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Abstract. 
The islets of Langerhans collectively form the endocrine pancreas, the organ that is soley responsible for insulin secretion in mammals, and which plays a prominent role in the control of circulating glucose and metabolism. Normal function of these islets implies the coordination of different types of endocrine cells, noticeably of the beta cells which produce insulin. Given that an appropriate secretion of this hormone is vital to the organism, a number of mechanisms have been selected during evolution, which now converge to coordinate beta cell functions. Among these, several mechanisms depend on different families of integral membrane proteins, which ensure direct (cadherins, N-CAM, occludin, and claudins) and paracrine communications (pannexins) between beta cells, and between these cells and the other islet cell types. Also, other proteins (integrins) provide communication of the different islet cell types with the materials that form the islet basal laminae and extracellular matrix. Here, we review what is known about these proteins and their signaling in pancreatic β-cells, with particular emphasis on the signaling provided by Cx36, given that this is the integral membrane protein involved in cell-to-cell communication, which has so far been mostly investigated for effects on beta cell functions.
 

1. Introduction
In vertebrates, pancreatic beta cells are the sole source of the insulin hormone [1]. The modulation of insulin secretion as a function of the changing metabolic demand and environmental conditions, specifically the levels of circulating glucose, cannot be quantitatively fulfilled by a single beta cell. Indeed, the total amount of insulin of one cell (~10 pg) will not allow for establishment and maintenance of the basal circulating levels of the hormone (~1.25 mg/L in humans). Assuming that all beta cells of the million islets which are thought to be dispersed in a human pancreas contribute to these levels, this implies that about 125 cells should simultaneously secrete in each islet. After a meal, this number should increase by about 5 to 6-fold to rapidly establish the postprandial levels of insulin, which are required to maintain normoglycemia, and be tightly regulated to ensure the peripheral oscillations of the circulating levels of the hormone, which prevent the target tissues to establish a resistance to the hormone [2–4]. Eventually, the mechanism(s) controlling these surge and oscillations should also be able to synchronously turn off the secreting cells, in order to avoid dangerous hypoglycemia, once insulin has launched its anabolic effects. Thus, insulin secretion is a multicellular process, which implies the coordinated functioning of many pancreatic islets, and many beta cells within each of these functional subunits of the endocrine pancreas. 
With evolution, many mechanisms have converged to ensure this coordination, which ensures a proper secretion of insulin [5–9]. These mechanisms include several forms of indirect cell-to-cell communication, which use extracellular molecules that simultaneously signal multiple cells, including those mediated by short- and long-range actions of multiple neurotransmitters and hormones, as well as the mechanisms that affect beta cells by several other regulatory ions and low molecular weight second messengers, purinergic signals, and short lived gases. Given that islets are separated from each other by the exocrine acini, as well as by the connective and vascular tissues of pancreas, this set of mechanisms, and notably that mediated by neurotransmitters, is believed not to be dispensable for the islet-to-islet synchronization. This set of mechanisms also controls the function of beta cells within each islet, ensuring a fine tuning of the rapidity, amplitude, rhythmicity, decrease, and duration of the insulin release. This is indicated by the experimental perturbation of these parameters in vitro, that is, under conditions which alter, if they do not abolish, the intercellular flux of signaling molecules and, hence, the indirect mechanisms of indirect cell-to-cell communication. The regulatory molecules are presumably generated within each islet, inasmuch as isolated islets of Langerhans retain in vitro a close to normal ability to modulate insulin secretion and biosynthesis in response to glucose. 
Remarkably, however, the same in vitro conditions do not abolish a major physiological feature of pancreatic beta cells, which is observed in no other vertebrate cell types, that is, their ability to exquisitively sense minute changes in the levels of circulating glucose, and to regulate accordingly the level of insulin secretion. In contrast, this cell-specific feature is rapidly lost once beta cells loose the contacts which they natively establish with each other, and other types of endocrine cells, within the pancreatic islets. Since a partial recovery of this loss is acutely observed after cell reaggregation [5–9], at least some of the many surface proteins which become functionally activated upon beta cell contact appear obligatory for proper insulin secretion. 
Like all other types of epithelial cells, beta cells closely adhere to their neighbors by a variety of cell surface proteins [5–9], many of which are members of multigene families. These proteins selectively interact within restricted domains of the cell membrane to form intercellular junctions, or form channels permeable to a variety of ions, metabolites, and second messengers. Some junctions establish adhesive links between adjacent cells, ensuring the structural cohesiveness of the islet, and contribute to the functional polarity of secretory cells, by establishing distinct membrane domains. Other junctions provide for anchoring of the endocrine cells to extracellular pancreas components, which presumably allows for the establishment of pathways that transduce signals within and between cells, in order to couple extracellular changes with intracellular responses. Some channels establish direct exchanges of cytosolic components between adjacent cells, which allows for the synchronization of companion beta cells. Other channels may mediate the coordination of the beta cells with the surrounding alpha cells, which produce glucagon antagonistically with insulin secretion, as well as with the other types of islet cells, including the delta cells, which produce somatostatin in parallel with insulin secretion, the PP cells, which produce pancreatic polypeptide, and the epsilon cells, which produce ghrelin. Together, this set of mechanisms of direct communication ensures the integration of these different cell types within structurally and functionally coherent pancreatic islets [5–9]. Typically, these mechanisms operate over a small distance range, due to their dependence on cell-cell or cell-extracellular material contact, and because they are ofter diffusion driven, thereby providing a potential clue as to the intriguing small size of pancreatic islets, which has been consistently selected in most animal species [10].
