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Etk (also called Bmx) is a member of the Btk tyrosine kinase family and is expressed in a variety of
hematopoietic, epithelial, and endothelial cells. We have explored biological functions, regulators, and effectors
of Etk. Coexpression of v-Src and Etk led to a transphosphorylation on tyrosine 566 of Etk and subsequent
autophosphorylation. These events correlated with a substantial increase in the kinase activity of Etk. STAT3,
which was previously shown to be activated by Etk, associated with Etk in vivo. To investigate whether Etk
could mediate v-Src-induced activation of STAT3 and cell transformation, we overexpressed a dominant-
negative mutant of Etk in an immortalized, untransformed rat liver epithelial cell line, WB, which contains
endogenous Etk. Dominant-negative inactivation of Etk not only blocked v-Src-induced tyrosine phosphory-
lation and activation of STAT3 but also caused a great reduction in the transforming activity of v-Src. In
NIH3T3 cells, although Etk did not itself induce transformation, it effectively enhanced the transforming
ability of a partially active c-Src mutant (c-Src378G). Furthermore, Etk activated STAT3-mediated gene
expression in synergy with this Src mutant. Our findings thus indicate that Etk is a critical mediator of
Src-induced cell transformation and STAT3 activation. The role of STAT3 in Etk-mediated transformation was
also examined. Expression of Etk in a human hepatoma cell line Hep3B resulted in a significant increase in
its transforming ability, and this effect was abrogated by dominant-negative inhibition of STAT3. These data
strongly suggest that Etk links Src to STAT3 activation. Furthermore, Src-Etk-STAT3 is an important pathway
in cellular transformation.

Etk (also called Bmx) is a member of the Btk nonreceptor
tyrosine kinase family (48, 51, 57). This family of kinases is
characterized by a modular structure, including an N-terminal
pleckstrin homology (PH) domain, a Tec homology domain,
Src homology 2 (SH2) and SH3 domains, and a C-terminal
kinase domain. Many members of the Btk family are predom-
inantly expressed in cells of hematopoietic origin. Btk is ex-
pressed in B cells and myeloid cell lineages and is essential for
B-cell development and signaling. Loss-of-function mutations
in Btk result in human X-linked agammaglobulinemia and
murine X-linked B-cell immunodeficiency (50, 53). Itk is ex-
pressed in T cells and activated by various T-cell receptors and
by FcεRII stimulation in mast cells (2, 25, 30). Mice lacking Itk
have defects in T-cell development and signaling (34). Tec,
expressed in various hematopoietic cells and liver, is involved
in the intracellular signaling of T-cell receptors and many cy-
tokines, such as c-Kit, granulocyte colony-stimulating factor,
interleukin-3 (IL-3), IL-6, and erythropoietin (37, 39, 42, 44,
58). In contrast to these family members, Etk is expressed in a
variety of tissues and cell types including hematopoietic, epi-
thelial, and endothelial cells as well as several prostate cancer
cell lines and tissues (19, 48, 57, 65). Little is known about the
biological function of Etk and the signaling pathways in which
Etk is involved. So far, Etk is only known to be required for
IL-6-induced differentiation of prostate cancer cells (48) and
Ga12/13-induced activation of serum response factor in fibro-

blasts (40). No downstream effectors for Etk have been clearly
defined. Although a recent report indicated the activation of
STAT3 by overexpressed Etk in Cos cells (52), whether this
involves a direct or an indirect mechanism is not clear. Fur-
thermore, current knowledge on the role of Btk family kinases
in signal transduction is largely limited to cells of hematopoi-
etic origin. It would be important to elucidate the signaling
mechanism of Etk in other cell types.

Btk family kinases are subject to several modes of regula-
tion. They are activated by Src family kinases (16, 27, 49),
phosphatidylinositol 3-kinase (PI 3-kinase) (3, 33, 48), and the
a subunits of G proteins, such as Ga12/13 and Gaq (4, 28, 40).
Src family kinases have been shown to directly bind and phos-
phorylate Btk or Itk on a tyrosine residue in the activation loop
of the kinase domain. This phosphorylation leads to autophos-
phorylation with eventual full activation of Btk or Itk (27, 47,
49). The full activation of Btk and Itk is also dependent on the
interaction between their PH domains and phosphatidylinosi-
tol 39-polyphosphates, products of the PI 3-kinase (3, 33). A
previous study showed that Etk, being analogous to other Btk
kinases, is a downstream effector of PI 3-kinase (48). Etk is
somewhat atypical in that it lacks a proline-rich region pres-
ent in the Tec homology domain of all other Btk kinases (48).
This region was suggested to mediate an interaction with the
SH3 domain of certain Src family kinases (41). Thus, whether
Etk is a substrate for Src has yet to be experimentally demon-
strated.

v-Src is a potent oncogene which mediates cellular transfor-
mation by engaging several signaling pathways. In addition to
the well-established Shc-Grb2-Ras-Raf-Erk connection, recent
reports indicated that STAT3 is also activated by v-Src (10, 69),
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which is independent of the Ras signaling pathway (35). Im-
portantly, STAT3 activation is required for v-Src-mediated
transformation of NIH3T3 cells (7, 60). Consistent with this
view is the increasing body of evidence indicating the roles of
STAT3 in cell growth, antiapoptosis, and malignant transfor-
mation. For instances, constitutive activation of STAT3 has
been detected in cells transformed with various oncoproteins
and tumor viruses (10, 36, 43, 69, 71) as well as in many human
cancer cell lines and tissues (21, 24, 26, 63, 70). Introducing a
constitutively dimerizeable STAT3 into immortalized fibro-
blasts causes cellular transformation and tumor formation (8).
Furthermore, STAT3-deficient mouse embryos implant but
fail to grow, suggesting a role in cell proliferation and/or sur-
vival (56). In addition, STAT3 is required for the cytokine
receptor gp130-mediated G1-to-S phase progression of a pro-
B-cell line by regulating several cyclins and cyclin-dependent
kinase inhibitors (23) and it mediates cytokine-induced sur-
vival of the cell by upregulating Bcl-2 (22). In cell lines derived
from multiple myelomas, constitutively activated STAT3 is es-
sential to protect against apoptosis (10).

Not only v-Src is able to activate STAT3; c-Src also plays a
role in IL-3- (12) and epidermal growth factor- (46) induced
STAT3 activation. A key question, then, is how v-Src or acti-
vated c-Src mediates the activation of STAT3. One report
showed that v-Src forms a complex with STAT3, suggesting a
direct role (10). Other studies, however, imply a more indirect
mechanism involving other tyrosine kinases, such as JAK (9). It
is likely that different mechanisms are utilized by different cell
types.

As part of our effort to understand the mechanisms under-
lying cellular transformation by Src-like kinases, we investi-
gated the role of Etk in this process. Here, we present evidence
which indicates that v-Src is able to transform rat liver epithe-
lial cells and that it does so by activating STAT3 via Etk

tyrosine kinase. We show that Etk is a downstream effector of
Src; upon activation by Src, it associates with and phosphory-
lates STAT3. This pathway is crucial for transformation, as
dominant-negative mutants of Etk or STAT3 interfere with the
transformation process. Furthermore, coexpression of Etk and
a weakly transformed Src mutant, c-Src378G, synergistically
induces transformation and STAT3 activation. The present
work not only illuminates the Etk pathway in several nonhe-
matopoietic cell types but also provides one molecular link
between Src and STAT3.

