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Abstract

Similar to eukaryotic mRNA, the positive-strand coronavirus genome of ~30 kilobases is 5’-

capped and 3’-polyadenylated. It has been demonstrated that the length of the coronaviral

poly(A) tail is not static but regulated during infection; however, little is known regarding the

factors involved in coronaviral polyadenylation and its regulation. Here, we show that during

infection, the level of coronavirus poly(A) tail lengthening depends on the initial length upon

infection and that the minimum length to initiate lengthening may lie between 5 and 9 nucle-

otides. By mutagenesis analysis, it was found that (i) the hexamer AGUAAA and poly(A)

tail are two important elements responsible for synthesis of the coronavirus poly(A) tail and

may function in concert to accomplish polyadenylation and (ii) the function of the hexamer

AGUAAA in coronaviral polyadenylation is position dependent. Based on these findings,

we propose a process for how the coronaviral poly(A) tail is synthesized and undergoes

variation. Our results provide the first genetic evidence to gain insight into coronaviral

polyadenylation.

Introduction

Posttranscriptional modifications occurring in the nucleus of eukaryotic cells include cleavage
of the 30 end of nascent mRNAs and the addition of a poly(A) tail [1–5]. The polyadenylation
process involves two discrete phases [6]. In the first phase, synthesis of a short poly(A) tail of
nearly 10 nucleotides (nts) depends on interaction between polyadenylation-related proteins
and the polyadenylation signal (PAS) hexamer AAUAAA or its variant (AGUAAA, AUUAAA
or UAUAAA) located 10–30 nts upstream of the poly(A) cleavage site [1, 7–13]. The rapid
addition of a poly(A) tail of nearly 200 nts that occurs in the second phase requires the nearly
10 adenosine residues synthesized in the first phase. The synthesized poly(A) tail is important
for the nuclear export of mature mRNAs and has been demonstrated to be involved in the con-
trol of mRNA stability and translation efficiency [14–17].
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As opposed to mRNAs used only for translation, polyadenylation of viral RNA in RNA
virusesmay be involved in both translation and replication [16, 18]. RNA viruses have devel-
oped several mechanisms for synthesizing a poly(A) tail based on genetic features. It has been
demonstrated that influenza virus utilizes a stretch of short U residues, instead of the hexamer
AAUAAA, located at the 5’ terminus of the negative-strand genomic RNA as a signal for poly
(A) synthesis by the viral RNA polymerase with a stuttering mechanism during positive-strand
synthesis [19–21]. A similar mechanism is also used by paramyxoviruses to generate a poly(A)
tail during transcription [22]. On the other hand, poliovirus uses homopolymeric stretch on
negative-strand as template for the addition of poly(A) tail during positive-strand synthesis
[23]. Moreover, the cis-acting element required for replication may also be used for polyadeny-
lation in RNA viruses. For example, the hexamer AAUAAA in bamboo mosaic virus and a
domain immediately upstream of the poly(A) tail in coxsackievirusB3 have been shown to
function as cis-acting elements involved in both negative-strand RNA synthesis and polyade-
nylation [24, 25].

Bovine coronavirus (BCoV), a betacoronavirus, subfamily Coronavirinae, family Coronavir-
idae and order Nidovirales, is a 5’-capped and 3’-polyadenylated positive-strand RNA virus.
Although the mechanism for coronaviral polyadenylation remains unknown, a stuttering
mechanism based on the short poly(U) stretch found in the negative-strand genome has been
postulated [26]. Moreover, a regulated poly(A) tail length during the coronaviruses life cycle
has been suggested, whereby the viral poly(A) tail length is increased in the early stage of infec-
tion but gradually decreases after the peak tail length (~65 nts) in the later stage of infection in
both cell culture and animals [16, 27]. Such regulated poly(A) tail length may function in trans-
lation regulation, as it has been experimentally demonstrated that a longer coronavirus poly
(A) tail is associated with better translation efficiency [16]. However, the mechanism by which
the coronaviral poly(A) tail is regulated remains unclear.

In the current study, we determined that both the poly(A) tail and hexamer AGUAAA are
important elements responsible for the polyadenylation of coronavirus. The efficiencyof poly
(A) tail elongation during infection depends on the initial poly(A) tail length at the time of
infection. Based on these findings, we propose a process for how the coronaviral poly(A) tail is
synthesized and undergoes variation. The results presented here provide the first genetic evi-
dence that will help in elucidating coronaviral polyadenylation.

Materials and Methods

Viruses and cell line

A plaque-purifiedMebus strain of bovine coronavirus (BCoV) (from Dr. David A. Brian, Uni-
versity of Tennessee, USA) (GenBank accession no. U00735) at 3 × 107 PFU/ml was used as a
helper virus throughout the study. Human rectal tumor (HRT)-18 cells (from Dr. David A.
Brian, University of Tennessee, USA) were maintained in DMEM supplemented with 10%
fetal bovine serum and used for BCoV infection as described [28–30].

Plasmid constructs

Constructionof defective interfering (DI) RNA pW-25A (formerly called pBM25A) (S1A Fig,
lower panel) in which the 288-nt 3’ UTR of BCoV-Mebus in BCoVDI RNA pDrep1 (S1A Fig,
upper panel) was replaced with the 301-nt 3’ UTR and 25-nt poly(A) tail of mouse hepatitis
virus (MHV)-A59 (GenBank accession no. NC_001846) has been described [16, 31, 32]. To
construct pR-25A, an overlap PCR mutagenesis procedure was performed as previously
described [31, 33, 34], but using oligonucleotides TGEV 7(−) and R(+) and pW-25A DNA in
the first PCR, oligonucleotides R(−) and BM25A(+) and pW-25A DNA in the second PCR,

AGUAAA and Poly(A) Tail in Coronavirus Polyadenylation

PLOS ONE | DOI:10.1371/journal.pone.0165077 October 19, 2016 2 / 26

Competing Interests: The authors have declared

that no competing interests exist.



and oligonucleotides TGEV 7(−) and BM25A(+) and the products of the first two reactions in
the third PCR. The resulting PCR product was cloned into the TOPO XL vector (Invitrogen)
and digested with SpeI and MluI. The digested fragment was then cloned into SpeI- and MluI-
linearized pW-25A to generate the mutant pR-25A. Mutants of pM1-25A, pM2-25A, pM3-
25A, pM4-25A, pM5-25A, pPAS-R-25A and pPAS-PAS-25A were similarly constructed,
except for the corresponding oligonucleotides used in the first and second reactions, as
described in S1 Table.

To generate the constructs pW-0A, pW-5A, pW-8A, pW-12A, pW-15A, pW-18, pW-20A,
pW(C)-25A, pW-25U, pW-25C, pW-25G, pW-random and pW-polyCC, PCR was performed
using pW-25A DNA as the template with the oligonucleotide TGEV 7(-) and the appropriate
oligonucleotide that binds to the terminal sequence of the 3’ UTR, as described in S1 Table, to
create DI RNA constructs with various patterns of sequences at their 3’ ends. Each PCR prod-
uct was cloned into the TOPO-XL vector (Invitrogen) and digested with SpeI and MluI, and
the digested fragments were cloned into SpeI- and MluI-linearized pW-25A to create the afore-
mentioned constructs. For constructs pR-5A, pR-8A, pR-12A, pR-15A, pR-18, pR-20A, pR
(C)-25A, pR-25U, pR-25C, and pR-25G, PCR was also performed using a similar method but
with pR-25A DNA as the template. This strategy was also applied to generate mutants pM1-
15A, pM2-15A, pM3-15A, pM4-15A, pM5-15A, pPAS-R-15A and pPAS-PAS-15A, but the
DNA templates for these mutants were pM1-25A, pM2-25A, pM3-25A, pM4-25A, pM5-25A,
pPAS-R-25A and pPAS-PAS-25A, respectively, and the oligonucleotides were TGEV 7(-) and
BM15A(+).

