
JOURNAL OF VIROLOGY, Nov. 2007, p. 12238–12248 Vol. 81, No. 22
0022-538X/07/$08.00�0 doi:10.1128/JVI.01489-07
Copyright © 2007, American Society for Microbiology. All Rights Reserved.

Norwalk Virus RNA Is Infectious in Mammalian Cells�

Susana Guix, Miyuki Asanaka, Kazuhiko Katayama, Sue E. Crawford, Frederick H. Neill,
Robert L. Atmar, and Mary K. Estes*

Department of Molecular Virology and Microbiology, Baylor College of Medicine, Houston, Texas 77030

Received 6 July 2007/Accepted 30 August 2007

Human noroviruses are positive-sense RNA viruses and are the leading cause of epidemic acute viral
gastroenteritis in developed countries. The absence of an in vitro cell culture model for human norovirus
infection has limited the development of effective antivirals and vaccines. Human histo-blood group antigens
have been regarded as receptors for norovirus infection, and expression of the �(1,2) fucosyltransferase gene
(FUT2) responsible for the secretor phenotype is required for susceptibility to Norwalk virus (NV) infection.
We report for the first time that transfection of NV RNA, isolated from stool samples from human volunteers,
into human hepatoma Huh-7 cells leads to viral replication, with expression of viral antigens, RNA replication,
and release of viral particles into the medium. Prior treatment of the RNA with proteinase K completely
abolishes RNA infectivity, suggesting a key role of an RNA-protein complex. Although overexpression of the
human FUT2 gene enhances virus binding to cells, it is not sufficient to allow a complete viral infection, and
viral spread from NV-transfected cells to naı̈ve cells does not occur. Finally, no differences in NV RNA
replication are observed between Huh-7 and Huh-7.5.1 cells, which contain an inactivating mutation in retinoic
acid-inducible gene I (RIG-I), suggesting that the RIG-I pathway does not play a role in limiting NV replica-
tion. Our results strongly suggest that the block(s) to NV replication in vitro is at the stage of receptor and/or
coreceptor binding and/or uncoating, either because cells lack some specific factor or activation of cellular
antiviral responses independent of RIG-I inhibits virus replication.

The human pathogen Norwalk virus (NV) is the prototype
strain of the Norovirus genus in the family Caliciviridae. Noro-
viruses are responsible for the majority of outbreaks of non-
bacterial gastroenteritis in developed countries, and it is esti-
mated that they have a significant impact in developing
countries as well. Although human noroviruses were originally
identified more than 30 years ago, our understanding of their
replication cycle and mechanisms of pathogenicity has been
limited because these viruses are noncultivatable in established
cell lines and a small animal model to study viral infection is
not available. Only recently, it has been reported that both
genogroup I (GI) and GII strains of human noroviruses can be
passaged several times with limited replication in a differenti-
ated three-dimensional cell culture system derived from a hu-
man small intestinal cell line (40). In addition, gnotobiotic pigs
can support replication of a human norovirus GII strain, with
occurrence of mild diarrhea and virus shedding and immuno-
fluorescent detection of both structural and nonstructural pro-
teins in enterocytes (10). Although these results are promising,
it remains unclear whether these systems are robust enough to
be widely used to efficiently propagate human noroviruses in
vitro, and the factors responsible for the block(s) of viral
replication using standard cell culture systems remain un-
known.

The NV genome is a positive-sense, polyadenylated, single-
stranded RNA molecule of 7.7 kb and contains three open
reading frames (ORFs): ORF1 encodes a nonstructural

polyprotein, and ORF2 and ORF3 encode the major and mi-
nor capsid proteins, VP1 and VP2, respectively (14, 24). Due to
the lack of an in vitro system to propagate human noroviruses,
features of their life cycle have been inferred from studies
using other animal caliciviruses that can grow in mammalian
cell cultures. A 3� coterminal polyadenylated subgenomic
RNA is produced within infected cells, and it is believed that
both genomic and subgenomic RNAs are covalently linked to
the nonstructural protein VPg at their 5� ends. Upon infection
of cells, nonstructural proteins are expressed from genomic
RNA and form an RNA replication complex, which generates
new genomic RNA molecules as well as subgenomic RNAs
encoding VP1 and VP2. After expression of the structural
proteins from subgenomic RNA molecules, the capsid is as-
sembled and viral RNA encapsidated prior to progeny release.
Some of these features have been confirmed using recombi-
nant systems to express the native NV genome in mammalian
cells by using vaccinia virus expression systems (2, 25).

Studies with human volunteers have shown that some indi-
viduals are either repeatedly susceptible or resistant to NV
infection (36) and led to the identification of a genetically
determined factor that predicts a person’s susceptibility to in-
fection and disease (19, 30). Binding experiments using recom-
binant NV virus-like particles (VLPs) demonstrated attach-
ment of VLPs to surface epithelial cells of the gastroduodenal
junction on biopsies from secretors but not to cells from non-
secretors, showing that the expression pattern of ABH histo-
blood group antigens may influence susceptibility to NV (32).
The gene responsible for the secretor phenotype encodes an
�(1,2)fucosyltransferase (FUT2) that produces H antigens on
the surface of epithelial cells and in mucosal secretions (27).
Since it was observed that transfection of the FUT2 gene into
nonpermissive cells enhances NV binding (31), it has been
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hypothesized that H antigens or related blood group antigens
may function as a receptor for NV.

The main goal of our study was to understand the molecular
basis of the restricted growth of NV in cultured cells by trans-
fecting wild-type NV RNA into human cells. Our studies show
for the first time that transfection of wild-type NV RNA iso-
lated from human stool samples can lead to the production of
viral particles, indicating that wild-type NV RNA is infectious
and replicates. However, a block to NV spread to other cells in
the culture remains, indicating that the block(s) exists at the
cell entry and/or uncoating steps.

