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Abstract

Background: The emergence and rapid spread of the 2009 H1N1 pandemic influenza A virus (H1IN1pdm) in humans
highlights the importance of enhancing the capability of existing influenza surveillance systems with tools for rapid
identification of emerging and re-emerging viruses. One of the new approaches is the RT-PCR electrospray ionization mass
spectrometry (RT-PCR/ESI-MS) technology, which is based on analysis of base composition (BC) of RT-PCR amplicons from
influenza “core” genes. Combination of the BC signatures represents a “genomic print” of an influenza A virus.

Methodology/Principal Findings: Here, 757 samples collected between 2006 and 2009 were tested, including 302 seasonal
H1N1, 171 H3N2, 7 swine triple reassortants, and 277 HIN1pdm viruses. Of the 277 HIN1pdm samples, 209 were clinical
specimens (throat, nasal and nasopharyngeal swabs, nasal washes, blood and sputum). BC signatures for the clinical
specimen from one of the first cases of the 2009 pandemic, A/California/04/2009, confirmed it as an unusual, previously
unrecognized influenza A virus, with “core” genes related to viruses of avian, human and swine origins. Subsequent analysis
of additional 276 HIN1pdm samples revealed that they shared the genomic print of A/California/04/2009, which differed
from those of North American swine triple reassortant viruses, seasonal HIN1 and H3N2 and other viruses tested. Moreover,
this assay allowed distinction between “core” genes of co-circulating groups of seasonal HIN1, such as clades 2B, 2C, and
their reassortants with dual antiviral resistance to adamantanes and oseltamivir.

Conclusions/Significance: The RT-PCR/ESI-MS assay is a broad range influenza identification tool that can be used directly
on clinical specimens for rapid and accurate detection of influenza virus genes. The assay differentiates the HIN1pdm from
seasonal and other nonhuman hosts viruses. Although not a diagnostic tool, this assay demonstrates its usefulness and
robustness in influenza virus surveillance and detection of novel and unusual viruses with previously unseen genomic
prints.
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Introduction

Influenza A viruses are important respiratory pathogens that
cause annual epidemics and occasional pandemics. The 2009
HIN1 pandemic (HIN1pdm) is a reminder of the need to develop
and improve tools for rapid identification of emerging and novel
viruses. Influenza A viruses consist of a segmented negative sense
RNA genome which is prone to acquisition of point mutations and
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gene reassortment [1]. The two major surface antigens, the
hemagglutinin (HA) and neuraminidase (NA) glycoproteins, are
coded by their respective HA and NA genes. The remaining six
“core” genes (PB1, PB2, PA, NP, M, and NS) encode eight to nine
viral proteins (PB1, PB1-F2, PB2, PA, NP, M1, M2, NS1, and
NS2) [2,3].

Influenza A virus evolution is considered to be predominantly
driven by host-mediated selective pressure that leads to amino acid
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replacements at key antigenic sites in the HA, a mechanism known
as antigenic drift [4,5]. Another mechanism of influenza virus
evolution, antigenic shift, which occurs at a lower frequency,
involves the replacement of HA and/or NA with new antigenic
virus subtypes that have not circulated in humans viruses for a long
time [6].

Inter-subtype reassortment is rare, whereas intra-subtype
reassortment occurs more often among distinct co-circulating
lineages of the same influenza A virus subtype [7,8]. In particular,
intra-subtype reassortment events have been reported to result in
the acquisition of drug resistance and may facilitate the spread of
drug resistant viruses [9,10-12]. In addition to natural reassort-
ment, live attenuated vaccines are generated to include HA and
NA genes from epidemiologically relevant strains and the “core
genes” from the master donor viruses (e.g. cold adapted A/
California/7/09(H1N1pdm) x A/Ann Arbor/6/60(H2N2)) [13].

In April 2009, a previously unseen virus emerged and rapidly
spread globally leading to the first influenza pandemic of the 21*
century [14]. The HINIpdm virus has a complex genome
composition, with genes originating from swine, human and avian
influenza A viruses. Complete genome sequencing and phyloge-
netic analysis demonstrated that the virus had genes related to
North American triple reassortant and Eurasian swine viruses [15—
17], including the M gene of adamantane-resistant Eurasian
avian-like swine viruses [16].

The continuous evolution of influenza genomes together with
reassortment events pose challenges to the effective monitoring of
influenza viruses in circulation. Current methods of laboratory
influenza surveillance are primarily based on hemagglutinin
inhibition (HI) and other assays utilizing the antibody recognition
of viral antigens [18,19]; conventional or real-time RT-PCR
methods [20-24]; and sequencing coupled with phylogenetic
analysis (e.g. as in [16]). These methods, though commonly used,
each has certain unique advantages but also some limitations. For
example, some are designed for rapid testing, without greater
attention given to the degree of sensitivity or specificity; others
allow virus typing but do not provide details on subtypes; and
some of the more sensitive and accurate methods may not but
suited high throughput testing ...etc.

Oftentimes, there is a strong correlation between the sequences
of the “core” genes and the ‘“surface” HA and NA genes of
influenza A viruses [25]. Thus, in the absence of a reassortment,
identification of “core’ genes can be used to infer the viral HA and
NA subtypes. Noteworthy is the fact that reassortment is rather
common among porcine viruses (e.g., HIN2, H3N1, HINI, and
H3N2) [26], thus making it more challenging to infer their
subtypes based on core gene constellation.

The RT-PCR/ESI-MS assay was previously introduced for
detection and characterization of influenza viruses [25,27,28]. The
BC signatures of each amplicon are then determined using
automated ESI-MS signal acquisition and spectral analysis.

Identification of each influenza A virus is based on the
summation of BC signatures obtained from the six target genes
(PB1, NP, M1, PA, NS1, and NS2). This combination of BC
signatures 13 referred to as “genomic print” throughout the
manuscript, and is used for comparison to previously known
viruses with BC signatures and/or genomic prints in a reference
database. The viruses are identified by the virus(es) in the database
with the closest match to their genomic prints/or BC signatures.
For instance, if a virus has a genomic print identical or similar to a
known reference virus, it will be identified as such. On the other
hand, if a virus has a genomic print that is not identical or similar
to a single reference virus (e.g. different genes from different
subtypes or different hosts); it will be identified with more than one
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RT-PCR/ESI-MS for Influenza

virus (e.g. in the case of a reassortant). Finally, if the virus has no
known close matches to its BC signatures in the database, it will be
identified as “‘unknown”.

In the present study, we focused on the influenza RT-PCR/
ESI-MS assay’s ability to identify influenza A viruses affecting
humans. Based on our previous experience with the assay using
seasonal influenza viruses, and its reported performance in analysis
of influenza A(H3N2) [25], the main goals of this study were to
investigate: (A) whether the RT-PCR/ESI-MS assay can be
applied for identification of the HINIpdm viruses; (B) whether
this method could be helpful in the analysis of A(H3N2) virus
lineages from the 2006-07 to 2008-09 seasons; (CG) whether the
assay could identify and distinguish between the major lineages of
seasonal HINT viruses (2B and 2C clades), including the dual
oseltamivir and adamantane-resistant viruses; and lastly (D)
whether wild type viruses could be readily distinguished from
the live attenuated vaccines (LAIV) using this assay.

Our efforts show that that the RT-PCR/ESI-MS assay provides
a broad range, high throughput identification tool that could be
used for influenza virus surveillance purposes. It can successfully
detect novel viruses, including those arising from the reassortment
of ‘core’ genes, and the assay has the ability to differentiate among
genetic groups (lineages or clades) within the same virus subtype.

Results

Identification of the HINTpdm viruses using
RT-PCR/ESI-MS

The RT-PCR/ESI-MS assay was applied to test the “un-
subtypable” clinical specimen of the first US HIN1pdm virus, A/
California/4/2009, at the Naval Health Research Center
(NHRC), in San Diego CA, USA [29]. The results (Figure 1)
showed no match to any known genomic prints in the database,
but clearly indicated the presence of an unusual influenza A virus,
showing BC signatures of individual genes that were similar to
those from viruses of swine, human, and avian origins. It should be
noted that although this initial identification showed deficiencies in
accurately determining the origin of each gene of this complex
reassortant virus, results such as these would alert the investigator
of the need for further analysis through the use of traditional
methods. After the complete genome sequence and phylogenetic
analysis of the A/California/4/2009 were examined [16], the BC
signatures of this virus were added to the database. Its genomic
print was easily distinguishable from those of seasonal HIN1 and
H3N2 and other influenza A viruses (Figure 2), and became the
reference for the identification of subsequent HIN1pdm viruses. It
is also important to note that the BC signatures of the pandemic
virus are readily discernible from those of swine triple reassortant
viruses that have previously caused infections in humans [15]. The
criterion used for future identification of the HINIpdm viruses
was based on the detection of BC signatures identical to those of
A/California/04/2009 in at least five of the six targets in the
“core” genes. The original screen shot obtained directly from the
T5000 instrument (Figure 1) is presented as Figure S1.

