Proc. Natl. Acad. Sci. USA
Vol. 89, pp. 5192-5196, June 1992
Cell Biology

pp125FAK 3 structurally distinctive protein-tyrosine kinase

associated with focal adhesions
(phosphotyrosine /Rous sarcoma virus/focal adhesion kinase)

MICHAEL D. SCHALLER*, CHERYL A. BORGMAN*, BRADLEY S. CoBB*, RICHARD R. VINES*,

ALBERT B. REYNOLDsT, AND J. THOMAS PARSONs*¥

*Department of Microbiology and Cancer Center, Box 441, School of Medicine, University of Virginia, Charlottesville, VA 22908; and TDepartment of Tumor

Cell Biology, St. Jude Children’s Research Hospital, Memphis, TN 38105

Communicated by Raymond L. Erikson, March 2, 1992 (received for review February 5, 1992)

ABSTRACT Expression of the Rous sarcoma virus-encoded
oncoprotein, pp60'-*, subverts the normal regulation of cell
growth, which results in oncogenic transformation. This process
requires the intrinsic protein-tyrosine kinase activity of pp60*-*=<
and is associated with an increase in tyrosine phosphorylation of
a number of cellular proteins, candidate substrates for pp60¥-=r.
We report here the isolation of a cDNA encoding a protein,
pp125, that is a major phosphotyrosine-containing protein in
untransformed chicken embryo cells and exhibits an increase in
phosphotyrosine in pp60¥-*--transformed chicken embryo cells.
This cDNA encodes a cytoplasmic protein-tyrosine kinase which,
based upon its predicted amino acid sequence and structure, is
the prototype for an additional family of protein-tyrosine ki-
nases. Immunofluorescence localization experiments show that
pp125 is localized to focal adhesions; hence, we suggest the name
focal adhesion kinase.

Infection of cells with Rous sarcoma virus results in pro-
nounced alterations in cell structure and loss of normal
growth regulation (1-3). Cellular transformation requires the
efficient expression of the Rous sarcoma virus-encoded on-
coprotein, pp60V-5, a protein-tyrosine kinase (PTK). Alter-
ations in cell morphology and growth regulation require
pp60° kinase activity and are accompanied by an increase in
the tyrosine phosphorylation of a number of cellular proteins
(2). In normal cells, the phosphorylation of proteins on
tyrosine residues by receptor and nonreceptor PTKs appears
to be critical for the transmission of signals initiated by a
variety of growth factors (4, 5). In addition, PTKs appear to
play a central role in lymphocyte activation (6) and in
mediating signaling pathways in nonmitotic cells, such as
adrenal chromaffin cells (7), platelets (8), and neural cells (9).

The importance of PTKs in cellular signaling has led to
research focused upon the identification of the substrates of
these enzymes. Monoclonal antibodies (mAbs) that recog-
nize seven distinct phosphotyrosine (P-Tyr)-containing pro-
teins from pp60¥-s-transformed chicken embryo (CE) cells
have been generated (10) and used to identify and character-
ize these putative pp60¥-s targets. One such mAb, 2A7,
recognizes a 125-kDa protein (pp125) that is one of the major
P-Tyr-containing proteins in untransformed avian and rodent
fibroblasts (ref. 10; S. B. Kanner, B.S.C., and J.T.P., un-
published observations). pp125 exhibits enhanced phosphor-
ylation on tyrosine in pp60"-s"-transformed cells (10). Here,
we report the isolation of cDNAs encoding pp125.% The
deduced amino acid sequence of pp125 revealed that it is a
cytoplasmic PTK, whose sequence and structural organiza-
tion are unlike those in data bases. Thus, pp125 appears to be
the prototype member of an additional PTK family. Immu-
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nofluorescent localization of pp125 suggests that it is present
in cellular focal adhesions, hence we suggest the designation
ppl125FAK (FAK for focal adhesion kinase).

MATERIALS AND METHODS

Protein Characterization and Analysis. Primary CE cells
were prepared and cultured as described (11). Lysates were
prepared in modified RIPA buffer as described (12). For the
preparation of immune complexes, 0.5-1.0 mg of cellular
protein was incubated with 10 ug of protein A-purified mAb
2A7 or a 1:500 dilution of rabbit anti-pp125 serum (BC3) for 1
h at 4°C. Immune complexes were recovered by the addition
of 100 ul of protein A-Sepharose beads (Pharmacia). For mAb
2A7 immune complexes, protein A-Sepharose beads were
preincubated with 20 ug of rabbit anti-mouse IgG (Jackson
ImmunoResearch). Immunoprecipitated proteins were sub-
jected to SDS/PAGE (13) and immunoblotted with either
affinity-purified rabbit P-Tyr antibody (2 ug/ml) or a 1:500
dilution of BC3 antiserum as described (10). For in vitro
translation studies, the cDNA clone 23b was subcloned into
pBluescript (Stratagene), transcribed in vitro by using an
mCAP mRNA capping kit (Stratagene), and translated in vitro
by using a rabbit reticulocyte lysate translation system
(Promega) and [*S]methionine (DuPont/NEN). The transla-
tion products were directly analyzed by SDS/PAGE or im-
munoprecipitated prior to SDS/PAGE with specific antise-
rum. The radiolabeled proteins were detected by fluorography
using EN3HANCE (DuPont/NEN). In vitro Kinase assays
were carried out by using immune complexes and [y->?P]JATP
(DuPont/NEN) as described (14), and labeled proteins were
subjected to SDS/PAGE. Immunofluorescence localization of
ppl125FAK was carried out as described (11, 15).

