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The Epstein-Barr virus (EBV) BGLF4 gene encodes a serine/threonine protein kinase (PK) that is expressed
in the cytolytic cycle. EBV nuclear antigen 2 (EBNA2) is a key latency gene essential for immortalization of B
lymphocytes and transactivation of viral and cellular promoters. Here we report that EBV PK phosphorylates
EBNA2 at Ser-243 and that these two proteins physically associate. PK suppresses EBNA2’s ability to
transactivate the LMP1 promoter, and Ser-243 of EBNA2 is involved in this suppression. Moreover, EBNA2
is hyperphosphorylated during EBV reactivation in latently infected B cells, which is associated with decreased
LMP1 protein levels. This is the first report about the effect of EBV PK on the function of one of its target
proteins and regulation of EBNA2 phosphorylation during the EBV lytic cycle.

Epstein-Barr virus (EBV) is a human gammaherpesvirus
with tropism for B cells and epithelial cells that establishes a
lifelong persistent infection in more than 90% of the world’s
population. EBV produces both latent and lytic forms of in-
fection. During latent infection, only a limited set of EBV
genes is expressed. Among them, the Epstein-Barr nuclear
antigen 2 (EBNA2) is a key latency gene; it regulates tran-
scription of viral and cellular genes and is essential for immor-
talization of B lymphocytes (5, 14, 44). A principal target of
EBNAZ2 is the EBV latent membrane protein 1 (LMP1) (1, 45),
an oncoprotein whose expression is also essential for immor-
talization of B lymphocytes (22).

In most asymptomatic carriers of EBV, the virus periodically
converts to the cytolytic form of infection, in which the full
repertoire of viral genes is expressed. The EBV protein kinase
(PK) encoded by the EBV BGLF4 gene is one of the lytic cycle
gene products; it shows early kinetics during viral reactivation
in latently infected Akata cells (11). EBV PK belongs to the
group of herpesvirus-encoded protein kinases exemplified by
ULI13 of herpes simplex virus type 1, which is conserved in all
herpesviruses (3, 30, 41). It has been identified as a Ser/Thr
protein kinase by use of amino-acid-sequence alignment of
regions conserved within the catalytic domains of protein ki-
nases (3, 41) and is the only potential protein kinase identified
in the EBV genome. The protein phosphorylates a number of
viral and cellular proteins, including the EBV BMRF1 gene
product (EA-D), the DNA polymerase processivity factor (4,
11); EBV nuclear antigen leader protein (EBNA-LP) (19), an
EBV latency gene, which cotransactivates EBNA2-responsive
promoters in an EBNA2-dependent manner (15, 33); PK itself
(4, 9, 18); and the cellular translation-elongation factor 1 delta
(EF-18) (18, 21). Most interestingly, EBV PK phosphorylates
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EBNA-LP (19) and EF-18 (21) at the same sites as cdc2 kinase.
In general, viral protein kinases of the UL13 group tend to
target the same sites on the substrate as cdc2 (19-21). Al-
though EBV PK phosphorylates important viral and cellular
proteins, to date there is no evidence showing whether this
phosphorylation influences functions of its target proteins.

EBNAZ2 is a phosphoprotein (12, 13); its phosphorylation by
casein kinase II is important for growth transformation (24);
however, whether constitutive phosphorylation of EBNA2 in-
fluences its transactivation function is unknown. We have dis-
covered that phosphorylation of EBNAZ2 in latent infection is
regulated during the cell cycle, with the protein being specifi-
cally hyperphosphorylated in mitosis. The result is that tran-
scriptional activity of the hyperphosphorylated protein is sup-
pressed (47). cdc2 kinase, the key regulator of mitosis (8, 28),
is involved in hyperphosphorylation of EBNAZ2 in latently in-
fected cells (47). Since EBV PK mimics cdc2 kinase in phos-
phorylating EBNA-LP and EF-18 (19, 21), in this study we
examine whether EBV PK, a viral lytic cycle protein, also
phosphorylates EBNA2 and how this phosphorylation affects
EBNAZ2 function.