MATERIALS AND METHODS

Cell lines and NV stool specimens. The human intestinal CaCo-2 cell line was
obtained from the American Type Culture Collection and was maintained in
Earle’s minimum essential medium (MEM) supplemented with 10% fetal bovine
serum (FBS). The hepatic Huh-7 cell line was kindly provided by S. Makino.
Huh-7.5.1 cells were kindly provided by F. Chisari (46). Huh-7 and Huh-7.5.1
cells were maintained in Dulbecco’s MEM (DMEM) supplemented with 10%
FBS.

Stool specimens from human volunteers 715 (100521) and 722 (100619) ex-
perimentally infected with NV (A. R. Opekun, R. A. Atmar, M. A. Gilger, M. K.
Estes, F. H. Neill, A. Chandrasekaran, C. L. Ugarte, and D. Y. Graham, pre-
sented at the Annual Meeting of the American Gastroenterological Association
Institute and Digestive Disease Week, 2007; R. Atmar, unpublished data) were
used throughout the study. NV titers of stool specimens were higher than 1 �
1011 RNA genomic copies per gram.

Antibodies and plasmids. Polyclonal hyperimmune antiserum to recombinant
NV VLPs raised in rabbits and mouse monoclonal antibodies (MAbs) NV3901
and NV8812 have been described elsewhere (16, 23, 35, 43). Antiserum to VPg
was made by hyperimmunizing rabbits with a His-tagged VPg expressed and
purified in Escherichia coli Bl-21(DE3) cells. The BG-4 anti-H type 1-specific
MAb was purchased from Signet Pathology Systems (Dedham, MA), the BRIC
231 anti-H type 2 MAb was purchased from Biogenesis (United Kingdom), and
the anti-Leb MAb was purchased from Gamma Biologicals (Houston, TX).

An expression vector containing the human secretor blood group FUT2 gene
(accession no. U17894) was kindly provided by John B. Lowe from Case Western
Reserve University School of Medicine (27), and pcDNAI (Invitrogen) was used
as the corresponding empty vector negative control.

Purification of NV from stool samples. Ten percent stool suspensions in 0.1 M
phosphate-buffered saline (PBS)–0.5% Zwittergent detergent (Calbiochem)
were extracted with Vertrel XF (Miller-Stephenson) and centrifuged at 12,400 �
g for 10 min. The supernatant was collected, and virus was precipitated by adding
a 3� polyethylene glycol-NaCl (24% polyethylene glycol 8000, 0.12 M NaCl)
solution to a final concentration of 1� and incubating the mixture for 2 h at 4°C.
The precipitated virus was pelleted at 10,000 � g for 15 min, and the pellet was
suspended in 0.1 M PBS. The virus suspension was pelleted through a 40%
sucrose cushion for 3 h at 124,000 � g and further purified by isopycnic CsCl
gradient centrifugation in milli-Q water (1.36 g/ml) for 24 h at 150,000 � g in a
Beckman SW55 Ti rotor. After gradient fractionation, each fraction was diluted
10 times in milli-Q water and viruses were recovered by ultracentrifugation (3 h
at 150,000 � g). The presence of virus in each fraction was analyzed by enzyme-
linked immunosorbent assay (ELISA) specific for the NV VP1 capsid protein as
previously described (3), by quantitative real-time reverse transcription-PCR
(qRT-PCR) (see below), and by electron microscopy after staining with 1%
ammonium molybdate (pH 5.5). Isolation of RNA from the peak fraction con-
taining NV was performed using the QIAamp viral RNA mini kit (QIAGEN)
following the manufacturer’s instructions.

RNA transfection. Cells were plated into 48-well plates at a density of 5 � 104

cells per well. After incubation overnight at 37°C, cells were washed twice with
DMEM containing 2% FBS, and 250 ng of RNA per well was transfected using
Lipofectamine 2000 (Invitrogen) following the manufacturer’s instructions. In
some experiments, Lipofectamine 2000 was used in combination with Magneto-
fection technology (OZ Biosciences). Briefly, after a 15-min incubation of RNA
with Lipofectamine 2000, 1 �l of CombiMag transfection reagent was added to
the solution per �g of RNA to be transfected. After a 15-min incubation at room
temperature, the mixture was added to each well and cell culture plates were
incubated on the magnetic plate for 20 min at 37°C. After a 3-h incubation at
37°C, cells were washed twice with DMEM–2% FBS and incubated in complete
media at 37°C for the indicated periods.

Detection of NV proteins in transfected cells by IF analysis. At various hours
posttransfection (hpt), cells were rinsed once with 0.1 M PBS and fixed in 4%
paraformaldehyde (PF) for 30 min at room temperature. After incubation of
cells in 0.5% Triton X-100–0.1 M PBS for 15 min at room temperature for
permeabilization, cells were blocked at 37°C for 2 h in 0.1 M PBS–1% bovine
serum albumin (BSA). Primary antibodies were added to the wells at the appro-
priate dilution in 0.1 M PBS–1% BSA (1:1,000 for rabbit anti-VPg and 1:5,000
for MAbs NV3901 and NV8812) and incubated overnight at 4°C. Cells were
washed in 0.1 M PBS and incubated for 2 h at room temperature in a 1:1,000
dilution of the corresponding secondary antibody conjugated to Alexa Fluor 594
or 488. Nuclei were stained with 300 nM DAPI (4�,6�-diamidino-2-phenylindole)
for 15 min at room temperature. Following the final wash step, immunofluores-
cence (IF) was detected using an Olympus IX-70 inverted-system microscope.

Proteinase K treatment of NV RNA. Pretreatment of RNA with proteinase K
was carried out by incubation of purified RNA in 0.1 M NaCl, 10 mM Tris (pH
8.0), 1 mM EDTA, 0.5% sodium dodecyl sulfate, and 200 �g/ml of proteinase K
for 45 min at 55°C followed by precipitation with ethanol. As a control, equiv-
alent amounts of NV RNA were also treated as described above but with the
omission of proteinase K.

