
Cherkasov A, Paetzel M, Strynadka NCJ. 2020. Crystallographic structure of
wild-type SARS-CoV-2 main protease acyl-enzyme intermediate with physio-
logical C-terminal autoprocessing site. Nat Commun 11:5877. https://doi.org/
10.1038/s41467-020-19662-4.

NSP5-Mediated Inhibition of Host Antiviral Immunity Microbiology Spectrum

September/October 2022 Volume 10 Issue 5 10.1128/spectrum.02322-22 11

https://doi.org/10.1097/CM9.0000000000000722
https://doi.org/10.1097/CM9.0000000000000722
https://doi.org/10.1056/NEJMoa2001017
https://doi.org/10.1038/s41564-020-0695-z
https://doi.org/10.1016/S0140-6736(20)30251-8
https://doi.org/10.1016/S0140-6736(20)30251-8
https://doi.org/10.1016/j.antiviral.2014.06.013
https://doi.org/10.1128/JVI.79.23.14909-14922.2005
https://doi.org/10.1128/JVI.79.23.14909-14922.2005
https://doi.org/10.1038/s41577-020-0288-3
https://doi.org/10.1038/s41577-020-0288-3
https://doi.org/10.1038/s41580-020-0244-x
https://doi.org/10.1038/s41580-020-0244-x
https://doi.org/10.1038/sj.icb.7100099
https://doi.org/10.1038/sj.icb.7100099
https://doi.org/10.1038/nri1604
https://doi.org/10.3389/fimmu.2020.01446
https://doi.org/10.3389/fimmu.2020.01446
https://doi.org/10.1016/j.csbj.2021.07.023
https://doi.org/10.1016/j.celrep.2020.108234
https://doi.org/10.1038/s41392-020-00332-2
https://doi.org/10.1038/s41586-020-2286-9
https://doi.org/10.1128/JVI.03278-13
https://doi.org/10.1128/JVI.03278-13
https://doi.org/10.3389/fmicb.2017.01315
https://doi.org/10.1038/s41392-020-00372-8
https://doi.org/10.1038/s41392-020-00372-8
https://doi.org/10.1371/journal.ppat.1010100
https://doi.org/10.1371/journal.ppat.1010100
https://doi.org/10.3389/fmicb.2015.00553
https://doi.org/10.1074/jbc.REV120.013930
https://doi.org/10.1038/s41467-020-19662-4
https://doi.org/10.1038/s41467-020-19662-4
https://journals.asm.org/journal/spectrum
https://doi.org/10.1128/spectrum.02322-22


23. Blanco-Melo D, Nilsson-Payant BE, Liu WC, Uhl S, Hoagland D, Moller R,
Jordan TX, Oishi K, Panis M, Sachs D, Wang TT, Schwartz RE, Lim JK,
Albrecht RA, tenOever BR. 2020. Imbalanced host response to SARS-CoV-
2 drives development of COVID-19. Cell 181:1036–1045.e9. https://doi
.org/10.1016/j.cell.2020.04.026.

24. Liu Y, Qin C, Rao Y, Ngo C, Feng JJ, Zhao J, Zhang S, Wang TY, Carriere J,
Savas AC, Zarinfar M, Rice S, Yang H, Yuan W, Camarero JA, Yu J, Chen XS,
Zhang C, Feng P. 2021. SARS-CoV-2 Nsp5 demonstrates two distinct mecha-
nisms targeting RIG-I and MAVS to evade the innate immune response. mBio
12:e0233521. https://doi.org/10.1128/mBio.02335-21.

25. Zheng Y, Deng J, Han L, Zhuang MW, Xu Y, Zhang J, Nan ML, Xiao Y, Zhan P,
Liu X, Gao C, Wang PH. 2022. SARS-CoV-2 NSP5 and N protein counteract the
RIG-I signaling pathway by suppressing the formation of stress granules. Sig-
nal Transduct Target Ther 7:22. https://doi.org/10.1038/s41392-022-00878-3.

26. Fung SY, Siu KL, Lin H, Yeung ML, Jin DY. 2021. SARS-CoV-2 main protease
suppresses type I interferon production by preventing nuclear transloca-
tion of phosphorylated IRF3. Int J Biol Sci 17:1547–1554. https://doi.org/
10.7150/ijbs.59943.

27. Chen J, Li Z, Guo J, Xu S, Zhou J, Chen Q, Tong X, Wang D, Peng G, Fang L,
Xiao S. 2022. SARS-CoV-2 nsp5 exhibits stronger catalytic activity and
interferon antagonism than its SARS-CoV ortholog. J Virol 96:e0003722.
https://doi.org/10.1128/jvi.00037-22.

28. Lin R, Heylbroeck C, Pitha PM, Hiscott J. 1998. Virus-dependent phospho-
rylation of the IRF-3 transcription factor regulates nuclear translocation,
transactivation potential, and proteasome-mediated degradation. Mol
Cell Biol 18:2986–2996. https://doi.org/10.1128/MCB.18.5.2986.

