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Highly pathogenic avian influenza (HPAI) viruses of the H5 and H7 subtypes typically possess multiple basic amino acids
around the cleavage site (MBS) of their hemagglutinin (HA) protein, a recognized virulence motif in poultry. To determine the
importance of the H5 HA MBS as a virulence factor in mammals, recombinant wild-type HPAI A/Vietnam/1203/2004 (H5N1)
viruses that possessed (H5N1) or lacked (�H5N1) the H5 HA MBS were generated and evaluated for their virulence in BALB/c
mice, ferrets, and African green monkeys (AGMs) (Chlorocebus aethiops). The presence of the H5 HA MBS was associated with
lethality, significantly higher virus titers in the respiratory tract, virus dissemination to extrapulmonary organs, lymphopenia,
significantly elevated levels of proinflammatory cytokines and chemokines, and inflammation in the lungs of mice and ferrets. In
AGMs, neither H5N1 nor �H5N1 virus was lethal and neither caused clinical symptoms. The H5 HA MBS was associated with
mild enhancement of replication and delayed virus clearance. Thus, the contribution of H5 HA MBS to the virulence of the HPAI
H5N1 virus varies among mammalian hosts and is most significant in mice and ferrets and less remarkable in nonhuman
primates.

The sporadic transmission of highly pathogenic avian influenza
(HPAI) H5N1 viruses from domestic poultry to humans in

many parts of the world highlights the threat that these viruses
pose to public health from their potential to cause another pan-
demic. More than 500 laboratory-confirmed HPAI H5N1 infec-
tions have been recorded since 2003 in 15 countries, with a case-
fatality rate of nearly 60% (54). Most of these infections can be
traced to direct exposure to diseased poultry; human-to-human
transmission of the H5N1 virus remains limited to small family
clusters (20, 50). To date, the gene compositions of the H5N1
viruses isolated from infected humans have remained wholly
avian in origin and are poorly transmitted among individuals, in
contrast to the efficient transmission displayed by the swine-
origin influenza A H1N1 pandemic virus that has infected mil-
lions worldwide. As the HPAI H5N1 viruses are now endemic in
many bird species in Asia (9), there are concerns that these viruses
may become easily transmissible among individuals through ge-
netic reassortment with a human influenza virus or through ad-
aptation in an intermediate host. Understanding the basis of the
virulence of HPAI H5N1 viruses in humans therefore remains a
priority.

Although several virus genes and gene products contribute to
the pathogenicity of HPAI H5N1 viruses (8, 10, 15, 19), the cleav-
ability of the hemagglutinin (HA) protein and the distribution of
HA-activating proteases in the host are recognized as major viru-
lence factors (6, 17, 40). The HA0 precursor protein undergoes
posttranslational cleavage into two subunits, HA1 and HA2, to
facilitate the fusion of the viral and cellular membranes (25, 27,
53). The amino acid sequence upstream of the HA cleavage site as
well as the presence or absence of a vicinal carbohydrate side chain
is believed to regulate HA cleavability (23, 24). Most of the low-
pathogenicity influenza A viruses contain a single arginine residue
at the HA cleavage site. These HAs are cleaved by extracellular

trypsin-like serine proteases secreted by nonciliated cells of the
respiratory epithelium in humans and gastrointestinal tract of
birds, resulting in local infections (32). Some HPAI viruses of the
H5 and H7 subtypes, on the other hand, contain multiple basic
amino acids around the cleavage site (MBS) of the HA molecule
(5) that can act as a recognition motif for subtilisin-like proteases
that recognize polybasic motifs (39). The ubiquitous distribution
of intracellular proteases such as furin (41) and PC6 (18) contrib-
utes to the propensity of HPAI viruses with the MBS motif to
disseminate and replicate in extrapulmonary organs of birds,
thereby expanding the range of tissues that they can infect. While
the role of MBS as a virulence motif in poultry is well established,
the influence of MBS on the virulence of HPAI viruses in mam-
mals remains unknown and is the focus of this study.

In addition to the local expression of the proteases that activate
the HA, tissue tropism also plays a major role in the pathogenesis
and host-range restriction displayed by influenza A viruses. Be-
cause human and avian influenza viruses differ in their binding
preference to terminal sialic acids (SA) on host cells, the type and
distribution of these residues on cells of the respiratory and gas-
trointestinal tracts are associated with the susceptibility of differ-
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ent hosts to influenza A virus infection (45). van Riel and col-
leagues (2007) reported that human influenza viruses attach to
cells in the human trachea, bronchi, and type I pneumocytes in the
alveoli while H5 avian influenza viruses preferentially target cells
in the bronchioles, type II pneumocytes, and alveolar macro-
phages in the alveoli (51). The authors speculated that the pattern
of virus attachment to the cells of the human respiratory tract may
contribute to differences in the severity and localization of disease
induced by human and avian influenza viruses. However, receptor
binding preference is still insufficient to predict the severity of
disease outcome induced by H5N1 viruses, as both low-patho-
genicity and HPAI H5N1 viruses target the same types of cells
(51). Intriguingly, H5N1 viruses could infect and productively
replicate in human nasopharyngeal and oropharyngeal tissues ex
vivo despite the absence of detectable �2,3-SA receptors on
these cells (30). These findings suggest that alternative, as-yet-
unidentified receptors may mediate virus entry into the cells of the
human upper respiratory tract and that H5N1 disease severity is
not totally dependent on the predicted tropism of the virus for
tissues of the lower respiratory tract (30).