EBYV PK phosphorylates EBNA2 at Ser-243. First, we stud-
ied whether EBNAZ2 is hyperphosphorylated when coexpressed
with EBV PK. pSG5 EBNA2 (a gift from P. D. Ling) was
transfected alone or cotransfected with pcDNA3-BGLF4-
FLAG (29) into HeLa cells with the use of FuGENEG6
(Roche), followed by immunoblotting with EBNA2 antibody
(PE2, DAKO) as described previously (47). Migration of
EBNA2 was retarded when cotransfected with PK (Fig. 1 A,
left panel). To confirm that the shift in migration is due to
phosphorylation, EBNA2 was immunoprecipitated with
EBNAZ2 antibody from the cell lysates and treated with A-phos-
phatase (\-PPase)(NEB) at 30°C for 1 h as described before
(47). As shown in Fig. 1A, right panel, \-PPase treatment
shifted both hypo- and hyperphosphorylated EBNAZ2 to its
unphosphorylated form. The results indicate, therefore, that
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FIG. 1. EBV PK phosphorylates EBNA?2 at Ser-243. (A) Hyperphosphorylation of EBNA2 when coexpressed with EBV PK in vivo. HeLa cells
were transfected with pSG5-EBNAZ2 alone or cotransfected with pcDNA-BGLF4-FLAG and collected 48 h after transfection. Left panel,
immunoblotting for EBNA2; right panel, EBNA2 immunoprecipitated with EBNA2 antibody from the cell lysates was subjected to immunoblot-
ting directly (—) or after treatment with 2,000 units of \-PPase (+). (B) In vitro kinase assay. Phosphorylation of purified GST-EBNA?2 185-315aa
(GST E2) or GST-EBNA?2 185-315aa S243A (GST E2 S243A) by EBV PK (PK) or kinase-dead PK (mt PK) was carried out. The whole reaction
mixtures were separated by SDS-polyacrylamide gel electrophoresis (4 to 20% gradient gels); after CBB staining, gels were exposed on a
PhosphorImager. (C) Involvement of Ser-243 in phosphorylation of EBNA2 by PK in vivo. pSG5-EBNA2 wild type or the S243A mutant of
EBNAZ2 was coexpressed with EBV PK or empty vector in HeLa cells. Whole-cell lysates were subjected to immunoprecipitation with EBNA2
antibody, washed extensively, blotted, and probed with mouse monoclonal phosphoserine antibody or EBNA2 antibody.

EBNAZ2 is hyperphosphorylated in vivo when coexpressed with
EBV PK in HeLa cells.

Second, we studied whether EBV PK can directly phosphor-
ylate EBNA2 and which site is involved in this phosphoryla-
tion. Since EBV PK phosphorylates the same motif as cdc2
kinase in EBNA-LP (19) and EF-18 (21), and Ser-243 of
EBNAZ2 is a putative site of phosphorylation by cdc2, we tested
whether EBV PK can directly phosphorylate EBNA2 at Ser-
243 in vitro. An EBNA2 fragment encoding amino acids (aa)
185 to 315 (EBNA2 185-315aa) or aa 185 to 315 S243A
(EBNA2 185-315aa S243A), in which Ser-243 was substituted
with alanine, was expressed as a fusion protein with glutathi-
one S-transferase (GST) in bacteria and purified by standard
techniques (38). Purified protein was of the expected size, and
its expression was confirmed by immunoblotting with GST

antibody (data not shown). The BGLF4 gene or the K102I
mutant of BGLF4, which has lost its kinase activity due to
mutation of the invariant catalytic lysine, was cloned into bac-
ulovirus genomes as a fusion with GST and His tags (18, 19)
(the viruses were a gift from Y. Kawaguchi) and expressed in
insect cells following standard protocols (34). The protein pu-
rification and in vitro kinase assay protocols were described
previously (18, 19). Purified GST-EBNA2 185-315aa, GST-
EBNA2 185-315aa S243A, or GST (~1 pg each) was incu-
bated in the kinase assays for 30 min at 37°C with purified PK
or PK K102I as a negative control. The reaction mixtures were
separated on sodium dodecyl sulfate (SDS)-polyacrylamide
gels, and after staining with Coomassie bright blue (CBB)
(Sigma), the gels were analyzed with a PhosphorImager (Mo-
lecular Dynamics). The results show that the GST-EBNA2
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FIG. 2. Coimmunoprecipitation of EBNA2 and EBV PK. HeLa cells were transfected with pSG5-EBNA2 (EBNA2) (lanes 7, 8, 9) or
pcDNA-BGLF4-FLAG (PK) alone (lanes 4, 5, 6) or cotransfected with both plasmids (EBNA2+PK) (lanes 1, 2, 3). Transfection with pcDNA3
served as a negative control (lanes 10, 11, 12). Cells were collected 48 h posttransfection, and aliquots of cell lysates from each transfection were
subjected to immunoprecipitation with antibodies against EBNA2 or FLAG; normal mouse immunoglobulin G was used as a negative control.
Immunocomplexes were resolved in 10% SDS-polyacrylamide gel electrophoresis, and immunoblots were carried out for EBNA2 and FLAG from
the same gel. Whole-cell lysates before immunoprecipitation served as an input control (lanes 13, 14, 15, 16), and B-actin was used as a loading

