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ABSTRACT: The human thromboxane A2 (TXA2) receptor (TP) is known to mediate platelet aggregation and
vasoconstriction. The receptor predominantly interacts with the Gq protein, thereby activating phospholi-
pase C and increasing the intracellular calcium level. In this study, we synthesized a 15-residue peptide
corresponding to the C-terminal domain of the Gq protein R subunit (GRq-Ct peptide) and characterized its
interaction with recombinant TP purified from a baculovirus expression system in the presence and absence
of an agonist using fluorescence and NMR spectroscopic studies. With fluorescence binding assays, we
demonstrated that the GRq-Ct peptide was bound to TP, in the absence of the agonist, with a Kd value of
approximately 17 μM. Interestingly, upon addition of the agonist, U46619, the GRq-Ct peptide’s binding
affinity for this activated TP was reduced, thereby increasing the Kd value to approximately 240 μM. NMR
experiments demonstrated that the TP-boundGRq-Ct peptide shows a different affinity and conformation, in
the absence and presence of the agonist, U46619. This suggested there is the possibility of ligand-free
constitutive TP signaling throughGR binding. Thus, anHEK293 cell line that stably expresses human TP and
lacks the ability to produce TXA2 was created by gene transfer and G418 selection. In comparison with the
control cells, the stable cell line showed significant GR-mediated ligand-free calcium signaling. The study
indicates a promising new outlook for the examination of prostanoid receptor-G-protein interactions in
greater detail using integrated NMR spectroscopy, the purified receptor, and the stable cell line.

Prostanoids, comprising prostaglandins and thromboxane,
make up a family of bioactive oxygenated metabolites of arachi-
donic acid. They act as local hormones in the vicinity of their
production site and regulate the local homeostasis (1-4). Each
prostanoid exerts its function by binding to a specific prostanoid
receptor. All known prostanoid receptors belong to theG-protein-
coupled receptor (GPCR) family, possessing a commonmembrane
topology of seven transmembrane (TM) domains (5).

The human thromboxane A2 (TXA2)
1 receptor (TP) was origi-

nally purified from placenta in 1989, and its cDNA was cloned
in 1991 (6, 7). There are two isoforms of TP with different
C-terminal tails resulting from alternative splicing. It has been
widely accepted that TP predominantly couples to the Gq type of
G-protein upon ligand stimulation and activates phospholipase
C with a subsequent increase in inositol triphosphate, diacylgly-
cerol, and intracellular free calcium concentrations (8-10). How-
ever, very little is known about the mechanisms for coupling
between TP and the Gq proteins from a structural point of view.

To quantify the efficacy of the drugs targetingGPCRs, various
GPCR theories in pharmacology have been hypothesized according

to experimental data obtained from the studies of mutagenesis,
fusion proteins, and stimulus-biased cell lines (11). In contrast
to the quickly evolving pharmacological receptor theories, little
structural information is available to confirm these models and
provide detailed insight into how the coupling betweenG-protein
and different receptor states actually occurs. From all the GPCRs,
high-resolution crystallographic structures are available for only
rhodopsin, the adenosine A2A receptor, and the β-1 and β-2
adrenergic receptors. This is mostly due to the difficulties in
overexpression, purification, and crystallization of membrane
proteins. Characterizing the interaction between the GPCR and
G-protein by a crystallographic approach requires the cocrystal-
lization of the receptor and the G-protein, which will be even
more complex than the crystallization of the receptor itself. NMR
spectroscopy has been used to study the interaction between
rhodopsin and a C-terminal fragment of transducin (Gt). The
results suggested that rhodopsin, without light activation, could
not bind to Gt, which is similar to the original ternary complex
model prediction (12). It is clear that the details of the interaction
betweenG-proteins andGPCRs need to be further characterized.

Several crystal structures of the GRq protein have been
determined. The first reported crystal structure does not include
the C-terminal fragment (13). One recently determined crystal
structure (14) does have a complete C-terminal fragment; how-
ever, its C-terminal fragment is in contact with a guanine
nucleotide exchange factor protein. Thus, its 3D structure might
not be the same as that of a GPCR-bound structure. Because
site-directed mutagenesis and NMR studies all indicate that the
C-terminal fragments of all the G-proteins are important, thus
making the GPCR-binding epitopes important determinants for
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the selectivity of G-proteins (12, 15-20), monitoring the inter-
action between the TP and Gq protein should yield interesting
results. Recently, we successfully purified a recombinant TP
expressed in Spodoptera frugiperda (Sf9) insect cells (21). In this
study, we used a C-terminal fragment of GRq to interact with the
purified TP and studied this interaction using fluorescencemicro-
scopy and fluorescence and NMR spectroscopic techniques.

EXPERIMENTAL PROCEDURES

Materials. D2O was purchased from Cambridge Isotope
Laboratory (Andover, MA). β-D-Dodecyl maltoside (DM) was
purchased from CALBIOCHEM (San Diego, CA). U46619 (a
TP agonist) was from Cayman Chemicals (Ann Arbor, MI).
[3H]U46619 and [3H]SQ29,548 (a TP antagonist) were fromNEN
(PerkinElmer, Waltham, MA). Fluo8-AM dye was purchased
from ABD bioquest. All other reagents were purchased from
Sigma-Aldrich (St. Louis, MO) and Bio-Rad (Hercules, CA).
PeptideSynthesis.Apeptide corresponding to the 15 residues

of the C-terminal domain of GRq (KDTILQLNLKEYNLV,
termed the GRq-Ct peptide) was synthesized by Sigma-Genosys.
The crude peptide was purified by HPLC using a C4 reverse-
phase column, and the correct molecular mass of the purified
peptide was verified by mass spectrometric analysis. Various
studies have validated themethod of use of theGRq-Ct peptide in
systems such as the rhodopsin/transducin system (22-30).
Overexpression and Partial Purification of the TPProtein.

