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The tumor suppressor activity of p53 is regulated by interactions
with the ubiquitin ligase HDM2 and the general transcriptional
coactivators CBP and p300. Using NMR spectroscopy and isother-
mal titration calorimetry, we have dissected the binding interac-
tions between the N-terminal transactivation domain (TAD) of p53,
the TAZ1, TAZ2, KIX, and nuclear receptor coactivator binding
domains of CBP, and the p53-binding domain of HDM2. The p53
TAD contains amphipathic binding motifs within the AD1 and AD2
regions that mediate interactions with CBP and HDM2. Binding of
the p53 TAD to CBP domains is dominated by interactions with
AD2, although the affinity is enhanced by additional interactions
with AD1. In contrast, binding of p53 TAD to HDM2 is mediated
primarily by AD1. The p53 TAD can bind simultaneously to HDM2
(through AD1) and to any one of the CBP domains (through AD2)
to form a ternary complex. Phosphorylation of p53 at T18 impairs
binding to HDM2 and enhances affinity for the CBP KIX domain.
Multisite phosphorylation of the p53 TAD at S15, T18, and S20 leads
to increased affinity for the TAZ1 and KIX domains of CBP. These
observations suggest a mechanism whereby HDM2 and CBP/p300
function synergistically to regulate the p53 response. In unstressed
cells, CBP/p300, HDM2 and p53 form a ternary complex that
promotes polyubiquitination and degradation of p53. After cellular
stress and DNA damage, p53 becomes phosphorylated at T18 and
other residues in the AD1 region, releases HDM2 and binds pref-
erentially to CBP/p300, leading to stabilization and activation of p53.

p53 transactivation domain � phosphorylation �
protein–protein interaction � transcriptional coactivator � tumor suppressor

The p53 tumor suppressor is activated as a transcriptional
regulator in response to DNA damage, leading to the arrest

of cell growth and apoptosis. p53 is a modular protein that binds
DNA as a tetramer; each subunit contains an N-terminal
transactivation domain (TAD), proline-rich domain, core DNA
binding domain, tetramerization domain, and C-terminal regu-
latory domain. In the absence of cellular stress, p53 binds target
promoters in an inactive latent state and recruits HDM2 (the
human homolog of mouse double minute 2, MDM2) to chro-
matin (1, 2). HDM2 functions as a ubiquitin E3 ligase that
maintains p53 at low levels by continuous proteasomal degra-
dation (3). DNA damage initiates a cascade of phosphorylation
and acetylation events at multiple sites on p53 (Fig. 1A), resulting
in stabilization and enhancement of p53 transcriptional activity
(4–7). In particular, phosphorylation at threonine-18 (T18)
helps stabilize p53 by inhibiting binding to HDM2 (8, 9), whereas
phosphorylation of serines 15 and 20 (S15, S20) enhances
recruitment of the general transcriptional coactivators and
acetylases, CREB binding protein (CBP) and p300 (10–12). S15
must be phosphorylated before phosphorylation can occur at
T18 and S20 (13).

CBP and p300 play a central role in regulation of p53 stability
and the response to genotoxic stress (14–16). In unstressed cells,
p53 and HDM2 form a ternary complex with the N-terminal
region of CBP/p300, which promotes polyubiquitination and

degradation of p53 (17, 18). After activation of p53 in response
to DNA damage, HDM2 is released and p53 is stabilized and
binds more tightly to CBP/p300. Direct interactions between
CBP/p300 and the p53 TAD are essential for activation of
transcription from p53-responsive genes. The p53 TAD (residues
1–63) contains 2 subdomains, AD1 (residues 1–40) and AD2
(residues 43–63) (19–21) and is intrinsically disordered (22, 23).
Amphipathic motifs within both AD1 and AD2 form stable
helical structure upon binding to target proteins (24–26).

CBP and p300 are modular proteins containing domains (Fig.
1B) that mediate interactions with eukaryotic transcription
factors. The p53 TAD interacts with CBP/p300 at multiple sites,
and binding to one or more of the TAZ1, TAZ2, NCBD and KIX
domains is required for CBP/p300-mediated transcription (14–
17, 27–30). Deletion of either the AD1 or AD2 subdomains or
mutation of key hydrophobic residues abrogates binding (14, 27).
Because p53 binds DNA as a tetramer, 4 independent copies of
the activation domain (one from each p53 subunit) will be
presented at a promoter and multivalent interactions with the
potential binding domains on a single CBP or p300 coactivator
molecule are likely (31).

