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ABSTRACT To characterize bat influenza H18N11 virus, we propagated a reverse
genetics-generated H18N11 virus in Madin-Darby canine kidney subclone II cells and
detected two mammal-adapting mutations in the neuraminidase (NA)-like protein
(NA-F144C and NA-T342A, N2 numbering) that increased the virus titers in three
mammalian cell lines (i.e., Madin-Darby canine kidney, Madin-Darby canine kidney
subclone II, and human lung adenocarcinoma [Calu-3] cells). In mice, wild-type
H18N11 virus replicated only in the lungs of the infected animals, whereas the NA-
T342A and NA-F144C/T342A mutant viruses were detected in the nasal turbinates, in
addition to the lungs. Bat influenza viruses have not been tested for their virulence
or organ tropism in ferrets. We detected wild-type and single mutant viruses each
possessing NA-F144C or NA-T342A in the nasal turbinates of one or several infected
ferrets, respectively. A mutant virus possessing both the NA-F144C and NA-T342A
mutations was isolated from both the lung and the trachea, suggesting that it has a
broader organ tropism than the wild-type virus. However, none of the H18N11 vi-
ruses caused symptoms in mice or ferrets. The NA-F144C/T342A double mutation
did not substantially affect virion morphology or the release of virions from cells.
Collectively, our data demonstrate that the propagation of bat influenza H18N11 vi-
rus in mammalian cells can result in mammal-adapting mutations that may increase
the replicative ability and/or organ tropism of the virus; overall, however, these vi-
ruses did not replicate to high titers throughout the respiratory tract of mice and
ferrets.

IMPORTANCE Bats are reservoirs for several severe zoonotic pathogens. The ge-
nomes of influenza A viruses of the H17N10 and H18N11 subtypes have been identi-
fied in bats, but no live virus has been isolated. The characterization of artificially
generated bat influenza H18N11 virus in mammalian cell lines and animal models
revealed that this virus can acquire mammal-adapting mutations that may increase
its zoonotic potential; however, the wild-type and mutant viruses did not replicate
to high titers in all infected animals.
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Influenza A viruses of the H1 to H16 and N1 to N9 subtypes are maintained in wild
waterfowl (1, 2) but can cause zoonotic events. In 2012 and 2013, the genomes of two

novel influenza A virus subtypes (the H17N10 and H18N11 subtypes) were discovered
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in bats in South America (3, 4), raising concerns that viruses of these subtypes may
infect humans. No infectious viruses were isolated from the original bat samples (3, 4).

Some of the bat influenza virus proteins are functionally similar to or compatible
with their counterparts in canonical influenza A viruses. The ribonucleoprotein (RNP)
complex (composed of the polymerase and NP proteins) of bat influenza viruses
showed polymerase activity in vitro (3, 5, 6). The N-terminal domain of the H17N10 PA
protein possesses endonuclease activity comparable to that of canonical influenza A
viruses (7). The NS1 proteins of bat influenza viruses bind double-stranded RNA and
antagonize host innate immunity, similar to the findings for established influenza A
virus NS1 proteins (8, 9). Moreover, the H17N10 virus M gene is compatible with that
of canonical influenza A viruses (10).