The details of receptor overexpression with the baculovirus/Sf9
cell system and purification of the active TP protein were descri-
bed previously (21). Briefly, the cotransfection of the cultured Sf9
insect cells was performed using the wild-type Autographa
Californica nuclear polyhedrosis virus (AcNPV) and the pVL1392
plasmid carrying the TP gene. The recombinant baculovirus gene-
rated by the homologous recombination was isolated, purified,
andused to infect the Sf9 cells. The cells expressing the TPprotein
were then grown inGrace’s InsectMedium supplementedwith 10%
fetal bovine serum. After cell harvest, the TP protein was purified
by receptor-richmembrane preparation, n-dodecylβ-D-maltoside
(DM) extraction, and high-yield FPLC gel filtration (21).
Determination of the Specific Ligand Binding Activity

for the Purified TP Protein. [3H]SQ29,548 (antagonist) and
[3H]U46619 (agonist) were used to bind with the TP protein in
different purification steps following the detailed procedure des-
cribed previously (21). The TP protein concentration and purity at
each purification step were evaluated by SDS-PAGE and
Western blot analyses (21). The fractions with the highest specific
activity (the highest ligand binding activity with the lowest protein
concentration) were concentrated and quickly dialyzed against
ultrapure water (within 2 h) to reduce the salt concentration and
then used for NMR and fluorescence spectroscopic experiments.
Fluorescence Studies. The changes in the intrinsic fluore-

scence intensity of the active TP were measured in the absence
and presence of agonist U46619 and antagonist SQ29,548 with
different amounts of the GRq-Ct peptide using a Hitachi F-4500
fluorescence spectrophotometer; 0.6mLof the purifiedTP (6.7μM)
in PBS containing 0.5 mM DM was titrated with different
amounts of the GRq-Ct peptide. The excitation wavelength
was set at 292 nm to measure the intrinsic signal of Trp residues
(nine Trp residues in the TP sequence) in the TP protein and to
minimize the interference from the Tyr residues (six Tyr residues
in the TP sequence) in the GRq-Ct peptide. An emission scan
from 310 to 500 nmwasmonitored during the peptide titration to
the TP protein at room temperature in a 1.0 cm path length cell

(31). TP with buffer and scrambled peptide (KVDLTNIYLE-
QKLLN) was used as a control [Figure 2A(2),B(3)].
NMR Experiment. The purified GRq-Ct peptide was dis-

solved in pure water (containing 5%D2O and 0.5 mMDM) at a
concentration of 2.2 mM. 1D 1H and 2D DQF-COSY, TOCSY,
andNOESY spectrawere recorded to obtain the resonance assign-
ments and to determine its 3D structure (32).

For the NMR studies of the interaction between the GRq-Ct
peptide and the TP, 0.45mL of the purified TP (40 μM, using 5%
D2O for the lock signal) with orwithoutU46619was titratedwith
different amounts of the GRq-Ct peptide dissolved in water. The
1D 1H spectra were recorded during the titration. The final
mixture of the titration, containing GRq-Ct peptide (1.1 mM),
was used for the 2D TOCSY and NOESY experiments (33-36).

All NMR experiments were conducted on a Bruker Avance
600 MHz NMR spectrometer with a 5 mm Quadra-resonance
cryo-probe at 293 K. The water peak was suppressed by the
Excitation Sculpting method (37). All 1D spectra contained 8K
data points. NOESY and TOCSY spectra contained 2048� 512
data points, and DQF-COSY spectra contained 4096�512 data
points. For the experimentswith the freeGRq-Ct peptide,NOESY
was conducted with amixing time of 300ms. For the experiments
with the peptide in the presence of unstimulated and U46619-
stimulated TP, NOESY was conducted with a mixing time of
150 ms. The TOCSY spectra were recorded with the MLEV-17
spin-lock pulse sequence with a total mixing time of 70 ms.
Quadrature detection was achieved in F1 (frequency 1) by the
States-TPPI method (38). The NMR data were processed using
Felix 2000 (Accelrys, San Diego, CA). Shifted sine-bell window
functions of 0� (for DQF-COSY), 70� (for TOCSY), or 90� (for
NOESY) were used in both dimensions. The chemical shift was
referenced to the internal standard DSS (contained in D2O).
NMRAssignment and Determination of the Structure of

the Three GRq-Ct Conformations. The 2D homonuclear
sequential assignment procedure was used to analyze the NMR
data (32). The spin systems were identified by DQF-COSY and
TOCSY; sequential assignmentwas thenmade byNOESY.After
the sequential assignment, the NOE cross-peaks were assigned,
and the peak volumes weremeasured and converted into distance
constraints using Felix 2000. The distance bound method was
used to generate the distance constraints. The strong, medium,
and weak NOE cross-peaks were set to correspond to the upper
bound distances of 2.7, 3.5, and 6.0 Å, respectively. The distance
constraints were then exported into Insight II, and the 3D struc-
tures of the free GRq-Ct peptide and TP-bound GRq-Ct peptide
were calculated using the Distance Geometry II (DG II) module.

