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Abstract Ecto-nucleotidases play a pivotal role in purinergic
signal transmission. They hydrolyze extracellular nucleotides
and thus can control their availability at purinergic P2 recep-
tors. They generate extracellular nucleosides for cellular reup-
take and salvage via nucleoside transporters of the plasma
membrane. The extracellular adenosine formed acts as an
agonist of purinergic P1 receptors. They also can produce
and hydrolyze extracellular inorganic pyrophosphate that is
of major relevance in the control of bone mineralization. This
review discusses and compares four major groups of ecto-
nucleotidases: the ecto-nucleoside triphosphate diphosphohy-
drolases, ecto-5′-nucleotidase, ecto-nucleotide pyrophospha-
tase/phosphodiesterases, and alkaline phosphatases. Only
recently and based on crystal structures, detailed information
regarding the spatial structures and catalytic mechanisms has
become available for members of these four ecto-nucleotidase
families. This permits detailed predictions of their catalytic
mechanisms and a comparison between the individual enzyme
groups. The review focuses on the principal biochemical, cell
biological, catalytic, and structural properties of the enzymes
and provides brief reference to tissue distribution, and physi-
ological and pathophysiological functions.
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NTPDase Nucleoside triphosphate diphosphohydrolase
PAP Prostatic acid phosphatase
PDB Protein Data Bank
PDE Phosphodiesterase
PI-PLC Phosphatidylinositol-specific phospholipase C
PLAP Placental AP
PLP Pyridoxal 5′-phosphate
PMA Phorbol myristate acetate
pNPPC p-Nitrophenyl phosphorylcholine
PPi Pyrophosphate
S1P Sphingosine-1-phosphate
SMB Somatomedin B
SPC Sphingosylphosphorylcholine
RanBPM Ran Binding Protein M
TMD Transmembrane domain
TNAP Tissue nonspecific AP
TRAP Tartrate-resistant acid phosphatase

Introduction

Principal functional roles of ecto-nucleotidases

Cell surface-located enzymes hydrolyzing extracellular
nucleotides have been described long before intercellular
signaling via extracellular nucleotides was discovered as a
major pathway for communication between cells [1–3].
Initially, the functional role of extracellular hydrolysis of
nucleotides and in particular of ATP was not understood and
measurement of “apparent” ecto-nucleotidase activity was
often assumed to result from cell damage and access of
substrates to cytosolic nucleotidases. To date, no functional
processes energized by extracellular ATP have been identi-
fied. Depending on subtype, ecto-nucleotidases typically
hydrolyze nucleoside tri-, di-, and monophosphates and
dinucleoside polyphosphates and produce nucleoside
diphosphates, nucleoside monophosphates, nucleosides,
phosphate, and inorganic pyrophosphate (PPi). A major
functional role of extracellular nucleotide hydrolysis and
production of extracellular nucleoside would thus relate to
the control of ligand availability at nucleotide (P2) receptors
and at adenosine (P1) receptors. These processes are highly
relevant for purinergic signal transmission and can result in
prevention of receptor desensitization or termination of re-
ceptor activation by ligand hydrolysis or also in receptor
activation by the hydrolysis products generated [4]. How-
ever, the evidence supporting a functional role of ecto-
nucleotidases in purinergic signaling varies considerably be-
tween enzyme species. Furthermore, some ecto-nucleotidases
are multifunctional proteins interacting with extracellular ma-
trix proteins or they signal into the cell.

Nucleosides as final hydrolysis products can in turn be
salvaged by cellular reuptake via specific transporters and

rephosphorylation inside the cell [5]. In addition, the pro-
duction of extracellular pyrophosphate from ATP is of major
relevance in the control of bone mineralization [6] and
vascular smooth muscle calcification [7]. In the digestive
system, hydrolysis of extracellular nucleotides may further-
more serve in the absorption of their molecular constituents.

Substrates relevant for purinergic signaling

Major extracellular purine and pyrimidine compounds
known to elicit cell surface receptor-mediated signals in
mammalian cells include ATP, ADP, UTP, UDP, UDP-
glucose, and some additional nucleotide sugars, some dinu-
cleoside polyphosphates, and the nucleoside adenosine [1].
Whereas adenosine activates solely G protein-coupled
receptors (the P1 receptors A1, A2A, A2B, and A3), nucleo-
tides act via ionotropic (P2X) or G protein-coupled (P2Y)
receptors. The homo- or hetero-trimeric P2X receptors (sev-
en subtypes, P2X1 to P2X7) are activated by ATP and
represent Na+-, K+-, and Ca2+-permeable ion channels. Li-
gand preferences (in brackets) of the eight human P2Y
receptors are as follows: P2Y1 (ADP), P2Y2 (UTP0ATP),
P2Y4 (UTP), P2Y6 (UDP), P2Y11 (ATP, NAD+), P2Y12

(ADP), P2Y13 (ADP), and P2Y14 (UDP, UDP-glucose and
other nucleotide sugars). In addition, the P2Y-like receptor
G protein-coupled receptor (GPR) 17 responds to both ura-
cil nucleotides (such a UDP-glucose) and cysteinyl-
leukotrienes [8]. Dinucleoside polyphosphates act on some
P2X and P2Y receptors [9, 10]. Moreover, evidence has
been provided that NAD+ [11–13] and ADP ribose [14]
function as ligands at P2Y receptors.

ATP can also serve as a co-substrate of ecto-kinases in
the phosphorylation of cell surface-located or extracellular
proteins [15, 16]. In murine tissue, NAD+ can (in addition to
acting as a P2Y receptor agonist) activate P2X7 receptors as
a result of ADP ribosylation [17].

Four major groups of ecto-nucleotidases

The four major groups of ecto-nucleotidases include the ecto-
nucleoside triphosphate diphosphohydrolases (E-NTPDases),
ecto-5′-nucleotidase (eN), ecto-nucleotide pyrophosphatase/
phosphodiesterases (E-NPPs), and alkaline phosphatases
(APs) (Table 1). The E-NTPDases are nucleotide-specific
and hydrolyze nucleoside triphosphates and diphosphates
with the nucleoside monophosphates as the final hydrolysis
product. According to present knowledge, they represent the
major nucleotide-hydrolyzing enzymes involved in purinergic
signaling but they do not hydrolyze dinucleoside polyphos-
phates, ADP ribose, NAD+, or AMP. Similarly, the nucleo-
side monophosphate-hydrolyzing eN is nucleotide-specific
and the major enzyme producing extracellular adenosine
from AMP. The other two groups of enzymes act as ecto-
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nucleotidases but hydrolyze also other substrates. E-NPPs
hydrolyze nucleoside triphosphates and diphosphates, dinu-
cleoside polyphosphates, ADP ribose, NAD+, and a vari-
ety of artificial substrates but not AMP. Some members of
this protein family hydrolyze phospholipids. APs finally
hydrolyze nucleoside tri-, di-, and monophosphates, pyro-
phosphate, and a large variety of additional monoesters of
phosphoric acid. As compared to E-NTPDases and eN, the
examples for a role of E-NPPs and APs in the control of
purinergic signaling are still scarce. Figure 1 depicts the
different cleavage sites of members of the four enzyme
families with ATP, ADP, or AMP as a substrate.

Additional nucleotide-metabolizing enzymes

Additional enzymes that can also hydrolyze certain nucleo-
tides are not included in this review. Mammalian prostatic
acid phosphatase (PAP) is expressed as a secreted or as a
transmembrane protein [18]. At a pH of 7.0, the two mouse
isoforms were found to dephosphorylate a large variety of
compounds including AMP and to a minor extent also ADP.
At acidic pH (pH 5.6), PAP dephosphorylates all purine
nucleotides (AMP, ADP, ATP). This may have implications
in inflammatory conditions where extracellular pH is re-
duced. By dephosphorylating extracellular AMP to adeno-
sine and activating A1-adenosine receptors, the membrane-
bound form of PAP (TM-PAP) is thought to exert antinoci-
ceptive effects in the dorsal spinal cord [19–21]. Similarly,
mammalian tartrate-resistant acid phosphatase (TRAP)
hydrolyzes a wide range of phosphate monoesters and anhy-
drides including nucleotides such as ATP, ADP, and (to a
minor extent) AMP [22]. Among others, the enzyme is
highly expressed in osteoclasts and osteoblasts and—due
to its acid pH optimum—may be relevant for bone remod-
eling [23, 24]. Extracellular nucleoside diphosphates may be
hydrolyzed also by soluble calcium-activated nucleotidase
(CAN) [25]. Following recombinant expression, the human
(but not the rodent) form of this enzyme is cleaved and
released from cells. In addition, accumulating evidence has
been provided that the sarcolemmal α-sarcoglycan is a Ca2+,
Mg2+-dependent ecto-ATP diphosphohydrolase [26]. Ecto-
ATPase activity has also been attributed to the neural cell
adhesion molecule (NCAM) [27]. Finally, cell surface loca-
tion of molecular components of mitochondrial F1Fo ATP
synthase/F1 ATPase was described for several cell types.
They have been identified as cell surface receptors for
apparently unrelated ligands but generation of ATP or
ADP has also been reported [28, 29]. Whether the observed
nucleotidase activity was due to this ecto-protein requires
further investigation [30].

Additional ecto-enzymes such as ecto-nucleoside diphos-
phate kinase and ecto-adenylate kinase can interconvert
extracellular nucleotides, others metabolize NAD+ (NADT
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glycohydrolases [NADases, CD38, CD157] and mono
[ADPribosyl] transferases [ARTs]), or deaminate extracellu-
lar adenosine to inosine (adenosine deaminase) (ref. in
[30–32]). In particular, ecto-nucleoside diphosphate kinase
and ecto-adenylate kinase may in certain cell types signifi-
cantly contribute to increase the pericellular concentrations
of ATP via phosphotransfer reactions [30, 33, 34]. Figure 2
provides an overview of the cell surface-located metabolism
of ATP (as an example for nucleoside triphosphates), Ap4A
(as an example for dinucleoside polyphosphates), and
NAD+ and its hydrolysis products and relates it to purinergic
signaling.

Structure and catalytic mechanism of ecto-nucleotidases

All four ecto-nucleotidases described in this review consist of
relatively large chains of at least 500 amino acids and of at
least two domains. Their crystal structures have been deter-
mined, although for eN, structural data are only available for
homologues from bacteria and yeast. Complex structures
with the reaction products or non-hydrolysable substrate ana-
logues provide detailed insight into substrate binding and the
catalytic mechanism. On the assumption that the modification
of the nucleotide does not significantly perturb the catalytical-
ly competent substrate-binding mode, the relevant molecular
interactions for base specificity or the specificity towards
nucleoside triphosphates, diphosphates, or monophosphates
can be characterized. Often also candidates for the nucleophil-
ic water molecule attacking the phosphoryl group of the
substrate can be visualized in these structures. The atomic

structures allow in-depth comparisons of the catalytic
mechanisms between the various ecto-nucleotidases and
offer the possibility to design substances that interfere
with the catalytic activity in an enzyme-specific manner.

This review discusses the four major groups of ecto-
nucleotidases with an emphasis on the human enzymes. It
focuses on the principal cell biological, catalytic and in
particular also structural properties of the enzymes and
provides only brief reference to tissue distribution, and
physiological and pathophysiological functions.

Ecto-nucleoside triphosphate/diphosphohydrolases

General properties and functional role

Members of the ecto-nucleoside triphosphate diphosphohy-
drolase protein family are ecto-nucleotidases in the strict
sense [30, 32, 35, 36]. These enzymes hydrolyze extracel-
lular nucleotide tri- and diphosphates in the presence of
millimolar concentrations of Ca2+ or Mg2+ with high rates
at physiological extracellular pH between 7 and 8 (EC
3.6.1.5). Nucleoside monophosphates are the final hydroly-
sis product.

Eight paralogues have been identified in mammals. Four of
these (NTPDase1, NTPDase2, NTPDase3, and NTPDase8)
are typical cell surface-located enzymes. NTPDase4–7 share
an intracellular organellar localization, but secreted forms of
NTPDase5 and NTPDase6 have been reported (ref. in [36,
37]) (Fig. 3). NTPDase1, NTPDase2, NTPDase3, and

Fig. 1 Overview of enzyme-specific cleavage sites of individual types
of ecto-nucleotidases. Enzymes shown in blue, red, and green accept
ATP, ADP and AMP, respectively, as substrates. The cleaved bond is
marked by an arrow in the according color. NPPs cleave the same bond

in ATP and ADP whereas NTPDases hydrolyze different bonds. The
removal of the gamma-phosphate from ATP by NPP1 and NPP2 (pale
blue) can be regarded a side reaction of this enzyme class caused by
inverted binding of the nucleotide to the active site. See also Fig. 11

Purinergic Signalling (2012) 8:437–502 441



NTPDase8 hydrolyze both nucleoside triphosphates and
diphosphates but the range of substrates of the other enzymes
is more restricted. Initially varying nomenclatures were in use
for individual enzymes. Following a more detailed biochem-
ical characterization and the availability of primary structures,
the nomenclature has been revised [38, 39] (Table 1), but
some of the original nomenclature is still used today. In
particular, CD39 is often used in immunological contexts
instead of NTPDase1.

NTPDases are expressed in essentially every tissue [32,
36]. They reveal overlapping tissue distributions but in situ
they are mostly expressed by different cell types [35]. Exam-
ples of cellular co-expression of NTPDases identified by
immunocytochemistry include epithelial cells in a variety of
tissues [40]. NTPDase1 is the most thoroughly investigated
enzyme and considerable insight has been gained from the

generation of knockout mice [41, 42]. NTPDase1 is a lym-
phocyte activation marker and found to be expressed on
natural killer cells, monocytes, dendritic cells, and subsets of
activated T cells. By modulating purinergic signaling, the
enzyme plays a major role in the control of the cellular
immune response [43–45]. In addition to other tissues, prom-
inent expression of NTPDase1 is observed on vascular endo-
thelium. By hydrolyzing prothrombotic ADP, NTPDase1
maintains vascular fluidity and plays an important role as a
modulator of vascular inflammation and thrombosis [46, 47]
as well as in cerebroprotection and cardioprotection [48]. It
furthermore controls endothelial P2Y receptor-dependent vas-
orelaxation [49]. In addition, NTPDase1 is the major enzyme
regulating nucleotide metabolism at the surface of vascular
smooth muscle cells and thus contributes to the local regula-
tion of vascular tone by nucleotides [49, 50].
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Fig. 2 Principal pathways of extracellular nucleotide metabolism. a
Degradation of extracellular nucleotides and purinergic receptor acti-
vation with ATP, Ap4A, and NAD+ as examples. Compounds capable
of receptor (P2X and P2Y nucleotide receptors or P1 adenosine recep-
tors) activation are indicated in red. Enzymes capable of the specified
catalytic reaction are highlighted with a colored background box. ADA
ecto-adenosine deaminase, AP alkaline phosphatase, CAN soluble
calcium-activated nucleotidase, eN ecto-5′-nucleotidase, NADase
NAD-glycohydrolase, NPP ecto-nucleotide pyrophosphatase/phospho-
diesterase, NTPDase ecto-nucleoside triphosphate diphosphohydro-
lase, PAP prostatic acid phosphatase, TM-PAP transmembrane-PAP,
TRAP tartrate-resistant acid phosphatase. NAD+ can be hydrolyzed
by NPPs to AMP and nicotinamide mononucleotide (NMN) and by
NADase to nicotinamide and ADP-ribose. ADP-ribose can in turn be

degraded by NPPs to AMP and ribose-5-phosphate. Nicotinamide
mononucleotide can be dephosphorylated by eN to nicotinamide ribo-
side (NR). Adenosine (Ado) or inosine (Ino) can be recycled into the
cell via specific nucleoside transporters. NAD+ can function as a ligand
of some P2 receptors (not indicated), and in murine tissue, it can
activate P2X7 receptors as a result of ADP ribosylation. b Ecto-
anabolism of nucleotides. At the surface of some cells, ATP can be
synthesized extracellularly from ADP via ecto-nucleoside diphosphate
kinase (NDPK), whereby another nucleoside triphosphate (NTP) serves
as the phosphate donor. In contrast to NDPK, ecto-adenylate kinase
(AK) is adenine nucleotide-specific. Depending on mass action, a
phosphate can be transferred from one ADP molecule to another,
resulting in the formation of ATP and AMP (or vice versa)
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NTPDase2 is expressed on the adventitial surface of
blood vessels where it contributes to vascular hemostasis
[46, 47]. It is co-expressed with NTPDase3 and eN in
salivary cells and stratified epithelia of the gastrointestinal
tract [40]. It is also found on taste buds [51] and was
identified in a variety of tumor cells [37]. In the rodent
brain, it is highly expressed by adult neural stem cells,
where it has been implicated in the generation of new nerve

cells, by non-myelinating Schwann cells of the peripheral
nervous system, the satellite glia of dorsal root ganglia, and
enteric glia [52–57]. In Xenopus laevis, NTPDase2 together
with the P2Y1 receptor is essential for eye development [58].

NTPDase3 is expressed in subsets of neurons in the brain
expressing the neuropeptide hypocretin-1/orexin-A [59], in
a variety of epithelia including kidney, airways, reproduc-
tive and digestive systems [40], and in all Langerhans islet

Fig. 3 Radial phylogenetic tree of NTPDases. The tree highlights the
clear segregation of vertebrate NTPDases into cell surface-located
enzymes which are involved in purinergic signaling (NTPDase1–3
and NTPDase8) and the intracellularly located NTPDase4–7. Although
NTPDases are ubiquitous in eukaryotes, cell-surface type forms are
probably present in only a few non-vertebrate eukaryotes. The scarcity
of bacterial NTPDase genes suggests that they have been acquired by
horizontal gene transfer. Amino acid sequences have been aligned with
Tcoffee [619]. The tree has been calculated with the program Protdist
as included in Bioedit and the visualization was done with the program
PhyloDraw. Proteins for which structural data are available have been
underscored. GI Accession numbers—A. aegypti: 108878621; Asper-
gillus clavatus: 121713566; C. elegans: 17539006; Branchiostoma
floridae: 210115619; C. albicans: 68480942; Danio rerio NTPDase1:
57525937, NTPDase2: 54261809, NTPDase3: 134133300,
NTPDase4: 50539906, NTPDase6: 62955697, NTPDase8:

268837940; Homo sapiens NTPDase1: 1705710, NTPDase2:
45827719, NTPDase3: 4557425, NTPDase4: 3153211, NTPDase5:
3335102, HsNTPDase6: 3335098, NTPDase7: 9623384, NTPDase8:
158705943; Kluyveromyces lactis: 50311623; L. pneumophila:
81377241/gi 81377833; Leishmania braziliensis: 154333055; Neo-
spora caninum: 3298332; Neurospora crassa: 85108997; Pisum sat-
ivum: 563612; Oryza sativa: 77548506; Ostreococcus tauri:
308802668; Pichia stipitis: 149389003; Pseudoalteromonas atlantica:
122971633; Pseudomonas syringae pv. tomato: 81730387; S. cerevi-
siae: 603637; Sarcocystis neurona: 32816824; Schistosoma mansoni 1:
33114187, 2: 114797038; Schizosaccharomyces pombe: 19114359;
Solanum tuberosum : 2506931; Tetrahymena thermophila :
118383992; T. gondii: 2499220/gi2499221; Trichomonas vaginalis:
154413345; T. brucei: 72392821; Trypanosoma cruzi: 71414508; Xen-
opus tropicalis NTPDase5: 301618468, NTPDase7: 62859996
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cell types [60]. NTPDase1 and NTPDase3 are expressed in
airway epithelial surfaces, in addition to tissue nonspecific
AP (TNAP) and E-NPPs [61, 62]. A recent immunocyto-
chemical analysis in the mouse implicates NTPDase3 in the
control of nociceptive nucleotide transmission [56]. The
enzyme is highly expressed in dorsal root ganglion cells
and their central projections. It was localized both in IB4
(isolectin B4)-binding and TRPV1 (transient receptor po-
tential cation channel subfamily V member 1)-expressing
sensory neurons and their axon terminals in lamina II of the
dorsal horn. There was also extensive co-localization of
NTPDase3 and eNT, suggesting that these two enzymes
act (together with TM-PAP, [21]) in concert in nociceptive
circuits to produce adenosine from extracellular ATP.
NTPDase2 immunostaining was also apparent in a narrow
band of intrinsic neurons in lamina II. Moreover, NTPDase3
was found to be present in large myelinated cutaneous axons
and in specialized end organs that participate in tactile
sensation. This points to the possibility that nucleotide sig-
naling contributes to low-threshold mechanotransduction
[56]. NTPDase8 has a more restricted tissue distribution. It
is highly expressed in the liver, kidney, and intestine [32].

NTPDase4 is expressed in all tissues [63]. mRNA encod-
ing the closely related NTPDase7 is similarly widely dis-
tributed, implicating that it exerts a general intracellular
function [64]. Of the closely related NTPDase5 and
NTPDase6, NTPDase5 has been reported in macrophages
and in the liver, kidney, prostate, colon, and testis, while
NTPDase6 mRNA appears to be expressed predominantly
in the heart [65]. Both enzymes are expressed in the cochlea
[66]. In humans, the gene ENTPD5 has been found to be
identical to the PCPH proto-oncogene, and dysregulation of
this gene was demonstrated in some human cancers [67, 68].

Substrates and catalytic properties

NTPDase1, NTPDase2, NTPDase3, and NTPDase8 hy-
drolyze both nucleoside triphosphates and diphosphates at
physiological pH whereby they reveal rather broad sub-
strate specificity towards purine and pyrimidine nucleo-
tides (Table 1). Individual enzymes reveal, however,
differences regarding pH sensitivity and also regarding
preferences for Ca2+ and Mg2+. For example NTPDase2,
NTPDase3, and NTPDase8 are considerably more active
at acidic pH than NTPDase1 [69]. Purified cell surface
NTPDases have a very high specific activity in the range
of several hundred micromoles per minute per milligram
[37]. Kinetic properties of the identical enzyme can vary
between Ca2+ and Mg2+ salts of the nucleotide. Human
NTPDase1 and NTPDase2 have a preference of adenine over
uracil nucleotides. Furthermore, NTPDase1, NTPDase2,
NTPDase3, and NTPDase8 hydrolyze ATP more rapidly than
ADP. The ratio of the maximal rates for the hydrolysis of ATP

and ADP can be taken as a signature of the enzyme paralogues
[35, 36], whereby NTPDase2 has a particularly strong prefer-
ence for the hydrolysis of ATP [70].