Use of RT-PCR/ESI-MS for high throughput screening and
monitoring of the HIN1pdm viruses for genomic
variations

To further assess the ability of the RT-PCR/ESI-MS assay to
accurately identify the pandemic viruses and determine its sensitivity
and specificity, we tested 401 specimens previously characterized
using the CDC rRT-PCR assay [http://www.who.int/csr/
resources/publications/swineflu/ CDCrealtimeR TPCRprotocol _
20090428.pdf]. These samples were collected during the early
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RT-PCR/ESI-MS for Influenza

S b Primer Pairs’
EEEIED Organism Strain® Host [Subtype 5cored Flu-All-PB1 Flu-A-Nuc 7 557 — -
(VIR2798) (VIR1266)°
influenza A | A/SW/MN/231245/01| : : § : A37.G34 €19 T29 | A34 629 C16 126
: (HIN2); Swine | HIN2 | 2/2
31 virus 2389 1354
A/SW/%(;{\‘1;)777/01 [-2+2+2-2] [-1+1+1-1]
Influenza A |A/New York/292/2003 = A36 G20 C19 126 A35G26 C28 T23 - -
A HIN1
32 virus (HIN1); A/New  (Human 2/6 6946 8220
York/348/2003(H1N1) [2+2+42-2] [0000]
Influenza A A/mallard H6N3 A24 G238 C24 T29 | A35G26 C28 T23
33 virus duck/ALB/155/1990 | Avian 2/6 6273 8220
(h6N3) [1+1+1] [0000)
Influenza A A40G31C23 T34 - - A35G26 C28 T23 )
34 virus A/ll:: u;c:gimg:r;a/ Avian | H3N8 2/6 3049 8220
/2001{H3N8) [0000] [1+1+1-1]

Figure 1. RT-PCR/ESI-MS identified initial H1N1pdm strain as unusual virus with genome components of swine, human, and avian
origin. RNA from clinical specimens was prepared from one of the first cases of the 2009 pandemic and tested using the RT-PCR/ESI-MS assay. BC
signatures did not match any of the known reference genomic signatures in the database. The signatures indicated a close relationship to swine,
human and avian sequences. The gene segments targeted were PB1 (VIR2798), NP (VIR1266), M1 (1279), PA (1287), NS1 (2775), and NS2 (2777). The
base counts determined for each target are highlighted in green; below them are the number of viral RNA copies and the SNP variations from the
matching strain, respectively.  VIR2798 = PB1; VIR1266= NP; 1279= M1; 1287 = PA; 2775= NS1; 2777 = NS2; b The tested sample had 4 different
close matches in the reference database, depending on the six targets; © The closest matching virus, from reference the database, to the sample
tested; ¢ The numerators refer to # of targets identified. The denominators refer to the number of entries (# of genes) from the different viruses
represented with BC signatures in the database; ¢ The sample tested had matches to viruses from swine, human, and avian, but identification of
origin was not correct for all genes (e.g. the NP had a closest match in a human H1N1 virus, while genome sequencing revealed the virus has NP

related to North American triple reassortant swine HIN1).
doi:10.1371/journal.pone.0013293.g001

stages of the pandemic, between April and June, 2009. One
hundred forty-four (144) of them were identified as HIN1pdm
using the RT-PCR/ESI-MS; while based on CDC-rRT-PCR
assay results, 152 of them were positive for the HINIpdm. One
sample tested positive in the RT-PCR-ESI-MS but negative in the
rRT-PCR. This corresponds to an overall sensitivity of ~94.1%
(Table 1). Among these positive samples, 120 were from residual
RNA from clinical specimens and the remaining were grown
viruses. Of the 249 specimens identified as negative rRT-PCR,
248 also tested negative by RT-PCR/ESI-MS, corresponding to a
specificity of 99.59% (Table 1). Four of the 9 samples that were
identified as positive based on the rRT-PCR but negative by the
RT-PCR/ESI-MS matched the reference HINlpdm virus
signatures in less than five targets, which is below the acceptance
criteria, set in the system. The remaining five samples had less than
adequate volume of RNA material. Of note, after the sensitivity
and specificity analyses were performed on the early specimens
and more samples became available, another set of 133 left over
RNAs of confirmed cases of HINIpdm by the rRT-PCR
(including 89 from clinical specimens) were analyzed in the RT-
PCR/ESI-MS assay and were confirmed as such. This brought the
final total number of HINIpdm viruses identified by this assay to
277, with 209 being from original clinical specimen.

As shown in Figure 2, BC signatures of the HINIpdm viruses
were clearly distinguishable from those of seasonal HIN1, H3N2,
as well as from swine triple reassortant HIN1 viruses. BC
signature patterns were color-coded for clarity. The genomic
prints of most samples tested were identical and consistent with
that of the reference virus A/California/04/2009. However,
approximately 10% of the samples showed a single nucleotide
polymorphism (SNP) in the PA gene at nucleotide 618 (A to G
mutation) (Figure 2). The base counts results obtained for each
amplicon, determined by the RT-PCR/ESI-MS, were compared
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and found consistent with the genome sequencing data available
for a subset of the viruses analyzed here [16].

Distinction between the BC signatures of the HIN1pdm virus
from those of other stable influenza A subtype viruses collected
between 2006-07 and 2008-09 (Table S1), is further illustrated in
Figure 3. Details on the spatial representation of the BC signature
data is described elsewhere [25]. Superposition of BC from the
H1N1pdm viruses showed that for five of the six target regions, the
HINlpdm signatures are unique. The PBI signatures of
HINIpdm and human H3N2 viruses overlapped as expected
based on phylogenetic analysis of this gene segment [16].

Results from the limits of the detection studies of the HIN1pdm
virus using the RT-PCR/ESI-MS assay showed that the lowest
detectable concentrations of the virus varied from 7.0x10'
TCIDs/ml to 2.11x10% TCIDs5y/ml, depending on the matrix
(nasal swab or nasal wash) used for sample dilution (Table S2).
Analysis of sensitivity of the assay based on viral genome copy
numbers revealed that the LoD of the assay was 31 and 62 genome
copies, from the nasal swab and nasal wash, respectively, using the
Ambion MagMax® Viral RNA Isolation kit. The same analysis
using the Qiagen QIAamp® MinFlute Virus Spin kit demonstrat-
ed that the assay’s LoD of was 125 and 62 viral genome copy
numbers, from the nasal swab and nasal wash, respectively. Of
note, the limit of detection here (the numbers) is considered only if
all primers generated PCR products and BC signatures in the
assay (Iigure S2).

