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Summary 
Endothelial prostacyclin and nitric oxide potently inhibit platelet functions. 

Prostacyclin and nitric oxide actions are mediated by platelet adenylyl and 

guanylyl cyclases which synthesize cAMP and cGMP, respectively. Cyclic 

nucleotides stimulate cAMP- and cGMP-dependent protein kinases (PKAI and II, 

PKGI) to phosphorylate a broad panel of substrate proteins. Substrate 

phosphorylation results in the inactivation of small G-proteins of the Ras and Rho 

families, inhibition of the release of calcium ions from intracellular stores and a 

modulation of actin cytoskeleton dynamics. Thus, PKA/PKG substrates translate 

prostacyclin and nitric oxide signals into a block of platelet adhesion, granule 

release and aggregation. cAMP and cGMP are degraded by phosphodiesterases 

which might restrict signaling to specific subcellular compartments. An emerging 

principle of cyclic nucleotide signaling in platelets is the high degree of 

interconnection between activatory and cAMP/cGMP-dependent inhibitory 

signaling pathways at all levels including cAMP/cGMP synthesis and breakdown 

as well as PKA/PKG mediated substrate phosphorylation. Furthermore, defects in 

cAMP/cGMP pathways might contribute to platelet hyperreactivity in 

cardiovascular disease. This article focuses on recent insights into the regulation 

of the cAMP/cGMP signaling network and on new targets of PKA and PKG in 

platelets. 
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Introduction  
Cyclic adenosine monophosphate (cAMP) is known as powerful inhibitor of 

platelet aggregation since the 1960s. Initial studies showed inhibitory effects of 

prostaglandin E1 on platelet activation [1], which were soon linked to cAMP [2]. 

Later endothelium-derived prostacyclin was discovered as the main physiological 

stimulator of cAMP production in platelets [3]. Nitric oxide (NO) and cyclic 

guanosine monophosphate (cGMP) were observed to inhibit platelet functions 

around 1980 [4], and endothelial release of NO was linked to cGMP dependent 

platelet inhibition [5]. Defects in platelet cyclic nucleotide signaling might play a 

role in common diseases such as ischemic heart disease, heart failure and 

diabetes, where a reduced sensitivity of platelets to the inhibitory effects of NO 

contributes to platelet hyperreactivity  [6]. In addition, a number of rare genetic 

abnormalities in platelet cyclic nucleotide signaling have been described. Defects 

in prostacyclin signaling reduce cAMP levels resulting in hyperreactive platelets 

and a prothrombotic state [7]. Hypersensitivity of prostacyclin signaling due to 

gain of function mutations in a Gs protein results in elevated cAMP levels and 

induces a bleeding phenotype, presumably via an exaggerated inhibition of 

platelet functions [7]. cAMP and/or cGMP elevating agents have shown clinical 

benefit as platelet inhibitors. For example, dipyridamole in combination with low-

dose aspirin is an approved therapy for stroke prevention [8]. Dipyridamole 

elevates cAMP levels in platelets by several mechanisms including an inhibition 

of phosphodiesterase (PDE) mediated breakdown. Cilostazol is a specific 

inhibitor of PDE3 which has been FDA-approved for the treatment of intermittent 

claudication and which appears to be effective in reducing the risk of restenosis 

after coronary angioplasty [8]. Cilostazol has also been used successfully for the 

secondary prevention of ischaemic stroke [9]. Recently, a group of compounds 

that activate cGMP production by soluble guanylyl cyclase have been shown to 

reduce thrombus formation in animal models [10]. The exact mechanisms 

involved in cAMP/cGMP mediated platelet inhibition and the wiring of the cyclic 

nucleotide signaling network are only partly understood. cAMP and cGMP are 

able to block many aspects of platelet activation including early activatory signals 

such as release of calcium (Ca2+) ions from intracellular stores and G-protein 

activation, as well as adhesion, granule release, aggregation and apoptosis [11, 

12]. In general, platelet inhibition by cyclic nucleotides does not appear to be 
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restricted to any particular activatory pathway. cAMP and cGMP block platelet 

activation mediated by ligands of G-protein-coupled receptors like thrombin, ADP 

or thromboxane, as well as by collagen, vWF, or fibrinogen. This article will 

provide an overview over the various components of the cAMP/cGMP signaling 

network in platelets including novel insights into mechanisms of regulation and 

new target molecules. 

 

Regulation of cAMP synthesis 
Levels of free cytosolic cAMP are controlled by their synthesis through adenylyl 

cyclases (Figure 1). Platelet proteome analysis suggests that platelets express a 

number of different membrane-bound adenylyl cyclase (AC) isoforms, including 

AC3, AC6 and AC7 [13]. ACs are activated by G-protein-coupled receptor 

signaling. Binding of prostacyclin (PGI2) to its receptor on the platelet surface  (IP 

receptor or IP-R) [14] triggers the activation of intracellular receptor-linked 

stimulatory G protein alpha-s (Gs) subunits. Gs is turned into its active GTP-

bound form, Gs-GTP then binds to AC and stimulates the synthesis of cAMP from 

ATP. Gs-mediated activation of AC is turned off by RGS2 (regulator of G-protein 

signaling 2), a specific GTPase-activating protein that helps to hydrolyze Gs-GTP 

back to inactive Gs-GDP [15]. Other receptors linked to Gs-mediated AC 

stimulation in platelets include A2A and A2B receptors for adenosine [16, 17] and 

VPAC1 receptors for pituitary adenylyl cyclase-activating and vasoactive 

intestinal peptides [18]. Platelet activators like ADP or thrombin block AC function 

through inhibitory Galpha-i (Gi) proteins, resulting in a drop of cAMP levels during 

platelet activation [19, 20]. The specific roles of individual AC isoforms and their 

possible regulation by other G-protein-independent factors have not been studied 

in platelets to date. 

 

Regulation of cGMP synthesis  
cGMP production in platelets depends on a single enzyme, the soluble NO-

sensitive guanylyl cyclase (sGC or NO-GC) composed of two subunits, α1 and β1 

[21]. NO originates from endothelial cells containing endothelial NO synthase, 

and thorough analyses of mouse and human platelets appear to rule out the 

presence of any significant NO synthase enzyme within platelets [22-24]. Recent 

data from eNOS knock-out animals indicate that other as yet unidentified sources 
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of NO might play a role in platelet inhibition [25]. NO permeates the plasma 

membrane of platelets and activates cytosolic sGC to generate cGMP (Figure 1) 

resulting in an approximately 10-fold increase in cGMP levels. A number of recent 

studies of sGC deficient platelets demonstrated that most effects of NO in 

platelets are indeed mediated by sGC and cGMP, at least in mice. Absence of 

sGC abolished cGMP synthesis resulting in an almost complete loss of NO 

effects both in a constitutive sGC-deficient mouse model as well as in platelet 

specific sGC-deficient mice [11, 26, 27]. Using very high concentrations of the 

NO-donor sodium nitroprusside (SNP, above 100 µM) one group observed a 

residual inhibition of collagen induced platelet aggregation and ATP release in 

isolated sGC-deficient platelets, which was attributed to cGMP-independent NO-

mediated protein nitrosylation [27]. However, in a different study 800 µM SNP as 

well as high concentrations of other NO-donors did not affect collagen induced 

aggregation of isolated sGC-deficient platelets [26]. sGC function can be 

activated by von Willebrand factor (vWF), thrombin or collagen (Figure 1). A small 

(mostly about 2-fold) increase in cGMP levels after exposure of platelets to vWF, 

calcium ionophore, H2O2 [22, 28, 29] thrombin or collagen [27, 30, 31] has been 

described, although these findings are not supported by all studies [23, 32, 33]. It 

should be noted that current methods for determining intracellular cyclic 

nucleotide levels in whole cell lysates are limited by the rapid phosphodiesterase 

mediated breakdown and the potential subcellular compartmentalization of cAMP 

and cGMP (see below). Alternative pathways for sGC activation might involve 

phosphorylation. The vWF induced increase in cGMP levels is absent in mice 

lacking either the serine/threonine kinases Akt1 and Akt2 or the tyrosine kinase 

Lyn [34, 35]. Tyrosine phosphorylation of α1 and β1 subunits of sGC has been 

observed in vWF and collagen treated platelets [22, 36]. The physiological role of 

these alternative and possibly NO-independent pathways of sGC activation 

remains to be determined. sGC was recently suggested to be involved in platelet 

activation in a platelet specific sGC-deficient mouse model. Aggregation and ATP 

release of isolated sGC-deficient platelets were reduced at low concentrations of 

collagen and thrombin, and tail bleeding times and thrombus formation were 

slightly increased in these animals [27]. However, in constitutive sGC-deficient 

mice strongly reduced bleeding times were described [26]. Thus, a potential role 
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for sGC in platelet activation will need to be clarified by further studies. Recently, 

platelet specific sGC-deficient mouse were used to establish a new role for NO 

and cGMP in the inhibition of platelet apoptosis [11]. Defective platelet sGC 

function has been described in patients with ischemic heart disease, heart failure 

and diabetes [6]. Studies of patients with obesity suggest that not only the 

function of platelet sGC might be disturbed but additional defects in cAMP 

synthesis as well as in downstream cAMP and cGMP targets might contribute to 

platelet hyperreactivity in cardiovascular and metabolic disease [37]. In these 

patients impaired NO mediated inhibition of platelet aggregation has been linked 

to reduced levels of cGMP synthesis in the presence of oxidative stress [6]. sGC 

is known to be inactivated by oxidation which might eventually lead to the loss of 

the NO binding heme group from the enzyme. Oxidized or heme-free sGC has 

been shown to play an important role in the pathogenesis of cardiovascular 

disease and new compounds have been developed that are able to activate 

heme-free sGC [10]. In addition, stimulators of sGC are available that act in 

synergy with NO to increase sGC activity. The sGC stimulator BAY 41-2272 is a 

potent new platelet inhibitor [38], although some of its effects might be mediated 

by blocking of PDE5 mediated degradation of cGMP [39].  

