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ABSTRACT Zika virus (ZIKV) is an arthropod-borne emerging pathogen causing fe-
brile illness. ZIKV is associated Guillain-Barré syndrome and other neurological com-
plications. Infection during pregnancy is associated with pregnancy complications
and developmental and neurological abnormalities collectively defined as congenital
Zika syndrome. There is still no vaccine or specific treatment for ZIKV infection. To
identify host factors that can rescue cells from ZIKV infection, we used a genome-
scale CRISPR activation screen. Our highly ranking hits included a short list of
interferon-stimulated genes (ISGs) previously reported to have antiviral activity. Vali-
dation of the screen results highlighted interferon lambda 2 (IFN-�2) and interferon
alpha-inducible protein 6 (IFI6) as genes providing high levels of protection from
ZIKV. Activation of these genes had an effect on an early stage in viral infection. In
addition, infected cells expressing single guide RNAs (sgRNAs) for both of these
genes displayed lower levels of cell death than did the controls. Furthermore, the
identified genes were significantly induced in ZIKV-infected placenta explants. Thus,
these results highlight a set of ISGs directly relevant for rescuing cells from ZIKV in-
fection or its associated cell death and substantiate CRISPR activation screens as a
tool to identify host factors impeding pathogen infection.

IMPORTANCE Zika virus (ZIKV) is an emerging vector-borne pathogen causing a fe-
brile disease. ZIKV infection might also trigger Guillain-Barré syndrome, neuropathy,
and myelitis. Vertical transmission of ZIKV can cause fetus demise, stillbirth, or se-
vere congenital abnormalities and neurological complications. There is no vaccine or
specific antiviral treatment against ZIKV. We used a genome-wide CRISPR activation
screen, where genes are activated from their native promoters to identify host cell
factors that protect cells from ZIKV infection or associated cell death. The results
provide a better understanding of key host factors that protect cells from ZIKV infec-
tion and might assist in identifying novel antiviral targets.

KEYWORDS CRISPR activation, genome-wide screen, interferon-stimulated genes,
interferons, Zika virus

Zika virus (ZIKV) is a positive-strand RNA virus belonging to the Flavivirus genus of
the Flaviviridae family that also includes West Nile virus (WNV), Japanese enceph-

alitis virus, yellow fever virus, and dengue virus (DENV). ZIKV is transmitted by Aedes
mosquitoes and typically causes a mild self-resolving disease. ZIKV has gained inter-
national attention following its spread to the Western Hemisphere causing the 2015-
2016 epidemic in Brazil. The main reason for this attention was the association between
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ZIKV infection, microcephaly, and Guillain-Barré syndrome (1). During 2015 to 2016, 1.5
million cases of ZIKV infection and 1,950 cases of confirmed infection-related micro-
cephaly were reported in Brazil (2). Currently, there is still no approved vaccine or
specific treatment for ZIKV infection. Identification of host factors capable of restricting
ZIKV infection might assist in designing anti-ZIKV therapies.

Flaviviruses enter the host cells via receptor-mediated endocytosis. The positive-
strand RNA genome is released from the endosome and is immediately translated in
the endoplasmic reticulum (ER). The translated polyprotein is then cleaved by viral and
host proteases to form the active viral proteins. These include 3 structural proteins
(capsid, membrane, and envelope) and 7 nonstructural proteins (NS1, NS2A, NS2B, NS3,
NS4A, NS4B, and NS5). The viral proteins localize to the ER, where they form a viral
replication complex built on modified ER membranes. The virus replicates from a
double-stranded RNA (dsRNA) intermediate transcribed by the viral RNA-dependent
RNA polymerase. Virus assembly and budding occur at the ER, followed by transport of
the virion to the Golgi, where it matures and is exocytosed (3).

ZIKV, like other RNA viruses, strongly depends on host factors due to the limited
number of proteins it expresses. Several important studies identified key genes essen-
tial for ZIKV infection using loss-of-function genome-scale screens applying pooled
clustered regularly interspaced short palindromic repeat (CRISPR)-Cas9 and/or RNA
interference (RNAi) approaches (4–7). However, complementary screens aiming to
identify genes that when overexpressed rescue cells from recurrent ZIKV infection were
not reported. To identify such genes, we employed a CRISPR activation approach. This
method uses single guide RNAs (sgRNAs) directed to various regions in endogenous
promoters to recruit a catalytically inactive Cas9 (dCas9) fused to a transcription
activator (8–14). Recruitment of the activator to these locations specifically activates the
gene controlled by the targeted promoter. CRISPR activation libraries were developed
by different groups, and these differ mainly in the number, location, and type of
activators used (8–14). Although generally comparable and dependent on the specific
conditions used, a synergistic activation mediator (SAM) seemed to consistently deliver
high levels of gene induction compared to some of the other systems (15). Activation
of genes from their native promoter has several advantages over traditional overex-
pression, including the activation of splicing variants and large transcripts. Here, CRISPR
SAM was used to identify genes that when overexpressed rescue cells from ZIKV
infection or ZIKV-induced cell death. Nine out of the 10 top-ranked genes were
interferon-stimulated genes (ISGs) previously reported to have antiviral capabilities
(16–20), confirming the validity of the screen. Of the validated top hits, interferon
lambda 2 (IFN-�2) and interferon alpha-inducible protein 6 (IFI6) showed the highest
levels of protection from ZIKV infection.

Our results provide a list of ZIKV-specific ISGs, which adds basic information on how
the host copes with ZIKV infection and might assist in identifying new antiviral targets.

RESULTS
CRISPR activation identifies host factors that rescue cells from ZIKV infection.

