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oordination of vasomotor responses is a fundamental 
property of resistance vessels and enables uniform 
changes in diameter within segments of arteries. An 

integral aspect of these responses is the ability of both cur-
rent and small molecules to pass through the gap junctions 
that connect the cells within the vessel wall. In arteries, where 
the endothelium and smooth muscle cells (SMCs) are well 
coupled, a signal for hyperpolarization can originate in either 
the endothelial cells (ECs) or the SMCs, and increase the 
membrane potential in both cell types. Hyperpolarization  
of SMCs can be evoked via a variety of direct and indirect 
pathways, to include direct activation of SMC ATP-sensitive  
K-channels (KATP-channels) with levcromakalim, and sec-
ondary to activation of EC calcium-activated K-channels 
(KCa-channels) by acetylcholine (ACh). The hyperpolariza-
tion then leads to vasodilatation, mainly by reducing Ca2+ 
influx into SMCs via voltage-gated calcium channels. A key 
fundamental difference between agonists that can evoke 
hyperpolarization and those that do not is the ability to evoke 
‘spreading’ or ‘conducted’ responses in addition to ‘local’ 
dilatation at the site of agonist delivery. This phenomenon 
has been well studied within the microcirculation, but increas-
ing evidence also supports an important role for spreading 
dilatation in the small resistance arteries of the body.

Local Hyperpolarization
Endothelium-dependent hyperpolarization is perhaps best 
known as involving endothelium-dependent hyperpolariza-
tion factor or factors (EDHF), which describes a ubiquitous 
pathway for dilatation predominant in the smaller resistance 
arteries of the body. Although originally assumed to be a 
single, unidentified diffusible factor analogous to endothe-
lium-derived relaxing factor (EDRF ie, nitric oxide (NO)), 
EDHF describes a complex pathway involving diffusible  
factors and/or the spread of hyperpolarization radially through 
myoendothelial gap junctions (MEGJs). As such, it is perhaps 
more accurately described simply as endothelium-dependent 
hyperpolarization or EDH.1–4 Despite considerable past con-
fusion in the field, 3 NO/PGI2-independent EDH pathways 
linking ECs to myocyte hyperpolarization and relaxation have 
now emerged. (1) First, K+ efflux through EC KCa-channels 
into the myoendothelial extracellular space causes smooth 
muscle hyperpolarization via Na+/K+ATPase and possibly 
KIR-channels (2) KCa-channel activity in the endothelium 
evokes hyperpolarization passing to the muscle through 
MEGJs. (3) [Ca2+]i increase in the endothelium leads indirect- 
ly to the formation and release of arachidonate metabolites 
of cytochrome P450 (epoxyeicosatrienoic acids), and sub-
sequent activation of BKCa-channels in smooth muscle. With 
the latter, evidence suggests a fairly restricted role, as a  
component of EDH in (mainly large) coronary arteries, and 
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Coordination of Vasomotor Responses by the Endothelium
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Increases in the diameter of small resistance arteries and arterioles occur secondary to processes that can be 
dependent or independent of changes in membrane potential. Hyperpolarization reduces the opening of voltage-
gated calcium channels and thereby the stimulus for contraction of these resistance vessels. The stimulus for 
smooth muscle cell (SMC) hyperpolarization can occur directly via opening K+-channels expressed within those 
cells, but can also occur in response to stimulation of endothelial cells (ECs). This endothelium-dependent hyper-
polarization (EDH) of smooth muscle often occurs in response to agonists that stimulate a rise in the Ca2+ concen-
tration of ECs, which in turn can open Ca2+-activated K-channels to hyperpolarize the ECs, and if present, patent 
gap junctions connecting ECs to SMCs (myoendothelial gap junctions) can potentially enable direct electrical 
coupling. There is also evidence to suggest a diffusible factor or factors hyperpolarizes SMCs (EDHF pathways). 
Furthermore, whether evoked in ECs or SMCs, hyperpolarization can spread a considerable distance to neigh-
boring cells via gap junctions, causing remote dilatation termed ‘spreading’ or ‘conducted’ dilatation. This process 
is endothelium-dependent and likely relies on both homo- and heterocellular gap junctions. This review will focus 
on the cross-talk between ECs and SMCs that coordinates the spread of hyperpolarization and thus modulates 
smooth muscle tone.    (Circ J  2010; 74: 226 – 232)
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certainly a mechanism that is not as widespread in the vas-
culature as either (1) or (2). Apart from a restricted role as 
an EDHF, cytochrome P450 products may actually serve as 
intracellular second messengers to facilitate and transmit 
EDH.

Arguably the most important early advance in understand-
ing EDH was the discovery that both KCa2.3- and KCa3.1-
channels are normally responsible for hyperpolarization, and 
that these channels reside on the endothelium.5–8 Then by 
simultaneous measurement of membrane potential and tension 
in mesenteric arteries, it was established that KCa2.3-channels 
alone explained hyperpolarization around and beyond the 
smooth muscle resting potential (approximately –55 mV), 
with KCa3.1-channels recruited as the smooth muscle depo-
larized and contracted.9 One obvious explanation for differ-
ential activation was hypothesized to be that the Ca2+ events 
leading to activation of the KCa-channels, and/or the KCa-chan-
nels themselves, were confined to different microdomains 
within the ECs, most likely KCa3.1-channels near MEGJs.9