MATERIALS AND METHODS

Plasmids. pcDNA3T7Etk and pcDNA3T7EtkKQ are expression plasmids for
T7-tagged wild type and kinase-defective Etk, respectively (48). pRK5MEtk and
pRK5MEtkKQ, expression plasmids for myc-tagged Etk and EtkKQ, respec-
tively, were constructed by PCR and cloned into pRK5M (20). Deletion mutants
of Etk were generated by cloning PCR fragments corresponding to each deletion
to pCDNA3T7. To construct pBabevSrc, a retrovirus-based expression plasmid
for v-Src, the coding region of v-Src was PCR amplified from pMvSrc (a gift from
H.-F. Yang-Yen) and cloned to pBabepuro3. The same PCR fragment was
cloned to pRK5 or pBabepuro3 to generate pRKvSrc or pBabevSrc, respectively.
pRK5vSrcKD, a kinase-defective v-Src (v-SrcKD) mutant carrying a K-to-R
mutation at position 297, was generated by in vitro mutagenesis with the Quick-
Change site-directed mutagenesis kit (Strategene). To construct pRKSrc527F, a
retroviral vector for a constitutively active c-Src, the coding region of c-Src was
excised from pUSESrc (Upstate Biotechnology) and cloned to pBluescript. The
resulting plasmid was used as a template for in vitro mutagenesis to create
pBSSrc527F. pBabecSrc378G, a retroviral vector for a weakly active c-Src, was
also constructed by in vitro mutagenesis. The mutagenized Src was then sub-
cloned to pRK5. pCAGGSSTAT3D, an expression plasmid for a dominant-
negative STAT3 (45), was kindly provided by T. Hirano. pMc/CMVSTAT3, an
expression plasmid for wild-type STAT3, was from X.-Y. Fu.

Antibodies. Polyclonal antibody to Etk was described previously (48). The
anti-phosphotyrosine antibody (RC20) was purchased from Santa Cruz. Anti-
body specific to STAT3 phosphorylated at position 705 was from New England
Biolabs. Anti-T7 antibody was from Novagen. Antibodies to JAK2, v-Src, c-Src,
STAT1, and STAT3 were from Upstate Biotechnology.

Cell culture and transfection. NIH3T3 fibroblasts were grown in Dulbecco’s
modified Eagle’s medium containing 10% fetal calf serum. WB-F344 rat liver

FIG. 1. Tyrosine phosphorylation and activation of Etk upon coexpression with v-Src in 293 cells. 293 cells were transiently transfected with wild-type (WT) or
kinase-defective (KD), T7-tagged Etk and/or v-Src as indicated above each lane. Two days later, cells were lysed and the cell lysates were used for immunoprecipitations
with anti-T7 antibody. (A) As shown on the left, the immunocomplexes were subjected to in vitro kinase assays in the presence of [g-32P]ATP and enolase as an
exogenous substrate. Phosphorylated proteins were separated by SDS-PAGE and detected by autoradiography. Kinase assay products similar to those of lanes 2 and
3 of the blot shown on the left were separated on a longer gel and detected by autoradiography. The estimated migration of STAT3 protein is indicated by the asterisk.
(B) Immunocomplexes (lanes are as described for panel A) were resolved by SDS-PAGE and subjected to Western blotting (WB) with antiphosphotyrosine antibody
(anti-PY) or anti-Etk antibody.
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epithelial cells (59) were cultured as described previously (29). Human hepatoma
cell line Hep3B was cultured as described previously (14). Transfection of
NIH3T3 and Hep3B cells was performed using Lipofectamine reagent (Life
Technologies) according to the manufacturer’s instructions. For transient trans-
fection, cells were harvested 48 h after transfection. For selecting stable clones,
G418 (700 mg/ml) was added to culture medium 48 h after transfection.

Construction of recombinant retrovirus and infection. Production of recom-
binant retrovirus and infection of host cells were carried out following proce-
dures essentially as described by Kitamura et al. (32). Briefly, package cell line
Phoenix-Eco was transfected by calcium phosphate method. The supernatant
containing viral particles was harvested 48 h after transfection. For infection of
WB cells, 2 3 105 cells were seeded onto a 60-mm plate the night prior to
infection and incubated with 2 ml of viral stock in the presence of polybrene (6

mg/ml for WB and 4 mg/ml for NIH3T3). The medium was changed to fresh
culture medium 18 to 24 h after the beginning of the infection. Two days after
infection, cells were selected in culture medium containing 600 mg of G418 per
ml or 2 mg of puromycin per ml.

Fusion protein construction and purification. Glutathione S-transferase
(GST)-Etk-K(K445Q) was constructed by inserting a PCR fragment correspond-
ing to the kinase domain of Etk (Etk-K) containing a mutation at position 445
into pGEX-4T vector. Mutation of Y566 was introduced by site-directed mu-
tagenesis, and the corresponding PCR fragments were cloned to pGEX-4T to
make GST-Etk-K(Y566F) and GST-Etk-K(K445Q, Y566F). Expression of the
fusion proteins was induced by 0.1 mM isopropyl-b-D-thiogalactopyranoside for
3 h, and the fusion proteins present in the inclusion bodies were solubilized by
denaturation with 6 M urea. The fusion proteins were allowed to refold by
dialysis to remove urea and then purified by incubating with glutathione-Sepha-
rose beads. The beads were washed five times with wash buffer containing 10 mM
Tris-HCl (pH 8.0), 120 mM NaCl, 1 mM EDTA, and 0.1% NP-40, and the fusion
proteins were eluted by elution buffer containing 50 mM Tris-HCl (pH 8.0) and
5 mM reduced glutathione.

Immunoprecipitations and in vitro kinase assays. Cells were lysed in lysis
buffer containing 20 mM Tris-HCl (pH 7.5), 150 mM NaCl, 10% glycerol, 1%
NP-40, 10 mM NaF, 1 mM NaVO4, 1 mM sodium pyrophosphate, 2 mM apro-
tinin, 2 mM leupeptin, and 1 mM phenylmethylsulfonyl fluoride. The T7-tagged
Etk, JAK2, or Src was precipitated from cell lysates containing equivalent
amounts of proteins with anti-T7, anti-JAK2, or anti-c-Src antibody, respectively,
followed by protein A-Sepharose conjugated with rabbit anti-mouse antibody as
described previously (15). The immunocomplex recovered was washed three
times with lysis buffer, boiled in sodium dodecyl sulfate-polyacrylamide gel elec-
trophoresis (SDS-PAGE) sample buffer and subjected to SDS-PAGE. Alterna-
tively, the immunocomplex was washed twice with lysis buffer and twice with
kinase buffer containing 20 mM HEPES (pH 7.4), 1 mM dithiothreitol, 10 mM
MnCl2, 10 mM MgCl2. The kinase reaction was carried out in kinase buffer
supplemented with 7.5 mg of acid-denatured enolase or 2 mg of each GST-Etk-K

FIG. 2. Src phosphorylates Etk at Y566. (A) Mutation at Y566 decreases the
Src-stimulated tyrosine phosphorylation of Etk. 293 cells were cotransfected with
T7 tagged-wild type or mutant Etk and v-Src as indicated. Two days after
transfection, cell lysates were subjected to immunoprecipitations with anti-T7
antibody followed by Western blotting (WB) with antiphosphotyrosine antibody
(anti-PY) or anti-Etk antibody. (B) Src phosphorylates Etk on Y566 in vitro. A
constitutively active Src (c-Src 527F) was transfected into 293 cells. Cell lysates
were subjected to immunoprecipitations (IP) with anti-c-Src antibody (anti-Src)
or a control antibody (C), and the precipitated proteins were used for in vitro
kinase assays in the presence of GST-Etk-K(K445Q), GST-Etk-K(Y566F), or
GST-Etk-K(K445Q, Y566F) as the substrate. Phosphorylated proteins were sep-
arated by SDS-PAGE and detected by autoradiography, as shown at the top of
the panel. The asterisk and arrow indicate the phosphorylated Src and GST
fusion proteins, respectively. The amount of each GST fusion protein used in the
kinase assay is shown at the bottom of the panel to demonstrate an equal input.

FIG. 3. Etk associates with STAT3 in vivo via the PH domain of Etk. (A)
Schematic representation of the Etk protein and its mutants. Various structural
domains are also labeled. RP, the two direct repeats in the Etk sequence (48);
PK, protein kinase domain. (B) Association of STAT3 with Etk or its deletion
mutants. 293 cells were transfected with STAT3 and/or T7-tagged wild-type or
mutant Etk as indicated. Cell lysates were immunoprecipitated with anti-T7
antibody, followed by Western blotting with anti-STAT3 antibody to detect
Etk-bound STAT3 (top) or with anti-Etk antibody to demonstrate the expression
of Etk and its mutants (middle). Similar cell lysates were subjected to Western
blotting with anti-STAT3 antibody to detect the expression of STAT3 (bottom).
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fusion protein and 10 mCi of [g-32P]ATP at 30°C for 30 min. The kinase reaction
was terminated by addition of an equal volume of 23 SDS-PAGE sample buffer.
The samples were boiled for 5 min prior to electrophoretic separation by SDS-
PAGE.