Analysis of seasonal A(H3N2) viruses circulating from
2006-07 to 2008-09 seasons using RT-PCR/ESI-MS
During the 2006-07 season, new antigenic variants of A(H3N2)
viruses emerged and were different from the vaccine strain A/
Wisconsin/67/2005. In addition, distinct patterns of adamantane
susceptibility were observed among the co-circulating genetic
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RT-PCR/ESI-MS for Influenza
Influenzavirus Sample Closest match identified PB1 M1 PA NS1 NS2
A39 G32 €24 T33 A24G30C23728 | A36G24C28T24 | A38G32C21728 | A35G27C17726
A39 G32C23 T34 A24 G30C23T28 A36G24 C28T24 A38G32C21728 | A35G27C17T726
. A39G32C23T34 A24G30C23T28 | A36G24C28T24 | A38G32C21728 | A35G27C17726
A25 G29 €22 729 | A36G24 €27 125
A32.G24 21724 | A25G29C22729 | A36G24 €27 125
Seasonal Human Previously A25 629 22129 |EEEE s
Influenza A virus | detected human A32G24C21T24 | A25G29C23728 | A36G24C27T125
Sani’;fl'::(’:zan n A36G30C26736 | A33G23C20725 | A21G32C22730 | A36G27C27722
Ibis) A36 G30 C26 T36 A31G25C20725 | A21G32C22T30 | A36 G26 C28 T22
A36G30C26736 | A33G23C20725 | A21G32C22T30 | A36G26C28T22
HNE A36G33C22728 | A33G28Cl8T26
A36G33C22T28 | A33G28C18T26
A35G34C22T28 [ A32G29C187T26
NHRC1 Afcalifornia/04/09 A39G32C24733 | A35G21C20T25 | A24G28C24T29 | A36G25C27724 | A36G35C20T28 | A34G29C16T26
NHRC2 A/California/04/09-PASNP | A39G32C24T33 | A35G21C20T25 | A24G28C24729 | A35G26C27T24 | A36G35C20T28 | A34 G29C16T26
cocl A/California/04/09 A39G32C24T33 | A35G21C20T25 | A24G28C24T29 | a35Go5c27T24 | A36G35C20T28 | A34G29C16T26
coc2 A/California/04/09 A39G32C24T33 | A35G21C20T25 | A24G28C24T29 | A35G25C27T24 | A36G35C20T28 | A34 G29C16T26
coc3 A/California/04/09-PASNP | A39G32C24T33 | A35G21C20T25 | A24G28C24729 | A35G26C277T24 | A36G35C20728 | A34 G29 C16T26
Bpalenic coc4 A/California/04/09 A39G32C24T33 | A35G21C20T25 | A24G28C24T29 | A36G25C27724 | A36G35C20T28 | A34 G29C16T26
isolates cDCs A/California/04/09 A39G32C24T33 | A35G21C20T25 | A24G28C24T29 | A36G25C27724 | A36G35C20T28 | A34G29C16T26
cDCe A/California/04/09 A39G32C24T33 | A35G21C20T25 | A24G28C24T29 | A36G25C27T724 | A36G35C20T28 | A34G29C16T26
cpc7 A/California/04/09 A39G32C24T33 | A35G21C20T25 | A24G28C24T29 | A36G25C27T724 | A36G35C20T28 | A34 G29C16T26
cocs A/California/04/09 A39G32C24T33 | A35G21C20T25 | A24G28C24T29 | A36G25C27T24 | A36G35C20T28 | A34 G29C16T26
coce A/California/04/09 A39G32C24T33 | A35G21C20T25 | A24G28C24T29 | A36G25C27T24 | A36G35C20T28 | A34 G259 C16T26
CDC10 A/California/04/09 A30G32C24733 | A35G21C20T25 | A24G28C24T29 | A36G25C27724 | A36G35C20T28 | A34 G239 C16726
CDC11 Classical swine HIN1

Figure 2. The genomic print of HIN1 pdm viruses is highly conserved and distinct from other influenza viruses. Thirteen (13) seasonal
H1N1 and H3N2 viruses from various seasons (top half); 12 samples from the HIN1pdm viruses (including the two viruses of the first two cases of the
2009 pandemic, referred to as NHRC1 and 2) (bottom half in yellow highlight); and a North American swine of HIN1 subtype were analyzed. All 2009
H1N1 pdm viruses have the same genomic print. BC signatures of five of the six targets in the HIN1pdm virus (NP, M1, PA, NS1, and NS2) were
different from the other subtypes. The BC signature determined for the PB1 (A39, G32, C24, T33) was identical to some human H3N2 viruses, as
expected. The HINTpdm viruses were also distinguishable from the triple reassortant swine HIN1 at all six targets (compare yellow and purple
signature). Differences in color patterns within the same subtype either reflects different genetic groups (H3N2 and H1N1), or a single nucleotide
polymorphism (2009 HIN1 pdm). The numbers preceded by letters in each box correspond to the base counts (number A, G, C, and T) determined

from the amplicons of the respective target genes.
doi:10.1371/journal.pone.0013293.g002

groups. These initial findings prompted us to evaluate the
usefulness of the RT-PCR/ESI-MS method in screening a large
number of H3N2 viruses in order to identify major genetic
lineages co-circulating in different parts of the world. Such
information could be useful in making decisions and recommen-
dations on new vaccine strain selection and M2 antiviral drug
(adamantanes) usage. To this end, 76 viruses collected from
various geographic regions in 2006-2007 were analyzed. Twenty
unique genomic prints were identified. The most dominant
genomic print among the adamantane-resistant viruses (AADFAA)
was shared with H3N2 viruses that circulated in prior seasons (N-
lineage) [25]. Table 2 represents the identified genomic prints. In
parallel to the RT-PCR/ESI-MS, full genome sequencing and
phylogenetic analyses were performed on 65 of the 76 viruses [12].
Comparison of results from both approaches showed that the
genomic prints identified by the RT-PCR/ESI-MS belong mainly
to one of the four major genetic groups determined by
phylogenetic analysis: 1) two adamantane-sensitive groups, A/
Nepal/921/2006-like and A/Brisbane/09/2006-like, and 2) two
adamantane-resistant  groups, A/Nepal/921/2006-N144D-like
and A/Brisbane/10/2007-like (Table 2). Two genomic prints
were identified for 2 viruses belonging to the N-lineage; while the
three remaining genomic prints were unique to three viruses which
circulated prior to the N-lineage appearance.

RT-PCR/ESI-MS analysis of 95 H3N2 viruses, collected during
2007-08 and 2008-09 influenza seasons (57 and 38, respectively,
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Table S1), revealed that all shared the genomic print of the reference
virus A/Brisbane/10/2007 and no evidence of major genetic
changes were detected based on the “core” gene segments analyzed.

Together, these findings show that the assay could be used as a
primary screening tool to identify major genetic groups based on
their genomic prints. This can help in reducing the redundancy of
sequencing identical viruses by identifying those with unique
genetic features and not duplicating the same sequences.

Identification of genetic groups of co-circulating

seasonal A(H1N1) viruses

The emergence and co-circulation of seasonal pre-pandemic
HINI viruses resistant to oseltamivir and/or adamantanes has
been a serious public health concern. Recently, an increasing
number of dually resistant viruses that emerged from reassortment
between two genetic lineages (clades 2B and 2C) of seasonal HIN1
viruses was reported [30,31,32]. We assessed the ability of the RT-
PCR/ESI-MS assay to identify such reassortants.

First, 14 seasonal HINI samples with known full genome
phylogenies were tested to identify the clades to which they
belonged based on the RT-PCR/ESI-MS. This assay successfully
identified viruses from clades 2B (n=9) and 2C (n=5) (Figure 4).
The genomic prints of these two seasonal HINI1 groups differed
from each other mainly by the PB1, PA, and M1 genes, with M1
gene providing the highest dissimilarity resolution.
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Table 1. Sensitivity and specificity of the RT-PCR/ESI-MS assay
in detecting the 2009 HIN1pdm in comparison to the CDC
rRT-PCR assay.

CDC Real time RT-PCR Assay

Positive Negative Total
Positive 143 1 144
T5000 Negative 9 248 257
Total 152 249 401
Sensitivity 94.1
Specificity 99.6

Pos Pred Value 99.3
Neg Pred Value 96.5

During the period from April to June, a total of 401 RNA samples randomly
collected during the early stages of the pandemic were tested in the assay. One
hundred forty-four (144) of them were identified as HIN1pdm using the RT-
PCR/ESI-MS; while based on CDC-rRT-PCR assay results, 152 of them were
positive for the HIN1pdm. This corresponds to a sensitivity of 94.07%. Among
these positive samples, 120 were from residual RNA from clinical specimens and
the remaining were grown viruses. Of the 249 specimens identified as negative
rRT-PCR, 248 also tested negative by RT-PCR/ESI-MS, corresponding to a
specificity of 99.59%. Four of the 9 samples that were identified as positive
based on the rRT-PCR but negative by the RT-PCR/ESI-MS matched the
reference HIN1pdm virus signatures in less than five targets, which is below the
acceptance criteria, set in the system. The remaining five samples had less than
adequate volume of RNA material. Of note, after the sensitivity and specificity
analyses were performed, and more samples became available, another set of
133 left over RNAs of confirmed cases of HIN1pdm (including 89 from clinical
specimens) were analyzed in the RT-PCR/ESI-MS assay and were confirmed as
such. This brought the final total of HIN1pdm viruses identified by this assay to
277, with 209 being from original clinical specimen.
doi:10.1371/journal.pone.0013293.t001

Next, 23 viruses with known HA, NA, and M gene segments
phylogenies were tested. Fourteen had genomic prints identical to
that of the clade 2B reference virus, A/South Dakota/06/2007,
with two viruses each having one SNP in the PB1 amplicon, one
with a SNP in the NP gene target, and one that failed to amplify
using the PB1 primers (Figure 5). Seven viruses had hybrid BC
signatures from both clades 2B and 2C: the PB1, NP, PA, NSI,
and N2 BC signatures belonged to clade 2B, while the M1 BC
signature was clearly that of clade 2C, suggesting acquisition of the
clade 2C M segment by viruses from clade 2B by reassortment.
The data were similar to the findings of the phylogenetic analysis:
these viruses with hybrid BC signatures matched the genomic
print of A/Texas/57/2009, a known reassortant virus with all
genes from clade 2B, except the M gene, which is acquired by
reassortment from a clade 2C virus [32]. The remaining two
viruses (Figure 5, samples 1 and 2) contained SNPs in their M1
genes and thus, the identification of the clades to which they
belong could not be confirmed.

