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ABSTRACT

BK polyomavirus (BKPyV) reactivation is associated with severe human disease in kidney and bone marrow transplant patients.
The interplay between viral and host factors that regulates the productive infection process remains poorly understood. We have
previously reported that the cellular DNA damage response (DDR) is activated upon lytic BKPyV infection and that its activa-
tion is required for optimal viral replication in primary kidney epithelial cells. In this report, we set out to determine what viral
components are responsible for activating the two major phosphatidylinositol 3-kinase-like kinases (PI3KKs) involved in the
DDR: ataxia telangiectasia mutated (ATM) kinase and ATM and Rad3-related (ATR) kinase. Using a combination of UV treat-
ment, lentivirus transduction, and mutant virus infection experiments, our results demonstrate that neither the input virus nor
the expression of large T antigen (TAg) alone is sufficient to trigger the activation of ATM or ATR in our primary culture model.
Instead, our data suggest that the activation of both the ATM- and ATR-mediated DDR pathways is linked to viral DNA replica-
tion. Intriguingly, a TAg mutant virus that is unable to activate the DDR causes substantial host DNA damage. Our study pro-
vides insight into how DDRs are activated by polyomaviruses in primary cells with intact cell cycle checkpoints and how the acti-
vation might be linked to the maintenance of host genome stability.

IMPORTANCE

Polyomaviruses are opportunistic pathogens that are associated with several human diseases under immunosuppressed condi-
tions. BK polyomavirus (BKPyV) affects mostly kidney and bone marrow transplant patients. The detailed replication mecha-
nism of these viruses remains to be determined. We have previously reported that BKPyV activates the host DNA damage re-
sponse (DDR), a response normally used by the host cell to combat genotoxic stress, to aid its own replication. In this study, we
identified that the trigger for DDR activation is viral replication. Furthermore, we show that the virus is able to cause host DNA
damage in the absence of viral replication and DDR activation. These results suggest an intricate relationship between viral rep-
lication, DDR activation, and host genome instability.

The BK polyomavirus (BKPyV) is a ubiquitous opportunistic
human pathogen which causes severe disease in immunocom-

promised patients (1). BKPyV is thought to be acquired through
the respiratory route during early childhood, and by adulthood,
up to 90% of the general population becomes seropositive (2).
Following primary exposure, the virus establishes a lifelong, sub-
clinical, persistent infection in the genitourinary tract. BKPyV can
reactivate from the persistent state under immunosuppressed
conditions, most commonly in kidney transplant patients, result-
ing in viral shedding in urine or blood and, ultimately, polyoma-
virus-associated nephropathy, a significant cause of renal dys-
function (3). There are no FDA-approved therapies for BKPyV
infection, and the usual treatment is to reduce immunosuppres-
sion to allow the immune system to regain control over BKPyV,
which increases the likelihood of transplant rejection.

BKPyV is a small (40 to 45 nm in diameter), nonenveloped
virus that contains an �5-kb circular double-stranded DNA ge-
nome. Following entry, the viral DNA genome is delivered into
the nucleus, where replication occurs. The mechanisms of BKPyV
replication have largely been extrapolated from work on simian
virus 40 (SV40), a closely related polyomavirus. Because of its
small genome size and, hence, limited coding capacity, polyoma-
virus replication relies heavily on the host replication machinery.
In particular, large T antigen (TAg), a multifunctional protein,
orchestrates the viral replication cycle by recruiting replication

protein A (RPA), DNA polymerase alpha-primase, and topoisom-
erase I to replicate viral DNA (4). Over the years, SV40 DNA
replication has been pursued as a model system to understand
mammalian chromosome replication, and the bidirectional rep-
lication mechanism is considered a common feature between viral
and host DNA replication (5).