The viral surface glycoproteins, hemagglutinin (HA) and neuraminidase (NA), play
critical roles in the life cycle of influenza viruses. For influenza A viruses of the H1 to H16
subtypes, HA is responsible for virus binding to sialic acid-containing receptors on host
cells (11–13), whereas NA cleaves the sialic acid from the receptors to release progeny
viruses from infected cells (14–16). The activities of these two viral proteins must be
balanced for efficient virus replication (17–24). The H17 and H18 bat influenza virus HA
proteins bear some structural similarity to H1 to H16 HAs, although the shape of their
receptor-binding pockets differs from that of the receptor-binding pockets of the H1 to
H16 HAs (4); moreover, the amino acids in the presumed receptor-binding site of the
H17 and H18 HAs are acidic, making an interaction with negatively charged sialic acids
unlikely. In line with this finding, the H17 and H18 HA proteins did not interact with
�600 sialic acid-containing glycan structures tested in glycan arrays (4, 25). These data
suggest that the cellular receptors of bat influenza viruses differ from those of con-
ventional influenza viruses. In fact, Karakus et al. (26) recently reported that major
histocompatibility complex class II proteins serve as receptors for bat influenza viruses.
The N10 and N11 NA-like proteins bear some structural similarity to their N1 to N9
counterparts but lack the putative sialic acid-binding sites and do not possess sialidase
activity (4, 27, 28). Currently, the role of the N10 and N11 NA-like proteins in bat
influenza virus replication is not understood.

Moreira et al. (29) tested more than 30 cell lines with a pseudotyped vesicular
stomatitis virus (VSV) expressing H17 or H18 HA and found that Madin-Darby canine
kidney subclone II (MDCK II) cells, but not the commonly used MDCK cells, were
susceptible to the pseudotyped viruses. The identification of cell lines that are sensitive
to infection with H17 and H18 viruses opened the door for the generation of H17N10
and H18N11 viruses by reverse genetics (29) and their further characterization. Here, we
generated bat influenza H18N11 virus by reverse genetics and detected mammal-
adapting amino acid changes in the NA-like protein that emerged during passages in
MDCK II cells; these mutations enhanced the replicative ability of the H18N11 virus in
cultured cells and broadened their organ tropism in mice and ferrets.

RESULTS
H18N11 virus generation and adaptation to MDCK II cells. The full-length

genomic sequence of a novel influenza A virus, A/flat-faced bat/Peru/033/2010
(H18N11) virus, was recovered from a rectal swab sample from a South American bat
(4); however, no infectious virus was isolated from the bat. To characterize the bat
influenza virus, we cloned its genomic cDNA into vectors for influenza virus reverse
genetics as described previously (30). Briefly, the eight viral cDNAs of H18N11 virus
were cloned into viral RNA (vRNA) transcription plasmids between the human RNA
polymerase I promoter and the mouse RNA polymerase I terminator. Viral cDNAs of the
PB2, PB1, PA, and NP segments were cloned into a eukaryotic protein expression
plasmid (pCAGGS) under the control of the chicken �-actin promoter (31). The plasmids
for viral RNA transcription and protein expression were mixed and transfected into 293T
cells. The cell culture supernatant derived from transfected 293T cells was inoculated
into mammalian cells as described below.
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Moreira et al. (29) reported that MDCK II cells (which consist of subclones of MDCK
cells that predominate after multiple passages [32]) were susceptible to H18N11 virus.
Here, we confirmed that MDCK II cells supported the replication of H18N11 virus;
however, the virus replicated inefficiently, based on indirect immunofluorescence
analysis. In MDCK.2 cells (which consist of a single population of cells that is highly
susceptible to various influenza viruses [33]), H18N11 virus replication was substantially
restricted, with only a few cells expressing viral protein. No H18N11 virus replication
was detected in MDCK cells, as previously reported (29).

Moreira et al. (29) also reported that sialidase treatment prior to virus infection
appreciably enhanced the number of infected cells. We therefore used the virus-
containing 293T cell supernatant to infect MDCK II cells that had been pretreated with
200 mU/ml of Clostridium perfringens sialidase. Because no cytopathic effect (CPE) was
observed, the cell culture supernatant was blindly passaged in MDCK II cells pretreated
with sialidase. At passage 5, the inoculated cells showed a CPE, and most cells had
detached by day 3 postinoculation. Virus was harvested, and its entire genome was
sequenced. Two mutations in the NA-like protein, F144C and T342A (see Fig. 6), were
detected. No mutations were found in the other viral RNA segments.

