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STING Is Involved in Antiviral Immune
Response against VZV Infection via the
Induction of Type I and III IFN Pathways
Ji-Ae Kim1, Seul-Ki Park1, Seong-Wook Seo1, Chan-Hee Lee2 and Ok Sarah Shin1
Varicella zoster virus (VZV) is a human-restricted a-herpesvirus that exhibits tropism for the skin. The VZV host
receptors and downstream signaling pathways responsible for the antiviral innate immune response in the skin
are not completely understood. Here, we show that STING mediates an important host defense against VZV
infection in dermal cells including human dermal fibroblasts and HaCaT keratinocytes. Inhibition of STING
using small interfering-RNA or short hairpin RNA-mediated gene disruption resulted in enhanced viral replication but diminished IRF3 phosphorylation and induction of IFNs and proinflammatory cytokines. Pretreatment with STING agonists resulted in reduced VZV glycoprotein E expression and viral replication.
Additionally, using RNA sequencing to analyze dual host and VZV transcriptomes, we identified several host
immune genes significantly induced by VZV infection. Furthermore, significant up-regulation of IFN-l secretion
was observed after VZV infection, partly through a STING-dependent pathway; IFN-l was shown to be crucial
for antiviral defense against VZV in human dermal cells. In conclusion, our data provide an important insight
into STING-mediated induction of type I and III IFNs and subsequent antiviral signaling pathways that regulate
VZV replication in human dermal cells.
Journal of Investigative Dermatology (2017) 137, 2101e2109; doi:10.1016/j.jid.2017.03.041

INTRODUCTION
Varicella zoster virus (VZV) is a human-specific herpesvirus
that causes chickenpox in humans; VZV can subsequently
establish latency in the sensory ganglia, from where it reactivates in the form of herpes zoster. The skin is a major site
where the signature varicella and zoster lesions appear as
cutaneous vesicles; thus, skin-mediated innate immunity
against VZV is essential for early control of VZV infection
(Zerboni et al., 2014). Although vaccines for varicella and
zoster prevention are currently available, the effectiveness of
zoster vaccines has been reported to wane over time,
particularly in the elderly (Quan et al., 2007; Tyring et al.,
2007). Despite the availability of VZV vaccines, the immune response to VZV, which leads to activation of VZV
sensing and the antiviral immune response, has not been well
characterized.
STING is thought to function as either a sensor that directly
recognizes both bacterial and host-derived cyclic
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dinucleotides and cytoplasmic nucleic acids or as an adaptor
protein of multiple cytoplasmic DNA receptor-mediated
signaling pathways (Ishikawa and Barber, 2008; Ishikawa
et al., 2009). Cytoplasmic DNA can be recognized by cyclic guanosine monophosphate-adenosine monophosphate
synthase to produce cyclic guanosine monophosphateadenosine monophosphate (cGAMP), which subsequently
binds to STING and induces IFNs and other cytokines. The
role of STING during viral infection has been investigated by
several studies, and many pathogens were found to have
ways to modulate STING defense pathway (Ma and
Damania, 2016). Given that VZV has a DNA genome; it is
highly likely that host intracellular sensing system-mediated
STING pathways may be important for the recognition of
VZV.
IFNs are key proteins required for the establishment of a
multifaceted antiviral response against VZV. Type III IFNs
(IFN-ls) are recently discovered groups of cytokines capable
of inducing a robust, immediate antiviral response in vitro
and in vivo (Kotenko et al., 2003; Sheppard et al., 2003).
There are four IFN-ls in humans, IFN-l1, -l2, -l3 and -l4,
and exogenously administered IFN-ls have been shown to
inhibit the replication of a wide variety of viruses in vitro,
including vesicular stomatitis virus (Kotenko et al., 2003),
hepatitis B and C viruses (Robek et al., 2005), and human
cytomegalovirus (Brand et al., 2005), and in vivo such as
herpes simplex virus-2 (Ank et al., 2006). Thus, although
IFN-l genes have a distinct evolutionary origin, and IFN-ls
exhibit antiviral activity similar to type I IFNs. Nonetheless,
the role of IFN-ls during VZV infection has yet to be
reported.
In this study, we show that STING is involved in the
innate antiviral immune response against VZV via the
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Figure 1. The antiviral role of STING
in human dermal cells. (a) Control
(Ctl), STING (ST), or STAT6 siRNAtransfected HaCaTs were infected
with mock or VZV for 48 hours.
Western blotting was performed for
VZV glycoprotein E (gE), immediate
early gene (IE62), STING, and p-IRF3.
Control scrambled shRNA- (ctl) or
STING-specific shRNA-expressing
knockdown fibroblasts (ST1 and ST2)
were infected with mock or VZV. (b)
Protein expressions of VZV IE62,
STING, and p-IRF3 were measured. (c)
Viral titers were measured by plaque
assay. *P < 0.05 compared with
control shRNA-knockdown stable
cells; n ¼ 3. (d, e) TBK1 or IRF3
siRNA-transfected cells were infected
with mock or VZV for 24 hours.
Western blotting was performed for
VZV gE or IE62. A representative of
three independent experiments is
shown. p-, phosphorylated; PFU,
plaque forming units; shR, short
hairpin RNA; siRNA, small interfering
RNA; VZV, varicella zoster virus.