Data from clinical observations and limited autopsies con-
ducted on fatal cases of human H5N1 infection suggest that ex-
tensive virus replication, systemic spread, and the induction of an
intense inflammatory response may all contribute to the patho-
genesis of H5N1 influenza (11). The intense inflammatory re-
sponse has been implicated in the development of acute respira-
tory distress syndrome (3) which in turn is the leading cause of
death among patients infected with the H5N1 virus. Gaining a
better understanding of the virulence determinants of HPAI
H5N1 viruses in mammalian models would provide significant
insights on developing effective intervention and therapeutic
strategies that could improve the clinical management of the dis-
ease in humans. In this study, we examined the role of the MBS in
the H5 HA of the HPAI A/Vietnam/1203/2004 (H5N1) virus on
its virulence in BALB/c mice, ferrets, and African green monkeys
(AGMs; Chlorocebus aethiops).

MATERIALS AND METHODS
Recombinant viruses. The removal of the MBS from the H5 HA gene of
the H5N1 wild-type (wt) virus, as well as the rescue of recombinant H5N1
and �H5N1 viruses by reverse genetics, was previously described (43).
Briefly, a coculture of Madin-Darby canine kidney (MDCK) cells and
293T cells was transfected with the plasmids that carry the eight gene
segments of the desired influenza virus by lipofection. Virus stocks were
cloned and amplified in specific-pathogen-free eggs, and the sequences of
all gene segments were verified to be identical to the plasmids used in the
transfection by reverse transcription-PCR (RT-PCR). All experiments in-
volving the recombinant H5N1 wt viruses, including animal studies, were
conducted using enhanced containment procedures in biosafety level 3
(BSL3) facilities approved for use by the U.S. Department of Agriculture
and the Centers for Disease Control and Prevention. All animal studies
were approved by the National Institutes of Health Animal Care and Use
Committee.

Virus replication in vitro. Confluent monolayer cultures of MDCK
cells in 6-well plates were infected with either the H5N1 or the �H5N1
virus at a multiplicity of infection of 0.001 in triplicate. Culture superna-
tants were collected at 12-h intervals up to 72 h and stored frozen at
�80°C prior to virus titration on MDCK cells.

Virus replication and pathogenicity studies in mice. To determine
the ability of the viruses to replicate in different organs of mice, groups of
6- to 8-week-old female BALB/c mice (Taconic, Germantown, NY) were
lightly anesthetized and infected intranasally (i.n.) with 125 50% tissue

culture infectious doses (TCID50) of either the H5N1 (equivalent to 50�
50% mouse lethal dose [MLD50]) or �H5N1 virus in 50 �l. Four mice
from each group were sacrificed on days 2, 4, 6, and 8 postinfection (p.i.).
However, organs were collected only on days 2, 4, and 6 p.i. from mice that
were infected with the H5N1 virus since all remaining animals succumbed
to infection by day 7 p.i. Virus titers in nasal turbinates, lungs, spleen, and
brain were determined in MDCK cells and expressed as TCID50/g of tissue
as previously described (44).

The concentration of cytokines and chemokines induced by either the
H5N1 or �H5N1 virus was measured in clarified lung tissue homogenates
by suspension array technology using the Bio-Plex Pro mouse cytokine
23-plex assay kit system (Bio-Rad, Hercules, CA) according to the man-
ufacturer’s instructions.

To assess the impact of the H5 HA MBS on the population of circu-
lating white blood cells (WBC) in mice, groups of 3 mice were infected i.n.
with 125 TCID50 of either the H5N1 or �H5N1 virus. An additional group
of animals served as mock-infected controls and received 50 �l of L15
medium. Whole-blood samples were collected daily from the tail of mice
until day 5 p.i. Differential WBC counts were determined by preparing
thin blood smears, staining the slides with the Hema-3 system stain
(Fisher Scientific), and calculating the percentage of each WBC type per
100 WBCs counted under an oil-immersion objective.

