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Abstract Transforming growth factor-p (TGF-B) plays a
pivotal role in the extracellular matrix accumulation observed
in chronic progressive tissue fibrosis, but the intracellular
signaling mechanism by which TGF-B stimulates this process
remains poorly understood. We examined whether mitogen-
activated protein kinase (MAPK) routes were involved in TGF-
Bl-induced collagen expression in LgEo myoblasts. TGF-f1
induced p38 and extracellular signal-regulated kinase (ERK) 1/2
phosphorylation whereas no effect on Jun N-terminal kinase
phosphorylation was observed. Biochemical blockade of p38 but
not of the ERK MAPK pathway abolished TGF-B1-induced
oz(I) collagen mRINA expression and accumulation. These data
indicate that TGF-B1-induced p38 activation is involved in TGF-
Bl-stimulated collagen synthesis. © 2002 Federation of Euro-
pean Biochemical Societies. Published by Elsevier Science B.V.
All rights reserved.
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1. Introduction

Transforming growth factor-f1 (TGF-B1) is a member of a
large family of polypeptide factors that participates in a wide
array of biological activities such as development and wound
repair, as well as pathological processes [1-3]. TGF-B1 plays a
pivotal role in the extracellular matrix accumulation observed
in chronic progressive tissue fibrosis [2,4] and in the patho-
genesis of several chronic inflammatory diseases including pul-
monary fibrosis [5], glomerulonephritis [6] and proliferative
vitreoretinopathy [7]. Each of these diseases is characterized
by increased expression of TGF-1 and excessive accumula-
tion of extracellular matrix (ECM). TGF-BI induces the syn-
thesis of a number of ECM proteins in vivo and in vitro,
including types I and III collagen, fibronectin, laminin, and
proteoglycans [8-12]. Type I collagen is a major structural
component of the ECM, which is synthesized by fibroblasts
and vascular smooth muscle cells.
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Biological actions of TGF-B are mediated by two trans-
membrane Ser/Thr kinases, types I and II TGF-B receptors
[3,13], which are co-expressed by most cells, including L¢Eg
myoblasts [14,15]. Several studies suggest that TGF-B1 may
act as a physiological regulator of myogenic differentiation in
L¢E9 myoblasts. Thus, it can act as an inducer of myogenic
differentiation in mitogen-rich environments [16], although in
the absence of mitogens, TGF-B1 acts as an inhibitor of my-
oblast differentiation [17]. This inhibition seems to be medi-
ated by TGF-B1-induced upregulation of type I collagen ex-
pression and deposition in LgE9 myoblasts, because a fibrillar
type I collagen layer inhibits LgEy myoblast differentiation
[17]. Ignotz et al. [9] have demonstrated in rat LgE9 myoblasts
that TGF-B1 induces collagen and fibronectin synthesis.

The routes that participate in this myogenic response to
TGF-BI1 are still unknown. TGF-B1 has been shown to acti-
vate the Smad cascade, leading to the regulation of specific
genes. In addition, the mitogen-activated protein kinase
(MAPK) routes have also been implicated in signal transduc-
tion by TGF-B receptors. However, to which extent the later
routes may participate in collagen deposition triggered by
TGF-B1 in L¢Eg cells is unresolved. This investigation was
thus undertaken to determine whether TGF-B1 activates spe-
cific MAPK signaling pathway(s) in cultured rat L¢Eg myo-
blasts and whether this MAPK activation mediates the bio-
logical effect of TGF-B1 on type I collagen synthesis and
accumulation. Our findings clearly show that TGF-Bl acti-
vates extracellular signal-regulated kinase (ERK) 1/2 and
p38 MAPK pathways, and that p38 MAPK activation is in-
volved in TGF-B1-induced collagen synthesis.