induction of both type I and III IFNs. In addition, we used
RNA sequencing (RNA-seq) technology to comprehensively analyze dual host and VZV transcriptomes, which
allowed for the identification of distinct and dynamic
changes of both transcriptomes depending on cell type and
postinfection time point. Our findings provide valuable
insights into host defense mechanisms in dermal cells;
STING agonists and IFN-ls could have important implications for VZV treatment.
RESULTS
STING pathway modulates VZV replication in human
dermal cells

To investigate the role of STING in human dermal fibroblasts (HDFs) and HaCaT keratinocytes, STING small
interfering RNA (siRNA) was transiently transfected before
infection with VZV. STING-siRNA transfected HaCaTs
showed increased protein expression of VZV immediate
early gene (IE62) and late gene VZV glycoprotein E (gE)
compared with control siRNA-transfected cells (Figure 1a).
Similar results were observed in HDFs; STING knockdown
led to increased gE expression and viral replication (see
Supplementary Figure S1a, S1b online). Additionally, the
production of proinflammatory cytokines and IFNs
was suppressed upon STING silencing, suggesting that
STING knockdown can impair the antiviral and
inflammatory response in HDFs (see Supplementary
Figure S1c).
2102 Journal of Investigative Dermatology (2017), Volume 137

Next, we established stable MRC-5 fibroblasts depleted
for STING using lentivirus-expressing short hairpin RNAs
(shRNAs). Stable cells expressing a scrambled control
shRNA were used as the control. Introduction of the STING
shRNA resulted in significant down-regulation of STING
expression, compared with the scrambled control shRNA
cell line (Figure 1b). Significant up-regulation of the VZV
IE62 protein was observed in STING shRNA cells, while a
2-fold increase in viral titers occurred in STING-depleted
cells, compared with scrambled control shRNA cells
(Figure 1b, 1c). STING abrogation led to the significant
decrease in the transcript levels of IFN-l1, IFN-b, and the
IFN-geinducible protein, IP-10 (see Supplementary
Figure S1d). The effect of TBK1 and IRF3 knockdown on
VZV replication was also examined. Although TBK1
knockdown increased VZV gE expression, IRF3 knockdown led to increased IE62 protein expression (Figure 1d,
1e). Additionally, TBK1 or IRF3 siRNA-treated cells led to
decreased IFN production (see Supplementary Figure S2
online). In contrast, we observed that overexpression of
STING in HaCaTs and HDFs significantly reduced IE62
and gE expression, respectively (see Supplementary
Figure S3a, S3b online). Moreover, STING overexpression
resulted in increased IFN-b secretion, suggesting IFNmediated
antiviral
response
(see
Supplementary
Figure S3c, S3d). These data indicate that STING
plays an antiviral role against VZV infection in human
dermal cells.
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Figure 2. STING agonist pretreatment results in the reduction of virus replication. (a) HEK293T cells were transfected with an IFN-beluciferase reporter
plasmid and either the empty vector (EV), wild-type STING, or STING-h232 mutant plasmid. At 24 hours after transfection, the cells were stimulated with STING
agonists and VZV gDNA. The normalized relative IFN-b-luciferase activity is a representative of two independent experiments. HDF cells were pretreated with
20 30 cGAMP, 30 30 cGAMP, or poly I:C HMW at the indicated concentrations and subsequently infected with VZV (multiplicity of infection ¼ 0.01) for 24 hours.
(b) Plaque assays were performed. *P < 0.05, **P < 0.01, compared with VZV-infected control-treated cells. (c) gE expression was determined by Western
blotting. (d) EV, VZV ORF47, and ORF68 were co-transfected with the STING plasmid into HEK293T cells, which were then stimulated with STING agonists.
A representative IFN-beluciferase activity is shown. cGAMP, cyclic guanosine monophosphate-adenosine monophosphate; Ctl, control; gDNA, genomic
DNA; HMW, high molecular weight; ORF, open reading frame; PFU, plaque forming units; poly I:C HMW, polyinosinic:polycytidylic acid high molecular
weight; pIC, polyinosinic:polycytidylic acid; poly dA:dT, polydeoxyadenylic-polydeoxythymidylic acid; VZV, varicella zoster virus.