To evaluate the pathology induced by the H5N1 viruses in the lungs,
sections were prepared from formalin-fixed, paraffin-embedded tissues
and then stained with hematoxylin and eosin. The sections were analyzed
for pathological changes by a pathologist who was unaware of the inocu-
lum administered to each mouse.

Virus replication in ferrets. Groups of nine 6-month-old male ferrets
(Triple F Farms, Pennsylvania) were infected i.n. with 107 TCID50 of the
biological (b) or reverse-genetics-derived (r) H5N1 or �H5N1 virus.
Three animals from each group were euthanized on days 3 and 6 p.i., and
virus titers were determined in the nasal turbinates, lungs, and brain as
previously described. A section of the right lung was examined for histo-
pathologic changes. The remaining 3 ferrets in each group were followed
for clinical observations, including weight and temperature monitoring,
for 14 days (44).

Measurement of ferret cytokine mRNAs by real-time PCR. Whole-
blood samples from ferrets infected with bH5N1, rH5N1, and �H5N1
virus were collected in PaxGene blood RNA tubes (Qiagen, Gaithersburg,
MD) before infection (day 0) and on day 3 p.i. The blood samples were
processed, and total RNA was isolated according to the manufacturer’s
instructions. Total RNA from nasal washes from the same ferrets was
isolated using the QIAmp viral RNA minikit (Qiagen, Gaithersburg, MD).
RNA quantities for each sample were determined using a Nanodrop
2000C spectrophotometer (Thermo Scientific), and the concentrations
were normalized by dilution in nuclease-free water. RNA samples were
reverse transcribed using a QuantiTect reverse transcription kit (Qiagen)
in 20-�l reaction volumes containing 200 ng total RNA. A single aliquot of
each cDNA sample was preamplified with PCR primers corresponding to
alpha interferon (IFN-�), MX-1, interleukin-2 (IL-2), IFN-�, IL-6, IL-4,
IFN-�, IL-8, tumor necrosis factor alpha (TNF-�), OAS-1, MIG-1, IL-10,
ISG-15, IL-5, IL-12, RIG-1, CXCL10, IL-1�, RANTES, and the
glyceraldehyde-3-phosphate dehydrogenase (GAPDH) housekeeping
gene in a 10-�l reaction volume using a TaqMan PreAmp Master Mix kit
(Applied Biosystems) according to the manufacturer’s protocol. Follow-
ing preamplification, the samples were diluted 1:5 (vol/vol) in Tris-EDTA
(TE) buffer, pH 8.0.

Custom-designed primers and TaqMan 6-carboxyfluorescein
(FAM)– 6-carboxytetramethylrhodamine (TAMRA) probes for each gene
were supplied by Applied Biosystems, and 20� assay mixes were prepared
containing 18 �M primers and 5 �M probe (final concentration of 900
nM [each] primer and 250 nM [each] probe). Fluidigm BioMark 48-
by-48 arrays were prepared according to the manufacturer’s instructions.
Briefly, 20� assay mixes were diluted 1:1 (vol/vol) with DA assay loading
reagent (Fluidigm, South San Francisco, CA) and 5 �l was added to du-

H5 HA Cleavability and Pathogenicity in Mammals

March 2012 Volume 86 Number 5 jvi.asm.org 2707

http://jvi.asm.org


plicate assay inlets of the array. Five microliters of each sample reaction
mix was prepared by mixing 2� TaqMan Universal Mastermix (Applied
Biosystems), DA sample loading reagent, and 2.25 �l of sample cDNA.
The sample mixes were loaded in duplicate per the manufacturer’s rec-
ommendations, resulting in 4 quantitative PCR (qPCR) mixtures for each
sample. After loading, PCR was performed under the following reaction
conditions: 50°C for 2 min and 95°C for 10 min, followed by 40 cycles of
95°C for 15 s and 60°C for 1 min. Data were processed using an automatic
detector threshold setting, linear baseline correction, and a quality thresh-
old setting of 0.65 using the Fluidigm real-time PCR analysis software.
The mean for the four replicate threshold cycle (CT) values of each ferret
gene was determined and normalized relative to the mean CT value of the
GAPDH housekeeping gene. Fold changes were calculated over baseline
CT values represented by preinfection samples.

Virus replication in AGMs. A total of 13 African green monkeys were
used in the study which was conducted at Bioqual, Inc. (Rockville, MD).
Two groups of 6 monkeys each were anesthetized and infected intratra-
cheally and intranasally with 2 � 106 TCID50 of either the H5N1 or
�H5N1 virus while one monkey was mock infected with L15 medium.
Nasal and pharyngeal swabs, tracheal lavage samples, whole blood, and
serum were collected from each monkey for virus titration, hematology,
and cytokine analysis, respectively. The body weight and temperature of
the monkeys were noted daily, and each animal was observed for clinical
symptoms. The mock-infected animal was sacrificed together with two
monkeys from each group on day 2 p.i., and from then on, 2 monkeys
from each virus-infected group were sacrificed on days 4 and 7 p.i. Nasal
turbinates, lungs, trachea, brain, liver, and spleen were sampled at nec-
ropsy for virus titration and pathological evaluation. Cytokine and
chemokine measurements in AGM serum were conducted using the Bio-
Plex Pro human cytokine 27-plex assay kit system (Bio-Rad, Hercules,
CA) according to the manufacturer’s instructions.