CRISPR activation was employed to identify genes rescuing cells from multiple cycles of
ZIKV infection. Lentiviruses prepared from vectors carrying a pooled genome-scale
sgRNA library were used to infect Huh7 hepatoma cells stably expressing the dCas9 and
activation domains (12, 21). Huh7 cells were chosen due their high susceptibility and
pronounced cytopathic effect following ZIKV infection (22). While the liver is not a
major organ in ZIKV pathogenesis, high levels of ZIKV RNA were detected in the liver
of mouse models (23, 24). Moreover, a limited number of studies reported jaundice
and/or hepatic dysfunction in patients with ZIKV infection as well (25, 26). The Huh7
cells were infected with ZIKV MR776 at a low multiplicity of infection (MOI) (0.2). The
surviving cells were collected 10 days postinfection. Genomic DNA prepared from these
cells was used to amplify the sgRNA for next-generation sequencing (NGS) (Fig. 1A). We
found that at 10 days postinfection, the sgRNA distributions were different between the
infected cells and controls, with a subset of guides showing enrichment in infected cells
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(Fig. 1B). The pooled library used contained 3 sgRNAs for each gene in the RefSeq
database (23,430 isoforms) (12). For most enriched genes, more than one sgRNA
targeting the same gene was enriched in the infected cells (Fig. 1C). Two ranking
algorithms were used to analyze the obtained results, “RNAi gene enrichment ranking”
(RIGER) (27) and “model-based analysis of genome-wide CRISPR-Cas9 knockout”
(MAGeCK) (28). The tools use different statistical models for the ranking of genes. While
RIGER relies on a Kolmogorov-Smirnov-based statistic for ranking, MAGeCK uses a
negative binomial model in combination with a robust ranking aggregation algorithm.
We applied both methods to test our data for robustness against the statistical model
used. The obtained top-ranking genes are shown in Table 1. The order of the genes in
the table is relative to the gene ranking results of MAGeCK applied to the first screen. Our
six highest ranking genes are robust across the two screens performed and against the
statistical method used for ranking. Moreover, as mentioned above, most of these genes
are ISGs with known antiviral activity, further confirming these results (16–20).

Functional validation of the CRISPR activation screen results. To validate the
screen results, we recloned the top-ranking individual sgRNAs into the library back-
bone. Lentiviruses carrying these sgRNAs were prepared and used to create stable
Huh7 cell lines. Cells expressing nontargeting sgRNAs served as controls. The obtained
cell lines were infected with ZIKV, and viability was determined 7 days postinfection
(Fig. 2A and C). Initially, we cloned the top-ranking sgRNA for each gene. Additional
sgRNAs were cloned for genes showing a protective effect. Crystal violet staining of the
infected wells shows significantly less cell death in the cells expressing interferon
alpha-inducible protein 6 (IFI6) and interferon lambda 2 (IFN-�2) (Fig. 2A and C). A
smaller protective effect was observed for interferon-stimulated exonuclease gene 20
(ISG20) and helicase with zinc finger 2 (HELZ2). Quantification of the crystal violet

FIG 1 ZIKV CRISPR activation screen. (A) A scheme summarizing the screen conditions. (B) Box plots showing the distribution of
sgRNA frequencies after control or ZIKV infection from n � 2 infection replicates. Multiple guides are seen to be enriched
following infection, revealing guides that promote resistance to ZIKV. Boxes, 25th to 75th percentiles; whiskers, 1st to 99th
percentiles. (C) Scatter plot showing enrichment of sgRNAs targeting the top candidate genes identified by RIGER and MAGeCK
(colored dots) compared with other sgRNAs in the library (gray dots) after ZIKV infection.
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staining indicated that for IFI6 and IFN-�2, most sgRNAs targeting the same gene
showed significant though varied levels of protection (Fig. 2A). The activation of the
targeted genes by the sgRNAs was confirmed using real-time PCR (Fig. 2B). Overall,
most of the targeted genes were significantly activated at levels ranging from 3- to
�400-fold. Significant activation was observed for all genes showing a protective effect,
except HELZ2. For IFI6, there was a clear correlation between the activation and
protection levels. Such a correlation was not observed for the rest of the genes. Taken
together, these results confirm a protective role from ZIKV infection by the activation
of IFI6, IFN-�2, and, to a lesser extent, ISG20. To further confirm the roles of IFI6 and
IFN-�2 in protection from ZIKV infection, we tested ZIKV RNA levels in infected
CRISPR-activated cell lines expressing nontargeting (NT), IFI6, or IFN-�2 sgRNAs. Acti-
vation of both genes significantly inhibited the accumulation of ZIKV RNA (Fig. 2D). The
ZIKV RNA levels were �20-fold lower in cells expressing IFI6 sgRNAs than in cells
expressing NT sgRNAs after 48 h and 47-fold lower at 72 h postinfection. In cells
expressing IFN-�2 sgRNAs, ZIKV RNA levels were 195-fold lower than in cells expressing
NT sgRNAs after 48 h, and 34-fold lower at 72 h postinfection. Viral production from
these cells was significantly inhibited in the IFI6- and IFN-�2-activated cells as well (Fig.
2E). Virus production was reduced more than 5-fold in IFI6-activated cells and 11-fold
in IFN-�2-activated cells after 48 h. Although the effect was still significant, the reduc-
tion in virus production at 72 h postinfection diminished to 2.5-fold and 7-fold in IFI6-
and IFN-�2-activated cells, respectively. The use of flow cytometry analysis of ZIKV-
infected Huh7 cells stably expressing NT, IFI6, and IFN-�2 sgRNAs indicated that the
activation of IFI6 inhibited infection by 48%, while IFN-�2 inhibited infection by 35%
(Fig. 2F). IFI6 activation itself conferred high levels of protection from ZIKV infection,
comparable to that of IFN-�2, which activates other ISGs. This fact led us to test if IFI6
is capable of activating the transcription of other ISGs using an ISG56 promoter reporter
cell line (29). Mitochondrial antiviral-signaling (MAVS) protein was used as a positive
control. IFI6 did not activate ISG56 promoter-dependent transcription (Fig. 2G), indi-
cating that its antiviral activity is a direct effect. To determine the role of IFI6 in
controlling ZIKV infection, we performed a knockdown experiment using small inter-
fering RNAs (siRNAs) (Fig. 2H and I). In the presence of interferon alpha (IFN-�), IFI6
levels were induced by approximately 94-fold compared to nontreated control cells.
IFI6 siRNA reduced this elevation by 4.3-fold (Fig. 2H; **, P � 0.01). A smaller but
significant 0.7-fold reduction was observed in controls in the absence of IFN (**,
P � 0.01). These results confirm the efficiency of these siRNAs.