A comparative biochemical characterization has been
performed with human and mouse NTPDase1 to NTPDase3
heterologously expressed in COS-7 cells [69]. Chelation of
divalent cations with EDTA or EGTA abrogated catalytic
activity. All enzymes exhibited Michaelis–Menten kinetics.
The Km values for ATP of human NTPDase1, NTPDase2,
and NTPDase3 were 17, 70, and 75 μM, respectively, sug-
gesting that NTPDase1 is the enzyme with the highest
affinity for ATP. The Km values for the mouse enzymes
were somewhat lower. Recombinant human NTPDase8 hy-
drolyzed ATP and UTP about equally well and revealed a
strong preference for nucleoside triphosphates [71, 72]. Km

values varied to some extent between the two investigations
and between the Ca2+ and Mg2+ salts of the nucleotides. For
ATP, they ranged between 81 and 226 μM. Km values in the
same range were obtained for ADP as a substrate. These
values are in the same range as those obtained for the native
or recombinant enzymes in other investigations [35, 36, 73].

NTPDase2, NTPDase3, and NTPDase8 hydrolyze ATP
to ADP, which is released from the enzyme and then further
hydrolyzed to AMP. In the case of NTPDase2, considerable
amounts of ADP accumulate before it is further hydrolyzed
to AMP. In contrast, ATP is hydrolyzed by NTPDase1
directly to AMP, without significant amounts of ADP
appearing as an intermediate product [69, 70, 74] (Fig. 4).
However, hydrolysis of UTP by NTPDase1 leads to tran-
sient accumulation of free UDP [69]. Mammalian
NTPDase2 (but not the other NTPDases) displays the un-
usual property of inactivation by substrate [75].

The physiological relevance of the differential expression,
the differences in substrate preference, and product formation
or also pH dependence of the four ecto-forms is not well
understood. This would require detailed information on the
state of tissue and the expression of purinergic receptors in the
immediate environment of the respective NTPDases.

Substrate preferences differ also for the intracellularly
located NTPDases (Table 1). The two isoforms of human
NTPDase4 hydrolyze nucleoside tri- and diphosphates, but
ATP and ADP only to a minor extent [63, 76]. Both
NTPDase5 and NTPDase6 reveal a high preference for
nucleoside diphosphates whereby ADP is a poor substrate
[39, 77–79]. NTPDase7 preferentially hydrolyses UTP,
GTP, and CTP, but ATP and nucleoside diphosphates only
to a minor extent [64].

The ATPase activity of NTPDase1, NTPDase2, NTPDase3,
and NTPDase8 could potentially interfere with chaperone-
assisted protein folding in the endoplasmic reticulum (ER)
and phosphorylation in the Golgi apparatus as well as other
reactions requiring intraorganellar ATP during the secretory
pathway. Whereas it has been suggested that rat NTPDase1 is
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catalytically inactive intracellularly and becomes active only
when fully glycosylated and cell surface-located [80], human
NTPDase3 was found to acquire nucleotidase activity as soon
as it is natively folded in the ER or in the Golgi intermediate
compartment [81].

General molecular properties

The closely related NTPDase1, NTPDase2, NTPDase3, and
NTPDase8 contain approximately 500 amino acid residues,
and the apparent molecular mass of the glycosylated mono-
mers is in the order of 70 to 80 kDa. They share approximately
40 % amino acid identity and important structural and func-
tional features, including two transmembrane domains
(TMDs) close to their N- and C-termini. The large extracellu-
lar loop contains the catalytic domain. This loop harbors five
highly conserved sequence motifs, the “apyrase-conserved

regions” (ACRs). The ACRs are a hallmark of the entire
enzyme family and can also be found in the yeast enzymes
[82–84]. In addition to the five canonical ACR motifs, a sixth
region of high homology and functional importance (ACR6,
see below) can be identified within subfamilies (Table 2). The
four enzymes have in common four additional conserved
regions as well as ten conserved cysteine residues [37].

Unraveling the molecular identity of the surface-located
mammalian nucleotide-hydrolyzing enzymes turned out to
be a tedious task, since the enzymes lose catalytic activity
on detergent solubilization. Human NTPDase1 was first
cloned as the CD39 lymphoid cell activation antigen (510
aa) [85], a glycoprotein of unknown function that played a
role in B cell adhesion [86]. Considerable homology to an
intracellular guanosine diphosphatase from yeast was recog-
nized. In parallel, NTPDase1 was purified to homogeneity
from human placenta [87]. Partial sequence identification
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Fig. 4 Idealized patterns of nucleotide hydrolysis and product forma-
tion by select members of the E-NTPDase, E-NPP, and AP families.
The formation of ADP from ATP varies between NTPDases (a) and
PPi is a major hydrolysis product of NPP1 (b) (the corresponding
formation of AMP is not shown). Both types of enzymes produce
AMP as final hydrolysis product. On hydrolysis of ATP, AP (c)
produces a substrate pattern similar to NTPDase2, NTPDase3, and
NTPDase8, except that hydrolysis proceeds to adenosine. Note that
only minor amounts of ADP are released on hydrolysis of ATP by
NTPDase1. In contrast, hydrolysis of UTP by the same enzyme is
progressive with the formation of UDP as intermediate product. Unless
indicated otherwise, the initial substrate was ATP. Hydrolysis of AMP
by eN (not shown) would follow similar kinetics as those shown for

AP. Graphs are modified from the following references: NTPDase1–3
(ATP): heterologous expression of the rat enzymes in CHO cells. Initial
substrate concentration 250 or 500 μM [70, 192]; NTPDase1 (UTP),
NTPDase8: heterologous expression of mouse enzymes in COS-7
cells. Initial substrate concentration 500 μM [69]. NPP1: Endogenous
enzyme expressed by rat C6 glioma cells, presumably NPP1, applica-
tion of 10 μM [γ-32P]ATP. The pattern of product formation varies,
however, with the initial concentration of ATP [369]. The formation of
Pi could in part have resulted from the presence of additional ecto-
nucleotidases. AP: calf intestinal AP, commercial product from Fer-
mentas Life Sciences, initial substrate concentration 500 μM (Peter
Brendel, Frankfurt, unpublished)
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was obtained but the CD39 sequence had not yet been pub-
lished. Cloning and expression of the apyrase from potato
tubers [82] finally provided the link to the CD39 sequence
and demonstration of its ecto-nucleotidase activity [88]. At the
same time, the vascular NTPDase was identified as
NTPDase1 [89]. A catalytically active human variant with
an N-terminal sequence of 11 amino acids differing from
CD39 was cloned from a human placenta cDNA library,
whereas a truncated form lacking ACR5 was catalytically
inactive [90, 91]. The cell biology and function of these forms
has not been further elucidated. Interestingly, limited tryptic
digestion of human NTPDase1 resulted in the formation of
two noncovalently membrane-associated fragments of 56 and
27 kDa that substantially augmented ATPase activity. The
underlying molecular mechanisms are not understood [83].

Human NTPDase1 is constitutively palmitoylated at a cys-
teine within the N-terminal region. The covalent lipid modifi-
cation of this region of the protein was important both in
plasma membrane association and in targeting NTPDase1 to
caveolae, where a co-localization of P2Y1 receptor and
NTPDase1 was observed [92]. It was suggested that palmi-
toylation could modulate the function of NTPDase1 in regu-
lating cellular signal transduction pathways [93, 94]. This
notion is further supported by the observation that
cholesterol-dependent lipid assemblies regulate the activity
of NTPDase1 [95]. Removing of cholesterol frommembranes
reduced ATPase activity which is restored on readdition of
cholesterol. NTPDase3 carries putative palmitoylation sites at
both its N- and C-terminal cytoplasmic domains [93], but
palmitoylation has not been shown experimentally. Digitonin,
a detergent that preferentially binds to membrane cholesterol,

has a marked stimulatory effect on human NTPDase2, sug-
gesting that NTPDase2 may also be located in rafts [96].

Continued cloning efforts successfully unraveled addition-
al enzymes with related catalytic activities. Mammalian
NTPDase2 was first cloned and characterized from rat [97]
and then from human sources [98]. Of the three human splice
variants (NTPDase2α–γ) [99], only the NTPDase2α variant
(495 aa), corresponding to the enzyme cloned from rat [97],
was catalytically active. The region missing in the shorter
human splice variants 2β and 2γ was found to be essential
for correct folding, trafficking, and enzymatic activity. A
specific residue (Cys399) which was absent in the shorter
isoforms, accounted for the inactive intracellular phenotype
shown for the shorter forms. It was suggested that this Cys
residue is involved in an intra-chain disulfide bond that is
essential for acquisition of tertiary structure and consequently
for enzymatic activity. Structural data (see below) have now
shown that Cys399 is part of an intrachain disulfide bridge
and a central element of the fold of the C-terminal domain.

An additional splice variant also exists for rat NTPDase2
(NTPDase2α and β) [100]. NTPDase2β (545 aa) has an
extended cytosolic C-terminus and was found to be local-
ized both at the plasma membrane and at intracellular mem-
branes. Both forms were expressed in a range of rat tissues,
differed in their catalytic properties, and were differentially
regulated [101, 102]. Their potential cell-specific function
has not been determined.

Human genome mapping permitted the prediction of addi-
tional human members of the protein family [103]. The num-
bering (CD39-like, CD29L1-4, comp. Table 1) was
unfortunate since these proteins are no cluster of differentia-
tion (CD) proteins. NTPDase3 has subsequently been cloned
from human (529 aa) [104] and additional mammalian sour-
ces. A splice variant (NTPDase3β) lacking the C-terminus
including ACR5 was found to be targeted to the plasma
membrane but was catalytically inactive. Since co-
expression of both NTPDase3α and NTPDase3β reduced
the amount of NTPDase3α targeted to the plasma membrane,
the authors speculated that NTPDase3β could function as
a possible modulator of nucleotidase activity and puri-
nergic signaling [105]. NTPDase8 (495 aa) was cloned
from liver cDNA libraries, heterologously expressed and
functionally characterized [71, 72].

The intracellular NTPDase4–7 share the five canonical
ACRs with the ecto-forms but their extracellular domains
contain only four to six (NTPDase4, NTPDase7) cysteine
residues. Whereas NTPDase4 and NTPDase7 also have two
TMDs, NTPDase5 and NTPDase6 contain only one N-
terminal TMD and are putative type II membrane proteins
[37, 39] (Fig. 4). Two closely related forms of human
NTPDase4 with different cellular localizations have been
identified. Following cell transfection, they have been allo-
cated to the Golgi apparatus (UDPase) [76] and to

Table 2 Consensus sequences of the apyrase-conserved regions of
NTPDase family proteins

Apyrase-conserved
region

Consensus sequence

ACR1 (V/I) (V/I/M) X D A G S (S/T) (G/H/S) (T/S)

ACR2 (A/S) T A G (M/L/V) R (L/D/M) (L/F/I)

ACR3 G X X E G X (Y/F) X (W/F/Y) X X X N

ACR4 (G/A/S) X X (D/E) X G G (A/G) S X Q

ACR5 (W/R) (T/A/P/C) (L/D) G X X (L/I/V)

ACR6 (vertebrate
NTPDase1–3,
NTPDase8)

F X A (F/Y) (S/A) X (F/Y) (Y/F) (Y/F/W)

The consensus sequence of ACR1–5 was generated from analysis of the
profile Hidden Markov Model (pHMM logo [627]) generated for the
GDA1_CD39 protein family. Unconserved positions are marked with an
X. For positions with partial conservation, the respective alternatives are
given in brackets. Boldface letters indicate strongly preferred residues.
The newly described ACR6 exhibits greater sequence variability when all
NTPDase proteins are compared and the shown consensus sequence is for
vertebrate cell surface NTPDases only
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lysosomal/autophagic vacuoles (LALP70) [106], respective-
ly. The two enzymes have an apparent molecular mass of
approximately 70 kDa and differ by only eight amino acid
residues, whereby the Golgi-located form represents a splice
variant of the lysosomal/autophagic form [63]. The two
variants differ in nucleotide preference and also in divalent
cation dependence. The lysosomal/autophagic form has the
highest preference for UTP and TTP, whereas CTP and UDP
are the best substrates of the Golgi-located form. The closely
related human NTPDase7 (604 aa, approximately 70 kDa)
[64] has been allocated to intracellular organelles of un-
known function. The functional roles of NTPDase4 and
NTPDase7 are not known.

The glycosylated NTPDase5 and NTPDase6 have an ap-
parent molecular mass of approximately 60 kDa. Expression
of human NTPDase5 in COS-7 cells resulted in a secreted and
soluble form [107]. A soluble ER-located form of NTPDase5
purified from bovine liver (ER-UDPase) has been suggested
to promote reglycosylation reactions involved in glycoprotein
folding and quality control in the ER [77]. Similarly, transfec-
tion of human NTPDase6 into COS cells resulted in soluble
secreted and membrane-bound forms with the secreted form
predominating [65, 108]. N-terminal amino acid sequencing
of soluble NTPDase6 indicated cleavage of the signal peptide.
Similar results were obtained with rat NTPDase6 whereby
(similar to NTPDase4) the intracellular form was located in
the Golgi apparatus [78]. Both enzymes were strongly acti-
vated by either Ca2+ or Mg2+. It is noteworthy that yeast
(Saccharomyces cerevisiae) contains only two NTPDase
orthologues (Ynd1/Apy1p and yeast GDPase) that are related
to the equally Golgi-located NTPDase4 and to NTPDase5/6.
Double deletion of the two yeast genes revealed that the two
enzymes were required for Golgi glycosylation and cell wall
integrity [109]. Similarly, the single homologous gene in the
Drosophila genome encodes an intracellular enzyme, homol-
ogous to NTPDase6 [110].

The generation of an Entpd5 knockout mouse unraveled
novel insight into the function of NTPDase5. Genetic inac-
tivation resulted in two major histopathologic lesions: hep-
atopathy and aspermia. In addition, loss of Entpd5 promoted
hepatocellular neoplasia [111]. The cellular mechanisms
underlying these changes are not fully understood, but it is
of interest that ENTPD5 has also been identified as the
PCPH proto-oncogene [67]. The PCPH oncogene is a trun-
cated form of ENTPD5 [112]. Furthermore, expression of
the normal NTPDase5 protein is deregulated or lost in some
human cancers and in a wide variety of malignant cells,
consistent with a role as a tumor suppressor [111]. A recent
study confirms the role of NTPDase5 in promoting N-gly-
cosylation and protein folding in the ER. NTPDase5 was
identified as an important link in the PI3K/PTEN/AKT
signaling loop [68]. PI3K and PTEN (tumor suppressor
protein phosphatase and tensin homologue deleted on

chromosome ten) lipid phosphatase control the level of
cellular phosphatidylinositol (3,4,5)-trisphosphate, an acti-
vator of AKT kinases that promotes cell growth and surviv-
al. It is suggested that NTPDase5 upregulation is important
for AKT-activated cells to cope with elevated translational
activity that generates more nascent polypeptide chains des-
tined for the ER. NTPDase5 thus seems to mediate many of
the observed cancer-related phenotypes associated with
AKT activation. The physiological role of NTPDase6 is
unknown. Whether NTPDase5 and NTPDase6 are released
into body fluids in situ and what could be the functional
consequences is not known.

A major question concerns the mechanisms underlying
the difference in substrate specificity between the paralogues.
Numerous mutations have been created to depict amino acid
residues particularly within the ACRs responsible for deter-
mining catalytic properties [83, 84, 113–117]. In addition, five
chimeric cDNAs were constructed in which N-terminal
domains of increasing length of rat NTPDase1 were replaced
by the corresponding sequences of NTPDase2 and vice versa
and expressed in Chinese hamster ovary (CHO) cells [118].
An analysis of the catalytic activities of the expressed
enzymes revealed that the sequences of NTPDase1 and
NTPDase2 were sufficiently related to form functionally ac-
tive protein chimeras. Amino acid residues between ACR3
and ACR5 and the cysteine-rich region between ACR4
and ACR5 had a particularly strong influence in confer-
ring a wild-type phenotype to the respective chimera.
The data implied that protein structure rather than the
amino acid sequence in conserved ACRs per se may be
of major relevance for determining differences in the
catalytic properties between the two related wild-type
enzymes. Chimeras of human NTPDase1 and NTPDase2
in which only the N-terminal halves of the proteins were
swapped led to the conclusion that the N-terminal half of
the protein (containing ACR1–4) regulates nucleotidase
specificity [119]. In addition, in chimeras of NTPDase1
and NTPDase2, the TMDs have been identified of con-
ferring substrate specificities on each enzyme [120].

Membrane topology

NTPDase1, NTPDase2, NTPDase3, NTPDase4, NTPDase7,
and NTPDase8 share their general membrane topology with
two TMDs at the N- and C-terminus, respectively, with P2X
receptors. Otherwise, only epithelial Na+ channels and the
acid-sensing ion channels reveal a similar membrane topology
[121, 122]. Such a membrane topology is unusual for ecto-
enzymes. These are typically attached to the membrane by a
single protein or lipid link [123]. Considerable evidence has
been accumulated demonstrating that the two TMDs play a
role in the function and regulation of the enzymes in addition
to anchoring the protein in the membrane. However,
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individual paralogues differ in their TMD sequences resulting
in variable outcome of membrane perturbing experiments
[124, 125].

In human NTPDase1 and NTPDase2 [75, 83, 120, 125]
and also in chicken NTPDase8 [126], the two TMDs are
important for maintaining catalytic activity and substrate spec-
ificity. Truncation of both TMDs in NTPDase1 or NTPDase2
resulted in the formation of monomers and 90 % loss of
enzyme activity, equal to detergent solubilization [120, 123].
Furthermore, the TMDs of human NTPDase1 are important
for folding and sorting as well as for optimal enzymatic
activity and activation by cholesterol [127]. While NTPDase1
has been found to be localized in the apical as well as baso-
lateral surface [95, 128–130], when expressed in the polarized
Madin–Darby canine kidney (MDCK) cells, it is targeted to
the apical side of the membrane. The N-terminal TMD con-
tains an apical targeting signal; however, neither the N- nor the
C-terminal domain was required for apical targeting, suggest-
ing that an additional targeting signal is located at the ecto-
domain. Folding, release from the ER, and transport to the
plasma membrane relied only on the C-terminal TMD, where-
as the N-terminus determined the proper orientation of the
protein on the membrane. Both TMDs were required for
activation of NTPDase1 by cholesterol.

The TMDs also impact on substrate specificity. Removal
or disruption of TMDs of NTPDase1 and NTPDase2 abro-
gated the distinction between the two enzymes regarding
substrate preference for ATP versus ADP and progressive
cleavage of ATP [120, 131]. This would support the idea
that the extracellular loops of the two enzymes have the
same intrinsic substrate specificity and that the difference in
catalytic properties is affected by their TMDs.

Similarly, membrane-associated NTPDase1 hydrolyzed
ATP to completion without release of ADP as an intermediate
[70, 74], whereas soluble NTPDase1 lacking both TMDs
exhibited intermediate ADP release [74, 131]. The TMDs
may also undergo coordinated motions during the process of
nucleotide binding and hydrolysis [125, 132, 133], which
could impact on the structure of the catalytic domain. Alter-
ations in quaternary structure and subunit interactions may
further affect the impact or interaction of ACRs involved in
substrate binding and hydrolysis [125]. Whether posttransla-
tional modifications such as protein phosphorylation contrib-
ute to this dynamic behavior remains to be investigated. It thus
appears that protein structure rather than specific sequence
requirements strongly influences catalytic properties. The no-
tion that alterations in protein structure can impact on catalytic
properties is now supported by structural analysis (see below).

Oligomeric structure

Using cross-linking of proteins in membrane fractions de-
rived from transfected mammalian cells, members of the E-

NTPDase family were shown to form oligomeric com-
plexes. Oligomeric forms reveal increased catalytic activity
[134, 135] and the state of oligomerization can affect cata-
lytic properties [114, 136]. The formation of monomers has
been held responsible for the strong reduction in catalytic
activity following Triton X-100 solubilization. Similarly,
mutants lacking one or both TMDs tend to form monomers
and have low enzymatic activity [131, 135].

The apparent state of oligomerization varied between
individual enzymes and may have depended on cross-
linking and solubilization conditions. NTPDase1 to
NTPDase3 were found as dimers to tetramers [83, 114,
123, 134, 136–140]. Oligomer formation of the cell
surface-located pool of the enzymes could be verified by
surface iodination [136]. When applying blue native gel
polyacrylamide gel electrophoresis for the analysis of native
complex formation, heterologously expressed NTPDase1
was found to consist of monomeric, dimeric, and trimeric
forms, with the dimeric form predominating. NTPDase2
revealed monomeric to tetrameric forms, with the monomer-
ic form being the least abundant. This suggests that different
oligomeric forms coexist in the plasma membrane. Mutation
experiments suggest that multimer formation in rat
NTPDase1 and human NTPDase2 is governed by their
TMDs [120, 135]. Previous evidence that oligomers are
not linked by disulfide bridges [83, 136] has been substan-
tiated by a recent analysis of NTPDase3 and of the crystal
structure of the NTPDase2 ecto-domain (see below). Human
NTPDase3 was found to preferentially form dimers [138].
Hydrogen bonding involving a conserved glutamine located
in TMD1 near the extracellular surface was implicated in
dimer formation [141]. The variable oligomeric structure of
NTPDases from monomeric to oligomeric forms is in stark
contrast to P2X receptors that share similar membrane to-
pology [142]. P2X receptors form a single homooligomeric
complex corresponding to a trimer, in the absence of tet-
ramers, dimers, or monomers.

The similarity of the membrane topology of the surface-
located NTPDase1, NTPDase2, NTPDase3, and NTPDase8
with P2X receptors and their ability to form oligomers makes
them potential candidates for channel formation. It has been
suggested that NTPDase1 could function as an ATP release
channel. Release of ATP from NTPDase1-transfected
Xenopus oocytes could be induced by hyperpolarizing pulses
and required functional ecto-ATPase activity [143].

