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Abstract The differential activation of different members
of the phospholipase A, (PLA,) superfamily and their regu-
lation are important as one or more of them regulates the
production of eicosanoids and others may contribute to the
formation of other lipid mediators. We previously reported
the existence of two forms of secretory or sPLA, in mouse
keratinocytes, namely type | and type Il sPLA,. We show
here that mouse keratinocyte sPLA,s were potently acti-
vated by protease treatment and inhibited by protease inhib-
itors. We also observed that G protein effectors induced
substantial release of oleic acid (OA) from prelabeled
mouse keratinocytes. A G,/G, protein activator significantly
enhanced the hydrolysis of OA and this increase was not re-
sponsive to either pertussis toxin or cholera toxin treat-
ment. Although there was a significant negative correlation
between intracellular cAMP levels and OA hydrolysis, ex-
perimentally increasing cAMP with forskolin treatment had
no effect on sPLA, activity. Arachidonic acid but not its me-
tabolites was also shown to marginally activate keratinocyte
sPLA, by 1.5-fold.Bi These results lead to the conclusion
that mouse keratinocyte sPLA,s can be regulated primarily
by proteolytic activation and a G protein pathway.—Li-
Stiles, B., and S. M. Fischer. Mechanism(s) of activation of
secretory phospholipase Ajs in mouse keratinocytes. J.
Lipid Res. 1999. 40: 1701-1708.

Supplementary key words arachidonic acid « G protein - kerati-
nocytes « phospholipase A,  protease « secretory phospholipase A,

Phospholipases A, are a group of enzymes that catalyze
the hydrolysis of sn-2 fatty acids from phospholipids. One
of the most important fatty acids released by this action is
arachidonic acid. Arachidonic acid (AA) and its metabo-
lites, eicosanoids, have been shown to play important
roles in inflammation, cell proliferation, as well as tumor
promotion (1). For example, prostaglandin E, (PGE,) was
shown to stimulate cell proliferation (2-4) and over-
expression of prostaglandin synthase H-2 (PGHS-2) has
also been observed in hyperplastic skins in SENCAR
mouse as well as other strains of mice (5, 6), although its
role in tumor promotion is not yet defined. However,
products of other lipids may oppose the effects of AA-
derived eicosanoids on tumor formation. The linoleic

acid product, 13-hydroxyoctadecaenoic acid (13-HODE)
has been reported to oppose the effect of AA-derived
eicosanoids and inhibit cell infiltration as well as tumor cell
metastasis (7). Thus, modulation of the activity of phospho-
lipase A, (PLA,), especially the different forms of PLA,,
may lead to alterations in these biological responses.

We previously reported the existence of two forms of
the secretory PLA, (SPLA,) (8) in addition to the cytosolic
form of PLA, (cPLA,) which has been reported by others
as well (9). The two forms of sSPLA, in mouse skin have the
classical characteristics of sPLA,s, and were confirmed by
reverse transcriptase-polymerase chain reaction (RT-PCR)
to have sequences similar to the known pancreatic type |
and non-pancreatic type Il sPLA, (10, 11). These sPLA,s,
especially the type Il sSPLA, have been suggested to be in-
volved in inflammatory responses and are activated by
inflammatory cytokines such as interleukin-1 (IL-1) and
interleukin-6 (IL-6) as well as tumor necrosis factors (TNF)
(12-14). Anti-inflammatory reagents such as dexametha-
sone and transforming growth factor B (TGF-B) suppress
its expression and activation in many cells, providing evi-
dence for the importance of type Il sPLA; in inflammation
(15-17). While some of these factors affect sPLA, activity
at the level of expression, the pathways for regulation of
activity by other agents are not clear.

