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High-throughput multiplex assays for respiratory viruses are an important step forward in diagnostic
virology. We compared one such assay, the PLx Multi-Code Respiratory Virus Panel (PLx-RVP), manufactured
by Eragen Biosciences, Inc. (Madison, WI), with conventional virologic testing, consisting of fluorescent-
antibody staining plus testing with the R-mix system and fibroblast tube cultures. The test set consisted of 410
archived respiratory specimens, mostly nasopharyngeal swabs, including 210 that had been positive by con-
ventional testing for a balanced selection of common respiratory viruses. Specimens yielding discrepant results
were evaluated using a panel of respiratory virus PCR assays developed, characterized, and validated with
clinical specimens. PLx-RVP increased the total rate of detection of viruses by 35.8%, and there was a 25.7%
increase in the rate of detection of positive specimens. Reference PCR assay results corroborated the PLx-RVP
result for 54 (82%) of 66 discrepancies with conventional testing. Of the 12 specimens with discrepancies
between PLx-RVp and the reference PCRs, 6 were positive for rhinovirus by PLx-RVP and the presence of
rhinovirus was confirmed by nucleotide sequencing. The remaining six specimens included five in which the
PLx-RVP failed to detect parainfluenza virus and one in which the detection of influenza A virus by PLx-RVP
could not be confirmed by the reference PCR. Taking the results of the reference PCR assay results into
account, the sensitivities of the PLx-RVP for individual viruses ranged from 94 to 100% and the specificities
ranged from 99 to 100%. We conclude that PLx-RVP is a highly accurate system for the detection of respiratory
viruses and significantly improves the rate of detection of these viruses compared to that by conventional

virologic testing.

The rapid and accurate detection of respiratory viruses is
clinically important. Potential advantages of specific viral de-
tection include obtaining prognostic information, limiting ad-
ditional diagnostic testing, instituting appropriate infection
control precautions, and limiting unnecessary antibiotic usage.
The use of respiratory specimens for this purpose is chal-
lenging because of the broad range of pathogens that may be
present. This task is becoming even more complicated with
the recent discoveries of several new viruses in respiratory
tract samples, including human metapneumovirus (MPV)
(19), coronaviruses (CoVs) NL63 (4, 20) and HKU1 (23),
human bocavirus (3), and polyomaviruses KI (2) and WU (5).

Molecular methods offer the advantages of rapidity and the
ability to detect viruses regardless of the growth requirements
or the availability of reagents for rapid diagnostic testing. An
exciting recent advance is the development of multiplex mo-
lecular assays that allow the simultaneous detection of multiple
targets in the same reaction (12, 13, 15, 16). One such test is
the XTAG Respiratory Virus Panel, produced by Luminex Mo-
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lecular Diagnostics (Toronto, ON, Canada). This test, which
uses the Luminex-100 or -200 flow cell instrument (12), has
been cleared by the Food and Drug Administration for use in
the United States for the simultaneous detection and identifi-
cation of multiple respiratory viruses from nasopharyngeal
swab specimens from individuals with suspected respiratory
tract infection. In the present study, we have evaluated a dif-
ferent respiratory multiplex PCR test, the PLx MultiCode Re-
spiratory Virus Panel (PLx-RVP), manufactured by Eragen
Biosciences, Inc. (Madison, WI). Two important characteris-
tics of the evaluation are, first, that we have included substan-
tial numbers of specimens containing each of the common
respiratory viruses detected by the test and, second, that we
have designed and validated PCR assays to detect each of the
respiratory viruses and used these assays to resolve discrepan-
cies between the results of conventional testing (fluorescent-
antibody [FA] staining and culture) and PLx-RVP.

MATERIALS AND METHODS

Specimens. The specimens used to evaluate the PLx-RVP were selected from
samples submitted for respiratory virus detection to the Virology Laboratory
(VL) at St. Louis Children’s Hospital (SLCH). All types of respiratory specimens
were included, with the majority being nasopharyngeal swabs. Specimens were
mostly collected during the time period from October 2004 to May 2006, al-
though in some cases it was necessary to collect samples outside this time period
to achieve the desired number of specimens that had been positive for specific
viruses (see below). Specimens were selected to include 30 that had been positive
by conventional testing (FA staining, when applicable, and culture) in the VL for

SINo7 1S ul AlsiaAlun uolbuiysepn Ag T0Z ‘2T yodre uo /Bio wse waly/:dny wody papeojumoq


http://jcm.asm.org/
http://jcm.asm.org/

J. CLIN. MICROBIOL.

ARENS ET AL.