RESULTS
The influence of the H5 HA MBS on virus replication in vitro. To
determine the influence of the MBS of the H5 HA on replication of
the H5N1 virus in vitro, cultures of MDCK cells supplemented
with trypsin were infected with either the H5N1 virus or the H5N1
virus that lacks the MBS in its HA cleavage site (�H5N1) at a
multiplicity of infection of 0.001. Virus titers were determined in
culture supernatants collected at 12-hour intervals. The H5N1
virus consistently replicated to slightly higher titers than did the
�H5N1 virus for the first 36 h, but the titers of the two viruses were
comparable by 48 h p.i. (data not shown). Thus, the removal of the
H5 HA MBS does not have a significant effect on the replication of
the H5N1 virus in vitro.

Virus replication and pathogenicity in mice. The H5 HA MBS
was previously determined to be a virulence motif in mice—re-
moval of the H5 HA MBS was sufficient to render the highly
pathogenic H5N1 virus nonlethal to mice (15, 43). To evaluate
whether the H5 HA MBS confers any replication advantage in
vivo, groups of mice were infected with either the H5N1 or the
�H5N1 virus and virus replication was determined in the respira-
tory and extrapulmonary organs at different time points postin-
fection. The �H5N1 virus replicated to about 100- to 1,000-fold-
lower titers in the nasal turbinates and lungs of mice than did the
H5N1 virus (Fig. 1A and B, respectively), suggesting that removal
of the H5 HA MBS not only alleviates the lethality of the H5N1
virus (43) but is also associated with a significant reduction in the
level of virus replication in the respiratory tract of mice. The H5
HA MBS was also associated with extrapulmonary virus dissemi-
nation in mice, as only the H5N1 virus replicated consistently in
the brain (Fig. 1C). These results are consistent with our previous

findings that in the context of the H5N1 wt virus genes, the MBS is
a major virulence determinant in mice (43).

The H5 HA MBS and the cytokine response in the mouse
lung. Elevated levels of several proinflammatory cytokines and
chemokines have been reported in mice following primary infec-
tion with HPAI H5N1 viruses (47, 49). As cytokine dysregulation
has been suggested as one of the contributing factors for the ex-
treme virulence of HPAI H5N1 viruses (11, 49), the cytokine and
chemokine profiles elicited by the H5N1 and �H5N1 viruses in
the lungs of mice infected with 125 TCID50 of either virus were
evaluated using a multiplex cytokine bead array assay. The con-
centrations of the pleiotropic cytokine granulocyte colony-
stimulating factor (G-CSF), as well as the proinflammatory cyto-
kines IL-1�, IL-1�, and IL-12, were significantly higher in the

FIG 1 H5 HA MBS and virus replication in mice. Groups of female BALB/c
mice (n � 4/group) were infected with 125 TCID50 of either H5N1 (shaded
symbols) or �H5N1 virus (open symbols) i.n., each symbol representing a
discrete data point in each group. Nasal turbinates, lungs, and the brain were
harvested on days 2, 4, 6, and 8 p.i. Horizontal bars represent the median virus
titer, expressed as log10 TCID50/g of tissue. *, P � 0.05 by Mann-Whitney U
test.

Suguitan et al.

2708 jvi.asm.org Journal of Virology

http://jvi.asm.org


lungs of mice infected with the H5N1 virus than in those infected
with the �H5N1 virus, most notably on days 4 and 6 p.i. (Fig. 2).
Concentrations of the cytokine IL-2, as well as those of TNF-� and
IL-6, which were previously reported to be associated with HPAI
H5N1 infection in mice (29, 49), were not detected in the lungs of
mice infected with either virus, perhaps reflecting the use of dif-
ferent assay systems with differing sensitivities of detection for
these cytokines. The concentrations of the chemokines monocyte
chemoattractant protein 1 (MCP-1), MIP-1�, MIP-1�, RANTES,
and KC (the murine equivalent of human IL-8) were also signifi-
cantly higher in the H5N1 virus-infected group (Fig. 2). These
chemokines are implicated in the recruitment of neutrophils and
monocytes in the pulmonary tissues of mice that result in acute
inflammation and severe lung pathology (31). The levels of the
anti-inflammatory cytokine IL-10 were also elevated, likely the
result of a negative feedback mechanism in response to the ele-
vated levels of inflammatory cytokines in the local milieu.