EMSA. Electrophoretic mobility shift assay (EMSA) was performed according
to the procedures described previously (31). Briefly, nuclear extracts containing
equal amount of proteins were incubated with 32P-labeled hSIE probe (62) in the
presence or absence of cold hSIE or a nonspecific oligonucleotide. The samples
were electrophoresed on a 5% polyacrylamide gel in 0.53 Tris-borate-EDTA
buffer. For supershift, nuclear extracts were incubated with anti-STAT3 or anti-
STAT1 for 20 min before the addition of labeled probe.

Luciferase assay. NIH3T3 and its derivatives were transfected with pGASLuc
and pRKb-gal. One day after transfection, cells were serum starved overnight
and then harvested. Luciferase and b-galactosidase activities were quantitated by
the Luciferase Assay System and the b-galactosidase Enzyme Assay System

(Promega), respectively. The luciferase activity was normalized to b-galactosi-
dase activity to account for transfection efficiency.

Soft agar colony formation assay. WB, NIH3T3, or Hep3B cells stably ex-
pressing various proteins were trypsinized, diluted in 0.3% of top agar and spread
onto 60-mm plates containing 0.5% of bottom agar. For cell lines WB and
NIH3T3 and their derivatives, 5 3 104 cells were seeded in each plate. For
Hep3B and its derivatives, 104 cells were seeded. Colonies formed after 1 (for
WB) or 4 (for Hep3B and NIH3T3) weeks were visualized by staining with 0.05%
p-iodonitrotetrazolium violet dye.

RESULTS

Etk is phosphorylated and activated by v-Src. Src family
kinases have been shown to activate Btk family kinases, includ-

FIG. 4. Etk mediates the activation of STAT3 by v-Src. (A) The kinase-defective mutant of Etk (EtkKQ) functions as a dominant-negative mutant. The upper blot
shows the expression levels of Etk and EtkKQ in parental WB cell and four stable cell lines as demonstrated by immunoblotting with anti-Etk antibody. The lower blot
shows Etk kinase activities in WB and its stable lines. EtkKQ-M is a mixture of all four stable clones. Lysates of cells were immunoprecipitated with anti-Etk antibody,
followed by in vitro kinase assays. The autophosphorylated Etk is shown. (B) Introducing v-Src into WB and its derivatives by recombinant retrovirus. WB and its
derivatives were infected by retrovirus containing v-Src and the puromycin resistance gene. Lysates from equal numbers of puromycin resistant cells from each infection
were used for Western blotting with antibody specific to v-Src. (C) EtkKQ blocks STAT3 DNA binding activity induced by v-Src. Nuclear extracts from WB and its
derivatives as indicated were subjected to EMSA using a 32P-labeled hSIE probe. A 133-fold molar excess of cold hSIE or a nonspecific oligonucleotide (NS) was used
as the competitor, and supershifting (STAT3* indicates supershifted complex) was performed with anti-STAT3 antibody. The anti-STAT1 antibody was included as
a control. (D) EtkKQ inhibits v-Src-induced tyrosine phosphorylation of STAT3. Lysates from cells as indicated were used for Western blotting with an antibody specific
to STAT3 phosphorylated at position 705 (phospho-STAT) (upper blot) or the anti-STAT3 antibody (lower blot). (E) EtkKQ does not generally block tyrosine
phosphorylation on v-Src targets. Lysates from cells as indicated were used for Western blotting with antiphosphotyrosine antibody (anti-pY) or antitubulin antibody.
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ing Btk, Itk, Tec, and Txk (16, 27, 38, 49). This, however, has
not been tested for Etk. To explore the upstream regulators of
Etk, we investigated whether Etk could be activated by onco-
genic v-Src. Coexpression of v-Src and Etk in 293 cells led to a
substantial increase in the in vivo tyrosine phosphorylation of
wild-type Etk (Fig. 1B, lane 3). Furthermore, v-Src stimulated

the kinase activity of Etk, as judged by autophosphorylation of
Etk and phosphorylation of exogenous substrates such as eno-
lase in an in vitro kinase assay (Fig. 1A, lane 3). This increase
in tyrosine phosphorylation and kinase activity was not ob-
served upon coexpression of a v-SrcKD with Etk (Fig. 1, lane
4), indicating that these events are dependent on the kinase
activity of v-Src. Coexpression of v-Src with a kinase-defective
Etk (EtkKQ) did not result in an in vitro phosphorylation on
enolase or Etk (Fig. 1A, lane 6). Therefore, the in vitro phos-
phorylation seen with wild-type Etk (Fig. 1A, lane 3) was
carried out predominantly, if not exclusively, by Etk, rather
than by v-Src or other contaminating kinases in the immuno-
precipitates. v-Src also increased tyrosine phosphorylation for
the kinase-defective Etk, although the amount was less prom-
inent than that observed for wild-type Etk (Fig. 1B, lanes 3 and
6). This suggests that the increase in tyrosine phosphorylation
of wild-type Etk upon coexpression of v-Src is due to the
combination of phosphorylation of Etk by v-Src and Etk auto-
phosphorylation.

To further investigate the mechanism of Etk activation by
v-Src, we determined the Src phosphorylation site on Etk.
Previous studies showed that Src family kinase phosphorylates
Btk at Y551 (47, 49). Mutation of an analogous tyrosine resi-
due (Y566) on Etk almost completely abolished the Src-in-
duced tyrosine phosphorylation of Etk in cotransfected 293
cells (Fig. 2A). Phosphorylation of Y566 by Src was also tested

FIG. 5. Src induces tyrosine phosphorylation of JAK2. JAK2 was immuno-
precipitated from lysates of WB and its derivatives. The immunoprecipitates (IP)
were used for Western blotting (WB) with antiphosphotyrosine (a-pY) or anti-
JAK2 antibody.

FIG. 6. Dominant-negative inhibition of Etk reduces soft agar cloning efficiency of v-Src-transformed WB cells. Cells (5 3 104) of each type as described for Fig.
3 were seeded in soft agar dishes (60-mm diameter). Colonies were stained and counted after 1 week.
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in the in vitro kinase assay using chimeric proteins consisting of
Etk-K fused with GST as the substrate. To distinguish the
event of transphosphorylation of Etk by Src from its autophos-
phorylation, several GST-Etk-K mutants, in which K445 and/or
Y566 were replaced, were compared as the substrates of Src.
Because the lack of antibody can effectively immunoprecipi-
tate v-Src, a constitutively active Src (c-Src 527F) was utilized
in the assay. As shown in Fig. 2B, c-Src 527F purified by
immunoprecipitation from transfected 293 cells effectively phos-
phorylated GST-Etk-K(K445Q). Phosphorylation of GST-Etk-
K(Y566F) was much less efficient, whereas the GST-Etk-
K(K445Q, Y566F) double mutant was not phosphorylated.
Altogether, these results strongly suggest that Etk is activated
by Src via a mechanism similar to that of other Btk kinases, i.e.,
by direct phosphorylation by Src on Y566, followed by Etk
autophosphorylation.

Etk associates with STAT3 in vivo. Having identified Src as
an upstream regulator of Etk, we wished to test whether
STAT3 is its immediate downstream effector. To investigate
whether Etk acts directly on STAT3, we examined their asso-
ciation in vivo. Lysates from 293 cells cotransfected with a
T7-tagged Etk and STAT3 were immunoprecipitated with an-
ti-T7 antibody, and coprecipitation of STAT3 was examined by
Western blotting. This assay demonstrated the formation of a
stable complex between Etk and STAT3 (Fig. 3B, lane 3).
Furthermore, association of Etk with endogenous STAT3 was
also observed (Fig. 3B, lane 2), indicating that this association
occurs under physiological conditions. The associated STAT3
is likely to be phosphorylated by Etk directly, as is evident by
the existence of a 90-kDa phosphorylated band corresponding
to the size of STAT3 in the anti-Etk immunoprecipitates sub-
jected to an in vitro kinase assay (Fig. 1A). To map the domain
in Etk required for this association, we constructed a panel of
Etk deletion mutants lacking each of the potential protein-
protein interaction domains (Fig. 3A). Coimmunoprecipitation
analysis showed that the PH domain deletion mutant could no
longer associate with STAT3, suggesting that this domain is
required for interacting with STAT3 (Fig. 3B).

