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A nested PCR for the detection and rapid identification ofhuman picornaviruses is described. Enteroviruses
and rhinoviruses were amplified with the same set of four primers from the 5'-noncoding region. The nested
primers allowed the detection of far less than 1 PFU in diluted virus stocks without Southern blot hybridization.
In patients with neurological disorders (mainly aseptic meningitis), 43% of37 specimens (11 of21 cerebrospinal
fluid specimens, 2 of 10 serum specimens, and 3 of 6 stool specimens) were positive by PCR. A total of 21% (10
of 47 specimens) of heart biopsy specimens from patients with dilative cardiomyopathy were PCR positive,
whereas 3% (2 of 70 specimens) of control biopsy specimens from patients with coronary artery disease were
PCR positive. PCR-amplified fragments from 27 of 29 clinical isolates and 14 of 28 patient samples were

successfully serotyped by restriction enzyme digestion. Two specimens were further investigated by direct
sequencing ofPCR products, leading to the identification of a poliovirus type 3 isolate with a sequence that was
highly divergent from previously published sequences.

The family Picornaviridae consists of more than 200
distinct serotypes, the majority of which have been isolated
from humans and cause a wide variety of diseases (31, 36).
The human picornaviruses belong to the genera Rhinovirus
and Enterovirus and include hepatitis A virus, for which a
separate genus has been proposed (36). More than 100
serotypes of human rhinoviruses (HRVs) are the major
cause of the common cold (5), but investigators have also
shown that HRVs can cause more severe infections of the
lower respiratory tract, particularly in infants (18, 19). The
human enteroviruses (EVs) include the subgroups of polio-
viruses (PVs; 3 serotypes), coxsackie viruses type A (CAVs;
23 serotypes), coxsackie viruses type B (CBVs; 6 sero-
types), echoviruses (32 serotypes), and 4 serotypes of un-
designated human EVs (EVs 68 to 71). They can cause many
kinds of clinical syndromes such as paralysis, meningitis,
myocarditis, and respiratory and gastrointestinal infections
(36). Current diagnostic techniques for EVs and HRVs, like
virus isolation in tissue culture followed by determination of
the serotype by using neutralizing antisera, are often too
laborious and time-consuming to achieve virus identification
in an adequate period of time. Furthermore, a number of
CAVs cannot be isolated in standard tissue cultures and
many other human picornaviruses including HRVs are diffi-
cult to propagate in cell cultures. Additionally, virus titers in
clinical specimens like cerebrospinal fluid (CSF) may be too
low for detection of virus by these methods. Hence, there is
a need for a sensitive and rapid diagnostic test for picoma-
viruses. PCR is a highly sensitive method for the detection of
small amounts of nucleic acids (33). A number of reports
have described the use of PCR for the detection of picorna-
viruses (3, 7, 8, 12, 16, 17, 23, 24, 26, 29, 30, 34, 40, 42). In
the present study, we tried to improve the detection of
picornaviruses by PCR and to establish methods for the
rapid characterization of amplified fragments.
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und Molekulare Virologie, Universitat Erlangen-Nurnberg, Losch-
gestrasse 7, 91054 Erlangen, Germany. Phone: +49/9131/854010.
Fax: +49/9131/852101.

MATERIALS AND METHODS
Virus stocks. Prototype strains of different serotypes were

obtained from several institutions. With the exception of the
titration experiments described below, no cell culture ampli-
fication of these virus strains was carried out in our labora-
tories to avoid possible risks of contamination. Clinical
isolates had been obtained in the years 1984 to 1988 in our
laboratories by using Vero and/or HeLa cells. Serotyping
was done with neutralizing antisera to individual serotypes.
The number of PFU in virus stocks was determined by serial
dilutions in cell culture by using a methylcellulose overlay
technique and counting the plaques formed after 24 h of
incubation.