Signalling Circuit Within EC Projections (ECPs)
ECPs through the internal elastic lamina of resistance  
arteries can make contact with SMCs, and at these points can 
form MEGJs. Using confocal fluorescence microscopy, these 
ECPs can be visualized in living tissue by loading dyes into 
ECs (Figure 1).10,11 The presence of MEGJs can be demon-
strated using transmission electron microscopy of radially 
sectioned arteries and arterioles.12–14 Using this technique, 
careful study of serial sections can demonstrate the approxi-
mate frequency and size of the MEGJs within an artery, and 
has been shown in distal rat mesenteric arteries to occur at 
intervals of at least 1 per EC.15 It is worth noting that many 
ECPs were identified that did not form MEGJs,15 suggesting 
that the incidence of projections is far higher than 1 per EC. 
Whether ECPs were not seen to form MEGJs because of 
physical disturbance during tissue preparation, dynamic 

changes in MEGJ formation or accurate morphology is not 
crucial when it is considered that the close apposition of the 
2 membranes reduces the diffusion distance for any released 
signaling molecule, including a true EDHF.

In small mesenteric resistance arteries of the rat, the ECP 
microdomain contains intermediate-conductance KCa3.1-
channels (as predicted9) and concentrated immunostaining 
for the Na+/K+ ATPase, a target for K+ serving as a diffusible 
hyperpolarizing factor or EDHF,11,16 and likely the InsP3 
receptor.17 In this same region, connexin protein (Cx37, Cx40) 
is linked ultrastructurally to the presence of heterocellular 
MEGJs with the smooth muscle.16,18 The spread of EDH to 
the muscle appears highly dependent on Cx40 in the MEGJ,16 
and in parallel to the spread of hyperpolarization through  
the MEGJs, efflux of K+ through KCa3.1-channels contributes 
to muscle hyperpolarization and relaxation by activating 
Na+/K+ ATPase.11 Pharmacologically, the ECP microdomain 
underlies selective recruitment of KCa3.1-channels to EDH 
during contraction of the artery, at which time it provides 
significant drive for smooth muscle relaxation.9,11

Thus the ECP is effectively a microdomain (Figure 2) that 
is critically positioned to influence vasodilatation, including 
the generation and spread of EDH into the media. This pro-
cess alone can evoke 100% dilatation in rat mesenteric resis-
tance arteries.11,16,18

EC Calcium Signaling and EDH
Although smooth muscle Ca2+ handling and its link to con-
traction/relaxation have been extensively studied, similar 
studies with ECs, particularly in situ and under physiological 
conditions are far less extensive. The endothelial monolayer 
is of course crucially important for normal function in the 
cardiovascular system, and dysfunction is an early and gen-
eral feature of cardiovascular disease.19–21 The endothelial 
influence usually relates to changes in cytoplasmic Ca2+, for 
example in controlling vascular tone by the release of NO, 

Figure 1.    Resistance artery structure and KCa-channel expression. The endothelium and internal elastic lamina (IEL) are shown 
in radial cross section (A) and en face in a pressurized rat mesenteric artery (B, modified from Dora et al, 200811), showing the 
position of endothelial cell (EC) projections through holes in the IEL (blue arrows). ECs green, smooth muscle cells grey, IEL 
hatch (white holes visible in B). (C) Another en face micrograph from a different artery showing the localization of KCa2.3-chan-
nels (blue) to EC borders and holes through the IEL. (Bottom panels) Fluorescence intensity reconstructed in the z-(radial) axis 
corresponding to a longitudinal line through the black arrow in the Upper panel. Blue indicates KCa2.3-channels, and the 
greyscale image, which was simultaneously acquired, shows the IEL with holes apparent at the points where channels can 
project through (arrowheads). Note that not every hole shows immunostaining. Data are modified from Dora et al, 2008,11 which 
also showed strong immunostaining for KCa3.1-channels, Kir2.1-channels and 2 isoforms of the Na+/K+-ATPase within the pro-
jections. (B,C) Bar =30 μm.
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prostacyclin, and activation of EDH.1,20,22 Cytoplasmic [Ca2+] 
is modulated not only by the direct action of agonists and 
hemodynamic forces on the ECs, but also indirectly by com-
munication with surrounding cells. Spontaneous and agonist-
mediated rises in EC Ca2+ in intact arteries are usually 
observed as asynchronous waves of Ca2+ passing along indi-
vidual ECs. These waves are not sensitive to blockade of 
ryanodine receptors, and together with sensitivity to inhibi-
tors of phospholipase C, support an important role for InsP3 
receptors,10,23 likely expressed along the entire surface of the 
endoplasmic reticulum. The rise in EC Ca2+ and associated 
hyperpolarization are maintained by Ca2+ influx,23,24 although 
the exact pathways responsible are not yet fully elucidated.

