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Abstract

:

The pH of the tumor microenvironment drives the metastatic phenotype and chemotherapeutic resistance of tumors. Understanding the mechanisms underlying this pH-dependent phenomenon will lead to improved drug delivery and allow the identification of new therapeutic targets. This includes an understanding of the role pH plays in primary tumor cells, and the regulatory factors that permit cancer cells to thrive. Over the last decade, carbonic anhydrases (CAs) have been shown to be important mediators of tumor cell pH by modulating the bicarbonate and proton concentrations for cell survival and proliferation. This has prompted an effort to inhibit specific CA isoforms, as an anti-cancer therapeutic strategy. Of the 12 active CA isoforms, two, CA IX and XII, have been considered anti-cancer targets. However, other CA isoforms also show similar activity and tissue distribution in cancers and have not been considered as therapeutic targets for cancer treatment. In this review, we consider all the CA isoforms and their possible role in tumors and their potential as targets for cancer therapy.
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1. Introduction


Carbonic anhydrases (CAs) have been studied for over 90 years. Since their first discovery in 1933, CAs have been at the forefront of scientific discovery; from basic enzymology, to the application of structural biology and in silico approaches to study protein dynamics. In addition, CAs have been shown to be important in drug discovery and clinical medicine. CAs comprise a family of metalloenzymes that catalyze the reversible hydration of CO2, in the presence of water, to HCO3− with the release of a proton a mechanism that was first inferred in 1933 [1]. CAs are grouped into six evolutionary distinct classes (α, β, γ, δ, ζ, and η), which implies convergent evolution of a biochemical reaction essential for life processes, encompassing both prokaryotic and eukaryotic organisms and viruses. These ubiquitous enzymes play important roles in ion transport, acid–base regulation, gas exchange, photosynthesis and CO2 fixation [2,3]. The α-class, which is the best characterized of the six classes, is found primarily in vertebrates. The β-class is present in higher plants and some prokaryotes, γ is expressed in higher plants and prokaryotes, and the δ and ζ have only been observed in diatoms [2,4]. The most recently identified CA family is the η-class, which was discovered in the malaria pathogen, Plasmodium falciparum [5].



The human CAs (α-class) share the same 3D tertiary structure, but differ in sequence (Table 1). Furthermore, CAs are expressed in specific tissues and cellular compartments that differ in pH and metabolic rate, properties that drive the contributions of catalyzed CO2 reactions in many physiological processes. In humans, 15 CA isoforms are encoded. Among these, only 12 coordinate a zinc in the active site making them catalytically active (CAs I–IV, CAs VA–VB, CAs VI–VII, CA IX, and CAs XII–XIV). Isoforms CA VIII, X, and XI are termed CA-related proteins (CA-RPs) as they lack the required metal ion within the active site [6,7]. While the α-CAs were initially purified from bovine erythrocytes, studies in human erythrocytes revealed three CA isoforms designated as A and B, which we now know are identical, and C (now named CA I and CA II, respectively) [8,9]. Amino acid sequences and X-ray crystallography studies for both isoforms were reported during the 1970s [6,7,10,11]. During the same decade, CA III, a sulfonamide-resistant CA isoform, was discovered and purified from rabbit skeletal muscle [12]. In 1979, the secreted CA VI isoform was isolated from the saliva of sheep and later characterized in humans [13,14]. CA IV, a membrane-associated isoform, was purified during the 1980s [15,16,17,18], while cytosolic CA VII isoform [19], the membrane-bound isoforms CA IX [20,21], CA XII [22], and CA XIV [23,24], and the mitochondrial isoforms CA VA and CA VB [25,26,27] were all discovered in the 1990s. During the early 2000s, CA XIII was purified and characterized [28], whereas the CA-RPs were shown to be cytosolic proteins [29].



The α-CAs are involved in many physiological processes including respiration, pH regulation, Na+ retention, calcification, bone resorption, signal transduction, electrolyte secretion, gluconeogenesis, ureagenesis, and lipogenesis. Due to their broad roles in metabolism, CAs have served as therapeutic targets for several diseases, including glaucoma and epileptic seizures, altitude sickness, and more recently in the treatment of obesity and pain [30,31,32]. In addition, two of the membrane-bound CAs have been shown to be important for tumorigenesis [3,33,34,35,36,37,38,39,40,41]. CAs have also gained industrial interest as biocatalysts for carbon sequestration of fuel-gas and CO2 gas exchange in artificial lungs [42,43,44,45,46,47]. All of these applications are possible because of the favorable properties of CAs such as “fast” enzyme kinetics, easy expression, high solubility, and intermediate heat resistance [4,48]. The kinetic properties of the CAs are listed in Table 2.



Of the 15 CA isoforms expressed in humans, only CA IX and CA XII have been implicated in cancer. These enzymes are transmembrane proteins in which their extracellular domain contains the catalytic activity, positioning them in the regulation of the tumor microenvironment. CA IX is of particular interest because of its high expression in solid tumors while exhibiting low expression in normal tissues [3,48,49,50]. Yet, reducing activity of either CA IX/XII activity appears to affect the pH of the tumor microenvironment reducing tumor cell survival and proliferation [33,51]. Taken together, these characteristics make CA IX/XII attractive as anti-cancer targets. Other isoforms may have targeting potential with respect to cancer, but little is known about their specific function even though there is evidence of their expression and upregulation in tumors.



Because of the established roles that both CA IX and CA XII play in the process of tumorigenesis, cancer cell signaling, tumor progression, acidification, and metastasis, many classes of CA IX/CA XII-targeted inhibitors and biologics have been studied in the preclinical setting. These studies have yielded promising results showing that inhibition of CA IX/CA XII catalytic activity decreased the growth, proliferation, and metastatic potential of several aggressive cancers both in vitro and in vivo [36,52,53,54,55]. The most successful to date include the use of sulfonamide-based compounds and monoclonal antibodies for the treatment of cancers that overexpress CA IX or CA XII. Please see the extensive reviews published by us and others [32,50,56,57]. Two of the sulfonamide-based inhibitors (SLC-0111 and E7070/Indisulam) are currently in clinical trials. Clinical trials involving immunotherapy using monoclonal antibodies (G250 and its chimeric derivative cG250) alone or combined with other therapeutic techniques are also currently under development [58,59,60,61]. In addition, immuno-detection strategies have also been adopted to target CA IX for molecular imaging of tumor hypoxia [62,63,64]. The goal of detecting hypoxia in a non-invasive manner, could predict patient outcome to drug therapy and serve as a tool to inform treatment decisions.



In this review, the current understanding of CAs role in tumor physiology and pH regulation is discussed. The expression and function of each CA isoform in both normal and tumor cells/tissues, as well as some of the commonly found mutations in tumor specimens, will be discussed. The goal of this review is to provide a comprehensive overview of the CA family and their combined role in cancer and current anti-cancer therapies.




