
MOLECULAR AND CELLULAR BIOLOGY, July 2002, p. 4450–4462 Vol. 22, No. 13
0270-7306/02/$04.00�0 DOI: 10.1128/MCB.22.13.4450–4462.2002

Acetylation of Nucleosomal Histones by p300 Facilitates Transcription
from Tax-Responsive Human T-Cell Leukemia Virus Type 1

Chromatin Template
Hanxin Lu,1,2 Cynthia A. Pise-Masison,1 Terace M. Fletcher,3 R. Louis Schiltz,4 Akhilesh K. Nagaich,3

Michael Radonovich,1 Gordon Hager,3 Philip A. Cole,5 and John N. Brady1*
Virus Tumor Biology Section, Basic Research Laboratory,1 and Laboratory of Receptor Biology and Gene Expression,3 National

Cancer Institute, and Muscle Gene Expression Group, Laboratory of Muscle Biology, National Institute of Arthritis and
Musculoskeletal and Skin Diseases,4 National Institutes of Health, Bethesda, Maryland 20892; Department of Pharmacology and

Molecular Sciences, Johns Hopkins University School of Medicine, Baltimore, Maryland 212055; and Graduate Genetics Program,
Institute for Biomedical Sciences, The George Washington University, Washington, D.C. 200372

Received 7 December 2001/Returned for modification 6 February 2002/Accepted 9 April 2002

Expression of human T-cell leukemia virus type 1 (HTLV-1) is regulated by the viral transcriptional
activator Tax. Tax activates viral transcription through interaction with the cellular transcription factor CREB
and the coactivators CBP/p300. One key property of the coactivators is the presence of histone acetyltrans-
ferase (HAT) activity, which enables p300/CBP to modify nucleosome structure. The data presented in this
manuscript demonstrate that full-length p300 and CBP facilitate transcription of a reconstituted chromatin
template in the presence of Tax and CREB. The ability of p300 and CBP to activate transcription from the
chromatin template is dependent upon the HAT activity. Moreover, the coactivator HAT activity must be
tethered to the template by Tax and CREB, since a p300 mutant that fails to interact with Tax did not facilitate
transcription or acetylate histones. p300 acetylates histones H3 and H4 within nucleosomes located in the
promoter and 5� proximal regions of the template. Nucleosome acetylation is accompanied by an increase in
the level of binding of RNA polymerase II transcription factor TFIID and RNA polymerase II to the promoter.
Interestingly, we found distinct transcriptional activities between CBP and p300. CBP, but not p300, possesses
an N-terminal activation domain which directly activates Tax-mediated HTLV-1 transcription from a naked
DNA template. Finally, using the chromatin immunoprecipitation assay, we provide the first direct experi-
mental evidence that p300 and CBP are associated with the HTLV-1 long terminal repeat in vivo.

Human T-cell leukemia virus type 1 (HTLV-1) is a human
lentivirus and the etiologic agent of adult T-cell leukemia and
the neurological disorder tropical spastic paraparesis–HTLV-
1-associated myelopathy (20, 37, 52, 54, 74). Studies have
shown that the transactivator protein Tax, encoded by the pX
region of HTLV-1, is a potent activator of the HTLV-1 long
terminal repeat (LTR) (for reviews, see references 8, 11, 72,
and 73). Tax has also been shown to activate transcription of a
number of cellular genes, including interleukin-2 (IL-2) and
IL-2R� (5, 13, 16, 18, 23, 48). Tax does not bind to DNA
directly but activates transcription by recruiting or modifying
the activity of cellular transcription factors, including CREB
(cyclic AMP-responsive element binding protein), serum re-
sponsive factor (SRF), and NF-�B (1, 6, 8, 17, 31, 34, 36, 41, 43,
46, 56, 62–64, 70, 71). Because Tax plays such an important
role in gene expression and pathogenesis of HTLV-1, numer-
ous studies have been directed toward the mechanism of Tax
transactivation. It has been shown that Tax activates expression
of viral genes via the LTR. Three highly conserved 21-bp
repeat elements located within the LTR, termed the Tax-re-
sponse elements (TRE), are critical to Tax-mediated transcrip-
tional activation (10). Tax associates with the LTR through
interaction with CREB (75). The formation of this Tax-CREB

promoter complex serves as a high-affinity binding site for the
recruitment of the multifunctional cellular coactivators CBP,
p300, and PCAF (21, 25, 33, 42, 45). The direct interaction of
Tax with CBP allows the binding of the coactivator in the
absence of CREB phosphorylation, permitting specific activa-
tion of the viral LTR (42, 44).

CBP and p300 are often referred to as p300/CBP, since they
exhibit strong sequence similarity, have similar biological func-
tions, bind to common transcription factors, and are consid-
ered in many cases as functional homologues. p300 and CBP
play key roles in cellular differentiation, growth control, and
homeostasis (for reviews, see references 22 and 24). The im-
portance of p300/CBP for normal cellular metabolism has been
revealed by gene knockout studies. Gene knockouts in mice
indicate that p300 and CBP are required for normal embryonic
development and viability (40, 69). In humans, mutations in
the CBP gene are associated with Rubinstein-Taybi syndrome,
a haploinsufficiency disorder resulting in mental retardation
and other developmental abnormalities (50). Chromosomal
translocations resulting in the fusion of CBP with monocytic
leukemia zinc finger protein or with mixed lineage leukemia
protein have been found in subtypes of acute myeloid leukemia
(9). p300 gene mutations have also been reported in epithelial
cancers (19).

The transcriptional activity of p300/CBP is tightly linked to
the intrinsic histone acetyltransferase (HAT) activity domain.
Martinez-Balbas et al. demonstrated that a region of CBP
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encompassing the HAT domain could stimulate transcription
when tethered to a promoter in vivo (49). Furthermore, Parekh
and Maniatis demonstrated that virus-induced hyperacetyla-
tion of histones at the beta interferon promoter is correlated
with the interaction between the activator and p300/CBP (53).
Using an in vitro transcription system with a chromatin tem-
plate, Kadonaga’s group studied the mechanisms of transcrip-
tional enhancement by the p300 coactivator (38). They dem-
onstrated that p300 could mediate estrogen receptor-activated
gene transcription initiation in vitro in the context of a chro-
matin template but not in that of a naked DNA template.
Recently, using activator-dependent transcription on chroma-
tin templates, Kundu et al. reported that p300-mediated tran-
scription by GAL4-VP16 involved targeted histone acetylation
by p300 (39). Most recently, Asahara et al. (4) reported that
cyclic AMP-dependent recruitment of p300 to the somatosta-
tin promoter stimulated acetylation of histone H4 and in vitro
transcription from a chromatin template. Interestingly, tran-
scription is activated through a chromatin-dependent mecha-
nism in which recruitment of p300 facilitates interaction of
CREB with RNA polymerase II (RNAP II) transcription fac-
tor TFIID.

