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An important step in the herpesvirus life cycle is the switch from latency to lytic reactivation. The RTA
transcription activator of Kaposi’s sarcoma-associated herpesvirus (KSHV) acts as a molecular switch for lytic
reactivation. Here we demonstrate that KSHV RTA recruits CBP, the SWI/SNF chromatin remodeling com-
plex, and the TRAP/Mediator coactivator into viral promoters through interactions with a short acidic
sequence in the carboxyl region and that this recruitment is essential for RTA-dependent viral gene expression.
The Brgl subunit of SWI/SNF and the TRAP230 subunit of TRAP/Mediator were shown to interact directly
with RTA. Consequently, genetic ablation of these interactions abolished KSHYV lytic replication. These results
demonstrate that the recruitment of CBP, SWI/SNF, and TRAP/Mediator complexes by RTA is the principal
mechanism to direct well-controlled viral gene expression and thereby viral lytic reactivation.

Regulation of cellular gene expression requires carefully
choreographed binding by multiple transcription cofactors. A
group of these cofactors are involved in the regulated alter-
ation of chromatin structure, termed chromatin remodeling.
These cofactors include the SWI/SNF complex, which disrupts
nucleosomes in vitro and facilitates transcription factor bind-
ing in an ATP-dependent manner, and histone acetyltrans-
ferase and histone deacetylase, which act through covalent
modification of histone tails (23, 25, 32, 46). Several types of
activators, including nuclear receptors, C/EBPp, c-Myc proto-
oncoprotein, and erythroid Kriippel-like factor (EKLF), have
been shown to physically or functionally interact with SWI/
SNF complexes and histone acetyltransferase-histone deacety-
lase (3, 11, 24, 31, 44, 47). Recent studies indicate that chro-
matin remodeling is not an inherent feature of transcriptional
activators but rather an important event required for subse-
quent transcription preinitiation complex assembly or a defin-
ing step in the transcriptional initiation process.

RNA polymerase II is found in a large holoenzyme complex
containing several general transcription factors and the Medi-
ator (32). Mediator is a large complex composed of polypep-
tides that range in size from 10 to 240 kDa. Several mammalian
Mediator activities were discovered that specifically supported
(TRAP/SMCC, ARC, DRIP, and Srb/Mediator) or repressed
(NAT) the function of activators (30, 32). This complex func-
tions as an interface between sequence-specific transcription
factors and the general transcriptional apparatus. For example,
the TRAP complex interacts with p53, VP16, NF-kB, and E1A
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to recruit RNA polymerase II and general transcription factors
to form a functional preinitiation complex at the promoter
(20). More specifically, the TRAP220 subunit of this complex
is known to interact with nuclear receptors, including the thy-
roid receptor, vitamin D receptor, estrogen receptor, and glu-
cocorticoid receptor; the TRAP1508 subunit is likely an inte-
grator of the E1A and RAS signaling pathways; and the
TRAPS0 subunit interacts directly with the p53 and VP16
activation domains (6, 18, 21, 40, 48). Thus, TRAP/Mediator/
SMCC, a multifunctional complex, contains diverse subunits
that serve as specific targets for distinct activators.

Kaposi’s sarcoma-associated herpesvirus (KSHV), also
called human herpesvirus 8, is thought to be an etiologic agent
of Kaposi’s sarcoma (9). It is also associated with two diseases
of B-cell origin, primary effusion lymphoma and an immuno-
blast variant of Castleman’s disease (5, 7). The genomic se-
quence indicates that KSHV is a gamma herpesvirus that is
closely related to Epstein-Barr virus, herpesvirus saimiri, rhe-
sus monkey rhadinovirus, and murine gammaherpesvirus 68 (2,
9, 35, 37, 43).

An important step in the herpesvirus life cycle is the switch
from latency to lytic replication. KSHV RTA has been shown
to play a central role in the switch of the viral life cycle from
latency to lytic replication. Ectopic expression of RTA is suf-
ficient to disrupt viral latency and activate lytic replication to
completion (15, 29, 42). As a typical transcription activator,
KSHV RTA contains an N-terminal basic DNA-binding do-
main and a C-terminal acidic activation domain. Its N-terminal
DNA-binding domain is well conserved with that of Epstein-
Barr virus RTA and other gammaherpesvirus RTA homologs
and shows a sequence-specific DNA-binding activity (8, 27,
38). While it is less conserved, a carboxyl acidic activation
domain exhibits strong transactivation activity in the heterol-
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ogous context with the Saccharomyces cerevisiae GAL4 tran-
scription factor (16, 28). It has been shown that RTA activates
the expression of numerous viral genes in the KSHV lytic cycle,
including its own promoter, polyadenylated nuclear (PAN)
RNA, ORF57, vOX-2, viral G protein-coupled receptor, and
vIRF1 (10, 12, 13, 22, 36, 38).

While the detailed mechanism of RTA-mediated transcrip-
tion activation remains unclear, several pieces of evidence sug-
gest that RTA activates its target promoter activity through
both direct binding to the specific sequence and interaction
with various cellular transcriptional factors. In fact, numerous
cellular proteins, including Oct-1, Stat3, novel cellular protein
MGC2663, CBP, and RBP Jk, have been found to interact with
and synergize with RTA (16, 17, 26, 36, 45).

Despite extensive studies of RTA-mediated transcriptional
activation of viral lytic genes, details of the mechanism are
mostly unknown. To delineate the molecular mechanism of
RTA-mediated lytic gene expression, we purified proteins that
bound to RTA. Mass spectrometry demonstrated that RTA
recruits cellular SWI/SNF and TRAP/Mediator complexes
through its carboxy-terminal short acidic sequence. Recruit-
ment of SWI/SNF and TRAP/Mediator complexes by RTA
into the viral lytic promoters is essential for their gene expres-
sion and thus for KSHV reactivation. Furthermore, genetic
ablation of these interactions abolishes KSHV viral lytic rep-
lication. These results demonstrate that the molecular mech-
anisms that underlie RTA-mediated transcriptional activation
require a large number of transcriptional cofactors and that
their actions ultimately direct well-controlled viral gene ex-
pression and thereby viral lytic reactivation.