2. pH—The Role of CAs in Tumors


2.1. Differential pH Creates the Ideal Conditions for Tumor Cell Proliferation and Survival


Primary tumors are often described as heterogeneous, in that cells of different types, metabolic states, and stages within the cell cycle can exist at any given time-point [65,66]. This diversity complicates anti-cancer treatment targeting the primary tumors, and becomes even more complicated as tumors reach later stages and/or become highly aggressive. One of the most problematic situations occurs in the context of hypoxia. Tumor hypoxia has been well characterized and is initiated through environmental or genetic factors causing a metabolic shift towards rapid aerobic glycolysis [67,68]. This process is commonly known as the “Warburg Effect” and is defined by increased glucose consumption via glycolysis diverting glucose carbons to lactic acid, even in the presence of oxygen [69,70]. This limits ATP production via oxidative phosphorylation but increases ATP production by glycolysis [71]. There is evidence that oxidative phosphorylation is supported by anepleurotic reactions particularly through glutamate dehydrogenase, which converts glutamate (derived from glutamine) to α-ketoglutarate another commonly observed metabolic alteration in cancer [72,73,74]. Additionally, glycolysis supports the synthesis of phospholipids by providing the glycerol phosphate backbone via the glycolytic intermediate, dihydroxycetone phosphate. This is important for membrane biogenesis, which underlies the success of cancer cell replication [75]. When tumor cells transition to a hypoxic, or the aerobic glycolytic state, there is a measurable pH difference between the extracellular and intracellular pH (pHe and pHi, respectively). In part, this is postulated to be due to the over production of lactate because of high glycolytic rates and inhibition of pyruvate decarboxylation in the mitochondria. Export of metabolic acids ultimately lowers pHe [76].



In most normal cells, a pH differential is maintained between pHi and pHe such that the extracellular space maintains a slightly more basic environment (pHe ≥ 7.3) relative to the intracellular environment (pHi = 7.2) [77,78,79]. This gradient permits the function of normal metabolic, transport, and regulatory processes. In hypoxic tumor cells, however, pHe drops to values ranging from 6.5–7.1 with only a marginal decrease in pHi (≥ 7.2) [77,78,80]. This activates a cascade of events that provide an advantage for tumor cell survival and proliferation. Specifically, the acidic pHe becomes favorable for extracellular matrix (ECM) remodeling, limits HCO3− dependent dynamic buffering, and induces acid activation and expression of proteases, resulting in the facilitation of tumor cell dissemination and invasion. Additionally, the slight decrease in pHe favors tumor cell proliferation, metabolic adaptation, migration pathways, and results in evasion of apoptosis. This ultimately sets up conditions that benefit tumor cell survival and proliferation, resulting in an unfavorable prognosis for cancer patients [67,76,78,81]. The increase in pHi, when compared to the more acidic pHe, favors flux through glycolysis and inhibition of gluconeogenesis (mostly in the liver and pancreas) [82,83]. Specifically, pHi ≥ 7.2 stimulates lactate dehydrogenase (LDH) activity, which has an in vitro pH optimum of ~pH 7.5. This enzyme mediates the conversion of pyruvate to lactate and regenerates NAD+, which is required for continued glycolytic activity [84,85]. Furthermore, the increased pHi increases expression of several glycolytic enzymes, thus contributing to the high rate of observed glycolytic activity within the tumor cell. Alternatively, a lower pHi (<7.2) will reverse these conditions and decrease expression of glycolytic enzymes such as LDH, and transporters like GLUT1 [86,87].



The decrease in pHe is caused by the rapid extrusion of lactic acid and free protons from tumor cells, resulting from the upregulation of glycolysis in the cytosolic compartment. It has been postulated that glycolytic enzymes cluster at the inner surface of cell membranes and interact with ion and proton transporters at the cell surface. This allows for a rapid transport of protons both in and out of the cell depending on the shift in metabolic equilibrium achieved within the cellular microenvironment [88,89]. In addition, an acidic pHe establishes a favorable environment for cell metastasis and invasion [90]. Specifically, acidic pHe enhances expression and activities of ECM reorganizational proteases, such as matrix metalloproteinases (MMPs) and cathepsin B [91,92]. In combination with this, an increased pHi ≥ 7.2 creates an environment that favors de novo actin filament formation through the expression and activation of actin-binding proteins such as cofillin, villin, profilin, twinfilin, and talin [93,94,95,96,97,98]. This, in turn, promotes metastatic and invasive tumor cell behavior [93,94,95,96,97,98].



This unique pH profile in tumor cells also permits cancer cell proliferation through bypassing cell cycle check points and evasion of apoptotic pathways [99,100]. When pHi ≥ 7.2, there is an increase in the activity of CDKs, specifically CDK1, which increases the efficiency of MAPK pathways [101]. This stimulates the rate of progression through the G2/M phase and into the S phase, where tumor cells become more adapted to proliferation and less sensitive to chemo- and radiation therapies [101]. In addition, the increased pHi suppresses DNA damage checkpoints that would typically slow the progression of a cell through the G2/M phase and restrict proliferation [78]. In combination with this, a pHi ≥ 7.2 favors a suppression of apoptotic pathways [100,102]. In normal cells (where pHi = 7.2), a reduction in pHi to < 7.2 would result in a conformational change in the pro-apoptotic factor, BAX, causing its activation and interaction with the mitochondrial membrane [103]. This interaction causes the release of cytochrome c from the inner mitochondrial membrane and activation of other pro-apoptotic factors such as the caspases [100]. Caspase activity achieves optimal efficiency near pH 6.8 in vitro. When the pHi becomes slightly more alkaline, these pathways are suppressed, allowing the tumor cells to resist apoptosis [100]. In addition, with a pHi ≥ 7.2, which is the case in most tumor cells, there is a high probability that this anti-apoptotic pH level will be maintained, even in cases where there may exist a small influx of protons. Taken together with pH-induced ECM and metabolic transitions, it is clear that the unique pH differential across membranes drives tumor cell proliferation and survival.




2.2. CAs’ Role in Creating a Tumor Cell pH Differential


If we can understand the complex factors that establish the unique pH environment of tumor cells, it may be possible to develop therapeutics strategies that can reduce or inhibit these factors to re-normalize pH. In recent years, the carbonic anhydrase family has been shown to create and maintain the pH differential in tumor cells [104]. Evidence over the last two decades has determined CAs play a pivotal role in tumor cell metabolism, migration and invasion, and also in cell survival [3,50,105]. This has prompted efforts by several groups to determine targeting strategies against CAs to inhibit cancer progression. Despite the progress that has been made, there remains many unanswered questions about the role CAs play in tumor cell biology, and the mechanistic details that correlate CA inhibition with the observable therapeutic effects on cancer.



It is widely accepted that CAs are the driving force in pH regulation in primary tumor cells as they are for normal tissue. These enzymes function, through their hydratase/CA activity, to regulate the production of bicarbonate, the universal physiological buffer. Along with this, CAs produce or sequester protons. In addition to their hydratase activity, CAs also have a slower esterase activity, which is mediated by the same catalytic pocket with a mechanism similar to that of the hydratase/CA activity [106]. Thus, many investigators use esterase activity as an indicator of the hydratase activity [106,107]. The role of this esterase reaction in cancer, however, is currently unknown. The two-step CA reaction mechanism is given below (Equations (1) and (2)), and reviewed in detail by Lindskog and Coleman [108], and again by Frost and McKenna [3]. The process, common to reversible biochemical pathways, can be thought of as a two-step equilibrium, whereby substrate/product concentrations determine the reaction direction. In most normal tissues, it is predicted that this results in a constant supply of buffering agents for the maintenance of physiological pH. How does this process contribute to distinct regulation in the hypoxic tumor cell? Two hypotheses have been proposed to describe how CA activity can regulate and foster the unique pH differential within a tumor cell.
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Hypothesis 1 (Figure 1A).

