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Abstract
In the past three years remarkable discoveries have added three new human polyomaviruses (KIV,
WUV and MCV) to a class that previously had two disease-causing members (BKV and JCV). Two
monkey polyomaviruses, simian virus 40 (SV40) and B-cell lymphotropic polyomavirus (LPV) are
also present in humans. KIV and WUV lack the agnoprotein coding sequence and regulatory
microRNA clusters of BKV, JCV and SV40. MCV lacks the agnoprotein sequence but generates
microRNAs. KIV, WUV and MCV are all widespread in humans. Although they have distinctive
tissue tropisms, they are all likely acquired in childhood. Of these viruses, only MCV has thus far
been strongly linked to cancer. Marshalled evidence from diverse sources implicates MCV as an
etiological agent of Merkel cell carcinoma. This review compares structural features of the new and
previously-known polyomaviruses with the aim of identifying approaches to molecular pathology.

Discovery of three new human polyomaviruses: KIV, WUV and MCV
The past three years have provided witness to a remarkable development in virology. Three
new human polyomaviruses (KIV, WUV, and MCV) have been discovered, now bringing the
total known number of human polyomaviruses to five members (see Glossary). Beginning 37
years after the discovery of the first polyomaviruses, BKV and JCV, enhanced molecular
technology fueled the discovery of the new viruses. The first of these viruses, KIV, was found
by randomly amplifying, cloning and sequencing nucleic acids from nasopharyngeal aspirates
[1]. Similarly, a random library from nasopharyngeal aspirates of patients with respiratory
infections was screened to yield another new polyomavirus, WUV [2]. The latest polyomavirus
to be detected, MCV, was sought from Merkel cell carcinoma (MCC) cells because the
incidence of MCC is enhanced by immunosupression, suggesting an infectious agent [3].
Immunosuppression is also a factor in polyomavirus associated nephropathy (PVAN) caused
by BKV [4,5] and progressive multifocal leukoencephalopathy (PML) caused by JCV [6,7].
In phylogenetic comparisons of several viral proteins, BKV, JCV and simian virus 40 (SV40)
are in highly-related classes. However, KIV and WUV lack several features of the earlier-
known viruses and MCV is even more distantly related to the known human polyomaviruses.
This review focuses on new aspects of the structure of the polyomaviral proteins and
microRNAs and integrates these with clinical findings as they relate to classes of these viruses
in human disease.
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Arrangement of conserved T-antigen-binding elements at origins of
replication differs among polyomaviruses

Large T-antigen is a multifunctional protein responsible for both the replication and oncogenic
transforming activities of polyomaviruses. Recent reviews thoroughly address the replication
initiation, helicase and motor functions of T-antigen [8,9]. It also binds the tumor suppressor
proteins Rb and p53, modulating a variety of cell cycle activities critical for tumor formation
(see Refs. [10,11] for reviews). Repeats of the DNA element GAGGC are considered large T-
antigen binding sites at origins of all previously known polyomaviruses [12-15]. In SV40, the
most extensively studied of all polyomaviruses, these sequences are sites for T-antigen
assembly, initiating DNA unwinding and subsequent DNA replication. BKV and JCV are
nearly identical to SV40 in their arrangement of the origins of replication and the GAGGC
elements, or their GCCTC complements (Figure 1). BKV, JCV, and SV40 possess two repeats
of GAGGC followed by a palindromic repeat of the GCCTC complements.