Isolation of trpE Fusion Proteins and Preparation of Rabbit
Antibodies. The 10a and 34b FAK cDNAs were subcloned
into the pATH procaryotic expression vectors (16). The
resultant constructs encoded fusion proteins containing the
37-kDa amino-terminal fragment of trpE fused to codons
651-1028 and 286-1028, respectively. The trpE-10a con-
struct contains five unrelated residues between the trpE and
FAK sequences. The expression of the fusion proteins was
induced as described (17). The trpE-10a fusion protein was
purified by SDS/PAGE and used to prepare polyvalent
antisera (18).

Isolation of cDNA Clones and DNA Sequence Analysis. A
Agtll chicken embryo cDNA library (Clontech) was screened
with mAb 2A7 as described (15). Additional cDNA clones
were identified by using radiolabeled cDNA 10a to screen a

Abbreviations: PTK, protein-tyrosine kinase; FAK, focal adhesion
kinase; CE, chicken embryo; mAb, monoclonal antibody; P-Tyr,
phosphotyrosine.
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Agt10 cDNA library prepared from CE cell RNA (J. Huff and
J.T.P., unpublished work). Phage from positive plaques were
purified by three rounds of plaque purification. The cDNA
inserts were isolated and subcloned into pBluescript. DNA
sequencing was carried out by using the dideoxy sequencing
procedure as described (19). DNA and amino acid sequences
were analyzed by using the sequence analysis software
EUGENE and sAM (MBIR software package of the Baylor
College of Medicine), GCG package of the University of
Wisconsin Genetics Computer Group (20), and FASTA (21).

RESULTS

Identification of cDNA Clones Encoding pp125. A Agtll
library expressing cDNAs prepared from the mRNA from
10-day-old chicken embryos was screened using mAb 2A7
(15), and a single clone containing a 1.6-kilobase-pair cDNA
insert was isolated. This cDNA was used as a probe to isolate
a number of overlapping cDNAs (22), seven of which are
illustrated in Fig. 1. Selected cDNAs were subcloned into
pBluescript, and the nucleotide sequence was determined by
using the strategy diagrammed in Fig. 1. The sequence
assembled from these cDNAs extends 4285 nucleotides and
contains a polyadenylylation signal (23) near the 3’ end,
followed closely by 13 consecutive terminal adenosine resi-
dues (Fig. 2). The 5’ most cDNA clone, 23b, contains two
methionine codons conforming to the canonical sequence for
initiation of translation (nucleotides 117-123 and 138-144)
(24, 25). The first initiation codon (nucleotides 120-123) is
preceded by three in-frame termination codons and is fol-
lowed by a 1028-codon open reading frame encoding a protein
of predicted molecular mass of 116,455 Da. Northern blot
analysis indicated that the mRNA corresponding to this
cDNA is =4.8 kilobases in length (M.D.S. and J.T.P.,
unpublished observations) and thus may contain an addi-
tional 500 nucleotides of 5’ untranslated sequence.

pp125 is a Distinctive PTK. Comparison of the nucleotide
sequence and the deduced amino acid sequence of the
encoded protein with the National Biomedical Research
Foundation and GenBank data bases revealed that this cDNA
encoded a distinctive PTK (referred to hereafter as FAK for
focal adhesion kinase; see below). The predicted amino acid
sequence of pp125FAK contains the structural motifs common
to all protein kinases (Figs. 2 and 3), including an ATP-
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binding site (Gly**-Xaa-Gly*%-Xaa-Xaa-Gly*®) (26), three
residues that are predicted to interact with the y-phosphate
group of the bound ATP molecule (Lys*?°, Glu*46, and Asp>?)
(27), and an amino acid postulated to be the catalytic site of
these enzymes (Asp2!) (27). In addition, pp125FAK contains
two peptide sequences that are highly conserved among
PTKs and are not found in serine/threonine protein kinases
(Asp®2l-Ile522-Ala523-Ala’24-Arg525-Asn26 and Pro’®0-Ile361-
Lys3%2-Trp363-Met3%4). The isoleucine at residue 522 is un-
usual since leucine is found at the analogous position in all
other PTKSs, with the exception of the Itk PTK, whlch also
contains an isoleucine (28, 29).