Our laboratory previously reported that CBP stimulates
Tax-mediated HTLV-1 LTR transcription initiation and reini-
tiation from a naked DNA template in vitro (35). We also
demonstrated that p300 and PCAF function as coactivators for
Tax-stimulated HTLV-1 LTR transcription (33). Harrod et al.
subsequently reported that Tax could interact directly with
both PCAF and p300/CBP in a coactivator-activator 21-bp
complex (25). The existence of such a complex raised an in-
teresting question as to which HAT (57) is required for Tax-
mediated transcription. Moreover, the identity and nature of
the exact molecular mechanism by which HAT increases tran-
scription from the HTLV-1 LTR were unclear. To address
these questions, we have developed a Tax-dependent in vitro
transcription system using reconstituted HTLV-1 TRE chro-
matin templates. We show that Tax functions with p300 or
CBP to activate transcription from the chromatin template. p300
mediates HTLV-1 LTR expression by targeted nucleosomal
acetylation, which results in recruitment of RNAP II and
TFIID onto the chromatin template. Finally, using a chromatin
immunoprecipitation (ChIP) assay, we demonstrate that p300
associates with the integrated HTLV-1 LTR in vivo.

MATERIALS AND METHODS

Chromatin reconstitution. Reconstitution was performed on a 2.0-kb NdeI-
BsrFI fragment from the 4xTRE plasmid containing four copies of the 21-bp
repeat I inserted upstream of the HTLV-1 TATA and promoter (�52 to �1) and
G-free cassette. For a control promoter, the �52 to �1 region is cloned up-
stream of the G-free region (both plasmids [2] were a kind gift from M. Ander-
son of the Medical College of Georgia). The DNA was biotinylated by filling in
the NdeI 3� end using Klenow polymerase (New England Biolabs) and the
nucleotides �-S-dTTP, �-S-dGTP, �-S-dCTP (Sigma), and biotin-dATP. Biotin-
labeled DNA (20 �g) was immobilized on 2.5 mg of streptavidin beads (Dyna-
beads M-280; Dynal) using the KiloBase binder kit (Dynal). After washing, the
bead-DNA mixtures were resuspended in embryo extract (EX) buffer [10 mM
HEPES (pH 7.6), 10 mM KCl, 1.5 mM MgCl2, 0.5 mM EGTA, 10% glycerol, 10
mM glycerophosphate, 1 mM dithiothreitol (DTT), and 1 mM 4-(2-aminoethyl)-
benzenesulfonyl fluoride hydrochloride (AEBSF) containing 0.05% NP-40] (EX-
N), 0.001% thimerosal, 0.3 mg of bovine serum albumin (BSA) per ml, and 1 mM
AEBSF to a DNA concentration of 0.1 mg/ml.

Late Drosophila embryo extracts were made according to the procedure of

Becker et al. (7), and chromatin reconstitution was carried out as described
previously (15). Specifically, chromatin was reconstituted by adding 2 �g of
immobilized DNA, 1 mg of late Drosophila extracts, and 2 �g of histone octamers
from mouse cells in a total volume of 200 �l. After rotation for 4 h at room
temperature, the reconstitution extract was removed using magnetic beads. The
chromatin was incubated at room temperature for 5 min with 0.05% Sarkosyl and
0.3 mg of BSA per ml in EX-N buffer to remove Drosophila remodeling and
assembly complexes. The chromatin was then washed once each with cold 200
mM NaCl-EX-N buffer and EX-N buffer containing 0.3 mg of BSA per milliliter
and stored in a solution containing EX-N buffer, 0.3 mg of BSA per ml, and
protease inhibitors.

Chromatin reconstitution was also carried out on a supercoiled plasmid by
using Drosophila embryo extract. Chromatin was reconstituted by adding 2 �g of
DNA, 1 mg of Drosophila extract, and 2 �g of histone octamers from mouse cells
in a total volume of 200 �l. After rotation for 4 h at room temperature, the
chromatin was analyzed by micrococcal nuclease digestion and used for in vitro
transcription assays.

Micrococcal nuclease digestion assay. Chromatin was analyzed by digesting
250 ng (25 �l) at each time point with 3 U of micrococcal nuclease per microliter
and 0.3 mM CaCl2 for 0, 0.5, 1, and 5 min at room temperature. Reactions were
stopped with 6.3 �l of 2.5% Sarkosyl–0.1 M EDTA, and then the reaction
mixtures were incubated for 1 h with 1 �l of 0.5-mg/ml RNase A. Proteins were
then digested overnight at 37°C with 4 �l of 10-mg/ml proteinase K and 0.2%
sodium dodecyl sulfate (SDS). Following an ethanol precipitation, DNA was
analyzed on a 1% agarose gel.

Restriction enzyme accessibility assay. The assays were carried out as previ-
ously described (15). Specifically, a 40-�l reaction mixture containing 0.04 �g of
biotinylated chromatin and 10 U of restriction enzyme in EX buffer was incu-
bated at 37°C for 15 min. Reactions were stopped by the addition of 10 �l of
2.5% Sarkosyl with 0.1 M EDTA. The supernatants were removed and protein
elution buffer (10 mM Tris, 2 M NaCl, 0.1% SDS, 0.1% NP-40) was added,
followed by incubation at 37°C for 30 min. Beads were washed with protein
elution buffer followed by Tris-EDTA buffer and then resuspended in 30 �l of
labeling solution containing [�-32P]ATP and 1 �l of T4 polynucleotide kinase
and incubated at 37°C for 1 h. Beads were then washed twice with Tris-EDTA,
and the DNA fragment was released from the beads by digesting with EcoRI and
analyzed by electrophoresis on a 1% agarose gel. Digested and undigested
chromatin were quantitated using the ImageQuant program. Accessibility of a
site to a specific enzyme was determined by the percentage of cleavage, calcu-
lated by dividing the amount of digested chromatin by the total amount of
chromatin.

