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Abstract

Zika virus (ZIKV) is an emerging mosquito-borne flavivirus that is causally linked to severe

neonatal birth defects, including microcephaly, and is associated with Guillain-Barre syn-

drome in adults. Dendritic cells (DCs) are an important cell type during infection by multiple

mosquito-borne flaviviruses, including dengue virus, West Nile virus, Japanese encephalitis

virus, and yellow fever virus. Despite this, the interplay between ZIKV and DCs remains

poorly defined. Here, we found human DCs supported productive infection by a contempo-

rary Puerto Rican isolate with considerable variability in viral replication, but not viral binding,

between DCs from different donors. Historic isolates from Africa and Asia also infected DCs

with distinct viral replication kinetics between strains. African lineage viruses displayed

more rapid replication kinetics and infection magnitude as compared to Asian lineage

viruses, and uniquely induced cell death. Infection of DCs with both contemporary and his-

toric ZIKV isolates led to minimal up-regulation of T cell co-stimulatory and MHCmolecules,

along with limited secretion of inflammatory cytokines. Inhibition of type I interferon (IFN)

protein translation was observed during ZIKV infection, despite strong induction at the RNA

transcript level and up-regulation of other host antiviral proteins. Treatment of human DCs

with RIG-I agonist potently restricted ZIKV replication, while type I IFN had only modest

effects. Mechanistically, we found all strains of ZIKV antagonized type I IFN-mediated phos-

phorylation of STAT1 and STAT2. Combined, our findings show that ZIKV subverts DC

immunogenicity during infection, in part through evasion of type I IFN responses, but that

the RLR signaling pathway is still capable of inducing an antiviral state, and therefore may

serve as an antiviral therapeutic target.
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Author Summary

Zika virus (ZIKV) is an emerging mosquito-borne flavivirus that, upon congenital infec-

tion, can cause severe neonatal birth defects. To better understand the early innate

immune response to ZIKV, we compared infection of human dendritic cells (DCs)

between a contemporary Puerto Rican isolate and historic isolates from Africa and Asia.

Human DCs supported productive replication following infection with the contemporary

strain and exhibited donor variability in viral replication, but not viral binding. While

contemporary and historic Asian lineage viruses replicated similarly, the African strains

displayed more rapid replication kinetics with higher infection magnitude and uniquely

induced cell death. Minimal DC activation and antagonism of type I interferon (IFN)

translation was observed during ZIKV infection, despite strong induction of IFNB1 tran-

scription and translation of other antiviral effector proteins. Treatment with a RIG-I ago-

nist potently blocked ZIKV replication in human DCs, while type I IFN treatment was

significantly less effective. Mechanistically, all ZIKV strains inhibited type I IFN receptor

signaling through blockade of STAT1 and STAT2 phosphorylation. Altogether, we found

that while ZIKV efficiently evades type I IFN responses during infection of human DCs,

RIG-I signaling remains capable of inducing a strong antiviral state.

Introduction

Zika virus (ZIKV) is an emerging mosquito-borne flavivirus that is causally linked to severe

neonatal birth defects upon congenital infection, including microcephaly and spontaneous

abortion [1–5], and is associated with Guillain-Barre syndrome [6] and severe thrombocytope-

nia [7] in adults. ZIKV was first isolated in Uganda in 1947 from a Rhesus macaque [8] and

later isolated from the mosquito Aedes africanus [9]. Phylogenetic analysis has identified three

ZIKV lineages, the East African, West African and Asian genotypes, and suggests initial emer-

gence from East Africa and subsequent spread to other regions [10]. Humoral immunity gen-

erated against one genotype of ZIKV provides cross-protection against heterologous strains,

suggesting the existence of a single ZIKV serotype [11].

For decades, ZIKV remained in Africa and Asia where it sparked local epidemics character-

ized by mild, self-limiting disease in humans. In recent years, Asian lineage viruses have

emerged as a global public health threat with widespread epidemics in Micronesia (2007), the

Pacific Islands (2013–2014), and the ongoing outbreak in the Americas (2015–2016), where

over 35 countries have reported local transmission [12]. In December of 2015, local transmis-

sion of ZIKV was first confirmed in Puerto Rico, where an ongoing and widespread outbreak

has caused over 29,345 confirmed cases as of October 20th, 2016 [13,14]. Of most concern,

local mosquito-borne transmission of ZIKV has been reported in both Texas and Florida and

has resulted in a sporadic, yet troubling increase in the number of confirmed cases [15]. Recent

human cases and studies in mice have highlighted the role of sexual transmission in spreading

ZIKV [16–19], and concerns of transmission through blood transfusions [20] has led to the

Federal Drug Administration to advise screening of all blood and blood products for ZIKV.

This growing public health crisis underpins the need to better understand viral replication

dynamics and the induction of protective immune responses during ZIKV infection.

Dendritic cells (DCs) are critical immune sentinel cells, bridging pathogen detection to acti-

vation of innate and adaptive antiviral immunity. Recent studies have found that multiple sub-

sets of murine DCs in the skin and draining lymph nodes [21], as well as human Langerhans

cells, dermal DCs, and monocyte derived-DCs are important cells of dengue virus replication
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[22]. Moreover, a selective loss of type I IFN signaling in DCs ablates host restriction of West

Nile virus (WNV), resulting in lethality in a murine infection model [23]. Tick-borne encepha-

litis virus also interferes with DC maturation through degradation of IRF-1 [24], while Japa-

nese encephalitis virus impairs CD8 T cell immunity through depletion of cross-presenting

CD8α+ DCs and impaired up-regulation of MHC class II and the T cell co-stimulatory mole-

cule CD40 [25]. Despite these studies with closely related flaviviruses, the interplay between

ZIKV and DCs remains poorly defined.

The retinoic acid-inducible gene I (RIG-I)-like receptor (RLR) and type I IFN signaling axis

is essential for inducing an antiviral response during flavivirus infection [26]. The RLRs, which

include RIG-I, MDA5, and LGP2, are a family of innate viral RNA sensors that reside in the

cytoplasm of nearly every cell of the host [27]. RIG-I and MDA5, signaling through the central

adaptor protein mitochondrial antiviral signaling (MAVS), act in concert to restrict flavivirus

replication by triggering the production of type I IFN, antiviral effector genes, and pro-inflam-

matory cytokines [23,26,28–30]. Recent work has shown evolutionarily distinct ZIKV strains

antagonize innate immunity by targeting STAT2 for degradation, an essential signal trans-

ducer downstream of the type I IFN receptor [31]. However, the contributions of the RLR sig-

naling pathway in restriction of ZIKV replication remains unknown.

In this study, we demonstrate that human DCs are permissive to productive infection by a

contemporary Puerto Rican ZIKV. We observed variation in virus replication between indi-

viduals, despite similar levels of viral binding to cells. Historic ZIKV isolates from Africa and

Asian also infected human DCs, wherein African lineage viruses replicated more rapidly and

reached a higher infection magnitude, while also uniquely inducing cell death. During infec-

tion with either contemporary or historic ZIKV strains, we observed minimal up-regulation of

DC activation markers and pro-inflammatory cytokine secretion. ZIKV infection of human

DCs led to significant induction of IFNB1 at the transcript level, however, we observed

impaired translation of type I IFN proteins despite induced protein expression of the RLRs

(RIG-I, MDA5, and LGP2), STAT proteins (STAT1 and 2), and antiviral effectors (IFIT1,

IFIT3, and viperin). Treatment with a highly specific RIG-I agonist, but not type I IFN,

strongly restricted ZIKV replication in human DCs. The impaired ability of type I IFN to

block infection reflected viral antagonism of type I IFN-mediated phosphorylation of STAT1

and STAT2. Altogether, we show that human DCs have limited immunogenicity following

ZIKV infection, in part due to viral antagonism of type I IFN responses.

Results

Contemporary Puerto Rican ZIKV isolate productively infects human
DCs

To understand viral replication in human DCs, we generated monocyte derived-DCs

(moDCs) from healthy donors and challenged with PRVABC59, a low passage and sequence-

verified ZIKV strain isolated in December of 2015 from the serum of a patient infected while

traveling in Puerto Rico (hereafter referred to as “PR-2015”). Genome sequencing and phylo-

genetic analysis have revealed PR-2015 is closely related to clinical isolates responsible for the

2015–2016 outbreak in Brazil [10,32]. To comprehensively profile PR-2015 replication kinetics

in human moDCs, we performed parallel analyses of viral RNA synthesis and release of infec-

tious virus. Viral replication began between 12 and 24 hours post infection (hpi), as evidenced

by notable increases in viral RNA synthesis that plateaued between 48 and 72hpi (Fig 1A). No

viral RNA was detected in mock-infected cells. The kinetics of viral RNA synthesis corre-

sponded to increased release of infectious virus between 12 and 24hpi with continued log
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phase growth through 48hpi (Fig 1B). Together, our findings show that human moDCs sup-

port productive ZIKV replication with a contemporary Puerto Rican strain.

Cellular level analysis of Puerto Rican ZIKV replication in human DCs

We next determined how PR-2015 infection at the single cell level impacts viral growth kinet-

ics in the bulk cell population. Infected moDCs were labeled for expression of ZIKV antigen

Fig 1. Contemporary Puerto Rican ZIKV isolate productively infects human DCs.moDCs were infected with ZIKV PR-2015 at MOI of 1 and assessed
for viral replication at indicated hours post-infection. (A) Viral RNA was detected in cell lysates by qRT-PCR for ZIKV E protein RNA. Gene expression is
shown as relative expression after normalization toGAPDH levels in each respective sample (n = 7 donors). (B) Viral titers in supernatants of ZIKV-infected
moDCs as determined by focus forming assay (FFA; n = 8 donors). FFU, focus forming units. (C) Percent infected cells as assessed by ZIKV E protein
staining (4G2-APC antibody) and flow cytometry (n = 9 donors). (D) ImageStream analysis of ZIKV-infected moDCs labeled for viral E protein at 48hpi.
Images of individual cells highlighted in the flow plot are represented and ordered according to E protein staining intensity. (E)moDCs were infected with
ZIKV PR-2015 at MOI of 1 for 1hr on ice, washed extensively, and bound virus was quantitated by qRT-PCR for ZIKV RNA. Gene expression is represented
as relative expression after normalization toGAPDH levels in each respective sample and shown as the mean +/- SD from 6–9 donors. See also S1 Fig.

doi:10.1371/journal.ppat.1006164.g001

Zika Virus Antagonizes Type I Interferon Responses

PLOS Pathogens | DOI:10.1371/journal.ppat.1006164 February 2, 2017 4 / 30



using the pan-flavivirus 4G2 antibody, which recognizes a structural protein found within the

virus envelope (E), and percent infection was assessed by flow cytometry. Infected cells were

first detected in low numbers at 12hpi (Mock, 0.2–0.9%; PR-2015, 0.2–3.2%), increasing in

percentage and staining intensity over the next 36 hours (Fig 1C). When we infected moDCs

with ultraviolet (UV)-inactivated virus, we observed no E protein staining above uninfected

cells, confirming detection of newly synthesized viral protein (S1A Fig). To confirm antibody

staining, we performed ImageStream analysis of PR-2015-infected moDCs. ZIKV E protein

was detected within the cytoplasm and did not co-localize with the cell surface marker CD11c

(Fig 1D). This staining pattern is consistent with our recent observations of ZIKV E protein

staining in placental macrophages, where viral protein localized to perinuclear regions within

the cytoplasm and likely within an endoplasmic reticulum-derived network [33,34]. As

expected, increases in the percentage of infected cells corresponded to the kinetics of viral

RNA synthesis and infectious virus release.

Variability in Puerto Rican ZIKV infection occurs after viral binding

Notably, moDCs generated from four of the nine donors used in this analysis released lower

amounts of infectious virus, and in some cases, synthesized lower amounts of viral RNA (Fig

1A and 1B). When we directly compared infectious virus release and viral E protein staining,

the same 4 donors with the lowest amount of infectious virus release at 48 and 72hpi (“low

infection”) also had lower percentages of E protein positive cells at 48hpi (0.4–3.1%) as com-

pared to the other 5 “high infection” donors (9.8–18.9%) (S1B Fig). One explanation for vari-

ability in viral replication may be differences in viral binding to host receptors on moDCs

generated from different donors. To test this, we developed a qRT-PCR-based viral binding

assay (S1C Fig) [35,36]. To verify we were measuring bound virus, we compared viral RNA

levels with and without washing, as well as after trypsin treatment, which should cleave pro-

teinaceous cellular receptors and remove bound virus from the cell surface. Washing cells sig-

nificantly reduced the amount of virus detected and trypsin treatment further diminished viral

RNA levels, confirming our ability to measure cell-bound virus in the “+Wash, -Trypsin” con-

dition (Fig 1E). In contrast to the differences observed in viral RNA synthesis, viral E protein

staining, and infectious virus release, there was minimal difference in the amount of bound

virus between different donors. This suggests that the variability in ZIKV infection between

donors occurs after viral binding.