MATERIALS AND METHODS

Cell culture, transient transfection, immunoprecipitation, and immunoblot.
Detailed procedures were described in previous reports (16, 17). The antibodies
used for the chromatin immunoprecipitation assay and immunoblot analysis
were purchased from Santa Cruz Biotechnology (Brg-1, sc-10678; Inil, sc-9751;
BAF170, sc-9742; BAFI155, sc-9747; TBP, sc-421; TRAP240, sc-12013;
TRAP230, sc-5374; TRAP220, sc-5334; TRAP100, sc-5338; TRAPIS, sc-5366;
Cdk8, sc-1521; CBP, sc-369; and p300, sc-584).

Protein purification and mass spectrometry. To identify RTA-binding pro-
teins, [*>S]methionine- and [*S]cysteine-labeled Raji cells (1 X 107 cells) or 20
liters of Raji cells were resuspended with lysis buffer (0.15 M NaCl, 0.5%
Nonidet P-40, and 50 mM HEPES buffer [pH 8.0]) containing protease and
phosphatase inhibitors. Precleared lysates were mixed with glutathione beads
containing glutathione S-transferase (GST) and GST-RTA fusion protein for
4 h, and the beads were washed extensively with lysis buffer. Proteins bound to
glutathione beads were eluted and separated by sodium dodecyl sulfate-polyac-
rylamide gel electrophoresis (SDS-PAGE). Protein bands isolated from SDS-
PAGE were analyzed by ion-trap mass spectrometry, and the amino acid se-
quence was determined by tandem mass spectrometry and database search.

GST pulldown assays. RTA and TRAP subunits were in vitro transcribed and
translated with a T7-coupled transcription-translation system (Promega, Madi-
son, Wis.). The labeled proteins were incubated with GST fusion protein-satu-
rated resin in binding buffer (20 mM HEPES [pH 7.4], 100 mM NaCl, and 0.1%
NP-40 supplemented with protease inhibitors). The reaction mixture was incu-
bated at 4°C for 2 h. The beads were then washed four times with binding buffer,
SDS-PAGE sample buffer was added, and the proteins were analyzed by SDS-
PAGE and visualized by PhosphorImager (BAS-1500; Fuji Film Co., Tokyo,
Japan).

Flow cytometry. Cells (5 X 10°) were washed with complete medium and
stained with unconjugated K8.1 primary antibody, followed by fluorescein iso-
thiocyanate-conjugated secondary antibody at 4°C. After a final wash, the cells
were fixed with 2% paraformaldehyde, and flow cytometry was performed with a
fluorescence-activated cell scan/sorter (Becton Dickinson, Mountain View, Cal-
if.).
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ATPase assay. Reactions were carried out at 30°C with 2 uM ATP in 12 mM
sodium HEPES (pH 7.9)-60 mM KCI-7 mM MgCl,-60 ng of bovine serum
albumin per wl-6% glycerol, as described previously (34). ATP hydrolysis was
measured with affinity-purified resin in the presence or absence of 20 nM plasmid
DNA (5.6 kb). A PhosphorImager was used to quantitate the ratio of inorganic
phosphate to ATP at each time point.

In vitro transcription, TRAP/Mediator purification, and immunodepletion of
TRAP/Mediator from nuclear extracts. Detailed procedures for in vitro tran-
scription, TRAP/Mediator purification, and immunodepletion of TRAP/Media-
tor were described previously (4).

Chromatin immunoprecipitation. The chromatin immunoprecipitation assay
was performed according to the manufacturer’s (Upstate Biotech) instructions
with several modifications. Briefly, T75 culture dishes were treated with 1%
formaldehyde for 10 min at room temperature. After a brief sonication, immu-
noprecipitation was performed with the appropriate antibody. After several
washes, the immunocomplexes were eluted with 50 mM Tris (pH 8.0)-1 mM
EDTA-1% SDS at 65°C for 10 min, adjusted to 200 mM NaCl, and incubated at
65°C for 5 h to reverse the crosslinks. After successive treatments with 10 ug of
RNase A and 20 pg of proteinase K per ml, the samples were extracted with
phenol-chloroform and precipitated with ethanol. One tenth of the immunopre-
cipitated DNAs was analyzed by PCR with the primer sets for Rp (nucleotides
71221 to 71550, KSHV GenBank accession number U75698), Mp (nucleotides
81661 to 81920), vOX-2p (nucleotides 127684 to 127911), PANp (nucleotides
28727 to 29043), vIRFp (nucleotides 85589 to 85709), gBp (nucleotides 8341 to
8642), and POLp (nucleotides 10602 to 11162). Amplifications (26 cycles) were
performed in the presence of 5 wCi of [a->*P]dCTP, and the PCR products were
analyzed in 5% polyacrylamide gels. For the chromatin reimmunoprecipitation
(reChip) assays, after washing of protein G-Sepharose beads from the primary
immunoprecipitation, the complexes were eluted by incubation with 10 mM
dithiothreitol at 37°C for 30 min and diluted to 40 times the original volume.
Eluates were reimmunoprecipitated with the second antibody. The anti-acetyl
histone H3 antibody was purchased from Upstate Biotechnology.

Generation of riboprobe templates and RNase protection assay. RNA (100
ng/reaction) extracted from KSHV-infected BCBLI cells was used as the tem-
plate for cDNA synthesis initiated by random hexamer primers, followed by PCR
with a GeneAmp kit (Perkin-Elmer Cetus, Foster City, Calif.) and appropriate
primers for the amplification of KSHV-specific DNA fragments. The reverse
transcription (RT)-PCR conditions, design of PCR primers, and ligation of the
amplified DNA fragments into the pEF1/Myc-His A vector were detailed previ-
ously (19). The subclone designations and nucleotide sequence based from
KSHV GenBank accession number U75698 were as follows: RTA (nucleotides
68349 to 68680), VIRF-1 (nucleotides 18618 to 18857), and ORF57 (6779 to
6977). A riboprobe template set specific for KSHV RTA, ORF57, and vIRF1 was
assembled from EcoRlI-linearized and purified subclones. All riboprobe synthe-
ses were driven by T7 bacteriophage RNA polymerase with [a->*PJUTP (Am-
ersham, Arlington Heights, Ill.) as the labeling nucleotide. Probe bands were
visualized by autoradiography by with a PhosphorImager.

RESULTS

Identification of RTA binding proteins. To identify cellular
proteins interacting with RTA, bacterially expressed GST-
RTA fusion proteins were used as an affinity column for 33S-
labeled lysates of Raji B cells. GST-RTA(N1-300) contains the
amino-terminal DNA binding domain and leucine zipper motif
of RTA (amino acids 1 to 300), and GST-RTA(C581-691)
contains the carboxy-terminal activation domain of RTA (ami-
no acids 581 to 691). Approximately 20 polypeptides with mo-
lecular masses ranging from 20 to 300 kDa were found to
interact with GST-RTA(C581-691). None of these cellular
proteins interacted with GST and the GST-RTA(N1-300) fu-
sion protein under the same conditions (Fig. 1A).