Based upon its sequence and structural orgamzatlon,
ppl125FAK represents an additional family of PTKs. The
amino acid sequence of the catalytic domain of pp125FAK is
only 31-41% identical to the catalytic domains of a number
of PTKs (Fig. 3). This is substantially lower than the identity
observed between members of a PTK family. Analysis of the
hydrophobicity of the protein revealed that pp125FAK does
not contain a transmembrane region (30), and there are not
recognizable sites for acylation at the amino or C termini.
This result is consistent with the observation that pp125FAK
is found in the cytosolic fraction following hypotonic lysis
and differential centrifugation to separate cytoplasm and
membranes (S. B. Kanner and J.T.P., unpublished observa-
tions). Thus, pp125FAK is one of the few PTKs that is neither
a transmembrane receptor nor membrane associated. FAK
contains neither SH2 nor SH3 domains, which are structural
elements involved in protein—protein interactions (31), and,
in fact, does not exhibit significant homology with any known
PTK outside of the catalytic domain. Interestingly, the C-ter-
minal region of pp125FAK contains two proline-rich stretches,
residues 681-738 and 829-887, where the proline content
exceeds 19% (Fig. 2). Finally, the overall architecture of
pp125FAK s unique in that the catalytic domain is flanked by
large N-terminal and C-terminal domains.

Verification That the FAK cDNA Encodes pp125. Since the
initial FAK cDNA was isolated using a single mAb to pp125,
further evidence confirming the identity of ppl25 and the
FAK gene product was required. A rabbit antiserum (desig-
nated BC3) was generated against a bacterially expressed
trpE fusion protein containing the 377 amino acids C-terminal
to the kinase domain (residues 651-1028). BC3 and mAb 2A7
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Fic. 1. cDNAs and nucleotide sequencing strategy. The FAK cDNA is illustrated as a line with the positions of the predicted initiation and
termination codons indicated. Also shown are the positions of a number of restriction sites used for subcloning, including the sites recognized
by EcoRI (R), Sma I (S), Kpn 1 (K), Xho 11 (X), HindIlI (H), Nru 1 (N), Pst I (P), Cla I (C), and Aha II (A). The heavy line above the cDNA
denotes the predicted translation product, pp125FAK with the catalytic domain of the protein kinase denoted by an open box. The structures
of seven partial cDNAs that were isolated are also shown. The arrows beneath each cDNA indicate regions that have been sequenced.
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ATGTGCTGGGCTAAAGAATATGACAGATACCTAGCATCTAGCAAAACCATGGGCAGCAGCTTGATGGAAAC

