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68.1 INTRODUCTION

Adenosine-3,5-cyclic monophosphate (cAMP) is a 
cytosolic second messenger derived from its precursor ATP 
by virtue of the activities of soluble adenylyl cyclases and 
transmembrane adenylyl cyclases that are under the con-
trol of G-protein-coupled receptors (GPCRs). Intracellular 
cAMP has the capacity to activate protein kinase A (PKA) 
and cyclic nucleotide-gated ion channels (CNGs), whereas 
these actions of cAMP are terminated by the cyclic nucle-
otide phosphodiesterase (PDE) catalyzed conversion of 
cAMP to 5-AMP. In 1998, two groups independently 
reported the discovery of cAMP-regulated guanine nucle-
otide exchange factors (cAMP-GEFs) that are now desig-
nated as Epac1 and Epac2.1,2 Concurrently, both teams of 
investigators established Epac1 and Epac2 to be cAMP-
binding proteins that have the capacity to act catalyti-
cally via their CDC25 homology domains (CDC25-HD) 
to promote the exchange of GDP for GTP on GTPases of 
the Rap family (Figure 68.1A). This nucleotide exchange 
allows the GTP-bound and active form of Rap to signal 
through its downstream effectors,3 one of which is a novel 
phosphoinositide-specific phospholipase C  (PLC) that 
transduces stimulatory effects of cAMP on phosphatidyli-
nositol bisphosphate (PIP2) hydrolysis.4

Subsequent to the discovery of Epac, crystallographic 
and structure–function analyses demonstrated that in the 
absence of cAMP, Epac exists in an autoinhibited state, 
and that the binding of cAMP to Epac promotes a confor-
mational change that relieves this autoinhibition, allowing 
Epac to activate Rap.5–9 Thus, Epac proteins were dem-
onstrated to convey actions of cAMP that were independ-
ent of their binding to PKA or CNGs. Although it is now 
recognized that cAMP signals through Epac to influence 
numerous cellular processes in the endocrine pancreas, 
the cardiovascular system, and the brain,10–19 it has only 
recently become apparent that these Epac-regulated proc-
esses also exist in various organs of the gastrointestinal 

tract such as the exocrine glands, the hepatobiliary system, 
and the intestine. Thus, the main focus of the discussion 
presented in this chapter is to highlight what is known con-
cerning this matter, and consequently pointing out future 
areas of investigation that might prove fruitful for gastroin-
testinal physiologists.

68.2 IDENTIFICATION OF Epac AS A 
TRANSDUCER OF INTRACELLULAR cAMP 
ACTION

The earliest investigations concerning cellular processes 
under the regulation of Epac revealed that this exchange 
factor has the capacity to regulate ion channel activity,20–23 
sodium/proton and urea transporter function,24,25 intra-
cellular Ca2 signaling,4,26–32 and exocytosis27,32–39 in a 
wide variety of cell types. Furthermore, it became appar-
ent that these novel PKA and CNG-independent actions 
of Epac were complemented by its ability to mediate the 
cAMP-dependent control of cell adhesion,40 endothelial 
barrier permeability,41–43 gap junction formation,44 gene 
expression,45–47 growth,48–52 differentiation,53,54 and sur-
vival.55,56 The role Epac plays in these processes was 
established by examining the action of a cAMP analog 
(8-pCPT-2-O-Me-cAMP) that has the capacity to activate 
Epac1 and Epac2, but not PKA or CNGs (Figure 68.1B, 
C).57 Thus, this Epac-selective cAMP analog (ESCA) 
was demonstrated to reproduce the Epac-mediated action 
of cAMP, or of cAMP-elevating agents such as hormones 
and neurotransmitters.15 It was subsequently demonstrated 
that the biological activity of 8-pCPT-2-O-Me-cAMP 
could be dramatically enhanced by conjugating it to an 
acetoxymethyl ester (AM-ester), improving its mem-
brane permeability.58,59 This modified analog is 8-pCPT-
2-O-Me-cAMP-AM (ESCA-AM), and it has recently 
been demonstrated to exert potent stimulatory effects on 
cytosolic Ca2 signaling and exocytosis, as evaluated 
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in assays of insulin secretion from pancreatic β-cells.60 
Interestingly, 8-pCPT-2-O-Me-cAMP-AM is also reported 
to depolarize islet β-cells,61 an effect attributable to is 
ability to act via Epac to inhibit ATP-sensitive K chan-
nels (K-ATP).22,27,61 In fact, available evidence indicates 
that in β-cells, Epac2 interacts directly with the sulfony-
lurea receptor-1 (SUR1) subunit of K-ATP channels, con-
trolling their function.21,36,62,63 Thus, findings of this sort 
have established a foundation of knowledge applicable to 
studies of gastrointestinal physiology (see the following 
section).

