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The gep oncogenes, Ga12 and Ga13, upregulate the transforming growth
factor-b1 gene
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Transforming growth factor-b1 (TGFb1) plays a role in
neoplastic transformation and transdifferentiation. Ga12
and Ga13, referred to as the gep oncogenes, stimulate
mitogenic pathways. Nonetheless, no information is
available regarding their roles in the regulation of the
TGFb1 gene and the molecules linking them to gene
transcription. Knockdown or knockout experiments using
murine embryonic fibroblasts and hepatic stellate cells
indicated that a Ga12 and Ga13 deficiency reduced
constitutive, auto-stimulatory or thrombin-inducible
TGFb1 gene expression. In contrast, transfection of
activated mutants of Ga12 and Ga13 enabled the knockout
cells to promote TGFb1 induction. A promoter deletion
analysis suggested that activating protein 1 (AP-1) plays a
role in TGFb1 gene transactivation, which was corrobo-
rated by the observation that a deficiency of the G-
proteins decreased the AP-1 activity, whereas their
activation enhanced it. Moreover, mutation of the AP-1-
binding site abrogated the ability of Ga12 and Ga13 to
induce the TGFb1 gene. Transfection of a dominant-
negative mutant of Rho or Rac, but not Cdc42, prevented
gene transactivation and decreased AP-1 activity down-
stream of Ga12 and Ga13. In summary, Ga12 and Ga13
regulate the expression of the TGFb1 gene through an
increase in Rho/Rac-dependent AP-1 activity, implying
that the G-protein-coupled receptor (GPCR)-Ga12 path-
way is involved in the TGFb1-mediated transdifferentia-
tion process.
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Introduction

The members of the Ga12 family, Ga12 and Ga13, were
initially isolated as the transforming gep oncogenes (Xu
et al., 1993, 1994). Activated mutants of Ga12 and Ga13

are extremely potent in inducing neoplastic transforma-
tion (Chan et al., 1993; Dhanasekaran and Dermott,
1996; Goldsmith and Dhanasekaran, 2007). Ga12 and
Ga13 regulate various cellular processes, such as cell
transformation, proliferation, migration, actin-stress
fiber formation, neurite retraction, platelet aggregation,
gene induction and apoptosis in a context-specific
manner (Kawanabe et al., 2002; Kang et al., 2003; Fujii
et al., 2005; Kelly et al., 2007). They regulate small
GTP-binding proteins (that is, the Ras and Rho family)
through guanine nucleotide exchange factors and
modulate the activity of transcription factors, including
activating protein 1 (AP-1), serum response factor
(SRF), signal transducer and activator of transcription
3 (STAT3), nuclear factor of activated T cells (NFAT)
and nuclear factor-kB (Kuner et al., 2002; Kurose, 2003;
Fujii et al., 2005; Brown et al., 2006; Kumar et al., 2006;
Ki et al., 2007). The ligands of the G-protein-coupled
receptors (GPCRs) that interact with the Ga12 family
members, such as thrombin, angiotensin-II, endothelin-
1/2 and thromboxane A2, contribute to transdifferentia-
tion and proliferation, as well as hemodynamic altera-
tions (Pinzani et al., 1996; Bataller et al., 2000; Graupera
et al., 2003; Fiorucci et al., 2004).

Transforming growth factor-b1 (TGFb1) is a key
mediator that regulates many cellular processes, includ-
ing epithelial–mesenchymal transition, growth and
extracellular matrix (ECM) formation (Friedman,
1993; Qi et al., 1999; Bataller and Brenner, 2005; Zhao
et al., 2008). Although the role of TGFb1 is very
intriguing because it acts as both a tumor suppressor
and a promoter of invasion and metastasis, it has also
been reported that the level of TGFb1 increased in both
the blood and urine of hepatocellular carcinoma (HCC)
patients, correlating with worsened prognosis and
survival, and thus representing an important cancer
marker (Giannelli et al., 2005; Fransvea et al., 2008).
The TGFb1 gene is known to be regulated at two levels
as follows: transcriptional regulation is orchestrated by
transcription factors, whereas post-translational regula-
tion depends on the maturation of precursors bound to
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TGFb1-binding proteins (Kim et al., 1989; Oklu and
Hesketh, 2000; Giannelli et al., 2005; Fransvea et al.,
2008). Regulation of the TGFb1 gene involves AP-1,
Zf9, NF1 and SP1 (Kim et al., 1989).

In the liver, the hepatic stellate cell (HSC) activation
coincides with HCC development (Olaso et al., 1997;
Lee et al., 2007). Activated HSCs, which migrate to and
accumulate around transformed cells, might be respon-
sible for remodeling and deposition of tumor-associated
ECM, and thus be involved in the growth and invasion
of HCC cells (Lee et al., 2007). Moreover, activated
HSCs synthesize not only TGFb1 but also angiogenic
factors (Ankoma-Sey et al., 2000). Results from our
laboratory and others show that Ga12 and/or Ga13 are
responsible for production of inflammatory cytokines
and inducible nitric oxide synthase (Kang et al., 2003),
and that certain Ga proteins, such as Gas, regulate the
activation of HSCs (Solis-Herruzo et al., 1998; Kang
et al., 2003). Nevertheless, there have been few studies
on the signaling molecules that control the TGFb1 gene
in association with G proteins. In particular, no
information is available regarding the roles of Ga12/
Ga13 in the regulation of the TGFb1 gene or the
molecules linking them to gene transcription.

This study examined whether or not the gep
oncogenes, Ga12 and Ga13, have regulatory roles in
TGFb1 gene expression. Here, we used murine embryo-
nic fibroblast (MEF) cells, whose Ga12 and/or Ga13

were disrupted, to examine the cell signaling pathways
that control TGFb1 gene expression. To investigate the
roles of Ga12 and Ga13, Ga12 and Ga13 knockout (KO)
cells were transfected with plasmids encoding activated
mutants of Ga12 (Ga12QL) and Ga13 (Ga13QL), and the
levels of TGFb1 and AP-1 transactivation were deter-
mined. Moreover, we examined the effects of Ga12 and
Ga13 deficiency on TGFb1 gene expression in HSCs. In
this study, we found that Ga12 and Ga13 have regulatory
functions in TGFb1 gene induction through Rho/
Rac-dependent AP-1 activation.