72: TTGAATCATACACCAAGTTCAAGTGCAAAGACGCACCTCGGTACTGGGATGGAGCGTTCCCCGGGGGCCATG
1: MetGluArgSerProGlyAlaMet
144: GAGCGAGTCCTAAAGGTTTTTCACTACTTTGAAAACAGCAGCGAGCCAACGACGTGGGCCAGCATTATCCGG
9: GluA:unlLauLysVllPheHilTy:PhQG1uAsnsarsorGluProTh:TthprlaSetIlelleArg
216: CATGGAGATGCTACTGATGTTCGAGGCATAATACAGAAGATTGTGGACTGTCACAAAGTGAAAAATGTGGCC
33: HSsGlyAspAllTthspValAthlyIlelleclnLysIleValAsprsHisLysValLysAanalAla
288: TGCTATGGGTTGCGACTCAGTCATCTGCAGTCTGAGGAGGTTCACTGGCTGCACCTGGACATGGGGGTATCC
57: CysTyrGlyLeuAtgLeuScrHisLeuGlnSerGluGluValHis?szeuHLsLeuAspMetGlyValSer
360: AATGTGAGAGAGAAATTTGAACTAGCACATCCTCCAGAAGAATGGAAATATGAACTGAGAATTCGGTACCTG
81: Aana1AngluLysPheGluLeuA1aHisP:oProG1uG1uTxpLysTy:G1uLequgIleAngy:Leu
432: CCCAAAGGATTTCTAAACCAGTTCACTGAGGACAAACCAACTTTAAATTTTTTCTATCAGCAGGTGAAAAAT
105: P:oLysGlyPheLeuAsnGlnPheThrGluAspLysP:oTtheuAsnPhePheTyrGlnGanalLysAsn
504: GACTATATGTTAGAAATAGCAGATCAAGTGGACCAGGAAATTGCTTTGAAACTAGGTTGCCTTGAAATCAGG
129: AspTyrHetLeuGluI1eA1aAspG1nVa1AspGlnGluIleAlaLeuLysLeuGlyCysLeuGluIleA:g
576: AGATCCTACGGAGAGATGAGAGGCAATGCATTAGAGAAGAAATCCAACTATGAAGTGCTAGAAAAAGATGTC
153: AtgsexTyrG1yG1uHetA:gGlyAsnAlaLeuGluLysLysSerAsnTy:GluValLeuGluLysAspVal
648: GGTTTAAGACGATTTTTTCCGAAGAGTTTGCTAGATTCAGTGAAGGCCAAAACACTACGAAAATTAATCCAA
177: GlyLeuArgAthhePhePtoLysSexLeuLeuAspSerValLysAlaLysThzLeuAthysLeuI1eG1n
720: CAGACATTTCGACAATTTGCCAACCTCAACAGAGAAGAAAGTATTTTGAAATTCTTTGAGATCCTCTCTCCA
201: GlnThtPheAtgG]nPheAlaAsnLeuAsnArgGluGluSetlleLeuLysPhePhecluIleLeuSerPro
792: GTGTACAGATTTGACAAGGAATGCTTCAAGTGTGCCCTTGGTTCAAGCTGGATTATTTCAGTGGAGCTGGCA
225: ValTyrArgPheAspLysG1uCysPheLysCysAlaLeuGlySerSerT:pIleI1eSe:ValGluLeuA1a
864: ATTGGCCCAGAGGAAGGAATCAGCTACCTTACAGACAAGGGTGCAAATCCAACTCACCTGGCAGATTTTAAT
249: IleGlyProGluGluGlyIleSerTyrLeuThrAspLysGlyAlaAsnProThrHisLeuAlaAspPheAsn
936: CAAGTACAAACTATTCAGTATTCAAACAGTGAAGACAAGGACAGAAAAGGGATGTTGCAACTGAAGATAGCT
273: GanalGlnThrIleGlnTyrSerAsnSetGluAspLysAsprgLysGIyMetLeuGlnLeuLysIleAla
1008: GGTGCACCTGAGCCTCTGACAGTGACAGCACCATCCTTAACCATTGCAGAGAATATGGCTGACTTGATAGAC
297: GlyAlanoGluPtoLeuTh:ValThrAlaP:oSerLeuThrIleAlaGluAsnMetAlaAspLeul1eAsp
1080: GGATACTGCCGACTGGTGAATGGAGCCACGCAATCTTTTATTATCAGGCCACAGAAAGAAGGTGAAAGAGCT
321: GlyTerysAngeuVa1AsnGlyA1&ThrG1nSezPheIleIleAngtoGlnLysGluGlyGluArgAla
1152: TTACCATCAATACCAAAGCTGGCCAACAATGAGAAGCAAGGAGTAAGGTCGCACACAGTCTCTGTATCAGAA
345: LeuProSerIleProLysLeuAlaAsnAsnGluLysGlnGlyValArgSerHisThrvalSerValSerGlu
1224: ACAGATGACTATGCAGAGATAATAGATGAAGAAGATACTTATACAATGCCATCAACCAGAGATTATGAAATT
369: ThrAspAspTyrAlaGlulleIleAspGluGluAspThrTyrThrMetProSerThrArgAspTy. lulle
1296: [CAAAGGGAGAGAATTGAACTGGGGCGCTGCATTEE TGAREGACAGTTTESRGATGTGCACCAAGGAATTTAC
393: |GlnArgGluArgIlleGluLeuGlyArgCysIleGlyGluGlyGlnPheGlyAspValHisGlnGlyIleTyr
1368: ATGAGTCCGGAAAATCCAGCTATGGCTGTAGCAATCRR;ACATGTAAAAACTGCACCTCAGACAGCGTTAGA
417: |[MetSerProGluAsnProAlaMetAlaValAlalleLysThrCysLysAsnCysThrSerAspSerValArg
see
1440: |GAAAAGTTCCTACAAGAAGCCTTAACAATGCGTCAGTTTGATCATCCTCACATTGTGAAGCTCATTGGAGTT|
441: |GluLysPheLeuGlnGluAlaLeuThrMetArgGlnPheAspHisProHisIleVallysLeulleGlyVal
1512: |ATTACAGAAAACCCAGTGTGGATAATCATGGAGCTCTGTACACTTGGAGAGTTGAGATCGTTTCTGCAAGTA|
465: {IleThrGluAsnProvalTrpllelleMetGluLeuCysThrLeuGlyGluLeuArgSerPheLeuGlnVal
1584: |AGAAAATTCAGCTTGGACCTGGCCTCCCTCATCCTCTACGCTTACCAGCTTAGCACAGCACTTGCTTACCTA
489: [ArgLysPheSerLeuAspLeuAlaSerLeulleLeuTyrAlaTyrGlnLeuSerThrAlaLeuAlaTyrLeu
8800s000ssercctnn
1656: |GAGAGCAAAAGATTTGTACATAGAGATATTGCTGCTAGGAACGTGCTGGTATCTGCCACTGACTGTGTGAAA
513: |GluSerLysArgPheValHisArgAspIlleAlaAlaArgAsnValleuvalSerAlaThrAspCysVallys
.ve .s
1728: TTGGGTGACTTTGGCTTATCCCGATACATGGAAGACAGTACTTACTATAAAGCTTCCAAAGGAAAGTTA&CT
537: |LeuGlyAspPheGlyLeuSerArgTyrMetGluAspSerThrTyrTyrLysAlaSerLysGlyLysLeuPro
2s90ees0seesgunanesey
1800: ATCAAATGGATG&CTCCAGAGTCAATCAACTTCCGACGGTTTACCTCAGCAAGCGATGTGTGGATGTTTGGT
561: |IleLysTrpMetAlaProGluSerlleAsnPheArgArgPheThrSerAlaSerAspValTrpMetPheGly
1872: |GTGTGTATGTGGGAGATCCTGATGCATGGGGTAAAGCCCTTCCAGGGAGTGAAAAATAATGATGTTATTGGT
585: |ValCysMetTrpGlulleLeuMetHisGlyVallysProPheGlnGlyVallysAsnAsnAspVallleGly
1944: |CGGATTGAGAACGGTGAGCGGCTCCCCATGCCTCCGAACTGCCCTCCCACCCTCTACAGCCTTATGACCAAG)
609: |ArgIleGluAsnGlyGluArgLeuProMetProProAsnCysProProThrLeuTyrSerLeuMetThrLys
2016: |TGCTGGGCATACGACCCTAGTAGACGACCCAGGTTTACTGAACTTAAAGCACAACTGAGTACAATACTGGAG
633: |CysTrpAlaTyrAspProSerArgArgProArgPheThrGluLeulysAlaGlnleySerThrIleLeuGlu