To further characterize these cellular proteins, they were
purified from 20 liters of Raji cells. The resulting proteins were
subjected to mass spectrometry and then matched to known
sequences (Fig. 1B). Surprisingly, all of the polypeptides were
part of three groups of cellular transcription cofactors: (i) CBP
histone acetyltransferase, (ii) SWI/SNF complex (BAF 170 and
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FIG. 1. Purification and identification of RTA-binding proteins. (A) Identification of RTA-binding proteins. Glutathione-Sepharose beads
containing 5 pg of GST, GST-RTA(N1-300), or GST-RTA(C581-691) fusion protein were mixed with lysates of **S-labeled Raji B cells.
RTA-binding proteins were resolved in SDS-PAGE and autoradiographed with a PhosphorImager. Asterisks indicate the proteins that were not
identified by mass spectrometry. Sizes are shown in kilodaltons. (B) Mass spectrometry analysis of RTA-binding proteins. The peptide sequence
of each protein isolated by the mass spectrometry analysis is presented with its published amino acid sequence number. The number in parentheses
indicates the frequency with which a particular peptide sequence was identified from the mass spectrometry analysis.

155), and (iii) TRAP/Mediator complex (TRAP100, -95, and
-35 and PCQAP) (Fig. 1B). The identification of CBP from the
mass spectrometry analysis not only confirmed our previous
finding (16) but also indicated the effectiveness of our purifi-
cation procedure. Because some of the proteins had relatively
low concentrations and molecular weights near that of the
GST-RTA(C581-691) fusion protein (approximately 50 kDa),
the cellular polypeptides with molecular masses of 50 to 70
kDa could not be analyzed further by mass spectrometry (Fig.
1A, asterisks).

Interaction of RTA with SWI/SNIF and TRAP/Mediator
complexes. To confirm the interaction of RTA with SWI/SNF
and TRAP/Mediator complexes, we repeated the GST pull-
down and performed immunoblot analysis with antibodies to
SWI/SNF and TRAP/Mediator subunits. This showed that the
subunits of SWI/SNF and TRAP/Mediator complexes tested
were detected in the GST-RTA complexes, whereas none of
them were present in the GST complex (Fig. 2A). Further-
more, CDKS and cyclin C were also readily detected in the
GST-RTA complexes but not in the GST complexes (Fig. 2A).

To further confirm an interaction of RTA with SWI/SNF
and TRAP/Mediator complexes, we transfected mammalian

expression vectors containing either GST (EBG vector) or
GST-full-length RTA (EBG-RTA vector) into 293T cells and
labeled these with [**S]methionine and [**S]cysteine. Radio-
actively labeled RTA complexes were purified with a glutathi-
one-Sepharose column and separated by SDS-PAGE (Fig.
2B). This analysis showed that full-length RTA interacted in
living cells with multiple cellular proteins that had molecular
weights similar to those of GST-RTA complexes (C581-691).
Subsequent immunoblot assays with antibodies to specific
SWI/SNF and TRAP/Mediator subunits further demonstrated
that RTA interacted with the SWI/SNF complex and the
TRAP/Mediator complex in living cells (Fig. 2B). These results
demonstrate that the carboxyl region of RTA interacts effi-
ciently with SWI/SNF and TRAP/Mediator. In addition, since
the binding assay was performed in the absence of an RTA-
dependent promoter sequence, RTA likely interacts with cel-
lular transcription cofactors independently of the DNA tem-
plate.

Specific region of RTA required for SWI/SNF and TRAP
interaction. To define the specific region of RTA required for
the interaction with SWI/SNF and TRAP/Mediator complexes,
additional GST-RTA fusion proteins, GST-RTA(C598-691),
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FIG. 2. Interaction between RTA and cellular transcription cofactors. (A) In vitro interaction between RTA and cellular transcription
cofactors. Lysates of Raji B cells were mixed with GST and GST-RTA(C581-691) or used for immunoprecipitation (IP) with the antibodies to
cellular transcription cofactors indicated at the right side of the figure. Polypeptides present in GST fusion complexes and immunoprecipitation
complexes were separated by SDS-PAGE, followed by immunoblot assay with the same antibodies. (B) Interaction between RTA and cellular
transcription cofactors. [*>S]methionine/cysteine-labeled 293T cells transfected with the EBG or EBG-RTA vector were used for glutathione-
Sepharose affinity chromatography (resin). The bound GST fusion complexes were separated by SDS-PAGE followed by autoradiography (left
panel). The bracket indicates the GST-RTA protein, and asterisks indicate the proteins associated with GST-RTA. Lysates were also used for
glutathione-Sepharose affinity chromatography or Immunoprecipitation with antibodies to cellular transcription cofactors as indicated at the right
side of the figure. Polypeptides present in the GST fusion and immunoprecipitation complexes were separated by SDS-PAGE, followed by
immunoblot assay with the same antibodies (right panel). Based on the comparison between GST-RTA pulldown and immunoprecipitation, 12.5%
of Brgl, 7.2% of BAF170, 5.4% of BAFS5, 4% of TRAP220, 4.1% of PCQAP, 7.3% of TRAP, and 70% of TRAP95 were copurified by GST-RTA
protein.

GST-RTA(C627-691), and GST-RTA(C598-644), were gener-
ated (Fig. 3A). Pulldown assays showed that the GST-
RTA(C598-691) and GST-RTA(C598-644) fusion proteins in-
teracted with the SWI/SNF and TRAP complexes as efficiently
as GST-RTA(C581-691) (Fig. 3C). In contrast, GFT-
RTA(C627-691) was not capable of interacting with the SWI/
SNF and TRAP/Mediator complexes under the same condi-
tions (Fig. 3C). Immunoblot analysis confirmed that cellular

proteins associated with GST-RTA(C598-691) and GST-
RTA(C598-644) were part of the SWI/SNF and TRAP/Medi-
ator complexes (data not shown). This indicates that a se-
quence of 47 amino acids of RTA is necessary for interacting
with SWI/SNF and TRAP complexes.