The H5 HA MBS is associated with lymphopenia in mice.
Tumpey et al. previously reported that an HPAI H5N1 infection
caused lymphopenia in mice (49). To assess the impact of the H5
HA MBS on the leukocyte population in the peripheral blood,

groups of mice were infected with either the H5N1 or �H5N1
virus while another group was mock infected with medium to
serve as a control group. It is evident that mice infected with the
H5N1 virus had a higher proportion of neutrophils (Fig. 3A) and
monocytes (Fig. 3C) in the peripheral blood and a corresponding
lower percentage of lymphocytes (Fig. 3B) than did mock-infected
animals, as early as day 1 p.i. Animals infected with the �H5N1
virus exhibited a transient slight increase in the proportion of
neutrophils (Fig. 3A) and a corresponding decrease in the propor-
tion of lymphocytes (Fig. 3B) early in infection but displayed a
WBC differential profile similar to that of the mock-infected
group by day 4 p.i. Thus, the presence of the H5 HA MBS motif in
the H5N1 virus resulted in an alteration of the leukocyte popula-
tion in the peripheral blood of mice.

The H5 HA MBS and mouse lung pathology. Histopatholog-
ical analysis of lung tissue sections from �H5N1-infected mice
showed minimal to mild focal inflammation of the large airways
by day 4 p.i. (Fig. 4A), progressing to moderate bronchial and
bronchiolar inflammation with cuffing of airways by lymphocytes
and neutrophils at day 6 (Fig. 4B). Inflammation was resolved and
cleared by day 8 p.i. (data not shown). In contrast, there were

FIG 2 Cytokine and chemokine levels in the lungs of mice infected intranasally with the H5N1 or �H5N1 virus. Groups of female BALB/c mice (n � 4/group)
were infected with 125 TCID50 of either H5N1 or �H5N1 virus i.n. Cytokines and chemokines were measured using a multiplex cytokine bead array assay kit on
clarified lung homogenates from days 2, 4, 6, and 8 p.i. Cytokine concentrations are expressed as pg/ml. White bars represent mock-infected mice, gray bars
represent �H5N1 virus-infected mice, and black bars represent H5N1 virus-infected mice. *, P � 0.05 by Mann-Whitney U test.
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significant multifocal to locally extensive inflammation and ne-
crosis of the bronchial and bronchiolar epithelium, often accom-
panied by sloughing of the epithelium, in the lungs of H5N1-
infected mice (Fig. 4D to F). Alveolar spaces contained pulmonary
macrophages and neutrophils admixed with cellular debris.
Thickening of the alveolar walls and various degrees of perivascu-
lar and peribronchiolar cuffing by lymphocytes, plasma cells, and
neutrophils were also noted. Thus, removal of the H5 HA MBS
resulted in a virus that caused mild inflammation, confined to the
large airways in the lungs, that was less severe than the lung pa-
thology caused by the H5N1 wt virus.

Virus replication in ferrets. We next examined the relevance
of the MBS to the virulence of H5N1 viruses in ferrets. The bio-
logical H5N1 (bH5N1) virus was included in this set of studies as
a positive control. Only ferrets infected with the bH5N1 or rH5N1

virus displayed pronounced morbidity, as evidenced by elevated
body temperatures, significant weight loss, and lethargy (data not
shown). Moreover, bH5N1- and rH5N1-infected ferrets showed
neurological symptoms such as hind limb paralysis, ataxia, and
convulsions requiring euthanasia on day 6 and day 8 p.i., respec-
tively. Ferrets infected with the �H5N1 virus showed no clinical
signs of illness through 14 days p.i. The bH5N1, rH5N1, and
�H5N1 viruses all replicated to similar mean titers in the upper
respiratory tract of ferrets on days 3 and 6 p.i. (Fig. 5A). In the
lungs, the rH5N1 virus replicated to higher titers than did the
bH5N1 and �H5N1 viruses on day 3 p.i. (Fig. 5B), but on day 6
p.i., most of the ferrets infected with the rH5N1 and bH5N1 vi-
ruses continued to display robust virus replication while virus
could no longer be detected in the lungs of �H5N1-infected fer-
rets. The bH5N1 and rH5N1 viruses consistently disseminated to
and replicated in the brain while the replication of the �H5N1
virus in the brain was severely restricted (Fig. 5C). Lung histology
findings within each animal and among each group ranged from
normal to severe multifocal to locally extensive inflammation and
necrosis of alveolar walls with infiltrates of neutrophils and mac-
rophages in air spaces obliterating normal pulmonary architec-

FIG 3 The influence of the H5 HA MBS on leukocytes in the peripheral blood
of mice. Groups of female BALB/c mice (n � 3/group) were infected i.n. with
125 TCID50 of either H5N1 or �H5N1 virus. WBC differential counts were
performed on peripheral blood smears that were prepared daily from day 1
through day 5 p.i. The percentage of each WBC type was based on counting at
least 100 WBCs under an oil-immersion objective.

