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Abstract

Objective—Here we demonstrate that, in human erythrocytes, increases in CAMP that are not
localized to a specific receptor-mediated signaling pathway for ATP release can activate effector
proteins resulting in inhibition of ATP release. Specifically we sought to establish that exchange
proteins activated by cAMP (EPACSs) inhibit ATP release via activation of protein kinase C
(PKC).

Methods—ATP release stimulated by iloprost (ILO), or isoproterenol (1SO), was determined in
the absence and presence of selective phosphodiesterase inhibitors and/or the EPAC activator,
8CPT20MecAMP (8CPT). To determine whether EPACs inhibit ATP release via activation of
PKC, erythrocytes were incubated with phorbol 12-myristate 13-acetate (PMA) prior to either
forskolin or ILO in the absence and presence of a PKC inhibitor, calphostin C (CALC).

Results—Selective inhibition of PDEs in one pathway inhibited ATP release in response to
activation of the other cAMP-dependent pathway. 8CPT and PMA inhibited both ILO- and ISO-
induced ATP release. Inhibition of ATP release with 8CPT was rescued by CALC.

Conclusion—These results support the hypothesis that cAMP not localized to a specific
signaling pathway can activate EPACs which inhibit ATP release via activation of PKC and
suggest a novel role for EPACs in erythrocytes.

INTRODUCTION

The basic physiological role of the erythrocyte is to transport oxygen (O2). The erythrocyte
has also been shown to release ATP (47) which enables that cell to participate in the control
of vascular caliber via activation of endothelial purinergic receptors and subsequent
production and release of vasodilators (11,13,45). Signal transduction pathways for low O,-
and receptor-mediated ATP release from erythrocytes that involve activation of the
heterotrimeric G proteins G;j and Gg, respectively, have been described (34,35). In these
pathways, activation of either G; or G stimulates adenylyl cyclase (AC) activity resulting in
an increase in CAMP, a critical second messenger (34,35). CAMP then activates protein
kinase A (PKA) and, subsequently, the cystic fibrosis transmembrane conductance regulator
(CFTR) resulting in controlled rlease of ATP from the erythrocyte (46). In human
erythrocytes, both B adrenergic (BAR) and prostacyclin (IPR) receptors are present and are
coupled to G5 Receptor-mediated activation of either receptor results in increases in CAMP
and ATP release (1,43,44).
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Although PKA is the primary mediator of cAMP-dependent effects in cells, cCAMP can also
interact with other proteins including phosphodiesterases (PDEs) (3,21) and cAMP-gated
ion channels (40). Recently another family of proteins activated by cAMP, exchange
proteins activated by cAMP (EPACSs), was described (4,29). The EPACs are guanine
nucleotide exchange factors (GEFs) for the Ras family of small GTPases, Rapl and Rap 2
(9). Two subtypes of EPAC have been described, EPAC1 and EPAC2, each of which is
activated by cAMP and exhibits PKA-independent effects (5). Recent evidence suggests that
activation of EPACs represents an important mechanism by which cAMP can regulate
cellular function independent of PKA (4,7). Such reports add complexity to the
understanding of cAMP-dependent signaling events in cells.

Within erythrocytes, two serine/threonine kinases have been identified, PKA and protein
kinase C (PKC), (12,19,36). PKA is activated by cAMP and is the main effector protein of
that cyclic nucleotide. In contrast, PKC is not activated by cCAMP (32). Recently, it was
discovered that cCAMP-mediated signaling that is independent of PKA is the result of
activation of PKC, possible via the activity of EPACs (22). Although EPACs have not been
identified in healthy human erythrocytes, their identification in sickle cells would suggest
that they are also present in healthy cells (31).

cAMP is a second messenger in multiple signaling pathways that initiate diverse cellular
responses. Therefore, if the response to activation of a specific receptor is to result in a
discrete response, increases in cAMP must be localized to that specific signaling pathway. A
major mechanism for the localization of cAMP signaling is via the activity of PDEs that
hydrolyze the cyclic nucleotide preventing the activation of proteins in other signaling
pathways (53).