2388

‘21 =  sewads ‘g = DO saads
‘1T = g sewads ‘p¢ = v saadg

Downloaded from http://jcm.asm.org/ on March 12, 2014 by Washington University in St. Louis

VIOOVIVIOLLODDDOVIOD
GON-LOLODDODIDLOOVI-INVA
DLVOVIOVIOLIOLOOLIDLLOOVVY
LLOLIOVVVLIOOLLYODOLOVIOVID
LIDOLIOVVVLOLLLODOOILODDV
LIOLLLVVVIOLLLODHDDILOIOVID
GONW-1ODVILOVODOIILOID-NVA
ON-LODVIOVODILLOD-INVA
ON-LLVVODLOODLOLODIDD-INVA
ONW-LLOVOOLODIOLODDD-NVA
ON-LLOVOODLODILIODDDID-INVA
OLVOVIOLVOVLIOIDOILOVOIOD

¢ = 4 soads

VOLLLLVLLVODLODOVIOIILOVO

GON-DVOLVVIOOODDOVOLLV-INVA

95¢ ODLLOVOLLOOVVVALVVVOVVOLOVD
LLLODDDOVVILVOVVODODOVYV

OVVOLVOVVOODOVVOHILOLOVOVILD

LLIDOJIOVVIOLVOVVODOHOVY
ON-LOLODVOLLVOLVOVODOV-INVA
ONW-LOIOOVOLLVOLVOVOOVV-INVA

SSPT LVVOVOHDOIOIOLVODVIID
LLLOOLVVLVOVIOLVOVOVOVVIVOOV
LLIDILOVOLOOVOVLVOLIDLILVOLO
OW-ODLLOLLVVOVOOOLVO-INVA
GONW-VLVADOVVOLVVAVOVOOVVD-NVAI
VVVOOVLVLVLVOLLOLVOVVOOVLOVVLVLLV

Quog uojuog
Quag uojuog
ouof uojuog
ouog uoxoy
Quog uoxoH
ouog uoxoy
Quog uoxoy
Quog uoxoH
Quog uoxoy
Quag uoxol
ouog uoxoH
ouod uoxoy

auag urejordoydsoyg

ouag urejordoydsoyg

A £9651Hd U] PV
29014y 6£6STAd 1ud PV
104 T¥8STHd Udd PV
AN 1€ XOH PV

A LVOI X°H PV

A 9VOI X9H PV
agoxd /D/V X°H PV
2qoxd g/g XoH PV

oqoid [¢ xoH pV

2qoxd VO X°H pV
2qoxd TVO X°H PV
104 SYON X°oH PV

PAISOUdVONYIAIH
701dSOUdVOINYAIdH
7104S0UdVOINYAIdH
qzASdVOWTeIed
BIAYVINCAIJH
A VO TAIdH
qzoIdvVOINTeRIRd
01d VO CAIdH
7104 VO ¢AIdH
8AYVOWEAIIH
LAY €+TAIdH
OIIVOIWEAIdH
€9901d ¢+1 AIdH
PI0IVOIWEATIdH

APV

qp pue ep sad&) Ald

7 2dfy AId

857 = ¢ 2df) AId ‘91 = T 2d& Ald VLLOLDDYOOMIDLYONLYVIOLOV ouss €104 €+1 AIdH ¢ pue [ sadf) A1d v
OLOVIVLLIOLVLOVVLLLOLVOOVOOLVLVOL 7-4SYd uopId ueA ASY
gOWN-DV.LLOOVIDLOLVIOOLVLV-INVA 29014 Sy USP[ ueA ASH
aN VOOVOVILLVVVIVOLVVVOOLVOVY Quag N 1-9S¥ U9P[g ueA ASYH (17) g dnoi3 ASY
LVVOLVIOVOOVLLVVLVOLVOVOOLOLL T-VSY Uap[g ueA ASYH
ION-LVO VOOVIVIOVOOIVVIDLYIOVI-INVA 94014 VSY USPIH UBA ASYH
an VVOOVODLVOLOLOLIOVVOLVOV Qudd N 1-VSY USp[H ueA ASY (17) v dnoi3 ASY €
LVOLOOVOOLOOOLLYLLYOD  1€9 2usD N TMH
IONW-LLODOVOLLODVIOIVOILOV-INVA 1d ] gggouan N 1NSH
01> VIDLLOOIOLOOVVOOVILOOD suas N 4 959U N INMH TOMH A©D
VOVVIOLOLOLLYIOVIIDOOIOV A T 198 (%) T8 32 1OIYINO
GON-VOLVOODOVLLLODOLV-INVA aqoxd T 39s ‘() '[e 39 1o1YoNOg
01> LVVVLLVOOLLLLOOVOOVVIOLOL Qudg N 10 T 398 ‘(1) "[B 10 IIYono, (¥) €IN AOD
OVV.LIODIOLIOLLVVOL A9y Quds-N =672 O
OWN-VVVIOOLODLVOLLOLD-INVA aqoxd ouas-N H67z Od
01> DOOLIOLVLLVLLLLLYOOL Quad N 10 duds-N H67C Od 62T AOD
LOLVOLODLOV.LLOVVOD A9y QUdS-N €400 Od
ON-LLOVOOVIIVLYOOLD-INVA 9qo1d 9uds-N €00 Dd
0r> VOODILOLVOOVIVIOLLO Qudd N 104 9uad-N ¢+D0 Od €700 AOD 4
VOVVIOVVYVIOVOOOLLIOL cAoy gnid SO
VOVVIOVVOIOVIOODLLIOL pAY dnld NSO
ION-DDVIOVVOVIDVVVIOD-INVI GO 014 gn[d SO
I LLOOIDOVIDIOLLYVOVIVOVO Qudg XIRIN 105 gn[g YISO (zo) dyur
DOLOVIDIIDIVIILODOVVVD Ay VNI 0X1D/Z1d
ION-LODDVILIDOVILLOIA aqoxd v/ v JuI
S VOIDLOOVILOLODLYVIOVOVY ouad x1e 10§yn] OX[D/24d (z2) vIul I
sardoo jo .%M%mmmwﬂmwwm [eonAjeuy (,€-,¢) oauonbog 1081w} 2qoxd/rouitig swen agoidiwig NMMMM@MMWW@ XN