STING agonists enhance VZV-stimulated IFN production
and play an essential antiviral function

20 30 and 30 30 cGAMPs are produced in mammalian and
bacterial cells, respectively; however, both cGAMPs act as
STING agonists to induce IFN pathways (Zhang et al.,
2013). We first tested whether a STING mutation in
HEK293T cells potently affects IFN-b promoteredriven
luciferase reporter activity in response to VZV genomic
DNA and cGAMPs. Transfection of the wild-type STING
plasmid induced higher IFN-b luciferase activity than the
empty vector control, whereas transfection of the STING
mutant (h232) led to a decreased response to cGAMP and
VZV genomic DNA co-treatment (Figure 2a).
To further characterize the function of STING agonists
against VZV infection, we performed plaque assays with cells
pretreated with STING agonists (20 30 or 30 30 cGAMP) or RIG-I/
MDA5 agonists (polyinosinic:polycytidylic acid high molecular weight). Significant, dose-dependent suppression of
viral titers by cGAMP and polyinosinic:polycytidylic acidinduced antiviral response was observed in both HDFs and
MRC-5 cells (Figure 2b, Supplementary Figure S4a online).
In
addition,
STING
and
RIG-I/MDA5-induced
antiviral response also inhibited the expression of gE, suggesting that these agonists can drive the restriction of VZV
replication (Figure 2c).

Moreover, we assessed whether major VZV open reading
frames (ORFs), such as ORF68 (gE) and ORF47, could
modulate IFN activity in response to STING agonists or
synthetic polydeoxyadenylic-polydeoxythymidylic acid.
The transfection efficiency of the ORF68 and ORF47
plasmids was first confirmed in HEK293T cells (see
Supplementary Figure S5a online). As shown in Figure 2d,
transfection of VZV ORF47 or ORF68 led to a significant
reduction in STING-mediated IFN-b luciferase activity.
Thus, these data suggest that VZV ORF47 and ORF68 can
disrupt STING-mediated IFN production.
RIG-I is not essential for VZV replication control

The subcellular localization of STING and VZV gE were
analyzed by confocal microscopy and anti-calnexin antibody was used to stain endoplasmic reticulum membrane.
The localization pattern of STING overlapped with VZV gE
or calnexin and STING partly overlapped with MitoTracker,
whereas the subcellular location of MAVS and STING barely
overlapped (Figure 3a, Supplementary Figure S5b). We next
determined the role of RIG-I, a key cytoplasmic pathogen
recognition receptor that has been suggested to sense RNA
viruses and several DNA viruses (Gack, 2014) in response to
VZV infection. RIG-Iespecific siRNA was introduced in
MRC-5 cells, and a plaque assay was performed. As
www.jidonline.org 2103
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Figure 3. The effect of RIG-I on VZV
replication. (a) Subcellular
localization of STING and VZV
ORF68 in transfected HEK293T cells,
visualized by confocal microscopy.
Anti-calnexin antibody was used to
stain endoplasmic reticulum. Scale
bar ¼ 20 mm. (b) MRC-5 cells were
transfected with control, RIG-Ie, or
STING-specific siRNAs and then
infected with VZV. Viral titers were
determined by plaque assay. n ¼ 3,
mean  standard error of the mean.
*P < 0.05. (c) Western blotting
analysis of RIG-I siRNA transfected
cells to assess the expression of VZV
gE, VZV IE62, RIG-I, MAVS, STING,
pTBK, pIRF3, and b-actin. The blot is
representative of three independent
experiments. (d) HDFs were
transiently transfected with control,
wild-type RIG-I, RIG-I DN (dominant
negative), wild-type STING, and
STING-h232; mutant and plaque
assays were then performed. n ¼ 3,
mean  standard error of the
mean. *P < 0.05. Ctl, control; gE,
glycoprotein E; p-, phosphorylated;
PFU, plaque forming units; siR, small
interfering RNA; siRNA, small
interfering RNA; WT, wild type;
VZV, varicella zoster virus.

expected, knockdown of STING resulted in a significant
increase in viral replication, whereas knockdown of RIG-I
did not affect viral titers (Figure 3b). Similarly, transfection
of RIG-I siRNA in HaCaTs did not affect the protein
expression of gE, although it did lead to a downstream
decrease in TBK/IRF3 phosphorylation (Figure 3c). When
RIG-I was overexpressed in HDFs, significant suppression
of virus replication was observed, similar to the overexpression of wild-type STING (Figure 3d). Given that both
RIG-I and STING activation promotes the same downstream signaling pathways, it is possible that RIGIeinduced IFN response and IFN-stimulated genes production may have contributed to control VZV replication.
The transfection of the STING variant (h232) no longer
reduced viral titers, which may be a result of a failure to
induce STING-mediated IFNs.
RNA-seq data shows differential and dynamic transcriptome
responses to VZV infection

