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A short C-terminal sequence that is deleted in the v-ErbA oncoprotein and conserved in members of the
nuclear receptor superfamily is required for normal biological function of its normal cellular counterpart, the
thyroid hormone receptor alpha (T3Ra). We carried out an extensive mutational analysis of this region based
on the crystal structure of the hormone-bound ligand binding domain of T3Ra. Mutagenesis of Leu398 or
Glu401, which are surface exposed according to the crystal structure, completely blocks or significantly impairs
T3-dependent transcriptional activation but does not affect or only partially diminishes interference with AP-1
activity. These are the first mutations that clearly dissociate these activities for T3Ra. Substitution of Leu400,
which is also surface exposed, does not affect interference with AP-1 activity and only partially diminishes
T3-dependent transactivation. None of the mutations affect ligand-independent transactivation, consistent with
previous findings that this activity is mediated by the N-terminal domain of T3Ra. The loss of ligand-
dependent transactivation for some mutants can largely be reversed in the presence of GRIP1, which acts as
a strong ligand-dependent coactivator for wild-type T3Ra. There is excellent correlation between T3-dependent
in vitro association of GRIP1 with T3Ra mutants and their ability to support T3-dependent transcriptional
activation. Therefore, GRIP1, previously found to interact with the glucocorticoid, estrogen, and androgen
receptors, may also have a role in T3Ra-mediated ligand-dependent transcriptional activation. When fused to
a heterologous DNA binding domain, that of the yeast transactivator GAL4, the conserved C terminus of T3Ra
functions as a strong ligand-independent activator in both mammalian and yeast cells. However, point
mutations within this region have drastically different effects on these activities compared to their effect on the
full-length T3Ra. We conclude that the C-terminal conserved region contains a recognition surface for GRIP1
or a similar coactivator that facilitates its interaction with the basal transcriptional apparatus. While impor-
tant for ligand-dependent transactivation, this interaction surface is not directly involved in transrepression
of AP-1 activity.

The actions of thyroid hormone 3,5,39-triiodo-L-thyronine
(T3) are mediated through binding to receptors (T3Rs) which
belong to the nuclear receptor superfamily of transcription
factors, encoded by the c-erbAa and c-erbAb genes (42, 49).
Nuclear receptors are ligand-activated transcription factors
possessing highly conserved DNA binding domains (DBDs)
and moderately conserved ligand binding domains (LBDs) (8,
18). The T3Rs recognize the consensus half site AGGTCA,
which is also recognized by the related retinoic acid (RA) and
vitamin D3 receptors (8). This sequence can be arranged as a
direct repeat, a palindrome, or an inverted repeat, and the
spacing between the half sites and their relative orientation
determine receptor specificity and the nature of the transcrip-
tional response (33, 46). Unliganded T3Ra can repress pro-
moters that contain T3 response elements (T3REs), and this
repression is reversed upon T3 binding, resulting in net acti-
vation (14, 43). Unliganded T3Ra can also activate transcrip-
tion from promoters which contain an inverted repeat of a
variant half site, and this activation is reversed upon T3 binding
(38). Whereas the ligand-independent repression of basal pro-

moter activity and the ligand-dependent activation functions
are mediated by sequences within the C-terminal LBD (5–7,
35, 37), the ligand-independent activation function is mediated
through the N-terminal activation domain (38).

A short region in the C terminus of T3Ra is highly con-
served among different nuclear receptors (15, 37). This region,
which is deleted in the oncogenic derivative of T3Ra, v-ErbA,
is critical for both ligand-dependent transactivation and inter-
ference with AP-1 activity (37). The conserved C-terminal re-
gion is also essential for transactivation by glucocorticoid and
estrogen receptors (GR and ER) (15) and the RA and retinoid
X receptors (RARs and RXRs) (17, 30). This region has also
been implicated in the release of a putative corepressor(s)
necessary for transcriptional silencing by T3Rb (6).

The activity of T3Ra is modulated by interactions with other
proteins. In vitro, RXRs form heterodimers with T3Rs that
bind to T3REs more efficiently than T3R homodimers (9, 25,
29, 31, 50, 52). In vivo, coexpression of T3Rs with RXRs results
in increased ligand-dependent and ligand-independent tran-
scriptional activation (9, 25, 29, 31, 38, 50, 51). Most recently,
proteins which act as putative coactivators (11, 23, 27, 28, 34,
41) and putative corepressors (10, 12, 26, 41) and which inter-* Corresponding author. Phone: 47-22958761. Fax: 47-22694130.
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act with the LBD of T3Rs and other nuclear receptors have
been identified.

On the other hand, AP-1 complexes, composed of either Jun
homodimers or Jun-Fos or Jun-ATF2 heterodimers (for a re-
view, see reference 2), interfere with ligand-dependent trans-
activation by T3Rs (for a review, see reference 39). Recipro-
cally, liganded T3Rs and other nuclear receptors, as first
described for the GR, interfere with AP-1 activity (for a review,
see reference 39). The interference with AP-1 activity is not
mediated by direct binding of nuclear receptors to DNA and
requires the short conserved region located at their C termini
(37, 52). The molecular mechanisms underlying this cross talk
have not been definitively established. The difficulty of identi-
fying mutations which dissociate transactivation from transre-
pression suggested that AP-1 and liganded nuclear receptor
may compete for a common cofactor (for a review, see refer-
ence 39). Although some mutations were identified in the
DBD of GR which discriminate between ligand-dependent
activation and interference with AP-1 activity (21, 22), the
consequence of these mutations to the overall GR structure
and their effect on the interaction of GR with other proteins,
such as coactivators, have not been studied to date, and there-
fore the mechanistic implications of these mutations are lim-
ited at present.