Results

Ga12/Ga13 regulation of the basal TGFb1 gene expression
The effects of a deficiency in Ga12/Ga13 on TGFb1 gene
transcription were examined in MEF cells. Rhodopsin
kinase-null (RK�/�) MEF cells were used as the KO
control in association with the G-protein because the
physiological function of RK is restricted to photo-
transduction (Xu et al., 1997; Ki et al., 2007). The
TGFb1 transcript levels in the RK�/� cells were
identical to those in wild-type (WT) cells. Semi-
quantitative reverse transcription PCR (RT–PCR)
assays showed that the TGFb1 mRNA level was weakly
altered by a deficiency in either Ga12 or Ga13 as
compared with that in controls, whereas it was
completely abolished by a deficiency in both Ga12 and
Ga13 (Figure 1a, left panel). A real-time PCR analysis
confirmed that TGFb1 gene repression was caused by a
Ga12/Ga13 deficiency (Figure 1a, right panel). Knock-
downs of Ga12 and Ga13 by siRNA transfection (12 h)

also inhibited luciferase expression from pGL3-1132
(TGFb1 luciferase reporter) in MEF cells (Figure 1b,
left panel), which is consistent with the result showing
significant inhibition of gene transactivation by simul-
taneous transfection of minigenes that disturb the
GPCR-Ga12/Ga13 coupling by the C-terminal peptide
expression of Ga12/Ga13 (Figure 1b, right panel) (Qi
et al., 1999; Ki et al., 2007). TGFb1 gene expression
was significantly increased in Ga12/Ga13�/� cells after
transfection of constitutively active mutants of Ga12

(Ga12QL) and Ga13 (Ga13QL) (Figure 1c). These results
provide evidence that Ga12 and Ga13 are required for
basal TGFb1 gene expression.

Ga12/Ga13 regulation of TGFb1 gene induction by TGFb1
or thrombin
Next, we examined the role of Ga12 and Ga13 in the auto-
induction of the TGFb1 gene. The level of TGFb1 mRNA
in control cells gradually increased after TGFb1 treat-
ment, reaching its maximal level at 12 h, and reducing
from the maximum at 24 h. In contrast, a deficiency in
both Ga12 and Ga13 abolished the basal expression level
and auto-induction of the gene (Figure 2a, left panel).
Similarly, treating control cells with TGFb1 resulted in a
marked increase in the level of luciferase expression from
a TGFb1 promoter construct, but this was not observed
in cells deficient in Ga12 and Ga13 (Figure 2a, right panel).
We also confirmed a decrease in TGFb1-inducible TGFb1
gene expression in primary cultured MEFs prepared from
Ga12/Ga13þ /� mice (Figure 2b). Previously, we reported
the coupling of Ga12/Ga13 with PAR (thrombin receptor)
in macrophages (Kang et al., 2003). TGFb1 mRNA levels
in KO MEF cells were measured after thrombin treatment
to associate the effect of GPCR ligand with TGFb1 gene
induction. As expected, thrombin increased the level of
TGFb1 mRNA in control MEF cells. However, this was
attenuated by a deficiency in Ga12/Ga13 (Figure 2c).
These data indicate that Ga12 and Ga13 play a role in
TGFb1 gene induction not only by TGFb1 but also by
thrombin.

Given the decreases in basal and inducible TGFb1
expression by a Ga12/Ga13 deficiency, we next examined
whether TGFb1 treatment activates Ga12 and Ga13. As
the activated forms of Ga12 and Ga13 bind to the
tetratricopeptide repeat (TPR) domain of Ser/Thr phos-
phatase type 5, the interaction between the TPR domain
of Ser/Thr phosphatase type 5 and Ga12 or Ga13 can be
utilized to assess the activation status of the G-proteins
(Yamaguchi et al., 2003; Radhika et al., 2005). GST-TPR
pulldown assays showed that TGFb1 treatment did not
allow Ga12 or Ga13 to bind to the TPR domain
(Figure 2d). Conversely, either Ga12QL or Ga13QL
interacted with GST-TPR. These results provide evidence
that TGFb1 may not activate Ga12 or Ga13.

Ga12/Ga13 regulation of TGFb1 gene induction in HSCs
and in the liver
To verify our results from the MEF cell model, we next
assessed the role of Ga12 and Ga13 in the regulation of
the TGFb1 gene in HSCs and in the mouse liver. In
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HSCs, knockdowns of Ga12 and Ga13 by siRNA
transfection (12 h) decreased the level of TGFb1 mRNA
and inhibited luciferase expression from a TGFb1
reporter gene (Figure 3a). Moreover, induction of
TGFb1 mRNA by thrombin was also inhibited by a
deficiency in Ga12/Ga13 in HSCs (Figure 3b).

Studies in animal models have shown that exposure to
dimethylnitrosamine (DMN), a hepatocarcinogen,
causes HSC activation within 3–6 weeks (Jenkins
et al., 1985; George and Chandrakasan, 1996; George
et al., 2001; Kang et al., 2002a). In this study, after
4 weeks of DMN treatments, the levels of TGFb1
transcript were measured in the livers of WT or double
heterozygous deletion mutants of Ga12/Ga13 (Ga12/
Ga13þ /�) mice. As the Ga12 members exhibited
overlapping roles in transducing the signals for TGFb1
gene expression in vitro, here we focused on double
heterozygous deletion mutants of Ga12/Ga13. A semi-
quantitative RT–PCR assay showed that hepatic
TGFb1 mRNA levels were significantly higher in WT
mice after 4 weeks of the DMN treatment compared
with vehicle-treated control (Figure 3c, left panel). It
should be noted that the ability of DMN to induce
TGFb1 in the liver was almost completely prevented

by a Ga12 and Ga13 double heterozygous deficiency
(Ga12/Ga13þ /�). The result of RT–PCR analyses
confirmed the regulatory role of Ga12/Ga13 in TGFb1
gene expression in the liver (Figure 3c, right panel).