In parallel with the above-described virus passages in MDCK II cells pretreated with
sialidase, we found that addition of 20 mU/ml of sialidase to the growth medium of
MDCK II cells resulted in efficient H18N11 virus replication with an apparent CPE in the
absence of additional mutations. Using these growth conditions, we generated stocks
of wild-type (WT) A/flat-faced bat/Peru/033/2010 virus (the H18N11-WT virus) and of
viruses possessing one or both of the mutations in the NA-like protein that emerged
during blind passages in MDCK II cells (the H18N11-NA-F144C, H18N11-NA-T342A, and
H18N11-NA-F144C/T342A viruses); all virus stocks were sequenced before further ex-
periments were carried out.

Growth kinetics of H18N11 viruses in mammalian cell lines. First, we examined
the growth kinetics of the viruses in MDCK II cells, commonly used MDCK cells, and
human lung adenocarcinoma (Calu-3) cells. Cells were infected with wild-type and
mutant H18N11 viruses at a multiplicity of infection (MOI) of 0.01 and incubated at 37°C
in the presence or absence of 20 mU/ml of sialidase. The virus titers in the supernatant
were measured by using 50% tissue culture infective dose (TCID50) assays in MDCK II
cells (Fig. 1).

In MDCK II cells without exogenous sialidase, wild-type H18N11 virus replicated to
moderate titers of 105.1 TCID50 at 96 h postinfection (Fig. 1A, solid blue diamonds). The
NA-T342A mutation (Fig. 1A, solid green circles) did not enhance the virus titers
significantly, whereas the NA-F144C mutation (Fig. 1A, solid purple squares) increased
the virus titers by up to 2 log units. The combination of both mutations in the NA-like
protein (NA-F144C/T342A; Fig. 1A, solid red triangles) had a synergistic effect and
increased the virus titers by more than 3 log units by 48 h postinfection. The addition
of exogenous sialidase (Fig. 1A, open symbols and dotted lines) increased the virus
titers compared to those in medium without sialidase, although not all differences were
statistically significant. Again, the combination of both mutations in the NA-like protein
had a greater enhancing effect on the virus titers than either of the single mutations.

In MDCK cells without exogenous sialidase, wild-type H18N11 virus and both single
mutants showed limited replication (Fig. 1B), whereas the synergistic effect of the
double mutation in the NA-like protein (Fig. 1B, solid red triangle) conferred efficient
replication in a cell line that did not support the efficient replication of wild-type
H18N11 virus. The addition of exogenous sialidase further increased the virus titers,
although the increase was not always at statistically significant levels.

We also tested the growth of the recombinant H18N11 viruses in human Calu-3
cells. Wild-type viruses and the NA-F144C and NA-T342A mutants replicated to mod-
erate titers in the absence of exogenous sialidase (Fig. 1C). The addition of exogenous
sialidase resulted in small increases in virus titers, most of which were not statistically
significant. Similar to the data obtained in MDCK and MDCK II cells, the H18N11-NA-
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F144C/T342A double mutant displayed notably better replication properties than the
wild-type virus and the single mutants.

Virulence of H18N11 viruses in mice. To examine the virulence of the wild-type
and mutant H18N11 viruses in mice, groups of 6-week-old female BALB/c mice were