In vitro transcription and transfection

To synthesize transcripts in vitro, all DNA constructs (except W-0A, W-25U, W-25C, W25G,
R-25U, R-25C and R-25G, which were linearizedwith BsmBI to accurately synthesize transcript
with no poly(A) tail, or with only poly (U), poly(C) or poly(G) tail) were linearizedwith MluI.
The linearizedDNA was transcribed in vitro with the mMessage mMachine T7 transcription kit
(Ambion) according to the manufacturer's instructions and passed through a Biospin 6 column
(Bio-Rad), followed by transfection [35]. For transfection,HRT-18 cells in 35-mm dishes at
~80% confluency (~8 × 105 cells/dish) were infectedwith BCoVat a multiplicity of infection of 5
PFU per cell. After 2 hours of infection, 3 μg of transcript was transfected into mock-infectedor
BCoV-infectedHRT-18 cells using Lipofectine (Invitrogen) [31, 36].

Preparation of RNA from infected cells

To prepare RNA for the identification of DI RNA poly(A) tail length, RNA was extracted with
TRIzol (Invitrogen) at the indicated times after transfection of DI RNA constructs into BCoV-
infectedHRT-18 cells; the virus within the transfected cells is referred to as virus passage 0
(VP0) (S1B Fig). Supernatants from BCoV-infected and DI RNA transfected HRT-18 cells at
48 hours posttransfection (hpt) (VP0) were collected, and 500 μl was used to infect freshly con-
fluent HRT-18 cells in a 35-mm dish (virus passage 1, VP1) (S1B Fig). RNA was extracted with
TRIzol (Invitrogen) at the indicated time points.

Determination of poly(A) tail length

Among the PCR-based methods for the determination of poly(A) tail length [37–41], a head-
to-tail ligation method using tobacco acid pyrophosphatase (TAP) and RNA ligase followed by
RT-PCR and sequencing was employed in this study (S1C Fig). This method has been previ-
ously used to identify the terminal features of histone mRNA [42] and influenza virus [43] as
well as the poly(A) tail length of cellular mRNAs [44] and coronavirus RNAs [16, 27]. In brief,

AGUAAA and Poly(A) Tail in Coronavirus Polyadenylation

PLOS ONE | DOI:10.1371/journal.pone.0165077 October 19, 2016 3 / 26



10 μg of extracted total cellular RNA in 25 μl of water, 3 μl of 10X buffer and 10 U of (in 1 μl)
TAP (Epicentre) were used to de-block the 50 capped end of genomic RNA. Following decap-
ping, RNA was phenol-chloroform-extracted, dissolved in 25 μl of water, heat-denatured at
95°C for 5 min and quick-cooled.Head-to-tail ligation was then performed by adding 3 μl of
10X ligase buffer and 2 U (in 2 μl) of T4 RNA ligase I (New England Biolabs); the mixture was
incubated for 16 h at 16°C. The ligated RNA was phenol-chloroform-extracted and used for
the RT reaction. SuperScript II reverse transcriptase (Invitrogen), which is able to transcribe
poly(A) tails greater than 100 nts with fidelity [19, 45], was used for the RT reaction with oligo-
nucleotide BCV29-54(+), which binds to nts 29–54 of leader sequence of the 5’ UTR of the
BCoVpositive strand, as previously described.A 5-μl aliquot of the resulting cDNA was used
in a 50-μl PCR with AccuPrime Taq DNA polymerase (Invitrogen) and oligonucleotides
BCV29-54(+) and MHV3UTR3(-), the latter of which binds to nts 99–122 counted from the
poly(U) track on the MHVA59 negative strand. The resulting PCR product was subjected to
sequencing to determine the poly(A) tail length. At least three independent experiments were
carried out for determining the poly(A) tail length of DI RNA mutants.

Northern blot analysis

Detection of the reporter-containing DI RNA was performed essentially as describedprevi-
ously [35, 36]. In brief, HRT-18 cells were seeded in 35-mm dishes at ~80% confluency
(~8 × 105 cells/dish). For RNA stability assay, 3 μg of DI RNA transcript was transfected into
the HRT-18 cells. HRT-cells were incubated with RNase A (final concentration 0.5 mg/ml) for
15 min prior to extraction of cellular RNA. For a replication assay, after 2 h of infection with
BCoVat a multiplicity of infection of 5 PFU per cell, 3 μg of DI RNA transcript was transfected
into the BCoV-infectedHRT-18 cells. Tthe supernatant was harvested at 48 hpt (VP0), and
500 μl was used to infect freshly confluent HRT-18 cells in a 35-mm dish (VP1). Total cellular
RNA was extracted with TRIzol (Invitrogen) at 48 hpi of VP1, and 10 μg was electrophoresed
through a formaldehyde-agarose gel. The RNA was transferred from the gel to a Nytran mem-
brane by vacuum blotting, and the blot was probed with 5’-end 32P-labeled oligonucleotide
TGEV8(+) for 16 h. The probed blot was washed and autoradiographed at -80°C for 24 h.

Quantitation of DI RNA synthesis by qRT-PCR

To determine the replication efficiencyof DI RNA, the cDNA prepared as described above
from head-to-tail ligation RNA collected at 1 and 24 hpi of VP1 was used for real-time PCR
amplification with TagMan1Universal PCR Master Mix (Applied Biosystems) using primers
MHV3’UTR3(-) and BCV23-40(+). The real-time PCR amplification was performed according
to the manufacturer’s recommendations in a LightCycler1 480 instrument (Roche Applied
Science).

Results

Determination of the minimum length of poly(A) tail required to initiate

poly(A) tail lengthening of coronavirus defective interfering (DI) RNA

In a previous study, we demonstrated that the length of the coronaviral poly(A) tail on both
viral RNAs and DI RNA is regulated during infection; that is, the poly(A) tail length is
increased in the early stage of infection and then decreased after the peak tail length in the later
stage of infection [16, 27]. To test whether the increase in coronaviral poly(A) tail length
requires a minimum tail length in the initial viral RNA, as with the requirement of nearly 10
adenosine residues for the second phase of polyadenylation in eukaryoticmRNA, a series of
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bovine coronavirus (BCoV)DI RNAs with various poly(A) tail lengths were constructed and
tested (Fig 1A). The 2.2-kb and helper virus-dependentBCoVDI RNA (S1A Fig, upper panel)
is a naturally occurringDI RNA [36, 46], and it has been extensively exploited for analyzing
the cis-acting elements required for replication in coronaviruses [16, 33, 35, 36, 47–49]. To dif-
ferentiate the origin of the poly(A) tail between the helper virus BCoVgenome and BCoVDI
RNA, the latter was engineered to carry the mouse hepatitis virus (MHV) 3’ UTR (S1A Fig,
lower panel) [16, 31, 32] with which an MHV-specific primer can be used for RT-PCR to deter-
mine the length of the DI RNA poly(A) tail [16, 27]. It should be noted that both BCoVand
MHV-A59 belong to the genus betacoronavirus and that the replication efficiencyof this MHV
3’ UTR-containing BCoVDI RNA is similar to that of wild-type BCoVDI RNA [32]. After
transfection of DI RNA constructs into BCoV-infectedHRT-18 cells, the virus within the
transfected cells is referred to as virus passage 0 (VP0) (S1B Fig). Supernatants from BCoV-
infected and DI RNA transfected HRT-18 cells at 48 hours posttransfection (hpt) (VP0) were
collected, and 500 μl was used to infect freshly confluent HRT-18 cells in a 35-mm dish (virus
passage 1, VP1) (S1B Fig). After RNA extraction and head-to-tail ligation (S1C Fig), RT-PCR
products with the size of less than 200 bp (S2 Fig), which are expected to contain the sequence
from 3’ UTR, poly(A) tail and 5’UTR of DI RNA (S1C Fig) [16], were detected and subjected
to sequencing to determine the poly(A) tail length. The RT-PCR products with the size of less
than 100 bp were also sequenced and were determined to be primer-dimer. Note that the
amounts of DI RNAs in cells were various at different time points of infection and thus various
cycles of PCR were applied to amplify sufficient amounts of products for sequencing. Accord-
ingly, the intensity of RT-PCR product shown in S2 Fig may not represent the replication effi-
ciency of the DI RNAs. As shown in Fig 1B, the tail length of DI RNAs W-0A and W-5A
remained the same (0 and 5 nts, respectively) throughout infection. To ensure that the identi-
fied poly(A) tail is from the replicating DI RNA rather than input DI RNA, qRT-PCR was
applied for the evaluation of the replication efficiency for DI RNAs W-0A and W-5A at differ-
ent time points of VP1. As shown in the upper panels of S3A and S3B Fig, the intensity of
RT-PCR product was increasedwith the time of infection in VP1, suggesting that these DI
RNAs is able to replicate. The results were subsequently confirmed by qRT-PCR (S3A and S3B
Fig, lower panels) and thus suggest that the detected poly(A) tails of W-0A and W-5A were not
from input DI RNAs but from replicating DI RNAs. Conversely, the poly(A) tail length of DI
RNA W-15A (with an initial poly(A) tail length of 15 nts) was decreased (8 nts) at 48 hpt
(VP0), gradually increased (10 and 13 nts, respectively) at 8 and 24 hours postinfection (hpi) of
VP1 and then decreased (11 nts) at 48 hpi of VP1. Although the poly(A) tail length of DI RNA
W-20A (with an initial poly(A) tail length of 20 nts) was also shortened (19 nts) at 48 hpt
(VP0), the tail length was increased (22 nts) at 8 hpi of VP1 and then gradually decreased (19
nts and 15 nts at 24 and 48 hpi of VP1, respectively). Similar results were obtained for DI RNA
W-25A (with an initial poly(A) tail length of 25 nts), whereby the poly(A) tail length was also
shorter (21 nts) than the initial length at 48 hpt (VP0) but increased to 31 nts at 8 hpi of VP1
and then gradually decreased to 24 nts and 19 nts at 24 and 48 hpi of VP1, respectively. Because
it has been shown that the poly(A) tail length of BCoVDI RNA within infected cells at 48 hpt
(VP0) is similar to that of packaged BCoVDI RNA in inoculum collected at the same time
point [16], the poly(A) tail length of DI RNA in infected cells may represent that in inoculum
at 48 hpt (VP0). Under this criterion and based on the results that (i) the coronaviral poly(A)
tail length of DI RNA W-15A increased from 8 nts at 48 hpt (VP0) to 10 nts at 8 hpi of VP1
and (ii) the tail length of W-0A and W-5A remained the same during VP0 and VP1, we con-
clude that the minimum poly(A) tail length required to initiate tail lengthening of coronavirus
DI RNA may lie between 5 and 9 nts during the natural infection of VP1, regardless of the
length of the input DI RNA transcript. Moreover, the level of lengthening was found to be
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correlated to the initial length of the poly(A) tail; that is, DI RNA with a longer poly(A) tail (for
example, W-25A) showed a better lengthening than that with a shorter poly(A) tail (for exam-
ple, W-15A), as evidencedby the comparison of poly(A) tail lengths synthesized at 48h of VP0
and 8h of VP1 for these DI RNA constructs during infection (Fig 1B).