This hypothesis suggests cooperative activity between cytosolic (such as CAs I and II) and extracellular CAs (IX, XII, and perhaps XIV) that ‘cycle’ substrates for pH regulation between the extracellular and intracellular tumor environment. Specifically, extracellular CAs take advantage of the large quantity of CO2 present in the extracellular space, and convert this to HCO3− and protons. Adjacent ion transporters, such as anion exchangers (AE1–AE3), can then traffic HCO3− [109] into the cytosol while the free protons remain outside the cell thus lowering the pHe. Inside the cell, the newly imported HCO3− can be converted back to CO2, which can be used in metabolic pathways or diffuse back outside of the cell carrying that sequester proton. This restores pHi to more normal levels (Figure 1A) [30,57,110]. This pathway relies on several assumptions. First, extracellular CA activity must remain active at both an alkaline pH of 7.4 and as the pHe decreases (<6.5). Originally, it was proposed that CA IX, one of the most prevalent extracellular CAs in hypoxic tumors, retained its activity in acidic and basic environments through the use of an ‘internal buffer’, which exists as an extended N-terminal domain, called the PG domain [111]. The PG domain of CA IX has a large quantity of aspartate residues [111]. It is thought that these residues could act as titratable proton sinks that prevent protons from interacting with the active site of the enzyme and therefore allow it to retain activity in acidic environments [111,112]. Recent evidence has determined that the PG domain is not necessary for the enzyme to retain activity in acidic conditions, as the catalytic domain alone of CA IX can retain activity in pH as low as 5.0 [51].





The above hypothesis also relies on the ability of CA IX (or other membrane-associated CA) to cluster close enough to bicarbonate transporters, such that newly synthesized HCO3− can be readily transported into the cell rather than diffuse away. This is supported by recent evidence showing that glycolytic enzymes, in association with CA, cluster near transporters at the cellular membrane [89,113,114,115]. However, for this hypothesis to be valid in hypoxic tumors, it would also have to account for the protons produced by extracellular CAs, and a rationale for how these free protons are not rapidly transported into the cytosol given there is an established intra/extracellular proton concentration gradient and the reversible nature of some transporters. It is possible that there is a significant difference in proton concentration between the intra- and extracellular space, where both transporters and glycolytic enzymes are clustered, and as a result, proton expulsion is favored rather than uptake into the cell. This would account for the observed pH differential within the tumor microenvironment and further reinforce the feasibility of this hypothesis depicting the role CA plays in hypoxic tumor cells.



Another factor that must be taken into account is extracellular lactate concentration and its effect on CA IX activity. In 2001, Innocenti et al. showed that CA IX has low sensitivity to inhibition by lactate (Ki > 150 mM) representing an evolutionary adaption of the enzyme to harsh conditions such as high lactate levels, increased acidity and hypoxia [116]. It is also interesting to note that pyruvate, the oxidized analog of L-lactate, is a CA IX inhibitor (Ki of 1.12 mM) more potent than HCO3− (Ki of 13 mM) where as its reduced form, under hypoxic conditions, is not [116]. These data suggest an evolutionary adaptation of CA IX to assure an efficient CO2 hydration activity in tumors exposed to more harsh conditions than in the physiological setting.



Hypothesis 2 (Figure 1B).

This hypothesis is similar to Hypothesis 1, in that both extracellular transmembrane CAs and cytosolic CAs play a role in tumor cell pH regulation. However, in this alternative hypothesis, it is proposed that extracellular CAs do not necessarily lower pHe and produce substrate (HCO3−) for cytosolic CAs, but instead buffer pHe to levels (between 6.5–7.1) that promote tumor cell survival and avoid tumor necrosis. In this case, the tumor cell has begun to transition to a hypoxic state and its metabolic shift toward glycolysis has taken place. This causes a rapid extrusion of lactic acid and a drastic reduction in pHe, which has been recorded at levels as low as 5.5. At this pH, the cell would soon undergo necrosis resulting in its death. But we know that cancer cells continue to survive and proliferate within the acidic microenvironment. It is postulated that the extracellular CAs act to sequester protons in the form of CO2 to raise and maintain the pHe to a level that favors tumor cell growth, proliferation, and survival (Figure 1B). This has been postulated by work from Li et al. [33] and Mahon et al. [51] These studies showed that extracellular CA activity, especially CA IX, from both purified enzyme and in membranes isolated from MDA-MB-231 cells (which display hypoxia-dependent CA IX upregulation), favors HCO3− dehydration at lower pH. Thus, CA IX under proton load will sequester protons through its catalytic activity in the form of CO2 in the extracellular space, which increases pHe. Together, these studies have shown that CA IX is able to both retain activity at low pH levels (pH < 5.0) and preserve the core, folded structure (as low as pH = 2.0). Both of these attributes are necessary for the enzyme to stabilize pHe in an acidic environment. Sweitach et al. has also suggested that the net effect of CA IX on pHe will depend on the emission of CO2 relative to lactic acid [117]. In their studies, CA IX was shown to be important in the formation of extracellular and intracellular pH gradients in multicellular spheroid growths of cancer cells [117]. When CA IX expression was reduced, spheroids developed very low pHi (~6.3) and pHe was measured at pH ~ 6.9 at the core [117]. However, with CA IX expression, an increase in pHi (~6.6) was observed and extracellular acidity was increased (pHe ~ 6.6) [117]. While these data appear to support Hypothesis 1, the authors conclude that the activity of CA IX can reduce pHe but the direction of the reaction is ultimately dependent on substrate availability, i.e., lactate levels and the pH of the tumor microenvironment.






2.3. Further Considerations


Recent evidence found by Jamali et al. [68] has suggested that extracellular CA acts to sequester protons via its catalytic histidine residue (200 using CA IX numbering, commonly referred to as His 64 using CA II numbering). Specifically, the study finds that a single monomer of an extracellular CA can sequester a proton via residue (Figure 2). This result favors Hypothesis 2, whereby extracellular CAs act more favorably to raise pHe in tumors. Furthermore, this result suggests that the presence of the PG domain of CA IX has limited involvement in pH regulatory processes, in contrast to previous thought. If it is true that extracellular CA IX acts to regulate pH through sequestering a single proton via a His residue then several questions arise: (1) what is the maximum pHe regulating potential of all extracellular CAs on the tumor cell surface? And (2) is this significant enough to contribute to the pH differential observed in tumor cells, which would validate this hypothesis? To answer these questions, the pH regulating potential, or change in pHe (∆pHe), induced by an extracellular CA acting as a proton-sequestering agent can be estimated. Consider that the concentrations of CA IX and/or XII dimer (common extracellular CAs in tumor cells) is ~19 nM for a single hypoxic tumor cell with a diameter = 20 µm and an initial pHe of 6.5. In addition, assume that a monomer of extracellular CA can sequester protons in a ~1:1 ratio via a single active site histidine. With these assumptions, the following expression can be used to establish the relationship between pH and proton concentration in a solution:


   Δ p  H e    =   − l o g  (     [   H +   ]    t o t   − n  [  C A  ]   )  − p  H e  .   



(3)







Here,       [   H +   ]   e     represents the concentration of total protons in the extracellular environment,    n  [  CA  ]     represents the CA concentration multiplied by an integer that is equivalent to the CA oligomeric state (considering CA IX and XII are dimers, this would be    n =    2), and pHe represents the initial pH of the extracellular environment (in this case is 6.5). Considering only these parameters, the total quantity of extracellular CA in a single tumor cell contributes an overall    Δ p  H e     of 0.05 units over time. Considering that a change in pH of ~0.1 units in cellular environments can drastically change a cell’s behavior and functions [118], this contribution becomes significant. Of course, this also indicates, as predicted, that other factors also contribute to the pH differential and regulatory processes in tumor cells. It should also be emphasized that this is an approximate estimation and relies on several assumptions that may not fully reflect the tumor cell at any given time. However, it allows us to consider the maximum effect that these CA-proton sequestration processes may have on tumor cell pH regulation.