One of the emerging concepts in the polyomavirus field is that
these viruses are able to hijack and engage cellular DNA damage re-
sponse (DDR) components during viral replication. DDR signaling
cascades are initiated to combat a diverse array of deleterious assaults
on the host genome, which allows the cells to maintain chromosome
integrity. In the past few years, both the ataxia telangiectasia mutated
(ATM) kinase and the ATM and Rad3-related (ATR) kinase-medi-
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ated DDRs have been implicated in a number of polyomavirus infec-
tions, including BKPyV, SV40, JC polyomavirus (JCPyV), murine
polyomavirus (mPyV), and Merkel cell polyomavirus (MCPyV) in-
fections (6–11). ATM is a major responder to double-stranded breaks
(DSBs) resulting from conditions such as ionizing irradiation (IR).
ATR is activated by single-stranded DNA lesions resulting from con-
ditions such as replication stress. More specifically, both ATM and
ATR have been shown to be important to maintain replication fork
integrity by resolving replication intermediates and replication-in-
duced stress and breaks (6). DDR activation-associated cell cycle G2

arrest has also been suggested to be another main reason why polyo-
maviruses need to activate the DDR (9, 10). Finally, there is evidence
that ATM can contribute to SV40 DNA replication by directly phos-
phorylating TAg (12).

Using a primary human renal proximal tubule epithelial
(RPTE) cell culture model (13), we have previously shown that
BKPyV is able to activate both the ATM- and the ATR-mediated
DDRs and that both pathways function to ensure optimal viral
replication and infectious progeny production (14). In addition,
we have demonstrated that in the absence of either ATM or ATR,
there is an accumulation of host DNA damage in BKPyV-infected
cells, as evidenced by the appearance of abnormal nuclei and a
dramatic increase in the number of damaged metaphase chromo-
somes (14). In this study, we aimed to further understand how the
DDRs are activated by BKPyV and how the activation might be
tied to the host genome stability. Our results suggest that viral
DNA replication is the trigger for both ATM- and ATR-mediated
DDR activation and that the activated DDR is able to protect cells
from BKPyV-induced host DNA damage.

MATERIALS AND METHODS
Cell culture, viruses, infection, and transduction. RPTE cells (Lonza)
were maintained in renal epithelial cell growth medium (REGM) as pre-
viously described (15). Vero cells and 293TT cells were maintained as
previously described (16, 17). All cells were grown at 37°C with 5% CO2 in
a humidified incubator.

BKPyV (Dunlop) was grown in Vero cells, and the viral titer was de-
termined using an infectious unit (IU) assay as previously described (16).
For infections, RPTE cells were prechilled for 15 min at 4°C. BKPyV di-
luted in REGM was added to the cells at the multiplicities of infection
(MOIs) indicated below and incubated for 1 h at 4°C. Infection was initi-
ated by removing the viral inoculum, feeding with prewarmed REGM,
and transferring the cells to the temperatures indicated below for the
indicated durations for each experiment. For UV inactivation, virus was
treated with 4 J of UV light using a UV Stratalinker (Stratagene). Total cell
proteins and viral lysates were harvested as previously described (15).
Lentivirus was produced in 293T cells using transfection conditions as
previously described (18). For lentivirus transduction, RPTE cells were
transduced with control lentivirus or lentivirus expressing BKPyV TAg
(lenti-TAg) in the presence of 8 �g/ml Polybrene (each well of a 6-well
plate received 60 �l concentrated virus harvested from a 1- by 10-cm dish)
for 6 h at 37°C. The amount of lentivirus used was determined such that
similar levels of TAg (by Western blotting) were produced from lenti-
TAg-transduced cells and cells that were infected with BKPyV at an MOI
of 0.01 IU/cell at 37°C. The viral inoculum was replaced with fresh REGM,
and protein lysates from both infected and transduced cells were har-
vested 3 days after BKPyV infection and lentivirus transduction, respec-
tively.

Site-directed mutagenesis. The following mutagenic primers were
synthesized, purified by high-performance liquid chromatography
(HPLC), and used to introduce mutations into TAg on the pBR322-Dun-
lop backbone: for the R359K mutation (a change of arginine to lysine at
position 359), MJ#68 (5= CTGTTAGCATTTCTTCCTTGGTCATATGA

AGGGTATCTAC 3=) and MJ#69 (5=GTAGATACCCTTCATATGACCA
AGGAAGAAATGCTAACAG 3=), and for the TAg D501A mutation,
MJ#74 (5= GACAGTTTGAGAGCCTATTTAGATGGAAGTG 3=) and
MJ#75 (5= CACTTCCATCTAAATAGGCTCTCAAACTGTC 3=). Mu-
tagenesis was performed using the primer pairs at 125 ng each, 100 ng of
pBR322-Dunlop as the template, 1 mM deoxynucleoside triphosphates
(dNTPs), and 1.25 U PfuUltra DNA polymerase (Agilent Technologies)
in 25-�l reaction mixtures. The following PCR program was used: 3 min
at 95°C, 18 cycles of 95°C for 15 s, and annealing and extension at 65°C or
68°C for 16.5 min. The mutations were confirmed by sequencing.