Differential infection of human DCs by evolutionarily distinct ZIKV strains

We next infected moDCs with sequence-verified ZIKV isolates spanning the evolution of the

virus since its discovery, including ancestral isolates from East Africa (MR-766, “MR-1947”),

West Africa (DakAr 41524, “Dak-1984”), and Asia (P6-740, “P6-1966”) [10,37]. The MR-1947

strain was isolated in 1947 from an infected sentinel Rhesus macaque, monkey number 766, in

the Ziika forest of Uganda. The Dak-1984 strain was later isolated from an infected Aedes afri-

canusmosquito in Senegal in 1984. The P6-1966 strain was isolated in 1966 from an infected

Aedes aegyptimosquito in Malaysia, and represents the oldest known ancestor of the Asian

lineage since divergence from the African lineages. Each viral isolate has different laboratory

passage histories, including multiple passages in suckling mouse brains in the case of MR-1947

and P6-1966, which must also be taken into consideration (S1 Table). We independently

sequenced each of the four ZIKV strains and performed nucleotide sequence alignments (see

S1 Table for genome accessions), finding P6-1966 shares 95.5% of its coding region with PR-

2015, while MR-1947 and Dak-1984 only share 88.6% with PR-2015 (S1 Table). This corre-

sponded to 1.1%, 3.2%, and 3.0% differences in amino acids between PR-2015 and P6-1966,
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MR-1947, and Dak-1984, respectively. Of note, MR-1947 diverged from PR-2015 more nota-

bly in the structural (4.4%) than non-structural proteins (2.9%).

Using the same moDCs generated from six of the previous donors (Fig 1), we directly com-

pared infection kinetics of the ancestral strains with that of PR-2015. The infections were per-

formed in parallel with PR-2015 to allow for direct cross-comparison of viral growth between

the different viral strains (S2A Fig). MR-1947 exhibited rapid replication kinetics with

increased infectious virus release and viral RNA synthesis occurring between 12 and 24hpi

(Fig 2A, 2B, and S2B Fig). The percentage of infected cells peaked at 24hpi (Fig 2C and 2D).

We next compared MR-1947 replication with Dak-1984, which is closely related to MR-1947

but has undergone less laboratory passaging. Despite reaching a similar infection magnitude,

Dak-1984 exhibited slower growth kinetics as compared to MR-1947, with percent infection

and release of infectious virus peaking between 48 and 72hpi. The P6-1966 strain replicated

with similar kinetics and magnitude to PR-2015 through 48hpi, although we did observe subtle

differences in virus infection. In particular, P6-1966 replicated to modestly higher levels at

24hpi than PR-2015. Despite this, P6-1966 replication plateaued more rapidly than PR-2015

and failed to reach a comparable magnitude of infection. These subtle differences may reflect

genetic changes between ancestral Asian lineage strains and current circulating strains (S1

Table). Of note, P6-1966 was found to produce smaller viral plaques and foci on Vero cells as

compared to the other three strains (S2C Fig). Given recent studies linking ZIKV to cell death

of neural progenitor cells, we evaluated cell viability during ZIKV infection of human moDCs

[38–40]. While MR-1947 and Dak-1984 induced significant decreases in cell viability by 72hpi,

neither of the Asian lineage strains resulted in loss of viability as compared to time-matched,

uninfected cells (Fig 2E). Together, our data suggest that evolutionarily distinct ZIKV strains

exhibit varying replicative and cell death capacities during infection of human DCs.

Differential susceptibility of human DCs to ancestral and circulating ZIKV
strains

Given our findings that moDCs generated from different donors have differential susceptibili-

ties to PR-2015 infection (Fig 1), we next compared replication between the four strains on a

donor-by-donor basis. The MR-1947 strain replicated well within all donors, showing the least

amount of variation in viral replication between donors (Fig 2B, 2D and S1B Fig). The Dak-

1984 strain also replicated well in most donors, albeit to modestly diminished peak levels in

donors with lower levels of PR-2015 replication. In contrast, P6-1966 replicated similarly to

PR-2015 for a given donor, likely representing their shared ancestry. Together, these data sug-

gest both viral factors, as found between different strains, as well as non-viral factors, as found

between different donors, influence ZIKV replication in human DCs.

ZIKV infection minimally activates human DCs

A critical function of DCs is the programming of virus-specific T cell responses that are

required for clearance of virally infected cells. Engagement of virus-associated molecular pat-

terns increases the surface expression of co-stimulatory and MHCmolecules on activated

DCs, potently enhancing their ability to prime virus-specific T cell responses [41]. To deter-

mine the ability of ZIKV infection to program DCs, we measured cell surface expression of co-

stimulatory (CD80, CD86, and CD40) and MHC class II molecules at 48hpi with all four

ZIKV strains. We labeled cells with 4G2 antibody and divided infected samples based on viral

E protein staining (E protein-, bystander cells and E protein+, infected cells). Following infec-

tion with PR-2015, we observed significant but modest activation in E protein+ cells only,

while infection of moDCs with P6-1966 or Dak-1984 induced minimal activation (Fig 3A). In
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Fig 2. Differential infection of human DCs by evolutionarily distinct ZIKV strains.moDCs were infected with PR-2015, P6-
1966, MR-1947, or Dak-1984 at MOI of 1 and assessed for viral replication at the indicated hours post-infection. (A) Infectious virus
release into the supernatant was determined by FFA. Shown as the mean +/- SEM from 6–9 donors. (B) Infectious virus release for 6
of the individual donors summarized in panel A. (C) Percent infected cells assessed by ZIKV E protein staining and flow cytometry.
Shown as the mean +/- SEM from 6–9 donors. (D) Percent infected cells in 6 of the individual donors summarized in panel C. (E)Cell
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comparison, MR-1947 induced modest activation, but primarily within the E protein- cell

population. This is in contrast to strong activation induced by RIG-I agonist treatment of

moDCs (S3A Fig). Next, we confirmed our findings in more physiologically relevant human

antigen presenting cell subsets. Similar to moDCs, ex vivo infection of primary monocytes,

myeloid DCs, and plasmacytoid DCs from the blood of healthy donors failed to induce up-reg-

ulation of co-stimulatory or MHCmolecules (S3B–S3D Fig).

We next asked whether the donor variability in viral replication with PR-2015 (Fig 1) corre-

sponded to differences in DC activation during infection. We grouped samples into “low” or

“high” infection donors on the basis of viral E protein staining (S1B Fig). We found no differ-

ences in the up-regulation of CD80 and CD86 when we stratified by viral replication (Fig 3B).

In contrast, both CD40 and MHC class II showed greater up-regulation during infection of

moDCs from donors with higher viral replication. This suggests that the induction of DC acti-

vation is influenced by the magnitude of viral replication. Altogether, these data show that

ZIKV induces minimal DC activation and as a consequence, infected DCs may be compro-

mised in their ability to prime antiviral T cell responses.

ZIKV does not induce pro-inflammatory cytokine secretion by human
DCs

In addition to providing T cell co-stimulation, DCs promote innate and adaptive immunity

through the secretion of pro-inflammatory mediators. We next assessed inflammatory cyto-

kine and chemokine release following PR-2015 infection of moDCs. Consistent with minimal

increases in surface expression of co-stimulatory molecules, PR-2015 infection failed to induce

the secretion of most pro-inflammatory cytokines assayed, despite the ability of RIG-I agonist

to induce their secretion (Fig 4A and S2 Table). The ancestral strains also failed to induce sub-

stantial cytokine release during infection of human moDCs. Of exception, P6-1966 induced

significant IL-6 secretion, and along with MR-1947 and Dak-1984, triggered modest yet signif-

icant IP-10 secretion. Finally, to confirm these findings in more physiologically relevant mye-

loid cell subsets, we stimulated primary monocytes (Fig 4B and S3 Table), myeloid DCs (Fig

4C and S4 Table), and plasmacytoid DCs (Fig 4D and S5 Table) isolated from healthy human

blood with PR-2015 to assess cytokine and chemokine secretion. Despite the ability of LPS

(monocytes and myeloid DCs) or R848 (plasmacytoid DCs) to induce cytokine production,

infection with ZIKV did not promote notable pro-inflammatory cytokine secretion. Together,

our data suggests that human antigen-presenting cells exposed to ZIKV are compromised in

their ability to promote inflammatory responses.

Human DCs infected with ZIKV secrete minimal type I and III IFNs

During viral infection, early innate immune signaling triggers the production of type I and III

IFNs and antiviral effector molecules that block viral replication [42]. In particular, RLR and

type I IFN signaling are essential for host restriction of flavivirus replication and ultimate

control of infection [23,26,43]. Specific to ZIKV, mice with intact type I IFN responses support

only limited and low level viral replication, while genetic ablation or antibody blockade of

type I IFN signaling shifts the balance towards sustained, high level ZIKV replication and

pathology, including neuroinvasive disease [44–46]. Moreover, mice deficient in their ability

viability of infected moDCs assessed by Ghost Red 780 (Tonbo) viability staining and flow cytometry. Shown as the mean +/- SEM
from 6–9 donors. Statistical significance (p< 0.05) was determined using a two-way ANOVAwith comparisons made to mock-infected
cells. See also S1 Table.

doi:10.1371/journal.ppat.1006164.g002
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Fig 3. ZIKV infectionminimally activates human DCs. (A)moDCs were left uninfected (“Mock”) or infected with PR-2015, P6-1966, MR-
1947, or Dak-1984 at MOI of 1 (n = 6–8 donors). Cells were collected at 48hpi and labeled for ZIKV E protein and indicated DC activation
markers. Cells were categorized as being viral E protein- or viral E protein+ and activation marker surface expression quantitated by flow
cytometry. Values are represented as median fluorescence intensity (MFI) for each individual donor with uninfected and ZIKV infected
samples from the same donor connected with a line. Statistical significance (p< 0.05) was determined using a Friedman test with
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to produce type I IFN are similarly compromised in their ability to restrict viral replication

[16,46].

To determine the potential of human DCs to trigger type I IFN responses during ZIKV

infection, we measured the secretion of type I IFN proteins into the supernatant by infected

populations of moDCs at 48hpi. Surprisingly, all four ZIKV strains failed to induce detectable

IFNβ secretion and induced only minimal secretion of IFNα (Fig 5A). Given this intriguing

comparisons made to donor-paired, uninfected cells. (B)moDCs infected with PR-2015 at MOI of 1 were stratified into “low” (n = 3 donors)
and “high” (n = 5 donors) infection on the basis of viral E protein staining. MFIs are shown as the mean +/- SD. See also S3 Fig.

doi:10.1371/journal.ppat.1006164.g003

Fig 4. ZIKV infection inducesminimal pro-inflammatory cytokine production by DCs. (A)moDCs were left untreated (“Mock”), transfected with RIG-I
agonist (10ng/1e5 cells), or infected with PR-2015, P6-1966, MR-1947, or Dak-1984 at MOI of 1 (n = 7 donors). Supernatants were collected at 48hpi. (B,
C)Monocytes (Mo) and myeloid DCs (mDCs) were left untreated (“Mock”), treated with LPS (100 ng/ml), or infected with PR-2015 at MOI of 1 (n = 5
donors). Supernatants were collected at 24hpi. (D) Plasmacytoid DCs (pDCs) were left untreated (“Mock”), treated with R848 (1 μg/ml), or infected with PR-
2015 at MOI of 1 (n = 5 donors). Supernatants were collected at 24hpi. Cytokine production was assessed using multiplex bead array. Values for each
individual donor are shown with the mean +/- SD. Statistical significance (p< 0.05) was determined using a Kruskal-Wallis test with comparisons made to
untreated (“Mock”) cells. See also S2, S3, S4, and S5 Tables.

doi:10.1371/journal.ppat.1006164.g004
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Fig 5. ZIKV infection induces type I IFN transcription but inhibits translation.moDCs were left untreated (“Mock”), treated
with RIG-I agonist (10ng/1e5 cells), or infected with PR-2015, P6-1966, MR-1947, or Dak-1984 at MOI of 1. Supernatants were
collected 24hrs (RIG-I agonist treatment) or 48hrs (ZIKV infection) later and IFNβ and IFNα (A) or IFNλ1 (B) production was
assessed via multiplex bead array. Values for each individual donor are shown with the mean +/- SD (n = 7 donors). Statistical
significance (p< 0.05) was determined using a Friedman test with comparisons made to donor-paired, mock-infected cells. A
dashed line indicates the assay limit of detection. (C)moDCs were infected with ZIKV at MOI of 1 in the presence of anti-IFNAR2
blocking antibody. Cells were collected at 48hpi and labeled for ZIKV E protein, while release of infectious virus into the
supernatants was determined by FFA. Values for each individual donor are shown with the mean +/- SD (n = 4 donors). A dashed

Zika Virus Antagonizes Type I Interferon Responses
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finding and the recently appreciated role of type III IFNs in antiviral immunity, we next mea-

sured the secretion of IFNλ1 [47]. Similar to type I IFNs, ZIKV infection induced minimal

secretion of type III IFN protein (Fig 5B). Treatment of the same donor cells with RIG-I ago-

nist induced significant secretion of all three molecules, confirming these cells are capable of

producing type I and type III IFNs. Similar to moDCs, pDCs produced low amounts of IFNα
following ZIKV infection (S5 Table).