Effect of hexamer AGUAAA and poly(A) tail length on the efficiency of

coronaviral polyadenylation

Interactions between consensus polyadenylation signal (PAS) hexamer AAUAAA or its variant
(AGUAAA, AUUAAA or UAUAAA) located10–30 nts upstream of the poly(A) cleavage site
[5, 10] and related proteins are integral aspects of eukaryoticmRNA polyadenylation [6, 50].
Although we in the previous study (Fig 1) have identified the minimum requirement to initiate
lengthening of the coronaviral poly(A) tail during infection, little is known with regard to the
detailedmechanism of how poly(A) tails are synthesized in coronaviruses. As with most
eukaryoticmRNAs, both the coronavirus genome and subgenomic mRNAs are 3’ polyadeny-
lated. Moreover, the PAS hexamer AGUAAA is also found in the 3’ UTR of genome and subge-
nomic mRNAs in BCoVand MHV-A59 between 37 and 42 nts upstream of the poly(A) site.
To determine whether the hexamer AGUAAA, as with the eukaryotic PAS, serves as a cis-ele-
ment involved in coronaviral polyadenylation, the hexamer in BCoVDI RNA W-25A was
mutated from AGUAAA to UCAUUU; the resulting DI RNA was designated R-25A (Fig 2A).
RNA was collected at 24 hpi of VP1, and the RT-PCR product was detected and subjected to
sequencing analysis. As shown in Fig 2B, the lengths of the W-25A and R-25A poly(A) tails
were 24 and 22 nts, respectively, suggesting that the hexamer AGUAAA only had a minor
effect on coronavirus polyadenylation when the tail length of the input R-25A was 25 nts.
However, under the similar RNA stability (Fig 2C), the replication efficiencyof R-25A was
impaired in comparison with that of W-25A, as determined by Northern blot analysis (36% vs
100%) (Fig 2D), suggesting that the replication efficiencymay not be a major factor determin-
ing the poly(A) tail length. Besides, to exclude the possibility that the detected poly(A) tail is
from the potential recombination between the DI RNA and BCoVgenome, the primer
MHV3’UTR2(+), which anneals to the 3’ UTR of DI RNA and primer BM3(-),which anneals
to the BCoVM protein gene were used for RT-PCR to identify the potential recombinant [31,
32, 51]. However, no RT-PCR product was observed (Fig 2E, lanes 2–3), suggesting there is no
potential DI RNA-BCoV genome recombinant synthesized during infection. Furthermore,
because the last 21 nts of 3’ UTR betweenDI RNA and BCoVgenome of helper virus are iden-
tical [52], it is also possible that the synthesized poly(A) tail may originate from genome of the
helper virus BCoVvia homologous recombination in this region either during negative- or
positive-strand RNA synthesis. To test this possibility, the nt A at the position 2 upstream of
poly(A) tail in DI RNAs R-25A and W-25A was mutated to C to create R(C)-25A and W(C)-
25A as shown in Fig 2F, upper panel. As shown in Fig 2F, lower panel, the mutated nt C was
still maintained at 24 hpi of VP1, suggesting that there is no homologous recombination
between helper virus and DI RNA in this region and thus the detected poly(A) tail on DI RNAs
R-25A and W-25A may not acquire from a potential DI RNA-BCoV genome recombination.
It is noteworthy that the UCAUUU sequence in DI RNA mutant R-25A did not revert back to
the wild-typeAGUAAA at 24 hpi of VP1 (data not shown). Accordingly, the RNA stability
(Fig 2C), replication efficiency (Fig 2D) and recombination betweenDI RNA and BCoV

Fig 1. Determination of the minimum poly(A) tail length for the initiation of poly(A) tail lengthening. (A) DI RNA constructs with

various poly(A) tail lengths. (B) Poly(A) tail lengths for DI RNA constructs at different times, as determined by sequencing the RT-PCR

products shown in S2 Fig. Input: DI RNA transcript used for transfection, as shown in Fig 1A.

doi:10.1371/journal.pone.0165077.g001
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genome (Fig 2E and 2F) may not be the major factors in determining the poly(A) tail length on
R-25A or W-25A.

Since the hexamer AGUAAA may not be required for coronaviral polyadenylation when
the poly(A) tail on input DI RNA is 25 nts long, we hypothesize that the AUGAAA hexamer
may be critical when the tail length is short. That is, it may be possible that both the hexamer
AGUAAA and poly(A) tail may contribute to coronaviral polyadenylation through concerted
action when the tail is at a certain length shorter than 25 nts on input DI RNA. This hypothesis
is based on the results that (i) a poly(A) tail was not synthesized for W-0A (Fig 1B), even
though this DI RNA construct contains a hexamer AGUAAA, and (ii) the level of poly(A) tail
synthesis for hexamer AGUAAA-deficient R-25A was similar to that for hexamer AGUAAA-
containing W-25A (Fig 2B). Therefore, to test our hypotheses and further elucidate the role
of the AGUAAA hexamer in coronaviral polyadenylation, we created a series of DI RNA

Fig 2. Effect of hexamer AGUAAA on polyadenylation of DI RNA with 25 nts of poly(A) tail. (A) DI RNA constructs with 25 nts

of poly(A) tail in which hexamer AGUAAA was substituted with UCAUUU (R-25A) or maintained (W-25A). (B) lengths of R-25A and

W-25A poly(A) tails at 24 hpi of VP1. (C) Stability of R-25A and W-25A in uninfected cells as measured by Northern blot assay.