FIGURE 1: GRq-Ctpeptidemimicking theC-terminal domainofGRq.
The sequence of the peptide corresponding to theGRq-Ct peptide that
was used in this study is shown above the crystal structure of GRq
(Protein Data Bank entry 2bcj) in panel A. Its molecular mass (deter-
mined by mass spectroscopy) is shown in panel B.
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The conformations of GRq-Ct in the free state, the TP-bound
state, and the ligand-activated TP-bound state were obtained.
Generation of HEK293 Cell Lines Expressing the Re-

combinant TP. HEK293 cells were cultured in a 100 mm cell
culture dish with high-glucose Dulbecco’s modified Eagle’s
medium (containing 10% fetal bovine serum and antibiotic
and antimycotic) and were grown at 37 �C in a humidified 5%
CO2 incubator. The recombinant TP was expressed in HEK293
cells using the pcDNA3.1 vector. Briefly, the cells were grown
and transfected with the purified cDNA of the recombinant TP
protein by the Lipofectamine 2000 method (39) following the
manufacturer’s instructions (Invitrogen). The transfected cells
were cultured in the presence of Geneticin (G418 screening) for
severalweeks following themanufacturer’s instructions (Invitrogen).
The cells stably expressing the human TP were identified by an
enzyme assay and Western blot analysis.
Western Blot Analysis. Transfected HEK293 cells were

washed with PBS [0.01 M phosphate buffer (pH 7.4) containing
0.15 M NaCl] and collected by centrifugation. After being
washed three times, the pellet was resuspended in a small volume
of the same buffer. Protein estimationwas performed using fluore-
scence spectroscopy. Each protein sample (20 μg) was separated
by 10% polyacrylamide gel electrophoresis under denaturing con-
ditions and then transferred to a nitrocellulosemembrane. Bands
recognized by the particular primary polyclonal antibody for the
TP were visualized with a horseradish peroxidase-conjugated
secondary antibody and chromogenic peroxidase substrate.
Calcium Signaling Assay. The TP calcium signaling assay

was performed on the HEK293 cells using Fluo8-AM dye. The
cells were cultured in glass bottom plates and incubated with
Fluo8-AM dye dissolved in Modified Hank’s buffered salt solu-
tion (HBSS, without Ca2þ or Mg2þ) containing 10 mM HEPES
(pH 7.6) and 0.1% bovine serum albumin (HBSSHB buffer) for
20 min. The cells were then washed with the buffer containing
HBSSHBwith probenecid acid (2.5mM) andPluronic F-68 (0.1%)
and incubated for 10 min. After the cells had been washed, Gq-
mediated calcium signaling was monitored with a Nikon Eclipse
Ti-S fluorescence microscope using a 40� objective. The fluore-
scence intensity that resulted from the influx of calcium bound to
the Fluo8-AM preloaded within the cells was recorded and
analyzed using the software (NIS elements, Melville, NY).

RESULTS

PeptideDesign, Synthesis, andPurification.The C-terminal
domain ofGRq (Figure 1A) binding to humanTP,whichmediates

the receptor signaling in cells, has been investigated by experi-
ments that use a mini-gene technique. The mini-gene expressed
11-residue peptide, corresponding to the GRq C-terminal domain,
demonstrated the biological activity of competitive blocking in
the coupling between GRq and the TP in the cells (40). However,
little information is available to reveal the molecular mechanism
of how GRq binds to the TP with and without ligand activation.
Determination of the detailed interaction between the C-terminal
domain of GRq and purified TP in solution represents one of the
key steps toward uncovering the receptor-G-protein coupling
mechanisms. A peptide, corresponding to the last 15 residues of
GRq, which includes the 11-residue encoded amino acid sequence
of the mini-gene, was synthesized. The peptide, which was water-
soluble, was easily purified by a single-stepHPLCpurification using
a C4 column. The correct molecular mass of the purified peptide
was confirmed by mass spectrometric analysis (Figure 1B).
Expression, Solubilization, and Purification of Recom-

binant Human TP. An effective purification method for the
preparation of the active TP protein has been developed by us
previously (21). The full-length, glycosylated TPwas expressed in
Sf9 cells using a baculovirus expression system. We have deve-
loped a simple, quick, and high-yield purification approach for
the TP purification (21). Briefly, the DM detergent was used to
effectively extract the TP protein from the Sf9 cells, but the DM-
extracted TP protein was contaminated with DNA as evidenced
by UV and CD spectroscopic analyses. To minimize the DNA
contamination, DNAase was used to break down the DNA into
small pieces. The purity of the DM-extracted TP reached app-
roximately 20% of the total protein following the purification by
ultracentrifugation.We found that the optimized FPLC purifica-
tion, using the Superdex-75 column with a slow flow rate, was
very effective in further separating the DM-solubilized TP
protein from other membrane proteins as well as the broken
down DNA fragments. The purified TP from the developed
procedures showed a single major band via SDS-PAGE and
Western blot analyses, with a specific ligand binding ratio of 1:0.8
([3H]SQ29,548:TP molecule) (21).
Fluorescence Studies of the Interaction between the GRq-

Ct Peptide and TP in the Presence and Absence of the Recep-
tor Agonist U46619 and Antagonist SQ29,548. Before the
time-consuming NMR experiment, fluorescence spectroscopy
was used to study the interaction between the GRq-Ct peptide
and the purified TP. The intrinsic Trp fluorescence intensity of
the ligand-free TP and the U46619-activated TP changed upon
the addition of the GRq-Ct peptide. The changes in fluorescence