In pancreas, the type | sPLA, is synthesized as an inac-
tive proenzyme and is cleaved by trypsin upon release into
the Gl tract (18). It is not clear whether type | sSPLA, activ-
ity is regulated similarly in other tissues as its functions in
other tissues are not yet known. More is known about the
regulation of type 11 SPLA,. Protease cleavage does not ap-
pear to be one of the mechanisms as no evidence of a

Abbreviations: 4a-TPA, 4a-12-O-tetradecanoylphorbol 13-acetate;
AA, arachidonic acid; AIF~, aluminum fluoride; cAMP, cyclic adeno-
sine monophosphate; cPLA,, cytosolic phospholipase A,; G protein,
guanine nucleotide protein; IL-1, interleukin-1; NF kB, nuclear factor
kB; OA, oleic acid; PKA, protein kinase A; PKC, protein kinase C;
PLA,, phospholipase A,; PMSF, phenylmethylsulfonyl fluoride; sPLA,,
secretory phospholipase A,; TPA, 12-O-tetradecanoylphorbol 13-ace-
tate; TNF, tumor necrosis factor.
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proenzyme has been observed with this enzyme. The enzyme
apparently is maintained in its inactive form by other
mechanisms, possibly a putative inhibitor (19) or existing
in granules such as in neutrophils (20, 21). Beside regula-
tion by cytokines, the involvement of the guanine nucle-
otide protein (G protein) pathway has been suggested by
the existence of an AP-2 response element in the pro-
moter region of the type Il sPLA, gene (22). Also, studies
using forskolin and cell permeable cyclic adenosine
monophosphate (cCAMP), suggested that expression of the
type 1l sSPLA, is dependent on intracellular cAMP levels in
smooth muscle cells as well as in some epithelial cell types
(12, 15). However, the type of G protein has yet to be
identified. Recently, it was suggested that a particular type
of G protein, G, was inactivated by AA and related unsat-
urated fatty acids. Also, AA and its metabolites may differ-
entially regulate at least one form of the sPLA,s (23).
Therefore, both type | and type 11 SPLA, may be regulated
by G proteins positively and negatively depending on the
form of stimuli and the form of G proteins that the stimuli
activate.

In this paper, we studied the possible mechanisms by
which keratinocyte sPLA, activity can be regulated. The
keratinocyte sPLA,s were recently characterized but it was
not clear whether the type | sSPLA, could be activated in
these cells by protease cleavage (8). Also, while it has been
suggested that G protein may be involved in the regulation
of type Il sPLA,, the form of G protein has not yet been
identified and the pathways leading to the up-regulation of
activity is not yet clear. Thus, we examined the possible reg-
ulation of keratinocyte sPLA, activity by protease, G protein/
CAMP pathway as well as the possible involvement of AA
and its metabolites.

We report in this paper that mouse keratinocyte sPLA,s
activity is potently elevated by protease treatment and in-
hibited by protease inhibitors. A G, mediated pathway also
appears to lead to the activation of sPLA,, independent of
its effects on cAMP levels. Arachidonic acid, possibly through
a G protein pathway, positively regulated sPLA, activity
while the metabolites of AA were without effect.

METHODS

Cells

Primary keratinocytes obtained from SSIN (SENCAR) mice
(University of Texas M.D. Anderson Veterinary Division, Bastrop,
TX) were used in this study. Primary cultures of keratinocytes iso-
lated from newborn mice by trypsinization were plated at 37°C
and 5% CO, in an enriched Waymouth’s medium containing
10% fetal bovine serum, and switched to the completely defined,
serum-free SPRD-111 medium after overnight attachment (24).
Cells were then treated with various stimuli or inhibitors after
overnight incubation in SPRD-111 medium. With each experi-
ment, the cell numbers for all treatment groups were the same.

