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Toroviruses (order Nidovirales) are enveloped positive-strand RNA viruses of mammals. The prototype
torovirus, equine torovirus strain Berne (Berne virus [BEV]), uses two different transcription strategies to
produce a 3�-coterminal nested set of subgenomic (sg) mRNAs. Its mRNA 2 carries a leader sequence derived
from the 5� end of the genome and is produced via discontinuous transcription. The remaining three sg
mRNAs, 3 to 5, are colinear with the 3� end of the genome and are made via non-discontinuous RNA synthesis.
Their synthesis is supposedly regulated by short conserved sequence motifs, 5�-ACN3–4CUUUAGA-3�, within
the noncoding intergenic regions that precede the M, HE, and N genes (A. L. van Vliet, S. L. Smits, P. J. Rottier,
and R. J. de Groot, EMBO J. 21:6571–6580, 2002). We have now studied the—for nidoviruses unusual—non-
discontinuous transcription mechanism in further detail by probing the role of the postulated transcription-
regulating sequences (TRSs). To this end, we constructed a synthetic defective interfering (DI) RNA, carrying
a 24-nucleotide segment of the intergenic region between the HE and N genes. We demonstrate that this DI
RNA, when introduced into BEV-infected cells, directs the synthesis of a sg DI RNA species; in fact, a
16-nucleotide cassette containing the TRS already proved sufficient. Synthesis of this sg DI RNA, like that of
mRNAs 3 to 5 of the standard virus, initiated at the 5�-most adenylate of the TRS. An extensive mutational
analysis of the TRS is presented. Our results provide first and formal experimental evidence that the conserved
motifs within the BEV intergenic sequences indeed drive sg RNA synthesis.

Toro-, corona-, arteri-, and roniviruses are evolutionary re-
lated positive-strand RNA viruses, which have been united in
the order Nidovirales (5). Despite considerable differences in
genome size, virion architecture and host range, the common
ancestry of these viruses is apparent from sequence identity in
their replicase proteins and from similarities in genome orga-
nization, gene order, and replication strategy (5, 6, 9, 32). The
5�-most two-thirds of nidovirus genomes are occupied by two
large overlapping open reading frames, ORF1a and -1b. These
encode polyproteins from which the various subunits of the
viral replicase/transcriptase are derived. Further downstream,
a variable number of smaller genes is found, mostly encoding
structural proteins, that are typically expressed from a 3�-co-
terminal nested set of subgenomic (sg) mRNAs.

Over the years, coronaviruses and arteriviruses have re-
ceived considerable attention because of their remarkable
transcription strategy, which entails discontinuous RNA syn-
thesis. Their sg mRNAs are chimeric in that they all possess a
5� common leader sequence, which is derived from the 5�
terminus of the genomic RNA and fused to the “body” of the
transcript (i.e., the 3�-terminal part, which carries the coding
information). The leader and mRNA body sequences are
joined within a short conserved sequence motif, the transcrip-
tion-regulating sequence (TRS), which precedes each tran-
scription unit (for reviews, see references 4, 9, 12, 34, and 36).

A copy of the TRS is also found immediately downstream of
the genomic leader sequence. The sg mRNAs are not tran-
scribed from a full-length minus-strand genomic RNA tem-
plate but rather from a mirror set of minus-strand sg RNAs
(23, 28, 29). According to the prevailing view, the discontinu-
ous transcription step occurs during minus-strand synthesis via
a process resembling homology-assisted copy-choice RNA re-
combination. In this model, originally put forward and cham-
pioned by Sawicki et al. (22–25) and later refined by Snijder
and coworkers (19–21, 37) and Enjuanes and coworkers (42),
the TRSs act as signals for transcription attenuation, and the
subsequent template switch of the RNA polymerase is guided
by the sequence complementarity between the anti-TRS se-
quence at the 3� end of the nascent minus-strand RNA and the
leader TRS at the 5� end of the genome. The resulting chimeric
sg minus-strand RNA, carrying a 3�-terminal anti-leader se-
quence, would in turn function as a template for the produc-
tion of subgenomic positive-strand RNAs (2, 18–29, 37, 42).

