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G-Protein Regulatory Pathways:
Rocketing into the Twenty-first Century
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Abstract Complex cellular responses involve the integration of heterotrimeric G protein systems with protein
kinase signal transduction pathways. Key in this integration is the control of small GTP-binding proteins including Ras
and Rho family members. In this paper, we discuss the control of signal transduction pathways by G proteins and their
integration with specific tyrosine kinases. The integration of G proteins, kinases, and small GTP-binding proteins in
controlling cellular responses is illustrated through the newly defined Gag,/13-regulated pathways. Furthermore, the
polymorphonuclear leukocyte provides a primary cell system for analyzing the integration of G proteins, kinases, and
small GTP-binding proteins in controlling cellular functions such as superoxide production, adherence, chemotaxis, and

granule secretion. J. Cell. Biochem. Suppls. 30/31:137-146, 1998.

© 1998 Wiley-Liss, Inc.

Key words: G proteins; signal transduction; protein tyrosine kinases; PMN

At times, it is hard to fathom the changes
that have occurred in the field of G-protein
systems over the last quarter of a century.
Twenty-five years ago, adenyl cyclase [Birn-
baumer, 1973] and the B-adrenergic receptor
[Lefkowitz, 1974] were mainstream topics in
pharmacology, but no receptor had been puri-
fied, and G proteins were yet to be discovered.
As we approach the twenty-first century, 20 Ga,
6 GB, and 12 Gy subunits have been identified,
and more than 1,000 G-protein-coupled recep-
tors are known. With the various genome
projects nearing completion, additional G-pro-
tein subunits and receptors will almost cer-
tainly be identified.

In addition to their identification, great ad-
vances have been made in the structural biol-
ogy of G proteins and their receptors [Hamm,
1998]. The structures of Ga and GBy have been

Contract grant sponsor: National Institutes of Health; Con-
tract grant number: HL09640; Contract grant number:
GM30324; Contract grant number: DK37871; Contract
grant sponsor: Helen Wohlberg and Herman Lambert Fel-
lowship in Cancer Biology.

*Correspondence to: Cindy Knall, Department of Pediat-
rics, National Jewish Medical and Research Center, 1400
Jackson St., K1007, Denver, CO 80206.

E-mail: johnsonlab@njc.org

Received 7 October 1998; Accepted 8 October 1998

© 1998 Wiley-Liss, Inc.

solved in both the active and inactive states.
Additionally, a low-resolution structure of rho-
dopsin, a G-protein-coupled receptor, exists.
Likewise, a number of studies have defined
contact points between G proteins and their
receptors. The high-resolution structural deter-
mination of the G-protein-coupled receptor, and
the identification of the structural relationship
of the receptor with its G protein are most
certainly close at hand.

Even though nearly two dozen Ga subunits
are known, the number of direct effector mol-
ecules has remained small (Table I). Members
of the Ga, family can regulate phospholipase
CB (PLCPB), protein kinase C (PKC), and Bru-
ton’s tyrosine kinase (BTK). The Gag family
members positively regulate all isoforms of ad-
enyl cyclase and a voltage-sensitive Ca?* chan-
nel. Go; family members negatively regulate
some isoforms of adenyl cyclase, while posi-
tively regulating K* channels, Ga-interacting
protein, phosphatidylinositol 3-kinase-y (P13Kvy)
and cGMP phosphodiesterase. Interestingly,
p115RhoGEF has just been identified as the
first direct effector for the Ga,13 family [Hart
etal., 1998].

In addition to the Ga effectors, the number of
Gpy effectors continues to grow (Table I). Inter-
estingly, many of the classes of effectors are
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TABLE I. Heterotrimeric G-Protein Effectors

Subunit family Effectors
Gag All isotypes of adenyl cyclase
Voltage-sensitive Ca?* channel
Gaj Type 5 and 6 adenyl cyclase
K+ channel
Ga-interacting protein
PI3Ky
CGMP phosphodiesterase
Gayq PLCB
PKC
BTK
Gayp P115RhoGEF
GBy PLCB
PI3K

Type 1, 2, 4, and 7 adenyl cyclase
B-Adrenergic receptor kinase
Phosducin

K*, Ca?*, and Na* channels
Src-family kinases

BTK/Tec family kinases

Rho family members

Arf

shared between GBy and Ga subunits. GBy
subunits regulate several isoforms of adenyl
cyclase, both positively and negatively, as well
as PLCpB, multiple isoforms of PI3K, B-adrener-
gic receptor kinase, phosducin, various ion chan-
nels, protein tyrosine kinases, and specific low-
molecular-weight GTP binding proteins.
Therefore, the GBy complex is as effective as
the Ga subunit at transmitting a signal from
the activated receptor to the interior of the cell,
and in certain instances may actually be the
primary transducer.