 

Phosphodiesterase mediated degradation of cyclic nucleotides 
Platelet cyclic nucleotide levels are controlled by phosphodiesterase mediated 

degradation providing a negative feedback loop on cyclic nucleotide signaling. 

Platelets have been shown to express PDEs 2A, 3A and 5A [40]. PDE2 and 3 are 

able to degrade cAMP and cGMP, however, inhibitor studies suggest that PDE2 

and PDE3 mainly regulate cAMP in platelets [41, 42], whereas PDE5 specifically 

degrades cGMP. cGMP has a regulatory effect on all three platelet PDEs (Figure 

1). cGMP stimulates PDE2 and PDE5 activity by binding to specific cyclic 

nucleotide binding domains, called GAF domains. cGMP inhibits PDE3 activity by 

competition of cAMP binding at the catalytic site. PDE3A helps to maintain low 

basal levels of cAMP in platelets [41-43]. PDE3A activity is upregulated by about 

50% during thrombin activation involving PKC and possibly also PKB mediated 

phosphorylation [44, 45]. PKC mediated phosphorylation of PDE3A on S428 

results in binding of 14-3-3, although this does not appear to be required for 

increased activity. PDE3A is also activated by PKA mediated phosphorylation, 
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suggesting a negative feedback loop on cAMP signaling [44, 46]. cGMP mediated 

inhibition of PDE3A has been implicated in elevation of cAMP levels leading to 

cross-activation of PKA, which could play a role in NO induced inhibition of 

platelet shape change [47]. The main function of PDE5 is to provide a negative 

feedback on cGMP levels. PDE5 is not only activated by cGMP, but additional 

phosphorylation of PDE5 by PKGI results in activation of PDE5 catalytic activity 

and long-term desensitization of an NO-induced cGMP response [48]. PDE5 

might be involved in compartmentalization of cGMP signaling in specific 

subellular regions (see below) [49].  

 

cAMP/cGMP-dependent protein kinases 
cAMP- and cGMP-dependent protein kinases (PKA and PKG) translate 

cAMP/cGMP levels into protein phosphorylation patterns. Human platelets 

contain micromolar concentrations of PKA and PKG [50]. PKA is a heterotetramer 

composed of 2 catalytic subunits and 2 regulatory subunits. When cAMP binds to 

the regulatory subunits, the catalytic subunits dissociate from the complex and 

phosphorylate their substrates thereby suppressing platelet activation. The main 

isoforms of regulatory and catalytic subunits expressed in human platelets are 

RIα, RIβ, RIIβ and Cα, Cβ resulting in the formation of PKAI and PKAII 

holoenzymes [13, 24]. The specific role of PKAI versus PKAII in platelets has not 

been investigated. Recent data suggest that platelets lacking RIIβ regulatory 

subunit of PKA might be suppressed in their ability to become activated, 

presumably due to the unregulated, inhibitory activity of the catalytic subunit [51]. 

Another way of activating PKA involves the release of the catalytic subunit of PKA 

from an NFκB-IκB complex [32]. Thrombin and collagen are able to trigger the 

release of the catalytic subunit from IκB resulting in the phosphorylation of the 

substrate proteins VASP and Rap1GAP2 [32]. This alternative mechanism for 

PKA activation might represent a negative feedback loop in thrombin- and 

collagen-induced platelet activation (Figure 1). 

In contrast to PKA the regulatory cGMP-binding and catalytic domains of PKG are 

combined within one molecule that dimerizes via its N-terminal regulatory region 

[52-54]. The main isoform expressed in human platelets is PKGIβ. Knockout of 

the PKGI gene in mice revealed a pro-thrombotic phenotype. Effects of cGMP-

analog on platelet shape change, granule release and aggregation were 
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abolished in PKG deficient platelets, whereas effects of cAMP-analog where 

maintained [55]. In addition, PKGI-deficient mouse platelets adhered more 

strongly to injured vascular surfaces [55]. Inhibitory effects of NO-donors on 

fibrinogen binding were lost in PKGI-deficient platelets, whereas effects of a 

prostacyclin analog were maintained indicating that most effects of endogenous 

cGMP are mediated by PKGI. Studies in PKGI-deficient human platelets confirm 

the role of PKGI for cGMP-mediated inhibition of Ca2+ release from intracellular 

stores [56]. In 2003 a paper by Li et al. sparked a series of investigations into a 

potential role for PKGI in platelet activation. Platelets from PKGI knockout mice 

were observed to exhibit impaired spreading on vWF and bleeding times of these 

animals were slightly increased [28]. In experiments using membrane-permeable 

cGMP analogs low levels of PKGI stimulation were suggested to contribute to 

platelet activation whereas prolonged stimulation of PKGI would result in platelet 

inhibition [31]. These data were challenged by other groups showing that short-

term treatment of platelets with low concentrations of cGMP-analogs may lead to 

unspecific effects [33, 57]. Another issue with the proposed biphasic model of 

PKGI function in platelets is the lack of consistent data on possible targets of 

cGMP or PKGI that might mediate platelet activation. Initial suggestions that 

PKGI might activate p38 MAPK signaling [58] could not be confirmed [59, 60]. On 

the other hand, a recent investigation by an independent group showed small but 

significant stimulatory effects of low concentrations of NO-donors on Ca2+ release 

from intracellular stores induced by low concentrations of thrombin [61]. Taken 

together a potential role of PKGI during a specific early phase of platelet 

activation has not yet been established.  

Cyclic nucleotide signaling is compartmentalized in many cell types and some 

evidence for localized cAMP and cGMP function in platelets has been provided 

[49, 62]. Localized cAMP signaling is often coordinated by A-kinase anchoring 

proteins (AKAPs) that bind PKA and other signaling compoments such as PDEs 

resulting in the formation of subcellular cAMP signaling compartments. Recently, 

using a mass spectrometry based screening approach seven AKAPs (AKAP 1, 2, 

7, 9, 10, 11, MAP2) were identified in platelets [63], although these initial findings 

need to be verified by independent methods. Transcriptome analysis suggests 

that platelets might also express AKAPs 5, 8, 8L and 13 [24]. The PKGI substrate 
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protein IRAG represents the only known G-kinase anchoring protein in platelets 

[64]. 

 

Substrates of cAMP/cGMP-dependent protein kinases 
cAMP and cGMP pathways inhibit platelet activation, adhesion, granule release 

and aggregation. The phosphorylated substrates of PKA and PKGI link 

cAMP/cGMP signaling to the functional outcomes of blocked platelet functions. 

Few PKA and PKGI substrate proteins have been identified to date, however, the 

total number and identity of all phosphorylated substrates remains unknown. PKA 

and PKGI substrates in platelets can be broadly grouped into two main 

categories, signaling regulators and actin binding proteins (Figure 1). An 

interesting point about cyclic nucleotide signaling in platelets is that in many 

cases, cAMP and cGMP signals appear to converge at the level of substrate 

proteins, since PKA and PKGI activation tends to result in the phosphorylation of 

the same proteins (Table 1). An important tool in assessing protein 

phosphorylation in intact platelets are phosphorylation site specific antibodies. 

Only a few antibodies against PKA/PKG phosphorylation sites are currently 

available for platelet studies (Table 1). The substrate proteins included in this 

review are proteins where phosphorylation in response to cAMP/cGMP activation 

was shown in intact platelets using either phosphorylation site specific antibodies 

or by 32P isotope labeling. 