Glycosylation

The glycan moieties of glycoproteins can play important
roles in maintaining polypeptide conformation and solubil-
ity, for protection of the polypeptide chain from proteolytic
degradation, for signals for intracellular sorting and exter-
nalization, for cell adhesion, or also for catalytic activity
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[144]. Members of the E-NTPDase family are N-glycosy-
lated. The degree of glycosylation varies between ecto-
forms and intracellular forms. The number of predicted N-
glycosylation sites amounts to 6, 6, 7, and 8 for NTPDase1–
3 and NTPDase8, respectively, and 2, 3, 2, and 3, for
NPTDase4–7, respectively. In contrast to other ecto-
nucleotidases, glycan structures of NTPDases have not been
determined. Experiments with endoglycosidase H digestion,
which specifically recognizes and hydrolyzes the high-
mannose N-glycans (that are characteristic for immature
proteins resident in the ER) but not highly processed com-
plex oligosaccharides, suggest that most of the N-linked
glycosylation sites in human NTPDase3 are processed to
complex oligosaccharides. But at least one site was high
mannose or hybrid in structure [145]. Neuraminidase treat-
ment of B cell-derived NTPDase1 revealed a small shift in
molecular mass, suggesting the presence of sialic acid [86].

Only one of the putative N-glycosylation sites (N81 in
NTPDase3), which is located near ACR1, is invariant in the
cell surface-located human NTPDases [146]. Glycosylation
does not appear to be required for enzymatic activity of
NTPDase5 [147, 148] and NTPDase6 [79, 146]. This is
shown by bacterial expression of the non-glycosylated pro-
teins or by heterologous expression in the presence of tuni-
camycin (NTPDase5, [147]).

The results obtained for the ecto-forms varied between
experimental conditions and the paralogue investigated.
Deglycosylation of isolated NTPDase1 with peptide N-glyco-
sidase F, which removes all N-glycans, resulted in a 30 %
reduction in apparent molecular mass without loss of catalytic
activity [83, 149, 150]. In contrast, inhibition of N-glycosyl-
ation with tunicamycin in COS-7 cells [80] or MDCK cells
[127] expressing humanNTPDase1 or mutation of putativeN-
glycosylation sites in rat NTPDase1 [151] impaired or abro-
gated catalytic activity. Possibly, removal of N-glycans from
fully folded proteins no longer impairs their catalytic activity
[150]. However, deglycosylation of NTPDase3 with peptide
N-glycosidase F reduced catalytic activity [138]. In addition,
mutation of N-glycosylation sites in NTPDase2 [99] or
NTPDase3 [146] reduced enzymatic activity with the protein
retained in the ER. Surface biotinylation analysis furthermore
revealed that surface-expressed NTPDase1 receives a higher
degree of N-glycosylation than the intracellular forms. Inhibi-
tion of N-glycosylation in the ER prevented its plasma mem-
brane localization while terminal modification in the Golgi
apparatus was less important [80, 127, 150]. Glycosylation
was found to be essential for folding, trafficking, and activity
of NTPDase1 and NTPDase2 [99].

Soluble forms

Minor amounts of soluble NTPDase activity were reported
to constitutively circulate in human bloodstream [152]. But

the truly soluble nature of the enzyme(s) has not been
verified by phase partitioning and the molecular identity
has not been determined. According to biochemical evi-
dence, truly soluble ecto-forms of the NTPDase family
would lose most of their catalytic activity. Shedding of
undefined “ATPases” has been observed from endothelial
cells from human umbilical vein under conditions of shear
stress [153] and from cultured endothelial cells and astro-
cytes following oxygen–glucose deprivation [154]. There is
evidence that catalytically active NTPDase1 can be shed in
membrane-bound form from plasma membranes of
NTPDase1-expressing cells. The hydrophobic form of
NTPDase1 has been found in particulate secretions of rat
pancreas under resting conditions [155] and as a result of
stimulation with cholecystokininoctapeptide-8 where it is
thought to regulate intraluminal ATP concentrations within
the ductal tree [129, 156]. However, ecto-ATPase appears to
be absent from guinea pig and human pancreatic secretions,
implicating species-specific differences [157]. NTPDase1
was also found to be incorporated in microparticles of
human and mouse plasma, where it may play a role in the
exchange of regulatory signals between leucocytes and vas-
cular cells [158] and in exosomes from diverse cancer cell
types [159]. Release of soluble nucleotidases from stimulat-
ed sympathetic nerves innervating the guinea pig vas defer-
ens nerve endings has previously been reported but the
nature of the enzyme has not been determined [160, 161].

Protein interactions

Co-immunoprecipitation data suggest that NTPDase can be
associated with cystic fibrosis transmembrane regulator in
human and mouse red blood cell membranes [162]. The
interaction between the two proteins might positively affect
ATP transport and extracellular hydrolysis [163]. In addition
to homooligomers, NTPDases may also form heterooligomers
and engage in complexes with purine receptors. Using FRET
microscopy of heterologously expressed fluorescence-tagged
proteins, close molecular interaction, indicating complex for-
mation, was observed between rat NTPDase1 and NTPDase2
and between NTPDase1 and a variety of P2Y nucleotide and
P1 adenosine receptors [164]. The close interaction between
NTPDases and P2Y receptors would have a severe impact on
the availability of nucleotide agonists at their receptor, as has
been implicated from the analysis of an NTPDase1/P2Y1

receptor fusion protein [165].

Downstream signaling

Surface-located NTPDases may have functions additional to
their enzymatic activity. In a yeast two-hybrid system, the
N-terminus of human NTPDase1 has been shown to interact
with truncated Ran Binding Protein M (RanBPM) [166].
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RanBPM provides a platform for the interaction of a variety
of signaling proteins, including cell surface receptors, nuclear
receptors, nuclear transcription factors, and cytosolic kinases
[167]. NTPDase1 co-imunoprecipitated with RanBPM in B
lymphocytes. Enzymatic activity of NTPDase1 was specifical-
ly downregulated after the binding of RanBPM to the N-
terminal cytoplasmic domain of NTPDase1. It has been sug-
gested [166] that NTPDase1 might be a bifunctional molecule
with ecto-nucleotidase activity located in the large ecto-domain
and the ability to bind to RanBPM expressed by the N-terminal
cytoplasmic domain. As RanBPM may in turn modulate the
ecto-enzymatic functions of NTPDase1, this intermolecular
interaction may have important implications for the regulation
of extracellular nucleotide signaling pathways.

Downstream signaling, nucleotides

The surface-located members of the NTPDase protein family
have a strong influence on purine receptor-mediated signaling.
In contrast to APs and E-NPPs, multiple examples have been
provided demonstrating that endogenous (rather than added)
NTPDases directly impact on the effective agonist concentra-
tions at P2 and (together with AMP-hydrolyzing ecto-
enzymes) on P1 adenosine receptors [36, 37, 168]. By hydro-
lyzing nucleoside triphosphates, they remove agonists for
NTP-responsive P2 receptors. At the same time, they produce
nucleoside diphosphates as agonist of nucleoside diphosphate-
sensitive P2 receptors, which in turn can be inactivated by
further hydrolysis to the nucleoside monophosphates. Only
few examples are highlighted here.

In vitro, the impact of NTPDases on P2 receptor activa-
tion was demonstrated by co-expression of NTPDase1 or
NTPDase2 with (ATP- and ADP-sensitive) P2Y1 receptors in
human 1321N1 astrocytoma cells. These cells do not express
P2 receptors and reveal low ecto-nucleotidase activity [169].
Ecto-nucleotidases selectively modulated the effective agonist
concentration at P2Y1 receptors on identical or also neighbor-
ing cells, either by degrading ATP or by generating ADP from
ATP. In addition, co-localized ecto-nucleotidases, by reducing
levels of constitutively released nucleotide, reduced receptor
desensitization. Preventing receptor desensitization following
tonic or acute nucleotide release may thus be an additional
important function of ecto-nucleotidases.

Further approaches to demonstrate the impact of endog-
enous ecto-NTPDases on purinergic signaling include the
application of specific NTPDase inhibitors and knockout,
knockdown, or overexpression of the enzymes. There are
multiple examples showing that application of inhibitors
such as the nucleotide analogue ARL 67156 potentiate
nucleotide-mediated neurotransmission [170–173]. Deletion
of NTPDase1 in mice revealed a key role of this enzyme in
the prevention of thrombosis [41, 42], in purine signaling in
angiogenesis [174], vascular permeability [175, 176],

vascular relaxation [49], in the control of macrophage func-
tion [177], or also in promoting tumor growth [178]. Ac-
cordingly, transgenic mice expressing human NTPDase1
exhibited impaired platelet aggregation and were protected
from thrombosis in a transplantation setting [179]. More-
over, adenovirus-mediated gene transfer of human placental
NTPDase1 [91] into vascular smooth muscle cells was
found to suppress thrombus formation and subsequent neo-
intimal growth [180]. Similarly, gene transfer of this enzyme
via cationic gelatin-coated stents inhibited subacute in-stent
thrombosis and in addition suppressed neointimal hyperpla-
sia and inflammation [181].

Knockdown of NTPDase2 abrogated the inhibitory effect
of portal fibroblasts on P2Y receptor-mediated bile ductular
proliferation in liver [182]. These and other studies unani-
mously demonstrate that NTPDases function to constitutive-
ly attenuate the impact of nucleotides on their receptors, an
effect abolished by application of inhibitors or by deletion of
the enzyme. At the same time, NTPDases promote the
formation of adenosine from extracellular ATP. The forma-
tion of extracellular adenosine resulting from the tandem
activity of NTPDase1 and eN has been particularly well
documented [183, 184].

Phylogenetic relationship

Homologues of the mammalian ecto-forms of the E-
NTPDase family are found in Xenopus [185] and zebrafish
[186]. Interestingly, these enzymes are missing in the Dro-
sophila and Caenorhabditis elegans genome. The apparent
lack of P2X receptors in these organisms [187] further
supports the notion that expression of ecto-NTPDases is a
hallmark of purinergic signaling. In contrast, members of
the protein family relating to the intracellular forms are
present throughout the animal kingdom and also in plants
and fungi [37, 188]. Surprisingly, members of the ecto-
NTPDase family have been identified at the surface of
several pathogenic protozoans and in no more but a few
bacteria, including Legionella pneumophila, the causative
agent of Legionaires’ disease [37, 189]. The limited occur-
rence of NTPDase genes in the bacterial kingdom strongly
suggests an acquisition by horizontal gene transfer. In plants,
NTPDases are thought to be involved in growth and symbio-
sis between plants and microbes. Even though extracellular
ATP exhibits specific physiological effects, purinergic recep-
tors have not been identified in plants [188]. The family of
proteins related to NTPDase1 (CD39) and yeast GDPase
(GAD1) are also referred to as GAD1_CD39 superfamily
[37]. Figure 3 presents the phylogenetic tree of members of
the enzyme superfamily with select examples from men, frog,
fish, yeast, plant, and bacteria.

NTPDases share two common sequence motifs with
members of the ASKHA (acetate and sugar kinases/Hsc70/
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actin) superfamily of phosphotransferases [190]. They con-
tain the actin-HSP 70-hexokinase β- and γ-phosphate-
binding motif [(I/L/V)X(I/L/V/C)DXG(T/S/G)(T/S/G)XX
(R/K/C)] [37, 82, 97, 191], in which the DXG sequence is
strictly conserved. These motifs are present in both ACR1
and ACR4 (Table 2). Members of this protein superfamily
have ATP phosphotransferase or hydrolase activity, depend
on divalent metal ion, and tend to form oligomeric struc-
tures. Striking similarities have previously been observed in
the secondary structure of members of the actin/HSP70/
sugar kinase superfamily [79, 192, 193].

Protein structure

In spite of negligible global sequence identity, enzymes of
the ASKHA superfamily share the principal structure of two
major domains of similar folds on either side of a large cleft.
Homology modeling of the NTPDase3 sequence revealed a
high degree of structural fold similarity with a bacterial
exopolyphosphatase (PDB 1T6C) that further refined struc-
tural predictions for members of the E-NTPDase family
[145, 193, 194]. These similarities have now been substan-
tiated by the determination of the crystal structures of the
extracellular domain (ECD) of rat NTPDase2 [195] and the
soluble NTPDase of the pathogenic bacterium L. pneumo-
phila (LpNTPDase1), which is secreted into the replicated
vacuole [196] (Table 3). Both enzymes share a sequence
identity of approximately 20 %, and they both contain the five
canonical ACR regions. The crystal structures reveal the
pseudo-symmetrical arrangement of two extended RNaseH
fold repeats that is also found in other members of the actin

structural superfamily. Two structural domains are formed
which are characterized by a central mixed β-sheet and a
peripheral layer of mainly α helices. The terminal α-helices
of the RNaseH fold repeats cross each other and interact
more strongly with elements of the respective other re-
peat (Fig. 5).

The bacterial enzyme is approximately 10 kDa smaller
than the NTPDase2 ecto-domain. It can be described as a
minimal construct lacking many of the structural elements
of mammalian NTPDases, especially in the periphery of the
second domain. Two adjacent, buried disulfide bridges are
found within the core of the domain II of both NTPDases.
These bridges are strictly conserved among all NTPDases
but are missing in bacterial exopolyphosphatases, the next
structural relatives of NTPDases. They can therefore be
classified as a structural hallmark of NTPDases. NTPDase5
and NTPDase6 are lacking additional disulfide bonds, but
homology modeling in our groups does strongly suggest a
third disulfide bond to link ACR1 and ACR2 in NTPDase4
and NTPDase7 (Table 1).

Since the rat NTPDase2 structure was determined
using protein refolded from bacterial inclusion bodies,
no crystallographic insight into the glycosylation pattern
was obtained. However, all potential N-glycosylation
sites are well surface-exposed. The single site that is
conserved among all cell surface NTPDases and required
for full activity of NTPDase3 (N81 in NTPDase3, [146])
is found to be located very close to the membrane [195]
(Fig. 5b).

In the solved complex structures of rat NTPDase2 ECD and
the enzyme from L. pneumophila, the non-hydrolysable ATP

Table 3 Reported crystal structures of NTPDases

Enzyme Structure Ligands Resolution (Å) PDB ID Reference

Rat NTPDase2 Apo form – 1.70 3CJ1 [195]

Substrate analogue AMPPNP, Ca2+ 2.10 3CJA [195]

Product bound AMP 1.80 3CJ7 [195]

Product bound AMP, phosphate, Ca2+ 1.80 3CJ9 [195]

Legionella pneumophila NTPDase1 Apo form – 1.60 3AAP [196]

Substrate analogue AMPPNP 1.65 3AAR [196]

Inhibitor bound ARL67156 2.00 3AAQ [196]

Rat NTPDase1 Apo form – 2.00 3ZX3 [198]

Complex Decavanadate 2.10 3ZX2 [198]

Complex Heptamolybdate 2.70 3ZX0 [198]

Toxoplasma gondii NTPDase3 Apo form – 2.00 4A57 [199]

Product bound AMP 2.20 4A59 [199]

Substrate analoguea AMPPNP, Mg2+ 2.85 4A5A [199]

Toxoplasma gondii NTPDase1 Apo forma – 2.50 4A5B [199]

Neospora caninum NTPDase Apo form – 2.80 3AGR [644]

a Permanently active mutant
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analogue β,γ-imidoadenosine 5′-triphosphate (AMPPNP) is
bound in the cleft between the two domains. In LpNTPDase1,
the divalent metal ion required for catalysis is absent and the
electron density for the substrate is indicative of multiple con-
formations of the ribose and the phosphate tail and only the
most highly occupied state was modeled. Together with the
observation that the enzyme appears to be in an open confor-
mation (see below), this leads to the conclusion that the

complex structure is likely to represent a non-productive bind-
ing mode. In the rat NTPDase2 structure, however, a fully
occupied complex of the AMPPNP substrate analogue and a
Ca2+ ion is bound in the interdomain cleft, engaging into a
multitude of interactions with residues from all six ACR
regions (Fig. 5b, d).

Noteworthy and in stark contrast to the dimetal center of
E-NPPs, APs, and eN, the divalent metal ion is not directly

Fig. 5 Structure and mechanism of NTPDases. a Crystal structure of
an NTPDase from L. pneumophila (LpNTPDase1) in complex with the
substrate analogue AMPPNP. The five ACR regions (numbered) are
colored in red. b Model of a membrane-bound NTPDase
(RnNTPDase2) based on the complex structure of the rat NTPDase2
ecto-domain with Ca2+ and AMPPNP. Protein regions missing from
the crystal structure (due to flexibility in the crystal or being absent in
the expression construct [borders indicated by scissors]) are depicted
in gray. In addition to the five canonical ACR regions, a sixth region of
high sequence conservation among mammalian NTPDases is shown in
salmon (numbered 6). This region is symmetry-related to ACR2 and
involved in nucleoside binding. A corresponding partial sequence
alignment is shown as inset with residues involved in nucleoside

binding indicated with triangles. c Superposition of rat NTPDase2
and the NTPDase from L. pneumophila based on domain I (blue).
The bacterial NTPDase (gray) represents an open, the mammalian
structure (colored) a closed conformation. The relative orientation of
the two domains differs by a 14.6° rotation around the axis indicated in
purple. In the open state, the substrate analogue adopts a considerably
different conformation and does not chelate a metal ion. d Close-up
view of the active site of NTPDase2. An extensive network of hydro-
gen bonds from residues of all six ACRs (numbers in brackets, see text
and Table 2 for explanation on the sixth ACR region) functions to
orient the substrate and the metal cofactor (yellow sphere) for catalysis.
Hydrolysis proceeds via activation of a water molecule (orange) by the
catalytic base E165
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bound to the protein. Rather, the metal ion is bound in a
bidentate complex with the nucleotide, the complex repre-
senting the true substrate. The octahedral coordination
sphere is further completed by four water molecules, which
are oriented by the protein (Fig. 5d).

Active site and catalytic mechanism

The ACRs cluster around the interdomain cleft and partici-
pate in the formation of the active site. Determination of the
structure of rat NTPDase2 ECD in complex with the nucle-
otide analogue AMPPNP and Ca2+ in a productive binding

mode allowed the proposal of the catalytic mechanism.
Furthermore, discrete functions can be assigned to individ-
ual ACRs and the background of a multitude of mutagenesis
effects can now be explained (Table 4). ACR1 and ACR4 as
well as ACR3 and ACR5 are related by the pseudo-twofold
symmetry axis between the two domains. ACR1 and ACR4
are the loops formed by the first two β-strands of the two
RNase H folding motifs. The respective residues are in-
volved in water-mediated coordination of the metal ion
(D45 and D201), binding of the substrate’s phosphate tail
(S48-H50, G204-S206), and positioning of the nucleophilic
water (S206). ACR3 and ACR5 are the two α-helices

Table 4 Explanation of the observed effects of previously reported active site mutations of NTPDases on activity

Residuea Function Mutanta Effect Explanation Reference

D45 Involved in cofactor binding D45A (3) Inactive Improper cofactor coordination [84]

D45A (1) More active but reduced
kcat/Km in soluble form

[628]

G47 Start of first phosphate-
binding loop

G47A (3) Inactive Side chain would clash with
penultimate phosphate

[84]

S48 Hydrogen bond to bridging
oxygen of cleaved bond

S48A (1) Loss of activity in membrane-
bound form

Depending on membrane anchorage
side chain may be dispensable;
influence on Km and kcat/Km

unclear

[73]

S48A (1) Increased ADPase, unaffected
ATPase in soluble form

[628]

H50 Binding of penultimate
phosphate

H50G,S (1) Reduced activity in membrane-
bound form, increased activity
in soluble form

Conservative substitution possible;
depending on membrane anchorage
side chain may be dispensable;
influence on Km and kcat/Km

unclear

[114]

H50A (1) Increased activity in soluble form [628]

Note: H50 is substituted for
R in wild-type NTPDase3

H50G (2) Reduced activity in membrane-
bound form, soluble form
unaffected

[114]

R50G,H (3) Higher activity [116, 629]

R126 Salt bridge to catalytic base R126A (3) Inactive Conservative substitution possible;
salt bridge R126-E165 may be less
important in soluble form of
NTPDase1

[116]

R126K (3) Active [116]

R126A (1) Slightly reduced activity in
soluble form

[628]

E165 Catalytic base; activation of
nucleophilic water

E165D,Q (3) Inactive Activation of nucleophilic water
Not possible

[116]

E165A (1) Inactive [628]

D201 Cofactor binding D201A (3) Inactive Improper cofactor coordination [84]

D201A (1) More active but reduced
kcat/Km in soluble form

[628]

D201E (3) Increased ATPase, unaffected
ADPase

[113]

D201E (1) Reduced activity, reduced
kcat/Km

[73]

G203 Start of second phosphate-
binding loop

G203A (3) Inactive Side chain would clash with
terminal phosphate

[84]

G204 Hydrogen bond to bridging
oxygen of cleaved bond

G204A (3) 90 % loss of activity Adverse steric effects [630]

S206 Positioning of nucleophilic
water

S206A (3) Inactive Incorrect or insufficient positioning
of nucleophilic water

[116]

S206A (1) 90 % loss of activity in soluble
form

[628]

Q208 Positioning of nucleophilic
water

Q208A (3) Inactive Incorrect positioning of
nucleophilic water

[116]

W436 Cofactor binding W436A (3) Increased ATPase and ADPase Altered cofactor binding [113]

a NTPDase2 residue numbering is used. Numbers in brackets refer to the NTPDase enzyme used in the study
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connecting domain I and II. ACR3 provides the catalytic
base E165. E165 is also involved in water-mediated metal
ion binding as is W436 of ACR5. ACR2 corresponds to the
end of β-strand 4 and α-helix E. Residues involved in
substrate and cofactor binding (T122), positioning of the
nucleophilic water and the catalytic base (A123, R126), are
recruited from this motif. As for the ACR pairs 1/4 and 3/5,
a symmetry-related region is also found for ACR2. This
sixth ACR region of NTPDase2 does also show high con-
servation (albeit not overall NTPDases) and participates in
the formation of a sandwich-type base-binding pocket
(Fig. 5b).

Hydrolysis proceeds via an inline nucleophilic attack of a
nucleophilic water (Figs. 5d and 6) on the terminal phosphate.
The water molecule is well positioned between the phospho-
rus atom of the γ-phosphate and the side chain of Glu165,
which acts as the catalytic base. The partial positive charge of
the phosphorus is increased by coordination of the metal ion.
Upon nucleophilic attack, a trigonal planar transition state is
thought to be formed. The backbone amides and side chain
hydroxyls of the two phosphate-binding loops (i.e., ACR1 and
4) provide proton-donating hydrogen bonds to stabilize the
accumulating negative charge of the transition state.