Northern blotting. RNA samples were loaded onto a denaturing agarose gel
for Northern blotting, using the NorthernMax kit (Ambion). Membranes were
probed with a negative-sense 32P-labeled RNA probe complementary to nucle-
otides (nt) 5929 to 6808 of the NV genome. The RNA probe was prepared by in
vitro transcription using the Promega Riboprobe in vitro transcription systems, in
the presence of 100 �Ci of [�-32P]UTP (20 mCi/ml). Genomic and subgenomic
RNA controls included RNA transcripts derived from in vitro transcription from
the previously described plasmids containing genomic and subgenomic se-
quences under a T7 promoter (2).

qRT-PCR assay. Two qRT-PCR assays targeted to ORF1 (nt 4641 to 4715)
and ORF2 (nt 5412 to 5522) genomic regions were developed. Standard curves
or absolute RNA quantification were included in every assay and were generated
by using RNA transcripts produced by in vitro transcription of a cDNA that
contained both ORF1- and ORF2-targeted regions (nt 4487 to 5671). Primers
and probes used to amplify both regions have been previously described (2).
Normalization versus glyceraldehyde-3-phosphate dehydrogenase (GAPDH) ti-
ters was performed using the TaqMan GAPDH control reagents (human) (Ap-
plied Biosystems). Standard curves included five dilutions and three replicate
wells for each dilution. All samples were quantified in at least duplicate wells.
Reactions were performed using the TaqMan One-Step RT-PCR master mix
reagent kit (Applied Biosystems) in an Applied Biosystems 7500 real-time PCR
system. The thermal protocol consisted of 30 min at 48°C, followed by 10 min at
95°C and 45 cycles of 15 s at 95°C and 1 min at 60°C.

Analysis of intracellular RNA. Total cellular RNA was isolated from 1 � 105

cells using the RNeasy mini kit (QIAGEN). Poly(A)� RNA was further purified
from total cellular RNA using the MicroPoly(A) Purist kit (Ambion) and ana-
lyzed by Northern blotting and qRT-PCR using the same set of primers and
probes described above.

Detection of viral RNA, proteins, and viral particles in the culture superna-
tant of transfected cells. At different hours posttransfection (hpt), the culture
supernatants were harvested and clarified at 16,000 � g for 15 min at 4°C. NV
capsid protein in the supernatant was detected using an ELISA specific for VP1
as previously described (3). For quantification of encapsidated NV RNA, 70 �l
of culture supernatant was treated with 20 �g/ml of RNase A for 30 min at 37°C.
Viral RNA was purified using the QIAamp viral RNA mini kit (QIAGEN) and
subjected to qRT-PCR for ORF1 NV-specific primers. Viral particles were
detected by electron microscopy after negative staining with 1% ammonium
molybdate (pH 5.5), after concentration of the samples through a 40% sucrose
cushion for 3 h at 124,000 � g.

Binding assays. Forty-eight hours before performing the binding assay, Huh-7
cells grown on poly-D-lysine-coated 48-well plates were transfected with a plas-
mid encoding the FUT2 enzyme or the empty vector using Lipofectamine 2000.
Both recombinant NV VLPs produced in the baculovirus expression system (43)
and wild-type virus isolated from infected human stools were used in binding
assays. Cells were washed twice in cold PBS–1% BSA and incubated with 100 �l
of 5 �g/ml of VLPs or different doses of purified virus diluted in cold PBS–1%
BSA for 1 h at 4°C with gentle agitation. Unbound VLPs or virus were removed
by washing three times in cold PBS–1% BSA and two times in cold PBS. To
detect VLPs bound to cell monolayers, cells were fixed with 4% PF for 30 min at
room temperature and processed for IF as described above, but omitting the
permeabilization step, using the MAb NV8812 against VP1 protein. The amount
of bound wild-type virus was quantified by qRT-PCR. After the final washing
steps, total RNA from each well was isolated using the RNeasy mini kit
(QIAGEN) and analyzed by qRT-PCR with NV ORF2 and GAPDH primers.
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The input virus was measured by adding equivalent amounts of virus to wells that
had been incubated with PBS–1% BSA alone just before purifying the RNA.
Experiments were performed in duplicate wells, and the percentage of bound
virus relative to the input virus was calculated after determining the ORF2/
GAPDH ratio for each well. The ability of specific MAbs against VP1 to block
binding was examined by preincubating the sample in PBS–1% BSA with serial
10-fold dilutions of ascites fluids for 2 h at room temperature as previously
described (43), prior to performing the binding assay as described above.

Infection of cultures. Forty-eight hours after transfection of Huh-7 cells grown
on 48-well plates with a plasmid encoding the FUT2 enzyme or the empty vector
using Lipofectamine 2000, cells were washed twice with serum-free media. The
inocula containing wild-type NV isolated from stool diluted in serum-free media
was left on the cells for 3 h at 37°C and was replaced with fresh media containing
10% FBS. Cells were fixed with PF at 24 h postinfection (hpi), and viral repli-
cation was analyzed by IF using the MAb NV8812 against VP1 protein.

Statistics. All statistical analyses were conducted using the Student’s t test in
SigmaPlot 10.0. Error bars represent standard deviation, and statistical signifi-
cance was defined as P � 0.01.

RESULTS

Isolation of NV RNA from human stool samples. Stools
from two volunteers containing high titers of NV were used as
a source of wild-type NV RNA. Virus was purified from 5-g
aliquots of stool by CsCl gradient centrifugation, and each
fraction was suspended in a final volume of 100 �l of milli-Q
water. The presence of VP1 antigen and NV RNA in each
fraction was analyzed by ELISA (Fig. 1A) and qRT-PCR (Fig.
1B). The peak viral antigen and nucleic acid corresponded to
fractions with CsCl densities of 1.37 to 1.39 g/ml, which is
consistent with previous reports for noroviruses (22). The pres-

ence of viral particles in these fractions was confirmed by
electron microscopy (Fig. 1C). NV RNA was purified from 15
�l of the peak fraction (fraction 8), and the RNA integrity was
assessed by Northern blotting before transfection (Fig. 1D),
showing a major band of 7.7 kb corresponding to the size of
NV genomic RNA.