 

G-proteins and G-protein regulators 

One of the first substrates of PKA and PKGI to be identified in platelets was the 

small G-protein Rap1B [65]. The phosphorylation site was localized to the C-

terminus of the protein at serine 179, within a membrane-binding region [66]. 

Rap1B is a potent regulator of integrin activity and rap1b -/- mice display impaired 

platelet aggregation and prolonged tail bleeding times [67]. Little is known about 

the functional consequences of Rap1B phosphorylation. The phosphorylation 

does not affect the ability of Rap1 to bind GTP or its GTPase activity [68]. The 

phosphorylation kinetics are much slower (minutes) compared to the rapid switch 

between GTP and GDP-bound states (seconds). The only known functional 

consequence of S179 phosphorylation is a redistribution of Rap1 from the plasma 

membrane to the cytosol [69]. Live microscopy of DsRed-tagged wt Rap1B in 
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HeLa cells shows plasma membrane staining, whereas a phosphomimetic S179E 

mutant Rap1B localises to the cytoplasm (O. Danielewski and A. S., unpublished 

data). Thus, phosphorylation of Rap1B on S179 appears to impact on the 

subcellular localization of Rap1B. 

Considering the vital role of Rap1 in integrin signaling, the function and regulation 

of its activity is of central importance. Studies of Rap1-GTP levels in human 

platelets show that prostacyclin blocks thrombin-induced Rap1-GTP formation 

[70]. NO-donors and PKG-activating cGMP-analogs block thrombin, collagen, and 

ADP induced Rap1 activation, and this effect was shown to involve PKGI [71]. It 

is important to note that human platelets do not appear to express any Epac, 

which is a cAMP-dependent activator of Rap1 [72]. Thus, cAMP signaling in 

platelets is mainly inhibitory towards Rap1. To identify the possible target of PKA 

and PKGI that could regulate Rap1 activity in platelets, Schultess et al. screened 

platelet mRNA for the expression of specific guanine-nucleotide exchange factors 

(GEF) and GTPase-activating proteins (GAP) of Rap1. This resulted in the 

identification of Rap1GAP2 as the only GAP of Rap1 in platelets [72]. Further 

studies revealed that Rap1GAP2 could be phosphorylated on serine 7 by PKA 

and PKGI and a phosphorylation site-specific antibody was used to verify 

phosphorylation in platelets treated with activators of cAMP and cGMP signaling 

[72, 73]. A 14-3-3 binding site was mapped to the neighboring serine 9 of 

Rap1GAP2 [73]. 14-3-3 proteins are small, phosphoserine/threonine binding 

proteins that function as scaffolds and, despite possessing no catalytic activity, 

may regulate key signaling components [74]. There are seven highly conserved 

isoforms in humans, six of which are expressed in platelets [75]. Elevation of 

cyclic nucleotides and therefore activation of PKA and PKGI, results in 

phosphorylation of serine 7 and dissociation of 14-3-3 from Rap1GAP2. 14-3-3 

binding appears to dampen the function of Rap1GAP2, whereas detachment of 

14-3-3 triggers increased activity resulting in markedly reduced cell adhesion in 

transfected cells [73]. Interestingly, platelet activation with agonists like ADP or 

thrombin enhanced the binding of Rap1GAP2 to 14-3-3, indicating that this 

interaction is regulated by activatory as well as cyclic nucleotide dependent 

inhibitory pathways. Targeting of Rap1 via Rap1GAP2 might explain some of the 

inhibitory effects of cyclic nucleotides on integrin activation, platelet adhesion and 

aggregation. Furthermore, PKA/PKG block the release of Ca2+ from intracellular 
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stores which might contribute to the inhibition of Rap1 activation, since one of the 

GEFs of Rap1 in platelets, CalDAG-GEFI, is activated by Ca2+ [76]. The 

activation of the Rap1B related protein Rap2B is also effectively blocked by cAMP 

pathways, although the PKA substrates involved have not been determined [77].  

Another small G-protein regulated by cAMP and possibly also cGMP is RhoA. 

RhoA is involved in myosin light chain phosphorylation, actin remodelling, integrin 

activation and platelet aggregation. Prostacyclin as well as direct PKA activators 

block the formation of RhoA-GTP, whereas PKG activators have a less 

pronounced effect [78]. Inhibition of RhoA might be mediated by phosphorylation 

of the heterotrimeric Galpha13 (G13), which activates Rho-GEFs. G13 can be 

phosphorylated by cAMP pathways in platelets, and phosphorylation of G13 on 

T203 reduces RhoA activation [79, 80]. However, no phosphorylation site specific 

antibodies against T203 of G13 have been described, and phosphorylation by 

PKGI has not been tested. Yet another small G-protein shown to be regulated by 

cyclic nucleotides is Rac1. Rac1 is involved in lamellopodia formation and platelet 

granule release and aggregation. cAMP and cGMP were shown to block the 

formation of Rac-GTP [78], but the PKA and PKGI substrates mediating Rac 

inhibition are not known. 

 

IP3-R complex 
Elevation of intracellular Ca2+ concentrations plays an important role in platelet 

activation. Activation of phospholipase C beta and gamma isoforms leads to the 

hydrolysis of phosphatidylinositol 4,5-bisphosphate generating inositol-1,4,5-

trisphosphate which in turn triggers the release of Ca2+ ions from intracellular 

stores via IP3 receptor channels (IP3-R). cAMP and cGMP pathways strongly 

inhibit elevations of cytosolic Ca2+ concentrations in platelets including all types of 

Ca2+ oscillations that have been observed under flow conditions [81]. At least 

some of these effects are thought to be mediated by direct phosphorylation of IP3-

R [82]. All three isoforms of IP3-R are expressed in platelets and all can be 

phosphorylated by PKA and PKGI on as yet unknown sites [83].   

A type I IP3-R associated protein called IRAG (IP3-R-associated cGKI substrate 

protein, also MRVI1) has been clearly linked to PKGI mediated inhibition of Ca2+ 

release in platelets [64, 84]. The main phosphorylation sites of IRAG are serines 

664 and 677 and phosphorylation site specific antibodies have been used to 



	
   12 

show phosphorylation in intact platelets in response to activators of cGMP 

signaling [64]. In a mouse model expressing a mutant form of IRAG that does not 

bind to IP3-R inhibition of platelet collagen- and thrombin-induced aggregation by 

cGMP analogs or by NO-donors was significantly impaired [64]. The inhibitory 

effects of NO-donors on thrombus formation in the intact carotid artery were 

abolished in the IRAG mutant, whereas prostacylin and cAMP effects were 

maintained. Complete deletion of IRAG expression in mice resulted in 

hyperreactive platelets with a significantly enhanced aggregation response 

towards thrombin, collagen and U46619, a thromboxane mimetic [84]. Studies of 

these IRAG-deficient platelets confirmed that IRAG is involved in NO/cGMP 

mediated inhibition of thrombin, collagen and U46619 dependent integrin αIIbβ3 

activation, aggregation and ATP release [84]. Effects of cAMP analog on integrin 

activation were not altered in IRAG-deficient platelets, however, prostacyclin and 

cAMP effects were not studied extensively [84]. PKGI associates with IP3-

RI/IRAG in platelets [64]. In addition, the type I IP3-R was shown to bind PDE5 in 

platelets thus providing a link between PKGI and PDE5 [49]. Interestingly, only a 

fraction of platelet PDE5 was reported to associate with the IP3-R, and PKGI 

might preferentially phosphorylate and activate this IP3-R associated PDE5 

resulting in local control over cGMP-dependent inhibition of Ca2+ release [49]. 

These results represent initial evidence for compartmentalized cGMP signaling in 

platelets, however, other data suggest that most platelet PDE5 is activated and 

phosphorylated by cGMP and PKGI [48]. 

Ca2+ levels are further regulated by the transient receptor potential channel 6 

(TRPC6), which was shown to be a substrate of PKA and PKGI in platelets [85]. 

TRPC6 could play a role in store-operated calcium entry, but the consequences 

of phosphorylation are not clear. TRPC6 was described to form a complex with 

type II IP3-R in platelets [86]. 

 

Other signaling proteins 

PDE5A is preferentially phosphorylated by PKGI on serine 92 resulting in long-

term activation of PDE activity and degradation of cGMP [48]. Similarly, PDE3A is 

phosphorylated by PKA on serine 312, which is associated with an increase in 

catalytic activity resulting in cAMP degradation [44]. Another signaling target of 
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cyclic nucleotide pathways in platelets is the p38 MAP kinase. p38 MAPK 

activation is blocked by cAMP and cGMP [59, 60], however, the PKA or PKGI 

substrates mediating p38 MAPK inhibition are unknown. The GPIb complex is 

required for platelet adhesion and GPIbβ was shown to be phosphorylated by 

PKA on serine 166 [87]. A phosphorylation site-specific antibody against S166 

was described [88]. The functional consequences of GPIbβ S166 phosphorylation 

are unclear. Inhibition as well as activation of cell adhesion has been observed 

[88, 89]. S166 was also suggested to play a role in binding of 14-3-3 to the GPIb 

complex [90, 91], however, other 14-3-3 binding sites have been described and 

the significance of S166 phosphorylation in 14-3-3 binding has been questioned 

[75]. The role of cGMP/PKGI in GPIb phosphorylation has not been investigated. 

