
GIT1 Utilizes a Focal Adhesion Targeting-Homology Domain to
Bind Paxillin

Robert Schmalzigaug1,3, Marie-Line Garron2,3, J. Tyler Roseman1, Yanghui Xing1, Collin E.
Davidson1, Stefan T. Arold2, and Richard T. Premont1,4

1Division of Gastroenterology, Department of Medicine, Duke University Medical Center, Durham, NC
27710

2CNRS UMR 5048, Centre de Biochimie Structurale, F34090, Montpellier, France; INSERM UMR 554, 29
Rue de Navacelles, F34090, Montpellier, France

Abstract
The GIT proteins, GIT1 and GIT2, are GTPase-activating proteins for the ADP-ribosylation factor
family of small GTP binding proteins, but also serve as adaptors to link signaling proteins to distinct
cellular locations. One role for GIT proteins is to link the PIX family of Rho guanine nucleotide
exchange factors and their binding partners, the p21-activated protein kinases, to remodeling focal
adhesions by interacting with the focal adhesion adaptor protein paxillin. We here identified the C-
terminal domain of GIT1 responsible for paxillin binding. Combining structural and mutational
analysis, we show that this region folds into an antiparallel four-helix domain highly reminiscent to
the focal adhesion targeting (FAT) domain of focal adhesion kinase (FAK). Our results suggest that
the GIT1 FAT-homology (FAH) domain and FAT bind the paxillin LD4 motif quite similarly. Since
only a small fraction of GIT1 is bound to paxillin under normal conditions, regulation of paxillin
binding was explored. Although paxillin binding to the FAT domain of FAK is regulated by tyrosine
phosphorylation within this domain, we find that tyrosine phosphorylation of the FAH domain GIT1
is not involved in regulating binding to paxillin. Instead, we find that mutations within the FAH
domain may alter binding to paxillin that has been phosphorylated within the LD4 motif. Thus,
despite apparent structural similarity in their FAT domains, GIT1 and FAK binding to paxillin is
differentially regulated.
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The GIT and PIX proteins tightly associate to form an oligomeric complex that functions as a
recruitable scaffold for various signaling proteins [1]. The GIT proteins, GIT1 and GIT2 (also
known as p95-APP1/2, p95-PKL, and Cat-2 proteins), are GTPase-activating proteins for the
Arf family of small GTP-binding proteins [2-4]. The PIX proteins, α–PIX and β–PIX (also
known as Cool-1/2, p85-SPR and ARHGEF6/7 proteins), are guanine nucleotide exchange
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factors for the Rho family of small GTP-binding proteins [5]. In addition to functioning as
regulators of small GTP-binding proteins, GIT/PIX complexes have been reported to bind a
variety of signaling molecules, including GRKs, PAKs, FAK, POPX, PLC–γ, and MEK
proteins [2,5-9]. Through regulated binding to molecules having distinct cellular localizations,
GIT/PIX complexes and associated signaling molecules can be transiently localized to many
parts of the cell, including focal adhesions, membrane ruffles, intracellular vesicles and
synapses, by binding to proteins such as paxillin/Hic-5, liprin-α, shank or scribble [10-13].

GIT proteins have been shown to bind to paxillin and the paxillin family member Hic-5 [3,6,
10,14]. GIT proteins act as adaptors to link GIT-associated proteins such as PIX - together with
PIX-binding partners, the PAKs - to focal adhesions [6,10,15]. GIT proteins bind paxillin at
its LD4 motif, and mutation of the paxillin LD4 motif prevents GIT protein binding and
prevents GIT protein localization to focal adhesions [10,15,16]. Two putative paxillin binding
sites (PBS) on GIT proteins were identified based on similarity to other paxillin-binding
proteins, and binding was localized to a short carboxyl terminal region, PBS2 [10,15], although
this binding site has never been precisely defined through mutagenesis.

Like GIT proteins, focal adhesion kinase (FAK) is targeted to focal adhesions by binding to
paxillin [17-19]. Indeed, GITs and FAK share a binding site on paxillin, the LD4 motif [20].
In FAK, the extreme carboxyl terminal region is known as the “focal adhesion targeting” (FAT)
domain, since this is the paxillin and talin binding site and this domain is required for focal
adhesion localization [19]. The structure of the FAT domain of FAK, both alone or bound to
paxillin LD motif peptides, has been determined [21-25]. The FAT sequence folds to form a
single structural domain comprised of a bundle of four anti-parallel alpha helices. The FAT
domain contains two paxillin LD motif binding sites, one between helices 1 and 4, and a second
on the opposite side between helices 2 and 3 [24]. In vitro, the paxillin LD2 and LD4 peptides
each bind to either site, although a preference of LD2 for site 1/4 and LD4 for site 2/3 has been
observed [24-26]. Thus, it is likely that one molecule of FAK binds to both the LD2 and LD4
motifs of one paxillin molecule at the same time.

Combining structural and functional analyses, we have characterized the structure of the
carboxyl terminal domain of GIT1 responsible for paxillin binding. We show that the folding
and paxillin LD4 binding mode of this domain are very similar to the FAT domain of FAK.
The binding of LD4 to these domains however is regulated differently.

Experimental Procedures
Materials

Tissue culture media and supplements were obtained from Life Technologies (Rockville, MD).
General chemicals were from Sigma (St. Louis, MO). Restriction enzymes were from New
England Biolabs (Beverly, MA). Electrophoresis chemicals, protein size standards and
nitrocellulose filters were from BioRad (Hercules, CA). Anti-mouse and anti-rabbit secondary
antibody-horseradish peroxidase conjugates were from Amersham Biosciences (Piscataway,
NJ), and anti-mouse secondary antibody-horseradish peroxidase conjugate selected to be non-
crossreactive with denatured mouse IgG chains (TrueBlot) was from eBioscience (San Diego,
CA). SuperSignal West Pico chemiluminescent substrate was from Pierce (Rockford, IL).
OctA (Flag) probe, 6xHis probe, myc probe, HA probe, GIT1 (H-170) and PAK antibodies
were from Santa Cruz Biotechnology (Santa Cruz, CA). Anti-Flag M2 antibody, M2 Flag-HRP
conjugate and M2 Flag-agarose were obtained from Sigma (St. Louis, MO). 12CA5 anti-HA
monoclonal antibody was from Roche Applied Sciences (Indianapolis, IN), 12CA5 anti-HA-
Sepharose was from Covance (Richmond, CA), and HA-HRP conjugate was from Abcam
(Cambridge, MA). Anti-paxillin mouse monoclonal antibody 349 was from BD/Transduction
Labs (San Diego, CA) and anti-paxillin rabbit monoclonal antibody from Epitomics
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(Burlingame, CA). Antisera were raised in rabbits by Cocalico Labs (Reamstown, PA) using
full-length rat GIT1/6xHis or human GIT2-short/6xHis proteins purified from recombinant
baculovirus-infected Sf9 cells as described [3]. Antiserum raised against β–PIX [27] was the
gift of Dr. R. Cerione (Cornell University, Ithaca).

cDNA clones and constructs
pBK(Δ)-rat GIT1/Flag, pBK(Δ)Flag-GIT1, pBK(Δ)-GIT1(ΔABC)/Flag, pBK(Δ)-
GIT1/6xHis, pBK(Δ)HA-α-PIX and pBK(Δ)HA-β-PIX have been described previously [2,3].
GIT1/EGFP was prepared by replacing the Flag cassette of pBK(Δ)-GIT1/Flag with EGFP
(from pEGFP-C1 (Invitrogen)) using EcoRI and XbaI sites. pCS2-myc-Hic-5 [28] was
obtained from Dr. Sheila Thomas (Harvard Medical School). pcDNA3.1-chicken paxillin
[10] was obtained from Dr. Chris Turner (SUNY Upstate Medical Center, Syracuse). Site-
directed mutations were prepared using specific oligonucleotide primers using the
QuickChange mutagenesis kit (Stratagene, La Jolla, CA). All clones were confirmed by DNA
sequencing.