None of the newly-discovered polyomavirus origins have this configuration of T-antigen-
binding elements. KIV has no GCCTC complements, while WUV has a single GCCTC
complement. Most interestingly, MCV does have two GCCTC elements, but not in a
palindromic arrangement. Furthermore, only MCV has two repeats of the overlapping,
palindromic element GAGGCCTC (Figure 1), which is an overlapping bidirectional T-antigen
binding element. It is not known how T-antigen would bind this element, although it has been
reported that MCV T-antigen can bind this element in conjunction with small T-antigen [16].
T-antigen is a 3’ to 5’ helicase [17] that moves processively along the DNA displacing the
opposite 5’ to 3’strand in an ATP-dependent fashion. The previously known polyomaviruses
replicate their DNA bidirectionally from the origin, requiring processive unwinding by T-
antigen in both directions from the origin. When T-antigen is bound to its tetrameric,
palindromic elements in SV40, a double-hexameric protein structure can be envisaged [18].
This may be altered in the newly discovered viruses. Two points are evident. First, the GAGGC
element is conserved, so that nucleic acid-amino acid interactions are also likely conserved.
Second, it is important to determine how T-antigen interacts with the origins of the three new
viruses. Five of the 7 shown polyomaviruses possess dual T-antigen binding elements at
positions 87 and 99 in Figure 1. These sites may play a role in aspects of replication or
transcriptional initiation. SV40, BKV and JCV each have six pentameric T-antigen binding
elements. KIV and WUV each have five. B-cell lymphotropic polyomavirus (LPV) has four.
MCV, including two palindromic octamers, has eight. Intriguingly, only one of the two MCV
palindromic octamers is required for initiation of DNA replication. Mutation analysis indicates
that the one beginning at position 44 in Figure 2 is not required whereas the one beginning at
position 67 is required [16]. LPV also has a binding element similar to the MCV element at
position 67, but LPV has no overlapping, palindromic octamers (Figure 3). Thus, MCV has a
replication origin T-antigen loading region distinct from other known human polyomaviruses.

Large T-antigen proteins distinguish MCV from other human polyomaviruses
The T-antigen proteins of the three previously known polyomaviruses are highly conserved
and T-antigens from SV40 and BKV are >70% identical in amino acid (aa) content (Box 1).
BKV and JCV T-antigens possess an indentity of 83%. Despite the high degree of conservation
between BKV, JCV and SV40, clearly the non-identical aas are crucial. T-antigens of SV40
and JCV will support replication of polyomavirus DNA in murine cells while BKV T-antigen
will not [19]. The three newly discovered viruses are different. The large T-antigens of JCV
and WUV are only 49% identical to each other. Furthermore, the MCV large T-antigen is
distinct among those of the human polyomaviruses. All of the other T-antigens are only about
30% identical to that of MCV, and this is largely due to conservation among a few critical
elements.
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LPV T-antigen domains are not strongly homologous to those of any of the human
polyomaviruses, including MCV. However, overall the LPV T-antigen is slightly more
homologous to those of KIV, WUV and JCV than is that of MCV although the identities are
<45% in all cases.

The first 100 aa of all the T-antigens are well conserved and include the J domain. This domain
is similar to the DnaJ chaperone protein of Escherichia coli and interacts with the ATPase
domain of the mammalian HSP70 chaperone [20-22]. The J domain includes the sequence
HPDKGG, which is precisely conserved in T-antigens of all five human polyomaviruses and
SV40. The T-antigen Rb-binding domain contains a Psycho domain that modulates Rb
activities [23,24] and the box LXCXE, which is important for binding of T-antigen to a pocket
region of the Rb protein [25]. The Psycho domain of the MCV T-antigen is interrupted by 106
aas containing 40 S or T residues (Figure 2). This S-rich “spacer” separates the LFCDE motif
from the rest of the domain, in contrast to all of the other T-antigens. The effect of this separation
on Rb binding and Rb functional inactivation by MCV T-antigen remains to be determined.
SV40 and MCV have been linked to naturally-occurring neoplasias in primates. It is thus of
interest that T-antigens of these viruses differ markedly in their Rb-binding configurations.
LPV T-antigen is not included in Figure 2. It is considerably shorter than the other T-antigens,
and it lacks a Psycho domain. It does have the HPDKGG J-element and an LFCSE Rb-binding
element.

The p53- and DNA-binding sites of T-antigens comprise multiple overlapping elements. Major
p53-binding elements are located in aa position 123 to 215, corresponding to SV40 numbering,
and DNA binding elements (not shown) are located in positions 123 to 246, depending on
various reports. This region is moderately conserved, with specific motifs identical in all of
the T-antigens. Moreover, the p53 binding regions of BKV and JCV are 90% identical in
sequence (Box 1). BKV, JCV and SV40 p53/DNA-binding regions are 54-56% identical to
that of MCV. KIV and WUV are most different from MCV in their p53 binding regions, at
42% and 43%, respectively.

All of the T-antigens, including that of LPV, possess highly-conserved Walker A and B boxes
[26] in their helicase domains. The BKV, JCV and SV40 helicase domains are all at least 90%
identical in sequence (Box 1). T-antigen helicase domains from all the human polyomaviruses
range from 60% to 84% in identity. Furthermore, the Walker A box, an ATP-binding motif, is
present as KGPI(N/D)SGKT in every example. KIV and WUV are 78% identical to each other
in the helicase region, and are thus almost as closely related in this region as are BKV and JCV
(84%).

