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Abstract

Guanosine 3',5'-cyclic monophosphate (cGMP) and small GTPase Rac are critical regulators of cell
functions. Recently, Rac has been shown to use its downstream effector p21-activated kinase (PAK)
to directly activate transmembrane guanylyl cyclases (GCs). This novel Rac/PAK/GC/cGMP
signaling pathway bridges Rac and cGMP, and provides a general molecular mechanism for diverse
receptors to regulate physiological functions such as cell migration through elevating the cellular
CGMP level.
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Introduction

cGMP is a common second messenger regulating diverse cell functions [1-4]. The production
of cGMP is catalyzed by guanylyl cyclases (GCs). There are two types of GCs, soluble and
transmembrane. The soluble GC is activated through the binding of nitric oxide to its heme
group. There are seven mammalian transmembrane GCs. Transmembrane GCs are regulated
through both extracellular and intracellular signaling pathways. GC-A and GC-B are natriuretic
peptide receptors (also named natriuretic factor receptor guanylyl cyclases). GC-C can be
activated by bacterial enterotoxins, guanylin, and uroguanylin. GC-E, GC-F, and GC-G are
without known extracellular ligands. GC-E and GC-F, mainly found in retina, can be modulated
by a group of retinal-specific cellular proteins named GCAPs (guanylyl cyclase activating
proteins) in a calcium-dependent manner [1]. GC-D, specifically expressed in a subset of
olfactory neurons in mammals, could be activated by guanylin and uroguanylin, as well as by
bicarbonate ions [5-8]. Upon the binding of the extracellular ligands or the intracellular
activators, GCs go through conformational changes to become active. The positioning of the
two cyclase domains from the GC homodimer is critical to the activation state of the enzyme.

Rac belongs to the Rho GTPases, a family of proteins best known for their regulation of
cytoskeleton and cell migration [9-11]. Rac can be activated by extracellular signals through
receptor tyrosine kinases such as the PDGF receptor and through G protein-coupled receptors.
Rac, as well as its downstream effectors such as PAK and WAVE proteins, play key roles in
regulating actin polymerization and promoting lamellipodial formation at the front edges of
migrating cells.
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PAK is one of the best characterized downstream effectors of Rac. PAK family members
regulate cellular proliferation, differentiation, transformation, and survival [12-14]. Recent
studies in cancer cells, Dictyostelium, neuronal cells, and other systems indicate that PAKs
play important parts in cytoskeletal rearrangement and cell migration [12—-16]. From the crystal
structure of PAK1 [17], the inactive state of PAK is maintained by the N-terminal auto-
regulatory region binding to and inhibiting the catalytic kinase domain. Direct binding of GTP-
bound Rac (or Cdc42) releases PAK kinase domain from this inhibition. PAK then
autophosphorylates to stabilize the active state [17]. Active PAK triggers various physiological
responses by phosphorylating target proteins at their serine and/or threonine residues.
However, a phosphorylation-independent function of PAK has also been reported. The
molecular mechanism for such a function was not known. Our discovery of a phosphorylation-
independent function, i.e., GC activation by PAK, provides insights in the diverse functions
of PAKSs [18].

cGMP plays a role in the cytoskeletal reorganization and cell movement. For example,
elevation of the cGMP concentration disrupts stress fibers through phosphorylation and
inactivation of RhoA by cGMP-dependent protein kinase (PKG) [19]. In platelets, cGMP
regulates cytoskeleton and cell motility by activating PKG and its phosphorylation on the actin-
binding protein VASP [20]. In Dictyostelium amoebae, cGMP mediates myosin filament
formation in the posterior of the cell [21], a crucial step for chemotaxis. cGMP production in
Dictyostelium can also be stimulated at the leading edge and could be involved in the
stimulation of pseudopod extension [22]. cGMP is also involved the migration process in other
cell types such as endothelial cells [23-25], vascular smooth muscle cells [26], and neutrophils
[27]. Moreover, a properly controlled cGMP gradient and/or a cGMP/CAMP ratio may be
critical in neuronal cell migration and axonal guidance [28,29]. These findings not only suggest
potential significant roles of cGMP played in the regulatory pathways of cytoskeleton and cell
motility, but also raise the possibility of a crosstalk between GCs and other cell migration
regulators such as Rac and PAK. In fact, Racl could be transiently activated by cGMP in
HEK?293 cells [30]. Our studies showed that transmembrane GCs could be directly activated
by PAK, providing the missing link between cGMP and Rac, two important regulators of
cellular functions (Fig. 1).

of transmembrane GCs by Rac and PAK

In our studies of the regulation of transmembrane GCs, we found that Racl could increase the
GC activity in cells. Expression of a constitutively activated mutant of Racl in CHO-GC cells
(CHO cells stably expressing different GCs) led to a significant increase of cellular cGMP
levels. This stimulatory effect is specific to Racl since the other two members of the Rho-
family small GTPases, RhoA, and Cdc42, did not increase the cellular cGMP levels when their
constitutively activated mutant forms were transiently expressed in CHO-GC cells. The Racl
regulation appears to be a general phenomenon to the transmembrane GCs since Racl had no
effect on the activity of soluble GC [18].