FIG 1 Replication of wild-type and mutant H18N11 viruses in MDCK II, MDCK, and Calu-3 cells in the presence or absence of exogenous sialidase.
MDCK II (A), MDCK (B), and Calu-3 (C) cells were infected with wild-type and mutant H18N11 viruses at an MOI of 0.01 for 1 h at 37°C. The cells
were then washed with PBS twice and incubated with Opti-MEM medium with 0.5 �g/ml TPCK-trypsin in the presence or absence of sialidase
from Clostridium perfringens (20 mU/ml). Supernatant was collected at 12, 24, 48, 72, and 96 h for virus titration by use of TCID50 assays in MDCK
II cells. Virus-infected cells were identified by IFA with an antibody to HA. The data shown are mean values from three independent experiments
with standard deviations. P values were calculated by use of the R statistical package (www.r-project.org), the lme4 package (47), and the
EMMeans package (48), followed by Holm’s method (*, P � 0.05).
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inoculated intranasally with 106 TCID50 of H18N11 viruses (the H18N11-WT, H18N11-
NA-F144C, H18N11-NA-T342A, and H18N11-NA-F144C/T342A viruses). None of the
mice lost weight (Fig. 2A) or showed symptoms of illness during the 2 weeks of
observation. On each of days 3 and 6 postinoculation, three mice per group were
euthanized and organs were collected for virus titration. In mice infected with H18N11-
WT, virus was identified in the lungs of one mouse on days 3 and 6 postinfection (Fig.
2B). In the group infected with H18N11-NA-F144C, virus was detected in the lung of one
mouse on day 3 postinfection and in the lungs of all three mice on day 6 postinfection
(Fig. 2C). Infection with H18N11-NA-T342A led to virus replication in the lungs of two
of three infected animals on both day 3 and day 6 postinfection, and infection with
H18N11-NA-F144C/T342A led to virus replication in the lungs of one of three infected
animals; in addition, relatively high titers of viruses were detected in the nasal turbi-
nates of all three mice on day 3 postinfection (Fig. 2D and E). No virus was detected in
the other organs tested; i.e., H18N11 viruses did not replicate systemically in the
inoculated mice. These data demonstrate that wild-type H18N11 virus can replicate in
the lungs of BALB/c mice, although it does not replicate efficiently. The NA-T342A
mutation alone or in combination with the NA-F144C mutation conferred on the virus
the ability to replicate in the lower and upper respiratory organs of some of the infected
animals.

Virulence of H18N11 viruses in ferrets. To date, the virulence and organ tropism
of bat influenza viruses have not been tested in ferrets, animals commonly used as a
model in influenza virus research. We therefore intranasally infected groups of six

FIG 2 Body weight of and virus replication in mice infected with H18N11 viruses. Nine mice per group
were anesthetized and inoculated intranasally with 106 TCID50/50 �l of wild-type or mutant H18N11
virus. Three mice per group were euthanized on each of days 3 and 6 postinfection, and their lungs, nasal
turbinates, brains, spleens, kidneys, and intestines were collected for virus titration (B to E) in MDCK II
cells. (A) The remaining three animals per group were monitored for 14 days for body weight changes
and signs of disease. The data shown are mean values with standard deviations.
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6-month-old female ferrets with 106 TCID50 of viruses (the H18N11-WT, H18N11-NA-
F144C, H18N11-NA-T342A, and H18N11-NA-F144C/T342A viruses). Three ferrets from
each group were euthanized on each of days 3 and 6 postinfection, and organs were
collected for virus titration. Infection with H18N11-WT and single mutant viruses
resulted in virus replication in the nasal turbinates of one ferret (an H18N11-WT-
infected ferret; Fig. 3A) and three ferrets (H18N11-NA-F144C- and H18N11-NA-T342A-
infected ferrets; Fig. 3B and C), respectively. The H18N11-NA-F144C/T342A double
mutant was isolated from the nasal turbinates of several animals and also from the lung
and trachea of one ferret on day 3 postinfection (Fig. 3D). In two of three infected
animals, the infections resolved by day 6 postinfection, and the viruses did not spread
to nonrespiratory organs. These data indicate that wild-type H18N11 virus has a limited
replicative ability in ferrets and that the combination of the NA-F144C and NA-T342A
mutations broadened the tissue tropism in the respiratory tract, with virus replication
occurring in the trachea and lung of some, but not all, animals.