The role of the AD1 and AD2 subdomains in mediating
binding of the p53 TAD to CBP is poorly understood. In the
present article, we report a quantitative analysis of the relative
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Fig. 1. Domain organization of p53 and CBP/p300. (A) Domains of p53. TAD
(N-terminal transactivation domain), P-rich (proline-rich), DBD (DNA-binding
domain), TD (tetramerization domain), and REG (C-terminal regulatory do-
main). The location of the AD1 and AD2 motifs is indicated on a partial amino
acid sequence; known sites of phosphorylation are indicated by dots. (B)
Domains of CBP/p300. Domains that interact with the p53 transactivation
domain, TAZ1 (residues 340–439), KIX (586–672), TAZ2 (1764–1855), NCBD
(2059–2117) are shown in black.
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binding affinities of the TAD and the AD1 and AD2 regions for
the various CBP interaction domains. We show that binding to
CBP is dominated by the AD2 subdomain, that AD1 makes the
primary interactions with HDM2, and that the p53 TAD is
capable of forming ternary complexes in which it is bound
simultaneously to both CBP and HDM2. Phosphorylation at T18
impairs the interaction with HDM2 and slightly enhances bind-
ing to the KIX domain of CBP. Multisite phosphorylation (at
S15, T18, and S20) greatly enhances binding to the TAZ1
domain, suggesting a mechanistic basis by which posttransla-
tional modification releases HDM2, stabilizes p53, and promotes
its transcriptional activity.

Results
The full-length p53 TAD spans residues 1–63 (21), but a
construct containing only residues 13–61 was just as efficient as
a longer construct (residues 1–94) in pulling down the TAZ1,
TAZ2, KIX, and NCBD domains of CBP, and p53 (13–61) and
p53 (1–61) exhibited similar binding affinities for NCBD and
KIX, as measured by ITC. Truncated TAD constructs were
therefore used for many experiments. To probe interactions with
the isolated AD1 motif, 2 peptides, p53 (14–28) and p53 (13–37),
which have comparable binding affinities for the CBP domains,
were used. The interactions of the isolated AD2 motif were
probed using peptide p53 (38–61).

Affinity of the p53 TAD for CBP Domains and HDM2. Affinities of the
p53 TAD peptides for the CBP domains and the N-terminal
domain of HDM2 were determined by ITC or from chemical
shift changes in HSQC spectra of the CBP domains upon
titration with p53 peptides (Table 1). Normally it is not possible
to measure dissociation constants smaller than a few �M from
chemical shift titrations; however, as we show in Fig. S1, under
conditions of 2-site binding it is possible to accurately determine
Kd values in the nM range. Representative HSQC titration data
are shown in Fig. 2. (Additional data are shown in Figs. S2–S5.)
The highest affinity for unphosphorylated p53 (13–61) is dis-
played by the TAZ2 domain, which binds 10 times more tightly
than HDM2. The TAZ1 and NCBD domains bind �30- and
100-fold more weakly than TAZ2, and the KIX domain binds
1000-fold more weakly. Weak secondary binding sites for the p53
peptides are displayed by TAZ1 [Kd 310 �M for p53 (13–61)] and
TAZ2 (Kd 30 �M), as evidenced by curvature in the chemical
shift titration curves at p53 concentrations beyond 1:1 stoichi-
ometry. It is worth noting that the high affinity Kd determined
by NMR (26 nM and 0.9 �M for TAZ2 and TAZ1, respectively)
are in excellent agreement with values measured by fluorescence

anisotropy (27 nM and 1.1 �M) for binding of p53 (1–57) to the
corresponding domains of p300 (31). Affinities of the CBP
domains and HDM2 for shorter peptides representing the
isolated AD1 and AD2 motifs (Table 1) indicate that the AD2
peptide binds with much higher affinity to the TAZ1, TAZ2, and
NCBD domains than peptides containing only AD1. Neverthe-
less, AD1 does contribute to the overall interactions made by the
full-length p53 TAD, because p53 (13–61) binds with signifi-
cantly higher affinity than p53 (38–61), which contains only the
AD2 motif. Binding of p53 (14–28) and p53 (38–61) to KIX is
not detectable using ITC, although weak interactions can be
observed by NMR (Fig. S5). HDM2 binds with high affinity to
p53 (14–28), which contains the AD1 motif, and shows no
detectable binding to the AD2 peptide by ITC.