No complex structure has yet been published for a nu-
cleoside diphosphate (NDP)-bound NTPDase. However, the
comparison of substrate analogue- and product AMP-bound
complex structures of rat NTPDase2 is suggestive of a
binding mode in which the binding site of the third (α in
ATP) binding site is skipped. Potentially, NTPDases can
achieve ADP/ATP discrimination by adjusting the distance
between the base binding pocket and the catalytic base.

In addition to eN, the NTPDases seem to represent a
family of ecto-nucleotidases in which a dynamic domain
rearrangement is coupled to activity. Members of the
ASKHA structural superfamily are renowned for especially
large conformational transitions coupled to function (e.g., F-
actin versus G-actin). A multitude of experiments have
shown that a strong linkage exists between the active site
and transmembrane helix interactions [71, 73, 125, 132,
133, 141, 197]. Oxidative cross-linking experiments carried
out with cysteine mutants of membrane-bound variants of
NTPDase1 indicate a rather dynamic coupling of coordinated
movements of the transmembrane helices to spatial rearrange-
ments of the active site [125, 132, 133]. The observation of the
bacterial NTPDase in an open and of the rat enzyme in a
closed state (Fig. 5c) supports the idea that the active site of
NTPDases is subject to dynamic rearrangements. In the two
crystal structures, the relative orientation of the two structural
domains differ by a 14.6° rotation around an axis parallel to
the active site cleft. If such a rotational domain closure move-
ment occurs in solution, then it may help in catalysis by
switching between open states with less steric constraints for
easier substrate binding and product release and closed states

Fig. 6 Schematic representation of the postulated reaction mechanism
of NTPDase-mediated NTP (R 0 NMP) or NDP (R 0 nucleoside)
hydrolysis. a Activation of the nucleophilic water by E165 and subse-
quent inline nucleophilic attack on the terminal phosphate. The
negative charge of the phosphate groups is reduced by complex-
ation of the divalent metal cation. A positively charged H50 may
additionally draw partial negative charge from the terminal to the
penultimate phosphate group, lowering the activation barrier. b
Collapse of the trigonal bipyramidal transition state. The negative
charge of the transition state is stabilized by proton-donating
hydrogen bonds from the phosphate-binding loops (e.g., S48,
A205). Additional hydrogen bonds may exist. c Product release.
H50 may be responsible for protonation of the leaving group. d
Reconstitution of the active site
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for hydrolysis. This notion is substantiated by our recent
observation of the NTPDase1 ecto-domain with relative do-
main orientation differing by up to 7.4° [198]. In the
NTPDases of the protozoan parasite Toxoplasma gondii, a
restriction of a 12° domain closure motion is used to retain
the enzyme in an inactive form. Reduction of a regulatory
disulfide bridge initiates a domain closure and leads to activity
[199].

Similarly, the domain motion may have an impact on
catalytic specificities such as the processivity of NTPDase1.
The transmembrane helices might influence catalysis by
changing the frequency or magnitude of the domain motion.
Mutational studies suggest that polar residues at the extra-
cellular side of the transmembrane helices and proline-rich
linker regions between the ECD and the transmembrane
helices participate in the coupling process [132, 141, 197].

Ecto-5′-nucleotidase

General properties and functional role

Vertebrate ecto-5'-nucleotidase (eN, EC 3.1.3.5) hydrolyzes
ribo- and deoxyribonucleoside 5′-monophosphates including
AMP, CMP, UMP, IMP, and GMP, whereby AMP generally is
the most effectively hydrolyzed nucleotide. It has much lower
activity with deoxyribonucleotides as substrates. Recently, it
was reported that heterologously expressed human eN can in
addition hydrolyze nicotinamide mononucleotide to nicotin-
amide riboside + Pi and to a minor extent also NAD+ to
adenosine and/or nicotinamide riboside. However, the turn-
over rates were much lower than with AMP as a substrate
[200]. The physiological relevance of these catalytic reactions
needs to be further investigated (Table 1).

EN is a Zn2+-binding glycosylphosphatidylinositol (GPI)-
anchored homodimeric protein, with its catalytic domain fac-
ing the extracellular medium. It is found both in membrane-
anchored and soluble forms. Reported Km values for AMP
range between 1 and 50 μM (ref. in [201, 202]). The enzyme
has a broad tissue distribution, and it is expressed by subpo-
pulations of human T and B lymphocytes and also by a
considerable variety of tumor cells [203]. Catalytic activity
varies considerably between individual tissues [204]. The
existence of both catalytically active and inactive forms of
eN has been described which may result from differential
posttranslational processing [205–208] or also from the inter-
action of the enzyme with extracellular matrix proteins (see
below).

The production of extracellular adenosine from extracel-
lular AMP is considered to be a major function of eN. eN
would thus act as a control point for the extracellular provi-
sion of this signal molecule. Changes in turnover and ex-
pression of the enzyme would—together with the provision

of the substrate AMP—control the availability of adenosine.
Importantly, ATP and ADP are competitive inhibitors of
vertebrate eN with Ki values in the low micromolar range.
These nucleotides apparently still bind to the catalytic site
but without being hydrolyzed [209, 210]. Cellular release of
ATP/ADP would thus result in feed-forward inhibition of
eN and delay of extracellular adenosine formation until their
extracellular levels have been reduced to low micromolar
levels by other ecto-nucleotidases [211]. Additional func-
tions of eN include the provision of adenosine for cellular
reuptake and purine salvage [5] and, as lined out below,
potential roles in specific protein (cell) interactions and
downstream cellular signaling.

The adenosine formed in turn activates specific G
protein-coupled adenosine (P1) receptors (A1, A2A, A2B,
A3) [212]. These have a very broad tissue distribution and
are involved in a multiplicity of physiological and patho-
logical functions. In this respect, the functional impact of eN
directly relates to that of the extracellular adenosine. This
notion is supported by studies on eN knockout mice. eN has
been deleted in at least three different laboratories. Knock-
out animals are healthy and display normal behavior
[213–215]. In-depth experimental analyses of these animals
underpinned the pathophysiological impact of eN and dem-
onstrated that in the tissues investigated a significant amount
of extracellular adenosine is derived from released nucleo-
tide. Interestingly, certain 2-substituted AMP derivatives,
including 2-hexylthio-AMP, 2-cyclopentylthio-AMP, 2-
cyclohexylmethylthio-AMP, and 2-cyclohexylethylthio-
AMP were shown to be substrates of eN and readily con-
verted to the corresponding 2-substituted adenosine deriva-
tives. Such compounds may serve as new lead structures for
the development of potent prodrugs of adenosine A2A recep-
tors that are preferentially activated in tissues with elevated
eN expression such as in inflammatory conditions [216].

Several overviews have covered the multiple patho-
physiological roles of eN. They reveal novel insight into
its functional involvement in endothelial and fluid trans-
port; endothelial barrier function; adaption to hypoxia
and ischemic preconditioning; the cardiovascular system;
lung, liver, and kidney function [184, 217–221]; the air-
ways [222]; immunity and inflammation [223, 224]; leu-
cocyte trafficking [225]; the nervous system [226, 227],
including a novel role of eN in inhibiting nociception
[228]; or the immune control of cancer [229–232]. eN is
a component of the multiresistance machinery of tumor cells
against immune surveillance and/or anticancer therapy [233].
eN-deficient mice have increased antitumor immunity and are
resistant to experimental metastasis [234]. Depending on the
pathophysiological context, therapeutic targeting of the eN
pathway can thus involve targeting of adenosine receptors
equally as well as targeting of eN via inhibitors or targeted
application of soluble forms of eN [218].
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Ecto-5′-nucleotidase versus soluble 5′-nucleotidases

The presence of both soluble eN and intracellular nucleoside
5′-monophosphate-hydrolyzing enzymes has initially creat-
ed some confusion regarding the identity of 5′-nucleotidase-
hydrolyzing enzymes. This initiated the development of a
unifying nomenclature to differentiate between the various
forms [201]. Sequence analysis has subsequently allowed
clearly differentiating eN from intracellular 5′-nucleotidases.
Of the seven human 5′-nucleotidases, six have an exclusive-
ly intracellular location. Ecto-5′-nucleotidase is now re-
ferred to as eN, with aliases including eNT, low Km 5′-NT
or CD73, the latter abundantly used in immunological con-
texts. The intracellular and phylogenetically unrelated 5′-
nucleotidases are either cytosolic (cN-IA, cN-IB, cN-II, cN-
II, cdN) or have a mitochondrial localization (mdN) [235,
236].

General molecular properties

EN was first cloned from rat [237], human placenta [238],
and the electric ray Torpedo electric organ [239], followed
by identification of the cDNA sequence of a considerable
variety of mammalian species [202, 240]. The human cDNA
encodes a precursor of 574 residues that is converted to the
mature form of 523 residues after cleavage of the signal
peptide and the hydrophobic domain at the C-terminus,
which is replaced with the GPI anchor, similar to the
enzymes cloned from rat [237] and mouse [204]. The nu-
cleotide sequence of murine eN cDNA is 86 and 92 %
identical to that of the human and rat cDNAs, respectively.
The reported apparent molecular mass of the glycosylated
GPI-anchored mammalian eN amounts to 60–80 kDa for the
monomer and 160 kDa for the dimer [201, 241]. TheMALDI-
MS analysis of eN from bull seminal plasma indicated a mass
of 65.568 Da, implicating that the posttranslational modifica-
tion of the protein contributed about 6,000 Da [242]. Mass
spectrometric analyses of bull seminal plasma eN [242]
revealed that all eight cysteines form intramolecular S–S
bonds, suggesting that the subunits of the dimeric enzyme
are linked by non-covalent bonds [241]. Recombinant soluble
forms of rat [243] and mouse [244] eN lacking the GPI anchor
have become available.

Glycosylation

Human and mouse eN contain four and rat eN contains five
potential N-linked glycosylation sites. For bovine liver eN,
which contains four putative N-linked glycosylation sites
[245], all Asn residue candidates were shown to be modi-
fied, containing complex mixtures of glycans [242]. Using
mass spectrometry, the N-linked glycosidic structures could
be determined. Three of the Asn residues contained high-

mannose oligosaccharide chains, six to nine mannose resi-
dues in length. One was modified only partially, showing a
heterogeneous mixture of glycans including high-mannose,
complex and hybrid structures. eN is a sialoglycoprotein and
can be separated by two-dimensional electrophoresis into up
to 13 isoforms. The differences in pI presumably relate to
differing contents in sialic acid residues (ref. in [201, 246]).
In addition, in Torpedo electric organ [246] and in develop-
ing kitten visual cortex [247], the HNK-1 epitope, a sulfat-
ed, glucuronic acid-containing carbohydrate epitope, that
has been found in a variety of cell adhesion molecules, has
been identified. The glycosylation pattern presumably varies
not only between species but also between tissues. The
lectin (carbohydrate-binding protein) concanavalin A binds
to eN and is an effective non-competitive inhibitor of cata-
lytic activity [201]. Deglycosylation of mouse eN did not
alter its catalytic activity [248].

The GPI anchor

GPI-anchoring of eN could be demonstrated by release of
the enzyme by phosphatidylinositol-specific phospholipase
C from Bacillus thuringiensis. The degree of eN release
from the cell surface varied between cell types, implicating
acylation of the inositol ring in the GPI anchor which
renders GPI anchors resistant to phosphatidylinositol-
specific phospholipase C (ref. in [249–252]). GPI anchors
can confer a variety of functional properties to proteins. This
includes rapid lateral motility, cellular sorting to the apical
membrane surface of polarized cells, clustering in lipid rafts
and also transmembrane signaling [250, 252]. Accordingly,
eN is sorted to the apical membrane of hepatic cells [253,
254].

Using sequence information from isolated C-terminal
fragments of the mature rat [255], human [238] and bovine
[245] enzyme, it was shown that the GPI anchor is linked to
the conserved Ser523 residue. The hydrophobic C-terminal
extension is cleaved and replaced by GPI. Mutational anal-
yses using bovine liver eN determined 13 amino acids as the
minimum domain of the C-terminal hydrophobic region for
GPI modification [256]. Deletion of the whole hydrophobic
domain (17 amino acids) or of the entire cleaved-off domain
(25 amino acids) resulted in secretion of the protein. The
structures of the GPI anchors from bovine liver [257, 258]
and from bull seminal plasma [242] eN were characterized.
They concurred with the glycan and lipid structures of
mammalian GPI-anchored proteins [259].

Soluble forms

Soluble eN have been described in several tissues, including
serum [260], and synovial fluid [261]. The serum form
presumably is derived from the liver [262]. Forms of

456 Purinergic Signalling (2012) 8:437–502



released eN may have different cellular origins. They can be
derived by proteolytic cleavage devoid of the GPI anchor, as
shown for the soluble eN in bull seminal plasma [263]. In
this case, enzyme activity of the soluble and truncated eN
was different from that of the GPI-anchored enzyme and
AMP was not the preferred substrate. Furthermore, there
were differences in the glycan moieties, and the Km values
for the substrates tested were 5–10 times higher than those
observed previously for the GPI-anchored enzyme. On the
other hand, soluble forms of eN from the electric ray Tor-
pedo and from bovine cerebral cortex can be derived from
the GPI-anchored enzyme [264] by endogenous phospholi-
pase C cleavage. This was shown using an antibody specific
for the inositol 1,2-(cyclic)monophosphate that is formed on
phospholipase C cleavage of the intact GPI anchor.
Membrane-bound and soluble forms had very similar Km

values for AMP and were both inhibited by micromolar
concentrations of ATP.

Furthermore, eN can be released in GPI-anchored form
via microvesicles or exosomes from cells [159, 265] or in
snake venom [266], and it can serve the transfer of the
enzyme between cells, as exemplified for adipocytes
[267]. It can also be released into pancreatic juice [156].
Binding of monoclonal antibodies to lymphocyte eN but not
to endothelial eN caused shedding of the protein [249]. In
principle, soluble forms of the enzyme might be able to
diffuse between cells and confer activity of eN to sites
distant from eN expression.

Protein interactions

EN functions as a lymphocyte adhesion protein. It is in-
volved in lymphocyte binding to the vascular endothelium.
Binding of peripheral blood lymphocytes to cultured endo-
thelial cells could be inhibited by a monoclonal antibody
against human eN, implicating the involvement of protein–
protein interactions [268, 269]. It also mediated adhesion
between B cells and follicular dendritic cells [270]. Several
studies suggest that eN can interact with components of the
extracellular matrix. Antibodies against chicken eN
inhibited spreading of chicken fibroblasts and myoblasts
after their attachment to a laminin substrate [271, 272].
Furthermore, eN was found to directly bind to laminin/
nidogen and fibronectin, interactions that did not involve
the active site of the enzyme or the carbohydrate moieties
[273, 274]. These two extracellular matrix proteins are in-
volved in a variety of biological processes, including cell
adhesion, spreading, growth, and migration. Antibodies di-
rected against eN or laminin specifically perturbed the as-
sociation of the two proteins. Laminin stimulated and
fibronectin inhibited catalytic activity [275, 276]. Moreover,
laminin and fragments of fibronectin were found to activate
eN on BCS-TC2 human colon adenocarcinoma cells. Thus,

a role of eN as a cell receptor for extracellular matrix
proteins was proposed [275]. In support of this, a monoclo-
nal antibody against eN from a human pancreatic tumor cell
line (PaTu 8902) reduced the attachment of these cells to a
fibronectin substratum. The antibody had no effect on cells
lacking membrane-bound AMPase activity [277].

The concept that eN can interact with extracellular matrix
proteins was recently revived in a study on human breast
cancer cells [278]. eN was found to strongly and specifically
interact with tenascin C, a non-structural extracellular ma-
trix protein involved in cell adhesion and migration. This
interaction led to an inhibition of eN catalytic activity,
increased cell adhesion, and decreased cell migration on a
tenascin C substrate. Cancer cells expressing reduced eN
revealed weaker attachment and migration on tenascin C.
There was, however, relatively weak interaction with fibro-
nectin and no interaction with laminin with human eN.
These data indicate that eN might function as a receptor
for tenascin C. This interaction could influence cell adhe-
sion and migration and in addition reduce the generation of
local adenosine.

Downstream signaling

Additional functions of eN independent of catalytic activity
have been described. eN can function as a co-stimulatory
molecule in human T cells. Tyrosine phosphorylation and
dephosphorylation of several proteins has been demonstrat-
ed on application of monoclonal anti-eN antibodies to lym-
phocytes—but not to endothelial cells [249, 279]. Antibody
application together with submitogenic concentrations of
PMA stimulated T-cell proliferation and secretion of
interleukin-2 as well as expression of interleukin-2 receptors
[280, 281]. Activation of downstream signaling mediated by
antibody ligation has also been observed for other GPI-
anchored proteins. Yet, neither the GPI anchor [282] nor
catalytic activity [283] appeared to be essential for signal
transmission through eN. At present, the mechanisms and
physiological implications of these phenomena are poorly
understood. It remains an open question whether there is a
natural in situ ligand that could mimic the action of antibody
ligation [284–286]. Induction of cellular signaling events
via cross-linking may also involve cleavage of the GPI
anchor [287, 288].

Phylogenetic relationship

Phylogenetically, eN can be grouped into the calcineurin
superfamily of dinuclear metallophosphatases with multiple
members in prokaryotes, invertebrates, and vertebrates.
They are characterized by two sequence motifs: motif A,
DXH(X)∼25-GDXXD(X)∼25GNH[D/E], and a shorter motif
B, GH-(X) ∼50GHX[H/X]. In mammals, these include in

Purinergic Signalling (2012) 8:437–502 457



addition to eN the Ser/Thr protein phosphatases and tartrate-
resistant acid phosphatase [289, 290]. Molecular cloning
revealed phylogenetic relationships between vertebrate eN
and functionally related enzymes in invertebrates, yeasts/
fungi, eubacteria, and archaea but seem to be lacking in
plants [201, 202, 240]. The bacterial enzymes reveal a
broader spectrum of substrate specificity. For example, the
periplasmic 5′-nucleotidase encoded by the ushA gene of
Escherichia coli hydrolyzes not only nucleoside monophos-
phates but also nucleoside di- and triphosphates as well as
other 5´-ribo- and 5´-deoxyribonucleotides, and nucleotide
diphosphate sugars [291, 292]. The periplasmic 5′-nucleo-
tidase of Haemophilus influenzae termed NadN hydrolyzes
NAD+ into AMP and nicotinamide ribonucleoside 5′-diphos-
phate, both of which can further be dephosphorylated [200].

A number of blood-feeding arthropods encode soluble
proteins related to mammalian eN that are secreted in their

saliva. These enzymes rather display apyrase activity, hy-
drolyzing ATP and ADP and lack the hydrophobic C-
terminal region essential for GPI-anchoring, an exception
being the eN from the cattle tick Rhipicephalus microplus
(formerly Boophilus microplus). Hydrolysis of ATP and
ADP prevents platelet aggregation and thus facilitates feed-
ing. Examples of insect salivary apyrases include the mos-
quito Aedes aegypti [293], Anopheles gambiae [294], the
triatomine bug Triatoma infestans [295], the sand fly Lutzo-
myia longipalpis [296], or a variety of ticks [297]. Figure 7
depicts the phylogenetic relationship of select members of
the 5′-nucleotidase family and their substrate specificity.

Protein structure

Information on the spatial structure of eN is currently avail-
able only from crystal structures of the homologous bacterial

Fig. 7 Radial phylogenetic tree and substrate specificity of members
of the 5′-nucleotidase family. Availability of structural data is indicated
by underscores. Functional data are available for some purified nucle-
otidases. Accepted substrates are shown in black. No turnover could be
detected with substances shown in red. Mammalian eN occurs in
dimeric form, is membrane-attached via a GPI anchor. Bacterial 5′-
nucleotidases are monomeric. Membrane attachment via a lipid anchor
has been reported for Vibrio parahaemolyticus [620] and the 5′-nucle-
otidase from R. microplus seems to be membrane-bound via a GPI
anchor [621]. No functional data are available for 5′-nucleotidases
from yeasts and fungi which are phylogenetically distantly related to
those of bacteria and animals. Amino acid sequences have been aligned
with ClustalW and the tree was calculated with ProML. GI accession

numbers and references for functional studies—A. aegypti (mosquito):
gi556272 [293]; Bos taurus: gi285642; C. albicans: 68477828; D.
rerio: 32766695; Discopyge ommata (electric ray): 62772; E. coli
(ushA): 2506086; E. coli CFT073 (c4898): 26250712; Glossina mor-
sitans morsitans (Tse tse fly): 14488055 [622]; Homo sapiens:
4505467; Kluyveromyces lactis: 50303513; L. longipalpis (sandfly):
4887100; Mus musculus: 6754900; Ornithodoros savignyi (soft tick):
152207619 [623]; R. microplus (cattle tick): 1737443; S. aureus:
88193920; T. thermophilus: 55981297; Treponema pallidum:
5902689; T. infestans: 34481604 [295]; Trichinella spiralis:
22656349 [624]; Vibrio parahaemolyticus: 217191. UDPG, UDP-
glucose
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periplasmic 5′-nucleotidases (5NT) and of 5NT from the yeast
Candida albicans (Table 5). The sequence identity of human
eN to 5NTs of known spatial structure is 39 % (Thermus
thermophilus 5NT, Tt5NT), 30 % (H. influenzae NAD nucle-
otidase, HiNadN), 26 % (E. coli c4898), 25 % (E. coli
5NT, Ec5NT), 22 % (Staphylococcus aureus 5NT), and
20 % (C. albicans 5NT). The structure of Ec5NT has been
studied most intensively (Table 5); however, due to the
significantly higher sequence identity, it is clear that Tt5NT
currently provides the best model for the structure of eN. In
agreement with its function in the salvage of nucleotides of
the growth medium, Ec5NT is a rather unspecific enzyme
[192, 291]. Unfortunately, no information is available
concerning the specificity or activity of Tt5NT which might
help to pinpoint the structural factors responsible for sub-
strate specificity. HiNadN cleaves AMP with about fivefold
higher specific activity compared to NAD [200]. Neverthe-
less, the enzyme has been designated as a NAD nucleotidase
due to the importance of the uptake of NAD metabolites for
the growth of H. influenzae. Interestingly, AMP is

hydrolyzed by HiNadN with 16- and 15-fold higher spe-
cific activity than ATP and ADP, respectively. Thus, the
higher sequence identity between eN and HiNadN com-
pared to Ec5HT is also reflected in a higher selectivity
towards AMP.