In light of its important role for the biological activities of
nuclear receptors in general and T3R in particular, we carried
out a mutational analysis of the C-terminal conserved region
based on information provided by the crystal structure of the
LBD of T3Ra (47). We targeted surface-exposed residues lo-
cated within this region which are likely to form a recognition
surface for other proteins that modulate T3R activity. Through
this analysis we identified mutations that dissociate ligand-
dependent activation from interference with AP-1 activity. We
present evidence that GRIP1, originally isolated as a putative
coactivator for GR, ER, and androgen receptors (23), acts as a
coactivator for T3Ra and interacts with T3Ra in vitro in a
manner which correlates very well with the ability of the mu-
tant proteins to carry out ligand-dependent activation. In ad-
dition, we show that the short conserved region can activate
transcription when fused to the DBD of the yeast transcription
factor GAL4. However, mutagenesis of this region has dis-
tinctly different consequences in the context of the full-length
receptor compared with that of the GAL4 fusion proteins.
These data underscore the importance of the conserved region
for the biological activities of T3Ra and show that it may
consist of two interaction surfaces, one involved in GRIP1
binding and ligand-dependent activation and the other in-
volved in transrepression of AP-1 activity.

MATERIALS AND METHODS

Cell culture, transient transfection, and LUC and CAT assays. CV-1, HeLa,
and COS-7 cells were maintained in Dulbecco’s modified Eagle’s medium
(DMEM) supplemented with 5% bovine calf serum and 5 and 10% fetal bovine
serum, respectively. The calcium phosphate coprecipitation method was used to
transfect CV-1 cells with 1 mg of reporter plasmid, 100 ng of expression vector,
and pUC18 to a total of 3 mg of DNA per 60-mm-diameter dish. After 5 to 8 h
of incubation with the precipitates, cells were washed once with phosphate-
buffered saline and then maintained in DMEM supplemented with 0.55% bovine
calf serum in the presence or absence of T3 (1027 M). Chloramphenicol acetyl-
transferase (CAT) or luciferase (LUC) enzyme activities were determined as
previously described (38).

For the transient transfection experiment using mouse mammary tumor virus
(MMTV)-T3RE-CAT, HeLa cells were transfected by electroporation as previ-
ously described (48). Transfections included 5 mg of reporter plasmid, 0.5 mg of
expression vectors, 1 mg of b-actin-galactosidase for internal control, and 0.5 mg
of GRIP expression vector. After electroporation, the cells were treated with
vehicle (ethyl alcohol) or T3 (1027 M). After 36 h cells were harvested and CAT
activities were determined (48).

COS-7 cells were transfected by a liposome-mediated transfection procedure

(Lipofectamine; Gibco) with 10 mg of the indicated expression vector per 100-
mm-diameter dish. After 6 h, cells were washed with phosphate-buffered saline
once and were maintained in DMEM supplemented with 10% fetal bovine
serum. Twenty-four hours later, cells were harvested. Whole-cell extracts were
prepared and used in the mobility shift analysis or the T3 binding assay.

Plasmids. Reporter plasmids 273 Col-CAT (1), 2XT3RE-CAT (20), RSV180-
LUC (32), and MMTV-T3RE-CAT (45) and the expression vector for T3Ra
(pSG5-c-ErbA [37]) have been described.

For the generation of the full-length mutant constructs, single-stranded mu-
tagenic primers were synthesized corresponding to the last 15 amino acids of
T3Ra with a BamHI site after the stop codon (sequences available upon re-
quest). Using a 59 primer, GGCCCTGCTGCAGGCCGTG (positions 936 to
955), centered around a PstI site within the LBD and the mutant C-terminal
primers, we amplified sequences by PCR, digested them with PstI and BamHI,
and exchanged them with the corresponding fragment of pSG5-c-ErbA. All
mutants were confirmed by sequencing.

For the generation of the wild-type GAL4 fusion construct, a HindIII-SacI
fragment of pSG424 (40), a SacI-EcoRI fragment of pSG5-c-ErbA, and a
HindIII-EcoRI fragment of pSG6 (16) were ligated to get pSG6-GAL4-CEA-C-
WT. For the generation of the mutant fusion constructs, SacI-XbaI fragments of
pSG5-c-ErbA-M5-11 were exchanged with those of pSG6-GAL4-CEA-C-WT.

GST-GRIP1 was described previously (23).
Mobility shift analysis. Preparation of nuclear extracts, recombinant T3Ra,

and mobility shift analysis were as described previously (38). For supershift
analysis, recombinant T3Ra or whole-cell extracts from COS-7 cells ectopically
expressing the various proteins were incubated with T3Ra-specific antiserum
(38) or nonimmune rabbit serum on ice for 15 min prior to the binding reaction.

T3 binding assay. [125I]T3 binding assays were performed on the in vitro-
translated wild-type and mutant receptors as described previously (3). The wild-
type T3Ra and the mutants were translated in vitro with the TNT expression
system (Promega) and used in the T3 binding assay, and Kd values were calcu-
lated with the Prism computer program (GraphPad Software, Inc.).

GST pulldown assay. In vitro interactions between T3Ra and GRIP1 were
examined by the glutathione S-transferase (GST) pulldown assay as described
previously for ER-RIP140 interactions (11).

RESULTS

Mutagenesis of the conserved C-terminal sequence in T3Ra.
We have generated mutations within the conserved C-terminal
region of T3Ra, focusing on three residues that are located at
the surface of the protein according to the crystal structure
(47) and therefore are candidates for interacting with cofac-
tors: Leu398, Leu400, and Glu401 (Fig. 1A and B). The non-
polar residues, Leu398 and Leu400, were changed either to a
smaller nonpolar residue (alanine, M7 and M8) or to an acidic
residue (aspartic acid, M9 and M10). The conserved Glu401
was substituted with either a polar residue (glutamine, M5) or
a small nonpolar residue (alanine, M6).