2. Materials and methods

2.1. Cell culture and growth factor stimulation

L¢Eo rat myoblasts were seeded at a density of 4 10° cells/plate on
100 mm petri dishes for Northern and Western blot analysis and at
2x10* cells/well on 24 well plates for ECM measurements. Cells were
grown in Dulbecco’s modified Eagle’s medium (Gibco) containing
10% fetal bovine serum (Biowhittaker) and 100 U/ml of penicillin/
streptomycin at 37°C in the presence of 5% CO,. When cultures
achieved 80-90% confluence, cells were serum-starved for 24 h. Cells
were treated with active human recombinant TGF-1 (R&D Systems)
or control vehicle during 24 h in the absence of serum.

Inhibitors used in these experiments included the MEK-1 inhibitor
PD98059 (50 uM) (New England Biolabs), and the p38 MAPK in-
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hibitor, SB203580 (10 uM) (Calbiochem). Pretreatments with these
inhibitors were for 30 min.

2.2. Collagen determination

The collagen content in the medium was quantified by measuring
the incorporation of [*H]proline into collagen proteins, as previously
described [18]. Protein content of cell extracts was determined by the
Bradford assay (Bio-Rad).

2.3. Northern blot analysis

Total RNA was isolated by cell lysis with the guanidinium thiocya-
nate—phenol—chloroform method [19]. A 20 ug aliquot of total RNA
was electrophoresed in 1.2% denaturing formaldehyde agarose gel and
blotted onto Hybond-N (Amersham). The radiolabeled probes were
hybridized at 60°C in a hybridization solution (1% (w/v) SDS, 10%
(w/v) dextran sulfate, 1 M NaCl). Blots were washed twice in 3 M
NacCl, 30 mM sodium citrate (pH 7.0), 1% (w/v) SDS for 30 min each
at 60°C followed by a last wash with 0.3 M NaCl, 3 mM sodium
citrate (pH 7.0), 0.1% (w/v) SDS for 1 h at room temperature. The rat
pro-a(I) collagen (600 bp Pstl fragment) cDNA probe was obtained
by digestion of the corresponding cDNA inserted into plasmid
pUCIS8, and was kindly provided by Dr. Diego Rodriguez-Puyol
(University of Alcala de Henares, Madrid, Spain). To control for
relative equivalence of RNA loading, blots were hybridized with
2P_labeled 18S rRNA probe.

2.4. Cell lysates and Western blot analysis

Myoblasts were treated with 50 pM TGF-B1 for different periods of
time leading up to simultaneous harvest. Total cell extracts were ob-
tained by cell lysis in RIPA buffer (50 mM Tris-HCI (pH 7.5), 150
mM NaCl, 1% (v/v) Nonidet P-40, 0.1% (w/v) SDS) containing pro-
tease and phosphatase inhibitors (1 mM phenylmethylsulfonyl fluo-
ride, 1 mM ethylenediaminetetraacetic acid, 1 pug/ml leupeptin, 1 pg/
ml pepstatin, 1 pg/ml aprotinin, 1 mM Na3VOy). Cell extracts were
then centrifuged at 15000Xg for 10 min at 4°C, supernatants col-
lected and protein content determined as above. Fresh cell extracts
were prepared in Laemmli buffer (final concentration: 125 mM Tris—
HCI, pH 6.8, 2% (w/v) SDS, 10% (v/v) glycerol, 0.1% (w/v) bromo-
phenol blue, 1% (v/v) 2-mercaptoethanol). Samples were resolved by
SDS-PAGE and then electroblotted onto Immobilon-P polyvinyli-
dene difluoride membranes. The membranes were incubated with
anti-ERK2 antibody C-14, 0.04 ug/ml; anti-phospho-ERK antibody,
E-4, 0.02 pug/ml; anti-phospho p38, 0.2 ug/ml; anti-p38 1 pg/ml, or
anti-Jun N-terminal kinase (JNK) antibody, C-17 (Santa Cruz) for 2 h
at room temperature followed by incubation with the corresponding
secondary antibody conjugated with horseradish peroxidase for 30
min at room temperature. Signal development was by chemilumines-
cence. The levels of activated MAPK were quantitated by densitomet-
ric analysis using the National Institutes of Health (NIH) image pro-
gram. Results shown were corrected for total MAPK.