Our previous RNA-seq analysis study suggested that VZV
infection in HDFs results in distinct up-regulation of the
antiviral immune response (Kim et al., 2015). To obtain global
and dynamic gene expression profiles of the VZV-induced
immune response, HDFs and HaCaTs were infected with
mock or VZV for 24, 48, and 72 hours, and the dual host/virus
transcriptome was analyzed by RNA-seq. VZV-induced host
transcriptomic changes in HaCaTs are schematically presented as differentially expressed gene (DEG) plots in
Supplementary Figure S6a online. Heatmap analysis showed
2104 Journal of Investigative Dermatology (2017), Volume 137

153 DEGs specifically up-regulated (>8-fold) by VZV infection
(Q-value threshold < 0.01; see Supplementary Figure S6b).
The top 10 up-regulated DEGs are presented in Supplementary
Table S1 (online) and include virus sensors/antiviral genes such
as AIM2, DDX60, and Mx2. Gene ontology analysis also
suggested that immune system and viral process-associated
DEGs were significantly overrepresented (Figure S6c).
A VZV ORF heatmap was generated to compare the
expression levels of VZV ORFs in fibroblasts versus keratinocytes. Similar to other herpesvirus family members, VZV
gene expression occurs in a temporally regulated cascade:
immediate early, early, and late genes. As shown in
Figure 4a, the fragment per kilobase of exon per million
values of most ORFs were similar in HDFs and HaCaTs;
however, the expression of late viral genes, such as ORF31,
-50, -67, and -68, was more highly elevated than that of
immediate early genes at all time points. Furthermore, the
expression levels of late viral genes were higher in HDFs
than in HaCaTs. To validate the DEGs identified from the
RNA-seq data, we used quantitative real-time reverse transcriptaseePCR (qRT-PCR) assays to analyze the expression
levels of selected up-regulated genes. In accordance with
the RNA-seq data, VZV-infected HaCaTs exhibited a statistically significant increase in the mRNA expression levels of
AIM2, DDX60, DDX58 (RIG-I), IFIH1 (MDA5), Mx2,
SLFN12, and MMP13 compared with mock control cells at
48 hours after infection (Figure 4b). To characterize whether
AIM2 would result in a difference in the viral replication
efficiency, we used AIM2 siRNAs to transfect HaCaTs, and
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Figure 4. VZV infection of human
dermal cells results in distinctive
transcriptomic changes. (a) Dual RNA
sequencing was performed with VZVinfected HaCaTs and human dermal
fibroblasts at the indicated times. The
heatmap depicting fragment per
kilobase of exon per million (FPKM)
values of 71 VZV ORFs is shown.
Shading intensity indicates the degree
to which each gene was up-regulated
or down-regulated. Range of
activation z-score is depicted on the
figure. (b) To validate the RNA
sequencing data, quantitative realtime reverse transcriptaseePCR assays
were performed with mock or VZVinfected (48 hours after infection)
HaCaTs. n ¼ 3, mean  standard
error of the mean. *P < 0.05
compared with mock control-treated
cells. (c) HaCaTs were transiently
transfected with AIM2-specific siRNAs
and infected with VZV. Quantitative
real-time reverse transcriptaseePCR
assays were performed. (d) Protein
expression of VZV IE62 was
analyzed by Western blotting. A
representative image of three
independent experiments is shown
with normalized densitometric units.
Ctl, control; h, hour; NHDF, normal
human dermal fibroblast; ORF, open
reading frame; siRNA, small
interfering RNA; VZV, varicella
zoster virus.

the transcript level of VZV ORF29 was significantly upregulated upon AIM2 knockdown, whereas the downstream molecules IL-1b and ASC were down-regulated
(Figure 4c). Western blot showed an enhanced IE62
expression by AIM2 knockdown, indicating a potential role
of the AIM2 inflammasome in antiviral signaling (Figure 4d).