Reagents

All radioisotopes were purchased from New England Nuclear
(NEN, Boston, MA), including: [1-1*C]oleic acid and [1-14C]
arachidonic acid used for labeling cells as well as the dual range
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BIOTRAK cyclic AMP [1%5]]enzyme immunoassay (Amersham).
The synthetic G protein activator mellitin, the protease inhibitor,
calpeptin, and 4a-12-O-tetradecanoylphorbol-13-acetate (4a-TPA)
were purchased from LC Laboratories (Woburn, MA). The wasp
venom G protein effector mastoparan-7 and its negative control
peptide mastoparan-17 were purchased from Biomol (Plymouth
Meeting, PA). Pertussis toxin, protein kinase A inhibitor HA1004,
and lipoxygenase inhibitor eicosatetraynoic acid (ETYA) were
also purchased from Biomol (Plymouth Meeting, PA). Arachi-
donic acid, calcium ionophore A23187, cholera toxin, forskolin,
phenylmethylsulfonyl fluoride (PMSF), aluminum sulfate, and
sodium fluoride were purchased from Sigma Chemical Co. (St.
Louis, MO). Prostaglandin H synthase-1 specific inhibitor, resvera-
trol, and prostaglandin E, (PGE,) were purchased from Cayman
Co. (Ann Arbor, MI). The prostaglandin H synthase-2 specific in-
hibitor NS-398 was a generous gift from Taisho Pharmaceutical
Co., Saitama, Japan.

Membrane extracts

Cells were washed with PBS and once with homogenization
buffer (250 mm Tris HCI, pH = 8.5) (25, 26). The homogeniza-
tion buffer also contained 150 mm NaCl with or without 1 mm
NazVO,, 1 mm PMSF, and 10 ng/ml leupeptin. The cells were
scraped into the homogenization buffer and homogenized on
ice and sonicated for 20 sec using a pulse sonicator. Membrane
preparations were then prepared by treatment with 0.36 N
H,SO, in 2 m NaCl overnight (pH=1.6) followed by dialysis
against 10 mm acetic acid-sodium acetate buffer (pH = 4.4)
(19). Membranes for PLA, assay were stored at —20°C until use.
Protein concentration of the membrane preparations was deter-
mined by the Coomassie blue reaction (Bio-Rad).

Preparation of radiolabeled E. coli membrane suspension

Radiolabeled E. coli were prepared by the method of Elsbach
and Weiss (27). An overnight culture of JIM109 E. coli was diluted
1:20 in LB broth and incubated at37°C for 3 h in the presence of
1 mCi/ml [*C]oleic acid (OA). Radiolabeled E. coli were then
washed by incubating in fresh LB broth for 30 min followed by
washing with 1% bovine serum albumin (BSA) to remove unin-
corporated radiolabel. The washed E. coli were autoclaved and re-
suspended in the appropriate amount of 0.85% saline to achieve
5,000 cpm/p.l. Radiolabeled E. coli membrane suspensions were
stored at —20°C until use. Typically, between 50-90% of the
added [1*C]OA was incorporated into E. coli.

In vitro sPLA, assay

The sPLA, activity was measured using radiolabeled [}4C]OA
E. coli membrane suspension as substrate. SPLA, assay was per-
formed with 10 pg protein from the membrane preparation. The
reaction mix contained 5 mm CaCl,, 125 mm Tris HCI (pH =
8.5), 2.5 mg/ml BSA, and 50,000 cpm [*C]OA-labeled E. coli
membrane suspension. The reaction was carried out in a37°C
water bath for 30 min and was stopped by the addition of 100 .l
2 N HCI and 100 pl 20 mg/ml BSA. The reaction mix was
microfuged and 250 wl supernatant was counted to monitor the
[14C]OA release from the E. coli membrane. Total counts were
also obtained by counting pellets and supernatant.

PLA, activity in intact cells

Confluent cultures of primary keratinocytes were labeled with
[1-*4C]oleic acid (50 mCi/mmol, 0.1 mCi/ml) at a concentration
of 0.3 mCi/ml medium for 16 h (25). Dishes were then washed
twice with PBS and incubated in fresh medium with or without
various inhibitors or activators for 15 min. Calcium ionophore
A23187, 4a-TPA or vehicle were then added to stimulate the re-
lease of incorporated fatty acids from the prelabeled cells. The
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doses of stimuli used are those we have previously used, 16 pm
4a-TPA, 0.1 pm calcium ionophore A23187 or as indicated. At ap-
propriate times, aliquots of medium were counted by liquid scintil-
lation counting. Unless specified, data for the 3 h time point are
reported in this paper. Triplicates were used at each time point.