Virus morphology and budding. Our data indicated that the mutations in the
NA-like protein (which emerged during virus passages in MDCK II cells) increased the
replicative ability of the H18N11 virus in cultured cells and extended its tissue tropism
in the respiratory tract. To gain insight into the potential role of the mutations in the
NA-like protein, we first assessed virus morphology. Influenza A viruses can be spher-
ical, elliptical, or filamentous. Isolates newly isolated from clinical samples tend to be
filamentous, whereas laboratory-adapted strains are often spherical or elliptical (34, 35).
Here, we observed the morphology of purified H18N11-WT and H18N11-NA-F144C/
T342A viruses by use of negative-staining electron microscopy. H18N11-WT virus
appeared spherical or elliptical (Fig. 4A), similar to the laboratory-adapted human
A/WSN/33 (H1N1) virus (Fig. 4C); however, the glycoprotein spikes on the surface of the
virions were less densely packed on bat influenza virions than on A/WSN/33 virions. No
significant differences between the morphology of the wild-type virus and that of the
NA-F144C/T342A double mutant were observed (Fig. 4B).

The NA protein of conventional influenza A viruses cleaves sialic acids from cellular
receptors to prevent the formation of large virus aggregates tethered to host cells, thus
facilitating the release of progeny viruses from the infected cells (14–16). However, the

FIG 3 Virus replication in ferrets infected with H18N11 viruses. Six ferrets per group were anesthetized
and inoculated intranasally with 106 TCID50/50 �l of the H18N11-WT (A), H18N11-NA-F144C (B), H18N11-
NA-T342A (C), or H18N11-NA-F144C/T342A (D) virus. Three ferrets per group were euthanized on each
of days 3 and 6 postinfection, and their lungs, nasal turbinates, tracheas, brains, spleens, kidneys, livers,
and intestines were collected for virus titration in MDCK II cells. The data shown are mean values with
standard deviations.
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NA-like protein of bat influenza viruses lacks sialidase activity (4, 27, 28, 36), and its role
in the life cycle of bat influenza viruses is not known. Here, we assessed whether the
mutations in the NA-like protein affected the release of budding viruses from infected
cells. MDCK II cells were infected with the H18N11-WT and H18N11-NA-F144C/T342A
viruses at an MOI of 5 and incubated in the presence or absence of exogenous sialidase.
At 14 and 24 h postinfection, cells were fixed, stained, and observed for virus budding
by using transmission electron microscopy.

The number of virions released from cells infected with the H18N11-NA-F144C/
T342A virus appeared to be higher than the number of virions released from cells
infected with the H18N11-WT virus (Fig. 5), consistent with the higher replicative ability
of the mutant virus; however, further studies are needed to definitively demonstrate
this difference. We did not observe large virus aggregates under any of the conditions
tested, suggesting that the mutations in the NA-like protein and/or the exogenous

FIG 4 Virus morphology. H18N11-WT (A), H18N11-NA-F144C/T342A (B), and A/WSN/33 (C) viruses were
purified, stained with 2% uranyl acetate, and air dried. Virions were observed and representative images
were acquired with a Tecnai F20 transmission electron microscope (FEI Company, Eindhoven, Nether-
lands) at 200 kV. Bars, 50 nm.
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sialidase treatment did not increase the virus titers by preventing the formation of virus
aggregates.

DISCUSSION

We generated H18N11 bat influenza virus by reverse genetics and identified muta-
tions in the NA-like protein that emerged during virus passages in cultured cells. These
mutations increased the virus titers in cultured cells compared with those in cells
infected with the wild-type virus and conferred a tissue tropism broader than that of
the wild-type virus in the respiratory tracts of mice and ferrets. However, virus repli-
cation was not detected in the lungs and/or nasal turbinates of all infected animals, and
no symptoms of disease were observed.