Noteworthy, the genomic prints of seasonal HINI viruses
including the identified reassortants were distinguishable from
other influenza A viruses.

Distinction between live attenuated influenza vaccine
(LAIV) and the wild type 2009 HIN1 pdm viruses using
the RT-PCR/ESI-MS

Since live attenuated vaccines contain the ‘core genes’ of the
master donor virus A/Ann Arbor/6/60 (H2N2), it was essential to
investigate if its genomic print significantly differs from those of
wild type viruses in circulation. Indeed, the identified genomic
print of the HIN1pdm LAIV was clearly distinguishable from that
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of wild type 2009 HINI1 pdm virus, seasonal HINI, seasonal
H3N2 viruses and other viruses of animal origin. Figure S3
represents results of RT-PCR/ESI-MS analysis of an HINI1pdm
LAIV case (ID: 2010703400).

The results indicate that the assay facilitates distinction between
the wild type 2009 HIN1 pdm and its cold adapted vaccine strain.

Discussion

Pandemic influenza viruses have caused morbidity and
mortality in humans and have negatively impacted the world’s
economy [33]. The availability of tools that allow rapid
identification of novel viruses during routine surveillance is critical
in pandemic preparedness and response management.

The present study describes the use of the RT-PCR/ESI-MS
assay at the Naval Health Research Center (NHRC) to identify the
“unsubtypable” influenza A virus present in the specimen from
one of the first cases of HINIpdm [17,29]. The results generated
at NHRC using the standard RT-PCR/ESI-MS Influenza assay
indicated that the virus was different from the currently known
circulating human influenza viruses. This new virus had distinct
BC signatures that suggested genome contributions from swine,
human and avian influenza A viruses. Nevertheless, its accurate
identification as a swine-origin reassortment of HIN1 subtype was
made only after genome sequence and phylogenetic analyses were
performed at CDC and other laboratories [16,34]. This same
Influenza RT-PCR/ESI-MS assay has been used at the CDC
since 2007 to test seasonal viruses, and was also independently
used for identification of the HINIpdm viruses soon after
characterization of the first isolates.

The RT-PCR/ESI-MS assay, despite being capable of
identifying novel and emerging viruses, is not an alternative to
conventional virus characterization methods such as rRT-PCR
and complete genome sequencing complemented with phyloge-
netic analysis. However, the RT-PCR/ESI-MS occupies its own
niche by determining the genomic prints of “core” genes of viruses
analyzed and rapidly providing a snap shot of their genome
composition on the basis of previously characterized standards.
This assay allows testing of ~300 samples in 24 h, with first results
obtained within 6 h [28]. In its current form, the assay is semi-
automated, with sample preparation and amplifications performed
outside the system, whilst all post-PCR amplification steps are
automated in the T5000 biosensor. Recently, numerous high
throughput sequencing technologies have been developed to allow
rapid and cost-effective ways to obtain genome-wide information
[35-37]. However, it is important to underline that choosing
which of these methods to use is often driven by a combination of
a number of factors including: sensitivity, specificity, fitness-for-
purpose, technical ease, and time and cost of effectiveness. The
influenza RT-PCR/ESI-MS assay lends itself as a complementing
tool to the array of assays currently in use, especially in the field of
surveillance; and like any other technology, it has its own
advantages and limitations. For example, this assay has some
similarities with Sequenom MassARRAY iPLEX genotyping
platform [38]. Both are based on measurement of masses of
nucleotides from an amplified target. However, they differ in that
the latter is aimed determining a single SNP per amplicon. This
assay allows multiplexing of up to 40 different SNPs per run, if
properly designed [39]. The RT-PCR/ESI-MS is not limited to
analysis of one SNP in an amplicon; it rather determines the base
counts of the amplicon in a form of a signature. These signatures
are then used for sample identification. Neither of these two
technologies generates sequences as do other NGS platforms such
as 454 GS-FLX system, Illumina, and Sequencing by Oligonu-
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Figure 3. Spatial representation of BC signatures covered by the six primer pairs for Influenza A viruses characterization. Black
numerals refer to the individual primer pair numbers, and are followed by the designation of the segment from which they stem (between
parentheses). For each primer pair, each sphere represents one strain of influenza circulating within the seasons 2007-2009, and is color coded by
host and subtype: 1) light blue, human H1N1; 2) dark blue, swine triple reassortant HIN1; 3) light green, human H3N2; 4) dark green, swine triple

reassortant H3N2; 5) and red, HIN1pdm. For clarity, ellipses regroup th

e most common subtypes in circulation. Each isolate is mapped in a three-

dimensional space according to its amplicon BC signature using the designated primer pair.

doi:10.1371/journal.pone.0013293.g003

cleotide Ligation and Detection (SOLIDTM) [39,40]. The 454
GS-FLX system specifications states that it can sequence an
average of 100 million DNA bases in a 7.5-h run, with an average
read lengths of 250 bases (http://www.454.com). However, it does
not allow the in-depth coverage and massive parallel sequencing
provided by Illumina (http://www.illumina.com) or SOLIDTM
(http://solid.appliedbiosystems.com) systems, respectively. Of note
the latter two technologies have the limitation of providing only
short sequence reads of 35-50 bases and a complete run takes ~3—
5 days [39,40]. All of the above mentioned technologies are of
high throughput nature, and in some applications two or more of
them were combined for more efficiency and accuracy [39].

The RT-PCR/ESI-MS is based on the use of neural network
analysis to compare newly generated BC signatures to those of
viruses already in a reference database. It is important to highlight
that final identification of any virus (e.g. strain name, subtype,
host, etc...) depends on the information contained in this reference
database. The assay generates BC signatures for the sample tested;
however, the other virus identifiers are determined based on
comparison to virus sequences (generated outside the RT-PCR/
ESI-MS assay) and other virus attributes (such as host, clade,
etc...), in the database. It is also important to note that for the RT-
PCR/ESI-MS assay to provide the most accurate and up-to-date
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results, the reference database must be continuously updated with
new virus sequences and relevant strain information. The present
study has contributed to the enrichment of the database with the
addition of the new viruses’ BC signatures and genomic prints.
Noteworthy, neural network-based analyses, such as the one
employed in the RT-PCR/ESI-MS, are often biased by their
database content. For instance the number of genomic prints and/
or BC signatures as well as the source of these signatures, how well
up-to-date are the references in the databases...etc, and gene
sequencing combined phylogenetic analyses still provides the most
complete answer among currently available influenza surveillance
tools.

Given the high throughput nature of the RT-PCR/ESI-MS
assay and its ability to differentiate between HINIpdm and
seasonal viruses, it has become a useful tool for monitoring
genome reassortments in these viruses.

The Influenza kit in its current format is not a diagnostic tool;
however there are ongoing efforts to explore the usefulness of the
assay for clinical applications. Primers for amplification of the two
genes encoding the surface antigens (HA and NA) are not included
in the current kit. The HA and NA subtypes are only inferred from
the results of the “core” genes analysis. Such conclusions may be
accurate only with stable subtypes of influenza that are not
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Table 2. |dentification of unique genomic prints in H3N2 viruses circulating during the 2006-07 influenza season and their
correlation with genome sequencing and M2 susceptibility data.