Cyclic AMP assay

Cyclic AMP levels were measured using the 1251-cAMP kit pro-
vided by Amersham. Cells were scraped into 100 wl lysis buffer
and assayed according to the kit protocol. The level of unbound 2|
were then counted on a gamma counter and compared to a stan-
dard curve. Data reported are representative of two experiments.

Statistical analyses

Results are expressed as means = standard errors of the mean
for triplicate data or duplicate data as indicated. All data were
subjected to one-way analysis of variance (ANOVA) test. When
significant differences were detected, Tukey’s honest significant
difference test was used for multiple comparisons among the
groups. Whenever applicable, Student’s t-test was used to deter-
mine the differences between two samples. All experiments were
repeated three times unless otherwise indicated. P < 0.05 was
considered significant.

RESULTS

Modulation of sPLA, activities by proteolytic activation

To explore the possible activation of keratinocyte sSPLA,
by proteases, we treated cells with trypsin, and the activity
of isolated sPLA, as well as release of incorporated radio-
labeled OA from cells were evaluated. Trypsin treatment
significantly enhanced the enzyme activity and increased
the release of incorporated OA from mouse keratinocytes.
A 3-fold increase was observed with the release of incorpo-
rated OA (Fig. 1A) and a little over 2-fold induction was
observed in enzyme activity (Fig. 1B). The data from both
approaches are in agreement and suggest that protease
treatment activates keratinocyte sPLA,. Thus, later experi-
ments used only OA release as a measurement for sPLA,
activity.

The trypsin data were supported by the observation that
protease inhibitors diminished the release of incorporated
OA from keratinocyte cell membrane in a cell-free system.
The release of incorporated OA from membranes treated
with protease inhibitors was half that of the untreated
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membranes (data not shown). Oleic acid release from in-
tact stimulated and unstimulated cells treated with PMSF,
a serine protease inhibitor, and calpeptin, a cysteine pro-
tease inhibitor, confirmed this effect (Fig. 2). Calpeptin
produced a dose-dependent inhibition of OA release in
both calcium ionophore A23187 and vehicle-treated kera-
tinocytes (Fig. 2B). Maximum inhibition (40%) was
achieved with the lowest dose of PMSF used. The basal
level release of OA was also slightly (21.1%) reduced with
PMSF treatment. The effects of these inhibitors were not
specific to the stimulus used as PMSF also inhibited the re-
lease of incorporated OA in cells stimulated with 4a-TPA
(Fig. 2C). The effects of PMSF produced a more pro-
found (72.9%) reduction of 4a-TPA-stimulated OA re-
lease than of calcium ionophore A23187 (40%).

G protein effectors elicit the release of incorporated
fatty acids in mouse keratinocytes

No proteolytic activation has been previously suggested
for the type Il SPLA,. Mechanisms such as cytokine induc-
tion and cAMP activation have been indicated to be the
primary regulatory events for the type Il sPLA,. Many
venom components were reported to have the ability to
either inhibit or activate PLA,s. Mellitin, a synthetic pep-
tide similar to the bee venom mellitin protein, was used
in this experiment to modulate PLA, activities in cul-
tured mouse keratinocytes. Mellitin was shown to elicit
OA hydrolysis from prelabeled keratinocytes in a dose-
and time-dependent manner over a range of 1.875 um up
to 15 um (Fig. 3A).

Because mellitin is a G protein activator, we decided to
explore the involvement of G protein in the modulation
of PLA, activity in mouse keratinocytes. Fluoride ion,
when complexed with aluminum ion, nonspecifically stim-
ulates both the stimulatory and the inhibitory G protein.
We show here that AIF~ potently stimulated the hydrolysis
of incorporated OA from prelabeled mouse keratinocytes
(Fig. 3B). At the 3-h time point, the lowest dose of fluo-
ride ion (10 mm) enhanced OA release by 4-fold com-
pared to the vehicle control. With the amount of aluminum
remaining constant (5 mm), varying the amount of fluoride
in the treatment from 10 to 40 mm dose-dependently en-
hanced the release of OA from keratinocytes. This effect
is also time-dependent (Fig. 3C).