Protein purification. The CREB protein is expressed from the pET-15b vector
(kindly provided by R. Goodman’s laboratory) under the T7 promoter. Trans-
formed Escherichia coli BL21(DE3)(pLysS) was induced by 1 mM isopropyl-D-
thiogalactopyranoside for 3 h. The protein was purified through Mono Q and
heparin columns and dialyzed against buffer E (25 mM Tris-HCl [pH 7.5], 50 mM
NaCl, 0.1% Triton X-100, 5% glycerol, 1 mM DTT). The Tax protein with a
six-histidine tag at the C terminus (TaxH6) was purified from E. coli as previously
described (33). p300 protein was expressed as Flag-tagged fusion proteins in
baculovirus-infected cells and purified through an anti-Flag M2 column. Bacu-
lovirus CBP was a kind gift from D. Thanos of Columbia University. CBP was
expressed as His-tagged protein in baculovirus-infected cells and purified as
previously described (12). ATP-utilizing chromatin assembly and remodeling
factor (ACF) was kindly provided by J. T. Kadonaga of the University of Cali-
fornia, San Diego, and baculovirus nucleosome assembly protein 1 (NAP1) was
a gift from T. Ito of the Saitama Medical School. The proteins were purified as
described before (29).

Chromatin pulldown assay. Different combinations of proteins (Tax, CREB,
p300, and CBP) were incubated with 400 �g of chromatin template in 60 �l of
acetylation buffer containing 10 mM Tris, 10 mM KCl, 5 mM MgCl2, 10%
glycerol, 1 mM DTT, 1 mM AEBSF, 10 mM sodium butyrate, and 0.5 mM acetyl
coenzyme A (acetyl-CoA) at 30°C for 30 min. Nuclear extract (200 �g) was
diluted in 200 �l of buffer [50 mM Tris (pH 7.6), 50 mM NaCl, 0.5 mM EDTA,
1 mM DTT, 5 mM MgCl2, 0.1% Triton, 5% glycerol, 2.5 mg of BSA per ml, 10
�g of poly(dI-dC) per ml, and 1 mM sodium butyrate], and the reaction was
continued for 30 min at 30°C. The beads were then washed four times with
binding buffer without BSA and poly(dI-dC). The reaction mixture was then split
into two aliquots. One portion was used to analyze the proteins bound to the
chromatin. Proteins were eluted by SDS loading buffer and loaded onto a 4 to
20% Tris-glycine gel. Immunoblotting was performed using anti-Tax (hybrid-
oma; AIDS Research and Reference Reagent Program), anti-TATA-binding
protein (TBP) (Santa Cruz Biotech), and anti-RNAP II (Berkeley Antibody
Company) antibodies. The other half of the chromatin sample was deprotein-
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ized, and DNA was released from the beads by digestion with EcoRI. Then DNA
fragments were analyzed by electrophoresis on a 1% agarose gel and stained with
ethidium bromide.

In vitro IP assay. In vitro IP was carried out as described before (33). Tax (200
ng) was incubated with 200 ng of either the region comprising amino acids 1 to
670 of p300 [p300 (1–670)] or amino acids 1 to 682 of CBP [CBP (1–682)] protein
in buffer A (50 mM Tris-HCl [pH 7.6], 50 mM NaCl, 0.5 mM EDTA, 1 mM DTT,
5 mM MgCl2, 0.1% Triton, 5% glycerol, 2.5 mg of BSA/ml) for 1 h at 4°C. One
microliter of anti-Tax monoclonal antibody or a control mouse antibody was
added and incubated for 2 h. Protein complexes were then incubated with 25 �l
of protein A-protein G agarose beads (Calbiochem) overnight. The agarose
beads were washed three times with buffer B (50 mM Tris-HCl [pH 7.6], 150 mM
NaCl, 1% NP-40, 1 mM EDTA, 5% glycerol) and boiled in 1� SDS protein gel
loading buffer. Proteins were separated by SDS-polyacrylamide gel electrophore-
sis (PAGE), and Western blotting was performed to detect p300 amino acids 1
to 670 (p300N) or the N-terminal domain of CBP (CBPN).

Histone acetylation assay. Core histone acetylation assays were performed as
described by Ogryzko et al. (51). A total of 0.2 �g of the BsrFI-NdeI fragment of
4xTRE was assembled into the chromatin template by using purified ACF and
NAP1 as described by Ito et al. (29). The chromatin template was then mixed
with 100 ng of p300 in the presence or absence of 50 ng of Tax and 50 ng of
CREB. The reaction mixtures were incubated for 30 min at 30°C in 30-�l
reaction volumes of acetylation buffer containing 10 mM HEPES, 10 mM KCl,
5 mM MgCl2, 10% glycerol, 1 mM DTT, 1 mM AEBSF, 10 mM sodium butyrate,
and 1 �l of [14C]acetyl-CoA (55 mCi/mmol; Amersham Pharmacia Biotech).
Reaction products were resolved by SDS-PAGE, dried, and exposed to a Mo-
lecular Dynamics PhosphorImager plate.

ChIP assay. The ChIP assay was carried out using the acetylated histone H3
or H4 antibody ChIP assay kit (Upstate Biotechnology) by following the methods
described by Kundu et al. (39). After the chromatin reconstitution and acetyla-
tion reactions, chromatin was digested with MNase and EDTA was added to stop
the reaction. The nucleosomes were precleared with salmon-sperm DNA-protein
A agarose beads. The supernatants were diluted 10-fold with ChIP dilution
buffer and split into three equal parts for IP with (i) no antibody, (ii) anti-
acetylated histone H3 antibody, or (iii) anti-acetylated histone H4 antibody.
After overnight rotation at 4°C, the immune complexes were collected by addi-
tion of protein A agarose beads. DNA was purified by proteinase K digestion,
phenol extraction, and ethanol precipitation and amplified by PCR using the
indicated primers. The PCR products were analyzed by electrophoresis using 1%
agarose gel and visualized with ethidium bromide staining.