Cell culture and transfection
COS-7 and HEK293 cells were obtained from ATCC, and maintained in DMEM or MEM
media supplemented with 10% fetal calf serum and penicillin/streptomycin at 37°C under 5%
CO2. COS-7 cells at 70% confluency in 15 cm plates were transiently transfected with a total
of 10 μg of plasmid DNA and 60 μl of Lipofectamine (Life Technologies, Rockville, MD).

Immunoprecipitation and Immunoblotting
Forty-eight hours after transfection, cells were rinsed with cold phosphate buffered saline and
scraped into lysis buffer (20 mM Tris–HCl, 1 mM EDTA, 100 mM NaCl, 5 μg/ml aprotinin,
150 μg/ml benzamidine, 5 μg/ml leupeptin, 4 μg/ml pepstatin, and 20 mg/ml
phenylmethylsulfonyl fluoride, pH 7.4). Cells were lysed by repeated passage through a 26-
gauge needle, and spun at 21,000×g for 20 minutes at 4°C. The soluble fraction was removed
and used for immunoprecipitation. One milliliter of lysate was transferred to a new tube and
25 μl of a 50% slurry of M2 Flag-agarose beads or HA-Sepharose beads was added, or 1 μg
of primary antibody and 40 μl of Protein A/G beads (Calbiochem, San Diego, CA). The lysate
was rotated at 4°C for 4 hours, and the beads washed three times with lysis buffer.
Immunoprecipitated proteins were removed from beads by addition of 40 μl of SDS-sample
buffer and heating at 95°C for 10 minutes. Proteins were separated on 10% polyacrylamide
gels and transferred to nitrocellulose filters. Filters were incubated with 3% bovine serum
albumin in Tween-Tris-buffered saline (20 mM Tris, pH 7.4, 500 mM NaCl, 0.2% Tween-20)
to block non-specific binding sites, exposed to primary antibodies, washed, and exposed to
secondary antibody-peroxidase conjugates. After final washes, immunoreactive bands were
detected by chemiluminescence and exposure to X-ray film.

Immunocytochemistry and microscopy
A7r5 cells were grown on fibronectin-coated glass coverslips. After transfection with either
wt or mutant GIT1/EGFP constructs, cells were incubated for 48 hours, washed twice with
PBS and fixed with 4% paraformaldehyde in PBS for 10 min at RT. After another two washes
with PBS, cells were permeabilized using 0.1% Triton X-100 in PBS for 10 min at RT. Cells
were then blocked with 1% BSA in PBS for 1 hr at RT and washed twice with PBS. Endogenous
paxillin and actin were detected with an anti-paxillin-TRITC labeled antibody (1:1000 in 1%
BSA/PBS, BD Transduction Labs) or Alexa633-phalloidin (1:2000 in 1% BSA/PBS,
Molecular Probes) incubated for 1 hour at RT followed by two washes with PBS. Cells were
then air dried at RT and mounted on microscope slides using FluorSave Reagent (Calbiochem).
Pictures were taken with a Zeiss LSM 510 Meta confocal microscope.
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GST-LD pulldown assays
GST-LD motif constructs were prepared by ligating annealed oligonucleotides encoding LD
repeat sequences of paxillin, Hic-5 or leupaxin into the pGEX 4T-1 vector (Amersham). For
paxillin, the LD4 construct encodes amino acid residues 263-277 from human paxillin. Paxillin
LD4 S272D, S274D and S272D/S274D mutants were also prepared. For Hic-5, the LD3
construct encodes amino acid residues 154-168 from mouse Hic-5, and for leupaxin, the LD3
construct encodes amino acid residues 89-103 from human leupaxin. GST fusions were
induced by treating growing bacteria with isopropyl β-d-thiogalactoside and the induced
proteins were purified on glutathione-agarose beads. To 5 μg of fusion proteins on beads, crude
Sf9 lysates expressing GIT1/6xHis was added in lysis buffer and incubated for 30 min at 4°C.
Beads were collecting by centrifugation and washed 3 times with lysis buffer, prior to SDS-
PAGE and Coomassie blue staining or immunoblotting.

Homology modeling
Homology modeling of rat GIT1(647-770) was carried out with SWISS-MODEL [30] using
the unliganded FAT domain (residues 916 – 1047 of PDB entry 1K05) as a template.

E. coli protein production and purification
The rat GIT1(647-770) fragment was subcloned into pGEX-4T-1 (Novagen), and transformed
into E. coli BL21(DE3) cells. Bacteria were grown in LB media at 30°C for 6 h after induction
with 0.2 mM IPTG. Cells were centrifuged 20 minutes at 4000 g and the pellet was frozen in
−80°C for subsequent purification. Cells were resuspended in lysis buffer (200 mM NaCl, 50
mM Tris pH 8, 5 mM β-mercaptoethanol, 0.4% Triton X-100, 5 mM EDTA), and lysed by
mild sonication. Proteins and bacterial membranes were separated by centrifugation (45
minutes, at 35,000 g) and the supernatent was applied to glutathione-Sepharose 4B beads
(Pharmacia). The column was washed thoroughly with 500 mM NaCl, 50 mM Tris pH 8 and
5 mM β-mercaptoethanol. Beads were resuspended in cleavage buffer (200 mM NaCl, 50 mM
Tris pH 8, 5 mM β-mercaptoethanol, 5 mM EDTA), and the GST tag was cleaved by 1 h
incubation with thrombin. Protease-eluted protein was further purified by size-exclusion
chromatography using a Superdex 75 column (Pharmacia) in gel filtration buffer (200 mM
NaCl, 20 mM Tris pH 8, 5 mM β-mercaptoethanol).

Isothermal Titration Calorimetry (ITC)
Cleaved recombinant GIT1(647-770) was dialysed in ITC buffer (150 mM NaCl, 20 mM Hepes
pH 7.5, 1 mM TCEP) and placed in the 1.4 ml sample cell at a concentration of 50 μM. Peptides
were dissolved directly into the dialysate at a concentration of 1 mM and placed in the injection
syringe. For each titration, peptide was injected at 25°C in five minute intervals, using injection
sequences of 2/10/10 μl followed by 18 injections of 15 μl. All peptides were also titrated into
ITC buffer alone, and the resulting heat of dilution was subtracted from the binding curves.
ITC was performed using a VP-ITC MicroCalorimeter from MicroCal Incorporated, and data
were fit with Origin software.