Etk mediates v-Src-induced activation of STAT3. STAT3
was shown to be activated in v-Src transformed cells and re-
quired for v-Src-mediated transformation (7, 60). The identi-
fication of v-Src as an upstream activator and STAT3 as a
downstream effector of Etk prompted us to investigate whether
Etk is involved in v-Src-induced activation of STAT3 and
whether Etk is required for v-Src-mediated transformation. To
test these possibilities, a rat liver epithelial cell line, WB, was
chosen for the following reasons. First, WB cells are nontu-
morigenic but can be transformed by many oncogenes includ-
ing v-Src (17). Secondly, this cell line expresses a relatively high
level of Etk as determined by reverse transcription-PCR (data
not shown) and Western blotting (Fig. 4A upper panel, lane 1).
We therefore tested whether the endogenous Etk could be
inhibited by overexpression of the EtkKQ. WB cells were in-
fected with recombinant retrovirus carrying EtkKQ, and four
stable lines expressing EtkKQ were obtained (Fig. 4A). A
high expressor, EtkKQ-10, and a mixture of all four clones
(EtkKQ-M) were chosen for further analysis. In vitro kinase

assays showed that expression of EtkKQ significantly de-
creased the kinase activity of endogenous Etk (Fig. 4A), indi-
cating that EtkKQ functions as a dominant-negative mutant.
The parental WB cells and stable clones expressing EtkKQ
were infected by recombinant retrovirus containing v-Src and
the puromycin resistance gene. After selection with puromycin,
three pools of drug-resistant cells (WB v-Src, WB v-Src
EtkKQ-10, and WB vSrc EtkKQ-M) expressing comparable
amounts of v-Src were generated (Fig. 4B).

To assess the activity of STAT3 in WB and its derivatives,
nuclear extracts were prepared and used for EMSA with the
32P-labeled hSIE probe that binds STAT1 and STAT3 with
high affinity. Similar to what was found in fibroblasts, v-Src
expression in WB cells markedly increased the DNA binding
activity of STAT3 (Fig. 4C, lanes 7 to 10). Importantly, this
v-Src-induced activation of STAT3 was inhibited in cells stably
expressing EtkKQ (Fig. 4C, lanes 12 and 13). To further char-
acterize the role of Etk in activation of STAT3 by v-Src, lysates
from these cells were used for Western blot analysis with an
antibody specific to STAT3 phosphorylated at tyrosine 705, an
event required for its dimerization and nuclear translocation
(54, 66). As shown in Fig. 4D, dominant-negative Etk blocked
v-Src-induced tyrosine phosphorylation of STAT3. The expres-
sion levels of STAT3 were comparable in all cell lines (Fig.
4D). Noted that the dominant-negative Etk did not generally
affect v-Src-induced tyrosine phosphorylation on many cellular
proteins (Fig. 4E), indicating that Etk is likely to transduce
v-Src signals to only few targets, such as STAT3. We conclude
from these observations that Etk links v-Src to the activation of
STAT3.

Increased tyrosine phosphorylation on JAK2 in v-Src-trans-
formed WB cells. Previous study showed that JAK1 and JAK2
are strongly and moderately activated in v-Src-transformed
fibroblasts, respectively, suggesting that these kinases are in-
volved in mediating STAT3 activation by v-Src (9). To test
whether JAKs are activated in v-Src transformed WB cells and
whether inhibition of Etk affects JAK activation, we examined
the tyrosine phosphorylation of JAKs in WB and its deriva-
tives. Western blot analysis showed WB contains a much
higher level of JAK2 than JAK1 (data not shown). Consistent
with a previous report (9), JAK2 phosphorylation was indeed
higher in v-Src transformed cells (Fig. 5). This increase of the
phosphorylation, however, is only moderate, since a large
amount (;1 mg) of protein from cell extracts was required to
generate the results shown in Fig. 5. The mechanism of JAK2
activation by v-Src remains obscure. It is, however, clear that
this activation is not mediated by Etk, since expression of
EtkKQ did not affect this phosphorylation of JAK2 (Fig. 5).
These data suggest that JAK and Etk act in parallel in medi-
ating v-Src-induced STAT3 activation. Nevertheless, the con-
tribution of JAK2 to v-Src-induced STAT3 activation is minor,
since dominant-negative Etk almost completely abolished the
STAT3 phosphorylation and activity (Fig. 4C and D). There-
fore, we conclude that, in this cell type, Etk is the primary
mediator to transduce v-Src signal to STAT3.

Etk is required for transformation of WB epithelial cells by
v-Src. To investigate the role of Etk in v-Src-induced cell

FIG. 7. Etk and c-Src 378G synergize in STAT3 activation and transformation of NIH3T3 cells. (A) Expression levels of Etk (upper blot) or c-Src mutant (lower
blot) in stable cell lines. NIH3T3 cells stably expressing Etk and c-Src378G were generated by retrovirus-mediated gene transfer. Pools of drug-resistant cells were lysed,
and the cell lysates were used for Western blotting with anti-Etk antibody or anti c-Src antibody. (B) Etk potentiates the transforming activity of c-Src 378G. Cells as
described in for panel A were used for soft agar colony formation assay. Cells (5 3 105) were seeded in each dish, and colonies were stained and counted after 4 weeks.
(C) Etk activates STAT3 in synergy with c-Src378G. Parental NIH3T3 cells and stable lines as described for Fig. 6A were transiently transfected with 1.5 mg of pGASLuc
STAT3 reporter and 0.5 mg of pRKb-gal. Each experiment was carried out in triplicate, and the error bars represent standard deviations. For each experiment, the
luciferase activity was normalized to b-galactosidase activity to account for transfection efficiency.
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transformation, we performed soft agar colony formation as-
says on WB and its derivatives. Consistent with previous stud-
ies (17), WB cells expressing v-Src efficiently formed colonies
in soft agar. However, the soft agar colony forming ability of
v-Src was markedly diminished by dominant-negative inhibi-
tion of Etk (Fig. 6). Furthermore, the high expressor EtkKQ-10
exhibited a higher degree of inhibition than EtkKQ-M, indi-
cating a dose-dependent effect. These findings demonstrate a
significant role of Etk in v-Src-induced transformation of epi-
thelial cells.

Etk and Src synergistically activate STAT3 and transform
NIH3T3 cells. Having demonstrated an inhibition by domi-
nant-negative Etk in v-Src-induced transformation and STAT3
activation, we next investigated whether overexpression of Etk
could enhance these effects of Src. The already high endoge-
nous level of Etk impeded our effort to overexpress Etk in this
cell line. We thus performed studies in NIH3T3 cells, which
contain a much lower level of Etk (data not shown). Etk and/or
a partially activated Src mutant (c-Src378G) were introduced
into NIH3T3 cells by retrovirus-mediated gene transfer. Pools

of infected cells were assayed for their transforming activities.
As shown in Fig. 7B, cells overexpressing Etk did not grow in
soft agar, and cells expressing Src378G were only weakly trans-
formed. However, coexpression of Src378G with Etk resulted
in a significant increase in both the number and size of the
colonies formed in soft agar. This enhancement in transform-
ing activity could not be attributed to the expression level of
the c-Src378G, since the two pools of infected cells contain a
similar level of this Src mutant (Fig. 7A). Our result is consis-
tent with previous study in which Btk requires the partially
active Src to affect its transforming activity (1).

To further demonstrate an interaction between Src and Etk
signaling, we determined the activity of STAT3 in NIH3T3
cells stably expressing Etk and/or Src378G. These cells were
transiently transfected with the pGASLuc, a STAT3-driven
luciferase reporter plasmid (7). Src378G or Etk alone was
capable of driving a moderate increase in the transcription of
reporter gene, whereas coexpression of the two genes led to a
synergistic activation of STAT3 (Fig. 7C). Taken together,
these findings verifies the notion that Src and Etk act together
in mediating STAT3 activation and cellular transformation.

