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A full-length reverse-transcribed, infectious cDNA copy of coxsackievirus B3 (CVB3) was used to determine
the nucleotide sequence of this cardiotropic enterovirus. Comparison of the nucleotide sequence and the
deduced amino acid sequence of the viral precursor polyprotein with the sequences of other group B
coxsackieviruses (CVB1 and CVB4) demonstrates a high degree of genetic identity. They share about 80%
homology at the nucleotide level and about 90% when the amino acid sequences of the polyproteins are
compared. The potential processing sites of the coxsackievirus polyproteins, as deduced from alignment with
the poliovirus sequence, are conserved among these enteroviruses with the exception of the cleavage sites
between VP1 and 2APro and between polypeptides 2B and 2C. Comparison of the 5' termini of the enteroviral
genomes reveals a high degree of identity, including the initial 5' consensus UUAAAACAGC, suggesting
essential functions in virus replication. An important finding concerning the molecular basis of infectivity was
that both recombinant CVB3 cDNA and in vitro-synthesized CVB3 RNA transcripts are infectious, although
two initial 5' uridine residues found on the authentic CVB3 RNA were missing. Here, we report that
cDNA-generated CVB3, as well as CVB3 generated by in vitro-synthesized RNA transcripts, regains the
authentic initial 5' uridine residues during replication in transfected cells, indicating that the picornaviral
primer molecule VPg-pUpU may be uridylylated in a template-independent fashion. The generation of virus or
virus mutants with infectious recombinant CVB3 cDNA and in vitro-synthesized infectious CVB3 transcripts
should provide a valuable means for studying the molecular basis of the pathogenicity of this cardiotropic
enterovirus.

Enteroviruses of the human Picornaviridae, such as the
group B coxsackieviruses (types 1 to 5), are the most
common agents known to cause viral myocarditis (1, 12, 24,
34, 53). Other human enteroviruses, comprising at present
over 70 serotypes (e.g., various group A coxsackieviruses
and echoviruses), have also been associated with human
heart disease. These agents are capable of producing dilated
cardiomyopathy of acute onset or leading to life-threatening
arrhythmias. Particularly intriguing is the concept of entero-
virus persistence in chronic dilated cardiomyopathy evolv-
ing from acute or subacute infections of the human heart (13,
17).
The structure and molecular genetics of the enteroviruses

are well understood, chiefly by analogy with the extensively
studied poliovirus (for a review, see reference 52). The
coxsackieviruses possess a single-stranded RNA genome of
about 7,500 nucleotides (nts) of positive polarity, which is
covalently linked at the 5' end to a small virus-encoded
protein, VPg (3B, according to the systematic nomenclature
of picornavirus proteins [36]). The viral RNA, which is
infectious (22, 39), is polyadenylylated at the 3' end and
functions as an mRNA in the cytoplasm of infected cells. It
is translated into a large precursor polyprotein, which is
processed by virus-encoded proteinases to yield the mature
structural and nonstructural proteins (19). Replication of
picornaviral RNA has been studied extensively (52, and
references therein), although the individual steps in RNA
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replication, e.g., initiation of plus-strand RNA synthesis,
have not yet been elucidated unambiguously. Distinct pro-
teins may be involved in the formation of a replication
complex, including the virus-encoded RNA-dependent RNA
polymerase (3DPOI), VPg (3B) or its precursor molecule 3AB,
and possibly other virus- or host cell-encoded factors (2, 27,
52, 55).

In order to study the molecular basis of pathogenicity and
to introduce in situ hybridization as a diagnostic tool in
patients with a clinical suspicion of enteroviral heart disease,
we have previously cloned the genome of the cardiotropic
coxsackievirus B3 (CVB3), which had been propagated in
cultured human myocardial cells (14-16). Full-length re-
verse-transcribed recombinant cDNA generated infectious
virus antigenically identical to CVB3 upon transfection into
mammalian cells, demonstrating the biological intactness of
the cloned cDNA copy. The isolation of cDNA fragments
representing the genomic RNA of CVB3 has also been
described by others (20, 48), and a nucleotide sequence of
CVB3 based on subgenomic cDNA fragments has been
reported by Lindberg et al. (20). We now present the entire
nucleotide sequence of infectious, full-length reverse-tran-
scribed recombinant CVB3 cDNA and have compared this
with that of other human enteroviral genomes.

In this context, we report on transfection experiments
with circular recombinant CVB3 cDNA and in vitro-synthe-
sized CVB3 RNA transcripts, demonstrating that inherent
infectivity of these CVB3 constructs is independent of the
presence of two initial 5' uridine residues found on the
authentic viral RNA. Remarkably, the authentic viral 5'
terminus is restored in the RNA genome of both cDNA-
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derived CVB3, as well as in vitro-synthesized RNA-derived
virus progeny.

MATERIALS AND METHODS

Sequence determination. Full-length reverse-transcribed,
infectious CVB3 cDNA (16) was used to determine the
nucleotide sequence of CVB3. For this purpose, subgenomic
CVB3 cDNA fragments were inserted into the SmaI site of
pUC19 (54) and sequenced by the chain termination method
(3, 37). Fragments from the cloned CVB3 cDNA were
generated by digestion with BglI or PvuII and subsequent
incubation with nuclease Bal 31 or by digestion with one of
the frequently cleaving restriction endonucleases, HaeIII,
AluI, and RsaI. A total of 93% of the CVB3 nucleotide
sequence was obtained from both strands, and the remainder
was obtained from multiple determinations on one strand of
at least two independent subclones.
To determine the sequence of the very 5' end of the viral

genome, 1 ,ug of purified CVB3 RNA (16) was primed with
an 18-base-long synthetic oligonucleotide, complementary to
a region of viral RNA comprising nucleotide positions 62 to
78. Single-stranded cDNA was synthesized with reverse
transcriptase as previously described (16). The primer-ex-
tended cDNA was separated on an 8% denaturating poly-
acrylamide gel and sequenced by the method of Maxam and
Gilbert (23). Analogously, the 5' sequence of cDNA-gener-
ated CVB3, as well as the 5' sequence of viruses generated
by in vitro-synthesized CVB3 RNA, was obtained.
Computer analysis. The program library of the University

of Wisconsin Genetics Computer Group (6) was used for
sequence analysis on a Microa VAX II computer system.
Alignments were performed by the GAP program at a gap
weight penalty of 5 and a length weight penalty of 0.3.
Secondary structures and free energies for the 5' noncoding
(5' nc) region (bases 1 to 741) were calculated by the folding
program of Zuker and Stiegler (56).