Circular Dichroïsm (CD)
FAT(892-1052) [24] and GIT1(647-770) were dialysed in specific CD buffer (150mM NaF,
20mM NaPO4 pH 7.5, 1mM TCEP). CD spectra were performed on a Chirascan circular
dichroïsm spectrometer (Applied Photophysics), using protein concentrations of 0.3 μM. CD
spectra were recorded at 20°C between 180 and 250 nm with a step of 0.5 nm, a bandwidth of
1 nm and an optical path of 0.02 cm.
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Small Angle X-ray Scattering (SAXS)
Data were collected at beamline X33, at DESY, EMBL, Hamburg, at 10°C, using a wavelength
of λ=1.5 Å. GIT1(647-770) in gel filtration buffer was used at a concentration of 21 mg/ml
(apo-GIT1(647-770)), and of 8 mg/ml in presence of 3 mg/ml chicken paxillin LD4 peptide
(S262ATRELDELMMASLSDFKFMAQGK). The ratio of GIT1(647-770) to LD4 peptide was
1:2. Prior to data recording, the samples were extensively centrifuged to eliminate aggregates,
and supplemented with 2 mM DTT. Diffusion spectra for buffer only were taken before and
after the protein sample, averaged, and subtracted from the protein scattering curve. Data
analysis and ab initio shape calculations were performed using PRIMUS, GNOM, GASBOR,
DAMMIN, CREDO, CRYSOL and DAMAVER from the SAXS program suite by D. Svergun
and colleagues [31].

Results
Alignment of GIT1 and GIT2 protein sequences from diverse species reveals that the extreme
carboxyl terminal ~130 residues of these proteins exhibit an unusually high degree of sequence
conservation (Figure 1A). While residues 643-679 had been proposed to form a paxillin binding
sequence (PBS2) in chicken GIT2, and deletion of residues 643-679 in chicken GIT2 leads to
a protein that no longer binds to a paxillin LD4-GST fusion protein in vitro [15], the ~75
residues beyond this PBS2 region to the end of the protein have no known function in any GIT
family member. Based on the over 20 % sequence identity (50 % similarity) with the FAK
focal adhesion targeting (FAT) domain, we have recently predicted that the entire 130 residue
carboxyl terminal region of chicken GIT2 folds into a 4-helix bundle to form a paxillin binding
domain analogous to the FAT domain of FAK [24].

We reasoned that if the entire carboxyl terminal folds to form a compact 4-helix bundle FAT
Homology (FAH) domain, the residues beyond the previously described PBS2 should be
critical to form the functional paxillin binding site. On the other hand, if the predicted PBS2
region alone were sufficient for paxillin binding, removal of these final 75 residues may have
little or no effect on paxillin binding. We verified that the major paxillin binding site in GIT1
resides at the carboxyl terminus by truncating the protein to remove the predicted PBS2 region
and all residues beyond it, GIT1(1-646). We also created truncated forms of GIT1 containing
the predicted PBS2 region but lacking portions of the conserved stretch of amino acids that
follows it. GIT1(1-705) contains the entire predicted PBS2, but is missing all the conserved
region beyond this (i.e., predicted alpha helices 3 and 4), while GIT1(1-735) lacks the only last
half of this conserved domain beyond the PBS2 (i.e., predicted alpha helix 4). These constructs,
together with full length Flag-GIT1, were expressed in COS-7 cells, immunoprecipitated with
M2 Flag beads, and immunoblotted for co-precipitated endogenous paxillin (Figure 1B). All
four constructs were well expressed and bound endogenous β-PIX, suggesting appropriate
overall folding. None of the three truncated forms of GIT1 demonstrated any binding to
paxillin. Thus, the major paxillin binding site does appear to reside in the carboxyl terminal
region of GIT1, as it does in chicken GIT2 [15], but sequences beyond the originally-identified
PBS2 region also appear critical for paxillin binding.

We next expressed the GIT1 FAT-homology (FAH) region (residues 647-770 of rat GIT1) as
a recombinant protein in E. coli. CD analysis of GIT1(647-770) revealed a spectrum
characteristic for an all-alpha helix protein. Moreover, the GIT1 CD spectrum showed
remarkable similarity to that of the FAT domain of FAK (Figure 2). Thus, the GIT1 FAH
domain forms an independently folded domain with secondary structure features matching
those of FAT.

We then used small angle X-ray scattering (SAXS) to investigate the structure of the GIT1
FAH domain. SAXS data on GIT1 FAH were recorded to a maximum resolution of s=4.48
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nm-1. Guinier plot and GNOM analysis yielded a radius of gyration (Rg) of 1.9 nm for GIT1
FAH. This Rg is in good agreement with the Rg value of 1.7 nm calculated for FAT (residues
916-1047, PDB entry 1K05), considering that the Rg values calculated from model coordinates
do not include a hydration shell. The shape of the SAXS curve obtained for GIT1(647-770) is
typical for a rod-shaped object, like the one formed by FAT. Indeed, the scattering curve
calculated from FAT (CRYSOL) fitted the experimental data of GIT1 FAH extremely well
(χ=0.28), whereas other helix-containing domains of same size and Rg gave a significantly
worse fit (Figure 3A). In fact, this approach even indicates that the structure of GIT FAH more
closely resembles the 4-helical structure of FAT than the 4-helix bundle of the vinculin paxillin
LD motif-binding tail domain (Figure 3A).

Moreover, ab initio structure reconstructions (GASBOR) yielded rod-shaped structures (Figure
3B). The molecular envelope obtained after averaging and filtering ten individual GASBOR
models (DAMAVER) compares very well in shape and size with the FAT domain [normalized
spatial discrepancy = 0.76 (SUPCOMB).

To experimentally localize the LD4 peptide on the GIT1 FAH domain, we recorded SAXS
data on GIT1 FAH in presence of two-fold excess of LD4 peptide. SAXS scattering patterns
and distance distribution functions were very similar between LD4-bound and apo-GIT1,
indicating that LD4 binding did not introduce gross structural changes. We then used CREDO
on the LD4:GIT1 FAH SAXS data to localize the LD4 peptide on the GIT1 FAH domain.
Individual CREDO runs placed the 23 pseudo-residues corresponding to the LD4 peptide either
on face 1/4 or face 2/3 of the 4 helix bundle (Figure 3C). Given the moderate resolution of the
SAXS data, faces 1/4 and 2/3 are very similar, both being composed of a long and a short helix.
In contrast, faces 1/4 or 2/3 can be distinguished from face 1/2 (being composed of two short
helices) and face 3/4 (two long helices). Therefore, SAXS suggests that LD4 binds GIT1
(647-770) either on face 1/4 or 2/3, but not on faces 1/2 or 3/4.