control.

185-315aa fusion protein was phosphorylated by EBV PK,
whereas GST-EBNA2 S243A was not (Fig. 1B). Autophos-
phorylation was selected as a measure of kinase activity. As
expected, the kinase-dead mutant PK K102I phosphorylated
neither itself nor EBNA2 (Fig. 1B). Purified GST was not
phosphorylated by either PK or the kinase-dead mutant PK
K102I, as published previously (19) (data not shown). CBB
staining shows that essentially equal amounts of either protein
were used in each kinase assay. Therefore, the results demon-
strate that PK directly phosphorylates EBNA2 at Ser-243 in
vitro.

Third, we studied whether Ser-243 of EBNAZ2 is involved in
PK phosphorylation of EBNA?2 in vivo. pSG5 EBNA2 or pSG5
EBNA2 S243A was cotransfected with pcDNA3-BGLF4-
FLAG (29) into HeLa cells. Cell lysates were immunoprecipi-
tated with EBNA2 antibody, and the immunocomplex was
probed with mouse monoclonal phosphoserine antibody
(Sigma, P-3430) or EBNA2 antibody as described before (24).
As shown in Fig. 1C, substitution of serine at Ser-243 resulted
in a clear decrease in overall EBNAZ2 serine phosphorylation
when coexpressed with PK (left panel) but not with empty
vector (right panel). Immunoblotting of EBNA2 shows essen-
tially the same amount of EBNAZ2 in each lane (Fig. 1C). The
results indicate that Ser-243 of EBNAZ2 is involved in hyper-
phosphorylation of EBNA2 when coexpressed with EBV PK in
vivo.

Association of EBV PK with EBNA2. EBNA2 is a nuclear
protein (35, 39). Recently we have demonstrated the nuclear
localization of EBV PK (10). Thus, next we explored whether
PK and EBNA2 can physically associate. HelLa cells were
transfected with either pSG5-EBNA2 or pcDNA-BGLF4-
FLAG (29) or both. Transfection with pcDNA3 served as a
negative control. Aliquots of cell lysates from each transfection
were subjected to immunoprecipitation with EBNA2 and
FLAG (M2) antibodies or with normal mouse immunoglobulin
G as a negative control, and immunocomplexes were probed
with EBNA2 or FLAG antibodies. As shown in Fig. 2, lane 2,
EBNA2 can be coimmunoprecipitated with PK. We consis-

tently detected less EBNA2 coimmunoprecipitated with PK
compared with the amount precipitated with EBNA?2 antibody.
PK could not be immunoprecipitated with the EBNA2 anti-
body (Fig. 2, lane 1), perhaps because the binding site is
masked by the EBNA2 antibody; a similar situation was en-
countered in attempts to coimmunoprecipitate cdc2 kinase
with EBNA2 antibody (6, 7, 47). The results indicate that
EBNAZ2 and EBV PK physically associate.