As already noted, a key pathway for intercellular com-
munication within resistance arteries and arterioles is direct 
cell-cell coupling via homo- and heterocellular gap junc-
tions.16,25–30 In addition to current passing between cells 
through the gap junctions, there is also evidence for Ca2+ 
signaling following elevations in SMC Ca2+ by agonists such 
as phenylephrine and KCl, first reported in arterioles.31 The 
consequent secondary rise in global endothelial Ca2+ can 
enhance the production of both NO and EDH(F) and as a 
result influence vessel diameter.31–34 In smooth muscle, 
although global changes in Ca2+ are fundamental to changes 
in tone, discrete, spontaneous Ca2+ events (Ca2+ sparks) appear 
to be extremely important functionally in certain arteries  

(eg, cerebral). They reflect activation of ryanodine receptors 
located next to BKCa-channels, and under normal conditions 
tonically activate these channels to suppress arterial tone.35–37 
In situ, ECs also generate spontaneous Ca2+ events, as reported 
in rat lung capillaries and ureter arterioles, and mouse cre-
master arterioles.38–41

In mesenteric resistance arteries we recently demonstrated 
spontaneous Ca2+ events in ECs under physiological pres-
sure.10 Localized increases in cytoplasmic Ca2+ concentration 
originated from the endoplasmic reticulum, depended on 
InsP3 (Ca2+puffs), not RyR, and could be modulated not  
only by endothelial ion channels, but also by the SMCs via 
MEGJs, both basally and during agonist-evoked contraction. 
In mesenteric resistance arteries, spontaneous Ca2+ events in 
the endothelium have now been termed ‘pulsars’ and appear 
to align with ECPs.42 KCa3.1-channels are restricted to these 
projections,11,42 and are activated basally by the pulsars, caus-
ing suppression of the smooth muscle membrane potential 
by approximately 8 mV. As well as KCa3.1-channels, InsP3-
sensitive Ca2+ stores are also concentrated in the ECPs,17,42 
and ACh stimulates an approximate 2.5-fold increase in  
pulsar frequency.

Despite being able to resolve the Ca2+ changes within the 
ECPs, it has not been possible to resolve any subtle dif-
ference between the Ca2+ events activated by ACh under 
resting conditions compared with those in the presence of 

Figure 2.    A simplified schematic of endothelium-dependent hyperpolarization (EDH)-dilatation signaling circuits. Increasing 
evidence supports various signaling circuits leading to endothelium-dependent hyperpolarization responses in small arteries 
such as rat and mouse mesenteric arteries.11,17,42,79 In both tissues, endothelial cells (ECs) can project through holes in the  
internal elastic lamina (IEL) to make contact with smooth muscle cells (SMCs). The endothelial cell projections (ECPs) form a 
unique signaling circuit, with certain proteins involved in endothelium-dependent dilatation concentrated in this space.11,18  
Receptors for some agonists (cyan)43 and inositol trisphosphate (InsP3) receptors (pink)17,42 appear concentrated within this 
signaling domain. Agonist-evoked rises in Ca2+ can activate KCa3.1-channels (green), which are inhibited by rises in extracel-
lular Ca2+, likely via the CaSR (orange) and PKA,11 and KCa2.3-channels (blue). Small rises in extracellular K+ in this space5 can 
amplify hyperpolarization by activating KIR-channels (brown) and Na+/K+-ATPase (yellow),5 but does not preclude an effect 
within regions not at the ECP. Homo- and heterocellular coupling between ECs and SMCs can occur via gap junctions (red),16,17 
allowing the intercellular passage of both current and small molecules.80 There are also signaling circuits between ECs, as both 
KCa2.3- and KIR-channels are strongly expressed at EC borders,11 at sites very similar to the connexins.18,51,72 Together with 
Na+/K+-ATPase, this may serve to amplify the spreading dilatation response.62,63,70 Various Ca2+ influx (eg, voltage-gated Ca2+-
channels in SMCs, purple) and release channels, transporters and Ca2+ pumps (all represented generically as grey) are found 
in both ECs and SMCs.
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phenylephrine tone. Indeed, under both conditions a clear 
rise in Ca2+ is observed in the head of the ECP,11 which is 
consistent with expression of M3 muscarinic ACh receptors 
within this microdomain.43 Therefore this does not appear to 
be the explanation for the differential activation of KCa2.3- 
and KCa3.1-channels. However, changes in extracellular Ca2 
do affect changes in the activity of KCa3.1-channels, indicat-
ing quite clearly that the ECP microdomain and the input to 
EDH and thus vasodilatation is subject to dynamic modula-
tion by the immediate intra- and extracellular environment 
in a complex fashion.

Interaction Between KCa3.1-Channels and Calcium:  
A Role for Ca-Sensing Receptors?

Input to EDH(F) dilatation from EC KCa3.1-channels is 
influenced dramatically by small, physiological changes in 
extracellular [Ca2+].11,44 Similar concentration changes act 
on the calcium-sensing receptors (CaSRs), recently found in 
the endothelium and linked both to activation of KCa3.1-
channels45 and vascular relaxation.46 As [Ca2+]o increases 
above 1 mmol/L, KCa3.1-channel mediated hyperpolarization 
is suppressed, but reappears during Ca2+ influx into the adja-
cent smooth muscle during contraction.11 Therefore, dynamic 
fluctuations in external [Ca2+] around ECPs represent a  
fundamental physiological control mechanism. Relative to 
the intracellular space, diffusion is restricted and buffering 
of low capacity, so large fluctuations in [Ca2+]o will occur.

