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Abstract

 

Defining the mechanism for regulation of arachidonic acid

(AA) release is important for understanding cellular pro-

duction of AA metabolites, such as prostaglandins and leu-

kotrienes. Here we have investigated the differential roles

of protein kinase C (PKC) and mitogen-activated protein

(MAP) kinase in the regulation of cytosolic phospholipase

A

 

2

 

 (cPLA

 

2

 

)-mediated AA release by P

 

2U

 

-purinergic recep-

tors in MDCK-D

 

1

 

 cells. Treatment of cells with the P

 

2U

 

 re-

ceptor agonists ATP and UTP increased PLA

 

2

 

 activity in

subsequently prepared cell lysates. PLA

 

2

 

 activity was inhib-

ited by the cPLA

 

2

 

 inhibitor AACOCF

 

3

 

, as was AA release in

intact cells. Increased PLA

 

2

 

 activity was recovered in anti-

cPLA

 

2

 

 immunoprecipitates of lysates derived from nucle-

otide-treated cells, and was lost from the immunodepleted

lysates. Thus, cPLA

 

2

 

 is responsible for AA release by P

 

2U

 

 re-

ceptors in MDCK-D

 

1

 

 cells. P

 

2U

 

 receptors also activated

MAP kinase. This activation was PKC-dependent since

phorbol 12-myristate 13-acetate (PMA) promoted down-

regulation of PKC-eliminated MAP kinase activation by

ATP or UTP. Treatment of cells with the MAP kinase cas-

cade inhibitor PD098059, the PKC inhibitor GF109203X, or

down-regulation of PKC by PMA treatment, all suppressed

AA release promoted by ATP or UTP, suggesting that both

MAP kinase and PKC are involved in the regulation of

cPLA

 

2

 

 by P

 

2U

 

 receptors. Differential effects of GF109203X

on cPLA

 

2

 

-mediated AA release and MAP kinase activation,

however, were observed: at low concentrations, GF109203X

inhibited AA release promoted by ATP, UTP, or PMA with-

out affecting MAP kinase activation. Since GF109203X is

more selective for PKC

 

a

 

, PKC

 

a

 

 may act independently of

MAP kinase to regulate cPLA

 

2

 

 in MDCK-D

 

1

 

 cells. This con-

clusion is further supported by data showing that PMA-pro-

moted AA release, but not MAP kinase activation, was sup-

pressed in cells in which PKC

 

a

 

 expression was decreased by

antisense transfection. Based on these data, we propose a

model whereby both MAP kinase and PKC are required for

cPLA

 

2

 

-mediated AA release by P

 

2U

 

 receptors in MDCK-D

 

1

 

cells. PKC plays a dual role in this process through the utili-

zation of different isoforms: PKC

 

a

 

 regulates cPLA

 

2

 

-medi-

ated AA release independently of MAP kinase, while other

PKC isoforms act through MAP kinase activation. This

model contrasts with our recently demonstrated mechanism

(

 

J. Clin. Invest.

 

 99:1302–1310.) whereby 

 

a

 

1

 

-adrenergic re-

ceptors in the same cell type regulate cPLA

 

2

 

-mediated AA

release only through sequential activation of PKC and MAP

kinase. (

 

J. Clin. Invest.

 

 99:805–814.) Key words:

 

 

 

purinergic

receptors 

 

• 

 

phospholipase

 

 • 

 

eicosanoid 

 

•

 

 ATP 

 

•

 

 epithelial

cells

 

Introduction

 

Arachidonic acid (AA) and its eicosanoid metabolites play
critical roles in the initiation or modulation of a broad spec-
trum of physiological as well as pathological (e.g., inflamma-
tory) responses in mammalian cells (1, 2). AA release, which is
the limiting step in the biosynthesis of eicosanoids in response
to stimulation by membrane receptors, is primarily mediated
by phospholipase A

 

2

 

s (PLA

 

2

 

s).

 

1

 

 Several types of mammalian
PLA

 

2

 

s have been characterized, including the 14-kD Ca

 

2

 

1

 

-
dependent secreted PLA

 

2

 

s, the 85-kD Ca

 

2

 

1

 

-dependent and

 

sn

 

-2 arachidonyl-specific cytosolic PLA

 

2

 

 (cPLA

 

2

 

), and the
Ca

 

2

 

1

 

-independent PLA

 

2

 

s (3). Among these PLA

 

2

 

s, cPLA

 

2

 

 ap-
pears to be responsible for AA release mediated by many re-
ceptors (4, 5). A current model to explain activation of cPLA

 

2

 

(largely based on in vitro experiments using recombinant pro-
teins) is that stimulation of receptors leads to activation of mi-
togen-activated protein kinase/extracellular signal-regulated
kinase (MAP kinase), phosphorylating cPLA

 

2

 

 and conse-
quently activating the lipase (6, 7). Studies using protein kinase
C (PKC) inhibitors or activators or using PKC down-regula-
tion strategies have suggested that PKC is also involved in the
regulation of cPLA

 

2

 

 activation and AA release in numerous
cell types. Because PKC can activate MAP kinase (8, 9), it has
been hypothesized that sequential activation of PKC and, in
turn, MAP kinase, is the principal mechanism for receptor-
stimulated activation of cPLA

 

2

 

 and AA release. Whether PKC
regulates cPLA

 

2

 

 independently of MAP kinase is an important
but unresolved issue. Moreover, although a role of MAP ki-
nase has been implicated in the regulation of endogenous
cPLA

 

2

 

 by certain receptors (10, 11), in other systems (12–14) a
causal relationship between activation of endogenous cPLA

 

2

 

and AA release and activation of MAP kinase has not been es-
tablished. Recent studies have suggested a dissociation be-
tween the activation of cPLA

 

2

 

 and that of MAP kinase (15–
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3

 

, arachidonyl trifluo-
romethyl ketone; MAP kinase, mitogen-activated protein kinase;
MDCK cells, Madin-Darby canine kidney cells; PKC, protein kinase
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2

 

, phospholipase A

 

2
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17). Such results suggest that one cannot yet precisely define
the relationships between activation of PKC and MAP kinase
in the regulation of cPLA

 

2

 

 by cellular receptors, particularly G
protein-linked receptors.

In the present study we have used Madin-Darby canine
kidney cells (MDCK-D

 

1

 

) cells as a model system to investigate
the mechanism whereby G protein-linked P

 

2U

 

-purinergic re-
ceptors regulate cPLA

 

2

 

 activation and AA release. We dem-
onstrate that in these cells P

 

2U

 

 receptors regulate AA release
through activation of cPLA

 

2

 

. We further show that both PKC
and MAP kinase are required for cPLA

 

2

 

-mediated AA release
by P

 

2U

 

 receptors, and that PKC plays a dual role in this pro-
cess, perhaps through different isoforms: PKC

 

a

 

 regulates
cPLA

 

2

 

-mediated AA release independently of MAP kinase
while other PKC isoforms act through the activation of MAP
kinase.

 

Methods

 

Materials.