Together, our structural data show that the last 130 amino acids of GIT family proteins folds
into a compact, FAT-like anti-parallel 4-helix bundle. We have therefore used the FAT
structure as a template, together with our experimental data, to produce a three-dimensional
model of the FAH region of rat GIT1 (Figure 4). The GIT1 FAH sequence is very compatible
with the FAT fold, yielding a model without steric clashes and a Verify3D score [32] close to
the one obtained for the FAT crystal structure (0.27 and 0.23 for GIT1(647-770) and FAT,
respectively). The molecular model established for GIT1 FAH reveals a potential paxillin LD
binding site between helices 1 and 4, where a hydrophobic patch is surrounded by positive
charges (Figure 4).

To test this proposed structure experimentally, we mutated individual residues throughout the
entire carboxyl terminal region of GIT1 based on the FAH model (see Figure 1A). One set of
mutations is within the originally proposed PBS2 region, residues 654-690 in rat GIT1. This
region corresponds to helix 1 and the first half of helix 2 in the FAH domain model, and residues
predicted to contribute to the LD4 binding surface in helix 1 were particularly targeted. Another
set of mutations is of residues predicted to form part of the LD4 binding surface on predicted
helix 4. These are quite distal from the originally proposed PBS2, but closely apposed to helix
1 in the model. A third class of mutations is in regions of GIT1 predicted to be on the surface
of predicted helices 2 and 3, in positions equivalent to the second LD binding site in FAK.

GIT1/Flag was mutated, expressed in COS-7 cells, and immunoprecipiated with M2 Flag-
beads to measure the co-immunoprecipitation of endogenous paxillin (Figure 5A). In every
case, the mutant GIT1 expressed well and co-immunoprecipitated normally with endogenous
β-PIX. Within putative helix 1, residues I655, T662, K663 and Q666 are proposed to be located
on the surface of the helix 1/4 interface. By analogy to basic residues on the FAT LD binding
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sites, GIT1 residue K663 could contribute to LD4 motif binding by forming a salt bridge with
the acidic residues of the paxillin LD4 motif, or by forming hydrogen bonds with peptide
backbone carbonyls. The GIT1/Flag K663E mutation results in substantially decreased paxillin
co-immunoprecipitation. Among the helix 1 residues predicted to participate in mainly
hydrophobic and/or polar interactions with LD4 (I655, T662 and Q666), both T662E and
Q666E mutants had reduced paxillin binding, while the I655E mutant seemed largely
unaffected. The nearby conserved residue E667 is not predicted to be on the surface of the
helix 1/4 interface, but the E667R charge swap mutation resulted in increased interaction of
paxillin with GIT1, presumeably by influencing the conformation of K663. We also performed
a charge swap mutation between another two conserved nearby residues, K676 and D678,
which are proposed to form part of the loop between helices 1 and 2. The K676D/D678K double
mutant of GIT1 had an unchanged interaction with paxillin (data not shown). Within predicted
helices 2 and 3, V681, H688, T692, A718, and Q722 are suggested to form the mainly
hydrophobic surface of the helix 2/3 interface. The V681E, T692E, A718K and Q722E
mutations had little or no effect on paxillin interaction with GIT1, while H688A increased
binding. The only mutation on the 2/3 interface that affected paxillin binding, H688A, probably
causes an allosteric change, such as stabilization of the GIT1 FAH fold. Like residue K663,
K758 within helix 4 is predicted to either form a salt bridge to negatively charged side chains
of the LD4 motif, or to form a hydrogen bond with its backbone. The K758E mutant bound
essentially no paxillin above background, in accord with its important role in the model.
Residue I747 is also proposed to be located on the surface of the helix 1/4 interface and to
participate in nonpolar interactions with LD4, and mutation I747E also strongly reduced
paxillin association. However, from its position in the GIT1 model, it can not be excluded that
the effect of I747E is due to a destabilization of the hydrophobic core of the domain. We
combined the two most effective point mutations to create a GIT1 protein with essentially no
ability to bind to paxillin. This GIT1/Flag K663E/K758E double mutant binds paxillin at
background levels only (data not shown). In agreement, purified recombinant GIT1(647-770)
K663E/K758E failed to show a significant affinity for LD4 peptide in isothermal titration
calorimetry experiments (Table I).

Thus, we have demonstrated that mutation of several individual residues within the predicted
helix 1/4 interface, including residues well outside the originally proposed PBS2 region, are
able to alter binding to paxillin (summarized in Figure 5B). On the other hand, several residues
on another predicted surface of the 4-helix bundle had little or no effect on paxillin binding,
including mutation of several highly conserved residues within the originally described PBS2
region. Overall, these mutation and earlier truncation analyses support the contention that the
entire carboxyl terminal region of GIT proteins participates in paxillin binding by folding into
a compact 4-helix bundle, creating a paxillin binding domain analogous to the focal adhesion
targeting domain of focal adhesion kinase. Within this FAH domain, paxillin LD4 binds in the
cleft between helices 1 and 4.