We first tested the mutant proteins for proper expression.
COS-7 cells were transfected with expression vectors specifying
the wild-type or the mutant receptors, and whole-cell extracts
were prepared and used in the mobility shift assay with the
myosin heavy chain (MHC)-T3RE oligonucleotide as a probe.
When extracts prepared from COS-7 cells transfected with
wild-type T3Ra were used, two bands were observed corre-
sponding to the T3Ra:T3Ra homodimers and T3Ra:RXRa
heterodimers, as previously described (11) (Fig. 1C). Upon
coincubation with COS-7 cell extracts containing RXRa, bind-
ing to the MHC-T3RE was increased approximately 20-fold
and most of the binding was by T3Ra:RXRa heterodimers as
shown previously (13). Extracts prepared from cells transfected
with the mutant T3Ra expression constructs gave rise to levels
of DNA binding activity similar to those exhibited by the wild-
type T3Ra-containing extracts when preincubated with RXRa.
Extracts containing RXRa alone or nontransfected cell ex-
tracts did not display any T3RE binding activity (data not
shown) (13). There were no significant differences in DNA
binding when smaller amounts of extracts were used (data not
shown). These data indicate that all mutant receptors were
expressed at levels comparable to those of the wild-type T3Ra,
that they have all retained their ability to heterodimerize with
RXRa, and that they all bind DNA.
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Since all activities of T3Ra described to date—ligand-de-
pendent activation, interference with AP-1 activity, and ligand-
independent activation—are modulated by hormone binding,
we also examined the ability of the mutant receptors to bind
T3. Scatchard analysis showed that the dissociation constants
of the mutant receptors M1 and M5 to M10 were in the range
of 0.12 to 1.64 nM, compared with 0.07 nM for the wild-type
receptor (Fig. 1A). All mutant receptors were expected to be
saturated with hormone in the experiments described below,
since an approximately 60-fold excess of T3 (100 nM) over the
Kd of the weakest binder was used. Therefore, a deficiency in
T3 binding is unlikely to account for the differential activities
of the mutant receptors that are described below.

Divergent effects of C-terminal mutations on different activ-
ities of T3Ra. To determine how the mutations affect the
biological activities of T3Ra, we first tested the wild-type and
mutant receptors for their ability to stimulate expression of
2XT3RE-tk-CAT (20), in which two copies of the palindromic
T3RE upstream to the thymidine kinase (tk) promoter drive
expression of the CAT reporter gene. CV-1 cells were cotrans-
fected with 2XT3RE-tk-CAT and either an empty expression
vector or expression vectors encoding the wild-type or mutant
receptors. After transfection, the cells were either left un-
treated or treated with T3 for 36 h and CAT activities were
determined. As shown in Fig. 2A, in the absence of T3 the
wild-type and all mutant receptors repressed basal reporter
expression by approximately 50%. In the presence of T3, wild-
type T3Ra activated 2XT3RE-tk-CAT expression approxi-
mately 10-fold. M8 and M10 also stimulated reporter expres-
sion in response to T3, but activation was reduced by 30 and
60%, respectively, compared to wild-type T3Ra. M5 and M6
had approximately 20% of wild-type activity, while M1, M7,
and M9 were inactive. These results suggest that among the
surface residues in the conserved C terminus of T3Ra, Leu398
and Glu401 are most important for ligand-dependent activa-
tion by T3Ra.

We also tested the mutant proteins for their ability to inter-
fere with AP-1 activity. An AP-1-dependent reporter in which
a deletion derivative of the collagenase promoter is fused to
the CAT reporter gene, 273 Col-CAT (1), was cotransfected
into HeLa cells with expression vectors specifying the wild-type
T3Ra or M5 to M10. After transfection, the cells were either
left untreated or treated with T3 for 36 h. To maximize AP-1
activity, the cells were treated with tetradecanoyl phorbol ac-
etate during the last 12 h, and CAT activities were determined.
As we have shown previously (37), in the presence of T3,
wild-type T3Ra led to a fivefold decrease in 273 Col-CAT
expression (Fig. 2B). All mutants similarly repressed 273 Col-
CAT expression except for M1, which has lost this activity (37).
Interference with AP-1 activity by M7 and M9 were reduced
about 50% compared to that by wild-type T3Ra. Similar re-
sults were obtained in CV-1 cells (data not shown). These data
suggest that the ability to activate transcription in response to
T3 is not required for T3Ra to interfere with AP-1 activity.

We have recently described the ability of T3Ra to activate
transcription in a ligand-independent manner from a unique
T3RE found in the long terminal repeat of the Rous sarcoma
virus (RSV), which is relieved upon T3 binding (38). We tested
the ability of the mutant receptors to activate the RSV180-LUC
reporter, in which 180 bp of the RSV long terminal repeat
drive expression of the LUC gene (32). The wild-type T3Ra
increased expression of RSV180-LUC 10-fold, but the increase
was lost in the presence of T3 (Fig. 2C). All of the mutants,
including the M1 mutant that we have described previously
(37), similarly activated transcription in the absence of T3,
which was relieved in the presence of T3. However, for M1 the