Findings from a study using isolated platelets suggest that NO might be less 

efficient in inhibiting adhesion by the GPIb complex itself but might rather block 

secondary integrin activation [92]. A potential substrate of PKA and PKGI in 

platelets that is commonly mentioned is the thromboxane receptor alpha. 

However, in 32P-labelled platelets no signficant incorporation of phosphate into 

the thromboxane receptor in prostaglandin or forskolin treated platelets could be 

detected [93] and no other data on phosphorylation of the receptor in intact 

platelets has been reported. Mass spectrometry based screening apporaches 

have led to the identification of other putative PKA and PKG substrates in 

platelets which need to be verified using independent methods [94]. 

 

Actin-binding proteins 
The regulation of the actin cytoskeleton is a major function of cAMP/cGMP 

signaling in platelets. One of the first substrates of PKA and PKGI to be identified 

in platelets was the vasodilator-stimulated phosphoprotein (VASP) [95]. VASP is 

expressed at a high concentration of about 25 µM in platelets [50] and the main 

phosphorylation sites are serines 157 and 239 [96]. Analysis of phosphorylation 

kinetics indicates that S157 might be preferentially phosphorylated by PKA, 

whereas S239 is preferred by PKGI [97]. Phosphorylation site specific antibodies 

have been generated against pS157 and pS239 and these antibodies have been 

used extensively as markers of cyclic nucleotide activity in platelets and other 

cells [97, 98]. The 16C2 monoclonal antibody against phosphorylated S239 has 
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been developed into a flow cytometry assay for monitoring Gi function of the 

P2Y12 ADP receptor in patients [99]. Mouse models deficient in VASP 

expression have shown that platelet VASP is involved in platelet activation and 

that VASP mediates NO-dependent inhibition of platelet adhesion to the vessel 

wall [100, 101]. Furthermore, VASP appears to be involved in inhibitory effects of 

PKA and PKGI on fibrinogen binding and platelet aggregation but not in the 

inhibition of Ca2+ release or granule secretion [102]. VASP is clearly an important 

regulator of actin dynamics but the molecular consequences of VASP 

phosphorylation in platelets are not well defined. Phosphorylation inhibits binding 

of VASP to F-actin and reduces F-actin bundling in-vitro [103]. VASP 

phosphorylation has also been shown to be involved in focal adhesion dynamics 

[104] and in regulating the rigidity of the actin cytoskeleton [105]. PKA mediated 

phosphorylation of VASP on S157 might be controlled locally by integrin β3 [106].  

Other actin-associated proteins that are phosphorylated in human platelets 

include LASP (Lim and SH3 domain protein), HSP27, Filamin-A (actin binding 

protein, ABP-280), and caldesmon. LASP is phosphorylated by PKA and PKGI on 

serine 146 resulting in reduced binding of LASP to F-actin and to focal adhesions 

[107]. During thrombin activation LASP gets phosphorylated on tyrosine 171, 

probably by Src kinase [108]. Phosphorylation of HSP27 by PKA and PKGI on 

threonine T143 attenuates HSP27 dependent actin polymerization [109]. Upon 

ADP treatment of platelets HSP27 is phosphorylated on additional serine 

residues (S15, S78, S82) by p38 MAPK dependent pathways [110], suggesting 

that, similar to LASP, multiple phosphorylation events contribute to the regulation 

of HSP27. Another actin-binding substrate of PKA is filamin-A. Phosphorylation of 

filamin-A on serine 2152 protects filamin-A protein against degradation [111, 112]. 

The relevance of filamin-A stabilization for platelet function is unclear. 

Interestingly, filamin-A is required for maintaining platelet membrane stability at 

high shear levels by binding to the GPIb complex [113]. Caldesmon is an actin-

binding protein that has been shown to be phosphorylated by prostacyclin 

induced signaling in human platelets [114]. The functional consequences of 

caldesmon phosphorylation for the actin cytoskeleton in platelets have not been 

studied. A potential substrate of PKA and PKGI that has been mentioned in 

previous reviews is the myosin light chain kinase (MLCK). However, the only 



	
   15 

study of MLCK phosphorylation has shown phosphorylation of purified MLCK by 

purifed PKA in-vitro, but not in intact platelets [115]. 

 

Conclusions  
Although cAMP and cGMP have been known to play a powerful role in platelet 

regulation for many years, the molecular patterns and details mediating this effect 

are only beginning to emerge (Figure 1). Most, if not all, of the inhibitory functions 

of cAMP and cGMP in platelets can be attributed to phosphorylation of substrate 

proteins by PKA and PKGI. Groups of different substrate proteins with related 

functions contribute to the inhibitory actions of PKA and PKGI. Currently known 

substrates can be broadly classified into regulators of signaling and/or actin 

dynamics. Signaling regulation involves small G-proteins of the Ras and Rho 

families like Rap1, RhoA and Rac. Dynamic changes in the architecture of the 

actin cytoskeleton are involved in many platelet responses including shape 

change, adhesion, granule release, and aggregation. Effects of PKA and PKGI on 

actin-binding proteins might complement the effects on small G-proteins resulting 

in the net outcome of inhibited platelet adhesion and aggregation. Initial evidence 

for compartmentalized cAMP/cGMP signaling in platelets has emerged from 

studies of the IP3-RI complex involved in the regulation of Ca2+ release from 

intracellular stores. Regulation of Ca2+ levels is likely to have a broad impact on 

many pathways including the activation of G-proteins and the granule release 

reaction. Some of the identified PKA and PKGI substrates, e.g. Rap1GAP2, 

PDE3A, HSP27, appear to harbor additional phosphorylation sites, which are 

targeted by activatory pathways. Multiple phosphorylation events need to be 

translated into appropriate functional outcomes. This might at least in some cases 

be achieved by differential binding of 14-3-3, as shown for Rap1GAP2 and 

PDE3A [44, 73].  

Adequate control of platelet reactivity requires a careful balance between 

activatory and inhibitory signaling pathways. Platelet activators are known to 

counteract the cAMP/cGMP system at various levels. For example, Gi-coupled 

receptor signaling attenuates cAMP synthesis, activation of PDE3A results in the 

degradation of cAMP [44] and platelet activatory signaling interferes with cyclic 

nucleotide signaling at the level of PKA/PKG substrate proteins [73]. The platelet 

activator thrombospondin-1 was suggested to mediate platelet activation by 
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blocking cyclic nucleotide signaling at the level of sGC, PDE3A, PKA and PKGI 

[116, 117]. On the other hand, platelet activators may cross-activate inhibitory 

cyclic nucleotide signaling, as shown for vWF induced activation of sGC [22, 28] 

and for thrombin and collagen induced activation of PKA [32]. 

Major open questions in platelet cAMP/cGMP signaling that need to be 

addressed are (i) mechanisms and significance of new pathways of sGC 

activation, (ii) compartmentalization of cAMP/cGMP signaling and the role of AC 

isoforms, AKAPs and GKAPs, (iii) the specific role of PKAI and PKAII isoforms, 

(iv) the proposed role of cGMP in platelet activation by low concentrations of 

platelet agonists, (v) the identity of all PKA and PKGI substrates and the 

coordination of their actions and (vi) the contribution of defects in cAMP/cGMP 

pathways to platelet hyperreactivity in cardiovascular disease. Further studies of 

the cAMP/cGMP signaling network in platelets might lead to the identification of 

novel markers of platelet function and reactivity and possibly new therapeutic 

targets. 

 

Acknowledgements 
This work has been supported by Science Foundation Ireland (08/IN.1/B1855) 

and UCD School of Medicine and Medical Science. The author would like to 

thank Kristina Gegenbauer and Ashling Hampson for help in the preparation of 

the manuscript and three anonymous reviewers for valuable comments and 

suggestions. 