Clinical samples. CSF samples, serum samples, and stool
suspensions were stored at -20°C. Heart biopsy specimens
from patients with dilative cardiomyopathy (DCM) were
obtained during cardiac catheterization; samples from pa-
tients with coronary artery disease were taken during open
heart surgery. All heart biopsy specimens were snap-frozen
in liquid nitrogen and were stored at -80°C. None of the
patients with DCM had signs of acute myocarditis, and the
mean duration of illness was 3 years.
Primer selection. The 5'-noncoding region has been re-

ported to be highly conserved among the picomaviruses (28)
and has been used in most PCR studies published to date.
We therefore analyzed all completely sequenced picornavi-
ruses in the GenBank and EMBL databases for regions with
the highest degrees of homology in the 5'-noncoding region.
As a result of this search, two pairs of primers (all 17
nucleotides long) were selected; these primer pairs should
allow amplification of specific DNA fragments from all
sequenced human and some animal (14) picomaviruses with
the exception of hepatitis A virus. Figure 1 displays the
localization of the PCR primers used in the present study
(coxprims 1 to 4) in comparison with those of a number of
primers published previously. The exact nucleotide posi-
tions according to the published CBV type 3 sequence
(Genbank accession number M33854) are 67 to 83 for cox-
prim 1, 166 to 182 for coxprim 3, 462 to 446 for coxprim 4,
and 561 to 545 for coxprim 2, with the latter two having
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FIG. 1. Sequence and localization of the oligonucleotides used in the present study. (A) Schematic representation of prototype
picornavirus genome (CBV type 3 [long arrow]) and locations of previously used primer combinations (above the CBV type 3 genome) and
of the primers coxprim 1 to 4 used in the present study. Arrows indicate a 5' to 3' orientation. (B) Comparison of sequences of primers
coxprim 1 to 4 with the published sequences of picornavirus genomes. Numbers in parentheses are reference numbers.

negative strand polarity. The lower part of Fig. 1 compares
the primer sequences of our primers with those of human
picornavirus serotypes for which sequences have been pub-
lished. All primers (coxprims 1 to 4) were purchased from
Pharmacia Biosystems (Freiburg, Germany).
RNA extraction. RNA extraction from cell pellets of virus

cultures and from heart biopsy specimens was done by the
acid guanidinium thiocyanate method described by Chom-
czynski and Sacchi (4), but adapted for use with smaller
amounts of tissue. Briefly, about 0.1 to 0.4 mg of tissue or
cell pellet was dissolved in 300 pl of solution D (4 M
guanidinium thiocyanate, 25 mM sodium citrate [pH 7.0],
0.5% sarcosyl, 0.1 M 2-mercaptoethanol). After adding 30
of 2 M sodium acetate (pH 4.0), 300 pl of phenol (water
saturated), and 60 RI of chloroform-isoamyl alcohol (49:1)
and vigorous vortexing, the mixture was cooled on ice for 15
min and was centrifuged at 10,000 x g for 30 min, and the
RNA was precipitated from the supernatant with 1 volume of
isopropanol. RNA from liquid specimens (CSF, serum, cell
culture supernatants, stool suspensions) was isolated by
sodium dodecyl sulfate-phenol-chloroform extraction ex-

actly as described by Rotbart et al. (30).
cDNA synthesis and PCR. For reverse transcription, the

lyophilized RNA was resuspended in a 30-,u reaction mix-
ture containing 75 mM KCG, 50 mM Tris-HCl (pH 8.3), 3 mM
MgCl2, 10 mM dithiothreitol, 0.3 mM (each) deoxynucle-
otide triphosphates (Boehringer Mannheim, Mannheim,
Germany), 90 ng of primer coxprim 2, and 100 U of Moloney

murine leukemia virus reverse transcriptase (GIBCO-BRL,
Eggenstein, Germany), and the mixture was incubated at
37°C for 60 min and was then heated to 95°C for 5 min.
For enzymatic amplification, 5 ,ul of the reverse transcrip-