CaSRs have been reported in a number of blood vessels, 
and from a range of species, including humans.47 On the 
endothelium, the link between activation of the CaSR and 
KCa3.1-channels is disrupted in mesenteric arteries from a 
model of type II diabetes, possibly reflecting decreased 
expression of CaSRs, although KCa3.1-channel protein, but 
not hyperpolarization, was also reduced.48 The CaSR and 
KCa3.1-channel are colocalized in caveolin-poor regions of 
the EC membrane in those arteries.45 KCa2.3-channels localize 
within the caveolae so abundant in ECs and, inter alia, act as 
signaling platforms. Knockout of the key structural protein 
caveolin-1 appears to ablate EDHF-mediated relaxation by 
disrupting Ca2+-signaling involving TRPV4 and thus reduc-
ing connexin expression,49 whereas TRPV4-deficient mice 
also lose EDHF relaxation, have reduced NO-relaxation and 
decreased blood pressure reduction to systemic ACh.50

Conducted Hyperpolarization
Whether initiated in the endothelium or smooth muscle, in 
many small arteries and arterioles local hyperpolarization can 
also spread axially to affect spreading vasodilatation, translat-
ing a focal dilatation to a more widespread drop in vascular 
resistance necessary to increase blood flow. A fundamental 
defining feature of this spreading dilatation is that it has not 
been observed following focal dilatation to NO,26,51,52 which 
was thought not to evoke hyperpolarization, and the EDH(F) 
pathway leading to spreading dilatation is independent of NO 
release.53 Indeed, there appears to be a correlation between 
agonists that open K-channels and an ability to reliably evoke 
spreading dilatation.54

Such spread of dilatation is extremely important physio-
logically. For agonists to achieve a significant improvement 
in tissue blood flow, any increase in diameter must signifi-
cantly reduce vascular resistance. If dilatation only occurred 
focally, it would be unlikely to reduce resistance, as it is 
partly determined by the length of the artery. However, if 

dilatation can also spread upstream, blood flow is much more 
likely to significantly increase. Such an effect has been  
measured in response to ACh, but not NO, within the micro-
circulation in situ,55,56 and demonstrates the physiological 
importance of spreading dilatation. This phenomenon can 
also be observed in isolated, pressurized arteries.51

The signal for spreading dilatation is thought to simply 
reflect the passage of current to adjacent cells not directly 
stimulated by the agonist.13,57 This can occur bidirectionally 
along the length of the vessel, and is intrinsic to the wall of 
the artery, relies on the endothelium, and is not dependent on 
either nerves or blood flow change.13,54,58–61 The phenome-
non is well-characterized within the microcirculation, where 
studies in exteriorized vascular beds in situ,55 and arterioles 
isolated from those vascular beds, have used the endothe-
lium-dependent agonist ACh to evoke robust responses when 
applied to the outside of arterioles with micropipettes. 
Spreading dilatation can also be sustained in small resistance 
arteries, such as the rat mesenteric artery, which have 3–5 
layers of muscle, illustrating its relevance across the vascu-
lature.51,62,63

Importance of the Endothelium  
in Spreading Dilatation

By activating ATP-sensitive K+ (KATP) channels, which are 
restricted to the smooth muscle in rat mesenteric arteries,62,64 
it has been demonstrated that the SMCs are not coupled suf-
ficiently to allow spreading dilatation over long distances,62 
emphasizing the importance of the endothelium as the con-
duit for electrical coupling.28,51,65,66 This research suggests 
that the mechanism leading to hyperpolarization is not crucial 
in determining spread, only in initiating cell–cell coupling. 
However, some agonists may stimulate additional signaling 
pathways that can either augment (eg, by cAMP)67 or reduce 
(eg, by α1-adrenoceptor stimulation; PKC)68,69 the ability of 
hyperpolarization to spread between cells.

Spreading Dilatation Following Luminal  
Perfusion of Agonists

Circulating vasoactive agonists are crucially involved in the 
physiological control of regional blood flow, yet remarkably, 
few studies apply these agonists to the artery lumen when 
studying the mechanisms by which this integrative effect is 
achieved. Such an approach is of special importance when 
delineating the mechanism of action of agonists that have 
opposing actions via the endothelium and on the SMCs, as 
with purinergic (eg, ATP) and adrenergic (eg, adrenaline) 
agonists. Using a novel approach of cannulating arteries with 
a sidebranch to luminally infuse agonists it has been shown 
that dilatation evoked by luminal perfusion of ATP or UTP 
(uridine triphosphate) stimulated both local and spreading 
dilatation.51 All the evidence to date supports an important 
and essential role for the endothelium in enabling the integra-
tion of vascular responses to the coordinated control of local 
blood flow. Therefore, any dysfunction of this monolayer in 
conditions such as diabetes, obesity, and hypertension will 
markedly impair its ability intricately to control local tissue 
perfusion.

What Mechanisms Sustain Spreading Dilatation:  
Another Signaling Circuit?

Given the reliance of spreading dilatation on membrane 
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hyperpolarization, any agonist able to stimulate hyperpolar-
ization will potentially evoke spreading dilatation, and will 
rely on homo- and heterocellular gap junctions to enable  
the necessary current spread. Of major interest is whether 
current passing between cells of the arterial wall decays pas-
sively, or some sort of amplification mechanism exists, and 
of course whether this mechanism is the same in all vessels. 
The available evidence in isolated, pressurized arteries  
supports a role for an as yet not fully defined amplification 
process, enabling current to spread further than predicted by 
passive decay. This has been elegantly demonstrated in can-
nulated hamster retractor small arteries (1–2 layers of smooth 
muscle), where the decay of injected current was faster than 
the decay of hyperpolarization to ACh, despite similar local 
hyperpolarization (length constants 1.2 and 1.9 mm, respec-
tively).60 Therefore, the intercellular spread of current via gap 
junctions appears to be sustained by an undefined mechanism. 
Candidate ion channels involved in this process currently 
favor an important role for inwardly rectifying K+ (KIR) chan-
nels.63,70,71 However, this does not appear to be universal, as 
Ba2+ alone (to inhibit KIR channels) has no effect on spread-
ing dilatation to either ACh or levcromakalim in rat mesen-
teric arteries,62 but the Na+/K+-ATPase, which we know can 
also be activated by modest increases in extracellular [K+],5 
may play an as yet to be determined role. This raises the  
possibility that the release of K+ from vascular cells during 
hyperpolarization may act as an amplification mechanism, 
with a distinct parallel to its action as an EDHF.5 This is sup-
ported by the expression of both KIR-channels and KCa2.3-
channels at the borders of ECs,11 at sites resembling those of 
interendothelial cell gap junctions.51,72 It is also highly likely 
that an isoform of the ATPase is also expressed within this 
space. Thus, release of K+ through any of these channels 
could act on adjacent channels, pumps and/or cells to amplify 
hyperpolarization.

