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ABSTRACT

It is now well established that several cellular proteins that are components of promyelocytic leukemia nuclear bodies (PML
NBs, also known as ND10) have restrictive effects on herpesvirus infections that are countered by viral proteins that are either
present in the virion particle or are expressed during the earliest stages of infection. For example, herpes simplex virus 1 (HSV-1)
immediate early (IE) protein ICP0 overcomes the restrictive effects of PML-NB components PML, Sp100, hDaxx, and ATRX
while human cytomegalovirus (HCMV) IE protein IE1 targets PML and Sp100, and its tegument protein pp71 targets hDaxx and
ATRX. The functions of these viral regulatory proteins are in part interchangeable; thus, both IE1 and pp71 stimulate the repli-
cation of ICP0-null mutant HSV-1, while ICP0 increases plaque formation by pp71-deficient HCMV. Here, we extend these stud-
ies by examining proteins that are expressed by Epstein-Barr virus (EBV). We report that EBV tegument protein BNRF1, discov-
ered by other investigators to target the hDaxx/ATRX complex, increases the replication of both ICP0-null mutant HSV-1 and
pp71-deficient HCMV. In addition, EBV protein EBNA-LP, which targets Sp100, also augments ICP0-null mutant HSV-1 repli-
cation. The combination of these two EBV regulatory proteins had a greater effect than each one individually. These findings
reinforce the concept that disruption of the functions of PML-NB proteins is important for efficient herpesvirus infections.

IMPORTANCE

Whether a herpesvirus initiates a lytic infection in a host cell or establishes quiescence or latency is influenced by events that oc-
cur soon after the viral genome has entered the host cell nucleus. Certain cellular proteins respond in a restrictive manner to the
invading pathogen’s DNA, while viral functions are expressed that counteract the cell-mediated repression. One aspect of cellu-
lar restriction of herpesvirus infections is mediated by components of nuclear structures known as PML nuclear bodies (PML
NBs), or ND10. Members of the alpha-, beta-, and gammaherpesvirus families all express proteins that interact with, degrade, or
otherwise counteract the inhibitory effects of various PML NB components. Previous work has shown that there is the potential
for a functional interchange between the viral proteins expressed by alpha- and betaherpesviruses, despite a lack of obvious se-
quence similarity. Here, this concept is extended to include a member of the gammaherpesviruses.

Studies over the past 2 decades performed in several laborato-
ries have established that there are many connections between

the replication of different human herpesvirus members and cel-
lular structures known as promyelocytic leukemia nuclear bodies
(PML NBs, also known as ND10) (reviewed in references 1 to 5).
The genomes of members of the alpha-, beta-, and gammaherpes-
virus families have all been observed in close association with the
proteins that make up PML NBs (6–10), and these viruses typically
express proteins that disrupt the functions of one or more PML
NB components (see reviews cited above and references therein).
As described in the above-cited works, it has been established that
one function of PML NBs is to limit the replication of many dif-
ferent classes of virus and that the viral proteins that disturb PML
NB functions overcome these restrictive effects.

If such effects are of general importance in regulating the effi-
ciency of certain viral infections, it is possible that the activities of
a protein of one virus that targets PML NBs may be replaced by
those of another viral protein with analogous functions, even if the
viral proteins in question share little or no obvious sequence sim-
ilarity. Over the past few years this hypothesis has been tested in a
variety of scenarios. For example, it was found that the functions
of herpes simplex virus 1 (HSV-1) immediate early (IE) protein
ICP0 could be at least partially replaced by members of the ICP0

family of proteins expressed by other alphaherpesviruses (11).
ICP0 induces the degradation or disrupts the functions of several
PML NB components, for example, PML, Sp100, hDaxx, and
ATRX (12–16), each of which has been shown to have a role in
restricting herpesvirus infections. Human cytomegalovirus
(HCMV) proteins IE1 (which targets PML and Sp100 [15, 17–20])
and pp71 (which interacts with and can induce the degradation of
hDaxx and disrupts the hDaxx/ATRX complex [21–26]) also im-
prove the replication of ICP0-null mutant HSV-1, and the two
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HCMV proteins in combination were almost as effective as ICP0
itself in the cell type examined (22). Conversely, prior expression
of ICP0, similar to that of IE1, stimulates wild-type (wt) and pp71
mutant HCMV plaque formation and IE gene expression of IE1
mutant HCMV (27). In some ways even more strikingly, the
Gam1 protein of chicken adenovirus (which induces degradation
of PML [28, 29]) also strongly stimulates ICP0-null mutant
plaque formation and gene expression (29). Thus, there are now
many examples of at least partial functional replacement of one
viral protein that affects PML NB activities by another.

In this report, we describe experiments that test whether pro-
teins expressed by Epstein-Barr virus (EBV), a member of the
gammaherpesvirus family, can also improve replication of ICP0-
null mutant HSV-1. We constructed cells that express the EBV
tegument protein BNRF1 (which disrupts the hDaxx/ATRX com-
plex and is the functional, albeit unrelated, homologue of HCMV
pp71 [5, 30, 31]) or EBV nuclear antigen leader protein (EBNA-
LP) (which targets Sp100 [32, 33]) and also cells that express these
EBV proteins in combination. We found that EBNA-LP and, to a
greater extent, BNRF1 allowed improved ICP0-null mutant
HSV-1 plaque formation, while the combination of these two pro-
teins had an even greater effect. Furthermore, we found that
BNRF1 could improve gene expression during pp71 mutant
HCMV infection almost as efficiently as pp71 itself. These obser-
vations further strengthen the concept of a functional interchange
between herpesviral proteins that have related effects on PML NBs
or their components, even in the absence of apparent sequence
similarity.

MATERIALS AND METHODS
Viruses and cells. HSV-1 wild type (wt) strain 17� was used, from which
the ICP0-null mutant dl1403 was derived (34). Virus dl1403/CMVlacZ is
a derivative of dl1403 that contains the lacZ gene under the control of the
HCMV promoter/enhancer inserted into the tk gene was a gift from Chris
Preston. The HCMV pp71 deletion mutant ADsubUL82 (35) was kindly
provided by Tom Shenk and was used in conjugation with the AD169
parental wt strain. Human fibroblast (HFT) cells expressing ICP0 were
used for the growth of stocks of ADsubUL82 (27). HepaRG cells (36) and
a derivative expressing the tetracycline repressor (TetR) linked to en-
hanced green fluorescent protein EGFP (HA-TetR cells) have been de-
scribed previously (37) and were grown in William’s medium E supple-
mented with 10% fetal bovine serum Gold (PAA Laboratories, Ltd.), 2
mM glutamine, 5 �g/ml insulin, and 500 nM hydrocortisone. U2OS and
HEK-293T cells and human diploid fibroblasts immortalized by expres-
sion of human telomerase from a lentivirus vector (38) (HFT cells) (len-
tivirus and cells kindly provided by David Davido and Chris Boutell,
respectively) were grown in Dulbecco’s modified Eagles’ medium supple-
mented with 10% fetal calf serum (FCS). BHK cells were grown in Glas-
gow modified Eagles’ medium supplemented with 10% new born calf
serum and 10% tryptose phosphate broth. All cell growth media were
supplemented with 100 units/ml penicillin and 0.1 mg/ml streptomycin.