Different from what one might expect, discontinuous tran-
scription is not a common trait of nidoviruses. Thus, ronivi-
ruses produce two sg mRNA species, neither of which has a
leader (7). Toroviruses are even more exceptional in that they
combine two different strategies, discontinuous and non-dis-
continuous RNA synthesis, to generate their set of mRNAs
(38).

The prototype torovirus, equine torovirus strain Berne
(BEV), has a genome of �28 kb (“RNA 1”; S. L. Smits and
R. J. de Groot, unpublished data) and produces four sg RNAs
of 7, 2, 1.2, and 0.7 kb, designated RNAs 2 to 5, respectively.
These serve as mRNAs for the spike (S), membrane (M),
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hemagglutinin-esterase (HE), and nucleocapsid (N) proteins,
respectively (33). mRNAs 3, 4, and 5 do not possess a leader:
they are fully colinear with the 3� end of the viral genome.
mRNA 2, however, is chimeric in structure and consists of a
sequence identical to the 5�-most 18 nucleotides (nt) of the
genome fused to the 3�-most 6,856 nt (38).

The M, HE, and N genes, but not the S gene, are preceded
by short noncoding “intergenic” regions, which contain the
highly conserved consensus motif 5�-ACN3-4CUUUAGA-3�, a
sequence also found at the very 5� end of the BEV genome. As
determined by 5� RLM-RACE reverse transcription-PCR
(RT-PCR) and primer extension analysis of RNAs 3, 4, and 5,
transcription in all cases initiates at the 5�-terminal adenylate
of this motif (38). Based upon these observations, we assume
that the “intergenic” consensus sequence represents the toro-
virus TRS equivalent. However, in contrast to the TRSs of
arteri- and coronaviruses, the torovirus TRSs do not function
as sites for homology-assisted template-switching. Rather, they
supposedly exert dual key roles: as terminators of transcription
during minus-strand sg RNA synthesis and, in the complemen-
tary orientation at the 3� end of a minus-strand sg RNA tem-
plate, as promoters of positive-strand sg RNA synthesis (38).
Thus far, however, formal proof that the toroviral TRSs can
direct RNA synthesis is lacking. In the current manuscript, we
followed an approach, based upon the use of synthetic defec-

tive interfering (DI) RNAs, to produce experimental evidence
to this effect.

MATERIALS AND METHODS

Cells and virus. BEV was grown in equine dermis (Ederm) cells (American
Type Tissue Culture Collection); a virus stock, devoid of DI viruses (38), was
used in all experiments. Ederm cells were maintained as monolayer cultures in
Dulbecco modified Eagle medium (DMEM), containing 20% fetal calf serum,
100 IU penicillin/ml, and 100 �g of streptomycin/ml (DMEM20).

Construction of synthetic pDI1000 and derivatives. Conventional PCR mu-
tagenesis and recombinant DNA procedures were used to generate plasmid
pDI1000, a pUCBM-20-derived expression plasmid, carrying a full-length cDNA
copy of a natural BEV DI RNA, DI1000 (30), downstream of the bacteriophage
T7 RNA polymerase promoter. The reconstructed DI1000 sequence consists of
the 5�-most 604 nt of the BEV genome fused to the 3�-most 242 residues and is
extended at the 5� end by a GG-dinucleotide and at the 3� end by a 15-nucleotide
poly(A) stretch and a unique PacI site.

pDI1000-Xho was constructed from pDI1000 by deleting all sequences derived
from the N gene, excluding the termination codon. Concomitantly, a new unique
XhoI cloning site was created, which allowed the introduction of double-
stranded oligonucleotides, the sequence of which corresponded to the intergenic
region between the BEV HE and N genes and variants thereof (Table 1).

Preparation of synthetic DI RNA. pDI1000 and derivatives were linearized
with PacI and purified by using the QiaQuick PCR purification kit (Qiagen). In
vitro transcription was performed essentially as described by Bredenbeek et al.
(3). Reaction mixtures contained �1 �g of linearized template; 40 mM Tris-HCl
(pH 7.6); 6 mM MgCl2; 2 mM spermidine; 1 mM each of GTP, CTP, ATP, and
UTP; 30 U of RNA guard (Amersham Pharmacia Biotech, Inc.); 1 mM
7mGpppG cap analogue (Amersham Pharmacia Biotech, Inc.); and 50 U of T7

