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Zebrafish mavs Is Essential for Antiviral Innate Immunity

Gang Ouyang,*,†,‡ Qian Liao,*,§ Sijia Fan,*,§ Xiaolian Cai,*,†,‡ Jing Wang,*,†,‡ Xing Liu,*,†,‡

and Wuhan Xiao*,†,‡,§

In mammals, the signaling adaptor mitochondrial antiviral signaling protein (MAVS) is a critical determinant in antiviral innate
immunity. However, because of the lack of in vivo data, the physiological function of zebrafish mavs in response to viral infection
is still not determined. In this study, we demonstrate that the long splicing isoform of zebrafish mavs promotes IFN regulatory
factor 3 signaling and NF-kB signaling. Overexpression of this isoform of mavs enhances cellular antiviral responses. Disruption
of mavs in zebrafish attenuates survival ratio on challenge with spring viremia of carp virus. Consistently, the antiviral-responsive
genes and inflammatory genes are significantly reduced, and the replication of spring viremia of carp virus is increased in mavs-
null zebrafish. Therefore, we provide in vivo evidence to support that zebrafish mavs is essential for antiviral innate immunity,
similar to mammalian MAVS. The Journal of Immunology, 2023, 210: 1314�1323.

Innate immunity is the host’s first line of defense against viral
infection (1, 2). On viral infection, the retinoic acid�inducible
gene 1 (RIG-I)-like receptors (RLRs), including RIG-I and mel-

anoma differentiation-associated gene 5, mainly sense viral RNAs,
resulting in their subsequent activation and leading to the recruitment
of the mitochondrial antiviral signaling protein (MAVS) (also
referred to as IPS-1, VISA, or Cardif) to activate the downstream
protein kinases TANK-binding kinase 1 and IkB kinase-e (3�12).
These kinases phosphorylate the transcription factor IFN regulatory
factor 3 (IRF3) and the inhibitor of NF-kB, leading to activation of
IRF3 and NF-kB and eventual induction of type I IFNs, proinflam-
matory cytokines, and other downstream effector genes (3, 4). As an
adaptor protein, MAVS serves as a key hub that links virus recogni-
tion to downstream innate antiviral immune responses (4, 13, 14). In
mammals, the critical role of MAVS in antiviral innate immunity has
been well defined in vitro and in vivo (2, 4, 13, 15�17).
In teleost fish, the RLR signaling pathway and the NF-kB signal-

ing pathway have also been characterized, which play an important
function against pathogen infection (18, 19). In fact, fish almost
have all orthologous genes of the RLR signaling pathway (20). By
different approaches, most of these genes have been identified to be
involved in IFN response, similar to their mammalian orthologous
genes (21�24). The first fish mavs gene is cloned from Atlantic
salmon (Salmo salar), which induces IFN expression and protects
against viral infection in culture cells (25). Lately, Crucian carp
(Carassius auratus) mavs is revealed to be involved in the RLR
pathway-mediated IFN response (26). As a model organism, zebra-
fish have been widely used for pathogen infection studies (27�29).
Zebrafish mavs was found to play a crucial role in the induction

of the innate immune response against RNA and DNA viruses. Sub-
sequently, its different splicing isoforms have been shown to induce
IFN responses similarly or oppositely (30, 31). Notably, these assays
are mainly achieved by cell culture system (21, 30, 31). Because they
are mainly based on in vitro assays, it is not surprising that the conclu-
sions about the role of zebrafishmavs are sometimes controversial (21,
30, 31). To date, the physiological role of zebrafish mavs is still not
thoroughly determined because of the lack of mavs-deficient zebrafish
even thoughmavs knockdown experiments have been reported (32).
To further determine the function of zebrafish mavs, in this study,

we compared the effect of two splicing isoforms of zebrafish mavs.
Furthermore, we knocked out mavs in zebrafish by CRISPR/Cas9
and then compared the antiviral ability of mavs-deficient zebrafish
with that of their wild-type (WT) siblings after being challenged with
spring viremia of carp virus (SVCV). We conclude that zebrafish
mavs is essential for antiviral innate immunity.

Materials and Methods
Cells, zebrafish, and virus

Epithelioma papulosum cyprini (EPC) cells (originally obtained from Ameri-
can Type Culture Collection [ATCC]; https://www.atcc.org) were cultured
in M-199 medium (Biological Industries) supplemented with 10% FBS and
maintained at 28◦C in a humidified incubator containing 5% carbon dioxide
(CO2). Human embryonic kidney (HEK293T) cells (originally obtained
from ATCC) were grown in DMEM (Biological Industries) supple-
mented with 10% FBS at 37◦C in a humidified incubator containing 5%
CO2. Zebrafish liver (ZFL) cells (originally obtained from ATCC) were
cultured in Ham’s F-12 medium supplemented with 1.0 mM L-glutamine
and 10% FBS (Biological Industries) and maintained at 28◦C in a humidi-
fied incubator containing 5% carbon dioxide (CO2).
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Zebrafish (AB strain) were maintained and raised in a recirculating water
system following standard protocols. All experiments with zebrafish were
approved by the Institutional Animal Care and Use Committee of the Institute
of Hydrobiology, Chinese Academy of Sciences.

SVCV (an ssRNA virus that causes severe diseases affecting cyprinids)
(Strain OMG067) was propagated in EPC cells. The culture medium
containing SVCV was collected and stored at −80◦C until use.