Table 1. Dissociation constants (Kd, �M) for the interactions of the p53 transactivation domain with CBP domains and HDM2

Method

NMR ITC

CBP TAZ2 CBP TAZ1

CBP NCBD CBP KIX HDM21st site 2nd site 1st site 2nd site

p53(1–61) nm nm nm nm 1.7 � 0.3 19 � 5 0.26 � 0.02
p53(13–61) 0.026 � 0.007* 30 � 3 0.9 � 0.2 310 � 40 3.1 � 0.2 22 � 5 0.23 � 0.02
p53(13–57) pT18 0.05 � 0.02 56 � 9 0.5 � 0.1 330 � 70 3.6 � 0.4 5.2 � 0.2 5 � 1
p53(13–57) pS15pT18pS20 0.08 � 0.03 36 � 10 0.07 � 0.04 110 � 25 nm 2.5 � 0.3 nm
AD1 peptide
Kd

p53(13–37)
27 � 2

p53(13–37)
177 � 6

p53(13–37)
350 � 20

p53(13–37)
N/O†

p53(14–28)
�100

p53(14–28)
weak‡

p53(14–28)
0.90 � 0.02

p53(14–28) pT18 nm nm nm nm 40 � 20 � 100 15 � 3
AD2 peptide p53(38–61) 0.055 � 0.006 10.1 � 0.3 4.9 � 0.7 192 � 8 13.5 � 0.5 weak‡ nd

nm, not measured; N/O, not observed; nd, binding not detectable by ITC.
*Fitting error.
†One-site binding model fits the data, probably because the secondary binding is very weak.
‡Weak binding is observed by NMR but is not detectable by ITC.

Fig. 2. Addition of p53 TAD to TAZ2. (A) Portion of the 1H-15N HSQC
spectrum of TAZ2 (black) showing chemical shift changes upon titration with
p53 (13–61) at p53:TAZ2 mole ratios of 0.6:1 (red), 1:1 (green), 1.5:1 (yellow),
and 2:1 (blue). The curvature in the titrations with excess p53 indicates the
presence of a secondary binding site. (B) 15N chemical shift titration curves for
a subset of TAZ2 resonances (colored points corresponding to residues ac-
cording to the legend) upon titration with increasing amounts of p53 (13–61).
The lines represent a global fit to the titration data, using a 2-site binding
model with Kd1 � 0.026 �M and Kd2 � 30 �M.
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Effects of Phosphorylation on p53 Interactions with CBP and HDM2.
Phosphorylation at T18, in the peptide p53 (13–57)pT18, causes
a 2-fold decrease in affinity for the TAZ2 domain compared with
unphosphorylated p53 (13–61), no change in affinity for the
NCBD, and a 2–4-fold increase in affinity for binding to TAZ1
and KIX (Table 1). In contrast, T18 phosphorylation results in
a 20-fold decrease in affinity for HDM2; p53 (13–57)pT18
therefore binds to the TAZ1 domain with �10-fold higher
affinity than it does HDM2. The affinity for all CBP domains
is very much weaker in the absence of the AD2 motif, as
evidenced by the Kd values for the complexes of p53 (14–
28)pT18 with KIX and NCBD (Table 1) and by ITC profiles
for binding to TAZ1 and TAZ2. Thus, as with the unphos-
phorylated TAD, both AD1 and AD2 contribute to binding.

The effects of multisite phosphorylation in the AD1 motif
were investigated using a synthetic peptide phosphorylated at
S15, T18, and S20. The binding affinity of p53 (13–
57)pS15pT18pS20 for KIX was measured by ITC and for the
TAZ1 and TAZ2 domains by HSQC titrations (Table 1). Triple
phosphorylation causes no change in affinity for TAZ2 but
strengthens binding to KIX and TAZ1 �10-fold. In marked
contrast to the unphosphorylated TAD, the triply phosphory-
lated p53 peptide binds with the same affinity (�70 nM) to both
the TAZ1 and TAZ2 domains.