FIG. 1. Detailed mutational analysis of the conserved C-terminal region of
T3Ra. (A) The sequences of the conserved C-terminal regions of T3Ra and the
various mutants are shown. For the mutants, only those residues which are
replaced are indicated. To the right of the alignment are the T3 dissociation
constants (Kd) determined as detailed in Materials and Methods. Standard
errors (SE) are indicated in parentheses. (B) Representation of T3Ra LBD
showing the surface locations of the mutated residues, based on the X-ray
structure (47). The side chains of residues L398, L400, and E401 are black. The
left panel shows a space-filling model of the complete LBD. The right panel
shows a ribbon model of the LBD main chain, along with the side chains of
residues L398, L400, and E401. Computer modeling was performed with Midas
Plus (Computer Graphics Laboratory, University of California, San Francisco).
(C) COS-7 cells were transfected with expression vectors encoding the wild-type
(WT) T3Ra, M5 to M10, or RXRa (10 mg each) by the Lipofectamine trans-
fection procedure. After 36 h, whole-cell extracts were prepared. The extracts
containing T3Ra were preincubated with extracts containing RXRa and were
used in the mobility shift assay with 32P-labeled MHC-T3RE as the probe, as
indicated. The migration positions of free probe (F) and homodimeric (C-C) and
heterodimeric (C-R) complexes are indicated.
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FIG. 2. Biological activities of the C-terminal mutants of T3Ra. (A) CV-1 cells were cotransfected with 2XT3RE-tk-CAT (1 mg) reporter plasmid and expression
vectors encoding wild-type (WT) T3Ra, M1, M5 to M10, or the empty expression vector pSG5 (100 ng each) by the calcium phosphate transfection procedure. Cells
were either left untreated (2) or treated (1) with T3 (1027 M) as indicated and were harvested after 36 h, and CAT activities were determined. CAT activity in the
presence of transfected wild-type T3Ra and T3 is set at 100%. The results represent the averages of at least three experiments. (B) HeLa cells were transfected with
the 273 Col-CAT reporter and 250 ng of expression vectors encoding the wild-type or mutant T3Rs to measure their ability to interfere with AP-1 activity. Cells were
either left untreated or treated with T3 (1027 M) as indicated, treated with tetradecanoyl phorbol acetate (50 ng/ml) at 24 h, and harvested after 36 h, and CAT activities
were determined. Repression of AP-1 activity, which is the ratio of CAT activity in the absence of T3 divided by the CAT activity in the presence of T3 (five times
higher), is arbitrarily set at 100% for wild-type T3Ra. Results represent the averages of three experiments. (C) Conditions were the same as for panel A except
RSV180-LUC reporter was used to measure the ability of the wild-type or mutant T3Rs to activate transcription in a ligand-independent manner. LUC activity in the
presence of wild-type T3Ra and in the absence of T3 is arbitrarily set at 100%.
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T3-dependent relief of activation was incomplete. These re-
sults confirm our previous findings (38) and suggest that the
C-terminal conserved region in T3Ra is not involved in T3-
independent activation of RSV180-LUC. Furthermore, these
results provide functional evidence that all mutants, with the
possible exception of M1, respond to the levels of T3 used in
these experiments similarly to the way wild-type T3Ra re-
sponds. Therefore, the effects on ligand-dependent activation
and interference with AP-1 activity are not due to effects on
ligand binding.

Mutations in the conserved C-terminal region have different
consequences when it is tested as a chimeric activator. To
investigate whether the extreme C terminus of T3Ra can ac-
tivate transcription on its own, we fused the last 16 amino acids
of the wild-type T3Ra to the DBD of the yeast transcriptional
activator GAL4 (40) to generate the chimera G4-CEA-C-WT.
G4-CEA-C-WT was cotransfected into CV-1 cells with a re-
porter construct in which five copies of the GAL4 response
element control expression of the LUC reporter gene,
5XGAL4-LUC. G4-CEA-C-WT increased 5XGAL4-LUC ex-
pression approximately 50-fold more efficiently than the GAL4
DBD (Fig. 3A). When mutant sequences were fused to GAL4
and tested in a similar experiment, variable results were ob-
tained (Fig. 3A). The M1 mutant did not affect the expression
of 5XGAL4-LUC, and M2 had only 5% of wild-type activity.
All other mutants activated 5XGAL4-LUC at levels ranging
between 25 and 85% of wild-type activity, except for M9, which
had 2.5-fold higher activity than did the wild type. In particular,
M3, M4, M7, and M9, which are completely inactive in the
full-length T3Ra context for ligand-dependent transactivation
(37) (Fig. 2B), were quite active when fused to the GAL4
DBD. These results indicate that the C-terminal activation
surface behaves differently when fused to a heterologous DBD
than it does in its natural setting. These differences are likely
due to structural alterations induced by ligand binding which
only affect the full-length proteins.

To test whether the differences observed in the activation of
5XGAL4-LUC were due to variable expression of the fusion
proteins, vectors specifying the expression of the wild-type or
mutant GAL4 fusion proteins were transfected into COS-7
cells. After 36 h, whole-cell extracts were prepared and used in
the mobility shift assay with the GAL4 response element as a
probe. As shown in Fig. 3B and C, extracts prepared from cells
transfected with G4-CEA-C-WT gave rise to two major shifted
bands in the presence of nonimmune serum. Preincubation
with a T3Ra-specific antiserum that was raised against the
conserved C-terminal region (38) resulted in the disappear-
ance of the upper band and the appearance of two slower-
migrating bands, indicating the presence of the T3Ra epitope
in all of the fusion proteins. We do not know the nature of the
faster-migrating complex that is not affected by the antiserum,
which could be a proteolytic fragment of the fusion construct
that has lost the T3Ra epitope. The two supershifted bands
may represent alternative conformations of the GAL4 fusion
protein plus the antiserum complex. There were no significant
differences in DNA binding when smaller amounts of extracts
were used (data not shown). These data indicate that all the
mutant fusion proteins were expressed at levels similar to that
of G4-CEA-C-WT, and thus, variations in activities described
above are not due to differences in expression or in DNA
binding activities.

T3Ra interacts with GRIP1 in vivo and in vitro: involvement
of the conserved C-terminal region. A novel protein, GRIP1,
was recently isolated which interacts with the LBDs of the GR,
ER, and androgen receptors in a ligand-dependent manner in
the yeast two-hybrid system and in vitro (23). Since mutations