Plasmid construction

The plasmids containing Dr (Danio rerio)-IFN-u1-luciferase (Luc), Dr-IFN-u3-
Luc, and EPC-IFN-Luc in the pGL3-Basic vector (Promega, Madison, WI), as
well as the IFN-stimulated regulatory element (ISRE) Luc reporter construct
(ISRE-Luc) containing five ISRE motifs, have been previously described (33).
The NF-kB-Luc reporter was provided by H.-B. Shu (Wuhan University,
Wuhan, China). The zebrafish tnfa promoter Luc reporter and il-1b promoter
Luc reporter were constructed by amplifying from zebrafish genomic DNA and
cloned into pGL3-Basic vector. Different splicing isoforms of zebrafish mavs,
including mavs-201 (Ensembl: ENSDART00000086281.6) and mavs-202
(Ensembl: ENSDART00000129045.3), were amplified by PCR from zebrafish
cDNA and cloned into pCMV vector (Takara Bio). Zebrafish mavs mutants,
including mavs-mutant 1 (M1), mavs-mutant 2 (M2), mavs-DCARD, mavs-
DPRO, and mavs-DTM, were amplified by PCR from zebrafish cDNA and
cloned into pCMV vector (Takara Bio). Zebrafish mavs-202 was also cloned
into pCMV-hemagglutinin (HA) vector (Takara Bio). Primers are listed in
Supplemental Table I.

Cytopathic effect assays

EPC cells were transfected with 1 mg of HA-tagged mavs-202 or HA empty
vector. After 24 h, cells were infected with SVCV for 48 h at the dose indi-
cated. Then, the cells were fixed with 4% paraformaldehyde and stained
with 1% crystal violet. Visible plaques were used to monitor viral infection.
If the cytopathic effect (CPE) appeared later, the anti-SVCV ability in cells
was stronger.

Virus titer determination

EPC cells were cultured in 12-well plates overnight and transfected
with HA-empty (2 mg) or HA-mavs-202 (2 mg), respectively. After
24 h, the cells were infected with SVCV (multiplicity of infection
[MOI], 10) for 14 h, and the culture supernatant (containing virus) was
collected.

The culture supernatant (containing virus) was diluted in serial dilu-
tions (100 to 10−10) in sterile 1.5-ml tubes using M-199 medium. Subse-
quently, the diluted viruses were added into EPC cells seeded in 96-well
plates. After 4 d, the plates were observed under a microscope, and the
detached cells >50% in one well were counted as positive. The titers
for SVCV infection were calculated using the Spearman�Kärber method
and represented as median tissue culture-infective dose (TCID50) per
milliliter. The experiments were repeated three times for statistical
analysis.

Generation of mavs-null zebrafish

The CRISPR/Cas9 technique was used to disrupt zebrafish mavs. Mavs
sgRNA was designed using an online design tool (http://crispr.mit.edu).
The primers for amplifying mavs sgRNA template were as follows:
59-GTAATACGACTCACTATAGGACATGTCAGGAGCTGCTTGTT-
TTAGAGCTAGAAATAGC-39 and 59-AAAAGCACCGACTCGGTG
CC-39.

We initially detected the mutations using heteroduplex mobility
assays (HMAs). If the HMA results were positive, the remaining
embryos were raised up to adulthood as the F0 generation. The F0 gen-
eration was then backcrossed with WT zebrafish (strain AB) to generate
the F1 generation, which was initially genotyped using HMAs. F1 geno-
types were confirmed by sequencing targeting sites. Heterozygous F1s
were backcrossed with the WTs (disallowing offspring�parent mating)
to generate the F2 generation. F2 adults carrying the target mutation
were intercrossed to generate F3 offspring. The F3 generation contained
WT (1/1), heterozygous (1/−), and homozygous (−/−) individuals.

FIGURE 1. Zebrafish mavs is induced by SVCV infection. (A) Quantitative RT-PCR (qRT-PCR) assays for mavs expression in ZFL cells on SVCV infection.
(B) qRT-PCR assays for ifn1 expression in ZFL cells on SVCV infection. (C) qRT-PCR assays for tnfa expression in ZFL cells on SVCV infection. (D) qRT-PCR
assays for il1b expression in ZFL cells on SVCV infection. (E and F) qRT-PCR assays for mavs, ifn1, tnfa, and il1b expression in zebrafish larvae (12 and 24 hpf,
respectively) with or without SVCV infection. (G�J) qRT-PCR assays for mavs, ifn1, tnfa, and il1b expression in zebrafish (3 mpf) liver, spleen, kidney, and brain
with or without SVCV infection. ZFL cells were infected with SVCV (∼2.0 × 107 TCID50/ml) (A�D) for the indicated time points; zebrafish larvae were raised in
water containing SVCV (∼2.0 × 107 TCID50/ml) for 24 h; adult zebrafish (3 mpf) were injected with 10 ml medium containing SVCV (∼2.0 × 107 TCID50/ml)
and raised for 50 h; then total RNA was extracted for qRT-PCR assays. Data based on one representative experiment performed in three biological replicates from
at least three independent experiments (mean ± SD) or representative data; the statistical analysis was performed using an unpaired t test. *p < 0.05, **p < 0.01,
***p < 0.001, ****p < 0.0001.
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Two mavs mutants were obtained: mavsihboygms1 (https://zfin.org/
ZDB-ALT-220120-4) (M1) and mavsihboygms2 (https://zfin.org/ZDB-
ALT-220120-5) (M2), both named following zebrafish nomenclature
guidelines (http://www.wiki.zn.org/display/general/ZFIN+Zebrafish
+Nomenclature+Guidelines).