On the basis of short sequence motifs, it became clear
that the N-terminal domain of eN belongs to a large super-
family of distantly related metallophosphoesterases acting
on diverse substrates such as Ser/Thr phosphoproteins, var-
ious nucleotides, sphingomyelin, as well as RNA and DNA
[298]. The first structure of an enzyme of this superfamily
was determined for a plant purple acid phosphatase [299],
which is homologous to mammalian tartrate-resistant acid
phosphatases. The core fold of the catalytic domain of these
enzymes is a four-layered αββα structure. Two βαβαβ
motifs are sandwiched on top of each other and the dimetal
site is coordinated by loops at the C-terminal ends of the
parallel β-strands of this motif.

5NT consists of two domains, which are linked by a
long α-helix (Fig. 8a) [300]. The N-terminal domain

Table 5 Crystal structures of bacterial and yeast 5′-nucleotidases related to eN

Crystal form Conformation Ligands Resolution (Å) PDB ID References

E. coli 5NT

I Open CO3
2−, SO4

3−, Zn²+ 1.73 1USH [300]

I Open ATP, CO3
2−, SO4

3−, Zn²+ 1.70 1HP1 [301]

II Open WO4
2−, Zn²+ 2.22 2USH [300]

III Closed Adenosine, PO4
3−, Zn²+ 2.10 1HO5 [301]

IV Closed AMPCP, Mn²+ 1.85 1HPU [301]

Va Open Ni²+ 2.10 1OID [303]

VIa Open Ni²+ 2.33 1OIE [303]

VIIb Intermediate CO3
2−, SO4

3−, Mn²+ 2.10 1OI8 [303]

E. coli c4898c

I Closed Uridine, Mn²+, Fe²+ 1.90 3IVD Ramagopal et al., unpublishedd

II Closed Cytidine, Mg²+, Fe²+ 1.70 3IVE Ramagopal et al., unpublishedd

T. thermophilus 5NT

I Closed Thymidine, PO4
3−, Zn²+ 1.75 2Z1A Nakakaga et al., unpublishedd

S. aureus 5NT

I Closed α-Ketoglutarate, Mn2+, Zn2+ 2.05 3QFK Minasov et al., unpublishedd

H. influenzae NadN

I Open Adenosine 1.3 3ZTV [200]

II Open and closed AMPCP, PO4
3− 2.0 3ZU0 [200]

C. albicans 5NT

I Closed Zn2+ 1.90 3C9F Patskovski et al., unpublishedd

a Crystal forms V and VI were generated using a disulfide-trapped (S228C, P513C) E. coli 5NT mutant
b Crystal form VII was generated using a disulfide-trapped (P90C, L424C) E. coli 5NT mutant
cE. coli c4898 is a putative E. coli 5NT. To avoid confusion with E. coli 5NT, this putative 5NT enzyme is described by its gene locus (c4898)
d Crystal structures of E. coli c4898, T. thermophilus 5NT, S. aureus 5NT, and C. albicans 5NT were determined as part of structural genomics
projects and no accompanying publications are currently available for these structures
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(residues 25 to 342 for Ec5NT) is related to the calci-
neurin superfamily of metallophosphatases and binds
two metal ions. This domain confers the phosphohydro-
lase activity to the enzyme. The C-terminal domain
(residues 362 to 550) has a unique structure which has
not been described in other proteins so far. This domain
is responsible for the substrate specificity as it binds the
base and ribose moieties of the nucleotide substrates
[301]. Thus, the active site is located in a cleft between
the two domains (Fig. 8).

Domain movement

Crystallization of Ec5NT in different crystal forms showed
that the enzyme undergoes a large and unique domain
motion in catalysis (Fig. 8a) [302]. In the open form, the
nucleotide binding pocket is well accessible for substrate
binding and product leaving. However, the substrate ATP
binds at a distance of about 25 Å away from the dimetal site
[300]. In the closed conformation, the ADP analogue α,β-
methylene-ADP (AMPCP) binds close to the two metal ions

Fig. 8 Crystal structure of Ec5NT. a Open form of the enzyme. The N-
terminal domain (yellow) binds the two metal ions (light blue). An ATP
molecule (blue) is complexed to the substrate-binding pocket of the C-
terminal domain (red). b Closed form of the enzyme in complex with
AMPCP. The non-hydrolysable ADP analogue binds between the two
domains. The nucleoside moiety of the substrate analogue is bound to
the same binding pocket as in a, which is rotated together with the C-
terminal domain by ∼96° around the axis shown in green. The bending
residues, i.e., the region of the protein which accommodates the

rotation of the rigid domains, are depicted in green. c Binding mode
of the substrate analogue inhibitor α,β-methylene-ADP to the closed
form of Ec5NT (stereo view). The residues which are not conserved in
eN are depicted in broken lines. The residue labels refer to the human
enzyme. The loop shown in green is predicted to be shorter in the ecto-
enzymes. The coloring of the protein domains is the same as in a. d
Scheme of the interactions involved in inhibitor binding. The upper
label for each residue refers to human eN and the bottom label to
Ec5NT
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(Fig. 8). In both complex structures, the adenosine moiety of
the substrate or substrate analogue binds to the same binding
site of the C-terminal domain. eN shows a unique type of
hinge-bending domain movement which resembles a ball-
and-socket motion. The C-terminal domain is the ball which
rotates approximately around its center. As a result, the
residues at the domain interface (where the active site is
located) move predominantly along the interface. This is in
contrast to classical domain closure motions, where a cleft
between two domains opens up or closes with movement of
the residues mainly perpendicular to the domain interface.
The rotation axis describing the conformational switch be-
tween the open and closed forms passes through the bending
residues, which accommodate the rotational transition be-
tween the two connected rigid domains. In Ec5NT, residues
352–364 are the bending residues. They are located at the C-
terminal end of the long α-helix connecting the two
domains. In the closed conformation, the helix is broken in
the region of residues K355 and G356. At these two resi-
dues, also the principal main chain torsion angle changes
take place. The influence of mutations of these residues has
not yet been explored; however, the two residues are not
strongly conserved. The sliding domain movement is facil-
itated by the almost complete lack of direct contacts be-
tween the two domains. Instead, a layer of water molecules
is present between the domains at the interface. Trapping of
Ec5NT in the open and closed states via engineered disul-
fide bridges indicated that the domain motion is necessary
for catalysis, presumably since binding and release of large
substrates can only occur via the open conformation [303,
304]. Open and closed forms resembling those of Ec5NT
have also been observed for HiNadN [200]. The domains
rotate by 87° relative to each other between the two con-
formations. Interestingly, in crystal form II of HiNadN,
which was obtained in the presence of AMPCP and phos-
phate (from the hydrolysis of AMPCPP), one monomer in
the asymmetric unit is present in the open conformation and
a second monomer is present in the closed form. This
finding indicates that both forms exist in equilibrium in
solution in the presence of these ligands and that the packing
forces of the crystal stabilized both forms in one crystal
during the crystallization process.

Active site and catalytic mechanism

The complex structure of AMPCP (α,β-methylene-ADP)
with Ec5NT in the closed form provided the first detailed
structural insight into substrate binding and catalysis of
these enzymes [301]. Since then, further product complexes
of other bacterial 5NTs have been determined (Table 5). The
two metal ions in the active site are approximately 3.3 Å
apart. Different divalent metal ions can activate Ec5NT, with
Co2+ conferring the highest activity, followed by Mn2+

[305]. However, purified Ec5NT contains at least one tightly
bound zinc ion and it appears likely that the periplasmic
enzyme can bind different metal ions and presumably forms
heterodinuclear centers for sufficient activation [305–307].
Metal-binding site 2 (Fig. 8c, d) has a significantly higher
affinity for Mn2+ as binding site 1 [301]. The residues of the
coordination sphere of the site 2 metal ion are conserved
between Ec5NT and human eN, whereas Q254 of the E. coli
enzyme coordinating the metal ion 1 is replaced by an
asparagine residue (N245) in the human enzyme. Most
likely, the shorter Asn residue binds a water molecule which
in turn is coordinated to the metal ion.

AMPCP binds to the active site at the interface between
both domains such that the nucleoside moiety is bound by the
C-terminal domain whereas the terminal phosphate group is
coordinated to the N-terminal domain (Figs. 8c, d and 9)
[301]. The base is bound by a hydrophobic stacking interac-
tion between two phenylalanines and the N1 nitrogen of the
adenine ring forms a hydrogen bond to the side chain of
Asn431. In human eN, this residue is replaced by G419 and
a water molecule might replace the missing side chain to
interact with the N1 nitrogen. In the E. coli enzyme,
Asp504, Gly458, and Arg410 coordinate the ribose group.
Arg375 and Arg379 bind the α-phosphate group of the

Fig. 9 Scheme of the dimetal center and proposed structure of the
Michaelis complex for eN catalysis. The binding mode of the sub-
strate’s terminal phosphate group is supported by the binding mode of
the inhibitor α,β-methylene-ADP to Ec5NT. Residue labels refer to
human eN. All residues except for N245 are conserved in the E. coli
enzyme. Therefore, the coordination of N245 via a water molecule to
metal ion 1 is hypothetical. In the bacterial enzyme, N245 is replaced
by a glutamine, which is directly coordinated to the metal ion

Purinergic Signalling (2012) 8:437–502 461



nucleotide whereas Arg410 is coordinated to the β-phosphate
group.

These residues are conserved in human eN, with two
exceptions: Asn431 is replaced by a glycine residue
(Gly419) and Arg375 is replaced by a serine. There is no
suitable residue nearby in human eN which could replace
Asn431 (of Ec5NT) in coordinating the base directly. In-
stead, a water molecule might bind between the base and
Gly419 in the human enzyme. It is not clear from these
mutations how the specificity towards AMP is achieved in
eN compared to the bacterial 5NTs. Possibly, the substrate
specificity is achieved by a control of the domain rotation of
the enzyme, which influences the distance between the base
binding site and the catalytic metal ions.

In the Ec5NT × AMPCP structure (Fig. 8c, d), the ter-
minal phosphate group of AMPCP is bound to the N-
terminal domain of the enzyme via hydrogen bonds to
Asn116, His117, and the metal-bridging water molecule.
In addition, one oxygen atom of the terminal phosphate
group is coordinated to the site 2 metal ion. These interac-
tions polarize the phosphate group for attack of the nucleo-
phile (Fig. 9). A likely candidate for the nucleophile is the
water molecule terminally coordinated to the site 1 metal ion
[301, 308]. It is located almost opposite of the leaving
group, deviating by only 25° from a perfect inline arrange-
ment. The distance between the water molecule and the
phosphorus atom is 3.2 Å. Coordination to the metal ion
lowers the pKa value of the water molecule such that it is
more easily deprotonated to a hydroxide ion at neutral pH.
The transition state is stabilized by the two metal ions,
His117 and Arg410. No protein residue is appropriately
positioned to protonate the leaving group. Protonation of
the leaving group is probably not required for the phosphate
oxygens leaving the ATP and ADP substrates, as these are
stable in the deprotonated state and thus good leaving
groups. For catalysis of AMP hydrolysis, however, proton-
ation of the alkoxide leaving group would be beneficial.
Perhaps a water molecule transfers a proton to the leaving
group. The proposed mechanism for 5NTs resembles that
suggested for the related TRAPs based on structural and
many spectroscopic data [299, 309]. This includes a direct
transfer of the phosphoryl group to the water nucleophile
without the formation of a covalent intermediate. For the
TRAPs, such a direct transfer mechanism is supported by
the inversion of the configuration at the phosphorus atom
[310].

Alternative mechanisms have been proposed for other
enzymes of this superfamily of metallophosphoesterases
(for a more comprehensive comparison of 5NTs to the
related enzymes of this superfamily, see ref. [311]). The
metal-bridging water molecule (or hydroxide ion) might be
the nucleophile attacking the terminal phosphate group.
Furthermore, a bidentate metal-bridging binding mode of

the phosphate group has been proposed for substrate bind-
ing. This is supported by the binding mode of phosphate in
some product complexes. For HiNadN, a co-crystal struc-
ture with the ADP analogue AMPCP and phosphate was
obtained in the closed form [200]. The complex structure
obtained after the hydrolysis of AMPCPP clearly resembles
a product complex of cleavage of the ATP analogue. Only
the phosphate ion is coordinated to the metal ions, and the
phosphate groups of AMPCP are behind the phosphate ion
bound to the C-terminal domain. In contrast to the product
structure of Ec5NT with adenosine and phosphate [301],
where the phosphate ion is coordinated only to the site 2
metal ion, one oxygen atom of the phosphate ion in the
HiNadN × AMPCP × PO4

3− structure replaces the metal-
bridging water ligand and is asymmetrically bridging the
two metal ions (2.2 Å to site 1 and 2.04 Å to site 2).

A mutational analysis of active site residues has so far
only been published for Ec5NT, mainly studying the influ-
ence of metal-binding residues (Table 6) [307]. The effects
of the mutations are in good agreement with the proposed
mechanism based on the co-crystal structures with sub-
strates and products. The mutations of the metal ion coor-
dination sphere are replacements with Asn or Gln, which
should be able to bind the divalent metal ions but the partial
charge of the metal ion is changed by the different nature of
the replaced ligand. The results indicate that both metal ions
participate in transition state stabilization or activation of the
nucleophile. Interestingly, only mutations of M2 ligands
also have a small effect on the Km value, in agreement
with the presumed binding of the terminal phosphate group
of the substrate to M2. The largest effect on the specific
activity was observed for the replacement of the catalytic
histidine (H117 in Ec5NT and H118 in human eN), demon-
strating the importance of this residue for transition state
stabilization.

For the NTPDases, the selectivity for NTPs and NDPs is
understood to be based on different binding modes of the
triphosphate and diphosphate chains of the substrate. For the
5′-nucleotidases, however, the structural basis of the unspe-
cificity of Ec5NT with respect to the hydrolysis of ATP,
ADP, and AMP compared to the selectivity of the ecto-
enzymes for AMP is not clear. It is unlikely that the sub-
strate specificity is directly influenced by active site residues
involved in substrate binding since these are mostly con-
served or their mutation does not change the unspecificity of
the E. coli enzyme (our unpublished results). We hypothe-
size that the substrate specificity might be achieved via a
control of the domain motion [308]. The orientation of the
two domains relative to each other changes the distance
between the dimetal center of the N-terminal domain and
the base binding site of the C-terminal domain, which is
likely to strongly influence the binding modes of NTPs,
NDPs, and nucleoside monophosphates (NMPs). If the
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domain orientations that are optimal for a productive bind-
ing mode of NTPs and NDPs are disfavored (i.e., of too high
energy) in the ecto-enzyme, these nucleotides are not turned
over. Perhaps the dimeric structure of the ecto-enzymes
contributes to substrate specificity via a control of the do-
main orientations.

Ecto-nucleotide pyrophosphatase/phosphodiesterases

General properties and functional role

To date, seven ecto-nucleotide pyrophosphatase/phosphodi-
esterase paralogues (E-NPPs) were found to be expressed in
vertebrates, forming the E-NPP protein family (Fig. 10).
They have been numbered NPP1–NPP7 according to their
order of cloning but only three (NPP1–NPP3) can hydrolyze
nucleotides [312]. Similar to APs, their spectrum of sub-
strates is not restricted to nucleotides. NPP1 to NPP3 hy-
drolyze pyrophosphate or phosphodiester bonds in a wide
variety of substrates. They were found to hydrolyze nucle-
oside triphosphates and diphosphates, NAD+, FAD, UDP
sugars, and dinucleoside polyphosphates and also artificial
substrates such as p-nitrophenyl thymidine monophosphate.
The advent of molecular cloning resulted in the identifica-
tion of individual enzyme species that have been named
independently by several groups (Table 1). This has subse-
quently led to an adjustment of the nomenclature that is still
used today [38, 39]. In addition to nucleotides, NPP2 hydro-
lyzes phospholipids, which in the light of recent structural
and functional data seems to be its major catalytic function,
and NPP6 and NPP7 hydrolyze phospholipids only. In this
context, the name autotaxin (ATX) is generally used for
NPP2. Potential catalytic properties of NPP4 and NPP5
remain unknown.

NPP1–NPP3 have a wide tissue distribution. Their cell
and tissue-specific expression can vary between rodents and
humans [312]. NPP1–NPP3 can be co-expressed in the
same tissue and even by the same cell, as for example in
cultured hepatocytes [313] or osteoblasts [314]. Similar to
APs, they are often expressed on epithelial surfaces. This
includes airway epithelia [315], the lung [313], liver epithe-
lia, kidney epithelia [316], and intestinal epithelia [317].
Thiamine pyrophosphate, a likely substrate of E-NPPs, has
been used early on as a substrate for the enzyme histochem-
ical detection of microglia and blood vessels of the brain
[318, 319]. Autotaxin catalytic activity is present in various
biological fluids including serum, seminal plasma [320], or
cerebrospinal fluid [321]. The protein is highly expressed
during development [322, 323].

The functional role of individual E-NPPs is very variable
and depends on the specific catalytic properties and pattern
of expression [312]. NPP1 is a marker of late stage in the
differentiation of antibody-producing B cells [324, 325], it is
expressed in T cells [326], and in astrocytic brain tumors
[327]. A major function of NPP1 is in bone mineralization
and also in vascular smooth muscle cell calcification [6, 7,
328]. By hydrolyzing extracellular ATP to AMP, it contrib-
utes to the formation of extracellular PPi together with the
inorganic pyrophosphate transporter ANK-mediated PPi ef-
flux. PPi can function as an inhibitor of calcification. It thus
interplays with AP which in turn hydrolyzes extracellular
PPi [329, 330]. Accordingly, knockout mice for NPP1 or a
natural mutant of NPP1 (tiptoe walking mouse) reveal path-
ological calcification of ligaments and joint capsules [331].
Double knockouts for TNAP and NPP1 partially reverse the
hypomineralization deficiencies and have a less severe phe-
notype. This underlines the opposing and reciprocal actions
of NPP1 and TNAP in the production and hydrolysis of
extracellular PPi, respectively [332, 333]. Furthermore,

Table 6 Explanation of the observed effects of previously reported active site mutations of Ec5NT on activity

Residuea Function Mutant Effect Explanation

D41/36 M1 ligand D41N Activity 9.1 %, Km no effect Effect of M1 ion on transition state stabilization or
nucleophile activation

H43/38 M1 ligand H43N Activity 0.8 %, Km no effect Effect of M1 ion on transition state stabilization or
nucleophile activation

D84/85 M1/M2 ligand D84N Activity 0.1 %, Km increased 1.7-fold Effect of both metal ions on transition state stabilization
or nucleophile activation, M2 on substrate binding

H117/118 Transition state
stabilization

H117N Activity 0.04 %, Km no effect Protonated H117 is essential for transition state stabilization

E118/119 Buried residue
next to H117

G118Q Activity 6.1 %, Km increased 5-fold Distortion of active site

H217/220 M2 ligand H217N Activity 0.2 %, Km no effect Effect of M2 ion on transition state stabilization

H252/243 M2 ligand H252N Activity 21.9 %, Km increased 1.8-fold Effect of M2 ion on transition state stabilization and
substrate binding

a The first residue number refers to the E. coli enzyme and the second number to human eN. All mutations are reported in ref. [307]
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NPP1 has been linked to insulin resistance and type 2
diabetes (for review, see [334–336]).

NPP3 has been shown to promote differentiation and
invasion of glial cells but the underlying mechanisms have
not been identified [337]. Moreover, the basophil and mast
cell-expressed cell surface antigen CD203c was identified as
NPP3 [338]. This protein defines the basophil lineage in the
bone marrow and shows an elevated distribution on the cell
surface of activated basophils. It can serve as a marker for
the estimation of hypersensitivity to allergens [339–342].
Recent experiments implicate a dual role of NPP3 in vascu-
lar smooth muscle calcification by producing (together with
NPP1) PPi from ATP on the one hand and subsequently
hydrolyzing (together with TNAP) the PPi produced [7].

The multiple biological functions of NPP2 (autotaxin) are
now mainly attributed to its phospholipase D activity and
include promotion of cancer cell invasion, cell migration, lym-
phocyte trafficking, and angiogenesis [343–345]. A brain-
specific variant (PD-Iα/ATXγ) is found almost exclusively
on the myelin forming oligodendrocytes of the brain [346]. It
acts in the modulation of oligodendrocyte extracellular matrix

interactions and oligodendrocyte remodeling, a property inde-
pendent of its catalytic activity [347, 348].

Substrates and catalytic properties

NPP1–NPP3 are classified as both alkaline nucleotide pyro-
phosphatase (EC 3.6.1.9) and phosphodiesterase I (EC
3.1.4.1). Catalytic activity depends on divalent cations and
the enzymes reveal an alkaline pH optimum between pH 9
and 10. Similar to APs, they are also active at pH 7.4 with
about 20 % of maximal activity [349–352]. Enzyme activity
is inhibited by EDTA. Much of the evidence regarding
nucleotide substrate specificity relies on earlier literature
with proteins whose isoform specificity was not defined.
NPPs hydrolyze pyrophosphate bonds in nucleoside tri-
and diphosphates, NAD+, FAD, diadenosine polyphos-
phates, and UDP sugars (Fig. 11). Recombinant NPP1 to
NPP3 have been reported to hydrolyze ATP to AMP and PPi
(Fig. 3) whereby NPP1 revealed the highest activity and that
of NPP2 was barely detectable [353]. 3′,5′cyclic AMP was
reported to be either no substrate [315, 350] or a (poor)

Fig. 10 Radial phylogenetic tree and membrane topology of NPP-type
ecto-enzymes. The tree highlights the separation between the multido-
main NPP1–3 and NPP4-7, which consist of only the catalytic domain.
Separation into the seven different NPPs has occurred early in evolu-
tion. Included is the bacterial NPP from X. axonopodis pv. citri, for
which structural data are available. NPP-type enzymes are ubiquitous
in nature. Amino acid sequences have been aligned with ClustalW and

the tree was calculated with ProML. GI Accession numbers (clock-
wise): D. rerio NPP2: 82187289, NPP4: 62955749, NPP5: 113462025,
NPP6: 61806626; H. sapiens NPP1: 23503088, NPP2: 290457674,
NPP3: 206729860, NPP4: 172045555, NPP5: 50401201, NPP6:
108935979, NPP7: 134047772; X. axonopodis pv. citri: 21243551;
X. laevis NPP3: 254946550; X. tropicalis NPP1: 254946558, NPP7:
296010817
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Fig. 11 Substrate specificity of NPP-type ecto-enzymes. Catalysis is
thought to occur by nucleophilic attack of the Thr alkoxide onto the
boxed phosphorus atom, so that a covalent intermediate with the R′ group
is formed. In a second step, the covalent intermediate is hydrolyzed by
nucleophilic attack from a Zn2+-activated water. To some of the enzymes,
the substrates may bind in both orientations and this is also reflected by
their ability to hydrolyze dinucleotides (e.g., NPP1 and NPP3).
NPP2 and NPP6/7 are active towards the same class of substrates.