It is clear that the polyomaviral large T-antigens differ widely amongst each other, with MCV
most distinct. It will be valuable to relate disease capacity to the ability of T-antigens to bind
p53 and DNA.

Distinguishing classes of polyomaviruses by VP1 capsid protein sequences
and agnoprotein

BKV, JCV and SV40 capsids each contain 360 molecules of the VP1 protein organized as
pentamers around a central VP2 or VP3 protein. Through binding to sialic acid residues on the
cell surface, VP1 plays an essential role in entry of all polyomaviruses into cells. It has now
been found that the MCV VP1 protein binds to sialic acids on ganglioside GT1b [27].
Gangliosides are glycolipids with a ceramide moiety spanning the cell membrane. It has been
reported that certain amino acids on the surface of JCV VP1 show accelerated mutation in viral
sequences isolated from PML patients but not from control subjects [28]. It has also recently
been demonstrated that certain JCV VP1 loop mutations are associated with a favorable
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prognosis for PML [29]. VP1 sequences separate the polyomaviruses into three classes: BKV-
JCV-SV40, KIV-WUV and MCV (Box 2). The three new viruses are much less closely related
to each other regarding VP1 than are the older known viruses.

It should also be noted that none of the three newly discovered polyomaviruses possesses a
distinct open reading frame corresponding to the agnoprotein, a small auxiliary protein that
facilitates the effects of the larger five polyomavirus-encoded proteins (see Ref. [30]). This
lack of agnoprotein indicates differences between the previously known polyomaviruses and
those newly discovered in regulation of viral maturation and oncogenic transformation.

Polyomavirus microRNAs: a new level of regulation
MicroRNAs (miRNAs) have been implicated as posttranscriptional regulators of gene
expression, particularly at junctions of pathways involved in development, cell cycle control
and oncogenesis [31,32]. Recent reviews address the topic that many viruses generate miRNAs
[33-35]. Classically, miRNAs are small RNA molecules generated by cleavage of longer stem-
and-loop structures transcribed by cellular RNA polymerase II followed by unwinding to
produce 22 nt single-stranded RNAs. Either strand thus produced can function as an miRNA.
miRNAs function by pairing with complementary sequences in cellular or viral mRNAs
leading to impaired translation of the mRNA or cleavage of the hybrid product. Generally,
cleavage occurs only when there is a perfect complement of the 22 nt, and most such reactions
have been described for viral miRNA. Sequences of SV40, BKV and JCV miRNAs are not
homologous. Despite this, these miRNAs conserve function regarding directing cleavage of
the large T-antigen [36].

Thus far no miRNA sequences have been reported for KIV or WUV. However, the MCV
genome generates an miRNA [37]. The stem-and-loop structures generated by MCV as pre-
miRNAs are not homologous to those generated by JCV. The MCV-mir-M1 5p miRNA has
100% complementarity to a sequence from the large T-antigen mRNA of MCV strain MCC
350 (Figure 3c) [37]. Note that this complement is in the sequence of the mRNA immediately
preceding that which would encode the Rb-binding region (Figure 2 and Figure 3). The
consequences of this tantalizing miRNA-binding location are not known. The miRNA shown
in Figure 3a markedly downregulates early MCV transcripts late in infection [37].

Tissue tropism and acquisition of human polyomaviruses
Although KIV and WUV [38-40] as well as MCV [41-43] have been found in respiratory tract
samples, percentages of patients with any given infection were low, and there is no firm
evidence at this time for an etiological role of any of the newly-discovered polyomaviruses in
respiratory disease [43,44]. All of the human polyomaviruses are detected globally and are
most likely acquired in early childhood [7]. Nonetheless, there are important distinctions
regarding routes of acquisition and tissue tropism. KIV and WUV are detected in pediatric
respiratory samples while BKV and JCV are much less common there [38]. In contrast, BKV
and JCV are found in blood and urine and persist in urothelial tissue [4,45], while KIV and
WUV were not found in blood and urine [38]. An oral-fecal route of transmission of MCV
[46] has been proposed, and MCV may persist in tonsils [42]. Reports now indicate a
widespread non-tumoral tissue distribution of MCV. Recently MCV DNA has been detected
in anogenital and oral samples (31%) and eyebrow hair (50%) of HIV-positive men and in
forehead swabs (62%) of healthy individuals [47]. It may thus be considered that MCV
transmission could be effected through skin contact or saliva.
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MCV as an etiological agent of MCC
High frequency of MCV in MCC