Viral infection
For viral infection of EPC cells, the cells were grown overnight and trans-
fected with the indicated plasmids. After 24 h, the cells were infected with
SVCV (∼2.0 × 107 TCID50/ml) for the indicated times, and then the assays
were conducted.

FIGURE 2. Comparison of the effect of zebrafish mavs splicing isoforms on the induction of IRF3 signaling and NF-kB signaling. (A) Schematic of zebrafish
mavs splicing isoforms obtained from Ensemble (http://www.ensembl.org): mavs-201 (ENSDART00000086281.6), mavs-202 (ENSDART00000129045.3), and
mavs-204 (ENSDART00000135100.3). (B) Validation of overexpressed mavs-201 and mavs-202 by immunoblotting. (C) Luc activity of ISRE reporter or
NF-kB reporter in EPC cells with overexpression of empty vector control (pCMV-empty) or two mavs transcript isoforms. (D) Luc activity of ISRE reporter or
NF-kB reporter in ZFL cells with overexpression of empty vector control (pCMV-empty) or two mavs transcript isoforms. (E) Luc activity of Dr-IFN-u1-Luc
reporter or Dr-IFN-u3-Luc reporter in ZFL cells with overexpression of empty vector control (pCMV-empty) or two mavs transcript isoforms. Each experiment
was performed in triplicate.

FIGURE 3. The effect of mavs-202 mutants on the induction of IRF3 signaling and NF-kB signaling. (A) Schematic of zebrafish mavs-202 mutants: mavs-
�CARD (CARD domain�deleted mutant), mavs-�PRO (PRO domain�deleted mutant), and mavs-�TM (TM domain�deleted mutant). (B and C) Luc activity
of ISRE reporter or NF-kB reporter in EPC cells with overexpression of empty vector control (pCMV-empty) or mavs-202 mutants. Data were based on one rep-
resentative experiment performed in three biological replicates from at least three independent experiments (mean ± SD) or representative data; the statistical
analysis was performed using an unpaired t test. *p < 0.05, **p < 0.01, ***p < 0.001.
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FIGURE 4. Zebrafish mavs-202 enhances SVCV-activated IRF3 signaling and NF-kB signaling. (A�D) Overexpression of mavs-202 increased ISRE (A),
zebrafish IFN-u1 (B), zebrafish IFN-u3 (C), and EPC-IFN (D) reporter activity induced by SVCV infection in a dose-dependent manner. EPC cells were trans-
fected with each Luc reporter (0.3 mg/well) together with pCMV-empty vector or an increasing amount of the pCMV-zf-mavs-202 vector (0.2 and 0.4 mg/well),
respectively. After 12 h, the cells were infected with SVCV (∼2.0 × 107 TCID50/ml) for 12 h, and then Luc reporter activity assays were performed.
(E�G) Overexpression of mavs-202 increased NF-kB (E), zebrafish tnfa promoter (Dr-TNF-a-Luc) (F), and zebrafish il-1b promoter (Dr-IL-1b-Luc) (G) reporter
activity in EPC cells induced by SVCV infection in a dose-dependent manner. EPC cells were transfected with each Luc reporter (0.2 mg/well) together with
pCMV-empty vector or an increasing amount of the pCMV-zf-mavs-202 vector (0.2 and 0.4 mg/well), respectively. After 12 h, the cells were infected with
SVCV (∼2.0 × 107 TCID50/ml) for 12 h, and then Luc reporter activity assays were conducted. (H�J) Overexpression of mavs-202 increased expression of ifn (H),
isg15 (I), and viperin (J) induced by SVCV (∼2.0 × 107 TCID50/ml) infection in EPC cells. (K�M) Overexpression of mavs-202 increased expression of tnfa (K),
il1b (L), and il8 (M) induced by SVCV (∼2.0 × 108 TCID50/ml) infection in EPC cells. (N�Q) Overexpression of mavs-202 increased expression of ifn1 (N), pkz
(O), mxc (P), and lta (Q) induced by SVCV (∼2.0 × 107 TCID50/ml) infection in ZFL cells. (R�U) Overexpression of mavs-202 increased expression of tnfa (R),
il1b (S), il6 (T), and il8 (U) induced by SVCV (∼2.0 × 107 TCID50/ml) infection in ZFL cells. Data were based on one representative experiment performed in
three biological replicates from at least three independent experiments (mean ± SD) or representative data; the statistical analysis was performed using an unpaired
t test. *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001.
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For viral infection of zebrafish larvae, zebrafish larvae (3 d postfertilization
[dpf]; n 5 40) were placed in a disposable 60-mm cell culture dish filled with
5 ml egg water and 2 ml SVCV (∼2.0 × 107 TCID50/ml) culture medium.
After incubation at 28◦C for 24 h, the larvae were photographed. For gene
expression assays, after the larvae were incubated for the indicated times, total
RNAs were extracted from the larvae, and quantitative real-time PCR (qPCR)
was performed. For survival ratio assays, zebrafish larvae were placed in a
96-well plate individually, and then 100 ml egg water containing SVCV
(6 ml egg water plus 4 ml SVCV [∼2.0 × 107 TCID50/ml] culture medium)
was added into each well. The mortality was monitored every 2 h over a
24-h period.

For viral injection of adult zebrafish, zebrafish (3 mo postfertilization
[3 mpf]) were i.p. injected with SVCV (∼2.0 × 107 TCID50/ml) at 10 ml per
individual. An i.p. injection with cell culture medium was used as the control.