Plasmid construction. A 7.5-kilobase EcoRI fragment ob-
tained by partial digestion of the infectious CVB3 cDNA
plasmid pCB3-M1 (16) was inserted in both orientations into
the dual-promoter plasmid pSPT18 (constructed at Pharma-
cia) containing both the SP6 and T7 promoter sequences,
diametrically opposed and separated by the multiple cloning
site of pUC-18 (54). The resulting recombinant plasmids
were designated pCB3/T7 and pCB3/SP6 (Fig. 1) and al-
lowed the in vitro synthesis of plus-strand CVB3 RNA under
the control of the T7 and SP6 promoter, respectively,
whereas minus-strand transcripts are synthesized under the
control of the opposite promoter. The nucleotide sequences
at the ligation junctions were determined directly from
plasmid DNA (3). The T7 promoter of pCB3/T7 directs
synthesis of plus-strand transcripts with 34 nonviral nts at
the 5' end. pCB3/SP6-derived SP6 transcripts contain 82
nonviral nucleotides at the 5' end (see legend to Fig. 1). Both
plasmids, pCB3/T7 and pCB3/SP6, were found to be infec-
tious upon transfection into HeLa cells.

In vitro transcription. Plasmid pCB3/T7 was digested with
Sall [cuts 65 nts after the 3' poly(A) tail], and the resulting
linear DNA was isolated by phenol extraction and ethanol
precipitation. RNA transcription was carried out essentially
as described previously (4, 50). Briefly, 1 ,ug of Sall-digested
pCB3/T7 DNA served as a template for plus-strand RNA
synthesis with T7 polymerase (400 U/ml) for 60 min at 37°C
in 50 RI that contained 40 mM Tris hydrochloride (pH 7.5),
10 mM NaCl, 6 mM MgCl2, 2 mM spermidine hydrochloride,
10 mM dithiothreitol, 500 ,uM each of ATP, CTP, UTP, and

T7 Eco RI T7 Eco RI

Pvu I (iPvuI(

SPS pCB3/T7 SPS pCB3/SP6
Sal I 10.6 kb Sal I s, 10.6 kb
Eco RI Eco RI

FIG. 1. Plasmids containing infectious CVB3 cDNA (16) under
the control of the T7 and SP6 promoters. Plasmids pCB3/T7 and
pCB3/SP6 were constructed by insertion of infectious CVB3 cDNA
(open bars) in both orientations into the dual-promoter plasmid
pSPT18 as described in Materials and Methods. Infectious plus-
strand CVB3 RNA was synthesized in vitro from plasmid pCB3/T7
following linearization with Sall or from plasmid pCB3/SP6 follow-
ing linearization with PvuI. Plus-strand CVB3 RNA transcripts
synthesized in vitro from pCB3/T7 under the control of the T7
promoter contain 34 nonviral nts at the 5' end: 5'GGGAGACCC
GAAUUCUCCAAGACAUCCCCCCCCCAAAACAGC.... Plus-
strand CVB3 RNA transcripts synthesized from pCB3/SP6 under
the control of the SP6 promoter contain 82 nonviral nts at the 5' end:
5'GAAUACAAGCUUGCAUGCCUGCAGGUCGACUCUAGAG
GAUCCCCGGGUACCGAGCUCGAAUUCUCCAAGACAUCCC
CCCCCCAAAACAGC.... Nucleotides underlined represent the 5'
terminal region of in vitro-synthesized CVB3 RNA. Note that two
initial 5' uridine residues of the authentic CVB3 RNA are missing
that are not contained in the infectious CVB3 cDNA (16). kb,
Kilobases; amp, ampicillin resistance.

GTP, bovine serum albumin (100 ,ug/ml), and RNasin (500
U/mI). After the DNA template was digested with DNase I
(20 U/ml) for 15 min at 37°C, RNA transcripts were isolated
by phenol extraction and ethanol precipitation. Analogously,
plus-strand RNA was synthesized from plasmid pCB3/SP6
after digestion with PvuI [cuts 1,652 nts after the poly(A)
tail], except that transcription was performed with SP6
polymerase.

Synthesis of minus-strand RNA was identical to that
described above, except that plasmid pCB3/T7 was linear-
ized with PvuI while plasmid pCB3/SP6 was linearized with
SalI and transcription was performed under the control of
the opposite promoter.

Transfection of cells and detection of CVB3. At 18 h before
being transfected, HeLa cells were plated onto 60-mm petri
dishes at about 5 x 105 cells per dish. RNA transfections
were performed with DEAE-dextran as a facilitator (49). A
total of 10 to 15 ,ug of in vitro-synthesized CVB3 RNA in 500
,ul of N-2-hydroxyethylpiperazine-N'-2-ethanesulfonic acid
(HEPES)-buffered saline (137 mM NaCl, 5 mM KCI, 0.7 mM
Na2HPO4, 6 mM glucose, 20 mM HEPES adjusted to a pH
of 6.98 with 0.5 M NaOH) was mixed with 0.5 ml of
DEAE-dextran (1 mg/ml in HEPES-buffered saline). The
RNA-DEAE-dextran mixture was added to HeLa cells
(about 80% confluent) and was incubated at room tempera-
ture for 30 min; then, 4 ml of Dulbecco modified Eagle
minimal minimal medium was added and incubation was
continued for 2.5 h at 37°C. At the end of the incubation, the
cells were washed twice with Dulbecco modified Eagle
minimal medium and maintained in medium supplemented
with 10% fetal bovine serum and kanamycin at 50 pkg/ml.
Complete lysis of cell cultures transfected with plus-strand
RNA transcripts was observed at 48 to 96 h posttransfection.
The supernatant medium of lysed cultures was taken and
submitted to a specific antibody neutralization assay (16) to
examine the identity of transfection-derived viruses. In
addition, plaque assays (15) were carried out to determine
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specific infectivities in dilution experiments and to assess the
plaque morphology of transfection-derived first-passage vi-
rus.
DNA transfections of circular recombinant CVB3 plas-

mids were performed with HeLa cells as described previ-
ously (16).

Materials. Sources were as follows: plasmid pSPT18,
Pharmacia; avian myeloblastosis virus reverse transcriptase,
J. W. Beard, Life Sciences (St. Petersburg, Fla.); Bal 31,
Bethesda Research Laboratories, Inc.; RNasin and all other
enzymes, Boehringer Mannheim Biochemicals; dideoxynu-
cleotide sequencing kit, New England BioLabs, Inc.; chem-
ical sequencing kit, Dupont, NEN Research Products; [a-
32P]dCTP and [_y-32P]ATP, Amersham Corp.

RESULTS
Nucleotide sequence of the CVB3 genome. The nucleotide

sequence of the CVB3 genome was determined from sub-
cloned fragments of infectious recombinant CVB3 cDNA.
The sequence of the two initial 5' uridine residues of the
genome that was not contained in the infectious CVB3
cDNA was obtained from primer-extended cDNA with a
synthetic oligodeoxynucleotide corresponding to positions
62 to 78 of the authentic viral RNA. The complete nucleotide
sequence of CVB3 is shown in Fig. 2, including an alignment
with the genomes of CVB1 (10) and CVB4 (11). The CVB3
genome consists of 7,399 nts in addition to a 3' terminal
poly(A) stretch. The 5' nc region comprises 741 nts, followed
by an open reading frame that encodes the viral polyprotein
consisting of 2,186 codons with a start codon (AUG) at
position 742 and a stop codon (UAG) at position 7297. The 3'
nc region consists of 100 nts. Results from independently
obtained CVB3 cDNA clones revealed that up to 59 adenine
residues constitute the 3' poly(A) stretch. The base compo-
sition of the CVB3 genome excluding the poly(A) stretch is
A (28.8%), C (23.3%), G (24.5%), and U (23.4%).
Comparison of the sequence of the infectious CVB3