The in vivo ChIP assay was performed by cross-linking protein to DNA in
intact HTVL-I cells (MT-2 and HUT102) by using a Surelite SSP UV laser
(Nagaich et al., unpublished data) (3). Samples were then processed as described
by Shang et al. (60) with minor modifications. Cells were washed with ice-cold
PBS and buffer I (0.25% Triton X-100, 10 mM EDTA, 0.5 mM EGTA, 10 mM
HEPES [pH 6.5]). Cells were then suspended in 0.3 ml of lysis buffer (1% SDS,
10 mM EDTA, 50 mM Tris-HCl [pH 8.1], and 1� protease inhibitor cocktail
[Roche Molecular Biochemicals]), sonicated three times for 10 s each, and
cleared by centrifugation for 10 min at 12,000 � g. Supernatants were collected
and diluted in IP buffer (1% Triton X-100, 2 mM EDTA, 150 mM NaCl, 20 mM
Tris-HCl [pH 8.1]), followed by preclearing with 2 �g of sheared salmon sperm
DNA and protein A-protein G beads (Oncogene Research) for 2 h at 4°C. IP was
carried out using anti-p300 (Upstate), anti-CBP (Upstate Biotech), anti-p65
(Oncogene Research), anti-Tax (Tab172), or preimmune-immunoglobulin G.
DNA was subjected to PCR analysis using specific primers for the HTLV-1 LTR
or for the IL-15R� as a control.

In vitro chromatin transcription assay. Nuclear extracts of HeLa cells were
made by the method of Dignam et al. (14) and were dialyzed against buffer
containing 20 mM HEPES (pH 7.9), 50 mM KCl, 5 mM MgCl2, and 1 mM DTT.
After chromatin reconstitution, 25 �l of chromatin reconstitute reaction mixture
(containing 250 ng of DNA) was incubated with or without purified Tax/CREB
(50 ng) and p300/CBP for 30 min at 30°C. The p300-selective HAT inhibitor
Lys-CoA was used to examine specific HAT activity. Lys-CoA (50 �M) was
incubated with p300 for 30 min on ice before addition to the chromatin template.
After incubation, HeLa nuclear extract (3- to 4-mg/ml protein) and transcription
buffer containing 20 mM HEPES (pH 7.9), 80 mM KCl, 10 mM MgCl2, and 1
mM DTT were added. After incubation at 30°C for 30 min, 4 �l of reaction
mixture (ATP, CTP, 3�-O-methyl-GTP, RNase inhibitor, and [�-32P]UTP) was
added and the incubation continued for 1 h at 30°C. Ten units of T1 RNase was
added, and the incubation was continued for another 10 min. The transcription
reaction was terminated by the addition of 200 �l of stop buffer (20 mM Tris-
HCl, 1 mM EDTA, 100 mM NaCl, 1% SDS, and 10 �g of yeast tRNA; GIBCO
catalogue no. 16051-039). RNA was phenol-chloroform extracted, ethanol pre-

cipitated, and separated by using 6% PAGE. The gel then was visualized and
quantitated with a PhosphorImager.

RESULTS

Assembly of HTLV-1 LTR chromatin template. Several
studies have shown that p300 and CBP act as coactivators of
Tax to activate transcription in vitro and in vivo. Unfortu-
nately, none of these studies were performed on a chromatin
template such that the HAT target and mechanism of trans-
activation could be analyzed. For the present study, we
developed an in vitro reconstituted HTLV-1 LTR chromatin
template by using a plasmid containing four copies of the
21-bp repeat (4xTRE) cloned upstream of the basal �52 to
�1 HTLV-1 promoter (2). For a control promoter, the �52
to �1 promoter region containing no 21-bp repeats was
cloned upstream of the G-free cassette. Drosophila embryo
extracts were used to provide a method for reconstituting
physiologically spaced nucleosomal arrays in vitro (67).
Chromatin assembly was carried out using a 2.1-kb BsrFI-
NdeI fragment of DNA from the 4xTRE plasmid immobi-
lized on streptavidin beads. The immobilized chromatin fa-
cilitates purification and analysis of the protein composition
of preinitiation and elongation transcription complexes
(15).

The reconstituted chromatin was initially analyzed by micro-
coccal nuclease digestion. As shown in Fig. 1A, a typical nu-
cleosome ladder pattern was observed, suggesting that the
nucleosomes are regularly spaced on the DNA. The nucleoso-
mal DNA fragments had a periodicity of approximately 180 bp.
We also used the restriction enzyme accessibility assay to an-
alyze the reconstituted chromatin structure (Fig. 1B). The po-
sitions of the restriction enzyme sites are indicated in the top
panel. The 4xTRE chromatin was more resistant to restriction
enzyme digestion than the naked DNA. A total of 70 to 90% of
naked DNA was cleaved by all three restriction enzymes. In
contrast, less than 20% of the reconstituted chromatin DNA
was cleaved.

We also analyzed the protein composition of the chromatin
template (Fig. 1C). As expected, the major proteins associated
with the chromatin are the histones H2A, H2B, H3, and H4,
which are present at approximately equimolar amounts (Fig.
1C, lane 2). The ratio of histone proteins looks similar to that
of the input histone sample (Fig. 1C, lane 1). Several other
minor higher-molecular-weight bands between 46 and 220 kDa
were also observed. These proteins come from the Drosophila
embryo extract and also appear in the bead control lane (Fig.
1C, lane 3), suggesting that they represent a nonspecific inter-
action with the beads. Also present in the bead control lane
was a nonspecific protein of approximately 14 kDa, which
overlaps the histone H4 band.

Transcription activation of the chromatin template by Tax/
CREB and p300 or CBP. In the experiments described below,
we tested the transcriptional activity of purified baculovirus
p300 and CBP on naked DNA and the reconstituted chromatin
template. The purity of these proteins is demonstrated by
GelCode staining (Fig. 2A). Each protein gave a single band
on an SDS gel and was judged to be more than 95% pure. The
biological activity of the purified proteins was determined by a
free histone acetylation assay (Fig. 2B). The results demon-
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strate that p300 and CBP acetylate the histone substrate (Fig.
2B, lanes 2 and 4). The HAT activity can be inhibited by
specific HAT inhibitor Lys-CoA (43) (55), which inhibits p300
and CBP HAT activity (Fig. 2B, lane 3).