FIGURE 2: GRq-Ct peptide binding to the purified TP as determined by fluorescence spectroscopy. The changes in the intrinsic Trp fluorescence
intensity of the TP without [A(1)] or with [B(1)] U46619, upon addition of different concentrations of the GRq-Ct peptide, normalized by the
original fluorescence intensity of the TP, were plotted.A(2) shows data for the TPwith the scrambledGRq-Ct peptide (KVDLTNIYLEQKLLN)
in the absence of agonist. B(2) shows data for theTPwith theGRq-Ct peptide in the presence of antagonist SQ29,548. B(3) shows data forTPwith
the scrambledGRq-Ct peptide in the presence of agonistU46619. B(4) shows data for theTPwith a buffer control. TheKdwas estimated by fitting
the data into a one-site binding model using Origin version 6.1.
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intensity in the presence of different concentrations of the GRq-
Ct peptide are plotted in Figure 2. The data, which were fitted
into a one-site binding model, showed an apparent Kd value
of 17 μM for the ligand-free TP [Figure 2A(1)] and 240 μM
for the U46619-activated TP [Figure 2B(1)]. The antagonist
SQ29,548 showed an apparent Kd of 92 μM with the GRq-Ct
peptide [Figure 2(B)2]. The control scrambled peptide (KVDL-
TNIYLEQKLLN) did not exhibit any change in fluorescence
intensity in the presence [Figure 2B(3)] or absence [Figure 2A(2)]
of agonist. These results are interesting since they showed that the
GRq-Ct peptide binds to a ligand-free TP with an affinity higher
than that for binding to an agonist-activated TP. The control of
TP with buffer did not show any change in fluorescence intensity
[Figure 2B(4)].
Determination of the Solution Structure of the FreeGRq-

Ct Peptide. Because the structure of the last five residues in the
GRq C-terminal domain is not available in the GRq crystal
structure that is bound to aGPCR, we used 2D 1HNMR spectro-
scopy to determine the solution structure of GRq-Ct before
studying its interaction with the purified TP protein. The amino
acid spin systems were clearly identified from the TOCSY
spectrum (Figure 3A), and the sequential assignments for the
peptide were obtained from the NOESY spectrum (Figure 3B).
The complete resonance assignments of HN, HR, Hβ, and others
in the free GRq-Ct peptide are listed in Table 1. On the basis of
the analysis of our NMR spectra, the free GRq-Ct peptide forms
a typical helix structure, characterized by clearly identifiable
medium-range NOEs (data not shown). DG II calculation also
allowed for a well-defined helix (Figure 4A). The number of
constraints per residue is summarized in Figure 7A. Fifty initial
structures were calculated usingDG II, and the 10 structures with
the smallest rmsd (root-mean-square deviation) were chosen. The
rmsd for the structures of the free GRq-Ct peptide was 1.2 Å, and
the average energy for the structures was 179 kcal/mol. This solu-
tion structure of the GRq-Ct peptide is slightly different than the
crystallographic structure ofGRq at its first three residues, due to
the higher flexibility of the peptide versus that of its counterpart

in the protein. The middle structure part of the GRq-Ct peptide
matches the crystal structure well. The last five residues at the
C-terminus, which are not present in the crystal structure, show a
helical structure in continuation from themiddle part. These data
showa completeGRq 3D structure via configuration of the deter-
mined C-terminal structure to the X-ray structure, which lacks
the defined structure for the last six residues (K354-V359, corres-
ponding to K10-V15 in the peptide) (Figure 4B).
NMRStudyof the Interaction between theGRq-CtPeptide

with Agonist-Free TP in a Lipid Environment. To further
study the interaction between theGRq-Ct peptide and the ligand-
free TP and determine its bound 3D structure, we performed
the 2D proton NMR experiments for the GRq-Ct peptide in the
presence of the purified receptor. The complete resonance assign-
ments of HN, HR, Hβ, and others for the GRq-Ct peptide in the
presence of agonist-free TP are summarized in Table 2. Via ana-
lysis of the TOCSY spectra, it was interesting to discover that both
fast and slow exchange behaviors between the free and bound
peptide were observed for the NMR signals of the peptide upon
its interaction with TP (Figure 5). One of the residues that exhi-
bited a typical fast exchange as characterized by only one set of
shifted peaks was residue I4 within theN-terminal segment of the
GRq-Ct peptide (Figure 5A). The significant change (0.078 ppm)
in the chemical shift from 8.087 ppm [free GRq-Ct peptide

FIGURE 3: TOCSY and NOESY spectra showing spin systems and
peptide assignments. (A) Expanded TOCSY spectrum showing the
identification of the spin systems. (B) NOESY spectrum showing the
sequential dRN(i,iþ1) peaks of the free GRq-Ct peptide.