Role of AP-1 in TGFb1 gene expression downstream from
Ga12/Ga13
In an effort to study the mechanistic basis of this
process, we next explored the regulatory site affected by
Ga12/Ga13 in the TGFb1 gene. A series of TGFb1
promoter deletion constructs prepared from the
�1.36 kb region were used to examine the role of the
DNA response elements, which interact with various
transcription factors. The luciferase activities expressed
from pGL3-1362, pGL3-1132, pGL3-731 or pGL3-453
were all lower in cells deficient in Ga12 and Ga13

compared with their respective controls (Figure 4a).
However, the expression of TGFb1 from pGL-323 in
the absence of Ga12 and Ga13 was not statistically
different compared with that of controls, suggesting that
DNA element(s) located in the region between �453 and
�323 bp interact with transcription factor(s) regulated
by Ga12 and Ga13.
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Figure 1 The constitutive TGFb1 gene expression. (a) The relative TGFb1 mRNA levels in MEF cells were assessed using reverse
transcription PCR (RT–PCR) (left panel) and real-time PCR (right panel) analyses. The relative mRNA levels were normalized by
those of GAPDH. The amplification curve of TGFb1 mRNA was right-shifted by a deficiency in Ga12 and Ga13 with the increase in
CT value. Results were confirmed by repeated experiments (control, RK�/� MEFs). (b) Repression of TGFb1 reporter activity.
Control WT MEF cells were transfected with scrambled siRNA (scRNA) or siRNAs directed against Ga12/Ga13. Data represented the
mean±s.e. of three separate experiments (significantly different as compared with scRNA, *Po0.05, **Po0.01; scRNA transfection,
1) (left panel). Repression of the basal TGFb1 gene expression by Ga12 and/or Ga13 minigene(s). MEFs were transfected with a TGFb1
reporter construct (1mg) and Ga12/Ga13 minigene(s) (500 ng each). pCMV was used for mock transfection. Data represented the
mean±s.e. of three separate experiments (significantly different as compared with vehicle, **Po0.01; pCMV transfection, 1) (right
panel). (c) The increase in the TGFb1 reporter activity by Ga12QL and Ga13QL. Ga12/Ga13�/� cells were transfected with pCMV
(1mg) or a plasmid encoding Ga12QL and/or Ga13QL (500 ng each) (significantly different as compared with pCMV, **Po0.01).
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The role of AP-1 in TGFb1 gene expression was
examined in association with Ga12/Ga13 because the
region from �323 to �453 bp contains two AP-1
sites, the proximal serving as a critical binding site for
gene transcription (Kim et al., 1989; Weigert et al.,
2000). As anticipated, the siRNA knockdowns of
Ga12 and/or Ga13 caused a decrease in the AP-1
reporter activity (Figure 4b, left panel). Similarly,
transfection of control cells with the Ga12 and

Ga13 minigenes also resulted in inhibition (Figure 4b,
right panel). The AP-1 activity increased in KO
cells simultaneously transfected with Ga12QL and
Ga13QL (Figure 4c), and a Ga12/Ga13 deficiency
abrogated a TGFb1-dependent AP-1 reporter activity
(Figure 4d, left panel), confirming that Ga12 and Ga13

regulate AP-1.
Next, we assessed the causal relationship between

AP-1 activation and TGFb1 gene induction using a
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Figure 2 The effect of transforming growth factor-b1 (TGFb1) or thrombin on the TGFb1 gene expression. (a) Reverse transcription
PCR (RT–PCR) and reporter gene assays. TGFb1 mRNA levels were measured in control or Ga12/Ga13�/� MEF cells treated with
5 ng/ml of TGFb1 for 3–24 h (left panel). Luciferase activity was measured in the lysates of MEF cells treated with TGFb1 for 12 h
(right panels). Results were confirmed by at least three separate experiments (significantly different as compared with the respective
vehicle treatment, **Po0.01; NS, not significant; control, WT MEFs). (b) TGFb1-inducible TGFb1 mRNA expression in primary
MEF cells. MEF cells obtained from WT or Ga12/Ga13þ /� mice were treated with TGFb1, and were subjected to real-time RT–PCR
assays (control, WT MEFs). (c) Thrombin-inducible TGFb1 mRNA levels. MEF cell lines were treated with 10 U/ml of thrombin for
12 h, and were subjected to real-time RT–PCR assays. Results were confirmed by at least three separate experiments (significantly
different as compared with the respective vehicle treatment, *Po0.05; significantly different as compared with primary MEF treated
with thrombin, #Po0.05). (d) GST-TPR pulldown assays. Cells were transfected with a construct encoding WT Ga12 (left panel) or
WT Ga13 (right panel), and were treated with 5 ng/ml of TGFb1. Pulldown assays were performed as described in the experimental
procedure section to assess whether TGFb1 treatment activates Ga12/Ga13. Overall 10% of total cell lysate was used as an input
control.
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different as compared with WT HSCs treated with thrombin, #Po0.05). (c) Hepatic TGFb1 gene repression in mice by a double
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Figure 4 AP-1-dependent TGFb1 gene expression downstream of Ga12/Ga13. (a) A promoter deletion analysis of the TGFb1 gene.
The sizes of the flanking insert in TGFb1 chimeric gene constructs were indicated as bp numbers (left panel). Luciferase expression
from each construct was determined in control or Ga12/Ga13þ /� MEF cells (right panel). Data represent the mean±s.e. of three
separate experiments (significantly different as compared with respective constructs in control cells, *Po0.05, **Po0.01; control,
RK�/� cells). (b) Inhibition of AP-1 reporter activity by Ga12/Ga13 siRNA or minigenes (significantly different as compared with
scRNA, *Po0.05, **Po0.01; left panel) (significantly different as compared with pCMV, **Po0.01; right panel). (c) AP-1 reporter
activity. Ga12/Ga13�/� MEFs were transfected with pCMV or plasmids encoding Ga12QL and Ga13QL (significantly different as
compared with pCMV, *Po0.05). (d) TGFb1-inducible AP-1 reporter activity. MEF cells transfected with an AP-1 reporter construct
were treated with TGFb1 for 12 h. Results were confirmed by at least three separate experiments (significantly different as compared
with the respective vehicle treatment, **Po0.01; NS, not significant; control, WT MEFs). (e) The effect of AP-1-binding site mutation
on TGFb1 gene induction. A TGFb1 reporter activity was determined in Ga12/Ga13�/� cells that had been transfected with pGL3-453
or pGL3-453-AP-1 in combination with pCMV or Ga12QL/Ga13QL. Data represent the mean±s.e. of three separate experiments
(significantly different as compared with pCMV transfection, *Po0.05, **Po0.01; NS, not significant).
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mutagenesis assay. A specific point mutation of the
proximal AP-1 box caused the complete loss of pGL3-
453 responsiveness to Ga12QL and Ga13QL, strengthen-
ing the notion that AP-1 plays a role in TGFb1 gene

induction by Ga12/Ga13 (Figure 4e). Our results support
the concept that Ga12 and Ga13 regulate the signals
required for AP-1 activation and thereby control AP-1-
dependent TGFb1 gene expression.