FIG. 3. Transcriptional properties of C-terminal mutants of T3Ra when
fused to the GAL4 DBD. (A) The last 16 amino acids of either the wild-type
(WT) or mutant T3Rs were fused to the DBD of the yeast transcriptional
activator GAL4. CV-1 cells were cotransfected with vectors specifying expression
of the fusion proteins and the 5XGAL4-LUC reporter plasmid. After 24 h, cells
were harvested and LUC activities were determined. Activation by the wild-type
fusion protein was arbitrarily set at 100%. The results represent the averages of
at least three experiments. (B and C) The GAL4 fusion proteins are expressed
at similar levels. Expression vectors specifying the production of wild-type and
mutant proteins were transfected into COS-7 cells with Lipofectamine (Gibco).
After 36 h, whole-cell extracts were prepared. Extracts were either preincubated
with nonimmune rabbit serum (NRS) or with an antipeptide T3Ra antiserum
(Ab) and used in the mobility shift assay with the GAL4 response element as a
probe. The migration positions of the free (F), bound (B), and supershifted (SS)
complexes are indicated.
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within a conserved C-terminal region of GR and ER which is
similar to the C-terminal region in T3R (15, 37) block the
ability of these receptors to activate transcription, we examined
the possible interaction of wild-type T3Ra and its mutants with
GRIP1 in vivo and in vitro. We first used the transient trans-
fection assay to test several reporter constructs representing
different classes of T3REs and observed the most reproducible
and significant results with the MMTV-T3RE-CAT reporter
(45), in which one copy of the palindromic T3RE was inserted
in front of a deletion derivative of the MMTV promoter, which
drives expression of the CAT reporter gene (30a). After trans-
fection, the cells were either left untreated or treated with T3
for 36 h and CAT activities were determined. In the absence of
GRIP1, the wild-type T3Ra activated MMTV-T3RE-CAT ex-
pression approximately 10-fold in response to T3, which was
further increased in the presence of T3 and GRIP1 (Fig. 4).
The transcriptional responses elicited by M8 and M10 in the
absence or presence of GRIP1 were similar to those of the
wild-type T3Ra. In contrast, the M7 and M9 mutants had
completely lost their ability to increase expression of the re-
porter, which was not significantly affected by GRIP1 coexpres-
sion. Interestingly, M5 and M6, which are severely defective in
their T3-dependent transactivation function, were significantly
stimulated by GRIP1: M5 had 20% (equal to the activity of the
wild-type receptor in the presence of T3 alone) and M6 had
70% of the activity elicited by the wild-type T3Ra.

We then tested the wild-type and mutant T3Rs for their
ability to associate with GRIP1 in vitro. GRIP1 was expressed
in Escherichia coli as a GST fusion protein and was used in the
GST pulldown assay with cell-free-translated, 35S-labeled wild-
type and mutant T3Rs in the presence or absence of T3. As
shown in Fig. 4B, GRIP1 bound to wild-type and mutant T3Ra
weakly in the absence of T3. However, this binding was signif-
icantly increased in the presence of T3 for wild-type T3Ra.
GRIP1 binding to GST alone was weak and was not enhanced
by the addition of T3 (data not shown). T3-enhanced GRIP1
binding was observed with mutants M8 and M10, similar to
that of wild-type T3Ra. In the presence of T3, the M5 and M6
mutants bound GRIP1 approximately 10 and 20% as efficiently

as wild-type T3Ra, respectively, whereas the M7 and M9 mu-
tants exhibited the weakest GRIP1 binding activity, which was
not considerably different from the background binding to the
GST moiety alone (Fig. 4B). The input amounts of 35S-labeled
wild-type and mutant T3Rs were the same, as determined by
both autoradiography of sodium dodecyl sulfate-polyacrylam-
ide gel electrophoresis and [125I]T3 binding assay (data not
shown).

DISCUSSION

In light of its involvement in all biological activities of T3Ra
and its conservation among other members of the nuclear
receptor superfamily (6, 7, 15, 17, 30, 37), we undertook a
detailed mutational analysis of the conserved C terminus of
T3Ra based on the crystal structure of the hormone-bound
LBD (47). According to the X ray structure, this region con-
tains a polyproline turn followed by a single alpha helix that is
seven amino acids long (from Leu398 to Phe403), which is then
followed by five unstructured residues (47). The strongly hy-
drophobic internal face of this alpha helix directly contacts the
T3 ligand (47). As shown in Fig. 1B, three of the residues
within this region (Leu398, Leu400, and Glu401) are surface
exposed and thus are likely to form an interaction surface
recognized by cofactors of T3Ra, thereby directly contributing
to ligand-dependent transactivation or other activities of
T3Ra, such as interference with AP-1 activity. We therefore
selected these residues for mutagenesis.

Substitution of Leu398 with either alanine (M7) or aspartic
acid (M9) was sufficient to eliminate the T3-dependent trans-
activation ability of T3Ra. Interestingly, both M7 and M9
retained the ability to interfere with AP-1 activity, albeit at a
lower level than that of wild-type T3Ra. On the other hand,
substitution of Leu400 with alanine (M8) or aspartic acid
(M10) resulted in receptors which could still activate transcrip-
tion in response to T3 and were fully competent in repressing
AP-1 activity. It is interesting to note that Leu398 is much
better conserved among other members of the nuclear recep-
tor superfamily than is Leu400 (15, 37). Moreover, the crystal

FIG. 4. Ligand-dependent in vivo and in vitro interactions between the wild-type and mutant T3Ra and GRIP1. (A) HeLa cells were cotransfected by electro-
poration with the MMTV-T3RE-CAT reporter plasmid (5 mg) and expression vectors encoding wild-type (WT) T3Ra, M1, or M5 to M10 (500 ng each) in the presence
and absence of a GRIP1 expression vector (500 ng) as indicated. Cells were either left untreated or treated with T3 (1027 M) as indicated and harvested after 36 h,
and CAT activities were determined. CAT activity elicited by wild-type T3Ra in the presence of T3 is set at 100%. The results represent the averages of at least three
experiments done in triplicate. (B) In vitro interactions between GRIP1 and wild-type or mutant T3Rs, as indicated, were tested in the GST pulldown assay. GRIP1
was expressed in E. coli as a GST fusion protein and purified on glutathione agarose beads. This was then used in the GST pulldown assay with the cell-free-translated,
35S-labeled T3Rs in the presence (1) and absence (2) of T3 (1027 M) as detailed in Materials and Methods. The input amounts of 35S-labeled wild-type and mutant
T3Rs were the same, as determined by both autoradiography of sodium dodecyl sulfate-polyacrylamide gel electrophoresis and [125I]T3 binding (data not shown). The
arrowhead indicates the migration position of T3Rs.
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structure of the ligand-bound RARg suggests that the ho-
molog of Leu398 (Leu411 in RARg) is also surface exposed
(36). In contrast, Leu400 is less conserved and is substituted
more frequently and by more distant amino acids, such as polar
residues (arginine and serine in RARg and progesterone re-
ceptor, respectively) or positively charged residues (glutamine,
RARa, and RARb) in other receptors. Substitution of the
residue corresponding to Leu398 in T3Rb (Leu 454) also
blocks T3-dependent activation (44). A double mutation in
ER, in which residues corresponding to Leu398 and Phe399
(Leu543 and Leu544) are substituted with alanines, is also no
longer capable of activating transcription (15), supporting this
hypothesis. This suggests that Leu398 in T3Ra and the corre-
sponding residues in other nuclear receptors may have a more
important role in hormone-dependent transactivation than
does Leu400. It is also interesting to note that according to the
crystal structure of the three surface-exposed residues, Leu398
is the one which is most closely associated with helix 3 of the
LBD, spanning residues 213 to 236 of the N terminus (47).
Helix 3 corresponds to a region of high conservation among
members of the nuclear receptor superfamily (18) and contrib-
utes directly to ligand binding (47). It is possible that Leu398,
but not Leu400, is involved in the interaction of T3Ra with a
coactivator that is required for efficient ligand-dependent
transactivation and that helix 3 may provide part of the inter-
action surface.