Bat influenza viruses of the H17N10 and H18N11 subtypes were first generated by
reverse genetics in 2016 (29), based on sequences extracted from bat tissue samples.
Currently, the host range of bat influenza viruses in other mammalian species has not
been well studied. Two studies have tested H18N11 virus replication in mice and
detected moderate virus titers in the upper airways of C57BL/6J mice infected with the
H18N11 virus (26, 37). We found that a reverse genetics-generated H18N11 virus
replicated in the lungs of infected BALB/c mice but that the viral titers were low and
virus replication was limited to one of three mice euthanized on each of days 3 and 6
postinfection. The less efficient replication of H18N11 in our study may be explained by
the different mouse strains used in the two studies. Until recently, bat influenza viruses
had not been tested in ferrets. Ciminski et al. (37) tested wild-type H18N11 virus
replication in ferrets but were unable to recover virus from any of the organs tested;
however, serum conversion was detected in a subset of the infected animals. We
detected H18N11 virus replication in the nasal turbinates of one out of six infected
animals. Bat influenza virus of the H18N11 subtype can therefore replicate in the
respiratory tracts of mice and ferrets but does not cause a severe infection with high
titers in different parts of the respiratory tract.

The MDCK II cell-adapted H18N11 virus possessed two mutations in the NA-like
protein, F144C and T342A. The genomes of most canonical influenza A viruses of the
N1 to N9 subtypes encode a histidine residue at position 144, whereas the genomes of
most influenza B viruses encode a tyrosine at this position. The amino acid at position
342 of the NA-like protein is variable among N1 to N9 NA proteins but is conserved in

FIG 5 Virus budding observed by use of transmission electron microscopy. MDCK II cells were infected with the
H18N11-WT or H18N11-NA-F144C/T342A virus at an MOI of 5. After a 1-h incubation at 37°C, the cells were washed
with PBS and Opti-MEM medium with or without 20 mU/ml sialidase was added. At 14 or 24 h postinfection,
chemically fixed samples were prepared and ultrathin (110-nm-thick) sections were stained with 2% uranyl acetate
and Reynold’s lead. Images were acquired with a Tecnai F20 TEM (FEI Company, Eindhoven, the Netherlands) at
200 kV. Bars, 1 �m.
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influenza B viruses, in which a glycine is located at this position. In the three-
dimensional structure of the N11 NA-like protein (Protein Data Bank accession number
4MC7) (4), residue 144 is located at the outer rim of a pocket, whereas residue 342 is
located near the putative calcium ion binding site (Fig. 6). Both of these sites are critical
for the sialidase activity of canonical influenza virus NA proteins (38–44).

The N10 and N11 bat influenza NA-like proteins lack sialidase activity, and their
function in the bat influenza viral life cycle remains unknown. The NA-F144C/T342A
mutations significantly increased the H18N11 virus titers in three different cell lines
compared with those achieved with the wild-type virus and supported a tissue tropism
in the respiratory tract broader than that supported by the wild-type virus, suggesting
a role for the NA-like protein in the bat virus life cycle. We therefore compared the
H18N11-WT and H18N11-NA-F144C/T342A viruses with respect to their morphology
and efficiency of virion release from infected cells. No significant differences in mor-
phology were observed between the wild-type and mutant bat viruses. In addition, no
large virus aggregates formed with the wild-type NA-like protein in the absence of
exogenous sialidase, which could explain the need for exogenous sialidase and/or
mutations in the NA-like protein to enable the efficient release of single virions. Thus,
the exact role of the bat influenza virus NA-like protein and the NA-F144C/T342A
mutations in the bat influenza virus life cycle remains in question.

MATERIALS AND METHODS
Cells. Madin-Darby canine kidney subclone II (MDCK II) and subclone 2 (MDCK.2) cells were

purchased from the European Collection of Authenticated Cell Cultures (ECACC) and the American Type
Culture Collection (ATCC), respectively, and maintained in minimum essential medium (MEM) containing
10% fetal bovine serum (FBS) and antibiotics. Madin-Darby canine kidney (MDCK) cells were obtained
from ATCC. MDCK cells were maintained in MEM containing 5% newborn calf serum, essential amino
acids, vitamins, and antibiotics. Human embryonic kidney (293T) cells and human lung adenocarcinoma
(Calu-3) cells were obtained from ATCC and maintained in Dulbecco’s modified Eagle’s medium con-
taining 10% FBS and antibiotics. All cells were incubated at 37°C with 5% CO2.