 

1-stearoyl-2[1-

 

14

 

C] arachidonyl-

 

L

 

-3-phosphatidylcholine
([

 

14

 

C]PC) (specific activity, 55 mCi/mmol), horseradish peroxidase-
linked donkey anti-rabbit Ig and ECL Western blotting detection
reagents were bought from Amersham Intl. (Buckinghamshire, En-
gland). [

 

3

 

H]AA (specific activity, 100 Ci/mmol) and [

 

g

 

-

 

32

 

P]ATP (spe-
cific activity, 3,000 Ci/mmol) were purchased from DuPont-NEN
(Boston, MA). Okadaic acid was obtained from Gemini Bio-Products
Inc. (Calabasas, CA) or from Calbiochem, (La Jolla, CA). Leupeptin,
pepstatin A, PMSF, A23187, PMA, AACOCF

 

3

 

, GF109203X, and
anti-PKC

 

a

 

 antibody were bought from Calbiochem. Potato acid
phosphatase, Na

 

3

 

VO

 

4

 

, sodium pyrophosphate, levamisole, protein
A-sepharose, benzamidine, myelin basic protein (MBP), diisopropyl
fluorophosphate (DIFP), PBS tablet, and arachidonic acid were pur-
chased from Sigma Chemical Co. (St. Louis, MO). PKI (6–22 amide),
a protein kinase A inhibitor, was bought from Gibco-BRL (Gaithers-
burg, MD). Immobilon-P PVDF transfer membrane (0.45 

 

m

 

M) was
purchased from Millipore Corp. (Milford, MA). P-81 phosphocellu-
lose paper was from Whatman Inc. (Clifton, NJ). TLC silica gel plates
were from Analtech Inc. (Newark, DE). Anti-cPLA

 

2

 

 serum was ob-
tained from Genetics Institute (Cambridge, MA) (6). Anti-p42-MAP
kinase (ERK

 

2

 

) serum was obtained from Dr. Y. Wang (18). The
MAP kinase cascade inhibitor PD098059 was provided by Dr. A.R.
Saltiel at Parke-Davis (Ann Arbor, MI) (19).

 

Cell culture and maintenance.

 

MDCK-D

 

1

 

 cells were cultured and
passaged every 3–4 days by trypsinization using trypsin/EDTA as
previously described (20). Cells were routinely used for experiments
at about 70% confluence, which was usually achieved 2–3 d after the
subculture.

 

[

 

3

 

H]Arachidonic acid release in intact cells.

 

Cells were labeled with
[

 

3

 

H]AA by incubation with 0.5 

 

m

 

Ci [

 

3

 

H]AA/ml per well for approxi-
mately 20 h in 24-well plates. Before stimulation of [

 

3

 

H]AA release,
[

 

3

 

H]AA-labeled cells were washed four times with serum- and
NaHCO

 

3

 

-free DMEM supplemented with 5 mg/ml BSA and 20 mM
Hepes, pH 7.4, and then were incubated in the same medium at 37

 

8

 

C
for 15–20 min to equilibrate the temperature. Treatment of cells with
agents of interest was initiated by replacing the incubation medium
with 1 ml of 37

 

8

 

C medium containing the specified agents. To quan-
tify released [

 

3

 

H]AA after agonist treatment, the incubation medium
was quickly aspirated and transferred to ice-cold tubes containing
EGTA and EDTA (final concentration 5 mM each). The mixture was
centrifuged to eliminate cell debris, and the radioactivity in the super-
natant was determined by scintillation spectrophotometry. The re-
sultant pellets were combined with the cells left attached to the plate,
which were scraped with 0.2% Triton X-100 and counted as cell-asso-
ciated radioactivity. Because the cell number and labeled radioactivity
were not exactly the same in each well, release of [

 

3

 

H]AA was nor-
malized as percent of incorporated radioactivity (the released radio-

activity plus the cell-associated radioactivity at the end of stimula-
tion) for comparison of different treatment conditions.

 

In vitro assay of PLA

 

2

 

 activity in cell lysates.

 

MDCK-D

 

1

 

 cells cul-
tured in 75-cm

 

2

 

 flasks were washed five times with serum- and
NaHCO

 

3

 

-free DMEM supplemented with 2 mg/ml BSA and 20 mM
Hepes, (pH 7.4) and equilibrated by incubation with the same me-
dium for 1 h at 37

 

8

 

C. Stimulation was started by adding the specified
agonists to the cells, and after 10 min stopped by rapidly aspirating
away the incubating medium, replacing it with an ice-cold washing
buffer containing 250 mM sucrose, 50 mM Hepes, (pH 7.4), 1 mM
EGTA, 1 mM EDTA, phosphatase inhibitors (200 

 

m

 

M Na

 

3

 

VO

 

4

 

, 1
mM levamisole) and protease inhibitors (500 

 

m

 

M PMSF, 8 

 

m

 

M pep-
statin A, 16 

 

m

 

M leupeptin, and 1 mM DIFP). After washing four
times with this ice-cold washing buffer, we scraped cells into an ice-
cold PLA

 

2

 

 assay buffer that was the same as the washing buffer ex-
cept that sucrose was omitted, and the buffer was supplemented with
100 nM okadaic acid and 1 mM DTT. After a 20 min incubation on
ice, the scraped cells were broken by sonication, followed by centrifu-
gation at 4

 

8

 

C for 10 min at 500 

 

g

 

 to eliminate unbroken cells. The su-
pernatants, defined as cell lysates, were assayed for cPLA

 

2

 

 activity us-
ing a previously described protocol with some modifications (21). In
brief, the substrate [

 

14

 

C]PC was dried under nitrogen, resuspended in
DMSO, vigorously vortexed for 2 min, and resuspended in the assay
buffer containing 10 mg/ml BSA and 10 mM CaCl

 

2

 

. The reaction was
started by adding 100 

 

m

 

l cell lysate to an equal volume of substrate in
a shaking 37

 

8

 

C water bath. The final concentrations of the compo-
nents in the assay mixture were 10 

 

m

 

M [

 

14

 

C]PC, 5 mM CaCl

 

2

 

, 1 mM
EGTA, 1 mM EDTA, 1 mM DTT, 50 mM Hepes (pH 7.4), 10–30 

 

m

 

g
protein (determined using a Bradford protein assay kit from Bio-
Rad, Hercules, CA), and the phosphatase and protease inhibitors as
specified above. After incubating for 30–40 min, the reaction was
stopped by adding 750 

 

m

 

l of 1:2 (vol/vol) chloroform/methanol. The
total lipids were then extracted following the method of Bligh and
Dyer (22) and subjected to TLC, as previously described (14), using
as running solvent the upper phase of the mixture of ethyl acetate/
isooctane/water/acetic acid (33:45:60:6, vol/vol). The TLC plates were
stained with iodine, and the bands containing [

 

14

 

C]AA that comi-
grated with AA standards were scraped and counted. Under these
conditions, less than 3% of the substrates were typically hydrolyzed.

 

Immunoprecipitation of the 85-kDa cPLA

 

2

 

 and assay of its activity

in immunoprecipitates.

 

Immunoprecipitation of cPLA

 

2

 

 was performed
as described (10). Briefly, 500 

 

m

 

l cell lysate prepared in DTT-free
PLA

 

2

 

 assay buffer (supplemented with protease and phosphatase in-
hibitors as described above) was incubated in the presence of 1%
NP-40 with 1–2 

 

m

 

l of normal or anti-cPLA

 

2

 

 serum for 1 h, followed by
incubation with 24 mg BSA-precoated protein A-Sepharose for 1 h.
The mixture was then centrifuged and the supernatant was saved for
assay of PLA

 

2

 

 activity, as described above. The resultant antigen-anti-
body-protein A complex pellets were washed two times with the
PLA

 

2

 

 assay buffer containing 0.5% NP-40, and three times with the
same buffer without NP-40. The final pellet was resuspended in assay
buffer supplemented with DTT (5 mM) and assessed for PLA

 

2

 

 activ-
ity. All the procedures were performed at 4

 

8

 

C until the final PLA2 ac-
tivity assay, which was conducted at 378C.