IFN-l is indispensable for VZV replication control

Although IFN-l is the main IFN produced in keratinocytes,
the role of IFN-l during VZV infection is yet to be determined. First, we analyzed the effect of IFN signaling and
function in human dermal cells. Recombinant human IFNs
(10 ng/ml) were added to cells, and qRT-PCR was performed.
www.jidonline.org 2105
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Similar to the results shown in Figure 4b, genes encoding
proteins involved in intrinsic viral sensing and defense,
including AIM2, DDX60, DDX58, IFIH1, and Mx2, were
highly up-regulated upon recombinant IFN treatment
(see Supplementary Figure S7a online). Previous studies
indicate that IFN-l is regulated by a unique pathway that
involves IRF1 and JAK2 (Odendall et al., 2014). IFN-l treatment led to time-dependent phosphorylation of STAT1 in
HaCaTs (see Supplementary Figure S7b). Furthermore, specific up-regulation of IRF1 and JAK2 after IFN-l treatment
was also detected, suggesting that IFN-l signaling is functional. Having established the responsiveness of IFN-l in
HaCaTs, we next measured IFN-l protein levels after VZV
infection. Time-dependent enhanced secretion of IFN-l1/3
and IFN-l2 after VZV infection occurred in HaCaTs, whereas
the secretion levels in fibroblasts were lower and remained
unaltered by VZV infection (see Supplementary Figure S8
online).
Next, we evaluated whether STING deficiency could
modulate IFN-l production. The secretion levels of both IFNl1/3 and IFN-l2 were partly suppressed in STING siRNAtransfected VZV-infected cells (Figure 5a). The ability of
IFN-l to inhibit VZV replication was also examined. First, a
3-(4, 5-dimethylthiazolyl-2)-2,5-diphenyltetrazolium bromide) assay was performed to rule out cytotoxicity in HaCaTs
and HDFs (see Supplementary Figure S9 online). Viral titers
were measured in IFN-letreated HDFs or malignant melanoma cells (MeWo). As shown in Figure 5b, both IFN-l1 and
2106 Journal of Investigative Dermatology (2017), Volume 137
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Figure 5. IFN-l is important for VZV
replication control. (a) The
concentration of secreted IFN-l in the
culture supernatants of control or
STING-specific siRNA-transfected
VZV-infected cells was determined by
ELISA. *P < 0.05 versus control
siRNA-transfected VZV-infected cells.
(b) IFN-letreated HDF and MeWo
cells were infected with VZV
(multiplicity of infection ¼ 0.01),
and plaque assays were performed.
*P < 0.05, **P < 0.01, versus controltreated VZV-infected cells. (c) gEspecific staining and protein
expression in IFN-letreated VZVinfected cells are shown. Quantitative
densitometric analysis is presented
(shown as numbers). (d) mRNA
expression levels of VZV ORF63,
MxA, and OAS in IFN-letreated VZVinfected cells. (e) HDF cells were first
treated with the indicated
recombinant IFNs to measure IE62
expression. A representative image of
three independent experiments is
shown with normalized densitometric
units. Ctl, control; gE, glycoprotein E;
HDF, human dermal fibroblast;
MeWo, malignant melanoma cells;
p-, phosphorylated; PFU, plaque
forming units; siR, small interfering
RNA; siRNA, small interfering RNA;
VZV, varicella zoster virus.
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IFN-l2 significantly suppressed viral replication in HDF cells
by 65.1% and 43.2%, respectively, whereas in MeWo, virus
titers were suppressed 27.6% by IFN-l1 and 22.3% by
IFN-l2 treatment.
In addition to plaque assays, gE expression was analyzed by
confocal microscopy and Western blotting. IFN-l treatment
dramatically impaired gE expression (Figure 5c). Because IFNl severely limits VZV replication, we examined the ability of
IFN-l treatment to modulate the induction of IFN-stimulated
genes after VZV infection. Both IFN-l1 and IFN-l2 significantly enhanced the expression of MxA and 20 50 -oligoadenylate synthetase as compared with control-treated cells;
whereas VZV ORF63 gene expression decreased significantly
after IFN-l treatment (Figure 5d). Furthermore, we sought to
determine whether IFN combination treatment could promote
a synergistic antiviral effect against VZV. A combination of
IFN-l together with IFN-l1 and IFN-l 2 exhibited maximum
synergy compared with single IFN treatment; IE62 expression
levels decreased by 63%, based on Western blotting
(Figure 5e). Taken together, these data indicate that IFN-l is a
potent antiviral factor in human dermal cells.
DISCUSSION
Here, we describe VZV-triggered host signaling pathways
leading to the induction of an antiviral state in human dermal
cells, the most important viral target cells in an infected human (Figure 6). Of the 71 known or predicted VZV ORFs,
ORF68 encodes the most abundant viral glycoprotein and is
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Figure 6. Proposed schematics for our data show STING-mediated antiviral
signaling. VZV DNA can be sensed by cytosolic DNA sensors, such as cGAS
or AIM2. cGAS-mediated sensing can lead to production of cGAMP and
subsequent STING/TBK1/IRF3 signaling pathway. This event can stimulate
gene transcription of type I and III IFNs. Upon binding to their cognate
receptors, type I and III IFNs induce the JAK/STAT pathway, leading to
phosphorylation of STAT1 and STAT2 to induce ISG expression. Both type I
and III IFNs can act as antiviral factors capable of blocking VZV replication in
dermal compartments. cGAMP, cyclic guanosine monophosphate-adenosine
monophosphate; cGAS, cyclic guanosine monophosphate-adenosine
monophosphate synthase; dsDNA, double-stranded DNA; ISG, IFNstimulated genes; JAK, Janus kinase; VZV, varicella zoster virus.