In addition, there are other candidates that may act together 
with or in parallel to K+. Given its central importance in vas-
cular function, NO could play a role,73,74 although inhibition 
of NO synthase does not appear to reduce spreading dilata-
tion.51,53,75 It has been previously shown that EC Ca2+ does not 
detectably increase in response to local24,76 or spreading62 hy- 
perpolarization in either rat mesenteric or cremaster arteries. 
However, recent evidence shows that the presence of tone 
can unmask a detectable, slow, conducted intercellular Ca2+ 
wave, both in vitro74 and in vivo,77 although it is important to 
note that this wave is not a requirement for the rapid spread 
of hyperpolarization and associated dilatation.62,77

Conclusions
EDH is a fundamental physiological control mechanism. It is 
now clear that a continual, basal EDH provides a significant 
and physiologically relevant suppression of blood pressure 
that is independent of both NO and prostacyclin (PGI2). This, 
together with the fact that endothelial dysfunction, including 
changes in basal and evoked EDH, is a fundamental feature 
of cardiovascular disease,20,21,78 highlights the importance of 
this discovery and the need to define how and to what extent 
the EC microdomains of ion channels and pumps can modu-
late the elaboration of hyperpolarization and its ability to 
evoke vasodilatation.

Acknowledgments
The author thanks Professor Christopher Garland for his assistance with 
this review. Work from our group is supported by the British Heart  

Foundation and the Wellcome Trust (UK) Project and Programme Grants.

Disclosure
The author is a British Heart Foundation Senior Basic Science Research 
Fellow.

References
  1.	 Garland CJ, Plane F, Kemp BK, Cocks TM. Endothelium-depen-

dent hyperpolarization: A role in the control of vascular tone. Trends 
Pharmacol Sci 1995; 16: 23 – 30.

  2.	 Busse R, Edwards G, Feletou M, Fleming I, Vanhoutte PM, Weston 
AH. EDHF: Bringing the concepts together. Trends Pharmacol Sci 
2002; 23: 374 – 380.

  3.	 Feletou M, Vanhoutte PM. EDHF: An update. Clin Sci (Lond) 
2009; 117: 139 – 155.

  4.	 Vanhoutte PM. Endothelial control of vasomotor function: From 
health to coronary disease. Circ J 2003; 67: 572 – 575.

  5.	 Edwards G, Dora KA, Gardener MJ, Garland CJ, Weston AH. K+ 
is an endothelium-derived hyperpolarizing factor in rat arteries. 
Nature 1998; 396: 269 – 272.

  6.	 Garland CJ, Plane F. Relative importance of endothelium-derived 
hyperpolarizing factor for relaxation of vascular smooth muscle  
in different arterial beds. In: Vanhoutte PM, editor. Endothelium-
dependent hyperpolarizing factor. Amsterdam: Harwood Academic 
Press, 1996; 173 – 181.

  7.	 Plane F, Holland M, Waldron GJ, Garland CJ, Boyle JP. Evidence 
that anandamide and EDHF act via different mechanisms in rat 
isolated mesenteric arteries. Br J Pharmacol 1997; 121: 1509 –  
1511.

  8.	 Waldron GJ, Garland CJ. Contribution of both nitric oxide and a 
change in membrane potential to acetylcholine-induced relaxation 
in the rat small mesenteric artery. Br J Pharmacol 1994; 112: 831 –  
836.

  9.	 Crane GJ, Gallagher NT, Dora KA, Garland CJ. Small and inter-
mediate calcium-dependent K+ channels provide different facets of 
endothelium-dependent hyperpolarization in rat mesenteric artery. 
J Physiol 2003; 553: 183 – 189.

10.	 Kansui Y, Garland CJ, Dora KA. Enhanced spontaneous Ca2+ 
events in endothelial cells reflects signalling through myoendothe-
lial gap junctions in pressurized mesenteric arteries. Cell Calcium 
2008; 44: 135 – 146.

11.	 Dora KA, Gallagher NT, McNeish A, Garland CJ. Modulation of 
endothelial cell KCa3.1 channels during endothelium-derived hyper-
polarizing factor signaling in mesenteric resistance arteries. Circ Res 
2008; 102: 1247 – 1255.

12.	 Rhodin JA. The ultrastructure of mammalian arterioles and pre-
capillary sphincters. J Ultrastruct Res 1967; 18: 181 – 223.

13.	 Emerson GG, Segal SS. Electrical coupling between endothelial 
cells and smooth muscle cells in hamster feed arteries: Role in vaso-
motor control. Circ Res 2000; 87: 474 – 479.