cDNA with the CVB3 nucleotide sequence reported by
Lindberg et al. (20) showed 65 nucleotide changes through-
out the genome that result in 41 amino acid changes.
Regarding the partial CVB3 sequence reported by Tracy et
al. (48) comprising the 5' part of the genome (nts 1 through
3822), 41 nts were found to be changed corresponding to 24
amino acid changes. Some of these are likely to be changes
which occurred when the virus was propagated in different
cell systems, reflecting a selective adaption process to myo-
cardial cells. At two positions within the gene region coding
for the 2A proteinase (2APro), the infectious CVB3 cDNA
exhibits differences which cause significant alterations in the
amino acid sequence. One nucleotide insertion after position
3299 together with 1 nt deletion at position 3333 leads to a
frameshift within the previously reported CVB3 sequences
(20, 48) (Fig. 3). This frameshift results in an altered peptide
sequence of 12 amino acids. The majority of amino acids in
the immediate vicinity of the cleavage site between the
structural protein VP1 and 2APro are changed in a noncon-
servative fashion. In addition, insertions after positions 3486
(1 nt) and 3502 (2 nts) within the partial sequence reported by
Tracy et al. (48) lead to three amino acid changes and the
appearance of an additional amino acid (leucine) within
2APrO. Alignment of these two regions of the infectious
CVB3 cDNA sequence with other enterovirus sequences
reveals a high degree of sequence identity with CVB1 (100%)
(10), CVB4 (83%) (11), and, less pronounced, with poliovirus
type 1 (PV1) (50%) (18, 32), whereas the previously reported
CVB3 sequences (20, 48) clearly deviate (Fig. 3).

Sequence comparison with other group B coxsackieviruses.
Comparison of the nucleotide sequence of the CVB3 genome
with the sequences of the potentially cardiotropic CVB1 and
CVB4 (compare the sequences in Fig. 2) revealed high
degrees of overall identity, 80.7 and 78.3%, respectively.
The nc regions are highly conserved among the coxsackie-
viruses: CVB3-to-CVB1 identity, 94.1% (5' nc) and 89.4%
(3' nc); CVB3-to-CVB4 identity, 83.4% (5' nc) and 92.3% (3'
nc). One insertion (CVB4, 1 nt after position 32) and three
deletions (CVB3, 1 nt after position 115; CVB1, 1 nt each at
positions 118 and 7399) were observed within the 5' nc and 3'
nc regions, respectively.
The majority of nucleotide differences among group B

coxsackieviruses appear to be almost evenly distributed
over the entire open reading frame encoding the viral poly-
protein and occur frequently (71.3%) at third-nucleotide
positions. As expected, the regions coding for the structural
proteins VP1, VP2, and VP3 are less conserved than the
regions coding for VP4 and the nonstructural proteins.
Notable deletions and insertions are observed in the coding
regions of VP1 and VP2. A total of 15 nts are inserted within
the gene region of VP1 of CVB4 (after nt 2703), 6 nts are
deleted within VP1 (nt 2673 and nts 2680 through 2684) and
VP2 of CVB4 (nt 1404 and nts 1414 through 1418), and 9 nts
are inserted within VP1 of CVB3 (nts 3283 through 3291).
Alignment of the deduced CVB3 polyprotein sequence

with those of CVB1, CVB4, and PV1 (Fig. 4) allows the
identification of putative cleavage sites. In comparison to
those of PV1, cleavage sites are conserved, with the excep-
tion of the cleavage sites between polypeptides 2B and 2C
(2B/2C) and between VP1 and 2APrO (VP1/2APrO). In PV1,
2B/2C is a target of the 3C proteinase (3CPrO) (8). However,
a Q-N pair is found to be present in CVB3, CVB1, and CVB4
at a position corresponding to the Q-G cleavage site of PV1.
Since no alternative Q-G site is found at a proximal position,
we suggest that the Q-N pair is cleaved by the coxsackievi-
rus 3CPro, generating termini of polypeptides 2B and 2C at
equivalent positions with respect to PV1.

In the case of poliovirus, the cleavage between VP1 and
2APrO is mediated by 2APro, leading to the proper release of
the structural precursor protein P1 (46). In comparison to the
Y-G cleavage site of PV1 comprising the cleavage between
VP1 and 2APrO, the corresponding amino acids are not
conserved among the group B coxsackieviruses (Fig. 4).
Assuming cleavage sites with properties similar to the polio-
virus Y-G pair (aromatic amino acid-G), the F (or Y)-G pairs
located two residues downstream with respect to PV1 would
represent suitable cleavage sites in the group B coxsackie-
viruses. Alternatively, the T-G pair (two residues upstream)
has been suggested (10, 30). To verify the proposed cleavage
site for CVB3, protein sequence studies are required.
The alignment of the polypeptides of CVB1, CVB3,

CVB4, and PV1 (Fig. 4) indicates that identity among the
coxsackieviral polyproteins is clearly higher compared with
that of PV1. Taking into consideration the deduced cleavage
sites of the polyproteins, the degree of identity among the
viral proteins has been determined and is summarized in
Table 1. This comparison reveals that the structural protein
VP4 and all nonstructural polypeptides are highly conserved
among the coxsackieviruses (90.9 to 99.0% identity) and that
polypeptides 2B and 2C with yet unknown functions are
almost identical (98 to 99%). In contrast, the structural
proteins VP2, VP3, and VP1 exhibit a pronounced diversity
(69.4 to 82.9% identity) which is restricted to clusters of
heterologous sequences alternating with highly conserved
regions (compare sequences in Fig. 4). Highly homologous
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CVBI U C U A U U U. UUl CA
CVB4 UA G A A UC A C AGUUC C CA GA AUG UUAUGA CA,A

148 CACAGUUACACCKGUCCCGCGGACAAAUCCCCGUMGGAACUIGUtCGCACAUXAAACUGACCGGAGUCGGGUCCCG
U C A A C A G

C UGU GC U GU AG UG C C C G G G A AC AG

U C G A A
U C U G U UG C GCA G U C

U A G
GUU G C AUtG G C U CCU

598 AAUUGAGAGAJJCGUUACCAUAUAGCUAUUGGAUUGGCCAUCCGGUGACUAAUAGAGCUAUUAUAUAUCCCUUWGUUGGGUUUAUACCACUUAGCUUGAAAGAGGUUAAAACAULMACA NCAJUUAAGUUGAAUACAGCAJGA
C GU U C A U C UIC CA AC A A I G
A U A U A A C UOG U CG UCUGGA ACG AU X UCUUU AU GGAC C GAUl

A A G A G C U C AC C UA U CA A A UA
A GG A A C U UU GCC UA C GU U C C AC UU A UG A A U A UiAU A

898 UUCACAGAACCAGUGMAAGAUAUCAUGAUUAAAUCAUACCAGCUCCA CCCCACAGUAGAGGAGUGCGGAUACAGUGACAGGGCAGAUXAAUCACAUUAGGUAACtUCCAACCAAACGACUCAGGAAUGCGCCAACGUGGUGGUG
U UG G CU C GA G AU G U UCC A U UU UUC A CCCG U C AA GU U UU U