tion mixture was added to 95 ,ul of the PCR mixture
containing 50 mM KCl, 10 mM Tris-HCl (pH 8.3), 0.001%
(wt/vol) gelatin, 0.25 mM (each) deoxynucleotide triphos-
phates, 90 ng (each) of primers coxprim 1 and coxprim 2, and
1.5 U of Taq DNA polymerase (Perkin-Elmer Cetus, Lan-
gen, Germany). Forty cycles of denaturation (94°C, 40 s),
annealing (45°C, 30 s), and primer extension (72°C, 45 s)
were performed in a thermal cycler. For the nested PCR, 5
,ul of the first PCR mixture was added to 95 ,ul of the second
PCR mixture (which was the same as first mixture, but with
coxprims 3 and 4 instead of coxprims 1 and 2). After another
set of 40 cycles under the conditions described above,
aliquots of 10 ,ul were separated by electrophoresis in 1.5%
agarose gels and stained with ethidium bromide. To avoid
false-positive PCR results, the precautions for PCR de-
scribed by Kwok and Higuchi (20) were strictly followed.
Negative controls (one for each of four samples) were

simultaneously processed in each experiment through all
steps from RNA extraction to gel electrophoresis.
RE digestions. Aliquots of 10 ,ul of nested PCR products

were incubated with 1 to 5 U of restriction enzyme (RE) in a

20-,ul reaction volume by using the buffers recommended by
the manufacturers. Samples were incubated at 37°C for 2 h
and were then analyzed in 3% agarose gels. REs were
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obtained from Boehringer Mannheim, New England Biolabs
(Schwalbach, Germany), and Promega (Madison, Wis.).

Sequencing of PCR products. For direct sequencing, 80 ,ul
of PCR product was purified by using the Qiagen PCR
purification kit (Diagen, Dusseldorf, Germany), and the
instructions provided with the kit were strictly followed.
Sequencing was done with primers coxprim 3 and 4 for
nested PCR products and with primers coxprim 1 and 2 for
the outer PCR fragments in a standard sequencing reaction
(Sequenase sequencing kit; United States Biochemical, Bad
Homburg, Germany) by using [32P]dATP (Amersham,
Braunschweig, Germany) as the labelled nucleotide. To
improve band resolution, Nonidet P-40 was added to the
annealing mixture to a final concentration of 0.01%. All
sequencing experiments were done in duplicate in both
orientations.

Statistics. For statistical analysis, Fisher's exact test (two-
tailed) was used.

RESULTS

To verify whether our nested PCR would allow the detec-
tion of strains from all subgroups of human picornaviruses,
33 prototype strains of were tested: PV types 1 to 3; CAV
types 5, 7, 9, 16, and 21; CBV types 1 to 6; EV type 71;
echovirus types 1 to 9, 11, 12, 22, 24, and 33; and HRV types
1, 2b, 14, and 89. Both sets of primers gave successful
amplifications for all these viruses, resulting in DNA bands
of the expected size (about 490 bp in the case of the first PCR
and nearly 300 bp in the case of the nested PCR). The only
exception was echovirus 22, for which smaller bands of
about 300 bp after the first PCR and 170 bp after the nested
PCR were observed. Uninfected Vero and HeLa cells as
well as herpesvirus strains (herpes simplex virus types 1 and
2, cytomegalovirus) and rotavirus did not yield any detect-
able amplification products (data not shown). To determine
the sensitivity of the nested PCR, serial dilutions of a virus
stock containing PV type 1 (5 x 106 PFU/ml) were tested. A
nested PCR of 100 p,l of sample was positive (visible DNA
band on agarose gel) to a dilution of this stock of up to 10-8
(Fig. 2). By using a CBV type 3-infected mouse heart, about
50 ,ug of tissue (one-sixth volume of a standard heart biopsy
specimen) was sufficient to obtain a positive PCR result (data
not shown). Finally, for a patient with paralytic poliomyelitis
caused by PV type 3, it was possible to detect the virus in as
little as 10 p,l of CSF by nested PCR, whereas virus isolation
from aliquots of 500 p,l of the same CSF specimen failed.
RE digestions were carried out with prototype strains of