Plasmids and reverse genetics. Viral cDNA of A/flat-faced bat/Peru/033/2010 (H18N11) virus was
cloned into the pHH21 vRNA transcription plasmid between the human RNA polymerase I promoter and
the mouse RNA polymerase I terminator (30). Mutations in the NA-like protein were introduced by
site-directed mutagenesis PCR. Viral cDNAs of the PB2, PB1, PA, and NP segments were cloned into a
eukaryotic protein expression plasmid (pCAGGS) under the control of the chicken �-actin promoter (31).
All plasmids were mixed and cotransfected into 293T cells by using the TransIT-293 reagent (Mirus,
Madison, WI). The supernatant containing infectious virus was harvested at 48 h posttransfection and
amplified as described below.

Viruses. To amplify the reverse genetics-generated A/flat-faced bat/Peru/033/2010 (H18N11) virus,
MDCK II cells were pretreated with 200 mU/ml of sialidase from Clostridium perfringens (MilliporeSigma,

FIG 6 Localization of amino acids NA-144 and NA-342 in the three-dimensional structure of A/flat-faced
bat/Peru/033/2010 (H18N11) virus NA-like protein (Protein Data Bank accession number 4MC7). The
residues that form the putative catalytic and calcium ion binding sites are shown in blue and red,
respectively. The amino acid positions at which mutations emerged during bat virus passages in MDCK
II cells are shown in green.
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St. Louis, MO, USA) diluted in phosphate-buffered saline (PBS) at 37°C for 1 h. After sialidase pretreat-
ment, MDCK II cells were infected with virus-containing 293T cell supernatant (see the previous
paragraph) and passaged five times in sialidase-pretreated MDCK II cells. The recovered virus was
sequenced by Sanger sequencing and found to possess two mutations in the NA-like protein (F144C and
T342A). Therefore, we regenerated the virus by reverse genetics and amplified it in MDCK II cells with
Opti-MEM medium (Thermo Fisher, Waltham, MA, USA) and 0.5 �g/ml TPCK (tosylsulfonyl phenylalanyl
chloromethyl ketone)-trypsin (Worthington, Lakewood, NJ, USA); here, we added the sialidase (20
mU/ml) to the growth medium, which resulted in efficient virus replication without the emergence of
adapting mutations. Virus titers were determined by use of TCID50 assays in MDCK II cells. Positive wells
were observed by using an immunofluorescent assay (IFA) with a monoclonal antibody (CR9114) to HA
(45).

Immunofluorescent assay (IFA). MDCK II cells infected with the H18N11 virus were fixed with 4%
paraformaldehyde (Electron Microscopy Sciences, Hatfield, PA, USA) in PBS at room temperature for
15 min and incubated with 10% normal goat serum (Thermo Fisher, Waltham, MA, USA) in PBS to block
nonspecific binding. The cells were then incubated with a humanized monoclonal antibody (CR9114) to
HA (45) for 1 h. After three washes with PBS, the cells were incubated with Alexa Fluor 488-conjugated
goat anti-human IgG (Thermo Fisher, Waltham, MA, USA). Fluorescence was observed under an Evos
fluorescence microscope (Thermo Fisher, Waltham, MA, USA).

Virus growth kinetics. MDCK II, MDCK, and Calu-3 cells were infected with virus at a multiplicity of
infection (MOI) of 0.01. After a 1-h incubation at 37°C, the cells were washed twice with PBS and
Opti-MEM medium with 0.5 �g/ml TPCK-trypsin with or without 20 mU/ml of sialidase was added.
Supernatants were collected at 12, 24, 48, 72, and 96 h postinfection and titrated in MDCK II cells by using
TCID50 assays.