G AG G G A G G G G G U U C AUtU A CC G G U AA G UA C

G U G A UG CA AC GC A A C G C C tUUA GC G AU GAU G U UA A
G CC C U GCCGAA G A G C UU G AG U CGUGA U AA G UGCAGGGG UC A

118 VAUGC A AA U UU C AA CUUAGGCGACAU CGGGACMUA CAAG CGCA AUAtGG GUGUACGAGUGAACGG
UACAUGAC AGACGGUAG UUAAAUGGAAACUGAcCMGUCA U G CtCU GC GU U G U

1648 UGCGCACCUAGACCACGACGUCMUCGCGUGCCMUUCGGCACCVMACUCGGGGLAGCUGUCAA VUAGCAUGACGCGACUGACtUUCCMAA
AUGGAUKU AAU C MAAU CAAMC CCUAACGGUAUMMUGCGUAA ACGCAUACG U VUVU
tiACAGCGACGUA U U GU AG A A ....G AAAU G AAGG G AGU GCU AUA GC AGG U G V UU

G UA A G GA G CACG A UCGUCUC UG GCACCUGACGACCGUGCUA CA ACU
A~U AGAU U UGCA ACUACCA GGC U VGCA UUGAAAUCUGAACUUCGUGA GCU GGG

CCMMA AUAGACAAAGC C G C C UGA A CA ACC A CVGGUU CCCCUACGUU U C U
GA GUAGCGUUCAGAUG CGAGAGV CU AGCU CAGACAAAAGUAUCCUAACAG G CCG UAAGU

G AG GGC UGA CAGU AAC AAGACA UG A AC CA ACACUG OG VAU G
A U A C UAGCA A UAAGCA GAG CAUAGAC UAGCCCA AUCUGAGC UCCUCGG GU GGG

C GA UAG AGUGM AG G CUAGA GCAA C C UAC A U U CUl ACGccc G UC AGc U
CG GG AU A UGAU CG A U CCGUAUG GCU C UUGCMAAAAG AA UGMGC A GCU CCVAA

239 tVGtUGUCAGGCCAUGAGGCACAGGACCUtUCCUUUCGCGCAUACUACU CCA~CCAGAGt GGAAGA CGCGZAAPUAACCC AUtAGGUtGGGUGCGUCVGUACAWWM4GtGGGCACACCAAGUAUACCAIGGtGCAWCUCUG
GCA GAc GUC UVAG A CCUA U AVGGAGACGGUCGUU GCACUAUGU UCCCC
ACCAG G GMU ACAMC Al AACA AGACGGGCAAGAAC UAG GC ACGAUCCGC AUG UGCMU C VGAG

228AAGCC UCCAUACGUUUUCAtCAGAGGAACC AGGGUAUAC tG U C GAAA UUUGGIC AUCUCAGCtOCAUUUK" MWUGAC AGCACC ACUUM
U G UAUUCGGGAGA A G AAGAUGCU c CCAUU AAUVA CAUU AUA.GUAUC

UCAGG A AUGCCAG ACACAGGAcUVGUC UGUGMCUGAGCUUM U AllG A G GCG UG
A39tUGAAUCAG ACUAU CUG GUCAAAGGUGUUXAACAGAACAUGGAGCUAGU GGAACUGGAA UGCCAC GAUCAGACUAACAGGCACUGCAC

GCUACCG A UC CUGAAAGC AGA GUU CGG AUGGACCG ACAGAC CCGU G CAC C C A GU AAGc
GACUUCA UUC MGAC A UCG UCC AUCGUCGACAGACAG CGAUCCCG CAC UG U CAACUAAMGA

258GUGUCAGGCACACUCACAAUAGUCCGUGACCUAUVAGAACCACGCUAA UGCC UUCGGCW Z"f CU GCAVGCA CAUAGCGCWMAACti-
CAU U U UCVACACU UAAVGUMC AG GAA AA UU UA UU G CCA GCC UUACG CUC C AGUM

UGC U A AUCG U CA GGAAGG GGGACCV AAU CAGIUCACA C AGCC..UCtAU C
268GGCGCC CC....... ACGGA CGA CGtUA4CCAAAUGCACCACAALLS AACUGU AGA AUtCt 4GGGUCGACUGUGAGCGCGUU GGUCUAGCAAGt CACAUGCCtAC

. CG C AG UACCACAC AG GG C GCAACC CCAG GCGGCM U AGA GUUC GV A GU
.GAUCAACAACIG U C ACU AA GC AGC AGC CU t UUC GGU GU IC CC UGAGC

G ACGGU C CGAA CAGA GU CGGCGAGGU CUG ACGCCCGGG AUG U G UAGU A AG
CGCACUCCUU CAGGA AU CC GG ACG CCGAGC UGGA CAC UVAAM MGU

3583 CAtGUGCUUUUAGCAGCtGAAUUUGCMCGMCCUAGUGACUGUGWCGUACCUAA UGM XAGCGG UUCAANGCAGCGACCGU

3733 GCMUAMAAGCACCAUGGGAAtCUAGCUUCAACGAMGCAUCGGCUCCVGGCUA~VCCUAMACCUAGGACtCAAGUCACCCUAGAGMAMAGAACGUGGGCUCAAACUCCAGCGGAGAC MACUACUAAAAGCALCACUAC

GIGCU CAG A U CCACVG AA G CAG AG GCGC CAUti A GC

I A UCU GA V UU ACAC GGC AGU A AGU A G GACCA

VP4

VP2

VP3

VP1

2A

FIG. 2. Nucleotide sequence of infectious CVB3 cDNA (top) in comparison with the sequences of CVB1 (middle) (lizuka et al. [10]) and
CVB4 (bottom) (Jenkins et al. [11]). The CVB3 sequence is shown in its entirety together with the corresponding nucleotide changes of CVB1
and CVB4. The gene regions of the distinct viral proteins are defined by vertical lines by analogy to the poliovirus genome (18, 32). The
interrupted line after nucleotide position 3303 indicates the proposed border between the CVB3 gene regions of VP1 and 2APro. Dots represent
nucleotide deletions.



