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Highly pathogenic avian H5N1 influenza A viruses occasionally
infect humans, but currently do not transmit efficiently among
humans. The viral haemagglutinin (HA) protein is a known
host-range determinant as it mediates virus binding to host-
specific cellular receptors' . Here we assess the molecular changes
in HA that would allow a virus possessing subtype H5 HA to be
transmissible among mammals. We identified a reassortant H5
HA/HIN1 virus—comprising H5 HA (from an H5N1 virus) with
four mutations and the remaining seven gene segments from a
2009 pandemic HIN1 virus—that was capable of droplet transmis-
sion in a ferret model. The transmissible H5 reassortant virus
preferentially recognized human-type receptors, replicated effi-
ciently in ferrets, caused lung lesions and weight loss, but was
not highly pathogenic and did not cause mortality. These results
indicate that H5 HA can convert to an HA that supports efficient
viral transmission in mammals; however, we do not know whether
the four mutations in the H5 HA identified here would render a
wholly avian H5N1 virus transmissible. The genetic origin of the
remaining seven viral gene segments may also critically contribute
to transmissibility in mammals. Nevertheless, as H5N1 viruses
continue to evolve and infect humans, receptor-binding variants
of H5N1 viruses with pandemic potential, including avian-human
reassortant viruses as tested here, may emerge. Our findings
emphasize the need to prepare for potential pandemics caused by
influenza viruses possessing H5 HA, and will help individuals con-
ducting surveillance in regions with circulating H5N1 viruses to
recognize key residues that predict the pandemic potential of iso-
lates, which will inform the development, production and distri-
bution of effective countermeasures.

Although H5NT1 viruses continue to cause outbreaks in poultry and
there are cases of human infection in Indonesia, Vietnam, Egypt and
elsewhere (http://www.who.int/influenza/human_animal_interface/H5N1_
cumulative_table_archives/en/index.html), they have not acquired the
ability to cause human-to-human transmission. Investment in H5N1
vaccines has therefore been questioned. However, because humans
lack immunity to influenza viruses possessing an H5 HA, the emergence
of a transmissible H5-HA-possessing virus would probably cause a
pandemic. To prepare better for such a scenario, it is critical that we
understand the molecular changes that may render H5-HA-possessing
viruses transmissible in mammals. Such knowledge would allow us to
monitor circulating or newly emerging variants for their pandemic
potential, focus eradication efforts on viruses that already have
acquired subsets of molecular changes critical for transmission in
mammals, stockpile antiviral compounds in regions where such viruses
circulate, and initiate vaccine generation and large-scale production
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before a pandemic. Therefore, we studied the molecular features that
would render H5-HA-possessing viruses transmissible in mammals.

Previous studies suggested that HA has a major role in host-range
restriction of influenza A viruses' . The HA of human isolates preferen-
tially recognizes sialic acid linked to galactose by o2,6-linkages
(Sia02,6Gal), whereas the HA of avian isolates preferentially recognizes
sialic acid linked to galactose by a2,3-linkages (Sia02,3Gal)’. A small
number of avian H5N1 viruses isolated from humans show limited
binding to human-type receptors, a property conferred by several amino
acid changes in HA*®. None of the H5NI1 viruses tested transmitted
efficiently in a ferret model'*", although, while our paper was under
review, one study14 reported that a virus with a mutant H5 HA and a
neuraminidase (NA) of a human virus in the H5N1 virus background
caused respiratory droplet transmission in one of two contact ferrets.

To identify novel mutations in avian H5 HAs that confer human-
type receptor-binding preference, we introduced random mutations
into the globular head (amino acids 120-259 (H3 numbering), which
includes the receptor-binding pocket) of A/Vietnam/1203/2004
(H5N1; VN1203) HA (Supplementary Fig. 1). Although this virus
was isolated from a human, its HA retains avian-type receptor-binding
properties®'>. We also replaced the multibasic HA cleavage sequence
with a non-virulent-type cleavage sequence, allowing us to per-
form studies in biosafety level 2 containment (http://www.who.int/
csr/resources/publications/influenza/influenzaRMD2003_5.pdf). The
mutated polymerase chain reaction (PCR) products were cloned into
RNA polymerase I plasmids'® containing the VN1203 HA comple-
mentary DNA, which resulted in Escherichia colilibraries representing
the randomly generated HA variants. Sequence analysis of 48
randomly selected clones indicated an average of 1.0 amino acid
changes per HA globular head (data not shown). To generate an
H5NI virus library, plasmids for the synthesis of the mutated HA gene
and the unmodified NA gene of VN1203 were transfected into human
embryonic kidney (293T) cells together with plasmids for the synthesis
of the six remaining viral genes of A/Puerto Rico/8/34 (HIN1; PR8), a
laboratory-adapted human influenza A virus.

Turkey red blood cells (TRBCs; which possess both Siaa2,6Gal and
Siaci2,3Gal on their surface (data not shown)) were treated with
Salmonella enterica serovar Typhimurium LT2 sialidase, which pref-
erentially removes 02,3-linked sialic acid (that is, avian-type receptors),
creating TRBCs that predominantly possess Sias2,6Gal on the cell
surface (Siao2,6-TRBCs; Supplementary Fig. 2). The virus library
was then adsorbed to Siaa2,6-TRBCs at 4 °C and extensively washed
to remove nonspecifically or weakly bound viruses. Bound viruses were
eluted by incubation at 37 °C for 30 min, and then diluted to approxi-
mately ~0.5 viruses per well (on the basis of a pilot experiment that
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assessed the approximate number of eluted viruses). We screened one-
third of the library (that is, 2.1 X 10° viruses) in three separate selection
experiments (that is, 0.7 X 10° viruses per experiment) and isolated
370 viruses that bound to Siaa2,6-TRBCs (Supplementary Fig. 2).
Individual viruses were then grown in Madin-Darby canine kidney
(MDCK) cells modified to overexpress Sia®2,6Gal (AX4 cells'”), and
screened again for their ability to agglutinate Siax2,6-TRBCs (Sup-
plementary Fig. 2). The parental control virus (designated VN1203/
PR8) with avian-type receptor-binding specificity agglutinated untreated
TRBCs (which possess both human- and avian-type receptors on their
surface), but not TRBCs possessing predominantly human-type recep-
tors (Siaa2,6-TRBCs; Supplementary Table 1). By contrast, of the 370
viruses originally isolated, nine agglutinated Siaa2,6-TRBCs, albeit
with different efficiencies (Supplementary Table 1). All nine viruses
possessed mutations in the region targeted for random mutagenesis;
one mutant also possessed an additional mutation (E119G) in an area
that was not targeted for mutation. Most of the mutations clustered
around the receptor-binding pocket (Fig. 1a). Several of the selected
viruses possessed mutations known to increase binding to human-
type receptors, including N186K (ref. 9), S227N (ref. 5) and Q226L
(which confers human-type receptor binding together with G228S)"
(all shown in blue in Fig. la). The identification of known deter-
minants of human-type receptor-binding specificity from a library of
random mutants validates our approach. Notably, our screen also
identified mutations not previously associated with receptor-binding
specificity.

Although viruses were diluted to ~0.5 viruses per well for amplifica-
tion in AX4 cells, we cannot exclude the possibility that some wells were
infected with more than one virus, resulting in mixed populations.
To confirm the significance of the identified mutations in HA for
human-type receptor binding, the mutations were engineered into a
VN1203/PR8 virus (possessing an avirulent HA cleavage site sequence,
as described earlier). All nine mutants were generated; however, after
two passages in MDCK cells, the S136N mutation reverted to the wild-
type sequence. This mutant was excluded from further evaluation.

First, we confirmed the binding of the remaining eight variants to
Sia02,6-TRBCs (Supplementary Table 1). For comparison, we
included a VN1203/PR8 virus with two changes in its HA (Q226L
and G228S) previously shown to have increased binding to
Sia02,6Gal*". Indeed, compared to the wild-type VN1203/PR8 virus,
the Q226L/G228S mutant displayed an increased ability to bind to
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Figure 1 | Localization of amino acid changes identified in this study on the
three-dimensional structure of the monomer of VN1203 HA (Protein Data
Bank accession 2FK0)". a, Close-up view of the globular head of VN1203 HA.
Mutations known to increase affinity to human-type receptors are shown in
blue. Amino acid changes not previously known to affect receptor binding are
shown in green. Additional mutations that occurred in the HA of H5 avian-
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human-type receptors. For the recreated variants, haemagglutination
titres were higher and slightly different from the initial characteriza-
tion, which we attribute to biological differences (the initial character-
ization was carried out with non-concentrated cell culture supernatant
and potentially mixed virus populations, whereas the recreated viruses
were concentrated and purified) and to experimental differences (that
is, differences between the TRBC batches or the efficiency of 02,3-
sialidase treatment, or both). Collectively, however, these experiments
demonstrate that this random mutagenesis approach allows the
identification of hitherto unrecognized amino acid substitutions that
permit avian virus HAs to bind to human-type receptors.

To characterize further the receptor-binding properties of the
selected variants, we used solid-phase binding assays in which
sialylglycopolymers were absorbed to plates, which were then
incubated with virus (Fig. 2a). A virus possessing the HA and NA
genes of the seasonal human A/Kawasaki/173/2001 (HIN1; K173)
virus and the remaining genes from PR8 (K173/PR8) served as a
control virus with typical human-type receptor specificity. Indeed,
K173/PR8 preferentially bound to Siat2,6Gal. In contrast, VN1203/
PR8 bound to only Siaa2,3Gal. As reported elsewhere®"?, the Q226L/
G228S mutations led to increased binding to Siac2,6Gal. Variants
1202T/R220S, W153R/T160I, N1691/H184L/1217M and H130Q/
K157E resembled VN1203/PR8 in their binding to glycans, despite
the fact that these mutants weakly agglutinated Siat2,6-TRBCs (see
Supplementary Table 1). These viruses may have bound to glycans on
TRBCs that were different from Sias2,6Galf1,4GlcNAc used in this
study. However, variants N186K/M2301, S227N/G228A and Q226L/
E231G showed an appreciable increase in binding to Siaa2,6Gal but
also retained binding capacity for Siac2,3Gal. Of all of the variants
tested, only E119G/V1521/N224K/Q226L exhibited specificity for only
Sia02,6Gal. Thus, only one H5 HA variant with receptor-binding
capability akin to that of seasonal influenza viruses was isolated from
the library screen of 2.1 X 10° viruses. To identify the amino acid
change(s) responsible for the conversion from Sia02,3Gal to
Sia02,6Gal recognition in the E119G/V152I/N224K/Q226L virus
HA, we tested the amino acid changes at positions 119, 152, 224 and
226 individually and in various combinations. Solid-phase binding
assays demonstrated that the N224K/Q226L combination is critical
for the shift from Siao2,3Gal to Siaa2,6Gal recognition (Fig. 2b);
Q226L in combination with V152I also conferred weak binding to
02,6-glycans.
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human reassortant viruses during replication and/or transmission in ferrets are
shown in red. b, The positions of four mutations in the HA of H5 transmissible
reassortant mutant virus, HA(N158D/N224K/Q226L/T3181)/CA04, are
highlighted in red. The fusion peptide of HA is shown in cyan. Allmutations are
shown with H3 numbering. Images were created with MacPymol (http://
www.pymol.org/).
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Figure 2 | Characterization of the receptor-binding properties of isolated
viruses. a, Binding of VN1203 mutants to sialylglycopolymers in solid-phase
binding assays. A human virus (K173/PR8), an avian virus (VN1203/PR8) and
mutant VN1203/PR8 viruses were compared for their ability to bind to
sialylglycopolymers containing either a2,3-linked (blue) or 42,6-linked (red)
sialic acids. b, Identification of mutations that confer binding to human-type
receptors. ¢, Binding of VN1203 mutant viruses to human respiratory tissues.
K173/PR8, VN1203/PR8 and mutant VN1203/PR8 viruses were incubated