Strain Designation Genomic prints Genome sequencing lineages M2- blockers susceptibility*
A/Wisconsin/02/2007 AEEFAA B- (Nepal/921/2006-like) S

A/Nepal/921/2006 CEEFAA B- (Nepal/921/2006-like) S

A/Bangladesh/1999/2006 GEBFAA B- (Nepal/921/2006-like) S

A/Indiana/03/2007 CDEFAA B- (Nepal/921/2006-like) S

A/Lyon/10/2006 CEAFAA B- (Nepal/921/2006-like) S

A/Korea/7212/2007 AADFAA A- (Nepal/921/2006-N144D-like) R

A/Korea/7210/2007 AABFAA A- (Nepal/921/2006-N144D-like) R

A/Japan/7288/2007 CADFAA A- (Nepal/921/2006-N144D-like) R

A/Incheon/701/2006 ACDFAA A- (Nepal/921/2006-N144D-like) R

A/Wisconsin/43/2006 AEJBAA C-(Brisbane/09/2006-like) S

A/Bordeaux/1276/2006 ECJBAA C-(Brisbane/09/2006-like) S

A/Lyon/CHU/52.58/2006 CCJBAA C-(Brisbane/09/2006-like) S

A/Daejeon/690/2006 ACJFAA C-(Brisbane/09/2006-like) S

A/New Mexico/02/2007 CCLFAA D-(Brisbane/10/2007-like) R

A/ldaho/03/2007 CCDFAA D-(Brisbane/10/2007-like) R

A/Kentucky/3e/2006 CEDBAA N-lineage R

A/Venezuela/6971e/2005 ACBBAA N-lineage R

A/Omsk/32/2004* AABNAA Pre-N-lineage R

A/Fujian/41 1/2002% HADFAA Pre-N-lineage S

A/Wuhan/396/2001* AADBAA Pre-N-lineage R

The six letters in the genomic prints for each virus refer to different BC signatures determined based on the six targets. (e.g. A/Wisconsin/02/2007 has BC signature for
PB1 that was designated A, BC signatures at NP and M1 were each designated E, its BC signature at PA was named F, and the BC signatures at NS1, and NS2, were each
designated A).

*Viruses were collected prior to 2005 and were used as reference viruses.

*S: sensitive; R: resistant.

doi:10.1371/journal.pone.0013293.t002

involved in reassortment. Therefore inference of the NA and HA
subtypes based on the genomic prints, limited to ‘core’ genes,
should be done with great caution. Notable to the current

Influenza kit is its failure to include the influenza A PB2 gene
segment. As such, the current assay would not identify an
emerging virus that contains a PB2 gene acquired through

Virus analyzed Identified marching virus PB1* NP M1 PA NS1 NS2 Clade
A/North Carolina/01/2009 A/South Dakota/06/2007 A32G33C27736 | A33G23C217T24 | A24 G27C26T28 | A36G26C28T22 | A36G33C22T28 | A33G28CI8T26 | 28
A/Arkansas/01/2009 A/South Dakota/06/2007 A32G33C27736 | A33G23C217T24 | A24 G27 C26T28 | A36G26C28T22 | A36G33C22T28 | A33G28C18T26 | 28

A/Indiana/04/2009 A/South Dakota/06/2007 A32 G33 C27 T36 A33 G23 C21T24 | A24 G27 C26T28 | A36 G26 C28T22 | A36 G33C22T28 | A33 G28 C18 T26 28

A/Indiana/07/2009 A/South Dakota/06/2007 A32 G33 C27 T36

A32 G33 C27 T36

A33 G23 C21 T24
A33 G23 C21T24

A24 G27 C26 T28 | A36 G26 C28 T22

A36 G26 C28 T22

A36 G33 C22T28
A36 G33 C22T28

A33 G28 C18 T26 2B
A33 G28 C18 T26 28

A/Tennessee/04/2009 A/South Dakota/06/2007 A24 G27 C26T28

A/Indiana/08/2009 A/South Dakota/06/2007 A32 G33 C27 T36 A33 G23C21T24 | A24 G27 C26 T28 | A36 G26 C28T22 | A36 G33 C23 727 | A34 G27 C18 T26 28

A/Montana/02/2009 A/south Dakota/06/2007 A32G33C27T36 | A33G23C217T24 | A24 G27C26728 | A36G26 C28T22 | A36G33C22728 | A33G28C18T26 | 28
A/N.-Huimin/1172/2008 A/Colorado/UR06-0053/2007 | a33G32 C27T35 | A33G23C21T24 | A24 G27C27T27 | a35G27 cogT22 | A36G33C22T28 | A33G28CI8T26 | ¢
A/North Carolina /02/2009 | A/Colorado/UR06-0053/2007 | A33G32C27T36 | A33G23C21T24 | A24 G27C27T27 | A35G27C28T22 | A36G33C22T28 | A33G28C18T26 | 2C
A/Yunnan/Mengzi1441/2008 | A/Colorado/UR06-0053/2007 | A33G32C27T36 | A33G23C21T24 | A24 G27C27T27 | A35G27C28T22 | A36G33C22728 | A33G28C18T26 | 2C

A/HongKong/84/2009 A/Colorado/UR06-0053/2007 A33 G32C27T36 A33 G23C21T24 | A24 G27 C27 T27 | A35G27 C28T22 | A36G33C22T28 | A33 G28 C18T26 2C

A/Washington/10/2008 A/Colorado/UR06-0053/2007 A33 G23 C20T25 | A24 G27 C27T27 | A36G26C28T22 | A36G33C22T28 | A33 G28 C18 T26 2C

A33 G32 C26 T37
A31 G34 C27 T36

A/Texas/38/2009 A/South Dakota/06/2007 A33 G23 C21T24 | A24 G27 C26T28 | A36 G26C28T22 | A36G33C22T28 | A33 G28 C18 T26 2B

A/Kentucky/08/2009 A/South Dakota/06/2007 A32 G33 C27 T36 A33 G23C21T24 | A24 G27 C26T28 | A36 G26 C28T22 | A36 G33 C22T28 | A33 G28 C18T26 2B

Figure 4. RT-PCR/ESI-MS assay allows differentiation between the two major seasonal H1N1virus clades 2B and 2C. Fourteen H1N1
viruses with previously known clades (based on phylogenetic data) were blindly tested and the results were analyzed against data base reference
viruses: A/South Dakota/06/2007 and A/Colorado/UR06-0053/2007, of clades 2B and 2C, respectively. Nine of the viruses were identified as clade 2B
and the remaining five as clade 2C, mainly based on the combination of BC signatures of PB1, M1, and PA (highlighted in yellow). The remaining 3
targets (NP, NS1, and NS2) had identical BC signatures in both groups of viruses (highlighted in light green). One or two SNPs were also detected in
two viruses (light blue) but had no effect on clade identification. *The numbers preceded by letters in each box correspond to the base counts
(number A, G, C, and T) determined from the amplicons of the respective target genes.