Growth of mutant viruses. To grow the TAg R359K mutant virus, the
viral genome was excised from the pBR322 backbone, religated, and trans-
fected into RPTE cells as previously described (15). Cells were maintained
at 32°C (permissive temperature), and the resulting crude lysate titers
were determined using the IU assay performed at 32°C (16). For the TAg
D501A mutant virus, the mutant viral genome was processed similarly
and transfected into 293TT cells. Viral lysates were harvested, and viral
titers were determined as previously described (19).

Western blotting. Total cell proteins were harvested, quantified, and
immunoblotted as previously described (16). Antibodies were used at
previously described concentrations (14). For all the experiments for
which representative results are shown in the figures, multiple gels were
run in each independent experiment in order to cover all the proteins that
were probed.

Immunofluorescence microscopy. At different times postinfection
(p.i.), RPTE cells were fixed and immunostained as previously described
(18). For standard fluorescence microscopy, samples were examined us-
ing an Olympus IX81 microscope with a Plan 40�/0.75 objective and
processed using CellSens Dimension software. To quantify aberrant nu-
clei morphology, at least 80 nuclei were scored under each condition per
replicate.

Real-time PCR. To quantify viral DNA replication in cells, low-mo-
lecular-weight DNA was isolated using a modified Hirt protocol (18).
Real-time PCRs were performed, and data were analyzed as previously
described (18). Replicated DNA at various time points postinfection was
normalized to input DNA harvested 1 day p.i. using a previously described
cycle threshold (�CT) method (19).

Comet assay. To detect DNA damage in RPTE cells, an alkaline comet
assay was used after infection with wild-type (WT) or replication-defi-
cient BKPyV. Three days postinfection, cells were trypsinized and comet
assays were performed using the CometAssay kit (Trevigen) according to
the manufacturer’s instructions. The slides were imaged with an Olympus
IX81 microscope with a Plan 10�/0.3 objective and analyzed using Open-
Comet software (http://www.opencomet.org/). Three replicates were per-
formed, with at least 50 events scored per replicate per condition.

RESULTS
Input BKPyV is not sufficient to activate the DDR. For certain
DNA viruses, such as adenovirus, input viral DNA is recognized
by the cells as damaged DNA and triggers the DDR (20). We began
our studies by examining whether input BKPyV virus is able to
activate the DDR. To test this, we treated the viral inoculum with
UV light and used the UV-inactivated virus to infect RPTE cells.
Under the conditions we used, UV treatment is able to reduce the
infectivity of the virus, as shown by a significant decrease in both
TAg expression (Fig. 1A) and the viral DNA level (Fig. 1B) at 3
days p.i. In addition, compared with the result for untreated virus,
no increase in VP1 was detected by Western blotting at 3 days p.i.:
the VP1 at 1 day p.i. is from the infection inoculum (16). Having
established that UV treatment reduces replication, we then
probed the whole-cell lysates for markers of DDR activation, in-
cluding ATM-pS1981 for ATM activation (21) and Chk1-pS317
for ATR activation (22). Unlike the cells that were infected with
untreated BKPyV, RPTE cells that were infected with UV-inacti-

BKPyV Replication and DNA Damage Response Activation

May 2015 Volume 89 Number 9 jvi.asm.org 5033Journal of Virology

http://www.opencomet.org/
http://jvi.asm.org


vated BKPyV no longer contained elevated levels of ATM-pS1981
compared with the level in the mock control cells (Fig. 1A). There
was a slight increase in Chk1-pS317 in cells treated with the UV-
inactivated virus compared to the level in the mock control cells,
but the induction was greatly attenuated compared with the re-
sults for the untreated virus. These data suggest that the input
BKPyV might be able to induce a mild ATR activation but is un-
able to activate the full DDR during infection.