To assess the effect of enhanced 02,6-glycan recognition on the
attachment of viruses to human respiratory tracts, sections of tracheal
and lung tissues were exposed to K173/PR8 (human-type receptor
binder), VN1203/PR8 (avian-type receptor binder) and mutant
VN1203/PR8 viruses (Fig. 2c). Because the N186K/M230I, S227N/
G228A, Q226L/E231G, E119G/V1521/N224K/Q226L and N224K/
Q226L mutants exhibited appreciable binding to Siac2,6Gal (Fig. 2a, b),
the attachment of these mutants was also tested. On tracheal sections,
the K173/PR8 virus bound extensively to ciliated epithelial cells (Fig. 2¢
and Supplementary Fig. 3), whereas the VN1203/PR8 virus bound
poorly. By contrast, on lung sections, both viruses bound extensively
to the alveolar epithelial surface (both type I and I pneumocytes; Fig. 2¢
and Supplementary Fig. 4). The binding patterns of these viruses cor-
relate with the distribution of Sias2,3Gal (that is, avian-type receptors;
present in lung epithelia) and Siaa2,6Gal (that is, human-type recep-
tors; present in both trachea and lung epithelia) on the tissues, as
observed with lectin staining'® (Supplementary Fig. 5). Like the human
K173/PR8 virus, the E119G/V152I/N224K/Q226L and N224K/Q226L

with human tissue sections and then stained with either anti-K173 antiserum
(green) or anti-VN1203 HA antibodies (green). All sections were subsequently
incubated with labelled secondary antibodies and Hoechst dye (blue).

d, Characterization of the receptor-binding properties of N158D/N224K/
Q226L, N158D/N224K/Q226L/T318I and T318I viruses. The direct binding of
virus to sialylglycopolymers containing either o2,3-linked (blue) or 42,6-linked
(red) sialic acids was determined as described in panel a.

mutants exhibited strong binding to the ciliated epithelial cells of the
trachea (Fig. 2c and Supplementary Fig. 3). By contrast, the N186K/
M2301, S227N/G228A and Q226L/E231G mutants displayed little-to-
no binding to tracheal epithelia (Fig. 2¢), despite their binding to
Sia02,6Gal (Fig. 2a). A number of sialylated oligosaccharides with
differing branching patterns and chain lengths are thought to be
present on the cell surface'. We therefore speculate that the mutants
can recognize a short glycan structure such as Siaa2,6Galp1,4GlcNAc,
but may not recognize longer, more complex glycan structures, which
are possibly required for binding to human tracheal epithelium. On the
other hand, all mutants bound to alveolar epithelial cells (both type I
and II pneumocytes; Fig. 2c and Supplementary Fig. 4). When the
tissue sections were pre-treated with Arthrobacter ureafaciens sialidase
(which cleaves all non-reducing terminally branched and unbranched
sialic acids), virus binding to the tissues was substantially reduced
(Supplementary Fig. 6a—c), confirming the sialic acid binding specifi-
city of the virus. These data indicate that alterations in the receptor
specificity of the E119G/V152I/N224K/Q226L and N224K/Q226L
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mutants have profound effects on virus attachment to human respir-
atory epithelium.

In an avian H3 HA, the Q226L mutation changed the binding
preference from avian- to human-type®. A previous study found that
the Q226L mutation on an H5 HA does not confer efficient binding to
02,6-glycans in a glycan array'®; however, when tested in combination
with G228S, increased binding to human-type receptors, but not a
complete switch from avian- to human-type receptor-binding specifi-
city, was observed'®. By contrast, here we found that Q226L in com-
bination with N224K resulted in a switch from Siac2,3Gal to
Sia02,6Gal binding in an H5 HA and allowed virus binding to human
tracheal epithelia (Fig. 2c). The receptor-binding domain of HA is
formed by the 190-helix at the top of HA, the 220-loop at the edge
of the globular head, and the 130-loop at the other edge of the globular
head (Fig. 1a). Crystal structure analysis revealed that the 220-loop of
avian H5 HA is closer to the opposing 130-loop than in human H3 HA,
indicating that a wider binding site for human H3 HA, compared to
that of avian H5 HA, may be required to optimize contacts with the
larger Siaci2,6-glycans®. N224 lies on the turn leading into the 220-
loop, adjacent to position 226 (Fig. 1a). Replacement of N224 may alter
the orientation of the 220-loop and thus optimize contacts between
1226 and Sia02,6Gal-containing receptors, thereby increasing the
preference for 02,6 linkages.

Recent studies reported that 2009 pandemic HIN1 and H5N1
viruses show high genetic compatibility’>**. These two viruses have
been isolated from pigs**?*, which have been considered as ‘mixing
vessels’ for the reassortment of avian, swine and human strains. Thus,
the coexistence of H5N1 and 2009 pandemic HIN1 viruses could pro-
vide an opportunity for the generation of transmissible H5 avian—
human reassortants in mammals. Therefore, we generated reassortant
viruses possessing the mutant VN1203 HAs generated above, and the
seven remaining gene segments from a prototype 2009 pandemic
HINI virus (A/California/04/2009, CA04). Experiments with viruses
possessing the wild-type HA cleavage site were performed in enhanced
biosafety level 3 (BSL3+) containment laboratories approved for such
use by the Centers for Disease Control and Prevention (CDC) and the
United States Department of Agriculture (USDA). Because efficient
human-to-human transmission is a critical feature of pandemic
influenza viruses, we examined the growth and transmissibility of
reassortant viruses in ferrets, which are widely accepted as an animal
model for influenza virus transmissibility and pathogenesis studies.
Because the E119G/V1521/N224K/Q226L and N224K/Q226L variants
bound extensively to human tracheal epithelia (Fig. 2¢), we generated
by reverse genetics (rg) three H5 reassortant viruses possessing the
VN1203 HA or mutant HAs (all with the wild-type multibasic cleavage
site) and the remaining genes from the CA04 virus. The VN1203 HA
mutants tested included the one containing four mutations, E119G,
V1521, N224K and Q226L (designated rg(E119G/V1521/N224K/
Q226L)/CA04), and another containing two mutations, N224K and
Q226L (designated rg(N224K/Q226L)/CA04).

To determine whether the introduced HA mutations affected the
replication of the H5 reassortant viruses, six ferrets were inoculated
intranasally with 10° plaque-forming units (p.f.u.) of virus. On day 3
after infection, a recombinant virus whose genes all came from CA04,
rgCA04, replicated efficiently in the respiratory organs of infected
animals, and was isolated from the colon, but not from any other
organs tested (Fig. 3 and Supplementary Table 2). A virus possessing
H5 VN1203 HA and the remaining genes from CA04 (designated
rgVN1203/CA04) replicated to titres comparable to those of rgCA04
in nasal turbinates, but substantially less in the lungs. By contrast, the
two H5 reassortant viruses with HA mutations (rg(E119G/V152l/
N224K/Q226L)/CA04 and rg(N224K/Q226L)/CA04) were severely
limited in their replicative ability in trachea. Although virus titres in
nasal turbinates and lung were not statistically different between
rg(N224K/Q226L)/CA04 and rgCA04, the virus titre in nasal turbi-
nates was significantly lower in animals inoculated with rg(E119G/
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Figure 3 | Virus replication in respiratory organs. Ferrets were infected
intranasally with 10° p.f.u. of virus. Three ferrets per group were killed on days 3
and 6 after infection for virus titration. Virus titres in nasal turbinates, trachea
and lung were determined by use of a plaque assay on MDCK cells. Horizontal
bars show the mean. Asterisks indicate virus titres significantly different from
that of rgCA04 (Dunnett’s test; P < 0.05).

V152I/N224K/Q226L)/CA04 than in animals inoculated with rgCA04
(Dunnett’s test; P = 0.0002; Fig. 3). Notably, rgVN1203/CA04 (avian-
type receptor binder) replicated efficiently in nasal turbinates of
ferrets, which have a similar sialic acid receptor distribution pattern
to that of the human respiratory tract**’. The reason for this discrep-
ancy is unclear; however, replication of avian H5N1 viruses in ferret
nasal turbinates has been reported'>">.

Although virus titres in respiratory organs were generally lower on
day 6 after infection than on day 3 after infection, rg(N224K/Q226L)/
CA04 still showed high levels of replication at day 6 after infection;
titres in nasal turbinates ranged from 10*° to 10®' p.fu.g™" (Fig. 3).
Sequence analysis of viruses in nasal turbinates on day 6 after infection
revealed that viruses in ferret 2 and ferret 3 possessed N158D and
N158K mutations in their HA (in addition to the original two muta-
tions), respectively, leading to the loss of the glycosylation site at posi-
tion 158 (that is, 158N-S-T to 158D-S-T or 158K-S-T; Fig. la and
Supplementary Table 3). In nasal turbinates on day 6 after infection,
the titre of the virus with the N158D/N224K/Q226L mutations
(10%' p.fu.g~'; see Fig. 3, ferret 2 of rg(N224K/Q2261)/CA04) was
approximately four orders of magnitude higher than that of the
original rg(N224K/Q226L)/CA04 (10*°p.fu.g™'; Fig. 3, ferret 1 of
rg(N224K/Q226L)/CA04), whereas the virus with the N158K/
N224K/Q226L. mutations (10>°p.fu.g”'; Fig 3, ferret 3 of
rg(N224K/Q226L)/CA04) grew to one order of magnitude higher than
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the original mutant. These data indicate that the additional mutation
N158D improved the replication of rg(N224K/Q226L)/CA04 in ferrets.
To test the effect of this mutation on the replication of H5 reassortant
viruses in ferrets, we examined the replicative ability of a virus with
the triple N158D/N224K/Q226L HA substitutions in ferrets. This
HA(N158D/N224K/Q226L)/CA04 virus replicated efficiently in
infected animals, except in the trachea (Fig. 3 and Supplementary
Table 2). On day 3 after infection, this virus was isolated from the brain
of two of the three animals tested, although we did not observe neuro-
logical signs in these animals. These results indicate that the N158D
mutation contributed to the efficient growth in the nasal turbinates of
ferrets of an H5 reassortant virus with the N224K/Q226L mutations.
Removal of the glycosylation site at position 158 has been reported to
result in enhanced binding of H5N1 viruses to human-type receptors
in combination with the Q226L/G228S mutations’. A previous study
showed that H5N1 viruses lacking this glycosylation site transmit effi-
ciently by direct contact among guinea-pigs*'. By contrast, H5N1
viruses that acquire this glycosylation site lose the ability to transmit
among guinea-pigs. Therefore, we speculated that the loss of the gly-
cosylation site in HA(N158D/N224K/Q226L)/CA04 virus may affect
its transmissibility in ferrets.