Table 1: Proton Chemical Shifts for the Free GRq-Ct Peptide

residue HN HR Hβ others

Lys1 3.897 1.800 1.584, 1.310, 2.880, 7.417

Asp2 8.815 4.636 2.680, 2.797

Thr3 8.273 4.206 4.069 1.076

Ile4 8.087 4.030 1.741 1.350, 1.076, 0.763, 0.704

Leu5 8.131 4.206 1.487 1.447, 0.802, 0.743

Gln6 8.180 4.186 1.936, 1.858 2.210

Leu7 8.097 4.166 1.506 1.428, 0.773, 0.719

Asn8 8.307 4.558 2.738, 2.641

Leu9 7.984 4.166 1.526 1.487, 0.802, 0.743

Lys10 8.067 4.108 1.623 1.232, 1.291, 7.388, 2.841

Glu11 7.926 4.166 1.858, 1.780 2.230, 2.171

Tyr12 7.979 4.421 2.954, 2.797 6.992, 6.684

Asn13 8.155 4.519 2.660, 2.562

Leu14 7.975 4.225 1.526 1.487, 0.802, 0.743

Val15 7.872 3.951 1.936 0.821, 0.807

FIGURE 4: Ligand-free 3D structures of the GRq-Ct peptide. (A) 3D
structure generated fromDGII andmolecular dynamics calculations
for the free GRq-Ct peptide in R-carbon mode (left) or with the side
chains (right). (B) This solution structure was combined with the
crystal structure of GRq to make a complete structure.
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(Figure 5A, i)] to 8.165 ppm [TP-bound GRq-Ct peptide
(Figure 5A, ii)] strongly suggested that the N-terminal segment
of the GRq-Ct peptide could bind to the purified TP with a low
affinity. On the other hand, residues with slow exchange as char-
acterized by the existence of two sets of peaks, representing the
free and TP-bound forms of the GRq-Ct peptide, were identified
in the C-terminal segment of the GRq-Ct peptide. The peaks for
residues K10 andV15 in a similar region of the TOCSY spectrum
are shown in panels B andCofFigure 5, respectively. In the absence
of the TP, the amide protons ofK10 andV15 have chemical shifts
at 8.067 ppm (Figure 5B, i) and 7.872 ppm (Figure 5C, i), res-
pectively, in the TOCSY spectrum.Upon addition of the purified
TP to the peptide, each single set of chemical shifts for K10 and
V15 was separated into two sets of chemical shifts (Figure 5B, ii,
and Figure 5C, ii, respectively), which demonstrated a typical
slow exchange behavior. The slow exchanges were strong evi-
dence that the C-terminal segment of the GRq-Ct peptide could
bind to the purified TP with an affinity much higher than that of
its N-terminal segment, as indicated by a fast exchange behavior
as described above. This information has provided evidence
showing that the GRq-Ct peptide binds to the TP before agonist
activation in the nonionic detergent-mimicked lipid environment.
In addition, the observation of fast exchange in the N-terminal
residue (Figure 5A) and slow exchange in the C-terminal residues
(Figure 5B,C) of the GRq-Ct peptide has suggested that the bind-
ing of the GRq-Ct peptide to the ligand-free TP is likely through
its C-terminal segment rather than the N-terminal segment.
NMR Study of the Interaction between the GRq-Ct

Peptide and the Agonist (U46619)-Activated TP in a Lipid
Environment. 2D proton NMR experiments were performed
for the GRq-Ct peptide in the presence of the purified TP,
activated by 10 μM agonist U46619. The complete resonance
assignments of HN, HR, Hβ, and others for the GRq-Ct peptide
in the presence ofU46619-activatedTPare listed inTable 3.Most
of the peaks in the TOCSY spectrum of the peptide were similar
to those of the ligand-free TP-bound GRq-Ct peptide, except
for the peaks of N8, which became very weak, perhaps due to
intermediate exchange-induced line broadening. However, for
those residues undergoing fast exchange, the difference in chemi-
cal shift compared with that of a free peptide became smaller.

Figure 6A shows the TOCSY peaks for residue I4 in the presence
of the U46619-activated TP receptor. The difference between
part ii of Figure 5A (peptide with the ligand-free receptor) and
part i of Figure 5A (free peptide) was 0.078 ppm, while for parts i
and ii of Figure 6A, the difference was 0.014 ppm. On the other
hand, the peak intensity for the bound peptide decreased in those
residues undergoing slow exchange, shown in panels B and C of
Figure 6. It was clearly observed that in part ii of Figure 6B, the
relative peak intensity of K10 in the bound peptide (7.990 ppm)
was weaker than that in part ii of Figure 5B (7.838 ppm). Also,
clear differences can be observed between part ii of Figure 6C and
part ii of Figure 5C. In addition, as indicated in part ii of
Figure 6C, which showed the signals of V15, only the HN-HR
cross-peaks could be observed at the bottom of the line for the
bound peptide, while in part ii of Figure 5C, similar intensities
were observed for the free and bound peptides. All of the changes