TABLE 1. Oligonucleotide primers

Oligonucleotide Sequence (5� to 3�) Polarity Positionsa Template

1107 TAATACGACTCACTATAGNNAACGTATCTTTAGAAGTTTATG � 1–24 DI
1283 GTTAATTAATTTTTTTTTTTTTTTAGCTGCTTT � 27984–27992 DI
1353 CACAATTTCTCGAGTAAAACCTTTTCAGCAACCTT � 27793–27813 DI
1354 AGGTTTTACTCGAGAAATTGTGCAAACAACCAAAC � 583–603 DI
294 CTTACATGGAGACACTCAACCA � 27805–27826 3� NTR
1225 CTCGTTGATTAAATTGTGCAAA � 593–604 DI
1807 GAAAAGGTTTTACTCGAG � 27793–27804 DI
1131 CGCGGATCCACCATGAATTCTATGCTTAATCCAAA � 27316–27338 N
1132 TTTTCTGCAGTTAATTCATAACCACCTTAATAG � 27776–27798 N
2208 TTTTCTGCAGCCTACTTAATTACTAATACAAAAAC � 27252–27276 HE
2209 CGGGATCCGATGTTGATTTTTATCCAACTAG � 26801–26823 HE
1801 TCGACAGACACTATCTTTAGAGAAAGAGC � 27285–27307 IGR 4/5
1802 TCGAGCTCTTTCTCTAAAGATAGTGTCTG � 27285–27307 IGR 4/5
1803 TCGACACTATCTTTAGAGC � 27286–27301 IGR 4/5
1804 TCGAGCTCTAAAGATAGTG � 27286–27301 IGR 4/5
1805 TCGACTATCTTTAGAC � 27289–27300 IGR 4/5
1806 TCGAGTCTAAAGATAG � 27289–27300 IGR 4/5
1903 TCGACAGADACTATCTTTAGAGAAAGAGC � 27285–27307 IGR 4/5
1904 TCGACAGACBCTATCTTTAGAGAAAGAGC � 27285–27307 IGR 4/5
1905 TCGACAGACADTATCTTTAGAGAAAGAGC � 27285–27307 IGR 4/5
1906 TCGAGCTCTTTCTCTAAAGATAGTHTCTG � 27285–27307 IGR 4/5
1907 TCGAGCTCTTTCTCTAAAGATAGVGTCTG � 27285–27307 IGR 4/5
1908 TCGAGCTCTTTCTCTAAAGATAHTGTCTG � 27285–27307 IGR 4/5
1936 TCGACAGACACTCTTTAGAGAAAGAGC � 27285–27307 IGR 4/5
1937 TCGACAGACACTTCTTTAGAGAAAGAGC � 27285–27307 IGR 4/5
1938 TCGACAGACACTTATCTTTAGAGAAAGAGC � 27285–27307 IGR 4/5
1940 TCGACAGACACTTTTATCTTTAGAGAAAGAG � 27285–27307 IGR 4/5
1941 TCGAGCTCTTTCTCTAAAGAGTGTCTG � 27285–27307 IGR 4/5
1942 TCGAGCTCTTTCTCTAAAGAAGTGTCTG � 27285–27307 IGR 4/5
1943 TCGAGCTCTTTCTCTAAAGATAAGTGTCTG � 27285–27307 IGR 4/5
1945 TCGAGCTCTTTCTCTAAAGATAAAAGTGTCTG � 27285–27307 IGR 4/5
A GCTGATGGCGATGAATGAACACTGCGTTTGCTGGCTTTGATGAAA � NAb Adapter
B GCTGATGGCGATGAATGAACACTG � NA Adapter

a Genomic location of BEV-derived sequences.
b NA, not applicable.
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RNA polymerase (Invitrogen) in a total volume of 20 �l. Incubation was for 2 h
at 37°C.