Phosphorylation-induced mobility shift, SDS-PAGE, and Western

blotting of MAP kinase. Cells cultured in 6-well plates were washed
five times with serum- and NaHCO3-free DMEM, supplemented with
2 mg/ml BSA and 20 mM Hepes (pH 7.4), and incubated for 1 h at
378C in the same medium followed by stimulation with specified ago-
nists for indicated times. The stimulation was stopped by quickly aspi-
rating the medium and washing the cells four times with an ice-cold
solution consisting of 10% glycerol, 62.5 mM Tris-HCl (pH 6.8) and
protease and phosphatase inhibitors as specified for PLA2 activity as-
say. Cells were then scraped and lysed into SDS-PAGE loading
buffer, followed by boiling for 5 min. Samples were then subjected to
SDS-PAGE using 7.5% acrylamide, followed by transfer to Imo-
bilon-P PVDF membrane. After blocking for 1 h with 5% non-fat dry
milk dissolved in PBS, the membrane was incubated with 1:2,000-
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3,000 diluted anti-p42 MAP kinase rabbit serum for 1.5 h and then
with 1:2,000 diluted horseradish peroxidase-linked donkey anti-rabbit
Ig for 1 h, both in 5% non-fat dry milk dissolved in PBS. Each anti-
body incubation was followed by washing four times with PBS for 5
min. The bands of MAP kinase in the membrane were visualized us-
ing the ECL Western blotting detection reagents as instructed by the
manufacturer.

MAP kinase activity assay. Cells cultured in 75-cm2 flasks were
washed and equilibrated in DMEM as described above for prepara-
tion of cell lysates for PLA2 activity assay, followed by stimulation
with agonists for the indicated times. The stimulation was stopped by
aspirating away the medium and washing the cells four times with ice-
cold PBS supplemented with 2 mM EGTA, 1 mM EDTA, 1 mM ben-
zamidine, 5 mM sodium pyrophosphate, and other protease and
phosphatase inhibitors, as specified above for PLA2 activity assay.
Cells were then scraped into MAP kinase buffer consisting of 30 mM
b-glycerophosphate, 20 mM Hepes (pH 7.4), 4 mM PKI (6–22 amide),
2 mM EGTA, 1 mM EDTA, and the protease and phosphatase inhib-
itors, as described above. The scraped cells were broken by sonica-
tion, followed by centrifugation at 48C. The resulting supernatant was
used as the protein sample for the MAP kinase activity assay. To start
the assay for MAP kinase activity, 10 ml of the protein sample was
added to an equal volume of substrates and MgCl2 in MAP kinase
buffer pre-warmed at 308C, generating (final concentrations) 10 mM
MgCl2, 2 mM PKI (6–22 amide), 40 mM ATP, 2 mCi [g32P]ATP, and
10 mg MBP. After a 20 min incubation at 308C with constant agita-
tion, the reaction was stopped by spotting 10 ml of the reaction mix-
ture to P81 phosphocellulose membrane (2 3 1.5 cm), followed by
washing 6 times for 5 min each in 125 mM phosphoric acid. The ra-
dioactivity associated with the membrane, which represented the
phosphorylation of MBP by MAP kinase, was determined by scintil-
lation spectrophotometry. In some experiments, immunoprecipita-
tion of MAP kinase was performed, and MAP kinase activity associ-
ated with immunoprecipitates was similarly assayed. The procedures
were the same for the immunoprecipitation of cPLA2 described
above, except that MAP kinase buffer and anti-MAP kinase (ERK2)
antiserum were used instead.

Data presentation. Unless otherwise specified, the data shown in
the figures are mean6SD of triplicate measurements, and are repre-
sentative of results obtained in two to four experiments.

Results

Activation of cPLA2 is responsible for P2U receptor-mediated

AA release in a phosphorylation-dependent manner in MDCK-D1

cells. MDCK-D1 cells are a subclone of parental MDCK cells,
an epithelial cell line derived from the distal tubule and col-
lecting duct of the canine kidney (23, 24). Recent work from
this laboratory has demonstrated the co-existence of P2U and
P2Y receptors in MDCK-D1 cells, both of which are coupled to
AA release (25). This cellular release of AA results from acti-
vation of PLA2 by P2-purinergic receptors, as shown by an in-
crease in PLA2 activity in lysates prepared from cells treated
with ATP or UTP (Fig. 1). To determine which type of PLA2

was coupled to P2 receptors in MDCK-D1 cells, we examined
the effect of arachidonyl trifluoromethyl ketone (AACOCF3)
on PLA2 activities. AACOCF3 is a trifluoromethyl ketone ana-
logue of arachidonoyl acid that can inhibit the 85-kD cPLA2,
but not the 14-kD low molecular weight secretory form of
PLA2s (26). As shown in Fig. 1, both basal and stimulated
PLA2 activities in MDCK-D1 cell lysates were inhibited by
AACOCF3. AACOCF3 has also been shown to inhibit Ca21-
independent PLA2 (27). However, PLA2 activity in MDCK-D1

cells is Ca21-dependent (10), and ATP- or UTP-promoted AA
release in intact MDCK-D1 cells is dependent on Ca21 (25).

Therefore, Ca21-independent PLA2 appears not to contribute
to P2 receptor-promoted PLA2 activity and AA release in
these cells. Furthermore, anti-cPLA2 serum immunoprecipi-
tated increased PLA2 activity from cells stimulated by ATP or
UTP in parallel with a depletion of PLA2 activity in the cell ly-
sate (Fig. 2). Recovery of PLA2 activity was associated with
immunoprecipitates obtained with anti-cPLA2 serum but not
with normal serum. In addition, SDS-PAGE and immunoblot-
ting studies showed that cPLA2 protein was associated with
immunoprecipitates obtained with anti-cPLA2 serum but not
with normal serum (10). Although the effect of ATP observed
in the present study might be mediated through both P2U and
P2Y receptors, the effect of UTP is mediated by P2U receptors
(25). Thus, these data (taken together with the finding that
AACOCF3 also inhibits ATP- or UTP-promoted AA release
in intact MDCK-D1 cells) (25) demonstrate that cPLA2 is the
PLA2 species present in these cells that is responsible for AA
release mediated by P2U-purinergic receptors.

Since phosphorylation is thought to be an important mech-
anism for cPLA2 activation (4, 5), we asked whether such a
mechanism is involved in the activation of cPLA2 by P2U recep-
tors in MDCK-D1 cells by incubating lysates (prepared from
MDCK-D1 cells treated with ATP or UTP with potato acid
phosphatase) and then assessing PLA2 activity. As shown in
Fig. 3, treatment of cell lysates with phosphatase decreased
basal cPLA2 activity, suggesting that a basal phosphorylation
state maintains cPLA2 activity at a higher level. Treatment of
cell lysates with phosphatase also inhibited ATP- or UTP-
stimulated activity of cPLA2. Treatment of cell lysates with
potato acid phosphatase did not affect the quantity of cPLA2

protein, as determined by SDS-PAGE and immunoblotting
studies. Thus, phosphorylation is involved in the activation of
cPLA2 by P2U receptors.