We next performed an in vitro transcription assay using the
4xTRE chromatin template and HeLa cell nuclear extract.
Purified Tax/CREB and p300 were added (as described in
Materials and Methods) after chromatin reconstitution and
incubated with the template for 30 min at 30°C prior to in vitro
transcription. Consistent with analyses of transcription from
chromatin templates in other laboratories, we found that the

chromatin structure significantly reduced the level of transcrip-
tion from the DNA template (Fig. 3A, lanes 7 and 8). The
addition of Tax/CREB or p300 alone to the in vitro transcrip-
tion reaction mixture failed to activate transcription (Fig. 3A,
lanes 2 and 3). The addition of Tax/CREB and p300 together,
however, significantly increased the level of transcription (Fig.

FIG. 1. Characterization of reconstituted 4xTRE chromatin tem-
plate. (A) Micrococcal digestion of 4xTRE chromatin template. Chro-
matin was digested with micrococcal nuclease for 0 min (lane 1), 0.5
min (lane 2), 1 min (lane 3), or 5 min (lane 4). DNA was purified and
analyzed on a 1% agarose gel. (B) Restriction enzyme accessibility
assay of reconstituted chromatin. The restriction enzyme sites are
indicated in the schematic of the chromatin template. Restriction en-
zyme digestion was performed as described in Materials and Methods.
The levels of cleaved DNA are indicated as percentages of total DNA.
The middle panel represents the quantitation of the bands from the
bottom panel. (C) Coomassie-stained SDS–16% PAGE showing the
histone input (lane 1) and histones eluted from reconstituted chroma-
tin template (lane 2). Lanes 3 and 4 are experimental controls which
include beads with no DNA (lane 3) and reconstituted chromatin in
the absence of exogenous histones (lane 4). The protein molecular size
standards are indicated in kilodaltons.

VOL. 22, 2002 p300 FACILITATES HTLV CHROMATIN TEMPLATE TRANSCRIPTION 4453



3A, lane 5). The ability of p300 to activate transcription in the
presence of Tax/CREB was dependent upon HAT activity,
since the addition of Lys-CoA abolished the transactivation
(Fig. 3A, lane 4). The addition of Lys-CoA to the in vitro
transcription reaction mixture after the preincubation step did
not inhibit transcription (Fig. 3A, lane 6), suggesting that the
p300 HAT function is important for modification of the chro-
matin structure before transcription.

To address the specificity of Tax transactivation on the re-
constituted chromatin template, we utilized Tax mutant M47
(61), which has a double mutation at amino acids 319 and 320.
M47 lacks the ability to activate HTLV-1 LTR transcription
either in vivo or in vitro (35, 61). Consistent with the results of
previous studies, M47 did not cooperate with p300 to activate
4xTRE chromatin transcription (Fig. 3B, lane 4). The M47 Tax
protein was active, as demonstrated by protein electroporation
of Jurkat lymphocytes with M47 and a NF-�B reporter plasmid
(data not shown).

We next wanted to determine if p300 must be tethered to
Tax on the promoter. To address this point, we utilized a p300
mutant (p300 HAT) (51), which lacks the Tax/CREB binding
site but still possesses HAT activity (amino acids 1195 to 1673)
(see Fig. 5A, lane 8). In contrast to the significant transactiva-
tion observed with wild-type p300 (Fig. 3C, lanes 2 to 5), no
transactivation was observed with p300 HAT (Fig. 3C, lanes 7
to 10). The results suggest that while the p300 HAT activity is
critical for Tax-mediated transcription on the 4xTRE, p300
must be tethered to the chromatin template through Tax/
CREB to activate transcription.

CBP activates Tax-mediated transcription from chromatin
in a HAT-dependent manner. Given the homology between
p300 and CBP, we were interested in determining whether
CBP could activate transcription from the chromatin template

in vitro. Purified recombinant CBP protein was added to the in
vitro transcription system as described above for the preincu-
bation and transcription reaction step. As shown in Fig. 4A,
CBP, like p300, when added with Tax/CREB, significantly in-
creases transcription from the chromatin template (Fig. 4A,
lane 5). The magnitude of transcription activation by CBP is
comparable to that by p300 (Fig. 4A, lanes 5 and 6). Like p300,
CBP activation depends on the HAT activity, since preincuba-
tion of CBP with HAT inhibitor Lys-CoA inhibited transcrip-
tional activation by CBP (Fig. 4A, lane 7).

CBP, but not p300, activates transcription from a naked
DNA template. We next compared the abilities of CBP and
p300 to activate transcription from a naked DNA template. In
vitro transcription assays were carried out by adding Tax/
CREB and p300 or CBP with HeLa cell nuclear extract with-
out the addition of mock-reconstituted chromatin template.
On the naked DNA template, Tax and CREB are able to
activate transcription (Fig. 4B, lane 3). While the addition of
CBP or p300 alone did not activate transcription (Fig. 4B,
lanes 4 and 5), the addition of increasing concentrations of
CBP to the Tax/CREB transcription reaction mixture signifi-
cantly induced transcription (Fig. 4B; compare lanes 2 and 9 to
lane 11). In contrast, the addition of p300 to the transcription
assay did not stimulate transcription (Fig. 4B, lanes 6 to 8).
Stimulation of Tax/CREB-mediated transcription by CBP is
independent of its HAT activity, since when CBP was prein-
cubated with Lys-CoA, it still activated transcription (Fig. 4C,
lane 7).

Researchers have previously shown that CBPN, comprising
amino acids 1 to 682, facilitates Tax transactivation in a HAT-
independent manner, suggesting that CBP contains an N-ter-
minal activation domain (35). To determine whether the N-
terminal domain of p300 also contains a transactivation

FIG. 2. Purified p300 and CBP proteins. (A) GelCodeBlue-stained SDS–4 to 20% PAGE results showing p300 and CBP. (B) The activity of
proteins was determined by free histone acetylation assay. Lys-CoA (50 �M) is a specific HAT inhibitor of p300 and CBP.