Transfection of synthetic DI RNA and serial passage experiments. Ederm cells
(�7 � 105), grown to subconfluency in 35-mm wells, were infected with BEV at
a multiplicity of infection (MOI) of �5 50% tissue culture infective doses/cell. At
1 h postinfection (p.i.), the cells were washed once with DMEM and then
incubated at room temperature for 10 min with a transfection mixture consisting
of 0.2 ml of DMEM, 10 �l of Lipofectin Reagent (Invitrogen), and 20 �l in vitro
transcription mixture. Then, 0.8 ml of DMEM was added, and incubation was
continued for 4 h at 37°C, after which the tissue culture supernatant was replaced
by 1 ml of DMEM20. At 16 h p.i., the tissue culture supernatants were harvested,
and 500 �l was used to infect fresh monolayers of Ederm cells (�1 � 106) grown
in 35-mm wells. During serial passages, additional BEV was added to the inoc-
ulum to an MOI of 5 50% tissue culture infective doses/cell. Inoculation was for
1 h at 37°C, after which incubation was continued with 1 ml of DMEM20 for 16 h.

Isolation of intracellular BEV RNA and RNA hybridization analyses. To
detect DI1000 genomic and subgenomic RNAs, total intracellular RNA was
isolated from BEV-infected cells at 11 or 16 h p.i., essentially as described by
Sawicki and Sawicki (23). RNA was separated in 2% agarose gels containing 2.2
M formaldehyde in MOPS buffer (10 mM morpholinepropanesulfonic acid [pH
7], 5 mM sodium acetate, 1 mM EDTA) as described previously (23). Per lane,
an amount of RNA extracted from the equivalent 5 � 105 Ederm cells was
loaded. Gels were dried under vacuum at 58°C and hybridized with 5�-end-
labeled oligonucleotide probes for 16 h at 5°C below the melting temperature
(Tm) according to the method of Meinkoth and Wahl (16). Quantitation was
performed with a Storm PhosphorImager/Fluorimager 860 (Molecular Dynam-
ics) and ImageQuant software.

RLM-RACE RT-PCR. Advanced RNA ligase-mediated rapid amplification of
cDNA ends (5� RLM-RACE)–RT-PCR analysis of subgenomic DI RNA was
performed as described previously (15, 38) with the FirstChoice RLM-RACE kit
(Ambion, Austin, TX) according to the manufacturer’s instructions. For this
procedure, the amount of passage (P)3 intracellular RNA used per reaction
corresponded to that extracted from 106 DI-TRS MAX (�)-infected Ederm
cells. Oligonucleotide A was used as adapter and ligated to the 5� end of
decapped RNAs. Subsequent RT-PCR was performed with adapter-specific
primer B and BEV-specific primer 294 (Table 1).

RESULTS AND DISCUSSION

Admittedly, nidovirus transcription should best be studied in
the context of the complete genome (8, 37, 42). However,
methods for genetic modification of toroviruses are not yet
available. Before the recent advent of reverse genetics tech-
niques for coronaviruses, their mechanism of sg RNA synthesis
was effectively studied by using DI viruses (for example, see
references 11, 14, 35, 39, and 41), i.e., mutants, which arise
spontaneously when the standard virus is passaged in cell cul-
ture at high MOIs. The genomes of these DI viruses, DI
RNAs, often have suffered large deletions and, as a conse-
quence, have lost most, if not all, of their protein coding ca-
pacity. They retain, however, the sequences essential for rep-
lication and packaging, which allow them to be propagated by
the replication machinery of the standard virus at the expense
of the latter (10).

Also during serial passage of BEV in tissue culture cells, DI
RNAs rapidly emerge. Snijder et al. (30) identified a small DI
RNA, DI1000, which consisted of the 5�-most 604 nt of the
standard virus genome, i.e., only a part of the 821-nt 5�-non-
translated region (5�-NTR), joined to the 3�-most 242 nt, com-
prising the 45-nt terminal sequences of the N gene and the
complete 3�-NTR. To develop a DI-based model system to
study BEV replication and transcription, we generated a
pUCBM20-derived vector, pDI1000, which contains a full-
length cDNA of DI1000, downstream of the bacteriophage T7
RNA polymerase promoter (Fig. 1).