Immunoprecipitation of JNK was performed by binding 2 pg of
JNK polyclonal antibody C-17 (Santa Cruz) with 60 pl protein A
Sepharose beads and 1 mg of protein from whole cell extracts. Im-
munoprecipitates were eluted by boiling in 2XSDS Laemmli buffer
prior to 10% SDS-PAGE. The membranes were incubated with the
anti-p-JNK G-7 (Santa Cruz) antibody. Western analysis and auto-
radiographic detection were performed as above.

3. Results

3.1. Stimulation of pro-op (1) collagen mRNA expression and
collagen accumulation by TGF-f1

Treatment with exogenous TGF-B1 increased pro-o,(I) col-
lagen mRNA expression in a dose-dependent fashion (Fig.
1A). To assess that increased collagen mRNA expression
was followed by collagen deposition, we measured [*H]proline
incorporation into collagen proteins. Similarly to the mRNA
data, exogenous TGF-BI increased collagen accumulation in
the culture media of L¢Ey myoblasts in a dose-dependent
fashion (Fig. 1B).
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Fig. 1. Effect of TGF-B1 on induction of pro-o;(I) collagen mRNA
expression and accumulation in LgE¢ rat myoblasts. Cultured L¢Eg
myoblasts were incubated with increasing concentrations of TGF-B1
for 24h. A: Total RNA was extracted and isolated for Northern
analyses where pro-o,(I) collagen mRNA appeared at 5.2 kb. The
autoradiograms were analyzed by optical scanning densitometry and
values are expressed as arbitrary units with normalization of the re-
sults according to the corresponding transcripts levels for the ribo-
somal 18S gene. Figure shows a representative experiment of three
performed in the same conditions. B: Metabolic radiolabeling with
[PHlproline was carried out for 24 h. Collagen accumulation was
measured according to the amount of radioactivity incorporated
into the protein fraction of the medium. Each value represents the
meant S.E.M. of three experiments, each in triplicate. *P <0.001
versus basal; *P <0.001 versus TGF-B1 (5 pM); #P<0.001 versus
TGF-B1 (50 pM).
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3.2. Activation of p38 and ERKI/2 in LsE9 myoblasts
by TGF-BI
Previous reports have suggested that some of the biological
actions of TGF-B1 are mediated by activation of MAPK sig-
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Fig. 2. MAPK pathway activation by TGF-B1. L¢E¢ rat myoblasts were incubated with exogenous TGF-f1 (50 pM) for the times indicated.
The figure shows a representative experiment of three performed in the same conditions. A: Phosphorylation of p38 MAPK from cellular ex-
tracts was determined using Western blot with anti-phospho-p38 antibody (phospho-p38). Western blot of total p38 protein (total p38) in cellu-
lar extracts is also shown. Cell extracts from L¢E9 myoblasts stimulated by osmotic shock (0.7 M sorbitol, 60 min) served as a positive control
(C+). Bar graphs shown the levels of activated p38 corrected for total p38. B: Phosphorylation of p38 MAPK from cells treated with TGF-B1
for 24 h. Western blot of total p38 protein (total p38) in cellular extracts is also shown. Cell extracts from LgE¢ myoblasts stimulated by os-
motic shock (0.7 M sorbitol, 60 min) were used as a positive control (C+). C: Phosphorylation of ERK1/2 MAPK from cellular extracts was
determined using Western blot with phospho-p44/42 MAPK antibody (phospho-ERK1/2). Western blot of total ERK1/2 protein (total ERK1/
2) in cellular extracts is also shown. Bar graphs shown the levels of activated ERK1/2 corrected for total ERK1/2.
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Fig. 3. Inhibition of the p38 MAPK pathway with SB203580 blocks TGF-B1-induced pro-o,(I) collagen mRNA expression and collagen accu-
mulation. L¢Eg rat myoblasts were pretreated with (+) or without (—) SB203580 (10 uM) and incubated in the presence (+) or absence (—) of
exogenous TGF-B1 (50 pM) for 24 h. A: Northern analyses of pro-a(I) collagen mRNA as in Fig. 1A. B: Collagen accumulation was mea-
sured as in Fig. 1B. Each value represents the mean+ S.E.M. of two experiments, each in triplicate. *P <0.001 versus basal; #P <0.001 versus
TGF-B1 (50 pM). SB203580 was dissolved in DMSO (0.2%). Cells treated with the SB203580 solvent (DMSO) are also shown.