29. Davis ME, Wang MK, Rennick LJ, Full F, Gableske S, Mesman AW,
Gringhuis SI, Geijtenbeek TB, Duprex WP, Gack MU. 2014. Antagonism of
the phosphatase PP1 by the measles virus V protein is required for innate
immune escape of MDA5. Cell Host Microbe 16:19–30. https://doi.org/10
.1016/j.chom.2014.06.007.

30. Ma Z, Jacobs SR, West JA, Stopford C, Zhang Z, Davis Z, Barber GN,
Glaunsinger BA, Dittmer DP, Damania B. 2015. Modulation of the cGAS-
STING DNA sensing pathway by gammaherpesviruses. Proc Natl Acad Sci
U S A 112:E4306–E4315. https://doi.org/10.1073/pnas.1503831112.

31. Stark GR, Darnell JE, Jr. 2012. The JAK-STAT pathway at twenty. Immunity
36:503–514. https://doi.org/10.1016/j.immuni.2012.03.013.

32. Stukalov A, Girault V, Grass V, Karayel O, Bergant V, Urban C, Haas DA,
Huang Y, Oubraham L, Wang A, Hamad MS, Piras A, Hansen FM, Tanzer
MC, Paron I, Zinzula L, Engleitner T, Reinecke M, Lavacca TM, Ehmann R,
Wolfel R, Jores J, Kuster B, Protzer U, Rad R, Ziebuhr J, Thiel V, Scaturro P,
Mann M, Pichlmair A. 2021. Multilevel proteomics reveals host perturba-
tions by SARS-CoV-2 and SARS-CoV. Nature 594:246–252. https://doi.org/
10.1038/s41586-021-03493-4.

33. Li J, Guo M, Tian X, Wang X, Yang X, Wu P, Liu C, Xiao Z, Qu Y, Yin Y, Wang
C, Zhang Y, Zhu Z, Liu Z, Peng C, Zhu T, Liang Q. 2021. Virus–host interac-
tome and proteomic survey reveal potential virulence factors influencing
SARS-CoV-2 pathogenesis. Med (N Y) 2:99–112.e7. https://doi.org/10
.1016/j.medj.2020.07.002.

34. Gordon DE, Hiatt J, Bouhaddou M, Rezelj VV, Ulferts S, Braberg H, Jureka AS,
Obernier K, Guo JZ, Batra J, Kaake RM, Weckstein AR, Owens TW, Gupta M,

Pourmal S, Titus EW, Cakir M, Soucheray M, McGregor M, Cakir Z, Jang G,
O’Meara MJ, Tummino TA, Zhang Z, Foussard H, Rojc A, Zhou Y, Kuchenov D,
Hüttenhain R, Xu J, Eckhardt M, Swaney DL, Fabius JM, Ummadi M,
Tutuncuoglu B, Rathore U, Modak M, Haas P, Haas KM, Naing ZZC, Pulido EH,
Shi Y, Barrio-Hernandez I, Memon D, Petsalaki E, Dunham A, Marrero MC,
Burke D, Koh C, Vallet T, QCRG Structural Biology Consortium., et al. 2020.
Comparative host-coronavirus protein interaction networks reveal pan-viral
disease mechanisms. Science 370:eabe9403. https://doi.org/10.1126/science
.abe9403.

35. Yuen CK, Lam JY, Wong WM, Mak LF, Wang X, Chu H, Cai JP, Jin DY, To KK,
Chan JF, Yuen KY, Kok KH. 2020. SARS-CoV-2 nsp13, nsp14, nsp15 and
orf6 function as potent interferon antagonists. Emerg Microbes Infect 9:
1418–1428. https://doi.org/10.1080/22221751.2020.1780953.

36. Rui Y, Su J, Shen S, Hu Y, Huang D, Zheng W, Lou M, Shi Y, Wang M, Chen
S, Zhao N, Dong Q, Cai Y, Xu R, Zheng S, Yu XF. 2021. Unique and comple-
mentary suppression of cGAS-STING and RNA sensing- triggered innate
immune responses by SARS-CoV-2 proteins. Signal Transduct Target Ther
6:123. https://doi.org/10.1038/s41392-021-00515-5.

37. Zhu X, Fang L, Wang D, Yang Y, Chen J, Ye X, Foda MF, Xiao S. 2017. Por-
cine deltacoronavirus nsp5 inhibits interferon-beta production through
the cleavage of NEMO. Virology 502:33–38. https://doi.org/10.1016/j.virol
.2016.12.005.

38. Wang D, Fang L, Shi Y, Zhang H, Gao L, Peng G, Chen H, Li K, Xiao S. 2016.
Porcine epidemic diarrhea virus 3C-like protease regulates its interferon
antagonism by cleaving NEMO. J Virol 90:2090–2101. https://doi.org/10
.1128/JVI.02514-15.