The research focus in the field has thus moved
from questions of simple identification to ques-
tions of the mechanism of action of these effec-
tors working in concert to regulate whole signal-
ing pathways and cellular processes. Three
areas of intense interest to our laboratory are
the role of protein tyrosine kinases as G-protein
effectors, the pathways regulated by Gayya,
and the use of primary polymorphonuclear leu-
kocytes as a model for the regulation of cell
functions by G-protein-coupled receptors.

PROTEIN TYROSINE KINASES:
THE NEW G-PROTEIN EFFECTORS

Protein tyrosine kinases (PTK) were first im-
plicated in G-protein-mediated signal transduc-
tion because lysophosphatidic acid (LPA)-stimu-
lated responses were blocked by genistein, a

PTK inhibitor [van Corven et al., 1993]. We now
know that a variety of G-protein-coupled recep-
tor agonists stimulate tyrosine phosphoryla-
tion. Furthermore, the evidence is now mount-
ing that different classes of PTK interact to
mediate this response (Table I1). The identifica-
tion of the specific kinases responsible for these
phosphorylation events has remained controver-
sial, however, and is an area of intense investi-
gation.

Src and Src-Family Kinases

Just as in many other receptor systems, c-Src,
and Src-family kinases have been implicated
in G-protein-coupled receptor systems. Gq-
coupled m1l muscarinic acetylcholine receptor

TABLE Il. G-Protein-Regulated Protein
Tyrosine Kinases

Kinase Stimuli

c-Src and Src family Angiotensin Il
Carbachol
Endothelin-1
fMLP

IL-8

LPA
Thrombin

Pyk2 Angiotensin |1
Bradykinin
Carbachol
MiplpB
LPA
Rantes
SDF-1

BTK/Tec family Gay
Gay
GRy

Syk Carbachol
fMLP
1L-8
GRO«

JAK Angiotensin 11
a-Melanocyte-stimulating
hormone

Receptor PTK Angiotensin 11

«2A adrenergic receptor
Bombesin

Carbachol

Endothelin-1

GBy

LPA

Thrombin

*See text for discussion.
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(m1AChR), transiently expressed in a B-cell
lymphoma, required the activation of Lyn, a
member of the Src-family, to activate extracellu-
lar signal-regulated kinase (ERK) [Wan et al.,
1996]. In a similar manner, c-Src was required
for angiotensin 11, endothelin-1, and thrombin-
stimulated vascular smooth muscle cell prolif-
eration [Schieffer et al., 1997], and for LPA to
transiently inhibit gap junction mediated cell-
cell communication between Rat-1 fibroblasts
[Postmaetal., 1998]. In COS-7 cells, LPA[Lutt-
rell etal., 1996], m1AChR, and m2AChR [lgishi
and Gutkind, 1998] activated c-Src, which was
required for the activation of ERK. Interest-
ingly, c-Src activation could be mimicked by
overexpression of Gy subunits, suggesting that
the GBvy complex, rather than Ga, mediates the
activation of c-Src [Luttrell et al., 1996; Igishi
and Gutkind, 1998]. These data suggest that
c-Src and/or Src-family members play a key
role in G-protein-mediated responses. How-
ever, c-Src may not be the whole story. Kranen-
burg et al. [1997] reported that through its
Gi-coupled receptor, LPA stimulated ERK acti-
vation in Rat-1 fibroblasts and COS cells inde-
pendent of c-Src. Similarly, Gi-coupled m2AChR
did not require Lyn for ERK activation in a
B-cell lymphoma [Wan et al., 1996]. Therefore,
the role of ¢c-Src and Src-family kinases remains
controversial. The contradictory results may
reflect differences in G protein-coupling and/or
differences in the expression patterns of the
various kinases that constitute the Src-family.
More extensive analyses using a variety of cell
types and receptor systems will need to be
performed to reconcile the discrepancies in the
data, as well as to establish the specific role of
c-Src and Src-family kinases.