Due to swapped specificities in the R and R′ binding sites, the
substrates bind in an inverted position resulting in the generation
of different hydrolysis products. The scheme is based on data
presented in the following papers—NPP1: [351, 353, 412, 453,
625]; NPP2: [351, 353, 377, 380, 403, 406]; NPP3: [351]; NPP6:
[388]; NPP7: [389, 626]. GPC glycerophosphorylcholine, LPC
lysophosphatidylcholine, pNPPC p-nitrophenyl phosphorylcholine,
SPC sphingosylphosphorylcholine
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substrate [354–357]. There is ample evidence for the hydro-
lysis of extracellular cAMP by intact cells but the responsi-
ble enzyme has not been clearly identified [358, 359].
Nucleoside monophosphates such as AMP or UMP are not
hydrolyzed but exert competitive product inhibition of the
NPP reaction [354, 356, 360, 361].

Recently, it has been demonstrated that soluble heterolo-
gously expressed murine NPP1 [362, 363] or NPP3 [7]
hydrolyzes (at pH 7.4) PPi in addition to ATP. This result
corroborates earlier observations that NPP2 cleaves PPi into
Pi [364]. This would implicate a considerable overlap in the
catalytic properties of TNAP and NPPs. However, the spec-
ificity constant kcat/Km for PPi cleavage by NPP1 is un-
known, and hence, the significance of this NPP1 activity
remains unclear. In addition, E-NPPs hydrolyze phospho-
diester bonds of artificial substrates such as p-nitrophenyl
thymidine monophosphates or p-nitrophenyl-phenyl phos-
phonate and the sulfate–phosphate bond in the AMP deriv-
ative 3′-phosphoadenosine 5′-phosphosulfate [355, 365,
366]. The most popular artificial substrate used for charac-
terizing catalytic activity of NPPs has been p-nitrophenyl
thymidine monophosphate that is cleaved into AMP and the
yellow p-nitrophenol.

Hydrolysis of nucleotides by E-NPPs typically releases
nucleoside 5′-monophosphates. ATP is hydrolyzed by NPP1
into AMP and PPi (Figs. 1, 4, and 11). But it can also be
hydrolyzed into ADP and Pi. It has been suggested that
hydrolysis of ATP into AMP involves a covalent AMP
intermediate whereas hydrolysis into ADP involves a
phosphate-bound intermediate, depending on how the sub-
strate approaches the catalytic site [312, 334]. The previ-
ously described autophosphorylation of NPP1 [366, 367]
would then represent one of its covalent intermediates for
ATP hydrolysis. Cleavage products of UDP-glucose are
UMP and glucose 1-phosphate, NAD+ is hydrolyzed into
AMP and nicotinamide mononucleotide, FAD into AMP
and flavin mononucleotide, 3′,5′-cAMP into 5′-AMP, and
dinucleoside polyphosphates are hydrolyzed asymmetrically
(involving the α,β-pyrophosphate bond) into AMP and
nucleoside 5′(n-1) phosphate (Fig. 11). NPP1 has been
reported to even degrade antisense phosphorothionate oli-
gonucleotides, resulting in the formation of a ladder of
shorter products and the release of the mononucleoside 5′-
phosphorothionate [368].

Reported Km values of E-NPPs for ATP range between
17 and 300 μM [354, 360, 365, 369]. For a nucleotide
pyrophosphatase isolated from rat liver, Km values for
UDP-glucose and NAD+ were found to be similar to those
for ATP and UTP [360]. Km values for dinucleoside poly-
phosphates are lower than those for ATP [35]. Heterolo-
gously expressed NPP1, NPP2, and NPP3 hydrolyzed
dinucleoside polyphosphates with a pH optimum between
8.5 and 9 and Km values for diadenosine 5′,5′″-P1,P3-

triphosphate (Ap3A) were 5.1, 8.0, and 49.5 μM, respec-
tively [351]. Km values in the 3–10-μM range have also
been reported for the hydrolysis of diadenosine polyphos-
phates by a purified ecto-pyrophosphatase (presumably
NPP1) from rat brain [352]. This agrees well with earlier
reports on the hydrolysis of dinucleoside polyphosphates by
chromaffin cells [370, 371] or human serum [372]. ATP acts
as an inhibitor of diadenosine polyphosphate hydrolysis
[373]. Interestingly, NPP1 and NPP3 contain in their cata-
lytic domain the motif GXGXXG, which represents a con-
sensus sequence for the binding of dinucleotides. The
GXGXXG motif is not conserved in NPP2. Mutation of
these three glycines into alanine abolished the nucleotide
phosphodiesterase activity of NPP1 [366]. Yet, recombinant
NPP2 prepared and isolated from a vaccinia virus lysate of
BS-C-1 cells was found to hydrolyze both ATP [364] and
dinucleoside polyphosphates [351].

An important step forward in understanding the function-
al role of NPP2 (autotaxin) was the discovery of its identity
with lysophospholipase D in serum [374, 375]. It converts
extracellular LPC to lysophosphatidic acid (Fig. 11). Do-
main swapping experiments between NPP1 and NPP2 sug-
gested that the expression of lysophospholipase D activity
depends on isoform-specific determinants in the N-terminal
and the catalytic as well as the nuclease-like domains of
NPP2. It was hypothesized that sequences in all three
domains together form a lysophospholipid-binding site
[376]. In addition, ATX has the capacity to hydrolyze sev-
eral other lysophospholipids to produce lysophosphatidic
acid (LPA), including lysophosphatidylserine, lysophospha-
tidylethanolamine, and lysophosphatidylinositol [377]. LPA
in turn acts on at least six distinct G protein-coupled recep-
tors (LPA1-6) and elicits a large variety of both short-term
and long-term cellular responses, including promotion of
cell proliferation, survival, and motility of cells [343].
NPP2 null mice are embryologically lethal, presumably
due to deficient LPA-dependent angiogenesis [378, 379].

Furthermore, NPP2 was found to hydrolyze sphingosyl-
phosphorylcholine to produce sphingosine-1-phosphate
(S1P) which can regulate diverse cellular processes such
as motility and angiogenesis via the S1P family of receptors
[380]. NPP2 is regulated through product inhibition by both
lysophosphatidic acid and S1P [381]. More recent evidence
suggests that NPP2 can in addition form cyclic phosphatidic
acid, an analogue of lysophosphatidic acid in which a ring
closure is formed by phosphate [382]. This enters yet an-
other dimension to the biological functions of this protein.
Cyclic phosphatidic acid reveals several distinct biological
activities, including anti-mitogenic effects, inhibition of tu-
mor cell invasion and metastasis, or enhancement of neurite
outgrowth and survival [383]. The cell motility-inducing
activity of NPP2 depends on the production of bioactive
lipids [384–386]. It is now thought that the major
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physiological functions of NPP2 result from its phospholi-
pase activity [387].

NPP6 and NPP7 hydrolyze phosphodiester bonds in
lysophospholipids or other choline phosphodiesters, dis-
playing lysophospholipase C activity. NPP6 is a glycero-
phosphodiester phosphodiesterase with a marked preference
for choline containing phospholipids. It hydrolyzes lyso-
phosphatidic acid to form monoacylglycerol and phosphor-
ylcholine but not lysophosphatidic acid, identifying it as a
lysophospholipase C. It also hydrolyzes efficiently glycer-
ophosphorylcholine and sphingosylphosphorylcholine
[388]. NPP7 was shown to possess alkaline sphingomyelin
phosphodiesterase (sphingomyelinase) activity, generating
ceramide from sphingomyelin in the intestinal tract [389,
390]. Interestingly, its catalytic activity is inhibited by ATP
but not by ADP or AMP. In addition, NPP7 was found to
cleave the phosphocholine head group and thus to inactivate
platelet-activating factor, a pro-inflammatory phospholipid
involved in the pathogenesis of inflammatory bowel disease
[391].

General molecular properties

Human NPP1–NPP3 contain 863–925 amino acid residues
with an apparent molecular mass of approximately 115 to
125 kDa. They share 40–50 % identity at the protein level.
NPP1 was first identified as a surface-located plasma cell
differentiation antigen (PC-1) of mouse B lymphocytes
[392] and subsequently further characterized [393] and
cloned and sequenced from mouse [394, 395] and human
cDNA libraries [396, 397]. NPP3 was identified as the target
of the monoclonal antibody RB13-6 in rat brain glial pre-
cursor cells and cloned from rat [398] and a human prostate
cDNA library [399].

NPP1 is targeted to the basolateral and NPP3 to the apical
surface of hepatocytes [317]. An N-terminal dileucine-based
signal (AAASLLAP) is involved in directing NPP1 to the
basolateral membrane of polarized MDCK cells [400] or to
matrix vesicles of mineralizing cells [314]. NPP3 lacks the
cytosolic dileucine motif and is apically targeted in the
polarized MDCK and Caco-2 cells and in airway epithelia
[315]. NPP1 and NPP3 differ regarding their detergent
solubility which may relate to their targeting. The basolat-
eral protein NPP1 was fully soluble in various detergents,
whereas the apical protein NPP3 was very poorly solubi-
lized by Lubrol and resistant in part to Triton extraction, a
property observed in many apically targeted proteins [401].

NPP2 was initially described as a 125-kDa autocrine
motility factor in the conditioned medium of the human
melanoma cell line A2058 [402]. It was named autotaxin
and cloned from the same source [403]. The subsequently
identified rat [404] and human [405] phosphodiesterase 1α
(PD-1α) turned out to be a splice variant. Analysis of the

human gene [406] further clarified the issue of splice var-
iants. The ENPP2 gene contains 27 exons with a consider-
able number of potential alternative splicing sites. Three
different isoforms have been characterized that differ in
length and tissue distribution [344, 406]. The nomenclature
of the isoforms varies between authors [343, 344, 348, 406].
The largest isoform (ATXm, ATXα), the human melanoma-
derived autotaxin [403], comprises 915 aa and contains a
highly basic insertion in the catalytic domain. The shortest
form (863 aa), the human tetracarcinoma isoform (ATXt,
ATXβ) [407], is identical to plasma lysophospholipase D.
The “brain-specific” intermediate form (889 aa) (ATXγ,
PD-1α) [408] contains a 25-residue insertion close to the
nuclease-like domain. In many of the studies, the isoforms
investigated have not been specified. Probably, most studies
refer to the ATXt/ATXβ isoform [406]. Differences in cat-
alytic properties or cellular localization between the iso-
forms have not been reported.

NPP1 and NPP3 are type II membrane proteins with an
N-terminal transmembrane helix, a short cytoplasmic, and a
large extracellular domain [312, 331]. In contrast, NPP2 is a
secreted protein and synthesized as a pre-pro-enzyme
(Fig. 10). The 27 N-terminal amino acid residues function-
ing as a signal peptide are removed co-translationally, fol-
lowed by further cleavage of the resulting soluble pro-NPP2
by furine-type proteases, generating the mature, fully active
enzyme [409, 410]. Secretion of NPP2 from adipocytes is
driven by N-glycosylation and signal peptide cleavage
[411]. Membrane-bound NPP1 and NPP3 are homodimeric
proteins whereas NPP2 is monomeric. In contrast, NPP4 to
NPP7 have an inverted ecto-domain. They contain a puta-
tive N-terminal signal peptide and a C-terminal TMD. After
cleavage of the signal peptide, this is predicted to result in
the formation of type-I membrane proteins with a C-
terminal transmembrane helix. Their cytosolic domains are
rather short (2–76 residues).

Domain structure

E-NPPs possess a striking modular structure (Fig. 12).
Based on the domain organization of the ecto-domain, E-
NPPs can be divided into two groups. The ecto-domain of
NPP1–3 consists of two short somatomedin B-like repeats
of 40 to 50 amino acids, the central catalytic domain of
approximately 400 amino acids, and a C-terminal nuclease-
like domain (NLD) of approximately 250 residues that bears
structural similarity with the DNA- or RNA-non-specific
endoribonucleases. In contrast, NPP4–7 consist of solely
the catalytic domain. The catalytic domains of NPP1–7
share 24 to 60 % amino acid identity between the human
isoforms [334, 367]. The nuclease-like domain itself reveals
no catalytic activity, but it bears isoform-specific determi-
nants for catalysis. An incomplete nuclease domain of NPP1
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Fig. 12 Structure of NPP-type enzymes. a Domain organization of
NPPs: NPP1–3 are composed of two SMB domains, the catalytic
domain and a nuclease-like domain. In contrast, NPP4–7 lack any
additional non-catalytic domains. An NPP-specific insertion into the
AP fold “CAP” is shown in a lighter color. The position of the NPP2-
specific deletion required for formation of the two LPA-binding sites is
indicated. b Ribbon/surface representation of mouse NPP2 and NPP
from X. axonopodis pv. citri (Xac) with an identical view on the active
site. The bound product molecules LPA and AMP are shown as sticks
and metal ions (2×Zn2+, Ca2+, Na+, K+) as spheres. The WPG loop of
Xac NPP that is missing in NPP2 (see d) is shown in yellow. c Surface
representation of NPP2 along the LPA channel showing the intricate
arrangement of the four domains, the linker, and the long lasso regions.
N-linked glycosylation sites are shown as sticks and the structurally

important N524 glycan is labeled. The eye indicates the approximate
view in b. d Surface representation of NPP2 with a longitudinal section
along the hydrophobic LPA-binding channel. Only one of the Zn2+

ions is visible. One LPA molecule (LPA1) is bound to the active site
and the hydrophobic pocket. The second LPA molecule (partial model,
LPA2) binds in the hydrophobic channel more distal to the active site.
In all other NPP-type enzymes, these two binding sites are occlud-
ed by an amino acid stretch consisting of a highly conserved WPG
motif at the beginning and a tyrosine at the end that is involved in
binding the base of nucleotide substrates. The corresponding loop
region and active site-bound AMP of Xac NPP is shown in green
and magenta sticks, respectively. LPA lysophosphatidic acid, SMB
somatomedin B
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was found to result in the loss of catalytic activity and
swapping of the nuclease-like domains of NPP2 and NPP1
abrogated catalytic activity in NPP2. In contrast, NPP1 with
the nuclease-like domain of NPP2 was fully active [376,
412]. A C-terminal lysine (Lys852) was found to be essential
for catalysis of NPP2 [413]. Furthermore, the nuclease-like
domain is required for the translocation of NPP1 from the
ER to the plasma membrane [412]. Residues 829–850 are
necessary for secretion of NPP2 [413].

In all three proteins, the extracellular nuclease-like do-
main harbors a putative “EF hand” Ca2+-binding motif
(DXD/NXDGXXD) [414, 415]. This motif is essential for
catalytic activity in NPP1 and NPP3 but has little effect on
the catalytic activity of NPP2 [366, 416]. Although not a
complete EF hand is found in NPPs [366], the crystal
structure of mouse and rat NPP2 show clear density for a
bound Ca2+ ion (see below). The catalytic and nuclease-like
domains of NPP2 are linked by an essential disulfide bond
[413]. NPP1–NPP3 further contain two cysteine-rich tan-
dem repeats, the somatomedin B-like domains proximal to
their N-terminal TMD. It is thought that these domains
function as protein interaction domains, similar to the so-
matomedin B domain of vitronectin, a large glycoprotein
found in blood and the extracellular matrix [334].

Glycosylation

N-glycosylation of E-NPPs accounts for up to 20 kDa of the
molecular weights of NPP1–NPP3 [398, 417, 418]. N-gly-
cosylation is not required for the apical targeting of NPP3
[419]. Carbohydrate side chains in NPP2 are exclusively N-
linked [418] and required for catalytic activity [420]. The rat
NPP2 sequence contains five predicted N-glycosylation
sites, three of which are glycosylated and map to the cata-
lytic domain [420]. Of the three sites, only glycosylation at
Asn-524 is essential for the expression of the catalytic and
motility-stimulating activities of NPP2, in contrast to earlier
investigations that could not relate N-glycosylation of NPP2
to stimulation of motility [418]. The Asn-524 glycosylation
site is conserved in NPP2 of several vertebrates and also in
NPP1–6 but not in NPP7. Asn-524 contains an oligoman-
nosidic side chain with the structure identified as Man8-
GlcNAc2 and Man9GlcNAc2 [420]. For rat NPP5, the
presence of a high-mannose-type glycan has been reported
[421].

Soluble forms

As mentioned above, NPP2 is a secreted protein and exists
only in soluble form. Soluble forms have also been de-
scribed for NPP1 [365, 417], NPP3 [422], NPP6 [388],
and NPP7 [423]. E-NPPs are found in human serum [152,
424, 425]. The endogenous mechanisms for shedding the

membrane-bound forms need to be further characterized. To
date, reports that alkaline phosphodiesterase I of undefined
molecular identity can be released from plasma membranes
of eukaryotic cells by phosphatidylinositol-specific phos-
pholipase C from B. thuringiensis [426–429] remain
unexplained.

Protein interactions

Several interactions of NPP2 with other macromolecules
have been described. NPP2 is capable of binding to glyco-
saminoglycans, major components of the extracellular ma-
trix. Binding of heparin competitively inhibited catalytic
activity and binding of NPP1 to the glycosaminoglycan
was diminished in the presence of the enzyme substrate
ATP. It has been speculated that, due to its binding of
glycosaminoglycans, NPP1 may associate with the extracel-
lular matrix. This interaction may be negatively regulated by
the presence of its extracellular substrates [365].

NPP2 and NPP3 contain an RGD tripeptide motif in their
second and first somatomedin B-like domain, respectively.
This motif may mediate an interaction with integrins [366].
Plasma autotaxin was found to associate with platelets dur-
ing aggregation, and activated platelets bound recombinant
autotaxin in an integrin-dependent manner [430, 431].

A novel function has been attributed to the nuclease-like
domain at the C-terminal end of autotaxin (ATXγ, PD-1α),
here referred to as modulator of oligodendrocyte remodeling
and focal adhesion organization (MORFO) domain [432,
433]. The domain functions independently of the enzymatic
activity of autotaxin and antagonizes the adhesion of oligo-
dendrocytes to extracellular matrix proteins such as fibro-
nectin, vitronectin, and laminin-2/merosin. The MORFO
domain facilitates the in vitro morphological maturation of
postmigratory, premyelinating oligodendrocytes and medi-
ates a reorganized assembly of focal adhesions. Process
outgrowth was found to be mediated in part via the EF
hand-like motif located at the far C-terminal end of the
MORFO domain. It is hypothesized that the MORFO–EF
site binds to a cell surface receptor [348, 434].

Downstream signaling, purinergic mechanisms

In spite of the proof in vitro and in situ in many cellular
systems of NPP-mediated ecto-nucleotidase activity, stringent
experimental evidence that the enzymes are involved in the
canonical P2 receptor-mediated purinergic signaling is scarce.
One of the limitations results from the fact that classical
inhibitors of P2 receptors can also inhibit E-NPPs [351,
369]. In principle, E-NPPs could modulate nucleotide signal-
ing by hydrolyzing purinoceptors agonists and together with
APs or ecto-5′-nucleotidase produce adenosine. C6 glioma
cells express a surface-located nucleotide pyrophosphatase
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(presumably NPP1) as the major ecto-nucleotidase [369] that
can modulate purinergic receptor function. Furthermore, inhi-
bition of NPPase activity in C6 glioma cells was found to
potentiate the inhibitory effect of ATP and ADP on the
isoproterenol-induced increase in intracellular cyclic AMP
synthesis, corroborating a role of NPPs in modulating
purinoceptor-mediated signal transduction [435]. E-NPPs
presumably are the major enzymes responsible for the
extracellular hydrolysis of dinucleoside polyphosphates, a
widely distributed group of extracellular signal molecules.
Since these nucleotides are asymmetrically cleaved, E-
NPPs not only terminate the action of these molecules
on their receptors [436]. They also can produce nucleo-
tides as additional agonists of P2X and P2Y receptors
[437]. For example, hydrolysis of Ap5A, Ap4A, or Ap3A
yields adenosine tetraphosphate, ATP, and ADP, respec-
tively [373]. This could in turn lead to the additional or
also continued activation of P2 receptors, depending on avail-
able receptor subtype. Together with NAD-glycohydrolase
(NADase), E-NPPs presumably are the major enzymes for
the extracellular hydrolysis of NAD+. Whereas NADase cata-
lyzes the formation of nicotinamide and ADP-ribose, AMP
and nicotinamide mononucleotide are formed as a result of
NAD+ cleavage by E-NPPs. AMP can then be further con-
verted to the signal molecule adenosine (Fig. 1). Similarly,
hydrolysis of ADP ribose by E-NPPs will result in AMP
formation.

Phylogenetic relationship

Members of the E-NPP gene family are expressed also in
invertebrates, yeast, plants, and bacteria, and the divergent
development of seven different NPP-type enzymes must
have occurred early in vertebrate evolution (Fig. 10). In
Xenopus, each gene displays a distinct specific expression
pattern during development and in the adult [438]. E-NPPs
from the nematode C. elegans share between 18 and 33 %
amino acid similarity with human E-NPPs. Longer forms of
E-NPPs such as human NPP1–NPP3 appear to exist only in
vertebrates. Zebrafish NPP2 shares 70 % amino acid simi-
larity with the human form and also displays lysophospho-
lipase D activity [367, 439]. Interestingly, the fowlpox virus
genome encodes a protein similar to NPP1 [440]. Together
with APs, E-NPPs belong to a superfamily of phospho-/
sulfo-coordinating metalloenzymes [367, 441, 442], also
referred to as the AP superfamily [443, 444]. This relation-
ship is based on primary structure, the similar fold of the
catalytic domain, the conserved location of the amino acid
residues that coordinate two metals in the catalytic site and
their spatial arrangement as well as the similar reaction
mechanisms. It is further strengthened by the recent analysis
of the crystal structure of mouse [445] and rat [431] NPP2
and human placental AP [446, 447].