This paper reviews the proteins involved in these direct cell communications [8, 9], and the mechanisms whereby they ensure direct islet cell adhesion (cadherins and Ca2+-independent junctional molecules), anchoring to the extracellular matric (integrins), polarity (claudins and occludin), and possibly communications between beta cells and other islet cell types. Specific attention is given to Cx36, the sole connexin expressed by pancreatic beta cells, since increasing evidence points to a relevant in vivo role of the coupling that this protein ensures within the islets, in multiple aspects of beta cell functions. 
2. Why Cell-to-Cell Interactions?
A first multi-cellular organism is believed to have formed between cyanobacteria some 3.5 billion years ago, relatively soon after the earth crust solidified [11]. Since, this event repeated itself a number of times [12–20] till about 800 million years ago, when it initiated the development of the larger algae, fungi, plants, and animals we now know [13–16, 21, 22]. This development was accompanied by increased genomic diversity, presumably as a result of the recruitment by multicellular organisms of genes from several unicellular ancestors [18, 19]. This recruitment, together with a series of spontaneous genetic mutations and environmental changes, is the likely cause of the increased size of the newly formed multicellular organism [12, 17]. In turn, this change lead to cell diversity, due to the necessity to sustain the larger body with novel metabolic and structural adaptations [21]. Thus, multiple cell types emerged [16, 21], imposing to the multicellular organism to transform from a mere aggregate of independent cells into a community of interacting cells. The new organisms presumably were selectively advantaged by these changes, since phylogeny shows a trend towards increased organism complexity [18, 19]. In turn, multicellularity provided control over the environment. This facilitated the independent determination of the intracellular medium and the constitution of a stable milieu interieur, which protected the multicellular organisms from environmental alterations [16]. 
3. How Cell-to-Cell Interactions?
This phenomenal and explosive evolution dependeds on the parallel development of a communication array for cross-talk between the various types of cells that strived to live together. Via such an array, adjacent and distant cells were forced to coordinate their function with that of other cells, to optimize their adaptation to the environment [23, 24]. Likely, this signaling array was initiated by the diffusion across the cell membrane of small signaling molecules [12, 25–32]. Since, selection has largely diversified this primordial mechanism, resulting in a complex array of cross-talking and to some extent overlapping cell communication mechanisms, which use different structures and signal molecules [8, 9]. These mechanisms are referred to as “indirect” or “direct” cell-to-cell communication mechanisms. Indirect cell communication does not require cell contact, being mediated by the extracellular flux of molecules that simultaneously signal multiple cells. A widespread modality of such a mechanism, is the diffusion in the extracellular spaces of hormones and neurotransmitters, which are simultaneously sensed by cells equipped with cognate receptors [28, 29, 31, 32]. This system ensures a highly specific signaling between both distant (hormonal and neural communication) and nearby cells (paracrine communication), sometimes even affecting the very same cell that generated the signal (autocrine feed-back loop). Another widespread form of indirect cell-to-cell communication is provided by the diffusion in the extracellular spaces of ions and molecules that enter cells either by free diffusion through the lipid membrane bilayers or by way of specific transporters/channels [33, 34]. A recently recognized variant of this modality is the release through membrane pannexin channels of cytosolic signal molecules which enter the extracellular fluid and then interact with specific receptors in close-by cells. Cell-to-cell coordination is then achieved by the simultaneous up- or downmodulation of specific metabolic and effectors pathways in several cells. A further modality of “indirect” cell-to-cell communication is the dispersion of the extracellular cell-to-cell signal by components of the extracellular matrix, to which multiple cells may simultaneously and dynamically attach by way of specific integrin proteins, that mediate both in-out and out-in signaling [8, 9]. 
Possibly because multicellularity initially developed in large aqueous media, most cell types also developed ways to communicate in a “direct” way, that is, by mechanisms which require their physical contact at the level of the cell membrane [8, 9]. A widespread modality of such direct cell-to-cell communications is via a large variety of cell adhesion glycoproteins, referred to as cell adhesion molecules (CAMs), which establish and maintain cell cohesion, while transmitting both intra- and extracellular information to adjacent cells [8, 9]. Direct cell-to-cell communication is also mediated by connexins [35–39], the nonglycosylated proteins that oligomerize to form hydrophilic cell-to-cell channel, which functionally joins two cytoplasms, thus allowing for bidirectional exchanges of a variety of cytosolic molecules [35–39]. 
