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A direct comparison of the inhibitory effects of alpha, beta, and gamma interferons (IFNs) on replication of
a hepatitis C virus subgenomic replicon in a hepatoma cell line revealed similarities in antiviral potency.
However, alternate IFN-induced antiviral mechanisms were suggested following observations of striking
differences between IFN-� and IFN-�/� with respect to strength and durability of the antiviral response and
the magnitude and pattern of IFN-mediated gene expression.

Interferons (IFNs) are a family of cytokines that share the
property of inducing proteins that inhibit virus replication (23).
IFNs are not constitutively synthesized by cells but respond to
external stimuli, such as virus infections, that trigger their tran-
sient synthesis and secretion. Binding of IFN to its receptor
elicits signals that induce the transcription of a specific set of
genes. These genes encode proteins that carry out the diverse
functions of the IFN system including mediating antiviral ac-
tivity. IFNs are classified as either alpha/beta IFN (IFN-�/�) or
IFN-�. IFN-� and -� are readily induced by double-stranded
viral RNA, primarily in leukocytes and fibroblasts. These IFNs
then induce some of the known IFN-responsive antiviral effec-
tor mechanisms, including (i) 2�,5�oligoadenylate synthetase
(2�,5�-OAS) (which then activates the constitutively expressed
RNase L to degrade viral RNAs), (ii) double-stranded RNA-
activated protein kinase (which inhibits viral protein synthesis),
and (iii) MxA (a GTPase that blocks transport of viral ribo-
nucleoproteins to the nucleus) (23). The IFN-�/�-regulated
genes induce direct antiviral activity as part of the early or
innate host immune response to limit viral infection. The host
adaptive antiviral response mediated by CD8� cytotoxic T
lymphocytes and natural killer cells and by virus-specific neu-
tralizing antibodies then eradicates virus and virus-infected
cells. IFN-� is induced as part of the adaptive immune re-
sponse by a wide variety of stimuli and is restricted to T cells
and natural killer cells (4). Little is known about the direct
antiviral activity of IFN-�, particularly with respect to the
mechanism, magnitude, and kinetics of its antiviral activity in
comparison with IFN-� and -�.

Hepatitis C virus (HCV), a member of the Flaviviridae fam-
ily, has a single-stranded positive-sense RNA genome encod-
ing a polyprotein of at least 10 distinct gene products (5).
Infections caused by HCV are a major medical concern since
as much as 3% of the worldwide population is estimated to be
HCV seropositive (1). At present, the most widely prescribed
HCV antiviral therapy is the combination of polyethylene gly-
col-modified IFN-�2b (PEG-Intron) and ribavirin (18), a treat-

ment capable of inducing sustained virologic responses in 54 to
56% of chronically infected patients (11a, 18). Although this is
a significant improvement from the sustained response rate of
IFN-� monotherapy (6 to 16%) (7, 21, 24) and IFN-� plus
ribavirin (40%) (8, 19), improvement in sustained response
rates still remains the major goal in developing new HCV
treatment modalities. Further elucidation of the mechanisms
by which IFNs inhibit HCV replication in the liver could en-
hance the design of more effective therapeutics. Clinical data
from current HCV therapies has provided evidence to suggest
that sustained response rates are associated with the profile of
the decline of viremia. Response to IFN-� treatment (in com-
bination with ribavirin) in patients with chronic HCV infection
is biphasic and is represented by a rapid, initial decline (innate
IFN response in the first few days) followed by a second,
prolonged response (adaptive IFN response in the first 4 to 12
weeks) (14). More in-depth analyses of these treatment re-
sponse rates for IFN therapy with patients with chronic HCV
infection revealed that a steeper decline in viremia in the
second phase of viral clearance correlated well with increased
sustained virologic response rates to IFN treatment (25). Such
analyses clearly implicate possible roles for two distinct IFN-
mediated antiviral responses and, moreover, suggest that the
IFN-induced adaptive antiviral response is key to the long-
lasting host response to HCV infection. This raises the follow-
ing questions. (i) What mechanisms are responsible for IFN-
mediated viral clearance? (ii) Since IFN-� is primarily involved
in the innate or early response to virus, what other IFN-medi-
ated antiviral responses are involved in the adaptive host anti-
HCV response? Recent understanding of the critical role of
IFN-�-mediated noncytolytic antiviral activity in the clearance
of hepatitis B virus (HBV) in both murine and primate models
(reviewed in reference 12) has encouraged further investiga-
tion into the direct antiviral activities of IFN-�, particularly in
viral hepatitis infections.