Protein structure

Structural information is available from crystal structures of
mouse and rat NPP2 [431, 445], the somatomedin B1
(SMB1) domain of human NPP1 (PDBID 2YS0, unpub-
lished), and of the bacterial NPP enzyme from Xanthomonas
axonopodis pv. citri (Xac) [441], which corresponds to the
catalytic domain alone (Table 7). The single phosphodies-
terase (PDE) domain of NPP4–7 has a sequence identity of
30 % to the Xac NPP and the PDE domain (catalytic
domain) of NPP2.

As predicted from early modeling studies [367], the
catalytic domain common to all seven vertebrate NPP-type
ecto-enzymes is homologous to the family of APs. As in the
AP, two Zn2+ ions are tightly bound in the active site by a set
of six conserved Asp/His residues. In addition to the α/β/α
core of AP family members, the PDE domain contains a
smaller α/β cap domain which partially shields the active
site from solvent. This cap domain is specific to E-NPPs and
phosphonoacetate hydrolases of proteobacteria [448].

In NPP1–3, the PDE domain is connected to a catalyti-
cally inactive nuclease-like domain by a long lasso-like
linker that wraps around the NLD to enter it from the distal
side (Fig. 12). The lasso-like loop binds to the NLD by
hydrophobic interactions, hydrogen bonds, and two cysteine
bonds. Our modeling studies indicate that in NPP1 and
NPP3, a third cysteine bridge tethers the lasso to the NLD.
The NLD domain has a mixed α/β fold with a central six-
stranded antiparallel β-sheet. The PDE and NLD domains
bind to each other by multiple modes of interaction, includ-
ing an interdomain disulfide link (C413–C805, rat NPP2
numbering) [413], several salt and hydrogen bonds, and a
high-mannose glycan chain at Asn-524 [420] that packs
against a depression at the domain interface. Although a
direct influence of the NLD onto the PDE domain is not
obvious from the crystal structures, the structural and func-
tional importance of the domain–domain interaction is high-
lighted by the fact that treatments such as disruption of the
interdomain disulfide bond or removal of the Asn-524 gly-
can lead to variants with no or greatly reduced activity in
NPP2 [413, 420].

Interestingly, despite the critical importance of the glycan
chain at Asn-524 (Asn-585 in human numbering) for struc-
ture and function, successful production of active NPP2 in a
bacterial expression system as well as crystallization and
diffraction data collection has been reported for human
NPP2 [449]. The NLD also contains an EF hand-like motif,
which is absent in the closest homologue with known struc-
ture, the nuclease from Anabaena sp. Although not flanked
by helices, the EF motifs of both NPP2 structures show
binding to a Ca2+ ion. An intact EF consensus sequence
was found to be important for trafficking, structure, and/or
activity of NPP1–3 [414, 415, 431], most likely because it
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participates in the PDE–NLD interaction via a highly con-
served salt bridge (K430-D739, rat NPP2 numbering). Ad-
ditional sites for Na+ and K+ ions were found in the crystal
structure of mouse NPP2, but these sites were not present in
the rat orthologue.

Distal to the NLD, the PDE domain of NPP1–3 is flanked
by the two N-terminal SMB domains. The SMB domains
are connected to the PDE domain by a linker that itself is
reinforced by two cysteine bridges to the PDE domain. Both
SMB domains share the same knotted pattern of four con-
served disulfide bridges that is also found in vitronectin. In
NPP1 and NPP3, the SMB domains have been reported to
mediate a (non-quantitative) homodimerization of the pro-
tein. Unfortunately, the crystal structure of NPP2 offers no
insight into the mechanism of this dimerization as all cys-
teines of the SMB domains are involved in intrachain disul-
fides and NPP1 and NPP3 lack additional cysteine residues.
However, studies on the somatomedin domain of vitronectin
show that a heterogeneous disulfide pattern is compatible
with biological activity [450]. The SMB domain pair of
NPP2 was recently identified responsible for the ability of
NPP2 to bind to activated platelets in an integrin-dependent
fashion [430, 431, 451]. An RGD consensus motif for
integrin-binding in SMB2 was found to be largely dispens-
able for this association [431]. Instead, the interaction mode
of the SMB domains was suggested to be more reminiscent
of complex structures of vitronectin with its interaction
partners plasminogen activator inhibitor-1 and urokinase-
type plasminogen activator. In case of SMB1, the potential
binding interface contacts the PDE domain, rendering it
unavailable for protein–protein association, but in SMB2, it
is oriented to the solvent. Additional mutagenesis experiments
identified residues H119, D122, and D129 as involved in the
integrin-binding interface [431]. Whether NPP1 and NPP3 do
bind to adapter proteins via their SMB domains is currently
unclear. However, it is noteworthy that the K173Q (or K121Q,
uncertain start codon) polymorphism of human NPP1 which

was reported to be associated with increased insulin resistance
caused by an increase in binding affinity to the insulin receptor
[336] does also map to SMB2.

Both cysteine-rich SMB domains form extensive inter-
actions with the catalytic PDE domain. In the NPP2 struc-
tures, a channel is formed between the SMB domains and
the PDE domain that constitutes a binding site for LPA. It
was suggested that this second LPA-binding site allows
NPP2 to function also as a lipid carrier molecule and to
shuttle the LPA product directly from the active site to the
cell surface LPA receptors. In NPP1 and NPP3, this channel
is occupied by an insertion loop that is found in all other E-
NPPs including the bacterial Xac NPP enzyme (Fig. 12c, d).

Active site and catalytic mechanism

As stated above, E-NPPs belong to the functionally diverse
AP superfamily. The catalyzed reaction therefore proceeds
in a similar manner as in the well-studied family of AP via a
two step mechanism with a covalent intermediate (Fig. 13).
Identification of the nucleophilic group was initially
achieved by incubating the enzymes with radioactive sub-
strates, quenching the reaction by addition of phenol or a pH
shift and subsequent sequencing of radioactive peptides
[356, 452, 453]. The nucleophile in E-NPPs is mostly a
Thr alkoxide (NPP1–5 and NPP7). However, in NPP6 it is
a Ser alkoxide as in APs.

In contrast to APs, E-NPPs are more specific for phos-
phodiester versus phosphomonoester substrates. Consider-
able insight into NPP activity and substrate specificity has
been gained from kinetic studies and the crystal structures of
Xac NPP in complex with the product AMP and the transi-
tion state analogue vanadate, and the mouse NPP2 structure
in complex with LPA products of differing chain length
[441, 445] (Fig. 12). The structural data available establish
or confirm the importance of several active site residues for
catalysis (Table 8).

Table 7 Reported crystal struc-
tures of NPPs Structure Ligand Resolution (Å) PDB ID References

X. axonopodis pv. citri NPP

Apo-form – 1.75 2GSN [441]

Transition state analogue Vanadate 1.30 2GSO [441]

Product bound AMP 2.00 2GSU [441]

Product bound AMP 1.45 2RH6 [441]

Mouse NPP2

Apo-form Sulfate 2.00 3NKM [445]

Product bound LPA 1.70–1.80 3NKN, 3NKO, 3NKP,
3NKQ, 3NKR

[445]

Rat NPP2

Apo-form Phosphate 2.05 2XR9 [431]

Inhibitor bound HA155 3.20 2XRG [431]
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As in APs, two Zn2+ ions are bound in the active site and
the metal coordinating residues are conserved (Fig. 13). The
third metal-binding site for Mg2+ in AP is not present in E-
NPPs. Mg2+, which is required for positioning of a Zn2+-
binding Asp residue, is functionally replaced by a Tyr OH
group in E-NPPs. One additional key difference in the active
sites is the functional substitution of R166 in AP (E. coli
numbering) by N277 in NPP (human NPP1 numbering).
R166 stabilizes the trigonal bipyramidal transition state in
AP-catalyzed monoester cleavage by a bidentate interaction
with two equatorial oxygens, the third equatorial oxygen
being bound between the Zn2+ ions. In contrast, the uncharged
side chain amide of N277 of E-NPPs forms only a monoden-
tate interaction with one of the equatorial oxygens. The phos-
phate oxygen connected to the R′ substituent, which is part of
the covalent intermediate formed after attack of the threonine
nucleophile (Figs. 11 and 13), is not involved in any hydrogen
bonding interactions or metal coordination. This reflects the
adaptation to the smaller amount of negative charge accumu-
lation in the transition state of phosphodiester compared to
phosphomonoester cleavage [441].

Zalatan et al. [441] found that the R166→N substitution in
E-NPPs is not sufficient to explain the discrimination between
mono-diester substrates. However, recently a N277Rmutation
in a plant NPP [454] was found to gain a significant increase
in phosphatase activity towards the small phosphomonoester
compound p-nitrophenylphosphate. Mutational data also sug-
gest that the Thr/Ser substitution in E-NPPs versus APs favors

PDE over phosphatase activity (Table 8). A third contribution
comes from the formation of specific R′ binding pockets for
the substrate moiety representing the covalent intermediate. In
the AMP product-bound form of Xac NPP, the nucleobase is
sandwiched between F91 (edge-on-plane) and Y174 (plane-
on-plane). In the nucleotide-specific vertebrate E-NPPs, NPP1
and NPP3, these residues are preserved. Y174 is absent in
NPP2, which is far more active towards lysophospholipids. It
is the last residue of a 19 amino acid long “WPG loop”
deletion (156WPG…Y174) from the catalytic core of the PDE
domain that is missing exclusively in NPP2. This region is
deleted from the fold of the NPP2 PDE domain to generate the
space required for formation of the R′ binding pocket for the
long fatty acid chain of lysophospholipids (Fig. 12d). Note-
worthy, the lipid-binding pocket is narrow enough to exclude
diacyl-phospholipids from binding [431]. As mentioned
above, the deletion is thought to also serve the formation of
a “backdoor” channel for direct shuttling of LPA to GPCRs.
Because the WPG loop is present in all other E-NPPs, a
different mode for lysophosphatidyl and sphingosyl binding
must exist in NPP6 and NPP7. Compared to the lysophospho-
lipase D activity of NPP2, these enzymes exhibit lysophos-
pholipase C activity [388, 391]. In addition, NPP6 shows high
specificity for choline head groups. Hence, it is straightfor-
ward to assume that in NPP6 and NPP7, the substrate binds in
an inverse orientation with the R′ site—potentially formed
from residues of the WPG loop—being specific for the cho-
line lipid head group.

Fig. 13 Comparison of the active site structures of human placental
AP (PLAP) and human NPP1. The active site structure of human NPP1
differs from PLAP mainly by the absence of the magnesium ion

binding site, the replacement of Arg-166 by Asn-277, and the presence
of a substrate specificity site formed by Tyr-371, Phe-321, Phe-257,
and Leu-290
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Alkaline phosphatases

General properties and functional role

APs belong to the best-studied enzymes. They served as
prototypes for GPI-anchored proteins and marker enzymes
for the plasma membrane [455–457] as well as for a wide
variety of enzymes that use two metal ions to catalyze

phosphoryl transfer reactions [458]. APs are widely
expressed in prokaryotes and eukaryotes. They are found
in essentially every mammalian tissue, including in a variety
of tumors [459, 460] and in serum [461]. They are often (but
by far not exclusively) located at exchange surfaces such as
the endothelium, the apical brush border of enterocytes,
kidney tubules [462, 463], the biliary epithelium, or the
mucosal surface of airways [464]. They are also expressed

Table 8 Explanation of the observed effects of previously reported active site mutations of NPPs on activity

Residuea Function Mutanta Effect Explanation References

D218 Metal 2 binding D218N (1) Inactive Improper cofactor coordination [367]

K255 Start of first phosphate-
binding loop

K255A (1) Reduced activity Slight distortion of active site
structure, influence on Km and
kcat/Km unclear

[367]

T256 Zn2+-activated Thr
alkoxide acts as
nucleophile

T256A (1) Complete loss of activity Nucleophilic attack on substrate
not possible

[367]

T256A (2) [384, 431]

T256A (7) [631]

T256A
(wheat NPP)

[454]

T256S (1) Almost complete loss of
activity, trapping of covalent
intermediate

Nucleophilic attack on substrate still
possible but distorted active site
geometry with potentially larger
effect on 2nd catalytic step

[367]

T256S
(wheat NPP)

Complete loss of PDE activity
but large gain in activity
towards monoester substrates

Thr/Ser alkoxide as major
determinant for diesterase
vs. monoesterase activity

[454]

F257 Binding of nucleobase/
lipid

F257A (1) Reduced activity Most likely reduced substrate
affinity

[367]

F257A (2) Reduced activity [445]

N277 Phosphate binding,
stabilization of
transition state

N277A Complete loss of activity Missing stabilization of transition
state

[445]

N277A Strong reduction in activity [431]

N277R
(wheat NPP)

Complete loss of PDE activity
but large gain in activity
towards monoester substrates

Positively charged side chain allows
monoester cleavage like in APs

[454]

L290 Binding of nucleobase L290A (2) Reduced activity Most likely reduced substrate affinity [445]

F321 Binding of nucleobase F321Q (2) Partial loss of activity Exact role for nucleotide binding
remains unclear

[431]

F321S
(wheat NPP)

Reduction of activity [454]

F321A (2) Reduced PDE activity,
unaltered LysoPLD activity

[445]

Y371 Nucleoside binding Y371A (2) Reduced activity Distortion in nucleoside/lipid-
binding pocket

[445]

Y371Q (2) Reduced activity [431]

D376 Metal 1 binding D376N (1) Largely inactive, trapping of
covalent intermediate, slightly
rescued by high Zn2+

Reduced metal affinity, missing
activation of nucleophilic water
for second catalytic step

[367]

H380 Metal 1 binding H380Q (2) Inactive Reduced metal affinity [384]

H380Q (1) Largely inactive, trapping of
covalent intermediate, rescued
by high Zn2+

[367]

D423 Metal 2 binding D423N (1) Inactive, slightly rescued by
high Zn2+

Reduced metal affinity [367]

H424 Metal 2 binding H424Q (2) Inactive [384]

H535 Metal 1 binding H535Q (1) Inactive, rescued by high Zn2+ Reduced metal affinity [367]

H535Q (2) Inactive [384]

a Human NPP1 residue numbering is used. Numbers in brackets refer to the NPP enzyme used in the study
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by embryonic stem cells [465], primordial stem cells [466],
in neural stem cells [55, 467], in the vascular endothelium
and the neuropile of the brain [319, 468, 469], or in hair
follicles [470]. Multiple technical approaches for the heter-
ologous expression of APs have been elaborated [471].

Several AP paralogues are expressed in vertebrates
(Table 1, Fig. 14). Their number and specificity vary
between species. The human genome encodes four AP genes.
The names of the four corresponding APs reflect their pre-
dominant (but not exclusive) tissue distribution. TNAP
reveals high expression in liver, bone, and kidney (also liver
bone and kidney AP) and in other tissues. Placental AP
(PLAP), germ cell AP (GCAP), and intestinal AP (IAP) reveal
a more restricted tissue distribution. The corresponding genes
are referred to as ALPL, ALPP, ALPP2, and ALPI, respective-
ly. For comparison, the mouse genome harbors genes encod-
ing TNAP (Akp2), IAP (Akp3), EAP (embryonic AP) (Akp5),
a recently discovered additional “global” IAP (Akp6), and the
pseudogene Akp-ps1 [472]. The mouse EAP isoenzyme is
related to both the human PLAP and GCAP isoenzymes. In

the rat, TNAP (Alp1) and two isoenzymes of IAP (IAPI and
IAPII) (Alpi and Alpi2) have been identified (ref. in [473,
474]).

APs typically are homodimeric proteins with apparent
subunit sizes of about 80 kDa but heterodimers have been
reported between IAP, GCAP, and PLAP [475]. They be-
have as non-cooperative allosteric enzymes in which the
stability and the catalytic properties of each monomer are
controlled by the conformation of the second subunit [476].
A dimeric structure has also been suggested after incorpo-
ration of the protein into supported lipid bilayers and anal-
ysis by atomic force microscopy [477]. Each catalytic site
contains three metal ions, two Zn2+, and one Mg2+ that are
necessary for catalytic activity. Zn2+ is loaded onto APs in
the early secretory pathway that contains specific zinc trans-
porters (ZnTs). Activation of human TNAP requires the
presence of ZnT5/ZnT6 heterodimers and ZnT7 homoo-
ligomers [478, 479]. It is thought that the activation takes
place in two steps. First, the transporters stabilize the apo-
form of TNAP independently of their Zn2+ transport

Fig. 14 Radial phylogenetic tree and substrate specificity of APs.
Genes for canonical APs are ubiquitous but have not been cloned from
plants. The tree highlights the closer relation of tissue nonspecific APs
(TNAP) to those found in bacteria, archaea, and invertebrates. The
divergence of the other human APs has occurred rather late in evolu-
tion. Availability of structural data is indicated by underscores. Amino
acid sequences have been aligned with ClustalW and the tree was
calculated with ProML. GI accession numbers—Antarctic bacterium

TAB5: 7327837; D. rerio AP: 41055949; intestinal AP: 62122905,
intestinal AP2: 68448521, E. coli: 581187; H. salinarum: 167728700;
H. sapiens germ cell AP (GCAP): 110347479, intestinal AP (IAP):
157266292, placental AP (PLAP): 94721246, TNAP: 116734717;Mus
musculus embryonic AP (EAP): 7327837, TNAP: 160333226, intesti-
nal AP (IAP): 110347479; Pandalus borealis (shrimp): 13539555;
Shewanella sp.: 19071967; Vibrio sp.: 243065523
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activity. In a second step, Zn2+ is loaded onto the protein,
converting it from the apo- to the holo-form. The catalyti-
cally active holo-form is then trafficked to the plasma mem-
brane [480]. In the absence of ZnT5/ZnT6 heterodimers, the
apo-form is degraded [481]. In contrast, the placental en-
zyme (PLAP) is constitutively expressed in the apo-form
and trafficked to the plasma membrane in ZnT5/ZnT6-defi-
cient cells [478, 479], implicating that the activation pro-
cesses of the two enzymes differ.

Substrates and catalytic properties

All mammalian APs reveal broad substrate specificity. They
catalyze the hydrolysis of monoesters of phosphoric acid,
releasing phosphate and also catalyze transphosphorylation
reactions in the presence of high concentrations of phos-
phate acceptors [474]. E. coli AP displays low phosphodi-
esterase activity [482] and there is also evidence for
phosphodiesterase activity of mammalian TNAP, including
hydrolysis of cAMP [483]. The broad substrate specificity
qualified APs to be widely used tools as in vitro and in vivo
reporters and as molecular biology and diagnostic reagents
[473, 484].

Proof of physiologically relevant substrates has been more
difficult to achieve. Three phosphocompounds accumulate
endogenously in hypophosphatasia: phosphoethanolamine,
PPi, and pyridoxal 5′-phosphate (PLP), indicating that these
are natural substrates for TNAP [485]. TNAP has been shown
to hydrolyze the mineralization inhibitor PPi thereby main-
taining proper bone mineralization [330]. Accordingly, muta-
tions in the TNAP gene that cause impairment or loss of
functional activity lead to hypophosphatasia in humans [486,
487]. Similarly, TNAP knockout mice (Akp2−/−) accumulate
extracellular PPi, reveal hypomineralization [488–491], and
can serve as a model for the infantile form of hypophospha-
tasia [492]. The defect can be eliminated by subcutaneous
injections of soluble TNAP targeted to mineralizing tissue
[493, 494] or by lentiviral application of a bone-targeted form
of TNAP [495].

PLP has been identified as another TNAP substrate
[496–498]. Abnormalities in PLP metabolism can be indi-
rectly involved in the generation of seizures as exemplified
for TNAP knockout mice [489, 499]. Also, the bacterial
endotoxin lipopolysaccharide (LPS) is a substrate for AP
[500]. LPA is detoxified by dephosphorylation of its lipid A
moiety. Recent evidence suggests that IAP expressed on
apical surfaces of microvillus membranes of enterocytes
detoxifies LPS in the intestine, thereby preventing inflam-
mation, sustaining barrier function, and maintaining homeo-
stasis within intestinal flora [501–504]. This hypothesis is
supported by the analysis of IAP knockout mice [505, 506].
In addition, LPS-dephosphorylating activity of gut-derived
IAP has been suggested to be part of the endogenous

hepatocyte defense system against LPS [507]. Furthermore,
intestinal AP has been implicated in fatty acid transport in
enterocytes [463]. Moreover, AP can dephosphorylate ex-
tracellular proteins at physiological pH [508–513]. Calf IAP
is widely used in molecular biology to dephosphorylate
nucleic acids.

Of relevance in the present context, APs can hydrolyze
extracellular ATP via ADP and AMP to adenosine [362,
363, 514] (Fig. 4). This qualifies the enzymes as ecto-
nucleotidases. APs are the only ecto-nucleotidases that can
sequentially dephosphorylate nucleoside triphosphates to
the nucleoside. They thus have the potential to inactivate
agonists of P2 receptors and to produce adenosine as a P1
receptor agonist and to serve purine salvage through cellular
reuptake of the nucleoside. To date, the functional involve-
ment of APs in purinergic signaling has received rather little
attention. An involvement in purinergic signaling has been
implicated for TNAP in NG108-15 neuronal cells [515], in
human airways [464, 516], in bone remodeling [24], and in
the control of axon outgrowth in cultured hippocampal
neurons [517].

APs have a pH optimum in the high alkaline range (>9).
An alkaline pH is typical for the duodenal brush border
surface and possibly also the osteoclast surface in the bone
remodeling compartments [24]. In other settings, where the
extracellular pH is close to neutral, AP activity is expected
to be reduced. At a pH of 8.0, Km values for a variety of
compounds are in the order of 1 mM and below (Table 1).
The synthetic drug p-nitrophenylphosphate has become the
most commonly used substrate for kinetic studies on APs
because of the simple spectrophotometric assay [473, 474].