Fig. 1. Activation of keratinocyte sPLA, by trypsin. A:
[*4C]oleic acid (OA)-labeled primary keratinocyte cultures
were treated with or without 0.25% trypsin for 3 h and ali-
guots of 100 wl media were taken to determine the amount
of [*C]OA released from the cells. B: Confluent cultures of
primary keratinocytes were collected by either scraping or
trypsinization (0.25%). Membrane proteins were then iso-
lated and sPLA, assays were performed. All data were ex-
pressed as mean = SEM, n = 3. Bars with asterisks were sig-
nificantly different from the control in A or from scraped in
B (P < 0.05).
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Fig. 2. Inhibition of oleic acid (OA) hydrolysis by protease inhibi-
tors in mouse keratinocytes. Primary keratinocyte cultures were la-
beled with [14C]JOA overnight. Cells were then washed and treated
with or without the indicated protease inhibitor for 15 min before
the addition of stimuli. Stimuli used were either 0.1 pum calcium
ionophore A23187 or 16 pm 4a-TPA. A: PMSF as protease inhibitor;
calcium ionophore A23187 as stimulus; B: calpeptin as protease in-
hibitor; calcium ionophore A23187 as stimulus; C: PMSF as pro-
tease inhibitor; 4a-TPA as stimulus. All data were expressed as
mean = SEM, n = 3. Data points assigned different letters were sig-
nificantly different from each other at P < 0.05. Data with asterisks
were significantly different from the control (no treatment) at P <
0.05 in panel C.

Using a more specific G protein effector, mastoparan-7,
we were able to narrow the form of G protein to G;/G,
(28). Mastoparan-7 was shown to potently enhance the hy-
drolysis of incorporated OA in a dose- and time-dependent
manner (Fig. 3C). Its negative control peptide, mastopa-
ran-17, was not able to do so at the highest dose (80 mm)
used for mastoparan-7 (Fig. 3 C insert). Compared to the
hydrolysis we observed previously with treatment of 4«-
TPA and calcium ionophore A23187, which produce 2.5-
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Fig. 3. Enhancement of oleic acid (OA) hydrolysis by G protein
effectors in mouse keratinocytes. Mouse keratinocytes labeled with
[24C]OA were treated with the indicated amount of different G pro-
tein effectors: mellitin (A); fluoride ion (AIF~, B); mastoparan-7
(Mas-7, C). Fluoride ions were generated with the simultaneous ad-
dition of 5 mm aluminum sulfate and indicated amount of sodium
fluoride (NaF). At the indicated time points, aliquots of 100 wl me-
dia were taken and radioactivity was counted. Mastoparan-17 (80
wm), a negative peptide control for mastoparan-7, was also used to
treat keratinocytes (panel C insert). All data were expressed as
mean = SEM, n = 3.

and 1.5-fold hydrolysis, respectively, the effect with mastopa-
ran-7 is much more substantial (2-fold at 10 wm up to more
than 10-fold with 80 wm). The stimulatory effects of mastopa-
ran-7 as well as fluoride ions and calcium ionophore A23187
were marginally inhibited by the G protein antagonist GP
antagonist-2A (data not shown).
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To further confirm that G; protein mediates the regula-
tion of SPLA, in mouse keratinocytes, we applied pertussis
toxin to prelabeled keratinocytes prior to treatment with
various forms of stimuli. Pertussis toxin was not able to in-
hibit the hydrolysis of incorporated OA from these cells at
any dose from 0.1 ngZml up to 50 ng/ml with any stimuli
(data not shown). The same effects were observed with
cholera toxin. Up to 20 mg/ml cholera toxin failed to in-
hibit the stimulated release of incorporated OA from
mouse keratinocytes (data not shown). To investigate
whether the toxins penetrated the cell membrane and to
demonstrate that the G;/G, and G, pathways were not al-
tered in these keratinocytes by cell culture, we measured
the levels of CAMP in these cells in parallel with the exper-
iments for OA release. Pertussis toxin at 0.1 ng/ml was
able to elevate cCAMP levels by 2-fold compared to the ve-
hicle control. However, no further enhancement was ob-
served at higher doses (data not shown). Cholera toxin
dose-dependently increased the level of CAMP in mouse
keratinocytes (data not shown).