68.2.1 Evidence that Intracellular Epac can 
be Activated by cAMP

It was initially thought that cAMP generated in response 
to GPCR activation might not be a very effective activa-
tor of Epac, since the in vitro cAMP-binding affinities of 
Epac proteins were found to be considerably less than that 
of PKA.64 However, this concept has been challenged,65 
and it could be that Epac and PKA both bind cAMP with 
similar affinity when their interaction is studied under con-
ditions that replicate what occurs in living cells. The ability 
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FIGURE 68.1 Epac isoforms, Epac activators, and Epac-based biosensors. (A) Domain structures of Epac1 and the three known isoforms of 
Epac2. Epac2A has two CNBDs, a CNBD-A, which is important for cellular localization, and a high-affinity site (CNBD-B), which is important for 
cAMP-dependent activation of GEF activity. The Dishevelled, Egl-10, Pleckstrin (DEP) domain is responsible for association of Epac2 with intracellular 
membranes, a REM domain stabilizes the tertiary structure of the catalytic region, and an RA domain allows the interaction of Epac2 with activated Ras. 
The CDC25 homology domain (CDC25) catalyzes guanine nucleotide exchange on Rap1 and activates it. Epac2B is specifically expressed in the adrenal 
cortex and lacks the CNBD-A.90 Epac2C is found in the liver and lacks both the CNBD-A and DEP domains.105 All three isoforms have GEF activity and 
activate Rap1. (B, C) Structures of cAMP and the Epac-selective cAMP analog 8-pCPT-2-O-Me-cAMP. Note that the Epac selectivity of 8-pCPT-2-O-
Me-cAMP is conferred by a methoxy substitution at the 2position on the ribose ring, a substitution that drastically reduces the ability of this analog to 
bind to and activate the regulatory subunits of PKA.57 A chlorophenylthio (CPT) moiety at position 8 on the adenine ring also improves the selectivity of 
the analog for Epac, while causing it to be a membrane-permeant “super activator” of Epac.57 (D) Epac1-based FRET biosensor that can be used to moni-
tor changes in intracellular cAMP.67 Binding of cAMP to the CNBD causes the hinge region to change conformation resulting in the spatial separation 
of the donor (CFP, excited at 440 nm with emission at 485 nm) and acceptor (YFP, 535 nm emission) fluorophores and the loss of energy transfer. This 
change results in an increase in the 485/535 nm emission ratio signifying an increase in cAMP levels. Note that after binding of cAMP, the LID region of 
Epac1 containing amino acid residues VLVLE becomes rearranged so that it does not interact with, and auto-inhibit, the catalytic domain of the molecule.
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of cAMP to activate Epac can be inferred indirectly by 
monitoring Rap activation in cells that express both Epac 
and Rap.1,2 However, a more direct approach is to monitor 
the ability of cAMP to activate genetically encoded biosen-
sors that are fusion proteins of Epac and fluorescent pro-
teins (Figure 68.1D). These Epac-based biosensors exhibit 
a change of fluorescence resonance energy transfer (FRET) 
when they bind cAMP, so it is possible to directly evalu-
ate the cAMP-dependent activation of Epac by monitoring 
changes of FRET. Biosensors of this sort include one that 
contains the full-length Epac1 molecule fused to cyan (CFP) 
and yellow (YFP) fluorescent proteins,66,67 or a shorter 
reporter that contains only the cAMP-binding domain 
(CNBD) of Epac1 fused to CFP and YFP.68 By imaging 
single cells, or by monitoring FRET in monolayers of cells 
expressing these biosensors, it has been possible to con-
firm that intracellular Epac is activated not only by cAMP, 
but also by GPCR agonists that stimulate cAMP produc-
tion.58,69,70 Using this approach, a surprising finding was 
reported; Epac2 was shown to be activated by certain mem-
bers (e.g., tolbutamide) of the sulfonylurea class of blood 
glucose-lowering agents.71,72 Although this finding is dis-
puted,61,73 it remains possible that Epac proteins might serve 
as intracellular targets of therapeutically relevant small mol-
ecules that are not necessarily related in structure to cAMP.

68.2.2 Mechanism of Epac Activation

At the molecular level, Epac1 and Epac2 are multidomain 
proteins with extensive sequence homology. Both share a 
C-terminal catalytic lobe that consists of a RAS exchange 
(REM) domain, a RAS association (RA) domain, and a 
CDC25-HD, while the N-terminal regulatory lobe con-
tains a Dishevelled, Egl-10, Pleckstrin (DEP) homol-
ogy domain and one or two CNBDs that exist in Epac1 or 

Epac2, respectively (Figure 68.1A). Significant progress 
was been made toward elucidating the molecular mecha-
nism of Epac activation by cAMP. In particular, X-ray crys-
tal structure determinations of the apo-full-length Epac2 
protein,7 or a ternary complex of a deletion Epac2 in com-
plex with a cAMP analog and Rap1B (Epac2Δ305:Sp-
cAMPS:Rap1B),6 have provided a clear “before and after” 
snapshot of the cAMP-induced activation process in atomic 
detail (Figure 68.2).