FIG 4 Histopathological effects induced by the H5N1 virus in the lungs of
mice. Formalin-fixed, paraffin-embedded lung tissue sections from �H5N1
virus (A and B)-, mock (C)-, or H5N1 virus (D, E, and F)-infected mice were
stained with hematoxylin and eosin. Representative sections from tissues har-
vested on days 4 (A, C, and D) and 6 (B, E, and F) p.i. are shown. Lungs from
H5N1 virus-infected mice had acute neutrophilic infiltrates and necrosis of the
bronchial and bronchiolar epithelium (D and E) with considerable sloughing
and attenuation of the bronchial lining epithelium, highlighted and magnified
in panel F. Marked infiltration of the alveolar spaces with neutrophils was also
apparent (E), with multifocal thickening and/or obliteration of alveolar walls.
Lungs from �H5N1-infected mice were minimally affected at day 4 (A) and
demonstrated mild to moderate neutrophilic infiltrate of the bronchial epithe-
lium and variable peribronchiolar cuffing at day 6 (B).
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ture. There was no apparent correlation between the severity of
histological findings and virus titer (data not shown). These re-
sults indicate that the MBS is a virulence determinant in ferrets as
it is in mice; its removal from the H5N1 virus led to reduced virus
replication in the lower respiratory tract, restricted the spread of
the virus to extrapulmonary sites such as the brain, and was asso-
ciated with significant reductions in mortality and morbidity.

The H5 HA MBS and cytokine response in ferrets. The lack of
quality reagents specific to ferret proteins has hindered the devel-
opment of quantitative assays to determine the level of cytokines
and chemokines induced by immunization or natural infection in
ferrets. Instead, a quantitative real-time PCR (qPCR) was em-

ployed to measure the level of mRNA transcripts in the nasal wash
and peripheral blood mononuclear cells (PBMCs) of ferrets in-
fected with the different H5N1 viruses, similar to the approach
taken by other investigators (7, 46). The low concentration of total
RNA isolated from the nasal washes precluded their use for further
analysis, and so we focused on the PBMC samples instead. For the
most part, the bH5N1 and rH5N1 viruses induced similar cyto-
kine patterns, eliciting dramatically high mRNA levels for
CXCL10 and modest fold increases of the proinflammatory cyto-
kine IL-12 and several interferon-related genes such as MIG-1,
MX-1, OAS, and RIG-I (Fig. 6), while no significant fold differ-
ences in the mRNAs for IFN-�, IFN-�, or IFN-� were observed
(data not shown). There were also no significant differences ob-
served in IL-4, IL-5, IL-6, IL-10, IL-8, RANTES, and TNF-� levels
for any of the H5N1 viruses evaluated (data not shown).

Virus replication and pathogenicity in AGMs. The replica-
tion of the H5N1 and �H5N1 viruses was also evaluated in African
green monkeys (AGMs; Chlorocebus aethiops), animals that are
more anatomically and physiologically related to humans than are
mice and ferrets. After 2 � 106 TCID50 of the H5N1 or �H5N1
virus was administered i.n. and intratracheally to AGMs, they
were observed daily for evidence of clinical illness. Both viruses
replicated to modest peak titers of �103 TCID50/g in nasopharyn-
geal swabs (Table 1). Virus replication was far more restricted in
the nasal turbinate tissue (Table 1); replication of the �H5N1
virus was detected only on day 2 p.i. while the H5N1 virus was
detected at a low level until day 7 p.i. (Table 1). Neither virus was
detected in the tracheal lavage samples (data not shown), but both
viruses replicated to moderately high titers in the lungs (Table 1).
The H5N1 virus replicated to a slightly higher titer than did the
�H5N1 virus in the lungs, and the H5N1 virus was detected in the
lungs of AGMs through day 7 p.i., by which time the �H5N1 virus
was undetectable. Interestingly, despite virus replication to about
104 TCID50/g in the lungs, none of the AGMs infected with the
H5N1 virus experienced weight loss or displayed any clinical ill-
ness during the course of the study. There was also no apparent
difference in the histopathological analyses of lung tissue sections
of AGMs infected with the H5N1 or �H5N1 virus or in the cyto-
kine profiles displayed by animals infected with either virus (data
not shown). Thus, the only remarkable effect of the removal of the
H5 HA MBS in AGMs was earlier clearance of the virus from the
lungs. We were unable to assess the effect on extrapulmonary
spread because the H5N1 virus did not spread to the liver, spleen,
or brain.