0

0.2

0.4

0.6

0.8

1.0

A
P

-1
 lu

ci
fe

ra
se

 a
ct

iv
ity

Gα13 minigene
Gα12 minigene

0

0.2

0.4

0.6

0.8

1.0

Gα13 siRNA
Gα12 siRNA

A
P

-1
 lu

ci
fe

ra
se

 a
ct

iv
ity

NS

Gα12/Gα13−/− MEFs

Gα13QL
Gα12QL

A
P

-1
 lu

ci
fe

ra
se

 a
ct

iv
ity

Gα12/Gα13−/− MEFs

pGL3-453

8

6

4

2

0

T
G

F
β1

 lu
ci

fe
ra

se
 a

ct
iv

ity

pGL3-453
-∆AP-1

 -  Gα12QL
 -  Gα13QL

0

2

4

6

8

4

3

2

1

0

N.S.

Gα12/Gα13−/−
Control

TGFβ1 luciferase activity 
(fold increase)

∗∗

∗
∗

∗∗

∗

∗

∗∗

∗∗
∗∗

∗∗

∗∗
(bp)−323 −175 −60 +1−453−731−1132−1362

con   TGFβ1 con   TGFβ1

NS

∗∗

5

10

15

20

25

0

Gα12/Gα13−/−

A
P

-1
 lu

ci
fe

ra
se

 a
ct

iv
ity

Control

Luciferase
(-1241,-1232)
(-1147,-1139) (-556,-547)

(-415,-409)
(-359,-353) (-267,-254)

(-119,-113)
(-131,-125)

(-79,-73)

−1132

−731

−453

−323

−175

0 5 10 15 20

- + - +

- - + +

- + - +

- - + +
- + - +

- - + +

-  Gα12QL
-  Gα13QL

TGFb1 gene regulation by Ga12 and Ga13

SJ Lee et al

1235

Oncogene



Rho/Rac-mediated AP-1-dependent TGFb1 gene
expression
To address the downstream effectors between Ga12/
Ga13 and AP-1 activation, we finally examined the role
of small GTP-binding proteins. Among small GTPase
family members, Rho members serve as the central
molecules regulated by many receptors including
GPCRs, and are involved in a variety of cellular
functions. We found that a dominant-negative mutant
(DN) of Rho or Rac, but not Cdc42, attenuated not
only the level of TGFb1 mRNA but also the TGFb1
reporter activity in MEF cells (Figures 5a and b). Our
data identify the role of Rho and Rac in TGFb1 gene
transactivation. Consistently, DN-Rho or DN-Rac
transfection inhibited the AP-1 activity (Figure 5c).
Moreover, they substantially decreased AP-1 activation
induced by Ga12QL and Ga13QL in cells deficient in
Ga12 and Ga13 (Figure 5d). These results showed that
Rho and Rac are the downstream effectors responsible
for AP-1 activation by Ga12 and Ga13, contributing to
TGFb1 gene expression.

Discussion

TGFb1 signaling is considered as an important
hallmark of cancer transdifferentiation and metastasis
(Coulouarn et al., 2008). In our study, the results of
real-time PCR and reporter gene assays in conjunction
with siRNA knockdowns and minigene or activated
mutant transfection experiments indicated the role of
Ga12 and Ga13 in constitutive or inducible TGFb1
gene transcription. To expand our results from the MEF
cell studies, we examined the functional role of Ga12/
Ga13 in primary HSCs. Knockdowns of Ga12/Ga13 in
cultured HSCs caused inhibition of TGFb1 transactiva-
tion. The concept that interruption of the G-protein
signal abrogated TGFb1 gene induction is strengthened
by the finding that TGFb1- or thrombin-inducible
TGFb1 gene expression is also decreased by a Ga12

and Ga13 deficiency, implying that the G-protein signal
may provide a central upstream mechanism that
amplifies the induction of TGFb1. Moreover, we found
that a deficiency in Ga12/Ga13 inhibits HSC activation,
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which might be because of the lack of Ga12/Ga13-
dependent autocrine loops, which activate TGFb1 gene
expression.

In this study, promoter deletion analyses revealed the
DNA region responsible for TGFb1 gene repression in
the absence of Ga12 and Ga13 to be the segment
containing the AP-1 boxes. Subsequent experiments on
AP-1 DNA-binding and reporter activities using siR-
NA, minigenes or activated mutants demonstrated that
Ga12 and Ga13 may regulate the signal for basal or
TGFb1-inducible AP-1 activity. Moreover, the role of
AP-1 in TGFb1 induction downstream of Ga12 and
Ga13 was supported by our specific AP-1 mutation
result for gene expression. Our additional gel shift
studies indicated that Jun-D might be involved in the
AP-1 complex formation for TGFb1 gene expression
(unpublished data), which is consistent with an earlier
observation (Smart et al., 2006). We also found that the
mRNA levels of Jun-D and of its target genes (matrix
metalloproteinase-9 and tissue inhibitor of metallopro-
teinase-1) were reduced by a deficiency in Ga12/Ga13.
Hence, Ga12 and Ga13 may regulate the remodeling and
deposition of ECM, which is essential for the invasion
and metastasis of tumor cells. The present results
showing the enhanced AP-1 activation by TGFb1 and
the repression of inducible AP-1 activity by the absence
of Ga12/Ga13 recapitulate the importance of AP-1 in the
auto-stimulatory mechanism of TGFb1 gene transcrip-
tion. This supports the concept that Ga12 and Ga13

regulate the basal and TGFb1-inducible activation of
AP-1. Our results agree with earlier reports that AP-1
serves as the transcription complex for induction of the
TGFb1 gene and inflammatory genes, such as tumor
necrosis factor-a, interleukin-1b and -6 (Kim et al.,
1989; Rhoades et al., 1992; Dokter et al., 1995; Weigert
et al., 2000).

Our observation that the small GTPases, Rho and
Rac, play crucial roles in relaying the signaling by Ga12/
Ga13 that results in the AP-1-dependent TGFb1
induction (Figure 5d) is consistent with the observation
that Ga12 and Ga13 have been known to regulate specific
signaling pathways through Rho family of GTPases
(Kurose, 2003; Fujii et al., 2005; Brown et al., 2006).
However, the competitively inhibitory mutants of Rho
(DN-Rho) and Rac (DN-Rac) were not able to
completely attenuate the basal TGFb1 mRNA levels
(Figure 5a), TGFb1-luciferase activity (Figure 5b) or
AP-1 luciferase activity (Figure 5c). This is fully in
agreement with the findings that the expression of TGFb
can be regulated by many different pathways that are
independent of Ga12/13 or Rho/Rac (Yue and Mulder,
2000). Thus, although the basal regulation of TGFb1
levels is not fully dependent on Rho or Rac (Figures 5a–
c), the Ga12/Ga13-mediated upregulation of AP-1
promoter activity involved in TGFb1 expression is
critically dependent on Rho and Rac, as indicated by
the observation (Figure 5d) that DN-Rho and DN-Rac
inhibit Ga12/Ga13-mediated AP-1 luciferase activity by
80 and 60%, respectively.