the sequenced human picornaviruses (PV types 1 to 3; CAV
types 9 and 21; CBV types 1, 3, and 4; HRV types lb, 2, and
89) as well as CBV types 2, 5, and 6. RE fragment patterns
were as predicted for all serotypes for which there were
published sequences. Figure 3 shows a part of these results.
The blinded examination of 28 serotyped clinical isolates
(three PV type 1, five PV type 2, six PV type 3, one CAV
type 9, one CAV type 21, two CBV type 1, one CBV type 2,
three CBV type 3, three CBV type 4, two CBV type 5, one
CBV type 6) by PCR and RE digestion led to the correct
identification of the serotype for all viruses with known
sequences except one PV type 1 isolate. The lack of se-
quence data for CBV types 2, 5, and 6 did not allow us to
define whether the resulting fragment sizes of the viruses
were correct; however, restriction fragment patterns were
identical to those of the respective prototype strains that we
examined. From these RE digestion data, a flow chart for the

MO0 1 2 3 4 5 6 7 8 9 IOliM
FIG. 2. Determination of the sensitivity of amplification by

nested PCR. Serial 10-fold dilutions of a virus stock containing 5 x
106 PFU of PV type 1 were tested by nested PCR. Lane numbers
correspond to dilutions (e.g., 0 = 100 and 11 = 10-11). M, size
marker (1-kb ladder).

identification of a number of picornavirus serotypes could be
created, which is displayed in Fig. 4.

In a third step, the nested PCR was applied to the direct
testing of patient specimens. Of a total of 37 specimens from
patients with neurological disease (aseptic meningitis in 29
patients and paralytic poliomyelitis in 1 patients), 16 (43%)
gave a positive PCR result (11 of 21 CSF specimens, 2 of 10
serum specimens, and 3 of 6 fecal specimens). Attempts to
isolate viruses in tissue culture were done on five of the
PCR-negative and six of the PCR-positive specimens; how-
ever, with the exception of the stool sample from the patient
with paralytic poliomyelitis, all cultures were negative.
Among 117 heart tissue specimens tested, 12 (10%) yielded
positive PCR results. The positivity rate in samples from
patients with DCM was 21% (10 of 47 specimens), whereas it
was 3% (2 of 70 specimens) in biopsy specimens from
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FIG. 3. RE digestion of nested PCR products from four different

prototype strains with three restriction enzymes (S, StyI; B, BglI; X,
XmnI). M, size marker (1-kb ladder). In some of the lanes, addi-
tional submolar bands are visible. These bands are a result of
incomplete cleavage (lane X, CAV type 9; lanes S and X, CBV type
3) or to the presence of first-round PCR product (lane CAV type 9)
B, or to products derived from one nested and one outer primer
(lanes B and X, CAV 21; lane X, CBV 5).
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FIG. 4. Flow chart for RE digestions for serotyping of nested PCR products. Oval frames, REs used; rectangular frames, sizes (in base

pairs) of DNA fragments resulting from digestion with the respective RE.

patients with coronary artery disease. This difference was
statistically significant (P < 0.01). RE analysis of amplified
fragments gave conclusive information on the serotypes of
14 of a total of 28 PCR-positive samples. Two samples (CSF
and stool samples from the same patient) showed an ampli-
fied fragment that was smaller than expected in the nested
PCR; this fragment was similar but not identical in size to
that obtained with an echovirus type 22 strain. For another
CSF and stool specimen pair, the serotype (PV type 3) was
known from positive virus cultures of stool specimens, but
the cleavage pattern was inconclusive. Therefore, this iso-
late (named ER92-1) was further investigated by direct
sequencing. For the remaining 10 specimens, identification
of the serotype was not possible. Table 1 summarizes the
distribution of PCR results, results of the RE analysis, and
additional information that was available for all clinical
samples tested.