Figure 1. Effect of AACOCF3 on ATP- or UTP-mediated activation 
of PLA2 in MDCK-D1 cells. Cells were treated with 100 mM ATP or 
UTP or the corresponding vehicle (Basal) for 10 min, followed by 
preparation of lysate protein samples. PLA2 activities of the cell ly-
sates were assessed in the absence (Control) or presence of 30 mM 
AACOCF3. The experimental details for cell lysate preparation and 
PLA2 activity assay are described in Methods.
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PKC-dependent activation of MAP kinase by P2U receptors

in MDCK-D1 cells. Subsequent studies were focused on the
nature of kinases involved in activation of cPLA2. We first ex-
amined whether P2U receptors are coupled to activation of
MAP kinase in MDCK-D1 cells. As shown in Fig. 4, treatment
of cells with ATP or UTP increased MAP kinase activity mea-
sured in subsequently prepared cell lysates. The activation was
time-dependent, and the peak response occurred 3 min after
treatment with agonists. Immunoprecipitated MAP kinase,
particularly ERK2 (which is the type of MAP kinase that has
been specifically shown to phosphorylate and activate recom-
binant cPLA2 in vitro [7]) showed increased enzyme activity in
response to stimulation by ATP or UTP. A molecular weight
shift of MAP kinase resolved by SDS-PAGE was also ob-
served in response to stimulation by ATP or UTP. As shown
in the inset of Fig. 4, this molecular shift occurred in a time-
dependent manner and, as with the increase in enzyme activ-
ity, the maximal shift occurred 3 min after stimulation with

ATP. UTP induced a similar time-dependent molecular shift
of MAP kinase (data not shown). The molecular shift of MAP
kinase has been shown to be due to kinase phosphorylation
(9), a conclusion consistent with results obtained for ATP-,
UTP- or PMA-induced molecular shift of MAP kinase in
MDCK-D1 cells, and with the abolition of this shift by treat-
ment of protein samples with potato acid phosphatase (Fig. 5
A). Activation of PKC by PMA increased MAP kinase activity
in MDCK-D1 cells (10), and induced a phosphorylation-depen-
dent molecular shift of this kinase (Fig. 5 A). As shown in Fig.
5 B, the molecular weight shift of MAP kinase induced by
ATP or UTP (or PMA as a positive control) was blocked by
down-regulation of PKC by overnight treatment of cells with
PMA. These data, therefore, suggest that coupling of P2U re-
ceptors to MAP kinase is dependent on PKC in MDCK-D1

cells.
It has been established that phosphorylation of MAP ki-

nase is an obligatory step in the activation of this kinase (9).
Indeed, the phosphorylation state of MAP kinase closely cor-
related with its activity state in response to agonist stimulation
in MDCK-D1 cells (Fig. 4, inset). The phosphorylation-based
molecular weight shift of MAP kinase, which has been used by
many investigators (10, 14, 28, 29) as a convenient and reliable
indication of MAP kinase activation, was used in the following
studies as a measure of activation of this kinase.

MAP kinase and PKC are both required for cPLA2-medi-

ated arachidonic acid release by P2U receptors in MDCK-D1

cells. To determine if MAP kinase was required for cPLA2-
mediated AA release by P2U receptors in MDCK-D1 cells,
we tested the effect of the MAP kinase cascade inhibitor

Figure 2. PLA2 activity in immunoprecipitates and immunodepleted 
lysates of MDCK-D1 cells. Lysates derived from cells treated with ve-
hicle (Basal) or 100 mM ATP or UTP for 10 min were subjected to 
immunoprecipitation with buffer, normal serum, or anti-cPLA2 se-
rum, followed by the assay of PLA2 activity associated with the result-
ing immunoprecipitates (A) or in the immunodepleted lysates (B) as 
described in Methods. In some experiments the normal serum par-
tially inhibited PLA2 activity in cell lysates (data not shown).

Figure 3. Effect of potato acid phosphatase on cPLA2 activities in 
MDCK-D1 cell lysates. Lysates were prepared from cells incubated 
with vehicle (Basal) or 100 mM ATP or UTP for 10 min and treated 
without (Control) or with 1 U/ml potato acid phosphatase (PAP) at 
308C (pH 6.4) for 30 min in the absence of phosphatase inhibitors and 
in the presence of protease inhibitors, as defined in Methods. The 
control samples were treated identically except for the omission of 
phosphatase. After the pH of the lysates was brought to 7.4 and the 
phosphatase inhibitors were added back to the cell lysates, PLA2 ac-
tivities were assessed at 378C, as described in Methods.
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PD098059 (19) on ATP- or UTP-mediated MAP kinase acti-
vation, and AA release in these cells. As shown in Fig. 6 A,
ATP- or UTP-promoted MAP kinase activation was blocked
by 30 mM PD098059. Under the same conditions, AA release
promoted by ATP or UTP was suppressed by 82611% and
68611% (mean6SD of three experiments performed in dupli-
cate), respectively. Fig. 6 B shows a representative experiment.

Figure 4. Enzyme activation and molecular weight shift 
of MAP kinase in MDCK-D1 cells. For MAP kinase ac-
tivity assay, lysates were prepared from cells incubated in 
the absence (0 time point) or presence of 100 mM ATP or 
UTP for the indicated times. Cell lysates were then sub-
jected to MAP kinase activity assay, as described in 
Methods. For the evaluation of molecular weight shift 
(Inset), cells were similarly treated without (0 time point) 
or with 100 mM ATP for the indicated times, followed by 
lysis into SDS loading buffer, boiling for 5 min, SDS-
PAGE, immunoblotting with anti-p42 MAP kinase se-
rum, and detection by ECL as described in Methods. 
Note the double band of MAP kinase (MAPK). Com-
pared with basal state (0 time point), the intensity of the 
upper band was increased by treatment of cells with 
ATP. This increase occurred maximally at 3 min of treat-
ment.

Figure 5. Effect of potato acid phosphatase (A) and PKC down-regu-
lation (B) on molecular weight shift of MAP kinase in MDCK-D1 
cells. (A) Lysates derived from cells incubated with vehicle (Basal) or 
100 mM ATP or 100 mM UTP or 100 nM PMA for 3 min were treated 
in the absence (2) or presence (1) of potato acid phosphatase (PAP) 
as described in the legend to Fig. 3. The lysates were then mixed with 
appropriately concentrated SDS loading buffer, boiled, and subjected 
to SDS-PAGE and immunoblotting as described in the legend to Fig. 
4. (B) Cells were treated with vehicle (2) or 200 nM PMA (1) over-
night (20 h) to down-regulate PKC. Cells were then incubated with 
the indicated agonists for 3 min, followed by preparation of protein 
sample in SDS loading buffer, SDS-PAGE, and immunoblotting.

These data thus suggest that MAP kinase is at least partially
required for cPLA2-mediated AA release promoted by P2U re-
ceptors in MDCK-D1 cells.

To determine whether PKC is required for the activation of
cPLA2 by P2U receptors, we next examined the effects of PKC
down-regulation and treatment of cells with the PKC inhibitor
GF109203X (30, 31) on P2U receptor-mediated AA release.
Both PKC down-regulation (Fig. 7 A) and GF109203X (Fig. 7
B) suppressed ATP- or UTP-mediated AA release. AA re-
lease promoted by the Ca21 ionophore A23187 was not in-
hibited by PKC down-regulation or treatment of cells with
GF109203X (Fig. 7), suggesting that inhibition of ATP- or
UTP-promoted AA release by these experimental strategies
was specific for these nucleotides. Therefore, in addition to
MAP kinase, PKC is also required for P2U receptor regulation
of cPLA2-mediated AA release in MDCK-D1 cells.

PKC is independently required for cPLA2-mediated AA re-

lease through a pathway in parallel to MAP kinase activation.