Probably because most of these indirect and direct cell communication mechanisms operate in a relatively short distance range, they were not, alone, sufficient to cope with the increasing size and complexification of multicellular systems, which progressively included increasing numbers of cells, differentiating in multiple directions [15, 39]. Thus, the nervous and endocrine systems emerged to carry the signal molecules to both close-by and distant target cells [12, 26, 27, 40, 41]. The use of similar signal molecules and signal molecule-receptor interactions all along the phylogenetic tree suggests that the two systems evolved from a common ancestor [28–32, 40, 42–46], presumably by random modification of some common metabolite [27, 47]. Since, comparative biology has shown little evolutionary changes in the type of hormones produced by different organisms [27, 40, 42], but a large diversification of the types of cells targeted by the signaling molecules, and, to a lesser extent, of the pathways which are controlled by hormones and neurotransmitters in these cells [27, 40, 48]. As a result, a same signaling molecule may have markedly different effects in different species [27]. With the advent of large size vertebrates, the requirement for hormones increased, forcing the development of multicellular glands, where many cells would concentrate to produce one or several signaling molecules. Again, there has been but a modest phylogenetic adaptation of these glands, even when their spatial architecture changed, indicating some need for convergent evolution [25, 27, 49, 50].
4. Hormone Secretion Is a Multicellular Event
The phylogeny of endocrine glands recapitulates several steps of the evolution of multicellularity, notably the essential need for intercellular communication to ensure a coordinated function of the endocrine secretory cells that are vital for mammal survival. Thus, secretion of vital hormones is a multicellular process, given that no individual cell can produce, at any given time, the large amount of hormones that is required to ensure their vascular transport across a large organism, and to regulate the peripheral target organs. Hence, endocrine cells making a specific hormone should synchronize their activity with companion cells, and coordinate this activity with that of cells producing agonistic or antagonistic hormones, which may not function synchronously and at the same rate [51–55]. Since most hormonal secretions undergo regular fluctuations, as a function of circadian and other rhythms, and are affected by changes of the milieu interieur, the extracellular milieu of the organism and the environment, this coordination should be continuously adapted, on a moment-to-moment scale, to provide a hormone output commensurate with the needs of the organism. 
Endocrines meet these requirements, by using in parallel, though not necessarily simultaneously, all the indirect and direct forms of cell-to-cell communication mentioned above [51–53, 55–57], in patterns which differ from gland to gland. This organization results in a complex network of different regulatory systems, which largely overlap and, at times, interact with other pathways to promote or decrease their influence. Most likely, this partial redundancy was pressure-selected by the vital necessity of some of the hormones, like insulin or corticosteroids. Providing the cells making these hormones with many regulatory systems ensures that the biosynthesis, storage, and release of these molecules are maintained within a life sustainable range under most conditions, including when individual regulatory mechanism may have been lost. Distinct communication mechanisms, each resulting in quantitatively and qualitatively different effects, also provide endocrine cells with a much more sensitive and graded way to control their functioning, in both temporal and spatial terms, than possible using a single, on/off type of regulation. 
5. Cell Interactions in the Endocrine Pancreas 
5.1. What Is the Endocrine Pancreas?
In mammals, the endocrine pancreas is collectively made by a multitude of islets of Langerhans which are dispersed within the pancreas. Each islet is a round/ovoid mass, 50–600 μm in diameter, which comprises ~50–3000 cells, of which beta cells represent about 60% in humans. The remaining cells are glucagon-producing alpha cells, somatostatin-producing delta cells, pancreatic polypeptide-producing cells, and ghrelin-producing epsilon cells. The islets also comprise abundant endothelial cells, as well as some fibroblasts, lymphocytes, and macrophages [58]. This complex organization, and the vital necessity of these microorgans contrast with their actual minute amounts. In humans, the estimated number of pancreatic islets is one million per pancreas, under healthy, control conditions, which means that our survival is dependent on about one billion beta cells. Still, these cells altogether only form 1-2% of the volume of a control, adult human pancreas, and represents no more than 1 g wet weight tissue [58]. 
5.2. Interactions between Pancreatic Islets
Under resting conditions, the three main islet hormones, insulin, somatostatin and glucagon, are all released in an oscillatory manner [2–4, 59–62], which is synchronous for the two former hormones and antisynchronous for the latter [63]. After a meal, the release of insulin and somatostatin increases sharply, whereas that of glucagon decreases. Conversely, during fasting, insulin and somatostatin are downregulated, whereas the release of glucagon is increased. This regulation implies a coordination between both multiple islets, and between their different cell types, since a stochastic function of individual islets is unlikely to ensure both the acute and important post-prandial surges in the hormone levels, their regular, cyclic fluctuations over time, and their rapid off response when the nutrient stimulation ceases. Given that islets are separated from each other by basal laminae, connective tissue, and the acini of the exocrine pancreas, their coordination depends on a variety of hormonal and neural controls. Thus, insulin secretion is experimentally stimulated by gastric inhibitory peptide, thyrotropin-releasing hormone, glucagon-like peptide 1, 
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-adrenergic agonists, acetylcholine, cholecystokinin, gastrin-releasing peptide, and vasoactive intestinal peptide [64–67]. Conversely, inhibition is induced by corticotrophin-releasing factor, peptide YY, atrial natriuretic peptide, pancreastatin, 
	