IFN-� suppressed ZIKV RNA levels by 50%. ZIKV RNA levels were slightly but
significantly (*, P � 0.05) elevated as a result of IFI6 downregulation compared to cells

TABLE 1 Analysis of the CRISPR screena

Gene IDb

Gene rank by algorithm

MAGeCK1 MAGeCK2 RIGER 1 RIGER 2

IFI6 1 1 1 1
ISG20 2 2 2 26
ZCCHC6 3 236 3 85
IFN-�2 4 3 9 64
HELZ2 5 6 3 85
IFN-�R1 6 4 6 40
EGFR 7 18,134 10,142 17,934
IRF1 8 7 140 76
MAVS 9 127 847 19,704
TRIM25 10 89 228 788
MFSD2A 14 3,966 149 10,188
PITPNB 24 927 647 16,783
aA comparison of the 2 screen repeats and two different analysis algorithms used RIGER and MAGeCK.
Values represent gene ranks assigned by the corresponding algorithm in the different repeats. Highest-
ranking genes are sorted relative to the results of MAGeCK applied on the first screen. The gene ranks of
the first six candidates are robust across the replicates and the algorithm used.

bID, identifier.
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FIG 2 Functional validation of the ZIKV CRISPR activation screen. (A) Huh7 cell lines expressing the indicated sgRNAs were
infected with ZIKV (MOI, 0.2) for 2 h. After 7 days, the cells were stained with crystal violet. The graph shows the
quantification of the crystal violet staining by measurement of the absorbance at 570 nm. Bar graphs show mean values �

(Continued on next page)
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transfected with nontargeting siRNA cells (Fig. 2I). In the absence of IFN-�, ZIKV RNA
levels were not significantly affected. These results indicate that IFI6 has a role in
controlling ZIKV replication.

Subcellular localization of IFI6. IFI6 is a member of the ISG12 family containing
four related ISG12 genes, IFI6 and ISG12a (IFI27), ISG12b(IFI27L2), and ISG12c(IFI27L1)
(30). The IFI6 gene encodes a small 130-amino-acid (aa)-long protein containing a
predicted N-terminal signal peptide and two predicted transmembrane domains (Fig.
3A). IFI6 was previously reported to localize to the mitochondria and to inhibit
apoptosis in DENV-infected cells (31, 32). To confirm the localization of IFI6, we
constructed a C-terminal FLAG fusion protein. First, we transfected our IFI6-FLAG
construct into Huh7 cells and stained the cells both with FLAG (red) and commercial
IFI6-specific (green) antibodies (Fig. 3B). While a significant amount of the two signals
seems to colocalize, IFI6 background staining could be observed in nonexpressing cells.
Thus, we continued our analysis with the IFI6-FLAG (green) construct, which was further

FIG 2 Legend (Continued)
standard deviation (SD) from two independent experiments performed in duplicate. ****, P � 0.001, one-way analysis of
variance (ANOVA), Dunnett’s multiple-comparison test. (B) Expression levels of the activated genes as determined by
real-time PCR using gene-specific primers. Shown are mean values � SD. *, P � 0.05; **, P � 0.01; ***, P � 0.001, multiple
two-tailed unpaired t tests. (C) Representative crystal violet staining results. (D) Time course of relative ZIKV RNA levels as
determined by real-time PCR following infection (MOI, 1) of nontargeting (NT), IFI6, and IFN-�2 CRISPR activated cell lines.
****, P � 0.001, two-way ANOVA with Tukey’s multiple-comparison test. (E) Time course of ZIKV production NT, IFI6, and
IFN-�2 CRISPR activated cell lines as determined using plaque assays. ****, P � 0.001, two-way ANOVA with Tukey’s
multiple-comparison test. (F) Flow cytometry of infected Huh7 cells expressing NT or IFI6 sgRNAs at 48 h postinfection. The
results are the mean values � SD. *, P � 0.05, two-tailed unpaired t test. (G) ISG56-luciferase activity in cells transfected with
MAVS, empty FLAG plasmid, or an IFI6-FLAG expressing plasmid. The results are the mean values � SD. n.s., nonsignificant,
two-tailed unpaired t test. (H) IFI6 mRNA levels in cells transfected with IFI6 or nontargeting control siRNAs in the presence
or absence of IFN-� (1,000 U/ml, 18 h), **, P � 0.01, two-tailed unpaired t test. (I) IFI6 knockout slightly rescues ZIKV infection
in IFN-�-treated cells. Huh7 cells were transected with the indicated siRNAs. The next day, the indicated samples were
pretreated with IFN-� (for 2 h) and infected with ZIKV (MOI, 1). The cells were harvested for qPCR analysis at 24 h
postinfection. *, P � 0.05, two-tailed unpaired t test.

FIG 3 Immunofluorescence microscopy of cells expressing IFI6-FLAG. (A) A schematic representation of IFI6
structural domain organization. (B) Huh7 cells were transfected with IFI6-FLAG. After 24 h, the cells were stained
with IFI6-specific and FLAG-specific antibodies. Scale bar � 10 �m. (C) Huh7 cells were transfected with IFI6-FLAG
and after 24 h, the cells were stained with MitoTracker, fixed, and costained with anti-FLAG and anti-GRP94
antibodies. Bottom panel is 3.5-fold enlargement of the area labeled with a white square. The cells were visualized
using a confocal microscope. The contour of the IFI6-expressing cell is outlined in white. Scale bar � 10 �m. (D)
Graph indicates the Pearson correlation coefficients of IFI6 and MitoTracker or GRP94 localization in 16 cells. ****,
P � 0.001, two-tailed, unpaired t test.
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stained with both GRP94 (blue), a known ER marker (33), and MitoTracker (red, Fig. 3C
and D). In our hands, IFI6 showed significant colocalization with GRP94 (Pearson
correlation coefficient, 0.55 � 0.03 versus 0.14 � 0.03 for the mitochondria; n � 16),
indicating that the majority of IFI6 localizes to the ER (Fig. 3D). This localization suggests
that IFI6 might inhibit a stage in the viral life cycle that occurs at the ER.