To assess the ability of H5 reassortant viruses with human-type
receptor specificity to transmit between ferrets, we placed naive ferrets
in wireframe cages next to ferrets inoculated with 10° p.f.u. of rgCA04,
rgVN1203/CA04, rg(N224K/Q226L)/CA04, or HA(N158D/N224K/
Q226L)/CA04 (Supplementary Fig. 7). Similar to previous experi-
ments”, rgCA04 was efficiently transmitted via respiratory droplets
to all three contact ferrets, as evidenced by the detection of virus in
nasal washes and haemagglutination inhibition (HI) antibody in these
animals (Table 1 and Fig. 4). By contrast, rgVN1203/CA04 and
rg(N224K/Q226L)/CA04 were not transmitted; neither virus shedding
nor seroconversion was detected in any contact animals, despite the
binding of the latter to Siao2,6Gal. This result was consistent with that
of previous studies in which human-type receptor recognition was
shown to be necessary but not sufficient for respiratory droplet trans-
mission of an H5N1 virus in a ferret model'***, In the HA(N158D/
N224K/Q226L)/CA04-inoculated group, virus was recovered from
two of the six contact ferrets (pairs 1 and 2) between days 5 and 7 after
contact. Moreover, seroconversion was detected in five animals
including those from which virus was recovered. No animals died in
the course of these transmission experiments. This finding demon-
strates the generation of an H5 HA that supports virus transmission by
respiratory droplets among ferrets.

To determine whether additional mutations occurred in the HA of
HA(N158D/N224K/Q226L)/CA04 during transmission, viral RNA was
analysed from nasal washes of inoculated and contact ferrets (Fig. 4 and
Supplementary Table 4). On day 5 after infection, the A242S and T3181
mutations in HA were present in five (pairs 1, 3,4, 5 and 6) and one (pair
2) of the six inoculated animals, respectively. Viruses derived from the
contact animals of pair 1 on day 7 after contact had two changes in HA
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(K193N and A242S) (Fig. 1a), whereas those derived from the contact
animals of pair 2 contained a single change in HA (T318I) (Fig. 1b),
indicating that additional changes in HA occurred during the infection
of ferrets with HA(N158D/N224K/Q226L)/CA04. No mutations in the
remaining genes were detected in any of these viruses from nasal washes
compared with the CA04 virus sequences.

Because HA(N158D/N224K/Q226L)/CA04 was isolated from only
one-third of the contact animals, we isolated a virus from the nasal
wash of the contact ferret that shed a high titre (10”° p.fu.ml™") of
virus on day 7 after contact (pair 2) (Fig. 4d) to evaluate the replication
and transmissibility of that virus in ferrets. This mutant virus, desig-
nated HA(N158D/N224K/Q226L/T318I)/CA04, replicated efficiently
in the nasal turbinates and was isolated from brain tissue (Fig. 3 and
Supplementary Table 2). In the transmission study, four of the six
contact ferrets were positive for virus between days 3 and 7 after
contact, and all contact animals were seropositive; no animals died
in the course of the transmission experiments (Table 1; Fig. 4e and
Supplementary Fig. 8). Notably, this transmission pattern is compar-
able to that of the 1918 pandemic HIN1 virus when tested under the
same experimental conditions; the 1918 pandemic virus was recovered
from the nasal wash of two of three contact animals (our own unpub-
lished data). Sequence comparison of viruses from inoculated and
contact animals identified mutations at positions 225 and 242 as well
as a reversion at position 224 (Fig. 1a and Supplementary Table 5) (in
addition to the original four mutations) although the 224 reversion was
found only in viruses from inoculated ferrets. Collectively, these find-
ings demonstrate that four amino acid substitutions (N158D/N224K/
Q226L/T318I) in H5 HA confer efficient respiratory droplet transmis-
sion in ferrets to a virus possessing an H5 HA in a 2009 pandemic
HI1NI backbone. We also confirmed that recombinant viruses posses-
sing the three HA mutations N158D, N224K and Q226L, or the four
HA mutations N158D, N224K, Q226L and T318I, and the NA of
VN1203 in a PR8 backgrand (designated N158D/N224K/Q226L or
N158D/N224K/Q226L/T318I, respectively) preferentially bind to
Siao2,6Gal and attach to human tracheal epithelia (Fig. 2c, d).

HA(N158D/N224K/Q226L/T3181)/CA04 transmitted by respir-
atory droplet more efficiently than HA(NI158D/N224K/Q226L)/
CAO04, raising the possibility that the T318I mutation is involved in
the efficient transmission of avian H5N1/pandemic HIN1 reassor-
tants. To explore the functional role of this mutation in respiratory
droplet transmission, we generated an H5 reassortant expressing the
H5 HA with the T318I mutation and examined its receptor-binding
specificity and transmissibility. This reassortant (designated rgT318I/
CAO04) bound to only Siaa2,3Gal and showed little binding to human
tracheal epithelia (Fig. 2¢, d). rgT318I/CA04 did not transmit via
respiratory droplet among ferrets (Table 1 and Fig. 4f), although it
replicated in nasal turbinates and trachea as efficiently as rgCA04
(Fig. 3 and Supplementary Table 2). These results indicate that the
T318I mutation alone is not sufficient for H5 reassortant viruses to
transmit efficiently among ferrets.

Table 1 | Transmission in ferrets inoculated with H5 avian-human reassortant viruses

Virus Inoculated ferrets Contact ferrets
Weight loss  Peakvirus titre in nasal wash Seroconversion Virus detection in Seroconversion
(%)* (mean log;o(p.f.u.ml™1) (positive and total numbers) nasal wash (positive (positive and total numbers)
(days after inoculation) (HI titre)t and total numbers) (HI titre)

rgCA04 30f3(15.1) 7.5(1) 30f3(=1,280,=1,280, =1,280) 30f3 30f3(=1,280, =1,280, =1,280)
rgVN1203/CA04 30f3(5.9) 5.3 (5) 3 of 3(80, 40, 80) Oof3 00of3(<10,<10,<10)
rg(N224K/Q226L)/CA04 20of3(7.8)% 3.9(0) 30f3(=1,280,=1,280, =1,280) 0of3 0of 3(<10,<10,<10)
HA(N158D/N224K/Q226L)/ 6 0of 6 (5.7) 6.7 (3) 6 of 6 (640, =1,280, =1,280, 640, 20f6 5 0f 6 (160, 320, 20, 160, 40, <10)
CAO4 =1,280, =1,280)
HA(N158D/N224K/Q226L/ 6 0of 6 (9.8) 6.1 (5) 60f6(=1,280,=1,280, 640, =1,280, 4 of 6 6 of 6 (640, 640, =1280, 80,
T318I)/CA04 =1,280, =1,280) =1,280, 320)
rgT318I/CA04 30of5(1.5)% 56@3) 5 of 5 (40, 20, 20, 40, 40) Oofb 00of 5(<10,<10,<10, <10, <10)

* Maximum percentage weight loss is shown.

T Haemagglutination inhibition (HI) assays were carried out with homologous virus and turkey red blood cells.

1 One animal did not lose any body weight.
§ Two animals did not lose any body weight.
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Figure 4 | Respiratory droplet transmission of H5 avian-human
reassortant viruses in ferrets. a—f, Groups of three, five, or six ferrets were
inoculated intranasally with 10°p.fu. of rgCA04 (a), rgVN1203/CA04

(b), rg(N224K/Q226L)/CA04 (c), HA(N158D/N224K/Q226L)/CA04

(d), HA(N158D/N224K/Q226L/T3181)/CA04 (e), or rgT318I/CA04 (f). One
day after infection, three, five, or six naive ferrets were placed in adjacent cages.
Nasal washes were collected every other day from both inoculated (left panel)
and contact (right panel) animals for virus titration. Virus titres in organs were
determined by using a plaque assay on MDCK cells. The lower limit of
detection is indicated by the horizontal dashed line.

Influenza virus HA protein has membrane-fusion as well as receptor-
binding activity. Notably, in the three-dimensional model of influenza
A virus HA, residue 318 is located proximally to the fusion peptide
(Fig. 1b), which has key roles in the membrane fusion process. To
assess the effect of HA mutations on low-pH-induced membrane
fusion activity, we examined the pH at which the fusion activity of
wild-type and mutant HA was activated (Fig. 5). The wild-type HA had
a threshold for membrane fusion of pH 5.7; the N224K/Q226L and
N158D/N224K/Q226L mutations raised the threshold for fusion to
>pH 5.9, whereas the T318] mutation reduced the threshold for
fusion to pH 5.5. The N158D/N224K/Q226L/T318] mutations showed
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Figure 5 | Polykaryon formation by HelLa cells expressing wild-type or
mutant HAs after acidification at low pH. a, The efficiency of polykaryon
formation over a pH range of 5.4-6.0 was estimated from the number of nuclei
in polykaryons divided by the total number of nuclei in the same field. The
mean and standard deviations determined from five randomly chosen fields of
cell culture are shown. Single asterisks indicate values significantly different
between the wild-type HA and the N224K/Q226L or N158D/N224K/Q226L
HA (Tukey test; P << 0.05). The double asterisk indicates values significantly
different between the T318I HA and the N224K/Q226L or N158D/N224K/
Q226L HA (Tukey test; P < 0.05). b, Representative fields of cells expressing the
indicated HAs and exposed to pH 5.4, 5.6, or 5.8 are shown. Images were taken
at X 10 magnification.

wild-type fusogenic properties (that is, a threshold at pH 5.7). The HA
of influenza virus undergoes a low-pH-dependent conformational
change, which is required for fusion of the viral envelope with the
target membrane™. Such a conformational change to a fusion-active
form can also lead to viral inactivation. Therefore, sustained and effi-
cient human-to-human transmission of virus may require a certain
level of stability of the HA protein in an acidic environment, as the pH
of human nasal mucosa, where human influenza viruses replicate
primarily, is approximately pH 5.5-6.5 (ref. 34). Our findings suggest
that an increase in the pH threshold for fusion as a result of the N224K/
Q226L mutations that shift the HA receptor recognition from avian-
type to human-type may reduce HA protein stability; however, the
T318I mutation decreases the pH threshold for fusion activity, result-
ing in a stable mutant HA.