naling pathways [20,21]. To investigate the potential inter-
mediate role of MAPKs on TGF-Bl-induced accumulation
of a,(I) collagen, we analyzed the effect of this factor on
collagen deposition, as well as on the phosphorylation status
of MAPK. This latter study was carried out using antibodies
that specifically recognize the phosphorylated form of these
MAPKSs. In addition, we assessed the effect of inhibiting the

different MAPK routes on TGF-B1-induced collagen deposi-
tion.

As shown in Fig. 2A, exogenous TGF-B1 (50 pM) increased
the phosphorylation of p38 MAPK at 30 min of stimulation
and p38 remains phosphorylated at least 24 h (Fig. 2B). The
amount of the total p38 MAPK remained unchanged during
the experiment, as indicated by Western blotting of the lysates
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Fig. 4. Inhibition of the ERK1/2 pathway with PD98059 blocks TGF-Bl-induced ERK activation. Representative blot of phosphorylation of
ERK from cellular extracts determined using Western blot with anti-phospho-ERK antibody (phospho ERK1/2). Western blot of total ERK1/2
protein (total ERK1/2) in cellular extracts is also shown. Where indicated, cells were incubated with TGF-B1 (50 pM) and PD98059 (10 uM)
for 24 h. Cell extracts from L¢E9 myoblasts stimulated by osmotic shock (0.7 M sorbitol, 60 min) served as a positive control (C+). Bar graphs

shown the levels of activated ERK1/2 corrected for total ERK1/2.

using antibodies that detect total (phosphorylation state-inde-
pendent) p38 protein. As a positive control, L¢Eg cell lysates
stimulated by osmotic shock (0.7 M sorbitol, 1 h) were ana-
lyzed in the same gels. Osmotic shock strongly activated p38
phosphorylation to levels higher than those induced by 50 pM
TGF-B1.

To determine whether TGF-B1 activated the ERK1/ERK2
MAPK pathway in cultured L¢E9 myoblasts, we performed
Western blot analyses using an anti-phospho-p44/42 MAPK
monoclonal antibody. ERK1 and ERK2 phosphorylation in-
creased slightly as early as 5 min after stimulation with exog-
enous TGF-B1 and persisted for as long as 60 min, declining
thereafter. No changes in total ERK1/2 proteins were ob-
served when blots were probed with antibodies that detect
the total ERK1/2 proteins (Fig. 2C).

We also analyzed whether TGF-B1 activated the SAPK/
JNK pathway in cultured rat L¢Ey myoblasts. In contrast to
the p38 and ERK1/ERK2 MAPKSs, there were no significant
increases in the phosphorylation of SAPK/JNK MAPK upon
TGF-B1 treatment (data not shown). As a positive control,
UV irradiation strongly stimulated JNK phosphorylation.