 
 



	
   17 

References 
 
1 Kloeze J. Influence of prostaglandins on platelet adhesiveness and platelet 
aggregation. In: Bergström S, Samuelsson, B., ed. Prostaglandins Proceedings of 
the 2nd Nobel symposium. Stockholm: Almqvist and Wicksell, 1966, 241-52. 
2 Marquis NR, Vigdahl RL, Tavormina PA. Platelet aggregation. I. 
Regulation by cyclic AMP and prostaglandin E1. Biochem Biophys Res Commun. 
1969; 36: 965-72. 
3 Moncada S, Gryglewski R, Bunting S, Vane JR. An enzyme isolated from 
arteries transforms prostaglandin endoperoxides to an unstable substance that 
inhibits platelet aggregation. Nature. 1976; 263: 663-5. 
4 Mellion BT, Ignarro LJ, Ohlstein EH, Pontecorvo EG, Hyman AL, Kadowitz 
PJ. Evidence for the inhibitory role of guanosine 3', 5'-monophosphate in ADP-
induced human platelet aggregation in the presence of nitric oxide and related 
vasodilators. Blood. 1981; 57: 946-55. 
5 Radomski MW, Palmer RM, Moncada S. Comparative pharmacology of 
endothelium-derived relaxing factor, nitric oxide and prostacyclin in platelets. Br J 
Pharmacol. 1987; 92: 181-7. 
6 Chirkov YY, Horowitz JD. Impaired tissue responsiveness to organic 
nitrates and nitric oxide: a new therapeutic frontier? Pharmacol Ther. 2007; 116: 
287-305. 
7 Van Geet C, Izzi B, Labarque V, Freson K. Human platelet pathology 
related to defects in the G-protein signaling cascade. J Thromb Haemost. 2009; 7 
Suppl 1: 282-6. 
8 Michelson AD. Antiplatelet therapies for the treatment of cardiovascular 
disease. Nat Rev Drug Discov. 2010; 9: 154-69. 
9 Shinohara Y, Katayama Y, Uchiyama S, Yamaguchi T, Handa S, 
Matsuoka K, Ohashi Y, Tanahashi N, Yamamoto H, Genka C, Kitagawa Y, 
Kusuoka H, Nishimaru K, Tsushima M, Koretsune Y, Sawada T, Hamada C. 
Cilostazol for prevention of secondary stroke (CSPS 2): an aspirin-controlled, 
double-blind, randomised non-inferiority trial. Lancet Neurol. 2010; 9: 959-68. 
10 Stasch JP, Pacher P, Evgenov OV. Soluble guanylate cyclase as an 
emerging therapeutic target in cardiopulmonary disease. Circulation. 2011; 123: 
2263-73. 
11 Rukoyatkina N, Walter U, Friebe A, Gambaryan S. Differentiation of 
cGMP-dependent and -independent nitric oxide effects on platelet apoptosis and 
reactive oxygen species production using platelets lacking soluble guanylyl 
cyclase. Thromb Haemost. 2011; 106. 
12 Schwarz UR, Walter U, Eigenthaler M. Taming platelets with cyclic 
nucleotides. Biochem Pharmacol. 2001; 62: 1153-61. 
13 Dittrich M, Birschmann I, Mietner S, Sickmann A, Walter U, Dandekar T. 
Platelet protein interactions: map, signaling components, and phosphorylation 
groundstate. Arterioscler Thromb Vasc Biol. 2008; 28: 1326-31. 
14 Dutta-Roy AK, Sinha AK. Purification and properties of prostaglandin 
E1/prostacyclin receptor of human blood platelets. J Biol Chem. 1987; 262: 
12685-91. 
15 Noe L, Di Michele M, Giets E, Thys C, Wittevrongel C, De Vos R, 
Overbergh L, Waelkens E, Jaeken J, Van Geet C, Freson K. Platelet Gs 
hypofunction and abnormal morphology resulting from a heterozygous RGS2 
mutation. J Thromb Haemost. 2010; 8: 1594-603. 



	
   18 

16 Johnston-Cox HA, Yang D, Ravid K. Physiological implications of 
adenosine receptor-mediated platelet aggregation. J Cell Physiol. 2011; 226: 46-
51. 
17 Yang D, Chen H, Koupenova M, Carroll SH, Eliades A, Freedman JE, 
Toselli P, Ravid K. A new role for the A2b adenosine receptor in regulating 
platelet function. J Thromb Haemost. 2010; 8: 817-27. 
18 Freson K, Hashimoto H, Thys C, Wittevrongel C, Danloy S, Morita Y, 
Shintani N, Tomiyama Y, Vermylen J, Hoylaerts MF, Baba A, Van Geet C. The 
pituitary adenylate cyclase-activating polypeptide is a physiological inhibitor of 
platelet activation. J Clin Invest. 2004; 113: 905-12. 
19 Jantzen HM, Milstone DS, Gousset L, Conley PB, Mortensen RM. 
Impaired activation of murine platelets lacking G alpha(i2). J Clin Invest. 2001; 
108: 477-83. 
20 Yang J, Wu J, Jiang H, Mortensen R, Austin S, Manning DR, Woulfe D, 
Brass LF. Signaling through Gi family members in platelets. Redundancy and 
specificity in the regulation of adenylyl cyclase and other effectors. J Biol Chem. 
2002; 277: 46035-42. 
21 Friebe A, Koesling D. The function of NO-sensitive guanylyl cyclase: what 
we can learn from genetic mouse models. Nitric Oxide. 2009; 21: 149-56. 
22 Gambaryan S, Kobsar A, Hartmann S, Birschmann I, Kuhlencordt PJ, 
Muller-Esterl W, Lohmann SM, Walter U. NO-synthase-/NO-independent 
regulation of human and murine platelet soluble guanylyl cyclase activity. J 
Thromb Haemost. 2008; 6: 1376-84. 
23 Özüyaman B, Godecke A, Kusters S, Kirchhoff E, Scharf RE, Schrader J. 
Endothelial nitric oxide synthase plays a minor role in inhibition of arterial 
thrombus formation. Thromb Haemost. 2005; 93: 1161-7. 
24 Rowley JW, Oler AJ, Tolley ND, Hunter BN, Low EN, Nix DA, Yost CC, 
Zimmerman GA, Weyrich AS. Genome-wide RNA-seq analysis of human and 
mouse platelet transcriptomes. Blood. 2011; 118: e101-11. 
25 Moore C, Tymvios C, Emerson M. Functional regulation of vascular and 
platelet activity during thrombosis by nitric oxide and endothelial nitric oxide 
synthase. Thromb Haemost. 2010; 104: 342-9. 
26 Dangel O, Mergia E, Karlisch K, Groneberg D, Koesling D, Friebe A. Nitric 
oxide-sensitive guanylyl cyclase is the only nitric oxide receptor mediating platelet 
inhibition. J Thromb Haemost. 2010; 8: 1343-52. 
27 Zhang G, Xiang B, Dong A, Skoda RC, Daugherty A, Smyth SS, Du X, Li 
Z. Biphasic roles for soluble guanylyl cyclase (sGC) in platelet activation. Blood. 
2011; 118: 3670-9. 
28 Li Z, Xi X, Gu M, Feil R, Ye RD, Eigenthaler M, Hofmann F, Du X. A 
stimulatory role for cGMP-dependent protein kinase in platelet activation. Cell. 
2003; 112: 77-86. 
29 Riba R, Oberprieler NG, Roberts W, Naseem KM. Von Willebrand factor 
activates endothelial nitric oxide synthase in blood platelets by a glycoprotein Ib-
dependent mechanism. J Thromb Haemost. 2006; 4: 2636-44. 
30 Riba R, Sharifi M, Farndale RW, Naseem KM. Regulation of platelet 
guanylyl cyclase by collagen: evidence that Glycoprotein VI mediates platelet 
nitric oxide synthesis in response to collagen. Thromb Haemost. 2005; 94: 395-
403. 



