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ABSTRACT. The inhibitory effect of 2-phenyl-4-quinolone (YT-1) on respiratory burst in rat neutrophils was
investigated, and the underlying mechanism of action was assessed. YT-1 caused a concentration-dependent
inhibition of the rate of O, release from rat neutrophils in response to formylmethionyl-leucyl-phenylalanine
(fMLP), but not to phorbol 12-myristate 13-acetate (PMA), with an 1C54 value of 60.7 = 8.2 WM. A comparable
effect was also demonstrated in the inhibition of O, consumption. Unlike superoxide dismutase, YT-1 had no
effect on O, generation in the xanthine-xanthine oxidase system and during dihydroxyfumaric acid
autoxidation. The fMLP-induced inositol trisphosphate (IP;) formation was unaffected by YT-1. In addition,
YT-1 did not affect the initial spike of [Ca?"],, but it accelerated the rate of [Ca”*], decline in cells in response
to fMLP. YT-1 was found to have little effect on the activity of neutrophil cytosolic protein kinase C (PKC).
YT-1 increased the cellular cyclic AMP level, while having no effect on the cyclic GMP level. In addition, YT-1
increased neutrophil cytosolic protein kinase A (PKA) activity, but had no direct effect on the enzyme activity
of pure porcine heart PKA. When neutrophils were treated with (8R,9S,11S)-(—)-9-hydroxy-9-
hexoxycarbonyl-8-methyl-2,3,9,10-tetrahydro-8,11-epoxy-1H,8H,1 1H-2,7b,11a-triazadibenzola,g]cycloocta-
[cde]trinden-1-one, (KT 5720), a PKA inhibitor, the inhibition of O, generation by YT-1, as well as by
prostaglandin E; (PGE;) and dibutyryl cyclic AMP, was attenuated effectively. YT-1 did not activate the
adenylate cyclase associated with neutrophil particulate fraction but inhibited the cytosolic phosphodiesterase
(PDE) activity in a concentration-dependent manner. Neutrophils treated with YT-1 had a more pronounced
increase in cellular cyclic AMP level by PGE,. Moreover, the ability of PGE, to inhibit the respiratory burst in
neutrophils was greatly enhanced by YT-1. These results suggest that the increase in cellular cyclic AMP levels
by YT-1 through the inhibition of PDE (probably PDE4 isoenzyme) activity is involved in its inhibition of
fMLP-induced respiratory burst in rat neutrophils. BIOCHEM PHARMACOL 56;11:1505-1514, 1998. © 1998
Elsevier Science Inc.
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During ingestion of microbes or upon stimulation with erodimeric cytochrome bssg (p22 and gp91 con-
various soluble molecules, neutrophils produce O; . The tains all of the redox components (flavin and heme) of the
ability of neutrophils to consume O, and generate O; , oxidase and is the key catalytic component responsible for
which subsequently leads to the formation of other toxic O, the transfer of electrons from NADPH to O,. The function
metabolites, is of critical importance for host defense [1]. of the cytosolic components of oxidase in regulating elec-
Production of these reactive O, species during the respira- tron flow from NADPH to O, is poorly understood. It has
tory burst process involves activation of NADPH oxidase, been proposed that p67°°* regulates the transfer of elec-
dormant in resting cells, which catalyzes the reduction of trons from NADPH for the reduction of flavin, while
O, to O in conjunction with the oxidation of NADPH p47°P% controls electron flow between the flavin and heme
[2]. The active NADPH oxidase is found on the neutrophil [3].

membranes as an enzyme complex consisting of both The significance of the phagocyte NADPH oxidase in
membrane (cytochrome bssg) and cytosolic (mainly host defense is made evident by the susceptibility of
p47Phox - p67PPox and Rac) components [2]. The het- patients with chronic granulomatous disease to develop

recurrent bacterial infections [4]. However, the generation
of excess reactive O, species by uncontrolled neutrophils

# Corresponding author: J-P. Wang, Ph.D., Department of Medical Re- may deleteriously affect adjacent cells or structural matrix
search, Taichung Veterans General Hospital, 160, Chung-Kung Road, £ This i bably i lved i h
Sec. 3, Taichung, Taiwan 407, Republic of China. FAX 886-4-359-2705. components of tissue. lLhis 1s probably involved in the
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for the treatment of these diseases is to develop agents that
would prevent the generation of toxic oxygen radicals from
these cells.

The mechanism for the activation of phagocytic
NADPH oxidase has not been fully elucidated. It has been
proposed that the stimulation of neutrophils by receptor-
binding ligands results in an intracellular signalling cas-
cade, including the activation of phospholipase C, which
releases IP;* and diacylglycerol, which, in turn, increase
intracellular Ca*" concentration and activate PKC, respec-
tively [6]. The two pathways function synergistically for
Oj generation. Activations of phospholipase D, mitogen-
activated protein kinase, phosphoinositide 3-kinase, and
probably phospholipase A, are also functionally linked to
Oj generation [7-10]. Upon neutrophil activation, the
cytosolic components of oxidase translocate and associate
with the membrane components, forming a functional
NADPH oxidase complex responsible for the production of
Oj through a univalent reduction of O, [2].

2-Phenyl-4-quinolone (YT-1) has been found to possess
cytotoxicity against several human cancer cell lines [11], to
exert a positive inotropic effect in both atrial and ventric-
ular muscle [12], to inhibit the release of mediators from rat
peritoneal mast cells in witro, and to suppress the mouse
cutaneous plasma extravasation caused by inflammatory
mediators in vivo [13]. YT-1 was found to inhibit neutrophil
O generation in our recent preliminary study. In the
present study, we examined the inhibitory effect of YT-1 on
the respiratory burst in rat peripheral neutrophils and
investigated the underlying mechanisms.

MATERIALS AND METHODS
Reagents

YT-1 was synthesized as previously described [11]. All
chemicals were purchased from the Sigma Chemical Co.
except for the following: dextran T-500 (Pharmacia Bio-
tech Ltd.); Hanks’ balanced salt solution and PKA assay kit
(Life Technologies Gibco BRL Co.); U73122 (1-[6-[[(17B)-
3-methoxyestra-1,3,5(10)-trien-17-ylJamino]hexyl]-1H-
pyrrole-2,5-dione), Ro 20-1724 (4-[(3-butoxy-4-
methoxyphenyl)methyl]-2-imidazolidinone, and KT 5720
(8R,9S8,11S)-(—)-9-hydroxy-9-hexoxycarbonyl-8-methyl-
2,3,9,10-tetrahydro-8,11-epoxy-1H,8H,11H-2,7b,11a-
triazadibenzo[a,glcyclooctalcde]trinden-1-one  (Biomol Res.
Lab. Inc.); fluo 3-AM (Molecular Probes Inc.); myo-
[Hlinositol, [y->*P]ATP, PHlcyclic AMP, cyclic AMP, and
cyclic GMP enzyme immunoassay kits, and a PKC assay kit
(Amersham International plc.); M&B 22948 (2-O-
propoxyphenyl-8-azapurin-6-one) (Rhone-Poulenc Rorer
Ltd.); AG 1-X8 resin (formate) (Bio-Rad Laboratories);
and DE-52 cellulose (Whatman Pte Ltd.).