Previously, we reported that PDEs 2, 3 and 4 are present in rabbit and human erythrocytes.
More importantly, we established that PDE3 regulates increases in cCAMP and ATP release
resulting from activation of the IPR while PDEs 2 and 4 hydrolyze cAMP and regulate ATP
release in response to activation of the AR (1). Prior to these reports, segregation of PDEs
to any signaling pathway in erythrocytes had not been shown. Here, we investigate the
hypothesis that, in human erythrocytes, increases in cCAMP not localized/confined to a
specific receptor-activated signaling pathway (IPR or BAR) activate EPACs which inhibit
release of ATP. We also explored the possibility that PKC contributes to inhibition of ATP
release via EPAC activation.

Isolation of Erythrocytes

Human blood was obtained by venipuncture using a syringe containing heparin (500 units).
Immediately after collection of blood, erythrocytes were isolated by centrifugation at 500 xg
at 4°C for 10 min with the supernatant and buffy coat removed by aspiration. Packed
erythrocytes were re- suspended and washed 3 times in a physiological salt solution
containing, in mM; 4.7 KClI, 2.0 CaCls,, 1.2 MgSOy, 140.5 NaCl, 21.0 Tris-base and 5.5
dextrose with 0.5% bovine serum albumin, pH adjusted to 7.4. Erythrocytes were prepared
on the day of use. The protocol for blood collection was approved by the Institutional
Review Board of Saint Louis University.

Incubation of erythrocytes with pharmacological agents

Washed erythrocytes were diluted to a 20% hematocrit (1 ml) and were preincubated with a
PDE inhibitor, an activator of EPAC or its vehicle for 30 minutes. Following pre-incubation,
erythrocytes were stimulated with either isoproterenol (1SO, 1 uM, Sigma-Aldrich) or
iloprost (ILO, 10 nM, Cayman). ATP was determined at 5, 10 and 15 min following addition
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of each receptor agonist. VValues reported are the maximal response with these incubations.
The inhibitors used were rolipram, a selective PDE4 inhibitor (Tocris), erythro-9-(2-
hydroxy-3-nonyl)adenine, EHNA (Biomol), a selective PDE2 inhibitor, cilostazol, a
selective PDE3 inhibitor (Sigma-Aldrich) and calphostin C (Biomol), a selective inhibitor of
PKC. The selective activator of EPAC used was 8CPT20MecAMP (8CPT, Alexis
Biochemicals). The concentrations of inhibitors chosen were based on the 1Cgq values of
each inhibitor in other cell types and previous studies using these inhibitors with
erythrocytes (1,26-28). Importantly, at the concentrations used, these inhibitors had no
effect on either baseline or total ATP levels (Table 1). The vehicle for rolipram, cilostazol
and calphostin C was N’, N-dimethylformamide (DMF, Sigma-Aldrich) and the vehicle for
EHNA, 8CPT, ISO and ILO was saline.

Measurement of ATP

ATP was measured using the luciferin-luciferase technique (48). A 200 ul sample of an
erythrocyte suspension was injected into a cuvette containing 100 pl of 10 mg/ml crude
firefly tail extract (Sigma) and 100 ul of 0.5 mg/ml D-Luciferin (Sigma). The light emitted
from the reaction was detected using a luminometer (Turner Designs, TD 20/20). A standard
curve was obtained for each experiment. Cell counts were obtained from the suspension of
erythrocytes and amounts of ATP measured were normalized to 4 x108 cells/mL. The peak
ATP value was compared to an ATP standard curve generated on the day of use.

Measurement of Total Intracellular ATP

A 50 pl sample of erythrocytes (20% hematocrit) was lysed in distilled water at room
temperature. ATP in the lysate diluted 8,000 fold, was measured using the ATP assay. The
values were normalized to the ATP concentration per erythrocyte as determined by direct
cell counting.

Measurement of Hemoglobin

Erythrocyte suspensions used to measure ATP were centrifuged at 500 x g for 10 minutes at
4° C. The amount of hemoglobin present in the supernatant was determined by measurement
of absorbance at 405 nm (oxyhemoglobin). If any increase in free hemoglobin was detected,
the data were excluded from analysis.

Data Analysis

RESULTS

Statistical significance was determined using an analysis of variance (ANOVA). In the event
that the F-ratio indicated a change had occurred, a Fisher’s LSD test was performed to
identify individual differences between groups. Results are reported as means + the standard
error of the mean (SEM).