Clearly a comparison of the direct antiviral effects of IFN-�,
IFN-�, and IFN-� on HCV replication could shed light on the
existence of distinct IFN-induced anti-HCV antiviral mecha-
nisms. Mechanistic studies of HCV replication have been hin-
dered by the lack of an in vitro cell culture system and a
validated small animal model as an alternative to the chimpan-
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zee. Nonetheless, the recent establishment of a selectable
HCV subgenomic replicon system (genotype 1b) in Huh-7
hepatoma cells has provided a useful system for studying HCV
RNA replication (3, 16, 17, 20). IFN-�/� has antiviral activity
in the HCV replicon system (3, 10, 13); however, a comparative
analysis of the in vitro antiviral activity of IFN-�/� and IFN-�
has not been demonstrated in this model. The HCV replicon
system provides us with a unique opportunity to perform this
comparison. First, some of the classical IFN-�/�-induced an-
tiviral effector pathways do not appear to be of importance in
this in vitro model (10), and second, the absence of infiltrating
IFN-�-responsive immune cells, such as lymphocytes, in this
system allows us to focus on the IFN-�-induced antiviral ef-
fector molecules present in liver cells. We therefore monitored
the effects of recombinant IFN-�2b (Intron A; Schering-
Plough Corp., Kenilworth, N.J.), IFN-� (Biosource, Camarillo,
Calif.), and IFN-�-1b (Actimmune; InterMune Pharmaceuti-
cals, Palo Alto, Calif.) on viral RNA synthesis in 5-2 cells (a
human hepatoma cell line, Huh7, carrying the firefly luciferase
reporter HCV subgenomic replicon based on the I389luc-ubi-

neo/NS3-3�/5.1 replicon backbone [15]). Cells were maintained
in growth medium (Dulbecco’s modified Eagle medium sup-
plemented with 10% fetal bovine serum and 0.5 to 1 mg of
G418/ml). To assess the antiviral activity or potential cytokine-
induced toxicity from the IFN treatments, luciferase activity (a
direct measurement of reporter replicon RNA synthesis) and
cell viability assays were performed. In these assays, replicon
cells were incubated for 2 days in the presence of G418 and
then treated with 0.04 to 20 IU of IFNs/ml in growth media
without phenol red or G418. Luciferase and cellular viability
[3-(4,5-dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyl)-2-
(4-sulfophenyl)-2H-tetrazolium, inner salt (MTS); Promega,
Madison, Wis.] assays were performed at 24 h posttreatment.
All three IFNs were capable of suppressing HCV RNA repli-
cation as demonstrated by decreased luciferase activity (Fig.
1A) without affecting viability. The 50% effective concentra-
tions (EC50s) for the various IFNs tested were approximately
0.3, 1.2, and 0.3 IU/ml for IFN-�, IFN-�, and IFN-�, respec-
tively. Interestingly, complete suppression of the replicon-di-
rected luciferase signal was not achieved at IFN concentrations

FIG. 1. Inhibition of HCV RNA synthesis in the subgenomic rep-
licon cells by IFN-�, -�, and -�. (A) HCV replicon luciferase reporter
cells (I389luc-ubi-neo/NS3-3�/5.1) were incubated in the presence of
IFN-�, -� or -� for 24 h and then assayed for luciferase activity.
Luciferase signals were plotted as mean percentages of those for the
untreated control cells and are representative of three independently
derived experiments. (B) Northern blot analysis of HCV replicon RNA
derived from I389neo/NS3-3�/wt replicon (16) cells treated with log
increment doses of IFN-� (lanes 2 to 6) or IFN-� (lanes 12 to 16) (0.01
to 100 IU/ml) or IFN-� (lanes 7 to 11) (0.003 to 33 IU/ml). A 32P-
labeled, HCV-specific (NS5A-NS5B) probe was used to detect repli-
con RNA extracted from the replicon cells that had been treated with
various doses of IFN for 72 h. Similarly, a probe specific for glyceral-
dehyde-3-phosphate dehydrogenase mRNA was used to monitor the
level of this cellular RNA.
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20- to 60-fold higher than the EC50s. Similar data for IFN-�
has been generated recently with the HCV replicon cell culture
model using concentrations ranging from 5 to 5,000 IU/ml
(11).