	
   19 

31 Stojanovic A, Marjanovic JA, Brovkovych VM, Peng X, Hay N, Skidgel RA, 
Du X. A phosphoinositide 3-kinase-AKT-nitric oxide-cGMP signaling pathway in 
stimulating platelet secretion and aggregation. J Biol Chem. 2006; 281: 16333-9. 
32 Gambaryan S, Kobsar A, Rukoyatkina N, Herterich S, Geiger J, Smolenski 
A, Lohmann SM, Walter U. Thrombin and collagen induce a feedback inhibitory 
signaling pathway in platelets involving dissociation of the catalytic subunit of 
protein kinase A from an NFkappaB-IkappaB complex. J Biol Chem. 2010; 285: 
18352-63. 
33 Marshall SJ, Senis YA, Auger JM, Feil R, Hofmann F, Salmon G, Peterson 
JT, Burslem F, Watson SP. GPIb-dependent platelet activation is dependent on 
Src kinases but not MAP kinase or cGMP-dependent kinase. Blood. 2004; 103: 
2601-9. 
34 Yin H, Liu J, Li Z, Berndt MC, Lowell CA, Du X. Src family tyrosine kinase 
Lyn mediates VWF/GPIb-IX-induced platelet activation via the cGMP signaling 
pathway. Blood. 2008; 112: 1139-46. 
35 Yin H, Stojanovic A, Hay N, Du X. The role of Akt in the signaling pathway 
of the glycoprotein Ib-IX induced platelet activation. Blood. 2008; 111: 658-65. 
36 Riba R, Patel B, Aburima A, Naseem KM. Globular adiponectin increases 
cGMP formation in blood platelets independently of nitric oxide. J Thromb 
Haemost. 2008; 6: 2121-31. 
37 Russo I, Traversa M, Bonomo K, De Salve A, Mattiello L, Del Mese P, 
Doronzo G, Cavalot F, Trovati M, Anfossi G. In central obesity, weight loss 
restores platelet sensitivity to nitric oxide and prostacyclin. Obesity (Silver 
Spring). 2010; 18: 788-97. 
38 Hobbs AJ, Moncada S. Antiplatelet properties of a novel, non-NO-based 
soluble guanylate cyclase activator, BAY 41-2272. Vascul Pharmacol. 2003; 40: 
149-54. 
39 Mullershausen F, Russwurm M, Friebe A, Koesling D. Inhibition of 
phosphodiesterase type 5 by the activator of nitric oxide-sensitive guanylyl 
cyclase BAY 41-2272. Circulation. 2004; 109: 1711-3. 
40 Haslam RJ, Dickinson NT, Jang EK. Cyclic nucleotides and 
phosphodiesterases in platelets. Thromb Haemost. 1999; 82: 412-23. 
41 Dunkern TR, Hatzelmann A. The effect of Sildenafil on human platelet 
secretory function is controlled by a complex interplay between 
phosphodiesterases 2, 3 and 5. Cell Signal. 2005; 17: 331-9. 
42 Feijge MA, Ansink K, Vanschoonbeek K, Heemskerk JW. Control of 
platelet activation by cyclic AMP turnover and cyclic nucleotide 
phosphodiesterase type-3. Biochem Pharmacol. 2004; 67: 1559-67. 
43 Sim DS, Merrill-Skoloff G, Furie BC, Furie B, Flaumenhaft R. Initial 
accumulation of platelets during arterial thrombus formation in vivo is inhibited by 
elevation of basal cAMP levels. Blood. 2004; 103: 2127-34. 
44 Hunter RW, Mackintosh C, Hers I. Protein kinase C-mediated 
phosphorylation and activation of PDE3A regulate cAMP levels in human 
platelets. J Biol Chem. 2009; 284: 12339-48. 
45 Zhang W, Colman RW. Thrombin regulates intracellular cyclic AMP 
concentration in human platelets through phosphorylation/activation of 
phosphodiesterase 3A. Blood. 2007; 110: 1475-82. 
46 Macphee CH, Reifsnyder DH, Moore TA, Lerea KM, Beavo JA. 
Phosphorylation results in activation of a cAMP phosphodiesterase in human 
platelets. J Biol Chem. 1988; 263: 10353-8. 



	
   20 

47 Jensen BO, Selheim F, Doskeland SO, Gear AR, Holmsen H. Protein 
kinase A mediates inhibition of the thrombin-induced platelet shape change by 
nitric oxide. Blood. 2004; 104: 2775-82. 
48 Müllershausen F, Friebe A, Feil R, Thompson WJ, Hofmann F, Koesling D. 
Direct activation of PDE5 by cGMP: long-term effects within NO/cGMP signaling. 
J Cell Biol. 2003; 160: 719-27. 
49 Wilson LS, Elbatarny HS, Crawley SW, Bennett BM, Maurice DH. 
Compartmentation and compartment-specific regulation of PDE5 by protein 
kinase G allows selective cGMP-mediated regulation of platelet functions. Proc 
Natl Acad Sci U S A. 2008; 105: 13650-5. 
50 Eigenthaler M, Nolte C, Halbrugge M, Walter U. Concentration and 
regulation of cyclic nucleotides, cyclic-nucleotide-dependent protein kinases and 
one of their major substrates in human platelets. Estimating the rate of cAMP-
regulated and cGMP-regulated protein phosphorylation in intact cells. Eur J 
Biochem. 1992; 205: 471-81. 
51 Nagalla S, Shaw C, Kong X, Kondkar AA, Edelstein LC, Ma L, Chen J, 
McKnight GS, Lopez JA, Yang L, Jin Y, Bray MS, Leal SM, Dong JF, Bray PF. 
Platelet microRNA-mRNA coexpression profiles correlate with platelet reactivity. 
Blood. 2011; 117: 5189-97. 
52 Francis SH, Poteet-Smith C, Busch JL, Richie-Jannetta R, Corbin JD. 
Mechanisms of autoinhibition in cyclic nucleotide-dependent protein kinases. 
Front Biosci. 2002; 7: d580-92. 
53 Hofmann F. The biology of cyclic GMP-dependent protein kinases. J Biol 
Chem. 2005; 280: 1-4. 
54 Lohmann SM, Walter U. Tracking functions of cGMP-dependent protein 
kinases (cGK). Front Biosci. 2005; 10: 1313-28. 
55 Massberg S, Sausbier M, Klatt P, Bauer M, Pfeifer A, Siess W, Fassler R, 
Ruth P, Krombach F, Hofmann F. Increased adhesion and aggregation of 
platelets lacking cyclic guanosine 3',5'-monophosphate kinase I. J Exp Med. 
1999; 189: 1255-64. 
56 Eigenthaler M, Ullrich H, Geiger J, Horstrup K, Honig-Liedl P, Wiebecke D, 
Walter U. Defective nitrovasodilator-stimulated protein phosphorylation and 
calcium regulation in cGMP-dependent protein kinase-deficient human platelets 
of chronic myelocytic leukemia. J Biol Chem. 1993; 268: 13526-31. 
57 Gambaryan S, Geiger J, Schwarz UR, Butt E, Begonja A, Obergfell A, 
Walter U. Potent inhibition of human platelets by cGMP analogs independent of 
cGMP-dependent protein kinase. Blood. 2004; 103: 2593-600. 
58 Li Z, Zhang G, Feil R, Han J, Du X. Sequential activation of p38 and ERK 
pathways by cGMP-dependent protein kinase leading to activation of the platelet 
integrin alphaIIb beta3. Blood. 2006; 107: 965-72. 
59 Begonja AJ, Geiger J, Rukoyatkina N, Rauchfuss S, Gambaryan S, Walter 
U. Thrombin stimulation of p38 MAP kinase in human platelets is mediated by 
ADP and thromboxane A2 and inhibited by cGMP/cGMP-dependent protein 
kinase. Blood. 2007; 109: 616-8. 
60 Jackson EC, McNicol A. Cyclic nucleotides inhibit MAP kinase activity in 
low-dose collagen-stimulated platelets. Thromb Res. 2010; 125: 147-51. 
61 Blackmore PF. Biphasic effects of nitric oxide on calcium influx in human 
platelets. Thromb Res. 2011; 127: e8-14. 