Next, as a complementary measurement of type I IFN secretion, we infected moDCs with

ZIKV in the presence of an anti-IFNAR2 blocking antibody. Blockade of type I IFN signaling

enhanced ZIKV infection modestly across all four ZIKV strains, resulting in only a 2–3 fold

increase in the percentage of virally infected cells (Fig 5C). Despite this increase in the percent-

age of infected cells, we observed minimal differences in the release of infectious virus in the

presence of anti-IFNAR2 blocking antibody. Combined, these findings suggest that human

DCs secrete type I IFN at near undetectable levels during ZIKV infection.

ZIKV infection of human DCs induces type I IFN transcription, but not
translation

Given that multiple pathogenic human viruses have involved mechanisms to interfere with

type I IFN transcription [48–51], we next assessed the levels of IFNB1 transcripts in ZIKV-

infected moDCs. Despite near undetectable protein secretion, all four ZIKV strains induced

notable IFNB1 gene transcription at 48hpi, with MR-1947 showing the highest induction (Fig

5D). When we assessed IFNB1 gene induction over an infection time-course, up-regulation of

transcription occurred as early as 12hpi and remained at or near peak levels through 72hpi

(S4A Fig). We also observed induction of IFNA transcription, but with delayed kinetics and

magnitude as compared to IFNB1. IFNA transcription was up-regulated at 24hpi during infec-

tion with MR-1947, and at 48hpi during infection with the other three strains. These findings

are consistent with our recent studies performed in placental macrophages, which showed

minimal type I IFN protein secretion, but strong induction at the transcript level during ZIKV

infection [34].

Given that RIG-I agonist induced IFNβ secretion, we directly compared IFNB1 transcript

levels in matched moDCs treated with RIG-I agonist or infected with ZIKV PR-2015. RIG-I

agonist treatment induced modestly higher, but overall similar levels of IFNB1 transcription

as compared to during ZIKV PR-2015 infection (Fig 5E). Next, to determine if there was

impairment in type I IFN protein translation or secretion, we measured type I IFN protein

in the supernatant and whole cell lysate from matched samples following RIG-I agonist

treatment or infection with ZIKV PR-2015. We hypothesized that if ZIKV blocked protein

secretion, but not translation, we would find an accumulation of type I IFN protein in the

indicates no change relative to infection in the absence of anti-IFNAR2 blocking antibody. (D)RNAwas harvested from cells
treated the same as for cytokine analysis and IFNB1mRNA expression was determined by qRT-PCR. Gene expression was
normalized toGAPDH transcript levels in each respective sample and represented as the log2 normalized fold increase above
donor- and time point-matched untreated cells. Values for each individual donor are shown with the mean (n = 6–8 donors). (E)
moDCs were treated with RIG-I agonist (10ng/1e5 cells, 18hrs) or infected with ZIKV PR-2015 (MOI 1 and 10, 48hrs) and
analyzed for IFNB1mRNA expression. Values for each individual donor are shown with the mean (n = 7 donors) (F) IFNβ and
IFNαwere measured in the supernatant (“Sup”) and whole cell lysate (“WCL”) of moDCs treated the same as in E. Values for
each individual donor are shown with the mean (n = 7 donors). Statistical significance (p< 0.05) was determined using a Friedman
test with comparisons made to donor-paired, mock-infected cells. (G)Uninfected or ZIKV PR-2015-infected moDCs (MOI 10,
48hpi) were treated with RIG-I agonist (10ng/1e5 cells, 18hrs) and IFNβ and IFNαwere measured as in F. The data is shown as
the fold-decrease from RIG-I agonist treatment alone with significance (P<0.05) determined using a MannWhitney Test (n = 4
donors). Error bars represent the mean +/- SD. See also S4 Fig.

doi:10.1371/journal.ppat.1006164.g005
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whole cell lysate. We did not detect IFNβ or IFNα protein in either the supernatants or

whole cell lysates above mock levels at either low or high MOI infection (MOI 1 or 10) with

ZIKV (Fig 5F). In contrast, both IFNβ and IFNα were observed in the supernatants and

whole cell lysates following RIG-I agonist treatment. To determine if ZIKV could actively

block type I IFN translation, we treated ZIKV PR-2015-infected moDCs with RIG-I agonist

at 48hpi and measured IFNβ protein production. ZIKV infection resulted in an average

2-fold decrease in the induction of IFNβ protein translation as compared to RIG-I agonist

alone (Fig 5G). Altogether, our data suggests that ZIKV antagonizes type I IFN translation

during infection of human DCs.

Of relevance to our findings, protein kinase R (PKR) is important for maintaining mRNA

stability of type I IFN transcripts during infection with certain RNA viruses [52]. In these stud-

ies, EMCV infected cells were found to strongly induce Ifnb1 gene expression, but in the

absence of PKR these transcripts lacked poly(A) tails, leading to diminished transcript stability

and minimal protein translation. To determine if a similar phenomenon occurs during ZIKV

infection of human DCs, we compared IFNB1 transcript levels after performing cDNA synthe-

sis with random hexamers, which will prime all RNA species, or Olido(dT), which will only

prime polyadenylated transcripts. We found no differences in IFNB1 transcript levels between

the two methods, suggesting ZIKV does not influence IFNB1 transcript stability as a mecha-

nism to inhibit protein translation (S4B Fig).

ZIKV infection induces an antiviral state within human DCs

Given the minimal secretion of type I and type III IFNs, we evaluated gene expression of the

RLRs and host antiviral effectors. We observed up-regulation of RIG-I (DDX58), MDA5

(IFIH1), and LGP2 (DHX58) in response to PR-2015 and P6-1966 at 24hpi, consistent with

increases in virus load (Fig 6A). RLR expression continued to increase through 72hpi. While

RLR expression was higher at 24hpi in moDCs infected with P6-1966 as compared to PR-

2015, expression peaked at similar levels at 48 and 72hpi, potentially reflecting the slightly

enhanced replication kinetics of P6-1966. In contrast to the Asian lineages, MR-1947 exhibited

strong RLR up-regulation by 12hpi with peak expression between 24 and 48hpi. Moreover, the

magnitude of RLR transcription during peak responses was notably higher for MR-1947 infec-

tion. The kinetics of RLR expression during infection with Dak-1984 was more similar to the

Asian lineage strains than MR-1947, first increasing at 24hpi. Interestingly, despite reaching a

similar overall magnitude of infection as MR-1947, Dak-1984 induced lower RLR transcrip-

tion at all time-points.

We next evaluated expression of the IFIT gene family members, OAS1, and viperin

(RSAD2), antiviral effectors with known activity against flaviviruses [53]. In moDCs infected

with PR-2015, we observed up-regulation of IFIT1, IFIT2 and IFIT3 beginning at 12hpi, with

peak expression between 48 and 72hpi (Fig 6B). P6-1966 infection resulted in slightly delayed

IFIT gene induction as compared to PR-2015. Despite this delay, P6-1966 induced stronger

IFIT gene expression by 24hpi. We observed similar findings with RSAD2 expression, with

PR-1966 infection inducing lower transcript levels at 12hpi, but increased responses at 24hpi

as compared to PR-2015. We found OAS1 transcripts were up-regulated at 24hpi by both PR-

2015 and P6-1966, although to higher levels during P6-1966 infection. MR-1947 infection

exhibited enhanced kinetics and magnitude of antiviral effector gene transcription, with IFIT

family members and RSAD2 being induced as early as 12hpi. While OAS1 was up-regulated

with similar kinetics to the Asian lineage strains, the magnitude was also notably higher during

MR-1947 infection. In general, Dak-1984 was transcriptionally most similar to the Asian line-

age viruses, despite higher levels of viral replication during Dak-1984 infection.
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Fig 6. ZIKV infection induces an antiviral state within human DCs.moDCs were infected with ZIKV PR-2015, P6-1966, MR-1947,
or Dak-1984 at MOI of 1 (n = 6–8 donors). Cells were collected at indicated hours post-infection and antiviral gene expression was
determined by qRT-PCR. Gene expression was normalized toGAPDH transcript levels in each respective sample and represented as
the averaged log2 normalized fold increase above donor and time-point matched uninfected cells. The averaged log10 normalized
levels of infectious virus (FFU/mL) at each time point is depicted beneath the gene expression heat map. (A)RLR gene expression.
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Given observed differences in PR-2015 replication between donors, we compared gene

expression between donors with “low” or “high” infection (S1B Fig). For all of our RNA sam-

ples, we labeled infected cells in parallel for viral E protein, allowing us to stratify our RNA

data by the percentage of viral E protein+ cells. Donors with low infection had overall lower

expression of RLR, type I IFN, and antiviral effector genes as compared to donors with high

infection (S5 Fig). Furthermore, there were no differences in the expression of any of the mea-

sured host genes at 3hpi between “low” and “high” infection donors, a time that likely repre-

sents basal level expression. Overall, these data show that ZIKV infection is capable of

initiating antiviral responses in human DCs, with expression of certain antiviral effector genes

being induced rapidly after infection, prior to log phase viral growth.

We next questioned whether the observed up-regulation of antiviral effector genes led to

corresponding increases at the protein level, in light of our findings with type I IFN. As

expected, overnight stimulation with RIG-I agonist induced up-regulation of the RLRs (RIG-I,

MDA5, and LGP2), STAT proteins (STAT1 and STAT2), and multiple proteins directly

involved in restriction of viral replication (IFIT1, IFIT3, and viperin) (Fig 6C). Notably, we

observed no induction of IFIT1, IFIT3, or viperin in untreated cells. In contrast to impaired

translation of type I IFN proteins, infection of moDCs for 48hrs with ZIKV PR-2015 or MR-

1947 induced strong up-regulation of the RLRs, STAT proteins, and viral restriction factors to

similar levels observed following RIG-I agonist treatment. We observed MOI dependent

increases in many cases (STAT1, IFIT1, IFIT3, viperin) following infection with PR-2015 at

MOIs of 1 and 10. Similar to what was observed at the transcript level, MR-1947 infection

resulted in stronger induction of antiviral proteins as compared to PR-2015 when comparing

infections at MOI of 1. This is likely explained by the higher magnitude of infection seen with

MR-1947. Together, these findings suggest that ZIKV selectively inhibits in type I IFN protein

translation, while translation of other antiviral host proteins remains intact.

ZIKV replication is blocked by RIG-I, but not type I IFN signaling

Given our findings that ZIKV infection of moDCs induced an antiviral state, and the impor-

tance of RLR and type I IFN signaling in restriction of flavivirus replication [23,26,28,29], we

next determined the ability of innate immune signaling pathways to restrict ZIKV replication

within human DCs. At 1hpi, we treated infected moDCs with innate immune agonists and

assessed viral replication at 48hpi (Fig 7A). To trigger RLR signaling, moDCs were transfected

with a highly specific RIG-I agonist, derived from the 3’ UTR of hepatitis C virus [54,55]. To

trigger type I IFN signaling, we treated moDCs with 100 IU/mL of recombinant human IFNβ.
RIG-I agonist treatment potently blocked ZIKV replication, significantly lowering infectious

virus release to levels at or near the assay limit of detection (Fig 7B). Notably, the amount of

infectious virus remaining after RIG-I agonist treatment was similar to levels found at 3 and

12hpi (Fig 2A), prior to the log phase viral growth, and may represent residual input virus

rather than replicated virus. Importantly, RIG-I agonist treatment restricted replication of all

four ZIKV strains. In contrast, type I IFN treatment resulted in only modest, and non-signifi-

cant decreases in viral replication. Altogether, RLR signaling, but not type I IFN signaling,

potently blocks replication of four evolutionarily distinct ZIKV strains.

(B) Antiviral effector gene expression. (C)moDCs were left untreated (“Mock”), treated with RIG-I agonist (10ng/1e5 cells), or infected
with ZIKV PR-2015 (MOIs of 1 and 10) or MR-1947 (MOI 1). After 18hrs of agonist treatment or at 48hpi with ZIKV, whole-cell lysates
were collected for western blot analysis of host antiviral effector protein expression. Western blots are shown for a single donor and are
representative of data obtained from two donors. See also S5 Fig.

doi:10.1371/journal.ppat.1006164.g006
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ZIKV antagonizes type I IFN signaling by targeting STAT1 and STAT2
phosphorylation

Secreted type I IFN binds to the type I IFN receptor, a heterodimeric complex found on the

cell surface of almost all nucleated cells, triggering activation of the receptor associated kinases

JAK1 and TYK2 [42]. JAK1 and TYK2 phosphorylate and activate the latent transcription fac-

tors STAT1 and STAT2, which translocate to the nucleus and associate with IRF-9 to trigger

antiviral gene transcription. Most flaviviruses known to infect humans have evolved mecha-

nisms to inhibit type I IFN responses through antagonism of JAK/STAT signaling [56–59].

Given our finding that type I IFN treatment was not effective at blocking ZIKV replication in

moDCs, we evaluated the ability of ZIKV to antagonize STAT1 and STAT2. For these studies,

we utilized human A549 cells, which have been previously shown to be permissive to ZIKV

infection [60] and have been employed to study antiviral innate immune signaling [56,61,62].

