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Tax of human T-cell leukemia virus type 1 was analyzed for interaction with the cyclic AMP response element
binding protein (CREB) in vitro with and without Tax response element DNA. Mutations in the carboxy
terminus of Tax (L296G and L320G) did not affect binding to CREB and led to supershifts. In contrast,
mutants with changes in the amino-terminal cysteine-rich region lost the ability to bind to CREB. The S10A
mutant protein bound moderately. Thus, the amino terminus of Tax is essential for Tax-CREB interaction.

Human T-cell leukemia virus type 1 (HTLV-1) is the etio-
logical agent of adult T-cell leukemia (23, 41) and tropical
spastic paraparesis HTLV-1 associated myelopathy (13). It
codes for a 40-kDa Tax protein (Fig. 1A) which is a potent
transactivator of the HTLV-1 long terminal repeat (LTR), as
well as other viral and cellular genes (8, 18, 20, 26, 31, 35, 38).
Tax functions by binding indirectly to DNA, forming multipro-
tein complexes with host cell transcription factors to prompt
RNA synthesis (4, 9, 10, 14, 17, 19, 37). Three tandem 21-bp
repeats, the Tax response elements (TxREs), are located in the
U3 region of the HTLV-1 LTR (30) (Fig. 1C). A cyclic AMP
response element-like sequence, TGACG, is located in the
core of each repeat and is crucial for transcriptional activation
by the activating transcription factor (42) and the cyclic AMP
response element binding protein (CREB) shown in Fig. 1B (4,
17, 42, 43). The G- and/or C-rich sequences flanking the cyclic
AMP response element motif are required for the formation of
a stable Tax-CREB-DNA ternary complex (22) and necessary
for Tax transactivation in vivo (12).
Mutational analyses of Tax have indicated that Tax transac-

tivation of viral and cellular promoters is mediated through
distinct functional domains (28, 33). The extreme amino ter-
minus of Tax (amino acids 1 to 13) has been shown to be
important for promoter selectivity between the HTLV-1 and
HTLV-2 LTRs (6). A zinc finger-like structure located in the
amino terminus has been implicated in localization of Tax in
the nucleus (34), as well as for the overall protein folding (27).
In this study, we found that the interaction of Tax and

CREB requires the integrity of the amino terminus of Tax in
vitro.
Tax-CREB-DNA interaction analyzed in gel electrophoretic

mobility shift assays. The human CREB CDNA (a kind gift of
K. Lee) contained in a 1.02-kb fragment with blunted 59 EcoRI
and staggered 39 BamHI sites was inserted into T7 vector
pET3CH6 (25), which contained the sequence for six histidines
upstream of the cloning site (15) through blunted NcoI and
staggered BamHI sites. Histidine-tagged CREB (Fig. 1B) was

expressed in Escherichia coli BL-21 DE3 as previously de-
scribed (36) and purified with Ni-NTA agarose (24) (Fig. 2A).
Amino-terminal mutant Tax proteins were cloned by PCR

into p5TaxH6 (graciously supplied by C.-Z. Giam) via HindIII-
MluI sites. The carboxy-terminal mutant proteins were cloned
into p5TaxH6 by using ClaI-PspAI sites. A Tax(His)6 wild-type
protein and Tax mutant proteins were expressed and purified
essentially as previously described (42) (Fig. 2A). A glutathi-
one S-transferase (GST)–Tax fusion protein was constructed by
ligating the Tax wild-type coding sequence into pGEX2TNX
via NcoI-BamHI sites and expressed and purified as previously
described (32). A 143-bp DNA fragment (2213 to 271; Fig.
1C) was amplified by PCR with plasmid pURI (35) as the
template and labelled with [g-32P]ATP. The recombinant pro-
teins (500 pg) were incubated in DNA binding buffer (10 mM
Tris-HCl [pH 7.6], 50 mM NaCl, 2.5 mM MgCl, 2 mM sper-
midine, 2 mM dithiothreitol, 10 mM Zn2SO4, 10% glycerol, 3
mg of bovine serum albumin) in the presence of poly(dI-dC)
(0.8 mg) in 20 ml for 30 min at room temperature. DNA-
protein complexes were separated by electrophoresis through
5% polyacrylamide gels (29:1 acrylamide/bisacrylamide ratio)
in TGE buffer (25 mM Tris, 192 mM glycine, 1 mM EDTA, pH
8.5) at 48C. Complexes were visualized with a Phosphorimager
(Molecular Dynamics).
As shown in Fig. 2B, two complexes arose, C1 and C2,