To confirm that the inhibitory effect on the luciferase signal
was due to suppression of viral RNA synthesis, Northern blot
analysis was performed to measure the replicon RNA levels in
the IFN-treated cells. Replicon cells that had been plated 24 h
previously in G418-containing media were treated with IFNs at
different doses and incubated for another 72 h till harvest.
Total RNA was extracted and subjected to Northern blotting
analysis against an HCV-specific probe. As shown in Fig. 1B,
similar inhibitory effects on replicon RNA levels were observed
for the three IFNs. This inhibition was specific for HCV RNA,
since the level of a cellular mRNA (glyceraldehyde-3-phos-
phate dehydrogenase) was unaffected. We were unable to cor-
relate temporally the IFN-mediated decreases in HCV repli-
con RNA levels with suppression of the luciferase reporter
replicon because 24 h post-IFN treatment would be insufficient
time to detect RNA differences by Northern blotting. None-
theless, these results clearly demonstrated that both IFN-�/�
and IFN-� can effectively inhibit HCV RNA replication with
similar potency in cell culture.

The effect of the IFN exposure time on the antiviral activity
of each IFN was further assessed by evaluating the luciferase
signal after IFN pulse treatments (20, 160, and 320 IU of
IFN-� and -�/ml; 20 and 320 IU of IFN-�/ml) in 5-2 cells for
various times (2.5 min to 24 h). The IFN-containing medium
was replaced with IFN-free medium after each treatment pe-
riod, and luciferase signal was measured 24 h from the start of
the IFN incubation. Although IFN pulse times varied, lucif-
erase measurements were not made sooner than 24 h after
initiation of the IFN pulse treatment due to the preexisting
intracellular pool of replicon RNA and the slow degradation
rate of the RNA. The response rate of HCV replication inhi-
bition by each IFN was dose dependent, although IFN-� was
able to achieve maximal suppression of replication with only a
2.5-min pulse at the lowest IFN dose of 20 IU/ml (Fig. 2A).
This result indicated that IFN-� induced a more robust re-
sponse than IFN-� and -� in the HCV replicon cell culture.
Interestingly, a recent report (22) on HBV revealed that IFN-�
induced a slower antiviral effect than IFN-�, suggesting that
different temporal mechanisms may be employed by IFN-� to
achieve its antiviral activities against HCV and HBV.

The durability of the antiviral response to each of the three
IFNs was addressed by following the temporal effect (24 to
168 h) after a 4-h pulse treatment with IFNs at 20, 160, or 320
IU/ml. IFN-pulsed reporter cells were cultured and assayed for
the luciferase signal, as described previously, 24, 48, or 72 h
post-IFN treatment. In addition, a parallel culture was split 1:4
at the 72-h point to maintain subconfluent growth and then
replated onto new microtiter plates for further culturing out to
120, 144, and 168 h post-IFN treatment. IFN-� produced long-
er-lasting HCV-inhibitory effects than similar pulses with
IFN-� and -� (Fig. 2B). IFN-�-treated cells were unable to
recover HCV replication 72 h following the IFN pulse treat-
ment or even after continuation of the culture (with one cul-
ture split) out to 168 h after treatment. In contrast, replicon
cells treated with IFN-� and -� appeared to recover slowly
following the IFN pulse treatments, as evidenced by a temporal