Sequencing of PCR products was done for isolate ER92-1
described above and, for comparison, for one of the clinical
PV type 3 isolates (named ER86-1) used for the establish-
ment of the restriction scheme. The sequence determined
from the outer PCR fragment of virus cultured from a stool
sample containing isolate ER92-1 showed 42 mutations to

PV type 3 prototype strain Leon 37 (17) between nucleotides
201 and 560. Twenty-two of these mutations were also
shown to be present in the sequence of a PV type 3 isolate
obtained during the 1984 epidemic in Finland (9). These base
exchanges also affect the MluI recognition site used for
typing. Sequencing of the nested PCR fragment directly
amplified from the CSF of the patient infected with isolate
ER92-1 gave results identical to those for the stool isolate for
the 252 bases that were readable. For clinical isolate ER86-1,
only 8 base exchanges were seen in a total of 360 bases
sequenced from the outer PCR fragment. Both sequences
showed a nucleotide C at position 472, which has been
reported to be important for the virulence of PV type 3
strains (22).

DISCUSSION

We described a nested PCR method that allows for the
rapid and sensitive detection of human EVs as well as
HRVs. PCR detection of EVs (3, 16, 23, 26, 29, 30, 34, 42),
HRVs (7, 8, 40), or both (12, 17, 25) has already been
described by a number of other investigators. However, to
achieve a sufficient degree of sensitivity and specificity, most
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TABLE 1. Results for clinical samples tested for picornaviruses by nested PCR'

Specimen No. of No. (%) of samples RE analysis/sequencing result Commentssamples PCR positive (no. of specimens)

CSF 21 11 (52) CBV type 1 (1)
CBV type 3 (2) Elevated antibodies to CBV type 3 in serum
CBV type 4 (1)
CBV type 5 (1) Elevated serum antibodies to CBV type 5
Smaller fragment, similar Stool also positive (see below)

to echovirus type 22 (1)
PV type 3 (atypical RE Paralytic poliomyelitis; stool also positive

pattern, sequenced) (1) (see below)
Unclear (4)

Serum 10 2 (20) CBV type 3 (1) No CSF available
CBV type 5 (1) CSF negative by PCR

Stool 6 3 (50) CAV type 21 (1) "Hand-foot and mouth" disease with
meningeal signs

Smaller fragment, similar CSF also positive (see above)
to echovirus type 22 (1)

PV type 3 (atypical RE CSF also positive (see above)
pattern, sequenced) (1)

Myocardial biopsy (DCM) 47 10 (21) CBV type 3 (5)
Unclear (5)

Myocardial biopsy (CAD) 70 2 (3) CBV type 4 (1)
Unclear (1)

a Unless stated otherwise, the clinical illness was aseptic meningitis. Abbreviations: DCM, dilative cardiomyopathy; CAD, coronary artery disease.

of those investigators used hybridization methods, which are
time-consuming and often require the use of radioactively
labelled probes as well (3, 12, 16, 17, 26, 29, 30, 42). Only
recently, one report describing a nested PCR was published
(34); however, that was a rather preliminary report, with
only a small number of clinical samples being tested. In that
study (34) as well as in our study, it could be shown that with
a nested PCR approach, a very high level of sensitivity can
be obtained by agarose gel electrophoresis of the nested PCR
product alone. If one assumes a ratio of about 1,000 virus
particles per PFU (31), a sensitivity of less than 10 genome
equivalents can be calculated from our dilution experiments,
which is in the same range as that described by Severini et al.
(34). Because of the requirement of four liquid hybridiza-
tions, a nested PCR also offers a degree of specificity that
can otherwise only be reached by Southern blot hybridiza-
tion of PCR products. The additional problems of contami-
nation that might occur by the second amplification step
could be overcome with the use of different rooms and
equipment for (i) the preparation of reagent mixtures, (ii)
RNA extraction and cDNA synthesis, (iii) thermocycling
and nested PCR pipetting, and (iv) analysis of the PCR
products (agarose gel electrophoresis, RE digestion, se-
quencing). A further advantage of the nested PCR is that it
yields high amounts of amplified DNA from, for example,
less than 50 ,ul of a CSF sample or a standard heart biopsy
specimen. This makes rapid characterization of the amplified
fragments by a series of RE digestions possible. Applying a
total of nine restriction enzymes with six-base recognition
sequences, we could successfully identify the serotype in 27
of 29 clinical isolates of the PV, CAV, and CBV serotypes.
The selection of primers used for the nested PCR de-