Mutagenesis of Glu401, which is not only at the surface of
T3Ra but extends into the solvent as an ordered residue (47),
greatly reduced ligand-dependent activation but did not reduce
the ability to interfere with AP-1 activity. It is interesting to
note that when Glu401 was substituted along with Glu404, or
Phe403 and Glu404, the mutant receptors lost both ligand-
dependent transcriptional activation and the ability to interfere
with AP-1 activity (37). This suggests that other residues that
are C terminal to Glu401 may contribute to interference with
AP-1 activity. These residues may form an interaction surface
recognized by a cofactor, which is also important for AP-1-
mediated transactivation (39).

All of the mutants were fully capable of activating the
RSV180-LUC reporter independently of ligand binding. This is
consistent with our previous results, which suggested that T3-
independent transactivation is mediated by an N-terminal ac-
tivation domain (38). Ligand-dependent relief of this activa-
tion was impaired in M1 but not in other mutants (Fig. 2C).
The relief of T3-independent transcription may involve a
change in the conformation of T3Ra such that the ability of its
N-terminal activation domain to contact the transcriptional
initiation complex or the ability of its DBD to interact with the
RSV-T3RE is impaired (13, 38).

When a peptide containing the 16 most C-terminal residues
of T3Ra was fused to the DBD of the yeast transcription factor
GAL4, it was found to function as a potent activation domain
both in mammalian cells (Fig. 3A) and the budding yeast (39a).
This is consistent with recent findings in which longer portions
of the T3Ra C terminus were found to activate transcription,
independently of ligand binding, when fused to the GAL4
DBD (6, 7, 15, 17, 30, 44). However, when the different mu-
tations described above were examined in the context of the
16-amino-acid peptide fused to GAL4 DBD, they produced
different effects from those produced in the context of the
native receptor. For example, M3, M4, M7, and M9, which are
incapable of T3-dependent transactivation in the context of the
full-length receptor, were efficient activators in the GAL4 fu-
sion context. In fact, M9 was 2.5-fold more efficient than wild-
type peptide in transactivation when fused to the GAL4 DBD.
Similarly, M5 and M6, which are significantly impaired in T3-

dependent transactivation in the full-length context, efficiently
activated transcription when fused to GAL4. These data sug-
gest that, although this region may function as an independent
activation domain, its conformation is different when ex-
pressed as a GAL4 fusion protein than when expressed as the
intact receptor. In the latter case, its conformation is likely to
be modulated in response to ligand binding such that it can
interact with its target only after T3 binding to the LBD. That
target is most likely to be different from the one recognized by
the 16-amino-acid segment when fused to the GAL4 DBD.

The major physiologically relevant targets for the conserved
C-terminal region in T3Rs and other nuclear receptors are yet
to be identified. Recent screening of expression libraries or the
use of the yeast two-hybrid system resulted in the identification
and cloning of candidate cofactors such as Sug1 (28), RIP140
(11), TIF-1 (27), SRC-1 (34), GRIP1 (23) and CBP (24). Since
mutations within a conserved C-terminal region of GR and ER
which is similar to the C-terminal region in T3Rs (15, 37) block
the ability of these receptors to activate transcription in re-
sponse to hormone (15) and since GRIP1 associates with these
receptors in a hormone-dependent manner (23), we examined
possible interactions of wild-type T3Ra and its mutants with
GRIP1 in vivo and in vitro. We first tested several reporter
constructs representing different classes of T3REs and ob-
served that the use of the MMTV-T3RE-CAT reporter and
GRIP1 gave the most consistent effects on T3-dependent
T3Ra activity, and therefore they were used in this analysis
(30a). The reason for the differences observed in the response
of T3Ra to GRIP1 with different reporter constructs is not
known and requires further investigation. GRIP1 enhanced
the ability of wild-type T3Ra to increase transcription from the
MMTV-T3RE-CAT reporter approximately fivefold in a tran-
sient transfection assay (Fig. 4). M8 and M10 were similarly
stimulated by GRIP1. In contrast, the M7 and M9 mutants,
which had completely lost their ability to transactivate, were
not significantly stimulated by GRIP1. Interestingly, M5 and
M6, which are severely defective in their T3-dependent trans-
activation function, were significantly stimulated by GRIP1:
M5 had 20% and M6 had 70% of the activity elicited by the
wild-type T3Ra. This suggests that the substitutions in M5 and
M6 decrease the affinity of the receptors to interact with
GRIP1, which results in a significant loss in their ability to
activate transcription. However, when there is an excess of
GRIP1 present, this defect is at least in part overcome and the
ability of M5 and M6 to activate transcription significantly
increases.