Since activation of MAP kinase by P2U receptors was PKC-
dependent (Fig. 5 B) and activation of cPLA2 by this receptor in-
volved MAP kinase (Fig. 6), the involvement of PKC in cPLA2

regulation appears to be at least partially through activation of
MAP kinase in MDCK-D1 cells. However, the data presented
above do not rule out the possibility that PKC may also play a
role independent of MAP kinase in the regulation of cPLA2.
Indeed, we have obtained evidence for such a role for PKC in
P2U receptor-mediated AA release. This evidence includes the
different concentration-response relationships of the PKC in-
hibitor GF109203X on MAP kinase activation and AA re-
lease. As shown in Fig. 8 A, GF109203X inhibited both ATP-
and UTP-promoted AA release in a concentration-dependent
manner. About 50% of ATP- or UTP-promoted response was
inhibited by this inhibitor at 3 mM. However, the inhibitory ef-
fect of GF109203X on MAP kinase activation by these nucle-
otides was not as dramatic (Fig. 8 B): at 3 mM, this inhibitor
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did not decrease the activation of MAP kinase mediated by
ATP or UTP, although it showed a slight inhibitory effect at a
higher concentration (9 mM). A similar concentration response
discrepancy was observed for the effects of GF109203X on
PMA-promoted AA release and MAP kinase activation (Fig.
9), although the inhibitor seemed more potent in inhibition of
the response mediated by PMA than in inhibition of that me-
diated by nucleotides. At 0.33 mM, GF109203X inhibited
greater than 50% of PMA-promoted AA release (Fig. 9 A),
while it showed no effect on PMA-promoted MAP kinase acti-
vation at this concentration (Fig. 9 B). At 1 mM, this inhibitor
completely blocked PMA-promoted AA release, although it
had only a minimal inhibitory effect on PMA-promoted MAP
kinase activation (Fig. 9 B). These data demonstrate that even
under the conditions where MAP kinase can be activated, inhi-
bition of PKC still suppresses cPLA2-mediated AA release.
Therefore, in addition to its involvement in MAP kinase acti-
vation required for cPLA2 activation, PKC also may be inde-
pendently required for cPLA2 activation by P2U receptors in
MDCK-D1 cells.

In previous work from this laboratory, stable PKC anti-

sense transfectants of MDCK-D1 cells were isolated that had
decreased PKCa protein, and which displayed a decrease in
PMA-mediated AA release (32). As shown in Fig. 10 A, when
we tested these transfectants in the present study, they had a
50% (as determined by densitometry) reduction of PKCa pro-
tein compared with vector-transfected cells, but no change in
MAP kinase protein level (Fig. 10 B). There were also no
changes in the protein levels of PKCe and PKCz (data not
shown). The reduction of PKCa protein level did not affect ac-
tivation of MAP kinase by PMA (Fig. 10 C), although PMA-
promoted AA release was inhibited by suppression of the ex-

Figure 6. Effect of PD098059 on MAP kinase activation (A) and 
cPLA2-mediated AA release (B) in MDCK-D1 cells. (A) Cells were 
treated with vehicle (2) or 30 mM PD098059 (1) for 20 min and fur-
ther treated with vehicle (Basal) or 100 mM ATP or UTP for 3 min, 
followed by preparation of protein samples in SDS loading buffer, 
SDS-PAGE and immunoblotting as described in the legend to Figure 
4. (B) [3H]AA-labeled cells were treated with vehicle (Control) or 30 
uM PD098059 for 20 min, followed by assessment of [3H]AA release 
in response to stimulation with vehicle (Basal) or 100 mM ATP or 
UTP for 10 min, as described in Methods. PD098059 had no direct in-
hibitory effect on immunoprecipitated cPLA2 activity (data not 

shown).
Figure 7. Effects of PKC down-regulation (A) and GF109203X (B) 
on cPLA2-mediated AA release in MDCK-D1 cells. (A) Cells without 
(Control) or with PKC down-regulation (PKC-Down) as described in 
the legend to Fig. 5 B were assessed for [3H]AA release in response 
to treatment with vehicle (Basal), 100 mM ATP or UTP, or 4 mM 
A23187 for 10 min as described in Methods. (B) Cells were incubated 
with vehicle (Control) or 12 mM GF109203X for 30 min, followed by 
assessment of [3H]AA release in response to treatment with the vehi-
cle or the indicated agonists for 10 min, as described in Methods. The 
data with A23187 treatment and the corresponding basal conditions 
were obtained from separate experiments. GF109203X had no direct 
inhibitory effect on immunoprecipitated cPLA2 activity (data not 
shown).
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pression of PKCa (Fig. 10 D). Because PMA-promoted AA re-
lease is also mediated by cPLA2 in MDCK-D1 cells (10), the
present data obtained with PMA in these stable transfectants
further support the idea that PKC, particularly the a isoform,
acts independently of MAP kinase to regulate cPLA2 in
MDCK-D1 cells. Studies of P2U receptor-promoted AA release
in these transfectants yielded inconsistent findings, perhaps
because PKCa may be involved in feedback regulation of P2U

receptor signaling as well as in the regulation of cPLA2. Alter-
natively, PKCa in the transfectants used in the present study
was only decreased by 50% (Fig. 10 A). This decrease might
not be enough to significantly affect the coupling of P2U recep-
tors to AA release, but enough to affect the release of AA pro-
moted by PMA. This difference in the sensitivity of AA re-
lease to the decrease in PKCa protein is consistent with the
data that the PKCa-selective inhibitor GF109203X was more

potent in inhibiting PMA-promoted AA release than in inhib-
iting P2U receptor-promoted AA release (Figs. 8 and 9).

Discussion

Considerable attention has been devoted to defining signal
transduction by the G protein-coupled P2U/P2Y receptors be-
cause of their wide distribution and involvement in a variety of
biological activities (33, 34). One important consequence of
stimulation of these receptors is AA release, which may play a
key role in many of the physiological and pathological pro-
cesses mediated by these receptors. AA release by P2U/P2Y re-
ceptors has been described in numerous cells, including, for ex-
ample, astrocytes (35), neutrophils and neutrophil-like HL60
cells (14, 36), NG108-15 neuroblastoma cells (37), FRTL-5
thyroid cells (38), airway epithelium cells (39), Chinese ham-
ster ovary cells (40), and MDCK cells (25, 41). Although con-
siderable effort has been directed toward defining the mole-
cular mechanism for P2-purinergic receptor-mediated AA
release, clear-cut information has not been provided. It has
been hypothesized that cPLA2 is responsible for P2-purinergic
receptor-mediated AA release (25), but definitive evidence for
this hypothesis is lacking. Moreover, there is evidence suggest-
ing that other types of PLA2 (such as the Ca21-independent

Figure 8. Concentration-response of the effects of GF109203X on 
P2U receptor-mediated AA release (A) and MAP kinase activation 
(B) in MDCK-D1 cells. (A) Cells were treated with GF109203X at the 
indicated concentrations for 30 min, followed by assessment of 
[3H]AA release in response to stimulation with vehicle (Basal) or 100 
mM ATP or UTP for 10 min, as described in Methods. (B) Cells were 
treated with GF109203X (GF) at the indicated concentrations for 30 
min, followed by further treatment with vehicle (lane 1), or 100 mM 
ATP or UTP for 3 min (lanes 2–6) as indicated. Protein samples were 
then prepared in SDS loading (buffer, followed by SDS-PAGE and 
immunoblotting as described in the legend to Fig. 4.