VOL. 64, 1990 INFECTIOUS COXSACKIEVIRUS B3 cDNA

C: CWIIUGUUAUAtGIG6U GAGGAUACCCAGCUCCGGCGCCtCLClAGCUUUUtC66UUGUACCUCG UC1_166MUAACGAGLAXCNWGAtCCCUAU6GGCU
A A UGG G G A C C UUA A A A U C U CC C A A AA U G A C G C U C U A

C C U CG G A A U U AU A U C U C C U A U G C C A C

GAC GAAAlLUACAAtlWUU CUGCAGUUGGAlUGJGUUCAAUUCAGAAUUCUUGAUGGU6AUAAUUCCAG AGGUCAGAA6ACCAUUCCUG
G G U C G C C C C A G AU C U A U CC A A U A U U A

61CG G A A G U C A AG G C G U A G U G A AG G U A A

AACAAAACAtCCCAUUAUGAAUCAG6CGCACAACGACAGACGCCCAICAAUGACCAGlACAAUMLEUAUGLAJCWLCCACllU KCGAGUXGMCUAUCGCUAGtG
U G CG G U C U AU A U U G U A G G U U G A U C G A A G U G C

GU C G AC C GG U C U A A U A C U GC G C A G C U A G U A

6C ^UCCUI UCAAGtCCMN)GCCGJWW6ACCUGlAtUGU^UtUCUCCUGCACGGGAGCCCt6GUt6CCGCA GUGGCAACAAACUGAU6GMQIGWCU
A A U C C U U AG A U C U CG GC C A C G

C U AAA C W U U A A G G A U U C GC AU A

GGAACL6CACUCAGUG UACAUACCGCCAGACCGACUCGCGGUACAACAGAGCCGUGGSUCAAGGCGASCUCUCUNWAAL CCUGAGG UGUCUCCtUG UUtICCMAtGUUtCAG6UA
G U U U U A C UU U A U C U U C A U G U U U U U C G

A GUA U CU A C U U C A A C A A C G CG G U G U

GAUUUUGUCACCCAUG CUGCCC U tUGUfiCUCACCGUUUGt UUGGCA GACUGCAGGAW ACUCC AACCGUGUANACGGC6GMG" CCUAAGA
C G A A G U U C C U A C C C A U C U G AC U G U
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FIG. 2-Continued.

peptide sequences are found corresponding to the antiparal-
lel oriented beta strands and short alpha helices which
determine the core structure of PV1 capsid proteins (9).
Diverging sequences correlate to distinct loops connecting
the conserved core elements of VP2, VP3, and VPI. CVB3
peptide sequences at positions 75 through 86 of VP1 (site 1),

197 through 210 of VP1 and 135 through 174 of VP2 (site 2),
and 54 through 66, 75 through 80 of VP3, 72 through 76 of
VP2, and the C terminus of VP1 (site 3) correspond to PV
sequences containing the main immunodominant antigenic
sites of the three poliovirus strains PV1, PV2, and PV3 (25,
29). These regions are part of the highly divergent sequences
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FIG. 3. Alignment of two regions withi
CVB3 cDNA with various enterovirus seq
amino acid sequence of infectious CVB3 c
(CVB3) reveals a high degree of identity to
(11) but lower homology to PV1 (18, 32).
determined by Lindberg et al. (20) (CVB3*)
(CVB3+) clearly deviate from the CVB3 sequ
a consequence of the frameshift between nt
cated). Note that the majority of amino ac
nonconservatively changed. A second frame
and 3502 was only found to be present in
reported by Tracy et al. (48) (CVB3+), leadin
sequence with conserved amino acid changer
identical amino acids.

among the coxsackieviruses, suggestin
major role in the formation of the antige
The 5' terminus of the CVB3 genome

features conserved among the picornaviru
sequence is highly conserved among diff
Enteroviruses have the first 10 nts, 5' L
common (Fig. 5). In addition, two pairs
are found to be present within the first 9
ing positions (nts 2 through 9 and 79 thri
18 and 26 through 35, in the case of CV
are common to other human pathogenic
as rhinoviruses, and to a lesser extent, he
5). Computer-calculated secondary st
shown) indicate that inverted repeats fac
of unique secondary structures presumal
functions in virus replication. In addition
all picornaviral genomes sequenced so fa
5' uridine residues. However, their rele
are still obscure.
Two initial 5' uridine residues missing

binant CVB3 cDNA are present in cDNA
quencing of the 5' terminus of infectious
cDNA revealed that two 5' uridine resid
were found to be encoded in the au
Instead, deoxycytidine residues have 1
corresponding to the oligo(dC) tract ger
ing of the CVB3 genome (16). This
question of how the recombinant CVB3
modified 5' terminus is capable of ind
cycle. To examine whether this modifi
during transfection of mammalian cells,
isolated from cDNA-derived CVB3. TI
quence of the genome of cDNA-gen
determined by primer extension and chei
performed for the determination of the
authentic wild-type RNA. Strikingly, th
cDNA-generated CVB3 genome was fou
that of the wild-type RNA containing
dues. These residues must have been I
initiation of an infectious cycle upon tra
binant CVB3 cDNA into permissive cel

3487 3502 Restoration of the authentic CVB3 5' end takes place in the
11 .U6U6C6UCCMAAAAMC. cytoplasm of transfected cells. To prove whether the authen-

// u AGC tic 5' terminus is restored through a cytoplasmic event,
transfection experiments were performed with in vitro-

/ c A $ K-N synthesized RNA transcripts, which should initiate an infec-
// c A^ S KN tious cycle independent of a nuclear event. For this purpose,
II L Ce v Q K s the recombinant CVB3 cDNA was set under the control of

// c A S R N both the T7 and SP6 promoters and was used for the
// c A S K s synthesis of full-length CVB3 RNA transcripts of plus-strand
/1 c E S R R polarity (compare structures shown in Fig. 1). These RNA
n 2APro of infectious molecules also lacked the two 5' uridine residues and con-
uences. The deduced tained additional nonviral nucleotides at both ends. A spe-
;DNA presented here cific infectivity of 14 to 30 PFU/,ug of T7- and SP6-derived
CVB1 (10) and CVB4 transcripts was observed in transfected HeLa cells (n = 3
The CVB3 sequences different experiments each), whereas virion RNA showed an
and Tracy et al. (48) infectivity of 2 x 105 PFU/[Lg. Total lysis of cells overlaid

ence presented here as with fluid medium was observed within 2 to 4 days upon
ids in this region are transfection of in vitro-synthesized plus-strand RNA. As
shift between nts 3487 expected, no infectious cycle was initiated upon transfection
the partial sequence of minus-strand RNA transcripts. To examine whether the

g to a different peptide authentic CVB3 5' terminus had been restored in plus-strand
s. Shaded areas depict RNA-transfected cells, the 5' nucleotide sequence of the

virus progeny was determined. The analysis revealed the
presence of two initial 5' uridine residues identical to the 5'
sequence 5'UUAAAA. . . in cDNA-derived CVB3 (Fig. 6).

ig that they play a This finding demonstrates that the authentic CVB3 5' termi-
enic determinants. nus has been restored in the cytoplasm upon transfection of
] contains structural in vitro-synthesized RNA transcripts.
ises. The 5' terminal Biological properties of transfection-derived CVB3. The
erent enteroviruses. supernatant medium of transfected cultures was tested after
JUAAAACAGC, in complete lysis of the cells in a specific antibody neutraliza-
of inverted repeats tion assay to examine the identity of transfection-derived

10 nts at correspond- viruses. Neutralization was achieved with CVB3 serotype-
ough 86, 10 through specific antiserum but not with CVB1 or CVB5 antiserum,
'B3). These features indicating that the cDNA-generated viruses, as well as
picornaviruses such viruses generated through in vitro-synthesized RNA tran-
epatitis A virus (Fig. scripts, were authentic CVB3. With regard to tissue tropism,
tructures (data not transfection-derived viruses were found to induce myocardi-
ilitate the formation tis in mice and are also capable of establishing a persistent
bly serving essential carrier state infection in cultured human myocardial fibro-
, it is of interest that blasts, as was previously described for the parental CVB3
tr contain two initial (14, 15). In addition, transfection-derived viruses were found
vance and function to grow to titers of about 2 x 108 to 4 x 108 PFU/ml upon

passage in HeLa cells, which is typically observed for
in infectious recom- wild-type stocks. cDNA-derived virus, as well as virus
A-derived virus. Se- generated through transfection of in vitro-synthesized CVB3
recombinant CVB3 RNA, clearly revealed wild-type virus plaque morphology
lues are missing that (Fig. 7).
thentic viral RNA.
taken their position
nerated during clon-
finding raised the
cDNA containing a
lucing an infectious
cation is conserved
genomic RNA was
he 5' nucleotide se-
erated viruses was
mical sequencing, as
very 5' end of the
e 5' terminus of the
nd to be identical to
two 5' uridine resi-
provided during the
Lnsfection of recom-
lls (Fig. 6).