Because heat treatment at neutral pH is also known to promote a
fusogenic form of HA protein®>*° and serve as a surrogate assay for HA
stability”’, we next tested whether the HA mutations described above
affect the heat stability of the HA protein. Wild-type and mutant HA
viruses were incubated at 50 °C for various times, after which the loss
of infectivity and haemagglutination activity were determined. The
wild-type and N224K/Q226L viruses lost most of their infectivity by
heating for 60 min (>5.5-log;, decrease in titre; Fig. 6a), whereas the
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Figure 6 | Effect of heat treatment on the infectivity and haemagglutination
activity of viruses. Aliquots of a virus stock containing 128 HA units were
incubated for the times indicated at 50 °C. a, Virus titres in heat-treated samples
were determined by plaque assays on MDCK cells. b, Haemagglutination titres
in heat-treated samples were determined by using haemagglutination assays
with 0.5% TRBCs. Each point represents the mean * standard deviation from
triplicate experiments.
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N158D/N224K/Q226L and N158D/N224K/Q226L/T318] mutants
exhibited considerable tolerance to high temperature (3.9- and
3.4-log;o decrease after a 60-min incubation, respectively) and the
T318I mutant was most resistant (only a 1.4-log;, decrease under
the same conditions). In haemagglutination assays, the N224K/
Q226L mutant HA lost activity more rapidly than did the wild-type
HA, and N158D/N224K/Q226L lost activity more rapidly than did the
N158D/N224K/Q226L/T3181 mutant (Fig. 6b). Thus, addition of the
N158D mutation to the N224K/Q226L HA increased HA stability and
subsequent addition of the fourth mutation, T318I, rendered the HA
protein even more stable. Taken together, these results suggest that the
addition of the T318I mutation to H5 HAs that preferentially recog-
nize human-type receptors restores HA protein stability, thereby
allowing a virus carrying the N158D/N224K/Q226L/T318I mutations
in HA to transmit efficiently via respiratory droplet among ferrets. In
conclusion, a fine balance of mutations affecting different functions in
HA (such as receptor-binding specificity and HA stability) may be
critical to confer transmissibility in ferrets.

We next compared the pathogenicity in ferrets of H5 avian-human
reassortants with that of the pandemic HINI virus CA04 (Fig. 7,
Supplementary Information and Supplementary Figs 9-11). The
control virus, rgCA04, caused substantial body weight loss (15.1%)
(Table 1 and Supplementary Fig. 9). By contrast, the four reassortant
viruses caused only modest weight loss (<10%) in most of the animals.
However, no statistically significant differences in body weight loss
were found between the reassortant viruses and rgCA04. Pathological
examination revealed similar histological changes and levels of viral
antigens in the nasal mucosa of rgCA04-, HA(N158D/N224K/Q226L)/
CAO04- and HA(N158D/N224K/Q226L/T3181)/CA04-infected ferrets
(Fig. 7a, b). In the rgVN1203/CA04 and rg(N224K/Q226L)/CA04
groups, however, less tissue damage was found in the nasal mucosa
compared with the rgCA04 group on day 3 after infection (Dunnett’s
test; P = 0.0057 and 0.0175, respectively; Fig. 7b). In addition, all three

Figure 7 | Pathological analyses of H5 avian-
human reassortant viruses. a, Representative
histological changes in nasal turbinates from
influenza-virus-infected ferrets. Three ferrets per
group were infected intranasally with 10°p.fu. of
virus, and tissues were collected on day 3 after
infection for pathological examination. Uninfected
ferret tissues served as negative controls (normal).
Left panel, haematoxylin-and-eosin staining. Right
panel, immunohistochemical staining for viral
antigen detection (brown staining). Scale bars,

50 um. b, Pathological severity scores in infected
ferrets. To represent comprehensive histological
changes, respiratory tissue slides were evaluated by
scoring the pathological changes and viral antigen
expression levels. The pathological scores were
determined for each animal in each group (n =3
per group on days 3 and 6 after infection) using the
following scoring system: 0, no pathological
change/antigen negative; 1, affected area (<30%)
or only interstitial lesion/rare viral antigens; 2,
affected area (<<80%, =30%)/moderate viral
antigens; 3, severe lesion (=80%)/many viral

3 gy

b antigens. Nasal, pathological changes in the nasal
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5 Day 3 Day 6 > >
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viruses caused lung lesions (Supplementary Information and
Supplementary Figs 10 and 11).

To assess whether current control measures may be effective against
the H5 transmissible reassortant mutant virus, we examined the reac-
tivity of sera from individuals vaccinated with an H5N1 prototype
vaccine® against a virus possessing the N158D/N224K/Q226L/
T318I mutations in HA. We found that pooled human sera from
individuals immunized with this vaccine reacted with the virus posses-
sing the mutant H5 HA (N158D/N224K/Q226L/T318I) at a higher
titre than with a wild-type H5 HA virus (VN1203/PR8; Supplementary
Table 6), indicating that current H5N1 vaccines would be efficacious
against the H5 transmissible reassortant mutant virus. In addition, the
H5 transmissible reassortant mutant virus (HA(N158D/N224K/
Q226L/T3181)/CA04) was highly susceptible to a licensed N A inhibitor,
oseltamivir (Supplementary Table 7). These experiments show that
appropriate control measures would be available to combat the trans-
missible virus described in this study.

Currently, we do not know whether the mutations that we identified
in this study that allowed the HA(N158D/N224K/Q226L/T318I)/
CAO04 virus to be transmissible in ferrets would also support sustained
human-to-human transmission. In particular, we wish to emphasize
that the transmissible HA(N158D/N224K/Q2261L/T3181)/CA04 virus
possesses seven segments (all but the HA segment) from a human
pandemic 2009 HIN1 virus. Human-virus-characteristic amino acids
in these seven segments may have critically contributed to the respir-
atory droplet transmission of the HA(N158D/N224K/Q226L/T3181I)/
CAO04 virus in ferrets. Examples include amino acids in the PB2
polymerase protein that confer efficient replication in mammalian,
but not avian, cells**’. As the PB2 gene of the HA(N158D/N224K/
Q226L/T3181)/CA04 virus is of human virus origin, the virus
possesses high replicative ability in mammalian cells. In contrast, most
avian virus PB2 proteins lack these human-type amino acids, although
one of these changes (a glutamic-acid-to-lysine mutation at position
627) is found in highly pathogenic avian H5N1 viruses circulating in
the Middle East*. As a second example, the viral NA gene may con-
tribute to viral transmissibility. The NA protein cleaves a-ketosidic
linkages between a terminal sialic acid and an adjacent sugar residue,
an activity that balances the sialic-acid-binding activity of HA. A
recent study found that a human virus NA gene was critical to confer
limited transmissibility to a mutant H5 avian-human reassortant
virus'. In general, a human-type receptor recognizing H5 HA alone
may not be sufficient to confer transmissibility in mammals, but may
have to act together with other human-virus-characteristic traits (in
PB2, NA, and/or other viral proteins). Therefore, at this point we
cannot predict whether the four mutations in the H5 HA identified
here would render a wholly avian H5N1 virus transmissible.

Three of the residues identified here (N224, Q226 and T318) have
been strictly conserved among H5 HA proteins isolated since 2003.
However, as H5N1 viruses continue to evolve and infect people,
receptor-binding variants of H5N1 viruses, including avian-human
reassortant viruses as tested here, may emerge. One of the four muta-
tions we identified in our transmissible virus, the N158D mutation,
results in loss of a glycosylation site. Many H5N1 viruses isolated in the
Middle East, Africa, Asia and Europe do not have this glycosylation
site. Therefore, only three nucleotide changes are needed for the HA of
these viruses to support efficient transmission in ferrets. In addition,
the H5N1 viruses circulating in these geographic areas also possess a
glutamic-acid-to-lysine mutation at position 627 in the PB2 protein,
which promotes viral replication in certain mammals, including
humans***. Therefore, these viruses may be several steps closer to
those capable of efficient transmission in humans and are of concern.

Our study highlights the pandemic potential of viruses possessing
an H5 HA. Although current vaccines may protect against a virus
similar to that tested here, the continued evolution of H5N1 viruses
reinforces the need to prepare and update candidate vaccines to H5
viruses. The amino acid changes identified here will help individuals
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conducting surveillance in regions with circulating H5N1 viruses (for
example, Egypt, Indonesia, Vietnam) to recognize key residues that
predict the pandemic potential of isolates. Rapid responses in a poten-
tial pandemic situation are essential in order to generate appropriate
vaccines and initiate other public health measures to control infection.
Furthermore, our findings are of critical importance to those making
public health and policy decisions.

Our research answers a fundamental question in influenza research:
can H5-HA-possessing viruses support transmission in mammals?
Moreover, our findings have suggested that different mechanisms
(that is, receptor-binding specificity and HA stability) may act in con-
cert for efficient transmissibility in mammals. This knowledge will
facilitate the identification of additional mutations that affect viral
transmissibility; the monitoring of this expanded set of changes in
natural isolates may improve our ability to assess the pandemic poten-
tial of H5N1 viruses. Thus, although a pandemic H5N1 virus may not
possess the amino acid changes identified in our study, the findings
described here will advance our understanding of the mechanisms and
evolutionary pathways that contribute to avian influenza virus trans-
mission in mammals.

METHODS SUMMARY

Viruses. All recombinant viruses were generated by using reverse genetics essen-
tially as described previously'®. All experiments with the viruses possessing the wild-
type HA cleavage site were performed in an enhanced biosafety level 3 (BSL3+)
containment laboratory approved for such use by the CDC and the USDA.
Infection and transmission in ferrets. Six-ten-month-old female ferrets (Triple
F Farms) were intramuscularly anaesthetized and intranasally inoculated with
10%p.fu. (500 pl) of virus. On days 3 and 6 after infection, ferrets were killed for
virological and pathological examinations. The virus titres in various organs were
determined by use of plaque assays in MDCK cells.