* Abbreviations: CB, dihydrocytochalasin B; dcAMP, dibutyryl cyclic
AMP; IMLP, formylmethionyl-leucyl-phenylalanine; IBMX, 3-isobutyl-1-
methylxanthine; IPs, inositol trisphosphate; PDE, phosphodiesterase;
PMA, phorbol 12-myristate 13-acetate; PKA, protein kinase A; and PKC,
protein kinase C.
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Isolation of Neutrophils

Rat blood was collected from the abdominal aorta, and the
neutrophils were purified by dextran sedimentation, hypo-
tonic lysis of erythrocytes, and centrifugation through
Ficoll-Hypaque [14]. Purified neutrophils containing
>95% viable cells were normally resuspended in Hanks’
balanced salt solution containing 10 mM HEPES, pH 7.4,
and 4 mM NaHCO; (HBSS), and kept on ice before use.

Measurement of O, Generation and O, Consumption

Oj generation in neutrophil suspension or in a xanthine-
xanthine oxidase system was determined by the superoxide
dismutase-inhibitable reduction of ferricytochrome c, as
described previously [14]. Briefly, assay mixtures contained
10° cells and 0.5 mg/mL of ferricytochrome ¢ in a final
volume of 1.5 mL. In the xanthine-xanthine oxidase
system, reaction was started by the addition of 0.15 mM
xanthine to the reaction mixture that contained 2.5
mU/mL of xanthine oxidase and 0.5 mg/mL of ferricyto-
chrome c. The reference cuvette also received 6.6 pg/mL of
superoxide dismutase. The O generation during dihy-
droxyfumaric acid autoxidation was determined in a reac-
tion mixture that contained 0.89 mM dihydroxyfumaric
acid, 0.27 mM nitroblue tetrazolium chloride, and drugs at
37° as previously described [15]. Absorbance changes of the
reduction of ferricytochrome ¢ and nitroblue tetrazolium
chloride were monitored continuously at 550 and 560 nm,
respectively, in a double-beam spectrophotometer. Whole
cell O, consumption was measured continuously with a
Clark-type oxygen electrode connected to a YSI biological
oxygen monitor [16].

Determination of Inositol Phosphate Levels

Neutrophils (3 X 107 cells/mL) were loaded with myo-
[PHlinositol (83 Ci/mmol) at 37° for 2 hr [17]. Ten seconds
after the stimulation with fMLP, reactions were stopped by
adding a CHCI;:CH5OH (1:1, v/v) mixture and 2.4 M
HCI. The aqueous phase was removed and neutralized by
0.4 M NaOH, and then applied to an AG 1-X8 resin
(formate) column. IP, IP, and IP; were eluted sequentially
by using 0.2, 0.4, and 1.0 M ammonium formate, respec-
tively, in 0.1 M formic acid as eluents, and then counted as
previously described [17].

Measurement of [Ca2+],~

Neutrophils (1 X 107 cells/mL) were suspended in HEPES
buffer A (124 mM NaCl, 4 mM KCl, 0.64 mM Na,HPO,,
0.66 mM KH,PO,, 15.2 mM NaHCO;, 5.56 mM dextrose,
and 10 mM HEPES, pH 7.4) and loaded with 5 pM fluo
3-AM at 37° for 45 min. After washing, cells were resus-
pended in HEPES buffer A with 0.05% (w/v) BSA. The
fluorescence was monitored by a fluorescence spectropho-
tometer (PTI, Deltascan 4000) at 525 nm with excitation
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488 nm. [Ca’"], was calibrated from the fluorescence
intensity as follows: [Ca**], = K, [(F — F_, )/(F o —
F)], where F is the observed fluorescence intensity [18].
The F, . and F_,, values were obtained at the end of each
experiment by sequentially adding 0.33% Triton X-100 and
50 mM EGTA. The K, was taken as 400 nM [19].

Measurement of PKC Activity

For the preparation of cytosolic PKC, neutrophils were
disrupted in Tris buffer A [50 mM Tris—-HCI, pH 7.5, 0.25
M sucrose, 50 mM 2-mercaptoethanol, 1 mM phenylmeth-
ylsulfonyl fluoride, 5 mM EDTA, 10 mM EGTA, 0.01%
(w/v) leupeptin and 10 mM benzamidine] by sonication.
After centrifugation, the supernatant was subjected to a
DE-52 cellulose column to obtain partially purified PKC
[14]. The enzyme activity of neutrophil cytosolic PKC was
assayed by measuring the incorporation of ?P from
[y-**P]ATP into peptide substrate by use of a PKC assay kit,
based on the mixed micelle method [20]. Briefly, the
reaction mixture contained 1 mM CaCl,, 15 mM magne-
sium acetate, 2.5 mM dithiothreitol, 6 mM phosphatidyl-
serine, 2 pg/mL of PMA, 50 uM ATP (0.2 nCi
[y-**P]ATP/tube), 75 uM PKC substrate and PKC sample
in 50 mM Tris—=HCI buffer, pH 7.5. After the addition of
stop reagent, a sample of the mixture was spotted onto the
phosphocellulose disc. Phosphorylated substrate, which
bound to binding paper, was washed and then counted.

Determination of Cellular Cyclic AMP and Cyclic
GMP Levels

Cyclic AMP and cyclic GMP contents were determined as
previously described [21] with modifications. Neutrophils
in HBSS were incubated with test drugs for 10 min at 37°,
and then added to 0.05 M acetate buffer, pH 6.2, contain-
ing 0.05 mM IBMX for cyclic AMP assay or 0.05 mM M&B
22948 for cyclic GMP assay. After being boiled for 5 min,
the suspension was sonicated and then sedimented. Super-
natants were acetylated by the addition of 0.025 vol. of
triethylamine:acetic anhydride (2:1, v/v). The cyclic AMP
and cyclic GMP contents of the aliquots were assayed by
using enzyme immunoassay Kkits.