		
			

				𝛼
			

			

				2
			

		
	
-adrenergic agonists, galanin, neuropeptide 1, and somatostatin [64–67]. In vivo, the insulin secretion of islets, which is initiated by circulating nutrients, mostly glucose, is essentially modulated by gut hormones, specifically gastric inhibitory peptide, glucagon-like peptide 1, cholecystokinin, and somatostatin [64–67]. In vitro, pulsatility of insulin secretion is preserved in the absence of hormonal circulation [2, 3, 66–68], further indicating that some intrapancreatic nervous system helps coordinating the individual islets. Since insulin pulses are altered by tetrodotoxin, but not by drugs blocking cholinergic and adrenergic receptors, this islet coordination presumably involves connections between islets, mediated by postganglionic fibers of autonomous ganglia [64]. These ganglia, which serve both as pancreatic pacemakers and as integration centers [66], receive adrenergic, cholinergic, and peptidergic inputs from both the central and the autonomous nervous systems [66].
5.3. Interactions within Pancreatic Islets
Within each pancreatic islet, endocrine and vascular cells communicate in a variety of ways which presumably include all the indirect and direct mechanisms listed above. Thus, it has long been known that the insulin-producing beta cells regulate their functions through interactions with the same hormones, neuromediators, and other signal discussed in the previous paragraph for islet communication. These signal molecules reach the pancreas from outside or are generated within the islet itself [6, 57, 64, 69, 70]. However, given that insulin secretion is still a regulated event under in vitro conditions which abolish the native blood supply and perturb both the innervation and the flux of extracellular fluid, other communication mechanisms must contribute to beta cell control. The finding that insulin secretion is altered after dispersion of islet cells and rapidly improves after their reaggregation or their interaction with components of the extracellular matrix [71–78], further suggests that these mechanisms depend on the establishment and maintenance of proper cell-to-cell and cell-to-matrix contacts. 
5.3.1. Indirect Interactions 
Neurotransmitter and Hormone Mediated
 Individual islets of Langerhans respond to most of the neuromediators and hormones which affect the endocrine secretion of the intact pancreas, including the four main islet hormones [69, 70, 79]. Thus, insulin inhibits glucagon secretion, and possibly also the secretion of somatostatin, pancreatic polypeptide, and insulin itself; glucagon stimulates insulin and somatostatin secretion; pancreatic polypeptide inhibits somatostatin secretion; and somatostatin inhibits the release of all islet hormones [69, 70, 79]. Some of these effects can be prevented by antibodies to specific hormones, suggesting that they may well be elicited in vivo after release of endogenous islet products [69, 70, 79]. Since islet cells are influenced by hormone levels much lower than those found in the venous effluent of the pancreas, it is difficult to conceive that any paracrine effect may occur by diffusion of hormones from the producing cell to nearby targets, through a continuous extracellular space. If this was the case, it is likely that the islet cell receptors may be downregulated by the sustained exposure to high hormone concentrations [69, 70, 79]. Thus, it is likely that islet hormones are channeled to specific membrane domains, either by restricted diffusion in the extracellular islet space or by vectorial transport via the islet microcirculation [64, 66, 69, 70, 79]. Microvessels originate from afferent arterioles in the center of the islets which, in the rodents that were used in these experiments, predominantly comprise insulin-producing beta cells and direct blood flow to the islet periphery [80], a region comprising beta, alpha, delta, PP, and epsilon cells [58, 81]. Comparison of arterial and venous infusions, in the presence and absence of hormone-neutralizing antibodies, suggests that blood flow reaches beta cells first, then alpha cells, and finally delta cells [79, 80]. According to this arrangement, high concentrations of insulin should almost continuously bath the peripheral islet mantle, whereas glucagon and somatostatin would have little chance of reaching most beta cells without first entering systemic circulation. However, whether and how all islet hormones actually have any intraislet effect in vivo is still the subject of substantial debate, since we still do not know the actual concentration of hormones in the interstitial islet fluid, the flux and direction of this fluid, and the distribution of islet cell receptors. Recent evidence has certainly provided evidence that at least insulin signaling is significant for islet function. Thus, invalidation of the gene coding for insulin receptors of pancreatic beta cells leads to mice featuring a selective loss of insulin secretion in response to glucose, which was sufficient to impair glucose tolerance [80]. Autonomic ganglia have not been observed within isolated islets [64], indicating that basal and stimulated insulin secretion may be sustained in the absence of innervation. Nevertheless, interruption of extraislet neural inputs from both parasympathetic and sympathetic fibers modifies islet function, as revealed by an increased frequency in the oscillations of insulin secretion, in rodents [2]. The rapid oscillations observed with individual, isolated islets are probably driven by periodic fluctuations in the levels of intracellular free Ca2+ and/or in the glycolytic activity of beta cells [61]. In vivo, these oscillations may be masked by the longer cycle pulses that result from the neural coordination of multiple islets [4, 63, 66]. Whether these considerations apply to human islets, in which the beta cell and alpha cell compartments are not as regionally distinct as in rodents [58, 81], and whose innervation also appears much sparser than in rodents [82, 83], remain to be shown.
Ion Mediated
 Numerous other, nonhormonal or neural signals which flow through the extracellular spaces of the pancreatic islets may help coordinating beta cell behaviour. For example, it has been noted that electrophysiological characteristics are quite variable at the level of single beta cells and become more uniform and stable when these cells aggregate into clusters [61, 81, 84]. Within intact islets, virtually all beta cells show a high degree of electrical synchronization during both silent and burst periods of electrical activity [61, 81, 84–87], implying an almost immediate intercellular coordination of the levels of current-carrying ions. This coordination has been verified for Ca2+, whose oscillatory levels appear to be determined collectively by groups of synchronized beta cells rather than by individual β-cells [61] and may rapidly equilibrate across whole islets [88, 89]. We now know that this equilibration is mostly dependent on Cx36 channels [59, 62], even though other regulatory mechanisms may modulate this essential function [3, 4]. Thus, the occurrence in the extracellular islet fluid of K+ waves, which regularly precede the bursts of electrical activity [90, 91], may provide a rapid and efficient way for coordinating the depolarization of the beta cell membranes, as well as the subsequent Ca2+ oscillations and insulin release in distant beta cells [6, 54, 57]. Still other islet cell interactions may involve signaling by either cytokines or NO [91–94].
Integrin Mediated
Numerous cell surface proteins have been identified as receptors for molecules of the extracellular matrix (ECM). Almost all of these proteins belong to the integrin family, which are receptors composed of an α (120–180-kDa) and a β subunit (90–110 kDa), noncovalently bound (Figure 1). Each subunit has an extracellular domain, a single transmembrane region, and a short cytoplasmic domain associated, via a variety of cytosolic protein partners, with actin microfilaments [95]. To date, 18 α and 8 β subunits have been identified in vertebrates, which assemble into at least 24 distinct integrin isoforms. Typically, different integrins serve as receptors for different components of the ECM (Figure 2). However, different integrins may also recognize the same ligand and, conversely, integrins composed of a same subunit may show different ligand binding specificities [95]. Integrins initiate the adhesion of cells to the substratum, on which they grow (basal lamina and ECM for epithelial cells), and organize their cytoskeleton, leading to changes in cell shape, polarity, and distribution of cellular organelles. They further activate a large variety of signal transduction events that modulate many aspects of cell behaviour, including proliferation, survival/apoptosis, shape, polarity, motility, gene expression, and differentiation [96–99]. Integrins are not endowed with enzymatic activity, but are associated with a broad variety of signaling and/or adaptor proteins involved in different signal transduction pathways. Frequently, integrin-mediated adhesion and/or clustering of integrins leads to enhanced activation of a cytoplasmic integrin-associated protein kinase, known as focal adhesion kinase (FAK) [100, 101]. A multitude of signaling molecules, including PI3K, protein kinase B (PKB/Akt), and the MAP kinase ERK, are regulated by integrin-mediated adhesion [100–102].