NMR Detection of p53 Interactions with CBP Domains and HDM2.
HSQC titrations were used to identify the sites at which the CBP
domains and HDM2 (6–125) bind to the p53 TAD. Consistent
with previous studies (23, 32), the 1H resonances of p53 (13–61)
(Fig. S6) are poorly dispersed, showing that the p53 TAD is
largely unfolded in the absence of a binding partner. Addition of
each of the CBP domains results in extensive shifts of the p53
cross peaks (Fig. S7), indicating that p53 (13–61) changes
conformation as a result of binding. As an illustration, the shifts
of the tryptophan N� cross peaks of p53 (13–61) upon titration
with the NCBD construct are shown in Fig. 3A. Large changes
are observed in the backbone amide 1H and/or 15N chemical
shifts for residues 19–26 (AD1) and 48–55 (AD2) upon binding
to the TAZ1, NCBD, and KIX domains (Fig. 3B), and backbone
resonances from these same regions are also shifted and/or
broadened upon binding to TAZ2 (Fig. S7). Smaller chemical
shift changes are observed for residues 28–44 of the p53 TAD
upon binding to each of the CBP domains, suggesting that
regions between the AD1 and AD2 motifs also contact CBP or
undergo a conformational change upon complex formation.
Changes in 13C� chemical shifts of p53 (13–61) upon binding to
the NCBD (Fig. 3C, black bars) show that the interaction leads
to an increase in helical structure in both the AD1 and AD2
regions, confirming that both motifs participate in the interac-
tions between the p53 TAD and each of the CBP domains. In
contrast, HDM2 (6–125) binds to the p53 TAD predominantly
through the AD1 motif, leading to stabilization of helical struc-
ture for residues 19–24, although very weak interactions are also
evident for AD2 (red bars in Fig. 3C and ref. 33).

Ternary Complex Formation by CBP, p53, and HDM2. Because the
AD1 and AD2 motifs of the p53 TAD bind preferentially to
HDM2 and to the CBP domains, respectively, we performed
NMR titrations to determine whether the p53 TAD can form a
ternary complex, with one of the CBP domains bound to the
AD2 motif and with HDM2 bound to AD1. Fig. 4A shows part
of the HSQC spectrum of free 15N-labeled p53 (13–61). Addition
of equimolar HDM2 to the p53 TAD results in large shifts and
significantly greater dispersion of the cross peaks of residues in
the AD1 motif (red arrows in Fig. 4A) but causes little or no
change in chemical shifts of residues in the AD2 motif. Subse-
quent addition of equimolar TAZ2 does not affect the AD1
resonances, which remain in the same positions as for the binary

HDM2 complex, but resonances of AD2 residues are shifted or
broadened, e.g., the cross-peak of Thr-55 is strongly shifted on
binding of TAZ2 (green arrow in Fig. 4A). Addition of equimo-
lar HDM2 to the binary complex formed from 15N-labeled
TAZ2 and p53 (13–61) results in shifts of some HSQC cross-

Fig. 3. Addition of CBP domains to p53 TAD. (A) Chemical shift changes for
Trp-23 and Trp-53 N� cross peaks upon titration of 15N p53-TAD (13–61) with
unlabeled NCBD. Mole ratio p53:NCBD � 1:0 (black), 1:0.5 (red), 1:1 (green),
1:2 (blue). (B) Histogram showing weighted average chemical shift changes
��(N,H)av (� �(��HN)2 � (��N/5)2, where ��HN and ��N correspond to the
differences in amide 1H and 15N chemical shifts between the free and bound
states) for p53 amide resonances caused by binding to TAZ1 (black), KIX
(green) and NCBD (red). (C) Histogram showing changes in 13C� chemical shifts
upon binding of 15N,13C p53-TAD (13–61) to NCBD (black) or to HDM2 (6–125)
(red).

Fig. 4. Ternary complex formation between CBP, p53, and HDM2. (A) HSQC
spectra of 15N p53 (13–61) free (black), bound to equimolar HDM2 (red), and
in 1:1:1 ternary complex with TAZ2 and HDM2 (green). (B) Tryptophan side
chain resonances of 15N p53 (13–61) free (black), bound to equimolar HDM2
(red), and after addition of equimolar TAZ1 to the HDM2 complex (green). For
reference, the positions of the Trp N� cross peaks in the binary p53 (13–
61):TAZ1 complex are shown in blue.
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peaks of TAZ2, specifically for residues that form the binding
site for AD1. These results show that HDM2 competes with
TAZ2 for binding AD1 but has no effect on the interactions of
TAZ2 with the AD2 motif.