Measurement of PKA Activity

Neutrophils (1 X 107 cells/mL, at 37°) in HEPES buffer A
were preincubated with test drug for 10 min, washed twice,
and then sonicated in Tris buffer A. After centrifugation at
8000 g for 10 min at 4°, supernatant was pooled as the PKA
source. PKA activity was assayed by measuring the incor-
poration of >*P from [y-**P]JATP into kemptide by using the
PKA assay kit, based on the method described previously
[22]. The assay mixture contained 10 mM MgCl,, 100 uM
ATP (0.3 uCi [y->*P]ATP/tube), 0.25 mg/mL of BSA, 50
wM kemptide, and PKA sample in 50 mM Tris—=HCI buffer,
pH 7.5, for 5 min at 30°. Phosphorylated substrate, which
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bound to phosphocellulose paper, was washed and counted.
Total PKA activity of the control neutrophil supernatant
and porcine heart PKA activity were determined in the
presence of 10 uM cyclic AMP. In some experiments,
porcine heart PKA activity was determined in the assay
mixture without the addition of cyclic AMP.

Adenylate Cyclase Activity

Neutrophils (5 X 107 cells/mL) were sonicated in Tris
buffer B (25 mM Tris—HCI, pH 7.5, 0.25 M sucrose, 100
wM phenylmethylsulfonyl fluoride, 10 wM leupeptin, and
pepstatin) with 5 mM dithiothreitol, and then sedimented
to pool membrane pellets as the adenylate cyclase source
[23]. Adenylate cyclase activity was assayed by measuring
the production of cyclic AMP during the hydrolysis of
ATP, based on the method described previously [24].
Briefly, the neutrophil particulate fraction was incubated with
drugs at 37° for 10 min in the presence of 10 mM MgCl,, 7.5
mM creatine phosphate, 30 U/mL of creatine phosphokinase,
1 mM dithiothreitol, and 0.2 mM ATP. Reaction was termi-
nated by boiling for 3 min. The cyclic AMP contents of the
aliquots were assayed by using enzyme immunoassay kits.

Measurement of PDE Activity

Neutrophils (5 X 107 cells/mL) were sonicated in Tris
buffer B with 5 mM MgCl, and 2 mM EDTA, and then
sedimented to pool the supernatant fraction as the PDE
source [25]. PDE activity was determined as described
previously [26] with modifications. The assay mixture
contained 40 mM Tris—=HCI buffer, pH 8.0, 5 mM MgCl,,
1 uM cyclic AMP (0.05 pCi [PHleyclic AMP/tube), 0.1
mg/mL of BSA, and PDE sample (~100 g protein) in a final
volume of 0.2 mL for 30 min at 37°. Reaction was stopped by
the addition of 50 pL of 0.2 M HCI. After cooling, 50 pL of
Crotalus atrox snake venom (1 mg/mL in 0.2 M Tris-HCI, pH
8.0) was added to the reaction mixture and incubated at 37°
for another 15 min, and then subjected to an AG 1-X8 resin
(formate) column. Nucleoside product was eluted by using 30
mM ammonium formate adjusted to pH 6.0 with formic acid
as eluent, and then counted.

Statistical Analysis

Statistical analyses were performed using the Bonferroni
t-test method after analysis of variance. A P value of less
than 0.05 was considered significant for all tests. Analysis of
the regression line was used to calculate the 1c5, values.
Data are expressed as means = SEM.

RESULTS
Effect of YT-1 on Respiratory Burst

Rat neutrophils release O; at a rate of 26.8 = 1.1 and
5.2 * 0.3 nmol/10 min per 10° cells when exposed to 3 nM
PMA and 0.3 pM fMLP plus 5 pg/mL of CB, respectively.
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FIG. 1. Effect of YT-1 on O, generation and O, consumption
in PMA- and fMLP-activated neutrophils. The conditions of the
assay are described in Materials and Methods. Neutrophils were
preincubated with DMSO (as control), 15-150 pM YT-1, or
300 pM IBMX for 3 min. (A) O5 generation in cells stimulated
with 3 nM PMA or 0.3 pM fMLP plus 5 pg/mL of CB and (B)
O, consumption in cells stimulated with 10 nM PMA or 0.1 pM
fMLP plus 5 pg/mL of CB are expressed as a percentage of the
control value (26.8 = 1.1 and 5.2 %= 0.3 nmol/10 min,
respectively, for O5 generation, and 53.3 = 2.8 and 20.7 = 1.0
nmol/5 min, respectively, for O, consumption). Values are
means = SEM of 5-6 separate experiments. Key: (*) P < 0.05,
and (**) P < 0.01 compared with the corresponding control
values.

YT-1 inhibited O; generation in response to fMLP/CB,
but not to PMA, in a concentration-dependent manner
with an 1Csy value of 60.7 £ 8.2 pM (Fig. 1A). Upon
exposure to 10 nM PMA or 0.1 pM fMLP plus 5 pg/mL of
CB, the rate of O, utilization by neutrophils was 53.3 * 2.8
and 20.7 + 1.0 nmol/5 min per 2 X 10° cells, respectively.
YT-1 caused a concentration-dependent inhibition of O,
consumption in response to fMLP/CB, but not to PMA
(Fig. 1B). These inhibitory profiles are consistent with
those produced by a nonselective PDE inhibitor, IBMX
(300 uM). More than 95% viability was observed with
trypan blue exclusion in cells treated with 150 uM YT-1 for
10 min. Unlike superoxide dismutase (3 pg/mL), which
greatly reduced the rate of O; generation in the xanthine-
xanthine oxidase system and during dihydroxyfumaric acid
autoxidation (1.2 = 0.2 vs 4.1 = 0.2 nmol O; /10 min and
0.011 = 0.002 vs 0.084 = 0.006 AA 54, respectively, both
P < 0.01), YT-1 (up to 150 wM) had no significant effect
on either system (4.2 = 0.2 nmol O; /10 min and 0.083 *+
0.004 AAsgq, respectively).

Effect of YT-1 on IP; Formation and [Ca**],

Addition of fMLP to the myo-[’Hlinositol-loaded neutro-
phils resulted in a significant increase in IP; formation

J-P. Wang et al.