14.	 Spagnoli LG, Villaschi S, Neri L, Palmieri G. Gap junctions in 
myo-endothelial bridges of rabbit carotid arteries. Experientia 
1982; 38: 124 – 125.

15.	 Sandow SL, Hill CE. Incidence of myoendothelial gap junctions in 
the proximal and distal mesenteric arteries of the rat is suggestive 
of a role in endothelium-derived hyperpolarizing factor-mediated 
responses. Circ Res 2000; 86: 341 – 346.

16.	 Mather S, Dora KA, Sandow SL, Winter P, Garland CJ. Rapid 
endothelial cell-selective loading of connexin 40 antibody blocks 
endothelium-derived hyperpolarizing factor dilation in rat small 
mesenteric arteries. Circ Res 2005; 97: 399 – 407.

17.	 Sandow SL, Haddock RE, Hill CE, Chadha PS, Kerr PM, Welsh 
DG, et al. What’s where and why at a vascular myoendothelial 
microdomain signalling complex. Clin Exp Pharmacol Physiol 
2009; 36: 67 – 76.

18.	 Sandow SL, Neylon CB, Chen MX, Garland CJ. Spatial separation 
of endothelial small- and intermediate-conductance calcium-acti-
vated potassium channels (K(Ca)) and connexins: Possible relation-
ship to vasodilator function? J Anat 2006; 209: 689 – 698.

19.	 Vanhoutte PM. Endothelial dysfunction: The first step toward coro-
nary arteriosclerosis. Circ J 2009; 73: 595 – 601.

20.	 Vanhoutte PM, Shimokawa H, Tang EH, Feletou M. Endothelial 
dysfunction and vascular disease. Acta Physiol (Oxf) 2009; 196: 
193 – 222.

21.	 Higashi Y, Noma K, Yoshizumi M, Kihara Y. Endothelial function 
and oxidative stress in cardiovascular diseases. Circ J 2009; 73: 
411 – 418.

22.	 Parkington HC, Coleman HA, Tare M. Prostacyclin and endothe-



231

Circulation Journal  Vol.74,  February  2010

Endothelium-Dependent Hyperpolarization

lium-dependent hyperpolarization. Pharmacol Res 2004; 49: 509 –  
514.

23.	 Fukao M, Hattori Y, Kanno M, Sakuma I, Kitabatake A. Sources 
of Ca2+ in relation to generation of acetylcholine-induced endothe-
lium-dependent hyperpolarization in rat mesenteric artery. Br J 
Pharmacol 1997; 120: 1328 – 1334.

24.	 McSherry IN, Spitaler MM, Takano H, Dora KA. Endothelial cell 
Ca2+ increases are independent of membrane potential in pressur-
ized rat mesenteric arteries. Cell Calcium 2005; 38: 23 – 33.

25.	 Beny JL, Pacicca C. Bidirectional electrical communication between 
smooth muscle and endothelial cells in the pig coronary artery. Am 
J Physiol 1994; 266: H1465 – H1472.

26.	 De Wit C. Connexins pave the way for vascular communication. 
News Physiol Sci 2004; 19: 148 – 153.

27.	 Xia J, Little TL, Duling BR. Cellular pathways of the conducted 
electrical response in arterioles of hamster cheek pouch in vitro. 
Am J Physiol Heart Circ Physiol 1995; 269: H2031 – H2038.

28.	 Yamamoto Y, Imaeda K, Suzuki H. Endothelium-dependent hyper-
polarization and intercellular electrical coupling in guinea-pig mes-
enteric arterioles. J Physiol 1999; 514: 505 – 513.

29.	 Sandow SL, Tare M, Coleman HA, Hill CE, Parkington HC. 
Involvement of myoendothelial gap junctions in the actions of 
endothelium-derived hyperpolarizing factor. Circ Res 2002; 90: 
1108 – 1113.

30.	 Lamboley M, Pittet P, Koenigsberger M, Sauser R, Beny JL,  
Meister JJ. Evidence for signaling via gap junctions from smooth 
muscle to endothelial cells in rat mesenteric arteries: Possible impli-
cation of a second messenger. Cell Calcium 2005; 37: 311 – 320.

31.	 Dora KA, Doyle MP, Duling BR. Elevation of intracellular cal-
cium in smooth muscle causes endothelial cell generation of NO in 
arterioles. Proc Natl Acad Sci USA 1997; 94: 6529 – 6534.

32.	 Dora KA, Hinton JM, Walker SD, Garland CJ. An indirect influ-
ence of phenylephrine on the release of endothelium-derived vaso-
dilators in rat small mesenteric artery. Br J Pharmacol 2000; 129: 
381 – 387.

33.	 Oishi H, Budel S, Schuster A, Stergiopulos N, Meister J, Beny J. 
Cytosolic-free calcium in smooth-muscle and endothelial cells in 
an intact arterial wall from rat mesenteric artery in vitro. Cell  
Calcium 2001; 30: 261 – 267.

34.	 Yashiro Y, Duling BR. Integrated Ca2+ signaling between smooth 
muscle and endothelium of resistance vessels. Circ Res 2000; 87: 
1048 – 1054.

35.	 Jaggar JH. Intravascular pressure regulates local and global Ca2+ 
signaling in cerebral artery smooth muscle cells. Am J Physiol Cell 
Physiol 2001; 281: C439 – C448.

36.	 Nelson MT, Cheng H, Rubart M, Santana LF, Bonev AD, Knot 
HJ, et al. Relaxation of arterial smooth muscle by calcium sparks.  
Science 1995; 270: 633 – 637.