Table 2: Proton Chemical Shifts for the GRq-CT Peptide in the Presence of

Agonist-Free TP

residue HN HR Hβ others

Lys1 3.858 1.565, 1.776, 1.355, 2.870, 7.417

Asp2 8.785 4.675 2.734, 2.594

Thr3 8.247 4.114 4.044 1.215

Ile4 8.165 3.992 1.706 1.051, 1.303, 0.770

Leu5 8.206 4.207 1.495 0.770

Gln6 8.241 4.067 1.963, 1.846 2.197

Leu7 8.247 4.090 1.472

Asn8 8.416 4.347 2.688, 2.547

Leu9 8.039 4.160 1.472, 1.447 0.794, 0.724

Lys10 8.136 4.015 1.612 1.659, 1.261, 2.841, 7.339

Lys10b 7.990 4.020 1.565 1.659, 1.238

Glu11 8.133 4.135 1.823, 1.729 2.103

Tyr12 8.037 4.394 2.921, 2.781

Tyr12b 8.107 4.418 2.898, 2.781

Asn13 8.223 4.511 2.617, 2.524

Asn13b 8.288 4.488 2.594, 2.500

Leu14 8.007 4.182 1.470

Val15 7.925 3.927 1.916 0.817, 0.794

Val15b 8.107 3.927 1.893 0.817, 0.794

FIGURE 5: TOCSY spectra for the free and bound GRq-Ct peptide
upon interactionwith agonist-free TP. ComparisonofTOCSYpeaks
for residues I4 (A), K10 (B), and V15 (C) of the free GRq-Ct pep-
tide (part i) and the GRq-Ct peptide in the presence of ligand-free TP
(part ii). Only a single set of peaks for residue I4was observed inpanel
A,whereas two sets of cross-peaks could be observed forK10 (B) and
V15 (C) in the spectrum of the GRq-Ct peptide in the presence of
ligand-free TP. The peaks at the D1 position (7.838 ppm) in panel B
and the peaks at the D1 position (8.107 ppm) in panel C are from the
bound forms of K10 and V15, respectively.

Table 3: Proton Chemical Shifts for the GRq-CT Peptide in the Presence of

U46619-Activated TP

residue HN HR Hβ others

Lys1 3.875 1.776 1.565, 1.309, 2.870, 7.417

Asp2 8.785 4.629 2.712, 2.594

Thr3 8.259 4.161 4.021 1.052

Ile4 8.095 4.021 1.706 1.332, 1.029, 0.707, 0.748

Leu5 8.194 4.208 1.449 1.426, 0.771, 0.725

Gln6 8.223 4.202 1.940, 1.847 2.197

Leu7 8.235 4.231 1.490, 1.426 0.771, 0.725

Asn8 unassigned

Leu9 8.031 4.185 1.472, 1.447 0.794, 0.724

Lys10 8.136 4.091 1.613

Lys10b 7.990 4.068 1.706 1.613, 1.261, 2.841, 7.399

Glu11 8.042 4.115 1.823, 1.729 2.174

Tyr12 8.048 4.418 2.922, 2.759 6.967

Tyr12b 8.112 4.418 2.922, 2.759

Asn13 8.218 4.512 2.641, 2.548

Asn13b 8.282 4.511 2.595, 2.501

Leu14 8.001 4.182 1.519, 1.449

Val15 7.925 3.927 1.916 0.817, 0.794

Val15b 8.095 3.927
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described above indicated an overall weakened binding for the
agonist-bound TP when compared with that of the agonist-free
TP, which is consistent with the fluorescence spectroscopy study
described above (Figure 2).

It should also be noted that an alternative way to explain the
fast and slow exchange in the NMR experiments for the GRq-Ct
peptide binding to TP is to have two binding modes between the
GRq-Ct peptide and TP in solution, one binding strongly and the
other weakly. It is reasonable to predict thatmost forms ofGq-Ct
bound to the TP are in the strong mode because this should have
better competitive binding compared to that of the weak binding
mode in general.
Solution Structures of the GRq-Ct Peptide Bound to TP

in the Absence and Presence of the Receptor Agonist. The
solution structures of theGRq-Ct peptide, bound to the TP in the
absence and presence of the agonist, U46619, were further deter-
mined by the NOE constraints calculated from the NOESY
spectra using 2D 1H NMR spectroscopy. The numbers of con-
straints per residues for these two structure calculations are sum-
marized in panels B andCof Figure 7. Fifty initial structures were
calculated with DG II, and 10 structures with the smallest rmsd
were chosen. The rmsd values for the structures of the GRq-Ct
peptide with unstimulated TP and U46619-stimulated TP were
1.4 and 1.6 Å, respectively.Average energy values for the structures
of the peptide with unstimulated TP and U46619-stimulated TP
were 135 and 197 kcal/mol, respectively. Through the complete
assignments of the TOCSY and NOESY spectra for the GRq-Ct
peptide, with and without U46619, in the presence of medium-
range NOEs in the C-terminal residues of the ligand-free TP-
boundGRq-Ct peptide, the existence of a helical structure similar
to that of the free form of the peptide has been indicated. The
absence ofmedium-rangeNOEs at the N-terminus of the peptide
indicates a significant probability that the GRq-Ct peptide is a
random coil structure (data not shown). The ligand-free, TP-
bound 3D structure of the GRq-Ct peptide, calculated with DG
II, is shown in Figure 8A. The N-terminal segment of this bound
state GRq-Ct peptide became a random coil structure as pre-
dicted, whereas the C-terminus remained a helical structure, with
a half-turn located from L7 to K10 (Figure 8A). In the NOESY

spectrum of the U46619-activated TP, a few medium-range
NOEs could be identified. The calculated 3D structure of the
GRq-Ct peptide, bound to the U46619-activated TP, is shown in
Figure 8B. The N-terminus of the peptide once again becomes a
short helical structure followed by a random coil structure in the
middle and a C-terminal short helix. This is also different from
the structure of the GRt C-terminal peptide’s binding to light-
activated rhodopsin, which has a very unusual “turn back”
structure, also defined as “C-Cap” (12).
Establishing a Cell Line That Stably Expresses Human

TP.HEK293 cells were transfectedwith cloned humanTP cDNA
in the pcDNA3.1 vector using Lipofectamine2000 as described
previously (39).A cell line stably expressing thehumanTP (TPstable
cell line) was generated by G418 screening after 2 months (41).
The recombinant human TP expressed in the cells was confirmed
by Western blot analysis using the purified TP as a standard
(Figure 9A). The TP expression level was 0.01 pmol/20 μg of
protein for TP in HEK293 as a stable cell line.
Determination of the Ligand-Free Constitutive TP Sig-

naling through Gq Coupling. The cytoplasmic calcium con-
centrations for the TP stable cell line andHEK293 cells have been
quantitatively measured to be approximately 125 and 40 nM,
respectively (42, 43) (Figure 9B). This 3-fold difference could be
used to monitor the calcium signaling mediated by the over-
expressed recombinant receptor in the cells (44).