Since UV-treated BKPyV virions may be blocked at the capsid
uncoating stage and, therefore, unable to enter the nucleus, we
decided to use another method to confirm that the input virus is
not sufficient to activate the DDR. Previously, a temperature-sen-
sitive mutant of SV40 was isolated that contains an R-to-K muta-
tion at residue 357 in SV40 TAg (23). This residue is present in the
leucine zipper region of TAg that overlaps the Zn finger (24), and
it is conserved in BKPyV TAg at position 359 (Fig. 2). Structural

prediction of BKPyV TAg based on the known SV40 TAg struc-
ture also revealed that this conserved arginine is present at similar
positions in both structures (Fig. 3A). We introduced the same
mutation (R359K) into the BKPyV genome and grew the virus at
the permissive temperature, 32°C. When we infected cells with
this mutant virus at 32°C, the virus was able to replicate, albeit
approximately 1 log less than the wild type (WT) (Fig. 3B). How-
ever, when we performed the infection at the nonpermissive tem-
perature, 39°C, TAg became unstable and was rapidly degraded
(Fig. 3C), and therefore, the virus was unable to replicate its DNA
(Fig. 3B). This provided us with a system to determine whether the
input virus is sufficient to trigger the DDR at the nonpermissive
temperature, since the mutant virus has no known defect in virus
entry. When we probed the whole-cell lysates for DDR activation
markers, we observed that at the nonpermissive temperature, the
ability of the mutant virus to activate the ATM-mediated DDR is
greatly reduced compared with that of the WT virus (Fig. 3C).
Similar to the UV treatment experiment, ATR activation was also
diminished, as evidenced by a decreased induction of Chk1-pS317
compared with its induction by the WT. This corroborates that
the input virus alone is unable to activate the DDR at the same
level as is observed in wild-type virus infection.

TAg expression alone is insufficient to activate the ATR-me-
diated DDR. For SV40, JCPyV, and MCPyV, the presence of TAg
alone is sufficient to activate the DDR (10, 25, 26). To determine
whether this is also the case for BKPyV in our primary cells, we
transduced RPTE cells with a lentivirus expressing BKPyV TAg
(lenti-TAg) (18) and compared DDR activation between lentivi-
rus-transduced cells and BKPyV-infected cells (Fig. 4). TAg ex-
pression alone stabilized p53, as expected. Transduction with an
empty lentivirus control increased ATM-pS1981; therefore, we
cannot conclude whether TAg expression was able to activate the
ATM-mediated DDR. TAg expression also increased the level of
Chk1; however, the level of Chk1-pS317 was minimally increased
compared with that in untransduced cells or cells transduced with
empty lentivirus. In contrast, in cells that were infected with
BKPyV at a low MOI (0.01 IU/cell), even though the TAg level was
similar to that in the lenti-TAg-transduced cells, there was a strong
upregulation of both ATM-pS1981 and Chk1-pS317 (Fig. 4).
These results indicate that BKPyV TAg alone is not sufficient to
fully activate the ATR-mediated DDR. Instead, either viral DNA
replication or other viral components seem to contribute to DDR
activation.

A DNA replication-deficient mutant virus is unable to acti-
vate the DDR. To examine the relationship between viral DNA
replication and DDR activation, we created a viral DNA replica-
tion mutant virus based on another homologous SV40 mutant
TAg (27). The D499A mutation in SV40 TAg (D501A in BKPyV)
(Fig. 2 and 5A) affects the ability of TAg to unwind the origin but
retains other functions, such as origin binding, double hexamer
formation, and ATP hydrolysis. We introduced this mutation into
the BKPyV genome and grew the virus in 293TT cells, a cell line
that can complement BKPyV TAg mutations due to the expres-
sion of high levels of SV40 TAg (17, 28). We confirmed that this
mutant virus is replication deficient in RPTE cells using real-time
PCR to quantify viral DNA (Fig. 5B). When we infected RPTE cells
with equal MOIs of the wild-type and mutant virus for 3 days,
Western blotting revealed that the level of TAg present was similar
to the level in the cells with the wild-type virus infection and that
TAg was able to stabilize p53 (Fig. 5C). Despite this, the mutant

FIG 1 UV treatment of viral inoculum abolishes DDR activation. (A) BKPyV
crude lysates were either untreated or treated with 4 J of UV prior to infection
of RPTE cells at an MOI of 0.5 IU/cell. Total proteins were harvested at 1 day
p.i. and 3 days p.i. and probed for the indicated proteins by Western blotting.
Shown are representative blots from three independent experiments. (B)
BKPyV DNA was quantified by real-time PCR. Replicated DNA (3 days p.i.)
was normalized to input DNA (1 day p.i.). Combined results from three inde-
pendent experiments done in triplicates are shown. The error bars are the
standard deviation (SD) values. *, P � 0.05 (all statistical analyses in this study
were performed using a two-tailed and unpaired Student’s t test).
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virus was unable to activate either the ATM- or ATR-mediated
DDR, as shown by a lack of upregulation of ATM-pS1981 or
Chk1-pS317. These data suggest that the DDR activation caused
by BKPyV infection is linked to viral DNA replication.