	
		
	


	
		
	


	
		
		
	




	
		
	


	
		
	


	
		
		
	




	
		
	


	
		
	


	
		
		
	




	
		
	


	
		
	


	
		
		
	




	
		
	


	
		
		
	


	
		
	


	
		
		
	






















	
		
		
		
		
		
		
		
		
		
	


	
		
		
		
		
		
		
		
		
		
	


	
		
		
		
		
		
		
		
		
		
		
		
		
		
		
		
		
		
	


	
		
		
		
		
		
		
		
		
		
		
		
		
		
		
		
	


	
		
		
		
		
		
		
		
		
		
	




Figure 1: Schematic representation of the membrane proteins involved in β-cell communication. Pancreatic islet cells express molecules for cell-to-cell communication, including tetraspan connexins, pannexins, occludins, and claudins, and single span cadherins, and N-CAM. Pancreatic islet cells also express molecules for cell-to-extracellular matrix communication, notably integrins. The spherical symbols on the extracellular loops of connexins and pannexins indicate the presence of highly conserved cysteine residues. The branched, dotted line on the second loop of pannexins indicates the site of glycosylation. 




	
	
	
	
	
	
	
	
	









	
	
	
	
	
	
	
	
	
	
	
	


	
	
	
	
	
	
	
	
	






	
		


	
		


	
		


	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	


	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	








	
	
	
	
	
	
	
	
	
	
	
	
	
	
	






	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	




	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	


	
	
	
	
	
	
	
	
	







	


	


	


	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	


	
		
			
		
			
		
		
			
		
	


	
		
			
		
			
		
		
			
		
	


	
		
		
			
		
	


	
		
		
			
		
		
			
		
	


	
		
		
			
		
		
			
		
	


	
		
		
			
		
		
			
		
	


	
		
		
			
		
		
			
		
	


	
		
			
		
			
		
		
			
		
	


	
		
		
			
		
		
			
		
	


	
		
		
			
		
		
			
		
	


	
		
		
			
		
		
			
		
	