All polyomaviruses can transform cells and the name polyoma is derived from this property.
Both of the previously-known human polyomaviruses and SV40 are associated with human
tumors, although their identification as etiological agents remains uncertain [10,45,48,49]. It
is unknown whether polyomaviruses KIV and WUV can transform cultured cells, and they
have not been associated with any neoplasias. Among the new polyomaviruses, however, MCV
is an exception. It was initially reported that 8 of 10 samples of MCC were positive for MCV
versus 5 of 59 MCV-positive control samples from various tissues and 4 of 25 control skin
samples [3]. MCV was discovered by using a digital transcriptome subtraction procedure. Why
was a new virus specifically sought in MCC, a rare skin cancer affecting about 1 in 105 people?
The reason was that MCC primarily affects elderly and immunosuppressed individuals,
including AIDS patients. There is a 13-fold increase in MCC incidence in AIDS versus the
general population [50]. This epidemiological profile is characteristic of an infectious agent.
This initial finding of MCV in 80% of MCC cases was rapidly confirmed by others [46,
51-54]. In a recent extensive study, Sihto et al. analyzed 114 MCC samples from Finland from
1979 through 2004 and found 79.8% positive for MCV using quantitative PCR and DNA
sequencing [55].

The remarkable consensus of positive findings is not without its complexities. Notably, nearly
20% of MCC cases have no detectable MCV. Does this mean that these cases are not associated
with MCV? Bhatia et al. have reported 74% of MCC cases positive for MCV, but many of
these had <1 virus copy per 300 cells [56]. They suggested that an infected cell could contribute
to transformation of neighboring uninfected cells by paracrine mechanisms. Alternatively,
MCV may not contribute at all to oncogenesis. The results of Bhatia and colleagues were
contradicted by Houben et al. [57]. They reported that 86% of MCC samples are positive for
MCV and that the minimal copy number per cell is approximately 1. Moreover, their data show
that in MCV-positive tumors, 100% of tumor cells express large T-antigen, as determined by
immunohistochemistry [57]. In contrast, MCV-negative MCC tumors did not stain positively
for T-antigen. Considering all evidence, we are left to conclude that a major subset of MCC
tumors is associated with the presence of MCV.

Clonal chromosomal integration of MCV and T-antigen mutations in MCC
Association of any virus with a neoplasia, including MCV, is insufficient evidence for etiology
[48]. However, there is evidence accumulating via numerous avenues, presenting a powerful
inductive argument for an etiology of MCV in MCC. The initial report of MCV noted that in
75% of MCV-positive MCC samples MCV was present as a chromosomally-integrated copy
[3]. The gene for large T-antigen was fused to that of a cellular receptor tyrosine phosphatase
at chromosome band 3p14.2. Chromosomal integration is a characteristic of viruses causing
cancer in humans, including what may currently be regarded as a solid paradigm for human
cancer viruses, human papilloma virus (HPV) [58]. Integration may be oncogenic by disrupting
viral genes, by creating virus-cell fusion proteins or by disregulating expression of cellular
oncogenes or tumor suppressor genes.

Perhaps the most significant aspect of this MCV integration in MCC was that it was clonal
[3]. Thus each aliquot analyzed from the MCC tumor from a given patient had the virus
integrated in the same human genomic site. Tellingly, in each different individual with an
integrated MCV virus, the virus was integrated in a different genomic site [3]. Clonal
integration of MCV in MCC has been corroborated by a separate group, including use of
fluorescence in situ hybridization (FISH) [54]. This is essential, but not sufficient, evidence
for etiology. It means that there was clonal expansion of a single cell in which the virus was
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specifically integrated. That is, the virus was integrated in the cell before the cell clonally
expanded. That means that MCV was present in the original MCC tumor cell prior to or during
oncogenic transformation. It must be noted that in the 25% of MCC samples without an
integrated MCV the virus was present episomally. At this time the number of cases analyzed
is too small to make an airtight case for clonal integration of MCV in MCC. Nonetheless, the
evidence presented is compelling and adds to a growing case for etiology of MCV in MCC.