increase in the luciferase signal (Fig. 2B). The dose of IFN was
not the determining factor for recovery of HCV replication.
The durability of response by an 8- or 16-fold-higher dose of
IFN-� and -�, respectively, paralleled the trends seen when
comparing the durability of responses at the 20-IU/ml treat-
ment level (Fig. 2B). The maximal inhibition of HCV replicon
replication induced by IFN-� at all doses tested after 24 h was
not reversible over a 6-day period. In contrast, the maximal
inhibition of HCV replicon replication after 24 h induced by
IFN-� and -� was reversible even when the dose of IFN-� and
-� was 8 to 16-fold higher than that of IFN-�. Cell proliferation
assays (MTS) performed on parallel and identically treated cell
cultures suggested that the replicon cells were viable and con-
tinuously growing over the 168-h test period. IFN-mediated
cytotoxicity was not a contributing factor for inhibition of HCV
replication in all experiments, since the viability of the replicon
cells following various doses and exposure times to IFN-�,
IFN-�, and IFN-� was 100% � 2.4%, 99.6% � 4.3%, and
98.3% � 2.4%, respectively. In addition, an experiment ad-
dressing the long-term survival of IFN-treated replicon cells in
the presence of G418 showed that IFN-�-pulsed cells (20 and
320 IU/ml) were unable to replicate and survive under G418
selection whereas a significant proportion of IFN-�/�-treated
cells grew steadily (data not shown). Collectively, these results
showed greater durability of the antiviral response by IFN-�
than of that by IFN-� and -� and suggest a possible alternate
mechanism of anti-HCV replication effect by IFN-�.

Correlation of the differential IFN-induced gene expression
profiles between IFN-�/� and IFN-� treatments and the
strength and durability of the IFN-induced inhibition of HCV
replicon replication could provide insight into previously un-
recognized IFN-induced anti-HCV pathways and antiviral ef-
fector molecules present in the liver. To address this, DNA
microarray analyses were performed on RNA samples isolated
from untreated or IFN-treated HCV replicon cells that con-
tained the replicon construct I389neo/NS3-3�/wt (16). The cells
(2 � 106 to 4 � 106) were plated in 10-cm tissue culture plates,
incubated for 2 days in the presence of G418, and then treated
for 4 or 24 h with 20 IU of IFN-�2b, IFN-�, or IFN-�/ml (in
growth media without G418) prior to isolation of total cellular
RNA. The synthesis of double-stranded cDNA from total cel-
lular RNA (10 �g) and the generation of biotin-labeled cRNA
from the double-stranded cDNA template were performed
according to Affymetrix (Santa Clara, Calif.) protocols. IFN-
induced gene expression changes were determined following
comparison with the untreated cells and represented as in-
creased or decreased fold changes. Only genes that had a fold
change in expression of 	3 were considered significant. The
comparisons of the genes upregulated or downregulated by
IFN-�, IFN-�, or IFN-� in the HCV replicon cell culture
model are detailed in Table 1. Distinct sets of genes were
upregulated at 4 and 24 h by both IFN-�/� and IFN-�. How-
ever, the magnitude of induced gene expression could be
clearly categorized into three classes: (i) 18 genes that were
preferentially upregulated by IFN-�, (ii) 19 genes that were
preferentially upregulated by IFN-� and IFN-�, and (iii) 8
genes that were upregulated by all three IFNs. The downregu-
lated genes, however, showed no similar trend (Table 1). The
differential effect on gene expression by IFN-�/� versus IFN-�,
coupled with similarity in magnitude but differences in dura-
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bility of the anti-HCV response by IFN-�/� and IFN-� in the
HCV replicon system, suggests that distinct, IFN-type-specific
host anti-HCV pathways exist in liver cells. One possible ex-
planation for the difference in durability of the IFN-� antiviral
response from that of IFN-�/� was provided by examining the
kinetics of the gene expression induced by IFN-�/� and IFN-�.
The magnitude of antiviral activity (decrease in luciferase sig-
nal) of each IFN was similar after either a 4-h pulse or con-
tinuous exposure for 24 h. Nevertheless, all of the IFN-�-
induced genes continued to increase expression between 4 and
24 h whereas expression of IFN-�/�-induced genes was maxi-
mally induced at 4 h in 10 of the 19 genes. Therefore, we can
presume that the differential magnitude and kinetics of gene
expression have little impact on the induction of an antiviral
state by the IFN-stimulated genes but more likely influence the
strength and durability of the antiviral response in the HCV
replicon system.