DISCUSSION

Picornavirus research is in a very dynamic phase following
the demonstration that cloned cDNA copies of poliovirus
(33) and CVB3 (16) and in vitro-synthesized RNA transcripts
of poliovirus (50), human rhinovirus 14 (26), and hepatitis A
virus (4) are infectious. In addition, recombinant DNA
techniques have contributed to an improved diagnosis of
picornavirus infections. We have previously developed an in
situ hybridization assay capable of detecting enterovirus
RNA in myocardial tissue with full-length reverse-tran-
scribed recombinant CVB3 cDNA as an enterovirus group-
specific probe (14). By this approach, the presence of
enterovirus RNA has been assessed in endomyocardial
biopsy samples of a significant number of patients with
myocarditis or dilated cardiomyopathy or both (13, 17).
By comparison of the CVB3 genome to those of other
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E NN A QN I SN N KF S N RN T TE GTSND K tA W
N K EMQ A F EN S I TNAE A AYGD C E S EQN.. ATGKTA TA C

A T S T E R ROM Y S A G FA CLAGDSNTT NHT YQNANP EKGGT TGTFTPDNNQTSPA RFCPVDYL

248 VG.... VGNLTIFPHQWINLRTNNSATIVNPYTNSVPMDNNFRHNNVTLMVIPFVPLDYCPGSTTYVPITVTIAPNCAEYNGLR... LAGHQ GLPTMNTPGSCQFLTSODFQSPSNPQYDVTP
I Y L I N SE SP SS V T T F

Y I F I A VT ASS I V S L T F
L NGTLL AFV I C L L V LSI S VK WGIAIL LA NFASE SPEI L C F NIT PRL V N Y A N C L EF

365 EIRIPGEVKNLNEIAEVDSWPVQNVGEKVNSMEAYQIPVRSNEGSGTQVFGFPLQPGYSSVFSRTLLGE ILNYYTHWSGSIKLTFNfCGSANATGKFLLAYSPPGAGAPTKRVDAMLGTHVIWD VP3
Q R N N TDNN GLK Q SDNRR ANN LN V KN R
N Q R IN LKANLNT RVQ TDEN G I A LQ L V DS KN

PIO N L I THI FDLSAT K T N RVRLSDKPHTOWPILCLS S ASDPRL HN A L F L FN L VS A DP K KE

490 VGLQSSCVLCIPWISQTHYRFVASDEYTAGGFITCWYQTNIVVPADAQSSCYINCFVSACNDFSVRLLKDTPFISQQNFFQ G ..... ...... PVEDAITAAIGR ..VADTVGTGPTNSEAIPA
V Y VE A YV I V T D L N R D Y ESVER NV SSK S
V Y VD K S S VI E K N R Q K T Y T ESVERN IAR S Q

I TMVV N T QTID SF E Y SVF R LSTPREND LG R TH E KALA LGQNLESNIDNT RETVG TS DALPN EAS H KE

601 LTMETGHTSQWPGOTNQTRHVKNYHSRSESTIENFLCRSACVYFTEYKNSGA .....KRYAEWVLTPRQAAQLRRKLEFFTYVRFDLELTFVITSTQQPSTTQNQDAQILTHQINYVPPGGPV VP1
S S YAT N NSE G INT V L RKLE L A E ATSV PVQ Q

V D S H S IY..I Y S ESNNL INT V NN I C N H EM AT S VPVQ
V A NPL S V VQHR S S FA G TINTVD PASTTNKD LF V KI YKDTV S N V A..NFTE N GH LNQVY A

721 PDKVDSYVWQTSTNPSVFWTEGNAPPRNSIPFLSIGNAYSNFYDGWSEFS ........ RNGVYGINTLNNNGTLYARHVNAGSTGPIKSTIRIYFKPKHVKAWIPRPPRLCQYEKAKNVNFQPSG
T tDA I C TQ N EAGQ V V Q N T
TS ND I N TN N O I Y S I DS P GLT YV K S DVEA
E W D T S I Y Y T A I V YVG S H F KVPLKOQSAALGDSL MS OF I AV V DHNPTKVT K V L IRV C AVA Y.GPG DYKDGT

IV
838 VTTTRQSITTNTNTG AF:GQQSGAVYVGNYRVVNRHLATSAOWQNCVWESYNRDLLVSTTTAHGCDI IARCQCTTGVYFCASKNKHYPISFEGPGLVEVQESEYYPRRYQSHVLLAMGFSEPGO 2A

SN... RE R D R V K
AEALI... PY' H K NV D T S V K T

L PLSTKDL ... YIG H NK TAG KIC Y QD L A NVNWS TESR Q T S N NA Y E RR Y V V TFQYNE A N IGH AS

961 CGGILRCEHGVIGIVTNGGEGVVGFADIRDLLWLEDOANEQ GVKDYVEQLGNAFGSGFTNQICEQVNLLKESLVGQDSILEKSLKLVK I ISALVIVVRNHOL ITVTATLALIGCTSSPWRWL 2B
V V IV V

L V
H I A L A S YAY EE ITN I S A Q SOKITE TVTS..T T L N I S IT YE TT L L DA Q

1085 KQKVSQYYGIPMAERQ NNSWLKKFTENTNACKGNEWIAVK IQKF IEWLKVK ILPEVREKHEFLNRLKQLPLLESQIATIEQSAPSQSDQEQLFSNVQYFAHYCRKYAPLYAAEAKRVFSLEKKN
SG I K

H G K S
RK ACDVLE YVIK GD AC A L VSN S D E I QA D L VTK R EN N S H C EH I N RWLSIQSKRF V IQK HTI

1209 SNYIQFKSKCRIEPVCLLLHGSPGAGKSVATNLIGRSLAEKLNSSVYSLPPDPDFDGYKQQAVIMDLCQNPDGKDVSLFCQMVSSVDFVPP2CEEKGILFTSPFVLASTNASIATVS 2C