Quiescent HSCs, which lack AP-1 activity, transiently
express c-Fos, Fra-1, c-Jun and Jun-B during culture,

whereas myofibroblast-like (that is, activated) HSCs
show persistent AP-1 activity consisting of Jun-D, Fos-
B and Fra-2 (Bahr et al., 1999). Hence, the Ga12/Ga13

regulation of the TGFb1 gene in HSCs may also be
mediated with the AP-1-dependent signaling cascade. As
a large amount of TGFb1 is produced from activated
HSCs in the liver (Bataller and Brenner, 2005), these
cells may be involved in the growth and migration of
HCCs. In fact, HCCs have been shown to accompany
HSC activation (Olaso et al., 1997; Lee et al., 2007).
Moreover, co-transplantation of malignant hepatocytes
with activated HSCs increases the potency of tumor
formation, which might be mediated with activation of
the TGFb1 signaling pathway (Mikula et al., 2006).
Thus, TGFb1 produced from activated HSCs during
liver disease is likely to be a potent inducer of cellular
transformation.

In the hepatic carcinogenesis, HSCs serve as a liver-
specific pericyte and contribute to the remodeling and
deposition of tumor-associated ECM (Olaso et al.,
1997). In an additional effort to verify the regulatory
role of Ga12 and Ga13 in TGFb1 gene expression, we
examined the TGFb1 mRNA level in the liver of mice
challenged with DMN (a hepatocarcinogen). A Ga12

and Ga13 double heterozygous deficiency prevented the
ability of DMN to increase the TGFb1 mRNA level,
which corroborates the findings obtained from cellular
models. Moreover, we found the hepatic accumulation
of ECM to be inhibited during a deficiency in Ga12/Ga13

(manuscript in preparation), which is consistent with
our finding showing decrease in the level of TGFb1
mRNA in HSCs. Our studies also indicated that the
level of CYP2E1 after DMN treatments was not
significantly different among the KO animals, suggest-
ing that a deficiency in Ga12/Ga13 might not change
DMN activation. During the inflammatory period, the
destruction of hepatocytes stimulates pro-inflammatory
cells to produce toxic cytokines, which then trigger
cellular changes, leading to liver disease through HSC
activation (Schook et al., 1992; Friedman, 1993; Bataller
and Brenner, 2005; Lee et al., 2007). Our result showing
no significant difference in tumor necrosis factor-a levels
between WT and Ga12/Ga13þ /� mice in response to
DMN excludes the possibility that a deficiency in Ga12/
Ga13 inhibits the tumor necrosis factor-a-dependent
inflammatory process.

The vasoconstrictive mediators (for example, throm-
bin, angiotensin II and endothelin-1/2) induce cell
transdifferentiation and proliferation (Pinzani et al.,
1996; Bataller et al., 2000; Gaca et al., 2002; Fiorucci
et al., 2004). Blockage of the GPCRs interacting with
these ligands attenuates HCC growth and hepatocarci-
nogenesis through the inhibition of neovascularization
(Molteni et al., 2006; Kaufmann et al., 2007; Yoshiji
et al., 2007). In this study, we verified that thrombin
treatment increased the level of TGFb1 mRNA in
MEFs or HSCs through AP-1, which was attenuated by
a deficiency in Ga12/Ga13. Hence, it is plausible that the
Ga12 and Ga13 pathway for AP-1 activation becomes
more sensitive to elevated levels of the appropriate
GPCR ligands, which contribute to TGFb1 production.
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Thus, Ga12 and Ga13 regulate expression of the TGFb1
gene, and a deficiency in Ga12/Ga13 prevents TGFb1
gene expression through a process mediated by a
decrease in AP-1 activity. These observations lend
support to the hypothesis that the activation of the
GPCR-Ga12 pathway is associated with TGFb1-
mediated transdifferentiation process.

Materials and methods

Cell culture and treatment
Immortalized MEFs were generated from genetically engi-
neered mice that contained gene KOs for rhodopsin kinase
(RK) and Ga12 and/or Ga13 (Xu et al., 1997; Vogt et al., 2003).
RK, whose physiological function is restricted to photoreduc-
tion (Xu et al., 1997; Ki et al., 2007), was used as the KO
control in association with G-proteins. As gene expression and
induction responses in RK�/� MEFs were similar to those in
WT MEFs (Ki et al., 2007), both RK�/� and WT MEFs were
used as control cells. Cells were grown to 80–90% confluency
and were subjected to no more than 20 cell passages. HSCs
were isolated from WT or Ga12/Ga13þ /� mice, according to
the published method (Kang et al., 2002b). After incubation
for 7 days, the cells were sub-cultured to a six-well plate for
further experiments. The degree of liver perfusion was
important to ensure the purity of the HSCs (>95%), which
show fully activated myofibroblast-like phenotype in culture.
Primary MEFs were isolated from the embryos of WT or
Ga12/Ga13þ /� mice at embryonic days 10 and 12. Experi-
ments were carried out using primary MEF cells between
passages 1 and 2. The cells were cultured in Dulbecco’s
modified Eagle’s medium containing 10% of fetal bovine
serum, 100 U/ml of penicillin and 100mg/ml of streptomycin.
After serum starvation for 12 h, the cells were treated with
5 ng/ml of TGFb1 (R&D Systems, Minneapolis, MN, USA) or
10 U/ml of thrombin (Calbiochem, San Diego, CA, USA) for
the indicated time period.

Animals
Animal experiments were conducted under the guidelines of
the Institutional Animal Use and Care Committee at Seoul
National University. WT and Ga12/Ga13þ /� mice at the age
of 8 weeks (B30 g body weight) were used for animal
experiments (N¼ 4�6 for each group) (Dr M Simon, Caltech)
(Gu et al., 2002). PCR-based genotyping and immunoblotting
confirmed the genotypes (Gu et al., 2002). To induce the
activation of HSCs, mice in each group were treated with
vehicle (N¼ 4) or multiple doses of DMN (10 ml per kg body
weight, i.p., N¼ 6; Sigma Chemical, St Louis, MO, USA)
twice per week for 4 weeks, as described earlier (Kang et al.,
2002a, b). The mice were killed on day 28, and total RNA was
extracted from the liver.