Transcripts were transfected and RNA was extracted at the times indicated. The amount of each DI RNA at 24 hpt was quantitated

and compared with that at 1 hpt. (D) Left panel: the amounts of DI RNAs R-25A and W-25A at 24 hpi of VP1 as measured by

Northern blot assay with BCoV N subgenomic mRNA (sgm RNA) and 18S rRNA as internal controls. Right panel: quantitation of

the relative efficiency of replication between R-25A and W-25A. (E) Detection of potential recombination between DI RNA and

BCoV genome at 24 hpi of VP1. The primer MHV3’UTR2(+), which anneals to the 3’ UTR of DI RNA and primer BM3(-),which

anneals to the BCoV M protein gene were used for RT-PCR to identify the potential recombination between BCoV genome and R-

25A (lane 2) or W-25A (lane 3). The recombinant DNA of 1,639 nts between DI RNA and BCoV genome shown in lane 4 was

produced by overlap PCR and used as a size marker. Lane 1: ds DNA size markers. (F) Upper panel: DI RNA constructs R(C)-25A

and W(C)-25A in which the nt at the position 2 upstream of poly(A) tail in DI RNAs R-25A and W-25A was mutated from A to C,

respectively. Lower panel: sequence of the 3’ end of DI RNA at 24 hpi of VP1; the nt C at the position 2 upstream of poly(A) tail is

given at the bottom of the sequence.

doi:10.1371/journal.pone.0165077.g002
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constructs in which the hexamer was substituted with UCAUUU and with various poly(A) tail
lengths (Fig 3A, left panel) or the hexamer was intact but with various poly(A) tail lengths (Fig
3A, right panel). According to previous study, the W-65A (with 65 nts of poly(A) tail), which is
structurally the same as W-25A (with 25 nts of poly(A) tail) except poly(A) tail length, is
almost not detected at 1 and 2 hpi of VP1 but is steadily identified in the later stage (e.g. 24
hpi) of infection using head-to-tail ligation and RT-PCR [16] under the same amplification
condition, suggesting the detectedDI RNA in the later infection is newly synthesized; therefore,
to ensure that the detectedDI RNA is not from the input DI RNA which may be carried over
by supernatant of VP0 but from the replicating DI RNA, total cellular RNA was collected at 24
hpi of VP1. As shown in Fig 3B (for uncropped gel images, see S4 Fig), RT-PCR products were
observed for W-5A- or W-8A-transfected BCoV-infected cells at the same time point with
poly(A) tail lengths of 5 and 8 nts, respectively (Fig 3C). Although RT-PCR products were
observed for AGUAAA-deficient R-12A, no clear poly(A) tail was identified; instead, sequenc-
ing analysis revealed a mixed population at the 3’-terminal end. Nonetheless, an RT-PCR prod-
uct was detected for W-12A, and after sequencing, the poly(A) tail length of W-12A was found
to be 9 nts (Fig 3C). Interestingly, an RT-PCR product was also observed for AGUAAA-defi-
cient R-15A, but subsequent sequencing revealed a poly(A) tail length of 3 nts (Fig 3C). On the
other hand, the length of the W-15A poly(A) tail was determined to be 13 nts (Fig 3C). For R-
18A, R-20A and R-25A, the poly(A) tail lengths were 10, 18, and 22 nts, respectively, whereas
those for W-18A, W-20A and W-25A were 17, 19 and 24 nts, respectively (Fig 3C). Based on a
comparison of synthesized poly(A) tail lengths betweenR-5A and W-5A, R-8A and W-8A, R-
12A and W-12A, R-15A and W-15A, and R-18A and W-18A (Fig 3C), the poly(A) tail in
AGUAAA-deficient DI RNA is shorter than that in AGUAAA-containing DI RNA. Accord-
ingly, it was concluded that when the poly(A) tail length for the input DI RNA transcript is 18
nts or less, the hexamer AGUAAA is required for coronaviral polyadenylation. However,
according to the results for R-20A, W-20A, R-25A and W-25A (Fig 3C), once the poly(A) tail
length for the input DI RNA transcript reached 20 nts, the synthesized poly(A) tail length for
the AGUAAA-deficient DI RNA was similar to that of AGUAAA-containing DI RNA. Thus, it
was concluded that the hexamer AGUAAA is not required for polyadenylation when the tail
length on input DI RNA transcript is 20 nts (for example, R-20A) or more (for example, R-
25A). Because the poly(A) tail length of DI RNA became varied after transfection (Fig 1B) and
the DI RNA poly(A) tail length at 48 hpt (VP0) in infected cells was similar to that of packaged
DI RNA in inoculum [16], we also applied RT-PCR and sequencing to identify the poly(A) tail
length of R-20A at 48 hpt (VP0). The length of poly(A) tail for R-20A was determined to be 18
nts at 48 hpt (VP0) (data not shown) and therefore it was also concluded that when the initial
poly(A) tail length for coronavirus genome is 18 nts or more, coronaviral polyadenylation dur-
ing natural infection is independent of hexamer AGUAAA. Taken together, the results suggest
that (i) the poly(A) tail length plays an important role in the efficiencyof coronaviral polyade-
nylation and (ii) the hexamer AGUAAA is also involved in coronaviral polyadenylation and
may function in concert with the poly(A) tail to accomplish the subsequent polyadenylation
when the initial length of poly(A) tail is shorter than 18 nts. This conclusion, therefore, sup-
ports our hypothesis.

To further determine whether, besides hexamer AGUAAA and poly(A) tail length, the DI
RNA stability, replication efficiencyand recombination are also factors affecting the synthesis
of poly(A) tail on DI RNA, DI RNAs W-25A, R-5A, R-15A and R-20A with various length of
synthesized poly(A) tail (24, 0, 3 and 18 nts, respectively) at 24 hpi of VP1 (Fig 3C) were
selected and tested. As shown in Fig 3D, the stability of selectedDI RNA variants is almost the
same, suggesting the stability may not the main determinant affecting polyadenylation. For the
factor of replication efficiency, DI RNA was not detectable by Northern blot assay from R-15A
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Fig 3. Effect of hexamer AGUAAA and poly(A) tail length on polyadenylation of DI RNA. (A) DI RNA constructs with various

poly(A) tail lengths in which hexamer AGUAAA was substituted with UCAUUU (left panel) or maintained (right panel). (B) RT-PCR

products synthesized using the method described in S1C Fig RNA samples were collected at 24 hpi of VP1 from cells treated with

the supernatant from DI RNA-transfected BCoV-infected cells (left panel) or from DI RNA-transfected mock-infected cells (right
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and R-20A, suggesting that the replication efficiency for both constructs is low (Fig 3E); however,
the poly(A) tail length for both constructs was different (3 and 18 nts, respectively) (Fig 3C), also
suggesting replication efficiencymay not play a major role in poly(A) tail synthesis (seeDiscus-
sion for more details). In addition, the unidentifiedpoly(A) tail from R-5A may be attributed to
the undetectedRT-PCR product due to the poor replication efficiency. For the factor of recombi-
nation, no RT-PCR product was observed (Fig 3F, lanes 2–5) using the primers specifically bind-
ing to DI RNA and BCoVgenome as describedabove (Fig 2E), suggesting that the detected poly
(A) tail on the selectedDI RNAs may not acquire from a potential DI RNA-BCoV genome
recombinant. Furthermore, given that the poly(A) tail in DI RNAs originates from the genome
or subgenome of the helper virus BCoV, the length in DI RNAs is expected to be longer than 40
nts because poly(A) tail in genome or subgenome of the helper virus BCoVat 8, 24 and 48 hpi is
~68, ~50 and ~40 nts, respectively [16]. However, the lengths of poly(A) tail in all DI RNAs used
in the current study at these time points of infection are all shorter than 40 nts (the longest length
is ~31 nts in W-25A at 8 hpi of VP1, Fig 1B). Therefore, consistent with the results shown in Fig
2 for R-25A and W-25A, DI RNA stability, replication efficiencyand recombination may not the
major factors in determining the synthesis of poly(A) tail on DI RNA.