Effect of a PDE3 inhibitor, cilostazol (CILO), on isoproterenol (ISO)-induced ATP release

We have shown previously that inhibitors of both PDE2 and PDE4 potentiate both the
increases in cCAMP and ATP release in response to 1SO (1), whereas inhibition of PDE3 with
CILO (10 pM), had no effect on 1SO-induced increases in cCAMP. However, in the latter
studies, the effect on ATP release was not investigated. Therefore, in order to determine the
effect of inhibition of PDE3 on 1SO-induced ATP release, erythrocytes were incubated with
the selective PDE3 inhibitor, CILO (10 uM), prior to stimulation with 1SO (1 uM). Here we
report that incubation of human erythrocytes with CILO inhibits ISO-induced release of
ATP (Figure 1). This concentration of CILO had no effect on basal ATP release or on total
ATP content of erythrocytes as previously reported (1).
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Effect of inhibitors of PDE2, erythro-9-(2-hydroxy-3nonoyl)adenine (EHNA), or PDE4,
rolipram (ROL), on iloprost (ILO)-induced ATP release

CILO has been shown to potentiate increases in CAMP and ATP release in response to ILO-
induced activation of the IPR (1,17). However, inhibitors of either PDE2 or PDE4 had no
effect on increases in cAMP following ILO administration. In contrast, pretreatment of
erythrocytes with selective inhibitors of PDE2 and PDE4 simultaneously, EHNA (30 uM)
and ROL (20 uM), respectively, inhibited ILO (10 nM)-induced ATP release (Figure 2).
EHNA and ROL, at the concentrations used, had no effect on basal ATP release (Figure 2)
or on total ATP content of erythrocytes as previously reported (1).

Effect of a direct activator of EPAC, 8CPT20MecAMP (8CPT), on ISO- and ILO-induced

ATP release

Increases in CAMP can activate several effector proteins in addition to PKA including
EPAC:s (7). Therefore, to determine the contribution of the activation of EPACs to ATP
release from human erythrocytes, cells were incubated with 8CPT (10 uM), a cell permeable
cAMP analog, that directly activates EPACs prior to stimulation with either ISO (1 uM) or
ILO (10 nM). At this concentration 8CPT does not activate PKA (14,15,18). As depicted in
Figure 3, both the ISO- and ILO-induced ATP release were inhibited by 8CPT. Importantly,
8CPT had no effect on baseline ATP release (Figure 3B) or total ATP content of
erythrocytes (Table 1).

Effect of phorbol 12-myristate 13-acetate (PMA) on forskolin (FSK)-and ILO-induced ATP

release

In other cell types, EPACs have been reported to activate PKC, a protein kinase present in
erythrocytes (22,33). Therefore, to determine the effect of activation of PKC on ATP release
from erythrocytes, cells were incubated with a non-selective activator of PKC, PMA (1 uM),
followed by FSK (10uM) which activates all isoforms of adenylyl cyclase and increases
cAMP throughout the cell. PMA inhibited FSK-induced ATP release from erythrocytes
(Figure 4). In a separate set of experiments, cells were incubated with PMA (1 uM) prior to
incubation with ILO (10 nM). PMA inhibited ILO-induced ATP release from these cells
(Figure 4B). The concentration of PMA used had no effect on baseline ATP release (Figure
4B) or total ATP content of erythrocytes (Table 1).

Effect of calphostin C (CALC) and 8CPT on ILO-induced ATP release

To determine if the mechanism of EPAC-induced inhibition of ATP release is via activation
of PKC, erythrocytes were stimulated with ILO (10nM) after pretreatment with either 8CPT
(10uM) or 8CPT in the presence of CALC (1uM), an inhibitor of PKC. Treatment of
erythrocytes with CALC prevented the inhibition of ATP mediated by 8CPT (Figure 5).
Baseline ATP levels were not different among the treatment groups and were 13 + 3,7 £ 2
and 19 + 4 nmoles per 4 x 108 erythrocytes for control, SCPT and 8CPT+CALC groups,
respectively. As shown in Table 1, 8CPT and CALC had no effect on total ATP levels.