STAT3 is a critical component of Etk signaling leading to
transformation. The results derived from previous sections
provide strong evidence that Etk mediates both STAT3 acti-
vation and cellular transformation induced by v-Src. The re-
maining task was then to demonstrate that the role of Etk in
cellular transformation is due, at least in part, to its signaling to
STAT3. Our strategy was to investigate the effect of STAT3
inactivation on the Etk-mediated transformation. For this pur-
pose, we needed a cell line that could be readily transformed
by Etk overexpression. Human hepatoma cell line Hep3B was
a good candidate (see below). Hep3B cells were transfected
with expression vectors for wild-type Etk or EtkKQ, and sev-
eral stable clones were generated. Figure 8A shows the expres-
sion levels of Etk or EtkKQ in these clones. The stable clones
expressing Etk or EtkKQ were respectively pooled and sub-
jected to soft agar assays. While parental Hep3B cells did not
efficiently form colonies in soft agar when plated at a low
density (104 cells/plate), overexpression of Etk increased its
transforming ability. This enhancement in transformation was
not observed with the EtkKQ (Fig. 8B). To assess the role of
STAT3 in this effect, we transfected Hep3BEtk cells with a
dominant-negative mutant of STAT3, STAT3D, carrying sub-
stitutions of A for E at positions 434 and 435 (45). Several
stable cell lines were generated and pooled for soft agar assay.
A pool of Hep3B stable clones expressing STAT3D generated
previously (13) was also included in the assay. As shown in Fig.
9B, overexpression of STAT3D abrogated the effect of Etk on
the transforming ability of Hep3B cells. This difference is un-
likely due to the difference in expression levels of transfected
genes, since the two Etk- and the two STAT3D-expressing
lines contain similar amounts of Etk and STAT3D, respectively
(Fig. 9A). Thus, STAT3 is involved in Etk signaling leading to
transformation. Taken together, the above data show that the
Src-Etk-STAT3 pathway plays an important role in the trans-
formation of rat, mouse, and human cells.

DISCUSSION

The role of Etk in Src-induced activation of STAT3. In this
report, we demonstrate v-Src to be an upstream activator and
STAT3 to be an immediate downstream effector of Etk. Fur-
thermore, we provide evidence indicating the involvement of
Etk in Src-induced activation of STAT3. Several lines of evi-
dence are presented to support this notion. First, we found that
expression of v-Src resulted in an activation of Etk and that

FIG. 8. Expression of Etk enhances the soft agar cloning efficiency of Hep3B
cells. (A) Overexpression of Etk (upper blot) or EtkKQ (lower blot) in Hep3B
stable transfectants. Cell lysates from Hep3B or its stable transfectants were
subjected to Western blotting with anti-Etk antibody. The positions of Etk and
EtkKQ are indicated. (B) Soft agar colony formation assay for Hep3B and stable
transfectants. Hep3B Etk and Hep3B EtkKQ are mixtures of the four stable lines
shown in panel A. For each experiment, 104 cells were seeded. Colonies with
diameters larger than 1 mm and between 0.3 and 1 mm were separately counted
after 4 weeks of incubation, and the numbers given are averages of at least two
independent experiments.
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expression of Etk led to STAT3 activation. Secondly, Src and
Etk acted synergistically in the activation of STAT3, suggesting
an interaction between Src and Etk signaling. Thirdly, Etk
directly complexed with and tyrosine phosphorylated STAT3.
Finally and most importantly, dominant-negative inhibition of
Etk activity by a kinase-defective mutant was able to inhibit
STAT3 activation by v-Src. Thus, these results firmly establish
a cascade link of v-Src-Etk-STAT3. Previous study revealed
that v-Src associates in a complex with STAT3 (10), suggesting
a direct phosphorylation and activation of STAT3 by v-Src.
Another study found a constitutive activation of JAK family
kinase in Src-transformed cells (9), implicating a role of JAK in
v-Src-induced activation of STAT3. Yet, another report
showed that it is the Src-like activity, not JAK activity, which
mediates IL-3-induced activation of STAT3 (12). However,
these mechanisms of STAT3 activation by v-Src need not be
mutually exclusive and may vary according to cell types. In this
report, we describe a new mechanism of STAT3 activation by
v-Src, through the action of Etk. We show here that in epithe-
lial cells, such as WB cells, containing a relatively high level of
Etk, v-Src-induced STAT3 activation is primarily mediated

through Etk. Although in this cell line JAK2 is modestly acti-
vated by Src, our finding that dominant-negative Etk nearly
completely abolished v-Src-induced STAT3 activation indi-
cates that other kinases, such as JAK2, play only minor role in
linking Src signaling to STAT3.

Most interestingly, a recent study has demonstrated a re-
quirement of STAT3 serine phosphorylation in Src trans-
formation (61). The Ras- and Rac-1-mediated p38 and JNK
pathways are activated by Src and responsible for this serine
phosphorylation. Our results, which revealed the involvement
of Etk in Src signaling leading to STAT3 tyrosine phosphory-
lation, complement well with this finding and suggest multiple
signaling pathways induced by Src converged on the activation
of STAT3.

We demonstrate that coexpression of v-Src and Etk led to an
increased phosphorylation and activation of Etk. Furthermore,
tyrosine phosphorylation in the EtkKQ expressed with v-Src
was significantly reduced compared to that in the wild-type Etk
expressed with v-Src. In addition, Src directly phosphorylated
Etk at Y566, a position equivalent to the Src kinase phosphor-

FIG. 9. Dominant-negative inhibition of STAT3 abrogates the effect of Etk on transformation of Hep3B cells. (A) Expression levels of Etk and STAT3D in Hep3B
stable transfectants. Each stable transfectant was a mixture of several clones. Western blot analysis with anti-Etk (upper blot) or anti-STAT3 (lower blot) was performed
with cell lysates containing equal amounts of proteins. The positions of Etk and STAT3 are indicated. (B) Soft agar colony formation assay. Cells described above were
seeded as described for Fig. 7A. Pictures were taken after 4 weeks of incubation.
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ylation site on Btk. These findings strongly suggest that Etk is
activated by Src in a fashion similar to that in which other Btk
family kinases are activated (27, 47, 49). Src is likely to phos-
phorylate Etk on Y566, which leads to its autophosphorylation
and eventually complete activation. In other Btk family ki-
nases, the proline-rich region is implicated in the association
with Src family kinases (41). Etk, however, does not contain a
typical proline-rich region. The association of Src and Etk
could not be reproducibly detected by coimmunoprecipitation
analysis (data not shown), which might be due to a transient
nature of this interaction. Alternatively, additional compo-
nents might be required to stabilize this association.

Our observation that Etk associates with STAT3 in vivo
suggests that STAT3 is directly tyrosine phosphorylated and
activated by Etk. In support of this notion, STAT3 coimmu-
noprecipitated with Etk was phosphorylated by Etk in an in
vitro kinase assay. The interaction of Etk and STAT3 is pre-
sumably mediated through the PH domain of Etk, since dele-
tion of this domain abrogated interaction. Nevertheless, it can-
not be excluded that such a deletion affects Etk’s membrane
localization or protein conformation, thus resulting in the dis-
ruption of its interaction with STAT3. Interestingly, the PH
domain of Etk contains a YPFQ motif which is also found in
several other Btk family kinases. Similar sequences (YXXQ)
have been shown to function as STAT3 docking sites in many
cytokine and growth factor receptors, such as the IL-10 recep-
tor (64), the granulocyte colony-stimulating factor receptor
(17), gp130 (55, 68), c-Met (6), and v-Eyk (5). Additional
studies will be required to determine precise residues in Etk
required for STAT3 binding.