For transmission studies in ferrets, animals were housed in adjacent transmission
cages that prevented direct and indirect contact between animals but allowed spread
of influenza virus through the air (Showa Science; Supplementary Fig. 7). Ferrets
were intranasally inoculated with 10° p-fou. (500 pl) of virus (inoculated ferrets).
Twenty-four hours after infection, naive ferrets were each placed in a cage adjacent
to an inoculated ferret (contact ferrets). To assess viral replication in the nasal
turbinates, we determined viral titres in nasal washes collected from virus-inocu-
lated and contact ferrets on day 1 after inoculation or co-housing, respectively, and
then every other day. Animal studies were performed in accordance with Animal
Care and Use Committee guidelines of the University of Wisconsin-Madison.
Biosafety and biosecurity. All recombinant DNA protocols were approved by the
University of Wisconsin-Madison’s Institutional Biosafety Committee after risk
assessments were conducted by the Office of Biological Safety, and by the
University of Tokyo’s Subcommittee on Living Modified Organisms, and, when
required, by the competent minister of Japan. In addition, the University of
Wisconsin-Madison Biosecurity Task Force regularly reviews the research pro-
gram and ongoing activities of the laboratory. The task force has a diverse skill set
and provides support in the areas of biosafety, facilities, compliance, security and
health. Members of the Biosecurity Task Force are in frequent contact with the
principal investigator and laboratory personnel to provide oversight and assure
biosecurity. Experiments with viruses possessing the wild-type HA cleavage site
were performed in enhanced BSL3 containment laboratories approved for such
use by the CDC and the USDA. Ferret transmission studies were conducted by
three scientists with both DVM and PhD degrees who each had more than a
minimum of 6 years of experience with highly pathogenic influenza viruses and
animal studies with highly pathogenic viruses. Our staff wear powered air-puri-
fying respirators that filter the air, and disposable coveralls; they shower out on exit
from the facility. The containment facilities at University of Wisconsin-Madison
were designed to exceed standards outlined in Biosafety in Microbiological and
Biomedical Laboratories (5th edition; http://www.cdc.gov/biosafety/publications/
bmbl5/BMBL.pdf). Features of the BSL3-enhanced suites include entry/exit
through a shower change room, effluent decontamination, negative air-pressure
laboratories, double-door autoclaves, double HEPA-filtered exhaust air, and gas
decontamination ports. The BSL3-Agriculture suite features include all those
listed for BSL3-enhanced plus HEPA-filtered supply and double-HEPA-filtered
exhaust air, double-gasketed watertight and airtight seals, airtight dampers on all
ductwork, and the structure was pressure-decay tested during commissioning.
The University of Wisconsin-Madison facility has a dedicated alarm system that
monitors all building controls and sends alarms (~500 possible alerts).
Redundancies and emergency resources are built-in to the facility including two
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air handlers, two compressors, two filters each place filters are needed, two effluent
sterilization tanks, two power feeds to the building, an emergency generator in case
of a power failure and other physical containment measures in the facility that
operate without power. Biosecurity monitoring of the facility is ongoing. All
personnel undergo Select Agent security risk assessment by the United States
Criminal Justice Information Services Division and complete rigorous biosafety,
BSL3 and Select Agent training before participating in BSL3-level experiments.
Refresher training is scheduled on a regular basis. The principal investigator
participates in training sessions and emphasizes compliance to maintain safe
operations and a responsible research environment. The laboratory occupational
health plan is in compliance with the University of Wisconsin-Madison
Occupational Health Program. Select agent virus inventory is checked monthly
and submitted to the University of Wisconsin-Madison Research Compliance
Specialist. Virus inventory is submitted 1-2 times per year to the file holder in
the Select Agent branch of the CDC. The research program, procedures, occu-
pational health plan, documentation, security and facilities are reviewed annually
by the University of Wisconsin-Madison Responsible Official and at regular inter-
vals by the CDC and the Animal and Plant Health Inspection Service (APHIS) as
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METHODS

Cells. Madin-Darby canine kidney (MDCK) cells and MDCK cells overexpressing
Sian2,6Gal (AX4 cells'’) were maintained in Eagle’s minimal essential medium
(MEM) containing 5% newborn calf serum. Human embryonic kidney 293T cells
were cultured in Dulbecco’s modified Eagle’s medium containing 10% fetal bovine
serum (FBS). HeLa cells were maintained in MEM containing 10% FBS. All cells
were maintained at 37 °C in 5% CO,.

Plasmid construction and reverse genetics. Plasmid constructs for viral RNA
production (pPoll)—containing the genes of the A/Vietnam/1203/2004 (H5N1;
VN1203), A/Puerto Rico/8/34 (HINI1; PRS8), A/Kawasaki/173/2001 (HINT1;
K173) and A/California/04/2009 (HIN1; CA04) viruses flanked by the human
RNA polymerase I promoter and the mouse RNA polymerase I terminator—were
constructed as described'®. The multibasic amino acids at the haemagglutinin
(HA) cleavage site (RERRRKKR|G) of the reassortant viruses between VN1203
and PR8 were changed to RETR|G by site-directed mutagenesis. All transfectant
viruses were generated by using reverse genetics essentially as described previ-
ously'®. Recombinant viruses were amplified in MDCK or AX4'"” cells and stored at
—80°C until use. The HA segment of all viruses was sequenced to ensure the
absence of unwanted mutations. All experiments with the reassortant viruses
between VN1203 and CA04 were performed in enhanced biosafety level 3 con-
tainment laboratories approved for such use by the CDC and the USDA.

To introduce random mutations into the globular head of the VN1203 HA
protein, a 143-amino-acid region spanning residues 120-259 (H3 numbering) was
selected. This region was subjected to PCR-based random mutagenesis by use of
the GeneMorph IT kit (Stratagene) following the manufacturer’s instructions. The
targeted mutation rate (1-2 amino acid replacements per molecule) was achieved
through optimization of the template quantity, and was confirmed by sequence
analysis of 48 individual clones. By using a PCR-based cloning strategy, we
inserted the mutagenized region into its respective vector containing the
VN1203 HA gene between the human RNA polymerase I promoter and mouse
RNA polymerase I terminator sequences. The composition of the plasmid library
was confirmed by sequencing. The plasmid library was then used to generate an
influenza virus library, essentially as described'®. The size of the virus library was
7X10°p.fu.

Preparation of sialidase-treated TRBCs. Turkey red blood cells (TRBCs) were
washed three times with phosphate-buffered saline (PBS), and diluted to 20% (vol/
vol) in PBS. TRBCs (1 ml) were incubated with 500 U of o2,3-sialidase from
Salmonella enterica serovar Typhimurium LT2 (NEB) for 20-24h at 37°C,
washed three times in PBS, and re-suspended in PBS or MEM containing 1%
bovine serum albumin (BSA) (MEM/BSA).

Haemagglutination assay. Viruses (50 ul) were serially diluted with 50 pl of PBS
in a microtitre plate. An equal volume (that is, 50 pl) of a 0.5% (vol/vol) TRBC
suspension was added to each well. The plates were kept at room temperature and
haemagglutination was assessed after a 1-h incubation.

Virus library screening. To select VN1203 HA variants that had acquired the
ability to recognize human-type receptors, three parallel experiments were carried
out, each with 0.7 X 10° viruses. The virus library was first incubated with 0.1 ml of
10% (vol/vol) 02,3-sialidase-treated TRBCs for 10 min at 4 °C. After this incuba-
tion, the TRBCs and bound viruses were pelleted at 1,000 r.p.m. for 1 min, and the
pellets then washed ten times in MEM/BSA containing 313 mM NaCl. Bound
viruses were eluted by incubation at 37 °C for 30 min and then diluted to approxi-
mately 0.5 virus per well (determined by virus titration in a pilot study). Individual
viruses were then amplified in AX4 cells, which overexpress Siaa2,6Gal".
Individual viruses were re-screened by using haemagglutination assays with
2,3-sialidase-treated TRBCs.

Solid-phase binding assay. Viruses were grown in MDCK cells, clarified by low-
speed centrifugation, laid over a cushion of 30% sucrose in PBS, and ultracentri-
fuged at 25,000 r.p.m. for 2h at 4 °C. Virus stocks were aliquoted and stored at
—80 °C. Virus concentrations were determined by using haemagglutination assays
with 0.5% (vol/vol) TRBCs. The direct receptor-binding capacity of viruses was
examined by use of a solid-phase binding assay as previously described’. Microtitre
plates (Nunc) were incubated with the sodium salts of sialylglycopolymers (poly-
L-glutamic acid backbones containing N-acetylneuraminic acid linked to galactose
through either an 02,3 (Neu5Act2,3GalPf1,4GIcNAcB1-pAP) or an 02,6
(Neu5Ac02,6Galp1,4GlcNAcB1-pAP) bond) in PBS at 4 °C overnight. After the
glycopolymer solution was removed, the plates were blocked with 0.15 ml of PBS
containing 4% BSA at room temperature for 1 h. After four successive washes with
ice-cold PBS, the plates were incubated in a solution containing influenza virus (8-
32 HA units in PBS) at 4 °C overnight. After washing as described above, the plates
were incubated for 2 h at 4 °C with rabbit polyclonal antiserum to either K173 or
VN1203 virus. The plates were then washed again as before and incubated with
horseradish peroxidase (HRP)-conjugated goat anti-rabbit IgG antiserum for 2 h
at 4°C. After washing, the plates were incubated with O-phenylenediamine

(Sigma) in PBS containing 0.01% H,O, for 10min at room temperature, and
the reaction was stopped with 0.05ml of 1M HCI The optical density at
490 nm was determined in a plate reader (Infinite M1000; Tecan).

Virus binding to human airway tissues. Paraffin-embedded normal human
trachea (US Biological) and lung (BioChain) tissue sections were deparaffinized
and rehydrated. Sections were then blocked by using 4% BSA in PBS and
covered with virus suspensions (64 HA units in PBS) at 4 °C overnight. After
being washed four times in ice-cold PBS, the sections were incubated with primary
antibodies for 3 h at 4 °C. The primary antibodies used were as follows: a pool of
mouse anti-VN1203 HA monoclonal antibodies (15A3, 3G2, 7A11, 8A3, 14C5
and 18El; Rockland); rabbit anti-K173 polyclonal antibody; rabbit anti-
surfactant protein A polyclonal antibody (Millipore); and mouse anti-
surfactant protein A monoclonal antibody (Abcam). Antibody binding was
detected by using an IgG secondary antibody conjugated with Alexa Fluor 488
or Alexa Fluor 633 (Molecular Probes). Sections were also counterstained with
Hoechst 33342, trihydrochloride, trihydrate (Molecular Probes). The samples
were examined by using confocal laser scanning microscopy (model LSM 510;
Carl Zeiss).