doi:10.1371/journal.pone.0013293.9g004
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Sample Closest match Subtype PB1 NP M1 PA NS1 NS2
1 A/Colorado/UR06-0053/2007(HIN1) HIN1 A33 G32 €27 136 | A33 G23 C21T24 | A24 G27 €26 T28 | A35 G27 €28 T22 | A36 G33 C22 T28 | A33 G28 C18 T26
2 AfTexas/57/2009 (HIN2)<lades 28/2C reassortant HIN1 A32G33 €27 736 | a33 23 c21T24 | A25 G26 €27 T27 | A36 G26 C28 T22 | A36 G33 C22T28 | A33 G28 C18T26
3 A/South Dakota/06/2007 (HIN1)<lade 28 HIN1 A32 G33 €27 T36 | a33 G23 c21T24 | A24 G27 €26 T28 | A36 G26 C28 T22 | A36 G33 C22T28 | A33 G28 C18 126
< A/South Dakota/06/2007 (HIN1)<lade 28 HIN1 A32G33C27T36 | a33G23 c21T24 | A24 G27 €26 T28 | A36 G26 C28 T22 | A36 G33 C22T28 | A33 G28 C18 126
s A/South Dakota/06/2007 (HIN1)<lade 28 HIN1 A32G33C27T36 | a33G23 c21T24 | A24 G27 C26 T28 | A36 G26 C28 T22 | A36 G33 C22T28 | A33 G28 C18T26
3 AfSouth Dakota/06/2007 (H1N1)<lade 28 HIN1 A32G33 C27 736 | a33 G23 21 T24 | A24 G27 C26 T28 | A36 G26 C28 T22 | A36 G33 C22T28 | A33 G28 C18T26
7 A/South Dakota/06/2007 (HIN1)<lade 28 HIN1 A32 G33 €27 T36 | a33 G23 c21T24 | A24 G27 €26 T28 | A36 G26 C28 T22 | A36 G33 C22T28 | A33 G28 C18 126
8 A/Texas/57/2009 (H1N1)<lades 28/2C reassortant HIN1 A32 G33 C27T36 | a33G23 21724 | A24 G27 €27 T27 | A36 G26 C28 T22 | A36 G33 C22 T28 | A33 G28 C18T26
9 AfTexas/57/2009 (H1N1)<lades 28/2C reassortant HIN1 A32G33 C27 736 | a33 23 c21T24 | A24 G27 €27 T27 | A36 G26 C28 T22 | A36 G33 C22T28 | A33 G28 C18T26
10 AfTexas/57/2009 (H1N1)<lades 28/2C reassortant HIN1 A32 G33 C27 736 | a33 G23 21 T24 | A24 G27 €27 T27 | A36 G26 C28 T22 | A36 G33 C22 728 | A33 G28 C18 726
11 A/Texas/57/2009 (H1N1)<lades 28/2C reassortant HIN1 A32 G33C27 736 | a33G23 c21 724 | A24 G27 €27 T27 | A36 G26 C28 T22 | A36 G33 C22 T28 | A33 G28 C18T26
12 A/South Dakota/06/2007 (HIN1)<lade 28 HIN1 A32G33C27T36 | a33G23 c21T24 | A24 G27 €26 T28 | A36 G26 €28 T22 | A36 G33 C22T28 | A33 G28 C18 126
13 A/South Dakota/06/2007 (HIN1)<lade 28 HIN1 A32G33 €27 736 | a33 23 21724 | A24 G27 C26 T28 | A36 G26 C28 T22 | A36 G33 C22T28 | A33 G28 C18T26
14 AjSouth Dakota/06/2007 (H1N1)<lade 28 HIN1 A32 G33 C26 T37 | a33 G23 c21 T24 | A28 G27 C26 T28 | A36 G26 C28 T22 | A36 G33 C22T28 | A33 G28 C18T26
15 AfTexas/57/2009 (H1N1)<lades 2B/2C reassortant HIN1 A32G33 C27 136 | a33 23 c21 T2 | A24 G27 €27 T27 | A36 G26 C28 T22 | A36 G33 C22T28 | A33 G28 C18T26
16 AfTexas/57/2009 (H1N1)<lades 28/2C reassortant HIN1 A32G33C27 736 | a33 23 c21 724 | A24 G27 €27 T27 | A36 G26 C28 T22 | A36 G33 C22T28 | A33 G28 C18T26
17 AfTexas/57/2009 (H1N1)<lades 28/2C reassortant HIN1 A32 G33 C27 736 | a33 G23 c21T24 | A24 G27 €27 T27 | A36 G26 C28 T22 | A36 G33 C22 728 | A33 G28 C18 726
18 A/South Dakota/06/2007 (HIN1)<lade 28 HIN1 A32G33C27T36 | a3s 22 c21T24 | A24 G27 C26 T28 | A36 G26 C28 T22 | A36 G33 C22T28 | A33 G28 C18 126
19 AfSouth Dakota/06/2007 (HIN1)<lade 28 HINL A32G33C27T36 | 33 G23 c21 T24 | A24 G27 C26 T28 | A36 G26 C28 T22 | A36 G33 C22T28 | A33 G28 C18T26
20 A/South Dakota/06/2007 (HIN1)<lade 28 HIN1 A32G33C27 736 | a33 G23 c21T24 | A24 G27 €26 T28 | A36 G26 €28 T22 | A36 G33 C22T28 | A33 G28 C18 126
21 A/South Dakota/06/2007 (HIN1)<lade 28 HIN1 A32G33 C26 T37 | a33 G23 c21T24 | A24 G27 €26 T28 | A36 G26 C28 T22 | A36 G33 C22T28 | A33 G28 C18 126
22 A/South Dakota/06/2007 (HIN1)<lade 28 HIN1 A32G33C27T36 | a33G23 c21 724 | A24G27 C26 T28 | A36 G26 C28 T22 | A36 G33 C22T28 | A33 G28 C18T26
23 A/South Dakota/06/2007 (HIN1)<lade 28 HIN1 - A33 G23 €21 T24 | A24 G27 C26 T28 | A36 G26 C28 T22 | A36 G33 C22T28 | A33 G28 C18T26

Figure 5. Detection of intra-subtype reassortment among seasonal H1N1 viruses using the RT-PCR/ESI-MS assy. A set of 23 viruses
with unusual drug resistance profiles (resistant to both oseltamivir and the adamantanes) were analyzed; fourteen (14) of them showed genomic
prints identical to the prototype clade 2B virus, A/South Dakota/06/2007 (green highlight), based on all six targets, with the exception of three viruses
that had single SNPs each in the PB1 amplicon (two) and the NP (one) (light purple). Sample 23 did not amplify with the PB1 target. Seven viruses had
five BC signatures (from PB1, NP, PA, NS1, and NS2) matching the clade 2B virus, while their M1 BC signature was typical of clade 2C virus, A/
Colorado/UR06-0053/2007 (light yellow). Two viruses had genomic prints uncharacteristic of either clade 2B or clade 2C (samples 1 and 2). The
numbers preceded by letters in each box correspond to the base counts (number A, G, C, and T) determined from the amplicons of the respective

target genes.
doi:10.1371/journal.pone.0013293.9005

reassortment. Addition of primers targeting these genes could
greatly improve the assay, even if this would require designing
assays that are subtype specific and/or are aimed at addressing
specific issues, such as monitoring the possibility of reassortment
between the pandemic viruses and H5N1 viruses.

Of importance is the fact that the RT-PCR/ESI-MS can be
used for testing clinical specimens directly and does not require
virus culturing; and therefore can be time and cost effective.

The RT-PCR/ESI-MS assay demonstrated its usefulness in
performing initial screening of a large number of H3N2 viruses
and grouping them in accordance with their molecular signatures
thus saving time and resources.

The RT-PCR/ESI-MS assay also demonstrated its ability to
identify and distinguish seasonal HIN1 viruses of various genetic
groups (clades). This information could be valuable in monitoring
for reassortment between viruses from different genetic lineages
within the same subtype. It is important to note that such intra-
subtype reassortments have resulted in the emergence and limited
spread of viruses dually resistant to both the NA inhibitor
oseltamivir and the adamantanes [30,31]. The possibility of
reassortment between oseltamivir-resistant HINI seasonal and
HINI1pdm viruses is an obvious concern.

Our data demonstrate the ability of the RT-PCR/ESI-MS to
detect and identify dually resistant viruses of seasonal HINI that
appeared as a result of reassortment between clade 2B (oseltamivir
resistant) and clade 2C (adamantane resistant) lineages of seasonal
HINT viruses. It is important to emphasize, however, that in some
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rare cases, occurrence of new mutations in the region targeted for
M1 primers could change the BC signature and complicate
discrimination between clades 2C and 2B.

In addition to monitoring the pandemic and seasonal influenza
viruses, the RT-PCR/ESI-MS assay could be useful in identifying
and differentiating LAIV from infections with wild type viruses.
Furthermore, the assay has proven its capacity to detect mixed
infections of different types/subtypes of viruses ([25], Deyde et al.,
2009 unpublished data).

Our data demonstrate that the RT-PCR/ESI-MS assay is a
valuable tool for detecting emerging viruses, for large scale
screening for genome variants, and in monitoring for reassortment
events with the caveat that additional targets (to include all eight
influenza segments) should be added to the assay. Finally, the assay
could be greatly improved by using two primer sets for each
segment. This would reduce the influence of SNPs occurring in
one of the targets on the same segment, and strengthen the
identification capability of the influenza RT-PCR/ESI-MS assay.

Materials and Methods

Viruses

Clinical specimens (throat swabs, nasal swabs and washes,
nasopharyngeal swabs, blood, sputum) and viral isolates submitted
to CDC as part of the Global Influenza Surveillance Network
activities from various regions of the world were used for RNA
extraction and randomly selected for analysis using RT-PCR/ESI-
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MS assay. The identified viruses included HINIpdm (n=277),
seasonal influenza HINI (n=302), H3N2 (n=171), as well as
triple reassortant swine viruses (n= 7) isolated from humans.
Reference viruses with full genome sequences available in the
public domain were used for RT-PCR/ESI-MS assay results
comparison and identification; and they included: A/South
Dakota/06/2007 (seasonal HINI, clade 2B), A/Colorado/
URO06-0053/2007 (seasonal HINI1, clade 2C), A/Texas/57/
2009 (seasonal HIN1-clades 2B and 2C reassortant virus), A/
Brisbane/10/2007 (H3N2), A/Ohio/01/2007 (triple reassortant
swine HINI), A/Michigan/09/2007 (triple reassortant swine
HIN2), and A/California/04/2009 (HINIpdm virus). B/Flor-
ida/04/2006 was also used as a reference virus in case type B
viruses were present among the samples tested, a consequence of
virus mistyping or mixture. A/Ann Arbor/6/60 (H2N2) and B/
Ann Arbor/1/66 viruses were used as reference viruses for LATV
strains.

Genomic prints of these viruses were determined based on their
known genetic sequences and were used as references in the
database.