We pulse treated uninfected or ZIKV-infected cells (48hpi, MOIs of 0.1 and 1) for 30 minutes

with IFNβ (1000 IU/mL) and evaluated phosphorylation of STAT1 (Tyr701) and STAT2

(Tyr689) by western blot. Cells infected with any of the four ZIKV strains did not show

enhanced STAT1 or STAT2 phosphorylation above untreated ZIKV-infected cells (Fig 8A and

8B, top panels). Infection alone increased the total levels of STAT1 and STAT2 protein,

although notably less so at an MOI of 1 as compared to MOI 0.1. Given the different levels of

total STAT proteins between conditions, we calculated the ratio of phosphorylated:total pro-

tein to allow for a better comparison of phosphorylation status (Fig 8A and 8B, bottom panels).

Indeed, even in instances where ZIKV infection increased total STAT protein levels, the

majority remained in an unphosphorylated state. Interestingly, while ZIKV infection alone did

induce low levels of STAT1 and STAT2 phosphorylation, in most conditions, there was a nota-

ble decrease in phosphorylation at MOIs of 1 as compared to MOIs of 0.1, a finding most pro-

found with the African lineage viruses. We next determined the percentage of ZIKV infected

cells at MOIs of 0.1 and 1 using flow cytometry. The percentage of infected cells ranged from

32.7–74% at an MOI of 0.1 and increased to 60.1–87.8% at an MOI of 1 across infection with

the four strains (S6 Fig). Of note, we observed higher cytopathic effects and cell death at MOI

Fig 7. Innate immune signaling restricts ZIKV viral replication within human DCs. (A)moDCs were infected with PR-2015, P6-1966, MR-1947, or
Dak-1984 at MOI of 1 (n = 4 donors). After viral attachment and entry at 1hpi, cells were treated with RIG-I agonist (10ng/1e5 cells), human IFNβ (100 IU/
mL), or left untreated. (B) Supernatants were collected at 48hpi and assessed for infectious virus release by FFA. Values for each individual donor are
shown with the mean +/- SD. Statistical significance (p< 0.05) was determined using a Friedman test with comparisons made to donor-paired, untreated,
ZIKV-infected cells. The assay limit of detection is indicated with a dashed line.

doi:10.1371/journal.ppat.1006164.g007
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Fig 8. ZIKV antagonizes type I IFN signaling. (A, B) A549 cells were infected with PR-2015, P6-1966, MR-1947, or Dak-1984 at MOIs of 0.1 and 1. At
48hpi, cells were pulse treated with 1000 IU/mL of recombinant human IFNβ for 30 minutes and whole-cell lysates were collected for western blot analysis of
phospho-STAT1 (Tyr701), phospho-STAT2 (Tyr689), STAT1, STAT2, and GAPDH. Representative blots are shown from one of two independent
experiments. Quantitation is shown below the representative blots, where intensity values are represented as the ratio of pSTAT:total STAT protein. (C)
moDCs were infected with PR-2015 (MOI 10) and STAT1 and STAT2 signaling was assessed as in A and B. Data is representative of three donors from two
independent experiments. Quantitation is shown to the right of the representative blots, where intensity values are represented as the ratio of pSTAT:total
STAT protein.

doi:10.1371/journal.ppat.1006164.g008
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of 1 as compared to MOI of 0.1 when preparing cells for staining. Given the presence of unin-

fected cells, even at MOI of 1, it remains possible that the STAT1 and STAT2 phosphorylation

observed during infection is from uninfected cells. Nevertheless, this confirms that the major-

ity of cells were ZIKV-infected at the time of pulse treatment with IFNβ and inhibition of type

I IFN signaling can be attributed to ZIKV infection.

We next determined whether ZIKV infection antagonizes type I IFN signaling within

human DCs. ZIKV PR-2015-infected moDCs (48hpi, MOI 10) were left untreated or pulse

treated with IFNβ for 30 minutes and evaluated for STAT1 and STAT2 phosphorylation.

Infection with ZIKV PR-2015 in the absence of IFNβ treatment induced minimal STAT1

phosphorylation and low levels of STAT2 phosphorylation, despite notable up-regulation of

STAT1 and STAT2 total proteins (Fig 8C, left panel). Treatment of ZIKV infected cells with

IFNβ increased phosphorylation of STAT2, and to a lesser extent STAT1, but to notably lower

levels than treatment of uninfected cells when accounting for total STAT1 and STAT2 protein

levels (Fig 8C, right panel). Combined, this shows that, similar to A549 cells, ZIKV antagonizes

the phosphorylation of STAT1 and STAT2 in human DCs.

Discussion

In our study, we show a contemporary Puerto Rican ZIKV strain, PR-2015, productively

infects human DCs with notable donor variation in viral replication, despite no differences in

viral binding. Ancestral ZIKV strains of the African (MR-1947 and Dak-1984) and Asian (P6-

1966) lineages also infected human DCs. Each strain exhibited unique viral growth curves,

with cell death only observed during infection with African lineage strains. We observed mini-

mal up-regulation of co-stimulatory and MHCmolecules, inflammatory cytokine secretion, as

well as antagonism of type I IFN translation during ZIKV infection, despite notable transcrip-

tional up-regulation of IFNB1. Despite this, ZIKV infection induced an antiviral state as noted

by strong up-regulation of the RLRs (RIG-I, MDA5, and LGP2), STAT proteins (STAT1 and

2), and antiviral effectors (IFIT1, IFIT3, and viperin). Finally, RIG-I agonist treatment potently

restricted ZIKV replication, while type I IFN was significantly less effective due to ZIKV antag-

onism of STAT1 and STAT2 phosphorylation.

Despite their evolutionary distance [10], minimal attention has been given to studying

infection differences between African and contemporary Asian lineage strains. In general,

MR-1947 and Dak-1984 replicated with more rapid kinetics and to a higher magnitude than

the Asian lineage viruses. The African lineage viruses were also unique in their ability to

induce cell death during infection, potentially attributed to their replication characteristics.

This raises the possibility that Asian lineage viruses may have adapted to be less cytopathic in

DCs, potentially resulting from, or contributing to lower viral replication rates. Alternatively,

this phenotype may be partly attributed to the extensive passage history and cell culture adap-

tion of MR-1947, a process known to impact ZIKV andWNV glycosylation patterns [37,63],

in vitro replication of multiple RNA viruses [63,64], and in vivo pathogenesis of hepatitis C

virus [65]. In support of this, MR-1947, which has undergone a multitude of passages in suck-

ling mouse brains (S1 Table), replicated with more rapid kinetics than Dak-1984, which has

been minimally passaged. Despite differences in kinetics, both viruses reach similar peak infec-

tion magnitudes and induced cell death at 72hpi, suggesting cell culture adaption alone does

not explain their unique features. Future studies comparing low passaged African and Asian

lineage viruses or infectious clone derived viruses [66] are needed to further study differences

between these viral genotypes.

While a previous study identified as high as 60% viral E protein-positive cells at 24hr follow-

ing infection of human moDCs with a French Polynesian strain of ZIKV, we did not observe
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infection rates this high in our study [67]. This may be explained by differences in ZIKV

strains, donor-to-donor variation, or technical differences in virus stock propagation or cell

infections. Furthermore, our study did not rely solely on 4G2 staining, which cross-reacts with

dengue virus and other flaviviruses, but also included sequence-specific detection of ZIKV

RNA to verify infection.

We observed striking variability in viral replication between moDCs generated from differ-

ent healthy donors. In fact, we found a subset of donors with moDCs that were less susceptible

to infection with PR-2015. Although differences in receptor expression or affinity for viral pro-

teins between donors could explain this variability, we found minimal differences in the

amount of virus bound to moDCs from different donors. Instead, variability occurred after

viral binding, with striking differences in the kinetics and magnitude of viral RNA synthesis,

viral E protein staining, and infectious virus release between donors. One plausible explanation

for infection differences is that moDCs from less susceptible donors are capable of mounting

more rapid and stronger antiviral responses. However, induction of antiviral effector genes

was found to be less pronounced in donors with lower viral replication. Moreover, differences

in ZIKV replication did not correspond to differential DC activation or pro-inflammatory

cytokine release. Of note, susceptibility to PR-2015 replication corresponded to P6-1966,

where moDCs with lower PR-2015 infection rates also had lower P6-1966 replication. This

raises the possibility that moDCs from some donors are better at controlling ZIKV infection.

However, MR-1947 was found to replicate to high levels in moDCs from all donors, even those

with low PR-2015 replication. Although this may be related to the aforementioned cell culture

adaptation of MR-1947, it is possible that differential host adaption of Asian lineage strains

during their evolution has resulted in differences in infection rates. Altogether, complex host

factors, such as genetics, metabolism, ER stress, or redox state might explain differential sus-

ceptibility to ZIKV infection. Indeed, the collaborative cross, a mouse model of genetic diver-

sity, has recently revealed the importance of host genetics in influencing susceptibility to

WNV infection [68]. Similar donor variability in viral replication has also been observed dur-

ing HIV infection of human monocyte derived macrophages [69]. Although some donor vari-

ability in HIV infection was found to correspond with the presence of the CCR5 Δ32
mutation, most of the variability remained unexplained. Influenza A infection of primary

human bronchial epithelial cells has also been found to vary notably between donors [70].

Interestingly, cells isolated from obese donors were more susceptible to viral infection,

highlighting how complex, non-genetic factors can also influence susceptibility to viral infec-

tion at the cellular level. It is interesting to speculate that differential susceptibility of DCs to

ZIKV may correspond to pathogenesis during human infection, where 80% of infected indi-

viduals are asymptomatic and those with symptoms have differences in clinical presentations.

The minimal activation of DCs following exposure to ZIKV is similar to previous findings

with tick-borne encephalitis virus, where DCmaturation is inhibited through IRF-1 degrada-

tion [24]. Diminished up-regulation of MHC class II and CD40 molecules on splenic CD8α+
DCs was also observed following Japanese encephalitis virus infection in mice [25]. In contrast

to our findings with ZIKV, infection of human moDCs with the yellow fever virus vaccine

strain, YF-17D, promotes DC maturation [71]. The ability of YF-17D to activate human DCs

may be explained through the loss of a viral antagonist during its attenuation process, or could

represent a unique behavior of certain flaviviruses. Indeed, infection of human moDCs with a

pathogenic dengue virus serotype 2 strain also promotes the up-regulation of co-stimulatory

and MHCmolecules, along with pro-inflammatory cytokine secretion [72]. Combined, this

work suggests members of Flaviviridae have evolved complementary, as well as unique strate-

gies of targeting DCs to subvert the pressures of host immunity.
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While infection with all four ZIKV strains induced type I IFN mRNA transcription, we

detected minimal translation of type I or III IFN proteins. This was in contrast to RIG-I ago-

nist treatment, which induced translation of both type I and III IFN proteins, despite similar

levels of IFNB1 transcription as observed during ZIKV infection. Indeed, ZIKV infection

diminished RIG-I agonist-induced type I IFN production, suggesting ZIKV directly antago-

nizes type I IFN translation. We also observed a minor 2–3 fold enhancement in viral infection

when type I IFN signaling was inhibited by antibody-mediated receptor blockade, further indi-

cating type I IFN is secreted at minimal levels during ZIKV infection. Previous work with den-

gue virus observed secretion of IFNα protein during infection of human moDCs, suggesting

our findings might be unique to ZIKV infection [72]. Despite the antagonism of type I or III

IFN production, ZIKV infection up-regulated the expression of the RLRs, STAT proteins, and

multiple antiviral effector proteins to similar levels observed following RIG-I agonist treat-

ment. This suggests that the block in type I IFN translation is selective, and that much of the

antiviral response induced during ZIKV infection of human DCs occurs independent of type I

IFN signaling. Indeed, in the context of WNV infection, multiple antiviral effector genes are

induced through an IFN-independent, RLR signaling-dependent manner [26].

Recent work from multiple groups has analyzed ZIKV infection and immune responses

from human clinical samples and in a variety of human cell types. During the acute phase of

human ZIKV infection, multiple pro-inflammatory cytokines are increased within the blood,

although the cellular sources of these responses remain unknown [73]. Our findings suggest

that infected DCs may not be an important source of these pro-inflammatory cytokines. In

contrast to our work with DCs, ZIKV infection of A549 cells has been shown to induce IFNβ
secretion, further suggesting cells other than DCs may be responsible for inducing inflamma-

tory responses during ZIKV infection [60]. Indeed, ex vivo infection of primary human skin

fibroblasts was found to induce transcriptional up-regulation of multiple pro-inflammatory

mediators, although protein secretion was not explored [67]. In regards to congenital ZIKV

infection, recent work has found both human fetal neural progenitor cells and placental Hof-

bauer cells are poorly immunogenic, similar to our findings with adult DCs [34,74]. In con-

trast, human embryonic cranial neural crest cells secrete cytokines following ZIKV infection at

levels that were found to be harmful for neurodevelopment [75]. Together, different target

cells of ZIKV have varying capacities to induce pro-inflammatory cytokine responses and fur-

ther study is needed to determine the cell types responsible for initiating inflammatory

responses during human infection.