Our previous report showed that the sequence between
amino acids 607 and 626 likely plays an important role in
RTA-mediated transcriptional activation (16). Although there
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FIG. 3. Identification of region of RTA required for interaction with cellular transcription cofactors and their role in RTA-mediated
transcriptional activation. (A) Schematic diagram of RTA mutants. RTA contains an N-terminal basic domain, an internal leucine zipper (LZ)
motif, and a C-terminal transcription activation domain (TAD). Each RTA mutant is described in detail in the text. (B) Conserved sequences in
the carboxyl transcription activation domain of gamma-2 herpesvirus RTA homologs. Asterisks indicate the conserved amino acid sequences that
were mutated. (C) The conserved sequence at the carboxyl activation domain of RTA is necessary for interaction with cellular transcription
cofactors. [**S]methionine/cysteine-labeled Raji B cells were mixed with GST, GST-RTA, and GST-RTA mutants. **S-labeled polypeptides
associated with GST fusion proteins were separated by SDS-PAGE, followed by autoradiography. A similar amount of each GST fusion protein
was used in this assay (bottom panel). Asterisks indicate the cellular proteins associated with GST-RTA fusion proteins. (D) The conserved
sequence at the carboxy-terminal region of RTA is required for efficient transcriptional activation of the RTA (Rp) and ORF57 (Mp) promoters.
293T cells were transfected with an expression vector containing RTA or one of its mutants together with the Rp-luciferase (open rectangle) or
Mp-luciferase (solid rectangle) reporter. The RSV-B-galactosidase vector was included as a transfection control. Luciferase activity was measured
at 48 h posttransfection, and luciferase values were normalized by B-galactosidase activity. Luciferase activity is represented as the average of three
independent experiments. Error bars indicate the standard error. The expression levels of RTA and its mutants are shown (bottom panel).
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is poor sequence homology of the carboxyl transcriptional ac-
tivation domain among RTA homologs of gamma-2 herpesvi-
ruses, several amino acids between 607 and 626 are highly
conserved. These are the two glutamic acids at residues 612
and 613 and the three residues ILQ at 619 to 621 (Fig. 3B). In
particular, the ILQ sequence has also been shown to be con-
served in the activation domain of other viral and cellular
transcription factors, including VP16, SP1, CTF, and E1A (28).

To test whether these sequences are involved in the inter-
action with SWI/SNF and TRAP complexes, we generated
GST-RTA fusions containing mutations at these sequences as
follows. The two glutamic acids at residues 612 and 613 were
replaced with alanines to generate GST-RTA(C598-691 DD-
AA), the ILQ residues at 619 to 621 were replaced with ala-
nines to generate GST-RTA(C598-691 ILQ-AAA), and 10
amino acids at residues 612 to 621 were deleted to generate
GST-RTA(C598-691 ADD-ILQ) (Fig. 3A and 3C). Interest-
ingly, GST-RTA(C598-691 ILQ-AAA) migrated in SDS-
PAGE with a slightly altered rate, suggesting a conformation
change (bottom of Fig. 3C). Similar amounts of GST-RTA
fusion proteins were used for the pulldown assay with 33S-
labeled Raji cell lysates. We found that all three point muta-
tions or deletions at the conserved sequences of the RTA
carboxyl region abolished its interaction with SWI/SNF and
TRAP/Mediator complexes (Fig. 3C). This result was further
confirmed by immunoblot assay with antibodies to SWI/SNF
and TRAP/Mediator complexes (data not shown). These re-
sults indicate that a region of 47 amino acids of RTA is nec-
essary for interacting with SWI/SNF and TRAP/Mediator
complexes and that the conserved sequences of this region
appear to play an important role in this interaction.

Role of SWI/SNF and TRAP/Mediator complexes in RTA-
mediated transcriptional activation. To elucidate the role of
the RTA interaction with SWI/SNF and TRAP/Mediator com-
plexes, we examined the level of transcriptional activity of
RTA(DD-AA), RTA(ILQ-AAA), and RTA(ADD-ILQ) mu-
tants, which do not bind to SWI/SNF and TRAP complexes, as
shown in Fig. 2B. As a control, we included RTA AAD, which
contains a deletion of the carboxy-terminal transcriptional ac-
tivation domain (amino acids 598 to 691) (16). While wild-type
RTA activated its own promoter (Rp) and the ORF57 pro-
moter (Mp) by 30- to 50-fold, the RTA(DD-AA), RTA(ILQ-
AAA), and RTA(ADD-ILQ) mutants exhibited a marked re-
duction of transcriptional activation activity (Fig. 3D). The
RTA(ADD-ILQ) mutant in particular exhibited very little
transcriptional activation activity compared to wild-type RTA,
whereas the RTA AAD deletion mutant had no activity (Fig.
3D). RTA and its mutants were expressed at equivalent levels
(Fig. 3D). These results indicate that mutations at the con-
served sequences which cripple the interaction with SWI/SNF
and TRAP/Mediator complexes drastically reduce the RTA-
mediated activation of Rp and Mp promoter activity, suggest-
ing an important role of SWI/SNF and TRAP complexes in
RTA-mediated transcription of Rp and Mp.

SWI/SNF complex facilitates RTA-mediated transcriptional
activation. Since RTA interacts with the chromatin-remodel-
ing SWI/SNF complex that contains DNA-dependent ATPase
activity, we examined ATPase activity in the affinity-purified
RTA complexes. After incubation with DNase and ethidium
bromide to exclude any potential contamination by chromo-
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somal DNA, crude extracts from Raji B cells were mixed with
GST or GST-RTA(C581-691). After extensive washing, affin-
ity-purified GST and GST-RTA(C581-691) complexes were
assayed for ATPase activity. Purified GST-RTA(C581-691)
complexes contained an approximately threefold-higher basal
level of ATPase activity than purified GST complexes (Fig.
4A). In addition, this ATPase activity was significantly en-
hanced by the addition of template plasmid DNA (Fig. 4A). In
contrast, GST complexes did not contain a significant level of
ATPase activity, nor did the addition of template plasmid
DNA augment ATPase activity (Fig. 4A). These results dem-
onstrate that purified RTA complexes contain a strong DNA-
dependent ATPase activity that appears to be derived from the
SWI/SNF complex.