Ethics Statement

The Global Influenza Surveillance Network is public health
surveillance, not human subjects’ research. Therefore, evaluation
of left-over surveillance specimens did not require IRB review or
informed consent.

Viral RNA isolation

RNAs were extracted using either MagINA Pure Compact RNA
1solation kit, MagNA Pure LC total nucleic acid kit or MagNA
Pure LC 2.0 RNA isolation kit (Roche, Indianapolis, IN). The
viruses tested were initially characterized by rRT-PCR and/or
hemagglutination inhibition (HI) tests at the Influenza Division,
CDC.

RT-PCR/ESI-MS assay

In brief, based upon analysis of multiple influenza sequence
alignments, pan-influenza virus RT-PCR  primer sets were
developed to generate information-rich sequences as previously
detailed [25]. An influenza assay (Cat #03N39-01, Abbott
Molecular, Des Plaines, IL) was then designed, consisting of eight
primer pairs, including one pan-influenza primer pair targeting
the PB1 segment, five pan-influenza A primer pairs targeting NP,
M1, PA and NS (NS1 and NS2 genes), and two pan-influenza B
primer pairs targeting NP and PB2 gene segments. All primers
used in this study had a thymine nucleotide at the 5'-end to
minimize addition of non-templated adenosines during amplifica-
tion using Taq polymerase [41]. The sensitivity of each RT-PCR
primer pair was determined using known quantities of a synthetic
calibrant RNA template as described previously [42].

One-step RT-PCR was performed as previously described [25].
Following amplification and product purification, molecular
masses and base counts of amplicons were determined, using the
T5000 platform, as previously described in detail [25,42-45].
Semi-quantitative results of viral RNA genome copy numbers
were obtained by comparing the peak heights with an internal
PCR calibration standard present in every PCR well at 100
molecules [43].

Limit of detection (LoD) studies on the HINTpdm
specimens

To determine the overall limit of detection of the RT-PCR/
ESI-MS assay from nucleic acid extraction to data analysis, two
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different extraction methods with spikes of the HINIpdm virus,
A/California/04/2009, in two different matrices, nasal swab and
nasal wash, were used to establish the LoD. Ten serial dilutions of
the pandemic strain were prepared in the two matrices. RNA from
each diluted sample was independently extracted using the
Ambion MagMax® Viral RNA Isolation kit (Applied Biosys-
tems/Ambion, Austin, TX) and using the Qiagen QIAamp®
MinElute Virus Spin kit (Valencia, CA). Extracted RNA was
added to the RT-PCR/ESI-MS assay kit and the plates were
thermocycled on the Eppendorf Master cycler (Hauppauge, NY).
The amplicons were then tested on the T5000 machine (Ibis/
Abbott, Des Plaines, IL). The LoD was calculated to determine the
lowest detectable concentration range of influenza virus at which
=95% of all replicates across extraction methods tested positive. A
positive result was defined as the detection of at least five of the six
amplicons whose BC signatures match the HI1Nlpdm strain,
resulting in the T5000’s call of the pandemic virus.

Supporting Information

Figure S1 RT-PCR/ESI-MS identified initial HIN1pdm strain
as unusual virus with genome components of swine, human, and
avian origin.

Found at: doi:10.1371/journal.pone.0013293.5001 (2.09 MB TTF)

Figure S2 Limit of detection (LoD) studies on the HINIpdm

specimens.
Found at: doi:10.1371/journal.pone.0013293.5002 (0.72 MB TTF)

Figure 83 Results of RT-PCR/ESI-MS analysis of an
HINIlpdm LAIV case.

Found at: doi:10.1371/journal.pone.0013293.5003 (0.40 MB TIF)

Table S1 Distribution of influenza A viruses analyzed in this
study based on subtype and collection period.

Found at: doi:10.1371/journal.pone.0013293.5004 (0.03 MB
DOC)

Table 82 Analytical Limits of Detection (LoD).To assess and
determine the limit of the detection of the RT-PCR/ESI-MS
assay, analytical limits of detection studies (see Materials and
Methods) were performed using the 2009 HINIpdm strain. The
results showed that the lowest detectable concentrations of
influenza virus varied from 7.0x101 TCID50/ml to 2.11x102
TCID50/ml, depending on the matrix used: nasal swab or nasal
wash (Table S2). It should be noted that these viral copy numbers
determined by TCID50s may over look presence of defective
mterfering (DI) particles and therefore the lowest detectable
number of molecules could be higher. Analysis of sensitivity of the
assay based on viral copy numbers revealed that the LoD of the
assay was 31 and 62 genome copies, from the nasal swab and nasal
wash, respectively, using the Ambion MagMax®Viral RNA
Isolation kit. The same analysis using the Qiagen QIAamp®
MinElute Virus Spin kit showed the LoD of the assay was 125 and
62 viral copy numbers, from the from the nasal swab and nasal
wash, respectively. Of note, the limit of detection here (the
numbers) is considered only if all primers generated PCR products
and BC signatures in the assay. Reference: Teresa Zembower,
Varough Deyde, Larisa Gubareva, Alexander Klimov, Sudhir
Penugonda, Kevin Kunstman, Maureen Bolon, David Dittman,
Lawrence Blyn, David Ecker, Steven Wolinsky, Rangarajan
Sampath. PCR/ESI-MS Approach for High-Throughput Identi-
fication of 2009 Pandemic Influenza A Viruses. 49th Interscience
Conference on Antimicrobial Agents and Chemotherapy
(ICAAC), San Francisco, California, September 12 - 15, 2009
Found at: doi:10.1371/journal.pone.0013293.5005 (0.04 MB
DOC)

October 2010 | Volume 5 | Issue 10 | 13293



Acknowledgments

We are grateful to Dr. Steve Lindstrom from the Influenza Division,
Centers for Disease Control and Prevention, for sharing RNA from some
of the clinical specimens; and Dr. Michael Shaw from the Influenza
Division, Centers for Disease Control and Prevention, for critical review of
the manuscript. We thank the Influenza Sequencing Activity, Influenza
Division, Centers for Disease Control and Prevention, for sharing the
genetic data; the U.S. State Laboratories and National, Influenza Centers,
the WHO Collaborating Centers and Global Influenza Surveillance
Network (GISN) for submitting their specimens for testing. We thank
members of the Virus Surveillance and Diagnosis Branch, Influenza

References

1. Nelson MI, Holmes EC (2007) The evolution of epidemic influenza. Nat Rev
Genet 2007 8(3): 196-205.

2. Chen W, Calvo PA, Malide D, Gibbs J, Schubert U, et al. (2001) A novel
influenza A virus mitochondrial protein that induces cell death. Nat Med 7(12):
1306-12.

3. Das K, Aramini JM, Ma LC, Krug RM, Arnold E (2010) Structures of influenza
A proteins and insights into antiviral drug targets. Nat Struc Mol Biol 17(5):
530-8.

4. Fitch WM, Leiter JM, Li XQ, Palese P (1991) Positive Darwinian evolution in

human influenza A viruses. Proc Natl Acad Sci USA 88(10): 4270-4274.

. Fitch WM, Bush RM, Bender CA, Cox NJ (1997) Long term trends in the
evolution of H(3) HA1 human influenza type A. Proc Natl Acad Sci USA 94(15):
7712-7718.

6. Treanor J (2004) Influenza vaccine--outmaneuvering antigenic shift and drift.

N Engl ] Med 350(3): 218-220.

7. Nelson MI, Viboud C, Simonsen L, Bennett RT, Griesemer SB, et al. (2008)
Multiple reassortment events in the evolutionary history of HINI influenza A
virus since 1918. PLoS Pathog 4(2): ¢1000012.

8. Holmes EC, Ghedin E, Miller N, Taylor J, Bao Y, et al. (2005) Whole-genome
analysis of human influenza A virus reveals multiple persistent lineages and
reassortment among recent H3N2 viruses. PLoS Biol 3(9): ¢300.

9. Nelson MI, Edelman L, Spiro DJ, Boyne AR, Bera J, et al. (2008) Molecular

epidemiology of A/H3N2 and A/HINT influenza virus during a single epidemic

season in the United States. PLoS Pathog 4(8): e1000133.

Simonsen L, Viboud C, Grenfell BT, Dushoff J, Jennings L, et al. (2007) The

genesis and spread of reassortment human influenza A/H3N2 viruses conferring

adamantane resistance. Mol Biol Evol 24(8): 1811-1820.