4454 LU ET AL. MOL. CELL. BIOL.



domain, we directly analyzed the transcriptional activity of the
N-terminal domain of p300. In contrast to the results obtained
with CBPN (Fig. 5B, lane 5), in vitro transcription studies with
p300N failed to activate Tax-dependent transcription (Fig. 5B,
lane 6). To examine the possibility that the lack of p300N
transactivation was due to lack of interaction with Tax, we
analyzed the ability of CBPN and p300N to interact with Tax.
Purified Tax protein was incubated with p300N or CBPN and
then immunoprecipitated with an anti-Tax monoclonal anti-
body. The presence of CBP or p300 was determined by West-
ern blot analysis with either an anti-CBP antibody or an anti-
p300 antibody. Both purified CBP (1–682) and p300 (1–670)
proteins were found to interact with Tax protein (Fig. 5C). We
searched a protein domain database, the Conserved Domain
Database (http://www.ncbi.nlm.nih.gov/Structure/cdd/cdd.shtml),
to look for potential functional domains. While no distinct
domains were identified, some unique regions were found.
After alignment of the two sequences, we noticed that al-
though there is high sequence identity within the CH1 and KIX
regions of CBP and p300, there is relatively low sequence
identity for the regions spanning amino acids 1 to 363 of CBP
and 1 to 347 of p300 (Fig. 5A). The sequence differences
between CBP and p300 in these regions may contribute to the
different transactivation properties of CBP and p300.

p300 acetylates nucleosomal histones on the reconstituted

template. Since our studies indicate that p300 coactivates Tax
function through its HAT activity, we explored the mechanism
by which p300 may increase Tax-dependent transcription. In
particular, we asked if Tax recruits p300 to acetylate nucleo-
somal histones within the promoter. For this purpose, we re-
constituted the HTLV-1 LTR into chromatin by using the
recombinant chromatin assembly system as described by Ka-
donaga and colleagues (28, 30). The fragment of 4xTRE DNA
obtained using BsrFI and NdeI was incubated with histone
octamers in the presence of NAP1 and ACF proteins in the
reconstitution buffer at 27°C for 4 h. The quality of 4xTRE
chromatin assembled in this purified system was assayed by
micrococcal nuclease digestion, with results similar to those
shown in Fig. 1A (data not shown). After assembly of 4xTRE
chromatin, the templates were incubated with Tax/CREB
and/or p300 in the presence of [14C]acetyl-CoA. The reactions
were then terminated, and the proteins were denatured and
analyzed by SDS-PAGE and PhosphorImager analysis. The
results of these experiments demonstrate that p300, when teth-
ered to the chromatin template via Tax and CREB, acetylates
all four of histones 2A, 2B, H3, and H4 on the chromatin
template (Fig. 6A, lanes 3 and 4). Consistent with the tran-
scription results presented above, the p300 mutant (p300
HAT), which lacks the interaction site for Tax, failed to acet-
ylate histones on the chromatin template (Fig. 6A, lane 7).

p300 acetylates histones H3 and H4 in nucleosomes with the
promoter region. We next performed in vitro ChIP assays.
After reconstitution, the chromatin template was incubated
with Tax/CREB and p300 in the presence of acetyl-CoA. The

FIG. 3. p300 mediates Tax/CREB-dependent transcription from a
chromatin template through its HAT activity in vitro. The chromatin
template was reconstituted as described in Materials and Methods.
The chromatin template was incubated with Tax/CREB and p300 as
indicated at 30°C for 30 min and then subjected to in vitro transcription
using HeLa cell nuclear extract as described in Materials and Methods.
[32P]RNA was purified and analyzed by electrophoresis on a denatur-
ing polyacrylamide gel. (A) Transcription of 4xTRE chromatin with
Tax/CREB 	 p300. Lys-CoA (50 �M) was either preincubated with
p300 (lane 4) or added after incubation of p300 with the chromatin
template (lane 6). 380nt, nucleotide 380. (B) Tax mutant M47 fails to
activate p300-dependent transcription in vitro. In vitro chromatin tran-
scription reactions were performed as described in Materials and
Methods. Tax, CREB, p300, and Tax mutant M47 were added as
indicated. (C) A p300 HAT fails to activate transcription.
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template was then digested with micrococcal nuclease into
mono- and dinucleosomes as described previously (27). The
fragmented chromatin DNA was immunoprecipitated using
anti-acetyl-H4 and anti-acetyl-H3 antibodies. Following IP, the
DNA was deproteinized and subjected to PCR analysis using
primers in the promoter region, G-free region, and down-
stream region sequences (Fig. 6B). Nucleosomes within the
promoter region, which contains the TRE binding site for
Tax/CREB/p300, as well as those within the promoter proximal
downstream region, were specifically precipitated with the an-
ti-acetyl-H3 and H4 antibodies but not the control antibody
(Fig. 6B, top and middle IP assay panels). In contrast, the
anti-acetyl-H3 and -H4 antibodies did not precipitate pro-
moter distal nucleosomes located at the 3� end of the template
DNA (Fig. 6B, bottom IP assay panel). The results of this
experiment suggest that p300 acetylates histones H3 and H4
within nucleosomes that are located in the promoter region
and immediately downstream of the RNA initiation site.

Acetylation by p300 enhanced recruitment of TFIID and
RNAP II onto the HTLV-1 LTR chromatin template. Acetyla-
tion of nucleosomes is thought to alter DNA-histone interac-
tion by modifying histone tails. Given the location of the acety-
lated nucleosomes in the promoter region, it was of interest to
determine whether recruitment of basal transcription factors,
including RNAP II and TFIID, increases in the presence of
p300. The reconstituted immobilized chromatin template was
preincubated with Tax/CREB and p300 and then incubated
with HeLa nuclear extract in the absence of ribonucleotides to
allow formation of the preinitiation complex. The immobilized

preinitiation complexes were precipitated, washed gently, and
split into two aliquots. One portion was used to analyze the
proteins bound to the chromatin template by SDS-PAGE and
Western blot analysis with anti-Tax, anti-TBP, and anti-RNAP
II antibodies. The other half of the chromatin sample was
deproteinized, and the DNA was analyzed by 1% agarose gel
electrophoresis. Tax was found to be specifically bound to
4xTRE chromatin but not to the control �52 chromatin (Fig.
7). The level of Tax binding was increased in the presence of
p300 (Fig. 7, lanes 4 and 5), suggesting that p300 stabilizes the
complex. We saw similar loading of TFIID and RNAP II when
either Tax/CREB or p300 was incubated with chromatin alone
(Fig. 7, lanes 2 to 4). In contrast, the amount of template-
bound RNAP II and TFIID was increased in reactions con-
taining both Tax/CREB and p300 (Fig. 7, lane 5). The increase
in TFIID and RNAP II binding was not observed with the
control �52 chromatin template, which lacks the Tax-respon-
sive 21-bp repeat elements (Fig. 7, lane 9). Ethidium bromide
staining of the agarose gel demonstrated that equivalent
amounts of template DNA were recovered in each of the
samples (Fig. 7). These results, along with those from the
transcription and nucleosome acetylation assays, provide
strong evidence that the Tax/CREB/p300 complex targets acet-
ylation of promoter proximal nucleosomes, allowing enhanced
binding of TFIID and RNAP II. Consistent with this interpre-
tation, preincubation of p300 with Lys-CoA in the chromatin
template binding assay decreased RNAP II and TBP binding
(lanes 10 and 11).