The human SWI/SNF complex consists of multiple compo-
nents, including BAF47, BAF50, BAF155, BAF170, BAF250,
INI1, and Brgl (33). The carboxyl domain of Brgl in particular
has been shown to interact with numerous cellular factors,
including pRb, p107, and p130 (41). Thus, we examined
whether RTA potentially targeted Brgl for a direct interac-
tion. To test this, the individual domains of Brgl were fused in
frame into GST. GST-Brgl(Pro/charged) protein contains the
amino-terminal proline-rich and charged regions; the GST-
ATP1 and GST-ATP2 proteins contain the first and second
portions of ATPase region, respectively; and GST-Brgl-BR
contains the carboxyl E7-like sequence and Bromo domain
(Fig. 4B). In addition, GST-INII, containing a full-length INI1,
was included as a control. [**S]methionine-labeled RTA and
luciferase proteins from in vitro translation were mixed with
GST, GST-Brgl, and GST-INI1 fusion proteins. After exten-
sive washing, polypeptides associated with GST, GST-Brgl,
and GST-INI1 fusion proteins were separated by SDS-PAGE,
followed by autoradiography (Fig. 4B). The resulting gel
showed that GST-Brgl-BR interacted efficiently with RTA,
whereas GST, GST-INI1, and other GST-Brg1 fusion proteins
did not. The interaction between RTA and GST-Brgl-BR ap-
peared to be specific because the GST-Brgl-BR fusion protein
showed no apparent interaction with [*>S]methionine-labeled
luciferase under the same conditions (Fig. 4B). These results
indicate that, as seen with other cellular factors (41), KSHV
RTA is capable of interacting with the carboxy-terminal do-
main of Brgl.

To investigate the functional role of the interaction between
the SWI/SNF complex and RTA, we cotransfected expression
vectors containing RTA and Brgl cDNA together with the
RTA promoter (Rp) luciferase reporter vector into SW13 ad-
renal carcinoma cells, which lack a functional Brgl gene. In the
absence of a functional Brgl, RTA induced basal Rp promoter
activity (Fig. 4C). In contrast, coexpression of Brgl strongly
enhanced RTA activity, resulting in over eightfold induction of
Rp promoter activity (Fig. 4C). This result suggests that the
efficient activation of Rp promoter activity by RTA requires a
functional SWI/SNF complex.

TRAP/Mediator complex is essential for RTA-mediated
transcription in vitro. To establish the functional conse-
quences of an interaction of RTA with the TRAP/Mediator
complex, we first asked if TRAP could function as a coactivator
for RTA-mediated transcription in an in vitro transcription
reaction with nuclear extracts. We have shown previously that
TRAP2S antibody efficiently depletes the majority of TRAP/
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FIG. 4. ATPase activity in RTA complexes and the role of Brgl in RTA-mediated transcriptional activation. (A) The presence of ATPase
activity in RTA complexes. Raji B-cell lysates were mixed with GST or GST-RTA(C581-691). After extensive washing, GST and GST-RTA(C581-
691) complexes were used for ATP hydrolysis in the presence or absence of 20 nM plasmid DNA. The reaction from each time point was separated
on polyethyleneimine-cellulose thin-layer chromatography plates, and the ratio of inorganic phosphate to ATP was quantitated by PhosphorIm-
ager. (B) Interaction of RTA with the carboxyl region of Brgl. The GST-Brgl fusion protein contains each domain of Brgl depicted in the top
panel. [*>S]methionine-labeled RTA and luciferase proteins from in vitro translation were mixed with GST or GST-Brgl fusion protein. After
extensive washing, **S-labeled polypeptides associated with GST or GST-Brgl fusion protein were separated by SDS-PAGE, followed by
autoradiography. Lane 1 indicates 10% input amount of RTA or luciferase protein used for the binding assay. (C) The role of Brgl in
RTA-mediated transcriptional activation. SW13 cells were transfected with expression vector and reporter vector as indicated below the figure.
Luciferase activity was measured at 48 h posttransfection, and luciferase values were normalized by B-galactosidase activity. Luciferase activity is
represented as the average of three independent experiments. Error bars indicate the standard error.

Mediator complex from the nuclear extract, leaving RNA poly-
merase II and other general transcription factors unaffected
(4). Thus, we tested the intact nuclear extracts and TRAP/
Mediator-depleted nuclear extracts for the ability of TRAP/

Mediator to support transcriptional activation induced by
Gal4-RTA, which contains the C-terminal activation domain
of RTA (16, 28). In addition, the GSHML plasmid has five
copies of a Gal4 binding site upstream of a hybrid core pro-
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FIG. 5. Interaction of RTA with TRAP/Mediator complex.
(A) The essential role of TRAP/Mediator in in vitro RTA-mediated
transcription. Each in vitro transcription reaction mixture contained 20
pg of nuclear extract (lanes 1 and 2, untreated; lanes 3 and 4, anti-
TRAP25 antibody-depleted nuclear extract [AMED]). Gal4-
RTA(C581-691) protein was used as an activator, and 50 ng of
pG5SHML template was added as a template. Relative transcription
(Txn) levels, determined by PhosphorImager analysis, are indicated.
(B) RTA interacts directly with the TRAP230 subunit when bound to
the TRAP/Mediator complex. One-half milliliter of HeLa nuclear ex-
tract was incubated with 10 ug of GST or GST-RTA(C581-691) for 7 h
at 4°C and washed with phosphate-buffered saline. The bound proteins
were exposed to increasing amounts of the crosslinker DSP in dimethyl
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moter and permits measurement of the transcriptional activity
of the Gal4-RTA fusion (4).

In the intact nuclear extracts, Gal4-RTA protein activated in
vitro transcription of GSHML up to 46-fold (Fig. 5A). By
striking contrast, Mediator-depleted extracts had only a basal
level of Gal4-RTA transcriptional activation (Fig. 5A, lane 3).
The reconstitution of purified TRAP/Mediator complex into
Mediator-depleted nuclear extracts completely restored Gal4-
RTA transcription activity (Fig. 5A, lane 4). These results
demonstrate that the reduction of Gal4-RTA transcription ac-
tivity in TRAP/Mediator-depleted nuclear extracts is due
solely to the absence of TRAP/Mediator rather than other
coimmunoprecipitated factors and that the TRAP/Mediator
complex plays an important role in RTA-mediated transcrip-
tional activation.

To gain further insight into the mechanism of action of the
TRAP/Mediator complex in RTA transcription, we investi-
gated the potential interaction of RTA with individual subunits
of the TRAP/Mediator complex. Purified TRAP/Mediator
complex was mixed with GST or GST-RTA(C581-691) and
exposed to increasing amounts of the chemical crosslinker
dithiobis succinimidyl propionate (DSP) in dimethyl sulfoxide
or dimethyl sulfoxide only for 10 min. Crosslinking reagent was
quenched by addition of Tris (pH 7.5), followed by extensive
washes with 8 M urea. Polypeptides present in GST and GST-
RTA(C581-691) complexes were subjected to an immunoblot
assay with numerous antibodies specific for the components of
the TRAP/Mediator complex.