consisting of one and two dimers of CREB, respectively, and
DNA. In the presence of wild-type Tax, C1 and C2 were
shifted, creating two more-slowly migrating protein-DNA com-
plexes, C1* and C2*. This indicates the presence of Tax in
stable multiprotein-DNA complexes. The three zinc finger mu-
tant proteins (C36S, R42G, and C49S) and GST-Tax increased
the amount of CREB bound to DNA in this assay, perhaps by
improving CREB dimerization, yet they failed to interact sta-
bly with the CREB-DNA complex and did not lead to the
formation of more-slowly migrating protein-DNA complexes.
Carboxy-terminal mutant proteins L296G and L320G gave rise
to results similar to those obtained with wild-type Tax, indicat-
ing that this region is not involved in complex formation. Ami-
no-terminal mutant protein S10A behaved similarly to the wild
type, except that the intensity of the complex was reduced,
especially that of C2. GST-Tax, in contrast to Tax(His)6, did
not lead to the formation of the slowly migrating complex,
thereby resembling the three zinc finger mutants proteins.
Quantitative evaluation of DNA bound in complexes C1 and
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FIG. 1. HTLV-1 Tax and CREB proteins. (A) Schemes of Tax wild-type and mutant proteins and the deleted zinc finger domain of Tax (DZn Finger Tax), including
important structural elements. Mutated amino acids are in bold letters, and the numbers indicate the amino acid residues. The acidic carboxyl region (Acidic) and the
proposed region for interaction with general transcription factors (GTF) are shown as well. Some restriction sites used for cloning are indicated. (B) Histidine-tagged
CREB [(His)6CREB] and GST-CREB fusion proteins. Glutamine-rich domain Q, the kinase-induced domain (KID), the DNA binding domain (DBD), and the basic
region with the leucine zipper (B-ZIP) are indicated. The histidine-tagged protein and the fusion protein contain additional amino acid residues as indicated by the
one-letter symbols upstream of the CREB sequence. (C) HTLV-1 LTR promoter with the three 21-bp TxREs, a related TxRE2, and CAAT and TATA boxes. The
arrow at nucleotide 11 indicates the start of mRNA synthesis, R indicates the redundant region, and U5 and U3 are unique regions of the LTR. The PCR-amplified
promoter fragment used in this assay is indicated below. It contains the middle TxRE (M-TxRE) and the proximal TxRE (39-TxRE) of the promoter.
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C2 was achieved by Phosphorimager analysis (Fig. 2C). The
ratio of DNA bound in C1 plus C2 (white column) or C2 (black
column) versus the total DNA input was lowest for the cysteine
mutants. It was reduced five- to sevenfold in C2.
Filter binding analysis of Tax-CREB-DNA interaction. Tax-