The paxillin family member Hic-5 has been reported to bind to rat GIT1 and chicken GIT2
[10,14]. To determine whether GIT1 binding site for Hic-5 is similar to the binding site for
paxillin, we first verified that Hic-5 binds to the carboxyl terminal FAH domain using GIT1
truncation mutants (Figure 6A). Transfected mouse Hic-5 binds tightly to Flag-GIT1, but
neither GIT1(1-646) lacking then entire FAH domain, GIT1(1-705) lacking helices 3 and 4,
nor GIT1(1-735) lacking just helix 4, were able to bind Hic-5. To ascertain whether Hic-5 and
paxillin bind to similar or distinct sites on the GIT1 carboxyl terminal FAH domain, the Hic-5
binding ability of a mutant of GIT1 (K663E + K758E) that no longer binds to paxillin was
assessed (Figure 6B). Mutation of residue K663 in helix 1 and K758 in helix 4 ablates binding
to Hic-5, as it does for paxillin.
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Having defined the paxillin/Hic-5 LD motif binding site on GIT1 as consistent with a FAH 4-
helix bundle structure, we sought to understand how paxillin binding to the GIT1 FAH domain
might be regulated. Focal adhesion kinase binding to paxillin through its four-helix bundle
FAT domain, and therefore localization to focal adhesions, is regulated in part through
phosphorylation of FAK on tyrosine 925, a residue in helix 1 of the FAT domain itself [33].
When phosphorylated at tyrosine 925 by Src family members, FAK is released from focal
complexes [33]. We sought to determine whether GIT1 association with paxillin might also
be regulated through tyrosine phosphorylation. While no tyrosine residue is found in GIT1 in
a position directly analogous to Y925 in helix 1 of the FAT domain of focal adhesion kinase,
GIT1 and GIT2 share conserved tyrosine residues at positions 719 (in helix 3) and 751 (in helix
4). GIT1 is known to be phosphorylated on tyrosine [9,27,34-38], and is a substrate for
phosphorylation by Src and FAK [27] and for dephosphorylation by PTPζ and PTP-PEST
[39-41], although tyrosine residues 719 and 751 have not been reported to phosphorylated We
therefore examined whether GIT1 mutants lacking specific potential tyrosine phosphorylation
sites still bind normally to paxillin. GIT1/Flag proteins with mutations in tyrosine residues in
the FAT domain were expressed in COS-7 cells, immunoprecipitated, and immunoblotted with
anti-paxillin antibody (Figure 7). Neither of the tyrosine residues within the FAH domain,
when mutated, had any effect on the amount of paxillin associated with immunoprecipitated
GIT1. Thus tyrosine phosphorylation within the FAH domain appears to play no role in
regulating GIT - paxillin association. However, tyrosine phosphorylation elsewhere in GIT1
might contribute to regulating paxillin binding. We have tested the paxillin binding of mutant
GIT1 molecules in which each tyrosine has been mutated to phenylalanine. Most mutants had
no change in paxillin binding (data not shown), but the mutant Y563F had enhanced interaction
with paxillin (Figure 7). The mechanism by which this mutant enhances paxillin interaction is
under investigation. Another group has recently reported a mutant of chicken GIT2/PKL in
which three tyrosine residues are mutated to phenylanaline, and which cannot bind to paxillin
or localize to focal adhesions [42]. These authors also reported that GIT2 association with
paxillin in focal adhesions is ablated in cells lacking Src family kinases, suggesting that Src-
mediated phosphorylation of these tyrosine residues is critical for allowing paxillin binding,
whereas GIT1 was still found to be associated normally with paxillin-containing focal
adhesions in cells lacking Src family members [42]. None of these tyrosine residues are within
the carboxyl terminal FAH domain, but all are conserved in GIT1. We created an equivalent
mutant in GIT1, Y293F/Y392F/Y607F, and tested the ability of this GIT1(3YF) mutant and
its three component point mutations to co-immunoprecipitate with paxillin. In agreement with
Turner and colleagues [42], we find that the GIT1(3YF) mutant does still bind to paxillin, albeit
more weakly than the wildtype GIT1 (Figure 7). Nevertheless, we conclude that paxillin
binding by GIT1 is not regulated by tyrosine phosphorylation within the FAH domain itself.
Tyrosine mutations elsewhere, shown to be critical in regulating GIT2, do not prevent GIT1
binding to paxillin. However, GIT1 does appear to be regulated in part by tyrosine
phosphorylation at Y563. Intriguingly, tyrosine phosphorylation-dependent regulation of GIT
protein paxillin binding activity appears to be distinctly regulated in GIT1 and GIT2.

Horwitz and colleagues recently presented evidence that chicken paxillin is phosphorylated at
serine 273 within the LD4 motif, and that serine 273 phosphorylation may be an important
regulator of the GIT1 - paxillin interaction [43,44]. Further, serine 275 within the LD4 motif
was also found to be phosphorylated [43]. It was reported that the paxillin S273D mutant, a
mimic of the phosphorylation of this serine residue, had increased association with GIT1
[44].

In human paxillin, these two serines are conserved, and are located at positions 272 and 274,
respectively. Human Hic-5 LD3 also contains serines at residues 164 and 166 that are cognate
to human paxillin serines 272 and 274. The third paxillin family member, leupaxin, has neither
of these serine residues conserved within its LD3 motif, which is the one most similar to the
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paxillin LD4 and Hic-5 LD3 sequences. We prepared GST fusions with human paxillin LD4,
human Hic-5 LD3 and human leupaxin LD3 peptides, as well as human paxillin LD4 in which
serine 272 and/or serine 274 were mutated to aspartate to mimic a phosphorylated serine, or
human Hic-5 in which serine 164 was mutated to aspartate. Since the bacteria that are used to
prepare the GST fusions contain no serine kinases, the wildtype peptides lack serine
phosphorylation. To each of these GST fusion proteins, we added Sf9 cell lysate overexpressing
GIT1/6xHis protein, and washed the beads extensively, then detected GIT1 association with
the LD repeats by staining with Coomassie blue (Figure 8A). While the paxillin LD4 and Hic-5
LD3 fusions all bound to GIT1, the paxillin S272D, S274D and S272D/S274D LD4 fusions
all bound less GIT1 than their wildtype counterparts. The paxillin LD4 S272D/S274D double
mutant bound the least GIT1, the S272D mutant had intermediate binding to GIT1, while the
S274D mutant had the least effect. Similarly, the Hic5 S164D mutant bound less GIT1 than
the wildtype Hic-5 LD3 fusion. While we also tested the leupaxin LD3 fusion in the same
assay, we saw no GIT1 pulldown; but the small size difference between GST alone and the
GST-LD3 fusion left us unable to verify that the purified fusion protein indeed had an intact
LD3 motif. GIT1 association with leupaxin or the leupaxin LD3 peptide has not been
demonstrated elsewhere, although GIT2 was reported to co-immunoprecipitate with leupaxin
[45].

To further validate the ability of LD4 motif serine phosphorylation to reduce rather than
increase paxillin - GIT1 association, we used isothermal calorimetry to directly measure the
binding affinity of purified GIT1(647-770) to the chicken paxillin LD4 peptide, as well as
chicken LD4 peptides synthesized with phospho-serine at residues 273 or 275 (Figure 8B).
Phosphorylation of either serine residue within the paxillin LD4 peptide led to reduced binding
to the GIT1 FAH domain, with phospho-serine 273 having the lowest binding. Analysis of the
binding curves shows that wildtype paxillin LD4 peptide bound to the GIT1 FAH domain with
an affinity of 10 μM, while the phospho-S273 LD4 peptide had an affinity of 123 μM and
phospho-S275 LD4 peptide 18 μM (Table I). Thus, by two independent measures,
phosphorylation (or glutamate phosphorylation mimic) at the two serines within the paxillin
LD4 motif reduces GIT1 association.