Transfection of wild-type NV RNA into CaCo-2 and Huh-7
cells leads to expression of viral antigens. Since it is believed
that the NV RNA 5� end is covalently linked to a VPg protein,
proteinase K was not used to extract the RNA from NV par-
ticles purified from stool. NV wild-type RNA was purified from
CsCl fractions using the QIAamp viral RNA mini kit
(QIAGEN), which is based on the binding properties of nu-
cleic acids to a silica gel-based membrane, in the presence of
carrier RNA. Purified RNA used for transfection had a con-
centration of 70 ng/�l, containing between 1 � 108 and 1 � 109

NV RNA molecules/�l. When 250 ng of purified viral RNA
was used to transfect cells of the human intestinal cell line
CaCo-2 and human hepatoma cell line Huh-7 grown on 48-well
plates, expression of both nonstructural and structural proteins
was observed in both cell lines at 48 h after transfection, using
antiserum against VPg and the MAb NV3901 against VP1
protein, respectively (Fig. 2). Although the number of positive
cells was low in all cases, Huh-7 cells showed the highest ratio
of transfected cells/copy of transfected NV RNA. Around 100
to 150 positive cells could be detected after transfecting 5 �
108 NV RNA molecules in 1 � 105 cells. Other cell lines such

FIG. 1. Purification of NV from stool samples from infected volunteers by CsCl gradient centrifugation. (A) Detection of NV capsid protein
VP1 by ELISA in each fraction. (B) Quantification of NV RNA in each fraction by qRT-PCR. (C) Electron micrograph of NV particles after CsCl
gradient purification (density, 1.37 g/ml). Scale bar, 100 nm. (D) Northern blot analysis of viral RNA purified from fraction 8 (F8) prior to
transfection. In vitro-transcribed positive-sense genomic (G) and subgenomic (S) RNAs were used as positive controls.
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as Int407 and HEK293T cells also supported NV protein ex-
pression after RNA transfection, but the ratios of transfected
cells per copy of transfected NV RNA were lower than that for
Huh-7 cells (data not shown). Since capsid proteins are trans-
lated from subgenomic RNA, detection of both structural and
nonstructural proteins indicated that transfected NV RNA was
able to replicate and that synthesis of subgenomic RNA oc-
curred.

Expression of viral RNA is likely dependent on VPg linkage
to genomic RNA. To further analyze the infectious properties
of wild-type NV RNA, RNA isolated from stool was treated
with or without proteinase K. Prior to transfection, integrity of
RNA was confirmed by Northern blotting (Fig. 3) and qRT-
PCR. As measured by qRT-PCR with primers targeted to the
ORF2 region, the titers of NV RNA in the absence and pres-
ence of proteinase K treatment were similar [(2.05 � 0.01) �
106 and (3.54 � 0.12) � 106 NV RNA copies/ng of RNA,
respectively]. The number of positive cells after transfection of
equal amounts of RNA in Huh-7 cells was evaluated by IF
staining using antibodies against VPg and MAb NV8812 at
24 h after transfection with 250 ng of RNA in Huh-7 cells
grown on 48-well plates. While in the absence of proteinase K
treatment 105 cells expressed VP1 protein, proteinase K treat-
ment completely abolished viral expression, suggesting that
NV viral protein expression is dependent on an RNA-protein
interaction.

NV RNA transfection leads to a single cycle of viral repli-
cation. A kinetic analysis of NV protein expression in Huh-7
cells showed that although clusters containing four to six pos-
itive cells were frequently observed by 2 days posttransfection
(dpt), a significant increase in the percentage of positive cells

over time was not detected, and morphological changes were
observed by 4 dpt (Fig. 4A). Morphological changes observed
in NV-expressing cells are analyzed in more detail at higher
magnification in Fig. 4B. Between 2 and 3 dpt, NV-transfected
cells started to detach from the plate surface, and by 5 dpt, the
vast majority of NV-transfected cells showed dramatic cyto-
pathic effects that resulted in cell lysis. Altogether, these results
suggest that cell-to-cell spread of virus resulting in infection of
the complete cell monolayer did not occur. Next, to elucidate
whether a complete cycle of viral replication occurred, we
tested whether different steps of the viral replication cycle,
such as viral RNA replication and assembly and release of
progeny virus to the media, could be observed.

Poly(A)-containing RNA produced in Huh-7-transfected
cells at different times posttransfection was examined by
Northern blot analysis, using an antisense RNA probe specific
for the NV ORF2 region and qRT-PCR using primers target-
ing regions either in ORF1 or ORF2. While ORF2 primers are
able to amplify both genomic and subgenomic RNAs, ORF1
primers will only amplify genomic RNA. By Northern blotting,
a band corresponding to positive-sense subgenomic RNA was
detected starting at 24 hpt. A clear band corresponding to
genomic RNA could not be observed, probably due to the low
number of NV-transfected cells and low sensitivity of Northern
blots, especially to detect high-molecular-weight bands (Fig.
5A). By qRT-PCR, however, an increase in RNA templates
amplified by both ORF1 and ORF2 primers began to be ob-
served at 24 hpt and was more obvious at 48 hpt (Fig. 5B).
Although at 0 hpt, the titer using ORF2 primers was approx-
imately 3 times lower than the titer obtained with ORF1 prim-
ers, probably due to different primer sensitivities, increases of
9-fold and 31-fold were observed from 0 to 48 hpt for ORF1

FIG. 2. Detection of NV protein expression in Huh-7 and CaCo-2
RNA-transfected cells at 48 hpt. Immunofluorescent staining for non-
structural proteins was performed using antiserum against the VPg
protein. Capsid protein VP1 was stained with the MAb NV3901. Nu-
clei were counterstained with DAPI.