Synthesis of a poly(A) tail from poly(A) tail-lacking DI RNA

To test further the role of hexamer AGUAAA and poly(A) tail in coronaviral polyadenylation,
25 nts of the W-25A poly(A) tail was first replaced with the same length of a poly(U), poly(C)
or poly(G) tail to create mutant W-25U, W-25C or W-25G, respectively (Fig 4A). Moreover,
25 nts of the W-25A poly(A) tail were also substituted with random sequences to generate
mutants W-random and W-polyCC (Fig 4A). These mutants were then transfected into
BCoV-infected cells to examine whether a poly(A) tail is synthesized and where on the DI
RNA it is added if the tail is identified. As shown in Fig 4A, poly(A) tails with lengths of 18 and
21 nts were found on W-25U and W-25C. Moreover, the position where the tail was added was
not at the 3’ terminus of the poly(U) or poly(C) tail but at the 3’ terminus of the 3’ UTR. For
W-25G, a poly(A) tail was not found until 48 hpi of VP1, with an 8-nt tail also added to the 3’
terminus of the 3’ UTR. For W-random and W-polyCC, RT-PCR products were detected but
no poly(A) tail or clear sequence of 3’ UTR was identified during VP1 infection. Although the
mechanism remains to be elucidated, it was surprising that the poly(A) tail can be synthesized
from DI RNA without poly(A) tail sequence such as W-25U, W-25C and W-25G. Regardless,
since the poly(A) tail can be synthesized from DI RNA constructs W-25U, W-25C and W-
25G, which contain a hexamer AGUAAA, they may be suitable candidates for further deter-
mining the requirement of the hexamer AGUAAA in poly(A) tail synthesis. That is, if the
hexamer AGUAAA is mutated, lack of poly(A) tail synthesis for these hexamer AGUAAA-
deficient constructsmay reinforce the important role of the hexamer in coronaviral polyadeny-
lation. To this end, the AGUAAA in W-25U, W-25C and W-25G was substituted with
UCAUUU to create mutants R-25U, R-25C and R-25G. As shown in Fig 4B, the poly(A) tail
was not found in R-25G because the RT-PCR product was not obtained. In this case, it was
speculated that the poor replication efficiencymay be the reason which leads to the result.
However, when compared with W-25U and W-25C, a poly(A) tail was not synthesized for R-

panel). For uncropped gel images, see S3 Fig. (C) DI RNA poly(A) tail lengths, as determined by sequencing analysis of the

RT-PCR products shown in Fig 3B. (D) Stability of DI RNA variants in uninfected cells as measured by Northern blot assay. The

amount of each DI RNA at the times indicated was quantitated and compared with that at 1 hpt. (E) The amounts of DI RNA variants

at 24 hpi of VP1 as measured by Northern blot assay. (F) Detection of potential recombination between DI RNAs W-25A (lane 2),

R-5A (lane 3), R-15A (lane 4) or R-20A (lane 5) and BCoV genome. The recombinant DNA of 1,639 nts between DI RNA and BCoV

genome shown in lane 6 was produced by overlap PCR and used as a size marker. Lane 1: ds DNA size markers.

doi:10.1371/journal.pone.0165077.g003
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25U and R-25C at 24 and 48 hpi of VP1, further emphasizing the significant role of the
AGUAAA hexamer in coronaviral polyadenylation.

Dissection of hexamer AGUAAA by mutagenesis to further determine its

role in coronavirus polyadenylation

To further characterize the role of hexamer AGUAAA in coronaviral polyadenylation, the hex-
amer was dissected by mutagenesis (Fig 5A), and the effect on poly(A) tail synthesis was

Fig 4. Synthesis of a poly(A) tail from poly(A) tail-lacking DI RNA. (A) Left panel: hexamer AGUAAA-containing DI RNA

constructs with a poly(A) tail or other non-poly(A) sequences immediately downstream of the 3’UTR. Right panel: sequences of the

3’ end of DI RNA at the indicated times. (B) Left panel: hexamer AGUAAA-deficient DI RNA constructs with a poly(A) tail or other

non-poly(A) sequences immediately downstream of the 3’UTR. Right panel: sequence of the 3’ end of DI RNA at 24 hpi of VP1. N/

A: not available.

doi:10.1371/journal.pone.0165077.g004
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evaluated. RT-PCR products were detected for W-15A and other W-15A-derived mutants at
24 hpi of VP1, as displayed in Fig 5B, left panel. Sequencing analysis revealed that 1 (M1-15A)
or 2 (M2-15A) substitutions from the 3’ end of the hexamer did not alter the efficiencyof poly
(A) tail synthesis, and the resulting length (13 nts) for these two mutants was the same as that
for W-15A, which has an intact AGUAAA motif. However, decreased poly(A) tail synthesis
efficiencywas found for M3-15A (8 nts) and M4-15A (10 nts), with 3 and 4 substitutions,
respectively, from the 3’ end of the hexamer. A severe impact on poly(A) tail synthesis occurred
for M5-15A, in which 5 nts were substituted from the 3’ end of the hexamer, and the resulting
poly(A) tail length was 3 nts, the same as that obtained for R-15A in which the entire hexamer
was substituted. Therefore, the length of the poly(A) tail gradually decreases with the increased
mutations within the hexamer. Based on the results that these DI RNAs were able to replicate
(S5B Fig) and still retained the mutated hexamer sequence (S5C Fig), these results further sup-
port our argument that the AGUAAA hexamer functions as a cis-acting element in coronaviral

Fig 5. Dissection of hexamer AGUAAA to characterize its role in coronaviral polyadenylation. (A) DI RNA constructs with a

series of mutations within hexamer AGUAAA and with a poly(A) tail of 15 (left panel) or 25 (right panel) nts in length. The mutated

sequence is underlined. (B) RT-PCR products synthesized using the method described in Fig; RNA samples were harvested at 24

hpi of VP1. (C) The poly(A) tail length, as determined by sequencing the RT-PCR products shown in Fig 5B.

doi:10.1371/journal.pone.0165077.g005
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polyadenylation. Additionally, different levels of substitutions within the hexamer AGUAAA
were also performed in W-25A (Fig 5A, right panel). RT-PCR products were detected (Fig 5B,
right panel), and the overall poly(A) tail lengths for the mutants M1-25A, M4-25A and M5-
25A were not altered, whereas the lengths for M2-25A, M3-25A and R-25A are slightly
decreased (Fig 5C, right panel), suggesting that the alternations in the poly(A) tail length do
not occur in the DI RNAs with 25 nts of poly(A) tail and mutated AGUAAA. Taken together,
these results further support our finding that the hexamer AGUAAA is an important cis-ele-
ment in coronavirus polyadenylation.

The function of hexamer AGUAAA in polyadenylation is position

dependent

Based on the data presented here, this hexamer AGUAAA is involved in coronaviral polyade-
nylation. To determine whether the function of the hexamer AGUAAA in polyadenylation is
position dependent, the sequence in W-15A between 37 and 42 nts upstream of the poly(A)
tail site, where the original hexamer AGUAAA is located, was replaced with UCAUUU, and
the sequence at 49 to 54 nts upstream of the poly(A) tail site was substituted with hexamer
AGUAAA to create mutant PAS-R-15A (Fig 6A, left panel). In addition, mutant PAS-PAS-
15A was also constructed in which the sequence between 49 and 54 nts upstream of the poly
(A) tail site was replaced with the hexamer AGUAAA, but the original hexamer AGUAAA
between 37 and 42 nts upstream of the poly(A) tail site was retained (Fig 6A, left panel). Wild-
type DI RNA W-15A, mutant R-15A, in which the original hexamer AGUAAA was replaced
with UCAUUU, and mutant PAS-PAS-15A were then used as controls to evaluate the position
dependency of the hexamer AGUAAA in polyadenylation. Moreover, to ensure that the altered
polyadenylation efficiency indeed results from sequence changes in the aforementioned posi-
tions of DI RNA with 15 nts of poly(A) tail, we also created constructs PAS-R-25A and PAS--
PAS-25A, with poly(A) tail lengths of 25 nts (Fig 6A, right panel). We predicted that the
sequence changes may not alter the polyadenylation efficiency for DI RNA with 25 nts of poly
(A) tail according to the previous data shown in Fig 2. As shown in Fig 6B, left panel, RT-PCR
products were observed for all constructs at 24 hpi of VP1, and the poly(A) tail lengths were
determined to be 5, 15, 4 and 13 nts for PAS-R-15A, PAS-PAS-15A, R-15A and W-15A,
respectively (Fig 6C, left panel). Note that the RT-PCR product for PAS-R-15A with the size
less than 100 bp was sequenced and determined to be primer-dimer. These results suggest (i)
the sequence substitution between 49 and 54 with hexamer AGUAAA in PAS-PAS-15A (the
original hexamer AGUAAA was retained) did not affect the efficiencyof polyadenylation
when compared with the poly(A) tail length of W-15A (15 vs 13 nts) and (ii) the efficiencyof
poly(A) tail synthesis was still low (5 nts) for PAS-R-15A (the sequence between 49 and 54 was
replaced with hexamer AGUAAA and the original hexamer AGUAAA was mutated). Note
that these DI RNAs were able to replicate (S6B Fig) and the mutated sequences were still
retained (S6C Fig). Consequently, since the position change of hexamer AGUAAA in PAS-R-
15A did not restore the efficiencyof poly(A) tail synthesis, it is concluded that the function of
the hexamer AGUAAA in polyadenylation is position dependent. In addition, by RT-PCR (Fig
6B, right panel) and sequencing, the poly(A) tail length for constructs PAS-R-25A, PAS-PAS--
PAS, R-25A and W-25A was identified to be similar (Fig 6C, right panel), suggesting that for
DI RNA with poly(A) tail of 25 nts, substitution mutation between 49 and 54 nts or 37 and 42
nts upstream of the poly(A) site has only a minor or no effect on the efficiencyof polyadenyla-
tion. Taken together, it is concluded that the function of the hexamer AGUAAA in coronaviral
polyadenylation is position dependent.
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The hexamer AGUAAA or its variants are found among coronaviruses