We also tested the wild-type and mutant T3Rs for their
ability to interact with GRIP1 in vitro. We found excellent
correlation between the ability of the various mutants to acti-
vate transcription and their ability to interact with GRIP1 in a
T3-dependent manner. M7 and M9, which have lost their abil-
ity to activate transcription in response to T3, were not affected
by GRIP1 coexpression in vivo and did not associate with it in
vitro upon T3 binding. Conversely, M8 and M10, which are
similar to wild-type T3Ra in their ability to activate transcrip-
tion in the presence or absence of ectopically expressed
GRIP1, associated with GRIP1 in a T3-dependent manner in
the GST pulldown assay. M5 and M6, on the other hand, which
are severely diminished in their ability to activate transcription
in the absence of GRIP1, had detectable, but much weaker,
T3-induced binding to GRIP1 compared with that of the wild-
type T3Ra. These results suggest that GRIP1 may be an im-
portant cofactor for T3-dependent transcriptional activation.
Alternatively, another cofactor with recognition properties
similar to those of GRIP1 may mediate this function.

The discovery of mutants which are impaired in T3-depen-

VOL. 17, 1997 DISSOCIATION OF TRANSACTIVATION FROM TRANSREPRESSION 4693



dent transactivation function but fully capable of interference
with AP-1 transcriptional activity has important mechanistic
implications. Based on correlations we and others have drawn
from mutations that block both T3-dependent transactivation
and interference with AP-1 activity, we have recently suggested
that the transcriptional interference between liganded nuclear
receptors and AP-1 is due to competition for a cofactor that is
required for efficient transactivation by either protein (for a
review, see reference 39). Recently, CREB binding protein
(CBP), which was previously shown to function as a transcrip-
tional coactivator for the phosphorylated versions of CREB
and c-Jun (5), was found to also function as a coactivator for
several nuclear receptors (24). It was also shown that overex-
pression of CBP can restore AP-1 activity which was repressed
by liganded GR or RAR (24). However, we found that a
nonphosphorylatable mutant of c-Jun, which can no longer
bind CBP (4), is fully capable of repressing GR activity (13a).
Thus, CBP is unlikely to be the physiologically relevant target
for which GR and c-Jun compete. Our present results suggest
that the C-terminal activation domain of T3Ra contains at
least two separate interaction surfaces: one for GRIP1 or a
similar cofactor required for ligand-dependent activation, and
the other for a yet-to-be-identified cofactor required for inter-
ference with AP-1 activity. Consistent with these conclusions,
coexpression of GRIP1 does not relieve the inhibition of AP-1
transcriptional activity by liganded T3Ra, and it is therefore
unlikely to be the cofactor mediating this activity (30b). The
definitive test of this hypothesis has to await the definition of
the interaction surface required for repression of AP-1 activity
and the identification of its physiological target.

ACKNOWLEDGMENTS

We thank T. Deng, A. Munoz, M. Pfahl, M. R. Stallcup, M. Zenke,
and X.-K. Zhang for the generous gifts of plasmids; R. Wagner for
advice on mutagenesis; and J. Shinsako and H. Nguyen for technical
assistance.

This work was supported by grants from the National Institutes of
Health (CA50528) to M.K., from the Computer Graphics Laboratory
at University of California at San Francisco Medical Center (P41-
RR01081), and from the University of California AIDS Research
Program (K93-SD-014) and the University of Oslo to F.S.

REFERENCES

1. Angel, P., M. Imagawa, R. Chiu, B. Stein, R. J. Imbra, H. J. Rahmsdorf, C.
Jonat, P. Herrlich, and M. Karin. 1987. Phorbol ester-inducible genes con-
tain a common cis element recognized by a TPA-modulated transacting
factor. Cell 49:729–739.

2. Angel, P., and M. Karin. 1991. The role of Jun, Fos, and the AP-1 complex
in cell proliferation and transformation. Biochim. Biophys. Acta 1072:129–
157.

3. Apriletti, J. W., J. D. Baxter, K. H. Lau, and B. L. West. 1995. Expression of
the rat alpha 1 thyroid hormone receptor ligand binding domain in Esche-
richia coli and the use of a ligand-induced conformation change as a method
for its purification to homogeneity. Protein Expr. Purif. 6:363–370.

4. Arias, J., A. S. Alberts, P. Brindle, F. X. Claret, T. Smeal, M. Karin, J.
Feramisco, and M. Montminy. 1994. Activation of cAMP and mitogen re-
sponsive genes relies on a common nuclear factor. Nature 370:226–229.

5. Baniahmad, A., A. C. Kohne, and R. Renkawitz. 1992. A transferable silenc-
ing domain is present in the thyroid hormone receptor, in the v-erbA onco-
gene product and in the retinoic acid receptor. EMBO J. 11:1015–1023.

6. Baniahmad, A., X. Leng, T. P. Burris, Y. T. Tsai, M. J. Tsai, and B. W.
O’Malley. 1995. The t4 activation domain of the thyroid hormone receptor is
required for release of a putative corepressor(s) necessary for transcriptional
silencing. Mol. Cell. Biol. 15:76–86.

7. Barettino, D., M. M. Vivanco Ruiz, and H. Stunnenberg. 1994. Character-
ization of the ligand-dependent transactivation domain of thyroid hormone
receptor. EMBO J. 13:3039–3049.

8. Beato, M. 1989. Gene regulation by steroid hormones. Cell 56:335–344.
9. Bugge, T. H., J. Pohl, O. Connoy, and H. G. Stunnenberg. 1992. RXRa, a

promiscuous partner for retinoic acid and thyroid hormone receptors.
EMBO J. 11:1409–1418.

10. Burris, T. P., Z. Nawaz, M. J. Tsai, and B. W. O’Malley. 1995. A nuclear

hormone receptor-associated protein that inhibits transactivation by the thy-
roid hormone and retinoic acid receptors. Proc. Natl. Acad. Sci. USA 92:
9525–9529.

11. Cavailles, V., S. Dauvois, F. L’Horset, G. Lopez, S. Hoare, P. J. Kushner, and
M. G. Parker. 1995. Nuclear factor RIP140 modulates transcriptional acti-
vation by the estrogen receptor. EMBO J. 14:3741–3751.