Semi-quantitative RT and real-time PCR
Total RNA was isolated from cells or liver using the improved
single-step method of thiocyanate–phenol–chloroform RNA
extraction according to the procedures described earlier (Kang
et al., 2002b). RT–PCR was performed using primers specific
for TGFb1 (sense primer: 50-CTTCAGCTCCACAGAGAA
GAACTGC-30, antisense primer: 50-CACGATCATGTTGGA
CAACTGCTCC-30) (298 bp) and glyceraldehyde 3-phosphate
dehydrogenase (GAPDH) (sense: 50-TCGTGGAGTCTACT
GGCGT-30, antisense: 50-GCCTGCTTCACCACCTTCT-30)
(510 bp). Band intensities of the amplified DNAs were

compared after visualization on an UV transilluminator. The
SYBR Green real-time PCR amplifications were performed in
a 96-well GeneAmp PCR System 9700 coupled with an ABI
Prism 7000 Sequence Detection System (AB Applied Bio-
systems, Alameda, CA, USA). The CT values of TGFb1 and
GAPDH amplification were obtained by using serially diluted
cDNA samples, and samples with the same CT values were
used to facilitate equal loading of cDNA.

Transient transfection and luciferase reporter assay
MEFs or HSCs were plated at a density of 5� 105 cells/well in
a six-well dish and were transfected with expression constructs,
scrambled siRNA (scRNA) or siRNA directed against Ga12/
Ga13 (100 pmol each) (Dharmacon, Boulder, CO, USA) using
a Lipofectamine 2000 reagent (Invitrogen, Carlsbad, CA,
USA). The culture medium was then changed to the medium
containing 1% of fetal bovine serum, and the cells were further
incubated for 12 h. The specificity of siRNA was verified by
Ga12/Ga13 immunoblotting. The TGFb1 reporter constructs
were kindly provided by Dr SJ Kim (National Cancer
Institute, Bethesda, MD, USA). The AP-1 reporter plasmid
was purchased from Stratagene (La Jolla, CA, USA).
Transfected cells were treated with TGFb1 or thrombin for
12 h. Luciferase activities were measured using a dual-
luciferase assay system (Promega, Madison, WI, USA) (24).
In certain experiments, the minigenes (Solis-Herruzo et al.,
1998; Byun et al., 2006) or activated mutant constructs of
Ga12/Ga13 (0.5 mg each) were co-transfected with the reporter
gene. For certain knockdown experiments, the cells were co-
transfected with scRNA, Ga12 siRNA and/or Ga13 siRNA
with reporter constructs.

GST-TPR pulldown assays
A construct of GST-fused TPR domain was kindly provided
by Dr N Dhanasekaran (Temple University, PA, USA). GST-
TPR was purified from Escherichia coli, as described earlier
(Yamaguchi et al., 2003). The GST-TPR pulldown assay was
carried out according to the previously published method
(Radhika et al., 2005). Briefly, MEF cells were transfected with
the construct encoding WT Ga12 or Ga13 and were stimulated
with TGFb1 for 1–10 min. Cell lysates were incubated with
GST-TPR bound to glutathione-Sepharose beads for 3 h at
4 1C. The bound proteins were resolved by SDS–polyacryla-
mide gel electrophoresis and immunoblotted for Ga12 or Ga13

(Santa Cruz Biotechnology, Santa Cruz, CA, USA). Ga12QL
or Ga13QL was used as a positive control.

Mutagenesis assay
The proximal AP-1 box in the human TGFb1 gene located
between �430 and �396 bp was specifically point-mutated
by substituting bases using mutagenic primers (50-
TGTTTCCCAGCCTGGTTCTCCTTCCGTTCTGG-30 and
50-AAGGGTCGGACCAAGAGGAAGGCAAGACCCAG-
30, underlines indicate the mutated nucleotides), according to
the manufacturer’s instructions (Stratagene, La Jolla, CA,
USA) (Weigert et al., 2000). The DNA sequence of the mutant
construct, pGL3-453-DAP-1, was verified by using an auto-
matic DNA sequence analyzer.

Statistical analysis
One-way analysis of variance procedures were used to assess
significant differences among treatment groups. For each
significant effect of treatment, the Newman-Keuls test was
used for comparisons of multiple group means.

TGFb1 gene regulation by Ga12 and Ga13

SJ Lee et al

1238

Oncogene



Acknowledgements

We thank Dr SC Brooks III for helpful discussion and
English editing. This work was supported by the Korea

Science and Engineering Foundation (KOSEF) grant funded
by the Korea government (MEST) (No. R11-2007-107-
01001-0), Korea.

References

Ankoma-Sey V, Wang Y, Dai Z. (2000). Hypoxic stimulation of
vascular endothelial growth factor expression in activated rat
hepatic stellate cells. Hepatology 31: 141–148.

Bahr MJ, Vincent KJ, Arthur MJ, Fowler AV, Smart DE, Wright MC
et al. (1999). Control of the tissue inhibitor of metalloproteinases-1
promoter in culture-activated rat hepatic stellate cells: regulation by
activator protein-1 DNA binding proteins. Hepatology 29:
839–848.

Bataller R, Brenner DA. (2005). Liver fibrosis. J Clin Invest 115:
209–218.

Bataller R, Gines P, Nicolas JM, Gorbig MN, Garcia-Ramallo E,
Gasull X et al. (2000). Angiotensin II induces contraction and
proliferation of human hepatic stellate cells. Gastroenterology 118:
1149–1156.

Brown JH, Del Re DP, Sussman MA. (2006). The Rac and Rho hall of
fame: a decade of hypertrophic signaling hits. Circ Res 98:
730–742.

Byun HJ, Hong IK, Kim E, Jin YJ, Jeoung DI, Hahn JH et al. (2006).
A splice variant of CD99 increases motility and MMP-9 expression
of human breast cancer cells through the AKT-, ERK-, and JNK-
dependent AP-1 activation signaling pathways. J Biol Chem 281:
34833–34847.

Chan AM, Fleming TP, McGovern ES, Chedid M, Miki T, Aaronson
SA. (1993). Expression cDNA cloning of a transforming
gene encoding the wild-type Ga12 gene product. Mol Cell Biol 13:
762–768.

Coulouarn C, Factor VM, Thorgeirsson SS. (2008). Transforming
growth factor-b gene expression signature in mouse hepatocytes
predicts clinical outcome in human cancer. Hepatology 47:
2059–2067.