(P < 0.01). Pretreatment with U73122, a phospholipase
C inhibitor [27], greatly reduced the IP; formation by
fMLP, while YT-1 (up to 150 uM) had no effect on
fMLP-induced response (Fig. 2). To test the [Ca*"], of
neutrophils, addition of fMLP to the fluo 3-loaded cells
evoked an initial spike, followed by a plateau phase of
[Ca®*], changes in the presence of extracellular Ca’*.
However, the fMLP-evoked initial spike and plateau phase
were reduced and abolished, respectively, if the extracellu-
lar Ca®* was removed by EDTA. Pretreatment of cells with
U73122 abolished the fMLP-induced [Ca®*]; elevation
whether the extracellular Ca’* was present or not, whereas
YT-1 (at 150 wM) only attenuated the plateau phase but
left alone the initial spike (Fig. 3, A and B).

Effect of YT-1 on PKC Activity

In the presence of CaCl,, phosphatidylserine, and PMA,
the incorporation of *’P from [y->*P]ATP into peptide sub-
strate was demonstrated in neutrophil cytosolic PKC prepara-
tions. PKC activity was greatly inhibited by staurosporine, a
protein kinase inhibitor [28], while only weakly suppressed by
YT-1 (18.2 = 4.2% inhibition at 150 pM) (Fig. 4). In the
presence of EDTA, Ca’"-independent PKC activity was also
demonstrated in neutrophil cytosolic PKC preparations.

Effect of YT-1 on Lewvels of Cellular Cyclic Nucleotides
and PKA Activity

Analysis of the levels of cyclic nucleotides in neutrophils
showed that a significant increase in cyclic AMP level was
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FIG. 2. Effects of YT-1 on fMLP-induced IP; formation in rat
neutrophils. DMSO (as control), 15-150 pM YT-1, or 30 uM
U73122 was added to a myo-[>Hlinositol-loaded cell suspension
for 3 min before the addition of 0.3 pM fMLP to start the
reaction. The IP; assay is described in Materials and Methods.
Values are means = SEM of 4-5 separate experiments. The
resting level of IP; was measured from the cells exposed to
DMSO without fMLP challenge (solid column). Key: (¥%) P <
0.01 compared with the control value.
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FIG. 3. Effects of YT-1 on fMLP-induced [Ca**], elevation in
rat neutrophils. (A) In the presence of 1 mM CaCl, or (B) 1
mM EDTA in medium, the fluo 3-loaded cell suspension was
preincubated with DMSO (vehicle control), 50 and 150 pM
YT-1, or 1 pM U73122 at 37° for 3 min before the addition of
0.1 pM fMLP. The [Ca**], of neutrophils was measured as

i

described in Materials and Methods. The results shown are
representative of 4—5 separate experiments.

observed in cells treated with 50150 uM YT-1, as well as
with 10 uM forskolin, an adenylate cyclase activator [29],
and 300 uM IBMX. Treatment of cells with 100 puM M&B
22948, a PDE V inhibitor [30], and 300 pM sodium
nitroprusside increased the cellular cyclic GMP levels,
whereas YT-1 had little effect in this respect (Table 1).
Since YT-1 elevated the cellular cyclic AMP level, the
PKA activity of neutrophils was determined thereafter.
The resting and the total PKA activities in rat neutrophil
cytosolic fractions were estimated to be 0.21 * 0.02 and
0.34 *+ 0.03 nmol **P/min per mg protein, respectively, by
measuring the incorporation of >*P from [y-**P]JATP into
kemptide in the absence or presence of 10 uM cyclic AMP,
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FIG. 4. Effect of YT-1 on PKC activity. Neutrophil cytosolic
PKC was preincubated with DMSO (as control), 3 mM EDTA,
15-150 pM YT-1, or 1 nM staurosporine (Stau) at 25° for 3
min. The conditions of the PKC assay are described in Materials
and Methods. Reactions were terminated after incubation for 15
min by the addition of stop reagent. Values are means = SEM of
4-6 separate experiments. Key: (*) P < 0.05, and (**) P <
0.01 compared with the control value.
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TABLE 1. Effect of YT-1 on the cyclic AMP and cyclic GMP
levels of neutrophils*

Cyclic AMP  Cyclic GMP
Concentration (pmol/2 X 10° (pmol/2 x 107
Drugs (pM) cells) cells)
Control 0.33 = 0.07 0.84 £ 0.13
YT-1 50 1.31 = 0.28% 0.86 = 0.12
150 1.58 £ 0.26t 0.84 =0.11
IBMX 100 0.77 £ 0.13 NDi#
300 1.27 = 0.14§ ND
M&B 22948 100 ND 3.98 = 0.82t
Forskolin 10 1.84 = 0.19% ND
Sodium 300 ND 2.74 = 0.36%
nitroprusside

* Cells were incubated with DMSO (as control) or drugs at 37° for 10 min before
stopping the reactions. Values are expressed as means = SEM, N = 5.

T Significantly different from the control group at P < 0.01.

£ ND = not determined.

§ Significantly different from the control group at P < 0.05.

respectively, in the reaction mixture. As shown in Fig. 5,
cytosolic PKA activity was greatly increased in cells treated
with YT-1 and forskolin, and the effect of YT-1 was
concentration dependent. To test whether YT-1 exerts a
direct action on PKA, the effect of YT-1 on purified
porcine heart PKA activity was determined. In the presence
of ATP, porcine heart PKA induced the phosphorylation of
kemptide, and this response was greatly enhanced by cyclic
AMP (7.0 = 0.4 vs 44.2 = 3.5 pmol *’P/min per pg
protein). PKA activity, in the presence of cyclic AMP, was

100
*
90 * *
~
>
> .2 T *
=0
.> © 80
=
o
S E -
]
< E 70
e T
kI
60 —
50
s 2 8 8 £
c - - X
8 1
- 2

FIG. 5. Effect of YT-1 on PKA activity. The conditions of the
assay are described in Materials and Methods. Neutrophils were
preincubated with DMSO (as control), 15-150 pM YT-1, or 10
M forskolin for 3 min before extraction of the cytosolic
fraction as a PKA source. PKA activity is expressed as a
percentage of the maximal activity (0.34 = 0.03 nmol >?P/min
per mg protein) determined by the addition of 10 pM cyclic
AMP to the control reaction mixture. Values are means = SEM
of 4 separate experiments. Key: (**) P < 0.01 compared with
the control value.
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FIG. 6. Effect of KT 5720 on the inhibition of O, generation
by YT-1. The conditions of O, generation are described in
Materials and Methods. Neutrophils were preincubated with
DMSO or 1 pM KT 5720 for 10 min; then DMSO (as control),
150 pM YT-1, 1 pM PGE,, or 100 pM dcAMP was added for
another 10 min before the addition of 0.3 pM fMLP plus 5
pg/mL of CB for O generation. O, generation is expressed as
a percentage of the control value (5.8 = 0.5 nmol/10 min).
Values are means = SEM of 5-7 separate experiments. Key:
(**) P < 0.01 compared with the control value.

reduced significantly by KT 5720, a PKA inhibitor [31], at
30 pM (to 27.8 = 1.1 pmol **P/min per pg protein, P <
0.01). In contrast, YT-1 (up to 150 wM) had a negligible
effect on PKA activity whether cyclic AMP was present or
not (50.9 * 2.5 and 7.2 = 1.1 pmol **P/min per ug protein,
respectively).