scribed here allows for the detection of PV, CAV, CBV,
echovirus, and even rhinovirus serotypes. Thus, although
complete sequences are available for less than 20 serotypes

of human picornaviruses and although only a limited number
of prototype strains and serotyped clinical isolates were
tested in the present study, one can assume that this nested
PCR will be suitable for the detection of all groups of human
picornaviruses with the exception of hepatitis A virus, which
has a sequence highly divergent from those of the other
picornaviruses. The broad range of viruses that could be
amplified as described here allows the application of the
nested PCR method to a variety of clinical problems. The
possibility of rapid identification of a number of sequenced
prototype strains can be exploited to exclude contamination
problems caused by high-titer positive controls, if a serotype
that is not expected in the respective clinical setting is used
as a positive control. In the experiments with clinical sam-
ples described here, we used a rhinovirus in the study of
neurological disorders and a poliovirus for the heart biopsy
specimens. Our results show that the nested PCR described
here can be very useful for the investigation of cases of
aseptic meningitis. For CSF samples from patients with such
infections, the positivity rate was about 50%, despite nega-
tive results of virus cultures, which were performed when
enough material was available. In a significant number of
these cases, we could also delineate by RE analysis which
serotype might be implicated. In two cases, serological
results confirmed the results of RE analysis, since elevated
titers of neutralizing antibodies against the same serotype
were found in the sera of these patients. Unfortunately,
direct confirmation by virus culture and serotyping was not
possible, since for the sample from the only patient from
which virus could be isolated, the restriction enzyme pattern
was inconclusive. Nevertheless, the nested PCR approach
described here is a valuable tool in investigating cases of
aseptic meningitis, since diagnosis by virus culture may be
hampered by the availability of very small amounts of CSF
only, inactivation of virus infectivity because of delays in
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transport, or the poor growth of many CAV and echovirus
serotypes in cell culture. The usefulness of the serotyping of
PCR products by RE digestion described here will be further
investigated by the incorporation of higher numbers of
serotyped clinical isolates differing in time of isolation and
geographical origin. Sequence information on more sero-

types of picornaviruses may also help to increase the number
of conclusive RE digestion patterns from clinical samples
over the 50% reported here.
The second clinical problem that we addressed in the

present study is the association of EVs (particularly CBV
serotypes) with cases of DCM. A number of PCR studies
have been published about this issue (1, 16, 23, 26, 34, 42). In
most of those studies (16, 23, 34, 42), the rate of PCR-
positive samples was between 10 and 20%; however, no

control specimens from patients with diseases other than
DCM or myocarditis were incorporated in those studies. In
contrast, the two studies that tested more than 100 speci-
mens (1, 26) detected EV nucleic acid in 30 and 55% of all
samples, respectively, with a positivity rate of 39% even for
control samples in the latter study. Identification of the
amplified serotype was not attempted in any of those studies;
however, in one study (34) the two positive samples could be
classified as belonging to the CBV subgroup of EVs. With
our highly sensitive PCR approach, we could identify picor-
navirus nucleic acid in only a small percentage (3%) of
control biopsy specimens but could identify picornavirus
nucleic acid at a sevenfold higher rate (21%) in biopsy
specimens from patients with DCM. Interestingly, five of the
PCR-positive biopsy specimens from patients with DCM
yielded restriction fragments identical to those of the CBV
type 3 prototype strain and clinical isolates, whereas the
remaining five PCR-positive samples gave inconclusive RE
patterns. Additional analysis of these 10 PCR products with
the four-base recognition site restriction enzymes HaeIII,
Sau3AI, and TaqI (data not shown) showed individual
patterns for all 10 of these samples, ruling out the possibility
of contamination. Sequence analysis of these samples from
patients with DCM and comparison with CBV type 3 and
other picornavirus strains from different sources are under
way and may be helpful for the further elucidation of the role
of picornaviruses in DCM.
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