Role of Etk in transformation. This report reveal that Etk is
involved not only in v-Src-induced STAT3 activation but also
in v-Src-induced cell transformation. The ability of Etk in me-
diating v-Src-induced transformation is due, at least in part, to
its induction of STAT3 activity, since dominant-negative inhi-
bition of STAT3 blocked the enhancement of transformation
of Hep3B cells by Etk. Therefore, the v-Src-Etk-STAT3 path-
way is important for cell transformation (Fig. 10). Emerging
evidence suggests that STAT3 plays a critical role in cellular
transformation by several oncogenic receptor and nonreceptor
tyrosine kinases, including v-Src (7, 60), v-Eyk (5), Ros, and
insulin-like growth factor receptor (72). Furthermore, recent
studies demonstrated that a constitutively activated STAT3 is
capable of inducing cell transformation and tumor formation,
indicating the function of STAT3 as an oncogene (8). Al-
though the mechanism by which STAT3 contributes to onco-
genesis is not fully understood, its involvement in cell trans-
formation is consistent with several lines of evidence for its
roles in proliferation (22, 23, 56, 72) and antiapoptosis (10, 22).
In addition, previous studies revealed that the function of
STAT3 seems to be more important in anchorage-independent
growth than in monolayer growth, implying that STAT3 sig-
naling can fulfill certain adhesion-triggered signaling (72).

Although Etk is clearly required for transforming WB cells
by v-Src, it is insufficient to trigger transformation by itself
when introduced into untransformed cells such as NIH3T3

cells. The requirement of a partially activated Src as the coop-
erating oncogene for Etk to efficiently transform NIH3T3 cells
resembles the case of Btk (1). Given that malignant transfor-
mation of mammalian cells is a complex process involving
multiple changes, additional molecules and signaling pathways
are likely to cooperate with Etk in transformation. In this
regard, we found that Etk is capable of enhancing the trans-
forming efficiency of Hep3B. This hepatoma cell line is mar-
ginally transformed and presumably have other cooperating
pathways activated already. Experiments are underway to in-
vestigate the cooperating pathway to achieve a full understand-
ing of Etk-mediated transformation process.

The present report, taken in the light of a recent finding that
Etk is critically involved in an antiapoptotic pathway that pro-
tects prostate cancer cells from radiation and thapsigargin
(67), suggests a possible role for Etk in the transformation and
progression of human malignancies. Although the activity of
Etk in various tumors has not been determined, Etk is widely
expressed in many epithelial tumors, including hepatoma and
prostate cancers (data not shown). Additional studies are
needed to further investigate the contribution of Etk in human
epithelial malignancies.

ACKNOWLEDGMENTS

Yuh-Tyng Tsai and Yi-Hsien Su contributed equally to this work.
We thank T. Hirano, H.-F. Yang-Yen, X.-Y. Fu, and J. E. Darnell

for plasmid constructs, G. P. Nolan for phoenix package cells and
instructions on retrovirus-mediated gene transfer, and Rachel L.-C.
Chuang for excellent technical assistance.

This work was supported by NSC Frontier Grant 88-2312-B-002-050
to R.-H.C., by intramural funds from National Health Research Insti-
tute to Y.-S.J. and H.-m.S., and by NIH grant CA39207 to H.-J.K.

REFERENCES
1. Afar, D. E. H., H. Park, B. W. Howell, D. J. Rawlings, J. Cooper, and O. N.

Witte. 1996. Regulation of Btk by Src family tyrosine kinases. Mol. Cell. Biol.
16:3465–3471.

2. August, A., S. Gibson, Y. Kawakami, T. Kawakami, G. B. Mills, and B.
Dupont. 1994. CD28 is associated with and induces the immediate tyrosine
phosphorylation and activation of the Tec family kinase ITK/EMT in the
human Jurkat leukemic T-cell line. Proc. Natl. Acad. Sci. USA 91:9347–9351.

3. August, A., A. Sadra, B. Dupont, and H. Hanafusa. 1997. Src-induced acti-
vation of inducible T cell kinase (ITK) requires phosphatidylinositol 3-kinase
activity and the pleckstrin homology domain of inducible T cell kinase. Proc.
Natl. Acad. Sci. USA 94:11227–11232.

4. Bence, K., W. Ma, T. Kozasa, and X.-Y. Huang. 1997. Direct stimulation of
Bruton’s tyrosine kinase by Gq-protein a-subunit. Nature 389:296–299.

5. Besser, D., J. F. Bromberg, J. E. Darnell, Jr., and H. Hanafusa. 1999. A
single amino acid substitution in the v-Eyk intracellular domain results in
activation of Stat3 and enhances cellular transformation. Mol. Cell. Biol.
19:1401–1409.

6. Boccaccio, C., M. Ando, L. Tamagone, A. Bardelli, P. Michieli, C. Battistini,
and P. M. Comoglio. 1998. Induction of epithelial tubules by growth factor
HGF depends on the STAT pathway. Nature 391:285–288.

7. Bromberg, J. F., C. M. Horvath, D. Besser, W. W. Lathem, and J. E. Darnell,
Jr. 1998. Stat3 activation is required for cellular transformation by v-src. Mol.
Cell. Biol. 18:2553–2558.

8. Bromberg, J. F., M. H. Wrzeszczynska, G. Devgan, Y. Zhao, R. G. Pestell, C.
Albanese, and J. E. Darnell, Jr. 1999. Stat3 as an oncogene. Cell 98:295–303.

9. Campbell, G. S., C. L. Yu, R. Jove, and C. Su-Carter. 1997. Constitutive
activation of JAK1 in Src-transformed cells. J. Biol. Chem. 271:13221–13227.

10. Cao, X., A. Tay, G. R. Guy, and Y. H. Tan. 1996. Activation and association
of Stat3 with Src in v-Src-transformed cell line. Mol. Cell. Biol. 16:1595–
1603.

11. Catlett-Falcone, R., T. H. Landowski, M. M. Oshiro, J. Turkson, A. Levitzki,
R. Savino, G. Ciliberto, L. Moscinski, J. L. Fernandez-Luna, G. Nunez, W.
Dalton, and R. Jove. 1999. Constitutive activation of Stat3 signaling confers
resistance to apoptosis in human U266 myeloma cells. Immunity 10:105–115.

12. Chaturvedi, P., M. V. Reddy, and E. P. Reddy. 1998. Src kinases and not
JAKs activate STATs during IL-3-induced myeloid cell proliferation. Onco-
gene 16:1749–1758.

13. Chen, R.-H., M.-C. Chang, Y.-H. Su, Y.-T. Tsai, and M.-L. Kuo. 1999.
Interleukin-6 inhibits transforming growth factor-b-induced apoptosis
through the phosphatidylinositol 3-kinase/Akt and STAT3 pathways. J. Biol.
Chem. 274:23013–23019.

FIG. 10. Model depicting participation of Etk in cell transformation (see
text).

2052 TSAI ET AL. MOL. CELL. BIOL.

 at N
A

T
IO

N
A

L T
A

IW
A

N
 U

N
IV

 M
E

D
 LIB

 on June 16, 2009 
m

cb.asm
.org

D
ow

nloaded from
 

http://mcb.asm.org


14. Chen, R.-H., and T.-Y. Chang. 1997. Involvement of caspase family proteases
in transforming growth factor-b-induced apoptosis. Cell Growth Differ.
8:821–827.

15. Chen, R.-H., Y.-H. Su, R. L. C. Chuang, and T.-Y. Chang. 1998. Suppression
of transforming growth factor-b-induced apoptosis through a phosphatidyl-
inositol 3-kinase/Akt-dependent pathway. Oncogene 17:1959–1968.

16. Debnath, J., M. Chamorro, M. Czar, E. M. Schaeffer, M. J. Lenardo, H. E.
Varmus, and P. L. Schwartzberg. 1999. rlk/TXK encodes two forms of a novel
cysteine string tyrosine kinase activated by Src family kinases. Mol. Cell. Biol.
19:1498–1507.

17. de Feijter, A. W., D. F. Matesic, R. J. Ruch, X. Guan, C.-C. Chang, and J. E.
Trosko. 1996. Localization and function of the connexin 43 gap junction
protein in normal and various oncogene-expressing rat liver epithelial cells.
Mol. Carcinog. 16:203–212.

18. de Koning, J. P., F. Dong, L. Smith, A. M. Schelen, R. M. Barge, L. H. van
der Plas, L. H. Hoefsloot, B. Lowenberg, and I. P. Touw. 1996. The mem-
brane-distal cytoplasmic region of human granulocyte colony-stimulating
factor receptor is required for Stat3 but not Stat1 homodimer formation.
Blood 87:1335–1342.

19. Ekman, N., A. Lymboussaki, I. Vastrik, K. Sarvas, A. Kaipainen, and K.
Alitalo. 1997. Bmx tyrosine kinase is specifically expressed in the endocar-
dium and the endothelium of large arteries. Circulation 96:1729–1732.