Chromosomally-integrated MCV in MCC possesses mutated or truncated large T-antigen,
inactivating the helicase activity of the encoded protein [54,59]. This is characteristic of
oncogenically transforming viruses [58]. The virus is prevented from replicating and causing
death of the host cell, contributing to oncogenic transformation. Seven of 8 truncating
mutations were for premature stop codons [59] and all of the premature stops were C-terminal
to the Rb minimal binding site. Three were near the C-terminus of the DNA-binding region,
which also includes p53 binding sequences. Thus, while Rb binding would remain intact in
certain mutated T-antigens, p53 binding would be questionable in more than half of them. All
observed mutations disrupted the T-antigen helicase domain. The premature stop codons would
all eliminate this domain, thus eliminating the ability of MCV to replicate while potentially
allowing it to interact with Rb and, possibly, p53. The MCC T-antigen mutations are called
signature mutations [59,60] because they have not been detected in MCV present outside of
MCC tumors.

Clinical factors associated with MCV in MCC
MCC regularly presents as a red skin lesion of nonremarkable appearance although it may
grow rapidly. After resection and treatment, it frequently reappears within two years,
metastasizing to many organs including the lung and liver [50]. Ultraviolet (UV) radiation,
e.g., sun exposure, is a pathogenic factor in MCC. A 100-fold increase in occurrence of MCC
has been reported in psoriasis patients treated with UVA and methoxsalen [61].
Immunosuppression [62] and, in particular AIDS [63], increase the incidence of MCC.

In a study of more than 100 MCC cases in Finland, with nearly 80% MCV-positive, MCV
presence was less frequent in patients who had regional lymph node involvement at diagnosis.
Patients with MCV-positive tumors had a better than 3-fold 5-year survival rate than did those
with MCV-negative tumors [55]. These findings indicate that MCV presence in MCC tumors
affects clinical outcome.

Conclusions and future implications
There is little doubt that the discovery of three new polyomaviruses will trigger an influx of
research into several primary areas. There will be a major effort to find out what as yet unknown
diseases are associated with each of them. Integration of structural and clinical features
indicates that, like their previously known counterparts, they will be disease agents. The new
polyomaviruses are not as closely structurally related as BKV, JCV and SV40, yet they share
structural features known to be involved in disease by their well-known relatives. For example,
all share an Rb-binding motif that is conserved through evolution and disease-associated
mutations.

It is likely that MCV is the etiological agent of at least a subset of MCC. Evidence thus far
parallels that for viruses generally accepted as playing a causal role in cancer, such as HPV in
cervical carcinoma [64]. The evidence enumerated also forms an interlocking set with other
data to offer further support for a causal role of MCV. For example, the fact that MCC is a rare
tumor can in part be explained by observations that MCV is not only integrated but also
mutated, thus requiring at least two statistically-rare events. The increased MCC incidence in
AIDS suggests that the immune system has some control over either the viral infection or the
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cancer. This could explain the better prognosis for MCV-positive MCC patients. How, given
the evidence at hand, does one address the issue that there are two subsets of MCC, one
associated with MCV and one that is not? One explanation could be that MCV, once present,
caused genetic changes in Merkel cells that induced the cells to clonally expand in an oncogenic
state without continued presence of the virus. This is the “hit and run” hypothesis, much
disdained by many virologists, but which cannot be completely discounted here. Because the
MCV T-antigen can interact with Rb, it can potentially cause genetic changes that would persist
after the virus is gone. Another explanation is that mechanisms contributing to the same
oncogenic state in MCC, including inactivating Rb tumor suppression, can be achieved by
means other than MCV. This is a solid hyptothesis, but it appeals for an explanation of why
Merkel cells are peculiarly susceptible to such means. In any case, an etiological role of MCV
in a major subset of MCC should stimulate research on understanding and treating not only
MCV, but polyomavirus infections in general.

Does MCV also cause any other prevalent cancers? The role of MCV in MCC will trigger a
search for additional oncogenic human polyomaviruses. One such candidate has already been
menitioned here—LPV. While many people are reportedly seropositive for LPV [65,66], it is
conceivable that the human virus is distinct from the LPV characterized in monkeys. It is
doubtful that the full array of polyomaviruses existing in humans has been identified.