,sosnaia A1ojerdsar 10y skesse xopdnnuw awn-reoy ‘7 IGV.L


http://jcm.asm.org/
http://jcm.asm.org/

VoL. 48, 2010

MPV-B =9

CATATAAGCATGCTATATTAAAAGAGTCTC

FAM-TGCAATGATGAGGGTGTCA-MGB
FAM-TAATGATGAGGGTGTCACTG-MGB
CCTATTTCTGCAGCATATTTGTAATCAG

NLN2MGB

Reverse

Forward
NLNIMGB

MPV (11)

6

o

—

I

m

Q

o

<

=

Q

O,

w)

g

T\\
O

<3
Q

Q0.8
< O

=

@]

OI
T
=5
o«
O
O
2
o
j@
T
oLO
=200
oUU
8o<x
o2
588
OEO
oLz
2eg
N
+<Et§
Smd
e
O
Z.
n
[TV
o C o
£ 5.8
= S g
e
VOV
[ayayal
QOO0
5
>
&
~

o
Z
=
Z
m
385
ook
<Q<
£35S
Soe
o359
EE
<ES
ogu
<Ok
03
o<
208
O Z =
[
A
o = O
353
ool
<§<ﬁ
o
000
8@
—
[as)]
<
S
Q
o)

“ ND, not determined; NCR, noncoding region.

b The source of the PCR assay is shown by the reference citation. In some instances, the primer and probe sequences listed represent modifications of the published sequences. If no reference citation is provided, the

assay was developed for this study. The BCR/ABL primers and probe are from Asuragen, Inc.

¢ Two clade A viruses were evaluated. The LOD for rhinovirus type 2, the sequence of which matches the sequences of the primers and probes, was two copies. The LOD for rhinovirus type 33, the sequence of which

has one mismatch in the forward primer, was 25 copies.

4 Locked nucleic acid.
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the following viruses: influenza A virus (InfA), influenza B virus (InfB), respi-
ratory syncytial virus (RSV), adenovirus (AdV), and rhinovirus (RV). Because
parainfluenza viruses (PIVs) are not routinely typed in the VL, 60 specimens
positive for PIV were selected to try to achieve representation of each PIV type.
In addition, a total of 198 specimens that had been negative for respiratory
viruses in the VL were included. Nucleic acid extracts were prepared using a
Bio-Robot M48 apparatus with the MagAttract virus mini M48 kit (Qiagen Inc.,
Valencia, CA) from 200-pl aliquots of supernatant prepared from specimen
transport medium, eluted in 100 pl, and stored at —70°C. These extracts were
used in the PLx-RVP and the reference PCR assays developed in our laboratory
(see below).

In addition to the respiratory specimens used to evaluate the PLx-RVP, other
respiratory specimens submitted to the VL were used to validate the respiratory
virus PCR assays developed in our research and development laboratory at
Washington University to serve as reference assays (see below). For those viruses
that are included in the panel of fluorescent-antibody stains used in the VL (InfA
and -B, RSV, PIV types 1 to 3, AdV), validation specimens were selected to
include some that were positive by direct FA staining of the specimen and some
that were negative by FA staining but positive by culture. For influenza virus,
negative specimens included some that had been obtained during the winter and
others that had been obtained during summer months, when no influenza viruses
were detected in the VL. For RV, the specimens selected included some that had
been found to be positive for RV by other molecular assays being evaluated in
the laboratory. The results of previous molecular tests were not known by
personnel performing the validation testing. The human MPV assay was vali-
dated by comparing its results to those obtained with different PCR assays that
had been developed by one of the authors (1). The targets for these assays were
a segment of the N gene of genotype A and a segment of the P gene of genotype
B. The MPV assay was also validated by comparing its results to those of FA
staining performed in the VL using a commercially available fluorescein-labeled
antibody (Diagnostic Hybrids, Athens, OH).

Virology Laboratory procedures. Respiratory specimens submitted to the VL
were processed by low-speed centrifugation. The cell pellet was spotted on glass
microscope slides that were stained using Simulfluor reagents (Diagnostic Hy-
brids) and visualized under a fluorescence microscope to detect InfA and -B,
RSV, PIV types 1 to 3, and AdV. Virus culture was performed using the R-mix
system (Diagnostic Hybrids). The cells were stained approximately 16 and 40 h
after inoculation using the same Simulfluor reagents. In addition, a roller tube of
MRC-5 human fibroblast cells was inoculated and incubated for 10 to 14 days to
detect rhinovirus by the appearance of the characteristic cytopathic effect.