FIG. 3. Northern blot analysis of equal amounts of NV RNA iso-
lated from stool after treatment in the presence (�) or absence (�) of
proteinase K (PK). In vitro-transcribed positive-sense genomic
(G) and subgenomic (S) RNAs without PK treatment were used as
positive controls.

VOL. 81, 2007 INFECTIVITY OF NORWALK VIRUS RNA 12241



and ORF2 primers, respectively, indicating that both genomic
and subgenomic RNAs were being synthesized. Levels of
GAPDH mRNA did not change. The higher increase (fold)
detected with ORF2 primers indicated that subgenomic RNA
was being synthesized and confirmed the results obtained by
Northern blotting. The larger amounts of subgenomic RNA
molecules compared to genomic RNA molecules are expected,
since similar results are seen during replication of other posi-
tive-strand RNA viruses that use subgenomic RNA to synthe-
size large amounts of capsid proteins, such as togavirus (38) or
astrovirus (33).

To determine whether viral particles were generated and
released from cells, the presence of viral RNA and VP1 pro-
tein in the culture supernatant was confirmed by qRT-PCR
and ELISA, respectively (Fig. 6A). To rule out the detection of
input or free viral RNA, culture supernatants were treated
with RNase A prior to extraction of RNA. Overall, a 3-log10

increase in viral RNA was detected from 0 h to 96 hpt, reach-
ing a titer of (1.4 � 0.4) � 107 NV RNA copies/ml. A corre-
lation was observed in the detection of viral protein by ELISA
and RNA titer, and intact virions were detected by electron
microscopy in samples concentrated by pelleting through a
sucrose cushion (Fig. 6B). Taking into account the number of
positive cells detected by IF at 24 hpt in each transfected well,
it was possible to estimate that at 96 hpt, each NV-transfected
cell had released approximately (2.8 � 0.8) � 104 genome-

containing virions. Finally, biophysical properties of released
virions were examined by subjecting the concentrated culture
supernatants to isopycnic CsCl gradient centrifugation. The
presence of encapsidated viral RNA in each CsCl fraction was
analyzed by qRT-PCR. Prior to RNA extraction, each fraction
was treated with RNase A to avoid the detection of free viral
RNA. A peak of NV RNA was detected at a density of 1.37
g/ml (Fig. 6C), which is similar to that of wild-type virions
isolated from human stool samples. Studies to analyze whether
RNA extracted from released virus was also infectious were
not possible due to the insufficient amount of NV RNA iso-
lated from these particles. While a minimum concentration of
5 � 107 NV RNA copies/�l of purified stool sample was re-
quired to detect positive transfected cells by IF, the amount of
virus particles released into the supernatant after RNA trans-
fection was not higher than 1 � 104 NV RNA copies/�l.

Taken together, our results indicate that NV RNA isolated
from infected stools is infectious and can produce virions when
transfected into Huh-7 cells. However, since a significant in-
crease in the percentage of positive cells was not observed over
time by IF, NV RNA transfection most likely leads to a single
cycle of viral replication, and released virions are not able to
infect new cells. Failure to infect new Huh-7 cultures using
either wild-type virus isolated from stool or virus produced by
NV RNA transfection confirmed these observations (data not
shown).

FIG. 4. Time course analysis of NV capsid protein expression by IF staining in transfected Huh-7 cells. (A) NV RNA-transfected Huh-7 cells
at 2 and 4 dpt. Magnification, �40. Arrows indicate clusters of four to six transfected cells, and arrowheads indicate lysed cells. (B) Analysis of
changes in Huh-7 cell morphology over time after NV RNA transfection. Magnification, �200.
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Overexpression of the human FUT2 gene in Huh-7 cells
enhances virus binding but does not lead to viral infection.
Since expression of certain H antigens is required for suscep-
tibility to NV infection, we wanted to analyze whether Huh-7

cells express histo-blood group antigens on the cell surface. A
phenotyping assay for the expression of some of the main
carbohydrate antigens previously shown to be involved in NV
binding (H type 1, H type 2, and Leb) was performed on Huh-7
cells. Differentiated CaCo-2 cells (D-CaCo-2) were used as a
positive control. Confluent cell monolayers fixed with PF were
tested for histo-blood group antigen expression on the cell
surface by IF, omitting the permeabilization step. The results
indicated that while D-CaCo-2 cells express high levels of H
type 1, H type 2, and Leb carbohydrates (Fig. 7, A to C), only
a low percentage of Huh-7 cells express levels of Leb antigen
detected by IF staining (Fig. 7D to F).

In case the expression level of histo-blood group antigens on
Huh-7 cells was not sufficient to support NV binding and entry,
and to enhance expression of the putative NV receptor, Huh-7
cells were transfected with a plasmid encoding the human
secretor blood group �(1,2) fucosyltransferase (FUT2). Tran-
sient expression of FUT2 in these cells resulted in a significant
increase in Leb antigen expression at 48 hpt, but we did not
observe an increase in the levels of H type 1 or H type 2, at
least not up to levels detectable by IF with the available anti-
bodies (Fig. 7G to I).

Binding assays using recombinant NV VLPs and NV puri-
fied from stool were performed with Huh-7 cells transfected
with either the FUT2 plasmid or pcDNAI empty vector as a
negative control and showed that FUT2 transient expression
significantly enhanced NV and VLP binding. IF analysis using
MAb NV8812 showed that the VP1 protein of VLPs could be
detected on the surface of cells (Fig. 8A). Table 1 shows
the percentage of bound virus after incubating FUT2- and
pcDNAI-transfected cultures with three different doses of
wild-type NV virus purified from stool. Bound virus was quan-
tified by qRT-PCR and normalized versus the number of cells
with measurements of GAPDH mRNA levels. While less than
1% of the input virus bound to Huh-7 cells transfected with the
empty vector, significantly more virus (up to 16.6%) bound to
Huh-7 cells transfected with the FUT2 gene.