In which tissues do each of the polyomaviruses persist? BKV, JCV and SV40 can each persist
in urothelial tissues, but the new viruses may not. It is not fully known where even the older
viruses reside to evade the immune system during disease. As is MCV, BKV has also been
detected in saliva [67]. This raises new considerations. These two apparently widespread
viruses may be, at least at certain times, in the same place at the same time. Is coinfection
possible? Does horizontal gene transfer or recombination contribute to the evolution of
polyomaviruses? Can one polyomavirus influence infection by or transmission of another?
Answers to these questions will aid in understanding the disease capabilities of this class of
viruses. The polyomaviruses usually persist asymptomatically. Are they reactivated to cause
disease, or are they freed by immunosuppression alone? It is unlikely that immunosuppression
alone can trigger emergence of all polyomaviral diseases. PML is more prevalent in AIDS than
in immunosuppressed transplant patients, and a direct effect of HIV upon JCV infection in the
brain has been characterized [68,69]. Immunosuppression clearly plays a role, and an activation
mechanism is suggested by the observation that certain types of immunosuppression, e.g.,
treatment with natalizumab, are more effective than others at triggering PML [70]. To what,
if any, activating signals do the new polyomaviruses respond?

The issue of polyomaviral miRNAs must also be soundly addressed. BKV, JCV and SV40
each generate miRNAs which autoregulate early protein expression. MCV generates a
functionally-similar miRNA. Each of these viruses is implicated in either cell transformation
or cancer etiology. The new viruses KIV and WUV do not generate similar miRNAs. Are they
capable of oncogenic transformation? Do the viral miRNAs contribute to transforming
capacity?

The discovery of three new viruses within a given family, after more than 50 years of intensive
research on this family, is a dramatic development. It is clear from these discoveries that
accelerating technology will soon expand the range of diseases caused in humans by
polyomaviruses.

Box 1. Individual comparisons of critical functional domains of polyomavirus
T-antigens

The viral protein sequences compared in Table I, and used throughout all figures and tables
in this review, were all from GenBank (http://www.ncbi.nlm.nih.gov/Genbank/). The
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viruses and their accession numbers (parentheses) are as follows: SV40 (JO2400.1), BKV
(VO1108), JCV Mad1 (JO2226), KIV Stockholm 60 (EF127906), WUV (EF444549), MCV
350 (EU375803), and LPV, monkey B-cell lymphotropic virus (M30540).

Alignments were done using Multalin [71], which optimizes for identities. Phylogenetic
trees were not used because they are variable depending on the algorithm used. The T-
antigen column compares the entire protein for each pair of viruses. The helicase column
compares a 45 aa segment that includes Walker A and B boxes. The p53/DNA-binding
column compares a 93 aa segment with multiple regions reportedly involved in p53 and
DNA-binding.

Note that overall the MCV T-antigen (T-antigen column) is only approximately 30%
homologous to all the other polyomaviruses, whereas KIV vs. WUV is 70% homologous
and JCV vs. BKV is 83% homologous. KIV and WUV are least homologous to MCV in
the p53/DNA-binding region (42% and 43%, respectively). Thus, in important aspects,
among the three new viruses, KIV and WUV are very different from MCV.

LPV is slightly more homologous to the other new viruses and to JCV in the T-antigen
column, but LPV has much lower homologies to these other polyomaviruses in the p53/
DNA-binding region. There is no evidence from these comparisons that LPV is closely
related to MCV.

Box 2. VP1 protein sequences distinguish classes of polyomaviruses

Given the different disease states associated with polyomaviruses and their vastly different
tissue and cell tropisms, one might expect this to be reflected in the protein sequences of
VP1 (Table I).