It is also important to note that CAs catalyzes a reversible reaction and this reaction depends on substrate/product availability. Hypothesis 2 takes this bi-directionality into account, hence the buffering capacity of extracellular CAs. For instance, at pH values lower than ~6.8, CA IX has been shown to favor its dehydration reaction (H+ + H2CO3− → CO2 + H2O) over hydration (CO2 + H2O → H+ + H2CO3−), while the opposite is expected to happen at much higher pH [33]. This evidence supports the notion that membrane bound CAs, especially CA IX (pKa of Zn-H2O ~ 6.3), work not only to prevent the unfavorable acidification of the tumor microenvironment, as a result of the metabolic switch, but to “adjust” the pHe to favor tumor growth, progression, and eventually metastasis. The role of cytosolic CAs in both hypotheses remains similar. Cytosolic CAs will utilize available substrates in the form of CO2, water, HCO3−, and protons, allowing them to buffer the intracellular environment to maintain the slightly alkaline pH that is observed.



It is possible that each of these hypotheses in defining the role of CAs in the differential pH environment of a tumor cell have validity. For instance, the fate of extracellular CO2 converted to HCO3− can be rationally explained by Hypothesis 1, particularly at the initiation of tumor growth where hypoxia is not an issue, as this explains the location of CO2 and HCO3− both in the intra- and extracellular environment. Alternatively, the process of proton sequestration and the role of extracellular CA activity in reducing and maintaining pHe is more rationally explained by the Hypothesis 2, particularly with the support from recent experimental evidence [33,51,113]. Of course, more experiments will be needed to address the strength and weaknesses of these hypotheses in explaining the role of CA in tumor cells, which will drive a more accurate model of the function of these enzymes in the microenvironment. This becomes more important as the effort toward creating CA targeting anti-cancer therapies increases and as more compounds progress through clinical trials.





3. Cytosolic CA Isoforms: Expression, Distribution, and Function


The eight active cytosolic CA (cyt-CA) isoforms include CA I, II, III, VII, VIII, X, XI, and XIII [3,48]. Because there is limited knowledge of the roles CA-RPs play in terms of normal or tumor physiology, they will not be further discussed in this review. The cyt-CA isoforms have >50% primary sequence identity (Table 1). The greatest number of conserved residues are between CAs I and II, both of which are highly expressed in red blood cells (Table 1) [127,128,129]. The cyt-CAs are ubiquitously distributed in human tissue and show diverse functional roles despite having conserved enzymatic activity. Expression of cyt-CAs has been observed in red blood cells, kidneys, skeletal muscle, adipose tissue, colon liver, brain, and neurons [39,127,128,129,130,131,132]. Primarily, functions of cyt-CAs include maintaining physiological pH of the blood through production of HCO3−, often through interactions with transporters to facilitate efficient HCO3−/proton flux together they are called transport metabolons [133,134,135]. In addition, cyt-CAs contribute to maintaining normal cell metabolism and also show involvement in neuronal excitement and signaling pathways [135]. Interestingly, specific cyt-CA function correlates with tissue distribution.



3.1. Expression and Function of CA I and CA II in Normal Cells


High levels of cyt-CAs I and II expression are found in red blood cells and are necessary for maintaining physiological pH of the blood. It is suggested that CA II activity is the more dominant because of its greater expression and increased catalytic efficiency (in vitro) compared to CA I, although the intracellular environment might dictate how these enzymes behave in vivo (Table 2). In addition to red blood cells, both CA I and II are expressed in the GI tract, lungs, bone marrow, the eye, and also in the extracellular exosome-enriched fraction from normal human urine [136,137,138,139]. On its own, CA II expression has been observed in kidney, liver, brain, salivary gland, testis, and minimal expression observed in breast tissue [137,138,139,140]. CA II function is essential for bone resorption and osteoclast differentiation, and for regulation of fluid secretion into the anterior chamber of the eye. Recent evidence has implicated CA II activity in association with and activation of several ion transporters, which suggests that CA II acts as mediator of certain metabolic pathways by providing additional substrates for the transporters to balance cytosolic pH. As a result of these interactions, CA II is associated with several diseases including glaucoma, renal tubular acidosis, cerebral calcification, cardiomyocyte hypertrophy, growth retardation and osteoporosis [31,130,131,132]. Abnormal levels of CA I expression in the blood are a marker for hemolytic anemia [131]. Taken together, these show that in comparison to CA I, CA II expression is abundant in normal tissues and consequently has well-established and important physiological functions.




3.2. Expression and Function of CA I and CA II in Tumor Cells


The potential of CA I as a tumor-associated isoform has not been extensively studied. However, according to multiple genomic databases including the cBioPortal of the cancer genome atlas (TCGA) and the human protein atlas, medium to high levels of CA1 mRNA was detected in acute myeloid leukemia, colorectal cancer, and renal carcinoma patients, based on RNA sequencing [136,139,141,142]. Immunohistochemical (IHC) staining of malignant tissues showed strong cytoplasmic and nuclear CA I staining in a few lymphomas and medium to high staining in renal cancer, melanomas, and stomach cancers [136,138]. Recent studies have also shown that CA I contributes to mammary microcalcification, tumorigenesis, and migration in breast cancer [143]. Furthermore, high CA I expression was observed in the sera of stage I non-small cell lung cancers (NSCLC), suggesting that CA I can be used as a potential biomarker for early detection of NSCLC [144].



CA I has also been shown to be upregulated in human pancreatic cancer (PDAC) where its expression correlated with tumor de-differentiation. Biopsies of patients with PSA positive gray-zone levels (serum prostate-specific antigen levels ranging from 4 to 10 ng/mL is considered a diagnostic gray zone for detecting prostate cancer) also tested positive for plasma CA I [145]. This suggests that CA I can potentially serve as a plasma biomarker, and the combination of PSA and CA I detection may have great advantages for diagnosing prostate cancer in patients with gray-zone PSA levels [145]. The most common alterations in cancer for the CA1 gene are amplifications, as high as 40%, in neuroendocrine prostate cancer, prostate adenocarcinomas and metastatic cancers [141,142]. Recently, CA1 gene amplification was detected in approximately 25% of breast cancer studies [141,142]. Other gene alternations include mutations (missense and truncations) and gene deletions. The most frequent mutations were observed in the mRNA of breast, lung and melanoma patients (Figure 3A) [141,142]. However, it is currently unknown if these mutations result in changes in gene expression or affect activity.



Unlike CA1, detection of CA2 mRNA expression using RNA sequencing showed a more widespread upregulation in cancers. These include but are not limited to prostate, melanomas, bladder, thyroid, breast, lung, liver, pancreas, gliomas (with the highest expression observed in glioblastomas), renal cell carcinomas, and head and neck cancers [141,142]. Like CA1, the most common gene alterations in CA2 were amplifications especially in neuroendocrine prostate cancer, breast cancer, prostate adenocarcinomas and metastatic cancers followed by mutations (Figure 3B) [141,142]. This infers an increase in expression and activity, although this has not been measured. IHC showed strong cytosolic staining in gastric, pancreatic, and cervical cancers, and medium staining in breast, renal, and liver cancers [136,137,138,140]. As a biomarker, low CA II protein expression is often associated with tumor aggressiveness and poor prognosis in some cancers including pancreatic ductal adenocarcinomas (PDAC), colorectal, gastric and gastrointestinal stromal cancers [35,146,147,148]. Therefore, this isoform can be considered both a diagnostic and an independent prognostic factor for favorable outcome and overall survival in the aforementioned cancers. However, in other cancers (such as astrocytomas, oligodendrogliomas, melanomas, pulmonary endocrine tumors, and breast cancer) CA II upregulation is associated with poor prognosis, tumor progression, and metastasis [146,149,150,151]. Thus both CAs I and II may be potential targets for the treatment of many cell-type specific cancers, Because we are in the early stages of developing targeting strategies, care should be taken not to overestimate the role of CA I and CA II in the regulation of pH and tumor growth, nor as prognosticators or targets, until these strategies, are further documented.