In the apo-Epac2 structure, Epac2 exists in an autoin-
hibitory conformation with the access of the downstream 
effector to the C-terminal catalytic core sterically blocked 
by the N-terminal regulatory lobe. Binding of cAMP trig-
gers a chain of structural reorganizations that is manifested 
by a localized “hinge” motion. During this process the 
last two turns of the hinge helix dissolve into an extended 
loop, which rotates the catalytic lobe about 90° sideway, 
frees the CDC25-HD domain from the autoinhibitory regu-
latory lobe, and allows the binding of downstream effec-
tors, Rap1 or Rap2. This general model of Epac activation 
is based on X-ray crystallographic analyses and is further 
supported by studies using various solution structural and 
molecular biophysical techniques, including FRET,66 com-
putational hinge prediction,74 peptide amide hydrogen/
deuterium exchange mass spectrometry,75 and small angle 
X-ray scattering.76

Despite these advances, our understanding of the mecha-
nism of Epac activation remains incomplete. For example, 
Epac proteins are known to exist as a dynamic ensemble of 
multiple conformations in solution.9,76 X-ray crystal struc-
tures capture only one of the many possible low-energy 
conformations: the one that is compatible with the crys-
tal lattice. Furthermore, the truncated Epac2 protein that 
was crystallized in its active complex by Rehmann and co-
workers lacked the first CNBD and also the DEP domain.6 

FIGURE 68.2 Structural model of Epac2 activation by cAMP. Diagram of X-ray crystal structures of the full-length apo-Epac2 (PDB ID: 2BYV; 
left panel) and Epac2Δ305:Sp-cAMPS:Rap1B complex (PDB ID: 3CF6; right panel) with the second CBD, REM, RA, and CDC25HD domains 
colored in green, cyan purple, and blue, respectively. The hinge helix in both structures is highlighted in red. In the cAMP-free, autoinhibitory Epac2 
structure, the regulatory region is anchored by the hinge helix to sterically block the access of the catalytic core to Rap1. Binding of cAMP induces a 
major hinge motion (arrow) that reorients the regulatory lobe relative to catalytic lobe, and ultimately leads to an open Epac2 conformation and the 
exposure of the catalytic core of Epac2 for binding of Rap GTPase.
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Additional conformational changes and structural rearrange-
ments within the N-terminal regulatory lobe in response to 
cAMP binding are expected to occur, and they may play 
critical roles for Epac functions in vivo.

68.2.3 Intracellular Targeting of Epac is 
Under Multiple Levels of Control

Epac1 and Epac2 each contain a DEP domain (Figure 
68.1A) that plays an important role in the targeting of Epac 
to intracellular membranes.5,77 It is also reported that the 
perinuclear targeting of Epac1 is conferred by a portion of 
the catalytic domain (Figure 68.1A) located at the exchange 
factor’s C-terminus.78 Thus, it may be speculated that the 
DEP and catalytic domains act in concert to determine the 
subcellular distribution of Epac1. Of additional interest is 
the finding that in cardiomyocytes a macromolecular com-
plex exists in which Epac1 associates with the 4D3 isoform 
of cyclic nucleotide PDE, and muscle-specific A-kinase 
anchoring protein (AKAP), as well as PKA, ERK5 mitogen-
activated protein kinase (MAPK), and the type 2 isoform of 
ryanodine receptor (RYR) intracellular Ca2 release chan-
nel.79 Targeting of Epac1 to this complex is a consequence 
of the direct interaction of Epac1 with PDE4D3,79 and the 
existence of this complex suggests a mechanism by which 
compartmentalized cAMP signal transduction is achieved.

Additional control over the subcellular targeting of Epac 
is achieved as a consequence of its interactions with proteins 
such as H-Ras GTPase,80,81 Ran GTPase,82 ezrin-radixin-
moesin (ERM) proteins,83 sulfonylurea receptors,21,84 
RIM2,35,36 Piccolo,62,85 the TCL1 proto-oncogene product,86 
AKAP150,87 and light-chain 2 of microtubule-associated 
protein 1A.88 Many of these interactions are Epac isoform 
specific, and not all such interactions have been carefully 
assessed for both Epac1 and Epac2. However, it is possi-
ble that some of these interactions are under the control of 
cAMP since Epac1 translocates to the plasma membrane 
in response to cAMP-elevating agents.89 One interesting 
finding concerning Epac2 is that its low-affinity CNBD 
(CNBD-A; Figure 68.1A) appears to target Epac2 to the 
plasma membrane, an effect independent of cAMP activa-
tion.90 Since many of these regulatory processes may be cell 
type specific, their relative importance remains to be fully 
established.