Recent work has revealed that the NS5 protein of both MR-1947 and PR-2015 promotes the

degradation of human STAT2 protein during infection, allowing ZIKV to evade type I IFN sig-

naling downstream of the type I IFN receptor [31]. In agreement with this work, we found that

while RIG-I agonist treatment potently restricted viral replication, type I IFN treatment was

significantly less effective at blocking ZIKV infection. Mechanistically, we found infection

with both contemporary and ancestral strains of ZIKV blocked phosphorylation of STAT1

and STAT2 downstream of type I IFN signaling in both human DCs and A549 cells. In con-

trast to previous findings, we did not observe significant STAT2 degradation in either human

DCs or A549 cells [31]. In fact, in most cases, we observed up-regulation of STAT2 protein

during ZIKV infection. One possibility for this discrepancy may be differences in the cell types

used between the studies. Grant et al performed studies in Vero and HEK 293 cells, while we

conducted experiments in A549 cells and primary human DCs. We also used lower MOIs (0.1

and 1) for our A549 cell line infections than in their studies (MOI 5, 10, and 20) and did not

perform viral protein overexpression studies. Although we did use an MOI of 10 for some of

our DC work, the magnitude of infection is significant lower than in Vero or HEK 293 cells

and such differences in cell infectivity could also explain our differing findings. Nevertheless,
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we find that ZIKV antagonizes the type I IFN signaling pathway through blockade of STAT1

and STAT2 phosphorylation.

The ability of RIG-I agonist to efficiently block ZIKV replication is most likely attributed to

an IFN-independent induction of antiviral effector molecules [26,43]. Our observations that

ZIKV infection induces an antiviral state in moDCs, despite viral antagonism of type I IFN

responses, further suggests IFN-independent signaling pathways, such as RLR signaling

through MAVS, are important for restriction of ZIKV replication. The ability of RIG-I agonist

to potently restrict ZIKV replication across all four strains highlights the RLR signaling path-

way as a potential target for antiviral therapy. Of note, small molecule agonists of the RLR

pathway have gained recent attention as potential candidate vaccine adjuvants [76,77] and for

use in broad-spectrum antiviral therapy, including proof-of-principle studies showing potent

activity against multiple flaviviruses [43,78].

In summary, our work shows that human DCs are productively infected by currently circu-

lating (PR-2015) and ancestral (P6-1966, MR-1947, and Dak-1984) strains of ZIKV. Each

ZIKV strain exhibited unique replication kinetics and downstream effects on human DCs,

including a unique ability of African lineage viruses to induce cell death. There was notable

donor variability in viral replication across the ZIKV strains, highlighting the importance of

both host and viral factors in influencing susceptibility during infection. We observed minimal

DC activation or secretion of inflammatory cytokines, as well as viral antagonism of type I IFN

translation, despite strong induction of IFNB1 at the RNA transcript level. Nevertheless,

ZIKV-infected moDCs induced an antiviral state as noted by strong up-regulation of multiple

antiviral effectors. RIG-I agonist treatment potently restricted ZIKV replication in human

DCs, while type I IFN treatment had minimal effects. Mechanistically, all strains of ZIKV

antagonized type I IFN-mediated phosphorylation of STAT1 and STAT2. Combined, our

findings show that ZIKV efficiently evades type I IFN responses, but RLR signaling remains

functional and may be a target for antiviral therapy in humans.

Materials and Methods

Ethics statement

Human peripheral blood mononuclear cells (PBMCs) were obtained from healthy donors in

accordance with the Emory University Institutional review board according to IRB protocol

IRB00045821.

Virus stocks

Zika virus strains PRVABC59 (PR-2015), P6-740 (P6-1966), MR-766 (MR-1947), and DakAr

41524 (Dak-1984) were obtained from the Centers for Disease Control and Prevention. All

strains were passaged once in Vero cells cultured in MEM (Life Technologies Gibco) supple-

mented with 10% FBS (Optima, Atlanta Biologics) to generate working viral stocks. Viral

stocks were titrated by plaque assay on Vero cells as previously described [34] and stored at

-80˚C in MEM with 20% FBS.

Viral stock sequencing and genome annotation

The Zika virus isolates in this study were subjected to whole genome sequencing using previ-

ously described methods [79]. Briefly, total viral RNA was subjected to next generation

sequencing library construction with random hexamer-based priming methods. Libraries

were sequenced on the Illumina MiSeq platform and genome assembly was performed with

CLC Bio (clc_ref_assemble_long v. 3.22.55705). Viral genome annotation was performed with

Zika Virus Antagonizes Type I Interferon Responses

PLOS Pathogens | DOI:10.1371/journal.ppat.1006164 February 2, 2017 21 / 30



VIGOR [80]. The Genbank accession numbers are: KX601166.1 (Zika virus strain ZIKV/

Aedes africanus/SEN/DakAr41524/1984); KX601167.1 (Zika virus strain ZIKV/Aedes sp./

MYS/P6-740/1966); KX601168.1 (Zika virus strain ZIKV/Homo Sapiens/PRI/PRVABC59/

2015); KX601169.1 (Zika virus strain ZIKV/Macaca mulatta/UGA/MR-766/1947).

Cells

Vero and A549 cells were obtained from ATCC and maintained in complete DMEM (DMEM

medium [Corning] supplemented with 10% fetal bovine serum [Optima, Atlanta Biologics],

2mM L-Glutamine [Corning], 1mMHEPES [Corning], 1mM sodium pyruvate [Corning], 1x

MEMNon-essential Amino Acids [Corning], and 1x Antibiotics/Antimycotics [Corning]).

moDCs, monocytes, mDCs and pDCs were maintained in complete RPMI (RPMI 1640

medium [Corning] supplemented with 10% fetal bovine serum [Optima, Atlanta Biologics],

2mM L-Glutamine [Corning], 1mM Sodium Pyruvate [Corning], 1x MEMNon-essential

Amino Acids [Corning], and 1x Antibiotics/Antimycotics [Corning]).

Primary cell isolation

PBMCs were isolated from freshly obtained healthy donor peripheral blood using lymphocyte

separation media (MP Biomedicals or StemCell Technologies) per manufacturer’s instruc-

tions. CD14+ monocytes were magnetically purified by positive selection using the EasySep

Human CD14 Positive Selection Kit (Stem Cell Technologies) per manufacturer’s instructions.

CD14+ monocytes were resuspended in complete RPMI medium with 100ng/mL each of

recombinant human IL-4 and GM-CSF (PeproTech) at a cell density of 2e6 cells/mL. Spent

media and non-adherent cells were removed 24 hours later and replaced with fresh media and

cytokines. Suspension cells were harvested 5–6 days later for use in experiments. moDCs were

consistently CD14-, CD11c+, HLA-DR+, DC-SIGN+, and CD1a+ by flow cytometry. To

obtain mDCs and pDCs, monocytes were removed by positive selection using CD14 microbe-

ads (Miltenyi Biotech) and the CD14- fraction was enriched for DCs using a human Pan-DC

Enrichment Kit (Miltenyi Biotech). Enriched cells were surface stained to identify mDCs and

pDCs for fluorescence activated cell sorting (FACS). Within the lineage-negative HLA-DR+

population, CD1c+ mDC1 and CD141+ mDC2 were collected together as CD11c+ mDCs,

and CD123+ cells were collected as pDCs. Purity of microbead-sorted monocytes and FACS-

sorted DC populations was>95%. Monocytes, mDCs and pDCs were maintained in complete

RPMI medium. mDCs were cultured in the presence of human GM-CSF (2 ng/ml). pDC were

cultured in the presence of human IL-3 (10 ng/ml).

Cell culture infections

moDCs were harvested after 5–6 days of differentiation and resuspended in complete RPMI

(without GM-CSF or IL-4) at 1e5 cells per well of a 96-well V-bottom plate for infections.

moDCs, monocytes, mDCs, and pDCs were infected with the indicated ZIKV strain at MOIs

of 1 or 10 (based on Vero cell titer) for 1hr at 37˚C. After 1hr, virus inoculum was washed off

and cells were resuspended in 200μL fresh media and incubated at 37˚C for 3-72hr.

Viral binding assay

moDCs were infected with ZIKV at MOI of 1 for 1hr on ice and washed 4x with cold PBS

(S1C Fig). To remove bound virus, cells were then incubated with trypsin for 60 minutes on

ice and washed 4x with cold PBS. Bound virus was quantitated by qRT-PCR for ZIKV RNA.
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Agonist stimulation of moDCs

After 5–6 days of differentiation, moDCs were harvested and plated at 1e5 cells per well of a

96-well V-bottom plate in complete RPMI medium (without GM-CSF or IL-4) and stimulated

with innate immune agonists. To stimulate RIG-I signaling, 10ng of a highly specific RIG-I

agonist derived from the 3’-UTR of hepatitis C virus [55] was transfected per 1e5 cells using an

mRNA transfection kit (Mirus). To stimulate type I IFN signaling, 1e5 cells were cultured in

200μL complete RPMI media in the presence of 100 IU/mL of human recombinant IFNβ (PBL

Assay Science). To inhibit endogenous type I IFN signaling, 1e5 cells were cultured in 200μL

complete RPMI media in the presence of 1.25μg/mL anti-human Interferon-α/β Receptor

Chain 2 (clone MMHAR-2, EMDMilipore) blocking monoclonal antibody.

Focus forming assay (FFA)

Supernatants collected from moDCs were diluted in DMEM supplemented with 1% FBS and

used to infect Vero cells for 1hr at 37˚C. Cells and inoculum were overlaid with methylcellu-

lose (OptiMEM [Corning], 1% Antibiotic/Antimycotic [Corning], 2% FBS, and 2%methylcel-

lulose [Sigma Aldrich]) and incubated for 72hr at 37˚C. Cells were washed with PBS to remove

methylcellulose and fixed with a 1:1 methanol:acetone mixture for 30min. Cells were blocked

with 5% milk in PBS at RT for 20min. Cells were incubated with primary antibody (mouse

4G2 monoclonal antibody) at 1μg/mL in 5% milk in PBS for 2hr at RT. Cells were incubated

with secondary antibody (HRP-conjugated goat anti-mouse IgG) diluted 1:3000 in 5% milk in

PBS for 1hr at RT. Foci were developed with TrueBlue Peroxidase Substrate (KPL). Plates were

read on a CTL-ImmunoSpot S6 Micro Analyzer.

Quantitative reverse transcription-PCR (qRT-PCR)

Total RNA was purified from 1e5 moDCs using the Quick-RNAMiniPrep kit (Zymo

Research) per the manufacturer’s instructions. Purified RNA was reverse transcribed using the

High Capacity cDNA Reverse Transcription Kit (Applied Biosystems) using random hexam-

ers. For quantitation of viral RNA and host gene expression, qRT-PCR was performed as pre-

viously described [34].

Sequence alignment

All pairwise alignments between ZIKV PR-2015, P6-1966, MR-1947, and Dak-1984 were per-

formed using MegAlign and the Jotun Hein method. For calculations of nucleotide sequence

similarity indices, the Martinez/Needleman-Wunsch method was used, and the parameters

included a minimummatch of 9, gap penalty of 1.1, and gap length penalty of 0.33.

Flow cytometry and ImageStream analysis

The following mouse anti-human antibodies were purchased from BioLegend or Becton

Dickinson: CD11c (B-Ly6), HLA-DR (G46-6), CD1a (HI149), CD209 (9E9A8), CD14

(M5E2), CD80 (2D10), CD86 (IT2.2), and CD40 (5C3). Unconjugated monoclonal 4G2 anti-

body was kindly provided by Dr. Jens Wrammert (Emory University) and conjugated to

APC (Novus Lightning-Link). Following 10min of Fc receptor blockade on ice (Human

TruStain FcX, BioLegend), 1e5 cells were sequentially stained for surface markers and viabil-

ity (Ghost Dye Red 780, Tonbo Biosciences) for 20min on ice. For intracellular staining of

ZIKV E protein, cells were fixed and permeabilized (Foxp3/Transcription Factor Staining

Buffer Kit, Tonbo Biosciences), blocked for 10 minutes (Human TruStain FcX and 10% nor-

mal mouse serum), and stained with 4G2-APC for 20min at room temperature. Multi-color
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flow cytometry acquisition was performed on a BD LSR II and data was analyzed using

FlowJo version 10. ImageStream data acquisition was performed on an ImageStream XMark

II and data was analyzed using Amnis IDEAS software. Monocytes, mDCs and pDCs were

stained for viability using Zombie Aqua Fixable Viability Kit in protein-free buffer. Cells for

surface staining were suspended in 10% FCS/PBS and incubated with antibodies for 20min

at 4˚C. Cells were washed, fixed with BD Fix buffer, and acquired on a BD LSR II with all

analysis performed using FlowJo version 10.

Multiplex bead array

Cytokine analysis was performed on supernatants obtained from 1e5 moDCs following the

indicated treatment conditions using a human magnetic 25-plex panel (ThermoScientific) and

a custom magnetic 3-plex panel with human IFNβ, IFNα, and IFNλ1 (eBioscience) per the
manufacturer’s instructions, and read on a Luminex 100 Analyzer. For cytokine analysis

within whole cell lysates, 1e5 moDCs were collected in modified radioimmunoprecipitation

assay buffer (10 mM Tris [pH 7.5], 150 mMNaCl, 1% sodium deoxycholate, and 1% Triton X-

100) supplemented with Halt Protease Inhibitor Cocktail (ThermoFisher) and diluted 1:5

prior to luminex analysis. Culture supernatants from monocytes, mDCs or pDCs were ana-

lyzed for cytokine and chemokines using Cytokine Bead Array (CBA) kits (BD Biosciences,

San Diego, US) per the manufacturer’s instructions. Cytokines analyzed included: GM-CSF,

TNF-α, IL-4, IL-6, MIP-1α, IL-8, IL-15, IL-2R, IP-10, MIP-1β, Eotaxin, RANTES, MIG, IL-

1RA, IL-12 (p40/p70) IL-13, IFN-γ, MCP-1, IL-7, IL-17, IL-10, IL-5, IL-2, IL-1β, IFNα, IFNβ,
and IFNλ1.