3.3. Expression and Function of CA III and CA VII in Normal Cells


In normal cells, CA III expression has been detected in both skeletal muscles and adipose tissues (both white and brown fat), with medium expression also observed in the breast [136,137,152]. CA III displays a 200-fold decrease in catalytic activity compared to CA II and is considered the slowest isoform in terms of its catalytic activity (Table 2) [48]. This difference in activity has led to the hypothesis that CA III might serve different physiological roles unrelated to its primary catalytic function. These include gene regulation, adipogenesis, metabolism, and protection in response to oxidative stress. Recent studies have also shown high CA III expression in osteocytes where its expression is regulated by parathyroid hormone both in vitro and in vivo. In that capacity, it functions to protect osteoclasts from hypoxia and oxidative stress [153]. CA VII, which is one of the least characterized CA family members, is expressed primarily in the colon, liver, skeletal muscle and brain. It has the highest esterase activity among the CA family members. CA VII, like CA III, has been suggested to play a role as an oxygen free radical scavenger, because of the presence of two reactive cysteines that can be glucothionylated. CA VII has also been implicated in neural excitation, seizures and in that regard may represent a drug target for treatment of seizures and neuropathic pain [3,4].




3.4. Expression and Function of CA III and CA VII in Tumor Cells


There are few published studies that have focused on the expression and function of CA III and CA VII in tumors. However, according to the RNA sequencing and IHC data deposited to the TCGA and human protein atlas respectively, CA3 mRNA transcripts were observed in multiple cancers, with the highest median expression in glioblastomas and thyroid cancers [136,137,138,139,141,142]. Although no CA III mutations in the aforementioned cancers were described, mutations were observed in lung, melanomas, and head and neck cancers and the most common mutations in these cancers include missense mutations (Figure 3C). Since two of the aforementioned cancer types are high among smokers, these mutations may be attributed to smoking. Ultraviolet damage from the sun may also occur in melanoma patients, although still speculative at this point. Furthermore, IHC showed strong cytoplasmic and nuclear staining in one study of renal cancer along with a few basal cell carcinomas of the skin [136,139]. Like CAs I and II, the most frequent alterations observed were gene amplifications, which occurred in prostate and breast cancers [141,142].



The median expression for CA7 mRNA transcript in tumors is much lower than the previously mentioned isoforms, with the highest expression observed in thyroid carcinoma, colorectal adenocarcinoma, and lower-grade brain gliomas [141,142]. In the latter, CA VII upregulation may act as a marker for poor prognosis. The most frequent gene alterations are also different from the previously mention cytosolic isoforms, because they are low in abundance and are more varied from tumor to tumor (Figure 3D). The highest alteration, which is CA7 amplification, was observed in breast cancer patient xenografts followed by deletions in malignant peripheral nerve sheath tumors and then mutations in desmoplastic melanoma (Figure 3D) [141,142]. IHC staining of CA VII showed weak to moderate cytoplasmic and occasional nuclear expression [136]. However, a few cases of ovarian and gastric cancers exhibited strong staining [136,139].



A study published by Kuo et al. discovered reduced levels of CA I, II and III in human hepatocellular carcinoma (HCC) compared to adjacent normal tissue. In 2008, a study showed that CA III expression promotes the transformation and invasive capacity of hepatoma cells through the focal adhesion kinase (FAK) signaling pathway [154]. In this study, it was hypothesized that CA III is re-expressed in later stages of metastatic progression of HCC, and it might have an important influence in the development of metastasis in liver cancer [154]. Since then, no other studies have been published specifically looking at CA III expression and function in cancer. A recent study has, however, shown that CA VII expression has some prognostic value in colorectal carcinoma (CRC) [155]. CA VII expression was frequently downregulated in CRC tissues at both the mRNA and protein levels. Decreased expression of CA VII was significantly correlated with poor differentiation, positive lymph node metastasis, advance TNM (T-refers to the tumor size, N-refers to ‘node’ status and M-refers to ‘metastasis’) stage and unfavorable clinical outcome [155]. This suggests that CA VII can be used an independent prognostic indicator for patients with early stage CRC, and CA III may serve as a therapeutic target in the treatment of metastatic liver.




3.5. Expression and Function of CA XIII in Normal and Tumor Cells


Human CA XIII isoform was first identified and characterized in 2004 [28,156]. It is considered a slow isoform in terms of its catalytic activity (1.5 × 105) comparable to CA I (Table 2). CA XIII expression is observed in several tissues including kidney, brain, lymph nodes, thyroid, liver, GI tract, skin, adipose, soft tissue, and in both male and female reproductive organs [39,136,138]. It has been hypothesized that CA XIII plays a role in pH regulation of reproductive processes including maintenance of sperm mobility and the normal fertilization process. To date, no direct proof for a significant physiological function for CA XIII has been reported. However, downregulation of CA XIII has been seen in cases of colorectal cancer and the lowest signal was detected in carcinoma samples, although the clinical significance of these observations is yet to be determined [39,136,139].



Nonetheless, the downregulation of cytosolic CA I, II and XIII in colorectal cancer may result from reduced levels of a common transcription factor or loss of the closely linked CA1, CA2 and CA13 alleles on chromosome 8. According to IHC data submitted in the human protein atlas, most cancer tissues showed weak to moderate CA XIII immunoreactivity. However, strong staining was observed in renal and pancreatic cancers. Most thyroid cancers, several gliomas, gastric, and liver cancers showed weak to moderate cytoplasmic staining, while melanomas, lung, and skin cancers were only weakly positive [136,138]. Similar to the IHC data, CA13 mRNA expression was most highly upregulated in thyroid, RCC, lung, pancreas but additionally colorectal and testicular germ line cancers [141,142]. The most common alteration, however, was gene amplification, which was observed in prostate and breast cancers (Figure 4A). Although not much attention has been given to CA XIII with regard to cancer because of its high expression in normal cells, it could have some prognostic and diagnostic value.





4. Mitochondrial CA Isoforms: Expression, Distribution, and Function


The first mitochondrial α-CA isoform discovered and isolated from guinea pig liver was CA V [25]. Two different transcripts of this isoform were later identified and coined CA VA and CA VB [26,27,157]. These two transcripts have 59% primary sequence identity and 184 conserved residues (Table 1). This number is slightly lower than that observed between CA isoforms I and II. Although, the tissue-specific distribution pattern between the two is significantly different, CA VA and CA VB are the only two isoforms exclusively expressed in the mitochondrial matrix of hepatocytes and adipocytes, respectively [157]. Interestingly the human ortholog for CA5B, which has broad tissue expression, has been mapped to chromosome Xp22.1, while CA5A was mapped to 16q24 [25,26]. Their roles within specific tissues include ureagenesis and lipogenesis but may also serve as mediators in several other metabolic pathways as discussed below. These functions suggest that both enzymes could be considered as anti-obesity and anti-diabetic drug targets, studies of which are currently being pursued [158,159,160,161].