TAg D501A mutant virus infection causes host DNA damage.
Interestingly, we observed the appearance of aberrant nuclei when
we infected cells with the TAg D501A mutant. At 3 days p.i., DAPI
(4=,6-diamidino-2-phenylindole)-stained nuclei appeared to have
uneven edges or were fragmented, as opposed to the normal oval
shape in wild-type virus-infected cells (Fig. 6A). Similarly abnor-
mal TAg immunostaining was also observed. Relative to the
numbers in cells infected with the wild-type virus, there were sig-
nificantly higher numbers of these abnormal nuclei in the mutant-
infected cells (Fig. 6B and C).

Previously, we have also observed an abnormal nuclear pheno-
type in BKPyV-infected cells treated with ATM or ATR small in-
terfering RNAs (siRNAs), which correlated with increased host
DNA damage (14). To assess whether the abnormal nuclei we
observed during infection of the TAg D501A mutant virus were
indicative of host DNA damage, we applied an alkaline comet
assay to determine the levels of host DNA damage in cells (Fig. 7).
We observed very little DNA damage in either the mock- or wild-
type BKPyV-infected cells. In contrast, infection with the TAg
D501A virus resulted in a larger proportion of the cells with a
comet tail phenotype (Fig. 7A) and a statistically significant in-

crease in the percentage of DNA in the comet tail (Fig. 7B) com-
pared with the results for the wild-type control. Thus, this mutant
virus is unable to activate the DDR upon infection but can cause
host DNA damage, which is absent during normal viral infection.

DISCUSSION

In this study, we performed a series of experiments to identify viral
components that are crucial to trigger DDR activation during
BKPyV infection. This is an important question, as it has been
shown for several polyomaviruses that inhibition of DDR activa-
tion can result in decreased viral infection (7, 9�11, 14). Our
results indicated that, unlike some DNA viruses, the input BKPyV
virus is incapable of activating a strong ATM- or ATR-mediated
DDR during the initial infection (Fig. 1 and 3). Instead, the fact
that a replication-deficient mutant virus is unable to activate the
DDR suggests that activation is linked to the viral DNA replica-
tion. Interestingly, this mutant virus infection leads to an accumu-
lation of host DNA damage, which is not observed with wild-type
infection (Fig. 6 and 7). Previously, we proposed a model for DDR
activation and maintenance of host genome stability during
BKPyV infection in which a functional DDR was required both
directly and indirectly for viral replication (14). The results in this
report allow us to add to the model the fact that it is viral replica-
tion that results in both ATM- and ATR-mediated DDR activa-

FIG 2 SV40 and BKPyV TAg alignment. Several conserved domains and motifs, including the J domain, the LXCXE motif, the origin binding domain (OBD),
the Zn finger, and the ATPase domain, are highlighted in different colors. The two residues that were mutated in this study (BKPyV R359K and D501A) are boxed
in red.
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tion, and this activated DDR, in turn, can suppress host DNA
genome damage caused by BKPyV (Fig. 8).

Intriguingly, we did not observe a strong activation of the
ATR-mediated DDR in the presence of TAg expression alone

(Fig. 4). This result is different from what was reported for JCPyV,
MCPyV, and SV40 (10, 25, 26). Although it is possible that this
discrepancy is due to the nature of BKPyV TAg, we think a more
likely explanation is the difference in cell types. Most of the previ-
ous studies were performed using immortalized cell lines, whereas
we are examining the DDR activation in primary cells in which
there are intact cell cycle checkpoints. This difference between cell
lines and primary cells with regard to DDR activation and DNA
repair pathway choice is not unprecedented. For example, studies
in many cancer cells led to the general belief that homologous
recombination (HR) is the preferred repair pathway in S, G2, and
M phases; however, a recent study in normal cells reveals that HR
activity declines, whereas the nonhomologous end-joining repair
pathway is more dominant in G2 (29). Another possibility is that
TAg expression levels might be different between lentivirus-trans-
duced cells and BKPyV-infected cells. Unfortunately, we cannot
assess TAg levels on a single-cell level using flow cytometry or
immunofluorescence microscopy because lenti-TAg produces a
high level of truncTAg (a TAg splicing variant [30]), which is also
recognized by the pAb416 antibody that we use for TAg staining.