Semiquantitative real-time PCR

Equivalent amounts of total RNA (2000 ng) were used for cDNA synthesis
with the One-Step gDNA Removal and cDNA Synthesis SuperMix (TransGen
BioTech Co., Beijing, China) in a 20-ml reaction volume. The synthesized
cDNA was used as a template for qRT-PCR analysis. qRT-PCR was per-
formed using the CFX Connect Real-Time PCR System (Bio-Rad Laborato-
ries) with MonAmp SYBR Green qPCR Mix (High Rox; Monad Biotech Co.,
Wuhan, China) under the following conditions: 95◦C for 5 min, followed by
50 cycles at 95◦C for 3 s and at 60◦C for 15 s. The instrument’s default disso-
lution curve acquisition program was used to draw the cycle threshold value
(34). The changes of gene expression were calculated as the relative fold
changes by the comparative cycle threshold method, and the b-actin of each
species was used as an internal control gene for normalization. The results
were obtained from three independent experiments, and each was performed
in triplicate. The primers used are listed in Supplemental Table I.

Luciferase reporter assay

We grew EPC cells in 24-well plates and transfected them with the indicated
amounts of vectors, including Renilla as an internal control, by VigoFect
(Vigorous Biotech, Beijing, China). Luc activity was assayed 24 h after
transfection. The Luc activity in cell extracts was determined by a dual-Luc
reporter assay system (Promega) according to the protocol supplied by the
manufacturer. The relative light units were measured using a luminometer

(Sirius; Zylux Corp., Oak Ridge, TN). Data were normalized to Renilla Luc.
Data are reported as means ± SD of three repeated experiments.

Statistical analysis

The statistical analysis was performed using an unpaired t test (where two
groups of data were compared) or two-way ANOVA (where more than two
groups of data were compared) in GraphPad Prism 7.0 (GraphPad Software).
Data are based on one representative experiment performed in three biological
replicates from at least three independent experiments (mean ± SD) or repre-
sentative data. A p value <0.05 was considered significant. Statistical signifi-
cance is represented as follows: *p < 0.05, **p < 0.01, ***p < 0.001, and
****p < 0.0001.

Results
Zebrafishmavs was induced by viral infection

To validate whether zebrafish mavs is involved in antiviral responses,
similar to mammalian MAVS (11, 15, 17), we initially examined
whether zebrafish mavs was induced by viral infection. On SVCV
infection in ZFL cells, mavs was steadily increased, similar to antivi-
ral type I IFN gene ifn1 and inflammatory genes tnfa and il1b
(Fig. 1A�D). Furthermore, in zebrafish larvae, mavs, as well as ifn1,
tnfa, and il1b, was induced by SVCV infection (Fig. 1E, 1F). In
adult zebrafish, SVCV infection also enhanced expression of mavs,
as well as ifn1, tnfa, and il1b, dramatically in liver, spleen, kidney,
and brain (Fig. 1G�I). These data indicate that zebrafish mavs is
induced by viral infection, which might also be involved in antiviral
responses.

The long isoform of zebrafish mavs has the strong ability to induce
antiviral responses

After searching in the Ensemble database (http://ensemblgenomes.
org), we found that zebrafish have six potential splicing isoforms of
mavs, including mavs-201 (Ensembl: ENSDART00000086281.6),

FIGURE 5. Overexpression of zebrafish mavs-202 enhances cellular antiviral responses. (A) Overexpression of mavs-202 increased cell survival after SVCV
infection in EPC cells. EPC cells were seeded into 12-well plates, and then CPE assays were performed. (B) Overexpression of mavs-202 reduced virus titer after
SVCV infection in EPC cells. Culture supernatant was collected from EPC cells infected with SVCV (MOI, 10), and the viral titer was determined by plaque
assay. (C) Validation of overexpressed mavs-202 in EPC cells by immunoblotting. (D�F) Overexpression of mavs-202 reduced the copy number of SVCV-
related genes in SVCV-infected EPC cells. EPC cells were transfected with HA-empty (2 mg) or HA-zf-mavs-202 (2 mg) vector. After 12 h, the cells were
infected with SVCV (MOI, 10) for 12 h, and then total RNAs were extracted to examine the mRNA levels of the G protein (D), N protein (E), and P protein (F)
of SVCV by qPCR analysis. Data were based on one representative experiment performed in three biological replicates from at least three independent experi-
ments (mean ± SD) or representative data; the statistical analysis was performed using an unpaired t test. **p < 0.01, ****p < 0.0001.
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mavs-202 (Ensembl: ENSDART00000129045.3), mavs-203
(Ensembl: ENSDART00000134421.3), mavs-204 (Ensembl:
ENSDART00000135100.3), mavs-205 (Ensembl: ENSDART00000
142240.2), and mavs-206 (Ensembl: ENSDART00000193644.1).
mavs-203 and mavs-205 contain only a partial sequence of
mavs-202. mavs-204 cannot be translated into protein. mavs-202
and mavs-206 are identical, which encode the same protein with
585 aa (Fig. 2A, Supplemental Fig. 1A). The two predicted
proteins of zebrafish mavs contain the CARD-like domain and
Proline-rich domain, but the long peptide (mavs-202/mavs-206)

contains the transmembrane (TM) domain (Supplemental Fig. 1A).
In fact, mavs-202 is evolutionarily conserved among human, mouse,
rat, and zebrafish, which contain all functional domains displayed in
mammalian MAVS (Supplemental Fig. 1B). These data implicate
that zebrafish mavs-202 might have a similar function as that of
mammalian MAVS in antiviral innate immunity.
By promoter assays, we further found that zebrafish mavs-202

appeared to trend toward inducibility on the reporter promoter
activity, including ISRE-Luc reporter, NF-kB-Luc reporter,
Dr-IFN-u1-Luc reporter, and Dr-IFN-u3-Luc reporter (Fig. 2B�E).