Pyk2

The PTK Pyk2 may hold the most promise as
a common G-protein effector because of its wide
distribution [Lev et al., 1995]. A variety of
G-protein receptor agonists activate Pyk2 in-
cluding bradykinin [Lev et al., 1995], angioten-
sin 11, and LPA [Yu et al., 1996], Rantes and
SDF-1a [Davis et al., 1997], MIP-1B [Ganju et
al., 1998], and carbachol through either the
nicotinic acetylcholine receptor [Lev et al., 1995]
or the m1AChR [Felsch et al., 1998]. Pyk2 acti-
vation has been linked with c-Src in the Gg-
coupled and Gi-coupled receptor-mediated acti-
vation of ERK in PC12 cells [Dikic et al., 1996],
HEK 293 cells [Della Rocca et al., 1997], and

osteoblasts [Jeschke et al., 1998]. Similarly,
Pyk2 activation is required for MIP-1B activa-
tion of c-jun N-terminal kinase (JNK) and p38-
mitogen-activated protein kinase (p38-MAPK)
[Ganju et al., 1998]. These data suggest that
Pyk2 has a common role as a G-protein effector
for multiple G-protein-coupled receptors in a
variety of cell types.

Btk/Tec Family Kinases

The Btk/Tec family [Rawlings and Witte,
1995], which has a wide distribution, also has
been implicated in G-protein-regulated sys-
tems. GBvy subunits bind to Btk via the pleck-
strin homology domain in Btk [Tsukada et al.,
1994]. However, the significance of this in terms
of activation of Btk is unclear. More recently, it
was demonstrated that Goq could activate Btk
directly both in vitro and in vivo, and that this
activation was required for the activation of
p38-MAPK by Gqg-coupled receptors [Bence et
al., 1997]. Although Go, could activate Btk,
Gaj, Ga, and Gea, could not, suggesting that
activation of Btk may be Ga subunit specific. Of
course, this does not rule out the possibility
that other members of this family could be
effectors for other Ga subunits. Interestingly,
Gi-coupled receptor-mediated activation of ERK
was blocked in B cells lacking Btk [Wan et al.,
1997]. This finding suggests that the activation
of PTK may be pathway specific or that GBvy
subunits associated with Ga; may mediate this
activation. Also, like other nonreceptor cytoplas-
mic PTK, the Btk/Tec family members have
tissue and cell type specific expression patterns
that may influence their interaction with Ga,
as well as GBvy subunits [Rawlings and Witte,
1995]. Defining a common role for Btk/Tec fam-
ily kinases as G protein effectors will require
further investigation using multiple G protein-
coupled receptors expressed on a variety of cell

types.
Jak

Most recently, the Janus kinase (JAK) family
[Ihle, 1995], which is required for cytokine-
mediated responses, has been implicated in
G-protein-regulated signal transduction. Inhibi-
tion of JAK2, blocked angiotensin I1-stimulated
vascular smooth muscle cell proliferation [Mar-
reroetal., 1997]. Similarly, JAK2 was activated
in B cells by a-melanocyte-stimulating hor-
mone [Buggy, 1998]. The immediate down-
stream mediator of JAK2, signal transducers,
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and activators of transcription protein (STAT1)
[Thle, 1996] was also activated in both systems.
Whether other members of the JAK/STAT fami-
lies can be activated by G-protein-coupled recep-
tors remains to be tested. Like the other kinase
families, it remains to be seen whether this
represents a common theme among G-protein-
coupled receptors.

Syk

In addition to the widely expressed cytoplas-
mic PTK, the cytoplasmic PTK Syk [van Oers
and Weiss, 1995] has been implicated in cell
type and lineage-specific G-protein-coupled re-
ceptor systems. In a B-cell lymphoma-deficient
in Syk, both Gg-coupled m1AChR and Gi-
coupled m2AChR could not activate ERK [Wan
et al., 1996]. Furthermore, Syk is activated in
polymorphonuclear leukocytes (PMN) by a num-
ber of G-protein-coupled receptor agonists
[Asahi et al., 1995; Fernandez and Suchard,
1998]. Syk is only known to be expressed in
cells of the hematopoietic lineage. Therefore, a
role for Syk in G-protein systems is restricted to
cells of this lineage.