Mouse experiments. Groups of nine 6-week-old female BALB/c mice (The Jackson Laboratory, Bar
Harbor, ME) were anesthetized with isoflurane and inoculated intranasally with 106 TCID50/50 �l of
wild-type or mutant H18N11 virus. On each of days 3 and 6 postinoculation, three mice per group were
euthanized and their organs (lung, nasal turbinates, brain, spleen, kidney, and intestine) were collected
for virus titration. The remaining three animals per group were monitored for 14 days for weight loss and
signs of disease. Project protocols for animal use were carried out at the University of Wisconsin—
Madison under animal protocol number V00806.

Ferret experiments. Groups of six 6-month-old female ferrets (Triple F Farms, Sayre, PA, USA) were
inoculated intranasally with 106 TCID50/500 �l of virus. On each of days 3 and 6 postinoculation, three
ferrets were euthanized and their organs (lungs, tracheas, nasal turbinates, brains, spleens, kidneys, livers,
and intestines) were collected for virus titration.

Negative-staining electron microscopy to assess virus morphology. Viruses were purified and
stained with 2% uranyl acetate and air dried as described previously (46). Virions were observed and
representative images were acquired with a Tecnai F20 transmission electron microscope (TEM; FEI
Company, Eindhoven, Netherlands) at 200 kV.

Transmission electron microscopy to assess virus budding. MDCK II cells were infected with virus
at an MOI of 5. After a 1-h incubation at 37°C, the cells were washed with PBS and Opti-MEM medium
with or without 20 mU/ml sialidase was added. At 14 and 24 h postinfection, chemically fixed samples
were prepared as previously described (46). Ultrathin (110-nm-thick) sections were stained with 2%
uranyl acetate and Reynold’s lead. The images were acquired with a Tecnai F20 TEM (FEI Company,
Eindhoven, the Netherlands) at 200 kV.

Statistical analysis. For the analysis of viral growth curves, we performed a linear mixed-effects
analysis. As fixed effects, we used the viruses and the time point of the measurement (with an
interaction term between those fixed effects). As random effects, we used the intercepts of the
individual replicates. We transformed the virus titer values to the log10 scale and used the R
statistical package (www.r-project.org), the lme4 package (47), and the EMMeans package (version
1.2.4) for the group comparisons; P values were adjusted using Holm’s method. A similar analysis was
used for the animal weight loss data.

For the comparison of virus titers in animal organs, we used unpaired two-sided t tests at each time
point separately when comparing only two samples. For comparisons involving multiple samples, we
used a one-way analysis of variance, followed by Tukey’s honestly significant difference post hoc test.

In all statistical analyses, we considered the differences significant if the P values were �0.05.
Biosafety. All recombinant DNA protocols were approved by the University of Wisconsin—Madison

Institutional Biosafety Committee, after risk assessments were conducted by the Office of Biological
Safety. All experiments were approved by the University of Wisconsin—Madison Institutional Biosafety
Committee. The manuscript was reviewed by the University of Wisconsin—Madison Dual Use Research
of Concern (DURC) Subcommittee. The review was conducted in accordance with the September 2014
DURC policy of the U.S. government. The University of Wisconsin DURC Subcommittee concluded that
the studies described herein are not DURC. In addition, the University of Wisconsin—Madison Biosecurity
Task Force regularly reviews the research, policies, and practices of research conducted with pathogens
of high consequence at the institution. This task force has a diverse skill set and provides support in the
areas of biosafety, facilities, compliance, security, law, and health. Members of the Biosecurity Task Force
are in frequent contact with the principal investigators and laboratory personnel to provide oversight
and ensure biosecurity. All experiments with infectious bat H18N11 influenza viruses were performed in
a biosafety level 3 (BSL3) containment laboratory.
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