FIGURE 6. Generation of mavs-null zebrafish. (A) Schematic of targeting site in mavs. The different nucleotides between WT and M1 or M2 are labeled by
green font (left panel) or surrounded by rectangle boxes (right panel); the arrows show where the insertion and deletion are located. (B) The predicted protein prod-
ucts of mavs in mutant 1 (M1) and mutant 2 (M2). (C) qRT-PCR assays for mavs in M1. (D) qRT-PCR assays for mavs in mutant 2 (M2). (E) Validation of the spe-
cificity of anti-zebrafish mavs antibody. (F) Detection of mavs in mavs1/1 and mavs−/− (M1) livers. (G) Detection of mavs in mavs1/1 and mavs−/− (M2) livers.
(H) Detection of mavs in mavs1/1 and mavs−/− (M1) kidneys. (I and J) Comparison of the effect of mavs-202, M1, and M2 in the activity induction of ISRE-Luc
reporter and NF-kB-Luc reporter. Data were based on one representative experiment performed in three biological replicates from at least three independent experi-
ments (mean ± SD) or representative data; the statistical analysis was performed using an unpaired t test. *p < 0.05, **p < 0.01, ***p < 0.001.
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These data suggest that zebrafish mavs-202 behaves similar to that of
mammalian MAVS in antiviral innate immunity. In subsequent assays,
we used mavs-202 to investigate the function of zebrafish mavs.

The long isoform of zebrafish mavs exhibits similar function as that
of mammalian MAVS in antiviral innate immunity

To further determine whether zebrafish mavs-202 behaves similarly
to mammalian MAVS, we constructed three mutants of mavs-202
corresponding to human MAVS (11), including mavs-�CARD
(in which the CARD domain is deleted), mavs-�PRO (in which the
Proline-rich domain is deleted), and mavs-�TM (in which the TM
domain is deleted) (Fig. 3A). Similar to human MAVS mutants (11),
overexpression of these three mutants could not activate ISRE-Luc
reporter and NF-kB-Luc reporter (Fig. 3B, 3C).
Subsequently, we examined the effect of zebrafish mavs-202 on

virus-induced IRF3 signaling and NF-kB signaling by promoter
assays. Overexpression of mavs-202 activated SVCV-induced all-
promoter reporter activity significantly in a dose-dependent manner,
including ISRE-Luc, Dr-IFN-u1-Luc, Dr-IFN-u3-Luc, EPC-IFN-
Luc, NF-kB-Luc, Dr-TNF-a-Luc, and Dr-IL-1b-Luc (Fig. 4A�G).

These promoters are widely used for monitoring IRF3 signaling and
NF-kB signaling (33, 35). Next, we examined the effect of zebrafish
mavs-202 on virus-induced expression of key antiviral-responsive
genes and inflammatory-responsive genes. Overexpression of mavs-
202 dramatically promoted SVCV-induced expression of ifn, isg15,
viperin, tnfa, il1b, and il8 in EPC cells and ifn1, pkz, mxc, lta, tnfa,
il1b, il6, and il8 in ZFL cells (Fig. 4H�U).
To determine the role of zebrafish mavs in cellular antiviral

responses, we performed CPE assay. Overexpression of zebrafish
mavs-202 significantly enhanced cell survival after SVCV infec-
tion (Fig. 5A). Consistently, the virus title was reduced in mavs-
202�overexpressed EPC cells after SVCV infection (Fig. 5B). The
expression of transfected HA-mavs-202 was confirmed by Western
blot analysis (Fig. 5C). As expected, the reduction of SVCV repli-
cation rate indicated by expression of G, N, and P genes of SVCV
was overt in mavs-202�overexpressed EPC cells compared with
the control cells with HA-empty vector transfection (Fig. 5D�F).
Taken together, these data suggest that the long isoform of

zebrafish mavs, mavs-202, functions similar to mammalian MAVS
in activating IRF3 and NF-kB signaling (11).

FIGURE 7. Mavs-null zebrafish larvae are more susceptible to SVCV infection. (A) mavs-null zebrafish (mavs−/−) (3 dpf) were more susceptible to SVCV
infection than the WT zebrafish (mavs1/1) (3 dpf). The representative images were obtained when mavs-null zebrafish larvae and WT were infected with
(1) or without (−) SVCV for 18 h. The dead larvae exhibited no movement, no blood circulation, and a degenerated body. (B) mavs-null zebrafish (n 5 40
for each experiment; n 5 120 in total) were more susceptible to SVCV infection than WT zebrafish (n 5 40 for each experiment; n 5 120 in total), based
on the survival ratio. (C�F) The induction of key antiviral genes and key inflammatory genes, including ifn1 (C), tnfa (D), il1b (E), and il6 (F), on SVCV
infection was more significant in the WT larvae (mavs1/1) than in mavs-null larvae (mavs−/−). (G�I) The virus replication number indicated by the expres-
sion of the G (G), N (H), and P (I) genes of SVCV was lower in the WT larvae compared with the mavs-null infected with SVCV. Data were based on one
representative experiment performed in three biological replicates from at least three independent experiments (mean ± SD) or representative data; the statisti-
cal analysis was performed using an unpaired t test (C�I) or two-way ANOVA (B). *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001.
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Disruption of mavs in zebrafish abolishes the activation of IRF3 and
NF-jB by virus