N H V T A Al RE TT S G N A W T E I S NY SSR SP A

1334 OSRALARRFHFDNNIEVISNYSQNGKINNSVKTCDDECCPVNFKKCCPLVCGKAIQfIDRRTQVRYSLNMLVTENREYNHRHSVGTTLEALFQ GPPVYREIKISVAPETPPPPAIADLLKS 3A
E A I I
E R K A T V

H D A D Q ME RD L A ATEN KNCHQ R L KSSR I QIT NIIN R R SNI NC LQ KDL OI.KTS EC N QA

1458 VDSEAVREYCKEKGWLVPE INSTLQIEKHVSRAF ICLQALTTFVSVAGI IYI IYKLFAGFQ GAYTGVPNQKPRVPTLRQAKVQ GPAFEFAVAURNSSTVKTEYGEFTMLGIYORWAVLPRH 3B
K V

I D I I K
QE 0 EK I .N T QV T RNIN NTI V AA VVV H L K N I T G DY A IV AT SK VH NV I T

1581 AKPGPTI3LCVGVLWAKELVOKDGTNLELTLLKLNRNEKFRDIRGfLAKEEVEVNEAVLAINTSKFPNMYIPVGQVTEYGFLNLGGTPTLMYNFPTRACGGVLMSTGKVLGIHVGGN 3C

I R R D
S ES VIDGK El A E QA I IIT K PHIPTQIT T DG IV Y V A Q Y RQ A T ITC I N

1706 GHQGFSMLLKHYFNDEQ GEIEFIESSKtAGFPVINTPSKTKLEPSVFHQVFEGWEPAVLRSGDRLKAFEEAIFSKYIGNNTEYMLEAVDHYATLDISTEPKLEDAVYGTEG
E N R R

SH A KRS TQS QWRP EVY I A A Y V TKN TO V KI E K NS N Q C D

1830 LEALDLTTSAGYPYVALGIKKRDILSKKTKDLTKLKECNDKYGLNLPNVTYVKDELRSIEKVAKGKSRL IEASSLNOSVAMRQTFGNLYKTFHLNPGWVTGSAVGCDPDLFWSKIPVNLDGHLIA 3D
R A I V

A A I V
S N K N Q R TKEQKLL T I L KT EQ MA M K I LNEEK F

1955 FDYSCYDASLSPVWFACLKNLLEKLGYTHKETNYIOYLCNSHHLYROKHYFVRGGNPSGCSGTSIFNSMINNI I IRTLNLKVYKGIDLDQFRNIAYGDDVIASYPWPIDASLLAEAGKGYGLINT
L S ROC
L 0

T A EA V I FGDR.VD NH KN T C K L L T HLK HEV QSD T

2080 PADI(ECFNV NTFLKYFQYPFLVHP IHESIRWTKDPKNTDHSLCLAWNEHEYEEFIRIRWACLTLPASTLRKDF 2185
D AV A

V Q
SAT ET E V F K I E R E LA I A L EY Y R

FIG. 4. Deduced amino acid sequence of infectious CVB3 cDNA in comparison with that of the polyproteins of CVB1 (lizuka et al. [10]),
CVB4 (Jenkins et al. [11]), and PV1 (18, 32). The CVB3 amino acid sequence is shown in its entirety, and deviating amino acids are depicted
for CVB1, CVB4, and PV1. Dots represent amino acid deletions. The proposed cleavage sites of the polyproteins of the coxsackieviruses are
marked by vertical lines by analogy to the biochemically established sites of proteolytic processing of PV1 (18). Note that only the proposed
cleavage sites between polypeptides 2B and 2C and between VP1 and 2APro differ between the coxsackieviruses and poliovirus. To determine
the exact position of the cleavage site of CVB3 between VP1 and 2APrO, direct sequencing of the termini of these polypeptides will be required.



1580 KLUMP ET AL.

TABLE 1. Amino acid sequence identity among the proteins of
CVB3 and three other enteroviruses"

Identity between:
Protein CVB3b CVB3 and CVB3 and CVB3 and

CVB1 CVB4 PV1

VP4 69 97.1 94.2 65.2
VP2 263 82.9 79.8 51.0
VP3 238 80.7 79.0 55.5
VP1 281 77.2 69.4 38.8
2APro 150 94.0 92.0 58.0
2B 99 98.0 99.0 49.5
2C 329 98.2 97.9 62.3
3A 89 97.8 93.3 51.7
3B 22 90.9 90.9 77.3
3CPro 183 98.9 97.8 55.2
3DPO' 462 96.3 97.0 79.7

a Sequence identities are expressed as percentages. Details are taken from
lizuka et al. (10) for CVB1, Jenkins et al. (11) for CVB4, and Kitamura et al.
(18) for PV1.

b Number of amino acids of CVB3 proteins based on the cleavage sites
proposed in the legend to Fig. 4.

potentially cardiotropic group B coxsackieviruses, the high
degree of identity among nucleotide and amino acid se-
quences clearly demonstrates their close genetic relation-
ship, which is considerably lower with respect to poliovirus
(compare Table 1 with Fig. 4). Most pronounced is the
degree of identity within the 5' and 3' nc regions and,
regarding the polyprotein sequences, within the nonstruc-
tural proteins and VP4. In the case of the structural proteins
VP1, VP2, and VP3, identity is confined to distinct regions
interspersed between nonhomologous sequences (Fig. 4). As
is evident from the crystallographic structures of various
picornaviruses (9, 21, 35), conserved regions have an impor-
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FIG. 6. 5' Terminal sequence of CVB3 generated through trans-

fection of recombinant CVB3 plasmid DNA into HeLa cells. To
obtain the sequence of the 5' terminal region of the genomic RNA of
cDNA-derived CVB3, primer-extended cDNA was synthesized
from purified viral RNA and sequenced chemically as described in
Materials and Methods. Lanes 1 to 4, Labeled DNA fragments
generated from cleavage at G (lane 1), G and A (lane 2), T and C
(lane 3), and C (lane 4). The complementary 5' terminal sequence of
the corresponding viral RNA is shown at the right. Note the
presence of the two initial 5' uridine residues which are not
contained in the recombinant infectious CVB3 cDNA (16). An
identical sequence was obtained by sequencing genomic RNA from
CVB3 generated upon transfection of in vitro-synthesized viral
RNA.
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UUAAAACAGCCUGUGGGUUGAUCCCACCCACAGGCCCAUUGGGCGCUAGCACUCUGGUAUCACGGUACCUUUGUGCGCCUGUUUUAUAAC
5U-U, -

UUAAAACAGCCUGUGGGUUGUUCCCACCCACAGGCCCAUUGGGCGCUAGCACUCUGGUAUCACGGUACCUUUGUGCGCCUGUUUUACAUC., ~~4-
UUAAAACAGCCUGUGGGUUGUACCCACCCACAGGGCCCAMUGGGCGCUAGCACACUGGUAUUCCGGUACCUUUGUGCGCCUGUUUUAUAC
,.~ ~ ~ ~ ~ -