In parallel studies, we compared the loading of TFIID and
RNAP II on naked DNA. In contrast to the results obtained
with the chromatin template, on the naked DNA template
there is a higher basal level but no enhanced recruitment of
either TFIID or RNAP II in the presence of Tax/CREB and
p300 (data not shown).

FIG. 4. CBP activates Tax-mediated HTLV-1 transcription in vitro
from both chromatin and naked DNA templates. (A) CBP activates
Tax-mediated chromatin transcription in a HAT-dependent manner.
(B) CBP, but not p300, activates transcription from a naked DNA
template. Increasing amounts of p300 (lanes 6 to 8, 100, 200, and 400
ng, respectively) and increasing amounts of CBP (lanes 9 to 11, 100,
200, and 400 ng, respectively) were added. (C) CBP activates naked
DNA transcription in a HAT-independent manner. Preincubation of
CBP with Lys-CoA (50 �M) did not eliminate transcription stimula-
tion by CBP.
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In vivo, Tax and p300 bind to the HTLV-1 LTR. Although
extensive studies on the physical and functional interaction
between Tax and CBP/p300 have been reported (26, 42, 58,
68), there is no direct evidence that Tax and its coactivators
interact with the HTLV-1 LTR chromatin in vivo. To address
whether Tax and p300 bind to the integrated HTLV-1 LTR, we
performed ChIP assays using MT2 cells, a HTLV-1-trans-
formed cell line. Proteins were cross-linked to the DNA, ex-
tracts were prepared, and the DNA was fragmented as de-
scribed in Materials and Methods. IPs were carried out using
control, anti-Tax, anti-p300, and anti-p65 antibodies. Follow-
ing IP, the DNA was amplified by PCR using probes specific
for the HTLV-1 LTR or the cellular IL-15R� promoter. The
IL-15R� promoter was included as a control in the assay be-
cause it is a known Tax-responsive cellular gene that is acti-
vated through the Tax/NF-�B pathway (47). The results of the
HTLV-1 LTR PCR amplification demonstrate that Tax and
p300 bind specifically to the promoter (Fig. 8, left panel). In

contrast, the LTR is not immunoprecipitated with NF-�B anti-
p65 antibody or control immunoglobulin.

The results of the IL-15R� promoter PCR amplification dem-
onstrate that NF-�B p65 and p300 are associated with the acti-
vated cellular promoter, but Tax is not. The absence of Tax
association with the IL-15R� promoter is not surprising, since the
primary mechanism of Tax activation of NF-�B operates through
an increase in I�B� phosphorylation and degradation, releasing
NF-�B to translocate to the nucleus and activate transcription. In
addition to MT-2 cells, another HTLV-1-transformed cell,
HUT102, was used for the in vivo ChIP assay. Identical results
were obtained in these assays (data not shown).

The presence of endogenous p300 and CBP (data not
shown) on the HTLV-1 LTR in vivo suggests that both coac-
tivators are involved in the stimulation of Tax-mediated
HTLV-1 transcription. These studies provide the first direct
evidence that p300 and CBP associate with the HTLV-1 LTR
in vivo.

FIG. 5. Comparison of CBPN and p300N during Tax-mediated HTLV-1 transcription of a naked DNA template. (A) Schematic of CBPN and
p300N. Sequence identity is indicated. (B) CBPN, but not p300N, activates transcription from a naked DNA template. (C) Both CBPN and p300N
interact with Tax. CBPN or p300N was incubated with Tax and subsequently immunoprecipitated with an anti-Tax monoclonal antibody.
Immunoprecipitates were analyzed by SDS-PAGE and Western blot with either an anti-CBP or anti-p300 antibodies. Lane 1 represents input of
CBPN or p300N. Tax interacts with CBPN or p300 (lane 2). IgG, immunoglobulin G.
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FIG. 6. p300 targets chromatin acetylation. (A) Chromatin HAT
assay. 4xTRE assembled into chromatin with purified ACF and NAP1
were incubated with Tax/CREB 	 p300 in the presence of [14C]acetyl-
CoA. Acetylation reaction products were analyzed by SDS-PAGE, and
labeled proteins were detected by PhosphorImager. (B) ChIP assays.
Chromatin templates were incubated with Tax/CREB � p300 as de-
scribed for panel A and digested with micrococcal nuclease prior to IP
with antibodies against acetylated histone H3 and H4. Recovered
DNA was used as template in PCR amplification with primers against
different regions of 4xTRE as indicated in the top panel. Input DNA
(5%) and protein A agarose controls were included as control reaction
ingredients.
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DISCUSSION

The data presented in this manuscript demonstrate that
p300 and CBP facilitate transcription of a Tax-responsive chro-
matin template in the presence of Tax and CREB, which pro-
vide the docking site for the coactivator. The ability of p300
and CBP to activate transcription from the chromatin template
is dependent upon HAT activity. Our results suggest that the
primary substrates of p300 HAT activity are histones 2A, 2B,
H3, and H4 within the nucleosome. These acetylation patterns
are consistent with the results of Ito et al., who found that p300
acetylated all four histones in the context of a nucleosomal
array (29). In contrast, Kundu et al. (39) demonstrated that
interaction of p300 with GAL4-VP16 resulted in the targeted

acetylation of histones H3 and H4 within a reconstituted chro-
matin template. Hyperacetylation of histones H3 and H4 in the
beta interferon promoter have also been correlated with tran-
scriptional activation (53). The similarity of these observations
to those regarding the estrogen-responsive pS2 promoter, in
which acetylation of histones facilitates the binding of TBP,
suggests that this may be a common mechanism of activation of
many RNAP II promoters (59). It will be of interest to deter-
mine whether the observed differences in histone acetylation
reflect subtle changes in nucleosome conformation or accessi-
bility on different promoters.