Effect of KT 5720 on the Inhibition of O, Generation
by YT-1

The effect of KT 5720 on O generation in neutrophils is
illustrated in Fig. 6. Cells release O, at a rate of 5.8 £ 0.5
nmol/10 min per 10° cells in response to 0.3 pM fMLP plus
5 wg/mL of CB. Treatment of cells with 150 puM YT-1, 1
pM PGE,, or 100 uM dcAMP for 10 min prior to
stimulation significantly inhibited O) release. Pretreat-
ment with 1 WM KT 5720 substantially enhanced the rate
of O, production by tMLP (8.1 + 0.7 nmol/10 min per 10°
cells) and prevented the inhibition of O release from cells
by all three cyclic AMP-elevating agents.

Effect of YT-1 on Adenylate Cyclase and
PDE Activities

Cellular cyclic AMP content can be increased either by
enhancing the rate of cyclic AMP synthesis or by decreas-
ing the rate of its metabolism. We therefore attempted to
investigate the effect of YT-1 on adenylate cyclase activity
in neutrophil particulate fraction and on PDE activity in
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the cytosolic fraction. Forskolin enhanced adenylate cy-
clase activity in a concentration-dependent manner,
whereas YT-1 and IBMX were incapable of activating
adenylate cyclase under the same experimental conditions
(Fig. 7A). The cyclic AMP hydrolytic activity of the
cytosolic fraction was determined to be at a rate of 61.5 *
7.9 pmol/min per mg protein. Incubation of cytosolic
fraction with various concentrations of YT-1, IBMX, or Ro
20-1724, a selective PDE4 inhibitor [32], prior to the
addition of cyclic AMP resulted in a concentration-depen-
dent inhibition of PDE activity (Fig. 7B). Ro 20-1724 and
IBMX were more potent (ICsy values of 5.3 = 1.5 and
15.1 = 2.1 uM, respectively) than YT-1 as an inhibitor of
cytosolic PDE activity.

Effect of Simultaneous Addition of YT-1 and PGE,; on
Cellular Cyclic AMP Level and fMLP-Induced
Respiratory Burst

Neutrophils responded to the addition of 15 uM YT-1 and
0.3 pM PGE, with a significant increase in cellular cyclic
AMP levels (1.00 = 0.12 and 2.17 * 0.23 pmol/2 X 10°
cells, respectively, vs 0.34 = 0.11 as control value, both
P < 0.01). The cyclic AMP level in response to PGE; was
apparently further elevated in cells that were also treated
with YT-1 (6.01 = 0.51 pmol/2 X 10° cells, P < 0.01
compared with the PGE; alone value). A comparable effect
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FIG. 7. Effects of YT-1 on adenylate cyclase and PDE activities.
The conditions of the assay are described in Materials and
Methods. (A) Neutrophil particulate fraction was incubated
with DMSO (as control), or with various concentrations of
YT-1 (O), IBMX (O), or forskolin (V) at 37° for 10 min in the
presence of 0.2 mM ATP. Reaction was terminated by boiling.
Values are means = SEM of 5-8 separate experiments. Key: (*)
P < 0.05, and (**) P < 0.01 compared with the control value.
(B) Neutrophil cytosolic fraction was incubated with DMSO (as
control), or with various concentrations of YT-1 (O), IBMX
(O), or Ro 20-1724 (A) at 37° for 3 min, and then incubated
with 1 pM cyclic AMP (0.05 wCi [>H]cyclic AMP/tube) for 30
min before the addition of 0.04 M HCI to terminate the
reaction. PDE activities are expressed as percent inhibition of
the control value (61.5 % 7.9 pmol/min per mg protein). Values
are means = SEM of 4-5 separate experiments. Key: (*) P <
0.05, and (**) P < 0.01 compared with the control value.
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FIG. 8. Effect of YT-1 in combination with PGE; on O
generation and O, consumption in fMLP-activated neutrophils.
The conditions of the assay are described in Materials and
Methods. Neutrophils were preincubated with DMSO (as con-
trol), 10 pM YT-1, 0.3 pM PGE,, or 10 pM YT-1 plus 0.3 pM
PGE, for 3 min. O; generation in cells stimulated with 0.3 pM
fMLP plus 5 pg/mL of CB and O, consumption in cells
stimulated with 0.1 pM fMLP plus 5 pg/mL of CB are
expressed as percent inhibition of the control values (7.0 = 0.8
nmol/10 min for O, generation and 16.8 % 0.9 nmol/5 min for
O, consumption). Values are means = SEM of 4 separate
experiments. Key: (*) P < 0.05, and (**) P < 0.01 compared
with the corresponding control values.

was also observed in the respiratory burst elicited by fMLP,
in which cells treated with 10 puM YT-1 significantly
enhanced the inhibition of O, generation and O, con-
sumption by 0.3 pM PGE, (P < 0.01 and P < 0.05,
respectively) (Fig. 8).

DISCUSSION

In the present study, we demonstrated that YT-1 inhibited
the neutrophil respiratory burst in response to fMLP but not
to PMA. fMLP activates by binding to its membrane
receptor and then activating the signal transduction medi-
ated by phospholipase C to give IP; and diacylglycerol,
which, in turn, increase [Ca®*], and activate PKC, respec-
tively [6]. In contrast, PMA bypasses the membrane recep-
tor and directly activates PKC. Since YT-1 did not affect
the PMA-induced responses and the O generation in
cell-free oxygen radical generation systems, precluding the
possibility that it acted as an O scavenger, it is plausible
that YT-1 inhibits the respiratory burst through the inter-
ruption of the receptor-mediated signalling cascade.