eachimmunoprecipitated a 125-kDa P-Tyr-containing protein
from normal (Fig. 4A) and pp60°©-transformed CE cells (ref.
10; B.S.C. and J.T.P., unpublished observations). Further-
more, the 125-kDa protein in the mAb 2A7 immune complex
was recognized by BC3 in a Western blot (Fig. 4B). There-
fore, the protein encoded by the FAK cDNA is immunolog-
ically indistinguishable from ppl25. mAb 2A7 and BC3
immune complexes also contained several proteins of ap-
proximate molecular mass of 41-43 kDa that were recognized
in a BC3 Western blot (Fig. 4B), but that did not contain
P-Tyr (Fig. 4A). At least one of these proteins appears to be
translated from an alternatively spliced transcript that en-
codes the C-terminal, noncatalytic fragment of pp125FAK
(M.D.S., C.A.B., and J.T.P., unpublished observations).

Additional verification that the FAK cDNA encodes a
125-kDa protein was obtained by expressing the cDNA in
vitro. The cDNA clone 23b was transcribed in vitro and
translated in a reticulocyte lysate. Analysis of the translation
products revealed a protein of =125 kDa, as well as a number
of smaller, less prominent proteins, which presumably arose
by initiation of translation at internal methionine residues.
These proteins were immunoprecipitated by the rabbit anti-
serum BC3 and by mAb 2A7, but not by preimmune serum
or a control mAb (Fig. 4C).
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2088:
657:

GAGGAGAAGCTGCAGCAAGAGGAACGAATGAGAATGGAATCCAGGCGACAAGTCACAGTATCCTGGGACTCA
G1uGluLysLeuGlnGlnGluGluA:qutA:qMotGluSexAngrgG1nValThtVa1SerTrpAspSex

2160:
681:

GGAGGATCAGATGAAGCTCCTCCCAAGCCCAGCAGGCCTGGTTACCCCAGCCCAAGGTCCAGTGAAGGGTTT
GlyGlySexAspGluAlaPxoP:oLysProSezArqProGlyTnyxoSerProA:gSeKSercluGlyPhe

2232:
705:

TATCCGAGTCCTCAGCATATGGTACAGCCAAATCACTACCAGGTATCTGGCTACTCTGGTTCTCATGGGATA
TerroSerProGlnHﬂsMetVa1GlanoAan£sTyrGanalSe:GlyTyrSezGlySexHSsGlyIle

2304:
729

CCAGCCATGGCAGGCAGCATTTATCCTGGGCAAGCTTCTCTCTTGGATCAAACAGATTCCTGGAACCATCGA
PtoAlaHetAlaGlySerI1eTyrPxoGlyGlnAlaSexLeuLeuAspGlnThrAspSerTtpAanisArq

2376:
753:

CCTCAGGAAGTATCAGCATGGCAGCCAAACATGGAGGATTCGGGCACTTTGGATGTACGAGGAATGGGGCAG
P:oGlnGluValsetllaTrpGlnPonanHetGluAspSexGLyThtLeuAspValArgGIyMetclyGIn

2448:
777:

GTTCTGCCCACACATCTCATGGAGGAGAGGTTAATAAGACAACAGCAAGAGATGGAAGAAGATCAACGCTGG
Va1LeuPxoTh:HisLeuMetGluGlqugLeuIleArgGlnGlnGlnGluHetGluGluAspGlnArgTrp

2520:
801:

CTTGAGAAAGAGGAACGATTCCTGGTAATGAAACCTGATGTGCGGCTCTCCAGAGGCAGCATTGAACGGGAG
LeuGluLysGluG1uArgPheLeuValMetLysProAspva1AngeuSe:ArgGly5erI1eG1uArgGlu

2592:
825

GACGGAGGTCTCCAGGGCCCAGCTGGTAACCAGCACATATATCAGCCTGTGGGTAAACCAGATCATGCCGCT
AspGlyGlyLeuGlnGlnyoAlaGlyAsnGlnHisl1eTnylnP:oValclyLysProAspHisAlaAla

2664:
849:

CCACCAAAGAAGCCCCCTCGCCCTGGAGCCCCCCACTTGGGCAGCCTCGCGAGCCTGAACACCCCCGTGGAC
ProProLysLysPxonoArgProGlyAlanoHisLeuGlySerLeuAlaSerLeuAsnSexP:oValksp

2736:
873:

AGCTACAACGAAGGCGTGAAGATCAAGCCACAGGAAATCAGCCCTCCTCCTACGGCCAACCTGGACCGCTCC
SexTyrAsnGluGlyVa1LysIleLysP:oclnGluI1eSerP:oProProThrAlaAsnLeuAspA:gSer

2808:
897:

AATGACAAAGTCTATGAGAATGTAACCGGGCTGGTGAAAGCTGTCATAGAGATGTCCAGTAAAATACAGCCA
AsnAspLysValTyrGluAana1Th:GlyLeuValLysAlaValI1eGluMet$erSerLysIleGInPro

2880:
921:

GCTCCGCCAGAGGAGTACGTGCCCATGGTAAAGGAGGTTGGCTTGGCGCTGAGAACCTTGCTAGCAACAGTG
AlanoProGluGluTyxValP:oMetValLyscluVa101yLeuAlaLeuArgThrLeuLeuAlaThrvax

2952:
945

GATGAGTCGCTGCCAGTGCTTCCTGCAAGCACCCACAGAGAGATTGAGATGGCCCAGAAACTGCTGAACTCT
AspGluSerLeuProValLeuP:oAlaSerThrHisArgGluIleGluMetAlaGlnLysLeuLeuAsnSer

3024:
969:

GACCTGGCTGAGCTCATTAACAAGATGAAGCTGGCCCAGCAGTACGTCATGACCAGCCTGCAGCAGGAGTAC
AspLeuAlaGluLeuI1eAsnLysHetLysLeuAlaGlnGInTeraIMetThrSerLeuGlnGlnGluTyr

3096:
993:

AAGAAGCAAATGCTGACGGCTGCTCACGCTCTGGCTGTGGATGCCAAGAACTTGCTGGATGTCATCGATCAA
LysLysGlnMetLeuThrAlaAlaHisAlaLeuAlaValhspA1aLysAsnLeuLeuAspVa1lleAspGln

3168:
1017:

3240:
3312:
3384:
3456:
3528:
3600:
3672:
3744:
3816:
3888:
3960:
4032:
4104:
4176:
4248:

GCCAGACTGAAAATGATCAGCCAGTCCAGGCCCCACTAAGCACCGAGGGAAGGTTTCATCTGTCTGTTGTAG
AlanqLeuLysMetIleSerGlnSexAngroHis"'

AATTCTGCTTGCGAAAGGATTAGTTCACCTTCCACCAGCAGTGAGGATTAACCCAGTGTGGTCCTGGCTTTC
CAGCGCCTCTTGCTTCAGCAGCCCTGACTGACAGCTGTTGGTTCTCTCCCGTTACAAAAGGTTAACCATGTT
TTTTTATCACAAAGCCAAGCTAACCATGTTTTTTTATCACAAAGCCAAGCTGGCCTGGGATTCAGAAAGTGG
CATTAGCACCAGATGAAGTTTGTACAGAAGTCCTT AATGCTGGCTTT ACAGTTTGTTCCATCG
CATCGGCCACGCTCAGCCCAGAGCTGCGGTGGAGTTTCGGAGCCAGAACTGTTGGAGCAGCGGAGCAGAGCG
AGATATTGTGAAGTGAAGAATTCTGGGAAACCTCAGGCTGAGAATTCTTGCCCACAGTATATGAACTATCCA
GACTGGAATTTTTTTTATTAGAACACTTACGTCGCAATATG:TAATCACAATTTACAGAGAAAGAAAATAAA
AAGCTATATTTTCAAGACGTCAGTCATTTCGAGACAAACTAAAGCCCTCTTCATCTTCCTGCCTTTTACCTT
TATGTGAATGTGTGACGCCTTTGGTTGGAACTAGCTGTAGGACACAACGGAAAACTCTCTTCTTTTTCACCA
GAATAACGTGCCAGTTCTTTTGTAGCAATGTTGTTTTCCTTGGAAGCGAAAATGCTGCTTTGTACCAGAGCA
ACTCAGAGCTGCACTTGAGTCCTGTAACCATTCATGCCCCCCGTTTTTATATAATTTATAAAGACAGATTAA
AGCCATGTTGAATATTTTAAACCCCCTGTAGTTAACTAACCCATCCTTTTGTCTGTCTTGCCTGGGAGGAGT
TACAGTAGAGCAGTGTAATTAGATTTTCCTTGGTTTTCCAATTATGCCATCTGTTCTGTTCTAATAAAAAAC
ACACTCCCTTTTTGCTGTTGAGGGATATAAATTATTCTCAGGAAGAATATAATGAACTGTACAGTTACTTTG
ACCTATTAAAAAGGTGTTACCAGTGAAAAAAAAAAAAA