To determine the function of mavs in vivo, we disrupted mavs in
zebrafish via CRISPR/Cas9 and obtained two mutant lines (Fig. 6A).
By crossing mavs1/− ($) × mavs1/− (#), the offspring with mavs1/1,

mavs1/−, and mavs−/− genetic backgrounds were born at a Mendelian
ratio (1:2:1), and no obvious defects in growth rate and reproduction
capability were detected in mavs−/− zebrafish under normal condi-
tions. Notably, the death rate of mavs−/− zebrafish was much higher
than other zebrafish with a different genetic background raised in the

FIGURE 8. Mavs-null adult zebrafish are more susceptible to SVCV infection. (A) Representative images of mavs-null zebrafish (3 mpf) and their WT siblings
(3 mpf) i.p. injected with or without SVCV at 10 ml per individual for 50 h. Red arrows indicate hemorrhage. (B) mavs-null zebrafish (3 mpf) (n 5 12) were more
resistant to SVCV infection compared with the WT zebrafish (3 mpf) (n 5 12) based on the survival ratio. (C) H&E-stained liver sections from mavs-null zebrafish
and the WT zebrafish after i.p. injection with 10 ml cell culture medium or 10 ml SVCV (∼2�3 × 107 TCID50/ml). Compared with the WT zebrafish, mavs-null
zebrafish displayed more nuclei in liver after SVCV infection. (D) Quantification of disintegrated nuclei in each of the 1000 cells of liver sections from WT or
mavs-null zebrafish. (E�H) qRT-PCR assays for ifn1 (E), tnfa (F), il1b (G), and il6 (H) in SVCV-infected livers of mavs-null or WT zebrafish. (I�L) qRT-PCR
assays for ifn1 (I), tnfa (J), il1b (K), and il6 (L) in SVCV-infected kidneys of mavs-null or WT zebrafish. Data were based on one representative experiment per-
formed in three biological replicates from at least three independent experiments (mean ± SD) or representative data; the statistical analysis was performed using an
unpaired t test (D�L) or two-way ANOVA (B). *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001.
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same circulated water system. By prediction, two short peptides might
be translated in the two mutant lines (Fig. 6B). qPCR assays indicated
that mavs was disrupted efficiently in the two mutant lines (M1 and
M2) (Fig. 6C, 6D). We developed an Ab against zebrafish mavs-202.
Its specificity was validated by Western blot analysis at first
(Fig. 6E). Immunoblotting further confirmed that mavs was dis-
rupted efficiently in the two mutant lines (M1 and M2) (Fig. 6F�H).
Promoter assays showed that these two predicted peptides lost their
ability on the induction of IRF3 and NF-kB signaling (Fig. 6I, 6J).
These data suggest that the function of mavs is completely disrupted
in the two mutant lines.
Subsequently, we challenged mavs−/− larvae (3 dpf) and mavs1/1

larvae (3 dpf) (having WT allele of mavs) (WT) with SVCV and
photographed the larvae after 18 h (Fig. 7A). The dead larvae exhib-
ited no movement, no blood circulation, and a degenerated body
(Fig. 7A). The survival rate of WT larvae was higher than that of
mavs−/− larvae after SVCV infection (Fig. 7B). Consistently, expres-
sion of the key antiviral genes and inflammatory genes, including
ifn1, tnfa, il1b, and il6, was lower in mavs−/− larvae compared with
mavs1/1 larvae (Fig. 7C�F). In agreement, the replication rate of
SVCV indicated by expression of G, N, and P genes of SVCV was
higher in mavs−/− larvae compared with those in mavs1/1 larvae
(Fig. 7G�I). Similar results were obtained in the mutant line 2
(Supplemental Fig. 2A�M).
Next, we i.p. injected SVCV, as well as using cell culture medium

as control, into mavs1/1 and mavs−/− adult zebrafish (3 mpf, M1)
and then observed their phenotype. Compared with SVCV-injected
mavs1/1 adult zebrafish, SVCV-injected mavs−/− adult zebrafish
exhibited much more swelling and hemorrhagic symptoms in the
abdomen (Fig. 8A). At different time points after SVCV injection,
we counted dead zebrafish and made a survival curve. As shown in
Fig. 8B, after challenge with SVCV, mavs−/− zebrafish displayed lower
survival rate compared with mavs1/1 zebrafish. Histopathological
assays showed that mavs−/− zebrafish displayed more nuclei in the liver
compared with the WT zebrafish after SVCV infection (Fig. 8C, 8D).
Then, we examined gene expression in different tissues of these
infected zebrafish, including liver, kidney, and brain. The key antivi-
ral genes, including ifn1, pkz, mxc, and lta, and inflammatory genes,
including tnfa, il1b, il6, and il8, were significantly reduced in
mavs−/− zebrafish compared with those of mavs1/1 zebrafish
(Fig. 8E�L, Supplemental Fig. 3A�H).
Taken together, these data suggest that zebrafish mavs is essential

for the activation of IRF3 and NF-kB in response to viral infection.