4.1. Expression and Function of CA VA and CA VB in Normal Cells


Mitochondrial isoform CA VA has been shown to be directly associated with ureagenesis [3,4,162]. CA VA produces bicarbonate, which is a substrate for carbamoyl phosphate synthetase I in the synthesis of carbamoyl phosphate, the rate-limiting step of ureagenesis [162]. Bicarbonate production by CA VA can also drive other biosynthetic reactions like that of pyruvate carboxylase, which mediates an important anepleurotic step in the Krebs cycle from which substrates can be drawn for biosynthetic reactions, including gluconeogenesis in the liver. This indicates that CA VA can act as a key mediator in several metabolic pathways of the liver, the only organ in which it is normally expressed [163,164,165]. Conversely, CA VB has broad tissue distribution even though it is the only CA isoform found in the mitochondria of adipocytes [166]. High expression of this isoform is also observed in the mitochondria of adrenal glands, tonsils, lymph nodes, spleen, liver, colon, and testis, and medium expression observed in other organs including the brain, lungs, muscles, GI tract, breast, and skin. CA VB functions within the adipocytes like CA VA: it stimulates pyruvate carboxylase activity, thereby increasing substrate levels for drawing off citrate for cytoplasmic transport [166,167]. Deficiencies resulting from alterations in CA5A, which decrease its enzymatic activity, causes hyperammonemia in early childhood [168].




4.2. Expression and Function of CA VA and CA VB in Tumor Cells


Although few studies have shown expression of CA VA and CA VB in cancer, the TCGA database shows high expression of CA5A in an RNA sequence study performed with liver hepatocellular carcinoma patient samples [141,142]. The highest gene alterations observed were amplifications, as seen in breast cancer patient xenografts (~17%) and pancreatic cancer (~6%), and deletions in prostate adenocarcinomas and metastatic cancer (~10%) (Figure 4B). No information is currently available for IHC detection of CA VA in tumors, either because none was observed or the studies are yet to be performed. CA5B mRNA upregulation in cancer is more widespread than CA5A with highest expression observed in acute myeloid leukemia, prostate, and renal cell carcinomas [141,142]. Once again, the most common alterations are amplification; in prostate and breast cancers, mutations were detected, including frameshift and missense mutations (Figure 2C).



Most malignant cells exhibit moderate reactivity for CA VB in IHC staining [136,137,138,139]. A few cases of prostate and breast cancers showed strong staining. Most ovarian, skin, renal, urothelial, and gastric carcinomas were either weakly stained or negative. Because both isoforms are involved in metabolic processes, specifically lipogenesis, and tumors have been shown to upregulate lipogenesis, they could be important cancer targets. However, one might argue that since these isoforms are only found in the mitochondria of cells and mitochondrial dysfunction is one of the initiating factors of tumorigenesis, targeting mitochondrial CAs may not be as effective. It is also important to note that few studies have shown dysfunction in the Krebs cycle, specifically, as a result of mitochondrial dysregulation in the process of tumorigenesis. Citrate, an important precursor of fatty acid biosynthesis and lipogenesis, is an intermediate formed during this cycle in the mitochondria. While inhibition of the mitochondrial CAs alone might be effective, combining these inhibitors with drugs that directly target glycolysis, lipogenesis, and/or pH regulation may prove more potent for cancer therapy. These ideas must, however, be explored in more comprehensive and conclusive studies.





5. Secreted CA Isoforms: Expression, Distribution, and Function


CA VI is the only secreted isoform among the human CA family members [14,169]. It is distinct in terms of primary sequence and the number of conserved residues among the α-CAs (Table 1). The lowest percent sequence identity of 24.4% observed was with CA VB and the highest of 39% was surprisingly observed with CA IX (Table 1). CA VI has moderate catalytic activity and it is mostly expressed in salivary and mammary glands (Table 2). The physiological role of CA VI is still unclear, although it has been suggested that it is required for pH homeostasis of the mouth and taste perception [170,171,172].



Expression and Function of CA VI in Normal and Tumor Cells


As the only secreted isoform, CA VI is also known as gustin [173]. It has been found in tears, milk, respiratory airways, human serum, epithelial lining of the alimentary canal, enamel organs, and most significantly in human saliva [174,175,176,177]. Although the physiological role of CA VI has not been established, it may be required for oral homeostasis to regulate against acidic environments [170]. Maintenance of proper pH levels in the saliva protects against enamel erosion and acid neutralization in biofilms and prevents dental caries [171,178,179,180]. Inhibition of CA VI was shown to cause taste perversion and sometimes complete loss of taste [173,181]. Exposure to high levels of exogenous zinc reversed the observed phenotype [173,181,182]. These studies suggest that CA VI plays a key role in taste perception and in maintaining proper salivary functions by regulating pH [181]. CA VI expression in cancer is limited both at mRNA and protein levels [136,141,142]. The most common gene alterations observed were missense mutations in melanoma followed by both deletions and amplifications (Figure 4D). No studies to date have linked CA VI to tumorigenesis, cancer progression, or metastasis.





6. Membrane Associated CA Isoforms: Expression, Distribution, and Function


The membrane-associated CAs include the transmembrane isoforms: CA IX, XII, and XIV, and GPI-anchored isoform IV [3,4,48]. As might be expected, CA IV has the lowest sequence identity compared to the other membrane-associated isoforms, with an average of ~30% (Table 1). Surprisingly, CA XII and XIV are the most similar in terms of primary sequence and number of conserved residues, closely followed by CA IX and XIV. CA IX and XII have only 101 conserved residues, which equates to ~39% in primary sequence identity (Table 1). CA IV and CA IX are considered the fastest membrane-associated isoforms, with identical Kcat values of 1.1 × 106 s−1, similar to that of CA II (Table 2) [183]. The expression and roles of the membrane-associated isoforms also varies from the kidneys, where they are necessary for bicarbonate reabsorption and normal kidney function, to the lungs, prostate, ovaries, GI tract, breast, and brain. They are also involved in hyperactivity of the heart and pH regulation/balance in retina, muscles, and erythrocytes [3,33,51,137]. More recently, CA IV and CA IX expression have been observed in cells that support wound repair [184]. Further, Membrane isoforms IX and XII have been implicated in tumorigenesis, cancer progression, and metastasis [36,37,38,41,110].



6.1. Expression and Function of CA IV and CA XIV in Normal Cells


High expression of GPI-anchored CA IV has been observed in the bone marrow, GI tract, liver, and gallbladder, whereas low expression is observed in the pancreas, kidney, brain, adipose, and soft tissues [17,185,186,187,188,189,190]. In the kidney, its function is necessary for bicarbonate reabsorption and normal kidney function [191]. Like CA II, CA IV has been shown to interact with various transporters [167,192]. These interactions increase the activity of bicarbonate transport and are required for maintaining appropriate pH balance within the environment of the retina and retinal pigment epithelium [193,194]. However, its mutant forms have been shown to be responsible for an autosomal dominant form of retinitis pigmentosa causing rod and cone photoreceptor degeneration [193,194]. CA IV has also been detected in tissue regeneration using mouse skin wound models [184]. These studies performed by Barker et al. showed increased CA IV mRNA during the period of wound hypoxia in keratinocytes, which form structures beneath the migrating epidermis [184]. In this setting, CA IV is suggested to contribute to wound healing by providing an acidic environment in which the migrating dermis and neutrophils can survive [184]. CA XIV mRNA shows strong expression in the brain, muscles, seminal vesicles, and retina [195,196]. IHC staining showed medium expression in different parts of the brain, muscles, and skin. Low CA XIV expression was observed in the liver, GI tract, seminal vesicles, and cervix [137,138,140]. Strong luminal correlation between CA IV and CA XIV suggest functional overlap between the enzymes [196]. CA XIV has also been shown to interact with bicarbonate transporters and has been implicated in acid–base balance in muscles and erythrocytes in response to chronic hypoxia, hyperactivity of the heart, and pH regulation in the retina [194,197,198].