68.2.4 Strategies for the Study of Epac Signal 
Transduction

Despite detailed structural information concerning the 
CNBDs of Epac proteins, no pharmacological antago-
nist of Epac activation has been identified.15 Thus, many 
published studies have sought to validate a role for Epac 
in cellular processes by demonstrating that (1) the action 

of cAMP or cAMP-elevating agents is reproduced by 
8-pCPT-2-O-Me-cAMP, (2) a selective activator of PKA 
such as 6-Bnz-cAMP fails to reproduce the action of 
8-pCPT-2-O-Me-cAMP, and (3) an inhibitor of PKA 
activation (Rp-cAMPS), or an inhibitor of PKA catalytic 
activity (H-89), fails to block the action of 8-pCPT-2-O-
Me-cAMP. Unfortunately, this sort of pharmacological 
approach does not achieve true target validation, and inter-
pretation of the findings is complicated by the fact that 
some actions of Epac are conditional on permissive PKA 
activity.60,91

An alternative approach is to express recombinant Epac 
in transfected cells in order to evaluate whether a cellular 
process is altered by constitutively active or dominant-
negative forms of Epac.26,36,46,61,76,77,92,93 Methods of RNA 
interference have also been used successfully to achieve 
a “knockdown” of Epac protein expression.43,51,87,94–96 
Surprisingly, rather few mouse models exist in which a 
“knockout” of Epac gene expression has been achieved, 
particularly from the standpoint of knockouts that are cell 
type-specific. As of the date of this review, only three Epac 
knockout mouse models were reported. One is a targeted 
and global knockout of Epac2,97 another is a gene trap glo-
bal knockout of Epac2,98 and a third is a targeted and glo-
bal knockout of Epac1.99 Although the existence of these 
knockout mice provides clear evidence that lethality is not 
a consequence of the knockout of a single Epac isoform, it 
has yet to be established what the consequences would be 
if both isoforms of Epac were knocked out simultaneously.

68.2.5 A Role for Epac in Exocrine Gland 
Function

Epac plays an active role in the control of exocrine parotid 
gland function, as demonstrated in prior studies of parotid 
acinar cells (Table 68.1). For example, amylase secretion 
from rat parotid acinar cells that express Epac1, Rap1, and 
the Epac-interacting protein RIM2, was found to be stimu-
lated by 8-pCPT-2-O-Me-cAMP, an effect not blocked 
by the PKA inhibitor H-89.100 This secretagogue action 
could be measured in saponin-permeabilized acinar cells 
using a low concentration of 8-pCPT-2-O-Me-cAMP (1 
μM), one that did not activate PKA, as validated through 
the use of a Kemptide-based PKA activation assay and aci-
nar cell homogenates.100 Similarly, the ESCA 8-pMeOPT-
2-O-Me-cAMP stimulated amylase secretion from 
mouse parotid acinar cells, and this effect was accompa-
nied by Rap1 activation.101 This secretagogue action of 
8-pMeOPT-2-O-Me-cAMP was mimicked by N6-phenyl-
cAMP, a selective activator of PKA, as expected if amylase 
secretion is under the dual control of Epac1 and PKA.101

Epac1 also participates in the stimulation of amy-
lase secretion from pancreatic acinar cells (Table 68.1). 
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Moreover, evidence exists that the activation of pancreatic 
acinar cell zymogens (trypsinogen, chymotrypsinogen) is 
also under the control of Epac1. Thus, 8-pCPT-2-O-Me-
cAMP was found to potentiate the action of a muscarinic 
cholinergic receptor agonist (carbachol) to stimulate Ca2-
dependent amylase release and zymogen activation in rat 
pancreatic acinar cells.102 These actions of 8-pCPT-2-O-
Me-cAMP were mimicked by the ESCA 8-pHPT-2-O-
Me-cAMP, were not blocked by a PKA inhibitor, and were 
not accompanied by significant PKA activation, as vali-
dated in a CREB phosphorylation assay using pancreatic 
acinar cell homogenates.102

Available evidence indicates that Epac exerts its stimula-
tory effect on amylase secretion by activating Rap GTPase. 
Thus, in mouse pancreatic acinar cells, 8-pCPT-2-O-Me-
cAMP activated Rap1 and the action of 8-pCPT-2-O-
Me-cAMP to stimulate amylase release was reduced after 
treatment of acinar cells with adenovirus-directing expres-
sion of Rap1GAP. This GTPase-activating protein (GAP) 
converts Rap from its active to inactive state.103 Once again, 
the secretagogue action of 8-pCPT-2-O-Me-cAMP was not 
blocked by a PKA inhibitor.103 Furthermore, the action of a 
cAMP-elevating neuropeptide (VIP) to stimulate amylase 
secretion was also unaffected by H-89, as expected if it is 
primarily Epac1 that serves to transduce stimulatory effects 
of cAMP on amylase secretion in this cell type.103 This con-
clusion is consistent with the finding that Epac1 was local-
ized to the zymogen granule membranes where Rap1 was 
also located.103