Our gene expression data generated in the HCV replicon-
containing hepatoma cell line (Huh-7) showed some striking
similarity to data generated in previous comparative gene pro-

filing experiments with IFNs. IFN-�/� or IFN-� (1,000 IU/ml,
6-h exposure)-stimulated gene expression profiles were dem-
onstrated in a human fibrosarcoma cell line, HT1080, in the
absence of viral replication, by DNA microarray analysis (9).
Of the 18 genes preferentially upregulated by IFN-� in the
HCV replicon-containing cell line shown in Table 1, 10 of
those genes were upregulated in the IFN-stimulated HT1080
cells, and 7 of those 10 genes (encoding IRF-1, TAP-1, LMP7,
LMP2, MECL-1, C1r, and HLA-E) showed preferential up-
regulation by IFN-�. In addition, of the 19 genes preferentially
upregulated by IFN-� and -� in the HCV replicon-containing
cell line (Table 1), 16 were present in the IFN-stimulated
HT1080 cells and 12 of 16 showed preferential upregulation by
IFN-� and IFN-�. These data show that in the absence of viral
replication, the differential gene profiles induced by IFN-�/�
and IFN-� are strikingly similar to our observations with the
HCV replicon-containing Huh7 cells.

Our data correlating in vitro antiviral activity by the three
IFNs and gene expression profiles identified by microarray
analysis suggest that some of these genes may initiate or me-

FIG. 2. Differential response rates of HCV replicon reporter cells to IFN treatment and durability of IFN inhibitory effect. (A) HCV replicon
reporter cells (I389luc-ubi-neo/NS3-3�/5.1) were treated with 20, 160, or 320 IU of IFN-� (diamonds) and IFN-� (squares)/ml or with 20 and 320
IU of IFN� (triangles)/ml for various lengths of time (2.5 min to 24 h) and assayed for luciferase activity at the 24-h time point from the start of
IFN treatment. Luciferase signals were plotted as mean percentages of the untreated control cells and are representative of three independently
derived experiments. (B) Reporter cells were treated with IFN doses as described above for 4 h and then assayed for the luciferase signal 24, 48,
or 72 h posttreatment. In addition, a parallel and equally treated cell culture was trypsinized at the 72-h mark (see arrow), diluted 1:4 into new
microtiter plates, and subsequently assayed either 48, 72, or 96 h from this point (120, 144, and 168 total hours post-IFN treatment). Durability
of the IFN HCV replication inhibitory effect was plotted over time as a percentage of the luciferase signal derived from mock-treated cells. Data
represent means of triplicate values from a typical assay.
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TABLE 1. Genes upregulated and downregulated by 4-h and 24-h treatment with IFN-�, IFN-�, and IFN-�a
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diate the antiviral action needed to eliminate HCV replication.
Which of these genes are functionally relevant can be deter-
mined only with an in vivo antiviral response to HCV. Inter-
estingly, DNA microarray analyses have been performed to
determine changes in liver gene expression during the course
of an acute-resolving HCV infection in a chimpanzee (2).
Clearance of viremia in serum and liver occurred between
weeks 6 and 8. The most notable changes in gene expression
occurred in the 33 IFN-responsive genes which were grouped
in one of three different expression patterns: (i) genes which
peaked early (day 7) and then declined, (ii) genes which
peaked late (week 6), and (iii) genes which peaked early and
whose levels were sustained until clearance of viremia. Inter-
estingly, of the 18 genes preferentially upregulated by IFN-� in
the HCV replicon-containing cells, expression of 8 of these
genes was found in the liver biopsies from the HCV-infected
chimpanzee. More importantly, all eight of these genes (genes
for GBP-1, IP-10, TAP-1, LMP7, LMP2, MECL-1, IFP35, and
Mac-2 binding protein) were expressed maximally at week 6,
concurrent with the initiation of viral clearance. In addition, 9
of the 19 IFN-�/�-induced genes were also found in the HCV-
infected liver biopsies. In contrast to the eight IFN-�-induced
genes, only one IFN-�-induced gene, that for MxA, had a peak
expression at week 6. The other seven genes peaked early,
although five of these maintained high expression levels at
week 6 (genes for 2�,5�-OAS, ISG-15, p56, RIG-G, and p27).
These data imply that the IFN-�-stimulated genes have more
functional relevance than IFN-�/�-induced genes in initiating
a successful host adaptive immune response to HCV infection.
Alternatively, expression of IFN-�-stimulated genes might
need to occur before IFN-�/�-induced genes can have a func-
tional impact on viral clearance in HCV infections. Evidence
to support these hypotheses comes from a recent study with 25
patients with chronic HCV infection. Patients were treated
with the combination IFN-�–ribavirin or IFN-� alone (6), and
the HCV-specific T-cell reactivity was monitored during treat-
ment, at the end of treatment, and at 24-week follow-up. Sim-
ilar to the chimpanzee data, this study showed that T-cell
reactivity increased at around treatment weeks 4 to 8. Resolu-
tion of HCV viremia (sustained antiviral response) in patients
treated with the combination IFN-�–ribavirin or IFN-� alone
was more likely for patients who developed HCV-specific T-
cell proliferation with increased IFN-� production.