The consensus PAS hexamer AAUAAA, located 10–30 nts upstream of the poly(A) cleavage
site, is one of the cis-acting elements responsible for eukaryoticmRNA polyadenylation [1, 7,
8]. Variants, including AGUAAA, AUUAAA and UAUAAA, have also been identified as
important for poly(A) tail synthesis in certain eukaryoticmRNA populations [9–11]. In the
current study, we demonstrated that the hexamer AGUAAA, located between 37 and 42 nts
upstream of the poly(A) site in BCoV, is involved in coronaviral polyadenylation. Moreover,
the AGUAAA motif or its variants are also found in other coronaviruses, as summarized in
Table 1. Among these hexamers, AAUAAA, AGUAAA and AUUAAA, which function in
eukaryoticmRNA polyadenylation, are found in betacoronavirus C, betacoronavirus A and del-
tacoronavirus, respectively. Other hexamer variants, which differ from hexamer AAUAAA,
AGUAAA or AUUAAA by one nucleotide, have also been identified in alphacoronavirus, beta-
coronavirus B, betacoronavirus D, and gammacoronavirus. Interestingly, although the positions
of these hexamers in coronaviruses can be from 24 to 57 nts upstream of the poly(A) tail, the
motifs are at similar positions within the same genus or lineage. However, it remains to be
determinedwhether the hexamer has similar functions in coronaviruses other than BCoV.

Fig 6. The function of hexamer AGUAAA in coronaviral polyadenylation is position dependent. (A) Upper panel: sequence

within the 3’-terminal 60 nts of DI RNA. The number above the sequence indicates the position of nt counted from poly(A) tail.

Lower panel: DI RNA constructs with a poly(A) tail of 15 (left panel) or 25 (right panel) nts in length, wherein the sequence

(underlined) was mutated at position 37–42 (from hexamer AGUAAA to UCAUUU) and/or at position 49–54 (from CUGCAA to

hexamer AGUAAA). (B) RT-PCR products synthesized from the method described in S1C Fig; RNA samples were collected at 24

hpi of VP1. (C) The poly(A) tail length, as determined by sequencing of the RT-PCR products shown in Fig 6B.

doi:10.1371/journal.pone.0165077.g006
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Table 1. Postulated poly(A) signal in coronaviruses.

Virusa Sequences Positionb GenBank accession no.

Alphacoronavirus

TGEV-Purdue UGUAAA 39–34 DQ811788

FCoV UGUAAA 39–34 NC_002306

HCoV-229E AGUAAC 37–32 NC_002645

ScBtCoV-512 AGUAAC 36–31 NC_009657

PEDV AGUAAC 37–32 NC_003436

MiBtCiV-HKU8 AGUAAU 38–33 NC_010438

Betacoronavirus A

BCoV-Mebus AGUAAA 42–37 U00735

HCoV-OC43 AGUAAA 42–37 NC_005147

PHEV-VW572 AGUAAA 42–37 NC_007732

ECoV AGUAAA 42–37 NC_010327

MHV-A59 AGUAAA 42–37 NC_001846

MHV-JHM AGUAAA 42–37 NC_006852

RbCoV-HKU14 AGUAAA 42–37 NC_017083

Betacoronavirus B

SARS-CoV-Tor2 AAUUAA 57–52 NC_004718

BtSARS-CoV-Rp3 AAUUAA 57–52 DQ071615

BtSARS-CoV-HKU3 AAUUAA 57–52 DQ022305

Betacoronavirus C

BtCoV-133/2005 AAUAAA 49–44 NC_008315

PiBTCoV-HKU5 AAUAAA 49–44 NC_009020

MERS-CoV AAUAAA 49–44 NC_019843

Betacoronavirus D

RoBtCoV-HKU9 AUUAUA 55–50 NC_009021

Gammacoronavirus

IBV-Beaudette AGUUAA 34–29 NC_001451

TCoV AGUUAA 34–29 NC_010800

Deltacoronavirus

PorCoV-HKU15 AUUAAA 29–24 NC_016990

SpCoV-HKU17 AUUAAA 29–24 NC_016882

MunCoV-HKU13 AUUAAA 29–24 NC_011550

MRCoV-HKU18 AUUAAA 29–24 NC_016993

BuCoV-HKU11 AUUAAA 29–24 FJ376619

a. TGEV-Purdue, porcine transmissible gastroenteritis virus Purdue strain; FCoV, feline infectious peritonitis virus; RhBtCoV-HKU2, Rhinolophus bat

coronavirus HKU2; HCoV-NL63, human coronavirus NL63; HCoV-229E, human coronavirus 229E; SCBtCoV-512, Scotophylus bat coronavirus; PEDV,

porcine epidemic diarrhea virus; MiBtCoV-HKU8, bat coronavirus HKU8; BCoV-Mebus, bovine coronavirus strain Mebus; HCoV-OC43, human coronavirus

OC43; PHEV-VW572, porcine hemagglutinating encephalomyelitis virus; ECoV, equine coronavirus; MHV-A59, mouse hepatitis virus strain A59;

MHV-JHM, mouse hepatitis virus strain JHM; RbCoV-HKU14, rabbit coronavirus HKU14; SARS-CoV-Tor2, SARS coronavirus isolateTor2;

BtSARS-CoV-Rp3, bat SARS coronavirus Rp3; BtSARS-CoV-HKU3, bat SARS coronavirus HKU3; BtCoV-133/2005, bat coronavirus 133/2005;

PiBTCoV-HKU5, Pipistrellus bat coronavirus HKU5; MERS-CoV, Middle East respiratory syndrome coronavirus or human betacoronavirus 2c EMC/2012;

BtCoV-HKU9, bat coronavirus HKU9; IBV-Beaudette, avian infectious bronchitis virus strain Beaudette; TCoV, turkey coronavirus; PorCoV-HKU15, porcine

coronavirus HKU15 strain HKU15-44; SpCoV-HKU17, sparrow coronavirus HKU17; MunCoV-HKU13, munia coronavirus HKU13-3514; MRCoV-HKU18,

magpie-robin coronavirus HKU18; BuCoV-HKU11, bulbul coronavirus HKU11-934.

b. The number indicates the nucleotide position counted from ploy(A) tail.

doi:10.1371/journal.pone.0165077.t001
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Discussion

In this article, we provide genetic evidence of how coronavirus lengthens its poly(A) tail during
the infection cycle and how the hexamer AGUAAA and poly(A) tail act in concert to accom-
plish coronaviral polyadenylation. The characterization of two polyadenylation-related ele-
ments, AGUAAA and the poly(A) tail, will help in a better understanding of the mechanism of
coronaviral polyadenylation.