While pertussis toxin and cholera toxin were not able to
affect the hydrolysis of incorporated OA by various stimuli,
the stimuli did alter the levels of cAMP in these cells. In
mouse keratinocytes, both fluoride ions and mastoparan-7
dose-dependently suppressed the production of CAMP by
84.1% and 73.5%, respectively, at the highest doses used
(Fig. 4A and B). The decline in cAMP levels was highly cor-
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Fig. 4. Negative correlation between oleic acid (OA) re-
lease and intracellular cyclic AMP (CAMP) levels in mouse ke-
ratinocytes. [1*C]OA-labeled or nonlabeled primary kerati-
nocytes were treated with fluoride ions (AIF—, panel A) or 80
pm mastoparan-7 (Mas-7, panel B) for 3 h. Fluoride ions were
generated by the simultaneous addition of 5 mm aluminum
sulfate and 20 mm sodium fluoride. Aliquots of 100 wl media
were taken from labeled cultures and counted for radioactiv-
ity (OA release). Nonlabeled cultures were washed and then
collected in cAMP lysis buffer and assayed for intracellular
CcAMP levels (cAMP). Open circles are cAMP levels and solid
circles are OA hydrolysis data. All data were reported as
mean * SEM with n = 3 for OA release and n = 2 for cCAMP
levels. The levels of cAMP and OA hydrolysis were negatively
correlative with R2 of 0.899 and 0.890 for panels A and B, re-
spectively; P < 0.05.

related with the enhancement of OA hydrolysis in these
cells with R2 of 0.899 and 0.890, respectively, for AIF~ and
mastoparan-7. While calcium ionophore A23187 also dem-
onstrated a similar inhibition of cAMP production (68%)
(Fig. 5A), it did not assert the same potency on OA hydroly-
sis (only 1.5-fold increase in hydrolysis) (Fig. 5B). The pro-
tein kinase A inhibitor HA1004 was also used to investigate
whether inhibiting protein kinase A (PKA) activity may con-
tribute to the enhanced OA release. This inhibitor was
shown to be ineffective (data not shown).

The reduction in cAMP levels after G protein activation
by either AIF~ or mastoparan-7 suggested that CAMP might
inhibit sSPLA, activation. To test this possibility, cells were
treated with 10 wm forskolin, a known activator of adeny-
late cyclase and mastoparan-7. We have shown that this
dose of forskolin elevated cAMP levels 50-fold within 20
min (data not shown). However, forskolin treatment did
not reduce OA hydrolysis by mastoparan-7 (Fig. 6), sug-
gesting that the reduction of cCAMP levels by this G protein
activator is an event independent of sPLA, activity.

Modulation by AA and its metabolites

Many of the AA metabolites bind to cell surface receptors
which are associated with one or the other form of G pro-
teins (29, 30). Arachidonic acid itself may also function
through a G protein pathway (31). We demonstrated here
that treatment of prelabeled mouse keratinocytes with 125