The resulting blots showed that while RTA interacted with
TRAP230, TRAP9S5, TRAP80, MED6, TRAP25, and SRB7
subunits after treatment with the crosslinking agent, TRAP230
exhibited a saturated level of binding activity to GST-
RTA(C581-691) even at the lowest concentration of DSP
tested (Fig. 5B, lane 5). In contrast, the amounts of other
TRAP subunits binding to GST-RTA(C581-691) gradually in-
creased as the DSP concentration was increased (Fig. 5B).
None of the TRAP subunits tested was shown to bind to GST
protein under the same conditions, indicating the specificity of
the RTA interaction with TRAP subunits (Fig. 5B). This also
suggests that TRAP230 has a higher affinity for RTA protein
than other TRAP subunits.

To further characterize this, GST, GST-RTA(C598-691),

sulfoxide or dimethyl sulfoxide only for 10 min at room temperature.
Lane 1, nuclear extract (NE, 5% of starting nuclear extract); lanes 2
and 4, affinity purification of GST and GST-RTA, respectively, before
DSP treatment; lanes 3 and 7, 0.32 mM DSP; lane 5, 0.02 mM DSP;
lane 6, 0.08 mM DSP. The crosslinking reagent was quenched by
addition of Tris (pH 7.5) to a final concentration of 50 mM. After
extensive washing with 8 M urea (lanes 3, 5, 6, and 7), polypeptides
present in GST and GST-RTA(C581-691) complexes were subjected
to the immunoblot assay with antibodies specific to TRAP230,
TRAP95, TRAP80, MED6, TRAP2S, and SRB7 subunits. (C) Inter-
action of RTA with TRAP230. [**S]methionine-labeled TRAP230,
TRAP230N, TRAP230C1, TRAP230C2, TRAP100, TRAPS0, and
PCQAP proteins from in vitro translation reactions were mixed with
GST (lane 2), GST-RTA(C598-691) (lane 3), or GST-RTA(C598-
691ADD-ILQ) (lane 4). After extensive washing with lysis buffer, 3>S-
labeled polypeptides associated with GST fusion proteins were sepa-
rated by SDS-PAGE, followed by autoradiography. Lane 1 indicates
10% of an input amount of each protein used for the binding assay.
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and GST-RTA(C598-691 ADD-ILQ) fusion proteins
were mixed with [*>S]methionine-labeled TRAP subunits,
TRAP230, TRAP100, TRAP80, and PCQAP, followed
by autoradiography. In addition to full-length TRAP230,
three fragments of TRAP230, TRAP230N, TRAP230C1, and
TRAP230C2, were included in this assay. The results showed
that the carboxyl activation domain of RTA interacted effi-
ciently with TRAP230, TRAP230C1, and TRAP230C2 but not
with TRAP230N, TRAP100, TRAP80, and PCQAP (Fig. 5C).
In contrast, the RTA(ADD-ILQ) mutant did not interact with
full-length TRAP230 and its C-terminal fragments under the
same conditions (Fig. 5C). This result shows an activation
domain-dependent interaction of RTA with the TRAP230 sub-
unit.

Recruitment of cellular transcriptional cofactors into RTA-
dependent promoters. RTA activates expression from the pro-
moters of several KSHV genes, including its own promoter
(Rp), ORF57 (Mp), polyadenylated nuclear RNA (PANp),
vOX2 (vOX2p), and vIRF1 (VIRFp), but RTA cannot activate
expression of KSHV DNA polymerase (POLp) and glycopro-
tein B (gBp). To investigate whether RTA recruits cellular
transcriptional cofactors into the RTA-dependent promoters,
we performed chromatin immunoprecipitation experiments.
For this assay, we used a KSHV-infected BCBL1 cell line
(TRExBCBL1) in which Myc epitope-tagged wild-type RTA or
the RTA AAD mutant gene was integrated into the chromo-
somal DNA under the control of a tetracycline-inducible pro-
moter. Treatment of these cells with doxycycline strongly ac-
tivated RTA and RTA AAD expression (data not shown).

KSHV-infected TREXBCBLI cells with or without doxycy-
cline treatment were subjected to the chromatin immunopre-
cipitation assay. RTA-dependent viral promoters (Rp, Mp,
PANp, vOX2p, and VIRFp) and RTA-independent viral pro-
moters (POLp and gBp) were tested for RTA binding and the
recruitment of cellular transcription cofactors. Twenty-four
hours after doxycycline treatment, wild-type RTA was readily
detected on the RTA-dependent promoters (Rp, Mp, PAND,
vOX2p, and vIRFp) but not on the RTA-independent promot-
ers (POLp and gBp) (Fig. 6A). Additionally, the recruitment of
TBP, CBP, Brgl, BAF170, TRAP220, and TRAP100 as well as
acetylated histone was strongly detected on the RTA-depen-
dent promoters (Rp, Mp, PANp, vOX2p, and vIRFp), whereas
it was not detected on the RTA-independent promoters
(POLp and gBp) (Fig. 6A). In the absence of RTA expression,
however, none of the cellular transcription cofactors were re-
cruited to viral promoters, indicating that RTA is necessary for
the recruitment of cellular transcription cofactors (Fig. 6A).
This finding was further supported by the results from
TRExBCBLLI cells expressing the RTA AAD mutant. Because
of the presence of the amino-terminal DNA binding region,
RTA AAD was detected on the Rp promoter (Fig. 6A, bottom
two panels). However, due to the lack of the carboxyl activa-
tion domain on the RTA AAD mutant, none of these cellular
transcriptional cofactors were recruited onto the Rp promoter
(Fig. 6A, bottom two panels). Finally, a reChip assay further
confirmed that RTA interacted with and recruited CBP, Brgl,
and TRAP220 onto the Rp promoter (Fig. 6B).