To determine whether synthetic pDI1000-derived transcripts

are replication competent, RNA synthesized in vitro was used
to transfect BEV-infected Ederm cells by lipofection. At 16 h
p.i., tissue culture supernatant was harvested, and the super-
natant, containing standard and DI virus, was serially passaged
for up to three times in freshly seeded, confluent Ederm cell
monolayers. During each inoculation, additional standard virus
was added to ensure high MOI. conditions and one-step
growth propagation (Fig. 2). Total intracellular RNA was ex-
tracted from Ederm cells, infected with passage 0 (P0), P1, and
P2 virus (for an explication of the nomenclature used, see Fig.
2), and subjected to hybridization analysis. As a DI-specific
probe, we used oligonucleotide 1225, a 22-mer, which spans
the junction site of the 5�-NTR and N sequences in DI1000
(Table 1). As shown in Fig. 2, DI1000 RNA was detected in
increasing amounts in P1, P2, and P3 RNA preparations. We
conclude that synthetic DI1000 RNA is efficiently propagated
in BEV-infected cells.

We next designed a DI1000 derivative, DI1000-Xho, to cre-
ate a platform for transcription studies (Fig. 1). Sequences
derived from the BEV N gene, corresponding to the 3�-termi-
nal 42 residues, excluding the termination codon (30), were
deleted. Concomitantly, a unique XhoI cloning site was cre-
ated at the resulting junction of 5�- and 3�-NTR sequences, to
allow convenient insertion of BEV TRS derivatives via cassette
mutagenesis. DI1000-Xho RNA and its derivatives (see below)
were specifically detected with oligonucleotide probe 1807, an
18-mer, comprising a sequence complementary to the 5�-most
12 nt of the 3�-NTR (including the termination codon of the N
gene) 3�-terminally extended by the nonviral sequence 5�-CT
CGAG-3� (Table 1). As shown in Fig. 2, DI1000-Xho accumu-
lated to similar amounts as DI1000 during serial passage ex-
periments. These observations show that the N gene-derived
sequences in DI1000 are not essential for DI RNA replication.
Apparently, in the BEV genome, all sequences required for
positive- and minus-strand genomic RNA synthesis and, pre-

FIG. 1. Schematic representation of the genome organization of
BEV and the structure of pDI1000 and its derivate pDI1000-Xho. The
upper panel shows a schematic representation of the BEV genome.
Indicated are the cap (black dot) and the poly(A) tail (An); open boxes
represent genes for the replicase (ORF1a and 1b) and for the spike
(S), membrane (M), hemagglutinin-esterase (H), and nucleocapsid
(N) proteins. The lower panels depict the structure of plasmids
pDI1000 and pDI1000-Xho. cDNA segments derived from the 5�- and
3�-NTRs of the BEV genome are indicated by lines. Sequences derived
from the 3� end of the N-gene are shown as a half-open box. Black
boxes with arrows indicate T7 promoters and the direction of tran-
scription, “A15” indicates stretches of fifteen A-residues. Also indi-
cated are restriction sites for PacI and XhoI.
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sumably also for packaging (30), reside within the 5�-terminal
604 residues of the 5�-NTR and within the 3�-NTR.

To determine whether the noncoding intergenic region pre-
ceding the N gene (IGR 4/5) is sufficient to drive the synthesis
of subgenomic RNA, we inserted (part of) this sequence as a

24-mer double-stranded oligonucleotide cassette into pDI1000-
Xho. The resulting plasmids, designated pDI-TRS MAX(�)
and pDI-TRS MAX(�), carry the cassette in the positive and
negative orientation, respectively (Fig. 3). Synthetic RNAs
were transfected in BEV-infected cells, followed by serial pas-
sage. Hybridization was performed with oligonucleotide probe
1807 (Table 1), which was designed to specifically detect both
genomic and subgenomic DI1000-Xho RNAs. IGR 4/5-driven
transcription should give rise to a sg DI RNA species of �225
nt, excluding the poly(A) tail. Indeed, upon analysis of P3
RNA, an sg DI RNA species of this size was detected in
samples from DI-TRS-MAX(�)-infected cells but not in those
from cells infected with DI1000-Xho or with DI-TRS MAX(–)