Dhanasekaran N, Dermott JM. (1996). Signaling by the G12 class of G
proteins. Cell Signal 8: 235–245.

Dokter WH, Tuyt L, Sierdsema SJ, Esselink MT, Vellenga E. (1995).
The spontaneous expression of interleukin-1b and interleukin-6 is
associated with spontaneous expression of AP-1 and NF-kB
transcription factor in acute myeloblastic leukemia cells. Leukemia
9: 425–432.

Fiorucci S, Antonelli E, Distrutti E, Severino B, Fiorentina R, Baldoni
M et al. (2004). PAR1 antagonism protects against experimental
liver fibrosis. Role of proteinase receptors in stellate cell activation.
Hepatology 39: 365–375.

Fransvea E, Angelotti U, Antonaci S, Giannelli G. (2008). Blocking
transforming growth factor-b up-regulates E-cadherin and reduces
migration and invasion of hepatocellular carcinoma cells. Hepatol-

ogy 47: 1557–1566.
Friedman SL. (1993). Seminars in medicine of the Beth Israel Hospital,

Boston. The cellular basis of hepatic fibrosis. Mechanisms and
treatment strategies. N Engl J Med 328: 1828–1835.

Fujii T, Onohara N, Maruyama Y, Tanabe S, Kobayashi H,
Fukutomi M et al. (2005). Ga12/13-mediated production of
reactive oxygen species is critical for angiotensin receptor-
induced NFAT activation in cardiac fibroblasts. J Biol Chem 280:
23041–23047.

Gaca MD, Zhou X, Benyon RC. (2002). Regulation of hepatic stellate
cell proliferation and collagen synthesis by proteinase-activated
receptors. J Hepatol 36: 362–369.

George J, Chandrakasan G. (1996). Molecular characteristics of
dimethylnitrosamine induced fibrotic liver collagen. Biochim Biophys

Acta 1292: 215–222.
George J, Rao KR, Stern R, Chandrakasan G. (2001). Dimethylni-

trosamine-induced liver injury in rats: the early deposition of
collagen. Toxicology 156: 129–138.

Giannelli G, Bergamini C, Fransvea E, Sgarra C, Antonaci S. (2005).
Laminin-5 with transforming growth factor-b1 induces epithelial to
mesenchymal transition in hepatocellular carcinoma. Gastroenterol-

ogy 129: 1375–1383.
Goldsmith ZG, Dhanasekaran DN. (2007). G protein regulation of

MAPK networks. Oncogene 26: 3122–3142.
Graupera M, Garcia-Pagan JC, Abraldes JG, Peralta C, Bragulat M,

Corominola H et al. (2003). Cyclooxygenase-derived products
modulate the increased intrahepatic resistance of cirrhotic rat livers.
Hepatology 37: 172–181.

Gu JL, Muller S, Mancino V, Offermanns S, Simon MI. (2002).
Interaction of Ga12 with Ga13 and Gaq signaling pathways. Proc

Natl Acad Sci USA 99: 9352–9357.
Jenkins SA, Grandison A, Baxter JN, Day DW, Taylor I,

Shields R. (1985). A dimethylnitrosamine-induced model
of cirrhosis and portal hypertension in the rat. J Hepatol 1:
489–499.

Kang KW, Choi SH, Ha JR, Kim CW, Kim SG. (2002a). Inhibition of
dimethylnitrosamine-induced liver fibrosis by [5-(2-pyrazinyl)-4-
methyl-1,2-dithiol-3-thione] (oltipraz) in rats: suppression of
transforming growth factor-b1 and tumor necrosis factor-a expres-
sion. Chem Biol Interact 139: 61–77.

Kang KW, Choi SY, Cho MK, Lee CH, Kim SG. (2003). Thrombin
induces nitric-oxide synthase via Ga12/13-coupled protein kinase
C-dependent I-kBa phosphorylation and JNK-mediated I-kBa
degradation. J Biol Chem 278: 17368–17378.

Kang KW, Kim YG, Cho MK, Bae SK, Kim CW, Lee MG et al.
(2002b). Oltipraz regenerates cirrhotic liver through CCAAT/
enhancer binding protein-mediated stellate cell inactivation. FASEB

J 16: 1988–1990.
Kaufmann R, Rahn S, Pollrich K, Hertel J, Dittmar Y, Hommann M

et al. (2007). Thrombin-mediated hepatocellular carcinoma cell
migration: cooperative action via proteinase-activated receptors 1
and 4. J Cell Physiol 211: 699–707.

Kawanabe Y, Okamoto Y, Nozaki K, Hashimoto N, Miwa S, Masaki
T. (2002). Molecular mechanism for endothelin-1-induced stress-
fiber formation: analysis of G proteins using a mutant endothelin(A)
receptor. Mol Pharmacol 61: 277–284.

Kelly P, Casey PJ, Meigs TE. (2007). Biologic functions of the G12
subfamily of heterotrimeric G proteins: growth, migration, and
metastasis. Biochemistry 46: 6677–6687.

Ki SH, Choi MJ, Lee CH, Kim SG. (2007). Ga12 specifically regulates
COX-2 induction by sphingosine 1-phosphate. Role for JNK-
dependent ubiquitination and degradation of IkBa. J Biol Chem

282: 1938–1947.
Kim SJ, Glick A, Sporn MB, Roberts AB. (1989). Characterization of

the promoter region of the human transforming growth factor-b1
gene. J Biol Chem 264: 402–408.

Kumar RN, Shore SK, Dhanasekaran N. (2006). Neoplastic
transformation by the gep oncogene, Ga12, involves signaling by
STAT3. Oncogene 25: 899–906.

Kuner R, Swiercz JM, Zywietz A, Tappe A, Offermanns S. (2002).
Characterization of the expression of PDZ-RhoGEF, LARG and
Ga12/Ga13 proteins in the murine nervous system. Eur J Neurosci 16:
2333–2341.

Kurose H. (2003). Ga12 and Ga13 as key regulatory mediator in signal
transduction. Life Sci 74: 155–161.

Lee JS, Semela D, Iredale J, Shah VH. (2007). Sinusoidal remodeling
and angiogenesis: a new function for the liver-specific pericyte?
Hepatology 45: 817–825.

Mikula M, Proell V, Fischer AN, Mikulits W. (2006). Activated
hepatic stellate cells induce tumor progression of neoplastic

TGFb1 gene regulation by Ga12 and Ga13

SJ Lee et al

1239

Oncogene

Joseph George
Rectangle



hepatocytes in a TGF-b dependent fashion. J Cell Physiol 209:
560–;567.