Since the respiratory burst evoked by fMLP is a Ca*™-
dependent process, the effect of YT-1 on [Ca®*], was then
examined in fluo 3-loaded cells. The [Ca’*]; response
elicited by fMLP is composed of an initial spike, supported
primarily by IP;-induced release of Ca’" from internal
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stores, followed by a plateau phase, which is sustained by
Ca’" influx from the extracellular medium [33]. The
phospholipase C inhibitor U73122 effectively attenuates
fMLP-induced [Ca®*]; changes and IP; formation [27]. The
observations that YT-1 did not affect the initial spike of
[Ca®*]; changes and IP; formation in cells in response to
fMLP preclude the involvement of the phospholipase C
pathway in the inhibition by YT-1. However, YT-1 dimin-
ished the plateau phase of the [Ca*™"], response. Since PKC
plays an important role in PMA-induced response, the finding
that YT-1 had little effect on the neutrophil cytosolic PKC
activity is consistent with the observation that the PMA-
activated respiratory burst was resistant to YT-1.

Cyclic nucleotides are well known cellular messengers for
extracellular signals. The increase in cellular cyclic AMP
levels in neutrophils is associated with a decrease in several
neutrophil functions including respiratory burst [34]. Stud-
ies of the effects of cyclic AMP on neutrophil functions are
complicated by the fact that total cellular cyclic AMP may
not be representative of compartmentalized intracellular
cyclic AMP concentrations. The relevant changes may
presumably be localized near the membrane compartments
[35] and may contribute only modestly to a change in the
average cytosolic concentration. In the present study, YT-1
was found to increase the cellular cyclic AMP level, while
failing to alter the cyclic GMP level. Our observation that
the PMA-induced respiratory burst was hardly inhibited by
YT-1 is, therefore, in line with the previous finding that
cyclic AMP-elevating agents have no significant effect on
PMA -stimulated respiratory burst [36]. Moreover, the in-
crease in cyclic AMP by YT-1 may also account for its effect
on IP; formation and [Ca’*], changes, since the cyclic
AMP-elevating agents have little effect on IP5 production [37]
and do not affect Ca’* release from internal stores, but inhibit
the external Ca’* influx [38], probably by closing the calcium
channel. The precise role of cyclic GMP in regulating inflam-
matory cell functions is uncertain. It appears that cyclic GMP
is of more importance for migration than for other neutrophil
functions [39].

The molecular mechanism of cyclic AMP-mediated neu-
trophil inhibition is not understood. Since cyclic AMP acts
by PKA in many cellular systems, its inhibitory action on
neutrophils appears to depend on the activation of PKA.
RaplA is a membrane-localized regulator of NADPH
oxidase [40], and this small G-protein is an abundant
substrate for PKA in human neutrophils. Complex forma-
tion between RaplA-GTP and cytochrome bssg is inhib-
ited by phosphorylation of RaplA with PKA [41]. PKA
may also affect the phospholipase D pathway, probably at a
site proximal to phospholipase D (the receptor or G
protein) [42]. Moreover, cyclic AMP was reported to
inhibit fMLP-induced arachidonic acid mobilization, and
this effect may be important in the regulation of respiratory
burst [43]. YT-1 showed a concentration-dependent in-
crease in cellular PKA activity. The finding that the
porcine heart PKA activity was unaffected by YT-1,
whether cyclic AMP was present or not, indicates that
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YT-1 has no ability to activate PKA directly. Since PKA
inhibitor antagonizes the inhibition of O; production by
cyclic AMP-elevating agents [36], we next sought to
determine whether the inhibition of respiratory burst by
YT-1 is through the elevation of the cellular cyclic AMP
level, which, in turn, activates PKA. Inhibition of O}
generation in fMLP-activated neutrophils by YT-1 as well
as by other cyclic AMP-elevating agents, PGE; and
dcAMP, was greatly attenuated by pretreatment of cells
with the PKA inhibitor KT 5720. These results confirm the
proposal that the increase in cellular cyclic AMP level by
YT-1 accounts for its inhibitory effect on respiratory burst.
It has been reported that fMLP causes a transient increase
in cyclic AMP level in neutrophils, and this may participate
in the negative-feedback control of cell activation [44].
This offers a plausible explanation to our finding that
treatment with KT 5720 enhanced fMLP-induced O;
generation. A similar result was also demonstrated in a
recent study, which reported that fMLP-induced O, gen-
eration is enhanced significantly by treatment of cells with
the PKA inhibitor H-89 [45].

Cellular cyclic AMP levels are regulated by the rate of
cyclic AMP production by receptor-coupled adenylate cy-
clase and the rate of cyclic AMP degradation by PDE. The
finding that YT-1 did not activate adenylate cyclase raises
the possibility that PDE may be inhibited by YT-1. Based
on genetic, biochemical, and pharmacological data, PDE
isoenzymes have been classified into seven distinct families
(PDE1-7) [46]. In neutrophils, PDE4 isoenzyme plays a
predominant role [34, 38] and has a marked preference for
cyclic AMP as a substrate. Like Ro 20-1724, YT-1 concen-
tration-dependently suppressed neutrophil cytosolic PDE
activity, suggesting that YT-1 may suppress PDE4 activity.
In addition, the findings that YT-1 greatly enhanced the
increase in cellular cyclic AMP level and the inhibition of
Oj generation from cells treated with PGE; further sup-
port this proposal. Several lines of evidence indicated that
the neutrophil respiratory burst is inhibited by the selective
PDE4 inhibitors rolipram and Ro 20-1724, and the nonse-
lective PDE inhibitor IBMX, but not by the inhibitors of
PDEL, 2, 3, and 5 [25, 47], confirming the proposal that
YT-1 inhibited respiratory burst through the inhibition of
PDE4, which, in turn, increases cellular cyclic AMP levels.
However, YT-1 is better able to inhibit the respiratory burst
than PDE activity in neutrophils. These results are com-
patible with the findings of others that, with the PDE4
inhibitor, the 1c5y values for fMLP-induced functions are
significantly lower than those determined for PDE enzyme
inhibition and have been explained by the fact that less
than 50% of PDE inhibition is sufficient for 50% functional
inhibition [38]. IBMX is less effective at oxidative burst
inhibition than PDE inhibition; this may be due to cell
permeability problems, since higher concentrations of
IBMX were required to yield levels of cyclic AMP similar to
those produced by YT-1 in intact cells. IBMX is also an
adenosine receptor antagonist and may be antagonizing
endogenous adenosine-mediated inhibition of neutrophil
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activation [48]. These receptors are present on human and
rat neutrophils [49, 50]. Recently, it has become apparent
that PDE4 comprises a group of enzymes (PDE4A-D), in
which PDE4B is prominently expressed in neutrophils [51].
Whether YT-1 may directly inhibit PDE4 activity or
selectively affect the PDE4B subtype activity needs further
investigation. Thus far, we do not have evidence to explain
how YT-1 might be inhibiting PDE. The mechanism of
suppressing PDE4 activity may also be involved in the
pharmacological effects of YT-1 in our previous reports [12,
13], in which YT-1 was found to induce a positive inotropic
effect on heart and to inhibit plasma extravasation in mice,
since PDE4 is also expressed in heart and endothelium [51,
52].