Similarly, we also demonstrated differences in host DNA dam-
age induction by BKPyV compared to DNA damage induction by
other polyomaviruses. For SV40 or MCPyV, TAg expression alone
can induce DNA damage, as visualized by the comet assay (26, 31).
In contrast, we did not observe any host DNA damage under nor-
mal infection conditions (Fig. 7). Only when ATM or ATR was
inhibited (14) or viral DNA replication was blocked (Fig. 6 and 7)
did we observe severe host DNA damage during infection. This
suggests that BKPyV is capable of causing host damage, possibly
through TAg, but that this damage is likely repaired by the acti-
vated DDRs during normal replication. Alternatively, it is possible
that BKPyV infection results in host replication stress and mitotic

FIG 3 The temperature-sensitive R359K (tsR359K) TAg mutant virus is unable to fully activate the DDR at the nonpermissive temperature. (A) Alignment of SV40
(PDB ID 1SVO, pink) and BKPyV TAg (predicted using SWISS-MODEL, green) ribbon structures, with the C� and the C	 atoms of the R359 residue of BKPyV TAg
depicted as blue spheres. Alignment was done in Pymol. (B) RPTE cells were infected with WT or tsR359K mutant BKPyV at an MOI of 0.05 IU/cell. Low-molecular-
weight DNA was harvested at 1 day p.i. (for both 32°C and 39°C), 7 days p.i. (32°C), and 4 days p.i. (39°C). The later time point was used for the mutant because
replication is slower at the lower temperature (data not shown). BKPyV DNA was quantified by quantitative PCR in triplicates. Replicated DNA (7 days p.i. at 32°C or
4 days p.i. at 39°C) was normalized to input DNA (1 day p.i.). Data shown are from one experiment that is representative of three independent experiments. The error
bars show the SD values. ****, P � 0.0001. (C) Total proteins from cells grown at the different temperatures were harvested at the indicated times postinfection and
probed for the indicated proteins by Western blotting. The blots shown are representative of at least three independent experiments.

FIG 4 TAg alone is not sufficient to fully activate ATR-mediated DDR. RPTE
cells were either transduced with empty or TAg-expressing lentivirus or in-
fected with BKPyV at the designated MOIs for 3 days. Total proteins from cells
grown at the different temperatures were harvested at the indicated times
postinfection and probed for the indicated proteins by Western blotting. The
blots shown are representative of three independent experiments.
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dysfunction, similar to what has been reported for SV40 TAg (32).
During normal infection, however, the damage is not apparent
because the cells are arrested in G2 (14). Only when the cell cycle
arrest caused by ATM or ATR activation is removed and the cells

enter mitosis does this damage become evident. The latter may
provide another reason for polyomaviruses in general to activate
the DDR and arrest the cell cycle in G2 phase. Not only do these
viruses need to hijack the DDR machinery to perhaps resolve rep-

FIG 5 The replication-deficient TAg D501A mutant virus is unable to activate the DDR. (A) Alignment of SV40 and BKPyV TAg cartoon structures as described
in the legend to Fig. 3A, with the C� and the C	 atoms of the D501 residue of BKPyV TAg depicted as red spheres. (B) RPTE cells were infected with wild-type
or TAg D501A mutant BKPyV at an MOI of 0.5 IU/cell. Low-molecular-weight DNA was harvested at 1 day p.i. and 3 days p.i., and BKPyV DNA was quantified
by quantitative PCR in triplicates. Replicated DNA (3 days p.i.) was normalized to input DNA (1 day p.i.). Data shown are for one experiment that is
representative of three independent experiments. The error bars show the SD values. ****, P � 0.0001. (C) Total proteins were harvested at 1 day p.i. and 3 days
p.i. and probed for the indicated proteins by Western blotting. The blots shown are representative of at least three independent experiments.