Figure 2: Different membrane proteins account for different modalities of β-cell communication. Connexins mediate the direct cell-to-cell transfer of cytosolic molecules (dotted, double arrow head) between adjacent cells, an event referred to as cell-to-cell coupling. Pannexins mediate the exchange of molecules (dotted) between the cytosol and the extracellular space of cells. Some of the cytosolic molecules which exit cells through pannexin channels could ensure paracrine communication between close-by cells. Occludin and claudins provide for the sealing of small domains of the cell membrane and of portions of the islet extracellular spaces, hence establishing the polarity of β-cells. Cadherins and N-CAM ensure the adhesion between islet cells in contact. Integrins mediate the adherence of islet cells to the extracellular basal lamina (grey band) and matrix. Claudins, cadherins, N-CAM, and integrins also provide for the in-out and out-in signaling of β-cells (curved, double arrow heads) notably with regard to gene expression. 
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 integrin subunits [101–103] (Figure 3), and the same proteins are also found, together with α5 and α6, in the islets of several other species [104–108]. However, while the α3 subunit is restricted to islet cells, the α5 subunit was expressed by both islet and acinar cells [104, 105]. Immunofluorescence revealed that the expression of α6/β1 integrin varied among rat beta cells, in a way which correlated with the spreading of these cells on the laminin-rich 804G matrix. This spreading was decreased by antibodies against the α6/β1 integrin or its β1 subunit, as well as by antibodies against laminin-332, one of the ligands of α6/β1 [106, 108]. Within rodent islets, laminin-332, together with laminin-511, type IV collagen, and numerous other laminin chains, including α4, α5, β1, β2, and γ1, form basal laminae along both islet cells and blood vessels [106, 108]. In human islets, basal laminae are splitted in 2 parts, with some laminin chains facing only endothelial cells and others facing only islet cells [108, 109]. The latter basal laminae are unusual in that they are rich in lutheran glycoprotein, which functions as a laminin α chain receptor [109]. The data indicate that multiple receptors, recognizing many components of the ECM, ensure the adhesion and spreading of beta cells to the extracellular materials of pancreatic islets. They further document substantial differences in the composition and arrangement of basal laminae in rodent and human islets.








	
	
	



	
	
	
	


	


	
		


	
		


	



	
	
	
	
	
	
	
	
	


	
	
	
	
	


	
		


	
	
	
	


	
		


	
	
	
	
	
	
	
	


	
	
	
	
	
	
	
	



	
	
	
	


	
		


	
	
	
	
	



	
		


	
	
	
	
	
	
	
	
	



	
		


	


	


	
	
	
	
	
	
	
	
	
	
	
	


	


	


	
	
	
	
	
	
	
	


	


	


	
	
	
	
	
	
	


	
	
	
	
	
	
	
	


	



	
	
	
	
	
	
	
	
	
	


	
		
			
		
		
			
		
		
			
		
		
			
		
	

Figure 3: Schematic view of the β-cell arrangement within a pancreatic islet. The insulin- and C-peptide-producing β-cells interact with each other via Cx36, Pnx2, multiple cadherins, N-CAM, occludin, and several claudin isoforms. β-cells also adhere to their basal laminae (grey bands) and to those of the endothelial cells of islet capillaries (cap) by a variety of integrins. β-cells further interact with nearby glucagon-producing α-cells via Pnx1, and N-CAM. Whether a similar heterocellular interaction takes place with the somatostatin-producing δ-cells is not established. Similarly, there is no direct evidence for an interaction mediated by integral membrane proteins between β-cells and either the islet ghrelin-producing ε-cells or the pancreatic polypeptide-prodcuing PP cells.