Discussion
As a model organism, zebrafish has been widely used for developing
human disease models, including infection disease models (28, 36).
Even though the innate immunity system is evolutionarily conserved
between mammals and zebrafish (37), divergent functions or even
complete opposite functions in some genes have also been revealed
between mammals and zebrafish (35, 38, 39). Well characterizing the
in vivo function of zebrafish mavs will benefit the development of
infection disease models using zebrafish. Notably, different from
mammalian MAVS, zebrafish mavs has multiple splicing isoforms.
Due to the lack of clear in vivo data, some confusion about the role
of zebrafish mavs in innate immunity exists so far (30, 31). In this
study, we not only thoroughly compare the effect of two mavs splic-
ing isoforms in the induction of IRF3 signaling and NF-kB signaling
but also provide in vivo data to show that zebrafish mavs is essential
for antiviral innate immunity. These data reveal that zebrafish mavs
functions similar to mammalian MAVS, supporting that zebrafish can

be used as a model to investigate the diseases related to antiviral
innate immunity.
Notably, it has been reported that WT zebrafish larvae do not

mount a proper IFN response when infected with SVCV (40).
However, we and others have provided multiple evidence to show
that zebrafish larvae do have a proper IFN response when chal-
lenged with SVCV (33�35, 41). This discrepancy might result
from different strains of SVCV used in the studies for zebrafish
larvae infection (42). In addition, the inducibility of zebrafish mavs
expression by viral infection is inconsistent with previous reports,
which might be because of different viruses used in the studies or
other unknown reasons (43, 44).
Given that aggregation, phosphorylation, and ubiquitination are

not only successively connected events during the process of
MAVS activation but also prerequired for MAVS activation (4, 10,
15, 16), zebrafish mavs might also behave similarly to mammalian
MAVS, even though we have no data to show these aspects. Further
determining the structural changes and modification of zebrafish
mavs in response to viral infection will give us a full picture of the
function and the underlying mechanisms of mavs in antiviral innate
immunity.

Acknowledgments
We thank Dr. Hong-Bing Shu for providing reagents.

Disclosures
The authors have no financial conflicts of interest.

References
1. Hur, S. 2019. Double-stranded RNA sensors and modulators in innate immunity.

Annu. Rev. Immunol. 37: 349�375.
2. Yang, Q., and H. B. Shu. 2020. Deciphering the pathways to antiviral innate

immunity and inflammation. Adv. Immunol. 145: 1�36.
3. Takeuchi, O., and S. Akira. 2010. Pattern recognition receptors and inflammation.

Cell 140: 805�820.
4. Tan, X., L. Sun, J. Chen, and Z. J. J. Chen. 2018. Detection of microbial infections

through innate immune sensing of nucleic acids. Annu. Rev. Microbiol. 72: 447�478.
5. Ablasser, A., F. Bauernfeind, G. Hartmann, E. Latz, K. A. Fitzgerald, and V.

Hornung. 2009. RIG-I-dependent sensing of poly(dA:dT) through the induction
of an RNA polymerase III-transcribed RNA intermediate. Nat. Immunol. 10:
1065�1072.

6. Kato, H., O. Takeuchi, E. Mikamo-Satoh, R. Hirai, T. Kawai, K. Matsushita,
A. Hiiragi, T. S. Dermody, T. Fujita, and S. Akira. 2008. Length-dependent rec-
ognition of double-stranded ribonucleic acids by retinoic acid-inducible gene-I
and melanoma differentiation-associated gene 5. J. Exp. Med. 205: 1601�1610.

7. Loo, Y. M., and M. Gale, Jr. 2011. Immune signaling by RIG-I-like receptors.
Immunity 34: 680�692.

8. Goubau, D., M. Schlee, S. Deddouche, A. J. Pruijssers, T. Zillinger, M. Goldeck,
C. Schuberth, A. G. Van der Veen, T. Fujimura, J. Rehwinkel, et al. 2014. Antivi-
ral immunity via RIG-I-mediated recognition of RNA bearing 59-diphosphates.
Nature 514: 372�375.

9. Ishikawa, H., and G. N. Barber. 2008. STING is an endoplasmic reticulum adaptor
that facilitates innate immune signalling. [Published erratum appears in 2008 Nature
456: 274.] Nature 455: 674�678 .

10. Liu, S., X. Cai, J. Wu, Q. Cong, X. Chen, T. Li, F. Du, J. Ren, Y. T. Wu,
N. V. Grishin, and Z. J. Chen. 2015. Phosphorylation of innate immune adaptor pro-
teins MAVS, STING, and TRIF induces IRF3 activation. Science 347: aaa2630.

11. Seth, R. B., L. Sun, C. K. Ea, and Z. J. Chen. 2005. Identification and characteri-
zation of MAVS, a mitochondrial antiviral signaling protein that activates
NF-kappaB and IRF 3. Cell 122: 669�682.

12. Xu, L. G., Y. Y. Wang, K. J. Han, L. Y. Li, Z. Zhai, and H. B. Shu. 2005. VISA
is an adapter protein required for virus-triggered IFN-beta signaling. Mol. Cell
19: 727�740.

13. Cai, X., J. Chen, H. Xu, S. Liu, Q. X. Jiang, R. Halfmann, and Z. J. Chen. 2014.
Prion-like polymerization underlies signal transduction in antiviral immune
defense and inflammasome activation. Cell 156: 1207�1222.

14. Hou, F., L. Sun, H. Zheng, B. Skaug, Q. X. Jiang, and Z. J. Chen. 2011. MAVS
forms functional prion-like aggregates to activate and propagate antiviral innate
immune response. [Published erratum appears in 2011 Cell 146: 448�461.] Cell
146: 448�461.

15. Ablasser, A., and S. Hur. 2020. Regulation of cGAS- and RLR-mediated immunity
to nucleic acids. Nat. Immunol. 21: 17�29.

1322 mavs IS ESSENTIAL FOR INNATE IMMUNITY
D

ow
nloaded from

 http://aai.silverchair.com
/jim

m
unol/article-pdf/210/9/1314/1645296/ji2200126.pdf by guest on 10 April 2024



16. Liu, B., and C. Gao. 2018. Regulation of MAVS activation through post-translational
modifications. Curr. Opin. Immunol. 50: 75�81.