20. Feng, X. H., E. H. Filvaroff, and R. Derynck. 1995. Transforming growth
factor-b-induced down-regulation of cyclin A expression requires a func-
tional TGF-b receptor complex. J. Biol. Chem. 270:24237–24245.

21. Frank, D. A., S. Mahajan, and J. Ritz. 1997. B lymphocytes from patients
with chronic lymphocytic leukemia contain signal transducer and activator of
transcription (STAT) 1 and STAT3 constitutively phosphorylated on serine
residues. J. Clin. Investig. 100:3140–3148.

22. Fukada, T., M. Hibi, Y. Yamanaka, M. Takahashi-Tezuka, Y. Fujitani, T.
Yamaguchi, K. Nakajima, and T. Hirano. 1996. Two signals are necessary for
cell proliferation induced by a cytokine receptor gp130: involvement of
STAT3 in anti-apoptosis. Immunity 5:449–460.

23. Fukada, T., T. Ohtani, Y. Yoshida, T. Shirogane, K. Nishida, K. Nakajima,
M. Hibi, and T. Hirano. 1998. STAT3 orchestrates contradictory signals in
cytokine-induced G1 to S cell-cycle transition. EMBO J. 17:6670–6677.

24. Garcia, R., C. L. Yu, A. Hudnall, R. Catlett, K. L. Nelson, T. Smithgall, D. J.
Fujita, S. P. Ethier, and R. Jove. 1997. Constitutive activation of Stat3 in
fibroblasts transformed by diverse oncoproteins and in breast carcinoma
cells. Cell Growth Differ. 8:1267–1276.

25. Gibson, S., A. August, Y. Kawakami, T. Kawakami, B. Dupont, and G. B.
Mills. 1996. The EMT/ITK/TSK (EMT) tyrosine kinase is activated during
TCR signaling: LCK is required for optimal activation of EMT. J. Immunol.
156:2716–2722.

26. Gouilleux-Gruart, V., F. Gouilleux, C. Desaint, J. F. Claisse, J. C. Capiod, J.
Delobel, R. Weber-Nordt, I. Dusanter-Fourt, F. Dreyfus, B. Groner, and L.
Prin. 1996. STAT-related transcription factors are constitutively activated in
peripheral blood cells from acute leukemia patients. Blood 87:1692–1697.

27. Heyeck, S. D., H. M. Wilcox, S. C. Bunnell, and L. J. Berg. 1997. Lck
phosphorylates the activation loop tyrosine of the Itk kinase domain and
activates Itk kinase activity. J. Biol. Chem. 272:25401–25408.

28. Jiang, Y., W. Ma, Y. Wan, T. Kozasa, S. Hattori, and X. Y. Huang. 1998. The
G protein G a12 stimulates Bruton’s tyrosine kinase and a rasGAP through
a conserved PH/BM domain. Nature 395:808–813.

29. Jou, Y.-S., B. Layhe, D. F. Matesic, C.-C. Chang, A. W. de Feijter, L.
Lockwood, C. W. Welsch, J. E. Klauning, and J. E. Trosko. 1995. Inhibition
of gap junctional intracellular communication and malignant transformation
of rat liver epithelial cells by neu oncogene. Carcinogenesis 16:311–317.

30. Kawakami, Y., L. Yao, M. Tashiro, S. Gibson, G. B. Mills, and T. Kawakami.
1995. Activation and interaction with protein kinase C of a cytoplasmic
tyrosine kinase, Itk/Tsk/Emt, on FcεRI cross-linking on mast cells. J. Immu-
nol. 155:3556–3562.

31. Khan, K. D., K. Shuai, G. Lindwall, S. E. Maher, J. E. Darnell, and A. L. M.
Bothwell. 1993. Induction of the Ly-6A/E gene by interferon a/b and g
requires a DNA element to which a tyrosine-phosphorylated 91-kDa protein
binds. Proc. Natl. Acad. Sci. USA 90:6806–6810.

32. Kitamura, T., M. Onishi, S. Kinoshita, A. Shibuya, A. Miyajima, and G. P.
Nolan. 1995. Efficient screening of retroviral cDNA expression libraries.
Proc. Natl. Acad. Sci. USA 92:9146–9150.

33. Li, Z., M. I. Wahl, A. Eguinoa, L. R. Stephens, P. T. Hawkins, and O. N.
Witte. 1997. Phosphatidylinositol 3-kinase-g activates Bruton’s tyrosine ki-
nase in concert with Src family kinases. Proc. Natl. Acad. Sci. USA 94:13820–
13825.

34. Liao, X. C., and D. R. Littman. 1995. Altered T cell receptor signaling and
disrupted T cell development in mice lacking Itk. Immunity 3:757–769.

35. Liu, J.-J., K. Nakajima, T. Hirano, and H.-F. Yang-Yen. 1998. Activation of
Stat3 by v-Src is through a ras-independent pathway. J. Biomed. Sci. 5:446–
450.

36. Lund, T. C., R. Garcia, M. M. Medveczky, R. Jove, and P. G. Medveczky.
1997. Activation of STAT transcription factors by herpesvirus Saimiri Tip-
484 requires p56lck. J. Virol. 71:6677–6682.

37. Machide, M., H. Mano, and K. Todokoro. 1995. Interleukin 3 and erythro-

poietin induce association of Vav with Tec kinase through Tec homology
domain. Oncogene 11:619–625.

38. Mano, H., Y. Yamashita, A. Miyazato, Y. Miura, and K. Ozawa. 1996. Tec
protein-tyrosine kinase is an effector molecule of Lyn protein-tyrosine ki-
nase. FASEB J. 10:637–642.

39. Mano, H., Y. Yamashita, K. Sato, Y. Yazaki, and H. Hirai. 1995. Tec protein-
tyrosine kinase is involved in interleukin-3 signaling pathway. Blood 85:343–
350.

40. Mao, J., W. Xie, H. Yuan, M. I. Simon, H. Mano, and D. Wu. 1998. Tec/Bmx
non-receptor tyrosine kinases are involved in regulation of Rho and serum
response factor by Ga12/13. EMBO J. 17:5638–5646.

41. Marengere, L. E., K. Okkenhaug, A. Clavreul, D. Couez, S. Gibson, G. B.
Mills, T. W. Mak, and R. Rottapel. 1997. The SH3 domain of Itk/Emt binds
to proline-rich sequences in the cytoplasmic domain of the T cell costimu-
latory receptor CD28. J. Immunol. 159:3220–3229.

42. Matsuda, T., M. Takahashi-Tezuka, T. Fukada, Y. Okuyama, Y. Fujitani, S.
Tsukada, H. Mano, H. Hirai, O. N. Witte, and T. Hirano. 1995. Association
and activation of Btk and Tec tyrosine kinases by gp130, a signal transducer
of the interleukin-6 family of cytokines. Blood 85:627–633.

43. Migone, T. S., J. X. Lin, A. Cereseto, J. C. Mulloy, J. J. O’Shea, G. Franchini,
and W. J. Leonard. 1995. Constitutively activated Jak-STAT pathway in T
cells transformed with HTLV-1. Science 269:79–81.

44. Miyazato, A., Y. Yamashita, K. Hatake, Y. Miura, K. Ozawa, and H. Mano.
1996. Tec protein tyrosine kinase is involved in the signaling mechanism of
granulocyte colony-stimulating factor receptor. Cell Growth Differ. 7:1135–
1139.

45. Nakajima, K., Y. Yamanaka, K. Nakae, H. Kojima, M. Ichiba, N. Kiuchi, T.
Kitaoka, T. Fukada, M. Hibi, and T. Hirano. 1996. A central role for Stat3
in IL-6-induced regulation of growth and differentiation in M1 leukemia
cells. EMBO J. 15:3651–3658.

46. Olayioye, M. A., I. Beuvink, K. Horsch, J. M. Daly, and E. Hynes. 1999. ErbB
receptor-induced activation of Stat transcription factors is mediated by src
tyrosine kinases. J. Biol. Chem. 274:17209–17218.