DISCUSSION

Within cells, activation of signaling pathways that share common proteins and second
messengers, yet elicit specific responses, requires that there be mechanisms which localize
the signal and thereby isolate these pathways (2,6,10,20,39). cAMP is a second messenger in
diverse signaling pathways regulating many physiological processes. Therefore, if activation
of a selective receptor is to produce a specific response, increases in cAMP must be tightly
regulated and localized to the activated pathway (25,41,52).
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The magnitude and duration of increases in CAMP generated when a signaling pathway is
activated are regulated by PDEs localized to that pathway (49,51,53). Previously, we
reported that PDEs 2 and 4 hydrolyze cAMP produced in response to activation of the BAR
while PDE3 hydrolyzes cAMP produced following activation of the IPR (1). In the present
study, we demonstrate that the administration of selective inhibitors of PDEs associated with
one signaling pathways inhibits ATP release in response to activation of the other pathway
(Figures 1 and 2). One interpretation of this result is that inhibition of PDE activity not
compartmentalized with the activated pathway resulted in non-localized increases in CAMP
(Figure 6). However, these studies do not reveal a mechanism by which non-localized
increases in CAMP inhibited receptor-mediated ATP release.

Although most signaling associated with increases in CAMP involve activation of PKA,
recently another family of cAMP effector proteins has been identified, the exchange proteins
activated by cCAMP (EPACs), (7). Both PKA and EPACSs are present in erythrocytes
(12,19,31). It has been established that activation of PKA is required for ATP release from
these cells (46), but no role for EPACS has previously been identified in these cells. We
hypothesized that EPACs could inhibit ATP release since they can oppose the effects of
PKA in other cells (4,7,29). Since there are currently, no inhibitors of EPACs and because
erythrocytes are anucleated cells with no protein synthetic capability, we used
pharmacological methods to determine the role of EPAC in these cells. Erythrocytes were
incubated with the EPAC activator, 8CPT, prior to stimulation with either ILO (IPR) or ISO
(BAR). This EPAC activator inhibited ATP release in response to both agonists (Figure 3A
and B). One interpretation of these results is that increases in cAMP not associated with
activation of the targeted receptor resulted in stimulation of EPAC activity in erythrocytes
(Figure 6).

EPAC:s are found in the cytosol or associated with the plasma membrane (29,38) and can be
activated by G-protein coupled receptors including the BAR (23,30). There are several
proposed mechanisms by which EPACs can participate in cellular signaling pathways. In
non-erythroid cells, the actions of EPACs can be mediated by either activation of the small
G protein, Rap (50) or phosphoinositide 3 kinase and, subsequently, PKB (8). In addition,
EPACs can increase the activity of phospholipase Ce leading to increased intracellular Ca?*
and generation of diacylglyerol (DAG), both of which can activate isoforms of protein
kinase C (PKC) (24,37,42), a protein present in erythrocytes (16). To begin to elucidate the
mechanism by which EPACSs exert their inhibitory effects on receptor-mediated ATP release
from erythrocytes, we evaluated the role of PKC. Administration of PMA, a direct activator
of PKC, resulted in inhibition of ATP release from human erythrocytes in response to either
direct activation of all adenylyl cyclase activity with forskolin (Figure 4A) or in response to
selective IPR activation with iloprost (Figure 4B). Importantly, inhibition of PKC with
CALC prevented the effects of EPAC activation with 8CPT (Figure 5). The latter studies are
consistent with the hypothesis that EPACs inhibit receptor-mediated ATP release from
erythrocytes via activation of PKC.

In conclusion, we have identified a novel role for EPACs in the regulation of receptor-
mediated signaling pathways in human erythrocytes. Previously, we demonstrated the
importance of increases in cAMP for ATP release from these cells (1,46). Here we present
evidence in support of the hypothesis that not only are increases in CAMP necessary for ATP
release, but that this release also requires tight control/localization of that cAMP to the
signaling pathway that is activated. Consequently, when increases in CAMP are not
localized, EPACs are activated and, via a different signaling pathway, inhibit ATP release.
These results suggest that EPACs can contribute to a negative regulatory mechanism to
control the release of ATP from human erythrocytes (Figure 6).
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Figure 1.