17. Belgnaoui, S. M., S. Paz, and J. Hiscott. 2011. Orchestrating the interferon antiviral
response through the mitochondrial antiviral signaling (MAVS) adapter. Curr. Opin.
Immunol. 23: 564�572.

18. Chen, S. N., P. F. Zou, and P. Nie. 2017. Retinoic acid-inducible gene I (RIG-I)-
like receptors (RLRs) in fish: current knowledge and future perspectives. Immu-
nology 151: 16�25.

19. Wei, X. M., C. Li, Y. Zhang, K. Li, J. Q. Li, K. T. Ai, K. M. Li, J. S. Zhang, and
J. L. Yang. 2021. Fish NF-kB couples TCR and IL-17 signals to regulate ances-
tral T-cell immune response against bacterial infection. FASEB J. 35: e21457.

20. Zhang, Y. B., and J. F. Gui. 2012. Molecular regulation of interferon antiviral
response in fish. Dev. Comp. Immunol. 38: 193�202.

21. Biacchesi, S., M. LeBerre, A. Lamoureux, Y. Louise, E. Lauret, P. Boudinot, and
M. Brémont. 2009. Mitochondrial antiviral signaling protein plays a major role in
induction of the fish innate immune response against RNA and DNA viruses.
J. Virol. 83: 7815�7827.

22. Chang, M., B. Collet, P. Nie, K. Lester, S. Campbell, C. J. Secombes, and J. Zou.
2011. Expression and functional characterization of the RIG-I-like receptors MDA5
and LGP2 in Rainbow trout (Oncorhynchus mykiss). J. Virol. 85: 8403�8412.

23. Sun, F., Y. B. Zhang, T. K. Liu, L. Gan, F. F. Yu, Y. Liu, and J. F. Gui. 2010.
Characterization of fish IRF3 as an IFN-inducible protein reveals evolving regu-
lation of IFN response in vertebrates. J. Immunol. 185: 7573�7582.

24. Sun, F., Y. B. Zhang, T. K. Liu, J. Shi, B. Wang, and J. F. Gui. 2011. Fish MITA
serves as a mediator for distinct fish IFN gene activation dependent on IRF3 or
IRF7. J. Immunol. 187: 2531�2539.

25. Lauksund, S., T. Svingerud, V. Bergan, and B. Robertsen. 2009. Atlantic salmon
IPS-1 mediates induction of IFNa1 and activation of NF-kappaB and localizes to
mitochondria. Dev. Comp. Immunol. 33: 1196�1204.

26. Zhang, J., Y. B. Zhang, M. Wu, B. Wang, C. Chen, and J. F. Gui. 2014. Fish
MAVS is involved in RLR pathway-mediated IFN response. Fish Shellfish
Immunol. 41: 222�230.

27. Sullivan, C., B. L. Soos, P. J. Millard, C. H. Kim, and B. L. King. 2021. Modeling
virus-induced inflammation in zebrafish: a balance between infection control and
excessive inflammation. Front. Immunol. 12: 636623.

28. Cornuault, J. K., G. Byatt, M. E. Paquet, P. De Koninck, and S. Moineau. 2022.
Zebrafish: a big fish in the study of the gut microbiota. Curr. Opin. Biotechnol.
73: 308�313.

29. Jørgensen, L. V. G. 2020. Zebrafish as a model for fish diseases in aquaculture.
Pathogens 9: 609.

30. Chen, W. Q., Y. W. Hu, P. F. Zou, S. S. Ren, P. Nie, and M. X. Chang. 2015.
MAVS splicing variants contribute to the induction of interferon and interferon-
stimulated genes mediated by RIG-I-like receptors. Dev. Comp. Immunol. 49: 19�30.

31. Lu, L. F., S. Li, X. B. Lu, and Y. A. Zhang. 2015. Functions of the two zebrafish
MAVS variants are opposite in the induction of IFN1 by targeting IRF7. Fish
Shellfish Immunol. 45: 574�582.

32. Palha, N., F. Guivel-Benhassine, V. Briolat, G. Lutfalla, M. Sourisseau, F. Ellett,
C. H. Wang, G. J. Lieschke, P. Herbomel, O. Schwartz, and J. P. Levraud. 2013.
Real-time whole-body visualization of Chikungunya Virus infection and host
interferon response in zebrafish. PLoS Pathog. 9: e1003619.

33. Zhu, J., X. Liu, X. Cai, G. Ouyang, S. Fan, J. Wang, and W. Xiao. 2020. Zebrafish
prmt7 negatively regulates antiviral responses by suppressing the retinoic acid-
inducible gene-I-like receptor signaling. FASEB J. 34: 988�1000.

34. Gong, X. Y., Q. M. Zhang, X. Zhao, Y. L. Li, Z. L. Qu, Z. Li, C. Dan, J. F. Gui,
and Y. B. Zhang. 2022. LGP2 is essential for zebrafish survival through dual
regulation of IFN antiviral response. iScience 25: 104821.

35. Ouyang, G., Q. Liao, D. Zhang, F. Rong, X. Cai, S. Fan, J. Zhu, J. Wang, X. Liu,
X. Liu, and W. Xiao. 2020. Zebrafish NF-kB/p65 is required for antiviral
responses. J. Immunol. 204: 3019�3029.

36. Marı́-Beffa, M., A. B. Mesa-Román, and I. Duran. 2021. Zebrafish models for
human skeletal disorders. Front. Genet. 12: 675331.
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