Plasmids and lentiviral vectors. Lentivirus vector plasmids express-
ing the tetracycline repressor linked to a nuclear localization signal (NLS)
and enhanced green fluorescent protein (pLKOneo.EGFPnlsTetR) and
IE1 or myc-tagged pp71 from a tetracycline-inducible promoter have
been described previously (22, 37). Analogous vectors expressing FLAG-
tagged BNRF1 (with blasticidin resistance) and EBNA-LP (with either
G418 or puromycin resistance) with a FLAG tag at its N-terminal end
(with four W repeats, derived from plasmid pSG5-LP [39]; kindly pro-
vided by Paul Ling) were constructed. For single inducible expression of
these proteins, the BNRF1 vector and the puromycin resistance version of
the EBNA-LP were used to transduce HA-TetR cells. Some experiments
utilized human fibroblast-derived HFT-TetR cells (27) which were trans-

duced with the blasticidin-resistant BNRF1 vector. For expression of
EBNA-LP in HFT-derived cells, sequential transductions were performed
with a polycistronic vector expressing puromycin resistance and the tet-
racycline repressor (and also enhanced yellow fluorescent protein [EYFP]
in an inducible manner [kindly provided by Chris Boutell]) with the
G418-resistant version of the EBNA-LP-expressing vector. These cells
could then be further transduced with the BNRF1 vector, thus creating
HFT-derived cells that express both BNRF1 and EBNA-LP in an inducible
manner. Vectors that expressed myc-tagged Zta, Rta, or EBNA1 were also
constructed for this study using PCR of the relevant open reading frames,
which were inserted in place of the ICP0 open reading frame in plasmid
pLDT-cICP0 (37). The EBNA1 sequence is a version lacking most of the
Gly-Ala repeat (40).

Lentivirus transductions and induction of protein expression. Len-
tivirus transduction, selection of transduced cells, and maintenance of cell
lines were as described previously (41). Selection during routine culture
used puromycin at 500 ng/ml, G418 at 0.5 mg/ml, or blasticidin (Invitro-
gen) at 1 �g/ml or combinations thereof, as relevant. The antibiotics were
omitted from cells seeded for and during experimentation. For induction
of protein expression, cells were treated with medium containing doxycy-
cline (BD Biosciences) at 100 ng/ml for various times, as indicated in the
text, and throughout the duration of an experiment.

Virus plaque assays. For determination of relative plaque-forming
efficiencies of ICP0-null mutant HSV-1, cells were seeded for plaque as-
says into 24-well dishes at 1 � 105 cells per well and then infected the
following day with appropriate sequential 3-fold dilutions of dl1403/
CMVlacZ. After virus adsorption, the cells were overlaid with medium
containing 1% human serum, and then plaques were detected by staining
for �-galactosidase expression in the cells within a plaque 24 h later (42).
Relative efficiencies of plaque formation were calculated by comparing
the number of virus plaques in each cell line in wells infected with the same
dilutions of virus. Ratios over a number of dilutions were calculated and
averaged, and the results presented were derived from at least two dilu-
tions from at least two independent experiments. This method gives a
more realistic comparison of plaque formation efficiencies than headline
apparent titers because the plaque formation efficiency of ICP0-null mu-
tant HSV-1 varies in a nonlinear manner with respect to dilution.

For assay of HCMV plaque formation, HFT-based cells were seeded
into 24-well dishes, treated or not with doxycycline the following day, and
then infected with the relevant HCMV at appropriate multiplicities of
infection (MOIs). At 3 h after virus adsorption, the virus inoculum was
removed and replaced with fresh medium. Plaques were stained at 10 days
after infection by immunological detection of UL44, which is abundantly
expressed in the cells that constitute a plaque. Cell monolayers were fixed
with formaldehyde and treated with NP-40 as for immunofluorescence
staining, washed twice with phosphate-buffered saline (PBS) containing
0.1% Tween 20 (PBST), and then treated with PBST containing 5% dried
milk for 30 min before being incubated for 2 h at room temperature with
anti-UL44 monoclonal antibody. Following three washes with PBST and
incubation with horseradish peroxidase-conjugated goat anti-mouse sec-
ondary antibody for 1 h, the monolayers were washed with PBST three
times, and plaques were revealed by incubation with 0.2 ml of True Blue
solution (50-7802; Insight Biotechnology) for 10 min.

Western blot analysis. Cells were seeded into 24-well dishes at 1 � 105

cells per well. After the relevant experimental manipulations, the cells
were washed twice with PBS before being harvested in SDS-PAGE loading
buffer. Proteins were resolved on 7.5% SDS gels and then transferred to
nitrocellulose membranes by Western blotting. The following antibodies
were used: anti-IE1/2 mouse monoclonal antibody (MAb) E13 (Serotec),
anti-IE1 MAb 1B12 (a gift from Tom Shenk), anti-myc tag MAb 9E10
(Santa Cruz), anti-tubulin MAb T4026 (Sigma-Aldrich), anti-FLAG tag
MAb M2, anti-UL44 MAb ab6501 (Abcam) or MAb 10D8 (Santa Cruz),
anti-pp28 MAb ab6502 (Abcam), anti-pp71 MAb 2H10-9 (a gift from
Tom Shenk), and anti-Sp100 rabbit polyclonal antibody (rAb) SpGH
(43). Antibodies to actin and HSV-1 proteins ICP4 (MAb 58S), UL42
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(MAb Z1F11), and VP5 (MAb DM165) were used as described previously
(44).

Immunoprecipitation. Cells were seeded into 90-mm plates at 4.5 �
106 cells per plate and then treated as relevant with doxycycline for 24 h to
induce protein expression. The cells were washed twice with phosphate-
buffered saline on ice, and then 1.5 ml of lysis buffer (87787; Pierce)
supplemented with complete protease inhibitor cocktail (Roche Diagnos-
tics) was added directly onto the cells on the plate. After incubation on ice
for 30 min, the plate was scraped with a syringe plunger, and the harvested
lysates were centrifuged at 13,000 rpm for 30 min at 4°C. The supernatant
was precleared by incubation with protein G-agarose beads (16-201; Mil-
lipore) for 30 min at 4°C and end-over-end mixing; the beads were then
removed by centrifugation at 13,000 rpm for 10 min. Aliquots of the
clarified supernatant (0.5 ml) were incubated at 4°C overnight, with end-
over-end mixing, with 1 �g of antibodies as follows: nonspecific preim-
mune rabbit IgG, anti-ATRX rabbit polyclonal antibody (rAb) H-300
(Sigma), or anti-hDaxx rAb 07-471 (Upstate). Mixtures were then incu-
bated with 30 �l of fresh protein G-agarose beads for 60 min at 4°C with
continuous mixing. The beads were washed four times with a buffer con-
taining 10 mM Tris, pH 7.6, 1.5 mM MgCl2, 300 mM NaCl, 5% glycerol,
0.2 mM EDTA, 0.1% NP-40, and protease inhibitors, and then the beads
were pelleted and resuspended in 30 �l of gel loading mix. Proteins were
separated using 6.75% SDS-polyacrylamide Tris-glycine gels. After sam-
ples were subjected to electroblotting overnight (50 mA at 4°C), ATRX
was detected using MAb 39F (a gift from Richard Gibbons), and hDaxx
was detected by MAb Daxx-01 (Santa Cruz Biotechnology).