Membrane signaling receptors can use this Rac-mediated pathway to modulate the cellular
cGMP level. In fibroblast cells, PDGF binds and stimulates PDGFR, resulting in the activation
of Rac. In serum-starved cells expressing membrane GCs, PDGF treatment led to higher
cellular cGMP levels [18]. This increase of cGMP level could be blocked by the expression of
a dominant-negative Racl mutant [Racl (T17N)] in these cells [18]. Moreover, in Racl-
deficient mouse embryonic fibroblast (MEF) cells, PDGF-induced increase of cellular cGMP
was demolished. Re-expression of Racl in these Racl-deficient cells restored the cGMP
response. These data further demonstrated that Rac relays the PDGF signal to increase GC
activity.
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In vitro GC activity assay with purified proteins indicated that Rac is not a direct activator of
GC. Analyses of known downstream effectors of Racl demonstrated that PAK is required for
the activation of GC. Expression of a constitutively active mutant of PAK1 in CHO-GC cells
increased the cellular cGMP levels [18]. More importantly, transient expression of the PAK1
autoinhibitory domain PAK1-(83-149), which inhibits PAK function [31], blocked the
stimulation of GCs by Rac1(G12V). On the other hand, expression of PAK1-(83-149)L107F,
which lacks the inhibitory effect on PAK1, did not block Rac1(G12V)-induced cellular cGMP
accumulation [18]. These findings demonstrate that active PAK acts downstream of Racl in
stimulating GC.

PAK is a downstream effector for both Rac and CDC42. In an in vitro kinase assay, PAK could
be activated by Rac and CDC42 to a similar extent. In our studies of the activation of GC by
PAK, we observed that both purified Racl and CDC42 could activate PAK, and in turn increase
the activity of purified GC protein. However, measurements of cGMP levels in cultured cells
showed that only constitutively active Rac was able to increase cGMP production.
Constitutively active CDC42 failed to do so. Although this is consistent with the fact that Rac
and CDCA42 play distinctively different physiological roles, the reason for their differences in
the regulation of GC is not clear at the present time.

Phosphorylation-independent activation of GC by PAK

GC activity assays with purified PAK proteins (PAK1 and PAK?2) and intracellular domains
of GC-D and GC-E (GC-D-intra and GC-E-intra) demonstrate that PAK is a direct activator
of GC. Purified PAK (in the presence of Mg2+-ATP) by itself increased the activity of purified
GC-intra by ~ twofold. Addition of Rac1-GTPyS to activate PAK led to more than an eightfold
increase of GC-intra activity [18]. Moreover, the activation of GC-E by PAK2 (in the presence
of Rac1-GTPyS) was concentration-dependent with an ECsg value of ~ 42 nM [18]. Since PAK
isa protein kinase, a logical scenario would be that PAK activates GC through phosphorylation
of GC leading to its subsequent conformational change. However, our studies showed that this
activation of GC by PAK is phosphorylation-independent.

In vitro phosphorylation assays showed that GC-E-intra was not phosphorylated by active
PAK. However, kinase-dead mutants of PAK could not stimulate GC in cells or in in vitro
assays with purified proteins. These data suggest that although the phosphorylation of GC by
PAK is not required for its activation, the kinase activity of PAK is needed. PAK1 can
autophosphorylate itself on several serine and threonine residues including Thr423 (Thr402 in
PAK?2) at the activation loop of the catalytic domain. Phosphorylation of Thr423 is critical for
the conformational change of the activation loop, assembly of the active configuration of the
catalytic domain, and activation of PAK1. The phosphorylation of PAK is essential for its
ability to activate GC. Wild-type PAK proteins could no longer activate GC after they were
de-phosphorylated with alkaline phosphatase [18]. The de-phosphorylated PAK could still be
activated by Rac1-GTPyS in the presence of ATP leading to auto-phosphorylation; this re-
phosphorylated PAK regained its ability to stimulate GC [18]. Furthermore, when Thr423 of
PAK1(K298A) was mutated to glutamine to mimic the auto-phosphorylation, the kinase-dead
protein was able to activate GC in vitro [16]. Moreover, a pre-phosphorylated PAK1(K298A)
also increased the activity of GC-intra. There fore, although PAK does not phosphorylate GC,
its own phosphorylation is required for its ability to activate GC.