Using DNA microarray analyses, Robek and colleagues
compared changes in cellular gene expression that accompany
the IFN-mediated inhibition of replication in the livers of the
1.3-HBV transgenic mice and in the HBV-Met hepatocyte cell
line in vitro (22). A number of genes were common to all
experiments. Six of those genes were common also to our list

of genes preferentially upregulated by IFN-�, namely, the
MIG, IP10, LMP2, LMP7, MECL-1, and GBP-1 genes. Col-
lectively these data suggest that a common IFN-induced anti-
viral mechanism exists in HBV and HCV that can occur in host
nonlymphocyte cells. This antiviral activity is presumably part
of the host adaptive immune response to virus infection and is
independent of the classical IFN-�/�-induced innate host an-
tiviral mechanisms (MxA, PKR, and 2�,5�-OAS).

The remarkable consistency of the profile of IFN-�-induced
gene expression, irrespective of cell type and presence of rep-
licating virus, coupled with their peak expression at the initia-
tion of viral clearance (HCV) in vivo provides strong evidence
that these IFN-induced genes may have direct antiviral activity.
The question remaining is which of the key IFN-�-regulated
genes mediate these direct antiviral effects. Our preliminary
data suggest that the IFN-induced chemokines IP10 and MIG
and proteasome subunits LMP2, LMP7, and MECL-1 do not
have direct antiviral activity using the HCV subgenomic repli-
con system (data not shown) or may require more than one
component to trigger the antiviral state.

In summary, we have shown that IFN-�/� and IFN-� medi-
ate antiviral effects of similar magnitude in HCV replicon-
containing Huh-7 cells. However, kinetic analyses showed that
the antiviral effect of IFN-� was strong and durable, whereas
IFN-� and IFN-� induced a less robust and more transient
antiviral response against HCV. Indeed, IFN-�-treated HCV
replicon cells under drug selection failed to recover and form
colonies after long-term culture, suggesting either extended
suppression or potential eradication of HCV replicons. Studies
are ongoing to distinguish between these two hypotheses. Fur-
thermore, two classes of IFN-regulated genes were also iden-
tified. The class of genes that were preferentially upregulated
by IFN-� correlated with some of the genes shown by others to
be (i) expressed highly at the peak of an acute-resolving host
response to HCV in a chimpanzee and (ii) important in the
noncytolytic cytokine-mediated antiviral effects of the host
adaptive immune response. This study along with other previ-
ous observations suggests that IFN-�/� and IFN-� induce dis-
tinct direct antiviral effector molecules and alternate antiviral
pathways in the IFN-mediated suppression of HCV replica-
tion. The contribution of these distinct IFN-induced pathways
to host innate and adaptive direct antiviral responses warrants
further investigation.

We thank Ralf Bartenschlager and colleagues for supplying the
HCV subgenomic replicon system.
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