Effect of cilostazol (CILO, 10 pM) on isoproterenol (ISO, 1 uM)-induced ATP release from
human erythrocytes (n=4). Erythrocytes were incubated in the absence (open bars) and
presence (shaded bars) of CILO for 30 min prior to stimulation with 1SO. Values are the
means * SE. T = different from all other values (P<0.01); NS=not statistically different.
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Figure 2.

Effect of EHNA (30 uM) and rolipram (ROL, 20 uM) on iloprost (ILO, 10 nM)-induced
ATP release from human erythrocytes (n=6). Erythrocytes were incubated in absence (open
bars) and presence (shaded bars) of EHNA and ROL for 30 min prior to stimulation with
ILO. Values are the means + SE. t = different from all other values (P<0.01); NS=not
statistically different.
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Figure 3.

Effect of BCPT20MECAMP (8CPT, 10uM) on isoproterenol (1SO, 1pM)-and iloprost (ILO,
10 nM)-induced ATP release from human erythrocytes. (A) Erythrocytes were incubated in
the absence (open bars) and presence (shaded bars) of 8CPT for 30min prior to stimulation
with ISO (n=6). Since 8CPT had no effect on baseline ATP levels as shown in (B) the
baseline values were not determined in this set of experiments. (B) Erythrocytes were
incubated in the absence (open bars) and presence (shaded bars) of 8CPT for 30 min prior to
stimulation with ILO (n=6). Values are the means * SE. T = different from all other values
(P<0.01).
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Figure 4.

Effect of PMA (100 nM) on forskolin (FSK, 10 uM)-and iloprost (ILO, 10 nM)-induced
ATP release from human erythrocytes. (A) Erythrocytes were incubated in the absence
(open bars) and presence (shaded bars) of PMA for 30 min prior to stimulation with FSK
(n=11). Since PMA had no effect on baseline ATP levels as shown in (B) the baseline values
were not determined in this set of experiments. (B) Erythrocytes were incubated in the
absence (open bars) and presence (shaded bars) of PMA for 30 min prior to stimulation with
ILO (n=5). Values are the means + SE. t = different from all other values (P<0.05); NS=not
statistically different.
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Figure 5.

Effect of SCPT20MECAMP (8CPT, 10uM) and calphostin C (CALC, 1uM) on iloprost
(ILO, 10 nM)-induced ATP release from human erythrocytes. Erythrocytes were incubated
in the absence (n=16) or presence of 8CPT (n=8) or 8CPT and CALC (n-8) for 30 min prior
to stimulation with ILO. Values are the means + SE. * = different from all other values
(P<0.01).
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Figure 6.

Activation of the BoAR with isoproterenol increases CAMP with subsequent PKA activation.
PKA then phosphorylates and activates CFTR, which controls the activity of an ATP
conduit in the erythrocyte membrane. Increases in CAMP associated with activation of the
B2AR are regulated by the activities of both PDE2 and PDE4. Similarly, activation of the
IPR by iloprost results in increases in cAMP, which activate ATP release from the
erythrocyte. However, in the case of the IPR signaling pathway, increases in CAMP are
regulated by the activity of PDE3. Increases in cAMP not associated with activation of
either the B,AR or IPR activate EPACs which inhibit ATP release from the erythrocyte.
Abbreviations: BoAR — B, adrenergic receptor; Gg — the heterotrimeric G protein, Gg; o, B
and y — G protein subunits; PDE — phosphodiesterase; ATP — adenosine triphosphate; CAMP
cyclic adenosine monophosphate; AMP — adenosine monophosphate; AC — adenylyl
cyclase; PKA — protein kinase A; CFTR — cystic fibrosis transmembrane conductance
regulator; ? — unknown ATP conduit; + — activation; IPR — prostacyclin receptor; EPACs -
exchange proteins activated by cAMP
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Table 1

Effect of BCPT20MecAMP (8CPT), phorbol-myristate-acetate (PMA) and calphostin C (CALC) on total
intracellular ATP levels.

ATP (mM per erythrocyte)

CONTROL 8CPT PMA 8CPT+CALC
359+0.356 (1=5) 3.91+0.394 (n=7) 3.12+0.326 (n=8) 3.90  0.331 (n=8)

Values are means + SE. Values are not statistically different.
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