In summary, we have shown that YT-1 is capable of
inhibiting respiratory burst in rat neutrophils in response to
fMLP but not to PMA. The inhibition of PDE, probably
PDE4 isoenzyme, rather than the activation of adenylate
cyclase by YT-1 contributes to an increase in the cellular
cyclic AMP level, which, in turn, activates PKA and inhibits
the respiratory burst in fMLP-activated neutrophils.

This work was supported by Grant NSC-83-0412-B-075A-019 from
the National Science Council of the Republic of China and by Grant
TVGH-837309 from Taichung Veterans General Hospital.

References

1. Badwey JA and Karnovsky ML, Active oxygen species and
the functions of phagocytic leukocytes. Annu Rev Biochem 49:
695-726, 1980.

2. Segal AW and Abo A, The biochemical basis of the NADPH
oxidase of phagocytes. Trends Biochem Sci 18: 43-47, 1993.

3. Cross AR and Curnutte ]JT, The cytosolic activating factors
p47°Po and p67PP* have distinct roles in the regulation of
electron flow in NADPH oxidase. ] Biol Chem 270: 6543—
6548, 1995.

4. Smith RM and Curnutte JT, Molecular basis of chronic
granulomatous disease. Blood 77: 673-686, 1991.

5. Halliwell B and Gutteridge JM, Role of free radicals and
catalytic metal ions in human disease: An overview. Methods
Enzymol 186: 1-85, 1990.

6. Berridge MJ, Inositol trisphosphate and diacylglycerol: Two
interacting second messengers. Annu Rev Biochem 56: 159 —
193, 1987.

7. Yasui K, Yamazaki M, Miyabayashi M, Tsuno T and
Komiyama A, Signal transduction pathway in human poly-
morphonuclear leukocytes for chemotaxis induced by a che-
motactic factor: Distinct from the pathway for superoxide
anion production. J Immunol 152: 5922-5929, 1994.

8. Arcaro A and Wymann MP, Wortmannin is a potent phos-
phatidylinositol 3-kinase inhibitor: The role of phosphatidyl-
inositol 3,4,5-trisphosphate in neutrophil responses. Biochem J
296: 297-301, 1993.

9. Henderson LM, Chappell JB and Jones OTG, Superoxide
generation is inhibited by phospholipase A, inhibitors: Role
for phospholipase A, in the activation of the NADPH
oxidase. Biochem ] 264: 249-255, 1989.

10. Nick JA, Avdi NJ, Young SK, Knall C, Gerwins P, Johnson
GL and Worthen GS, Common and distinct intracellular
signaling pathways in human neutrophils utilized by platelet
activating factor and FMLP. J Clin Invest 99: 975-986, 1997.



Inhibition of Respiratory Burst by YT-1

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

217.

28.

Kuo SC, Lee HZ, Juang JP, Lin YT, Wu TS, Chang JJ,
Lednicer D, Paull KD, Lin CM, Hamel E and Lee KH,
Synthesis and cytotoxicity of 1,6,7,8-substituted 2-(4'-substi-
tuted phenyl)-4-quinolones and related compounds: Identifi-
cation as antimitotic agents interacting with tubulin. ] Med
Chem 36: 11461156, 1993.

Su MJ, Chang GJ and Kuo SC, Mechanical and electrophys-
iological studies on the positive inotropic effect of 2-phenyl-
4-oxo-hydroquinolone in rat cardiac tissues. Br J Pharmacol
110: 310-316, 1993.

Wang JP, Hsu MF, Raung SL and Kuo SC, Suppressive effect
of 2-phenyl-4-quinolone (YT-1) on hind-paw edema and
cutaneous vascular plasma extravasation in mice. Naunyn
Schmiedebergs Arch Pharmacol 349: 324-330, 1994.

Wang JP, Raung SL, Kuo YH and Teng CM, Daphnoretin-
induced respiratory burst in rat neutrophils is, probably,
mainly through protein kinase C activation. Eur ] Pharmacol
288: 341-348, 1995.

Goldberg B and Stern A, The role of the superoxide anion as
a toxic species in the erythrocyte. Arch Biochem Biophys 178:
218-225, 1971.

Ingraham LM, Coates TD, Allen JM, Higgins CP, Baehner
RL and Boxer LA, Metabolic, membrane, and functional
response of human polymorphonuclear leukocytes to platelet-
activating factor. Blood 59: 1259-1266, 1982.

Wang JP, Raung SL, Hsu MF and Chen CC, Inhibition by
gomisin C (a lignan from Schizandra chinensis) of the respira-
tory burst of rat neutrophils. Br ] Pharmacol 113: 945-953,
1994.

Merritt JE, McCarthy SA, Davies MP and Moores KE, Use of
fluo-3 to measure cytosolic Ca?™ in platelets and neutrophils.
Loading cells with the dye, calibration of traces, measure-
ments in the presence of plasma, and buffering of cytosolic
Ca’™". Biochem J 269: 513-519, 1990.

Kao JP, Harootunian AT and Tsien RY, Photochemically
generated cytosolic calcium pulses and their detection by
fluo-3. ] Biol Chem 264: 8179-8184, 1989.

Hannun YA, Loomis CR, Merrill AH Jr and Bell RM,
Sphingosine inhibition of protein kinase C activity and of
phorbol dibutyrate binding in vitro and in human platelets.
J Biol Chem 261: 1260412609, 1986.

Simchowitz L, Spilberg I and Atkinson JP, Superoxide gen-
eration and granule enzyme release induced by ionophore
A23187. Studies on the early events of neutrophil activation.
J Lab Clin Med 96: 408—424, 1980.

Roskoski R Jr, Assays of protein kinase. Methods Enzymol 99:
3-6, 1983.

Saad M, Strnad CF and Wong K, Dual regulation of neutro-
phil adenylate cyclase by fluoride and its relationship to
cellular activation. Br J Pharmacol 91: 715-719, 1987.
Mittal CK, Determination of adenylate cyclase and guanylate
cyclase activities in cells of the immune system. Methods
Enzymol 132: 422-428, 1986.

Wright CD, Kuipers PJ, Kobylarz-Singer D, Devall L], Klinke-
fus BA and Weishaar RE, Differential inhibition of human
neutrophil functions: Role of cyclic AMP-specific, cyclic
GMP-insensitive phosphodiesterase. Biochem Pharmacol 40:
699-707, 1990.