12. Chen, J. D., and R. M. Evans. 1995. A transcriptional corepressor that
interacts with nuclear receptors. Nature 377:454–457.

13. Claret, F.-X., T. Antakly, M. Karin, and F. Saatcioglu. 1996. A shift in ligand
responsiveness of thyroid hormone receptor alpha induced by heterodimer-
ization with retinoid X receptor alpha. Mol. Cell. Biol. 16:219–227.

13a.Claret, F.-X., and M. Karin. Unpublished data.
14. Damm, K., C. C. Thompson, and R. M. Evans. 1989. Protein encoded by

v-erbA functions as a thyroid hormone receptor antagonist. Nature 339:593–
597.

15. Danielian, P. S., R. White, J. A. Lees, and M. G. Parker. 1992. Identification
of a conserved region required for hormone dependent transcriptional acti-
vation by steroid hormone receptors. EMBO J. 11:1025–1033.

16. Deng, T., and M. Karin. 1994. C-Fos transcriptional activity stimulated by a
H-ras activated protein kinase distinct from JNK and ERK. Nature 371:171–
175.

17. Durand, B., M. Saunder, C. Gaudon, B. Roy, R. Losson, and P. Chambon.
1994. Activation function 2 (AF-2) of retinoic acid receptor and 9-cis-reti-
noic acid receptor: presence of a conserved autonomous constitutive acti-
vating domain and influence of the nature of the response element on AF-2
activity. EMBO J. 13:5370–5382.

18. Evans, R. M. 1988. The steroid and thyroid hormone receptor superfamily.
Science 240:889–895.

19. Forman, B. M., and H. H. Samuels. 1990. Interactions among a subfamily of
nuclear hormone receptors: the regulatory zipper model. Mol. Endocrinol.
4:1293–1300.

20. Glass, C. K., S. M. Lipkin, O. V. Devary, and M. G. Rosenfeld. 1989. Positive
and negative regulation of gene transcription by a retinoic acid-thyroid
hormone receptor heterodimer. Cell 59:697–708.

21. Heck, S., M. Kullmann, A. Gast, H. Ponta, H. J. Rahmsdorf, P. Herrlich, and
A. C. B. Cabo. 1994. A distinct modulating domain in glucocorticoid receptor
monomers in the repression of activity of the transcription factor AP-1.
EMBO J. 13:4087–4095.

22. Helmberg, A., N. Auphan, C. Caelles, and M. Karin. 1995. Glucocorticoid-
induced apoptosis of human leukemic cells is caused by the repressive func-
tion of the glucocorticoid receptor. EMBO J. 14:452–460.

23. Hong, H., K. Kohli, A. Trivedi, D. L. Johnson, and M. R. Stallcup. 1996.
GRIP1, a novel mouse protein that serves as a transcriptional coactivator in
yeast for the hormone binding domains of steroid receptors. Proc. Natl.
Acad. Sci. USA 93:4948–4952.

24. Kamei, Y., L. Xu, T. Heinzel, J. Torchia, R. Kurokowa, P. Gloss, S.-C. Lin,
R. A. Heyman, D. W. Rose, C. K. Glass, and M. G. Rosenfeld. 1996. A CBP
integrator complex mediates transcriptional activation and AP-1 inhibition
by nuclear receptors. Cell 85:403–414.

25. Kliewer, S. A., K. Umesono, D. J. Mangelsdorf, and R. M. Evans. 1992.
Retinoid X receptor interacts with nuclear receptors in retinoic acid, thyroid
hormone and vitamin D3 signalling. Nature 355:446–449.

26. Kurokawa, R., M. Soderstrom, A. Horlein, S. Halachmi, M. Brown, M. G.
Rosenfeld, and C. K. Glass. 1995. Polarity-specific activities of retinoic acid
receptors determined by a co-repressor. Nature 377:451–454.

27. LeDouarin, B., C. Zeckel, J. M. Garnier, Y. Lutz, L. Tora, P. Pierrat, D.
Heery, H. Gronemeyer, P. Chambon, and R. Rosson. 1995. The N-terminal
part of TIF-1, a putative mediator of the ligand-dependent activation func-
tion (AF-2) of nuclear receptors, is fused to B-raf in the oncogenic protein
T18. EMBO J. 14:2020–2033.

28. Lee, J. W., F. Ryan, J. C. Swaffield, S. A. Johnston, and D. D. Moore. 1995.
Interaction of thyroid hormone receptor with a conserved transcriptional
mediator. Nature 374:91–94.

29. Leid, M., P. Kastner, K. Lyons, H. Nakshatri, M. Saunders, T. Zocharewski,
J.-Y. Chen, A. Staub, J.-M. Garnier, S. Mader, and P. Chambon. 1992.
Purification, cloning, and RXR identity of the HeLa cell factor with which
RAR or TR heterodimerizes to bind to target sequences efficiently. Cell
68:377–396.

30. Leng, X., J. Blanco, S. Y. Tsai, K. Ozato, B. W. O’Malley, and M. J. Tsai.
1995. Mouse retinoid X receptor contains a separable ligand-binding and
transactivation domain in its E region. Mol. Cell. Biol. 15:255–263.

30a.Lopez, G., P. Kushner, and F. Saatcioglu. Unpublished data.
30b.Lopez, G., and P. Kushner. Unpublished data.
31. Marks, M. S., P. L. Hallenbeck, T. Nagata, J. H. Segars, E. Appella, V. M.

Nikodem, and K. Ozato. 1992. H-2RIIBP (RXRb) heterodimerization pro-
vides a mechanism for combinatorial diversity in the regulation of retinoic
acid and thyroid hormone responsive genes. EMBO J. 11:1419–1435.

32. Maxwell, I. H., G. S. Harrison, W. M. Wood, and F. Maxwell. 1989. A DNA
cassette containing a trimerized SV40 polyadenylation signal which effi-
ciently blocks spurious plasmid initiated transcription. BioTechniques 7:276–
280.
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