FiG.2. Nucleotide sequence of FAK. The nucleotide sequence
of FAK and the deduced amino acid sequence of pp125FAK are
shown. The catalytic domain of the PTK is indicated by a box.
Residues that are highly conserved among protein kinases are
denoted by asterisks, and residues diagnostic for PTKs are indi-
cated with filled circles. Nucleotides 2543-2548 (indicated by an
overline) were present in cDNA 23b but not in cDNAs 10a or
19/34b. We presume that this sequence difference is due to allelic
variation; however, the extent of such a variation is presently
unknown. The polyadenylylation signal near the 3’ end of the
cDNA is underlined; the translational stop codon is also
underlined.

pp125FAK Exhibits Intrinsic Tyrosine Kinase Activity. To
confirm the PTK activity of pp125FAK  a fragment of FAK
was expressed as a trpE fusion protein in Escherichia coli
(Fig. 5). Upon induction of the fusion protein, P-Tyr was
detected on bacterial proteins by immunoblotting with P-Tyr
antibodies (Fig. SA). No P-Tyr was evident in control lysates
from bacteria expressing the trpE vector alone. Furthermore,
protein kinase activity was observed in vitro in immune
complexes containing the fusion protein (Fig. SB). The 115-
kDa protein is the full-length trpE fusion protein, and the
other proteins are presumably breakdown products. PTK
activity was also observed in immune complexes containing
pp125FAK from CE cells. Phospho amino acid analysis of in
vitro labeled pp125FAK revealed only labeled P-Tyr. In ad-
dition, pp125FAK immune complexes catalyzed the efficient
phosphorylation of the exogenous substrate poly(Glu-Tyr)
(M.D.S. and J.T.P., unpublished observations).

pp125FAK Localizes to Sites of Focal Adhesion. Immuno-
§taining of CE cells with the mAb 2A7 revealed a character-
istic staining pattern, reminiscent of the staining patterns
observed with antibodies to components of cellular focal
adhesions (32). To confirm the presence of pp125FAK in focal
adhesions, double-label immunofluorescence was carried out
to compare the distribution of pp125FAK and a known com-
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abl : Y-MER--G---EV-D--RQ--QW-ATD--T-KSIHHA-
fps : V--EP-EQ--EDV-R--QR--E---R---S-GAVHQD-
Ins-R : GY-DP-D---ER-TD--RM--QFN-KM--T-L-IV.N-
PDGFR : Y-MAQ-AHASDEI-EI-Q---EEKFEI--P-SQ-VLL-
src : Y-M-C--E--ES-ED--CQ--RR--EE--T-EY-Q-F-

Fi1G. 3. Comparison of PTK catalytic domains. The deduced
amino acid sequence of the catalytic domain of pp125FAK is shown
in comparison to the catalytic domains of a number of other PTKs.
Identical residues are indicated by dashes. The kinase insert domain
of the platelet-derived growth factor receptor (PDGFR) is not shown
and is located at the site of the star in the platelet-derived growth
factor receptor sequence. Asterisks and filled circles denote amino
acids highly conserved among PTKs (see Fig. 2). The number in
parentheses is the percentage of residues that are identical to
ppl25FAK, EGFR, epidermal growth factor receptor; Ins-R, insulin
receptor; met, hepatocyte growth factor receptor; fer and fps,
nonreceptor PTKs.

ponent of focal adhesions, tensin (33). CE cells grown on
fibronectin-coated coverslips (Fig. 6) were coimmunostained
with mAb 2A7 and rabbit anti-tensin (ref. 33; a gift of L. B.
Chen). As shown in Fig. 6, both antibodies yielded a virtually
identical pattern of immunofluorescence, staining predomi-
nantly cellular focal adhesions. Furthermore, immunostaining
with antibodies to other components of cellular focal adhe-
sions (e.g., vinculin and talin) yielded similar results (R. R.
Vines, M.D.S., and J.T.P., unpublished observations). Since
mAb 2A7 recognizes both pp125FAK and 41- to 43-kDa poly-
peptides, cells infected with an avian retrovirus containing the
pp125FAK coding region and overexpressing pp125FAK approx-
imately 8- to 10-fold were immunostained with mAb 2A7. The
increased staining of focal adhesions observed in these cells
(data not shown) is consistent with pp125FAK being a normal
component of CE cell focal adhesions.