The Gq-mediated calcium signaling activity as calcium con-
centration of the human TP expressed in the stable cell line was
confirmed by a fluorescence calcium signaling assay using U46619
as a specific TP agonist. The ligand-free constitutive TP signaling
(through binding toGq) was identified by the following evidence.
(1) The basal level of the fluorescence intensity as calcium
concentration that resulted from the influx of calcium bound
to Fluo8 in the TP stable cell line was 2-fold higher compared to
that of the nontransfected control cells (Figure 9B). (2) The
higher level of basal calcium signaling in the TP stable cell line
was also supported by longer photobleaching (Figure 9C). (3)
The stronger influx of calcium signaling in the TP stable cell line
was almost completely blocked by the TP antagonist, SQ29,548
(Figure 9B,C). The vector-transfected controls were similar to
HEK293 controls. This clearly indicated that the increased cal-
cium influx in the TP stable cell line is mediated by the over-
expressed human TP (Figure 9B,C).

DISCUSSION

Previously, it was reported that the peptide corresponding to
the C-terminus of GRt is highly disordered in the absence of
rhodopsin (12), and its NOESY spectra had virtually no cross-
peaks. However, considering the differences between the amino
acid sequences of the C-terminal domains of GRt (CGLF) and
GRq (YNLV), it was no surprise to see that there were also
differences in the helical structure configuration for GRq-Ct and
GRt. The comparison of the various GR-Ct termini shows that
there are very few residues conserved amongGRs, GRi, andGRq
(Figure 10).

From a chimerical protein study that was performed with the
GRq protein, Conklin et al. (20) determined that by changing the
last three residues of GRq into the corresponding residues of GRt
and GRi, this was sufficient to make the GRq couple to those
receptors that initially coupled to the Gt and Gi protein. This
means that the 3D structure of the GRq C-terminal domain
should be quite different from that of GRt and GRi, which
was confirmed by our studies. The helical structure of the GRq

FIGURE 6: TOCSY spectra for the free and bound GRq-Ct peptide
upon interaction with agonist-activated TP. Comparison of TOCSY
peaks for residues I4 (A), K10 (B), and V15 (C) of the free GRq-Ct
peptide (part i) and the GRq-Ct peptide in the presence of the
U46619-activated receptor (part ii). Fewer shifts could be observed
for residue I4 compared to the number in Figure 5. The peaks from
the bound peptide (7.990 ppm for K10 and 8.101 ppm for V15)
became weaker in comparison to that in Figure 5.
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C-terminal domain most likely keeps it from fitting into those
receptors that predominantly couple to GRt and GRi. This diffe-
rence in the C-terminal structures provides a reasonable explana-
tion for the different G-protein coupling preferences in different
GPCRs. It is clear that the mechanisms for the GRq C-terminal
domain’s binding to the agonist-free TP are different from that of
GRt C-terminal domain’s binding to rhodopsin in the same
family of GPCRs, which becomes an interesting issue that needs
to be further investigated and characterized. The NMR structure
of the GR peptide may not be identical to that of the structure in
the native protein. Thus, the NMR peptide structure is an initial
structural characterization, which needs to be confirmed by pro-
tein crystallization.

Historically, the original ternary complex model described the
presence of a ligand-receptor-G-protein complex, and it was
assumed that GPCRs (without agonist stimulation) did not bind
or activate the G-protein (45). However, the discovery of con-
stitutive activity and inverse agonism phenomena (11, 46) with
many GPCRs led to the manifestation of an extended ternary
complex (ETC) model, in which the ligand-free receptors are
assumed to have both an active conformation state and inactive
conformation state, of which the active state can couple to the
G-protein (11, 47). Further experimental observation revealed
the presence of nonsignaling antagonist-GPCR-G-protein
complexes. This revelation led to the extension of the ETCmodel
to a cubic ternary complex (CTC) model that allows the inactive

FIGURE 7: NOEconstraints calculated fromNOESYspectra using 2D1HNMRspectroscopy.Number of constraints per residue for theGRq-Ct
peptide in the absence (A) and presence (B) of the TP and in the presence of U46619-activated TP (C). Intraresidue, sequential, and long-range
NOEs are shown with black, hatched, and white bars, respectively.
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receptor to couple with the G-protein (11, 48). The ETC (not
shown) and CTC models in pharmacological receptor theory
have also hypothesized the presence of such binding as the RaG
(ligand-free receptor active state binding G-protein) or RiG
(ligand-free receptor inactive state binding but not activating
G-protein) state (46, 47). Our study, however, provided direct
spectroscopic evidence that the C-terminal domain of GRq binds

to the TP without the agonist. Our previous studies reported that
a mini-gene technique was used to coexpress the 11-residue pep-
tide of the GRq, which was able to block the receptor signaling
viaGq coupling (40). This suggests the existence of a preoccupied
G-protein binding site on the intracellular domains of the ligand-
free TP. The data obtained from the study also suggested that the
last six residues of theGRq-Ct peptide aremore important for the
molecular recognition between TP and the GRq protein because
they bind to TP with an affinity higher than that for other resi-
dues.Our next effort will be directed at studying the interaction of
TP in the presence of an antagonist.