39. Choudhary C, Kumar C, Gnad F, Nielsen ML, Rehman M, Walther TC, Olsen
JV, Mann M. 2009. Lysine acetylation targets protein complexes and co-
regulates major cellular functions. Science 325:834–840. https://doi.org/
10.1126/science.1175371.

40. Nusinzon I, Horvath CM. 2006. Positive and negative regulation of the
innate antiviral response and beta interferon gene expression by deacety-
lation. Mol Cell Biol 26:3106–3113. https://doi.org/10.1128/MCB.26.8.3106
-3113.2006.

41. Huai W, Liu X, Wang C, Zhang Y, Chen X, Chen X, Xu S, Thomas T, Li N, Cao
X. 2019. KAT8 selectively inhibits antiviral immunity by acetylating IRF3. J
Exp Med 216:772–785. https://doi.org/10.1084/jem.20181773.

42. Li Z, Fang P, Duan P, Chen J, Fang L, Xiao S. 2022. Porcine deltacoronavi-
rus infection cleaves HDAC2 to attenuate its antiviral activity. J Virol 96:
e0102722. https://doi.org/10.1128/jvi.01027-22.

43. Petro TM. 2020. IFN regulatory factor 3 in health and disease. J Immunol
205:1981–1989. https://doi.org/10.4049/jimmunol.2000462.

44. Toth Z, Smindak RJ, Papp B. 2017. Inhibition of the lytic cycle of Kaposi's
sarcoma-associated herpesvirus by cohesin factors following de novo
infection. Virology 512:25–33. https://doi.org/10.1016/j.virol.2017.09.001.

45. Golas G, Jang SJ, Naik NG, Alonso JD, Papp B, Toth Z. 2020. Comparative
analysis of the viral interferon regulatory factors of KSHV for their requi-
site for virus production and inhibition of the type I interferon pathway.
Virology 541:160–173. https://doi.org/10.1016/j.virol.2019.12.011.

NSP5-Mediated Inhibition of Host Antiviral Immunity Microbiology Spectrum

September/October 2022 Volume 10 Issue 5 10.1128/spectrum.02322-22 12

https://doi.org/10.1016/j.cell.2020.04.026
https://doi.org/10.1016/j.cell.2020.04.026
https://doi.org/10.1128/mBio.02335-21
https://doi.org/10.1038/s41392-022-00878-3
https://doi.org/10.7150/ijbs.59943
https://doi.org/10.7150/ijbs.59943
https://doi.org/10.1128/jvi.00037-22
https://doi.org/10.1128/MCB.18.5.2986
https://doi.org/10.1016/j.chom.2014.06.007
https://doi.org/10.1016/j.chom.2014.06.007
https://doi.org/10.1073/pnas.1503831112
https://doi.org/10.1016/j.immuni.2012.03.013
https://doi.org/10.1038/s41586-021-03493-4
https://doi.org/10.1038/s41586-021-03493-4
https://doi.org/10.1016/j.medj.2020.07.002
https://doi.org/10.1016/j.medj.2020.07.002
https://doi.org/10.1126/science.abe9403
https://doi.org/10.1126/science.abe9403
https://doi.org/10.1080/22221751.2020.1780953
https://doi.org/10.1038/s41392-021-00515-5
https://doi.org/10.1016/j.virol.2016.12.005
https://doi.org/10.1016/j.virol.2016.12.005
https://doi.org/10.1128/JVI.02514-15
https://doi.org/10.1128/JVI.02514-15
https://doi.org/10.1126/science.1175371
https://doi.org/10.1126/science.1175371
https://doi.org/10.1128/MCB.26.8.3106-3113.2006
https://doi.org/10.1128/MCB.26.8.3106-3113.2006
https://doi.org/10.1084/jem.20181773
https://doi.org/10.1128/jvi.01027-22
https://doi.org/10.4049/jimmunol.2000462
https://doi.org/10.1016/j.virol.2017.09.001
https://doi.org/10.1016/j.virol.2019.12.011
https://journals.asm.org/journal/spectrum
https://doi.org/10.1128/spectrum.02322-22

	RESULTS
	Nuclear localization of SARS-CoV-2 NSP5 and the inhibitory effect of NSP5 on the expression of cytokines.
	The protease activity of NSP5 is required for the inhibition of IFNβ, IL-6, and IL-1β expression.
	NSP5 abrogates RNA and DNA sensors-mediated IFNβ promoter induction.
	NSP5 inhibits IFNβ-induced signaling pathway.
	NSP5 disrupts the interaction between HDAC2 and IRF3 in SeV-infected cells.
	HDAC2 can modulate the activation of interferon signaling pathway.
	HDAC2 is not required for NSP5-mediated inhibition of type I interferon signaling pathway.

	DISCUSSION
	MATERIALS AND METHODS
	Cell lines and virus infection.
	Antibodies, plasmids, and reagents.
	Immunofluorescence analysis.
	Luciferase reporter assay.
	Total RNA isolation, and RT-qPCR analysis.
	Coimmunoprecipitation assay.

	ACKNOWLEDGMENTS
	REFERENCES