IFI6 and IFN-�2 inhibit an early step in ZIKV and DENV infection. The overex-
pression of IFI6 at the protein level in our activated stable cell line, compared to a
nontargeting control, was confirmed using the specific antibody mentioned above (Fig.
4A). In spite of the apparent high background, a significant overexpression could be
observed. Fluorescence intensity was over 20-fold higher in the cells expressing IFI6
sgRNAs than in the NT controls. While we could not confirm the overexpression of
IFN-�2 at the protein level due to a lack of appropriate specific antibodies, we
performed a functional assay. In this assay, medium from NT or IFN-�2-activated cells
was used to treat Huh7 cells for 18 h. Following treatment, the cells were harvested and
tested for the expression of Myxovirus resistance 1 (Mx1), a known ISG that is strongly
elevated in the presence of IFN-�, using quantitative PCR (qPCR) (34). Mx1 levels were
elevated by 100-fold compared to controls treated with medium from NT cells, indi-
cating that IFN-�2 is activated at the protein level and secreted (Fig. 4B).

The phenotypic readout used in our screen and functional validation was cell
viability following ZIKV infection. This readout cannot distinguish between genes
preventing ZIKV infection and genes protecting cells from ZIKV-induced cell death. To
distinguish between these two possibilities, we infected Huh7 stable cell lines express-

FIG 4 Immunofluorescence of IFI6- and IFN-�2-expressing ZIKV-infected cells. (A) Huh7 cell lines expressing IFI6 or
nontargeting sgRNAs were stained with an IFI6-specific antibody Scale bar � 20 �m. (B) Medium from Huh7 cell
lines expressing IFN-�2 or NT sgRNAs was used to treat Huh7 cells. After 18 h, the cells were harvested and analyzed
by qPCR using Mx1 primers. Recombinant IL-28b (IFN-�3, R-IL-28B) was used as a positive control (10 ng/�l). ***,
P � 0.01; ****, P � 0.001, one-way ANOVA Dunnett’s multiple-comparison test. (C and D) Huh7 cell lines expressing
IFI6, IFN-�2, or nontargeting sgRNAs were infected with ZIKV (MOI, 10) (C) or DENV (MOI, 1) (D) for 2 h. After 24 h
(ZIKV) or 48 h (DENV), the cells were fixed and stained with flavivirus protein E-specific antibody and an antibody
recognizing dsRNA. DAPI was used for nucleus staining. Scale bar � 100 �m. The relative mean fluorescence
intensity of each image compared to the control was quantified using Fiji and is presented below each image.
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ing NT, IFI6, and IFN-�2 sgRNAs with ZIKV (Fig. 4C) or DENV (Fig. 4D). The cells were
fixed and stained with an antibody against flavivirus E protein and antibodies recog-
nizing dsRNA. Nearly all the cells expressing the control nontargeting sgRNAs were
stained with both protein E and dsRNA antibodies, indicating high levels of infection,
while cells expressing the sgRNAs for IFI6 and IFN-�2 showed considerably lower levels
of infection. The fact that most of the sgRNAs expressing cells do not contain dsRNA
indicates that their activation most likely inhibits a stage in viral infection prior to its
formation. To further identify the mechanistic details of IFI6 antiviral activity, the effects
of its activation on various steps in the flavivirus life cycle occurring in the ER were
determined using an IFI6-activated cell line. To determine if IFI6 affects viral RNA
translation, we used a DENV translation reporter containing a firefly luciferase gene
flanked by the viral untranslated regions (35). In vitro-transcribed viral RNA was trans-
fected into control and IFI6-activated cells. Luciferase levels were determined 1 and 4 h
posttransfection. The luciferase levels were similar in control cells and in the IFI6-
activated cell line, indicating that IFI6 does not affect viral RNA translation or stability.
Processing of the viral polyprotein by host protease was tested using FLAG-tagged
NS4B-2K. IFI6 activation did not affect host protease processing of this junction. In
addition, the possible interaction between IFI6 and several viral replicase proteins that
was tested using immunoprecipitation and did not yield any significant results. ISG12a,
an IFI6-related protein, inhibits hepatitis C virus by degrading nonstructural protein
NS5A (36). IFI6 activation, however, did not seem to affect the stability of several tested
ZIKV proteins. Last, as flaviviruses modify host membranes and thus depend on host
lipid stores for membrane proliferation, we tested the possible effect of IFI6 activation
on lipid droplet (LD) formation. IFI6 activation did not affect LD number, size, or
distribution.

IFI6 and IFN-�2 activation inhibits cell death in ZIKV-infected cells. IFI6 was
previously reported to inhibit apoptosis in DENV-infected cells (31, 32), in the context
of parvovirus infection (37), and in cancer cells (38–40). Our results (Fig. 4) thus far agree
with an effect of IFI6 and IFN-�2 on an early stage in viral infection due to the fact that
most of the infected cells expressing IFI6 or IFN-�2 sgRNAs do not contain dsRNA at
24 h postinfection. This, however, does not rule out an additional later effect on cell
death as well. To test this possibility, we infected Huh7 stable cell lines expressing NT,
IFI6, and IFN-�2 sgRNAs with ZIKV and analyzed the cells using live/dead staining
flow cytometry at 72 h posttransfection. Both IFI6 and IFN-�2 significantly inhibited
infection-induced cell death (Fig. 5). While the number of infected cells varied in the 4
experiments we performed, in the cells expressing nontargeting sgRNAs, approximately

FIG 5 Quantification of cell death in ZIKV-infected IFI6-expressing cells. Huh7 cells stably expressing
nontargeting (NT), IFI6, or IFN-�2 sgRNAs were infected with ZIKV (MOI, 1). The cells were stained with
Zombie Yellow, a dye discriminating between live and dead cells, fixed, and stained with anti-flavivirus
protein E antibody at 72 h postinfection. The results are from 4 independent experiments. Values are
mean fold changes of the NT control � SD. ***, P � 0.001, two-tailed unpaired t test.
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25% � 8% of the infected cells were consistently dead in most experiments after 72 h.
However, in the cells with activated IFI6 or IFN-�2, rates of cell death were approxi-
mately 10-fold lower (Fig. 5). These results suggest that overexpression of both of these
genes could inhibit infection-associated cell death.