The high-resolution structures available for rhodopsin and the
β-2 adrenergic receptor provide valuable support for this study.
In comparison with rhodopsin, the β-2 receptor has been shown
to have a more open arrangement of the transmembrane domain
(49, 50). It is believed that the more closed structure of rhodopsin
forces the charged residues (on the intracellular loops) to form an
“ionic lock”which effectively shuts off any possible basal activity.
In contrast, the more open structure of the β-2 receptor breaks
this ionic lock so that it has basal activity. Because the sequence
similarity of TP is higher with the β-2 receptor than with rhodop-
sin, it is reasonable to believe thatTPalso possesses basal activity.
This is of prime importance because TP is ubiquitously present in
the body and could maintain homeostasis and produce various
pathological states with such basal activity. A ligand could enhance,
weaken, or induce the reversal (inverse agonism) of this basal
activity. Ultimately, drugs could be developed to form ligand-
specific receptor active states and thus “select” certain signaling
pathways. More extensive research will be required to achieve
this long-term goal.

Recently, the crystal structure of the complex of GRq and
p63RhoGEF was determined at a low resolution (3.5 Å). Part of
the C-terminus of GRq showed a helical structure, which is similar
to that of the determinedC-terminalGRq.TheNMRstudy could
also provide the dynamic structural changes in the C-terminal
GRq in the process of interacting with a GPCR, which is difficult
in the determination of the crystal structure.

It should also be noted that the chemical shift perturbations
used to compare the binding of the Gq-Ct peptide to the TP and
agonist-activated TP assume a similar binding mode and pocket,
which are generally observed for the interaction between the
G-protein and GPCRs.

TheTP stable cell line showed a higher calcium influx of signal-
ing mediated by Gq coupling (Figure 9), which strongly suppor-
ted our NMR results. Such findings indicate a promising new
outlook for studying GPCR-G-protein interactions in greater
detail using the integrated approaches of NMR spectroscopy,
purified prostanoid receptors, and recombinant cell lines.

The native TP receptor in cells such as platelets ismore compli-
cated because the cells contain different receptors. The constitutive
TP activity exhibited by the HEK cells overexpressing recombi-
nant TP is likely to be different from that of the endogenous TP
expressed in the regular cells because the levels of the expressed

FIGURE 8: Ligand-free TP-bound 3D structure of the GRq-Ct pep-
tide. Eight superimposed 3D structures were generated from DG II
and molecular dynamics calculations for the GRq-Ct peptide bound
to the ligand-free TP receptor (A) and GRq-Ct peptide bound to
U46619-activated TP (B).

FIGURE 9: Recombinant human TP expression and its basal calcium
signalingactivitywith theTPagonistU46619. (A)Westernblotanalysis.
The membrane proteins were separated by 10% SDS-PAGE, and
then Western blot analysis was performed using a human TP poly-
clonal antibody as described in Experimental Procedures. The correct
molecular mass of the recombinant human TP (55 kDa) was identi-
fied by the bands in (1) HEK293 cells only as controls, (2) the TP
stable cell line in HEK293 cells, and (3) TP in Sf9 cells. The specific
fluorescence intensity as calcium concentration was determined as
described previously (51) using HEK293 cells stably overexpressing
the TP protein (TP stable cell line). (B) Time course of the signaling
and fluorescence changes (n=3), where the time taken for the basal
calcium signal to photobleach is represented on the x-axis. (a) The
agonist U46619 (80 nM) was added, and all values were recorded
(n = 3). TP mediated basal calcium concentration. The HEK293
cells stably expressing human TP in the absence (b) and presence
(c) of TP antagonist SQ29,548 (∼1 μM). Untransfected HEK293
cells (d), HEK293 cells stably expressing microsomal prostaglandin
E2 synthase-1 (mPGES-1) (e), and an empty vector (f) were loaded
with Fluo8 for 20 min. After the cells had been washed, the basal
level calcium signaling was initiated by perturbation of cells using
gentle shaking (10 times), and then the cells were observed by fluore-
scence microscopy, which is designed for the calcium signaling assay.
(C) Baselines for the specific fluorescence intensity as calcium con-
centration of each cell type (as indicated) were determined prior to
the initiation of photobleaching (n = 3).

FIGURE 10: Sequence alignment of theC-terminal domains of the vari-
ous GR proteins. The highlighted residues are the conserved residues.
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TP in cells could be different. Testing the constitutive activity of
the endogenous TP in the regular cells would be part of the future
study for the project. Though the agonist binding significantly
weakens the interaction between the receptor and the C-terminus
of GRq, it will be interesting to further explore what the con-
sequences for the signaling pathway at the molecular level would
be.We suggest that the differences in signalingmechanismsmight
be beneficial for differentiating among agonists, inverse agonists,
and antagonists.

Thus, the biological speculation about the results obtained
from structure and function characterization for the interaction
between TP and Gq needs to be investigated using native cells.
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