. Furuse Y, Suzuki A, Kamigaki T, Shimizu M, Fuji N, et al. (2009) Reversion of
influenza A (H3N2) virus from amantadine resistant to amantadine sensitive by
further reassortment in Japan during the 2006-to-2007 influenza season. J Clin
Microbiol 47(3): 841-844.

. Deyde V, Garten R, Sheu T, Smith C, Myrick A, et al. (2009) Genomic events
underlying the changes in adamantane resistance among influenza A(H3NZ2)
viruses during 2006-2008. Influenza Other Respi Viruses 3(6): 297-314.

. Chen Z, Wang W, Zhou H, Suguitan AL, Jr., Shambaugh C, et al. (2010)
Generation of live attenuated novel influenza virus A/California/7/09 (HINT)
vaccines with high yield in embryonated chicken eggs. J Virol 84(1): 44-51.

. Dawood FS, Jain S, Finelli L, Shaw MW, Lindstrom S, et al. (2009) Emergence
of a novel swine-origin influenza A (HIN1) virus in humans. N Engl J] Med
360(25): 2605-2615.

15. Shinde V, Bridges CB, Uycki TM, Shu B, Balish A, et al. (2009) Triple-
reassortant swine influenza A (H1) in humans in the United States, 2005-2009.
N Engl ] Med 360(25): 2616-2625.

. Garten RJ, Davis CT, Russell CA, Shu B, Lindstrom S, et al. (2009) Antigenic
and genctic characteristics of swine-origin 2009 A(HINI) influenza viruses
circulating in humans. Science 325(5937): 197-201.

. Centers for Disease Control and Prevention (CDC) (2009) Swine Influenza A
(HINI1) Infection in Two Children --- Southern California, March—-April.
MMWR Morb Mortal Wkly Rep 2009 58(15): 400-402.

. Julkunen I, Pyhala R, Hovi T (1985) Enzyme immunoassay, complement
fixation and hemagglutination inhibition tests in the diagnosis of influenza A and
B virus infections. Purified hemagglutinin in subtype-specific diagnosis. J Virol
Methods 10(1): 75-84.

. Ruest A, Michaud S, Deslandes S, Frost EH (2003) Comparison of the
Directigen flu A+B test, the QuickVue influenza test, and clinical case definition
to viral culture and reverse transcription-PCR for rapid diagnosis of influenza
virus infection. J Clin Microbiol 41(8): 3487-3493.

. van Elden L], van Essen GA, Boucher CA, Van Loon AM, Nijhuis M, et al.
(2001) Clinical diagnosis of influenza virus infection: evaluation of diagnostic
tools in general practice. Br J Gen Pract 51(469): 630-634.

. van Elden IJ, Nijhuis M, Schipper P, Schuurman R, Van Loon AM (2001)

Simultaneous detection of influenza viruses A and B using real-time quantitative

PCR. J Clin Microbiol 39(1): 196-200.

Wright KE, Wilson GA, Novosad D, Dimock C, Tan D, et al. (1995) Typing

and subtyping of influenza viruses in clinical samples by PCR. J Clin Microbiol

33(5): 1180-1184.

o

22.

@ PLoS ONE | www.plosone.org

10

RT-PCR/ESI-MS for Influenza

Division, Centers for Disease Control and Prevention, for virus
propagation and RINA extractions.

Author Contributions

Conceived and designed the experiments: VMD RS RG CM JP AIK
LVG. Performed the experiments: RS PJB CAM CM HM PS MSR LVG.
Analyzed the data: VMD RS RG PJB CAM HM PS MSR LVG.
Contributed reagents/materials/analysis tools: RS PJB CAM CM HM PS
MSR JP AIK. Wrote the paper: VMD RS RG PJB CAM CM HM PS
MSR JP AIK LVG.

Schweiger B, Zadow I, Heckler R, Timm H, Pauli G (2000) Application of a
fluorogenic PCR assay for typing and subtyping of influenza viruses in
respiratory samples. J Clin Microbiol 38(4): 1552-1558.

. World Health Organization (2002) Manual on Animal Influenza Diagnosis and

Surveillance. WHO/CDS/CSR/NCS/2002.5.

Sampath R, Russell KL, Massire C, Eshoo MW, Harpin V, et al. (2007) Global

surveillance of emerging Influenza virus genotypes by mass spectrometry. PLoS

ONE 2(5): ¢489.

Khiabanian H, Trifonov V, Rabadan R (2009) Reassortment patterns in Swine

influenza viruses. PLoS One 4(10): €736625.

Ecker DJ, Massire C, Blyn LB, Hofstadler SA, Hannis JC, et al. (2009)

Molecular genotyping of microbes by multilocus PCR and mass spectrometry: a

new tool for hospital infection control and public health surveillance. Methods

Mol Biol 551: 71-87.

Sampath R, Hall TA, Massire C, Li F, Blyn LB, et al. (2007) Rapid identification

of emerging infectious agents using PCR and electrospray ionization mass

spectrometry. Ann N'Y Acad Sci 1102: 109-120.

Faix DJ, Sherman SS, Waterman SH (2009) Rapid-test sensitivity for novel

swine-origin influenza A (HINI1) virus in humans. N Engl J Med 361(7):

728-729.29.

. Cheng PK, Leung TW, Ho EC, Leung PC, Ng AY, et al. (2009) Oseltamivir-

and amantadine-resistant influenza viruses A (HIN1). Emerg Infect Dis 15(6):

966-968.

Cheng PK, To AP, Leung TW, Leung PC, Lee CW, et al. (2010) Oseltamivir-

and amantadine-resistant influenza virus A (HINI1). Emerg Infect Dis 16(1):

155-156.

Sheu TG, Fry AM, Garten RJ, Deyde VM, Shwe T, et al. (2010) Dual

Resistance to Adamantanes and Oseltamivir Among Seasonal Influenza A

(HINT) Viruses: 2008-2010. J Infec Dis. (In press).

Maynard A, Bloor K (2009) The economic impact of pandemic influenza. BMJ

339: b4888.

Smith GJ, Vijaykrishna D, Bahl J, Lycett SJ, Worobey M, et al. (2009) Origins

and evolutionary genomics of the 2009 swine-origin HINI influenza A

epidemic. Nature 459(7250): 1122-1125.

Stupar RM, Springer NM (2006) Cis-transcriptional variation in maize inbred

lines B73 and Mol7 leads to additive expression patterns in the F-1 hybrid.

Genetics 173: 2199-2210.

. Ellegren H (2008) Sequencing goes 454 and takes large-scale genomics into the
wild. Molecular Ecology 17: 1629-1631.

. Hudson ME (2008) Sequencing breakthroughs for genomic ecology and

evolutionary biology. Molecular Ecology Resources 8: 3-17.

Gabriel S, Ziaugra L, Tabbaa D (2009) SNP genotyping using the Sequenom

MassARRAY iPLEX platform. Current Protocols in Human Genetics 60:

2.12.11-12.12.18.

Buggs RJ, Chamala S, Wu W, Gao L, May GD, et al. (2010) Characterization of

duplicate gene evolution in the recent natural allopolyploid Tragopogon

miscellus by next-generation sequencing and Sequenom iPLEX MassARRAY

genotyping. Mol Ecol Suppl 1: 132-46.

Shendure J, Porreca GJ, Reppas NB, Lin XX, McCutcheon JP, et al. (2005)

Accurate multiplex polony sequencing of an evolved bacterial genome. Science

309: 1728-1732.

Brownstein MJ, Carpten JD, Smith JR (1996) Modulation of non-templated

nucleotide addition by Taq DNA polymerase: primer modifications that

facilitate genotyping. Biotechniques 20(6): 1004-1010.

Hofstadler SA, Sannes-Lowery KA, Hannis JC (2005) Analysis of nucleic acids

by FTICR MS. Mass Spectrom Rev 24(2): 265-285.

. Jiang Y, Hofstadler SA (2003) A highly efficient and automated method of
purifying and desalting PCR products for analysis by electrospray ionization
mass spectrometry. Anal Biochem 316(1): 50-57.

26.

27.

28.

29.

31.

32.

33.

39.

40.

41.

42.

44. Hofstadler SA, Sampath R, Blyn LB, Eshoo MW, Hall TA, et al. (2005) TIGER:
the universal biosensor. Inter J Mass Spectrom 242: 23-41.
45. Muddiman DC, Anderson GA, Hofstadler SA, Smith RD (1997) Length and

base composition of PCR-amplified nucleic acids using mass measurements from
electrospray ionization mass spectrometry. Anal Chem 69(8): 1543-1549.

October 2010 | Volume 5 | Issue 10 | 13293




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