DISCUSSION

Previous analysis has shown that pp125FAK contains P-Tyr in
normal CE cells and is phosphorylated on tyrosine to a higher
stoichiometry in pp60°©-transformed CE cells (10). In light of
the fact that the FAK cDNA encodes a PTK, we suggest two
mechanisms to account for its phosphorylation on tyrosine in
CE cells. First, pp125FAK may autophosphorylate on tyrosine,
which is generally indicative that the PTK has been activated,
and second, it may be phosphorylated by a second PTK,
presumably at a regulatory site within pp125FAK. The eleva-
tion in the P-Tyr content of pp125FAK in pp60¥-"-transformed
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F1G.4. Verification that FAK encodes pp125. A rabbit antiserum
(BC3) was generated against a bacterially expressed trpE fusion
protein that contained residues 651-1028 of pp125FAK, CE cells were
lysed in modified RIPA buffer (12) and immunoprecipitated with BC3
(lanes 1) and mAb 2A7 (lanes 2). The immune complexes were
subjected to SDS/PAGE, transferred to nitrocellulose, and immu-
noblotted with a rabbit anti-P-Tyr antibody (A) or with BC3 (B). The
positions of prestained molecular weight standards—105,000, 71,000
and 44,000—are indicated. (C) The cDNA clone 23b was subcloned
into pBluescript, transcribed, and translated in vitro. The translation
products were directly analyzed by SDS/PAGE (lanes 1 and 2) or
immunoprecipitated prior to SDS/PAGE (lanes 3 and 4). Lane 1,
unprogrammed lysate; lanes 2-4, lysate programmed with FAK
mRNA. Immune complexes were isolated using control mAb 2B12
(lane 3) or mAb 2A7 (lane 4).

CE cells may be a consequence of (i) increased autophospho-
rylation due to activation of ppl25FAK by some undefined
mechanism, (if) activation of an endogenous PTK by pp60¥-s,
which subsequently phosphorylates pp125FAK, and/or (iii)
direct phosphorylation of pp125FAK by pp60¥-=sr. Since the
enzymatic activity of several PTKs and their association with
other proteins can be regulated by phosphorylation on tyrosine
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FiG. 5. PTK activity of pp125FAK, (A) A trpE fusion protein
containing residues 286-1028 of ppl25FAK (designated trpE-34b)
(lane 1) or the trpE vector alone (lane 3) was expressed in E. coli. The
cells were lysed in sample buffer, and proteins containing P-Tyr were
visualized by SDS/PAGE followed by immunoblotting with an
anti-P-Tyr antibody. Also shown is a lysate from uninduced cells
(lane 2). The positions of prestained molecular weight standards—
105,000 and 71,000—are indicated. (B) The in vitro PTK activity of
trpE (lane 1) or trpE-34b (lane 2) was also examined. Bacteria were
lysed by sonication in modified RIPA buffer (12) and the proteins
were immunoprecipitated by using antiserum BC3.
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FiG. 6. Coimmunostaining of pp125 and tensin in CE cells. CE cells were grown overnight on fibronectin-coated coverslips (5 ug/cm?), fixed
with paraformaldehyde, permeabilized, and immunostained with a mixture of mAb 2A7 (10 ug/ml) and rabbit anti-tensin serum (1:60 dilution).
After incubation with primary antibodies, the coverslips were incubated with goat anti-mouse IgG, followed by incubation with a mixture of
Texas Red-conjugated donkey anti-rabbit 1gG (5 ug/ml) and fluorescein isothiocyanate-conjugated donkey anti-goat IgG (5 ug/ml). (A) Pattern
of mAb 2A7 staining. (B) Pattern of rabbit anti-tensin staining. The arrowheads denote representative areas of coincident immunostaining. No
immunostaining of focal adhesions was observed when irrelevant mAbs or nonimmune rabbit serum was used. Furthermore, omission of the
primary antibody (either mAb 2A7 or anti-tensin rabbit sera) yielded no significant staining of cells.

(5), we speculate that the tyrosine phosphorylation of
ppl25FAK may regulate pp125FAK activity.

The first clues to the function of the FAK kinase come from
three types of experiments. First, in immunofluorescence
experiments, mAb 2A7 stains structures resembling focal
adhesions (Fig. 6). Second, crosslinking of cell surface inte-
grins with antibodies or plating cells on a substrate coated
with the integrin ligand, fibronectin, results in an increase in
the amount of P-Tyr in proteins of 120-130 kDa (34, 35), at
least part of which is due to an elevation in the P-Tyr content
of pp125FAK (L. J. Kornberg and R. L. Juliano, personal
communication; J. L. Guan and R. O. Hynes, personal com-
munication; M.D.S. and J.T.P., unpublished results). Third,
the activation of normal platelets in vitro results in an
increase of P-Tyr on a number of proteins, including
pp125FAK (ref. 8; L. Lipfert, B. Haimovich, M.D.S., B.S.C.,
J.T.P., and J. S. Brugge, unpublished results). Phosphory-
lation of pp125FAK js abrogated in platelets from patients with
Glanzmann thrombasthenia, a disease associated with a
defect in the platelet integrin gpIlb/IIla (L. Lipfert, B.
Haimovich, M.D.S., B.S.C., J.T.P., and J. S. Brugge, un-
published results). These preliminary observations raise the
intriguing possibility that pp125FAK function may be linked to
integrin function. We hypothesize that pp125FAK may be a
component of a signal transduction pathway and may be
. responsible for the transmission of a signal from the cell
surface integrins into the cell. Alternatively, pp125FAK may
be responsible for phosphorylating the components of focal
adhesions [for example, tensin (33), paxillin (36), or talin (37)]
and regulating the interactions of integrins with the cytoskel-
eton and/or with the extracellular matrix.
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