PAK activates GC through direct interaction with the cyclase domain by its
kinase domain

Several lines of evidence confirmed the direct interaction of PAK and GC-E-intra. These
include the co-immunoprecipitation of PAK and GC (endogenous or epitope-tagged) from
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mammalian cells, the co-expression and co-purification of His-tagged GC-E-intra and GST-
tagged PAK in Sf9 cells, and the direct interaction of purified GST-PAK and His-GC-E-intra
proteins [18]. Consistent with the GC activation assays, only the PAK with an active
conformation can interact with GC. Further binding studies showed the interaction between
the two proteins is through the kinase domain of PAK and the cyclase domain of GC [18].
These data indicated that PAK is likely to activate GC by direct contact with the cyclase domain
to induce a conformational change. This is actually similar to the allosteric activation of
transmembrane adenylyl cyclases by G proteins, suggesting a general mechanism in the
regulation of cyclase activity by intracellular factors. Furthermore, our results revealed a new,
phosphorylation-independent role of PAK kinase domain in regulating cellular functions. A
recent report showed that the phosphorylated kinase domain of PAK2 dimerizes. The
interaction between two kinase domains stabilizes the active conformation of the enzyme,
leading to a full activation through trans-autophosphorylation [32]. A similar mechanism has
also been reported in the activation of EGFR [33]. These studies, plus the fact that the cyclases,
which contain highly conserved catalytic domains, are activated through conformational
changes induced either by ligand binding or by interactions with intracellular factors, led us to
propose a similar allosteric activation process in the activation of GCs by PAK (Fig. 1).

Role of GC in PDGF-induced lamellipodial formation and cell migration

Racl and PAK are known to be critical players in cytoskeletal reorganization and cell
migration. Rac1/PAK could use multiple pathways or feedback loops to control cell migration.
Our results demonstrated that Rac1/PAK signaling through GC/cGMP is one of them. Both
the treatment by PDGF and the expression of constitutively active Racl or PAK1 proteins
could increase cellular cGMP levels in mouse embryonic fibroblast (MEF) cells. GC-A is the
major transmembrane GC in MEF. When we knocked down GC-A protein level in MEF cells
by RNA interference, the PDGF-induced increase in cGMP production was reduced [18]. More
importantly, PDGF-induced cell migration was impaired (Fig. 2). In addition, GC-A RNAI
inhibited active Racl-induced cell migration. ANP stimulation alone or treatment with a
membrane-permeant cGMP analog was not sufficient to induce MEF cell migration. Thus, an
increased cGMP level (or a gradient) is required, but by itself not sufficient, for cell migration.
Nonetheless, our data show that GCs, like Rac and PAK, play a critical role in cell migration.

The molecular mechanism by which GC is required for PDGF-induced fibroblast cell migration
was further explored. We showed that the Rac/cGMP pathway plays an important role in
lamellipodial formation [18]. Lamellipodia are protruding membrane structures at the leading
edge of migrating cells. Racl and PAK have been shown to mediate PDGF-induced
lamellipodial formation [34-37]. GC-A siRNA treatment led to a reduction of lamellipodia in
the presence of PDGF. Furthermore, constitutively active Racl induced formation of
lamellipodia which was also inhibited by GC-A RNA. treatment [18]. Moreover, although
ANP alone was not sufficient to induce MEF cell migration, it induced transient formation of
lamellipodia (Fig. 3). These data suggest that GC is involved in PDGF and Racl induced
lamellipodial formation.

Rac could down regulate Rho activity at the front in order for the cell to migrate forward
[38]. The mechanisms for this regulation are not entirely clear. Production of oxygen radicals
as a result of Rac activation has been shown to inactivate Rho through p190RhoGAP [39]. In
our analysis of cytoskeletal reorganization in GC-A RNA.i cells, we observed that, in addition
to the lack of lamellipodial formation induced by PDGF, the RNAI-treated cells showed
persistent formation of stress fibers. In contrast, stress fibers quickly disappeared in wild-type
cells after PDGF treatment, indicating a decrease in RhoA activity. These results suggest that
cGMP plays a role linking Rac and Rho, balancing the activities of the two small GTPases
during the course of cell migration.
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summary, we have discovered a new Rac/PAK/GC/cGMP signaling pathway that provides

a general mechanism for diverse signaling receptors to increase the cellular concentrations of
cGMP. This new pathway could be essential for various biological processes such as cell
migration and axonal guidance. Our findings also provide new insights in the modulation of
cyclase activity. For example, PAK kinase domain may act as an allosteric activator to activate
GC. This in turn will further our understanding of the functions and regulations of both GC

an

d Rac/PAK pathways.
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membrane

cGMP

Schematic diagram of the activation of membrane-bound GCs by intracellular signals. Upon
ligand binding and activation, receptors transmit the signals to Rac via guanine nucleotide-
exchange factors. Activated Rac is translocated to the membrane. Rac, in turn, activates PAKs
and translocates PAKs to the membrane where PAKSs directly contact GCs to cause a

conformational change and to activate GCs, leading to the production of cGMP
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Control
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Fig. 2.

GC-A is required for PDGF-induced lamellipodium formation. PDGF (20 ng/ml for 30 min)
induced the formation of lamellipodia (indicated by arrowheads) in control sSiRNA-treated cells
at the edge of the wound. GC-A siRNA treatment blocked PDGF-induced lamellipodium
formation
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Fig. 3.
While PDGF (20 ng/ml) induced persistent lamellipodia (indicated by arrowheads), ANP (10
MM) induced transient formation of lamellipodia (at 10 min)
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