Formation of a ternary complex is illustrated by the chemical
shift changes of the tryptophan N� resonances (Fig. 4B). Addi-
tion of HDM2 to 15N-labeled p53 (13–61) causes a large shift in
the N� resonance of Trp-23 (in AD1) but very little shift in the
cross peak of Trp-53 (in AD2). Subsequent addition of equimo-
lar TAZ1 causes the N� cross peak of Trp-53 to shift signifi-
cantly, confirming binding of TAZ1 to AD2, whereas the Trp-23
cross peak remains at precisely the same chemical shifts as in the
binary p53:HDM2 complex. These data show conclusively that
both HDM2 and TAZ1 remain bound to the p53 TAD, through
the AD1 and AD2 motifs, respectively. If the TAZ domains were
to compete with HDM2 for binding to p53, then addition of
TAZ1 or TAZ2 to the binary p53:HDM2 complex would either
yield the spectrum of the binary p53:TAZ1/2 complex (blue
contours for TAZ1 in Fig. 4B) or, if a mixture of binary HDM2
and TAZ complexes was formed, give rise to a spectrum that is
a superposition of the spectra of the component binary com-
plexes. Neither of these scenarios is observed and the spectra of
the 1:1:1 p53:HDM2:TAZ1/2 mixture are unique and show
definitively that the AD1 and AD2 motifs are fully bound to
HDM2 and TAZ1/2, respectively, within a ternary complex
(Fig. 4B and Fig. S8). Direct confirmation that a ternary
complex is formed between the p53 TAD, HDM2 and the
TAZ1 domain was obtained by pulldown experiments (SI Text
and Fig. S9). Our results are inconsistent with published
binding mechanisms (31) in which HDM2 and the TAZ
domains compete for binding to the p53 TAD. HSQC titrations
show that the NCBD and KIX domains also form ternary
complexes with p53 and HDM2 (Fig. S8).

The changes in the Trp-53 N� chemical shifts upon titration of
TAZ2 into 15N-labeled p53 (38–61) (AD2 motif) to form a
binary complex, and into the 15N-p53 (13–61):HDM2 complex to
form the ternary complex allowed an estimate of the binding
affinity (Fig. S9). For both the binary and ternary complexes, the
Trp-53 chemical shift changes fit to a 2-site binding model with
the same dissociation constants (Kd1 � 0.055 �M, Kd2 � 10.1
�M) determined from global fitting of the HSQC titration of p53
(38–61) into 15N-labeled TAZ2 (Table 1). Thus, the presence of
HDM2 bound at the AD1 site in the full-length p53 TAD neither
strengthens nor weakens subsequent interactions between the
AD2 motif and TAZ2; the 2 motifs function independently in
forming the ternary complex. Further, there appear to be no
interactions between HDM2 and the TAZ domains within the
ternary complex; the AD1 resonances have identical chemical
shifts in the binary HDM2 complex and the ternary
HDM2:p53:TAZ2 complex; similarly, the AD2 resonances in the
binary TAZ2 and ternary HDM2:p53:TAZ2 complexes are the
same. Neither TAZ1 (34) nor TAZ2 binds directly to the HDM2
N-terminal domain: When 15N-labeled TAZ2 is mixed with
HDM2 (6–125) in the absence of p53, there is no change in the
HSQC spectrum of TAZ2. Upon formation of the ternary
complex, the HSQC cross-peaks of many residues located be-
tween the AD1 and AD2 motifs of p53 (13–61) remain intense
and are shifted only slightly from their positions in the free p53
spectrum, suggesting that this region remains disordered and
does not interact significantly with the bound HDM2 or TAZ2
domains.

Further evidence that the TAZ2:AD2 and HDM2:AD1 do-
mains tumble independently comes from the fact that linewidths
of cross-peaks in the HSQC spectrum of the 15N-TAZ2:p53
(13–61) complex do not increase upon binding of HDM2 to form
the ternary complex, despite the overall increase in molecular
weight (see for example Fig. 4B). This behavior is as expected for
a hydrodynamic model in which the TAZ2:AD2 and

HDM2:AD1 domains tumble as independent beads on a flexible
string. Thus, in the ternary complex, the AD1 and AD2 regions
function as independent binding motifs, separated by a flexible
linker, that can interact simultaneously with HDM2 and CBP
domains (Fig. 5A).