Insulin secretion is improved when human islet cells are cultured on a ECM made by bovine corneal endothelial cells or of type IV collagen [109, 110], rather than on standard culture plastic. This effect was associated with a decreased transcription of the insulin gene and was dependent on the activation of the ERK pathway [106, 110]. Glucose-induced insulin secretion from rat islets is also stimulated by different ECMs, including endothelial basement membranes, purified fibronectin, and the 804G matrix [111–113], in a way that correlates with the degree of cell spreading, as a result of an upregulation in the expression of α6/β1 integrin. Thus, secretagogues elicited a higher insulin output from flattened than from spherical beta cells [106]. Comparable observations were made in cultures of canine islet cells, whose expression of α3, α5, and αV decreased with time, coincident with a decrease in proinsulin gene expression, islet insulin content, and stimulated insulin release [105]. Exposure of beta cells to antibodies blocking either the β1 integrin subunit or its laminin-332 ligand resulted in a reduction in glucose-stimulated insulin secretion when cells were attached to 804G matrix [108]. The former antibody also inhibited the phosphorylations mediated by FAK, indicating that the out-in signaling activated by the engagement of β1 integrins by laminin-332 is relevant to normal beta cell function [108]. These observations demonstrate that the islet cell-matrix interactions, mediated by specific integrins and their cognate glycoprotein ligands, modulate the sensitivity of beta cells to glucose.
The basal laminae (Figure 3) of fetal pancreatic ducts contain laminin-1, fibronectin, and collagen IV [106], and the epithelial cell clusters which bud off these ducts to begin islet morphogenesis express the cognate receptors 
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 integrins [106]. Fetal beta-cells also express 
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, an integrin which is strongly induced after islet isolation and culture, and which mediates the migration of fetal beta cells on type IV collagen [106]. Parallel in vitro experiments showed that mesenchymal stem cells from umbilical cord blood can be induced to differentiate into pancreatic endocrine cells, by a mechanism which is significantly activated in the presence of ECM, and lead to the formation of three dimensional pseudoislet structures [106, 114, 115]. Proliferation of rodent islet cells is enhanced on a matrix derived from bovine corneal endothelial cells, on a collagen gel and on the 804G matrix [116–120]. While epithelial cells from fetal human pancreas also grow more rapidly on selected ECMs than on standard culture plastic [121], recent data have shown that, after a limited numbers of years, human beta cells are no more able to proliferate in vitro, including on the 804G matrix [122], presumably due to epigenetic downregulation of key cell cycle genes. Thus, the effects of integrins and ECM on islet cell growth appear to be cell-, age-, and species-specific. In culture, the survival of isolated islets of Langerhans is prolonged in the presence of some ECM, which probably protects the microorgans from anoikis [123], and isolated beta cells are also partially protected from the apoptosis induced by serum deprivation and by interleukin-1β, when cultured on the 804G matrix. While a direct involvement of integrins in the control of beta cell viability has not yet been demonstrated, the expression of α3, α5, and αV integrins at the surface of islet cells decreases with culture time, and this change is coincident with a rise in beta cell apoptosis [105]. The mechanism underlying these effects remains to be fully elucidated. The activity of caspase-8 is reduced in islet cells cultured on ECM, under conditions that increase the activity of  focal adhesion kinase (FAK), protein kinase B (PKB, or Akt), and the extracellular signal-regulated kinase (ERK). Conversely, treatment with either an anti-β1 integrin antibody, the ERK pathway inhibitor PD98059, or the phosphatidylinositol 3-kinase inhibitor LY294002 increased apoptosis in cells cultured on the 804G matrix, but not on poly-L-lysine [124]. Another study has documented that the 804G matrix induces a transient and moderate increase in the NF-kappaB activity of beta cells [116]. However, this effect is unlikely to account for the improved viability of islet cells, given that the survival of beta cells grown on the 804G matrix was not affected by inhibiting NF-kappaB phosphorylation using either Bay 11-7082, or by preventing this phosphorylation in cells transduced with an adenoviral vector encoding for a nonphosphorylatable form of IkappaB alpha [124]. These experiments indicate that the engagement of integrins with the components of the islet ECM, and notably laminin, may be crucial for islet morphogenesis, as well as for the generation and survival of differentiated beta cells. They also call for direct experiments aimed at elucidating the pathways whereby ECM protects beta cells against apoptosis. 
The migration of autoreactive lymphocytes and other immune cells from the blood stream into pancreatic islets is a pathophysiological culprit in the initiation of type 1 diabetes, which may be controlled by the molecular composition of ECM and the expression of selected CAMs and integrins at the surface of both lymphocytes and endothelial cells [125]. Thus, intercellular adhesion molecule 1 (ICAM-1), which is expressed by beta cells, has also been implicated in the extravasation of lymphocytes from the circulation into the inflamed pancreas [126]. Treatment of nonobese diabetic mice with monoclonal antibodies against L-selectin and the α4 subunit of integrins protects against the spontaneous occurrence of insulitis and diabetes [127]. Furthermore, lymphocytes of inflamed islets express the α4/β7 integrin, and treatment of young diabetic mice with monoclonal antibodies against the β7 subunit of this molecule also leads to a significant and long-standing protection against the spontaneous development of diabetes and insulitis [128]. 
In most transplantation centers, isolated pancreatic islets are cultured 1-2 days prior to transplantation for a variety of safety and logistical raisons, as well as to improve the viability of the islets which may have been compromised by the isolation procedure. Since ECM is a native component of the islet microenvironment which positively affects islet cell function in vitro, its effects on the survival of transplanted islets have been investigated. In one study, the natural ECM of small intestine submucosa was shown to improve the secretion of isolated islets cultured for several days [129]. Also, when a polymer scaffold made of lactide and glycolide copolymers as well as collagen IV was used as a platform for islet transplantation, to mimic the 3D organization of ECM, the hyperglycemia of diabetic mice was corrected faster than in mice transplanted only with isolated islets [130]. Similar results were obtained with human islets embedded in a synthetic matrix composed of nanofibers, and transplanted into diabetic immunodeficient mice [131]. Chitosan-based artificial matrices have been recently proposed as an alternative to natural ECM for islet transplantation. In these 3D structures, the isolated islets retain the initial morphol-ogy and adequate insulin release for several weeks of culture [132]. These studies indicate that the design of an adequate and well-defined ECM microenvironment and the in vitro reestablishment of the cell-ECM interactions which normally take place within the native pancreas may be instrumental to improve the survival and function of transplanted islets.