PLx-RVP. The MultiCode-PLx platform, manufactured by Eragen Biosciences,
Inc., utilizes multiplex PCR to amplify target sequences, followed by interroga-
tion of the resulting amplicons via target-specific extension and, finally, solid-
phase hybridization and detection (7). The assay is driven by a proprietary novel
base pair that is used for both site-specific labeling and room temperature
capture of the extension products. The assay is read on the Luminex-100 instru-
ment, and the raw data are analyzed using proprietary software. A positive signal
is typically defined by reporter values that are greater than 6 standard deviations
above the background signals observed when target nucleic acid is absent (see
Table S1 in the supplemental material).

The PLx-RVP detects the presence of nucleic acids from the following viruses:
InfA and -B; RSV types A and B; PIV types 1, 2, 3, 4a, and 4b; RV; human CoVs
0OC43, 229E, and NL63; MPV; and AdV species B, C, and E. The specific
procedures for performing the PLx-RVP have been described previously (13,
15). Testing with the PLx-RVP was performed at the Eragen Biosciences labo-
ratory in Madison, WI, using nucleic acid extracts prepared from specimens at
Washington University, as described above. All Eragen Biosciences personnel
involved in this testing were blinded to the results obtained in the VL. The results
were sent to Washington University for analysis. The PLx-RVP was classified as
being for research use only at the time that testing was performed.

Respiratory virus PCR assays. Because it was anticipated that there might be
discrepancies between the results of PLx-RVP and conventional testing, real-
time PCR assays for each respiratory virus were established to serve as reference
assays for the purpose of adjudicating discrepancies. The primers and probes
used for some of these assays were derived from the literature, and others were
based on analysis of sequences available in public databases. The primer and
probe sequences are shown in Table 1. Most probes included minor groove
binder (MGB) moieties to take advantage of relatively short conserved target
sequences. Primers and probes were ordered from Applied Biosystems (ABI;
Foster City, CA). The samples were initially evaluated in singleplex assays, but as
development progressed, primer/probe sets from the singleplex assays were com-
bined with other primer/probe sets and the samples were tested in multiplex
assays, as shown in Table 1. Validation was performed by use of the same assay
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TABLE 2. Validation of reference real-time respiratory virus PCR assays®

Multiplex assay Virus target(s)

No. of specimens with pos PCR VL result/no. tested (% PCR pos)

FA staining FA staining neg, FA staining neg,

pos culture pos culture neg
1° Influenza A virus 30/30 (100) 30/30 (100) 1/152 (0.7)
1° Influenza B virus 31/31 (100) 27/30 (90) 0/152
3 Respiratory syncytial virus 30/30 (100) 9/9 (100) 6/39 (15)
4 Parainfluenza virus 16/16 (100) 8/11 (73) 0/10
5 Adenovirus 3/3 (100) 26/26 (100) 0/33
6 Human metapneumovirus 16/16 (100) NA° 7/104 (7)°
6 Rhinovirus NAY 27/27 (100)¢ 26/66 (39)¢

“ NA, not applicable; pos, positive; neg, negative.

® The influenza virus multiplex assay detects both influenza A and B viruses and can distinguish between them with different probe labels.
¢No cultures were performed for human metapneumovirus. Each of the seven specimens that were positive by reference PCR was also positive by other PCR

assays (1).
4 No FA staining was performed.

configuration that was used to test specimens for comparison with the PLx-RVP
results. All assays except the RV and MPV assays included an amplification
control in each reaction. For RNA viruses, this consisted of 300 copies per
reaction mixture of BCR/ABL RNA obtained from Asuragen, Inc. (Austin, TX),
plus BCR/ABL primers and probes, as shown in Table 1. The BCR/ABL probe
was labeled with NED (Applied Biosystems) or VIC (Applera) to allow its signal
to be distinguished from that of the virus probes, which were labeled with
6-carboxyfluorescein (FAM) for all probes except the InfA probe, which was
labeled with VIC. For the adenovirus assays, the amplification control consisted
of a proprietary internal positive control purchased from Applied Biosystems.
The probe used to detect the DNA amplification control was labeled with VIC.
All assays except the adenovirus assay were set up using the Qiagen QuantiTect
multiplex reverse transcription-PCR (RT-PCR) mix with a reaction volume of
50 pl. The adenovirus assay used the ABI universal master mix. All assays were
run on an ABI 7500 thermal cycler with the following parameters: 50°C for 20
min, followed by 95°C for 15 min and then 45 cycles of 94°C for 45 s and 60°C for
1 min. Before being used to resolve discrepancies, the Washington University
assays were validated using the validation panels described above.

Rhinovirus typing. Typing of RV was done by analyzing a 260-bp variable
sequence of the 5’ noncoding region of the RV genome (9). Briefly, the target
sequences were amplified from total cDNA by seminested PCR. The PCR
fragment was purified and then cloned into a plasmid vector. For each sample,
three or more plasmids were then retrieved, purified, and sequenced. The re-
sultant sequences were compared with the homologous sequences of 101 classi-
cal serotypes and the recently identified new strains (prefixed with W) using
phylogenetic tree reconstruction and bootstrap analysis with ClustalX software.
The RV in each specimen was assigned the serotype or strain to which it
clustered within the phylogenetic tree with a significant bootstrap value (>50%).
All assigned serotypes/strains in this study had 96 to 100% sequence identities
with the respective reference serotypes/strains. In contrast, if a new sequence did
not cluster with one of the reference sequences in the phylogenetic tree and had
>8% pairwise nucleotide divergence from the nearest reference serotype/strain,
it was designated a new strain.