Immunofluorescence and confocal microscopy. Cells on 13-mm-di-
ameter glass coverslips were fixed and prepared for immunofluorescence
as described previously (45). PML was detected using MAb 5E10 (46),
Sp100 was detected with rAb SpGH, hDaxx was detected with rAb 07-471,
and ATRX was detected with rAb H-300. Antibodies against the FLAG tag
(MAb M2) and the myc tag (MAb 9E10) were also used. The secondary
antibodies used were Alexa 555-conjugated goat anti-mouse IgG and
Alexa 633-conjugated goat anti-rabbit IgG (Invitrogen). The samples
were examined using a Zeiss LSM 710 confocal microscope, with 488-nm,
561-nm, and 633-nm laser lines, with each channel scanned separately
under image capture conditions that eliminated channel overlap. The
images were exported as TIF files, minimally adjusted using Photoshop,
and then assembled into figures using Illustrator.

RESULTS
Inducible expression of BNRF1. Recent work has shown that
BNRF1, a member of the ORF75c family of proteins that are rep-
resented in the teguments of many gamma herpesviruses (5), is
required for efficient EBV infection through a mechanism involv-
ing interaction with hDaxx and disruption of the hDaxx/ATRX
complex (30, 31). As these properties are analogous to the pp71
tegument protein of HCMV, which is, however, unrelated by se-
quence, and because pp71 can stimulate ICP0-null mutant HSV-1
plaque formation (22), we set out to investigate whether BNRF1
could also perform this function. A FLAG-tagged BNRF1 open
reading frame was inserted in place of the ICP0 open reading
frame of tetracycline-inducible lentiviral vector pLDT-cICP0
(37), and then HA-TetR cells (37) were transduced to isolate an
HepaRG cell line allowing inducible expression of BNRF1. Anal-
ysis of these cells showed very abundant expression of BNRF1
following doxycycline treatment, with some expression detectable
even before induction (Fig. 1A). Confirming previous data (31),
we found that BNRF1 displaces hDaxx and ATRX from PML NBs
without affecting PML or Sp100 (Fig. 1B) and disrupts the hDaxx/
ATRX complex (Fig. 1C). We found that ICP0-null mutant
HSV-1 had a pronounced increase in plaque formation in
BNRF1-expressing cells, both before induction (presumably due

to the leaky basal expression) and particularly after induction (Fig.
1D). Quantification of these increases gave about 10- and 20-fold
effects, respectively, while BNRF1 expression had no effect on wt
HSV-1 plaque formation efficiency (Fig. 1E). These increases were
reflected in a general increase in IE, early, and late viral gene ex-
pression during ICP0-null mutant HSV-1 infection of BNRF1-
expressing cells (Fig. 1F). These data are analogous to those pre-
viously observed in cells expressing HCMV tegument protein
pp71 (22). As part of this study, we also studied the effects of the
expression of EBV proteins Zta and Rta on ICP0-null mutant
HSV-1 plaque formation. Despite successful expression of both
proteins using analogous methods, we found no evidence that
either protein affected ICP0-null mutant infection (Fig. 2).

EBNA-LP targets Sp100 and augments ICP0-null mutant
HSV-1 plaque formation. The theme of this and other recent
studies is that herpesviral proteins that target PML NB compo-
nents may be partly interchangeable between different viruses.
Another EBV protein that has been found to affect PML NBs is
EBNA-LP, which displaces Sp100 from these structures (32, 33).
Therefore, we constructed HA-TetR cells expressing FLAG-tagged
EBNA-LP in an inducible manner. After induction, a variety of
forms of EBNA-LP were expressed, with the slowest migrating
major band having the expected mobility (Fig. 3A). Analysis of
endogenous Sp100 in these cells showed that the sumoylated
forms of the protein were greatly underrepresented compared to
level in the parental cells (Fig. 3A, lower panel). This was also
evident in the uninduced cells, likely because of significant leaky
expression of EBNA-LP prior to induction (Fig. 3B and C), albeit
at levels insufficient for detection on Western blots (Fig. 1A). The
effect of EBNA-LP on the modified forms of Sp100 was not noted
in the previous study (33), probably because the methods used
here enable abundant expression of EBNA-LP in a very high pro-
portion of the cells and also because of the effectiveness of the
Sp100 antibody utilized. Induction of EBNA-LP expression
caused widespread loss of punctate Sp100 staining, consistent
with the previous data (33), and this also occurred in cells express-
ing EBNA-LP before induction (Fig. 3B). EBNA-LP had no appar-
ent effect on the distribution of PML, however (Fig. 3C). ICP0-
null mutant HSV-1 plaque formation increased by around 10- to
25-fold in uninduced and induced cells, respectively (Fig. 3D),
without having any effect on wt HSV-1 (Fig. 3E). These results are
consistent with a previous study that found that short hairpin
RNA (shRNA)-mediated depletion of Sp100 enhanced ICP0-null
mutant HSV-1 plaque formation (41).

Analysis of human fibroblasts expressing selected EBV regu-
latory proteins. In order to extend these analyses, we also con-
structed immortalized human fibroblasts (HFT cells) expressing
EBNA1, BNRF1, or EBNA-LP. Western blot analyses of examples
of these types of cells are shown in Fig. 4A and B (in this case
showing only two of the forms of EBNA-LP being expressed).
Immunofluorescence analysis of such cells gave results that were
consistent with those in the HepRG-based cells described above
although in the HFT cells EBNA-LP expression was detectable in
only about 50% of cells. Both EBNA-LP and BNRF1 increased
ICP0-null mutant plaque formation in these HFT cells, but
EBNA1 had little effect (Fig. 4C). We have previously found that
when HCMV proteins IE1 and pp71 are expressed in combina-
tion, they are able to increase ICP0-null mutant HSV-1 plaque
formation to a much greater extent than use of either protein
alone in both HepaRG and HFT cells (22, 27). In an analogous
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manner, we found that the combination of EBNA-LP and BNRF1
was considerably more effective than use of either alone (Fig. 4A
and C) (see Materials and Methods for details of the construction
of these cells).

We had previously found that prior expression of IE1 or the
combination of IE1 and pp71 in HFT cells increased ICP0-null

mutant plaque formation efficiency by about 14-fold and several
hundred-fold, respectively, while pp71 by itself had a 9-fold effect
(27). As a further test of the functional analogy between BNRF1
and pp71, we analyzed the effect of the combination of BNRF1
with IE1 in comparison to that in cells expressing IE1 and pp71
(Fig. 4D). Again, both combinations increased ICP0-null mutant
plaque formation efficiency by several hundred-fold (Fig. 4E),
which is far greater than the effect of IE1 alone (27) but still less
than the greater than 2,000-fold increase obtained by prior expres-
sion of ICP0 (27).