To confirm sialic-acid-specific virus binding, tissue sections were treated, before

incubation with viruses, with Arthrobacter ureafaciens sialidase (Sigma) for 3h at
37 °C. Viruses bound to tissue were detected as described above.
Experimental infection of ferrets. Animal studies were performed in accordance
with the Animal Care and Use Committee guidelines of the University of Wisconsin-
Madison. We used 6-10-month-old female ferrets (Triple F Farms) that were
serologically negative by haemagglutination inhibition (HI) assay for currently
circulating human influenza viruses. Six ferrets per group were anaesthetized
intramuscularly with ketamine and xylazine (5-30 mg and 0.2-6 mgkg ™" of body
weight, respectively) and inoculated intranasally with 10° p.fu. (500 pl) of viruses.
On days 3 and 6 after infection, three ferrets per group were killed for virological
and pathological examinations. The virus titres in various organs were determined
by use of plaque assays in MDCK cells.

Excised tissue samples of nasal turbinates, trachea, lungs, brain, liver, spleen,
kidney and colon from euthanized ferrets were preserved in 10% phosphate-
buffered formalin. Tissues were then trimmed and processed for paraffin
embedding and cut into 5-pm-thick sections. One section from each tissue sample
was stained by using a standard haematoxylin-and-eosin procedure, whereas
another one was processed for immunohistological staining with a mixture of
two anti-influenza virus rabbit antibodies (1:2,000; R309 and anti-VN1203; both
prepared in our laboratory) that react with CA04 and VN1203, respectively.
Specific antigen-antibody reactions were visualized by using an indirect two-
step dextran-polymer technique (Dako EnVision system; Dako) and 3,3’
diaminobenzidine tetrahydrochloride staining (Dako).

Ferret transmission study. For transmission studies in ferrets, animals were
housed in adjacent transmission cages that prevented direct and indirect contact
between animals but allowed spread of influenza virus through the air (Showa
Science; Supplementary Fig. 7). Three, five, or six ferrets were inoculated
intranasally with 10° p-fou. (500 pl) of virus (inoculated ferrets). Twenty-four hours
after infection, three, five, or six naive ferrets were each placed in a cage adjacent to
an inoculated ferret (contact ferrets). The ferrets were monitored for changes in
body weight and the presence of clinical signs. To assess viral replication in nasal
turbinates, we determined viral titres in nasal washes collected from virus-
inoculated and contact ferrets on day 1 after inoculation or co-housing, respect-
ively, and then every other day.

Serological tests. Serum samples were collected between days 14 and 20 after infec-
tion, treated with receptor-destroying enzyme, heat-inactivated at 56 °C for 30 min,
and tested by use of an HI assay with 0.5% TRBCs (http://www.wpro.who.int/entity/
emerging_diseases/documents/docs/manualonanimalaidiagnosisandsurveillance.
pdf). Viruses bearing homologous HA were used as antigens for the HI tests.
Polykaryon formation representing membrane fusion activity. Monolayers of
HeLa cells grown in 12-well plates were transfected with the protein expression
vector pCAGGS* encoding wild-type or mutant HA. At 24 h after transfection,
cells transiently expressing HA protein were treated with trypsin (1 pgml™') in
MEM containing 0.3% BSA for 30 min at 37 °C to cleave the HA into its HA1 and
HAZ2 subunits. Polykaryon formation was induced by exposing the cells to low-pH
buffer (145mM NaCl, 20 mM sodium citrate (pH 6.0-5.4)) for 2 min at 37 °C.
After this exposure, the low-pH buffer was replaced with MEM containing 10%
FBS and the cells were incubated for 3 h at 37 °C. The cells were then fixed with
methanol and stained with Giemsa’s solution and photographed with a digital
camera mounted on an inverted microscope (Nikon, Eclipse Ti). For quantitative
analyses, cell nuclei were counted in five randomly chosen fields of cell culture.
Polykaryon formation activity was calculated from the number of nuclei in
polykaryons divided by the total number of nuclei in the same field.
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Thermostability. Viruses (128 HA units in PBS) were incubated for the times
indicated at 50 °C. Subsequently, infectivity and haemagglutination activity were
determined by use of plaque assays in MDCK cells and haemagglutination assays
using 0.5% TRBCs, respectively.

Neuraminidase (NA) inhibition assay. To assess the sensitivity of viruses to
the NA inhibitor oseltamivir, NA inhibition assays were performed as described
previously®.

LETTER

Statistical analysis. All statistical analyses were performed using JMP 9.0.0 (SAS
Institute Inc.). The statistical significance of differences between rgCA04 and H5
avian/human reassortant viruses was determined by using a Dunnett’s test.
Comparisons of polykaryon formation between wild-type and mutant HAs were
done using Tukey’s test. P values of <0.05 were considered significant.

46. Niwa, H., Yamamura, K. & Miyazaki, J. Efficient selection for high-expression
transfectants with a novel eukaryotic vector. Gene 108, 193-199 (1991).
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Signal Transducer and Activator of Transcription 3 (STAT3)
Protein Suppresses Adenoma-to-carcinoma Transition in
Apc™™* Mice via Regulation of Snail-1 (SNAI) Protein
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Background: STAT3 suppresses carcinogenesis of intestinal tumors in Apc min mice.
Results: STAT3 suppresses expression of SNAI in intestinal epithelium by regulating GSK3 activity.
Conclusion: STAT3 induces degradation of SNAI by promoting GSK3p activity and thereby suppresses adenoma-to-adeno-

carcinoma transition in Apc min mice.

Significance: Our data provide a new insight into the role of STAT3 in colorectal cancer biology.

STAT3 was recently reported to suppress tumor invasion in
Apc™™'* mice. We investigated the mechanisms by which
STATS3 inhibits intestinal epithelial tumors using Apc™”/*/
Stat3"< 9 mice (intestinal epithelial cell (IEC)-specific dele-
tion of STAT3 in the Apc”™'* background) to determine the
role of STAT3 in carcinogenesis in vivo as well as colorectal
cancer cell lines in vitro. To inhibit invasion of IEC tumors,
STATS3 functions as a molecular adaptor rather than a transcrip-
tion factor. Accordingly, the tumors in Apc™™'*Stat3™<*0
mice undergo adenoma-to-carcinoma transition and acquire an
invasive phenotype. Similarly, STAT3 knockdown in a colorec-
tal cell line enhances IEC invasion. We demonstrate that STAT3
down-regulates SNAI (Snail-1) expression levels and hence sup-
presses epithelial-mesenchymal transition of colorectal cancer
cells. Mechanistically, STAT3 facilitates glycogen synthase
kinase (GSK) 3$-mediated degradation of SNAI by regulating
phosphorylation of GSK3f. Our data identified a new role for
STAT3 in the adenoma-to-carcinoma sequence of intestinal
tumors.

STAT3 is a multifunctional transcription factor that is acti-
vated by various growth factors (e.g. epidermal growth factor
and hepatocyte growth factor) and cytokines (e.g. IL-6 and
IL-10). Consequently, STAT3 plays a key role in many biologi-
cal processes such as cell growth, apoptosis, and inflammation
(1). STAT3 is phosphorylated on a tyrosine residue (Tyr-705)
by an upstream kinase JAK2 (Janus kinase 2). The phosphory-
lated protein forms either a homo- or heterodimer with other
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STAT proteins, then translocates to the nucleus and tran-
scribes target genes. Rare nontranscriptional activities of
STATS3 have also been reported. For example, STAT3 functions
as an adaptor protein connecting IFNARI (interferon « recep-
tor 1) and the p85 regulatory subunit of PI3K (phosphoinositide
3-kinase) (2), and it inhibits stathmin that depolymerizes
microtubules (3). Recently, STAT3 was shown to inhibit intes-
tinal epithelial cell IEC)* tumor invasion in Apc”/* mice (4),
but the underlying mechanisms remain unclear.

The development of human colon adenomas is initially
induced by mutations in APC or 3-catenin, and its transition to
carcinoma is followed by sequential genetic mutations in
K-Ras, SMAD2 or SMAD4, and p53. Whereas deletion of p53
does not provoke malignant transformation in Apc™’* mice
(5), at least two genes were found critical for adenoma-to-ade-
nocarcinoma transition. Tumors in Smad4 "'~ /Apc™™'* mice
become malignant, showing an extensive stromal cell
proliferation and submucosal invasion (6), and Ephb3~'~/
Apc™™'* mice develop carcinomas that invade the muscle layer
(7). However, the mechanisms by which these genes suppress
IEC carcinogenesis are not fully understood.

The invasion of epithelial tumors to the surrounding tissues
is associated with epithelial-mesenchymal transition (EMT), a
process in which the epithelial tumor cells lose their epithelial
phenotype and acquire a mesenchymal phenotype. Epithelial
cells that have undergone EMT display reduced intercellular
interactions but increased motility and invasiveness. Several
transcriptional repressors were identified as inducers of EMT,
including SNAI, Slug (Snail-2), E47, Twist, and the Zeb factors
(8). Main targets of these proteins are cell adhesion molecules
such as E-cadherin and claudins (CLDNSs) that link epithelial
cells together (8-11).