Factors involving in the regulation of coronaviral poly(A) tail length

during coronavirus infection

In the previous study [16], it was found that the poly(A) tail length of W-65A (DI RNA with 65
nts of poly(A) tail) at 48 hpt (VP0) is 28 nts and was increased to be 62 nts at 8 hpi of VP1. The
results led us to ask the question of what the the minimum poly(A) tail length required to initi-
ate tail lengthening of coronavirus DI RNA is. In order to precisely identify the minimum
requirement to initiate the lengthening of poly(A) tail, instead of constructingDI RNA with
long ply(A) tail, for example, W-65A with 65 nts of poly(A) tail [16], several DI RNAs with a
little variation in poly(A) tail length were constructed and therefore only a small variation in
poly(A) tail length from these DI RNA constructs was expected in the process of infection as
shown in Fig 1. In terms of the identification of the minimum length for the initiation of poly
(A) lengthening, the small increase in the poly(A) tail length of the same DI RNA construct
(for example, 2 nts increase in the poly(A) tail length of W-15A between 48 hpt (VP0) and 8
hpi of VP1) is therefore critical for the interpretation of the results although the level of length
change is not dramatic. Regardless, the results shown in Fig 1 along with the previous findings
from W-65A [16] collectively reinforce the critical nature of the initial poly(A) tail length in
the elongation of coronaviral poly(A) tail in the early stage of infection. Interestingly, after 8 h
of infection in VP1, the poly(A) tail length on DI RNAs W-25A and W-20A decreased from 31
and 22 nts to 24 and 19 nts, respectively, whereas that of DI RNA W-15A increased from 11 to
13 nts. We speculate that DI RNA with a short enough poly(A) tail may not be efficiently
detected by deadenylases [53, 54], thus avoiding efficient tail degradation mediated by the
deadenylation mechanism. After initial lengthening of the poly(A) tail, it is also feasible that
the polyadenylation may occur again based on the previous lengthening poly(A) tail possibly
by viral polymerase or cytoplasmic poly(A) polymerase during infection.On the other hand, in
terms of the shortening of coronavial poly(A) tail, it is still not clear at this point what mecha-
nism is responsible for the coronaviral deadenylation. The regulation of tail length in coronavi-
ruses, therefore, may be complicated because it occurs in a dynamic process and in addition to
poly(A) tail length, other factors such as deadenylase and viral polymerase or cytoplasmic poly
(A) polymerase may be collectively involved in the decision of the eventual length of coronavi-
rus poly(A) tails at a given time during infection through unidentifiedmechanisms.

Contribution of hexamer AGUAAA for virus survival

In the present study, we demonstrated that both the poly(A) tail and hexamer AGUAAA are
involved in coronaviral polyadenylation and the two elements appear to be able to functionally
compensate for each other when one is missing or modified, as exemplified by DI RNA
mutants R-25A and W-25U. Based on present results, we propose that both the hexamer
AGUAAA and poly(A) tail contribute to virus survival under diverse environments. For exam-
ple, a poly(A) tail length shorter than 20 nts was consistently found for coronaviral RNA col-
lected from (i) BCoV-infectedHRT-18 cells at 2 hpi, (ii) W-25A-transfected BCoV-infected
HRT-18 cells at 72 hpi of VP1 and (iii) mouse brain at 5 days postinfectionwith MHV-A59
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(S7 Fig). Moreover, in persistent infection, a MHV-A59 poly(A) tail length of less than 20 nts
was also frequently found (S7 Fig); therefore, when such persistent-infection coronavirus
infects fresh cells, the AGUAAA hexamer is also required in concert with the poly(A) tail for
efficient polyadenylation. Thus, the hexamer AGUAAA along with the poly(A) tail may be
required to restore efficient polyadenylation for subsequent translation and replication, con-
tributing to virus survival under these conditions.

The importance of the minor changes in poly(A) tail length for gene

expression of coronavirus

Unlike most mammalian mRNAs with ~250 nts of poly(A) tail, positive-strand RNA viruses
such as piconaviruses, have heterogeneous lengths of natural poly(A) tail ranging from about
10 to 120 nts long [55–57]. Functional analysis reveals that 12 nts of poly(A) tail on positive-
strand genome of poliovirus is the minimum length to initiate negative-strand synthesis of
genome and that increasing the poly(A) tail length from 12 to 13 nts results in about a ten-fold
efficiency in negative-strand synthesis [58], suggesting that minor changes in viral poly(A) tail
length exert significant effect on viral replication. Similar results have also been obtained in
sindbis virus during negative-strand synthesis in which increasing the poly(A) tail length from
10 to 15 nts leads to a nearly nine-fold increase in negative-strand RNA synthesis [59]. The size
of poly(A) tail in BCoVvaries at different time points of infection and its distribution during
infection is from about 13 to 68 nts (S7 Fig and [16]). As with aforementioned positive-strand
RNA viruses, small alternations in poly(A) tail size from 5 to 10 nts and from 25 to 45 nts in
coronavirus dramatically increase the efficiencyof viral replication [18] and translation [16],
respectively, further demonstrating the small changes in the poly(A) tail length play an impor-
tant role in the biological function of coronavirus. Therefore, the lengthening of poly(A) tail,
for example, in W-15A from 8 nts at 48 hpt of VP0 to 13 nts at 24 hpi of VP1 and W-25A from
21 nts at 48 hpt of VP0 to 31 nts at 8 hpi of VP1 (Fig 1B) may increase the efficiencyof gene
expression. Since the minor changes have an important effect on viral replication and transla-
tion, we speculate that for coronavirus with short poly(A) tail length ranging between ~13 to
~68 nts (in comparison with mammalian mRNA with ~250 nts of poly(A) tail) the minor
changes in the poly(A) tail length may be sensitive and thus critical in the regulation of gene
expression during infection.

Evaluation of the effect of replication efficiency on polyadenylation of DI

RNA

In the present study, we found that the replication efficiencyof DI RNA mutants R-25A (36%)
(Fig 2) and W-25C (<1%, S8 Fig) was much lower than that of W-25A (100%). However, the
synthesized poly(A) tail lengths of these two mutants was similar to that of W-25A, suggesting
that the replication efficiencymay not be a major factor affecting coronaviral polyadenylation.
For DI RNA with shorter poly(A) tail and AGUAAA mutation, for example, R-15A, its replica-
tion efficiencywas similar to that of W-15A at the stage of 24 hpi of VP1,and RT-PCR products
were detected for sequencing (S5A and S5B Fig); however, the synthesized poly(A) tail length
(3 and 13 nts for R-15A and W-15A, respectively) was different (Fig 3C), also suggesting that
the replication efficiencymay not be a major factor in the poly(A) tail synthesis. Accordingly,
this may be applied to account for the results shown in Fig 3E. The replication efficiency for
both R-15A and R-20A was similar because they were not detected by Northern blot assay (Fig
3E); however, both were detected by RT-PCR and sequencing results showed that the poly(A)
tail length for both constructs was different (3 and 18 nts, respectively) (Fig 3C), also suggesting
replication efficiencymay not play a major role in poly(A) tail synthesis. For R-5A in Fig 3E,
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the unidentified poly(A) tail from R-5A may be attributed to the undetectedRT-PCR product
due to the poor replication efficiency. The aforementioned arguments may also account for the
results shown in Fig 4. For W-25U and W-25C, the replication efficiency for both DI RNAs is
low because they were not detected by Northern blot assay (S8A Fig) when compared with that
for W-25A. Subsequent study showed that the replication efficiencywas similar betweenW-
25U, W-25C, R-25U and R-25C as determined by qRT-PCR (S8B Fig); however, poly(A) tail
was synthesized from W-25U and W-25C but not from R-25U and R-25C (Fig 4B), suggesting
replication efficiencymay not be the main determinant in the poly(A) tail synthesis. For R-
25G, similar to R-5A, the unidentified poly(A) tail may be attributed to the undetected
RT-PCR product. Taken together, we speculate that the replication efficiencymay not be a
major factor affecting coronaviral polyadenylation and that replication and polyadenylation in
coronaviruses are separate processes but proceed by a similar theme during viral RNA
synthesis.

Role of hexamer AGUAAA in coronavirus replication

It has been shown that with reverse genetic approaches the deletion of nts 30–170 upstream of
poly(A) tail do not affect the growth function in tissue culture for MHV [60, 61]. It is reason-
able to speculate that the hexamer AGUAAA, located between 37 and 42 nts upstream of the
poly(A) site, may not play a role in the replication. However, in the current study, the results
suggest that the replication efficiency is decreased in DI RNA R-25A with mutated hexamer
AGUAAA in comparison with that in W-25A with intact AGUAAA (36% vs 100%). We spec-
ulate that the system (reverse genetics with a full-length cDNA vs DI RNA) and mutagenesis
(deletion of entire region between nts 30–170 vs replacement of hexamer within the undeleted
region of nts 30–170) employed for the analysis may lead to the discrepancy of the results. Nev-
ertheless such discrepancy does not affect the role of hexamer AGUAAA in the coronaviral
polyadenylation concluded in this study because the polyadenylation appears not to be influ-
enced by replication efficiencyas evidencedby the results of DI RNA constructs discussed
above.