Having verified that GIT does bind less tightly to paxillin with phosphorylation at serine 272
and serine 274 in the LD4 motif, we therefore explored whether we might construct a mutant
of GIT1 that is insensitive to the phosphorylation status of paxillin at serines 272 and 274.
Because in our hands GIT1 appears to prefer dephosphorylated to phosphorylated paxillin, this
suggests that the GIT1 FAH domain binding pocket poorly accommodates the bulky, charged
phosphate group. This could be either due to steric factors or charge incompatibility. By
docking the paxillin LD4 peptide onto the GIT1 model, we predicted that conserved glutamate
residues E652, E659 or E674 in helix 1 might electro-statically repulse phospho-LD4 binding.
Indeed, these negatively charged residues are absent in the FAK FAT LD binding sites.
Mutations of these residues that make the binding phospho-insensitive should therefore
increase the extent of GIT1 - paxillin association in cells. Accordingly, we mutated E652N,
E659T and E674A in GIT1/Flag, expressed these mutants in COS-7 cells, and
immunoprecipiated each with M2 Flag-beads to measure the co-immunoprecipitation of
endogenous paxillin (Figure 9). The E659T mutant co-immunoprecipitates a greatly increased
quantity of paxillin, while the E652N and E674A mutants are similar to wildtype GIT1. Thus,
E659 appears to contribute to limiting GIT1 binding to the major form of paxillin in the cell,
and removal of this limitation increases GIT1 - paxillin interaction. Since this mutation is
predicted to alter phospho-recognition of the paxillin LD4 peptide, the effect of this mutation
to enhance paxillin association provides some evidence that phosphorylation of serines 272
and/or 274 in paxillin’s LD4 motif is indeed a major control mechanism for GIT1 - paxillin
binding.
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During the course of these studies, we identified two other GIT1 point mutants that increased
the binding of paxillin, E667R (Figure 5A and Figure 9) and Y563F (Figure 7). Since the
E659T, E667R and Y563F mutants each seemed to have altered binding for apparently
independent reasons, we asked whether a combination of these mutants might exhibit even
greater paxillin binding. While the Y563F/E659T mutant appeared similar to the two individual
mutants, the GIT1/Flag E659T/E667R double mutant and the particularly the Y563F/E659T/
E667R triple mutant each co-immunoprecipitated with even more paxillin than their
component mutants (Figure 9). GIT1/Flag always co-immunoprecipitates with much less
paxillin than is present in the cell lysate control sample (1% of the immunoprecipitation initial
amount). In contrast, GIT1(Y563F/E659T/E667R)/Flag pulls down more paxillin than is in
this lysate control. This Y563F/E659T/E667R triple mutant appears to elude several distinct
regulatory mechanisms to constitutively associate with paxillin.

To address whether GIT1 mutants with altered binding to paxillin also have altered ability to
localize to focal adhesions, we expressed GIT1/EGFP fusions. Wildtype GIT1/EGFP, GIT1
(K758E)/EGFP, GIT1(K663E/K758E)/EGFP, GIT1(E659T/E667R)/EGFP and GIT1(Y563F/
E659T/E667R)/EGFP were transfected into A7r5 smooth muscle cells, and the cellular
localization of the GIT1/EGFP fusion protein was determined using confocal microscopy
(Figure 10). As has been described by others [6, 46], GIT1/EGFP was localized to peripheral
focal adhesions along with paxillin, at the end of actin stress fibers (as visualized with
phalloidin, not shown), as well as in a general cytoplasmic distribution. In contrast, GIT1
(K758E)/EGFP was found throughout the cytoplasm, but with no accumulation at focal
adhesions, which were revealed to be present by staining for paxillin. Thus, as expected, this
GIT1 mutant incapable of binding to paxillin is indeed unable to localize to paxillin-containing
focal adhesions, and overexpressing this GIT1 mutant does not prevent paxillin association
with focal adhesions. GIT1(K663E/K758E)/EGFP behaved indistinguishably (data not
shown). On the other hand, the GIT1(E659T/E667R)/EGFP mutant showed strong co-
localization with paxillin at focal adhesions, as did GIT1(Y563F/E659T/E667R)/EGFP (data
not shown).

Finally, we refined our molecular model of LD4 bound to the FAH GIT1 carboxy-terminal
domain. Together, our data suggest that the GIT1 FAH domain binds one LD4 motif between
helices 1 and 4; in contrast to FAT, which appears to bind preferentially LD4 on site 2/3. Both
LD binding sites on FAT are indeed very similar, but owing to the distribution of the four
positive charges around the hydrophobic groove between the helices, the upper half of the GIT1
(647-770) homology model (oriented with the amino-terminus of helix 1 upwards) displays a
surface region most resembling the FAT helix 2/3 LD4 binding site (Figure 4). Most mutations
that affect LD4 binding, or its phospho-regulation, are located within this upper half of site
1/4. Since SAXS located the LD4 peptide on an exocentric position either on site 1/4 or on site
2/3, we positioned the LD4 peptide on the GIT1(647-770) homology model on face 1/4 as
shown in Figure 1B. In this position, S273 of the LD peptide is located in proximity of GIT1
E659, which could explain the effect of phospho-regulation within the paxillin LD4 motif.
Further higher resolution structural assays will be required to refine our understanding of this
binding interface.

Discussion
The GIT1 carboxyl terminal appears to fold into a single defined structural domain directly
analogous to the FAT domain of focal adhesion kinase, which we term the FAT-homology
(FAH) domain. In each protein, the extreme carboxyl terminal 130 residues fold to form a 4-
helix bundle that binds paxillin LD motifs. We present both structural and functional evidence
supporting this structure in GIT1.
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We purified the carboxyl terminal paxillin binding domain of GIT1, and used circular
dichroism to directly compare the overall helical content of this fragment of GIT1 with the
focal adhesion targeting domain of FAK. We also have used small angle X-ray scattering to
derive an overall shape of the GIT1 carboxyl terminal alone or with bound paxillin LD4 peptide,
and compared this shape to the predicted shape of the FAK-based model for GIT1 carboxyl
terminal. The paxillin LD4 peptide appears to bind on a face of the bundle formed by adjacent
helices, presumeably the helix 1/4 interface.

Functional evidence for a FAT-like paxillin binding domain comes from two types of mutants
that no longer bind paxillin: carboxyl terminal truncations of putative α-helices beyond the
predicted PBS2 region, and point mutants predicted to be on the surface of the helix 1/4
interface. Truncations of GIT1 that remove one or more of the predicted α-helices that comprise
this 4-helix bundle disrupt paxillin binding, despite leaving intact the predicted paxillin binding
site (PBS2), suggesting that this PBS2 region is not sufficient to form a functional paxillin LD4
binding site. Mutagenesis of residues on the surface of this 4-helix bundle supports an overall
model where the extreme carboxyl terminal of GIT1 (predicted helix 4) closely abuts the amino
terminal end of this 120-residue domain (predicted helix 1), since mutations in each of helices
1 and 4 disrupt paxillin binding. Effective mutations cluster along a region predicted to be on
the surface of the helix 1/4 interface, defining the paxillin LD4 peptide binding site on GIT1,
which is reminiscent of the LD4 site on focal adhesion kinase. These mutants have the same
effect on paxillin and Hic-5, suggesting that GIT1 binds these two paxillin family members
through quite similar interactions. These point mutants are summarized in Figure 5B.

Although GIT1 appears to share a paxillin binding FAH domain with focal adhesion kinase,
there are clear differences between these two domains. First, GIT1 and FAK bind in related
but distinct ways to paxillin. GIT1 binds only to the paxillin LD4 motif, and through only one
surface (the helix 1/4 interface) of the 4-helix bundle. Focal adhesion kinase binds to two
paxillin LD motifs, LD2 and LD4, through the FAT domain helix 1/4 interface and the helix
2/3 interface on the opposite side of the 4-helix bundle. Second, our modeling and small-angle
X-ray scattering studies suggest that the paxillin LD4 peptide binds in an opposite orientation
in GIT1 than it does in FAK due to an altered charge orientation in the two binding sites.
Nevertheless, key residues in the paxillin LD4 motif, glutamate at the -1 position and aspartate
at the +1 position (relative to the leucine in the LD sequence), appear the same for both binding
interactions. Third, while paxillin binding to FAK is prominently regulated by tyrosine
phosphorylation within the FAT domain at tyrosine 925, we find no evidence that tyrosine
phosphorylation within the FAH domain of GIT1 contributes to regulating paxillin association.