6.2. Expression and Function of CA IV and CA XIV in Tumor Cells


The tumor-associated potential of isoforms CA IV and CA XIV, like many other α-CAs, has not been extensively studied. CA XIV mRNA has been shown to be upregulated in many cancers, being most often observed in melanomas, gliomas, liver, and uterine cancers [139,141,142]. It is the most altered gene in cancer among all the membrane-associated isoforms, with about >5% alterations, most of which are amplifications, based on 30 independent studies deposited in the TCGA (Figure 5B). CA XIV is seen in prostate, breast, pancreatic, lung, liver, bladder, and ovarian cancers. CA IV mRNA expression in cancer is much lower than CA XIV, but nonetheless can be observed in gliomas, renal cell carcinomas, thyroid cancers, and melanomas [139,141,142]. The most common gene alteration observed was amplification and the most common mutation was missense mutations (Figure 5A). However, CA IV IHC staining showed that cancer tissues were essentially negative. IHC detection of CA XIV showed moderate membranous staining in the majority of melanomas, along with a few hepatocellular carcinomas and pancreatic cancers [136,140]. Further studies specifically linking CA XIV to tumorigenesis and progression of the aforementioned and other cancers are yet to be explored and/or published.




6.3. Expression and Function of CA IX and CA XII in Normal Cells


CA IX was originally discovered by Pastorekova et al. as a component of MaTu quasi-viral agent [20]. Two years later, it was cloned and characterized as a tumor-associated member of the carbonic anhydrase family [199]. We now know that CA IX expression in normal adult tissue is limited to the outer shield of hair follicles, the epidermis of the skin during wound healing, and the GI tract [184,200]. In the GI tract CA IX is specifically found in the stomach and epithelial tissues of the gut, particularly the basolateral surfaces of the crypt, enterocytes of the duodenum, jejunum, and ileum of the small intestine [200]. In the large intestine, CA IX expression is restricted to the base of the glands in the cecum and colon [200,201]. Its function at these sites includes carbon dioxide and bicarbonate transport, acid–base balance, and signal transduction. Because of the presence of an “exofacial” proteoglycan-like domain in CA IX, which functions independently of its catalytic activity, it is also thought to contribute to the assembly and maturation of focal adhesion contacts during initial cell spreading [50,56,202,203]. In contrast, expression of CA XII has been observed in many normal tissues with high expression reported in the appendix, pancreas, colon, rectum, kidney, prostate, intestine, and activated lymphocytes. Moderate expression is observed in the esophagus, oral mucosa, urinary bladder, breast, vagina, cervix, endometrium, and skin, and low expression is seen in the stomach, seminal vesicles, and fallopian tubes [38,120,200,204,205]. Its biological functions in normal tissue range from facilitating bicarbonate transport in cells to maintenance of an internal steady state concentration of chloride ions within an organism [206,207]. Similar to CA IX, CA XII is also involved in chemical reactions and pathways involving small molecule metabolism. Furthermore, it has been postulated that CA XII may be important for normal kidney function [191,205].




6.4. Expression and Function of CA IX and CA XII in Tumor Cells


Both CA IX and CA XII are often regarded as tumor-associated CAs and thus are the most studied in the tumor setting. As we have discussed in previous sections, both CA IX and XII act in conjunction with cyt-CAs to establish the differential pH in the cellular microenvironment observed in hypoxic tumors [56,110,167]. CA IX has, however, garnered more attention because its limited expression in normal cells and upregulation in many aggressive cancers compared to CA XII. This suggests that CA IX is a more “druggable” target. Cancers associated with CA IX expression include brain, breast, bladder, cervix, colon, colorectal, head and neck, pancreas, kidney, lung, ovaries, stomach oral cavity, and T-cell lymphomas [52,68,136,139,208,209,210]. CA IX expression, especially in hypoxic tumors, is modulated by hypoxia-inducible factor 1 (HIF-1) in response to low oxygen levels and increased cell density [211]. CA IX expression can also be regulated both in chronic and mild hypoxic conditions by components of the mitogen-activated protein kinase (MAPK) pathway [212,213]. Studies have demonstrated that the MAPK pathway controls the CA9 promoter, using both the HIF-1-dependent and -independent signals, working as a downstream mediator of CA9 transcriptional response to both hypoxia and high cell density [213]. This is important since activating mutations of the MAPK and phosphatidylinositol-3 kinase (PI3K) pathways, which occur in many tumor types, may consequently upregulate CA9 gene expression and influence intratumoral distribution of the CA IX protein. Furthermore, there is evidence of CA IX expression at the leading edge of cells, displaying a migratory phenotype where it may serve as a modulator of tumor aggression [214].



Regulation of CA IX activity has been observed through phosphorylation of its intracellular domain at three putative sites. Phosphorylation at Thr 443 by protein kinase A (PKA) in response to cyclic adenosine monophosphate (cAMP) activates CA IX activity, under hypoxic conditions [215]. Epidermal growth factor (EGF) induced phosphorylation at the same position mediates cross talk between CA IX and PI3K to activate Akt kinase, although the impact on CA IX activity is unclear [216]. On the other hand, phosphorylation of CA IX at Ser 448 inhibits enzyme activity. The signal transduction activity of CA IX is activated when the tyrosine residue at position 449 is phosphorylated [215,216]. CA IX has also been shown to be a key modulator of tumor growth, survival and migration, tumorigenesis, pH control, cell adhesion, and proliferation, and is the basis of studies used to establish mechanisms proposed in both Hypothesis 1 and 2 presented in earlier sections (Figure 1) [33,52,202,217,218]. CA IX expression is regulated by tumor hypoxia and has not only been established as a prognostic indicator for a variety of cancers but also as an anticancer target. Overexpression of CA IX in most cancers is associated with poor prognosis, chemotherapeutic resistance, and poor clinical outcome [219,220,221,222].



Like CA IX, CA XII expression has also been shown to be upregulated in many tumor types. However, its expression is also abundant in normal tissues. The most abundant cancer-related CA12 expression, according to RNA sequencing datasets deposited in the TCGA database, was observed in renal cell carcinomas, colorectal, breast, bladder glioblastomas, and head and neck cancers [141,142]. The most common gene alterations include amplifications and mutations in breast cancer patient xenografts, mutations in NCI-60 cell lines, and uterine carcinomas (Figure 5D). Several cases of breast, renal, urothelial, skin, lung, endometrial, and cervical cancers also displayed moderate to strong membranous IHC staining, with additional positivity in a few cases [136,139]. Furthermore, high expression of CA XII has also been observed in glioblastomas, astrocytomas, and T-cell lymphomas [136]. Despite all the evidence that suggested CA XII protein has potential as a prognosticator, it has still not been fully established as a prognostic marker. This may be due to the fact that in some cancers it is a marker of “good prognosis,” including in lung, cervical, and breast cancer, whereas its expression has no prognostic value in other types such as brain cancer [40,223,224,225]. Finally, in cancers such as colorectal, oral squamous carcinoma, and some kidney cancers, CA XII upregulation is associated with poor prognosis [205,226]. Recent studies have shown increased CA XII expression on the surface of chemoresistant cells, suggesting its potential as a therapeutic target to overcome chemoresistance in cancer cells [227]. Furthermore, CA XII has been shown to facilitate cancer cell survival and promote tumor cell migration, invasion, and maintenance of cancer cell stemness [36,53,205].