Discussion
Our results provide new insights, at the molecular level, into the
complex interplay between CBP/p300, p53, and HDM2. They are
fully consistent with previous reports (14–16, 28–30) of binding
of the p53 N-terminal TAD at multiple sites on CBP/p300, but
go beyond these to provide a quantitative measure of the relative
binding affinities for each site and to investigate the effects of
multisite phosphorylation. The unphosphorylated transactiva-
tion domain (p53 residues 13–61, encompassing both the AD1
and AD2 regions) binds with highest affinity to the TAZ2
domain of CBP, and with intermediate affinity to the TAZ1 and
NCBD domains. The interaction with KIX is significantly
weaker. Our affinity measurements are consistent with recent
fluorescence anisotropy studies of binding of p53 (1–57) and p53
(15–29) peptides to the corresponding domains from p300 (31),
with some small differences in binding affinities probably re-
f lecting differences in temperature or slight sequence differ-
ences between the CBP and p300 domains. Because all 4 CBP
domains bind the p53 TAD with moderate to high affinity, it is
likely that each of them contributes to high affinity binding of the
p53 tetramer, as suggested recently for p300 (31). Multivalent
interactions of p53 with the STAGA complex have also been
reported (35).

Both the AD1 and AD2 regions of the p53 transactivation
domain participate in the interactions with CBP, but with
significantly different affinities. Peptides containing the isolated
AD2 motif bind 70–500 times more tightly to the TAZ1 and
TAZ2 domains than do those containing the AD1 motif alone.
Although AD2 dominates the interaction, AD1 nevertheless
contributes slightly (2- and 5-fold for TAZ2 and TAZ1, respec-
tively) to the binding affinity of the full-length p53 TAD (Table
1) and is required for fully functional interactions between CBP
and p53 in vivo (36). Chemical shift changes for AD1 resonances
that accompany binding of p53 (13–61) suggest that the en-
hanced binding comes from direct contacts with the TAZ domains
that lead to partial folding of the AD1 motif. This interpretation is
supported by chemical shift changes observed in TAZ1 and TAZ2
resonances, which indicate a contact site on each TAZ domain for
the AD1 residues. Similar binding preferences are observed for the
NCBD, with the AD2 peptide binding �10-fold more tightly than
AD1 whereas both motifs contribute to binding of the full-length

Fig. 5. Model for the molecular events involved in the p53 response medi-
ated by synergistic interactions with CBP/p300 and HDM2. (A) In unstressed
cells, AD1 binds strongly to HDM2, whereas AD2 interacts with the TAZ1, KIX,
TAZ2, and NCBD domains of CBP/p300, promoting polyubiquitination and
degradation of p53. (B) After genotoxic stress, S15, T18, and S20 of the p53
TAD become phosphorylated, lowering the affinity of AD1 for HDM2 and
increasing its affinity for the CBP TAZ1 and KIX domains, promoting acetyla-
tion of the C terminus of p53 and its activation and stabilization.
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p53 TAD. In the case of the KIX domain, both AD1 and AD2 are
essential for high affinity binding; no binding of the isolated AD1
and AD2 peptides is detectable by ITC, although HSQC titrations
indicate weak interactions.

Our experiments show that all 4 CBP domains, even KIX,
form a ternary complex with AD1 bound to HDM2 and AD2
interacting with CBP (Fig. 4 and Fig. S8). Despite the high
affinity with which TAZ2 binds to the p53 TAD, it is unable to
displace the much more weakly bound HDM2, showing clearly
that the AD1 and AD2 motifs function independently in their
interactions with CBP and HDM2. This is also confirmed by the
observation that the chemical shifts of AD1 resonances are the
same in the binary complex with HDM2 and in the ternary
complexes with the various CBP domains, and conversely for
AD2 resonances in the presence or absence of HDM2. In
addition, the binding affinity of the CBP domains for AD2 does
not appear to be altered significantly by the presence of HDM2
in a ternary complex (Fig. S9). The full-length p53 TAD binds
both the TAZ1 and NCBD domains more weakly (Kd � 1 �M)
than it binds HDM2, but the AD1 and AD2 motifs once again
function independently: There is no competition between
HDM2 and the CBP domains for binding to p53. Although
independent binding of the AD2 motif to the individual TAZ1,
NCBD, and KIX domains of CBP is relatively weak (Kd � 5 �M),
simultaneous and synergistic binding of all 4 CBP domains to the
4 transactivation domains presented by the p53 tetramer would
lead to a high affinity complex (Fig. 5A). A ternary complex
between tetrameric p53, HDM2, and p300 has been isolated
from HeLa nuclear extracts (37).