In the original analysis to identify potential paxillin binding sites in GIT proteins, two regions
were suggested, PBS1 in the amino terminal between the Arf GAP domain and the ankyrin
repeat region and PBS2 in the carboxyl terminal [10]. Deletion analysis suggested that PBS2
was the active site for binding [10,15], and is consistent with our structural and functional
analyses here. However, others have reported that a splice variant of GIT2 (GIT2-short) lacking
this carboxyl terminal FAH domain still retains paxillin binding ability, mediated through this
PBS1 region [47]. GIT2-short was reported to bind more weakly to paxillin than the GIT2-
long splice variant that contains the FAH domain [47], just as we have noted previously that
GIT2 binds paxillin more weakly than GIT1 [3]. In our hands, we are unable to detect binding
of paxillin to GIT2-short by co-immunoprecipitation [3], nor residual binding of paxillin to
GIT1 truncations lacking all or part of the FAH carboxyl terminal domain or bearing mutations
within this domain (Figure 1B and Figure 5A). Nevertheless, while low affinity interaction of
GIT proteins with paxillin through this amino terminal PBS1 region may play a role in further
crosslinking GITs with paxillin, the carboxyl terminal FAH domain is clearly the primary high
affinity binding site required to target GIT/PIX complexes to paxillin on focal complexes.
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The regulation of GIT/PIX complex binding to paxillin remains mysterious, although some
details are now apparent. Most GIT/PIX in an adherent cell, as well as most paxillin, appears
cytosolic, and only a small fraction of these proteins is bound to focal adhesions. Little soluble
GIT/PIX is bound to paxillin. When adhesions are altered (migration, detachment, replating),
GIT/PIX and paxillin associate and are found at focal adhesions. The presence of paxillin on
focal complexes in cells expressing mutants of GITs that cannot bind paxillin (Figure 10)
[15] indicates that paxillin is recruited to focal adhesions prior to binding to GIT/PIX
complexes. Phosphorylation of paxillin on various tyrosines [48], as well as on serine residues
within the GIT-binding LD4 motif [43, 44], is one mechanism altering GIT binding. While it
was reported that phosphorylation of paxillin within LD4 increased GIT1 association [44], we
find reduced binding in a pulldown assay (Figure 8A) and reduced affinity for peptide binding
to the isolated FAH domain (Figure 8B, Table I). One reason for this difference may be that
we have analyzed this interaction with isolated proteins, whereas in living cells other regulatory
modes might compensate for changes due to aspartate mutation of the phosphorylated serines,
or the aspartate mutation itself might not truly mimic a phosphate in this instance. Nevertheless,
phosphorylation of paxillin within the LD4 motif clearly does play a role in regulating GIT
protein binding to paxillin, and bears further investigation.

While tyrosine phosphorylation of GIT1 residues within the FAH domain does not appear to
be an important contributor to binding, as it is in FAK [33], tyrosine phosphorylation elsewhere
in GIT proteins does appear important. First, we identified increased binding of paxillin to the
Y563F mutant (Figure 7). Phosphoproteomic studies have identified phosphorylation of this
site [35,38], although the identity of any phosphotyrosine binding partners for phospho-Y563
remain unknown. Second, in GIT2, three tyrosine residues were reported to be the major sites
for Src-mediated phosphorylation, and GIT2 bearing Y-F mutations at these three sites, or
wildtype GIT2 in cells lacking Src family members, was unable to binding to paxillin or
associate with focal adhesions [42]. How Src phosphorylation and phosphotyrosine binding
partners like Nck at these sites actually contribute to regulating paxillin binding remains
unknown. On the other hand, GIT1 was still able to associate with focal adhesions in cells
lacking Src kinases [42]. These three tyrosine residues are located outside the FAH domain
but are conserved in GIT1, and we verified that GIT1 bearing these Y-F mutations is still able
to bind paxillin, albeit more weakly than wildtype GIT1 (Figure 7). It appears that mechanisms
controlling GIT1 and GIT2 association with paxillin may differ. Finally, it was recently
reported that phosphorylation of human GIT1 by PAK1 at serine 709 within the FAH domain
also regulates paxillin binding [49]. This residue is located on the surface of our model of the
GIT1 FAH domain, at the N-terminus of helix 3. The presence of S709, S710 and P713 is likely
to destabilize this region, allowing structural transitions necessary to phosphorylate serine 709.
Since S709 is on the opposite face of the domain from the paxillin binding site, we predict that
this phosphorylation would not directly impinge the paxillin binding surface, but could alter
the conformation of the overall domain to affect binding. Alternatively, phosphorylation of
serine 709 could influence (intra)molecular associations that affect the accessibility of the
paxillin binding site of GIT1.

Our structural and functional characterization of the paxillin binding region of GIT1 as a FAH
domain provides a molecular framework allowing more detailed studies to understand the
mechanisms regulating GIT1 binding to paxillin.

Conclusions
• Structural analyses of the GIT1 conserved carboxyl terminal region reveal a rod

shaped structure with high alpha-helical content consistent with an antiparallel 4-helix
bundle highly similar to the FAT domain of focal adhesion kinase.
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• Structure-based mutagenesis defines the paxillin LD4 and Hic-5 LD3 binding site of
this GIT1 FAT-Homology (FAH) domain at the helix 1/helix 4 interface.

• Paxillin LD4 peptides phosphorylated on serine residues within the LD4 motif bind
less well to the GIT1 FAH domain.

• Mutations within the paxillin binding site of the GIT1 FAH domain that can
accommodate LD4 phosphorylation increase binding of paxillin.

• GIT1 FAH domain mutants unable to bind to paxillin no longer localize to focal
adhesions.
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ARF  