7. Conclusions


One current research interest in the field of CA drug discovery is enzymes’ role in cancer, either as a prognostic marker or as a potential drug target. To date, experimental evidence has indicated an important relationship between pH regulation and tumor cell proliferation and survival. Many of these studies show direct involvement of CA in these processes, marking them as important avenues for pH-disruptive anti-cancer treatments. This is particular true in tumors that have undergone hypoxic transition, where CAs establish pH gradients that favor cancer cell growth at the expense of adjacent normal cell (and patient) survival. Of the 15 human CAs, however, attention has only been directed toward two isoforms, CA IX and XII. Of course, this has been fruitful as inhibitors are now in clinical trials that specifically target each isoform. Despite this achievement, the roles of the remaining CAs have only recently been considered in cancers. This area of research has strong potential as many of the human isoforms, beyond CA IX and XII, have shown an association with tumorigenesis in primary cancers. With much still to understand in terms of the “combined role” of CAs in different cancer types, it will be important moving forward for researchers to consider the effects beside those of CA IX and XII. As the search for viable and novel treatments against the most aggressive and detrimental cancers continues, priority should be placed on deciphering the roles of cancer-related CAs.
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Figure 1. Illustrations of Hypothesis 1 (A) and Hypothesis 2 (B) to model the functional role of CA in the hypoxic tumor microenvironment. (A) Hypothesis 1: CA IX and XII (cyan and tan, respectively) are located on the extracellular membrane and adjacent to transporters involved in pH regulation. Here, CA IX and XII act in conjugation with cyt-CAs (grey) to cycle substrates of water, CO2, HCO3−, and protons, to maintain the differential pH microenvironment. (B) Hypothesis 2: Extracellular CA IX and XII act to raise pHe that has been reduced to levels < 6.0 due to excess expulsion of glycolysis byproducts. In this case, HCO3− dehydration and proton sequestration are catalytically favored by CA IX and XII. Alternatively, cyt-CAs act to convert excess CO2 to HCO3− to buffer pHi and provide substrates to be transported to the extracellular surface to be utilized by CA IX and XII. Transporters shown are MCT (green), NHE (blue), V-ATPase (purple), NBC (pink), AE (orange), and GLUT1 (red). Structural models were generated using PyMol [119]. Models of CA IX and XII were generated using PDBs 5DVX [51] and 1JCZ [120], respectively. PDB 3J9T was utilized to model V-ATPase [121], and PDB 4YZF [122] was utilized to generate models of AE, NBC, and NHE. For modeling of MCT and GLUT1, PDBs 1PW4 [123] and 4PYP [124] were used, respectively. To represent cyt-CAs, PDB 3KS3 [125] was utilized. 
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Figure 2. Positions and protonation states of CA IX catalytic His 200 (64 with CA II numbering) that has been implicated in proton sequestration in the acidic tumor microenvironment. (A) Deprotonated His 200 (PDB: 4Q49) in an “in” position at neutral pH = 7.5. (B) Protonated His 200 (PDB: 4Y0J) in an “out” position at acidic pH (pH = 6.0) representative of a “proton sequestered” state as in the acidic tumor microenvironment. Neutron crystallography structures of CA II were used to determine protonation states and positions and were previously determined by Fisher and McKenna [126]. 
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Figure 3. Summary of cross-cancer alterations for CA isoforms. (A) CA I, (B) CA II, (C) CA III, and (D) CA VII. Gene amplifications are shown in red, mutations in green, deletions in blue, and multiple alterations in gray. The minimum percent altered samples threshold was set to 5%. The data and results were obtained from the cBioPortal of the human genome atlas (TCGA) [141,142]. Experimental details of each study referenced can also be found in the TCGA database. 
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Figure 4. Summary of cross-cancer alterations for CA isoforms. (A) Cytosolic isoform CA XIII, (B,C) mitochondrial isoforms CA VA, and CA VB, respectively, and (D) secreted isoform CA VI. Gene amplifications are shown in red, mutations in green, deletions in blue, and multiple alterations in gray. The minimum percent altered samples threshold was set to 5%. The data and results were obtained from the cBioPortal of the TCGA database [141,142]. Experimental details of each study referenced can also be found in the TCGA database. 
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Figure 5. Summary of cross-cancer alterations for CA isoforms. (A) GPI-anchored CA IV, (B–D) transmembrane isoforms CA XIV, CA IX, and CA XIV, respectively. Gene amplifications are shown in red, mutations in green, deletions in blue, and multiple alterations in gray. The minimum percent altered samples threshold was set to 5%. The data and results were obtained from the cBioPortal of TCGA. Experimental details of each study referenced can also be found in the TCGA database. 
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Table 1. Primary sequence identity (%) (italicized, bottom left) and number of conserved residues (right, top) between the catalytically active CA isoforms.
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	I
	II
	III
	IV
	VA
	VB
	VI
	VII
	IX
	XII
	XIII
	XIV





	I
	-
	154
	141
	78
	126
	128
	82
	132
	83
	91
	154
	85



	II
	60
	-
	152
	88
	133
	138
	90
	147
	85
	89
	157
	96



	III
	54
	58
	-
	82
	120
	117
	87
	130
	80
	86
	151
	90



	IV
	30
	33
	32
	-
	89
	93
	97
	90
	84
	91
	84
	62



	VA
	48
	51
	45
	24
	-
	184
	93
	131
	83
	84
	124
	88



	VB
	47
	52
	43
	23
	59
	-
	82
	134
	89
	79
	131
	88



	VI
	32
	33
	32
	27
	28
	24
	-
	93
	107
	104
	90
	106



	VII
	51
	56
	50
	32
	48
	49
	35
	-
	95
	103
	139
	97



	IX
	33
	34
	31
	27
	32
	33
	39
	37
	-
	101
	90
	113



	XII
	36
	34
	32
	28
	32
	30
	38
	33
	39
	-
	91
	123



	XIII
	59
	60
	58
	28
	46
	48
	33
	53
	35
	35
	-
	98



	XIV
	34
	36
	34
	29
	32
	29
	36
	36
	44
	46
	37
	-







Information adapted from Pinard et al. [48].
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Table 2. Catalytic efficiency of the CA isoforms.
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	Isoform
	Kcat (s–1)
	KM (mM)
	Kcat/KM (M−1 s−1)





	I
	2.0 × 105
	4.0
	5.0 × 107



	II
	1.4 × 106
	9.3
	1.5 × 108



	III
	1.3 × 104
	33.3
	4.0 × 105



	IV
	1.1 × 106
	21.5
	5.1 × 107



	VA
	2.9 × 105
	10.0
	2.9 × 107



	VB
	9.5 × 105
	9.7
	9.8 × 107



	VI
	3.4 × 105
	6.9
	4.9 × 107



	VII
	9.5 × 106
	11.4
	8.3 × 107



	IX
	1.1 × 106
	6.9
	1.6 × 108



	XII
	4.2 × 105
	12.0
	3.5 × 107



	XIII
	1.5 × 105
	13.8
	1.1 × 107



	XIV
	3.1 × 105
	7.9
	3.9 × 107











© 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access article distributed under the terms and conditions of the Creative Commons Attribution (CC BY) license (http://creativecommons.org/licenses/by/4.0/).
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