37.	 Ledoux J, Werner ME, Brayden JE, Nelson MT. Calcium-activated 
potassium channels and the regulation of vascular tone. Physiology 
(Bethesda) 2006; 21: 69 – 78.

38.	 Ying XY, Minamiya Y, Fu CZ, Bhattacharya J. Ca2+ waves in lung 
capillary endothelium. Circ Res 1996; 79: 898 – 908.

39.	 Burdyga T, Shmygol A, Eisner DA, Wray S. A new technique for 
simultaneous and in situ measurements of Ca2+ signals in arteriolar 
smooth muscle and endothelial cells. Cell Calcium 2003; 34: 27 –  
33.

40.	 Duza T, Sarelius IH. Conducted dilations initiated by purines in 
arterioles are endothelium dependent and require endothelial Ca2+. 
Am J Physiol Heart Circ Physiol 2003; 285: H26 – H37.

41.	 Duza T, Sarelius IH. Increase in endothelial cell Ca2+ in response 
to mouse cremaster muscle contraction. J Physiol 2004; 555: 459 –  
469.

42.	 Ledoux J, Taylor MS, Bonev AD, Hannah RM, Solodushko V, 
Shui B, et al. Functional architecture of inositol 1,4,5-trisphosphate 
signaling in restricted spaces of myoendothelial projections. Proc 
Natl Acad Sci USA 2008; 105: 9627 – 9632.

43.	 Rodríguez-Rodríguez R, Yarova P, Winter P, Dora KA. Desensiti-
zation of endothelial P2Y1 receptors by PKC-dependent mecha-
nisms in pressurized rat small mesenteric arteries. Br J Pharmacol 
2009; 158: 1609 – 1620.

44.	 Gluais P, Edwards G, Weston AH, Falck JR, Vanhoutte PM,  
Feletou M. Role of SK(Ca) and IK(Ca) in endothelium-dependent 
hyperpolarizations of the guinea-pig isolated carotid artery. Br J 
Pharmacol 2005; 144: 477 – 485.

45.	 Weston AH, Absi M, Ward DT, Ohanian J, Dodd RH, Dauban P, 
et al. Evidence in favor of a calcium-sensing receptor in arterial 
endothelial cells: Studies with calindol and Calhex 231. Circ Res 
2005; 97: 391 – 398.

46.	 Ohanian J, Gatfield KM, Ward DT, Ohanian V. Evidence for a 

functional calcium-sensing receptor that modulates myogenic tone 
in rat subcutaneous small arteries. Am J Physiol Heart Circ Physiol 
2005; 288: H1756 – H1762.

47.	 Molostvov G, James S, Fletcher S, Bennett J, Lehnert H, Bland R, 
et al. Extracellular calcium-sensing receptor is functionally expressed 
in human artery. Am J Physiol Renal Physiol 2007; 293: F946 –  
F955.

48.	 Weston AH, Absi M, Harno E, Geraghty AR, Ward DT, Ruat M, 
et al. The expression and function of Ca2+-sensing receptors in rat 
mesenteric artery; comparative studies using a model of type II 
diabetes. Br J Pharmacol 2008; 154: 652 – 662.

49.	 Saliez J, Bouzin C, Rath G, Ghisdal P, Desjardins F, Rezzani R,  
et al. Role of caveolar compartmentation in endothelium-derived 
hyperpolarizing factor-mediated relaxation: Ca2+ signals and gap 
junction function are regulated by caveolin in endothelial cells. 
Circulation 2008; 117: 1065 – 1074.

50.	 Zhang DX, Mendoza SA, Bubolz AH, Mizuno A, Ge ZD, Li R, et al. 
Transient receptor potential vanilloid type 4-deficient mice exhibit 
impaired endothelium-dependent relaxation induced by acetylcho-
line in vitro and in vivo. Hypertension 2009; 53: 532 – 538.

51.	 Winter P, Dora KA. Spreading dilatation to luminal perfusion of 
ATP and UTP in rat isolated small mesenteric arteries. J Physiol 
2007; 582: 335 – 347.

52.	 Segal SS. Regulation of blood flow in the microcirculation. Micro-
circulation 2005; 12: 33 – 45.

53.	 Rivers R. Conducted arteriolar dilations persist in the presence of 
nitroarginine. J Cardiovasc Pharmacol 1997; 30: 309 – 312.

54.	 Delashaw JB, Duling BR. Heterogeneity in conducted arteriolar 
vasomotor response is agonist dependent. Am J Physiol Heart Circ 
Physiol 1991; 260: H1276 – H1282.

55.	 Dora KA, Damon DN, Duling BR. Microvascular dilation in 
response to occlusion: A coordinating role for conducted vasomotor 
responses. Am J Physiol Heart Circ Physiol 2000; 279: H279 –  
H284.

56.	 Kurjiaka DT, Segal SS. Conducted vasodilation elevates flow in 
arteriole networks of hamster striated muscle. Am J Physiol Heart 
Circ Physiol 1995; 269: H1723 – H1728.

57.	 Yamamoto Y, Klemm MF, Edwards FR, Suzuki H. Intercellular 
electrical communication among smooth muscle and endothelial 
cells in guinea-pig mesenteric arterioles. J Physiol 2001; 535: 181 –  
195.

58.	 Duling BR, Berne RM. Propagated vasodilation in the microcircu-
lation of the hamster cheek pouch. Circ Res 1970; 26: 163 – 170.