FIG. 2. Transfection and serial passage of synthetic DI RNAs in
BEV-infected Ederm cells. The top panel provides a schematic outline
of the experiment and an explanation of the nomenclature used for
virus stocks and intracellular RNA preparations. In the middle panel,
the analysis of intracellular RNAs is shown. DI1000 and DI1000-Xho
RNAs, synthesized in vitro were used to transfect BEV-infected Ed-
erm cells by lipofection. Total intracellular RNA was isolated from
BEV-infected cells at 16 h p.i. RNA samples, extracted from the
equivalent of �5 � 105 cells, were separated in denaturing 2% agar-
ose-formaldehyde gels, which were then dried and subjected to hybrid-
ization with 5�-end-labeled oligonucleotide probes. On the left-hand
side, the results are shown of a hybridization with oligonucleotide 294
of P1, P2, and P3 RNA, obtained after initial transfection (�) or mock
transfection (�) with DI1000 RNA. The arrowhead indicates the po-
sition of DI1000. On the right-hand side, the results are shown of a
hybridization with DI-specific oligonucleotide probes 1225 and 1807 of
P1, P2, and P3 RNAs, obtained after initial transfection with DI1000
or DI1000-Xho RNA, respectively. The bottom panel explains the
structure of the DI-specific oligonucleotide probes 1225 and 1807.
Shown are (partial) nucleotide sequences of DI1000 and DI1000-Xho,
comprising the regions where 5�-NTR sequences are fused to se-
quences of the N gene or of the 3�-NTR, respectively. Viral sequences
are boxed; the fusion site in DI1000 is indicated by an arrowhead
pointed downwards. The sequence CUCGAG, nonboxed and shown in
italics, corresponds to the XhoI site newly introduced into pDI1000-
Xho. The binding sites of oligonucleotide probes 1225 and 1807 are
indicated by black bars.

FIG. 3. Detection of an sg DI RNA in DI-TRS MAX(�)-infected
cells. The upper panel shows a schematic representation of the struc-
ture of synthetic DI RNA, DI-TRS MAX(�). 5�- and 3�-NTR se-
quences are indicated by white boxes, the oligonucleotide cassette by a
black box. The black circle represents the cap structure, and “An”
indicates the poly(A) tail. IGR 4/5-derived sequences (capital case)
and flanking nonviral residues (lowercase, italics) are given. Black lines
below depict the structures of the genomic DI RNA and the predicted
sg DI RNA. The lower panel shows the hybridization analysis of
intracellular P3 RNAs, extracted from BEV-infected Ederm cells coin-
fected with DI viruses DI1000-Xho, DI-TRS MAX(�), DI-TRS
MAX(�), or no DI virus (mock). RNA electrophoresis and hybridiza-
tion with oligonucleotide probe 1807 were as described in Fig. 2.
Genomic and subgenomic DI RNAs are indicated (g DI RNA and sg
DI RNA, respectively).
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(Fig. 3). To study whether this RNA species indeed resulted
from IGR 4/5-driven sg RNA synthesis, we subjected P3 RNA
extracted from DI-TRS-MAX(�)-infected cells to 5� RLM-
RACE RT-PCR (15, 38) with adaptor-specific oligonucleotide
B and the DI-specific oligonucleotide 294 as primers (Table 1).
As shown in Fig. 4, three major products of 219, 698, and 823
bp were obtained. The larger two products were identified by
sequence analysis to be derived from the genomic DI RNA and
from BEV RNA 5 (not shown). The smallest species, however,
corresponded to a transcript, which had initiated, as predicted,
at the 5�-terminal adenylate of the 5�-ACUAUCUUUAGA-3�
consensus motif within the IGR 4/5 sequence in DI-TRS
MAX(�) (Fig. 4).

Subsequent deletion mutagenesis experiments indicated that
the essential signals for sg DI RNA synthesis indeed reside
within the consensus motif and in its immediate flanking se-
quences. When trimmed back to a 16-nt segment spanning the
consensus motif (TRS-16), the IGR 4/5 sequence still directed
the synthesis of sg DI RNA, although transcription was re-
duced to �60% of that of seen for TRS-MAX(�) (calculated
from the ratios of the genomic to subgenomic DI RNAs as

measured by STORM PhosphorImager analysis). Further re-
moval of the 5�-flanking three nucleotides and the 3�-flanking
G residue (TRS-12) reduced transcription below the detection
limit (Fig. 5).