UUAAAACAGCUCUGGGGUUGUACCCACCCCAGAGGCCCACGUGGCGGCUAGUACUCCGGUAUUGCGGUACCCUUGUACGCCUGUUUUAUA

UUAAAACAGCUCUGGGGUUGUUCCCACCCCAGAGGCCCACGUGGCCAGUACACUGGUAUUGCGGUACCUUUGUACGCCUGUUUUAUACUC
-B 4-

UUAAGCAGCUCUCGGGUUGUUCCCCCCCCAGAGGCCCACGUGGCGGCUAGUACACUGGUAUCACGGUACCUUUGUACGCCUGUUUUAUA

UUCAACAGCGGAUGGGUAUCCCACCAUUCGACCCAUUGGGUGUAGUACUCUGGUACUAUGUACCUUUGUACGCCUGUUUCUCCCCACC
--4 4 -

UUMMACUGGAUCCAGGUUGUUCCCACCUGGAUUUCCCACAGGGAGUGGUACUCUGUUAUUACGGUMACUUUGUACGCCAGUUUUAUCUC

UUCMAG6GGGUCUCCGGAG6UUUCCGGAGCCCCUCUU6GM6AUCCAUGGUGAGGG6ACUUGAUACCUCACC6CCGUUUGCCUAGGCUAU
- G -

UUCMAGAGGGGUCUCCGGGGAUUUCCGGAGUCCCUCUUGGMAGUCCAUGGUGAGGG6ACUUGAUACCUCACCGCCGUUUGCCUAGGCUAU
D 4--4t 4 -

FIG. 5. Common structural features of the 5' terminus of different picornaviruses. The first 90 5' terminal nts of CVB3, CVB1 (10), CVB4
(11), PV1 (18, 32), PV2 (45), PV3 (41), human rhinovirus type 14 (HRV14) (40), human rhinovirus type 2 (HRV2) (38), and hepatitis A viruses
(HAV/LA) (28) and HAV/MBB (31) are presented. Note that the first 10 nts at the 5' end are identical among the enteroviruses. Arrows
indicate perfect repeats of inverted symmetry, 6 to 10 nts in length, which are found at corresponding positions for the human enteroviruses
and rhinoviruses (nts 9 to 20 are complementary to nts 23 to 37, and nts 2 to 11 are complementary to nts 75 to 88). In the case of hepatitis
A virus, the inverted repeat that is complementary to nts 2 to 11 is shifted to nts 31 to 39. Computer-calculated secondary structures (data
not shown) suggest an important function for these inverted repeats during plus- and minus-strand RNA replication.
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FIG. 7. Plaque morphology of CVB3 generated through transfec-
tion of wild-type RNA (A), recombinant pCB3-M1 plasmid DNA
(B), recombinant pCB3/T7 plasmid DNA (C), and in vitro-synthe-
sized CVB3 RNA (D). HeLa cell monolayers were infected with
transfection-derived first-passage stocks, as described for plaque
assays in Materials and Methods, indicating that viruses generated
in the absence of two initial 5' uridine residues exhibited wild-type
plaque morphology.

tant function in maintaining polypeptide chains of the struc-
tural proteins in the barrel-like core structure. Structurally
conserved loops and terminal extensions have been sug-
gested to be involved in dynamic viral processes, e.g.,
assembly, receptor binding, and uncoating (7), whereas
highly divergent sequences may participate in the formation
of antigenic determinants. This pattern of conserved and
heterologous peptide sequences is shared by various genera
of picornaviruses, as demonstrated by a comprehensive
alignment of the capsid proteins of 33 picornavirus strains
(30). Peptide sequences, which can be identified by correla-
tion to poliovirus sequences containing antigenic determi-
nants, are highly divergent among the coxsackieviruses and
probably exhibit serotype-specific antigenic properties. In
addition, peptides with sequences common to a subset of
serotypes should provide useful targets for broad-spectrum
clinical diagnosis of potentially cardiotropic enteroviruses.
In this context, we have recently demonstrated that poly-
clonal antibodies generated against bacterially synthesized
fusion proteins of various CVB3 structural proteins clearly
cross-react with a wide variety of group A and B coxsack-
ieviruses, as well as echoviruses (51).
The mechanism by which the recombinant cDNA of a

picornavirus initiates an infectious cycle in transfected cells
is currently poorly understood. Presumably, the recombi-
nant cDNA is transcribed in the nucleus of transfected cells
to produce plus-strand RNA transcripts, which serve as

messengers for the synthesis of virus-directed proteins and
as templates for replication. Regardless of whether these
transcripts are initiated from cellular promoters after inte-
gration or from cryptic promoters present in the vector
DNA, they probably represent oversized transcripts with

extra nonviral sequences at both ends. The in vitro-synthe-
sized CVB3 RNA transcripts also represent oversized tran-
scripts. These RNAs, while about 20 times more infectious
than the plasmid DNAs, are only about 0.01% as infectious
as RNA isolated from the virus. This may be caused by the
presence of oversized nonviral sequences (50) and possibly
also by the absence of two initial 5' uridine residues.
Nonetheless, transfection-derived viruses have biological
properties indistinguishable from those of parental CVB3.
The 5' termini of the transfection-derived viruses and that

of parental CVB3 were found to be identical, demonstrating
that recombinant plasmid DNA, as well as in vitro-synthe-
sized RNA transcripts, has regained two initial 5' uridine
residues during initiation of an infectious cycle. Presumably,
these uridine residues are provided by the picornaviral
nucleotidyl protein VPg-pUpU, which has been proposed as
a component of the initiation complex of poliovirus RNA
synthesis (5, 43, 44, 52). Free VPg-pUpU is known to be
present in poliovirus-infected cells (5) and has been synthe-
sized in vitro in a membrane fraction of poliovirus-infected
cells (43). It was suggested that a precursor of VPg, most
likely polypeptide 3AB, is uridylylated and subsequently
cleaved by the 3C protease (3CPrO) to yield the primer
molecule VPg-pUpU (44, 52). In vitro pulse-chase analyses
have supported a model in which VPg-pUpU can function as
a primer in the elongation reaction (42), and evidence was
obtained by an in vitro genetic approach that implicates
3DPOI in the formation of VPg-pUpU (47). Thus, a very
attractive model for the initiation of picornaviral RNA
synthesis is provided by implying synthesis ofVPg-pUpU by
3D"' without a template, by its hybridization to template
RNA, and by elongation by 3DP01.
Our finding of a correct 5' end of transfection-derived

CVB3 strongly supports uridylylation of VPg in a template-
independent fashion. This implies a unique mechanism al-
lowing the correct initiation of plus-strand RNA synthesis
independent of the presence of two complementary adenines
of the minus strand. Presumably, distinct sequences of the
minus-strand RNA template are involved in this process by
interacting with components of the replication complex. The
inverted repeats identified near the 5' terminus of the viral
genome (compare structures shown in Fig. 5) might play an
important role. It is tempting to assume that these se-
quences, as part of the minus strand, might adopt a distinct
three-dimensional arrangement serving as a signal element
for the interaction with protein entities of the putative
replication complex.
The availability of the nucleotide sequence of an infectious

cDNA clone of a cardiotropic CVB3 should prove to be
useful for further studies on the structure and function of the
viral RNA and provides a basis for a molecular genetic
approach not previously available for the analysis of entero-
virus-induced cardiomyopathy.
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