Inhibition of recruitment of PML NB proteins to HSV-1 ge-
nomes by EBV proteins. A hallmark of PML NB proteins is their
response in the early stages of infection that leads to their recruit-
ment to sites that are closely associated with HSV-1 genomes (14,
45, 47). ICP0 inhibits this recruitment response, while IE1 and
pp71 inhibit that of PML/Sp100 and hDaxx/ATRX, respectively,
with these activities correlating with their stimulation of ICP0-
null mutant HSV-1 infection (22, 27). We found that this princi-
ple extended to the EBV proteins under study in that BNRF1 in-
hibited recruitment of hDaxx and ATRX without affecting that of
Sp100 (Fig. 5). In cells expressing abundant EBNA-LP in which
the Sp100 signal was much reduced, the recruitment of Sp100 to
ICP0-null mutant HSV-1 genomes was also greatly diminished
(Fig. 5) although recruitment was still observed when Sp100 foci
remained. Recruitment of PML and hDaxx appeared unaffected
by expression of EBNA-LP (Fig. 5). These results are again consis-
tent with the idea of some functional conservation, even in the
absence of sequence similarity, of herpesvirus proteins that target
PML NBs or their constituents. They are also consistent with the
hypothesis that inhibition of recruitment correlates with relief
from the repression mediated by this group of proteins.

BNRF1 complements pp71 mutant HCMV. Given the func-
tional analogies between BNRF1 and pp71, it was obviously of
interest to determine whether BNRF1 could complement pp71-
deficient HCMV. To this end, we utilized the HFT-derived cells
that express BNRF1 in a similarly inducible manner (Fig. 4) and
compared the results with those in cells that express pp71 using
the same methodology (22). Infection of control HFT-derived
cells with the pp71-null mutant HCMV strain ADsubUL82 illus-
trated that, as expected, very little HCMV gene expression was
detectable while in induced BNRF1 cells viral IE, early, and late
proteins were abundantly detected (Fig. 6A). Infection of pp71-
and BNRF1-expressing cells in parallel with ADsubUL82 indi-
cated that BNRF1 stimulated expression of IE1 to a similar extent
as pp71 under these conditions, and while expression of IE2,
UL44, and pp28 was not as efficient in BNRF1-expressing cells as
in pp71-expressing cells, these proteins were still readily detect-
able (Fig. 6B). Furthermore, we found that expression of BNRF1
stimulated pp71-null mutant HCMV plaque formation to a de-
gree similar to that of pp71 itself (Fig. 6C). These results conform
to the expectation that BNRF1 is the functional orthologue of
pp71 and are reminiscent of previous observations indicating a
functional interchange between viral proteins that disrupt the
hDaxx/ATRX complex (48, 49).

DISCUSSION

The results presented here provide a further illustration that in-
ducible expression cell lines constructed by the use of lentiviral
vectors provide an effective approach to the study of viral protein
function. We wished to extend previous analyses into the func-
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tional interchange between alpha- and betaherpesvirus proteins
that affect PML NB components to the gamma-herpesviruses,
based on previous studies from other groups. The results with
BNRF1 are perhaps unsurprising, given the many established
functional analogies between it and pp71 of HCMV (5, 31) and the
fact that pp71 stimulates ICP0-null mutant HSV-1 plaque forma-
tion (22, 27). Here, we extend the functional similarities between
the two proteins by showing that BNRF1 not only augments ICP0-
null mutant HSV-1 replication but also stimulates pp71-deficient
HCMV infection and gene expression with an efficiency similar to
that of pp71 itself.

The results with EBNA-LP are consistent with the previous
studies on its effects on Sp100 and PML NBs (32, 33) and on the
increase in ICP0-null mutant plaque formation efficiency in
Sp100-depleted cells (41). Here, we find that when EBNA-LP is
expressed at low levels, it colocalizes with PML in PML NBs, and
we confirm that high levels of EBNA-LP displace Sp100 from PML
NBs, an effect that is probably connected with the loss of its su-
moylated forms (Fig. 3A). On the basis of the observation that
high-level expression of Sp100 led to activation of the EBNA2
promoter, it was previously concluded that the role of EBNA-LP
was to release Sp100 from PML NBs so that it could act as a co-

C
on

tro
l

E
B

N
A

-L
P 

no
 d

ox
E

B
N

A
-L

P 
+d

ox
Sp100 EBNA-LP EGFP

Sp100

Sp100

EBNA-LP

EBNA-LP

EGFP

EGFP

EGFP
EBNA-LP

Sp100

EGFP
EBNA-LP

Sp100

EGFP
EBNA-LP

Sp100

B

0
5

10
15
20
25
30
35

Control EBNA-LP
no dox

EBNA-LP
+dox

ICP0-null HSV-1

re
la

tiv
e 

pl
aq

ue
 fo

rm
at

io
n

ef
fic

ie
nc

y

D

A control
EBNA

-LP
dox

FLAG-
EBNA-LP

Sp100
-SUMO

actin

- + - +

-
-
-

--
-

Sp100-A

40

35

25

-
-
140

100

C
on

tro
l

E
B

N
A

-L
P 

no
 d

ox
E

B
N

A
-L

P 
+d

ox

PML EBNA-LP EGFP

PML

PML

EBNA-LP

EBNA-LP

EGFP

EGFP

EGFP
EBNA-LP

PML

EGFP
EBNA-LP

PML

EGFP
EBNA-LP

PML

C

wt HSV-1

0
0.2
0.4
0.6
0.8

1
1.2
1.4

Control EBNA-LP
no dox

EBNA-LP
+doxre

la
tiv

e 
pl

aq
ue

 fo
rm

at
io

n
ef

fic
ie

nc
y

E
wt HSV-1

FIG 3 EBNA-LP increases the replication efficiency of ICP0-null mutant HSV-1. (A) Inducible expression of EBNA-LP in HepaRG-based cells after treatment
with 100 ng/ml doxycycline (Dox) for 24 h. Analysis of Sp100 indicated substantial loss of the sumoylated forms of this protein in the BNRF1-expressing cells.
(B) Induction of EBNA-LP expression causes the loss of Sp100 from PML NBs. Control, uninduced, and induced HFT EBNA-LP-expressing cells were stained
for Sp100 and EBNA-LP as indicated. EGFP detects the nuclear localization of the EGFPnlsTetR fusion protein in these cells. A proportion of uninduced cells,
particularly those expressing a low level of the TetR repressor, have detectable EBNA-LP expression, and in these cells Sp100 staining is much reduced. This
phenotype is widespread in induced cells. (C) Cells as described in panel B were stained for PML and EBNA-LP. PML staining was unaffected by expression of
EBNA-LP, whose punctate foci largely colocalized with PML in uninduced cells and to a lesser extent in induced cells. (D) Induction of EBNA-LP expression
increases ICP0-null mutant plaque formation. Virus dl1403/CMVlacZ was used to infect uninduced control and EBNA-LP-expressing cells at increasing 3-fold
dilutions, and then relative plaque-forming efficiencies were calculated by comparing the numbers of plaques in the two cell types with the same input virus
dilutions. (E) EBNA-LP expression has no effect on the plaque formation efficiency of wt HSV-1.