Histone modifications can generate synergistic or antagonis-
tic interaction of chromatin-associated proteins which dictate
transition between transcriptionally active and inactive chro-
matin states (32). Using an in vitro ChIP assay, we observed
that acetylation of nucleosomes occurs in the promoter and
promoter proximal downstream regions but not in the far
downstream region of the template. Furthermore, in our anal-
ysis of RNAP II and TFIID, we demonstrated that as a con-
sequence of acetylation of nucleosomal histones, the recruit-
ment of TFIID and RNAP II was enhanced. These results are
consistent with the finding that the acetylation of nucleosomal
histone tails increases accessibility and allows the transcrip-
tional machinery to be associated with promoter region of
chromatin. Indeed, recent in vivo studies of estrogen receptor
(ER)-dependent transcription demonstrated that acetylation
of nucleosomal histone could enhance TBP recruitment (59).
In a separate study, Hassan et al. (27) analyzed the distribu-
tion, function, and retention of the yeast SWI/SNF complex by
a sequence-specific transcription activator. These studies dem-
onstrated that activator recruitment of SWI/SNF bound the
complex to promoter proximal nucleosomes and led to local-
ized disruption of chromatin structure. Interestingly, the reten-
tion of SWI/SNF to the promoter required the continued pres-
ence of the transcription activator or acetylation of histones. It
will be of interest to analyze the interaction of chromatin
remodeling factors, such as SWI/SNF, with the HTLV-1 chro-
matin template.

Our results provide interesting functional differences be-
tween CBP and p300. Although CBP and p300 are often re-
ferred to as homologues, gene knockout studies provide evi-

FIG. 7. p300 facilitates recruitment of TFIID and RNAP II to the
HTLV-1 chromatin template. Biotinylated LTR chromatin templates
were incubated with Tax/CREB 	 p300, followed by incubation with
HeLa cell nuclear extract as described in Materials and Methods. After
incubation and washing, proteins were eluted from beads and analyzed
by SDS-PAGE and Western blot using antibodies against Tax, TBP,
and RNAP II. Also, DNA fragments were recovered from the beads,
analyzed by 1% agarose gel electrophoresis, and stained with ethidium
bromide. Input HeLa cell nuclear extract (5%) (lane 1) was included.

FIG. 8. Binding of Tax and p300 to HTLV-1 LTR in vivo. ChIP
(see Materials and Methods for details) demonstrated promoter oc-
cupancy by Tax and p300 from HTLV-1-transformed MT-2 cells. As a
control, IL-15R� promoter was occupied by p65 and p300.
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dence that they function differently in vivo (69). Yao et al.
observed that despite the presence of normal levels of CBP,
p300�/� fibroblasts were defective in retinoic acid-dependent
transcription (69). Interestingly, the activity of CREB was nor-
mal, indicating that the presence of CBP, but not that of p300,
is sufficient to activate the CREB pathways (69). Studies in this
laboratory have shown that CBP has a transcription activation
domain that is independent of its HAT activity (35). In con-
trast, in vitro transcription studies with p300N failed to activate
Tax-dependent transcription (Fig. 5B). Analysis of CBP and
p300 amino acid sequences in the N-terminal region revealed
only 34% sequence identity in the region encompassing amino
acids 1 to 363. Swope et al. (65) previously reported that CBP
(1–460) contains a transcriptional activation domain. Thus, it
will be of interest to further characterize the N-terminal trans-
activation domain of CBP in activating Tax-mediated tran-
scription. We have also analyzed the function of full-length
CBP and p300 in in vitro transcription systems. However, CBP
and p300 may also contain overlapping functions. Both pro-
teins stimulate transcription from a chromatin template in a
HAT-dependent manner. Further analysis of the direct targets
for p300 and CBP will be of importance. In vivo studies of the
ER gene demonstrated that there is a sequential recruitment
of coactivators onto the promoter in response to stimuli. p300
is recruited to the promoter first, followed by CBP and PCAF.
The time course of p300 and CBP association with the ER
promoter suggested a link between p300 and preinitiation
complex formation. CBP function was associated with tran-
scription reinitiation (35).

Since CBP stimulates transcription from both chromatin and
naked DNA templates, we would expect to observe greater
levels of stimulation of chromatin transcription by CBP than
p300. However, in our studies CBP activates chromatin tran-
scription to a level similar to that seen with p300. We suspect
that additional chromatin remodeling activities, such as ATP-
dependent chromatin remodeling activities, are necessary to
fully relieve chromatin repression. Indeed, Hassan et al. (27)
reported that HAT complexes could stabilize SWI/SNF bind-
ing to the promoter region. Thus, CBP may have different
functions in a multistep activation pathway during stimulation
of HTLV-1 chromatin transcription and certain of these steps
may be limiting in the in vitro transcription assay. Experiments
to test this hypothesis are under way.

Although extensive studies on the physical and functional
interaction between Tax and CBP/p300 have been reported,
there is no direct evidence that Tax and these coactivators
interact with the HTLV-1 LTR in vivo. It has been shown in
vitro that Tax interacts with the HTLV-1 LTR through pro-
tein-protein interactions with the CREB protein (17). Several
studies have shown that Tax binds to the KIX and C/H1 do-
mains of CBP/p300 and facilitates binding of the coactivator to
the Tax-responsive 21-bp repeats (26, 66). Co-IP experiments
using either HTLV-1-transformed or -transfected cells have
demonstrated that Tax interacts with CBP and p300 in vivo. To
extend these studies and demonstrate that Tax and p300 bind
to the integrated HTLV-1 LTR, we performed an in vivo ChIP
assay using MT2 cells, an HTLV-1-transformed cell line. Our
results demonstrate that, in fact, Tax and p300/CBP are bound
to the integrated HTLV-1 LTR chromatin template. The pres-
ence of endogenous p300 and CBP on the HTLV-1 LTR in

vivo suggests both coactivators are involved in the Tax-depen-
dent regulation of HTLV-1 transcription. It will be of impor-
tance to analyze the interaction of CBP and p300 with the
HTLV-1 promoter at various stages of transcriptional activa-
tion and determine the distinct role each coactivator plays in
Tax-mediated transcription.
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