Figure 9. Concentration response of the effects of GF109203X on 
PMA-mediated AA release (A) and MAP kinase activation (B) in 
MDCK-D1 cells. The experimental procedures were same as de-
scribed in the legend to Fig. 8, except that PMA was used as agonist.
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PLA2 [42] and the secretory PLA2 [43, 44]) can be responsible
for AA release mediated by certain receptors. In view of these
results, one of the goals of the present study was to use
MDCK-D1 cells as a model to define whether cPLA2 mediates
AA release promoted by P2-purinergic receptors, in particular
P2U receptors. The present data demonstrate that AA release
by P2U receptors in MDCK-D1 cells is mediated by cPLA2, a
conclusion supported by the following findings: (a) PLA2 ac-
tivity in MDCK-D1 cell lysates is Ca21-dependent and sensitive
to AACOCF3 (10), suggesting that the cPLA2 is the type of
PLA2 preferentially expressed in these cells; (b) P2U receptor-
mediated AA release in intact cells (25) and activated PLA2

activity in cell lysates are AACOCF3-sensitive (Fig. 1); and (c)
increased PLA2 activity promoted by ATP or UTP is recov-
ered in immunoprecipitates obtained using anti-cPLA2 anti-
bodies, and the PLA2 activity is correspondingly lost in the
immunodepleted cell lysates (Fig. 2).

Phosphorylation has been implicated for the activation of
both in vitro recombinant cPLA2 (6, 7) and in vivo endogenous
cPLA2 (e.g., 10–12, 45). The coupling of P2U receptors to acti-
vation of cPLA2 in MDCK-D1 cells is apparently also through
a phosphorylation-dependent mechanism, as suggested by the
ATP- or UTP-promoted increase in cPLA2 activity in lysates
(Figs. 1–3) and in anti-cPLA2 immunoprecipitates (Fig. 2 A)
prepared from treated cells, and as suggested by the sensitivity
of this increase of cPLA2 activity to phosphatase (Fig. 3). Pre-
vious work indicated that in neutrophil-like HL60 cells P2U re-
ceptors are coupled to both MAP kinase activation and AA
release (14). However, a cause-effect relationship for the two
responses was not established. The data in the present study
show that MAP kinase is required for cPLA2 activation by P2U

receptors since inhibition of MAP kinase by PD098059 (Fig. 6
A) inhibited cPLA2-mediated AA release by P2U receptors
(Fig. 6 B). In addition, PKC is also required for P2U receptor
regulation of cPLA2-mediated AA release. This PKC involve-
ment occurs in two ways: (a) it is required for MAP kinase ac-
tivation because down-regulation of PKC blocks P2U receptor-
promoted MAP kinase activation (Fig. 5 B), and (b) it is also
required for cPLA2-mediated AA release through a pathway
that is parallel to MAP kinase activation since we were able to
inhibit PKC and suppress AA release without blocking MAP
kinase activation (Figs. 8–10).

The PKC inhibitor GF109203X is more selective for the a
isoform than for other PKC isoforms (30, 31). Its differential
effects on MAP kinase activation and cPLA2-mediated AA re-
lease observed in the present study could occur if different
PKC isoforms are selectively involved in activation of MAP ki-
nase and cPLA2. Thus, the PKC isoforms involved in the acti-
vation of MAP kinase by P2U receptors might be other than the
a type (as suggested in other systems [46, 47]), while PKCa

would be required for activation of cPLA2 through a path-
way independent of MAP kinase. Thus, by selectively inhibit-
ing PKCa, GF109203X at low concentrations would suppress
cPLA2-mediated AA release, but not activation of MAP ki-
nase. This idea is also supported by the data obtained with
MDCK-D1 transfectants with decreased PKCa, which showed
inhibition of cPLA2-mediated AA release, but not of MAP ki-
nase activation (Fig. 10). It should be pointed out that our in-
terpretation of the requirement for PKCa and MAP kinase in
the regulation of cPLA2 is different from previous conclusions,
which only emphasize the role of MAP kinase in the activation
of cPLA2 (6). We hypothesize that activation of both PKC
(particularly the a isoform) and MAP kinase (mediated by
PKC isoforms other than the a form) is required for maximal
activation of cPLA2, because inhibition of either impaired
cPLA2-mediated AA release (Figs. 6–10). This hypothesis of
dual regulation of cPLA2 by MAP kinase and PKCa for maxi-
mal activation is consistent with other observations, such as
the demonstration that cPLA2 possesses distinct phosphoryla-
tion sites for MAP kinase and PKC (6), and that in Chinese
hamster ovary cells, transfection of a mutant Gai2 inhibits
cPLA2-mediated AA release by P2-purinergic receptors with-
out affecting MAP kinase activation and cPLA2 phosphoryla-
tion by MAP kinase (40). In the latter studies, activation of

Figure 10. Effect of decreased expression of PKCa on the protein 
levels of PKCa (A) and MAP kinase (B), and on activation of MAP 
kinase (C) and AA release (D) in MDCK-D1 cells. MDCK-D1 trans-
fectants carrying the vector (VC) or PKCa antisense cDNA (CKPa) 
were originally isolated as described (32). The protein levels of PKCa 
(A) and MAP kinase (B) in these transfectants were analyzed by 
SDS-PAGE and immunoblotting using anti-PKCa antibodies and 
anti-ERK2 antibodies, respectively. To avoid the separation of the 
phosphorylated species from the dephosphorylated species of MAP 
kinase (and hence to more accurately compare the total protein of 
this kinase), in the experiment shown in B, 10%, instead of 7.5% 
acrylamide was used in the gel, and the gel was run for 2 h. (C) Cells 
were stimulated with vehicle (2) or 100 nM PMA (1) for 3 min, and 
activation of MAP kinase (in terms of molecular weight shift) was an-
alyzed as described in the legend to Fig. 4. (D) Basal or 100 nM 
PMA-promoted [3H]AA release in vector- or PKCa antisense 
cDNA-transfected cells were assessed as described in Methods.
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PKC by PMA was able to eliminate this inhibition and restore
the coupling of P2-purinergic receptors to cPLA2, thus suggest-
ing that this Gai2 mutant inhibited P2-purinergic receptor-cou-
pled activation of PKC, and blocked activation of cPLA2 by
these receptors.

Direct phosphorylation and activation of cPLA2 by MAP
kinase has been consistently demonstrated by in vitro studies
(6, 7). By contrast, in vitro studies are inconsistent with regard
to the importance of PKC for the activation of cPLA2. One
study showed a moderate increase in cPLA2 activity after in
vitro phosphorylation of this lipase by PKC (7), but two other
studies failed to show activation of lipase activity after such
phosphorylation (6, 48). Although there is no clear explana-
tion for this inconsistency, the role of different PKC isoforms
was not evaluated in these studies, nor was the MAP kinase-
mediated phosphorylation level of cPLA2 that existed prior to
assessment of the function of phosphorylation by PKC. This
could explain the inconsistency of the results in these studies,
since we hypothesize that phosphorylation of cPLA2 by both
MAP kinase and PKC is required for maximal activation of
this lipase.

In MDCK-D1 cells, both alpha1-adrenergic receptors (10)
and P2U receptors (present study) utilize MAP kinase to regu-
late cPLA2. However, unlike the regulation of cPLA2 by P2U

receptors (which utilize different PKC isoforms through MAP
kinase-dependent and -independent pathways to achieve max-
imal activation of cPLA2), regulation of cPLA2 by a1-adrener-
gic receptors occurs only through sequential activation of PKC
and MAP kinase. Interestingly, in the same cell type, bradyki-
nin receptors regulate cPLA2 through a phosphorylation-
dependent mechanism that does not involve MAP kinase and
PKC, but may involve a tyrosine kinase (49). Several recent
studies also show that certain receptors can promote phos-
phorylation-dependent activation of cPLA2 without involve-
ment of MAP kinase and PKC, but the kinases involved re-
main unidentified (15, 16). It appears, therefore, that the
mechanisms and the protein kinases involved in the regulation
of cPLA2 vary with receptor types, even in the same cell type.