CREB-DNA interaction was further characterized by filter
binding assays. A synthetic oligodeoxynucleotide correspond-
ing to the middle TxRE 21-bp motif, spanning nucleotides
2203 to 2183 of the HTLV-1 LTR, was synthesized and ex-
tended by five additional oligonucleotides, end labelled with
[g-32P]ATP, annealed, and treated as previously described (3).
Various amounts of recombinant (His)6CREB protein were
incubated with 100 pg of labelled DNA in DNA binding buffer
in a final volume of 100 ml for 30 min at room temperature
essentially as previously described (21). Where indicated,
poly(dI-dC) was added as a nonspecific competitor alone or
together with 100 ng of Tax(His)6 wild-type or mutant protein
(Fig. 3). Addition of increasing amounts of CREB gave rise to
a saturation curve well fitted to the two-step protein-DNA
binding model previously suggested for (CREB)2-TxRE inter-
action (2). Addition of 1 mg of poly(dI-dC) abolished this
binding activity almost completely. Addition of 100 ng of wild-
type Tax protein, however, restored the binding activity of
CREB. In addition to what was previously described (2) and
the shift assay results (Fig. 2B), Tax was found to increase the
binding activity of CREB to the 21-bp repeat in this assay,
especially at lower concentrations of CREB (50 ng). The mo-
lecular ratio of CREB to Tax was about 2.5:1. These results
support the notion that Tax increases the specific affinity of
CREB dimers for the 21-bp repeat DNA. Carboxy-terminal
mutant Tax proteins L320G and L296G were almost as effi-
cient in restoring this CREB-DNA binding as the wild-type
protein. In contrast, the C36S mutant protein had no influence
on CREB-TxRE complex formation and the binding activity of
CREB remained as low as with the addition of poly(dI-dC)
alone. Amino-terminal mutant protein S10A restored only
some of the CREB-binding activity to the TxRE DNA, making
it similar to what was obtained in the DNA shift assay.
Direct interaction between Tax and CREB. The interaction

of wild-type and mutant Tax proteins with CREB was further
analyzed in the absence of DNA in vitro. CREB cDNA present
in a 1-kb fragment (amino acids 3 to 341) was cloned into
pETGST via NcoI-BamHI restriction sites, expressed in E. coli
B1-21 DE3 (36), and purified as previously described (32).
Wild-type and mutant Tax proteins were cloned into vector
pGNE [a pGEM3 derivative (Promega Co.) which contains
b-globin leader sequences upstream and a (dA)30 sequence
downstream of the cloning site (15)] via NcoI-BamHI sites.
Deletion of the zinc finger domain of Tax (amino acids 18 to
54) was generated by religating previously mung bean nucle-
ase-blunted, AccI-digested, Klenow-blunted, ClaI-digested
plasmid pGTaxNE. An EcoRI-linearized plasmid (1 mg) was
used for in vitro transcription with T7 RNA polymerase (Pro-
mega Co.), and 1/10 of the transcribed RNA was translated in
rabbit reticulocyte lysate in the presence of [35S]methionine
and resolved by sodium dodecyl sulfate (SDS)–10% polyacryl-
amide gel electrophoresis (PAGE) (Fig. 4A). Equal amounts
of labelled protein adjusted to 10 ml with nonprogrammed
reticulocyte lysate were incubated with 1 mg of bacterially

FIG. 2. Effect of Tax and Tax mutant proteins on CREB binding activity to
the HTLV-1 LTR promoter fragment. (A) Proteins used in the DNA binding
reaction were analyzed by SDS–10% PAGE and visualized by silver staining (5).
Lanes: 1, molecular weight standards (sizes are indicated to the left in kilodal-
tons); 2, (His)6CREB; 3 to 9 wild-type and mutant Tax(His)6 proteins as indi-
cated above the lanes. The amount of protein was estimated by comparison with
a standard by using silver staining (data not shown). (B) Electrophoretic mobility
shift assay using the 32P-labelled LTR DNA fragment (Fig. 1C) and purified
wild-type (W.T.) and mutant (His)6CREB (20 ng) and Tax(His)6 (100 ng) pro-
teins as described in text. C1 represents one TxRE occupied by a CREB dimer.
C2 represents two TxREs both occupied by CREB dimers (i.e., a fully occupied