Western blot analysis

STAT1 and STAT2 signaling was studied in A549 cells as previously described [61]. Briefly,

A549 cells were infected with the indicated ZIKV strain at an MOI of 0.1 and 1 (based on Vero

cell titration). At 48hpi, cells were pulse treated with 1000 IU/mL of recombinant human IFNβ
(PBL Assay Science) for 30 minutes and whole-cell lysates were collected in modified radioim-

munoprecipitation assay buffer supplemented with Halt Protease Inhibitor Cocktail (Thermo-

Fisher) and phosphatase inhibitor cocktail II (Calbiochem). Western blot analysis was

performed to detect STAT1 phosphotyrosine residue 701 (Cell Signaling), total STAT1 (Cell

Signaling), STAT2 phosphotyrosine residue 689 (Upstate, EMDMilipore), total STAT2 (Cell

Signaling), and glyceraldehyde 3-phosphate dehydrogenase (GAPDH; Cell Signaling). Protein

expression levels were quantified using Image Lab software. For analysis of antiviral effector

proteins within human moDCs, 4e5 cells were used per condition and protein lysates were col-

lected as described for A549 cells. The following antibodies were obtained from Cell Signaling:

RIG-I, MDA5, LGP2, STAT1, STAT2, IFIT1, viperin, and GAPDH. The IFIT3 antibody was

kindly provided by Dr. G. Sen.

Supporting Information

S1 Fig. Related to Fig 1, ZIKV PR-2015 productively infects moDCs. (A)moDCs were

mock-infected, infected with ZIKV PR-2015, or UV-inactivated PR-2015 (“UV ZIKV”) at

MOI of 1 and the percentage of infected cells was assessed by ZIKV E protein staining. ZIKV

PR-2015 was inactivated by exposure to ultraviolet (UV) light for 1hr. hpi, hours post-infec-

tion. (B)Donors were stratified into “high” and “low” infection. (C) Experimental outline for

ZIKV binding assay.

(TIF)
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S2 Fig. Related to Figs 2–7, ZIKV strains used in this study. (A) Experimental outline used

to obtain data in Fig 2. moDCs were generated from healthy donors and infected with all four

strains of ZIKV (n = 6 donors). We performed parallel analysis of viral RNA, infectious virus

release, and viral E protein staining from each of these samples. (B) Viral RNA was detected by

qRT-PCR for ZIKV E protein RNA. Gene expression is shown as relative expression after nor-

malization to GAPDH levels in each respective sample (n = 6 donors). (C) Representative FFA

staining for the different ZIKV stains. Serial dilutions are indicated across the top.

(TIF)

S3 Fig. Related to Fig 3, ZIKV PR-2015 does not induce activation of human blood mono-

cytes or DC subsets. (A)moDCs were left untreated (“Mock”) or treated with RIG-I agonist

(10ng/1e5 cells) for 24hrs. Cells were labeled for indicated DC activation markers and surface

expression was quantitated by flow cytometry. Values are represented as the average median

fluorescence intensity (MFI) of three technical replicates. Error bars represent the SD. Statisti-

cal significance was determined as P<0.05 by a MannWhitney U test. (B)Monocytes, (C)

myeloid DCs (mDCs) and (D) plasmacytoid DCs (pDCs) were left untreated (“Mock”) or

infected with PR-2015 at MOI of 1 (n = 5 donors). Cells were collected at 24hpi and labeled for

indicated DC activation markers. Surface expression was quantitated by flow cytometry. Val-

ues for each donor are represented as the median fluorescence intensity (MFI), with mock and

ZIKV infected samples from the same donor connected with a line. Statistical significance was

determined as p<0.05 using a Wilcoxon signed-rank test (B-D). Of note, no values were statis-

tically significant in panels B-D.

(TIF)

S4 Fig. Related to Fig 5, ZIKV induces type I IFN gene transcription. (A)moDCs were

infected with ZIKV PR-2015, P6-1966, MR-1947, or Dak-1984 at MOI of 1 (n = 6–8 donors).

Cells were collected at indicated hours post-infection and antiviral gene expression was deter-

mined by qRT-PCR. (B)moDCs were treated with RIG-I agonist (10ng/1e5 cells) or virally

infected with ZIKV PR-2015 at MOI of 1 (n = 4 donors). At 48hpi, RNA was isolated, reverse

transcribed using either random hexamer or Oligo(dT) primers, and IFNB1 expression was

determined by qRT-PCR. All gene expression was normalized to GAPDH transcript levels in

each respective sample and represented as the log2 normalized fold increase above donor- and

time point-matched uninfected cells. Error bars represent the mean +/- SD.

(TIF)

S5 Fig. Related to Figs 5 and 6, Antiviral effector gene expression corresponds with viral

replication.moDCs from eight donors infected with ZIKV PR-2015 were separated into “high

infection” (5 donors) and “low infection” (3 donors) on the basis of E protein staining as

assessed by flow cytometry (see Fig 1C). Antiviral gene expression was determined by

qRT-PCR. Gene expression was normalized to GAPDH transcript levels in each respective

sample and represented as the averaged log2 normalized fold increase above donor- and time

point-matched uninfected cells. Error bars represent the mean +/- SD.

(TIF)

S6 Fig. Related to Fig 8, ZIKV antagonizes type I IFN signaling. Representative flow plots of

A549 cells infected with indicated ZIKV strain at MOI of 0.1 or 1 for 48hrs and labeled for the

presence of viral E protein. Data is representative of two independent experiments.

(TIF)

S1 Table. Related to Figs 1 and 2, ZIKV isolates used in this study. Information about the

ZIKV strains used throughout these studies, nucleotide similarity between coding regions of
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ZIKV strain genomes, and amino acid differences between viral proteins of ZIKV strains.

CDS- coding DNA sequence, V- Vero cell, SM- suckling mouse brain, Ap61- Aedes pseudos-

cutellaris cell line, C6- Aedes albopictus clone C6/36 cell line.

(PDF)

S2 Table. Related to Fig 4, Cytokine production by monocyte derived DCs (moDCs).

moDCs were left untreated (“Mock”), transfected with RIG-I agonist (10ng/1e5 cells), or

infected with ZIKV PR-2015, P6-1966, MR-1947, or Dak-1984 at MOI of 1 (n = 7 donors).

Cytokine levels in the supernatants were determined by multiplex bead array at 24hrs post-

agonist transfection or 48hrs post-infection. All values are represented in “pg/mL”. Cytokine

levels that were below the lower limit of detection are indicated as not detected or “ND”.

LLOQ, lower limit of quantitation.

(PDF)

S3 Table. Related to Fig 4, Cytokine production by human blood monocytes.Monocytes

were left untreated (“Mock”), treated with LPS (100ng/mL), or infected with ZIKV PR-2015 at

MOI of 1 (n = 4–5 donors). Cytokine levels in the supernatants were determined by multiplex

bead array 24hrs later. Cytokines that were not assayed are indicated as “-“.

(PDF)

S4 Table. Related to Fig 4, Cytokine production by human blood myeloid DCs (mDCs).

mDCs were left untreated (“Mock”), treated with LPS (100ng/mL), or infected with ZIKV PR-

2015 at MOI of 1 (n = 4–5 donors). Cytokine levels in the supernatants were determined by

multiplex bead array 24hrs later. Cytokines that were not assayed are indicated as “-“.

(PDF)

S5 Table. Related to Fig 4. Cytokine production by human blood plasmacytoid DCs

(pDCs). pDCs were left untreated (“Mock”), treated with R848 (1μg/mL) or infected with

ZIKV PR-2015 at MOI of 1 (n = 4–5 donors). Cytokine levels in the supernatants were deter-

mined by multiplex bead array 24hrs later.

(PDF)
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Européen sur les maladies transmissibles = European communicable disease bulletin 19.

7. Sharp TM, Munoz-Jordan J, Perez-Padilla J, Bello-PaganMI, Rivera A, et al. (2016) Zika Virus Infection
AssociatedWith Severe Thrombocytopenia. Clin Infect Dis.

8. Dick GW, Kitchen SF, Haddow AJ (1952) Zika virus. I. Isolations and serological specificity. Trans R
Soc Trop Med Hyg 46: 509–520. PMID: 12995440

9. Haddow AJ, WilliamsMC,Woodall JP, Simpson DI, Goma LK (1964) Twelve Isolations of Zika Virus
from Aedes (Stegomyia) Africanus (Theobald) Taken in and above a Uganda Forest. Bull World Health
Organ 31: 57–69. PMID: 14230895

10. Lanciotti RS, Lambert AJ, Holodniy M, Saavedra S, Signor Ldel C (2016) Phylogeny of Zika Virus in
Western Hemisphere, 2015. Emerg Infect Dis 22: 933–935. doi: 10.3201/eid2205.160065 PMID:
27088323

11. Dowd KA, DeMaso CR, Pelc RS, Speer SD, Smith AR, et al. (2016) Broadly Neutralizing Activity of Zika
Virus-Immune Sera Identifies a Single Viral Serotype. Cell Rep 16: 1485–1491. doi: 10.1016/j.celrep.
2016.07.049 PMID: 27481466

12. Petersen LR, Jamieson DJ, Powers AM, Honein MA (2016) Zika Virus. N Engl J Med 374: 1552–1563.
doi: 10.1056/NEJMra1602113 PMID: 27028561

13. Adams L, Bello-Pagan M, Lozier M, Ryff KR, Espinet C, et al. (2016) Update: Ongoing Zika Virus Trans-
mission—Puerto Rico, November 1, 2015-July 7, 2016. MMWRMorb Mortal Wkly Rep 65: 774–779.
doi: 10.15585/mmwr.mm6530e1 PMID: 27490087

14. Lozier M, Adams L, FeboMF, Torres-Aponte J, Bello-PaganM, et al. (2016) Incidence of Zika Virus Dis-
ease by Age and Sex—Puerto Rico, November 1, 2015-October 20, 2016. MMWRMorbMortal Wkly
Rep 65: 1219–1223. doi: 10.15585/mmwr.mm6544a4 PMID: 27832051

15. Likos A, Griffin I, Bingham AM, Stanek D, Fischer M, et al. (2016) Local Mosquito-Borne Transmission
of Zika Virus—Miami-Dade and Broward Counties, Florida, June-August 2016. MMWRMorb Mortal
Wkly Rep 65: 1032–1038. doi: 10.15585/mmwr.mm6538e1 PMID: 27684886

16. Yockey Laura J, Varela L, Rakib T, Khoury-Hanold W, Fink Susan L, et al. (2016) Vaginal Exposure to
Zika Virus during Pregnancy Leads to Fetal Brain Infection. Cell 166: 1247–1256.e1244. doi: 10.1016/j.
cell.2016.08.004 PMID: 27565347

17. Davidson A, Slavinski S, Komoto K, Rakeman J, Weiss D (2016) Suspected Female-to-Male Sexual
Transmission of Zika Virus—New York City, 2016. MMWRMorbMortal Wkly Rep 65: 716–717. doi:
10.15585/mmwr.mm6528e2 PMID: 27442327

18. D’Ortenzio E, Matheron S, Yazdanpanah Y, de Lamballerie X, Hubert B, et al. (2016) Evidence of Sex-
ual Transmission of Zika Virus. N Engl J Med 374: 2195–2198. doi: 10.1056/NEJMc1604449 PMID:
27074370

19. Govero J, Esakky P, Scheaffer SM, Fernandez E, Drury A, et al. (2016) Zika virus infection damages
the testes in mice. Nature.