In summary, in the present study we demonstrate that in
MDCK-D1 cells’ P2U-purinergic receptors mediate AA release
via activation of cPLA2. This cPLA2-mediated AA release by
P2U receptors is through a phosphorylation mechanism which
appears to require activation of both MAP kinase and PKC. In
this process PKC plays a dual role: it is required for MAP ki-
nase activation, and it also acts through a pathway indepen-
dent of MAP kinase to regulate cPLA2-mediated AA release.
Involvement of different PKC isoforms may explain this dual
role of PKC. We speculate that dual phosphorylation of cPLA2

by PKCa and MAP kinase (perhaps activated by PKC isoforms
other than PKCa) is required for the maximal activation of
cPLA2 by P2U receptors in MDCK-D1 cells. This dual require-
ment for PKC and MAP kinase in the activation of cPLA2 is
not consistent with previous ideas that have only emphasized
the role of the sequential activation of PKC and MAP kinase
in the regulation of cPLA2.

Acknowledgments

We thank Dr. Yizheng Wang for providing us with the anti-p42 MAP
kinase (ERK2) serum, Dr. Alan R. Saltiel (Parke-Davis, Ann Arbor)
for providing us with PD098059, and the Genetics Institute, Cam-
bridge, MA for providing anti-85-kD cPLA2 serum. The contribution

of Dr. Catherine Godson to the construction of PKC antisense trans-
fectants is greatly acknowledged. The technical assistance by Kelly
Bell is also greatly appreciated.

This work has been supported by NIH grants GM31987 and
HL35847. Mingzhao Xing is supported by a postdoctoral fellowship
from the American Heart Association California Affiliate and a
NRSA training grant, Bonnie Firestein is supported by a predoctoral
fellowship from Pharmaceutical Research and Manufacturers of
America Foundation, and Gregory H. Shen is supported by a NRSA
training grant.

References

1. Smith, W.L. 1989. The eicosanoids and their biochemical mechanisms of
action. Biochem. J. 259:315–324.

2. Piomelli, D. 1993. Arachidonic acid in cell signaling Curr. Opin. Cell Biol.

5:274–280.
3. Dennis, E.A. 1994. Diversity of group types, regulation, and function of

phospholipase A2. J. Biol. Chem. 269:13057–13060.
4. Exton, J.H. 1994. Phosphatidylcholine breakdown and signal transduc-

tion. Biochim. Biophys. Acta. 1212:26–42.
5. Kramer, R.M. and J.D. Sharp. 1995. Recent insights into the structure,

function, and biology of cPLA2. Agents Actions. 46 (Suppl.): 65–76.
6. Lin, L.-L., M. Wartmann, A.Y. Lin, J.L. Knopf, A. Seth, and R.J. Davis.

1993. cPLA2 is phosphorylated and activated by MAP kinase. Cell. 72:269–278.
7. Nemenoff, R.A., S. Winitz, N.X. Qian, V.Van Putten, G.L. Johnson, and

L.E. Heasley. 1993. Phosphorylation and activation of a high molecular weight
form of phospholipase A2 by p42 microtubule-associated protein 2 kinase and
protein kinase C. J. Biol. Chem. 268:1960–1964.

8. Posada, J., and J.A. Cooper. 1992. Molecular signal integration: interplay
between serine, threonine and tyrosine phosphorylation. Mol. Biol. Cell. 3:583–
592.

9. Seger, R. and E.G. Krebs. 1995. The MAPK signaling cascade. FASEB J.

9:726–735.
10. Xing, M., and P.A. Insel. 1996. Protein kinase C-dependent activation of

cytosolic phospholipase A2 and mitogen-activated protein kinase by alpha1-adren-
ergic receptors in Madin-Darby kidney cells. J. Clin. Invest. 97:1302–1310.

11. Sa, G., G. Murugesan, M. Jaye, Y. Ivashchenko, and P.L. Fox. 1995. Ac-
tivation of cytosolic phospholipase A2 by basic fibroblast growth factor via a
p42 mitogen-activated protein kinase-dependent phosphorylation pathway in
endothelial cells. J. Biol. Chem. 270:2360–2366.

12. Qiu, Z.H., and C.C. Leslie. 1994. Protein kinase C-dependent and -inde-
pendent pathways of mitogen-activated protein kinase activation in macrophages
by stimuli that activate phospholipase A2. J. Biol. Chem. 269:19480–19487.

13. Xu, X.-X., C.O. Rock, Z.H. Qiu, C.C. Leslie, and S. Jackowski. 1994.
Regulation of cytosolic phsopholipase A2 phosphorylation and eicosanoid pro-
duction by colony-stimulating factor 1. J. Biol. Chem. 269:31693–31700.

14. Xing, M., P.L. Wilkins, B.K. McConnel, and R. Mattera. 1994. Regula-
tion of phospholipase A2 activity in undifferentiated and neutrophil-like HL60
cells. Linkage between impaired responses to agonists and absence of protein
kinase C-dependent phosphorylation of cytosolic phospholipase A2. J. Biol.

Chem. 269:3117–3124.
15. Borsch-Haubold, A.G., R.M. Kramer, and S.P. Watson. 1995. Cytosolic

phospholipase A2 is phosphorylated in collagen- and thrombin-stimulated hu-
man platelets independent of protein kinase C and mitogen-activated protein
kinase. J. Biol. Chem. 270:25885–25892.

16. Waterman, W.H. and R.I. Shaafi. 1995. A mitogen-activated protein ki-
nase independent pathway involved in the phosphorylation and activation of
cytosolic phospholipase A2 in human neutrophils stimulated with tumor necro-
sis factor a. Biochem. Biophys. Res. Commun. 209:271–278.

17. de Carvalho, M.G.S., A.L. McCormack, E. Olson, F. Ghomashchi, M.H.
Gelb, J.R. Yates III, and C.C. Leslie. 1996. Identification of phosphorylation
sites of human 85-kDa cytosolic phospholipase A2 expressed in insect cells and
present in human monocytes. J. Biol. Chem. 271:6987–6997.

18. Wang, Y., M.S. Simonson, J. Pouyssegur, and M.J. Dunn. 1992. Endo-
thelin rapidly stimulates mitogen-activated protein kinase activity in rat mesan-
gial cells. Biochem. J. 287:589–594.

19. Dudley, D.T., L. Pang, S.J. Decker, A.J. Bridges, and A.R. Saltiel. 1995.
A synthetic inhibitor of the mitogen-activated protein kinase cascade. Proc.

Natl. Acad. Sci. USA. 92:7686–7689.
20. Slivka, S.R., and P.A. Insel. 1987. Alpha1-adrenergic receptor-mediated

phosphoinositide hydrolysis and prostaglandin E2 formation in Madin-Darby
canine kidney cells. Possible parallel activation of phospholipase C and phos-
pholipase A2. J. Biol. Chem. 262:4200–4207.

21. Lin, L.-L., A.Y. Lin, and J.L. Knopf. 1992. Cytosolic phospholipase A2 is
coupled to hormonally regulated release of arachidonic acid. Proc. Natl. Acad.

Sci. USA. 89:6147–6151.
22. Bligh, E.G., and W.J. Dyer. 1959. A rapid method of total lipid extrac-

tion and purification. Can. J. Biochem. Physiol. 37:911–917.