Receptor PTK

Finally, an alternative to cytoplasmic PTK as
effectors of G-protein-coupled receptor systems
is the G-protein-mediated transactivation of a
receptor PTK. G-protein-coupled receptors ago-
nists angiotensin Il [Linseman et al., 1995],
thrombin [Rao et al., 1995], and endothelin-1,
LPA, and thrombin [Daub et al., 1996] induced
the transactivation of the platelet-derived
growth factor receptor (PDGFR), the insulin-
like growth factor-1 receptor (IGF-1R), and the
epidermal growth factor receptor (EGFR), re-
spectively. Additionally, «2A adrenergic recep-
tor [Luttrell et al., 1997], m1AChR [Tsai et al.,
1997], bombesin receptor, and m2AChR [Daub
et al., 1997] also transactivated EGFR. This
transactivation was stimulated not only by a
variety of agonists, but also in a variety of cell
types, including rat smooth muscle cells [Linse-
man et al., 1995; Rao et al., 1995], rat-1 fibro-
blasts [Daub et al., 1996], 293 cells [Tsai et al.,
1997], and keratinocytes, astrocytes, and Cos-7
cells [Daub et al., 1997]. Therefore, this process
may well be a common theme among G-protein-
coupled receptor systems and cell types. Fur-
thermore, the data suggest that this transacti-
vation is required for G-protein-mediated

activation of ERK [Daub et al., 1996, 1997; Tsai
etal., 1997].

The mechanism by which G-protein-coupled
receptors transactivate these receptor PTK is
not completely understood. Overexpression of
the GBvy complex mimicked the transactivation
of EGFR by Gi-coupled receptors [Luttrell et
al., 1997]. Transactivation of other receptor PTK
by this mechanism has not been demonstrated,
nor has it been demonstrated for other classes
of G-protein-coupled receptors. Acommon theme
that is emerging suggests that activation of
c-Src may, at least in part, account for the
transactivation [Daub et al., 1997; Luttrell et
al., 1997]. These results then continue the theme
that different classes of PTK work together to
activate G-protein-regulated pathways.

Gayy1s THE MOST RECENTLY DEFINED
G-PROTEIN PATHWAY

The most recently identified family of Ga
subunits is composed of Gay,nz. This family is
unique because until just months ago there
were no known direct effectors. Nevertheless in
recent years, several groups have demonstrated
Gayz13-mediated regulation of specific cellular
processes, including Na*/H* exchangers, the
cytoskeleton, transcription, and DNA synthe-
sis, and vascular development (Fig. 1). Conse-
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Fig. 1. Gaypnz regulation of specific effector pathways and
cellular responses. Black arrows and text denote defined relation-
ships, while gray arrows and text denote presumed relation-
ships. Gaizz use the same effector, p115RhoGEF, to regulate
Rho and stress fiber formation. The direct effectors for the other
pathways are unknown. Gajy;3 use distinct low-molecular-
weight GTP binding proteins to regulate JNK activation and
AP-1-mediated transcription. Interestingly, only Ga3 regulates
angiogenesis in mice.
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quently, these observations have established
Gayy3 as the newest G-protein regulators of
cellular processes.

Na*/H* Exchanger

The first function defined for Gay,13 Was the
regulation of a Na*/H* exchanger (NHE) [Dha-
nasekaran et al., 1994]. Subsequently, it was
shown that Gay; activates all three NHE, while
Gay, activates NHE2 and NHE3, but inhibits
NHEZ1 [Lin et al., 1996]. Interestingly, Ga;,, but
not Ga,s, regulation of NHE was shown to be
dependent on PKC [Dhanasekaran et al., 1994],
and Ras, but not Rac/Cdc42 or JNK [Wads-
worth et al., 1997]. By contrast, Ga;; was shown
to use a Rac/Cdc42/MEKK1/INK pathway to
regulate NHE1 [Hooley et al., 1996; Wadsworth
et al., 1997]. The direct effector(s) for Gayy3
regulation of NHE, however, remain to be iden-
tified.

Cytoskeleton

Buhl et al. [1995] demonstrated for the first
time that Ga,,13 regulate the cytoskeleton. This
work demonstrated that Ga,,3 themselves, but
not GBvy, Gaj, or Gag stimulated the Rho-
dependent formation of stress fibers and focal
adhesions in Swiss 3T3 cells. Recently, it was
shown that Ga,; was required for LPA-stimu-
lated Rho-dependent stress fiber formation in
these cells [Gohla et al., 1998]. Interestingly,
both LPA and activated Gajs-stimulated stress
fiber formation were inhibited by dominate
negative EGFR expression, suggesting that the
EGFR pathway is required for Ga,3 regulation
of this process [Gohla et al., 1998]. Additionally,
an activator of Rho, p115RhoGEF, was recently
identified as the first direct effector of Gayys
[Hart et al., 1998] establishing the first com-
plete Gay,n3 pathway. It will be interesting to
see whether other G12/13-coupled receptors pos-
sess a similar ability to regulate the cytoskel-
eton in other cell types.