Positive controls and LODs. Formal limits of detection (LODs) were deter-
mined for each of the reference PCR assays except the RSV and MPV type A
(MPV-A) assays. For the InfA and -B assays, the positive controls for the assays,
which were also used to determine the LODs, were purchased from Advanced
Biotechnologies, Inc. (Columbia, MD), and consisted of purified virus prepara-
tions (InfA/PR/8/34/HIN1 and InfB/Lee/40) that had been quantified by deter-
mination of particle counts. Viral RNA was extracted from a known amount of
virus with a MagNa Pure compact apparatus (Roche Diagnostics, Indianapolis,
IN) using the MagNa Pure LC total nucleic acid isolation kit. For the remaining
viruses, a segment of approximately 1,000 bp surrounding the PCR product was
cloned into plasmid pCR II-TOPO (Invitrogen Corp., Carlsbad, CA). For rhi-
novirus, four different rhinovirues were selected to determine the LODs for each
clade, including rhinoviruses 2 and 33 for clade A, rhinovirus 17 for clade B, and
rhinovirus QPM for clade C. All these rhinoviruses except for QPM were ob-
tained from ATCC; QPM was an isolate from our laboratory identified by
nucleotide sequencing of the 5’ noncoding region of the genome. As determined
by sequencing of the cloned segment in our laboratory, rhinoviruses 17 and 33
each have one mismatch with the forward primer and rhinoviruses 2 and QPM
each match the primer and probe sequences completely. RNA transcripts were

created using SP6 or T7 RNA polymerase and were quantitated using a spec-
trophotometer (NanoDrop Technologies, Wilmington, DE) or a Cubitt fluorom-
eter (Invitrogen). The transcripts were stored at —70°C and diluted in 10-fold
dilutions in RNase-free water immediately before use. For the adenovirus assays,
plasmid DNA was purified and the copy number was calculated using a Nano-
drop spectrophotometer and the known molecular weight of the plasmid and
insert. The AdVs used were AdV A (type 31), AdV B (type 3), AdV C (type 5),
AdV D (type 19), and AdV E (type 4). The type 31 strain was provided by
Gregory Gray, University of Iowa Center for Emerging Infectious Diseases; the
other strains were isolates from the SLCH VL that were typed in Gregory Gray’s
laboratory by sequencing a segment of the hexon gene (6). The LODs for each
assay were determined by testing six replicates of a series of dilutions and
calculating by probit analysis the number of copies that could be detected with
95% confidence (SPSS software, version 16; SPSS Inc. Chicago, IL). The LODs
are shown in Table 1.

RESULTS

Validation of the reference PCR assays. The reference PCR
assays were validated by testing total nucleic acid extracts from
patient specimens that had been analyzed in the VL. The
results of the validation testing are shown in Table 2. The
reference PCR assays gave positive results for all specimens
that were positive by FA staining. They were also positive for
all specimens that were positive by culture with a negative FA
staining result except three specimens that were culture posi-
tive for InfB and three specimens that were culture positive for
PIV. For RV, no FA staining was performed in the VL, but the
reference RV PCR was positive for all specimens that had
been culture positive for RV. For InfA and -B, PIV, and AdV,
the reference PCRs were negative for all specimens that had
been negative by conventional testing, with the exception of
one specimen that was positive for InfA. For RSV, the refer-
ence PCR was positive for 15% of specimens that were nega-
tive by FA staining and culture, and for RV, the reference PCR
was positive for 39% of specimens that had been negative for
rhinovirus by culture. For MPV, the reference PCR was pos-
itive for all 16 specimens that were positive by FA staining and
also for 7 (7%) of the 104 specimens that were negative by FA
staining. The MPV specimens were also tested by M- and
P-gene PCRs. The reference PCR was positive for 23 of 24
specimens that were positive by the M- and P-gene PCRs and
was negative for all 96 specimens that were negative by the M-
and P-gene PCR assays. The 23 specimens that were positive
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TABLE 3. PLx-RVP compared to conventional virus testing using fluorescent-antibody staining and culture

Conventional testing result

Vi PLx-RVP (no. of specimens)“ Sensitivityb Speciﬁcity‘ PPV¢ NPV¢
rus result (%) (%) (%) (%)
Positive Negative
Influenza A virus Positive 29 12 91 97 71 99
Negative 3 365
Influenza B virus Positive 29 0 97 100 100 99.7
Negative 1 379
Respiratory syncytial virus Positive 33 5 100 99 87 100
Negative 0 370
Equivocal 0 1
Parainfluenza virus Positive 50 3 83 99 94 98
Negative 6 343
Equivocal 4 3
Rhinovirus Positive 30 33 100 91 48 100
Negative 0 345
Equivocal 0 1
Adenovirus Positive 30 6 100 98 83 100
Negative 0 371
Equivocal 0 2

“ Positive by either FA staining or culture. No FA staining was performed for rhinovirus.
® In calculations of sensitivity, a result of “equivocal” was included in the calculation and was counted as a false-negative result.
¢ In calculations of specificity, results of “equivocal” were not considered false positive and therefore were not included in the calculation.