Antiviral activity of IFI6 splice variants. IFI6 has three different splice variants, as
follows: isoform A (UniProt P09912-1, small) is considered the canonical isoform, is
shorter than the other isoforms, and lacks 8 aa at the N terminus of the protein
immediately following the signal peptide (Fig. 6A); isoform C (UniProt P09912-3, full
length) is the longest variant, containing all 8 aa; and isoform B (UniProt P09912-2,
medium) has only the first 4 aa of the 8 aa at this location. Alternatively, spliced variants
of the related ISG12a were previously reported to have distinct tissue expression and
function (41, 42); thus, we tested if the IFI6 alternative splicing has functional conse-
quences in terms of its antiviral activity. IFI6 was amplified from IFN-treated cells, the
PCR products were cloned, and the percentages of the different isoforms were analyzed
using specific primers. We found that the small isoform of IFI6 is the most abundant
form, appearing in approximately 70% of our amplified clones, while the full-length
isoform was detected in only 25% of the clones and the medium isoform in the
remaining 5%. To test the possible differences in the antiviral activities of the different
isoforms, we cloned them into an expression vector with a C-terminal FLAG tag. The
plasmids were transfected into Huh7 cells, followed by ZIKV infection. The cells were
analyzed by flow cytometry at 48 h postinfection (Fig. 6B). Although the differences
between the variants were statistically significant, the difference in antiviral activities
between the isoforms was approximately 20%. Thus, we do not believe that such a
difference could have a significant measurable functional relevance in this system.

IFI6, IFN-�2, and ISG20 are induced following ZIKV infection of placenta
explants. To test the relevance of the identified genes in disease relevant primary

FIG 6 Antiviral activity of IFI6 isoforms. (A) Schematic representation of IFI6 isoforms. (B) Plasmids
expressing FLAG-tagged IFI6 isoforms or FLAG-tagged controls were transfected into Huh7 cells. After
24 h, the cells were infected with ZIKV (MOI, 1). After 48 h, the cells were fixed and stained with flavivirus
protein E and FLAG antibodies and analyzed using flow cytometry. The results are presented as a
percentage of the FLAG control (TBC1D20-R105A). The results are the mean values � SD. **, P � 0.01; ***,
P � 0.001, one-way ANOVA with Tukey’s multiple-comparison test.
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tissue, we tested the expression of these genes in ex vivo placenta explants following
ZIKV infection. First trimester pregnancy samples were obtained from healthy women
undergoing elective termination of pregnancy. Tissue explants from three independent
donors were prepared from placenta and infected with ZIKV. Infected tissue was
analyzed by real-time PCR for ZIKV RNA and ISG expression levels. All three identified
genes were induced in all three donors; however, these inductions were highly varied
in their magnitude and kinetics (Fig. 7). ISG20 showed the lowest levels of induction at
�2-fold in all donors (Fig. 7C), while IFI6 was significantly induced in all three donors
and at high levels, at �5-fold in 2/3 donors (Fig. 7B). IFN-�2 showed a generally similar
pattern (Fig. 7C). ZIKV RNA levels, however, did not significantly differ between the
different donors (Fig. 7D). While a direct link between the induction of the expression
of these proteins and ZIKV RNA levels could not be established, their induction
suggests a potential role for these proteins in controlling viral infection.

DISCUSSION

CRISPR activation was used to identify genes that upon activation rescue cells from
ZIKV infection or ZIKV-induced cell death. Our results identify several genes conferring
protection, all of which were previously associated with antiviral activity. Validation
experiments show that activation of IFI6 and IFN-�2 is sufficient to confer high levels of

FIG 7 Expression of the identified ISG following in ZIKV-infected ex vivo placenta explants. Tissue explants were prepared from
placenta samples from first trimester pregnancy terminations. Tissue explants were infected with ZIKV (MOI, 1; overnight). (A to
C) RNA was produced at the indicated time points and analyzed using qRT-PCR with IFN-�2 (A), IFI6 (B), or ISG20 (C). (D) The graph
in shows the infection levels doing the course of the experiment. Shown are data from 3 different donors. *, P � 0.05; **, P � 0.01;
***, P � 0.001; ***, P � 0.0001, two-way ANOVA with Sidak’s multiple-comparison test.
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protection from multiple cycles of ZIKV infection, while ISG20 and HELZ2 showed low
levels of protection when activated individually.

Interferon lambda 2 (IFN-�2) was previously shown to reduce ZIKV infection (17, 43).
Interestingly, IFN-�R1, a subunit of the IFN-�2 receptor, was also ranked high in our
screen. It failed, however, to confer protection when activated individually.

HELZ2 was recently shown to inhibit DENV infection by altering the host cell lipid
metabolism (19). Its limited protective activity in our experiments was not consistent
between the various sgRNAs. Furthermore, HELZ2 did not seem to be activated in cells
expressing the relevant sgRNAs, as determined by real-time PCR.

Our top-ranking gene, IFI6, showed very high levels of protection from ZIKV and
DENV infection. These were comparable or exceeded the protection conferred by
IFN-�2, which induces the activation of multiple ISGs. IFI6, on the other hand, does not
appear to activate the transcription of other ISGs. Thus, the high levels of protection
conferred by IFI6 seem to be caused by its own activity.

IFI6 was recently shown to restrict yellow fever virus infection using a CRISPR
knockout screen (16). Interestingly, IFI6, STAT2, and IRF9 were the only ISGs identified
in this screen. This work reported that IFI6 inhibits flaviviruses when expressed before
infection by preventing the formation of the virus-induced membrane alterations on
which the viral replication complex is formed (16). Part of our results are in line with this
mechanism and support an antiviral role for IFI6 at an early stage in the viral life cycle
occurring at the ER; this is suggested by the localization of the protein and the fact that
there was no dsRNA formed in infected cells with activated IFI6. However, we have also
confirmed a previously described reduction in cell death following infection of IFI6- or
IFN-�2-activated cells with ZIKV at later time points (31, 32). These results point to an
interesting possibility that when expressed before infection, such as in cells surround-
ing the infected cell following paracrine interferon secretion, these genes can prevent
infection. However, when expressed following infection, these genes might be involved
in reducing infection-induced cell death.