Due to the limited amounts of NV that can be isolated from
stool samples, it was not possible to analyze whether NV bind-
ing to FUT2-expressing Huh-7 was saturable. However, spec-
ificity of the virus binding was examined by preincubating the
virus with serial dilutions of ascites fluids with MAbs NV8812
and NV3901. MAb NV8812 recognizes a conformational

FIG. 5. Analysis of NV RNA replication within transfected Huh-7
cells. (A) Northern blot analysis of poly(A)-purified RNA from trans-
fected cells using a negative-strand RNA probe targeting the ORF2
region at different hours posttransfection (hpt). In vitro-transcribed
positive-sense genomic (G) and subgenomic (S) RNAs were used as
positive controls. Nonspecific bands corresponding to 28S and 18S
ribosomal RNAs are indicated. (B) Levels of NV RNA in poly(A)-
purified RNA from transfected cells were measured by qRT-PCR
using primers against ORF1 and ORF2 regions and GAPDH.

FIG. 6. Detection of NV particles in the supernatant of transfected Huh-7 cells. (A) NV RNA and VP1 protein in the supernatant of
transfected cultures over time were measured by qRT-PCR using ORF1 primers and ELISA, respectively. (B) Electron micrograph of viral
particles released into the supernatant after a concentration step by sucrose cushion. Scale bar, 50 nm. (C) Analysis of biophysical properties of
released particles by CsCl density gradient. The titer of NV RNA in each CsCl fraction was measured by qRT-PCR using ORF1 primers.
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epitope in the P2 protruding domain of VP1 and was previ-
ously shown to block binding of NV VLPs to D-CaCo-2 cells
(43), as well as to inhibit hemagglutination of red blood cells by
NV VLPs (21). MAb NV3901, a GI-cross-reactive MAb that
recognizes an epitope within the C-terminal P1 subdomain of
VP1 (35) and does not have any effect on NV VLP binding to
D-CaCo-2 cells, was used as a negative control. While MAb
NV3901 had no effect on NV binding, MAb NV8812 was able
to block NV binding in a dose-dependent manner (Fig. 8B).
These results confirm that attachment of both NV VLPs and
wild-type virus to cells requires expression of FUT2 and is
mediated by recognition of a histo-blood group H-related an-
tigen by some residues of the P2 protruding domain of VP1
protein.

Cotransfection of NV wild-type RNA with FUT2 expression
plasmid does not enhance released virus spreading to neigh-
boring cells. Since FUT2 overexpression increased the amount
of NV binding, we next asked whether cells overexpressing
FUT2 would support a productive NV infection following NV
RNA transfection or NV infection. To examine whether trans-
fection of NV RNA in FUT2-expressing cells would result in a
productive NV infection of the cell monolayer with virus
spreading from initially transfected cells to naı̈ve cells, NV
RNA from stool was purified using the QIAamp viral RNA
mini kit (QIAGEN), adding either pcDNAI or FUT2 plasmids
instead of carrier RNA to lysis buffer AVL, and transfected
into Huh-7 cells. Ninety-six hours after transfection of samples

in triplicate wells, IF staining for Leb carbohydrate was per-
formed in one well to monitor efficiency of FUT2 expression,
and IF staining for NV capsid protein was performed in the
remaining two wells to count the number of NV-transfected
cells per well. NV RNA in the media of each well was quan-
tified by qRT-PCR using NV primers targeted to ORF1
region, and virus yields were compared between NV RNA-
pcDNAI- and NV RNA-FUT2-transfected wells. No statisti-
cally significant differences were detected either in the number
of VP1-positive cells counted by IF (data not shown) nor in the
virus yield measured in the supernatant by qRT-PCR (Fig.
8C), indicating that overexpression of FUT2 did not result in
virus spreading through the cell culture. Although differences
in virus yield were not statistically significant (P � 0.01), the
NV titer detected in the supernatant of NV RNA-FUT2-trans-
fected cells was 0.2 log lower than in NV RNA-pcDNAI-
transfected cells (Fig. 8C). Since overexpression of FUT2 in-
duced an increase in virus binding to cells, virus yield measured
in the supernatant of NV RNA-FUT2-transfected cells may
have been lower due to the binding of a portion of the released
viruses to the remaining uninfected cells on the monolayer.

In an alternative approach, 48 h after transfection of Huh-7
cells with the FUT2 plasmid or the empty vector, cultures were
infected with wild-type NV virions isolated from stool, using a
multiplicity of infection of 7 � 108 NV RNA copies/1 � 105

cells. Results of IF staining using the MAb NV8812 against
VP1 protein performed at 24 hpi showed that bound virus was

FIG. 7. Histo-blood group antigen phenotyping by IF assay on differentiated CaCo-2 cells (D-CaCo-2) (A to C), Huh-7 cells (D to F), and
Huh-7 cells overexpressing the human FUT2 gene (48 hpt) (G to I). Antibodies against the H type 1, H type 2, and Leb carbohydrates were used
to detect carbohydrates.
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only detected on Huh-7 cells that expressed FUT2 (Fig. 8D).
No expression of nonstructural proteins was detected (data not
shown). Although VP1 of bound virus could still be detected 72
hpi, no viral replication occurred. These results indicated that
although FUT2 expression increased binding, cells were not
permissive to infection, either due to the lack of a factor
required during viral entry and/or uncoating or due to the
induction of a cellular response that would inhibit replication.