A comparison of VP1 sequences is revealing, distinguishing more prominently among
classes of polyomaviruses than among individual viruses. The alignment of aa sequences
employed ClustalW [72], which weighs conserved aas. The previously known and closely
related viruses BKV and JCV share 78.2% identity. Many strains of these viruses have been
sequenced, and GenBank accession numbers are given in Box 1. This high degree of identity
is even more surprising given that many of the differences are highly conservative
substitutions of aas. There are a few short motifs that differ between these sequences, and
clearly these are important since BKV and JCV VP1 proteins bind different sialic acid-
containing receptors. JCV has a tropism for glial cells while BKV does not. Even greater
identity, 81.3%, is shared between BKV and SV40. Perhaps the homologies among these
three VP1 sequences distinguish a class of polyomaviruses that can be harbored in urothelial
tissues. KIV and WUV present a different pattern of homologies. KIV and JCV VP1 proteins
share only 27.5% aa identities. This relatively weak homology is not reflected in
phylogenetic analyses that place KIV and WUV in a broad branch of primate
polyomaviruses much closer to JCV than to MCV. Similarly to KIV and JCV, KIV and
MCV VP1s share only 26.4% identity. In contrast, KIV and WUV VP1s are 65.5% identical,
a relatively high degree, although not as high as BKV, JCV and SV40. MCV is frequently
phylogenetically compared to LPV, although these viruses differ significantly in functional
motifs of proteins. Their VP1 aas are 52% identical, and so MCV is more closely related
to LPV than to KIV or JCV regarding VP1. LPV DNA sequences have recently been
reported in peripheral blood of patients with leukoencephalopathies [73]. Thus the VP1
protein homologies distinguish three classes of polyomaviruses found in humans: BKV-
JCV-SV40, KI-WU and MCV, each of which are very similar among class members, but
each of which differs greatly from members of other classes. This VP1 homology
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comparison may reflect differences in tissue tropisms among these different classes of
polyomaviruses.

Acknowledgments
I thank Drs. Ann E. Campbell and Dianne C. Daniel for proofreading and insightful comments on this manuscript.
Dr. Aurora Esquela-Kerscher provided helpful discussion regarding microRNAs.

Glossary

Polyomavirus polyomaviruses are small, capsid viruses containing
approximately 5 kbp of double-stranded, circular DNA. They all
contain a non-coding transcriptional control region that regulates
both early and late genes, in opposite directions, and which
includes the origin of DNA replication. The early genes are small
and large T-antigens, which are the oncogenically-transforming
proteins and which initiate viral DNA replication. The late genes
are VP1, VP2 and VP3, which make up the capsid. Because
polyomaviruses are so small, they rely heavily on cellular proteins
for both DNA replication and gene transcription. All
polyomaviruses are so named because they can transform many
types of animal cells in culture

BKV, JCV and SV40 these are viruses previously known to be harbored in humans. BK
virus (BKV) and JC virus (JCV) are polyomaviruses that
primarily infect humans, in which they cause debilitating
diseases. BKV and JCV acronyms are derived from initials of the
patients who bore them. Simian virus 40 (SV40) is a virus that
causes kidney tumors in monkeys. SV40 was inadvertently
injected into million of humans, where it persists, as a
contaminant of early polio virus vaccines

KIV, WUV, and MCV these are the newly discovered human polyomaviruses. KIV and
WUV are derived from the institutions at which they were
discovered, Karolinska Institutet and Washington University,
respectively. The acronym MCV is derived from the tumor cell
type, Merkel cell carcinoma, from which the virus was isolated

LPV this is monkey B-cell lymphotropic polyomavirus. The monkey
virus was characterized many years ago, as was the presence of
antibodies to it in human sera. In that regard, the virus can be
regarded as previously known. It is not known at this time whether
a virus recently detected in human blood is identical to LPV or is
an undiscovered LPV-like virus not identical to monkey LPV. If
it is not identical to monkey LPV, then it can be regarded as
another new human polyomavirus

Transcriptional control
region

this DNA region is centered about the T-antigen-binding sites in
the origin of viral DNA replication. It contains promoter and
enhancer elements for early and late gene transcription. These are
oriented for regulation of cellular RNA polymerase II and control
both early and late gene transcription

Origin of replication initial DNA unwinding originates here allowing the cellular DNA
polymerase apparatus to enter and proceed. The viruses, however,

Johnson Page 9

Trends Microbiol. Author manuscript; available in PMC 2011 May 1.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



rely on their own initiation protein, T-antigen, to bind specific
sites and unwind the origin. T-antigen also serves as the
replicative helicase, unwining DNA at replication forks

Helicase domains these are protein sequence motifs common to DNA and RNA
processively unwinding enzymes. There are several of these
motifs common to AAA+ proteins, which are ATPase motor
proteins, and they all include what have been defined as Walker
A and B boxes. These are ATP and MG++-binding motifs

PML (progressive
multifocal
leukoencephalopathy)

a brain infection of oligodendroglial cells caused by JCV in
immunocompromised patients and patients infected with AIDS