Transcription and DNA Synthesis

In addition to the regulation of the Na*/H*
exchanger and the cytoskeleton, Ga,, has been
implicated in the regulation of AP-1 mediated
transcription and DNA synthesis in astrocytes
stimulated by thrombin [Aragay et al., 1995;
Post et al., 1996]. Ga,, required Ras, but not
ERK [Post et al.,, 1996], to regulate AP-1-
stimulated transcription [Aragay et al., 1995].

This is consistent with the observation that
constitutive active forms of Gayy13 do not acti-
vate ERK, but do activate JNK, the upstream
activator of c-jun a component of the AP-1 com-
plex, in a Ras dependent manner [Prasad et al.,
1995; Collins et al., 1996].

Vascular Development and Migration

The best evidence for the critical role of this
G-protein family in cellular, as well as organis-
mal biology comes from the results of the disrup-
tion of the Gay3 gene in mice [Offermanns et al.,
1997]. Using standard homologous recombina-
tion technology, mice heterozygous for the Gays
gene were generated and these mice were nor-
mal. Surprisingly, no homozygous mice were
born. Upon histological analysis, it was deter-
mined that mice lacking Ga3 failed to develop a
vascular system at E8.5, even though Ga;, ex-
pression was normal in these embryos and en-
dothelial cells had differentiated. These results
indicate that Ga3 is required for angiogenesis
and that Ga,, cannot substitute for Ga,3. Angio-
genesis is dependent on endothelial migration
which may be defective in these mice since
fibroblasts generated from these embryos do
not migrate in response to G13-coupled recep-
tor agonists such as thrombin.

PMN: A MODEL SYSTEM OF G-PROTEIN
REGULATION

PMN serve as the first line of defense against
bacterial infections, and as such they are the
most abundant cell type in peripheral blood.
Because of their repertoire of defense mecha-
nisms, including the ability to rapidly migrate,
generate reactive oxygen intermediates, re-
lease hydrolytic enzymes and engulf large par-
ticles, PMN exist in a quiescent, but rapidly
inducible state in the circulation. Consequently,
large numbers of resting PMN are easily iso-
lated from healthy human donors. These PMN
can be activated using any one of a number of
soluble inflammatory mediators most of which
bind to G-protein-coupled receptors. These prop-
erties have made PMN an ideal system for
investigating G-protein-regulated signal trans-
duction pathways, and their relationship to the
induction and control of cell functions in pri-
mary cells (Fig. 2).

G Proteins and G-Protein-Coupled Receptors

PMN express a number of G proteins and
G-protein-coupled receptors. PMN express the
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Fig. 2. Signal transduction pathways known to be activated in
polymorphonuclear leukocytes (PMN) by G-protein-coupled
receptors. Black arrows and text denote defined relationships,
while gray arrows and text denote presumed relationships.
Dashed lines, relationships defined for some but not all ago-
nists. G-protein-coupled receptor agonists activate a number of
signal transduction molecules in PMN. The relationship of
direct effectors to the activation of these molecules is still being
defined. The relationship of the various signal transduction
molecules to the control of cellular functions is an area of
vigorous investigation.

G prOteinS GO(S, GOLiz, GOLi3, G(Xq, G(Xle, and GOL12/13
[Spiegel, 1992]. Examples of G protein-coupled
receptors expressed by PMN include receptors
for leukotriene B4 (LTB4), platelet-activating
factor (PAF), formyl-methionyl-leucyl-phenyl-
alanine (fMLF/fMLP), complement component
5a (Cbha), IL-8, and growth-regulated onco-
gene-a (GRO«w) [Murphy, 1994]. Therefore, PMN
can be stimulated by a variety of factors, includ-
ing nucleotides, lipid molecules, and proteins.
The signal transduction pathways regulated by
these stimuli will of course depend on the G
proteins to which each receptor is coupled. Fur-
ther investigation is required to identify all the
combinations of receptors and G proteins in
PMN.