Inactivation of RIG-I does not affect NV RNA replication.
Recent studies have suggested that cellular innate immune
responses play an important role in the control of norovirus
replication (7, 44). To examine whether NV RNA replication
could be enhanced by suppressing innate immunity, we com-
pared the abilities of the Huh-7 and Huh-7.5.1 cell lines to

replicate and produce NV. Huh-7.5.1 cells were derived from
the parental Huh-7 cells that harbored a subgenomic hepatitis
C virus (HCV) replicon, after curing them by prolonged treat-
ment with alpha interferon (IFN-�). These cells are deficient
in virus-activated signaling of IFN-	 synthesis through the in-
tracellular retinoic acid-inducible gene I (RIG-I) pathway and
are highly permissive for HCV replication (4, 41). To deter-
mine whether there were quantitative differences in replication
efficiencies between Huh-7 and Huh-7.5.1 cells, equal amounts
of NV RNA were transfected in both cell lines in parallel, and
kinetics of viral replication were compared after quantifying
the released virus in the supernatant at different times post-
transfection. The numbers of positive cells by IF at 24 hpt were
similar for both cell lines, indicating that RNA transfection
efficiencies were similar for both cell lines. NV particle release
into the supernatant of transfected Huh-7 cells was slightly
delayed compared to production by Huh-7.5.1 cells (Fig. 9),
but the differences were not statistically significant. Similar
levels of intracellular synthesized subgenomic RNA were de-
tected by Northern blotting between both cell lines (data not
shown). These results demonstrate that NV RNA replication
efficiencies are similar between Huh-7 and Huh-7.5.1 cells and
suggest that an inactivating mutation in RIG-I does not have
any effect on NV RNA replication and that the RIG-I signaling

FIG. 8. Analysis of virus binding and viral replication in Huh-7 cells overexpressing FUT2. (A) Effect of FUT2 transient expression on NV
binding to Huh-7 cells. Huh-7 cells were transfected with a plasmid carrying the human FUT2 gene or the empty vector (pcDNAI), and 48 hpt,
binding assays were performed. Binding of recombinant NV VLPs (5 �g/ml) to Huh-7 cells was detected by IF using the MAb NV8812. (B) Effect
of MAbs against NV VP1 on the binding of wild-type NV to FUT2-expressing Huh-7 cells. Purified NV from stool was incubated in three serial
10-fold dilutions of ascites fluids from MAbs NV8812 and NV3901, starting at a 10�3 dilution, for 2 h at room temperature before performing the
binding assay. A dose of 2 � 107 NV RNA copies/1 � 105 cells was used. Bound virus was measured by qRT-PCR and normalized versus the
number of cells by measurements of GAPDH mRNA levels. Results are expressed as percentage of the control (absence of MAb). The data plotted
represent the means of duplicate wells. (C) Quantification of the NV virus yield in the supernatant of cultures cotransfected with NV RNA plus
pcDNAI and NV RNA plus FUT2 by qRT-PCR at 96 hpt. The data plotted represent the means � standard deviation of triplicate wells.
(D) Infection of Huh-7 cells transfected with the empty vector (pcDNAI) or the FUT2 plasmid, and detection of VP1 protein by IF at 24 hpi using
MAb NV8812. DAPI was used for nuclear counterstaining.

TABLE 1. Percentage of NV bound to Huh-7 cells transfected with
pcDNAI or the FUT2 gene

Amt of input virus
(NV RNA copies/

1 � 105 cells)

% of virus bound

Empty vector
(pcDNAI) FUT2

1.4 � 107 0.58 � 0.08 10.99 � 0.48
7.0 � 107 0.97 � 0.13 9.91 � 1.00
3.4 � 108 0.93 � 0.08 16.64 � 3.44
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pathway does not account for the block to NV infection in
Huh-7 cells.

DISCUSSION

The absence of a robust cell culture model for NV infection
has limited the study of the NV life cycle, development of
effective antivirals and vaccines, and determination of corre-
lates of protection for infection. Here we report for the first
time that NV RNA isolated from stool from human volunteers
is fully infectious in cultured human cells. Transfection of NV
RNA into human hepatoma cells leads to expression of viral
antigens and viral replication, with release of viral particles
into the medium. These results provide useful information for
understanding the block(s) in NV replication in cell culture,
since they demonstrate that once NV RNA is introduced into
Huh-7 cells, viral replication and viral progeny release occur
unhindered. Thus, a lack of a host factor involved in intracel-
lular expression and replication of the viral genome does not
seem to be the cause of restriction for virus replication.

Since Huh-7 cells were isolated from a human hepatocarci-
noma (34), the high susceptibility of these cells to NV replica-
tion initially was unexpected. However, our results are consis-
tent with data published by Chang et al. (7), which show that
Huh-7 cells can harbor a NV RNA replicon, suggesting that
these cells are highly susceptible to NV replication. Not only
have Huh-7 cells been very successful in allowing replication of
other fastidious gastrointestinal viruses such as HCV (29, 42,
45, 46) and hepatitis A virus (28), but they have also been
shown to support growth of many respiratory RNA viruses
(11).

Since translation and infectivity of RNA purified from in-
fected cells or virions of other caliciviruses are drastically re-
duced by treatment of RNA with proteinase K (5, 8), we
examined the effect of this enzyme on wild-type NV RNA.
Prior treatment of the RNA with proteinase K completely
abolished protein expression after transfection, suggesting that
the covalent linkage of RNA to a protein, likely VPg, plays an
important role in infectivity and expression of the NV genome,
similar to animal caliciviruses (8, 15, 17, 39). Our attempts to
recover viral particles by transfecting cells with capped in vitro-
transcribed RNA from a full-length NV genomic cDNA have

been unsuccessful (data not shown). Although norovirus ge-
nome replication and packaging by mammalian cells have been
recently demonstrated using different recombinant vaccinia vi-
rus expression systems (2, 25), the low efficiency of these sys-
tems has not allowed the visualization of recovered virus par-
ticles with calicivirus morphology. Since neither of these
reverse genetics systems has determined whether VPg was
covalently attached to the 5� end of generated genomic and
subgenomic RNAs, the low efficiency of these systems may be
explained in part by the fact that a high percentage of the
transcripts produced by T7 RNA polymerase in vaccinia virus-
infected cells are not linked to a VPg protein but to a cap
structure (12).