DISCUSSION

The virulence of human influenza viruses is not associated with an
MBS motif at the HA cleavage site (52). Although the recon-
structed 1918 H1N1 pandemic virus has a highly cleavable HA, an
MBS motif is not present in its connecting peptide; an interaction
between the HA and NA proteins of this virus might be involved in
HA activation through a yet-undefined mechanism (48). The de-
letion of potential glycosylation sites and insertion of multiple
basic amino acid residues in the cleavage site of the HA of the
human influenza virus A/Aichi/2/1968 (H3N2) failed to confer
enhanced cleavability of the H3 HA to the extent seen in highly
pathogenic avian influenza viruses (22). Even when insertion of a
polybasic cleavage site in the HA of an H3N8 virus resulted in its
cleavability in the absence of exogenous trypsin and enhanced
replication in vivo, the modification was still not sufficient to ren-

FIG 5 The H5N1 virus replicated in the respiratory tract and brain of ferrets.
Groups of ferrets (n � 4/group) were infected with 106 TCID50 of either
bH5N1 (gray squares), rH5N1 (black squares), or �H5N1 virus (white
squares) i.n., each symbol representing a discrete data point in each group.
Nasal turbinates (A), lungs (B), and the brain (C) were harvested on days 3 and
6 p.i. Horizontal bars represent the median virus titer, expressed as log10

TCID50/g of tissue.
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der the virus highly pathogenic for poultry, indicating that a
highly cleavable HA is necessary but not sufficient to confer viru-
lence for poultry (37). Structural constraints posed by amino acid
insertions in the connecting peptide of non-H5 or -H7 HAs likely
inhibit the generation of these types of viruses in nature (16).

Among influenza A H5 and H7 subtype viruses, the presence of
an MBS in the HA protein is highly indicative of its cleavability

and is clearly associated with virulence in poultry, but the impact
of the H5 HA MBS on the virulence of HPAI H5N1 wt viruses in
mammals is unclear. While all H5N1 viruses that have infected
humans since 1997 possess the MBS in the H5 HA (1, 42), disease
associated with these infections ranges in severity from mild to
fatal, indicating possible contributions of other virus proteins to
virulence and/or the potential role of host factors in determining

FIG 6 Influence of H5 HA MBS on cytokine responses in ferrets. Groups of ferrets (n � 3/group) were infected i.n. with 106 TCID50 of either bH5N1 (gray
squares), rH5N1 (black squares), or �H5N1 virus (white squares). mRNA levels for various cytokines and immune-related genes from PBMCs isolated on day
3 p.i. were measured by qPCR. The average of 4 CT values for each gene was normalized relative to that of GAPDH, a housekeeping gene, and fold differences were
calculated compared to preinfection levels of the same animals. Horizontal bars represent the median fold change difference for each group.

TABLE 1 The influence of the H5 HA MBS on the replication of the H5N1 virus in African green monkeysa

Sample Virus

Mean virus titer � SE (log10 TCID50/ml org) in tissue samples collected on indicated day p.i.:

Day 1 Day 2 Day 3 Day 4 Day 7

Nasopharyngeal swab H5N1 3.6 � 0.5 2.6 � 0.5 1.7 � 0.7 1.6 � 0.5 2.4 � 0.9
�H5N1 2.5 � 0.8 1.8 � 0.6 0.8 � 0.1 1.4 � 0.8 0.8 � 0.3

Nasal turbinates H5N1 ND 2.3 � 0.3 ND 2.0 � 0.5 2.3 � 0.8
�H5N1 ND 2.0 � 0.5 ND �1.5b �1.5b

Lungs H5N1 ND 4.0 � 0.6 ND 4.1 � 0.3 2.4 � 0.2
�H5N1 ND 3.6 � 0.5 ND 3.0 � 0.4 �1.5b

a AGMs were infected with 2 � 106 TCID50 of either the H5N1 or �H5N1 virus i.n. and intratracheally. Nasal swabs were collected on the indicated days while nasal turbinates and
lungs were harvested on days 2, 4, and 7 p.i. Virus titers are expressed as mean � standard error log10 TCID50/g of tissue or per ml of swabs. ND, not determined.
b Lower limit of detection.
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disease susceptibility. Chen et al. (2007) investigated virulence
determinants of the 1997 Hong Kong H5N1 wt viruses and con-
cluded that the pathogenicity of these viruses for mice is polygenic
and that the HA and NA genes, as well as an E627K substitution in
the polymerase basic protein 2 (PB2), of these viruses make inde-
pendent contributions to virulence (8). The E627K mutation in
PB2 has been implicated in the systemic dissemination and viru-
lence of an H5N1 wt virus (15), as well as in the impairment of the
host immune response in mice (12), but this mutation is not es-
sential for virulence in ferrets (14, 28) or in humans (11). The
contribution of the other polymerase proteins to the virulence of
H5N1 viruses in ferrets and mice has also been reported (10, 13,
33, 35, 38), demonstrating the complex interplay among various
viral gene products that determine the virulence of H5N1 viruses.