BNRF1 and EBNA-LP Stimulate ICP0-Null Mutant HSV-1

November 2016 Volume 90 Number 21 jvi.asm.org 9669Journal of Virology

http://jvi.asm.org


activator in concert with EBNA-LP (33). With the advent of RNA
interference (RNAi)-mediated depletion methodologies, it be-
came apparent that Sp100 acts as a repressor rather than an acti-
vator in several herpesvirus infections (18, 41, 50, 51), and the
activation seen in earlier studies may be explained by dominant
negative effects due to overexpression.

We have previously suggested that intrinsic resistance con-
ferred by PML NBs has a modular aspect such that the repressive
effects of PML, Sp100, and hDaxx/ATRX are additive (52). Thus,
while ICP0 overcomes the effects of all of these proteins, HCMV
IE1 or pp71 targets PML/Sp100 or hDaxx/ATRX, respectively, and
the combination of the two HCMV proteins has almost as great an
effect as that of ICP0 itself in HepaRG-based cells (22). We found
further evidence that is consistent with this hypothesis during the
current studies in that the combination of IE1 and BNRF1 stimu-
lated ICP0-null mutant plaque formation to a similar extent as the
IE1/pp71 combination (Fig. 4D). It is interesting that, throughout
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our series of studies on RNAi-mediated depletion of single or
multiple PML NB components or expression of heterologous viral
regulatory proteins, we have never been able to create cells which,
like U2OS cells, completely fail to restrict ICP0-null mutant

HSV-1. Accordingly, we have been careful never to state that PML
NBs are the sole regulatory mechanism involved; indeed, it is
known that other proteins and pathways also contribute to restric-
tion. We would not expect any individual shRNA to substitute
completely for ICP0, not only for the above reasons but also be-
cause we cannot exclude remaining trace expression, which could
be too low perhaps for detection but nonetheless sufficient to re-
tain some biological activity. Expression of heterologous viral
proteins tends to have more marked effects than that of single
shRNAs, maybe because these proteins achieve a greater inactiva-
tion of the restriction factor in question, but nonetheless they
differ from ICP0 in that the latter seems uniquely capable of inac-
tivating all the factors involved in restriction as a whole. Thus, a
picture emerges of the full effect of restriction being made up of
several separable components, with the suggestion that sequential
inactivation of two or more such components leads to greater
levels of relief from restriction. The most effective combinations
found so far are IE1/pp71 and IE1/BNRF1, which would be ex-
pected to inactivate PML, Sp100, hDaxx, and ATRX. These com-
binations result in the restoration of ICP0-null mutant plaque
formation efficiency to within 2-fold of the wt level in HepaRG
cells or about 4-fold in HFT-based cells. Given the normal defect
of several hundred- to a few thousand-fold, these degrees of com-
plementation are very substantial.

Finally, the results reported here are consistent with the hy-
pothesis that viral activators can be grouped into two broad types,
those that function through virus-specific mechanisms (such as
specific sequences in the viral genome) and those that impede
cell-mediated restriction. Members of the former type would be
expected to have virus-specific activities, while those of the latter
may be in part functionally interchangeable between different vi-
ruses.

ACKNOWLEDGMENTS

We are very grateful for the gifts of the indicated reagents from the fol-
lowing people: Paul Lieberman (FLAG-BNRF1 cDNA), Paul Ling (FLAG-
EBNA-LP cDNA), Joanna Wilson (EBNA1 cDNA), Ruth Jarrett (EBV
viral DNA); Chris Boutell (plasmid pLKO.DCMV.TetO.YFPnls.TetR),
Hans Will (antibody SpGH), Tom Shenk (IE1 antibody 1B12 and HCMV
mutant ADsub82), Richard Gibbons (ATRX monoclonal antibody 39F),
Roel van Driel (PML monoclonal antibody 5E10), and Frazer Rixon (VP5
monoclonal antibody DM165).

The Medical Research Council (MRC) provided funding to R.D.E.
under grant number MC_UU_12014/4. The China Scholarship Council
provided support for Y.L.

FUNDING INFORMATION
This work, including the efforts of Roger D. Everett, was funded by Med-
ical Research Council (MRC) (MC_UU_12014/4). Yongxu Lu was sup-
ported by the China Scholarship Council (CSC). The funders had no role
in study design, data collection and interpretation, or the decision to
submit the work for publication.

REFERENCES
1. Boutell C, Everett RD. 2013. Regulation of alphaherpesvirus infections by

the ICP0 family of proteins. J Gen Virol 94:465– 481. http://dx.doi.org/10
.1099/vir.0.048900-0.

2. Everett RD, Boutell C, Hale BG. 2013. Interplay between viruses and host
sumoylation pathways. Nat Rev Microbiol 11:400 – 411. http://dx.doi.org
/10.1038/nrmicro3015.

3. Geoffroy MC, Chelbi-Alix MK. 2011. Role of promyelocytic leukemia
protein in host antiviral defense. J Interferon Cytokine Res 31:145–158.
http://dx.doi.org/10.1089/jir.2010.0111.

A

pp71

BNRF1

IE1

IE2

UL44

pp28

Tubulin

M 1D 2D 3D 4D M 1D 2D 3D 4D
HFT.EYFP.myc-pp71 HFT.EYFP.FLAG-BNRF1

pp71-null HCMV infection MOI=1

HFT.EYFP HFT.EYFP.FLAG-BNRF1

pp71-null HCMV infection MOI=1

M 1D 2D 3D 4D M 1D 2D 3D 4D

BNRF1

IE1

IE2

UL44

pp28

Tubulin

B

C

0
50

100
150
200
250
300
350
400

HFT HFT/pp71 HFT/BNRF1R
el

at
iv

e 
ef

fic
ie

nc
y 

of
 p

la
qu

e 
fo

rm
at

io
n pp71-null HCMV

FIG 6 BNRF1 increases viral gene expression during pp71 mutant HCMV
infection. (A) Control HFT cells expressing EYFP or FLAG-tagged BNRF1
were treated with doxycycline and then infected with AD169sub82 (MOI of 1).
Samples were prepared over the following days and analyzed for expression of
BNRF1 and HCMV proteins IE1, IE2, UL44, and pp28. (B) BNRF1 increases
viral gene expression from pp71 mutant HCMV almost as efficiently as pp71.
Cells induced to express myc-tagged pp71 or FLAG-tagged BNRF1 were in-
fected with AD169sub82 (MOI of 1), and then samples were prepared over the
following days and analyzed for expression of BNRF1 and HCMV proteins
IE1, IE2, UL44, and pp28. (C) Plaque formation analysis of pp71-null mutant
HCMV strain AD169sub82 in cells induced to express pp71 or BNRF1.