	
   21 

62 Bilodeau ML, Hamm HE. Regulation of protease-activated receptor (PAR) 
1 and PAR4 signaling in human platelets by compartmentalized cyclic nucleotide 
actions. J Pharmacol Exp Ther. 2007; 322: 778-88. 
63 Margarucci L, Roest M, Preisinger C, Bleijerveld OB, van Holten TC, Heck 
AJ, Scholten A. Collagen stimulation of platelets induces a rapid spatial response 
of cAMP and cGMP signaling scaffolds. Mol Biosyst. 2011; 7: 2311-9. 
64 Antl M, von Bruhl ML, Eiglsperger C, Werner M, Konrad I, Kocher T, Wilm 
M, Hofmann F, Massberg S, Schlossmann J. IRAG mediates NO/cGMP-
dependent inhibition of platelet aggregation and thrombus formation. Blood. 2007; 
109: 552-9. 
65 Lapetina EG, Lacal JC, Reep BR, Molina y Vedia L. A ras-related protein is 
phosphorylated and translocated by agonists that increase cAMP levels in human 
platelets. Proc Natl Acad Sci U S A. 1989; 86: 3131-4. 
66 Altschuler D, Lapetina EG. Mutational analysis of the cAMP-dependent 
protein kinase-mediated phosphorylation site of Rap1b. J Biol Chem. 1993; 268: 
7527-31. 
67 Chrzanowska-Wodnicka M, Smyth SS, Schoenwaelder SM, Fischer TH, 
White GC, 2nd. Rap1b is required for normal platelet function and hemostasis in 
mice. J Clin Invest. 2005; 115: 680-7. 
68 Kawata M, Kikuchi A, Hoshijima M, Yamamoto K, Hashimoto E, 
Yamamura H, Takai Y. Phosphorylation of smg p21, a ras p21-like GTP-binding 
protein, by cyclic AMP-dependent protein kinase in a cell-free system and in 
response to prostaglandin E1 in intact human platelets. J Biol Chem. 1989; 264: 
15688-95. 
69 Hata Y, Kaibuchi K, Kawamura S, Hiroyoshi M, Shirataki H, Takai Y. 
Enhancement of the actions of smg p21 GDP/GTP exchange protein by the 
protein kinase A-catalyzed phosphorylation of smg p21. J Biol Chem. 1991; 266: 
6571-7. 
70 Franke B, Akkerman JW, Bos JL. Rapid Ca2+-mediated activation of Rap1 
in human platelets. Embo J. 1997; 16: 252-9. 
71 Danielewski O, Schultess J, Smolenski A. The NO/cGMP pathway inhibits 
Rap 1 activation in human platelets via cGMP-dependent protein kinase I. 
Thromb Haemost. 2005; 93: 319-25. 
72 Schultess J, Danielewski O, Smolenski AP. Rap1GAP2 is a new GTPase-
activating protein of Rap1 expressed in human platelets. Blood. 2005; 105: 3185-
92. 
73 Hoffmeister M, Riha P, Neumüller O, Danielewski O, Schultess J, 
Smolenski AP. Cyclic nucleotide-dependent protein kinases inhibit binding of 14-
3-3 to the GTPase-activating protein Rap1GAP2 in platelets. J Biol Chem. 2008; 
283: 2297-306. 
74 Tzivion G, Avruch J. 14-3-3 proteins: active cofactors in cellular regulation 
by serine/threonine phosphorylation. J Biol Chem. 2002; 277: 3061-4. 
75 Mangin PH, Receveur N, Wurtz V, David T, Gachet C, Lanza F. 
Identification of five novel 14-3-3 isoforms interacting with the GPIb-IX complex in 
platelets. J Thromb Haemost. 2009; 7: 1550-5. 
76 Stefanini L, Bergmeier W. CalDAG-GEFI and platelet activation. Platelets. 
2010; 21: 239-43. 
77 Greco F, Sinigaglia F, Balduini C, Torti M. Activation of the small GTPase 
Rap2B in agonist-stimulated human platelets. J Thromb Haemost. 2004; 2: 2223-
30. 



	
   22 

78 Gratacap MP, Payrastre B, Nieswandt B, Offermanns S. Differential 
regulation of Rho and Rac through heterotrimeric G-proteins and cyclic 
nucleotides. J Biol Chem. 2001; 276: 47906-13. 
79 Manganello JM, Djellas Y, Borg C, Antonakis K, Le Breton GC. Cyclic 
AMP-dependent phosphorylation of thromboxane A(2) receptor-associated 
Galpha(13). J Biol Chem. 1999; 274: 28003-10. 
80 Manganello JM, Huang JS, Kozasa T, Voyno-Yasenetskaya TA, Le Breton 
GC. Protein kinase A-mediated phosphorylation of the Galpha13 switch I region 
alters the Galphabetagamma13-G protein-coupled receptor complex and inhibits 
Rho activation. J Biol Chem. 2003; 278: 124-30. 
81 Mazzucato M, Pradella P, Cozzi MR, De Marco L, Ruggeri ZM. Sequential 
cytoplasmic calcium signals in a 2-stage platelet activation process induced by 
the glycoprotein Ibalpha mechanoreceptor. Blood. 2002; 100: 2793-800. 
82 Tertyshnikova S, Yan X, Fein A. cGMP inhibits IP3-induced Ca2+ release 
in intact rat megakaryocytes via cGMP- and cAMP-dependent protein kinases. J 
Physiol. 1998; 512 ( Pt 1): 89-96. 
83 El-Daher SS, Patel Y, Siddiqua A, Hassock S, Edmunds S, Maddison B, 
Patel G, Goulding D, Lupu F, Wojcikiewicz RJ, Authi KS. Distinct localization and 
function of (1,4,5)IP(3) receptor subtypes and the (1,3,4,5)IP(4) receptor 
GAP1(IP4BP) in highly purified human platelet membranes. Blood. 2000; 95: 
3412-22. 
84 Schinner E, Salb K, Schlossmann J. Signaling via IRAG is essential for 
NO/cGMP-dependent inhibition of platelet activation. Platelets. 2011; 22: 217-27. 
85 Hassock SR, Zhu MX, Trost C, Flockerzi V, Authi KS. Expression and role 
of TRPC proteins in human platelets: evidence that TRPC6 forms the store-
independent calcium entry channel. Blood. 2002; 100: 2801-11. 
86 Redondo PC, Jardin I, Lopez JJ, Salido GM, Rosado JA. Intracellular 
Ca2+ store depletion induces the formation of macromolecular complexes 
involving hTRPC1, hTRPC6, the type II IP3 receptor and SERCA3 in human 
platelets. Biochim Biophys Acta. 2008; 1783: 1163-76. 
87 Wardell MR, Reynolds CC, Berndt MC, Wallace RW, Fox JE. Platelet 
glycoprotein Ib beta is phosphorylated on serine 166 by cyclic AMP-dependent 
protein kinase. J Biol Chem. 1989; 264: 15656-61. 
88 Bodnar RJ, Xi X, Li Z, Berndt MC, Du X. Regulation of glycoprotein Ib-IX-
von Willebrand factor interaction by cAMP-dependent protein kinase-mediated 
phosphorylation at Ser 166 of glycoprotein Ib(beta). J Biol Chem. 2002; 277: 
47080-7. 
89 Perrault C, Mangin P, Santer M, Baas MJ, Moog S, Cranmer SL, Pikovski 
I, Williamson D, Jackson SP, Cazenave JP, Lanza F. Role of the intracellular 
domains of GPIb in controlling the adhesive properties of the platelet GPIb/V/IX 
complex. Blood. 2003; 101: 3477-84. 
90 Andrews RK, Harris SJ, McNally T, Berndt MC. Binding of purified 14-3-3 
zeta signaling protein to discrete amino acid sequences within the cytoplasmic 
domain of the platelet membrane glycoprotein Ib-IX-V complex. Biochemistry. 
1998; 37: 638-47. 
91 Dai K, Bodnar R, Berndt MC, Du X. A critical role for 14-3-3zeta protein in 
regulating the VWF binding function of platelet glycoprotein Ib-IX and its 
therapeutic implications. Blood. 2005; 106: 1975-81. 
92 Roberts W, Michno A, Aburima A, Naseem KM. Nitric oxide inhibits von 
Willebrand factor-mediated platelet adhesion and spreading through regulation of 



	
   23 

integrin alpha(IIb)beta(3) and myosin light chain. J Thromb Haemost. 2009; 7: 
2106-15. 
93 Habib A, FitzGerald GA, Maclouf J. Phosphorylation of the thromboxane 
receptor alpha, the predominant isoform expressed in human platelets. J Biol 
Chem. 1999; 274: 2645-51. 
94 Zahedi RP, Lewandrowski U, Wiesner J, Wortelkamp S, Moebius J, Schutz 
C, Walter U, Gambaryan S, Sickmann A. Phosphoproteome of resting human 
platelets. J Proteome Res. 2008; 7: 526-34. 
95 Halbrugge M, Walter U. Purification of a vasodilator-regulated 
phosphoprotein from human platelets. Eur J Biochem. 1989; 185: 41-50. 
96 Butt E, Abel K, Krieger M, Palm D, Hoppe V, Hoppe J, Walter U. cAMP- 
and cGMP-dependent protein kinase phosphorylation sites of the focal adhesion 
vasodilator-stimulated phosphoprotein (VASP) in vitro and in intact human 
platelets. J Biol Chem. 1994; 269: 14509-17. 
97 Smolenski A, Bachmann C, Reinhard K, Honig-Liedl P, Jarchau T, 
Hoschuetzky H, Walter U. Analysis and regulation of vasodilator-stimulated 
phosphoprotein serine 239 phosphorylation in vitro and in intact cells using a 
phosphospecific monoclonal antibody. J Biol Chem. 1998; 273: 20029-35. 
98 Schäfer A, Burkhardt M, Vollkommer T, Bauersachs J, Münzel T, Walter U, 
Smolenski A. Endothelium-dependent and -independent relaxation and VASP 
serines 157/239 phosphorylation by cyclic nucleotide-elevating vasodilators in rat 
aorta. Biochem Pharmacol. 2003; 65: 397-405. 
99 Schwarz UR, Geiger J, Walter U, Eigenthaler M. Flow cytometry analysis 
of intracellular VASP phosphorylation for the assessment of activating and 
inhibitory signal transduction pathways in human platelets--definition and 
detection of ticlopidine/clopidogrel effects. Thromb Haemost. 1999; 82: 1145-52. 
100 Hauser W, Knobeloch KP, Eigenthaler M, Gambaryan S, Krenn V, Geiger 
J, Glazova M, Rohde E, Horak I, Walter U, Zimmer M. Megakaryocyte 
hyperplasia and enhanced agonist-induced platelet activation in vasodilator-
stimulated phosphoprotein knockout mice. Proc Natl Acad Sci U S A. 1999; 96: 
8120-5. 
101 Massberg S, Gruner S, Konrad I, Garcia Arguinzonis MI, Eigenthaler M, 
Hemler K, Kersting J, Schulz C, Muller I, Besta F, Nieswandt B, Heinzmann U, 
Walter U, Gawaz M. Enhanced in vivo platelet adhesion in vasodilator-stimulated 
phosphoprotein (VASP)-deficient mice. Blood. 2004; 103: 136-42. 
102 Aszodi A, Pfeifer A, Ahmad M, Glauner M, Zhou XH, Ny L, Andersson KE, 
Kehrel B, Offermanns S, Fassler R. The vasodilator-stimulated phosphoprotein 
(VASP) is involved in cGMP- and cAMP-mediated inhibition of agonist-induced 
platelet aggregation, but is dispensable for smooth muscle function. Embo J. 
1999; 18: 37-48. 
103 Harbeck B, Huttelmaier S, Schluter K, Jockusch BM, Illenberger S. 
Phosphorylation of the vasodilator-stimulated phosphoprotein regulates its 
interaction with actin. J Biol Chem. 2000; 275: 30817-25. 
104 Smolenski A, Poller W, Walter U, Lohmann SM. Regulation of human 
endothelial cell focal adhesion sites and migration by cGMP-dependent protein 
kinase I. J Biol Chem. 2000; 275: 25723-32. 
105 Galler AB, Garcia Arguinzonis MI, Baumgartner W, Kuhn M, Smolenski A, 
Simm A, Reinhard M. VASP-dependent regulation of actin cytoskeleton rigidity, 
cell adhesion, and detachment. Histochem Cell Biol. 2006; 125: 457-74. 