59.	 Segal SS, Duling BR. Flow control among microvessels coordi-
nated by intercellular conduction. Science 1986; 234: 868 – 870.

60.	 Emerson GG, Neild TO, Segal SS. Conduction of hyperpolariza-
tion along hamster feed arteries: Augmentation by acetylcholine. 
Am J Physiol Heart Circ Physiol 2002; 283: H102 – H109.

61.	 de Wit C, Wolfle SE, Hopfl B. Connexin-dependent communication 
within the vascular wall: Contribution to the control of arteriolar 
diameter. Adv Cardiol 2006; 42: 268 – 283.

62.	 Takano H, Dora KA, Spitaler MM, Garland CJ. Spreading dilata-
tion in rat mesenteric arteries associated with calcium-independent 
endothelial cell hyperpolarization. J Physiol 2004; 556: 887 – 903.

63.	 Goto K, Rummery NM, Grayson TH, Hill CE. Attenuation of con-
ducted vasodilatation in rat mesenteric arteries during hypertension: 
Role of inwardly rectifying potassium channels. J Physiol 2004; 
561: 215 – 231.

64.	 White R, Hiley CR. Hyperpolarisation of rat mesenteric endothe-
lial cells by ATP-sensitive K+ channel openers. Eur J Pharmacol 
2000; 397: 279 – 290.

65.	 Haas TL, Duling BR. Morphology favors an endothelial cell path-
way for longitudinal conduction within arterioles. Microvasc Res 
1997; 53: 113 – 120.

66.	 Emerson GG, Segal SS. Endothelial cell pathway for conduction of 
hyperpolarization and vasodilation along hamster feed artery. Circ 
Res 2000; 86: 94 – 100.

67.	 Popp R, Brandes RP, Ott G, Busse R, Fleming I. Dynamic modula-
tion of interendothelial gap junctional communication by 11,12-
epoxyeicosatrienoic acid. Circ Res 2002; 90: 800 – 806.

68.	 Haug SJ, Welsh DG, Segal SS. Sympathetic nerves inhibit con-
ducted vasodilatation along feed arteries during passive stretch of 
hamster skeletal muscle. J Physiol 2003; 552: 273 – 282.

69.	 Bao X, Altenberg GA, Reuss L. Mechanism of regulation of the 
gap junction protein connexin 43 by protein kinase C-mediated 
phosphorylation. Am J Physiol Cell Physiol 2004; 286: C647 –  
C654.

70.	 Rivers RJ, Hein TW, Zhang C, Kuo L. Activation of barium-sensi-
tive inward rectifier potassium channels mediates remote dilation 
of coronary arterioles. Circulation 2001; 104: 1749 – 1753.



232

Circulation Journal  Vol.74,  February  2010

DORA KA

71.	 Jantzi MC, Brett SE, Jackson WF, Corteling R, Vigmond EJ, 
Welsh DG. Inward rectifying potassium channels facilitate cell-to-
cell communication in hamster retractor muscle feed arteries. Am J 
Physiol Heart Circ Physiol 2006; 291: H1319 – H1328.

72.	 Kansui Y, Fujii K, Nakamura K, Goto K, Oniki H, Abe I, et al. 
Angiotensin II receptor blockade corrects altered expression of gap 
junctions in endothelial cells from hypertensive rats. Am J Physiol 
Heart Circ Physiol 2004; 287: H216 – H224.

73.	 Budel S, Bartlett IS, Segal SS. Homocellular conduction along 
endothelium and smooth muscle of arterioles in hamster cheek 
pouch: Unmasking an NO wave. Circ Res 2003; 93: 61 – 68.

74.	 Uhrenholt TR, Domeier TL, Segal SS. Propagation of calcium 
waves along endothelium of hamster feed arteries. Am J Physiol 
Heart Circ Physiol 2007; 292: H1634 – H1640.

75.	 Domeier TL, Segal SS. Electromechanical and pharmacomechani-
cal signalling pathways for conducted vasodilatation along endo-
thelium of hamster feed arteries. J Physiol 2007; 579: 175 – 186.

76.	 McSherry IN, Sandow SL, Campbell WB, Falck JR, Hill MA, 

Dora KA. A role for heterocellular coupling and EETs in dilation 
of rat cremaster arteries. Microcirculation 2006; 13: 119 – 130.

77.	 Tallini YN, Brekke JF, Shui B, Doran R, Hwang SM, Nakai J, et al. 
Propagated endothelial Ca2+ waves and arteriolar dilation in vivo. 
Measurements in Cx40BAC GCaMP2 transgenic mice. Circ Res 
2007; 101: 1300 – 1309.

78.	 Grgic I, Kaistha BP, Hoyer J, Köhler R. Endothelial Ca2+-activated 
K+ channels in normal and impaired EDHF-dilator responses:  
Relevance to cardiovascular pathologies and drug discovery. Br J 
Pharmacol 2009; 157: 509 – 526.

79.	 Absi M, Burnham MP, Weston AH, Harno E, Rogers M, Edwards 
G. Effects of methyl β-cyclodextrin on EDHF responses in pig and 
rat arteries; association between SKCa channels and caveolin-rich 
domains. Br J Pharmacol 2007; 151: 332 – 340.

80.	 Kapela A, Bezerianos A, Tsoukias NM. A mathematical model of 
vasoreactivity in rat mesenteric arterioles. I: Myoendothelial com-
munication. Microcirculation 2009; 16: 694 – 713.