EBV PK suppresses EBNA2 transactivation of the LMP1
promoter. EBNA2 is a key transactivator of a number of viral
and cellular gene promoters, including the promoter for
LMP1, the principal EBV oncoprotein. Using the LMP1 pro-
moter as a prototype, first we studied whether EBV PK can
influence its transactivation by EBNA2. The LMP-1 promoter
construct pGL2 (—512/+72)-luciferase (a gift from E. Kieff)
was cotransfected with pSG5-EBNA2, pHD/BGLF4, or pHD/
K128Q (11) in different combinations into DG75, an EBV-
negative BL cell line, as described before (47). The K128Q
mutation in pHD/K128Q corresponds to the K102I mutation
in EBV PK expressed in insect cells (18, 19). In both muta-
tions, the invariant lysine 102 is changed in order to destroy
kinase activity. The pRL-TK plasmid (Promega), which con-
tains the Renilla luciferase gene, was cotransfected as an inter-
nal standard. Cells were collected 48 h after transfection, and
cell lysates were prepared according to Promega’s protocol.
Luciferase activity was measured with a luminometer (Pro-
mega) and normalized against the activity of the Renilla lucif-
erase gene. As shown in Fig. 3A, neither PK nor kinase-dead
PK alone activates LMP1 promoter activity. However, EBV
PK suppresses EBNA2’s ability to transactivate the LMP1 pro-
moter (P < 0.01), whereas the kinase-dead PK has no such
effect. Immunoblotting revealed that EBNA2 became hyper-
phosphorylated when coexpressed with PK but not with kinase-
dead PK (Fig. 3A). The results indicate, therefore, that EBV
PK suppresses EBNA2 function and that the kinase activity of
PK is involved in this effect. Second, we studied whether Ser-
243 of EBNAZ2, is involved in suppression of EBNA2 transac-
tivation by PK. Similar promoter-reporter assays were carried
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FIG. 3. Phosphorylation of EBNA2 by EBV PK suppresses transactivation of the LMP1 promoter. (A) LMP-1 promoter construct pGL2
(—512/+72)-luciferase was cotransfected with pSG5 EBNA2 (EBNA2), pHD/BGLF4 (PK), or pHD/K128Q (PK K128Q) in different combina-
tions; pRL-TK plasmid was cotransfected as an internal standard. Levels of transactivation of the LMP-1 promoter are normalized to the vector
control. Each data point represents the average of three independent experiments, each done in triplicate. Error bars represent the means *
standard errors. Immunoblotting shows the EBNA2 expression level in each transfection; B-actin was used as a loading control. (B) The EBNA2

S243A mutant was tested similarly as detailed in panel A.

out as described above to compare transactivation of pPLMP1
by EBNA2 and EBNA2 S243A in the absence or presence of
EBV PK. As shown in Fig. 3B, there is no significant difference
between transactivation of the LMP1 promoter by EBNA2 and
EBNAZ2 S243A in the absence of PK. However, in the presence
of PK, substitution of Ser-243 with alanine (EBNA2 S243A)
partly restored EBNA2 transactivation of pLMP1 that is sup-
pressed by PK (P < 0.01). Also, the phosphomimetic mutation
of EBNAZ2 Ser-243 to glutamic acid or aspartic acid (24-26, 37,
46) resulted in suppressed induction of endogenous LMP1
expression in transfected P3HRI1 cells (unpublished results).
Thus, these data suggest that Ser-243 of EBNA2 is involved at
least partly in suppression of its transactivation of pLMP1 by
PK, although there might be other functionally important EBV
PK phosphorylation sites in EBNA2.

Hyperphosphorylation of EBNA2 and decreased LMP1 pro-
tein levels during EBV reactivation in type III latency. EBNA2
is a latent gene product, whereas EBV PK is expressed and
active in the viral lytic cycle. Since EBNA2 is hyperphosphor-
ylated when coexpressed with PK and hyperphosphorylation of
EBNA2 by PK suppresses its transactivation of pLMP1, next
we studied whether EBNAZ2 is hyperphosphorylated and the
LMP1 protein level is decreased during EBV reactivation in
type III latency cells. A tetracycline-inducible system for ex-
pression of the BZLF1 protein in B95-8 (LCL) cells was used
for this purpose as described previously, since expression of
BZLF1 drives EBV reactivation and the lytic cycle in latently
infected cells (23). As shown in Fig. 4, after induction of cells
with doxycycline, migration of EBNA2 is retarded compared
with that in noninduced cells. A N\ PPase assay confirmed that
the shift in EBNA2 migration was caused by hyperphosphory-
lation of EBNAZ2 similar to that shown in Fig. 1A, right panel
(data not shown). Hyperphosphorylation of the EBV BMRF1
gene product (EA-D), which is a substrate of EBV PK (4, 11),