FIG 6 TAg D501A mutant virus infection results in aberrant DAPI and TAg staining patterns. (A) Cells were infected with WT or TAg D501A mutant BKPyV
as described in the legend to Fig. 5. Cells were fixed at 3 days p.i. and stained with DAPI (blue) and for TAg (red). Shown are representative epifluorescence
pictures, with aberrant, uneven or fragmented nuclear morphology shown in zoomed-in boxes. Scale bar, 20 �m. (B and C) Bar graphs show the quantitation of
uneven (B) and fragmented nuclei (C). In the infected samples, only the TAg-positive nuclei were scored. Each bar represents the average of the results from at
least three independent experiments (an average of at least 80 nuclei were scored in each sample per independent experiment), and the error bars show the SD
values. *, P � 0.05; **, P � 0.01.
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lication intermediates, as has been demonstrated for SV40 (6), but
they may also have to rely on the activated DDR and subsequent
cell cycle arrest to prevent detrimental events, such as mitotic
catastrophe.

Our results with the D501A viral replication mutant strongly
suggest that the activation of the DDR is dependent on viral rep-
lication. Although we cannot exclude the possibility that late
events, such as late gene expression or virus packaging, may con-
tribute to DDR activation, it is more likely that it is viral DNA
replication that leads to a robust DDR activation. Similar conclu-
sions have been made by Ellen Fanning’s group during SV40 in-
fection (6). How viral DNA replication results in the activation of
the DDR remains to be further examined. Replication stress as a
result of rapid viral replication could serve as a trigger for ATR
activation. Recently, replication stress has also been linked to
ATM activation in the absence of DNA damage under certain
stress conditions (33). Alternatively, replication stress-induced
replication fork collapse can lead to the generation of DSBs, which
in turn activates the ATM branch of the DDR (34).

It is also interesting that the TAg D501A mutant can cause host
DNA damage without triggering a strong DDR. It has been re-
ported for mPyV that TAg can sensitize the cells to DNA-damag-
ing conditions, such as UV or etoposide treatment (35). It is
thought that this effect is caused by TAg binding to RPA and

preventing RPA from localizing to repair foci following DNA
damage. Similar sensitization to DNA damage has been observed
with SV40 and JCPyV (36, 37). Therefore, in addition to a lack of
viral DNA replication, another possible reason that the DDR is not
activated during D501A mutant virus infection is that certain
DDR signaling proteins are being sequestered by TAg. Future
studies aimed toward understanding the molecular nature of the
DNA damage caused by TAg, as well as identifying DDR binding
partners for both wild-type and mutant TAgs, would provide
more information on how DDR activation and DNA damage are
affected by BKPyV infection.

In summary, we provide evidence here for a unique viral DNA
replication-dependent DDR activation in primary cells infected
with BKPyV, indicating an exquisite balance between virus-in-
duced DDR activation and host genome stability. These findings
showcase the extraordinary ability of polyomaviruses to orches-
trate multiple host components to facilitate their replication and
to suppress simultaneous damage to the host. Since polyomavi-
ruses are a group of oncogenic viruses, our studies may also have
implications in virus-induced genome instability and how that
might be tied to viral replication status.
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FIG 7 DNA damage accumulates in TAg D501A mutant virus-infected cells.
An alkaline comet assay was used to determine host DNA damage. (A) Repre-
sentative comet assay images of mock-infected cells (top) and cells infected
with WT BKPyV (middle) and TAg D501A mutant virus (bottom). Scale bar,
100 �m. (B) Box-and-whisker plots demonstrating the distribution of DNA
damage. Shown are combined results from three independent experiments.
The top and bottom of the whiskers represent the maximum and minimum
data points in the data set, respectively. The three horizontal lines of the boxes
denote the first quartile, median, and third quartile, starting with the lowest
line. The plus (
) sign in each plot is the average of the data. At least 50 events
were scored per condition per experiment. **, P � 0.01.

FIG 8 Model of DDR activation during BKPyV infection. BKPyV viral DNA
replication activates both the ATM- and ATR-mediated DDRs in primary
kidney epithelial cells. The activated DDR can, in turn, suppress the host DNA
damage caused by polyomavirus infection. In the absence of viral DNA repli-
cation, host DDRs are not fully activated. The lack of DDR activation results in
an accumulation of host DNA damage.
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