thus important for viral replication (Mo et al., 2002). Additionally, IE62 is a virion-associated transactivator required for
initiating infection, which counteracts the activities of IRF3
(Sen et al., 2010), whereas VZV ORF47 induces atypical
inhibitory phosphorylation of IRF3, further preventing IRF3
homodimerization and the induction of target genes
(Heineman and Cohen, 1995; Vandevenne et al., 2011). In
accordance with these data, our results show that the products of VZV ORF68 and ORF47 can specifically disrupt
STING-mediated IFN-l activities, suggesting the possibility
that VZV is able to suppress STING-mediated antiviral defense mechanisms.
Recent studies indicate that STING is essential for the
activation of antiviral signaling pathways in response to herpes simplex virus-1 infection (Royer and Carr, 2016); however, the antiviral role of STING for VZV has not been clearly
elucidated. Our findings show that STING pathways are
important for the induction of IFNs and the regulation of viral
replication, showing that shRNA-mediated silencing of
STING and subsequent abrogation of downstream antiviral
molecules in dermal cells lead to elevated viral titers. The
STING agonist 20 30 cGAMP is known to bind to STING with a
higher affinity than 30 30 cGAMP. Our results show the potent
antiviral effect of both 20 30 and 30 30 cGAMPs against VZV

replication, although 20 30 exhibited stronger inhibition of
plaque formation than 30 30 . STING has been shown to
interact with STAT6 (independent of Janus kinase), and STAT6
is required for antiviral immunity in vivo (Chen et al., 2011).
We also examined the antiviral role of STAT6, but STAT6
knockdown in HaCaTs did not lead to significant change in
phospho-IRF3 or VZV IE62 expression, and furthermore,
STAT6 expression did not appear to be dependent on STING
(Figure 1a).
Although STING-mediated activation of the TBK1/IRF3/
type I IFN pathway has been well characterized, the ability of
STING to induce the type III IFN response has yet to be
examined, despite the importance of IFN-l in epithelial responses (Wolk et al., 2013; Zahn et al., 2011). The critical
defense role of IFN-l in dermal compartments was highlighted by recent findings that IFN-l can specifically induce
MxA in human dermal fibroblasts (Alase et al., 2015). Our
data also suggest that IFN-l production was significantly upregulated upon VZV infection in HaCaTs and that their
expression is partly dependent on STING activation.
Furthermore, IFN-l treatment resulted in the reduction of
viral titers and significant upregulation of MxA and OAS gene
expression (Figure 5). IFN-l antiviral effect was less efficient
in MeWo than in HDFs. This attenuated IFN-l antiviral effect
in MeWo could be caused by a lack of AIM2-mediated
antiviral signaling in MeWo, which may have contributed
to increased VZV susceptibility, given that AIM2 was originally identified as a unique gene absent in melanoma cells
(DeYoung et al., 1997).
Previously, Jones et al. (2014) showed that the differentiation status of keratinocytes affects the replication pattern of
the viral genome and protein expression using dual RNA-seq
in VZV-infected keratinocytes. In line with this, our previous
study using senescent HDFs and progeria cells highlighted
the effect of cellular replicative senescence on VZV replication (Kim et al., 2015, 2016). Here, we aimed to evaluate the
underlying features of dermal cell type-specific and postinfection time-specific mRNA profiles using high-throughput
dual RNA-seq. As shown by the heatmap (Figure 4a), ORF68
(gE) was one of the most highly up-regulated transcripts in
both HDFs and HaCaTs; its expression level was higher in
HDFs than in HaCaTs. Additionally, our data highlight
distinct and dynamic changes in the expression patterns of
host genes after VZV infection in keratinocytes. Considering
the robust induction of potential viral DNA sensors such as
AIM2 and DDX60 after VZV infection, it is highly plausible
that these sensors, together with STING pathways, function
differently according to cell type or at temporally distinct
stages of the IFN response after viral infection. Despite the
compelling evidence suggesting the essential role of STING
in response to viral DNA sensing, the detailed role of other
viral sensors remains to be elucidated. This relatively unexplored area could provide important insights into VZV
pathogenesis in dermal cells.
Although varicella is not a serious disease in immunocompetent children, it can cause severe morbidity in the
elderly and in immunocompromised patients, similar to
herpes zoster (Gnann, 2002). The outcomes of varicella and
zoster have been improved by the introduction of welltolerated, safe, and effective antiviral drugs such as
www.jidonline.org 2107
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acyclovir (Whitley, 1992). Our data suggest that a combinatory treatment of IFN-b, l1, and l2 can mediate a more
potent antiviral effect than treatment with these agents on
their own in vitro. These synergistic effects are likely attributable to more potent amplification of IFN-stimulated genes
expression by combined IFN-b, l1, and l2 compared with
single IFNs. Further in vivo experiments examining the antiviral role of IFN-l in animal models of VZV infection will
likely facilitate an evaluation of IFN-l as an alternative
antiviral therapeutic agent. Taken together, these data provide
important insights into understanding skin immunity defense
mechanisms against VZV infection.
MATERIALS AND METHODS
Cells and reagents

band intensities were quantified by Fusion-Capt analysis software
(Vilber Lourmat). A representative image of two to three independent
experiments is shown.