Pannexin Mediated
 The sequencing of mammalian genomes has revealed pannexins, a family of 3 proteins, which feature a membrane topography analogous to that of innexins and connexins [131, 132] (Figure 1). Thus, pannexins display N- and C-terminal domains within the cytoplasm, two extracellular and one cytoplasmic loop domains, and four membrane-spanning segments. However, and in contrast to connexins, pannexins contain two Cys residues in each extracellular loop, and consensus sequences for glycosylation [133–136]. During their intracellular trafficking, 6 pannexins oligomerize to form an hexamer referred to as a pannexon, which is inserted in the cell membrane. This structure forms the wall of a hydrophilic channel which, when opened, establishes a communication between the cytosol and the extracellular fluid (Figure 2). Through pannexin channels, a variety of cytosolic molecules, including ATP, glutamate, and epoxyeicosatrienoic acid [137–139], may escape the cell and either bind to prurinergic receptors on nearby cells or enter these cells, in a channel-dependent variant of paracrine cell-to-cell communication. At least in vitro, the pannexon channels also allow cells to rapidly incorporate molecules present in the extracellular fluid, by a gradient-dependent diffusion mechanism [140–144]. In contrast, and probably because of the glycosylated residues, the pannexons of one cell cannot approximate those of an adjacent cell sufficiently close to establish a cell-to-cell channel [135, 136, 142, 143, 145–147]. Pannexin channels are activated by mechanical stress [148–151], large depolarizations, and activation of purinergic receptors [138, 152–159]. These channels have now been implicated in a number of physiological functions, including gene expression, propagation of calcium waves, vasodilation, taste sensation, and immune response [160]. The proteins have also been implicated in a variety of pathophysiological conditions, including cell death, and tumorigenesis [160–162].
Little is known about the function of pannexins in pancreatic islets, beside the finding of transcripts coding for both Pnx-1 and Pnx-2 (unpublished). While cell purification studies indicate that beta-cell-rich fractions predominantly express the RNA of Pnx2, whereas the nonbeta-cell-rich fractions predominantly express the transcript of Pnx-1 (unpublished; Figure 3), neither the cell distribution nor the levels of the cognate proteins are yet established, mostly because of the modest quality of the existing antibodies. In view of the many similarities between beta cells and neurons, a prediction would be that Pnx-2 is selectively expressed by beta cells. Given that these channels can be permeated by glutamate, a putative beta-to-alpha paracrine signal [163], such channels could operate in coordinating the antagonistic insulin and glucagon secretions. Even though the beta-alpha cell interactions have been usually attributed to paracrine communication, a hormonal signaling cannot alone account for all conditions under which beta and alpha cells function antagonistically [51, 53, 163]. The comparison of wild type and pannexin null [161, 164] mice is expected to provide clues about this possibility. At this point, tracer and ATP release experiments have not yet demonstrated that functional Pnx channels operate in isolated mouse islets [147] a negative finding that should take into account that these channels have a rather small conductance and a quite low open probability [160].
5.3.2. Direct Interactions
In spite of some dynamic and quantitative alterations, glucose-induced insulin release is preserved under in vitro conditions which perturb the innervation, blood supply, and flux of extracellular fluid which, in vivo, mediate the indirect communications between islet cells, discussed in the previous sections. In contrast, physical separation of the islet cells leads to a rapid loss of this regulation, which is at least partially reversible soon after the reestablishment of cell contacts [6, 7, 51, 57]. Hence, maintenance of regulated secretion is dependent on the preservation of at least some of the contacts beta cells established within native pancreatic islets [6, 7, 51, 57]. Three modalities of the direct cell-to-cell communication with contact permits operate within pancreatic islets.
Receptor/Ligand Mediated
By bringing cell membranes in close proximity, contact between beta cells allows for the interaction of surface receptors featured by one cell, with surface ligands carried by an adjacent cell. Thus, invalidation of the gene coding for either the insulin or the Igf1 receptor of beta cells unexpectedly resulted in defective glucose-stimulated insulin secretion and impaired glucose tolerance [80, 165], presumably because the intra-islet signaling provided by insulin in either an autocrine and/or paracrine manner is interrupted. A severe impairment of glucose-induced insulin release is also observed after interference with the EphA- and Fas-dependent pathways of β-cells, presumably due to perturbed interaction between one of these two receptors and its cognate ligand [166, 167].
Cell Adhesion Molecule Mediated
 Most cell types adhere to each other by a variety of single pass, transmembrane proteins, referred to as cell adhesion molecules (CAMs) [168] (Figure 1). Most CAMs are functionally dependent on extracellular Ca2+ and thus are referred to as cadherins. These glycoproteins, which have a molecular mass of about 120 KDa, form a family including E, P, N, and R isoforms [169, 170]. The homophilic interaction between cadherins is initiated through dimerization of two cadherin molecules in the membrane of one cell, followed by the homologous interaction of the extracellular domains of one dimer, with the corresponding moieties assembled by an adjacent cell. In the presence of Ca2+, the dimers intermingle as the teeth of a zipper, ensuring a stable and strong cell-to-cell adhesion. The intracellular domains of classical cadherins interact with actin myofilaments via several cytosolic proteins, including α-actinin, β-catenin, γ-catenin, and p120 [171]. Cadherins control cell-to-cell adhesion (Figure 2) and, thus, are central to the establishment and maintenance of multicellular organisms. During prenatal development