When torovirus intergenic regions are compared, four sub-
elements can be distinguished, namely, a strictly conserved
CAC-trinucleotide of which the adenylate represents the tran-
scription initiation site, an AU-rich spacer of variable length,
the CUUUAGA core and a purine-rich region (going from 5�
3 3�; Fig. 6A). Of the CAC-trinucleotide, the adenylate seems
crucial for efficient sg RNA synthesis: in the context of the IGR
4/5 TRS, substitution of this residue by any other nucleotide
diminished transcription below detection limits. As shown in
Fig. 6A, even after prolonged exposure, no sg DI RNA was
found. Substitution of the downstream C residue by G also led
to loss of detectable RNA synthesis, but some production of
the sg DI RNA was observed when this residue was changed to
A or U (Fig. 6A). The C residue, upstream of the transcription
initiation site, also seems to be important for transcription as
substitution by either A or G resulted in loss of detectable sg
DI RNA synthesis. However, a C3U mutation apparently was
allowed. The AU spacer was more tolerant of modifications, a
finding consistent with its variable length in natural BEV
TRSs. Reducing the triple-nucleotide UAU-spacer in TRS-
MAX(�) to a dinucleotide UU sequence did not seem to
affect transcription, nor did the insertion of an additional U
residue [transcription levels were estimated to be �90% of
that of TRS-MAX(�) as calculated from the ratios of the
genomic to subgenomic DI RNAs]. Even an AU-spacer ex-
tended to 6 nt still directed the synthesis of sg DI RNA,
although with reduced efficiency (�20%) compared to the
wild-type sequence. However, when the spacer was reduced to
a single uridylate, sg RNA synthesis was no longer detectable
(Fig. 6B).

FIG. 4. Detection of TRS-driven sg DI RNA by 5� RLM-RACE
RT-PCR analysis. Total intracellular P3 RNA extracted from BEV/
DI-TRS MAX(�)-infected cells was subjected to 5� RLM-RACE RT-
PCR. The resulting amplicons were separated in 1.5% agarose gels
alongside the 100-bp marker (Invitrogen). Molecular weights (in base
pairs) are indicated on the left. Amplicons corresponding to the 5�
ends of genomic DI-TRS MAX(�) RNA (g DI RNA), BEV mRNA 5
(RNA 5) and subgenomic DI RNA (sg DI RNA) are indicated. Shown
are the electropherogram and the deduced nucleotide sequence of the
219-bp sg DI RNA amplicon. Sequences corresponding to the adapter
oligonucleotide A, the TRS, and the diagnostic TRS-MAX(�)-specific
XhoI site are underlined. The arrow indicates the 5�-terminal residue
of the sg DI RNA.

FIG. 5. Mutagenesis analysis of the IGR 4/5 promoter sequence.
The upper panel shows the sequences of oligonucleotide cassettes
present in TRS MAX(�), TRS-16, and TRS-12. IGR 4/5-derived
sequences are in uppercase letters; flanking sequences are in lowercase
italic letters. The lower panel shows the results from hybridization
analysis with oligonucleotide probe 1807 of intracellular P3 RNAs,
obtained after initial (mock) transfection with DI1000-Xho, DI-TRS
MAX(�), DI-TRS MAX(�), DI-TRS-16, or DI-TRS-12. Genomic
and subgenomic DI RNAs are indicated (g DI RNA and sg DI RNA,
respectively).
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The combined results, described here, provide first and for-
mal experimental evidence that the conserved sequences
within the BEV intergenic regions are essential and sufficient
to drive sg RNA synthesis. Dissection of these TRS sequences
by mutational analysis demonstrated in particular the impor-
tance of the 5�-most adenylate of this motif. This finding is
consistent with our observation that all sg mRNAs (38) and
also the sg DI RNA (see below) initiate at this residue. For
efficient transcription, the adenylate should be flanked prefer-

ably by cytidylates, but it may be spatially separated from the
CUUUAGA core sequence by a spacer of 3 to up to 6 nt.

In our current working model for torovirus transcription
(38), the TRSs are thought to act both as minus-strand termi-
nation signals and as transcription initiation signals for posi-
tive-strand synthesis, with the subgenomic minus-strand RNAs
serving as templates. Such a mechanism would resemble in
many aspects the premature termination model for sub-
genomic mRNA transcription in noda- and tombusviruses (for
an elegant, comprehensive review, see reference 40). Thus far,
however, we have only shown TRS-driven synthesis of positive-
strand sg DI RNA. Repeated attempts to also identify minus-
strand sg DI RNAs have not been successful, but the detection
of these RNA species may well have been precluded by their
low abundance. By using Northern blot analysis and 3�-RLM
RACE RT-PCR, we have, however, recently obtained evi-
dence for the existence of a 5�-coterminal nested set of minus-
strand sg RNAs that is complementary to the nested set of
mRNAs in BEV-infected cells (A. L. W. van Vliet, S. L. Smits,
and R. J. de Groot, unpublished observations).