Proposed mechanism for coronaviral polyadenylation

Based on the evidence shown in this study and in others, we propose a model for coronaviral
polyadenylation (Fig 7). First, coronavirus polymerase utilizes positive-strand viral RNA as a
template to synthesize negative-strand viral RNA in which the length of the poly(U) tract is
similar to that of the poly(A) tail at the same time point after infection [16]. Subsequently, the
negative-strand viral RNA serves a template for synthesizing the positive-strand viral RNA.
During positive-strand viral RNA synthesis, once the nascent hexamer AGUAAA is copied,
cytoplasmic polyadenylation-associated factors such as CPSF and other accessory factors may
interact with the hexamer on the positive strand. This hexamer-protein complex may interact
with (an)other complex(es) formed by interactions between proteins and the poly(U) tract on
the negative strand to generate a stable RNA-protein complex that directs the viral RdRp to
synthesize the poly(A) tail. Alternatively, the RNA-protein complex formed may recruit cyto-
plasmic poly(A) polymerase instead of viral RdRp for poly(A) tail synthesis [62]. This model
emphasizes the important role of the AGUAAA hexamer on the nascent positive-strand viral
RNA as well as the 5’ terminal sequence (i.e., poly(U) tract) on the negative-strand viral RNA,
with which polyadenylation-associated proteins interact.

Accordingly, under the argument of constitution of a stable complex for efficient coronavi-
rus polyadenylation, this model may explain (i) why a poly(A) tail was synthesized from poly
(A)-deficient DI RNA constructsW-25U, W-25C, and W-25G, rather than poly(A)-deficient
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DI RNA W-0A, even though they all contain a hexamer AGUAAA; and (ii) why a poly(A) tail
was found for R-15A and R-18A, but not R-25U, R25C and R25G, despite the fact that they all
lack the hexamer AGUAAA. In the cases of W-25U, W-25C and W-25G, which contain the
hexamer AGUAAA but lack a poly(A) tail, it is speculated that in spite of different affinity the
binding of proteins (e.g., PABP [63, 64]) to the 5’ end of poly(A), poly(G) or poly(C) on the W-
25U, W-25C or W-25G negative strand, respectively, and then to proteins binding to the
AGUAAA motif on the nascent positive-strand RNA to form a protein complex is a key step in
coronaviral polyadenylation. In contrast, in the case of W-0A, the aforementioned protein
complex is not formed because there is no such RNA element at the 5’ end of negative-strand

Fig 7. The proposed mechanism for polyadenylation in coronaviruses. Coronavirus replication complex utilizes positive-strand viral

RNA as a template to synthesize negative-strand viral RNA with a poly(U) tract. The nascent negative-strand RNA in turn serves as a

template for synthesizing positive-strand RNA. After hexamer AGUAAA on the positive-strand RNA is copied, binding of related proteins to

the motif on the positive strand and that of polyadenylation-related proteins to the poly(U) tract on the negative strand along with

coronavirus RNA-dependent RNA polymerase (RdRp) or cytoplasmic poly(A) polymerase (PAP) form a polyadenylation complex for poly

(A) tail synthesis.

doi:10.1371/journal.pone.0165077.g007
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W-0A for protein binding and thus no polyadenylation occurs. Regarding constructs R-15A,
R-18A, R-25U, R25C and R25G, in which the hexamer AGUAAA was mutated, we reason that
if polyadenylation-related protein binding to RNA elements at the 5’ end of negative-strand
viral RNA is not sufficient to form a stable RNA-protein complex, assistance from interactions
between the AGUAAA motif and proteins may be required for polyadenylation. Accordingly,
although proteins were able to bind to poly(A), poly(G) or poly(C) on the negative strand of R-
25U, R-25C or R-25G, respectively, polyadenylation was unable to occurwithout the help of
the hexamer AGUAAA to form a stable RNA-protein complex. Furthermore, under the same
argument of constitution of a stable complex for efficient coronavirus polyadenylation, this
model may be extended to explain why different levels of hexamer AGUAAA mutation (Fig 5)
and the alternation of hexamer AGUAAA position (Fig 6) decreased the efficiencyof polyade-
nylation on DI RNA.

In conclusion, we for the first time determined the viral RNA elements involved in corona-
viral polyadenylation. Future works may elaborate on the identification of the cellular and viral
proteins participating in the synthesis of the coronaviral poly(A) tail as well as the detailed
mechanism of coronaviral polyadenylation and its regulation.

Supporting Information

S1 Fig. Diagramof BCoVDI RNA and the strategy for determining coronaviral poly(A)
tail length. (A) The structure of BCoVDI RNA and its composition relative to the BCoV
genome are illustrated in the upper panel. The engineered BCoVDI RNA with the MHV 3’
UTR (W-25A) used in this study is shown in the lower panel. To differentiate the origin of the
poly(A) tail between the helper virus BCoVgenome and BCoVDI RNA, the latter was engi-
neered to carry the mouse hepatitis virus (MHV) 3’ UTR with which an MHV-specific primer
can be used for RT-PCR to determine the length of the DI RNA poly(A) tail. (B) Schematic
illustration of the experiment showing the transfection of BCoV-infectedHRT-18 cells with DI
RNA and the passage of the resulting BCoVprogeny. (C) Method for determining the corona-
viral poly(A) tail length. The decapped and head-to-tail ligated BCoVDI RNA was used as the
template for RT-PCR with primer 1 (for RT) and primer 2 followed by sequencing.
(TIF)

S2 Fig. RT-PCR product synthesized from the DI RNA constructs in Fig 1A using the
methoddescribed in S1C Fig.
(TIF)

S3 Fig. Determination of replication for W-0A andW-5A. (A) and (B) Upper panel: detec-
tion of DI RNAs W-0A and W-5A at the different time points of VP1 by RT-PCR. (A) and (B)
Lower panel: quantitation of the synthesis of DI RNAs W-0A and W-5A at the different time
points of VP1 by qRT-PCR.
(TIF)

S4 Fig. Uncropped images for RT-PCR gels as shown in Fig 3B.
(TIF)

S5 Fig. Replication analysis for DI RNAs withmutation within hexamer AGUAAA. (A)
Detection of DI RNA synthesis at 1 and 24 hpi of VP1 by RT-PCR. (B) The relative levels of DI
RNA synthesis at 1 and 24 hpi of VP1 as quantitated by qRT-PCR. (C) Sequence analysis of DI
RNA at 24 hpi of VP1. The sequence within the hexamer AGUAAA of individual DI RNA dif-
ferent from that of DI RNA W-15A is underlined.
(TIF)
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S6 Fig. Replication analysis for DI RNAs PAS-R-15A, PAS-PAS-15A, R-15A andW-15A.
(A) Detection of DI RNA synthesis at 1 and 24 hpi of VP1 by RT-PCR. (B) The relative levels
of DI RNA synthesis at 1 and 24 hpi of VP1 as quantitated by qRT-PCR. (C) Sequence analysis
of DI RNA at 24 hpi of VP1. The sequence of individual DI RNA different from that of DI
RNA W-15A is underlined.
(TIF)

S7 Fig. Poly(A) tail lengths under different environments. (A) BCoV-infectedHRT-18 cells
at 2 hpi (13 nts). (B) W-25A-transfected BCoV-infectedHRT-18 cells at 72 hpi of VP1 (13
nts). (C) Mouse brain at 5 days postinfectionwith MHV-A59 (17 nts) (shown in negative
strand). (D) Delayed brain tumor (DBT) cells with MHV persistent infection of 97 days (15
nts) (shown in negative strand).
(TIF)

S8 Fig. Determination of efficiencyof DI RNA synthesis. (A) Upper panel: synthesis of W-
25A, W-25U, W-25C and W-25G at 48 hpi of VP1 as detected by Northern blot analysis.
Lower panel: the relative levels of RNA synthesis. (B) Quantitation of the synthesis of DI RNAs
W-25U, W-25C, R-25U and R-25C at 24 hpi of VP1 by qRT-PCR.
(TIF)

S1 Table. Oligonucleotidesused for this study.
(TIF)
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