What remains uncertain is whether Epac1-dependent 
Rap1 activation promotes amylase secretion and zymogen 
activation by stimulating cytosolic Ca2 signaling within 
the acinar cells (Table 68.1). This might be the case 
because 8-pCPT-2-O-Me-cAMP was reported to facilitate 
Ca2-induced Ca2 release (CICR) in rat pancreatic aci-
nar cells.104 This finding is in striking agreement with the 

demonstrated ability of this same ESCA to facilitate CICR 
in pancreatic β-cells.27,93,98 Thus, the Epac-dependent facili-
tation of CICR might provide a critical Ca2 signal that 
serves to control enzyme secretion, zymogen activation, 
and possibly fluid or electrolyte release from the acinar 
cells. Although it remains to be determined, this mechanism 
of cAMP-regulated CICR in pancreatic acinar cells may 
involve inositol trisphosphate receptor and ryanodine recep-
tor intracellular Ca2 release channels that are under the 
control of Epac1 and Rap1.104

68.3 Epac PROTECTS HEPATOCYTES FROM 
APOPTOSIS

Human hepatocytes express a short form of Epac2 desig-
nated as Epac2C.105 This variant of Epac2 is able to medi-
ate the cAMP-dependent activation of Rap1, even though 
it lacks the CNBD-A and DEP domains (Figure 68.1A). 
Thus, it seems that activation of Epac2C might explain the 
finding that glucagon, cAMP, and 8-pCPT-2-O-Me-cAMP 
exert a pro-survival effect on hepatocytes (Table 68.2).106–

109 For example, 8-pCPT-2-O-Me-cAMP was reported 
to protect rat hepatocytes against apoptosis induced by 
bile acids, Fas ligand, and tumor necrosis factor-α (TNF-
α).106 These pro-survival actions of glucagon, cAMP, and 
8-pCPT-2-O-Me-cAMP in rat hepatocytes are proposed 
to involve the sequential activation of Epac, Rap, Src tyro-
sine kinase, PI3K, and protein kinase B (PKB, Akt).110 
This identified signal transduction pathway may not be 
the only mechanism by which an anti-apoptosis effect is 
achieved, since 8-pCPT-2-O-Me-cAMP was also reported 
to act in rat hepatocytes to promote epidermal growth fac-
tor receptor (EGFR) activation with consequent PI3K 
and PKB activation.110 Furthermore, 8-pCPT-2-O-Me-
cAMP was found to suppress bile acid-induced apopto-
sis of rat hepatocytes by promoting the PI3K-dependent 

TABLE 68.1 Effects of Epac Activators in Parotid and Pancreatic Acini

Organ/Tissue Effects of Epac Activator Physiological Significance References

Parotid acini Stimulation of amylase secretion
Rap activation

PKA-independent part of cAMP-stimulated enzyme 
secretion

101,100

Pancreatic acini Enhancement of amylase secretion upon 
co-stimulation with carbachol

PKA-independent part of cAMP-stimulated enzyme 
secretion

102

Pancreatic acini Synergistic effect on stimulation of amylase 
secretion by carbachol
Rap activation

Mimics synergistic effect of the combination of 
cholecystokinin and VIP on enzyme secretion

103

Pancreatic acinar  
cells

Enhancement of carbachol-stimulated 
apical-to-basal Ca2 wave speed due to 
Ca2 release from intracellular store.

Not clear 104
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phosphorylation of focal adhesion kinase (FAK).111 Just 
as intriguing, 8-pCPT-2-O-Me-cAMP was demonstrated 
to inhibit lipopolysaccharide (LPS)-induced apoptosis in 
rat hepatocytes. This effect was attributed to its ability to 
reverse LPS induced activation of c-Jun N-terminal kinase 
(JNK), while also reversing the inhibitory effect of LPS on 
PKB.112 Thus, good evidence exists that Epac mediates at 
least some of the pro-survival actions of cAMP in hepato-
cytes. However, it has yet to be definitively established that 
it is Epac2C that mediates these effects.

68.3.1 Evidence that Hepatic 
Gluconeogenesis is Epac Regulated

It was recently reported that the expression of key hepatic 
gluconeogenic enzymes is under the inhibitory control of 
Epac.113 This finding is surprising in light of the fact that 
glucagon acts via cAMP and PKA to stimulate the expres-
sion of these same enzymes.114 This seemingly paradoxi-
cal finding concerning the inhibitory action of Epac has 
been interpreted to indicate that under periods of long-
term fasting, glucagon may downregulate hepatic gluco-
neogenesis and instead favor a switch to the mitochondrial 
β-oxidization of free fatty acids in order to generate ketone 
bodies as an alternative energy source.113 Epac-mediated 

inhibition of gluconeogenic enzyme expression is pro-
posed to be a consequence of the action of Epac to induce 
the expression of SOCS3 (suppressor of cytokine signal-
ing-3), and it has been proposed that SOCS3 counteracts 
PKA-dependent activation of gluconeogenic enzyme 
expression through a signal transduction mechanism that 
has yet to be identified.113