Molteni A, Heffelfinger S, Moulder JE, Uhal B, Castellani WJ. (2006).
Potential deployment of angiotensin I converting enzyme inhibitors
and of angiotensin II type 1 and type 2 receptor blockers in cancer
chemotherapy. Anticancer Agents Med Chem 6: 451–460.

Oklu R, Hesketh R. (2000). The latent transforming growth factor b
binding protein (LTBP) family. Biochem J 352(Part 3): 601–610.

Olaso E, Santisteban A, Bidaurrazaga J, Gressner AM, Rosenbaum J,
Vidal-Vanaclocha F. (1997). Tumor-dependent activation of rodent
hepatic stellate cells during experimental melanoma metastasis.
Hepatology 26: 634–642.

Pinzani M, Milani S, De Franco R, Grappone C, Caligiuri A, Gentilini
A et al. (1996). Endothelin 1 is overexpressed in human cirrhotic
liver and exerts multiple effects on activated hepatic stellate cells.
Gastroenterology 110: 534–548.

Qi Z, Atsuchi N, Ooshima A, Takeshita A, Ueno H. (1999). Blockade
of type beta transforming growth factor signaling prevents liver
fibrosis and dysfunction in the rat. Proc Natl Acad Sci USA 96:
2345–2349.

Radhika V, Hee Ha J, Jayaraman M, Tsim ST, Dhanasekaran N.
(2005). Mitogenic signaling by lysophosphatidic acid (LPA) involves
Galpha12. Oncogene 24: 4597–4603.

Rhoades KL, Golub SH, Economou JS. (1992). The regulation of the
human tumor necrosis factor a promoter region in macrophage,
T cell, and B cell lines. J Biol Chem 267: 22102–22107.

Schook LB, Lockwood JF, Yang SD, Myers MJ. (1992). Dimethylni-
trosamine (DMN)-induced IL-1b, TNF-a, and IL-6 inflammatory
cytokine expression. Toxicol Appl Pharmacol 116: 110–116.

Smart DE, Green K, Oakley F, Weitzman JB, Yaniv M, Reynolds G
et al. (2006). JunD is a profibrogenic transcription factor regulated
by Jun N-terminal kinase-independent phosphorylation. Hepatology

44: 1432–1440.
Solis-Herruzo JA, Hernandez I, De la Torre P, Garcia I, Sanchez JA,

Fernandez I et al. (1998). G proteins are involved in the suppression

of collagen a1(I) gene expression in cultured rat hepatic stellate cells.
Cell Signal 10: 173–183.

Vogt S, Grosse R, Schultz G, Offermanns S. (2003). Receptor-
dependent RhoA activation in G12/G13-deficient cells: genetic
evidence for an involvement of Gq/G11. J Biol Chem 278:
28743–28749.

Weigert C, Sauer U, Brodbeck K, Pfeiffer A, Haring HU, Schleicher
ED. (2000). AP-1 proteins mediate hyperglycemia-induced activa-
tion of the human TGF-b1 promoter in mesangial cells. J Am Soc

Nephrol 11: 2007–2016.
Xu J, Dodd RL, Makino CL, Simon MI, Baylor DA, Chen J. (1997).

Prolonged photoresponses in transgenic mouse rods lacking arrestin.
Nature 389: 505–509.

Xu N, Bradley L, Ambdukar I, Gutkind JS. (1993). A mutant
a subunit of G12 potentiates the eicosanoid pathway and is
highly oncogenic in NIH 3T3 cells. Proc Natl Acad Sci USA 90:
6741–6745.

Xu N, Voyno-Yasenetskaya T, Gutkind JS. (1994). Potent transform-
ing activity of the G13 a subunit defines a novel family of oncogenes.
Biochem Biophys Res Commun 201: 603–609.

Yamaguchi Y, Katoh H, Negishi M. (2003). N-terminal short
sequences of a subunits of the G12 family determine selective
coupling to receptors. J Biol Chem 278: 14936–14939.

Yoshiji H, Noguchi R, Ikenaka Y, Kitade M, Kaji K, Tsujimoto T
et al. (2007). Renin–angiotensin system inhibitors as therapeutic
alternatives in the treatment of chronic liver diseases. Curr Med

Chem 14: 2749–2754.
Yue J, Mulder KM. (2000). Requirement of Ras/MAPK pathway

activation by transforming growth factor beta for transforming
growth factor b1 production in a Smad-dependent pathway. J Biol

Chem 275: 30765–30773.
Zhao S, Venkatasubbarao K, Lazor JW, Sperry J, Jin C, Cao L et al.

(2008). Inhibition of STAT3Tyr705 phosphorylation by Smad4
suppresses transforming growth factor b-mediated invasion and
metastasis in pancreatic cancer cells. Cancer Res 68: 4221–4228.

TGFb1 gene regulation by Ga12 and Ga13

SJ Lee et al

1240

Oncogene


	The gep oncogenes, Galpha12 and Galpha13, upregulate the transforming growth factor-beta1 gene
	Introduction
	Results
	Galpha12solGalpha13 regulation of the basal TGFbeta1 gene expression
	Galpha12solGalpha13 regulation of TGFbeta1 gene induction by TGFbeta1 or thrombin
	Galpha12solGalpha13 regulation of TGFbeta1 gene induction in HSCs and in the liver
	Role of AP-1 in TGFbeta1 gene expression downstream from Galpha12solGalpha13

	Figure 1 The constitutive TGFbeta1 gene expression.
	Figure 2 The effect of transforming growth factor-beta1 (TGFbeta1) or thrombin on the TGFbeta1 gene expression.
	Figure 3 The regulatory role of Galpha12solGalpha13 in the TGFbeta1 gene induction in HSCs or in the liver.
	Figure 4 AP-1-dependent TGFbeta1 gene expression downstream of Galpha12solGalpha13.
	RhosolRac-mediated AP-1-dependent TGFbeta1 gene expression

	Discussion
	Figure 5 The role of RhosolRac in the TGFbeta1 gene expression or the AP-1 reporter activity downstream of Galpha12solGalpha13.
	Materials and methods
	Cell culture and treatment
	Animals
	Semi-quantitative RT and real-time PCR
	Transient transfection and luciferase reporter assay
	GST-TPR pulldown assays
	Mutagenesis assay
	Statistical analysis

	Acknowledgements
	References