G-protein-Regulated Pathways

Steady progress has been made in defining
the pathways used to control the variety of
PMN functions stimulated through G-protein-
coupled receptors. A previous review by Bokoch
[1995] covered a large body of work in this field.
Therefore, we will focus on more recent observa-
tions in particular concerning the activation of
kinases, both protein and phospholipid, and to

highlight the areas that require further atten-
tion.

Tyrosine Kinases. As noted previously [Bo-
koch, 1995], several groups demonstrated early
on the inhibitory effect of PTK inhibitors on
PMN function, as well as the tyrosine phosphor-
ylation of several proteins in PMN after stimu-
lation through G-protein-coupled receptors.
More recently, the activation of Src-family ki-
nases was shown to occur in PMN stimulated
by various agonists. Lyn was activated in PMN
stimulated by fMLP [Ptasznik et al., 1995],
IL-8, and GRO«a [Gaudry et al., 1995]. However,
Lyn may not be required by these agonists.
FMLP can activate ERK in the absence of Lyn
expression, indicating that this kinase is not
required for the activation of ERK by G-protein-
coupled receptors [Torres and Ye, 1996]. Fur-
thermore, we were unable to detect Lyn activa-
tion in response to IL-8 or GROa (C.K.,
unpublished observation). Recently, we demon-
strated the activation of Fgr in PMN stimu-
lated by IL-8, but not GRO« (C.K., unpublished
observation). Additionally, we were unable to
detect any activation of Hck in PMN stimulated
by either IL8 or GRO« (C.K., unpublished obser-
vation). Interestingly, non-adherent PMN from
fgr=/=/hck~'~ mice function normally indicating
that these kinases are not required in nonadher-
ent PMN [Lowell et al., 1996]. Therefore, the
specific role of Src-family PTK in G protein-
regulated pathways in PMN remains unclear
and may depend on the specific G protein cou-
pling of a receptor.

In addition to the Src-family kinases, PMN
express Syk. This kinase was activated in PMN
stimulated by fMLP [Asahi et al., 1995; Fernan-
dez and Suchard, 1998], IL-8, and GRO« (C.K.,
unpublished observation). Although, Syk was
essential for both Gg-coupled m1AChR and Gi-
coupled m2AChR activation of ERK in a B-cell
lymphoma [Wan et al., 1996], it remains to be
determined whether activation of Syk is re-
quired by G-protein-coupled receptors in PMN.

Phosphatidylinositol 3-kinases. As in
other cell types, PI3K has come to the forefront
in the regulation of PMN functions stimulated
through G-protein-coupled receptors. PMN are
known to express three distinct PI3K isoforms,
a [Arcaro and Wymann, 1993], v [Stephens et
al., 1994; Stoyanov et al., 1995], and & [Van-
haesebroeck et al., 1997]. The activation of
PI3Ka and 3 is believed to be dependent on
tyrosine phosphorylation events. The activa-
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tion of PI3Ky is dependent on the release of
GBv subunits. In PMN, PI3K activity is stimu-
lated by a number of agonists such as fMLP
[Traynor-Kaplan et al., 1988] and IL-8 [Knall et
al., 1996]. Whether all three isoforms are acti-
vated by each stimulus is unknown. Ptasznik et
al. [1996] argued that Lyn-mediated activation
of PI3Ka is the predominant source of phospha-
tidylinositol 3,4,5-trisphosphate in PMN. How-
ever, the activation of PI3Ka and PI3K3 is most
likely similar, as these isoforms share common
regulatory subunits [Vanhaesebroeck et al.,
1997]. Therefore, Ptasznik et al. may have been
inhibiting PI3K3, as well as PI3Ka. Further-
more, all three isoforms are sensitive to the
commonly used PI3K inhibitors wortmannin
[Arcaro and Wymann, 1993] and Ly294002 [Vla-
hos et al., 1994]. These inhibitors block superox-
ide production [Baggiolini et al., 1987], granule
secretion [Knall et al., 1996], adhesion [Knall et
al., 1996; Capodici et al., 1998], chemotaxis,
and chemokinesis [Knall et al., 1997] of PMN.
Which specific isoforms of PI3K regulate these
PMN functions remains to be determined. Nev-
ertheless, the evidence strongly points to the
fact that PI3K activity plays a central regula-
tory role in the induction of these functions by
G-protein-coupled receptors on PMN.