Zika Virus Antagonizes Type I Interferon Responses

PLOS Pathogens | DOI:10.1371/journal.ppat.1006164 February 2, 2017 27 / 30

http://dx.doi.org/10.1016/j.cell.2016.05.008
http://dx.doi.org/10.1016/j.cell.2016.05.008
http://www.ncbi.nlm.nih.gov/pubmed/27180225
http://dx.doi.org/10.1056/NEJMoa1600651
http://www.ncbi.nlm.nih.gov/pubmed/26862926
http://www.ncbi.nlm.nih.gov/pubmed/12995440
http://www.ncbi.nlm.nih.gov/pubmed/14230895
http://dx.doi.org/10.3201/eid2205.160065
http://www.ncbi.nlm.nih.gov/pubmed/27088323
http://dx.doi.org/10.1016/j.celrep.2016.07.049
http://dx.doi.org/10.1016/j.celrep.2016.07.049
http://www.ncbi.nlm.nih.gov/pubmed/27481466
http://dx.doi.org/10.1056/NEJMra1602113
http://www.ncbi.nlm.nih.gov/pubmed/27028561
http://dx.doi.org/10.15585/mmwr.mm6530e1
http://www.ncbi.nlm.nih.gov/pubmed/27490087
http://dx.doi.org/10.15585/mmwr.mm6544a4
http://www.ncbi.nlm.nih.gov/pubmed/27832051
http://dx.doi.org/10.15585/mmwr.mm6538e1
http://www.ncbi.nlm.nih.gov/pubmed/27684886
http://dx.doi.org/10.1016/j.cell.2016.08.004
http://dx.doi.org/10.1016/j.cell.2016.08.004
http://www.ncbi.nlm.nih.gov/pubmed/27565347
http://dx.doi.org/10.15585/mmwr.mm6528e2
http://www.ncbi.nlm.nih.gov/pubmed/27442327
http://dx.doi.org/10.1056/NEJMc1604449
http://www.ncbi.nlm.nih.gov/pubmed/27074370


20. Motta IJ, Spencer BR, Cordeiro da Silva SG, Arruda MB, Dobbin JA, et al. (2016) Evidence for Trans-
mission of Zika Virus by Platelet Transfusion. N Engl J Med.

21. Schmid MA, Harris E (2014) Monocyte recruitment to the dermis and differentiation to dendritic cells
increases the targets for dengue virus replication. PLoS Pathog 10: e1004541. doi: 10.1371/journal.
ppat.1004541 PMID: 25474197

22. Cerny D, Haniffa M, Shin A, Bigliardi P, Tan BK, et al. (2014) Selective susceptibility of human skin anti-
gen presenting cells to productive dengue virus infection. PLoS Pathog 10: e1004548. doi: 10.1371/
journal.ppat.1004548 PMID: 25474532

23. Pinto AK, Ramos HJ, Wu X, Aggarwal S, Shrestha B, et al. (2014) Deficient IFN signaling by myeloid
cells leads to MAVS-dependent virus-induced sepsis. PLoS Pathog 10: e1004086. doi: 10.1371/
journal.ppat.1004086 PMID: 24743949

24. Robertson SJ, Lubick KJ, Freedman BA, Carmody AB, Best SM (2014) Tick-borne flaviviruses antago-
nize both IRF-1 and type I IFN signaling to inhibit dendritic cell function. J Immunol 192: 2744–2755.
doi: 10.4049/jimmunol.1302110 PMID: 24532583

25. Aleyas AG, Han YW, George JA, Kim B, Kim K, et al. (2010) Multifront assault on antigen presentation
by Japanese encephalitis virus subverts CD8+ T cell responses. J Immunol 185: 1429–1441. doi: 10.
4049/jimmunol.0902536 PMID: 20581148

26. Suthar MS, Brassil MM, Blahnik G, McMillan A, Ramos HJ, et al. (2013) A systems biology approach
reveals that tissue tropism toWest Nile virus is regulated by antiviral genes and innate immune cellular
processes. PLoS Pathog 9: e1003168. doi: 10.1371/journal.ppat.1003168 PMID: 23544010

27. Loo YM, Gale M Jr. (2011) Immune signaling by RIG-I-like receptors. Immunity 34: 680–692. doi: 10.
1016/j.immuni.2011.05.003 PMID: 21616437

28. Errett JS, Suthar MS, McMillan A, DiamondMS, Gale M Jr. (2013) The essential, nonredundant roles of
RIG-I andMDA5 in detecting and controllingWest Nile virus infection. J Virol 87: 11416–11425. doi: 10.
1128/JVI.01488-13 PMID: 23966395

29. Suthar MS, Ma DY, Thomas S, Lund JM, Zhang N, et al. (2010) IPS-1 is essential for the control of
West Nile virus infection and immunity. PLoS Pathog 6: e1000757. doi: 10.1371/journal.ppat.1000757
PMID: 20140199

30. Lazear HM, Pinto AK, Vogt MR, Gale M Jr., DiamondMS (2011) Beta interferon controlsWest Nile
virus infection and pathogenesis in mice. J Virol 85: 7186–7194. doi: 10.1128/JVI.00396-11 PMID:
21543483

31. Grant A, Ponia Sanket S, Tripathi S, Balasubramaniam V, Miorin L, et al. (2016) Zika Virus Targets
Human STAT2 to Inhibit Type I Interferon Signaling. Cell Host & Microbe.

32. Faria NR, Azevedo RD, Kraemer MU, Souza R, CunhaMS, et al. (2016) Zika virus in the Americas:
Early epidemiological and genetic findings. Science.

33. Welsch S, Miller S, Romero-Brey I, Merz A, Bleck CK, et al. (2009) Composition and three-dimensional
architecture of the dengue virus replication and assembly sites. Cell Host Microbe 5: 365–375. doi: 10.
1016/j.chom.2009.03.007 PMID: 19380115

34. Quicke KM, Bowen JR, Johnson EL, McDonald CE, Ma H, et al. (2016) Zika Virus Infects Human Pla-
cental Macrophages. Cell Host Microbe.

35. Nybakken GE, Oliphant T, Johnson S, Burke S, DiamondMS, et al. (2005) Structural basis of West Nile
virus neutralization by a therapeutic antibody. Nature 437: 764–769. doi: 10.1038/nature03956 PMID:
16193056

36. Liu S, DeLalio LJ, Isakson BE, Wang TT (2016) AXL-Mediated Productive Infection of Human Endothe-
lial Cells by Zika Virus. Circ Res 119: 1183–1189. doi: 10.1161/CIRCRESAHA.116.309866 PMID:
27650556

37. Haddow AD, Schuh AJ, Yasuda CY, Kasper MR, Heang V, et al. (2012) Genetic characterization of
Zika virus strains: geographic expansion of the Asian lineage. PLoS Negl Trop Dis 6: e1477. doi: 10.
1371/journal.pntd.0001477 PMID: 22389730

38. Li C, Xu D, Ye Q, Hong S, Jiang Y, et al. (2016) Zika Virus Disrupts Neural Progenitor Development and
Leads to Microcephaly in Mice. Cell Stem Cell.

39. Dang J, Tiwari SK, Lichinchi G, Qin Y, Patil VS, et al. (2016) Zika Virus Depletes Neural Progenitors in
Human Cerebral Organoids through Activation of the Innate Immune Receptor TLR3. Cell Stem Cell.

40. Garcez PP, Loiola EC, Madeiro da Costa R, Higa LM, Trindade P, et al. (2016) Zika virus impairs growth
in human neurospheres and brain organoids. Science 352: 816–818. doi: 10.1126/science.aaf6116
PMID: 27064148

41. Pulendran B (2015) The varieties of immunological experience: of pathogens, stress, and dendritic
cells. Annu Rev Immunol 33: 563–606. doi: 10.1146/annurev-immunol-020711-075049 PMID:
25665078

Zika Virus Antagonizes Type I Interferon Responses

PLOS Pathogens | DOI:10.1371/journal.ppat.1006164 February 2, 2017 28 / 30

http://dx.doi.org/10.1371/journal.ppat.1004541
http://dx.doi.org/10.1371/journal.ppat.1004541
http://www.ncbi.nlm.nih.gov/pubmed/25474197
http://dx.doi.org/10.1371/journal.ppat.1004548
http://dx.doi.org/10.1371/journal.ppat.1004548
http://www.ncbi.nlm.nih.gov/pubmed/25474532
http://dx.doi.org/10.1371/journal.ppat.1004086
http://dx.doi.org/10.1371/journal.ppat.1004086
http://www.ncbi.nlm.nih.gov/pubmed/24743949
http://dx.doi.org/10.4049/jimmunol.1302110
http://www.ncbi.nlm.nih.gov/pubmed/24532583
http://dx.doi.org/10.4049/jimmunol.0902536
http://dx.doi.org/10.4049/jimmunol.0902536
http://www.ncbi.nlm.nih.gov/pubmed/20581148
http://dx.doi.org/10.1371/journal.ppat.1003168
http://www.ncbi.nlm.nih.gov/pubmed/23544010
http://dx.doi.org/10.1016/j.immuni.2011.05.003
http://dx.doi.org/10.1016/j.immuni.2011.05.003
http://www.ncbi.nlm.nih.gov/pubmed/21616437
http://dx.doi.org/10.1128/JVI.01488-13
http://dx.doi.org/10.1128/JVI.01488-13
http://www.ncbi.nlm.nih.gov/pubmed/23966395
http://dx.doi.org/10.1371/journal.ppat.1000757
http://www.ncbi.nlm.nih.gov/pubmed/20140199
http://dx.doi.org/10.1128/JVI.00396-11
http://www.ncbi.nlm.nih.gov/pubmed/21543483
http://dx.doi.org/10.1016/j.chom.2009.03.007
http://dx.doi.org/10.1016/j.chom.2009.03.007
http://www.ncbi.nlm.nih.gov/pubmed/19380115
http://dx.doi.org/10.1038/nature03956
http://www.ncbi.nlm.nih.gov/pubmed/16193056
http://dx.doi.org/10.1161/CIRCRESAHA.116.309866
http://www.ncbi.nlm.nih.gov/pubmed/27650556
http://dx.doi.org/10.1371/journal.pntd.0001477
http://dx.doi.org/10.1371/journal.pntd.0001477
http://www.ncbi.nlm.nih.gov/pubmed/22389730
http://dx.doi.org/10.1126/science.aaf6116
http://www.ncbi.nlm.nih.gov/pubmed/27064148
http://dx.doi.org/10.1146/annurev-immunol-020711-075049
http://www.ncbi.nlm.nih.gov/pubmed/25665078


42. Schoggins JW, Rice CM (2011) Interferon-stimulated genes and their antiviral effector functions. Curr
Opin Virol 1: 519–525. doi: 10.1016/j.coviro.2011.10.008 PMID: 22328912

43. Olagnier D, Scholte FE, Chiang C, Albulescu IC, Nichols C, et al. (2014) Inhibition of dengue and chi-
kungunya virus infections by RIG-I-mediated type I interferon-independent stimulation of the innate anti-
viral response. J Virol 88: 4180–4194. doi: 10.1128/JVI.03114-13 PMID: 24478443

44. Aliota MT, Caine EA, Walker EC, Larkin KE, Camacho E, et al. (2016) Characterization of Lethal Zika
Virus Infection in AG129Mice. PLoS Negl Trop Dis 10: e0004682. doi: 10.1371/journal.pntd.0004682
PMID: 27093158

45. Rossi SL, Tesh RB, Azar SR, Muruato AE, Hanley KA, et al. (2016) Characterization of a Novel Murine
Model to Study Zika Virus. Am J Trop Med Hyg.

46. Lazear HM, Govero J, Smith AM, Platt DJ, Fernandez E, et al. (2016) A MouseModel of Zika Virus
Pathogenesis. Cell Host Microbe.

47. Lazear HM, Daniels BP, Pinto AK, Huang AC, Vick SC, et al. (2015) Interferon-lambda restricts West
Nile virus neuroinvasion by tightening the blood-brain barrier. Sci Transl Med 7: 284ra259.

48. Prins KC, CardenasWB, Basler CF (2009) Ebola virus protein VP35 impairs the function of interferon
regulatory factor-activating kinases IKKepsilon and TBK-1. J Virol 83: 3069–3077. doi: 10.1128/JVI.
01875-08 PMID: 19153231

49. Mibayashi M, Martinez-Sobrido L, Loo YM, CardenasWB, Gale M Jr., et al. (2007) Inhibition of retinoic
acid-inducible gene I-mediated induction of beta interferon by the NS1 protein of influenza A virus. J
Virol 81: 514–524. doi: 10.1128/JVI.01265-06 PMID: 17079289

50. Anglero-Rodriguez YI, Pantoja P, Sariol CA (2014) Dengue virus subverts the interferon induction path-
way via NS2B/3 protease-IkappaB kinase epsilon interaction. Clin Vaccine Immunol 21: 29–38. doi: 10.
1128/CVI.00500-13 PMID: 24173023

51. Horner SM, Park HS, Gale M Jr. (2012) Control of innate immune signaling and membrane targeting by
the Hepatitis C virus NS3/4A protease are governed by the NS3 helix alpha0. J Virol 86: 3112–3120.
doi: 10.1128/JVI.06727-11 PMID: 22238314

52. Schulz O, Pichlmair A, Rehwinkel J, Rogers NC, Scheuner D, et al. (2010) Protein kinase R contributes
to immunity against specific viruses by regulating interferon mRNA integrity. Cell Host Microbe 7: 354–
361. doi: 10.1016/j.chom.2010.04.007 PMID: 20478537

53. Schoggins JW,Wilson SJ, Panis M, Murphy MY, Jones CT, et al. (2011) A diverse range of gene prod-
ucts are effectors of the type I interferon antiviral response. Nature 472: 481–485. doi: 10.1038/
nature09907 PMID: 21478870

54. Schnell G, Loo YM, Marcotrigiano J, Gale M Jr. (2012) Uridine composition of the poly-U/UC tract of
HCV RNA defines non-self recognition by RIG-I. PLoS Pathog 8: e1002839. doi: 10.1371/journal.ppat.
1002839 PMID: 22912574