In order to control for virulence determinants in other gene
segments, we used two isogenic recombinant H5N1 wt viruses
that differed only in the presence or absence of the MBS in the H5
HA protein. When all other genetic characteristics of the HPAI
A/Vietnam/1203/2004 (H5N1) wt virus were kept constant, the
effect of the H5 HA MBS on virulence depended on the host.
Despite sharing polymerase proteins, neuraminidase, matrix, and
nonstructural proteins, the H5N1 and �H5N1 viruses differed in
their replication efficiency in vivo, and this could have affected
their ability to induce proinflammatory cytokines and modulate
the immune response in specific mammalian hosts. In mice, the
removal of the H5 HA MBS was sufficient to ameliorate the lethal-
ity of the H5N1 wt virus (15, 43). This is not too surprising given
that the H5 HA MBS was associated with enhanced virus replica-
tion, systemic virus dissemination, and lymphopenia. Mice in-
fected with the H5N1 virus had significantly elevated levels of
inflammatory cytokines and chemokines in the lungs, associated
with infiltration of macrophages and neutrophils. The recruit-
ment of these cells to the lungs likely contributes to acute lung
inflammation and severe lung pathology (31).

In ferrets, the H5 HA MBS was also associated with morbidity,
inducing fever, significant weight loss, lethargy, and neurological
symptoms. The H5N1 virus displayed enhanced magnitude and
duration of virus replication in the lower respiratory tract and also
disseminated to extrapulmonary sites. Using genomic microarray
analysis, Cameron et al. (2008) showed that ferrets experience a
dysregulation of the innate immune response that is characterized
by upregulation of interferon response genes and robust expres-
sion of the inflammatory chemokine CXCL10 in the lungs upon
H5N1 virus infection (7). Our data lend support to this report:
elevated mRNA levels of CXCL10, as well as several interferon
response genes, were detected in the peripheral blood of H5N1-
infected ferrets. Ferrets are reported to display the same pattern of
attachment of avian influenza viruses as do humans (51), and the
clinical illness associated with H5N1 influenza virus infection in
these animals resembles that seen in humans in several aspects (14,
55), although diarrhea, neurologic symptoms, and systemic dis-
semination are not commonly seen in human H5N1 cases.

In nonhuman primates, the replication of both the H5N1 and
�H5N1 viruses in the respiratory tract of AGMs was modest and
neither virus caused clinical symptoms. The H5N1 virus repli-
cated to a slightly higher titer than did the �H5N1 virus in the
lungs. The low virulence of H5N1 virus in AGMs contrasts with
reports of severe disease in cynomolgus macaques (Macaca fas-
cicularis), where alveolar and bronchiolar lesions were apparent
within 24 h of infection and upregulation of the inflammatory and

innate immune gene expression was observed (2). Host genetic
differences between these two species of nonhuman primates
might explain the difference in their susceptibilities to HPAI
H5N1 virus infection. The restricted replication of the H5N1 virus
in AGMs and the absence of clinical disease suggest that AGMs
may reflect milder forms of human disease caused by avian influ-
enza H5N1 viruses, but not the severe illness associated with acute
respiratory distress syndrome and multiorgan failure. AGMs are
clearly not the ideal model for exploring the virulence of the H5N1
viruses.

The recent identification and elucidation of human cellular
factors and the signaling pathways that are crucial for influenza
virus replication (21, 26, 34) highlight the role that host genetics
play in determining susceptibility to infection and disease severity.
Different inbred laboratory strains of mice differ in their kinetics
of weight loss and survival rates after infection with an influenza A
H1N1 virus, suggesting that the host genetic background has a
great influence on the immune response to influenza virus infec-
tion (36), and genetic elements that map to different loci of the
mouse genome have been associated with resistance to H5N1 vi-
rus infection (4). In contrast to mice, ferrets and AGMs are out-
bred animals and this is reflected in the variability in the data.

In summary, when all the genetic components of an HPAI
H5N1 wt virus are kept equal, the MBS of the H5 HA protein acts
as a virulence marker in a host-specific manner in mammals. The
H5 HA MBS was associated with lethality, enhanced virus repli-
cation, and systemic dissemination in mice and ferrets. In AGMs,
it was associated with mild enhancement of replication and de-
layed clearance from the respiratory tract. Thus, the contribution
of H5 HA MBS to the virulence of the H5N1 HPAI virus varies
among mammalian hosts and is significant in mice and ferrets and
less remarkable in nonhuman primates, underscoring the role of
host genetic differences in the susceptibility of mammals to HPAI
H5N1 infection.
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