68.3.2 Additional Diverse Roles of Epac in 
Hepatobiliary Function

Cholangiocytes are epithelial cells that line the intrahe-
patic bile ducts, and this cell type is reported to express 
both Epac1 and Epac2.115 Although it has yet to be estab-
lished, the presence of Epac in cholangiocytes may explain 
the ability of GLP-1 receptor agonist exendin-4 to pro-
tect cholangiocytes from bile acid-induced apoptosis.116 
Similarly, cholangiocyte expression of Epac may explain 
the ability of 8-pCPT-2-O-Me-cAMP to stimulate their 
proliferation, and in fact it was reported that this ESCA 
markedly stimulated cholangiocyte proliferation in the 
rat PCK model of autosomal recessive polycystic kid-
ney disease (ARPKD).117 Thus, it may be speculated that 
dysregulated Epac activity could be involved in hepatic 
cystogenesis, although this remains to be tested.

TABLE 68.2 Effects of Epac Activators in the Hepatobiliary System

Organ/Tissue Effects of Epac Activator Physiological Significance References

Hepatocytes SOCS-3 gene induction, negative 
effect on PKA-dependent gene 
expression

Epac activation mimics effects of glucagon 
during fasting

113

Hepatocytes Anti-apoptotic effects in bile  
acid-, Fas ligand-, and TNF-alpha-
induced models of apoptosis

Apoptosis of hepatocytes is an important 
mechanism of many hepatic diseases

106, 108, 110, 111

Hepatocytes Activation of Ca2 and Cl currents Epac activation mimics effect of the  
glucagon on Ca2 and Cl currents

20

Kupffer cells Inhibition of respiratory burst. Suppression of the respiratory burst 
allows the malaria sporozoites to pass 
though phagocytes and to develop inside 
hepatocytes.

118

Stellate cells
(Hepatic fibroblasts)
Human hepatic stellate cell line

Profibrotic stimuli inhibit Epac1 
expression
Overexpression of Epac1 decreases 
TGFβ1-induced collagen synthesis 
and promotes fibroblast migration

Hepatic fibrosis in the late stages of 
inflammation leads to organ damage  
and loss of function

120

Cholangiocytes Increase of proliferation of the  
normal and PCK cholangiocytes.

Increased proliferation of cholangiocytes 
leads to formation of cholangiocyte-derived 
liver cysts

117
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A particularly interesting story has emerged concerning 
a role for Epac in the suppression of Kupffer cell defense 
mechanisms in the liver. Kupffer cells are phagocytes, and 
they protect against invasion of hepatocytes by microbes 
and parasites such as the malaria sporozoite. However, the 
malaria sporozoite has developed the ability to act via a cell 
surface receptor (LRP-1) on Kupffer cells to raise levels of 
cAMP, suppressing the respiratory burst and intracellular 
reactive oxygen species (ROS) generation that normally 
allows Kupffer cells to kill off invading pathogens. Thus, 
it is remarkable that the Epac activator 8-pCPT-2-O-Me-
cAMP mimicked that action of cAMP to inhibit the res-
piratory burst in rat liver Kupffer cells, whereas the PKA 
activator N6-monobutyrlyladenosine-3,5-cyclic mono-
phosphate (6-MB-cAMP) did not.118 This action of 8-pCPT-
2-O-Me-cAMP resembles its ability to suppress ROS 
production in human alveolar macrophages.119 Since ROS 
production in alveolar macrophage results from the activity 
of NADPH oxidase,119 an analogous mechanism might exist 
in Kupffer cells.

An additional notable role for Epac in liver physiology 
is the reported ability of Epac1 to suppress the hepatic stel-
late cell fibrogenesis that is induced by profibrogenic stimuli 
such as transforming growth factor β 1 (TGFβ1).120 This 
is a significant finding because fibrogenesis stimulated by 
TGFβ1 is mechanistically linked to reduced levels of Epac1 
expression in multiple types of fibroblasts. Thus, there is 
the potential for a strategy to combat fibrosis, one in which 
activators of Epac1 expression and/or function could be con-
sidered as therapeutic agents in multiple pathophysiological 
disorders such as liver fibrosis, myocardial scar formation, 
pulmonary fibrosis, and scarring of the skin. This concept 
is consistent with the demonstrated expression of Epac1 in 
hepatic stellate cells, cardiac fibroblasts, lung fibroblasts, 
and skin fibroblasts.120

68.4 Epac PARTICIPATES IN THE 
REGULATION OF INTESTINAL EPITHELIAL 
CELL Cl SECRETION

In addition to being implicated in the cAMP-dependent 
stimulation of hepatocyte Cl channel function,20 there is 
evidence that cAMP acts via Epac to stimulate the activity 
of a novel Cl channel located in the apical membrane of 
intestinal epithelial cells.121 Although the molecular iden-
tity of this Cl channel is not yet known, it is hyperpolari-
zation activated, exhibits inward rectification, displays a 
Cl  Br  I ion selectivity, and mediates stimulatory 
effects of cAMP on Cl secretion. Importantly, this novel 
Cl channel does not correspond to the cystic fibrosis trans-
membrane conductance regulator (CFTR) Cl channel, the 
activity of which is stimulated not by Epac, but by PKA.