55. Saito T, Owen DM, Jiang F, Marcotrigiano J, Gale M Jr. (2008) Innate immunity induced by composi-
tion-dependent RIG-I recognition of hepatitis C virus RNA. Nature 454: 523–527. doi: 10.1038/
nature07106 PMID: 18548002

56. Keller BC, Fredericksen BL, Samuel MA, Mock RE, Mason PW, et al. (2006) Resistance to alpha/beta
interferon is a determinant of West Nile virus replication fitness and virulence. J Virol 80: 9424–9434.
doi: 10.1128/JVI.00768-06 PMID: 16973548

57. Laurent-Rolle M, Boer EF, Lubick KJ, Wolfinbarger JB, Carmody AB, et al. (2010) The NS5 protein of
the virulent West Nile virus NY99 strain is a potent antagonist of type I interferon-mediated JAK-STAT
signaling. J Virol 84: 3503–3515. doi: 10.1128/JVI.01161-09 PMID: 20106931

58. Laurent-Rolle M, Morrison J, RajsbaumR, Macleod JM, Pisanelli G, et al. (2014) The interferon signal-
ing antagonist function of yellow fever virus NS5 protein is activated by type I interferon. Cell Host
Microbe 16: 314–327. doi: 10.1016/j.chom.2014.07.015 PMID: 25211074

59. Best SM, Morris KL, Shannon JG, Robertson SJ, Mitzel DN, et al. (2005) Inhibition of interferon-stimu-
lated JAK-STAT signaling by a tick-borne flavivirus and identification of NS5 as an interferon antagonist.
J Virol 79: 12828–12839. doi: 10.1128/JVI.79.20.12828-12839.2005 PMID: 16188985

60. Frumence E, RocheM, Krejbich-Trotot P, El-Kalamouni C, Nativel B, et al. (2016) The South Pacific epi-
demic strain of Zika virus replicates efficiently in human epithelial A549 cells leading to IFN-beta produc-
tion and apoptosis induction. Virology 493: 217–226. doi: 10.1016/j.virol.2016.03.006 PMID: 27060565

61. Suthar MS, Brassil MM, Blahnik G, Gale M Jr. (2012) Infectious clones of novel lineage 1 and lineage 2
West Nile virus strainsWNV-TX02 andWNV-Madagascar. J Virol 86: 7704–7709. doi: 10.1128/JVI.
00401-12 PMID: 22573862

62. Goulet ML, Olagnier D, Xu Z, Paz S, Belgnaoui SM, et al. (2013) Systems analysis of a RIG-I agonist
inducing broad spectrum inhibition of virus infectivity. PLoS Pathog 9: e1003298. doi: 10.1371/journal.
ppat.1003298 PMID: 23633948

Zika Virus Antagonizes Type I Interferon Responses

PLOS Pathogens | DOI:10.1371/journal.ppat.1006164 February 2, 2017 29 / 30

http://dx.doi.org/10.1016/j.coviro.2011.10.008
http://www.ncbi.nlm.nih.gov/pubmed/22328912
http://dx.doi.org/10.1128/JVI.03114-13
http://www.ncbi.nlm.nih.gov/pubmed/24478443
http://dx.doi.org/10.1371/journal.pntd.0004682
http://www.ncbi.nlm.nih.gov/pubmed/27093158
http://dx.doi.org/10.1128/JVI.01875-08
http://dx.doi.org/10.1128/JVI.01875-08
http://www.ncbi.nlm.nih.gov/pubmed/19153231
http://dx.doi.org/10.1128/JVI.01265-06
http://www.ncbi.nlm.nih.gov/pubmed/17079289
http://dx.doi.org/10.1128/CVI.00500-13
http://dx.doi.org/10.1128/CVI.00500-13
http://www.ncbi.nlm.nih.gov/pubmed/24173023
http://dx.doi.org/10.1128/JVI.06727-11
http://www.ncbi.nlm.nih.gov/pubmed/22238314
http://dx.doi.org/10.1016/j.chom.2010.04.007
http://www.ncbi.nlm.nih.gov/pubmed/20478537
http://dx.doi.org/10.1038/nature09907
http://dx.doi.org/10.1038/nature09907
http://www.ncbi.nlm.nih.gov/pubmed/21478870
http://dx.doi.org/10.1371/journal.ppat.1002839
http://dx.doi.org/10.1371/journal.ppat.1002839
http://www.ncbi.nlm.nih.gov/pubmed/22912574
http://dx.doi.org/10.1038/nature07106
http://dx.doi.org/10.1038/nature07106
http://www.ncbi.nlm.nih.gov/pubmed/18548002
http://dx.doi.org/10.1128/JVI.00768-06
http://www.ncbi.nlm.nih.gov/pubmed/16973548
http://dx.doi.org/10.1128/JVI.01161-09
http://www.ncbi.nlm.nih.gov/pubmed/20106931
http://dx.doi.org/10.1016/j.chom.2014.07.015
http://www.ncbi.nlm.nih.gov/pubmed/25211074
http://dx.doi.org/10.1128/JVI.79.20.12828-12839.2005
http://www.ncbi.nlm.nih.gov/pubmed/16188985
http://dx.doi.org/10.1016/j.virol.2016.03.006
http://www.ncbi.nlm.nih.gov/pubmed/27060565
http://dx.doi.org/10.1128/JVI.00401-12
http://dx.doi.org/10.1128/JVI.00401-12
http://www.ncbi.nlm.nih.gov/pubmed/22573862
http://dx.doi.org/10.1371/journal.ppat.1003298
http://dx.doi.org/10.1371/journal.ppat.1003298
http://www.ncbi.nlm.nih.gov/pubmed/23633948


63. Chambers TJ, Halevy M, Nestorowicz A, Rice CM, Lustig S (1998)West Nile virus envelope proteins:
nucleotide sequence analysis of strains differing in mouse neuroinvasiveness. J Gen Virol 79 (Pt 10):
2375–2380.

64. KlimstraWB, Ryman KD, Johnston RE (1998) Adaptation of Sindbis virus to BHK cells selects for use
of heparan sulfate as an attachment receptor. Journal of virology 72: 7357–7366. PMID: 9696832

65. Kaul A, Woerz I, Meuleman P, Leroux-Roels G, Bartenschlager R (2007) Cell culture adaptation of hep-
atitis C virus and in vivo viability of an adapted variant. J Virol 81: 13168–13179. doi: 10.1128/JVI.
01362-07 PMID: 17881454

66. Shan C, Xie X, Muruato AE, Rossi SL, Roundy CM, et al. (2016) An Infectious cDNA Clone of Zika
Virus to Study Viral Virulence, Mosquito Transmission, and Antiviral Inhibitors. Cell Host Microbe.

67. Hamel R, Dejarnac O, Wichit S, Ekchariyawat P, Neyret A, et al. (2015) Biology of Zika Virus Infection in
Human Skin Cells. J Virol 89: 8880–8896. doi: 10.1128/JVI.00354-15 PMID: 26085147

68. Graham JB, Thomas S, Swarts J, McMillan AA, Ferris MT, et al. (2015) Genetic diversity in the collabo-
rative cross model recapitulates humanWest Nile virus disease outcomes. MBio 6: e00493–00415.
doi: 10.1128/mBio.00493-15 PMID: 25944860

69. Bol SM, van Remmerden Y, Sietzema JG, Kootstra NA, Schuitemaker H, et al. (2009) Donor variation
in in vitro HIV-1 susceptibility of monocyte-derived macrophages. Virology 390: 205–211. doi: 10.1016/
j.virol.2009.05.027 PMID: 19535121

70. Travanty E, Zhou B, Zhang H, Di YP, Alcorn JF, et al. (2015) Differential Susceptibilities of Human Lung
Primary Cells to H1N1 Influenza Viruses. J Virol 89: 11935–11944. doi: 10.1128/JVI.01792-15 PMID:
26378172

71. Querec T, Bennouna S, Alkan S, Laouar Y, Gorden K, et al. (2006) Yellow fever vaccine YF-17D acti-
vates multiple dendritic cell subsets via TLR2, 7, 8, and 9 to stimulate polyvalent immunity. J ExpMed
203: 413–424. doi: 10.1084/jem.20051720 PMID: 16461338

72. Libraty DH, Pichyangkul S, Ajariyakhajorn C, Endy TP, Ennis FA (2001) Human dendritic cells are acti-
vated by dengue virus infection: enhancement by gamma interferon and implications for disease patho-
genesis. J Virol 75: 3501–3508. doi: 10.1128/JVI.75.8.3501-3508.2001 PMID: 11264339

73. Tappe D, Perez-Giron JV, Zammarchi L, Rissland J, Ferreira DF, et al. (2016) Cytokine kinetics of Zika
virus-infected patients from acute to reconvalescent phase. MedMicrobiol Immunol 205: 269–273. doi:
10.1007/s00430-015-0445-7 PMID: 26702627

74. Hanners NW, Eitson JL, Usui N, Richardson RB, Wexler EM, et al. (2016)Western Zika Virus in Human
Fetal Neural Progenitors Persists Long Term with Partial Cytopathic and Limited Immunogenic Effects.
Cell reports 15: 2315–2322. doi: 10.1016/j.celrep.2016.05.075 PMID: 27268504

75. Bayless NL, Greenberg RS, Swigut T, Wysocka J, Blish CA (2016) Zika Virus Infection Induces Cranial
Neural Crest Cells to Produce Cytokines at Levels Detrimental for Neurogenesis. Cell Host Microbe 20:
423–428. doi: 10.1016/j.chom.2016.09.006 PMID: 27693308

76. Beljanski V, Chiang C, KirchenbaumGA, Olagnier D, Bloom CE, et al. (2015) Enhanced Influenza
Virus-Like Particle Vaccination with a Structurally Optimized RIG-I Agonist as Adjuvant. J Virol 89:
10612–10624. doi: 10.1128/JVI.01526-15 PMID: 26269188

77. Kulkarni RR, Rasheed MA, Bhaumik SK, Ranjan P, CaoW, et al. (2014) Activation of the RIG-I pathway
during influenza vaccination enhances the germinal center reaction, promotes T follicular helper cell
induction, and provides a dose-sparing effect and protective immunity. J Virol 88: 13990–14001. doi:
10.1128/JVI.02273-14 PMID: 25253340

78. Pattabhi S, Wilkins CR, Dong R, Knoll ML, Posakony J, et al. (2015) Targeting Innate Immunity for Anti-
viral Therapy through Small Molecule Agonists of the RLR Pathway. J Virol 90: 2372–2387. doi: 10.
1128/JVI.02202-15 PMID: 26676770

79. Moser LA, Ramirez-Carvajal L, Puri V, Pauszek SJ, Matthews K, et al. (2016) A Universal Next-Genera-
tion Sequencing Protocol To Generate Noninfectious Barcoded cDNA Libraries from High-Containment
RNA Viruses. mSystems 1: 15.

80. Wang S, Sundaram JP, Stockwell TB (2012) VIGOR extended to annotate genomes for additional 12
different viruses. Nucleic Acids Res 40: W186–192. doi: 10.1093/nar/gks528 PMID: 22669909

Zika Virus Antagonizes Type I Interferon Responses

PLOS Pathogens | DOI:10.1371/journal.ppat.1006164 February 2, 2017 30 / 30

http://www.ncbi.nlm.nih.gov/pubmed/9696832
http://dx.doi.org/10.1128/JVI.01362-07
http://dx.doi.org/10.1128/JVI.01362-07
http://www.ncbi.nlm.nih.gov/pubmed/17881454
http://dx.doi.org/10.1128/JVI.00354-15
http://www.ncbi.nlm.nih.gov/pubmed/26085147
http://dx.doi.org/10.1128/mBio.00493-15
http://www.ncbi.nlm.nih.gov/pubmed/25944860
http://dx.doi.org/10.1016/j.virol.2009.05.027
http://dx.doi.org/10.1016/j.virol.2009.05.027
http://www.ncbi.nlm.nih.gov/pubmed/19535121
http://dx.doi.org/10.1128/JVI.01792-15
http://www.ncbi.nlm.nih.gov/pubmed/26378172
http://dx.doi.org/10.1084/jem.20051720
http://www.ncbi.nlm.nih.gov/pubmed/16461338
http://dx.doi.org/10.1128/JVI.75.8.3501-3508.2001
http://www.ncbi.nlm.nih.gov/pubmed/11264339
http://dx.doi.org/10.1007/s00430-015-0445-7
http://www.ncbi.nlm.nih.gov/pubmed/26702627
http://dx.doi.org/10.1016/j.celrep.2016.05.075
http://www.ncbi.nlm.nih.gov/pubmed/27268504
http://dx.doi.org/10.1016/j.chom.2016.09.006
http://www.ncbi.nlm.nih.gov/pubmed/27693308
http://dx.doi.org/10.1128/JVI.01526-15
http://www.ncbi.nlm.nih.gov/pubmed/26269188
http://dx.doi.org/10.1128/JVI.02273-14
http://www.ncbi.nlm.nih.gov/pubmed/25253340
http://dx.doi.org/10.1128/JVI.02202-15
http://dx.doi.org/10.1128/JVI.02202-15
http://www.ncbi.nlm.nih.gov/pubmed/26676770
http://dx.doi.org/10.1093/nar/gks528
http://www.ncbi.nlm.nih.gov/pubmed/22669909