“The abbreviations used are: IEC, intestinal epithelial cell; CA, constitutively
active; CLDN, claudin; CRC, colorectal cancer; EMT, epithelial-mesenchy-
mal transition; GSK3 3, glycogen synthase kinase 33; min, multiple intesti-
nal neoplasia; MMP, matrix metalloproteinase; qPCR, quantitative PCR;
SNAI, Snail-1; APC, adenomatous polyposis coli.
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TABLE 1

PCR primers
Gene names Forward primer Reverse primer
h-GAPDH 5'-CAT GTT CGT CAT GGG TGT GAA CCA-3' 5'-AGT GAT GGC ATG GAC TGT GGT CAT-3'
h-SNAI 5'-TAC AGC GAG CTG CAG GAC TCT AAT-3’ 5'-AGG ACA GAG TCC CAG ATG AGC ATT-3’

Glycogen synthase kinase 38 (GSK3pB) performs multiple
cellular functions (12). As an important regulator of metastasis,
it suppresses the level of SNAI by being phosphorylated on two
different sites: phosphorylation on the first site leads to ubig-
uitination and proteasomal degradation of SNAI whereas that
on the second site controls the subcellular localization of SNAI
(13). GSK3p is inactivated by phosphorylation by several differ-
ent kinases at the Ser-9 residue (12, 14) but also can be regulated
by phosphorylation at other residues: it is inactivated by phos-
phorylation at Thr-390 (15) and is activated by phosphorylation
at Tyr-216 (16, 17). In addition, GSK3B activity is modulated by
protein complex formation mediated by GSK33-binding pro-
teins and its subcellular localization (18). GSK3} is also a key
regulator of B-catenin (19, 20), an effector molecule for the Wnt
signaling pathway. Constitutive activation of 3-catenin due to a
mutation in the APC gene is the major cause of colorectal can-
cers (CRCs) (21) and induces the multiple intestinal neoplasia
(min) phenotype in Apc™”'™" mice (21-23)

Here, we identified a novel adaptor function for STAT3 in
IECs, which has a broad implication to CRC. Our data show
that in a nontranscriptional fashion, STAT3 suppresses expres-
sion of SNAI, a major driving force in EMT and in the invasion
of CRC cells. STAT3 interacts with GSK3f3 and negatively reg-
ulates phosphorylation of GSK3, thereby inducing degrada-
tion of SNAIL

EXPERIMENTAL PROCEDURES

Reagents and Antibodies—Anti-STAT3, anti-B-catenin,
anti-phospho-B-catenin, anti-GSK38, anti-phospho-GSK3p
(Ser-9), anti-SNALI, anti-Slug, anti-Zeb-1, anti-matrix metallo-
proteinase 7 (MMP7), anti-MMP9, and anti-E-cadherin anti-
bodies were obtained from Cell Signaling Technologies (Dan-
vers, MA). Anti-B-actin came from Sigma. Anti-ubiquitin,
anti-MMP14, and anti-MMP15 antibodies were purchased
from Santa Cruz Biotechnology (Santa Cruz, CA). Anti-claudin
and anti-occludin antibodies were obtained from Lab Vision
(Fremont, CA). Anti-vimentin and anti-fibronectin antibodies
were obtained from BD Biosciences. Anti-axin antibody is from
Invitrogen. The GFP-STAT3 plasmid was generously provided
by Nancy C. Reich (24). Myc-GSK3B-CA plasmid (13) was
obtained from Addgene (Cambridge MA). LiCl was obtained
from Sigma and SB216763 from EMD Biosciences (Darmstadt,
Germany).

Isolation of IECs from Mouse Intestines—Isolation was per-
formed as described previously (25, 26).

Cell Culture—Culture conditions of IEC cells have been
described previously (25). HCA-7 cells were cultured in low
glucose DMEM, and HCT116 and RKO cells in high glucose
DMEM (Mediatech, Manassas, VA).

Cell Invasion Assay—The cell invasion assay was performed
with a basement membrane-coated CytoSelect™ 24-well cell
invasion assay kit according to the manufacturer’s instructions
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(Cell Biolabs, San Diego, CA). IECs (1 X 10° cells/well) were
plated into each well 3 days after siRNA transfection and cul-
tured for 2 days. The number of invaded cells per 4 high pow-
ered fields/well was visually counted using a microscope. The
results are the average of two independent experiments, and the
statistical analysis was performed by one-way ANOVA.

Quantitative PCR (qPCR), Immunoblotting, Immunohisto-
chemistry, and Immunoprecipitation—These procedures were
performed as described previously (25, 26). PCR primers are
shown in Table 1.

Cell Proliferation Assay in Mice—Mice were administered
BrdU intraperitoneally (2 mg/mouse) and killed 2 h after the
injection. BrdU incorporation (proliferation) in paraffinized
colonic tissues and the TUNEL assay in paraffinized colonic
tissues were performed and analyzed according to the manu-
facturer’s instructions (BD Biosciences).

siRNA-mediated Knockdown—Knockdown in IECs was per-
formed with Nucleofector (Amaxa, Germany). Nontargeting
siRNA #2 (luciferase targeting siRNA) from Dharmacon was
used as a control. STAT3 siRNA (5'-CAACATGTCATTT-
GCTGAA-3"), GSK3B siRNA (5'-TCCGAGGAGAAC-
CCAATGTTTCGTATA-3’), and SNAI siRNA (Applied Bio-
systems, Cat. No. s13186) were used.

Generation of STAT3"“*© Mice—To generate STAT3 defi-
ciency specifically in IEC in mice, Stat3"*/"** mice (a gift from
Shizou Akira, Osaka University, Osaka, Japan) were crossed to
villin-Cre mice (on the C57BL/6] background; The Jackson
Laboratory, Bar Harbor, ME), to create Stat3"*“*° mice.
Genotyping was performed as described (27). Apc””" mice
were obtained from The Jackson Laboratory. Apc””'*/
Stat3"< ° mice were generated by crossing Apc””’" mice
with Stat3““*© mice. All animal protocols received prior
approval by the Institutional Animal Care and Use Committee.

RESULTS

STAT3 Suppresses Invasion of Intestinal Tumors in Apc
Mice—To determine the role of STAT3 in intestinal tumori-
genesis, we conditionally deleted STAT3 in IEC (STAT3<%°)
in Apc™”’" mice (supplemental Fig. 1, A and B). At 20 weeks of
age, the tumor count in Apc™™’' ™" /Stat3"< ° mice was com-
parable with that in Apc™”" mice (supplemental Fig. 1C). In
addition, proliferation of IECs in normal or tumor IEC was not
significantly affected by STAT3 deletion (supplemental Fig.
1D).

Whereas the IEC tumors in Apc””" mice were strictly con-
fined to the mucosal crypts, those in the Apc™"’* |Stat3"E<<©
mice invaded the mucosal stroma, submucosa, and muscle (Fig.
1A). Such invasive tumors were found in all of the Apc™"'™*/
Stat3"<° mice examined at 20 weeks (n = 20) of age and were
confirmed by -catenin immunostaining (Fig. 14). At 25 weeks
of age, the IEC tumors in Apc”""'* /Stat3*' mice penetrated
through the intestinal serosa (Fig. 1B). Although some of the
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FIGURE 1. STAT3 suppresses tumor invasion in Apc™™* mice. A, deletion of STAT3'E induces invasion of tumors in Apc™™* mice. H&E (upper panel) and
B-catenin (lower panel) staining of the small intestines shows the invasion of tumors in Apc™™*/Stat3"¥<<© mice. B, tumors in Apc™"'* /Stat3"€*© mice
penetrate the intestinal walls into the peritoneum. The boxed area in the upper left panel was analyzed by H&E and B-catenin staining. C, STAT3 does not
regulate expression of B-catenin in Apc™™* mice. Expression of -catenin in the small intestines was measured by immunohistochemistry. D, STAT3 sup-
presses activation of B-catenin in a CRC cell line. HCT116 cells were transfected with GFP or GFP-STAT3-WT (ST3), and the levels of the indicated proteins were

measured by immunoblotting.

tumors penetrating serosa were necrotic, live tumor cells
(B-catenin-positive) were also found surrounded by stromal
tissues (Fig. 1B). However, STAT3 deletion did not significantly
affect the levels of B-catenin in tumor cells (Fig. 1C). In a human
colorectal cell line, STAT3 knockdown slightly enhanced the
levels of B-catenin, phospho-B-catenin, and axin (a target of
B-catenin), indicating that it can suppress the 3-catenin path-
way (Fig. 1D). Taken together, these findings validate that
STATS3 in this animal model inhibits invasion of IEC tumors
without affecting tumor induction (4).

STAT3 Suppresses EMT—Because EMT often precedes
tumor invasion, we next investigated whether STAT3 deletion
induces EMT in IEC tumors. Expression of E-cadherin or
occludin was largely unaffected by STAT3 deletion (Fig. 24),
but expression of CLDN-3 and CLDN-5 was markedly
decreased in tumor cells of Apc™”" /Stat3"™“° mice com-
pared with those in Apc™”'" mice (Fig. 2B). Vimentin was
expressed mainly in mesenchymal cells and rarely in tumor
cells in Apc™™'* mice; however, all of the tumor cells in the
Apc™ ™' |Stat3" O mice expressed vimentin at a high level
(Fig. 2C). Fibronectin was also up-regulated in the tumor cells
of Apc™™'* |Stat3"“*© mice whereas it was not detectable in
tumor from Apc””* mice (Fig. 2D). Interestingly fibronectin
in Apc™'™* |Stat3"<<© was observed only in IEC tumor cells
around the necrotic regions (Fig. 2D). Collectively, these data
highly suggest that STAT3 suppresses EMT in IEC tumor cells
in Apc™™'* mice.

STAT3 Suppresses Expression of MMP14—W e next checked
the expression of MMPs, which are important for tumor inva-
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sion (28, 29). Whereas MMP7 expression in tumor cells was
significantly lower in Apc””"'*/Stat3" © mice than that in
Apc™™'* mice, MMP9 or MMP15 (MT2-MMP) expression
was minimal and observed mostly in nonepithelial cells in both
strains of mice (supplemental Fig. 2). In contrast, MMP14
(MT1-MMP) expression in tumor cells was highly induced in
Apc™™™ |Stat3" < O mice but undetectable in Apc mice
(Fig. 2E). Interestingly, MMP14, a membrane type metallopro-
teinase, is particularly efficient in hydrolyzing basement mem-
branes (30, 31), and its expression can be induced by SNAI in
carcinomas (30).

STAT3 Suppresses Tumor Invasion via Down-regulation of
SNAI—To examine further the suppressive effect of STAT3 on
EMT, known regulators of EMT were examined. Whereas
expression of Slug and Zeb-1 were barely detectable, and their
levels were not significantly different in IEC tumor cells from
both strains of mice (supplemental Fig. 3), SNAI expression was
significantly elevated in Apc”""'* /Stat3"“¥© tumor cells (Fig.
3A). To investigate further the role of STAT3 in SNAI expres-
sion and the role of SNAI in invasion, we used CRC cell lines in
the subsequent studies. In three different CRC cell lines,
HCT116, HCA-7, and RKO, STAT3 knockdown increased the
expression of SNAI (Fig. 3B). Conversely, ectopic expression of
STAT3-WT suppressed expression of SNAI (Fig. 3C).

We next tested whether the elevated SNAI was responsible
for the invasive phenotype of STAT3-depleted CRC cells.
STATS3, SNAI or STAT3 with SNAI was silenced in HCT116
cells, and the transfected cells were subjected to an in vitro cell
invasion assay. STAT3 knockdown significantly enhanced
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small intestines was measured by immunohistochemistry. B, STAT.

mice. Expression of E-cadherin in the
mice. Expression of the indicated proteins

was measured by immunoblotting with the isolated tumor cells from the small intestines. C, STAT3 suppresses the expression of mesenchymal marker
vimentin in Apc™™* mice. Expression of vimentin was measured by confocal imaging in the small intestines (lower panel original magnification, X100).