Confocal analysis
Full details are provided in the Supplementary Materials.

Luciferase reporter assay
Full details are provided in the Supplementary Materials.

RNA-seq analysis
Full details are provided in the Supplementary Materials.

Statistical analysis
Full details are provided in the Supplementary Materials.
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keratinocytes at a multiplicity of infection of 0.01 for all experiments. Plaque assays were performed as previously described (Kim
et al., 2015).

qRT-PCR assays
Total RNA was isolated using TRIzol reagent (Invitrogen, Carlsbad,
CA), and qRT-PCR was performed accordingly (Kim et al., 2016).
Full details are provided in the Supplementary Materials online.

Plasmid transfection
Wild-type RIG-I and RIG-Iedominant negative plasmids were kind
gifts of Takashi Fujita (Kyoto University, Japan). Wild-type STINGpUNO-HA and STING-h232 isoform plasmid were from InvivoGen
(San Diego, CA). For overexpression experiments, plasmids were
transfected using lipofectamine 2000 (Invitrogen, Waltham, MA) or
the HDF Avalanche transfection reagent (EZ Biosystems, College
Park, MD) according to the manufacturer’s instructions.

STING knockdown using lentivirus-delivered shRNA
To knock down STING expression, we used lentiviral particles
containing nontargeting (scrambled) or targeting STING shRNA
(Sigma-Aldrich, St. Louis, MO). Stable cells were created using puromycin selection and maintained as a pool of cells. Cells were
maintained in DMEM supplemented with 10% fetal bovine serum
and 100 U/ml penicillin/streptomycin. STING knockdown was
confirmed by immunoblot analysis of whole cell lysates.
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REFERENCES
Alase AA, El-Sherbiny YM, Vital EM, Tobin DJ, Turner NA, Wittmann M.
IFNlambda Stimulates MxA Production in Human Dermal Fibroblasts via a
MAPK-Dependent STAT1-Independent Mechanism. J Invest Dermatol
2015;135:2935e43.
Ank N, West H, Bartholdy C, Eriksson K, Thomsen AR, Paludan SR. Lambda
interferon (IFN-lambda), a type III IFN, is induced by viruses and IFNs and
displays potent antiviral activity against select virus infections in vivo.
J Virol 2006;80:4501e9.
Brand S, Beigel F, Olszak T, Zitzmann K, Eichhorst ST, Otte JM, et al. IL-28A
and IL-29 mediate antiproliferative and antiviral signals in intestinal
epithelial cells and murine CMV infection increases colonic IL-28A
expression. Am J Physiol Gastrointest Liver Physiol 2005;289(5):G960e8.
Chen H, Sun H, You F, Sun W, Zhou X, Chen L, et al. Activation of STAT6 by
STING is critical for antiviral innate immunity. Cell 2011;147:436e46.
DeYoung KL, Ray ME, Su YA, Anzick SL, Johnstone RW, Trapani JA, et al.
Cloning a novel member of the human interferon-inducible gene family
associated with control of tumorigenicity in a model of human melanoma.
Oncogene 1997;15:453e7.
Gack MU. Mechanisms of RIG-I-like receptor activation and manipulation by
viral pathogens. J Virol 2014;88:5213e6.
Gnann JW Jr. Varicella-zoster virus: atypical presentations and unusual
complications. J Infect Dis 2002;186(Suppl. 1):S91e8.

To determine the concentration of interleukin IFN-b, IFN-l1/3, and
IFN-l2 in the samples, we used a specific ELISA kit (R&D) according
to the manufacturer’s instructions.

Heineman TC, Cohen JI. The varicella-zoster virus (VZV) open reading frame
47 (ORF47) protein kinase is dispensable for viral replication and is not
required for phosphorylation of ORF63 protein, the VZV homolog of herpes simplex virus ICP22. J Virol 1995;69:7367e70.

Western blotting analysis

Ishikawa H, Barber GN. STING is an endoplasmic reticulum adaptor that
facilitates innate immune signalling. Nature 2008;455(7213):674e8.