promoter fragment). Shifted complexes are represented by asterisks (C1* and
C2*). (C) DNA-protein complexes measured with a Phosphorimager and ratio of
DNA bound in C1 plus C2 to total DNA (h) and ratio of two TxREs occupied
by CREB dimers (C2) to total DNA (■).
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expressed GST-CREB immobilized on 15 ml of glutathione-
Sepharose beads and treated as previously described (40).
GST-CREB-bound proteins were resolved by SDS–PAGE
(Fig. 4B). Mutant proteins with changes in the cysteine- and
histidine-rich region, including a mutant protein with a deleted
zinc finger, did not bind. Carboxy-terminal mutant proteins
L296G and L320G allowed binding somewhat similar to that
allowed by the wild type. Figure 4C shows the GST-CREB
proteins used for binding and visualized by Coomassie blue
staining of the gel shown in Fig. 4B. Quantitative analysis of
the binding reaction was obtained with a Phosphorimager. The
amount of wild-type Tax bound to GST-CREB was arbitrarily
set to 1, and the other reactions were quantified accordingly.
The result shows that the mutant proteins with changes in the
zinc finger region exhibited 5- to 10-fold reduced binding ef-
ficiencies (Fig. 4D). The two carboxy-terminal mutants bound
about half as efficiently as the wild type. In a control experi-
ment, Tax was found to bind exclusively to the NH2-deleted
GST–TATA-binding protein (TBP) (168-339) fusion protein
[GST-TBP(C); Fig. 4E, section II, lane 4], in agreement with
what was previously reported (7), and not to the COOH-
deleted GST–TBP(1-163) fusion protein [GST–TBP(N); lane
3] or GST alone (lane 2).
We found that mutant proteins with three single amino acid

substitutions located in the zinc finger domain of Tax and the
GST-Tax fusion protein were unable to interact with CREB
and HTLV-1 LTR DNA. Mobility shift assays showed, how-

ever, that the amount of protein-DNA complexes was slightly
increased over that obtained with CREB alone and no de-
crease in the mobility of the protein-DNA complex was ob-
tained. Moreover, in filter binding assays, we observed no en-
hancement of CREB binding to the 21-bp repeat DNA
mediated by the C36S cysteine substitution mutant protein,
although the binding activity of CREB was enhanced by wild-
type or mutant Tax protein. This supports the notion that the
induction of CREB binding to TxRE DNA mediated by Tax
depends, to some extent, on stable interaction of Tax with the
CREB-DNA complex.
Mutant Tax protein S10A, with a mutation adjacent to the

cysteine-rich region, was still able to interact with the CREB-
DNA complex to a moderate level and also reduced the mo-
bility of this complex in the shift assay. This suggests that the
sequence adjacent to the zinc finger domain is also important
for the interaction of Tax with CREB on the HTLV-1 LTR
promoter, as was recently demonstrated by Adya and Giam
(1).
The finding that the COOH-terminal mutant Tax proteins,

although they do not activate the HTLV-1 LTR promoter in
vivo (28), can still bind to the CREB 21-bp repeat complex and
enhance the binding of CREB to the HTLV-1 LTR DNA in a
manner comparable to that of the wild-type protein in vitro
points to the role of this domain in interaction with other
factors, such as the general transcription factors. These mutant
proteins were unable to inhibit (squelch) the activity of a GAL4-

FIG. 3. Filter binding assay results. A double-stranded DNA oligonucleotide containing the middle TxRE was radiolabelled and treated with increasing concen-
trations of (His)6CREB protein. The amount of the filter-bound CREB-TxRE complex as a function of the CREB concentration was measured. Nonspecific DNA
competitor poly(dI-dC) (1 mg) alone or supplemented with 100 ng of wild-type or mutant Tax(His)6 protein was added to all reactions except a control reaction
containing CREB only. Poly(dI-dC) abolished the binding of CREB to DNA, which was restored by wild-type Tax and some of the mutant proteins. Symbols:■, CREB;
F, CREB plus poly(dI-dC);å, CREB plus poly(dI-dC) plus Tax S10A;{, CREB plus poly(dI-dC) plus Tax C36S; E, CREB plus poly(dI-dC) plus Tax L296G;1, CREB
plus poly(dI-dC) plus Tax L320G; ❇, CREB plus poly(dI-dC) plus wild-type Tax.
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Tax fusion protein in cotransfection assays and hence lack the
ability to interact with transcription cofactors (29). The exis-
tence of a transactivation domain located in the COOH ter-
minus of Tax which can be replaced by the heterologous acti-
vation domain of herpes simplex virus VP16 has been
suggested on the basis of functional activation assays with
GAL4-Tax (11, 39). Therefore, interaction of Tax with CREB,
which requires the intact NH2-terminal domain of Tax and
induces CREB binding, is a prerequisite but is probably not
sufficient to account for activation (29).
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