IFI6 has three known splice isoforms. We found significant differences in the
expression levels of the various variants, where the shortest variant was the most
abundantly expressed (70%). However, despite these differences, there was only a 20%
difference in the antiviral activity against ZIKV between the full-length and shorter
forms. Thus, at least in this system, these variants do seem to play substantially different
roles. IFI6 was also reported to inhibit apoptosis under various oncogenic conditions
(38–40), and thus, these variants might be significant in other cell types or for other
functions of this protein.

Both IFI6 and IFN-�2 were significantly and strongly induced in placenta explants
infected with ZIKV from three different donors. Although the time course of induction
was different between the various donors, the significant induction of these genes
suggests a potential role for these proteins in controlling viral infection in the placenta.

An effective IFN response is generally mediated by an additive effect of more than
one ISG (44, 45). Thus, it will be reasonable to hypothesize that the ISGs identified in our
screen most likely function together to achieve higher levels of protection from ZIKV
infection. Accordingly, our screen identified a short list of ISGs providing protection
from ZIKV. This list might have a diagnostic value for infection outcome. Alternately,
this list might assist in the design of antiviral drug combinations.

A CRISPR activation screen to detect proteins rescuing cells from influenza virus
infection was previously reported (46). This screen identified a glycosyltransferase that
modified sialic acid and thus inhibits infection by influenza virus.

Interestingly, none of the top hits in this screen were IFN related. Furthermore, the
reported screen did not detect known influenza virus restriction factors. The authors
suggested that this is likely due to poor gene induction, provided by one sgRNA per cell
in the SAM library (46). Although we used the same library, most of our top hits were
ISGs (Table 1), indicating that the presence of one sgRNA per cell is most likely not the
limiting factor. Our limited experience with this system suggests different possible
explanations. One reason might be that activated ISGs do not completely block
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infection; thus, their individual activation might not be sufficient to prevent cell death.
Alternatively, we observed significant differences in activation in cell lines from differ-
ent origins. In our hands, a gene activated in one cell type, for example, 293T, might not
be activated in another, e.g., Huh7 cells. This might be caused by differences in
chromatin state, the availability of different essential activation factors, or other differ-
ences between the cell lines. CRISPR activation was recently used to identify genes
inhibiting murine norovirus infection in HeLa cells using a different library (47). Several
ISGs were identified among the genes rescuing cells from norovirus infection. Interest-
ingly, although norovirus is a positive-strand RNA virus as well, there was no overlap
with the ISGs identified in our screen. While all of these screens highlighted important
specific host factors rescuing cells from infection, differences in the cell lines used for
these screens should be considered. However, together these screens highlight CRISPR
activation as a powerful and specific tool for the identification of host factors rescuing
cells from viral infection.

MATERIALS AND METHODS
Cell culture, viruses, and transfections. Vero, HEK293T, and Huh7 cells were propagated in

Dulbecco’s modified Eagle’s medium (DMEM) supplemented with 10% (vol/vol) fetal calf serum and 1%
(vol/vol) penicillin-streptomycin (Biological Industries, Bet-Haemek, Israel). The Huh7 cells stably express-
ing the MS2-P65-HSF1 activator plasmid (Addgene plasmid 89308) were grown in the presence of
hygromycin (0.8 mg/ml). Lipofectamine 2000 (Invitrogen, Carlsbad, CA) or polyethyleneimine (PEI; Poly-
sciences, Warrington, PA) were used for plasmid DNA transfections of subconfluent cells.

ZIKV MR766 was a kind gift from Leslie Lobel (Ben-Gurion University, Israel), and dengue virus 2 New
Guinea C strain stocks were purchased from Culture Collections (Public Health England). Virus stocks
were propagated in Vero cells, and the supernatant was harvested at 3 to 7 days postinfection. Viral titers
were determined by plaque assays on Vero cells. Interferon alpha B2 was purchased from PBL (NJ; catalog
no. 11115-1), and recombinant human interleukin 28B (IL-28B)/IFN-� 3 protein was from R&D Systems
(catalog no. 5259-IL).

sgRNA library amplification and lentivirus production. A pooled library of lentiviral vectors
(lentiSAMv2) containing genome-scale sgRNA was purchased from Addgene (plasmid 1000000078, a gift
from Feng Zhang). The library was amplified according to the depositor’s protocol (21). sgRNA distribu-
tion was verified following amplification by NGS. HEK293T cells were used for lentivirus production. The
cells were seeded at 40% confluence in 4 T225 flasks. The next day, cells were transfected using PEI with
3.4 �g pMD2.G, 6.8 �g psPAX2, and 13.6 �g of the amplified library (21). The supernatant was harvested
at 2 days posttransfection, filtered, and stored at �80°C. The library titer was determined through
transduction in Huh7 cells stably expressing the MS2-P65-HSF1 activator plasmid, as described previously
(21).

CRISPR activation screen. To transduce the Huh7 cells stably expressing the MS2-P65-HSF1 acti-
vator plasmid, the cells were seeded into 6-well plates at a density of 2.45 � 106 cells per well. The cells
were transduced with lentiviral pseudoparticles at an MOI of 0.3. A total of 1.17 � 108 Huh7 cells were
infected with the library plasmids to yield 3.5 � 107 transduced cells at an MOI of 0.3. Since the library
contains 70,290 sgRNAs, this number is sufficient for infection of at least 500 cells with each sgRNA (12,
21). The cells were then spinoculated at 1,000 � g for containing 3% fetal bovine serum (FBS), 20 mM
HEPES, and 4 �g ml�1 Polybrene. The next day, the cells were replated at low confluence in T175 flasks
and selected with 6 �g/ml blasticidin for 7 days. Following selection, the cells were replated at 40%
confluence and infected with ZIKV (MOI, 0.2) for 2 h. The cells were washed extensively and incubated
for 10 days. During the incubation period the cells were washed and the medium was replaced every 3
days. Genomic DNA was prepared from the cells and used to amplify the sgRNA for NGS, as described
previously (21). Samples were sequenced on an Illumina HiSeq 2000 platform. The screen was repeated
twice.