BNRF1 and EBNA-LP Stimulate ICP0-Null Mutant HSV-1

November 2016 Volume 90 Number 21 jvi.asm.org 9671Journal of Virology

http://dx.doi.org/10.1099/vir.0.048900-0
http://dx.doi.org/10.1099/vir.0.048900-0
http://dx.doi.org/10.1038/nrmicro3015
http://dx.doi.org/10.1038/nrmicro3015
http://dx.doi.org/10.1089/jir.2010.0111
http://jvi.asm.org


4. Tavalai N, Stamminger T. 2008. New insights into the role of the sub-
nuclear structure ND10 for viral infection. Biochim Biophys Acta 1783:
2207–2221. http://dx.doi.org/10.1016/j.bbamcr.2008.08.004.

5. Tsai K, Messick TE, Lieberman PM. 2015. Disruption of host antiviral
resistances by gammaherpesvirus tegument proteins with homology to
the FGARAT purine biosynthesis enzyme. Curr Opin Virol 14:30 – 40.
http://dx.doi.org/10.1016/j.coviro.2015.07.008.

6. Bell P, Lieberman PM, Maul GG. 2000. Lytic but not latent replication of
Epstein-Barr virus is associated with PML and induces sequential release
of nuclear domain 10 proteins. J Virol 74:11800 –11810. http://dx.doi.org
/10.1128/JVI.74.24.11800-11810.2000.

7. Ishov AM, Maul GG. 1996. The periphery of nuclear domain 10 (ND10)
as site of DNA virus deposition. J Cell Biol 134:815– 826. http://dx.doi.org
/10.1083/jcb.134.4.815.

8. Ishov AM, Stenberg RM, Maul GG. 1997. Human cytomegalovirus
immediate early interaction with host nuclear structures: definition of an
immediate transcript environment. J Cell Biol 138:5–16. http://dx.doi.org
/10.1083/jcb.138.1.5.

9. Maul GG. 1998. Nuclear domain 10, the site of DNA virus transcription
and replication. Bioessays 20:660 – 667. http://dx.doi.org/10.1002
/(SICI)1521-1878(199808)20:8�660::AID-BIES9�3.0.CO;2-M.

10. Maul GG, Ishov AM, Everett RD. 1996. Nuclear domain 10 as preexisting
potential replication start sites of herpes simplex virus type-1. Virology
217:67–75. http://dx.doi.org/10.1006/viro.1996.0094.

11. Everett RD, Boutell C, McNair C, Grant L, Orr A. 2010. Comparison of
the biological and biochemical activities of several members of the alpha-
herpesvirus ICP0 family of proteins. J Virol 84:3476 –3487. http://dx.doi
.org/10.1128/JVI.02544-09.

12. Chelbi-Alix MK, de The H. 1999. Herpes virus induced proteasome-
dependent degradation of the nuclear bodies-associated PML and Sp100 pro-
teins. Oncogene 18:935–941. http://dx.doi.org/10.1038/sj.onc.1202366.

13. Everett RD, Freemont P, Saitoh H, Dasso M, Orr A, Kathoria M,
Parkinson J. 1998. The disruption of ND10 during herpes simplex virus
infection correlates with the Vmw110- and proteasome-dependent loss of
several PML isoforms. J Virol 72:6581– 6591.

14. Lukashchuk V, Everett RD. 2010. Regulation of ICP0-null mutant herpes
simplex virus type 1 infection by ND10 components ATRX and hDaxx. J
Virol 84:4026 – 4040. http://dx.doi.org/10.1128/JVI.02597-09.

15. Muller S, Dejean A. 1999. Viral immediate-early proteins abrogate the
modification by SUMO-1 of PML and Sp100 proteins, correlating with
nuclear body disruption. J Virol 73:5137–5143.

16. Parkinson J, Everett RD. 2000. Alphaherpesvirus proteins related to
herpes simplex virus type 1 ICP0 affect cellular structures and proteins. J
Virol 74:10006 –10017. http://dx.doi.org/10.1128/JVI.74.21.10006-10017
.2000.

17. Kang H, Kim ET, Lee HR, Park JJ, Go YY, Choi CY, Ahn JH. 2006.
Inhibition of SUMO-independent PML oligomerization by the human
cytomegalovirus IE1 protein. J Gen Virol 87:2181–2190. http://dx.doi.org
/10.1099/vir.0.81787-0.

18. Kim YE, Lee JH, Kim ET, Shin HJ, Gu SY, Seol HS, Ling P, Lee CH,
Ahn JH. 2011. Human cytomegalovirus infection causes degradation of
Sp100 proteins that suppress viral gene expression. J Virol 85:11928 –
11937. http://dx.doi.org/10.1128/JVI.00758-11.

19. Wilkinson GW, Kelly C, Sinclair JH, Rickards C. 1998. Disruption of
PML-associated nuclear bodies mediated by the human cytomegalovirus
major immediate early gene product. J Gen Virol 79:1233–1245. http://dx
.doi.org/10.1099/0022-1317-79-5-1233.

20. Xu Y, Ahn JH, Cheng M, apRhys CM, Chiou CJ, Zong J, Matunis MJ,
Hayward GS. 2001. Proteasome-independent disruption of PML onco-
genic domains (PODs), but not covalent modification by SUMO-1, is
required for human cytomegalovirus immediate-early protein IE1 to in-
hibit PML-mediated transcriptional repression. J Virol 75:10683–10695.
http://dx.doi.org/10.1128/JVI.75.22.10683-10695.2001.

21. Cantrell SR, Bresnahan WA. 2006. Human cytomegalovirus (HCMV)
UL82 gene product (pp71) relieves hDaxx-mediated repression of
HCMV replication. J Virol 80:6188 – 6191. http://dx.doi.org/10.1128
/JVI.02676-05.

22. Everett RD, Bell AJ, Lu Y, Orr A. 2013. The replication defect of ICP0-
null mutant herpes simplex virus 1 can be largely complemented by the
combined activities of human cytomegalovirus proteins IE1 and pp71. J
Virol 87:978 –990. http://dx.doi.org/10.1128/JVI.01103-12.

23. Hofmann H, Sindre H, Stamminger T. 2002. Functional interaction
between the pp71 protein of human cytomegalovirus and the PML-

interacting protein human Daxx. J Virol 76:5769 –5783. http://dx.doi.org
/10.1128/JVI.76.11.5769-5783.2002.

24. Lukashchuk V, McFarlane S, Everett RD, Preston CM. 2008. Human
cytomegalovirus protein pp71 displaces the chromatin-associated factor
ATRX from nuclear domain 10 at early stages of infection. J Virol 82:
12543–12554. http://dx.doi.org/10.1128/JVI.01215-08.

25. Saffert RT, Kalejta RF. 2006. Inactivating a cellular intrinsic immune
defense mediated by Daxx is the mechanism through which the human
cytomegalovirus pp71 protein stimulates viral immediate-early gene ex-
pression. J Virol 80:3863–3871. http://dx.doi.org/10.1128/JVI.80.8.3863
-3871.2006.