4 PPV, positive predictive value.
¢ NPV, negative predictive value.

by the reference PCR also included all 16 that were positive by
FA staining.

Comparison of Multicode-PLx Respiratory Virus Panel with
Virology Laboratory results. A total of 410 specimens that had
been submitted to the VL were tested using the PLx-RVP. One
sample that was negative in the VL had a failed internal con-
trol in the PLx-RVP, despite repeat testing, and was excluded
from analysis. In all, the PLx-RVP detected 292 viruses in 264
specimens, whereas conventional testing detected 215 viruses
in 210 specimens. This represents a 35.8% increase in yield in
viruses and a 25.7% increase in positive specimens. The in-
creased yield was accounted for primarily by the greatly en-
hanced detection of RV plus the detection of MPV and CoVs,
which were not detected by conventional testing. The compar-
ison of the PLx-RVP results with those of conventional testing
are summarized in Table 3 for all viruses except CoV and
MPYV, which are not included because these viruses could not
be detected by conventional testing. The sensitivity of the PLx-
RVP for specific viruses ranged from 83% (PIV) to 100%
(RSV, AdV, and RV). The specificity ranged from 91% (RV)
to 100% (InfB). Of the 38 RSVs detected by the PLx-RVP, 25
were identified as group A and 13 as group B. Of the 53 PIVs
identified by the PLx-RVP, 28 were identified as type 1, 13 as
type 2, 9 as type 3, and 3 as type 4b. Of the total of 10 PIVs that
were detected by conventional testing but not by the PLx-RVP,
4 were PIV type 1, 2 were PIV type 2, 2 were PIV type 3, 1 was
PIV type 4, and 1 was not typed. Of the 36 AdVs detected, 30
were group C and 6 were group B. In addition, the PLx-RVP
detected MPV in 17 specimens and CoV in 15 specimens (for
NL63, n = 8; for OC43, n = 7). There were a total of 27 mixed
virus infections detected by the PLx-RVP (Table 4). Two vi-

ruses were detected in 26 specimens, and 3 viruses were de-
tected in 1 specimen.

Reference PCR assays. The reference PCR assays were per-
formed with all specimens that were positive either by the
PLx-RVP or by conventional testing in the VL and also with a
sample of approximately 25% of the specimens that were neg-
ative for any viruses by both the PLx-RVP and by FA staining
and culture in the VL. The results of this testing are shown in
Table 5. A total of 637 reference PCR tests were performed.
Excluding nine specimens for which the PLx-RVP result was
equivocal and one specimen for which the reference PCR

TABLE 4. Multiple virus infections detected by the PLx-RVP

No. (%) of multiple virus
infections detected”

Virus Total Detected as
detected C(.)mp(?nent .Of
mixed infection
Influenza A virus 41 4 (10)
Influenza B virus 29 0
Respiratory syncytial virus 38 9(24)
Parainfluenza virus 53 8 (15)
Rhinovirus 63 13 (21)
Adenovirus 36 9(25)
Metapneumovirus 17 4(24)
Coronavirus 15 8(57)

“ The numbers of mixed infections were as follows: PIV and RV, 6; AdV
and RV, 4; RSV and OC43, 4; RSV and AdV, 2; AdV and MPV, 2; InfA and
AdV, 1; InfA and RSV, 1; InfA and OC43, 1; RSV and PIV, 1; RSV and
NL63, 1; RV and MPV, 1; RV and NL63, 1; MPV and NL63, 1; InfA, PIV,
and RV, 1.
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TABLE 5. Results of reference PCR assays compared to results of PLx-RVP and conventional viral testing

Result of PLx-RVP/result

No. of specimens

With the indicated result

Virus of conventional testing® Evaluated by by reference PCR
reference PCR
Positive Negative
Influenza A virus Pos/Pos 29 29 0
Pos/Neg 11° 10 1
Neg/Pos 3 0 3
Neg/Neg 64 0 64
Influenza B virus Pos/Pos 29 29 0
Pos/Neg 0 0 0
Neg/Pos 1 0 1
Neg/Neg 73 1 72
Respiratory syncytial virus Pos/Pos 33 33 0
Pos/Neg 5 5 0
Neg/Pos 0 0 0
Neg/Neg 30 0 30
Parainfluenza virus Pos/Pos 49> 49 0
Pos/Neg 3 3 0
Neg/Pos 6 5 1
Neg/Neg 32¢ 0 32
Eq/Pos 4 4 0
Eq/Neg 3 0 3
Rhinovirus Pos/Pos 290 29 0
Pos/Neg 32° 26 6
Neg/Pos 0 0 0
Neg/Neg 33 0 33
Adenovirus Pos/Pos 29° 29 0
Pos/Neg 5° 5 0
Neg/Pos 0 0 0
Neg/Neg 33 0 33
Eq/Neg 2 2 0
Coronavirus Pos/ND 15 14¢ 0
Neg/ND 33 0 33
Metapneumovirus Pos/ND 17 17 0
Neg/ND 34 0 34

“ Pos, positive; Neg, negative; ND, not determined; Eq, equivocal.
> One specimen was not available for reference PCR testing.
¢ The reference PCR result for one specimen was equivocal.

result was equivocal, the results of the reference PCR assays
were in agreement with the PLx-RVP result for 614 (97.9%) of
the 627 tests performed. There were 66 discrepancies between
PLx-RVP and conventional testing. Of these, the reference
PCR results were in agreement with the PLx-RVP result for 54
(82%). The 12 discrepancies were the following: 1 specimen
that was positive for InfA by the PLx-RVP, negative in the VL,
and negative by the reference InfA PCR; 5 specimens that
were negative for PIV by the PLx-RVP, positive in the VL, and
positive by the reference PCR; and 6 specimens that were
positive for RV by the PLx-RVP, negative in the VL, and
negative by the reference RV PCR.