Although our NMR experiments (Fig. S8) and pulldown
assays (Fig. S9) establish unequivocally that isolated CBP do-
mains can bind the p53 TAD in the presence of bound HDM2
to form ternary complexes, there are contrary reports in the
literature. A recent systematic study of the p53-binding proper-
ties of the p300 domains, using fluorescence anisotropy to
monitor binding concluded that HDM2 and the CH3 domain
(TAZ2 plus the ZZ domain) compete for binding to the p53
TAD (31).

We suspect that the reason Teufel et al. (31) failed to detect
the ternary complex is because, as indicated by our NMR
experiments, it behaves hydrodynamically as 2 beads on a
flexible string and its formation is therefore not accompanied by
an increase in rotational correlation time of the fluorescence
probe. It has also been reported that HDM2 inhibits the
interaction in vivo between p53 and constructs of CBP/p300
containing only the TAZ1 or TAZ2 domains (30). However, in
vitro assays showed that HDM2 does not inhibit binding of p53
to full length p300 (38), suggesting that the ability of CBP/p300
to bind the p53 tetramer through multivalent interactions in-
volving the TAZ1, TAZ2, NCBD, and KIX domains substan-
tially enhances the binding affinity.

The p53 response is regulated by a cascade of phosphorylation
events activated by various forms of genotoxic stress (4, 6). After
DNA damage, the cascade is initiated by phosphorylation of S15
in the p53 TAD by ATM family kinases, with subsequent
phosphorylation at T18 and S20 (13). In accord with the studies
in refs. 8 and 9, we find that T18 phosphorylation significantly
impairs HDM2 binding (Table 1). However, we see no evidence
for significant enhancement of binding to CBP/p300, beyond a
very small increase in binding affinity for the KIX domain.
Because there is growing evidence that simultaneous phosphor-
ylation of S15 and S20, or T18 and S20 has a synergistic role in
activating p53-mediated apoptosis (39–41), we investigated
binding of a p53 peptide phosphorylated at S15, T18, and S20 to
the CBP domains. In contrast to the modest effect of single site
phosphorylation at T18, triple site phosphorylation dramatically
and specifically enhanced binding to TAZ1, increasing the
affinity �10-fold such that the triply phosphorylated TAD binds

with equal avidity (Kd � 70 nM) to both the TAZ1 and TAZ2
domains. As noted in ref. 9, binding of a triply phosphorylated
peptide, p53 (15–29)pS15pT18pS20, to MDM2 is impaired to the
same extent as caused by phosphorylation at T18 alone.

CBP/p300 and HDM2 play a synergistic role in regulation of
p53 stability. In unstressed cells, CBP/p300, p53 and HDM2 form
a ternary complex that mediates p53 turnover (17). Binding to
HDM2 alone promotes monoubiquitination of p53; interactions
with the CBP/p300 N-terminal region, which functions as a
ubiquitin E4 ligase, are required for polyubiquitination and
proteasomal degradation of mono-ubiquitinated p53 (18). It was
originally suggested that direct interactions between HDM2 and
the TAZ1 domain were required for p53 degradation (17), but
subsequent studies indicated that the observed interactions were
an artifactual consequence of denaturation of the TAZ1 domain
by sequestration of zinc (34). CBP and p300 also play an
important role in stabilization of p53 by acetylation of lysine
residues in the C-terminal regulatory region (7); acetylation of
p53 is inhibited in the ternary complex formed with HDM2 (37).