ADP-ribosylation factor

FAK  
focal adhesion kinase

FAT  
focal adhesion targeting

GAP  
GTPase-activating protein

GRK  
G protein-coupled receptor kinase

GIT  
GRK-interacting ARF GAP

PAK  
p21-activated protein kinase

PIX  
PAK-interacting exchange factor

PKL  
paxillin-kinase linker protein
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Figure 1.
GIT1 has a conserved carboxyl terminal sequence that is required for paxillin binding.
A. Alignment of carboxyl terminal sequences of rat and chicken GIT1 and GIT2 proteins.
Residues mutated in this study are indicated above the alignment by the amino acid that was
substituted, and the location of inserted stop codons in the three truncation mutants are indicated
by asterisks. Predicted alpha helical regions in the rat GIT1 model are underlined. Predicted
PBS2 region in chicken GIT2 is underlined. Residue numbers in rat GIT1 are shown below
the alignment.
B. Paxillin does not bind to GIT1 lacking the carboxyl terminal four-helix bundle, or any of
the bundle helices. The indicated Flag-GIT1 truncation mutants were transfected into COS7
cells. Cells were scraped and lysed after 48 hours, and soluble lysates immunoprecipitated by
addition of M2 Flag-agarose beads. Co-immunoprecipitated endogenous paxillin and β–PIX
were measured by immunoblotting with specific antisera, and precipitated Flag-GIT1 directly
visualized with M2 Flag-HRP conjugate.
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Figure 2.
Circular dichroism comparison of the GIT1 FAH domain and the FAK FAT domain. Circular
dichroism spectra of FAT(892-1052) (violet) and GIT1(647-770) (blue) at 0.3 μM
concentrations are superimposed.
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Figure 3.
Small angle X-ray scattering.
A. SAXS versus model. GIT1(647-770) SAXS scattering curve (red) superimposed by
CRYSOL to the calculated scattering pattern of the FAK FAT domain (residues 916 – 1047
of PDB entry 1K05 [21]; black), the 4-helix bundle of the vinculin tail domain (residues 917
– 1049 of PDB entry 1QKR [50]; blue), the CH domain of human calponin-2 (PDB entry
1WYN; pink) and the coiled-coil homodimer of C-Jun (PDB entry 1JUN [51]; green).
B. SAXS shape. The FAK FAT domain (residues 916 – 1047 of PDB entry 1K05 [21]) (violet)
fitted into the SAXS envelope of GIT1(647-770) (grey), obtained from averaging ten individual
GASBOR runs.
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C. Paxillin LD4 peptide binding. Violet pseudo-residues corresponding to the LD4 peptide
positioned by CREDO onto the GIT1(647-770) homology model.
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Figure 4.
Model of rat GIT1 carboxyl terminal domain as a FAH four-helix bundle. GIT1(647-770) was
modeled on the X-ray structure of the human FAK FAT domain as described in Experimental
Procedures. The GIT1 FAH domain is represented by its molecular surface (red, negatively
charged atoms; blue, positively charged atoms; green hydrophobic atoms, and grey polar
atoms). The LD4 peptide (stick model) has been docked manually as suggested by experimental
data.
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Figure 5.
Paxillin binding to GIT1 FAH domain mutants.
A. Point mutants within the GIT1 carboxyl terminal four-helix bundle identify the paxillin site
as the helix 1/4 interface. The indicated GIT1/Flag mutants were transfected into COS7 cells.
Cells were scraped and lysed after 48 hours, and soluble lysates immunoprecipitated by
addition of M2 Flag-agarose beads. Co-immunoprecipitated endogenous paxillin and β–PIX
were measured by immunoblotting with specific antisera, and precipitated GIT1/Flag directly
visualized with M2 Flag-HRP conjugate.
B. Mutational analysis mapped onto the surface of the GIT1 model. Mutated residues shown
in Figure 1A and analyzed in Figure 3B (and Figure 7 and Figure 9) are colored according to
their effect on paxillin binding: red: reduced LD4 binding, green: no influence on LD4 binding,
blue: enhanced LD4 binding, grey: not mutated. Together, these data suggest that GIT1 binds
LD4 between helices 1 and 4, but not helices 2 and 3.
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Figure 6.
Hic-5 binding to the GIT1 FAH domain.
A. GIT1 truncations that fail to bind paxillin also fail to bind Hic-5. Myc-Hic-5 was transfected
together with Flag-GIT1 or the 1-646 (helix 1-4), 1-705(helix 3 and 4) or 1-735 (helix 4 only)
truncation mutants into COS7 cells. Cells were scraped and lysed after 48 hours, and soluble
lysates immunoprecipitated by addition of M2 Flag-agarose beads. Co-immunoprecipitated
Hic-5 was measured by immunoblotting with specific monoclonal antibody, and precipitated
GIT1/Flag directly visualized with M2 Flag-HRP conjugate.
B. A GIT1 point mutant that does not bind paxillin also fails to bind Hic-5. Myc-Hic-5 was
transfected together with GIT1/Flag or the GIT1(K663E,K758E)/Flag mutant into COS7 cells.
Cells were scraped and lysed after 48 hours, and soluble lysates immunoprecipitated by
addition of M2 Flag-agarose beads. Co-immunoprecipitated Hic-5 was measured by
immunoblotting with specific monoclonal antibody, and precipitated GIT1/Flag directly
visualized with M2 Flag-HRP conjugate.
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Figure 7.
Role of tyrosine phosphorylation of GIT1 on paxillin binding.
The indicated GIT1/Flag tyrosine-to-phenylalanine mutants were transfected into COS7 cells
together with chicken paxillin. Cells were scraped and lysed after 48 hours, and soluble lysates
immunoprecipitated by addition of M2 Flag-agarose beads. The 3YF mutant is Y293F/Y392F/
Y607F. Co-immunoprecipitated paxillin and endogenous β–PIX were measured by
immunoblotting with specific antisera, and precipitated Flag-GIT1 directly visualized with M2
Flag-HRP conjugate.
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Figure 8.
GIT1 binding to paxillin LD peptides in vitro.
A. Pull-down of GIT1 by GST-LD mutants. GST fusions of the human paxillin LD4 motif,
mouse Hic-5 LD3 motif and human leupaxin LD3 motif (or the indicated mutants thereof)
were expressed in BL21 strain E. coli, and purified on glutathione agarose beads. Fusions were
normalized based on Coomassie blue-stained SDS gels, and the beads mixed with Sf9 cell
lysates expressing recombinant GIT1. Beads were washed, and bound GIT1 visualized by SDS-
PAGE and staining with Coomassie blue.
B. Isothermal titration calorimetry of GIT1 FAH domain and paxillin LD4 peptides. Data
(squares) are fitted by Microcal Origin 7 software (lines). GIT1(647-770) was tested with
several chicken LD4 phosphopeptides: violet, unphosphorylated LD4; red, LD4
phosphorylated on serine 275; blue, LD4 phosphorylated on serine 273. The K663E/K758E
mutant of GIT1(647-770):LD4 data is shown in black, and heats obtained by titrating LD4 into
buffer alone are displayed in green.
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Figure 9.
Role of GIT1 phosphate-sensing residues on paxillin binding.
The indicated GIT1/Flag glutamate residue mutants were transfected into COS7 cells together
with chicken paxillin. Cells were scraped and lysed after 48 hours, and soluble lysates
immunoprecipitated by addition of M2 Flag-agarose beads. Co-immunoprecipitated paxillin
and endogenous β–PIX were measured by immunoblotting with specific antisera, and
precipitated Flag-GIT1 directly visualized with M2 Flag-HRP conjugate.
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Figure 10.
Cellular localization of GIT1 mutants with altered paxillin binding.
GIT1/EGFP, GIT1(K758E)/EGFP or GIT1(E659T+E667R)/EGFP were transfected into A7r5
cells grown on coverslips. Cells were fixed and stained with paxillin mAb conjugated to TRITC
(BD Transduction labs), and viewed on a confocal microscope to image EGFP and TRITC
fluorescence.
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