Fig. 5. Effects of calcium ionophore A23187 on intra-
cellular cyclic AMP (cAMP) levels and the hydrolysis of
incorporated oleic acid (OA) in mouse keratinocytes.
Calcium ionophore A23187 (0.1 um) was used to treat
nonlabeled keratinocyte cultures or cultures labeled
with [*4C]OA for 3 h. Nonlabeled cultures were then
washed and assayed for cAMP levels (A). Aliquots of 100
wl media were taken from labeled cultures and radio-
activity was counted for release of incorporated OA (B).
All data were reported as mean = SEM with n = 2 for
panel A and n = 3 for panel B. Bars with asterisks were
statistically different from the control group at P < 0.05.
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Fig. 6. Lack of an effect of cAMP on sPLA, activation. Primary ke-
ratinocytes prelabeled with [1*C]OA were treated with 10 wm for-
skolin and/or 40 um mastoparan-7. Aliquots (50 wl) of media were
collected at 3 h and radioactivity was counted for OA release. All
data were calculated as mean = SEM, n = 3. The experiment was
repeated with essentially the same results.

pm AA stimulated the release of incorporated OA by 1.5-fold
(Fig. 7A), an increase that is comparable to that observed
with calcium ionophore A23187 treatment. In comparison,
PGE, over the same dose range did not elicit the hydrolysis
of OA (Fig. 7B). To investigate the possible involvement of
products of the AA cascade, we used inhibitors of lipoxygen-
ase (LOX) as well as prostaglandin H synthase (PGHS)-1
and -2. Neither class of inhibitor at low or high doses was ef-
fective in inhibiting the OA release stimulated by AA (data
not shown), suggesting a role of AA rather than its metabo-
lites in the modulation of sSPLA, in mouse keratinocytes.

DISCUSSION

We previously reported the existence of two forms of
SPLA, in mouse keratinocytes. These two sPLA,s may be
controlled by a variety of regulatory systems. In this study,
we demonstrated the modulation of keratinocyte sPLA,s by
several mechanisms including proteolytic activation and a
G protein-regulated pathway. Keratinocyte sPLA,s also ap-

peared to be regulated by the product AA but not by its me-
tabolites. Whether these mechanisms apply to both type |
and type Il sSPLA, is not known as it is currently not possible
to distinguish between the two in keratinocytes.

The sequence for the pancreatic type | sSPLA, contains
both the signal peptide and the activation peptide at its
amino terminal (10). These peptides confirm its ability to
be secreted as a proenzyme and later activated upon re-
lease into the duodenum to function as a digestive enzyme
(18). However, it is not clear what function the type |
sPLA, may have in other tissues or whether it is released
and activated in a similar manner. Type | sPLA, expression
has been demonstrated in many tissues including the lung,
kidney, stomach, spleen as well as the skin (8, 32-34). Re-
ceptors for type | sSPLA, have also been identified recently
in many of the same tissues (35-37). It was suggested that
type | sPLA, may function through these receptors for at
least some of its effects, which include regulating prolifera-
tion, contraction, and cell migration (38, 39). While
eicosanoids may also elicit some of these effects, type | SPLA,
might directly affect cells through a receptor-mediated mech-
anism. The primary effect of type | SPLA, as an acylhydro-
lase in tissues other than pancreas may also be a receptor-
mediated event. In mouse keratinocytes, we show here that
protease activates sPLA, and protease inhibitors inhibit
SPLA, activity and OA hydrolysis stimulated by 4a-TPA, the
non-tumor-promoting isomer of TPA, as well as calcium ion-
ophore A23187 and the G protein activator mastoparan-7.
Therefore, similar to the pancreatic type | sSPLA ,, the kera-
tinocyte sPLA, is activated by proteolytic cleavage. These
data were supported by an earlier observation suggesting
that the enhanced PLA, activity by calcium ionophore
A23187 is associated with an increase in serine esterase
activity in smooth muscle cells (40).