3.3. Inhibition of TGF-BI o, (I) collagen mRNA expression by
p38 MAPK but not by ERKI/2 inhibition

Preincubation of LgE9 myoblasts with SB203580, a specific
inhibitor of p38 MAPK, efficiently prevented TGF-Bl-in-
duced o, (I) collagen mRNA expression (Fig. 3A). In addition,
SB203580 also inhibited TGF-B1-induced collagen accumula-
tion (Fig. 3B). In addition, PD98059, an ERK1/2 MAPK
route inhibitor, prevented the activation of the ERK1/ERK2
MAPK pathway (Fig. 4), but failed to inhibit TGF-B1-in-

duced o,(I) collagen mRNA expression (Fig. 5A) and total
collagen accumulation (Fig. 5B).

4. Discussion

This study examined the role of the MAPK signaling cas-
cades in mediating the effect of TGF-B1 in collagen synthesis
in rat LgE9 myoblasts. Treatment of LgEy myoblasts with
exogenous TGF-B1 resulted in p38 and ERKI/ERK2 phos-
phorylation. Thus, our findings demonstrate for the first time
a rapid activation of p38 and ERKI1/ERK2 MAPK in rat
L¢E9 myoblasts, occurring within 5-30 min of TGF-B1 addi-
tion. It is interesting to note that p38 MAPK remains acti-
vated for at least 24 h. However, no apparent activation of
JNK was observed within the same time periods of TGF-B1
treatment. JNK and p38 MAPKSs are strongly activated by
environmental stresses and inflammatory cytokines, and are
inconsistently activated by insulin and growth factors [22]. In
almost all instances, the same stimuli that recruit JNKs also
recruit p38 MAPK [23]. However, in the present study we
found a dissociation between JNK and p38 activities as
TGF-B1 treatment activated p38 but not JNK. This is com-
patible with the failure of a rapid JNK activation by TGF-$1
also observed in studies by Chin et al. [21] in mesangial cells.

With respect to the roles of MAPKSs in myoblasts, Jones et
al. [24] demonstrated that fibroblast growth factor-stimulated
ERK1/2 signaling is required during the G1 phase of the cell
cycle for commitment of DNA synthesis, but is not required
for mitosis once cells have entered the S-phase. Moreover,
ERK1/2 signaling is not required either to repress differentia-
tion, to promote skeletal muscle gene expression, or to pro-
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Fig. 5. Effect of the ERK pathway inhibitor PD98059 on TGF-B1-
induced pro-a;,(I) collagen mRNA expression and total collagen ac-
cumulation in LgE¢ rat myoblasts. LgEg rat myoblasts were pre-
treated with (+) or without (—) PD98059 (50 uM) and incubated in
the presence (+) or absence (—) of exogenous TGF-B1 (50 pM) for
24 h. A: Northern blot analysis of pro-o,(I) collagen mRNA was
performed as in Fig. 1A. B: Collagen accumulation was measured
as in Fig. 1B. Each value represents the mean+ S.E.M. of two ex-
periments, each in triplicate. *P <0.001 versus basal.

mote myoblast fusion. In addition, activation of the insulin-
like growth factor (IGF) autocrine loop is required for myo-
genic differentiation leading to a sustained activation of phos-
phoinositide 3’-kinase (PI3-kinase) [25,26], p38 [26] and
ERKI1/ERK2 [27]. Furthermore, these authors demonstrated
that blocking the Raf/MEK/ERK cascade with PD98059 does
not block myogenic differentiation; however, myotubes do
not form. Thus, PI3-kinase, in association with IRS-1, is in-
volved in an ERK-independent signaling pathway in myo-
blasts required for IGF-dependent myogenic differentiation
and in inducing sustained activation of ERKs necessary for
later stages of differentiation. In addition, recent studies dem-
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onstrated that phosphorylation by p38 induced transcriptional
activity of myocyte enhancer factor 2 [28], which plays a piv-
otal role in muscle gene transcription and differentiation of
skeletal myoblasts [29]. Thus, MAPKSs seem to play a major
role in regulating myoblast proliferation and differentiation.