47. Park, H., M. I. Wahl, D. E. H. Afar, C. W. Turck, D. J. Rawlings, C. Tam,
A. M. Scharenberg, J.-P. Kinet, and O. N. Witte. 1996. Regulation of Btk
function by a major autophosphorylation site within the SH3 domain. Im-
munity 4:515–525.

48. Qiu, Y., D. Robinson, T. G. Pretlow, and H. J. Kung. 1998. Etk/Bmx, a
tyrosine kinase with a pleckstrin-homology domain, is an effector of phos-
phatidylinositol 39-kinase and is involved in interleukin 6-induced neuroen-
docrine differentiation of prostate cancer cells. Proc. Natl. Acad. Sci. USA
95:3644–3649.

49. Rawlings, D. J., A. M. Scharenberg, H. Park, M. I. Wahl, S. Lin, R. M. Kato,
A. C. Fluckiger, O. N. Witte, and J. P. Kinet. 1996. Activation of BTK by a
phosphorylation mechanism initiated by SRC family kinases. Science 271:
822–825.

50. Rawlings, D. J., and O. N. Witte. 1995. The Btk subfamily of cytoplasmic
tyrosine kinase: structure, regulation and function. Semin. Immunol. 7:237–
246.

51. Robinson, D., F. He, T. Pretlow, and H. J. Kung. 1996. A tyrosine kinase
profile of prostate carcinoma. Proc. Natl. Acad. Sci. USA 93:5958–5962.

52. Saharinen, P., N. Ekman, K. Sarvas, P. Parker, K. Alitalo, and O. Silven-
noinen. 1997. The Bmx tyrosine kinase induces activation of the Stat signal-
ing pathway, which is specifically inhibited by protein kinase Cd. Blood
90:4341–4353.

53. Satterthwaite, A. B., Z. Li, and O. N. Witte. 1998. Btk function in B cell
development and response. Semin. Immunol. 10:309–316.

54. Shuai, K., C. M. Horvath, L. H. T. Huang, S. A. Qureshi, D. Cowburn, and
J. E. Darnell. 1994. Interferon activation of the transcription factor Stat91
involves dimerization through SH2-phosphotyrosyl peptide interactions. Cell
76:821–828.

55. Stahl, N., T. J. Farruggella, T. G. Boulton, T. G. Zhong, J. J. Darnell, and
G. D. Yancopoulos. 1995. Choice of STATs and other substrates specified by
modular tyrosine-based motifs in cytokine receptors. Science 267:1349–1353.

56. Takeda, K., K. Noguchi, W. Shi, T. Tanaka, M. Matsumoto, N. Yoshida, T.
Kishimoto, and S. Akira. 1997. Targeted disruption of the mouse Stat3 gene
leads to early embryonic lethality. Proc. Natl. Acad. Sci. USA 94:3801–3804.

57. Tamagnone, L., I. Lahtinen, T. Mustonen, K. Virtaneva, F. Francis, F.
Muscatelli, R. Alitalo, C. I. Smith, C. Larsson, and K. Alitalo. 1994. BMX,
a novel nonreceptor tyrosine kinase gene of the BTK/ITK/TEC/TXK family
located in chromosome Xp22.2. Oncogene 9:3683–3688.

58. Tang, B., H. Mano, T. Yi, and J. N. Ihle. 1994. Tec kinase associates with c-kit
and is tyrosine phosphorylated and activated following stem cell factor bind-
ing. Mol. Cell. Biol. 14:8432–8437.

59. Tsao, M.-S., J. D. Smith, K. G. Nelson, and J. W. Grisham. 1984. A diploid
epithelial cell line from normal adult rat liver with phenotypic properties of
Ovall cells. Exp. Cell Res. 154:38–52.

60. Turkson, J., T. Bowman, R. Garcia, E. Caldenhoven, R. P. De Groot, and R.
Jove. 1998. Stat3 activation by Src induces specific gene regulation and is
required for cell transformation. Mol. Cell. Biol. 18:2545–2552.

61. Turkson, J., T. Bowman, J. Adnane, Y. Zhang, J. Y. Djeu, M. Sekharam,
D. A. Frank, L. B. Holzman, J. Wu, S. Sebti, and R. Jove. 1999. Requirement

VOL. 20, 2000 Etk MEDIATES TRANSFORMATION BY LINKING Src TO STAT3 2053

 at N
A

T
IO

N
A

L T
A

IW
A

N
 U

N
IV

 M
E

D
 LIB

 on June 16, 2009 
m

cb.asm
.org

D
ow

nloaded from
 

http://mcb.asm.org


for Ras/Rac1-mediated p38 and c-Jun N-terminal kinase signaling in Stat3
transcriptional activity induced by the Src oncoprotein. Mol. Cell. Biol.
19:7519–7528.

62. Wagner, B. J., T. E. Hayes, C. J. Hoban, and B. H. Cochran. 1990. The SIF
binding element confers sis/PDGF inducibility onto the c-fos promoter.
EMBO J. 9:4477–4484.

63. Weber-Nordt, R. M., C. Egen, J. Wehinger, W. Ludwig, V. Gouilleux-Gruart,
R. Mertelsmann, and J. Finke. 1996. Constitutive activation of STAT pro-
teins in primary lymphoid and myeloid leukemia cells and in Epstein-Barr
virus (EBV)-related lymphoma cell lines. Blood 88:809–816.

64. Weber-Nordt, R. M., J. K. Riley, A. C. Greenlund, K. W. Morre, J. E.
Darnell, and R. D. Schreiber. 1996. Stat3 recruitment by two distinct ligand-
induced, tyrosine phosphorylated docking sites in the interleukin-10 receptor
intracellular domain. J. Biol. Chem. 271:27954–27961.

65. Weil, D., M. A. Power, S. I. Smith, and C. L. Li. 1997. Predominant expres-
sion of murine Bmx tyrosine kinase in the granulo-monocytic lineage. Blood
90:4332–4340.

66. Wen, Z., Z. Zhong, and J. E. Darnell. 1995. Maximal activation of transcrip-
tion by STAT1 and STAT3 requires both tyrosine and serine phosphoryla-
tion. Cell 82:241–250.

67. Xue, L. Y., Y. Qiu, J. He, H.-J. Kung, and N. L. Oleinick. 1999. Etk/Bmx, a
PH-domain containing tyrosine kinase, protects prostate cancer cells from

apoptosis by photodynamic therapy and thapsigargin. Oncogene 18:3391–
3398.

68. Yamanaka, Y., K. Nakajima, T. Fukada, M. Hibi, and T. Hirano. 1996.
Differentiation and growth arrest signals generated through the cytoplasmic
region of gp130 that is essential for Stat3 activation. EMBO J. 15:1557–1565.

69. Yu, C. L., D. J. Meyer, G. S. Campbell, A. C. Larner, C. Carter-Su, J.
Schwartz, and R. Jove. 1995. Enhanced DNA-binding activity of a Stat3-
related protein in cells transformed by the Src oncoprotein. Science 269:81–
83.

70. Zhang, Q., I. Nowak, E. C. Vonderheid, A. H. Rook, M. E. Kadin, P. C.
Nowell, L. M. Shaw, and M. A. Wasik. 1996. Activation of Jak/STAT proteins
involved in signal transduction pathway mediated by receptor for interleukin
2 in malignant T lymphocytes derived from cutaneous anaplastic large T-cell
lymphoma and Sezary syndrome. Proc. Natl. Acad. Sci. USA 93:9148–9153.

71. Zong, C., R. Yan, A. August, J. E. Darnell, Jr., and H. Hanafusa. 1996.
Unique signal transduction of Eyk: constitutive stimulation of the JAK-
STAT pathway by an oncogenic receptor-type tyrosine kinase. EMBO J.
15:4515–4525.

72. Zong, C. S., L. Zeng, Y. Jiang, H. B. Sadowski, and L. H. Wang. 1998. Stat3
plays an important role in oncogenic Ros- and insulin-like growth factor I
receptor-induced anchorage-independent growth. J. Biol. Chem. 273:28065–
28072.

2054 TSAI ET AL. MOL. CELL. BIOL.

 at N
A

T
IO

N
A

L T
A

IW
A

N
 U

N
IV

 M
E

D
 LIB

 on June 16, 2009 
m

cb.asm
.org

D
ow

nloaded from
 

http://mcb.asm.org