Grady PG and Thomas LL, Characterization of cyclic-nucle-
otide phosphodiesterase activities in resting and N-formylme-
thionylleucylphenylalanine-stimulated human neutrophils.
Biochim Biophys Acta 885: 282-293, 1986.

Smith RJ, Sam LM, Justen JM, Bundy GL, Bala GA and
Bleasdale JE, Receptor-coupled signal transduction in human
polymorphonuclear neutrophils: Effects of a novel inhibitor of
phospholipase C-dependent processes on cell responsiveness.
J Pharmacol Exp Ther 253: 688—697, 1990.

Tamaoki T, Nomoto H, Takahashi I, Kato Y, Morimoto M

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

4.

45.

1513

and Tomita F, Staurosporine, a potent inhibitor of phospho-
lipid/Ca™™ dependent protein kinase. Biochem Biophys Res
Commun 135: 397-402, 1986.

Seamon KB and Daly JW, Forskolin: Its biological and
chemical properties. Adv Cyclic Nucleotide Protein Phosphory-
lation Res 20: 1-150, 1986.

Beavo JA and Reifsnyder DH, Primary sequence of cyclic
nucleotide phosphodiesterase isozymes and the design of
selective inhibitors. Trends Pharmacol Sci 11: 150-155, 1990.
Kase H, Iwahashi K, Nakanishi S, Matsuda Y, Yamada K,
Takahashi M, Murakata C, Sato A and Kaneko M, K-252
compounds, novel and potent inhibitors of protein kinase C
and cyclic nucleotide-dependent protein kinases. Biochem
Biophys Res Commun 142: 436—-440, 1987.

Reeves ML, Leigh BK and England PJ, The identification of
a new cyclic nucleotide phosphodiesterase activity in human
and guinea-pig cardiac ventricle: Implications for the mech-
anism of action of selective phosphodiesterase inhibitors.
Biochem ] 241: 535-541, 1987.

Meldolesi J, Clementi E, Fasolato C, Zacchetti D and Pozzan
T, Ca’™" influx following receptor activation. Trends Pharma-
col Sci 12: 289-292, 1991.

Teixeira MM, Gristwood RW, Cooper N and Hellewell PG,
Phosphodiesterase (PDE)4 inhibitors: Anti-inflammatory
drugs of the future? Trends Pharmacol Sci 18: 164170, 1997.
Barsony ] and Marx SJ, Immunocytology on microwave-fixed
cells reveals rapid and agonist-specific changes in subcellular
accumulation patterns for cAMP or cGMP. Proc Natl Acad Sci
USA 87: 1188-1192, 1990.

Mueller H, Montoya B and Sklar LA, Reversal of inhibitory
pathways in neutrophils by protein kinase antagonists: A
rational approach to the restoration of depressed cell func-
tion? J Leukoc Biol 52: 400—406, 1992.

Krause KH and Lew DP, Bacterial toxins and neutrophil
activation. Semin Hematol 25: 112-122, 1988.

Schudt C, Winder S, Forderkunz S, Hatzelmann A and
Ullrich V, Influence of selective phosphodiesterase inhibitors
on human neutrophil functions and levels of cAMP and Ca,.
Naunyn Schmiedebergs Arch Pharmacol 344: 682—690, 1991.
Elferink JGR and De Koster BM, The effect of cyclic GMP
and cyclic AMP on migration by electroporated human
neutrophils. Eur ] Pharmacol 246: 157-161, 1993.

Quinn MT, Parkos CA, Walker L, Orkin SH, Dinauer MC
and Jesaitis AJ, Association of Ras-related protein with
cytochrome b of human neutrophils. Nature 342: 198-200,
1989.

Bokoch GM, Quilliam LA, Bohl BP, Jesaitis A] and Quinn
MT, Inhibition of RaplA binding to cytochrome bssg of
NADPH oxidase by phosphorylation of Rap1A. Science 254:
1794-1796, 1991.

Tyagi SR, Olson SC, Burnham DN and Lambeth ]JD, Cyclic
AMP-elevating agents block chemoattractant activation of
diradylglycerol generation by inhibiting phospholipase D
activation. ] Biol Chem 266: 3498-3504, 1991.

Nielson CP, Bayer C, Hodson S and Hadjokas N, Regulation
of the respiratory burst by cyclic 3’,5'-AMP, an association
with inhibition of arachidonic acid release. ] Immunol 149:
4036-4040, 1992.

[shitoya ] and Takenawa T, Potentiation of PGE,-induced
increase in cyclic AMP by chemotactic peptide and Ca®*
ionophore through calmodulin-dependent processes. J Immu-
nol 138: 1201-1207, 1987.

Mitsuyama T, Takeshige K, Furuno T, Tanaka T, Hidaka K,
Abe M and Hara N, An inhibitor of cyclic AMP-dependent
protein kinase enhances the superoxide production of human
neutrophils stimulated by N-formyl-methionyl-leucyl-phenyl-
alanine. Mol Cell Biochem 145: 19-24, 1995.



1514

46.
47.

48.

49.

Beavo JA, Conti M and Heaslip R], Multiple cyclic nucleo-
tide phosphodiesterases. Mol Pharmacol 46: 399405, 1994.
Nielson CP, Vestal RE, Sturm R] and Heaslip R, Effects of
selective phosphodiesterase inhibitors on the polymorphonu-
clear leukocyte respiratory burst. J Allergy Clin Immunol 86:
801-808, 1990.

[annone MA, Wolberg G and Zimmerman TP, Chemotactic
peptide induces cAMP elevation in human neutrophils by
amplification of adenylate cyclase response to endogenously
produced adenosine. ] Biol Chem 264: 20177-20180, 1989.
Cronstein BN, Rosenstein ED, Kramer SB, Weissmann G and
Hirschhorn R, Adenosine, a physiological modulator of su-

50.

51.

52.

J-P. Wang et al.

peroxide anion generation by human neutrophils. ] Immunol
135: 1366-1371, 1985.

Rosengren S, Bong GW and Firestein GS, Anti-inflammatory
effects of an adenosine kinase inhibitor. Decreased neutrophil
accumulation and vascular leakage. J Immunol 154: 5444—
5451, 1995.

Miiller T, Engels P and Fozard JR, Subtypes of the type 4
cAMP phosphodiesterases: Structure, regulation and selective
inhibition. Trends Pharmacol Sci 17: 294-298, 1996.
Suttorp N, Weber U, Welsch T and Schudt C, Role of
phosphodiesterases in the regulation of endothelial perme-
ability in vitro. ] Clin Invest 91: 1421-1428, 1993.