In the present study, we also evaluated the effect of inhibit-
ing the ERK1/ERK2 or the p38 MAPK pathways on collagen
synthesis. Blockade of the ERK cascade by PD98059, a spe-
cific inhibitor of MEK1 that prevents downstream activation
of ERKI1/ERK2, did not prevent induction by TGF-B1 of
a(I) collagen mRNA or collagen I accumulation in LgEy
myoblasts. By contrast, in the presence of SB203580, a specific
inhibitor of the p38 MAPK cascade, exogenous TGF-B1 was
unable to induce both op(I) collagen mRNA and collagen I
accumulation in LgEg myoblasts. Our present data demon-
strate that p38 MAPK activation mediates TGF-B1-induced
collagen I synthesis in LgE9 myoblasts. These data are in
agreement with those of Hanafusa et al. [30] demonstrating
the involvement of the p38 MAPK pathway in TGF-B1-in-
duced gene expression. In addition, Chin et al. [21] have re-
cently reported that in rat mesangial cells, TGF-B1 rapidly
induced ERK1/ERK2 activation, p38 phosphorylation and
pro-al(I) collagen mRNA expression. Their findings suggest
that the p38 MAPK pathway functions as a component in the
signaling of pro-o;(I) collagen induction by TGF-B1 in me-
sangial cells, which is in agreement with the results of the
present study. Also very recently, it has been demonstrated
that p38 MAPK mediates the TGF-B1-induced expression of
human collagenase-3 (MMP-13) by fetal skin fibroblasts [31].

In summary, our results demonstrate that TGF-B1 activates
different MAPK routes in L¢Ey myoblasts and support the
involvement of the p38 MAPK pathway in TGF-B1-induced
collagen synthesis and accumulation in L¢Ey myoblasts. The
activation of multiple pathways may account for the pleiotro-
pic actions of TGF-B1 in these cells.

Acknowledgements: This study was supported by grants from the
Comision Interministerial de Ciencia y Tecnologia (SAF2001-1071
to J.M.L.-N. and SAF2000-0132 to C.B.), the Comunidad Auténoma
de Madrid (to C.B.), the Junta de Castilla y Ledén (SA 70/00B to
J.M.L.-N.) and the Spanish Ministry of Education and Culture and
EC FEDER funds (to A.P.). A.R.-B. is a postdoctoral Fellow of the
Instituto ‘Reina Sofia’ de Investigacion Nefrologia. J.O. is a Fellow of
the Ministerio de Ciencia y Tecnologia. A.R.-P. is a fellow of the
Fondo de Investigaciones Sanitarias de la Seguridad Social.

References

[1] Massagué, J. (1990) Annu. Rev. Cell Biol. 6, 597-641.

[2] Roberts, A.B. and Sporn, M.B. (1993) Growth Factors 8, 1-9.

[3] Miyazono, K., ten Dijke, P. and Heldin, C.H. (2000) Adv. Im-
munol. 75, 115-157.

[4] Blobe, G.C., Schiemann, W.P. and Lodish, H.F. (2000) New
Engl. J. Med. 342, 1350-1358.

[5] Khalil, N., Bereznay, O., Sporn, M. and Greenberg, A.H. (1989)
J. Exp. Med. 170, 727-737.

[6] Border, W.A., Okuda, S., Languino, L.R., Sporn, M.B. and
Ruoslahti, E. (1990) Nature 346, 371-374.

[7] Connor Jr., T.B., Roberts, A.B., Sporn, M.B., Danielpour, D.,
Dart, L.L., Michels, R.G., de Bustros, S., Enger, C., Kato, H.
and Lansing, M. et al. (1989) J. Clin. Invest. 83, 1661-1666.

[8] Ignotz, R.A. and Massague, J. (1986) J. Biol. Chem. 261, 4337—
4345,

[9] Ignotz, R.A., Endo, T. and Massague, J. (1987) J. Biol. Chem.
262, 6443-6446.