D, STAT3 suppresses the expression of mesenchymal marker fibronectin in Apc

min/+

mice. Expression of vimentin was measured by confocal imaging in the

small intestines. Note that most of the fibronectin expression in Apc™"*/Stat3"**© mice is found in tumor cells around the necrotic regions. E, STAT3

min/+

suppresses the expression of MMP14 in Apc

invasiveness compared with control. In addition, SNAI knock-
down alone or a combination of STAT3 and SNAI knockdown
significantly curtailed the invasion (Fig. 3D). Thus, these data
indicate that SNAI promotes invasion and that STAT3 down-
regulates SNAI and thereby suppresses invasion of CRC cells.
STAT3 Promotes GSK3B Activity to Induce Degradation of
SNAI—We next studied how STAT3 regulates SNAI expres-
sion. STAT3 deletion or knockdown in IEC did not significantly
affect the transcription of SNAI (Fig. 4, A and B). We therefore
examined whether STAT3 regulated SNAI via post-transla-
tional modification. SNAI in HCT116 cells was constitutively

MAY 25,2012+VOLUME 287 +NUMBER 22

mice. Expression of MMP14 was measured by immunohistochemistry in the small intestines.

ubiquitinated and degraded by proteasomes (Fig. 4C). STAT3
knockdown significantly diminished the levels of SNAI ubigq-
uitination, even though the levels of SNAI were higher than
control (Fig. 4C). Because GSK33 phosphorylates SNAL which
leads to ubiquitination and proteasomal degradation (13), we
investigated whether STAT3 is involved in the ubiquitin-medi-
ated proteasomal degradation of SNAI via GSK3p. First, we
found that GSK3p also down-regulates SNAI in CRC cell lines
(Fig. 5A) and that inhibition of GSK3 activity with pharmaco-
logical inhibitors significantly increases SNAI (Fig. 5B). In addi-
tion, STAT3 forms a complex with GSK3p (Fig. 5C). Because

JOURNAL OF BIOLOGICAL CHEMISTRY 18185

2102 ‘gk dunp uo ‘AHVHEIT AINN NHILSIMHLHON ¥e B10°0g['mmm woly papeojumog


http://www.jbc.org/

Nontranscriptional STAT3 and Intestinal Carcinogenesis

A Apcmin/+ A pcmin/+ /Stat3/EC-KO C (;‘Q é<,’
B3 F
o <SNAI -« CFP-
STAT3
- -« STAT3
(W — | | qu— w—— < (3_Actin
- o
B HCA-7 RKO HCT116
AN AN AN
O > o > QU< - GSK3pB
& & SR
oo(\ é?‘ coo é?' coo e}v siRNA

< STAT3

- =

- = < SNAI

- B-Actin

D

Control - “:ii STAT3_"E§'J';.’%.':’*
SR W *P<0.03*P<0.001 O o &
& & ¥V siRNA

Invasive Cell Counts
w

FIGURE 3. STAT3 inhibits tumor invasion by suppressing expression of SNAI. A, STAT3 suppresses expression of SNAI in Apc™™* mice. Expression of the
indicated proteins was measured by immunoblotting from the isolated tumor cells from the small intestines. B, STAT3 suppresses expression of SNAIin human
CRC lines. STAT3 was silenced by transfection of siRNA, and expression of the indicated proteins in the indicated CRC lines was measured by immunoblotting
3 days after transfection. C, STAT3 suppresses expression of SNAIin a human CRC cell line. HCT116 cells were transfected with either GFP or GFP-STAT3-WT, and
the levels of the indicated proteins were measured by immunoblotting. D, SNAI mediates the invasion of the STAT3-depleted HCT116 cells. Cancer cell invasion
assay was performed as described under “Experimental Procedures” 3 days after transfection of the indicated siRNA (S3, STAT3; SN, SNAI). The results are the
average of two independent experiments (n = 6). The levels of the indicated proteins on the bottom right were measured by immunoblotting. Error bars, S.D.
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FIGURE 4. STAT3 regulates SNAI at the post-transcriptional level. A, STAT3 does not regulate transcription of SNAL The mRNA levels of SNAI were measured
by qPCRin HCT116 cells 3 days after siRNA transfection (n = 4). B, STAT3 does not regulate transcription of SNAL. The mRNA levels of SNAI were measured by
gPCRintheindicated tumor cells (n = 4). C, STAT3 promotes ubiquitin-mediated degradation of SNAlin IECs. HCT116 cells were transfected with either control
or STAT3 siRNA, treated with MG132 (10 um) as indicated, SNAI was immunoprecipitated, and the gel was immunoblotted for ubiquitin (upper panel (Ub)n,
polyubiquitin). The levels of STAT3 and SNAI were measured by immunoblotting (lower panel).

STAT3 deletion or knockdown did not significantly affect the
expression of GSK3p (Fig. 5C), we examined whether STAT3
regulates activation (or phosphorylation) of GSK38 by Phos-
tag SDS-PAGE (13, 32). Whereas there was no noticeable dif-
ference in GSK3fS expression level between control and
STAT3-deleted cells in a traditional SDS-PAGE analysis, the
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putative phosphorylated (retarded in mobility) GSK3f level
was much higher in STAT3-deleted cells compared with thatin
control cells (Fig. 5D). STAT3 knockdown significantly
increased the phosphorylation level on Ser9 residue of GSK3f3
(Fig. 5E). This result indicated that STAT3 negatively affects
phosphorylation of GSK383 and suggested that STAT3 regu-
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FIGURE 5. STAT3 promotes GSK3f3 activity to induce degradation of SNAI. A, GSK3 suppresses SNAI expression in CRC lines. The indicated protein levels
were measured by immunoblotting 3 days after siRNA transfection. B, GSK3 8 suppresses SNAI via its kinase activity. HCT116 cells were treated with either LiCl
(4 mm) or SB216763, GSK3 B inhibitors as indicated for 4 h, and the indicated proteins were measured by immunoblotting. C, STAT3 interacts with GSK3 8. GSK33
in isolated mouse tumor cells or in HCT116 cells was immunoprecipitated and immunoblotted for STAT3 (S3, STAT3; G3, GSK3p). D, STAT3 regulates phos-
phorylation levels of GSK3p. Lysates from HCT116 cells transfected with the indicated siRNA were divided and separated by either traditional SDS-PAGE or
Phos-tag SDS-PAGE, and the indicated proteins were measured by immunoblotting. E, STAT3 inhibits phosphorylation at Ser-9 of GSK3B. HCT116 cells were
transfected with the indicated siRNA (C, control; $3, STAT3), total cell lysates were collected 1 or 3 days after transfection, and the levels of indicated proteins
were measured by immunoblotting. F, GSK3B-CA reverses the effects of STAT3 depletion. HCT116 cells were transfected with control siRNA (C), STAT3 siRNA
(53), GSK3B-CA plasmid, or STAT3 siRNA (53) plus GSK3 3-CA plasmid. Cell invasion assay (n = 3) and immunoblotting were performed 3 days after transfection.

lates SNAI expression and tumor invasion by promoting
GSK3p activity. Therefore, we tested whether a constitutively
active GSK3B (GSK3B-CA) mutant can reverse the effects of
STAT3 depletion in HCT116 cells. Indeed, expression of
GSK3B-CA reversed the increased SNAI expression and the
increased invasiveness induced by STAT3 depletion (Fig. 5F).
Taken together, these data provide evidence for a nontranscrip-
tional and inhibitory role of STAT3 in IEC tumor invasion.

DISCUSSION

Although no naturally occurring mutations in STAT3 have
been identified as a cause of any human cancer, it is considered
as a strong promoter of carcinogenesis. STAT3 is activated in
multiple solid and hematologic human malignancies, and its
role in carcinogenesis has been validated in animal models (1,

MAY 25,2012+VOLUME 287 +NUMBER 22

33). For example, STAT3 was found to be crucial in initiation
and progression of skin carcinoma (34), and the growth and
survival of lymphomas are dependent on STAT3 (35). Recently,
constitutively activating STAT3 mutations were identified in
human hepatocellular adenomas, where the Tyr-640 mutant
homodimerizes independently of upstream signals and is
hypersensitive to IL-6 stimulation (36). In CRC, STAT3 activa-
tion (phosphorylation) was considerably up-regulated during
adenoma-to-carcinoma progression (37, 38), but the precise
role of STAT3 in CRC has not been yet defined.

Our data provide the mechanisms by which STAT3 sup-
presses tumor invasion both in an animal model and in CRC cell
lines. STATS3 in IEC tumors of Apc™™'" mice inhibits expres-
sion of an EMT inducer SNAI and mesenchymal markers, such
as vimentin and fibronectin. Similarly, in CRC cell line
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HCT116, STAT3 suppresses invasiveness by limiting expres-
sion of SNAIL Overexpression of a dominant negative STAT3
mutant in a CRC cell line was reported to cause down-regula-
tion of E-cadherin (39). Although SNAI is widely known as a
suppressor of E-cadherin, our data and another recent report
(4) show that its expression is not significantly affected by
STATS3 deletion in IEC. However, overexpression of SNAI did
not suppress E-cadherin in a breast cancer cell line, whereas a
mutant form (6SA) was able to do so (13). Therefore, it is pos-
sible that Ser-6 of SNAI may be phosphorylated in STAT3-
deficient tumor cells.

Like STAT3, GSK3B is also a multifunctional protein
involved in a wide range of physiological activities such as
metabolism, cell development, and body pattern formation
(12). It also plays a key role in Wnt signaling whose dysregula-
tion is the most common cause of human CRC (2, 20). Our data
show that STAT3 regulates GSK3f activity to control SNAI
expression. We also found that STAT3 inhibits activation of
B-catenin in a CRC cell line, but the mechanisms behind this
phenomenon are yet to be investigated.

Interestingly, STAT3 in IECs is required for tumor induction
in models of colitis-associated cancer. In colitis-associated can-
cer, STAT3 activation in IEC regulates cell survival and cell
cycle progression through its transcriptional activation of
downstream targets such as Bcl-X, , c-Myc, and cyclin D1 (40—
42). This colitis-associated cancer model employs a chemical
mutagen, azoxymethane, and three cycles of the chemical irri-
tant, dextran sodium sulfate, to induce colorectal tumors.
Despite the observation that Stat3"““*© mice are much more
susceptible to dextran sodium sulfate-induced colitis (41), it
appears that STAT3 in IEC in Apc min model is necessary for
their malignant transformation.

Overall, our data document the restraining role of STAT3 on
the acquisition of an invasive phenotype of IEC tumors and
explain the molecular basis that controls this process. We
therefore propose that the inhibition of STAT3 in patients with
CRC especially in advanced stages should be practiced with
caution.
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