The most studied mechanism of type Il sPLA, regula-
tion has been the up-regulation of its expression by cyto-
kines/cAMP and its down-regulation by dexamethasone
(41). Mechanisms and pathways for its activation have not
been elucidated while activation by a G protein pathway
has been proposed (42, 43). Activation of PLA, by G pro-
tein was shown in the rod outer segment of the eye where
light activation of PLA, is dependent on the By subunits
of transducin (44, 45). In other tissues, primarily epithe-
lial cell types, G protein has been shown to activate some
form of PLA,, yet it was not clear whether it was sPLA, or

Fig. 7. Stimulatory effect of arachidonic acid (AA) on
b the hydrolysis of incorporated oleic acid (OA) in mouse
keratinocytes. Primary keratinocytes prelabeled with
[*4C]OA were treated with the indicated amounts of AA
(panel A) or prostaglandin E, (panel B). Aliquots of
100 pl media were collected at 1 h (circle) and 3 h
(square) after addition of the lipids, and radioactivity
was counted for OA release. All data were calculated as
mean *= SEM, n = 3. Data points assigned different let-
ters were significantly different from each other, P <
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0.05; representatives of two experiments.
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cPLA, or one of the others in the same family (46-49).
Direct association of the sPLA, with some forms of G pro-
tein has been implied (50). Reportedly, involvement of G;,
Gy, Gq, as well as the al-adrenergic receptors has been sug-
gested (46-49, 51). Generally, these processes of activa-
tion are inhibited by pertussis toxin, suggesting a pertussis
toxin-sensitive G protein. In keratinocytes, both G, and G;
proteins have been reported to exist in rat and human ke-
ratinocytes (52). The presence of other G proteins in
keratinocytes has yet to be determined. We showed here
that mouse keratinocyte sPLA, may be regulated by a per-
tussis toxin-insensitive G protein. As this G protein is acti-
vated by mastoparan-7, a G;/G, activator (28), we suggested
the activation of G, or another not yet identified G protein.

The potency of the G protein effectors on OA hydrolysis
that we observed in this study suggested that this might be
one of the major pathways for the activation of sPLA, in
mouse keratinocytes. This pathway may also be used by AA
which was shown in this study to enhance the hydrolysis of
OA as well, though to a much lesser extent. Unsaturated
fatty acids such as AA have been suggested to interact with
some forms of G protein (31). Whether AA may bind to a
G protein coupled receptor is not clear. Recently, several
studies suggested that the products of one PLA,, such as
AA and its metabolites, may activate another PLA, (23,
53). In mast cells and osteoblastic cells, this mechanism
produced a biphasic release of PGE, from these cells (53,
54). Many of the AA metabolites have cell membrane re-
ceptors that are coupled with one or more forms of G pro-
tein (29). Thus a possible role for G protein in this bipha-
sic release of PGE, is implied. However, none of the
metabolites of AA showed a stimulatory effect on kerati-
nocyte sPLA, and inhibitors for PGHS-1 and -2 as well as li-
poxygenase (LOX) were not effective at inhibiting the hy-
drolysis of OA elicited by AA. Therefore, the effect of AA
on activating keratinocyte sPLA, is restricted to AA itself.

Studies in many tissues suggest that cCAMP is a positive
regulator of sPLA, due to its effect on enhancing the ex-
pression of type Il sPLA, (12, 15, 55). However, the signif-
icant negative correlations between cAMP levels and OA
release that we observed in mouse keratinocytes suggested
a possible negative regulatory role of cAMP in this cell
type. We ruled out this possibility through the use of for-
skolin to induce cAMP production. Thus, in keratinocytes
CAMP does not appear to affect SPLA, activity.

In considering our observations on the several mecha-
nisms that are able to modulate the activation of one or
both types of sSPLA,, we propose the following model:

G protein

Mas-7, AIF~
AA? Protease* «— Protease

CAMP «— G protein*

- - ]

This model suggests that sSPLA, can be activated (activa-
tion noted by an asterisk) by proteases and by G proteins.
G protein activators also reduce the production of cAMP,
but this does not affect the activation of sPLA,. G protein
activation also appears to cause some protease activation
but this is not the principal pathway by which it activates
SPLA,. This model does not distinguish between the mul-
tiple forms of sSPLA,s and it is currently not known if they
are differentially activated. Additionally, the possible in-
volvement of phosphorylation/dephosphorylation events
is not yet known. Further work is needed to more com-
pletely define a model for sPLA, activation. il
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