[10] Roberts, A.B., Sporn, M.B., Assoian, R.K., Smith, J.M., Roche,
N.S., Wakefield, L.M., Heine, U.L., Liotta, L.A., Falanga, V. and



288

Kehrl, J.H. et al. (1986) Proc. Natl. Acad. Sci. USA 83, 4167-
4171.

[11] Roberts, C.J., Birkenmeier, T.M., McQuillan, J.J., Akiyama,
S.K., Yamada, S.S., Chen, W.T., Yamada, K.M. and McDonald,
J.A. (1988) J. Biol. Chem. 263, 4586-4592.

[12] Sporn, M.B., Roberts, A.B., Wakefield, L.M. and Assoian, R.K.
(1986) Science 233, 532-534.

[13] Wrana, J.L., Attisano, L., Wieser, R., Ventura, F. and Massague,
J. (1994) Nature 370, 341-347.

[14] Lopez-Casillas, F., Wrana, J.L. and Massague, J. (1993) Cell 73,
1435-1444.

[15] Letamendia, A., Lastres, P., Botella, L.M., Raab, U., Langa, C.,
Velasco, B., Attisano, L. and Bernabéu, C. (1998) J. Biol. Chem.
273, 33011-33019.

[16] Zentella, A. and Massague, J. (1992) Proc. Natl. Acad. Sci. USA
89, 5176-5180.

[17] Heino, J. and Massague, J. (1990) J. Biol. Chem. 265, 10181—
10184.

[18] Rodriguez-Barbero, A., Obreo, J., Eleno, N., Rodriguez-Peia,
A., Duwel, A., Jerkic, M., Sanchez-Rodriguez, A., Bernabéu,
C. and Lopez-Novoa, J.M. (2001) Biochem. Biophys. Res. Com-
mun. 282, 142-147.

[19] Chomczynski, P. and Sacchi, N. (1987) Anal. Biochem. 162, 156
159.

[20] Atfi, A., Buisine, M., Mazars, A. and Gespach, C. (1997) J. Biol.
Chem. 272, 24731-24740.

A. Rodriguez-Barbero et al.IFEBS Letters 513 (2002) 282-288

[21] Chin, B.Y., Mohsenin, A., Li, S.X., Choi, A.M. and Choi, M.E.
(2001) Am. J. Physiol. 280, F495-F504.

[22] Kiriakis, J.M. and Avruch, J. (2001) Physiol. Rev. 81, 808-
869.

[23] Kiriakis, J.M. and Avruch, J. (1996) J. Biol. Chem. 271, 24313-
24316.

[24] Jones, N.C., Fedorov, Y.V., Rosenthal, R.S. and Olwin, B.B.
(2001) J. Cell Physiol. 186, 104-115.

[25] Kaliman, P., Canicio, J., Testar, X., Palacin, M. and Zorzano, A.
(1999) J. Biol. Chem. 274, 17437-17444.

[26] Li, Y., Jiang, B., Ensign, W.Y., Vogt, P.K. and Han, J. (2000)
Cell Signal. 12, 751-757.

[27] Sarbassov, D.D. and Peterson, C.A. (1998) Mol. Endocrinol. 12,
1870-1878.

[28] Tamir, Y. and Bengal, E. (2000) J. Biol. Chem. 275, 34424—
34432,

[29] Ornatsky, O.I., Andreucci, J.J. and McDermott, J.C. (1997)
J. Biol. Chem. 272, 33271-33278.

[30] Hanafusa, H., Ninomiya-Tsuji, J., Masuyama, N., Nishita, M.,
Fujisawa, J., Shibuya, H., Matsumoto, K. and Nishida, E. (1999)
J. Biol. Chem. 274, 27161-27167.

[31] Ravanti, L., Toriseva, M., Penttinen, R., Crombleholme, T., Fo-
schi, M., Han, J. and Kahari, V.M. (2001) FASEB J. 15, 1098—
1100.