Our data suggest a plausible model for the molecular events
involved in the p53 response (Fig. 5). In the absence of genotoxic
stress, the p53:HDM2 complex interacts relatively weakly with
CBP/p300 leading to polyubiquitination and p53 turnover. In
response to DNA damage, p53 becomes stabilized and activated
by phosphorylation at multiple sites, leading to release of
HDM2, enhanced recruitment of CBP/p300, and acetylation of
the C-terminal regulatory domain of p53 (4–6). Phosphorylation
at T18 inhibits binding of the p53 TAD to HDM2 (Kd increases
to 5 �M) but has little effect on binding CBP/p300. In contrast,
triple phosphorylation at S15, T18, and S20 enhances the affinity
of the p53 TAD for the TAZ1 and KIX domains 10-fold (Table
1), while simultaneously impairing binding to HDM2 (9). This
dramatic switch in binding affinity would shut off the polyubiq-
uitination activity by inhibiting binding of the complex formed by
HDM2 and the nonphosphorylated p53 TAD to TAZ1. This
inhibitory function becomes especially important in the context
of a DNA-bound p53 tetramer, where the 4 TAD regions, 1 from
each p53 subunit, may be phosphorylated differently. By en-
hancing the affinity for binding to TAZ1, phosphorylation of
S15, T18, and S20 in only 1 of the 4 TADs present in the tetramer
would be sufficient to shut down ubiquitination, even if the other
TADs are not phosphorylated and remain bound to HDM2.

Materials and Methods
Protein Expression and Purification. Unlabeled and 15N-labeled TAZ1 (residues
340–439), KIX (residues 586–672), TAZ2 (residues 1764–1855), and NCBD
(residues 2059–2117) domains of mouse CBP were expressed and purified as
described (42–45). The p53 binding domain of HDM2, residues 6–125, was
expressed in E. coli. Details of the purification of HDM2 and the preparation
and purification of isotopically-labeled p53 constructs are given in SI Text.

Peptide Synthesis. The peptide p53 (14–28) and the phosphorylated peptides
p53 (14–28)pT18, p53 (13–57)pT18, and p53 (13–57)pS15pT18pS20 were syn-
thesized on a Perseptive Biosystems synthesizer using solid-phase Fmoc meth-
ods with double coupling at each step. Fmoc-Thr(PO(OBzl)-OH)-OH and Fmoc-
Ser(PO(OBzl)-OH)-OH were used for incorporation of phosphothreonine and
phosphoserine, respectively. The peptides were purified by preparative re-
versed phase HPLC on a C18 silica column and purity and mass were confirmed
by analytical reversed phase HPLC and MALDI-TOF.

Isothermal Titration Calorimetry. Affinities of the p53 TAD constructs for the
NCBD and KIX domains of CBP and for HDM2 were measured at 35 °C by
isothermal titration calorimetry. Details are provided in SI Text and typical
results shown in Fig. S2.

NMR Spectroscopy. 1H-15N HSQC titrations were performed to characterize
binding of CBP domains to the p53 TAD constructs. Details of the NMR
experiments and titration conditions are provided in SI Text.
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Determination of Kd from NMR Titrations. Accurate affinities for the TAZ1 and
TAZ2 complexes were difficult to determine by ITC because of a weak sec-
ondary p53 binding site, indicated by curvature in HSQC titration curves at
p53:TAZ ratios �1:1 (Fig. 2). Dissociation constants were therefore determined
from changes in amide 1H (��H) and 15N (��N) chemical shifts. The ��H and ��N

titration curves were fitted globally to 1-site or 2-site binding models with an
in-house fitting program nmrKd, using the Levenberg–Marquardt algorithm
(46). The 1-site binding model assumes

��H(N) � ��FB
H(N)�	
P�0 � 
L�0 � Kd�

�	
P�0 � 
L�0 � Kd�
2  4
P�0
L�0�/2
P�0 [1]

where ��FB
H(N) is the amide proton (nitrogen) chemical shift difference be-

tween the free and bound form, and [P]0 and [L]0 are the total concentrations
of CBP domain and p53 peptide, respectively (47, 48). The 2-site binding model
assumes

��H(N) �

L�

Kd1 � 
L�
��FB1

H(N) �

L�

Kd2 � 
L�
��FB2

H(N) [2]

where Kd1, ��FB1
H(N) and Kd2, ��FB2

H(N) are Kd and ��FB
H(N) for primary and

secondary binding, respectively, and [L] is the free p53 concentration, which
is obtained analytically in terms of Kd1, Kd2, [P]0, and [L]0 as described in ref. 49.
Details of the fitting procedure will be described elsewhere.

Because TAZ1 and TAZ2 concentrations could not be determined accu-
rately by UV absorbance because of the presence of DTT, concentration
corrections were implemented in the fitting program. Thus, [P]0 was re-
placed by c[P]0 in the above equations, where c is a correction factor for
TAZ1 or TAZ2 concentration and is set as a variable in the fitting. The
correction led to improved fits. The c value was typically 0.7 and 1.2 for
TAZ1 and TAZ2, respectively.
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