Rhinovirus typing. Rhinovirus molecular typing was per-
formed with a total of 32 specimens that had been positive by
the PLx-RVP, including all 6 that were negative by the refer-
ence PCR. RV RNA was detected and the 260-base 5’ non-
coding region sequence was determined in each of these spec-

imens. The RV types of the six discrepant specimens were 51
(n = 2), 30,78, W12, and W23. The RV types in the remaining
specimens were 30 (n = 1), 49 (n = 2),51 (n = 6),53 (n = 1),
57(n=1),78(n =1),80 (n = 1), 96 (n = 1), W10 (n = 3),
W17 (n = 1), W23 (n = 2), W28 (n = 1), W32 (n = 1), W38
(n=1), W39 (n = 1), W4l (n = 1), and W42 (n = 1). The
strains with the prefix “W” are new strains that are different
from the 101 classical serotypes. All eight classical serotypes
(serotypes 30, 49, 51, 53, 57, 78, 80, and 96) are in clade A.
Analysis of the sequences of the 420-base VP4/VP2 region of
the new strains showed that types W10, W12, W17, W23, W32,
W38, W39, W41, and W42 are in clade C and that type W28 is
in clade A. Strains W10, W12, W17, W23, W28, W32, and W38
have previously been reported to be detected in infants with
cold symptoms in Madison, WI (9). Strains W39 and W41
resemble the new RV strains described by Tapparel et al. in
association with respiratory infection in Switzerland (18).
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TABLE 6. Comparisons of PLx-RVP and conventional viral detection to reference PCR assay detection

No. of specimens positive or negative/total no. tested (%)

Virus Test system Sensitivity” Specificity” POSitiVSaE)JZdiCtive Negati\;ea l}l)lreedictive
Influenza A virus PLx-RVP 39/39 (100) 67/68 (99) 39/40 (98) 67/67 (100)
Influenza A virus Conventional 29/39 (74) 65/68 (96) 29/32 (91) 64/75 (87)
Influenza B virus PLx-RVP 29/30 (97) 73/73 (100) 29/29 (100) 73/74 (99)
Influenza B virus Conventional 29/30 (97) 72/73 (99) 29/30 (97) 72/73 (99)
Respiratory syncytial virus PLx-RVP 38/38 (100) 30/30 (100) 38/38 (100) 30/30 (100)
Respiratory syncytial virus Conventional 33/38 (87) 30/30 (100) 33/33 (100) 30/35 (86)
Parainfluenza virus PLx-RVP 52/61 (95) 33/33 (100) 52/52 (100) 33/38 (87)
Parainfluenza virus Conventional 58/61 (95) 35/36 (97) 58/59 (98) 35/38 (92)
Rhinovirus PLx-RVP 55/55 (100) 33/39 (85) 55/61 (90) 33/33 (100)
Rhinovirus Conventional 29/55 (53) 39/39 (100) 29/29 (100) 39/65 (60)
Adenovirus PLx-RVP 34/36 (94) 33/33 (100) 34/34 (100) 33/33 (100)
Adenovirus Conventional 29/34 (85) 33/33 (100) 29/29 (100) 33/38 (87)
Human metapneumovirus PLx-RVP 17/17 (100) 34/34 (100) 17/17 (100) 34/34 (100)
Coronaviruses PLx-RVP 14/14 (100) 33/33 (100) 14/14 (100) 33/33 (100)

“ Equivocal results are included for calculations of sensitivity but excluded for calculations of specificity.

Strain W42 matches isolate Resp_3898 reported in GenBank
(accession number GQ476669).

Recalculated test parameters. In order to calculate more
meaningful test parameters, the sensitivity, specificity, and pos-
itive and negative predictive values were recalculated for the
PLx-RVP and for conventional virus testing using the results of
the reference PCR assays as the standard for comparison. The
recalculated test parameters are shown in Table 6. The PLx-
RVP was more sensitive than conventional testing for all vi-
ruses except InfB (equal sensitivity) and PIV. The increased
sensitivity of the PLx-RVP for rhinoviruses was especially no-
table. The specificity of the PLx-RVP was between 99 and
100% for all viruses except rhinovirus, for which it was 85%. If
the six specimens that were negative for RV in the reference
PCR assay but that were shown to contain RV sequences by
the molecular typing assay are considered to have been truly
positive for RV rather than negative, the adjusted specificity
increases to 100%.