In studies of human intestinal T84 cells and mouse 
ileal sheets, 8-pCPT-2-O-Me-cAMP was demonstrated to 
stimulate Cl secretion mediated by this novel Cl chan-
nel, and this effect was blocked by intracellular administra-
tion of the Ca2 chelator BAPTA-AM.121 Furthermore, it 
was demonstrated that Cl secretion was also stimulated by 
forskolin, and that the PKA-independent action of forskolin 
was abolished by shRNA-mediated knockdown of Epac1. 
The action of forskolin to promote PKA-independent Cl 
secretion in T84 cells correlated positively with its abil-
ity to activate Rap2, and forskolin also increased [Ca2]i, 
an effect blocked by the PLC inhibitor U73122.121 On the 
basis of these findings, it was proposed that a novel cAMP-
regulated, and Ca2-sensitive, Cl conductance exists in the 
apical membrane of intestinal epithelial cells, one that might 
be activated as a consequence of Epac1 and Rap2 stimulated 
PLC activity.121 Needless to say, it will be important to test 
this hypothesis by examining whether or not the knockout of 
PLC uncouples Epac activation from the stimulation of this 
novel Cl channel.

68.4.1 Evidence that Epac2  
Regulates Intestinal L-cell GLP-1  
Biosynthesis

Intestinal L-cells are enteroendocrine cells that line the 
wall of the large intestine and that synthesize and secrete 
the blood glucose-lowering hormone glucagon-like pep-
tide-1 (GLP-1).122 Due to the fact that ingested nutrients 
stimulate the secretion of GLP-1 from L-cells, and since 
circulating GLP-1 stimulates insulin secretion by acti-
vating its GPCR located on pancreatic β-cells, it may be 
concluded that there exists an “entero–insular axis” that 
utilizes GLP-1 to couple intestinal nutrient sensing to 
insulin-dependent blood glucose control.123 Within L-cells, 
GLP-1 is derived from its precursor proglucagon, and it is 
now established that proglucagon biosynthesis is under the 
control of cAMP due to this second messenger’s stimula-
tory effect on glucagon gene transcription.124 Since cAMP 
also stimulates GLP-1 secretion from L-cells,125 there is 
currently great interest in identifying L-cell cAMP-ele-
vating agents that might raise levels of circulating GLP-1. 
Indeed, such agents would be expected to act via GLP-1 to 
stimulate insulin secretion, and would be expected to lower 
levels of blood glucose in patients diagnosed with type 2 
diabetes mellitus (T2DM).

Although it is not clear exactly what the natural stimulus 
is for cAMP production in the L-cells, available evidence 
indicates that a GPCR designated as GPR119 is expressed 
on this endocrine cell type, and that its activation by small 
molecule compounds such as AR231453 initiates GLP-1 
secretion, and possibly GLP-1 biosynthesis.126 Studies 
of this sort have been performed using GLUTag cells,127 
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an immortalized mouse L-cell line that not only expresses 
GPR119,126 but also Epac2.45,125 Using GLUTag cells, it 
was demonstrated that 8-pCPT-2-O-Me-cAMP stimu-
lated glucagon gene expression, as measured by increased 
levels of proglucagon mRNA.45 Furthermore, the cAMP-
elevating agent’s forskolin and isobutylmethylxanthine 
(IBMX) acted in GLUTag cells to stimulate glucagon gene 
promoter activity, and this effect, was not blocked by an 
inhibitor of PKA.45 Interestingly, these actions of 8-pCPT-
2-O-Me-cAMP, forskolin, and IBMX were accompanied 
by increased phosphorylation and activation of the ERK 
MAPKs.45 It was concluded that there exists a cAMP-sig-
naling mechanism in GLUTag cells, and possibly L-cells, 
which acts through Epac2, Rap1, and ERK to upregulate 
glucagon gene transcription. Expanding on this concept, it 
was recently proposed that the Epac-mediated activation of 
ERK results in the phosphorylation and nuclear exclusion 
of the transcriptional regulator Oct-1. This leads to a dere-
pression of transcription factor Cdx-2 expression, allowing 
Cdx-2, a positive regulator of glucagon gene expression, to 
transactivate the glucagon gene promoter.128