PVAN (polyomavirus
associated nephropathy)

a disease caused by polyomavirus responsible for a high
percentage of kidney transplant rejections. BKV is the primary
cause of this infection, brought about by immunosuppression,
although common immunohistochemical tests for T-antigen do
not distinguish between BKV and JCV, both of which persist in
the urothelial system
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Figure 1. Distinct sequence arrangements in origins of DNA replication of newly discovered human
polyomaviruses
DNA sequences, shown 5’ to 3’ for one strand, were compared for origins of DNA replication
of the known human polyomaviruses and for Simian virus 40 (SV40) and Monkey B-cell
lymphotropic polyomavirus (LPV) using Multalin [71]. SV40 is included in the figure because
of its presence in humans. LPV is included because many humans are reportedly seropositive
for it or a homologous virus [65]. Sequences were obtained as described in Box 1. Red lettering
denotes 100% identity among all the origins; green lettering denotes >50% identity. Numbering
is from the first residue shown for MCV. T-antigen-binding elements, GAGGC or the
complement GCCTC, are boxed. MCV is the only virus shown to have the overlapping,
palindromic element GAGGCCTC. MCV has two of these elements opposing each other
enclosing a highly A-rich segment. These two unusual elements[16] could affect binding of
T-antigen hexamers and initiation of DNA replication.
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Figure 2. Protein sequence alignment of Rb-binding regions of large T-antigens of human
polyomaviruses
The alignment employed Clustal W [72], which weighs conservative substitutions in aas.
Numbering begins based on the SV40 T-antigen sequence. 100% identities are in red lettering
and denoted below by “*”. Green lettering and a “:” denote highly conserved aa's. Blue lettering
and “.” denote a less conservative aligned aa. The motif LXCXE (boxed) is essential in T-
antigens for binding the retinoblastoma tumor suppressor protein, Rb. The Psycho motif is
conserved among T-antigens and influences Rb activities. Note that only in MCV is this motif
interrupted by a sequence extending from aa 106 to aa 212. The central line of sequence from
121 to 180 is shown for MCV alone because none of the other T-antigens have any sequence
in this region. This interrupting sequence could represent an intron, but there are no stop codons
preventing its translation. It contains a sequence, SVPRNSSR, encoded by a perfect
complement to the miRNA mcv-miR-M1-5p (Figure 3). This sequence in MCV almost
immediately precedes the Rb-binding LFCDE motif. LPV is not included in Figure 2 because,
except for certain of the important motifs, it is not overtly homologous to several of the other
T-antigens.
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Figure 3. MiRNAs and pre-miRNAs generated by MCV and JCV
MiRNAs for MCV [37] and JCV [36] have recently been reported. Alignment of stem-and-
loop structures for an MCV pre-miRNA (a) and a JCV pre-miRNA (b) are shown and have
been adapted from the mirbase website (www.mirbase.org). Sequences of the 22 nt miRNAs
are shown in pink lettering. A perfect match between mcv-miR-M1-5p and a DNA sequence
encoding a segment of MCV large T-antigen is shown in (c). As shown in Figure 2, this
sequence is N-terminal to the Rb-binding motif of MCV T-antigen.
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Table I

Amino acid comparisons of critical domains of different human polyomaviruses, SV40 and LPV

Comparison T-antigen Helicase P53/DNA-binding

JCV vs. BKV 83% aa identity 84% 90%

JCV vs. MCV 31% 64% 56%

BKV vs. MCV 31% 64% 54%

SV40 vs. BKV 73% 84% 85%

SV40 vs. MCV 29% 67% 56%

KIV vs. MCV 30% 73% 42%

KIV vs. WUV 70% 78% 68%

WUV vs. MCV 31% 71% 43%

WUV vs. JCV 49% 82% 54%

LPV vs. JCV 38% 56% 42%

LPV vs. KIV 42% 60% 36%

LPV vs. WUV 41% 64% 38%

LPV vs. MCV 39% 62% 51%
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Table I

Amino acid (aa) comparisons of VP1 proteins of different polyomaviruses

Comparison VP1

SV40 vs. BKV 81% aa identity

BKV vs. JCV 78%

KIV vs. WUV 66%

KIV vs. JCV 28%

KIV vs. MCV 26%

JCV vs. MCV 42%

LPV vs. MCV 52%
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