DISCUSSION

The newly developed multiplex molecular assays to detect
respiratory viruses (12, 13, 15, 16) are a major step forward in
diagnostic virology. In the present study, we evaluated one
such assay, the PLx-RVP, by comparing it to conventional
virologic testing, consisting of FA staining and culture as per-
formed in a routine diagnostic virology laboratory. We used
laboratory-developed PCR assays as the reference method to
resolve discrepancies between the two approaches. We found
that the multiplex method achieved a 35.3% increase in the
detection of respiratory viruses. The increased yield was largely
accounted for by a very substantial increase in the rate of
detection of RV by the PLx-RVP. The other large contribution
was the detection of MPV and CoV, viruses that were not
detected by the conventional methods in use in the VL at the
time that the study was performed.

An alpha prototype version of the PLx-RVP was evaluated
in a clinical laboratory setting by Nolte et al. (15). In that
evaluation, the comparative test methods were direct fluores-

cent-antibody staining and shell vial culture. Singleplex PCR
assays were used to confirm the presence of viruses (RV, MPV,
CoV, and PIV types 4a and 4b) that were not detected by the
methods used in the clinical laboratory. The PLx-RVP de-
tected 53% more viruses than the comparative methods, with
the results for 90% of the discrepancies being confirmed by
singleplex PCRs. A limitation of the study is that aside from
influenza A virus, which was detected in 78 samples by one or
both methods, the number of other viruses detected was rela-
tively small, ranging from 1 to 16. Reports by Lee et al. (8) and
Marshall et al. (13) used earlier versions of the assay and
evaluated relatively small numbers of individual respiratory
viruses. The present evaluation extends the results of the pre-
vious studies by using an evaluation panel that included a
substantially larger number of specimens containing each of
the viruses that can be detected by the PLx-RVP. Specifically,
the evaluation panel included at least 30 of each of the viruses
that could be detected in the clinical VL. Although they were
not specifically selected, there were also 17 samples containing
MPV and 15 containing human CoVs. The results indicate that
the PLx-RVP is at least as sensitive as conventional methods
for the detection of each of these viruses.

Because we anticipated that the PLx-RVP would be positive
for some specimens that were negative by conventional testing,
we placed a high priority on establishing comparative molec-
ular assays that could be used to adjudicate discrepancies. The
molecular assays used for adjudication were, in some cases,
based on previously published assays or, in other cases, were
developed using publically available sequence data. With the
exception of the RV and MPV assays, each assay had an
internal amplification control, and all assays with the exception
of the RSV and MPV-A assays had a defined analytic limit of
detection, defined as the minimum number of nucleic acid
copies that could be detected by the assay with 95% confidence
on the basis of probit analysis. In addition, each assay (except
that for CoV) was validated using a separate panel of speci-
mens that had been shown to contain the target analyte by
conventional testing. For each of the viruses for which direct
FA staining was being performed in the Virology Laboratory,
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where the specimens were originally tested, some of the vali-
dation samples were selected because they had been negative
by FA staining and positive by culture, suggesting the presence
of a low level of virus. The reference assays corroborated the
findings of the PLx-RVP in almost 98% of the samples which
had yielded discrepancies between the PLx-RVP and conven-
tional testing.

The two viruses which were associated with the largest num-
bers of discrepancies were RV and PIV. As was seen in the
other evaluations (8, 13, 15), the PLx-RVP detected many
more RVs than conventional testing. The presence of RV was
confirmed in the large majority of the discrepant specimens by
the reference PCR assay, supporting the enhanced sensitivity
of PLx-RVP for RV. Of the six specimens that were positive by
PLx-RVP and negative by the reference PCR, further molec-
ular testing based on amplification and sequencing of a seg-
ment of the 5’ noncoding region of the RV genome revealed
RV in all six. Thus, although the adjusted specificity of the
PLx-RVP for rhinovirus, on the basis of the results of the
reference PCR, was calculated to be 85%, it should be consid-
ered to be 100%, since all six of the discrepant samples were
shown by an independent molecular method to have RV RNA.
It is notable that the sensitivity of the PLx-RVP appears to
exceed that of the reference PCR, even though the LODs
determined for the reference PCR were very low, ranging from
2 to 25 copies per reaction mixture, depending on whether the
sequence of the serotype used to evaluate the LOD matched or
had a mismatch with the primers and probes of that assay. For
PIV, the PLx-RVP was either negative or equivocal for 10 of
the 60 samples in which PIV had been detected by conventional
testing. The reference PCR assay confirmed the detection of PIV
in 9 of the 10 samples, suggesting that the PLx-RVP was truly less
sensitive than conventional testing for the detection of PIV. PIV
types 1 to 4 were represented among the samples in which PIV
was missed by PLx-RVP, suggesting that the decreased sensitivity
of PLx-RVP extends across all PIV types.

In summary, with the exception of PIV, the PLx-RVP
showed excellent sensitivity and specificity across the full range
of viruses that it has the ability to detect, measured against
conventional virologic testing, with discrepancies being adju-
dicated with highly sensitivity reference PCR assays. The ex-
cellent sensitivity of the assay for rhinovirus is a notable
strength of the assay, particularly in the face of mounting
evidence for the clinical significance of rhinoviruses (14, 17).
This study adds to the body of evidence that respiratory virus
multiplex PCR assays can enhance the detection of respiratory
viruses. Further studies are now required to determine the
clinical utility and cost-effectiveness of such tests in the clinical
arena.
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