	
   24 

106 Worth DC, Hodivala-Dilke K, Robinson SD, King SJ, Morton PE, Gertler 
FB, Humphries MJ, Parsons M. Alpha v beta3 integrin spatially regulates VASP 
and RIAM to control adhesion dynamics and migration. J Cell Biol. 2010; 189: 
369-83. 
107 Butt E, Gambaryan S, Gottfert N, Galler A, Marcus K, Meyer HE. Actin 
binding of human LIM and SH3 protein is regulated by cGMP- and cAMP-
dependent protein kinase phosphorylation on serine 146. J Biol Chem. 2003; 278: 
15601-7. 
108 Traenka J, Hauck CR, Lewandrowski U, Sickmann A, Gambaryan S, 
Thalheimer P, Butt E. Integrin-dependent translocation of LASP-1 to the 
cytoskeleton of activated platelets correlates with LASP-1 phosphorylation at 
tyrosine 171 by Src-kinase. Thromb Haemost. 2009; 102: 520-8. 
109 Butt E, Immler D, Meyer HE, Kotlyarov A, Laass K, Gaestel M. Heat shock 
protein 27 is a substrate of cGMP-dependent protein kinase in intact human 
platelets: phosphorylation-induced actin polymerization caused by HSP27 
mutants. J Biol Chem. 2001; 276: 7108-13. 
110 Kato H, Takai S, Matsushima-Nishiwaki R, Adachi S, Minamitani C, Otsuka 
T, Tokuda H, Akamatsu S, Doi T, Ogura S, Kozawa O. HSP27 phosphorylation is 
correlated with ADP-induced platelet granule secretion. Arch Biochem Biophys. 
2008; 475: 80-6. 
111 Chen M, Stracher A. In situ phosphorylation of platelet actin-binding 
protein by cAMP-dependent protein kinase stabilizes it against proteolysis by 
calpain. J Biol Chem. 1989; 264: 14282-9. 
112 Jay D, Garcia EJ, Lara JE, Medina MA, de la Luz Ibarra M. Determination 
of a cAMP-dependent protein kinase phosphorylation site in the C-terminal region 
of human endothelial actin-binding protein. Arch Biochem Biophys. 2000; 377: 80-
4. 
113 Cranmer SL, Ashworth KJ, Yao Y, Berndt MC, Ruggeri ZM, Andrews RK, 
Jackson SP. High shear-dependent loss of membrane integrity and defective 
platelet adhesion following disruption of the GPIbalpha-filamin interaction. Blood. 
2011; 117: 2718-27. 
114 Hettasch JM, Sellers JR. Caldesmon phosphorylation in intact human 
platelets by cAMP-dependent protein kinase and protein kinase C. J Biol Chem. 
1991; 266: 11876-81. 
115 Nishikawa M, de Lanerolle P, Lincoln TM, Adelstein RS. Phosphorylation 
of mammalian myosin light chain kinases by the catalytic subunit of cyclic AMP-
dependent protein kinase and by cyclic GMP-dependent protein kinase. J Biol 
Chem. 1984; 259: 8429-36. 
116 Isenberg JS, Romeo MJ, Yu C, Yu CK, Nghiem K, Monsale J, Rick ME, 
Wink DA, Frazier WA, Roberts DD. Thrombospondin-1 stimulates platelet 
aggregation by blocking the antithrombotic activity of nitric oxide/cGMP signaling. 
Blood. 2008; 111: 613-23. 
117 Roberts W, Magwenzi S, Aburima A, Naseem KM. Thrombospondin-1 
induces platelet activation through CD36-dependent inhibition of the 
cAMP/protein kinase A signaling cascade. Blood. 2010; 116: 4297-306. 

 

 



	
   25 

Table 1. 
Substrates of PKAI/II and PKGI in platelets.  
The PKA and PKGI columns indicate if substrates have been shown to be 
phosphorylated by PKA or by PKGI. Question marks indicate that no data on 
phosphorylation in intact platelets has been published. P-AB indicates the 
availability of phosphorylation site specific antibodies against the indicated sites. 
 
Substrate Site PKA PKGI P-AB Proposed role of phosphorylation 

 
Ref. 

 
G-proteins and other signaling regulators 
Rap1B S179 √ √ - Detachment of Rap1B from plasma 

membrane 
[65, 66, 
68] 

Rap1GAP2 S7 √ √ √ Disruption of complex with 14-3-3, reduced 
Rap1 function, reduced cell adhesion 

[72, 73] 

Galpha13 T203 √ ? - Inhibition of RhoA activity [79, 80] 
IP3-R ? √ √ - Inhibition of Ca2+ release from intracellular 

stores 
[82, 83] 

IRAG S664 
S677 

? 
? 

√ 
√ 

√ 
√ 

Inhibition of Ca2+ release from intracellular 
stores 

[64, 84] 

TRPC6 ? √ √ - Unknown [85] 
PDE5A S92 - √ √ Increased cGMP degradation [48] 
PDE3A S312 √ ? √ Increased cAMP degradation [44, 46] 
GPIbβ S166 √ ? √ Regulation of cell adhesion [87-90] 
 
Actin-binding proteins 
VASP S157 

S239 
√ 
√ 

√ 
√ 

√ 
√ 

Regulation of actin dynamics [95-97, 
103, 
106] 

LASP S146 √ √ - Reduced F-actin binding [107] 
HSP27 T143 √ √ - Reduced actin polymerization [109] 
filamin-A S2152 √ ? - Protection against proteolysis [111, 

112] 
caldesmon ? √ ? - Unknown [114] 
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Figure Legends 
 
Figure 1. 
Model of the cAMP/cGMP signaling network in platelets.  
The intact endothelium releases prostacylin (PGI2) and nitric oxide (NO) which 
bind to the prostacyclin receptor (IP-R) and the soluble guanylyl cyclase (sGC), 
respectively. The IP-R stimulates cAMP synthesis by adenylyl cyclase (AC) via 
heterotrimeric Gs protein. NO activates sGC resulting in the synthesis of cGMP. 
Von Willebrand Factor (vWF), thrombin and collagen are probably also able to 
activate sGC, althought to a much lesser extent than NO. cGMP activates 
phosphodiesterases 2A and 5A resulting in the degradation of cAMP and cGMP, 
whereas cGMP inhibits PDE3A. cAMP stimulates cAMP-dependent protein 
kinase (PKA) which is expressed in two isoforms composed of regulatory 
subunits RIα or RIβ together with catalytic C subunits, or RIIβ and C subunits. C 
subunit of PKA has also been found in association with an NFκB-IκB complex 
from which it can be released by thrombin and collagen signaling. Only the PKGIβ 
isoform of cGMP-dependent protein kinase (PKG) is expressed in platelets. C 
subunits of PKA and PKGIβ phosphorylate common substrates which have been 
grouped according to function (box, for details see main text and Table 1). 
Substrate phosphorylation results in an inhibition of platelet activation, granule 
release, adhesion and aggregation. 
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