26. Saffert RT, Kalejta RF. 2007. Human cytomegalovirus gene expression is
silenced by Daxx-mediated intrinsic immune defense in model latent in-
fections established in vitro. J Virol 81:9109 –9120. http://dx.doi.org/10
.1128/JVI.00827-07.

27. Lu Y, Everett RD. 2015. Analysis of the functional interchange between
the IE1 and pp71 proteins of human cytomegalovirus and ICP0 of herpes
simplex virus 1. J Virol 89:3062–3075. http://dx.doi.org/10.1128/JVI
.03480-14.

28. Colombo R, Boggio R, Seiser C, Draetta GF, Chiocca S. 2002. The
adenovirus protein Gam1 interferes with sumoylation of histone deacety-
lase 1. EMBO Rep 3:1062–1068. http://dx.doi.org/10.1093/embo-reports
/kvf213.

29. Everett RD, Chiocca S, Orr A. 2014. The chicken adenovirus Gam1
protein, an inhibitor of the sumoylation pathway, partially complements
ICP0-null mutant herpes simplex virus 1. J Virol 88:5873–5876. http://dx
.doi.org/10.1128/JVI.00080-14.

30. Tsai K, Chan L, Gibeault R, Conn K, Dheekollu J, Domsic J, Marmor-
stein R, Schang LM, Lieberman PM. 2014. Viral reprogramming of the
Daxx histone H3.3 chaperone during early Epstein-Barr virus infection. J
Virol 88:14350 –14363. http://dx.doi.org/10.1128/JVI.01895-14.

31. Tsai K, Thikmyanova N, Wojcechowskyj JA, Delecluse HJ, Lieberman
PM. 2011. EBV tegument protein BNRF1 disrupts DAXX-ATRX to acti-
vate viral early gene transcription. PLoS Pathog 7:e1002376. http://dx.doi
.org/10.1371/journal.ppat.1002376.

32. Echendu CW, Ling PD. 2008. Regulation of Sp100A subnuclear localiza-
tion and transcriptional function by EBNA-LP and interferon. J Inter-
feron Cytokine Res 28:667– 678. http://dx.doi.org/10.1089/jir.2008.0023.

33. Ling PD, Peng RS, Nakajima A, Yu JH, Tan J, Moses SM, Yang WH,
Zhao B, Kieff E, Bloch KD, Bloch DB. 2005. Mediation of Epstein-Barr
virus EBNA-LP transcriptional coactivation by Sp100. EMBO J 24:3565–
3575. http://dx.doi.org/10.1038/sj.emboj.7600820.

34. Stow ND, Stow EC. 1986. Isolation and characterization of a herpes
simplex virus type 1 mutant containing a deletion within the gene encod-
ing the immediate early polypeptide Vmw110. J Gen Virol 67:2571–2585.
http://dx.doi.org/10.1099/0022-1317-67-12-2571.

35. Bresnahan WA, Hultman GE, Shenk T. 2000. Replication of wild-type
and mutant human cytomegalovirus in life-extended human diploid fi-
broblasts. J Virol 74:10816 –10818. http://dx.doi.org/10.1128/JVI.74.22
.10816-10818.2000.

36. Gripon P, Rumin S, Urban S, Le Seyec J, Glaise D, Cannie I, Guyomard
C, Lucas J, Trepo C, Guguen-Guillouzo C. 2002. Infection of a human
hepatoma cell line by hepatitis B virus. Proc Natl Acad Sci U S A 99:15655–
15660. http://dx.doi.org/10.1073/pnas.232137699.

37. Everett RD, Parsy ML, Orr A. 2009. Analysis of the functions of herpes
simplex virus type 1 regulatory protein ICP0 that are critical for lytic
infection and derepression of quiescent viral genomes. J Virol 83:4963–
4977. http://dx.doi.org/10.1128/JVI.02593-08.

38. Smith MC, Goddard ET, Perusina Lanfranca M, Davido DJ. 2013.
hTERT extends the life of human fibroblasts without compromising type
I interferon signaling. PLoS One 8:e58233. http://dx.doi.org/10.1371
/journal.pone.0058233.

39. Harada S, Kieff E. 1997. Epstein-Barr virus nuclear protein LP stimulates
EBNA-2 acidic domain-mediated transcriptional activation. J Virol 71:
6611– 6618.

40. Wilson JB, Bell JL, Levine AJ. 1996. Expression of Epstein-Barr virus
nuclear antigen-1 induces B cell neoplasia in transgenic mice. EMBO J
15:3117–3126.

41. Everett RD, Parada C, Gripon P, Sirma H, Orr A. 2008. Replication
of ICP0-null mutant herpes simplex virus type 1 is restricted by both
PML and Sp100. J Virol 82:2661–2672. http://dx.doi.org/10.1128/JVI
.02308-07.

42. Jamieson DRS, Robinson LH, Daksis JI, Nicholl MJ, Preston CM. 1995.

Lu et al.

9672 jvi.asm.org November 2016 Volume 90 Number 21Journal of Virology

http://dx.doi.org/10.1016/j.bbamcr.2008.08.004
http://dx.doi.org/10.1016/j.coviro.2015.07.008
http://dx.doi.org/10.1128/JVI.74.24.11800-11810.2000
http://dx.doi.org/10.1128/JVI.74.24.11800-11810.2000
http://dx.doi.org/10.1083/jcb.134.4.815
http://dx.doi.org/10.1083/jcb.134.4.815
http://dx.doi.org/10.1083/jcb.138.1.5
http://dx.doi.org/10.1083/jcb.138.1.5
http://dx.doi.org/10.1002/(SICI)1521-1878(199808)20:8%3C660::AID-BIES9%3E3.0.CO;2-M
http://dx.doi.org/10.1002/(SICI)1521-1878(199808)20:8%3C660::AID-BIES9%3E3.0.CO;2-M
http://dx.doi.org/10.1006/viro.1996.0094
http://dx.doi.org/10.1128/JVI.02544-09
http://dx.doi.org/10.1128/JVI.02544-09
http://dx.doi.org/10.1038/sj.onc.1202366
http://dx.doi.org/10.1128/JVI.02597-09
http://dx.doi.org/10.1128/JVI.74.21.10006-10017.2000
http://dx.doi.org/10.1128/JVI.74.21.10006-10017.2000
http://dx.doi.org/10.1099/vir.0.81787-0
http://dx.doi.org/10.1099/vir.0.81787-0
http://dx.doi.org/10.1128/JVI.00758-11
http://dx.doi.org/10.1099/0022-1317-79-5-1233
http://dx.doi.org/10.1099/0022-1317-79-5-1233
http://dx.doi.org/10.1128/JVI.75.22.10683-10695.2001
http://dx.doi.org/10.1128/JVI.02676-05
http://dx.doi.org/10.1128/JVI.02676-05
http://dx.doi.org/10.1128/JVI.01103-12
http://dx.doi.org/10.1128/JVI.76.11.5769-5783.2002
http://dx.doi.org/10.1128/JVI.76.11.5769-5783.2002
http://dx.doi.org/10.1128/JVI.01215-08
http://dx.doi.org/10.1128/JVI.80.8.3863-3871.2006
http://dx.doi.org/10.1128/JVI.80.8.3863-3871.2006
http://dx.doi.org/10.1128/JVI.00827-07
http://dx.doi.org/10.1128/JVI.00827-07
http://dx.doi.org/10.1128/JVI.03480-14
http://dx.doi.org/10.1128/JVI.03480-14
http://dx.doi.org/10.1093/embo-reports/kvf213
http://dx.doi.org/10.1093/embo-reports/kvf213
http://dx.doi.org/10.1128/JVI.00080-14
http://dx.doi.org/10.1128/JVI.00080-14
http://dx.doi.org/10.1128/JVI.01895-14
http://dx.doi.org/10.1371/journal.ppat.1002376
http://dx.doi.org/10.1371/journal.ppat.1002376
http://dx.doi.org/10.1089/jir.2008.0023
http://dx.doi.org/10.1038/sj.emboj.7600820
http://dx.doi.org/10.1099/0022-1317-67-12-2571
http://dx.doi.org/10.1128/JVI.74.22.10816-10818.2000
http://dx.doi.org/10.1128/JVI.74.22.10816-10818.2000
http://dx.doi.org/10.1073/pnas.232137699
http://dx.doi.org/10.1128/JVI.02593-08
http://dx.doi.org/10.1371/journal.pone.0058233
http://dx.doi.org/10.1371/journal.pone.0058233
http://dx.doi.org/10.1128/JVI.02308-07
http://dx.doi.org/10.1128/JVI.02308-07
http://jvi.asm.org