When evaluating these prior studies concerning effects 
of 8-pCPT-2-O-Me-cAMP on GLUTag cell proglucagon 
mRNA expression, or glucagon gene promoter activity, 
it is important to note that 8-pCPT-2-O-Me-cAMP can 
be metabolized intracellularly to generate metabolites of 
adenosine, and that these metabolites can act independ-
ently of Epac to control gene expression in other cell 
types.129,130 Furthermore, 8-pCPT-2-O-Me-cAMP has the 
capacity to directly inhibit cyclic nucleotide PDEs, raising 
levels of cAMP.131 This PDE-mediated effect of 8-pCPT-
2-O-Me-cAMP can result in PKA activation with conse-
quent alterations of cellular function that are independent 
of Epac activation.15 Such Epac-independent actions of 
8-pCPT-2-O-Me-cAMP are particularly prominent when 
experiments are performed under conditions in which cells 
are treated with this ESCA for many hours.129,130 Thus, 
it is reasonable to inquire as to whether Epac activation 
is really required in order for 8-pCPT-2-O-Me-cAMP to 
upregulate glucagon gene transcription in the L-cells or 
L-cell lines. Although this issue has not been addressed 
in the published literature, it was established that over-
expression of a dominant-negative Epac2 in L-cell lines 
such as GLUTag and STC-1 did in fact reduce the ability 
of forskolin to stimulate glucagon gene promoter activ-
ity.125 Furthermore, the action of forskolin to increase lev-
els of proglucagon mRNA in GLUTag and STC-1 cells 
was found to be unaffected by inhibitors of PKA.125 What 
remains to be demonstrated is whether dominant-negative 
Epac2 also blocks the action of 8-pCPT-2-O-Me-cAMP 
to stimulate glucagon gene expression. Perhaps the best 
test would be to determine whether Epac activators fail 
to upregulate proglucagon gene expression in L-cells of 
Epac2 knockout mice.

68.4.2 Does Epac2 Regulate Intestinal L-cell 
GLP-1 Secretion?

Studies of pancreatic α-cells that synthesize and secrete glu-
cagon have demonstrated that these cells express Epac2, and 
that 8-pCPT-2-O-Me-cAMP enhances the Ca2-dependent 
exocytosis of glucagon.132,133 Furthermore, studies of insu-
lin-secreting β-cells have established that Epac2 activation 
also enhances exocytosis in this cell type.27,34,35,58,60,97,134,135 
Similarly, Epac2 activation in melanotrophs that secrete 
α-MSH was shown to be associated with enhanced exocy-
tosis,38 and neurotensin secretion from endocrine cell line 
BON was also found to be stimulated in an Epac-mediated 
manner.91 Thus, it is particularly surprising that 8-pCPT-2-
O-Me-cAMP was found not to stimulate the secretion of 
glucagon from the InR1-G9 α-cell line, while also failing 
to stimulate the secretion of GLP-1 from GLUTag cells.125 
It is important to note that 8-pCPT-2-O-Me-cAMP has 
poor membrane permeability properties in some cells types. 
In fact, it is sometimes necessary to use the AM-ester of 
8-pCPT-2-O-Me-cAMP to be able to detect its stimulatory 
effect on exocytosis.58,60 Since this AM-ester was not tested 
in prior studies of GLP-1 secretion, it remains an open ques-
tion if Epac2 activation stimulates the secretion of GLP-1 
from intestinal L-cells. It is also uncertain if the activation of 
Epac2 within L-cells treated with GPR119 agonists such as 
AR231453 underlies the therapeutically important action of 
these substances to raise levels of plasma GLP-1 in humans. 
Since GPR119 is also expressed on β-cells where its activa-
tion stimulates insulin secretion,136 it could be that a com-
mon mechanism of Epac2 activation underlies GPR119 
signal transduction and exocytosis in L-cells and β-cells.

68.5 CONCLUSION

Summarized here is a body of evidence that lends credibil-
ity to the claim that Epac proteins participate in the regu-
lation of the gastrointestinal function. Ultimate validation 
of this claim will require a systematic analysis of what the 
consequences are of tissue- and cell-type-specific knock-
outs of Epac1 and Epac2 within the gastrointestinal tract. 
To what extent agonist stimulation of GPCRs results in 
preferential activation of PKA, Epac1, or Epac2 is also a 
question that has not yet been adequately addressed in the 
published literature concerning gastrointestinal physiology. 
One additional issue is whether some gastrointestinal dis-
eases are initiated by genetic alterations of the RAPGEF3 
and RAPGEF4 genes that code for Epac1 and Epac2, 
respectively. Furthermore, it remains to be determined 
whether the functionality of Epac1 and Epac2 can be mod-
ified by small molecule compounds that exert beneficial 
therapeutic actions in vivo. Given that there are substan-
tial differences in the levels of expression of Epac1 and 
Epac2 in various cell types, it could be that Epac proteins 
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constitute novel molecular targets for pharmacological 
intervention in the treatment of human diseases.
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NOTE ADDED IN PROOF

After submission of this manuscript, it was reported that Epac participates in bile acid-stimulated hepatocyte polarization. 
The reference is: Fu D, Wakabayoshi Y, Lippercolt Schwartz J, Arias IM. Bile acid stimulates hepatocyte polarization 
through a cAMP-Epac-MEK-LKB1-AMPK pathway. Proc Natl Acad Sci USA. 2011;108:1403–1408.
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