Recent reports indicate that cellular transcription cofactors
act in both a sequential and combinatorial manner to reorga-
nize chromatin templates and to activate transcription (14, 32,
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33). To test the potential ordered recruitment of cellular co-
factors to the Rp promoter, TREXBCBLI1-RTA cells were
treated with doxycycline and then subjected to the chromatin
immunoprecipitation assay (Fig. 6C). The results showed that
RTA was recruited to the Rp promoter at a rate similar to that
of CBP, Brgl, and TRAP220. The occupancy of these proteins
on the Rp promoter was detected immediately after doxycy-
cline treatment and increased gradually up to 24 h (Fig. 6C).
Thus, these results suggest that the multiple complexes con-
taining RTA and cellular transcription cofactors are assembled
and then recruited to the Rp promoter at a similar rate.

Recruitment of TRAP/Mediator and SWI/SNF complexes is
required for RTA-mediated KSHV Iytic reactivation. RTA
has been shown to be sufficient to induce a complete cy-
cle of KSHV lIytic reactivation. To assay the induction
of KSHV gene expression by wild-type RTA and its mu-
tants, we treated TREXBCBL1-cDNAS, TREXxBCBL1-RTA,
TRExXBCBL1-RTA AAD, and TREXBCBL1-RTA(ADD-ILQ)
cells with 1 pg of doxycycline per ml. As shown in Fig. 3,
RTA(ADD-ILQ), which contains a deletion of amino acids 612
to 621, does not interact with TRAP/Mediator and SWI/SNF
complexes and lacks transcriptional activation. Despite its
complete loss of transcriptional activation activity, the RTA
AAD mutant still contains intact DNA binding activity and
thus functions as a dominant negative mutant that suppresses
KSHYV lytic reactivation (28).

For the RNase protection assay, we chose to analyze three
genes (RTA, ORF57, and vIRF1) having RTA-dependent ex-
pression. Also, a probe for the gene encoding ribosomal pro-
tein L32, which serves as a housekeeping gene, was included as
a control. Total RNA was harvested at 0, 6, and 12 h after
doxycycline (1 pg/ml) treatment and analyzed by the RNase
protection assay. Within a short period of doxycycline treat-
ment, rapid, robust expression of the RTA, ORF57, and vIRF1
genes was detected in TRExBCBL1-RTA cells, and the expres-
sion of these genes was further increased at 12 h of treatment
(Fig. 7A). By striking contrast, the expression of RTA, ORF57,
and vIRF1 was undetectable in TRExBCBL1-cDNAS5, TREx-
BCBL1-RTA AAD, and TREXxBCBL1-RTA(ADD-ILQ) cells
under the same conditions (Fig. 7A). Similar levels of 132
transcript were detected in all these cells (Fig. 7A).

To further address the role of the RTA interaction with
the TRAP/Mediator and SWI/SNF complexes, we exam-
ined the level of KSHV lytic reactivation of TRExBCBLI1-
cDNAS, TREXxBCBL1-RTA, TREXBCBL1-RTA AAD, and
TRExBCBLI-RTA(ADD-ILQ) cells. The reactivation assay
used a polyclonal antibody that recognizes the K8.1 envelope
glycoprotein expressed with late kinetics. This protein is spe-
cific to lytically infected cells, since it is expressed only on cells
that are committed to viral reactivation. Approximately 1.7%
of TREXBCBL1-cDNAS cells showed spontaneous surface ex-
pression of K8.1 before doxycycline stimulation and did not
increase K8.1 surface expression after 3 days of doxycy-
cline stimulation (Fig. 7B). In contrast, TRExXBCBL1-RTA
cells showed a dramatic increase in K8.1 surface expression:
more than 74% of these cells underwent lytic reactivation
after 3 days of stimulation (Fig. 7B). However, both
TRExBCBL1-RTA(ADD-ILQ) and TRExBCBCLI1-RTA
AAD cells showed little or almost no increase in K8.1 surface
expression after 3 days of doxycycline stimulation (Fig. 7B). In
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FIG. 6. Recruitment of cellular transcription cofactors to RTA-dependent promoters. (A) Chromatin immunoprecipitation assay of RTA-
dependent and RTA-independent promoters. KSHV-infected TRExBCBL1-RTA cells or TREXBCBL1-RTA(ADD-ILQ) cells (bottom two
panels) were collected without treatment or after 24 h of treatment with 1 pg of doxycycline per ml. Chromatin immunoprecipitation assays were
performed with antibodies against the protein indicated at the top. PCR products corresponding to each viral promoter were generated from an
aliquot (1/10) of total immunoprecipitated material (Input). (B) ReChip assay. TREXBCBL1-RTA cells were stimulated for 24 h with 1 pg of
doxycycline per ml and subjected to the chromatin immunoprecipitation assay as described above. After washing the protein-G-Sepharose beads
from the primary immunoprecipitation shown on the left panel, the complexes were eluted by incubation with 10 mM dithiothreitol at 37°C for
30 min and diluted to 40 times the original volume. Eluates were reimmunoprecipitated with the second antibody indicated at the top of figure,
followed by PCR amplification. PCR products were generated from an aliquot (1/10) of total immunoprecipitated material (Input). (C) Time
course of chromatin immunoprecipitation assay. TREXBCBL1-RTA cells were stimulated with doxycycline for 1, 3, 6, 12, and 24 h and then used
for the chromatin immunoprecipitation assay as described above. PCR products were generated from an aliquot (1/10) of total immunoprecipitated

material (Input).
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FIG. 7. Recruitment of TRAP/Mediator and SWI/SNF complexes is required for RTA-mediated KSHV lytic reactivation. (A) Activation of
KSHV RTA, ORF57, and vVIRF1 gene expression by RTA and its mutants. After doxycycline treatment for 0, 6, and 12 h, RNA was extracted from
KSHV-infected TREXBCBL1-cDNAS5, TRExBCBL1-RTA, TREXBCBL1-RTA AAD, and TREXxBCBL1-RTA(ADD-ILQ) cells, and 5 pg of total
RNA was subjected to RNase protection assay analysis with **P-labeled riboprobe templates. The protected RNA fragments were separated by
5% PAGE and visualized with a PhosphorImager. (B) Level of KSHYV lytic reactivation. Three days after stimulation with (red) or without (blue)
doxycycline, cells [TREXBCBL1-cDNAS, TRExBCBL1-RTA, TREXBCBL1-RTA AAD, and TREXBCBL1-RTA(ADD-ILQ)] were fixed with
paraformaldehyde and reacted with K8.1 rabbit serum, followed by fluorescein isothiocyanate-conjugated anti-rabbit immunoglobulin secondary
antibody. Blue numbers and red numbers in the box indicate the percentages of K8.1-positive cells with and without stimulation, respectively. The
data were reproduced in three independent experiments. (C) Equivalent amounts of RTA and its mutant proteins. Three days after stimulation
with doxycycline, cell lysates were immunoblotted with an anti-Myc antibody to detect the Myc-tagged RTA protein.

particular, TREXxXBCBCL1-RTA AAD cells showed extremely
low K8.1 expression with or without stimulation, which was
likely due to the dominant negative activity of the RTA AAD
mutant (Fig. 7B). Wild-type RTA, RTA(ADD-ILQ), and RTA
AAD were expressed at equivalent levels in KSHV-infected
TRExBCBLI1 cells (Fig. 7C). In addition, expression of
RTA(DD-AA) and RTA(ILQ-AAA) also showed little or no
increase in K8.1 surface expression under the same conditions
(data not shown). Thus, these results show a strong correlation
between the ability of RTA to activate viral lytic reactivation
and the ability to recruit SWI/SNF and TRAP/Mediator com-
plexes.