NGS and screen hit analysis. The resulting reads from the NGS experiments were analyzed with two
different algorithms, RIGER (27) (utilizing the GENE-E framework) and MAGeCK v0.5.6 (28). In order to
prepare the input for RIGER, we used the Python scripts available online (21). Key regions in our reads
were detected with python –no-g counter_spacers.py, available in reference 12.

RIGER and MAGeCK were used with default parameters following the workflow given in reference 12.
As the two methods yielded similar lists in terms of high-ranking genes, we continued using the list
produced by MAGeCK. Raw sgRNA sequencing read numbers and the MAGeCK scored and ranked list of
genes from the two screen repeats are added in the supplemental material (Data Sets S1 to S4).

Validation of screen hits. To validate the screen hits, sgRNAs for the top-ranking genes were
individually cloned into the library backbone plasmid (lentiSAMv2; Addgene). Lentiviruses produced
from these plasmids were used to infect Huh7 cells stably expressing the MS2-P65-HSF1 activator
plasmid. The cells were selected with 6 �g/ml blasticidin for 7 days to create stable cell lines. The
obtained cell lines were infected with ZIKV (MOI, 0.2) for 2 h, followed by extensive washes. After 7 days,
the cells were stained with crystal violet. To quantify the crystal violet staining, the dye was extracted
using 10% acetic acid. The obtained solution was diluted and transferred to a 96-well plate. Absorbance
at 570 nm was measured using a plate reader.
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For qPCR experiments, total RNA was extracted from each cell line using Tri Reagent (Sigma, Rehovot,
Israel). The obtained RNA was reverse transcribed using ExcelRT (SMOBIO). Real-time PCR was performed
using Fast SYBR green mastermix (Roche) and the primers listed in Table 2. Hypoxanthine phosphori-
bosyltransferase 1 (HPRT) was used as a housekeeping control. The results are the fold change from
nontargeting sgRNA-expressing cells calculated using the ΔΔCT method.

Plaque assay. Virus-containing medium from Zika-infected cells was collected at 2, 24, 48, and 72 h
postinfection. Confluent Vero cells grown in 6-well plates were infected with serial dilutions (up to
1 � 10– 6) of the virus-containing medium for 2 h, washed, and overlaid with 0.5% hydroxypropyl
methylcellulose in DMEM. The cells were stained with crystal violet at 5 days postinfection, and the
plaques were counted.

Luciferase reporter assay. Reporter HEK293 cells stably expressing Toll-like receptor 3 (TLR3) and
ISG56-luciferase (pGL3Basic [48]) were a gift to J. U. Jung. Subconfluent ISG56-Luc cells in 24 wells were
transfected with the indicated plasmids using PEI. Luciferase activity was measured at 24 h posttrans-
fection.

siRNA experiments. Nontargeting control siRNA and siIFI6 (Dharmacon, SMARTpool catalog number
L-003672-00-0005 for the IFI6 and D-001810-10-05 for the nontargeting pool) were repeatedly trans-
fected (at 24 h and 48 h postplating) to Huh7 cells using Lipofectamine 2000 (Invitrogen). The cells were
treated with IFN-� (human IFN alpha B2 [Alpha 8], 1,000 IU/ml) for 2 h and then infected with ZIKV at an
MOI of 1. qPCR was used to quantify IFI6 and ZIKV levels at 24 h postinfection, and HPRT was used as a
housekeeping control. The primer sequences are listed in Table 2. The graph shows representative results
from three independent experiments.

Immunofluorescence microscopy. Cells were cultured on coverslips, washed with PBS, fixed for
20 min with methanol at �20°C, and blocked with 1% bovine serum albumin (BSA) in PBS for 1 h.
Immunolabeling was performed overnight with the IFI6 antibody (catalog no. ab192314, 1:100 dilution;
Abcam), flavivirus group antigen antibody (4G2, 1:200 dilution; Novus, Littleton, CO), or J2 dsRNA
antibody (1:200 dilution; Scion, Budapest, Hungary). For colocalization studies, MitoTracker Red (1:1,000
dilution; Thermo), anti-FLAG (mouse monoclonal, 1:500 dilution; Sigma-Aldrich), or anti-GRP94 (catalog
no. ADI-SPA-850, 1:1,000 dilution; Enzo) was used. The secondary antibody was Alexa Fluor 488 goat
anti-mouse or Alexa Fluor 555 goat anti-rabbit (1:2,000 dilution). 4=,6-diamidino-2-phenylindole (DAPI;
Molecular Probes, Eugene, OR) was used for nucleus staining. Images were acquired using a Zeiss LSM800
confocal laser scanning microscope (Carl Zeiss MicroImaging, Jena, Germany) hooked to an inverted
microscope. Relative fluorescent intensity was quantified using ImageJ or Fiji (49, 50). For colocalization
analysis between GRP94 or MitoTracker and IFI6, immunofluorescent signals were analyzed for Pearson’s
colocalization using the ZEN software (Zeiss). Analysis was performed on 16 images.

Plasmids. IFI6 was amplified from the cDNA of IFN-�-treated Huh7 cells using the following primers:
forward (FW), CAAGCTTATGCGGCAGAAGGCGGTATC, and reverse (RV), AGGTACCCTCCTCATCCTCCTCAC
TATC. The PCR product was ligated into the pJET1.2/Blunt donor plasmid (Thermo, Waltham, MA),
verified by sequencing, and further cloned using Gibson Assembly into a modified pEF-IRES-puro vector
encoding a C-terminal 3�FLAG tag (51). The percentages of full-length, medium, and small splice
variants were calculated by performing colony PCR with distinguishing primers on pJet-IFI6-containing
bacterial colonies. The FW primer used for detection of the full-length form of IFI6 is CAGGTGAGAATG
CGGGTAAGG, and the FW primer for medium-length IFI6 is CAGGTGAGAATGCGGGTAAGA. Dengue virus
translation reporter (52) was prepared from dengue virus strain 16681 luciferase replicon clone (53). The
DENV open reading frame (ORF) was removed by PCR, leaving only luciferase reporter flanked by 5=
untranslated region (5= UTR) and 3= UTR, and the plasmid was religated. The primers used were FW,
AAAGCAAAACTAACATGAAACAAGGCT, and RV, TTAGATAGATCTTTGTTCATTTTTGAGAACTCG. A capped in
vitro-translated transcript was prepared as described previously (54). ZIKV PRVABC59 (ATCC VR-1843)
NS4B-2K amplified from infected cells by reverse transcription-PCR (RT-PCR) and cloned into modified
pEF-IRES-puro with a C-terminal 3�FLAG tag using Gibson Assembly. FLAG-tagged MAVS was expressed
from a modified pEF-IRES-puro with a C-terminal 3�FLAG tag (51).