Cells were lysed at the specified times after infection with RIPA
buffer (Sigma-Aldrich) containing a protease inhibitor cocktail
(Roche Applied Bioscience, Rotkreuz, Switzerland) and phosphatase
inhibitors (Sigma-Aldrich). Samples were separated by 8e15% SDSPAGE gels and then transferred to polyvinylidene fluoride membranes. The blots were probed with primary antibodies overnight at
4  C. All antibodies except for anti-VZV gE, pIRF-3 (Abcam), IE62
(Santa Cruz), and anti-b-actin (Abgent) were acquired from Cell
Signaling Technology (Danver, MA). Signals were determined by
Fusion Solo Imaging System (Vilber Lourmat, Collégien, France). The
2108 Journal of Investigative Dermatology (2017), Volume 137

Ishikawa H, Ma Z, Barber GN. STING regulates intracellular DNA-mediated, type I
interferon-dependent innate immunity. Nature 2009;461(7265):788e92.
Jones M, Dry IR, Frampton D, Singh M, Kanda RK, Yee MB, et al. RNA-seq
analysis of host and viral gene expression highlights interaction between
varicella zoster virus and keratinocyte differentiation. PLoS Pathog
2014;10(1):e1003896.
Kim JA, Park SK, Kumar M, Lee CH, Shin OS. Insights into the role of
immunosenescence during varicella zoster virus infection (shingles) in the
aging cell model. Oncotarget 2015;6:35324e43.
Kim JA, Seong RK, Shin OS. Enhanced viral replication by cellular replicative
senescence. Immune Netw 2016;16:286e95.

J-A Kim et al.

STING’s Antiviral Role against VZV
Kotenko SV, Gallagher G, Baurin VV, Lewis-Antes A, Shen M, Shah NK, et al.
IFN-lambdas mediate antiviral protection through a distinct class II cytokine receptor complex. Nat Immunol 2003;4:69e77.

Tyring SK, Diaz-Mitoma F, Padget LG, Nunez M, Poland G, Cassidy WM,
et al. Safety and tolerability of a high-potency zoster vaccine in adults >/¼
50 or years of age. Vaccine 2007;25:1877e83.

Ma Z, Damania B. The cGAS-STING defense pathway and its counteraction
by viruses. Cell Host Microbe 2016;19:150e8.

Vandevenne P, Lebrun M, El Mjiyad N, Ote I, Di Valentin E, Habraken Y,
et al. The varicella-zoster virus ORF47 kinase interferes with host innate
immune response by inhibiting the activation of IRF3. PloS One
2011;6(2):e16870.

Mo C, Lee J, Sommer M, Grose C, Arvin AM. The requirement of varicella
zoster virus glycoprotein E (gE) for viral replication and effects of glycoprotein I on gE in melanoma cells. Virology 2002;304:176e86.
Odendall C, Dixit E, Stavru F, Bierne H, Franz KM, Durbin AF, et al. Diverse
intracellular pathogens activate type III interferon expression from peroxisomes. Nature Immunol 2014;15:717e26.
Quan D, Cohrs RJ, Mahalingam R, Gilden DH. Prevention of shingles: safety
and efficacy of live zoster vaccine. Ther Clin Risk Manag 2007;3:633e9.
Robek MD, Boyd BS, Chisari FV. Lambda interferon inhibits hepatitis B and C
virus replication. J Virol 2005;79:3851e4.
Royer DJ, Carr DJ. A STING-dependent innate-sensing pathway mediates
resistance to corneal HSV-1 infection via upregulation of the antiviral
effector tetherin. Mucosal Immunol 2016;9:1065e75.

Whitley RJ. Therapeutic approaches to varicella-zoster virus infections.
J Infect Dis 1992;166(Suppl. 1):S51e7.
Wolk K, Witte K, Witte E, Raftery M, Kokolakis G, Philipp S, et al. IL-29 is
produced by T(H)17 cells and mediates the cutaneous
antiviral competence in psoriasis. Science Transl Med 2013;5(204):
204ra129.
Won YH, Kim JI, Kim YY, Lee CH. Characterization of the repeat
sequences of varicella-zoster virus. J Bacteriol Virol 2014;44:
326e35.
Zahn S, Rehkamper C, Kummerer BM, Ferring-Schmidt S, Bieber T, Tuting T,
et al. Evidence for a pathophysiological role of keratinocyte-derived type III
interferon (IFNlambda) in cutaneous lupus erythematosus. J Invest Dermatol 2011;131:133e40.

Sen N, Sommer M, Che X, White K, Ruyechan WT, Arvin AM. Varicellazoster virus immediate-early protein 62 blocks interferon regulatory factor
3 (IRF3) phosphorylation at key serine residues: a novel mechanism of IRF3
inhibition among herpesviruses. J Virol 2010;84:9240e53.

Zerboni L, Sen N, Oliver SL, Arvin AM. Molecular mechanisms of varicella
zoster virus pathogenesis. Nat Rev Microbiol 2014;12:197e210.

Sheppard P, Kindsvogel W, Xu W, Henderson K, Schlutsmeyer S,
Whitmore TE, et al. IL-28, IL-29 and their class II cytokine receptor IL-28R.
Nat Immunol 2003;4:63e8.

Zhang X, Shi H, Wu J, Zhang X, Sun L, Chen C, et al. Cyclic GMP-AMP
containing mixed phosphodiester linkages is an endogenous high-affinity
ligand for STING. Mol Cell 2013;51:226e35.

www.jidonline.org 2109