Mitogen-activated protein kinases. Dur-
ing the past few years, much attention has been
focused on the activation of the MAPK family
by a variety of stimuli in a number of cell types.
PMN are no exception. ERK and p38-MAPK
are activated in PMN stimulated by G-protein-
coupled receptor agonists such as fMLP [Torres
et al., 1993; Krump et al., 1997; Nick et al.,
1997], C5a [Buhl et al., 1994], IL-8 [Knall et al.,
1996, 1997], and PAF [Nick et al., 1997]. Inter-
estingly, there is no report of INK activation in
PMN stimulated by any soluble mediator. The
reason for the lack of a INK response in PMN is
unknown.

PMN use the Ras/Raf/MEK pathway [Buhl et
al., 1994; Worthen et al., 1994; Knall et al.,
1996] and the RasIMEKK1/MEK pathway [Avdi
etal., 1996] to activate ERK. Additionally, PI3K
activity is required for activation of ERK at the
level of Raf [Knall et al.,, 1996] and MEKK1
[Avdi et al., 1996] in PMN. The pathway(s)
leading from the G-protein-coupled receptor to
the activation of Ras in PMN is less well de-
fined. Ptasznik et al. [1995] suggested that Lyn/
Shc complexes formed in PMN stimulated by
fMLP could regulate the activation of Ras by

activating Grb2/SOS, but this has not been
proven. PKC appears to play a role in Cba
[Buhl et al., 1994], but not fMLP [Worthen et
al., 1994] or IL8 (C.K., unpublished observa-
tion) stimulation of ERK, whereas increases in
intracellular calcium may have a role in fMLP
activation of this pathway [Dusi et al., 1994].
Therefore, the identification of pathway compo-
nents which link the G protein-coupled recep-
tors to the activation of Ras and ERK activation
in PMN await further investigation.

The pathway leading to p38-MAPK activa-
tion in PMN is even more poorly defined. Al-
though MKK3, the direct activator of p38-
MAPK, was activated by fMLP and PAF [Nick
et al., 1997] little else is known about the com-
ponents that lie upstream of MKK3. Inhibiting
intracellular calcium increases, PKC or PI3K
partially blocked p38-MAPK activation stimu-
lated by fMLP [Krump et al., 1997], suggesting
that these signal transduction molecules regu-
late p38-MAPK activation in PMN. It remains
to be seen whether p38-MAPK pathway compo-
nents defined in other cell types will apply to
p38-MAPK activation in PMN.

Although the activation of ERK and p38-
MAPK in PMN in response to a number of
stimuli is well established, the role of these
kinases in the G protein regulation of PMN
functions is still evolving. PMN chemotaxis and
primary granule secretion occur normally in
response to IL8 [Knall et al., 1997] or GRO«
(C.K., unpublished observation) when the acti-
vation of either ERK or p38-MAPK is blocked.
However, in the case of fMLP or PAF, PMN
migration is partially inhibited, and superoxide
production is completely inhibited if p38-MAPK
activity is blocked [Nick et al., 1997]. Therefore,
ERK and p38-MAPK may regulate some PMN
functions in response to some but not all ago-
nists. These differences may reflect differences
in G-protein-coupling to specific receptors.

CONCLUSION

The human genome project has provided a
growing database that suggests that G-protein-
coupled receptors represent 1-5% of human
genes. This prediction is based on the frequency
of predicted G-protein-coupled receptors, char-
acterized by their seven transmembrane recep-
tor structure. Given the estimated 50,000—
100,000 human genes, there are a predicted
500-5,000 human G-protein-coupled receptors.
Subtracting the predicted number of olfaction



144 Knall and Johnson

receptors, several hundred to thousands of
G-protein-coupled receptors remain. The li-
gands for only 150 or so of these receptors are
known. Thus, most of these receptors are “or-
phan” receptors. Undoubtedly, these “orphans”
will be found to play critical regulatory roles in
complex cellular processes. As discussed above,
these responses will involve the integration of
signaling by Ga and Gpvy effectors, tyrosine
kinases, and small GTP binding proteins. Many
unknowns exist, such as the reason so many
RGS proteins are expressed and if they have
effector functions in addition to GTPase-activat-
ing function. The interest in these questions is
keen and answers are rapidly being obtained.
The next few years will be extremely informa-
tive as we define the number of players from
genome sequencing. The hard work will be de-
fining the integration of G-protein signaling in
the control of complex regulatory systems.
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