814 Xing et al.

23. Meier, K.E., D.M. Sperling, and P.A. Insel. 1985. Agonist-mediated reg-
ulation of alpha 1- and beta 2-adrenergic receptors in cloned MDCK cells. Am.

J. Physiol. 249:C69–C77.
24. Gstraunthaler, G.J.A. 1988. Epithelial cells in tissue culture. Renal

Physiol. Biochem. 11:1–42.
25. Firestein, B.L., M. Xing, R. Hughes, C.U. Corvera, and P.A. Insel. 1996.

Heterogeneity of P2U and P2Y purinergic receptor regulation of phospholipases
in Madin Darby canine kidney cells. Am. J. Physiol. 271:F610–F618.

26. Street, I.P., H.-K. Lin, F. Laliberte, F. Ghomashchi, Z. Wang, H. Per-
rier, N.M. Tremblay, Z. Huang, P.K. Weech, and M.H. Gelb. 1993. Slow- and
tight-binding inhibitors of the 85-kDa human phospholipase A2. Biochemistry.

32:5935–5940.
27. Ackermann, E.J., K. Conde-Frieboes, and E.A. Dennis. 1995. Inhibition

of macrophage Ca21-independent phospholipase A2 by bromoenol lactone and
trifluoromethyl ketones. J. Biol. Chem. 270:445–450.

28. de Vries-smits, A.M.M., B.M.T. Burgering, S.J. Leevers, C.J. Marshall,
and J.L. Bos. 1992. Involvement of p21 ras in activation of extracellular signal-
regulated kinase 2. Nature (London). 357:602–604.

29. Alblas, J., E.J. Van Corven, P.L. Hordijk, G. Milligan, and W.H.
Moolenaar. 1993. Gi-mediated activation of the p21 ras-mitogen-activated pro-
tein kinase pathway by alpha 2-adrenergic receptors expressed in fibroblasts. J.

Biol. Chem. 268:22235–22238.
30. Toullec, D., P. Pianetti, H. Coste, P. Bellevergue, T. Grand-Perret, M.

Ajakane, V. Baudet, P. Boissin, E. Boursier, F. Loriolle, L. Duhamel, D.
Charon, and J. Kirilovsky. 1991. The bisindolylmaleide GF 109203X is a potent
and selective inhibitor of protein kinase C. J. Biol. Chem. 266:15771–15781.

31. Wilkinson, S.E., P.J. Parker, and J.S. Nixon. 1993. Isoenzyme specificity
of bisindolylmaleimides, selective inhibitors of protein kinase C. Biochem. J.

294:335–337.
32. Godson, C., K.S. Bell, and P.A. Insel. 1993. Inhibition of expression of

protein kinase Ca by antisense cDNA inhibits phorbol ester-mediated arachi-
donate release. J. Biol. Chem. 268:11946–11950.

33. Dubyak, G.R., and C. El-Moatassim. 1993. Signal transduction via P2-
purinergic receptors for extracellular ATP and other nucleotides. Am. J. Phys-

iol. 265:C577–C606.
34. Harden, T.K., J.L Boyer, and R.A. Nicholas. 1995. P2-purinergic recep-

tors: subtype-associated signaling responses and structure. Annu. Rev. Pharma-

col. Toxicol. 35:541–579.
35. Bruner, G., and S. Murphy. 1990. ATP-evoked arachidonic acid mobili-

zation in astrocytes is via a P2Y-purinergic receptor. J. Neurochem. 55:1569–
1575.

36. Cockcroft, S., and J. Stutchfield. 1989. The receptors for ATP and
fMetLeuPhe are independently coupled to phospholipases C and A2 via G-pro-
tein(s). Relationship between phospholipase C and A2 activation and exocyto-
sis in HL60 cells and human neutrophils. Biochem. J. 263:715–723.

37. Lin, T.A., K.D. Lustig, M.G. Sportiello, G.A. Weisman, and G.Y. Sun.

1993. Signal transduction pathways coupled to a P2U receptor in neuroblastoma
glioma (NG108-15) cells. J. Neurochem. 60:1115–1125.

38. Smallridge, R.C., and I.D. Gist. 1994. P2-purinergic stimulation of iodide
efflux in FRTL-5 rat thyroid cells involves parallel activation of PLC and PLA2.
Am. J. Physiol. 267:E323–E330.

39. Lazarowski, E.R., R.C. Boucher, and T.K. Harden. 1994. Calcium-
dependent release of arachidonic acid in response to purinergic receptor activa-
tion in airway epithelium. Am. J. Physiol. 266:C406–C415.

40. Winitz, S., S.K. Gupta, N.X. Qian, L.E. Heasley, R.A. Nemenoff, and
G.L. Johnson. 1994. Expression of a mutant Gi2 a subunit inhibits ATP and
thrombin stimulation of cytoplasmic phospholipase A2-mediated arachidonic
acid release independent of Ca21 and mitogen-activated protein kinase regula-
tion. J. Biol. Chem. 269:1889–1895.

41. Post, S.R., J.P. Jacobson, and P.A. Insel. 1996. P2 purinergic receptor ag-
onists enhance cAMP production in Madin-Darby canine kidney epithelial cells
via a autocrine/paracrine mechanism. J. Biol. Chem. 271:2029–2032.

42. Lehman, J.J., K.A. Brown, S. Ramanadham, J. Turk, and R.W. Gross.
1993. Arachidonic acid release from aortic smooth muscle cells induced by
[Arg8]vasopressin is largely mediated by calcium-independent phospholipase
A2. J. Biol. Chem. 268:20713–20716.

43. Barbour, S.E., and E.A. Dennis. 1993. Antisense inhibition of group II
phospholipase A2 expression blocks the production of prostaglandin E2 by
P388D1 cells. J. Biol. Chem. 826:21875–21882.

44. Murakami, M., I. Kudo, and K. Inoue. 1993. Molecular nature of phos-
pholipase A2 involved in prostaglandin I2 synthesis in human umbilical vein en-
dothelial cells. Possible participation of cytosolic and extracellular type II phos-
pholipase A2. J. Biol. Chem. 268:839–844.

45. Kramer, R.M., E.F. Roberts, J.V. Manetta, P.A. Hyslop, and J.A.
Jakubowski. 1993. Thrombin-induced phosphorylation and activation of Ca21-
sensitive cytosolic phospholipase A2 in human platelets. J. Biol. Chem. 268:
26796–26804.

46. Clerk, A., M.A. Bogoyevitch, M.B. Andersson, and P.H. Sugden. 1994.
Differential activation of protein kinase C isoforms by endothelin-1 and phe-
nylephrine and subsequent stimulation of p42 and p44 mitogen-activated pro-
tein kinases in ventricular myocytes cultured from neonatal rat hearts. J. Biol.

Chem. 269:32848–32857.
47. Clark, K.J. and A.W. Murray. 1995. Evidence that the bradykinin-induced

activation of phospholipase D and of the mitogen-activated protein kinase cas-
cade involve different protein kinase C isoforms. J. Biol. Chem. 270:7097–7103.

48. Wijkander, J. and R. Sundler. 1991. An 100-kDa arachidonate-mobiliz-
ing phospholipase A2 in mouse spleen and macrophage cell line J774. Purifica-
tion, substrate interaction and phosphorylation by protein kinase C. Eur. J. Bio-

chem. 202:873–880.
49. Xing, M., L. Tao, and P.A. Insel. 1997. Role of extracellular signal-regu-

lated kinase and protein kinase Ca in cytosolic PLA2 activation by bradykinin in
Madin-Darby canine kidney-D1 cells. Am. J. Physiol. In press.