Flow cytometry analysis. For live/dead cells and infection experiments, Huh7 cells expressing
nontargeting or IFI6 sgRNAs were infected ZIKV at MOI of 1. The cells were stained for 30 min with
Zombie Yellow (1:500 dilution; BioLegend) in PBS at 72 h postinfection. The cells were then fixed with 4%

TABLE 2 Primers used for real-time PCR

Target gene

Primer sequence

Forward Reverse

IFI6 AGCTGGTCTGCGATCCTGAATG TTACCTATGACGACGCTGCTGC
ISG20 AGTGAGCGCCTCCTACACAAG ACCAGCTTGCCTTTCAGGAG
IFN-�2 ACACCCTGCACCATATCCTCTC CGGAAGAGGTTGAAGGTGACAG
HELZ GTGTCCTCCATCACCAAGAGC TCCACAACGAAGCCCAGAAAC
MSD2A ACCAAGTTTGCCTCTGGAGTG ACTTGACACGTTCCGGCTG
ZCCHC6 GTGTTAACTGAAGGAGAGCTGGC TCTTTGGTTCAGGGCATCTTCC
HPRT TGACACTGGCAAAACAATGCA GGTCCTTTTCACCAGCAAGCT
ZIKV ATGCCATTTGCTCGGCTGTG GGTCGTTCTCCTCAATCCACAC
ZIKV TTGGTCATGATACTGCTGATTGC CCTTCCACAAAGTCCCTATTGC
Mx1 CAGAGAGAAGGAGCTGGAAGAA GCTGGCCTCCTGGTGATA
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paraformaldehyde, permeabilized with 0.2% Triton, blocked (1% FBS), and stained with anti-protein E
(flavivirus group antigen antibody, 4G2, 1:200 dilution; Novus, Littleton, CO). The secondary antibody was
anti-rabbit Alexa Fluor 488 (1:1,000 dilution; Thermo). For the experiment with the IFI6 splicing variants,
Huh7 cells were transfected with IFI6-FLAG variants or a FLAG control (FLAG-TBC1D20 R105A [55] or
FLAG-VP35 [56] a gift from L. Lobel). Since an empty FLAG plasmid cannot be detected using
fluorescence-activated cell sorting (FACS), we used two different FLAG-tagged controls presumed to be
inert in these experiments: an inactive mutant form of an ER-localized Rab-GAP FLAG-TBC1D20 R105A
(55) or Ebola virus VP35. Similar results were obtained with the two proteins. The cells were infected at
24 h posttransfection with ZIKV at an MOI of 1. The cells were fixed and stained as described above at
48 h postinfection. The primary antibodies were anti-protein E and FLAG M2 (Sigma). The secondary
antibodies were anti-rabbit Alexa Fluor 488 or anti-mouse Alexa Fluor 555 (1:1,000 dilution; Thermo).
Cells were analyzed using the CytoFLEX flow cytometer (Beckman Coulter Life Sciences).

Ex vivo placenta explant cultures and ZIKV infection. First trimester pregnancy (7 to 12 weeks
gestation) samples were obtained from healthy women undergoing elective termination of pregnancy
at Paule de Viguier Toulouse University Hospital, France. Tissue explants (0.3 cm2) were prepared from
placenta and infected with the Asian strain of Zika virus. Tissue explants were infected overnight with
5.6 � 1010 RNA copies/ml (MOI, 1) in DMEM-F12 containing 2% FBS. After five washes in an excess
volume of PBS, explants were cultured in 10% FBS–DMEM-F12 medium for up to 3 days. For quantitative
reverse transcription-PCR (qRT-PCR) analysis, placenta tissue was immersed in liquid nitrogen and
ground. Samples were transferred to new tubes and lysed in RNA lysis buffer. Total RNA was isolated
using an RNA minikit (Qiagen), following the manufacturer’s instructions. Purified RNA was reverse
transcribed using the SuperScript III first-strand synthesis system kit (Invitrogen). Placental gene expres-
sion was quantified by qRT-PCR using LightCycler 480 SYBR green I master (Roche). HPRT was used as a
housekeeping control. The results are the fold change from time-matched mock controls calculated
using the ΔΔCT method. qRT-PCR was performed in 96-well plates and run on a LightCycler 480
instrument. Total RNA was isolated from the supernatants of infected human placental explants using the
QIAamp viral RNA minikit (Qiagen), following the manufacturer’s instructions. Quantification of viral RNA
was performed by a qRT-PCR assay using ZIKV-specific primers (ZIKV 835 forward AND 911c reverse). A
standard curve was obtained by amplification of a fragment of ZIKV E-envelope region and cloned into
pCR-XL-2 plasmid (Invitrogen). A standard curve was generated using 10-fold serial dilutions of con-
structed ZIKV envelope plasmid and was used to quantify ZIKV RNA in supernatants. Viral RNA copies
were extrapolated from the standard curve using the sample threshold cycle (CT) and represented as
copies per milliliter of supernatant.

Ethics statement. This study was approved by the South-West & Outmer II ethics committee and
registered at the Ministry of Higher Education and Research (number DC-2016-2772). All participants
provided prior written informed consent in agreement with the guidelines of the Declaration of Helsinki,
with the experiments performed in accordance with approved guidelines.

Statistical analyses. Statistical analyses were performed using Prism (GraphPad, San Diego, CA).
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