DISCUSSION

Chromatin remodeling acts as an essential and key element
of transcriptional regulation by controlling the ability of many
transcription factors to access the genome (23, 25, 32, 46). An
ATP-dependent SWI/SNF complex and a histone acetyltrans-
ferase family protein appear to act synergistically to establish a
local chromatin structure that is permissive for subsequent
events. In addition, TRAP/SMCC/Mediator, which is a large

complex composed of polypeptides ranging in size from 10 to
240 kDa, functions as an interface between sequence-specific
transcription factors and the general transcriptional apparatus
(30, 32).

Using affinity purification and mass spectrometry analysis,
we found that KSHV RTA recruits numerous cellular tran-
scription cofactors, including CBP, SWI/SNF complex, and
TRAP/Mediator complex. While most but not all subunits of
SWI/SNF and TRAP/Mediator complexes were isolated from
our analysis, additional coimmunoprecipitation and immuno-
blot assays unambiguously demonstrated that RTA interacts
with these complexes. Furthermore, our chromatin immuno-
precipitation assay showed that RTA also recruits a p160 fam-
ily member, NcoA-1/steroid receptor coactivator-1 (SRC-1), to
its own promoter (unpublished results). Transcriptional acti-
vation by numerous cellular factors, specifically nuclear recep-
tors, also requires multiple cellular cofactors that act in both a
sequential and combinatorial manner to reorganize chromatin
templates and to modify and recruit basal transcription factors
and RNA polymerase II (20, 32, 33). These cofactors include
the p160 family, SWI/SNF complex, CBP/p300/PCAF, TRIP/



2066 GWACK ET AL.

DRIP/ARC complex, and TRAP/SMCC/Mediator complex.
This suggests that RTA resembles cellular nuclear receptors in
the recruitment of cellular transcription cofactors and in the
initiation of gene expression. Thus, our findings indicate that
the molecular strategies that underlie RTA-mediated KSHV
reactivation require the actions of a large number of transcrip-
tional cofactors, which reorganize viral promoter chromatin
structure and further recruit basal transcriptional factors to
initiate well-controlled viral gene expression.

Previous reports have demonstrated that numerous cellular
proteins, including Oct-1, RBP Jk, and the novel cellular pro-
tein MGC2663, interact with RTA and that this interaction is
mediated through the amino-terminal DNA binding domain
and the central leucine zipper motif of RTA. Despite low
sequence homology at the carboxyl transcriptional activation
domain among RTA homologs of gamma-2 herpesviruses, this
region has been shown to play a critical role in transcription
activation of KSHV genes and thereby induction of viral reac-
tivation. Furthermore, we have demonstrated that mutations
of two glutamic acids at residues 612 and 613 and the ILQ
sequence at residues 619 to 621 of RTA cripple the interaction
of RTA with SWI/SNF and TRAP/Mediator complexes and
that the loss of interaction with cellular transcription cofactors
results in a drastic reduction in RTA-mediated transcriptional
activity and thereby KSHYV reactivation. This indicates that a
specific interaction of RTA with the SWI/SNF and TRAP/
Mediator complexes plays an important role in RTA-mediated
transcription.

Of note, while the loss of interaction with these cellular
cofactors results in a drastic reduction in RTA-mediated gene
expression, a minor level, less than 3%, of RTA activity still
remained in viral reactivation. This low level of RTA activity
may be derived from other cellular factors, including Oct-1,
Stat3, novel cellular protein MGC2663, RBP Jk, or other pro-
teins not yet characterized. Finally, we also found that, similar
to KSHV RTA, the herpesvirus saimiri and gammaherpesvirus
68 RTA homologs interact with CBP, SWI/SNF, and TRAP/
Mediator, suggesting that an interaction with these cellular
cofactors is a general mechanism for gamma-2 herpesvirus
reactivation (unpublished results). Further study of the syner-
gistic contribution of these cellular cofactors to viral gene ex-
pression will provide the detailed molecular mechanism of
gamma-2 herpesvirus replication and assist in the development
of antiviral therapeutic agents.

Upon external signals, such as chemical treatment, RTA
gene expression is initiated, and subsequently RTA recruits a
number of transcription coactivator complexes (such as CBP,
SWI/SNF complex, TRAP/mediator complex) and basic tran-
scription machinery onto its own promoter and other RTA-
dependent promoters. A recent report (39) showed that a
complete preinitiation complex, including phosphorylated
RNA polymerase II, is assembled at the human antitrypsin
promoter long before the recruitment of transcription cofac-
tors, suggesting that chromatin reconfiguration is a defining
step of the initiation process, acting after the assembly of the
RNA polymerase II machinery. In contrast, chromatin remod-
eling prior to preinitiation complex assembly is required at the
beta interferon gene promoter (1). Further study is necessary
to define the specific order of transcription factor assembly on
the RTA promoter.
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An important step in the herpesvirus life cycle is the switch
from latency to lytic replication, and this switch should be well
controlled at the molecular and cellular level. In this study, we
have demonstrated that KSHV RTA recruits CBP and SWI/
SNF chromatin remodeling complex and TRAP/Mediator
transcriptional regulatory complex into viral promoters
through interactions with a short acidic sequence in its carbox-
yl-terminal region. The recruitment strongly correlates with
and presumably is essential for RTA-dependent viral gene
expression and thereby viral lytic reactivation. Thus, these re-
sults not only have important implications for understanding
the molecular basis of KSHV RTA action but also suggest a
basis for the synergistic contributions of cellular transcription
cofactors to gamma-2 herpesvirus reactivation.
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