was detected by immunoblotting with EA-D antibody (Capri-
corn Products) and used to confirm the induction of the lytic
cycle and PK activity. The data indicate that EBNAZ2 is hyper-
phosphorylated during EBV reactivation when EBV PK is
active. As shown in Fig. 4, the endogenous LMP1 protein level
is decreased after the induction of the lytic cycle. Doxycycline
by itself has no effect on either EBNA2 phosphorylation or
LMP1 expression in B95-8 cells (data not shown). The results
show in vivo the correlation between hyperphosphorylation of
EBNA2 and decreased LMP1 protein levels upon cytolytic
induction of latently infected cells.

Several UL13 homologs of herpesvirus-encoded protein ki-
nases target the same substrates and even the same phosphor-
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FIG. 4. Hyperphosphorylation of EBNA2 and decreased LMP1
protein level during EBV reactivation. The tetracycline-inducible cell
line B95-8 BZLF1 was induced with doxycycline at a final concentra-
tion of 1 wg/ml for 72 h, and immunoblots of EBNA2, LMP1, and
EA-D were carried out in induced (Id) and noninduced (N-Id) cells.
B-Actin served as a loading control.
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ylation sites as cdc2 kinase (19, 21). Phosphorylation of
EBNA2 by EBV PK and cdc2 kinase (47) provides additional
evidence of targeting the same substrate by a herpesvirus-
encoded protein kinase and cdc2. A number of viral and cel-
lular gene products were reported to be phosphorylated by
EBV PK (4, 11, 18, 19, 21); however, none of these reports
demonstrated the effect of the EBV PK on functions of its
target proteins. To the best of our knowledge, this is the first
report that demonstrates such an effect. Based on the present
results and our report that hyperphosphorylation of EBNA2 in
mitosis suppresses its function (47), it is tempting to predict
that EBV PK and cdc2 kinase have similar effects on EBNA2
function and phosphorylate the same sites on EBNAZ2.
EBNA2, the key EBV latency gene, has been known to be a
phosphoprotein for more than a decade, but only recently has
it been shown that EBNA2 function is regulated by phosphor-
ylation in latently infected cells (24, 47). The evidence pre-
sented here is the first indication of possible regulation of
EBNA2 function through phosphorylation during the EBV
Iytic cycle.

LMP1 is generally viewed as a latency protein. Regulation of
the LMP1 promoter has been extensively studied in EBV la-
tency (15, 16, 32, 45); however, whether and how the LMP1
promoter is regulated during the lytic cycle are unknown. Re-
cently a possible role for LMP1 in the lytic cycle has emerged.
It has been reported that LMP1 inhibits induction and pro-
gression of the EBV lytic cycle (2, 36), the benefit of which in
vivo could be that cytotoxicity of this viral product for the host
is limited and, at any given time, viral antigen release may be
below a threshold for antigen presentation and an efficient
immune response. Thus, regulation of LMP1 promoter activity
during the lytic cycle is of considerable potential interest. Sup-
pression of LMP1 promoter activity in response to hyperphos-
phorylation of EBNA2 by PK and decreased endogenous
LMP1 protein levels in lyticly induced type III latency cells
suggest that the LMP1 promoter may be down-regulated dur-
ing the lytic cycle. Thus, hyperphosphorylation of EBNA2 by
PK might contribute to the promotion of lytic cycle progression
by inhibiting LMP1 expression and providing a more precise
level of regulation as the lytic cycle ultimately progresses.

Besides pPLMP1, EBNA2 upregulates all the other latency
gene promoters, including Cp (27, 43), which drives the tran-
scription of all the EBNAs; it also upregulates pPLMP2A (31)
as well as a number of key cellular genes (17, 27, 40, 42). It is
reasonable to predict that other EBNAZ2-responsive promoters
may also be similarly influenced by EBV PK through phos-
phorylation of EBNA2. Thus, although the significance of PK-
induced suppression of EBNA2 functions in the cytolytic cycle
is yet to be established, it may shed light on an area of EBV
biology that is largely unexplored.
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data.
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