Quiescent viral genomes in human fibroblasts after infection with herpes
simplex virus Vmw65 mutants. J Gen Virol 76:1417–1431. http://dx.doi
.org/10.1099/0022-1317-76-6-1417.

43. Sternsdorf T, Jensen K, Will H. 1997. Evidence for covalent modification
of the nuclear dot-associated proteins PML and Sp100 by PIC1/SUMO-1.
J Cell Biol 139:1621–1634. http://dx.doi.org/10.1083/jcb.139.7.1621.

44. Cuchet-Lourenco D, Anderson G, Sloan E, Orr A, Everett RD. 2013.
The viral ubiquitin ligase ICP0 is neither sufficient nor necessary for
degradation of the cellular DNA sensor IFI16 during herpes simplex
virus 1 infection. J Virol 87:13422–13432. http://dx.doi.org/10.1128
/JVI.02474-13.

45. Everett RD, Murray J. 2005. ND10 components relocate to sites associ-
ated with herpes simplex virus type 1 nucleoprotein complexes during
virus infection. J Virol 79:5078 –5089. http://dx.doi.org/10.1128/JVI.79.8
.5078-5089.2005.

46. Stuurman N, de Graaf A, Floore A, Josso A, Humbel B, de Jong L, van
Driel R. 1992. A monoclonal antibody recognizing nuclear matrix-
associated nuclear bodies. J Cell Sci 101:773–784.

47. Cuchet-Lourenco D, Boutell C, Lukashchuk V, Grant K, Sykes A,
Murray J, Orr A, Everett RD. 2011. SUMO pathway dependent recruit-

ment of cellular repressors to herpes simplex virus type 1 genomes. PLoS
Pathog 7:e1002123. http://dx.doi.org/10.1371/journal.ppat.1002123.

48. Schreiner S, Martinez R, Groitl P, Rayne F, Vaillant R, Wimmer P,
Bossis G, Sternsdorf T, Marcinowski L, Ruzsics Z, Dobner T, Wodrich
H. 2012. Transcriptional activation of the adenoviral genome is mediated
by capsid protein VI. PLoS Pathog 8:e1002549. http://dx.doi.org/10.1371
/journal.ppat.1002549.

49. Schreiner S, Wodrich H. 2013. Virion factors that target Daxx to over-
come intrinsic immunity. J Virol 87:10412–10422. http://dx.doi.org/10
.1128/JVI.00425-13.

50. Adler M, Tavalai N, Muller R, Stamminger T. 2011. Human cytomeg-
alovirus immediate-early gene expression is restricted by the nuclear do-
main 10 component Sp100. J Gen Virol 92:1532–1538. http://dx.doi.org
/10.1099/vir.0.030981-0.

51. Full F, Reuter N, Zielke K, Stamminger T, Ensser A. 2012. Herpesvirus
saimiri antagonizes nuclear domain 10-instituted intrinsic immunity via
an ORF3-mediated selective degradation of cellular protein Sp100. J Virol
86:3541–3553. http://dx.doi.org/10.1128/JVI.06992-11.

52. Glass M, Everett RD. 2013. Components of promyelocytic leukemia
nuclear bodies (ND10) act cooperatively to repress herpesvirus infection.
J Virol 87:2174 –2185. http://dx.doi.org/10.1128/JVI.02950-12.

BNRF1 and EBNA-LP Stimulate ICP0-Null Mutant HSV-1

November 2016 Volume 90 Number 21 jvi.asm.org 9673Journal of Virology

http://dx.doi.org/10.1099/0022-1317-76-6-1417
http://dx.doi.org/10.1099/0022-1317-76-6-1417
http://dx.doi.org/10.1083/jcb.139.7.1621
http://dx.doi.org/10.1128/JVI.02474-13
http://dx.doi.org/10.1128/JVI.02474-13
http://dx.doi.org/10.1128/JVI.79.8.5078-5089.2005
http://dx.doi.org/10.1128/JVI.79.8.5078-5089.2005
http://dx.doi.org/10.1371/journal.ppat.1002123
http://dx.doi.org/10.1371/journal.ppat.1002549
http://dx.doi.org/10.1371/journal.ppat.1002549
http://dx.doi.org/10.1128/JVI.00425-13
http://dx.doi.org/10.1128/JVI.00425-13
http://dx.doi.org/10.1099/vir.0.030981-0
http://dx.doi.org/10.1099/vir.0.030981-0
http://dx.doi.org/10.1128/JVI.06992-11
http://dx.doi.org/10.1128/JVI.02950-12
http://jvi.asm.org

	MATERIALS AND METHODS
	Viruses and cells.
	Plasmids and lentiviral vectors.
	Lentivirus transductions and induction of protein expression.
	Virus plaque assays.
	Western blot analysis.
	Immunoprecipitation.
	Immunofluorescence and confocal microscopy.

	RESULTS
	Inducible expression of BNRF1.
	EBNA-LP targets Sp100 and augments ICP0-null mutant HSV-1 plaque formation.
	Analysis of human fibroblasts expressing selected EBV regulatory proteins.
	Inhibition of recruitment of PML NB proteins to HSV-1 genomes by EBV proteins.
	BNRF1 complements pp71 mutant HCMV.

	DISCUSSION
	ACKNOWLEDGMENTS
	REFERENCES