Our findings show that synthetic DI RNAs are useful tools
also for studying torovirus transcription. However, this ap-
proach has its limitations. It is laborious and will certainly not
be suitable to study all aspects of torovirus sg RNA synthesis.
Of most concern, the ratio of sg DI to genomic DI RNA differs
significantly from that seen for the standard virus and is almost
reversed compared to the ratio of mRNA 5 to viral genome.
Similar observations were made when DI RNAs were used to
explore coronavirus sg mRNA synthesis (14, 35). The phenom-
enon may be due to the small size of DI RNAs and simply be
related to the amount of time required to replicate a particular
length of RNA. Thus, TRS-driven synthesis of sg DI RNA (i.e.,
transcription) might occur as efficiently as that of the mRNAs
of the standard virus, but because of a more efficient replica-
tion relative to that of the genome of the standard virus, the DI
genome might become over-represented. Alternatively, DI
RNAs may have been selected for optimal genome multipli-
cation and inherently represent poor templates for sg RNA
synthesis. For example, DI RNAs may lack particular signals
required for efficient recruitment into transcriptase complexes.
However, it is also quite possible that the TRS inserted into
pDI1000 merely represents the minimal promoter element re-
quired for sg RNA synthesis and that flanking sequences
and/or overall genome context affect transcription efficiency. In
coronaviruses, there is indeed evidence that TRS-flanking se-
quences influence the efficacy of sg RNA production (1, 8, 17).
The potential complexities of transcription regulation are per-
haps most poignantly illustrated by recent findings made for
the tombusvirus Tomato bushy stunt virus. Here, efficient syn-
thesis of the two sg mRNAs critically depends on long-range
RNA-RNA interactions involving three different sequence el-
ements that are dispersed throughout the genome (13). Future
studies of torovirus transcription should therefore ideally be
undertaken through reverse genetics of the standard virus, that
is, once protocols to this end become available. Interestingly,
the BEV HE gene is nonfunctional because of a large deletion
(31), but its dedicated mRNA, mRNA 4, is still produced,
albeit in reduced quantities compared to RNAs 3 and 5 (33,
38). For torovirus promoter studies in the context of the com-

FIG. 6. Mutagenesis analysis of the IGR 4/5 promoter sequence.
(A) Effect of mutations in the TIS element and the conserved up-
stream C residue. The upper panel shows the sequence of the genomic
(RNA 1) TRS and of those of sg RNAs 3 through 5. The different TRS
subelements are boxed and numbered as follows: (I) the inititating
adenylate and flanking conserved cytidylates, (II) variable AU-rich
spacer, (III) conserved TRS core sequence, and (IV) purine-rich re-
gion. The results are shown below of hybridization analysis with oli-
gonucleotide probe 1807 of P3 RNAs, obtained after initial transfec-
tion with DI-TRS MAX(�) or with derivatives thereof. The CAC
residues in TRS subelement I were each replaced by any other nucle-
otide. The genomic and subgenomic DI RNAs are indicated (g DI
RNA and sg DI RNA, respectively). (B) Effect of insertions and de-
letions in the AU-rich spacer element II. The upper panel shows the
sequences of oligonucleotide cassettes as present in TRS MAX(�),
TRS SP-1, TRS SP-2, TRS SP-4, and TRS SP-6. IGR 4/5-derived
sequences are in uppercase letters with the TRS sequences in boldface.
Below are shown the results of hybridization analysis with oligonucle-
otide probe 1807 of P3 RNAs, obtained after initial transfection with
DI-TRS MAX(�) or with the various derivatives thereof. Genomic
and subgenomic DI RNAs are indicated (g DI RNA and sg DI RNA,
respectively).
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plete viral genome, the TRS of mRNA 4 would thus be the
perfect target.
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