Demonstrating that human NV RNA is infectious when
transfected into cells potentially has important implications.
First, although the amount of NV RNA that can be isolated
from human stools is limited, the ability to monitor wild-type
NV RNA expression and replication in human cells can be
used to test the effect of antivirals on NV replication and will
help to provide more insights into the NV life cycle, such as the
characterization of the RNA replication sites within the cell or
the molecular basis of cell death after infection, and proteins
involved in these key pathways may become new targets for
development of antivirals. Second, since most current methods
to detect noroviruses are based on detection of viral nucleic
acid by RT-PCR, it is not possible to know whether detected
virus is truly infectious or not and whether it represents a
potential risk for virus transmission. Until a robust cell culture
system is widely available to grow human noroviruses, testing
of infectivity by RNA transfection may provide additional in-
formation about the infectious capacity of a potentially con-
taminated sample. However, methods to increase NV RNA
isolation from different kinds of samples and transfection ef-
ficiency will be required, as currently large amounts of viral
RNA are needed to detect replication. Since a certain level of
denaturation of the RNA-linked VPg protein may occur with
the use of guanidine salts in the RNA purification process, and
this could partially account for the low number of positive cells
after transfection, the use of other RNA extraction methods
might improve the efficiency of the RNA infectivity assays.

Previous work showed that transfection of cells with fuco-
syltransferases can enable recombinant NV VLP binding. This
was achieved with Chinese hamster ovary (CHO) cells, which
normally do not express H antigen carbohydrates and show
little binding to VLPs. When these cells were transfected with
the rat homologue of the human FUT2 gene, they expressed H
type 1 and bound NV VLPs (31). Our current work demon-
strates that the lack of carbohydrate expression does not ex-
plain the block to NV replication. For example, CaCo-2 cells
are a human intestinal cell line derived from a secretor-positive
individual of blood type O and these cells express the H anti-
gen (1) and show the best binding to NV VLPs (43). Although
these cells can replicate wild-type NV RNA and express capsid
proteins after transfection, infection does not spread cell to cell
over time. Our results indicate that if receptor binding, inter-
nalization, and uncoating steps are circumvented, these cells
can fully replicate the viral RNA. Unfortunately, due to the
low transfection efficiency observed with this cell line, we were
unable to confirm the presence of released virions from RNA-
transfected CaCo-2 cells, and the possibility that these cells

FIG. 9. Kinetics of NV infection in Huh-7 and Huh-7.5.1 cells after
RNA transfection. Equal amounts of purified NV RNA were used to
transfect Huh-7 and Huh-7.5.1 cells. Released virus in the supernatant
was measured by qRT-PCR at the indicated times posttransfection.
The data plotted represent the means � standard deviation of tripli-
cate wells.
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block viral replication at the assembly and/or release step still
exists.

In contrast, our results using Huh-7 cells show that although
FUT2 expression is a prerequisite for NV attachment and
significantly enhances binding of wild-type virus as well as
VLPs, it is not sufficient to lead to a productive infection and
other factors are required. Although previous work had sug-
gested that the block in viral replication in cell culture occurs
at postbinding steps (20), our data rule out the presence of
blocks at the level of RNA expression, replication, viral assem-
bly, and progeny release.

Several possibilities can be hypothesized to explain why NV
cannot spread to new cells: either cells lack some factor(s)
required for viral entry and/or uncoating, or cellular antiviral
responses inhibit viral replication. Based on data obtained
using the NV replicon developed in Huh-7 cells, Chang et al.
(7) suggested that innate immunity may have a role in the
control of human norovirus replication, as reported for other
animal members of the Caliciviridae family such as the murine
norovirus (44) or porcine enteric calicivirus (6), since the NV
replicon did not block the ability of Huh-7 cells to produce IFN
in response to Sendai virus infection. In addition, expression of
the NV replicon RNA was significantly reduced in the pres-
ence of exogenous IFN-� (7). Thus, it is possible that replica-
tion of wild-type NV RNA transfected into cells could activate
the innate immune response, making other cells in the culture
resistant to infection. However, whether a cellular innate im-
mune response is activated in cells transfected with wild-type
NV RNA or cells harboring the NV replicon remains to be
determined.

A recent report describing a reverse genetics system for
murine noroviruses using a recombinant fowlpox virus express-
ing T7 RNA polymerase (9) showed no differences in virus
recovery when using Huh-7.5.1 cells or Vero cells, which are
defective for IFN production, suggesting that the interferon
system does not play a role in the restriction of virus recovery.

Our results show that NV replication is not enhanced in
Huh-7.5.1 cells, which contain an inactivating mutation in
RIG-I, suggesting that RIG-I pathway activation is not sup-
pressing NV replication in Huh-7 cells. These results are not
unexpected, since RIG-I mediates antiviral responses by rec-
ognition of single-stranded RNA bearing 5� phosphates (18,
37), and it is believed that NV genomic and subgenomic RNAs
are covalently linked to VPg. RIG-I and MDA-5 (melanoma
differentiation-associated gene 5) are similar helicase proteins
that induce type I IFN responses through the same signaling
pathway, but RNA viruses are differentially recognized by
RIG-I and MDA-5. While RIG-I is essential for the produc-
tion of IFN in response to paramyxoviruses, influenza virus,
and Japanese encephalitis virus, MDA-5 is critical for picor-
navirus detection (13, 26). Whether or not activation of cellular
innate immune responses in NV RNA-transfected Huh-7 cells
takes place through the MDA-5 signaling pathway will be a
focus of our future studies.

If cellular antiviral responses do not account for the com-
plete block of NV replication in cell culture, it is reasonable to
think that cells may lack a cellular factor required for viral
entry and/or uncoating. Besides interaction with H antigens,
NV infection could require an interaction with a coreceptor
that triggers internalization signals. Although our results can-

not rule out the possibility that overexpression of FUT2 results
in an expression level of carbohydrates sufficient to enhance
binding of NV but not at the proper location on the cell surface
or at the optimal density to allow successful viral entry, our
observations lead us to predict that studies to identify other
factors such as a coreceptor for internalization or a missing
maturation/activation step that elicits uncoating are worth-
while. Understanding the molecular basis of the block(s) of
NV infection in vitro should ultimately lead to the develop-
ment of new cell culture systems to study NV replication and
pathogenesis.
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