Few detailed studies exist on the kinetics of nucleotide
hydrolysis. Their outcome is influenced by the isolation pro-
cedure employed and the microenvironment of the enzyme.
Maximal activity is obtained at millimolar concentrations of
Ca2+ and/or Mg2+. Rat osseous plate AP solubilized by
phosphatidylinositol-specific phospholipase C revealed a pH
optimum of 9.4 with the activity decreasing to about 25 % at
pH 7.4 [518]. Similarly, extracellular hydrolysis of ATP to
adenosine by TNAP-expressing NG108-15 cells at pH 7.4
was about 20 % of that at pH 8.5, but sufficient to elicit a
physiological P1 receptor-mediated cellular response from
extracellular ATP [515]. In a study on rat osseous plate AP
(TNAP), complex pH-dependent kinetics for ATP hydrolysis
were observed [519]. At a pH of 9.4 theKm value for ATPwas
154 μM, whereas at a pH of 7.5, apparent high and low
affinity dissociation constants of 82 μM and 1.3 mM, respec-
tively, were observed. In another study, detergent-solubilized
AP from the same source revealed Km values at pH 9.4 for
ATP of approximately 10 μM and 1 mM for high affinity and
low affinity sites, respectively, whereas at pH 7.5, the Km

value was 8.1 μM [520]. As compared to that, a Km value of
1.5 mMwas determined for a membrane-bound fraction of the
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enzyme [521]. Analyzing TNAP-, NPP1-, or POSPHO1-
deficient mice, a recent study addressed the hydrolysis of
ATP and ADP in isolated osteoblast-derived membrane-
limited matrix vesicles and compared it to recombinant
enzymes (all at pH 7.4) [362]. It identified TNAP as the major
ATP- and ADP-hydrolyzing enzyme of the mouse matrix
vesicles. Furthermore, purified recombinant human TNAP
yielded Km values for ATP and ADP of 30 and 40 μM,
respectively, with comparable maximal rates. A kinetic anal-
ysis of AMP hydrolysis by TNAP at the mucosal surface of
human airway epithelium also revealed high affinity and low
affinity activity sites. The Km values of the high affinity
activity at pH 7.4 was 36 μM, that for the low affinity
717 μM. Vmax was about duplicated at low affinity Km

[464]. These data clearly suggest that APs can hydrolyze
extracellular nucleotides at low micromolar concentra-
tions at physiological pH in vivo.

General molecular properties

The sequences of the cDNAs for the human APs were
published in the 1980s (PLAP [522–524], IAP [525, 526],
TNAP [527, 528], and GCAP[529, 530]). This was followed
by the cloning and characterization of the corresponding
genes. The predicted proteins contain 507 (TNAP), 509
(IAP), and 513 (GCAP, PLAP) amino acid residues. PLAP
exhibits a considerable number of allelic variants (>20) [531].
The protein sequences of the tissue-specific forms PLAP,
GCAP, and IAP are more closely related: The positional
identity of the very closely related GCAP and PLAP is
98 %, that of PLAP and IAP 87 %, and that of the tissue-
specific APs with TNAP between 50 and 60 % (Fig. 14). All
APs contain a signal sequence of 17 to 21 amino acid residues
and a C-terminal hydrophobic domain that is replaced by a
GPI anchor. All mammalian APs have five cysteine residues
per subunit, four of which are engaged in forming disulfide
bonds [532].

Of the 13 exons of the TNAP gene, the first two exons
(Ia, Ib) are noncoding. Each exon has its own promoter
sequence, and thus, the presence of exons Ia and Ib in the
mRNAs is mutually exclusive. The mRNAs have different
5′-untranslated sequences but the resulting protein sequen-
ces are identical [533–535]. In humans and rats, the up-
stream promoter Ia is preferentially utilized by osteoblasts
and the downstream promoter Ib in kidney [536]. In the
mouse, the first promoter is active in embryo-derived cells,
whereas the second promoter is silent in basal conditions but
it is activated by dibutyryl cAMP in fibroblastic cells. In the
whole animal, the transcript driven by the first promoter is
found in most tissues albeit at different levels, while the one
driven by the second promoter is specifically expressed at
high levels only in the heart [537].

Glycosylation

The number of predicted N-linked glycosylation sites is five
for TNAP, three for IAP, and two for IGCAP and PLAP
[531, 538]. Glycosylation of APs can vary between tissues,
between isoforms of the same enzyme, and also between
APs in serum and the respective tissue of origin [539]. An
analysis of the AP isoforms of TNAP from human kidney,
bone, and liver confirmed N-glycosylation for all three iso-
forms. In contrast to the liver isoenzyme, bone and kidney
isoforms were also O-glycosylated [538]. The number of N-
linked sites has not been determined but the contribution of
N-linked carbohydrates to the molecular mass of human
liver AP was estimated to be about 30 % [540]. N-linked
sugars are essential for full activity of the TNAP isoforms
[538, 541] but not for the germ cell (GCAP) [542], the
placental (PLAP), and intestinal (IAP) enzymes [538,
543]. Structural differences in posttranslational glycosyla-
tion of bone AP isoforms in serum could be associated with
different catalytic properties [544]. Human bone AP iso-
forms in serum separated by high-performance liquid chro-
matography also differed in the number of sialic acid
residues attached to their glycan moieties [545].

The structure of the N-linked glycan has been deter-
mined for human PLAP [546]. It was concluded that an
enzyme monomer contains a single N-linked sugar chain.
The sugar chains of PLAP have typical complex-type
biantennary structures, containing either Manα1→6(Ma-
nα1→3)Manβ1→4GlcNAcβ1→4GlcNAc or Manα1→6
(Manα1→3)Manβ1→4GlcNAcβ1→4(Fucα1→6)GlcNAc
as the core portion. Variation was caused by the numbers
of N-acetylneuraminic acid in their outer chains. All the
sialic acid residues of the sugar chains occurred as the
NeuAcα2→3Gal group. Evidence for N-linked glycosyl-
ation on both Asn residues (Asn-122 and Asn-249) was
later provided from an analysis of the crystal structure of
human PLAP [446]. An analysis of recombinant human
PLAP secreted from CHO cells revealed that the glyco-
sylation pattern varies with culture conditions [547]. Us-
ing site-directed mutagenesis and protein expression in
MDCK cells, it could be shown that N-glycosylation of
human PLAP is neither necessary for oligomerization nor
for apical cell sorting. Interestingly, when cells were
depleted of cholesterol and treated with the inhibitor of
N-acetylglucosamine transferase tunicamycin, PLAP was
not able to oligomerize and was missorted to the baso-
lateral surface. This would support an indirect role of N-
glycosylation, possibly mediated by a raft-associated gly-
cosylated interactor [548].

In GCAP, the N-linked carbohydrates were estimated to
only contribute 11 % of total protein mass. It was suggested
that both N-linked glycosylation sites were utilized during
GCAP processing [542]. Finally, a detailed structural
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analysis was performed of the oligosaccharides of the
tumor-derived IAP-like Kasahara isoenzyme purified from
FL amnion cells [549]. It identified sialylated mono-,
bi-, tri-, and tetraantennary complex-type sugar chains
with the Galβ1→GlcNAc β1 outerchains. Both fucosy-
lated and nonfucosylated trimannosyl cores were found
in the sugar chains. The structure of these sugar chains
was thus quite different from that of human PLAP that
contained biantennary complex-type oligosaccharides
only [546]. Since the two enzymes show almost 90 %
sequence identity, this provides further evidence for
cell-specific patterns of AP glycosylation.

The GPI anchor

That AP can be released from membranes was first shown
using phospholipases from Bacillus cereus and a rabbit
kidney cortex homogenate [550]. Later, human placental
AP was the first protein identified to be fixed to the plasma
membrane by a GPI anchor and to be released by bacterial
phosphatidylinositol-specific phospholipase C (PI-PLC)
[551, 552]. Yet, depending on the system investigated, var-
ious percentages of the enzyme proved to be PI-PLC-
resistant, presumably as a result of inositol acylation [553,
554]. Since then, placental AP has been widely used as a
model system for investigating C-terminal processing of
GPI-anchored proteins. The N-terminal signal peptide is
specifically removed and the C-terminal of the nascent
pre-pro-PLAP provides the signal for processing, during
which a largely hydrophobic 29-residue C-terminal peptide
is removed. The phosphatidylinositol-glycan moiety is then
added to the newly exposed Asp-484 terminus [555, 556].
Phosphatidylinositol-glycan tailing is a prerequisite for
transport from the ER and for PLAP enzyme activity. Oth-
erwise, proteins are retained in the ER in an inactive con-
formation [555]. Conversely, interruption of the C-terminal
29-amino acid hydrophobic stretch by a charged residue
resulted in protein secretion into the medium [557]. Process-
ing of PLAP can also be demonstrated in cell-free systems
[558]. The residues required for proper processing of the
nascent protein into the mature GPI-anchored protein were
analyzed using a “mini PLAP” of 29 kDa, in which the N-
terminus and C-terminus were retained but most of the interior
of the PLAP sequence was deleted. Processing of the nascent
mutant protein occurred only when a small amino acid was
located at the site of cleavage and phosphatidylinositol-glycan
attachment, the ω site [559]. The structure of the GPI anchor
of human PLAP was determined by mass spectrometry and
gas chromatography–mass spectrometry [560, 561].

GPI-anchored proteins have the ability to spontaneously
insert into the lipid bilayer of cells and liposomes. Human
PLAP [477, 643] and also bovine IAP [562] serve as model
systems for GPI anchor targeting into rafts and for raft

partitioning in model membranes. These studies further
detail the mechanisms that organize membranes in function-
al platforms or microenvironments, enriched in sphingoli-
pids and cholesterol. The acyl and alkyl chain composition
of GPI anchors influences the association with the ordered
domains. The activity of the GPI-anchored PLAP may in
turn be modulated by features of the membrane environment
such as lipid rafts and membrane curvature [563]. GPI-
anchored AP molecules inserted in supported model mem-
branes can be imaged by atomic force microscopy, in phys-
iological buffer. The enzymes are generally observed in the
most ordered domains. This direct access to the membrane
structure at a mesoscopic scale allowed establishing the GPI
protein-induced changes in microdomain size and provided
direct evidence for the temperature-dependent distribution
of GPI proteins between fluid and ordered membrane
domains [456].

Soluble forms

AP is abundant in serum. Approximately 95 % of the
circulating total AP in healthy humans is derived from bone
and liver sources [545]. Studies in mice suggest that serum
AP levels are genetically determined [564]. Numerous stud-
ies support the clinical utility of APs as a marker for various
disorders including bone and liver disease [565, 566]. Bone
AP circulates as a variable mixture of anchorless isoforms,
which can be separated by high-performance liquid chro-
matography [545, 567]. It may initially be released from
osteoblasts in an anchor-intact form, possibly associated
with membrane vesicles, which are then susceptible to cir-
culating GPI-specific phospholipase D activity, which is
high in serum [566, 568, 569]. In contrast, in bile, where
GPI-specific phospholipase D is absent, AP is released in an
aggregating form. This aggregated form of AP is low in the
serum of healthy individuals but is increased in hepatobili-
ary diseases, especially choleostasis. It presumably includes
both enzyme–lipid complexes and membrane fragments to
which AP is still attached [570, 571]. The physiological role
of serum AP remains an open question. Furthermore, after
ingestion of a high-fat diet, IAP in the intestinal luminal
content increases by more than 10-fold. The process by
which ingested fatty acids mediate the IAP release into the
intestinal lumen involves production of lipoprotein particles
secreted from the enterocytes [572].

Protein interactions

Similar to eN and NPPs, APs can bind extracellular matrix
components. Initial experiments using affinity chromatogra-
phy, identified collagen type I, II, and X as binding partners
of TNAP [573–575]. The interaction of collagens with
TNAP is thought to be important as a nucleator for the
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process of skeletal calcification. Both are constituents of
matrix vesicles, cell-derived microstructures present in the
extracellular matrix that have been shown to initiate mineral
deposition in calcifying cartilage and other tissues. A puta-
tive protein–protein interaction domain in APs has been
identified that bears homology with that of other proteins
known to interact with collagen such as von Willebrand
factor, complement factor B, or cartilage matrix protein
[576]. This domain is in part responsible for the isozyme-
specific binding of TNAP to collagen [577] and located
within a top flexible extracellular loop of the enzyme, the
crown domain [446] (see below). Within this crown domain,
a site for collagen attachment has been localized between aa
405 and 435 [476]. Molecular modeling of TNAP shows
that this domain is located at the very tip of the crown and
highly accessible. Its functional relevance has been con-
firmed by mutational analysis [578]. In addition, PLAP
has the capacity to bind the Fc portion of human IgG, acting
as a placental IgG receptor. PLAP would thus be involved in
the internalization of IgGs and transfer of IgG molecules
from the maternal circulation to the fetus during pregnancy
[579]. This view is compatible with the finding that large
amounts of PLAP are contained in clathrin-coated vesicles
prepared from placenta [580]. More recently was TNAP
identified as an interaction partner of the (equally GPI-
anchored and laminin-interacting) cellular prion protein
(PrPC). This interaction takes place in lipid rafts of cultured
neuroepithelial cell lines (1C11) that can be differentiated
towards a serotonergic (1C115-HT) or noradrenergic
(1C11NE) phenotype. Since TNAP can dephosphorylate
laminin, it is hypothesized that TNAP acts as a functional
protagonist in the PrPC interplay [511].

Several protein interactions have also been reported
for IAP. In vitro and in vivo studies showed that exog-
enous IAP quickly binds to the asialoglycoprotein recep-
tor on hepatocytes. Since the liver is the major LPS-
removing organ, the enzyme may constitute part of the
endogenous defense system against LPS [507]. Bovine
IAP can bind purified chick intestinal calcium-binding
protein calbindin in a calcium-dependent manner [581]
and to serum immunoglobulin G that also enhances cat-
alytic activity [582].

Downstream signaling

APs potentially can participate in downstream purinergic
signaling pathways. Whereas eN hydrolyzes AMP to pro-
mote adenosine-mediated P1 receptor signaling, APs would
be involved in both inactivation of agonists of P2X and P2Y
receptors and activation of P1 receptors. In case of the co-
expression of both eN and AP, eN may predominate at low
and APs may predominate at high extracellular AMP con-
centrations [464]. Evidence for AP-mediated hydrolysis of

extracellular ATP and subsequent P1 receptor activation has
been derived from studies on NG108-15 cells [515] and
fetal fibroblasts [583]. Recently, it was shown that TNAP
is co-localized at growth cones of cultured hippocampal
cells with ionotropic P2X7 receptors, whose activation
inhibited axonal growth. TNAP facilitated axonal growth
by hydrolyzing ATP in the immediate environment of the
receptor and preventing P2X7 receptor activation. Further-
more, inhibiting the P2X7 receptor reduced TNAP expres-
sion, whereas the addition of AP enhanced P2X7 receptor
expression. The results suggested that TNAP, by regulating
both ligand availability and protein expression of P2X7
receptors, is important for axonal development [517]. TNAP
was also found to be essential for the differentiation of
cultured adult neural stem cells into neurons or oligoden-
drocytes. However, the involvement of purinergic mecha-
nisms was not ascertained [584]. Activation of downstream
signaling mediated by antibody ligation as observed for eN
has not been described for APs. The functional implications
of the ecto-nucleotidase activity of APs certainly deserve
further investigation.

Phylogenetic relationship

Genes for canonical APs are ubiquitous in vertebrates,
invertebrates, bacteria, and archaea but have not been cloned
from plants (Fig. 14). Much progress has been made in
understanding the catalytic mechanisms of APs by studying
the bacterial enzymes. There is a high degree of similarity
between the eukaryotic APs and E. coli AP(EcAP) [585].
Their active site contains a binuclear cluster of Zn2+ ions,
which is involved in phosphate binding, and a conserved Ser
residue, which is phosphorylated in the course of catalysis
[586]. The dimeric EcAP is exported into the periplasmic
space from where it can be secreted to the cell exterior [587,
588]. Several APs have been identified in Bacillus subtilis
[589]. Mammalian APs are 20–30-fold more active than the
corresponding bacterial enzymes. Their amino acid sequen-
ces are 25–30 % conserved [590].

Sequence data including the conservation of metal-
binding motifs, structural analysis, and deduced catalytic
mechanisms place APs into a superfamily of phospho-/
sulfo-coordinating metalloenzymes [367, 441, 442], also
referred to as AP superfamily [443, 444]. These include
the families of arylsulfatases, phosphopentomutases, 2,3-
bisphosphoglycerate-independent phosphoglycerate
mutases, and the NPP family. Members of the AP super-
family possess conserved Ser, Thr, or Cys residues that have
been found to be phosphorylated or sulfated. On the basis of
the sequence and structural conservation, it has been pro-
posed that catalytic cycles of all the members of this
superfamily include phosphorylation (or sulfation, or phos-
phonation) of these conserved Ser/Thr/Cys residues. Thus,
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all enzymes of this superfamily share the same reaction
scheme that was originally proposed for APs [444, 586].

Protein structure

Information on the spatial structure and enzyme mechanism
of AP was first obtained for the enzyme from E. coli [586].
Since then, crystal structures have been obtained for several
bacterial APs and for shrimp AP (Table 9). Of the four
human isoenzymes of AP (Table 1), the X-ray structure is
available for human placental AP (PLAP) (Fig. 15a) [446].
The homodimeric enzyme has dimensions of 100×72×
59 Å. Each monomer consists of 479 residues and four
metal ions. In comparison to the structure of AP from E.
coli, the following three additional structural elements are
present in the human enzyme. (1) The N-terminal residues
(1–25) including an α-helix (9–25) interact with the neigh-
boring monomer and might thus stabilize the dimer; 555 Å2

are buried upon interaction of the N-terminal α-helix with
the neighboring monomer (Fig. 15a). (2) An insertion of 60
residues forms the “crown domain” close to the dimer
interface, thus forming interactions between the two mono-
mers. The residues of this domain thus interact with each
other at the dimer interface. The domain consists of two
three-stranded parallel β-sheets. A crown domain is also
present in the APs from Halobacterium salinarum [591]
and Vibrio sp. [592], but it has a different fold in the
bacterial enzymes. (3) Finally, a metal-binding domain con-
sisting of 76 residues (209–285) is present at the distal ends
of the longest axis of the dimer. The metal-binding domain
contains two β-strands extending the central β-sheet of the
core AP domain and two α-helices, one on each side of this

β-sheet. Thus, the core β-sheet of each monomer contains
10 β-strands, of which nine are parallel. Several α-helices
are packed against both sides of the β-sheet. The metal-
binding domain contains an additional non-catalytic metal
ion which is coordinated by E216, E270, D285, the back-
bone carbonyl group of F269, and a water molecule. It is
conserved in all human and mouse APs, but its functional or
structural role remains to be established [473, 474]. The
binding site appears to be occupied by a magnesium or
calcium ion in the crystal structure [446] and was later
identified as a Ca2+ ion in the purified enzyme [578].

Interestingly, all three regions differ in sequence between
the different AP isoforms, and they have been proposed to be
involved in isozyme-specific properties including the uncom-
petitive inhibition and allosteric behavior [474]. The crown
domain as well as the metal-binding domain is unique in fold
as no similar folds could be found by a comparison to struc-
tures in the Protein Data Bank. Mammalian APs all contain
two disulfide bridges, corresponding to C121–C183 and
C467–C474 in PLAP and a free cysteine (C101). The glyco-
sylation sites N122 and N249 in human PLAP, the disulfide
bridges, and the protein residues coordinating the fourth metal
ion in hpAP are conserved in all four human AP isoenzymes.

Using the structure of PLAP, a homology model for the
human tissue nonspecific AP (TNAP) was constructed [578].
Based on this model, mutations associated with hypophos-
phatasia could be rationalized. The mutations are clustered
within five regions: the active site and its vicinity, the active
site valley, the homodimeric interface, the crown domain, and
the fourth metal-binding site. Several severe mutations occur
around this Ca2+ binding site, demonstrating the importance
of this additional metal site for the eukaryotic APs.

Table 9 Selected crystal struc-
tures of APs in the protein data
bank

Structure Ligand Resolution
(Å)

PDB ID References

Homo sapiens (PLAP)

Native structure Phosphate 1.8 1EW2 [446]

Complex with L-Phe, S92
is phosphorylated

L-Phe 1.9 3MK2 (1ZEF) [594, 632]

Shrimp (Pandalus borealis) AP

Native structure 1.92 1K7H [633]

Phosphate complex Phosphate 2.15 1SHN [634]

Escherichia coli AP

Phosphorylated intermediate
of the S102T mutant

Phosphorylated
nucleophile

2.2 2GA3 [600]

Vanadate complex as model
for the transition state

Vanadate 1.9 1B8J [598]

Halobacterium salinarum AP Phosphate 1.7 2X98 [591]

Shewanella sp. AP Sulfate 2.2 3A52 [635]

Vibrio sp. AP Sulfate 1.4 3E2D [592]

AP from TAB5 (Antarctic bacterium) 1.95 2IUC [636]
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Active site structure

The core catalytic residues are conserved between (human)
PLAP and bacterial APs: the three metal ions and the

coordinating ligands, the serine nucleophile, and an arginine
residue (Fig. 15b). The two zinc ions are 4.0 Å apart and the
Mg2+ ion binds at 4.7 Å distance to Zn2. A unique feature of
the active site of the mammalian enzyme in comparison to

Fig. 15 Crystal structure of human placental AP (PLAP). a Stereo
view of the fold of PLAP. The view is perpendicular to the twofold
molecular axis relating the two monomers of the dimeric protein.
Monomer A is colored in red and the other monomer B in beige. These
regions correspond to the core part of the monomer that is conserved
with the bacterial APs. Additional domains in the mammalian protein
are colored as follows. The crown domain is shown in light blue
(monomer A) and blue (monomer B). The metal-binding domain is
indicated in yellow. The N-terminal helices (green, monomer A and
orange, monomer B) form contacts to the neighboring monomer. The
zinc ions of the active site are shown in green and the magnesium ions
in white. The glycosylation sites are indicated in cyan. The C-terminal
residue (479) of the X-ray structure is shown in red (large spheres) to
indicate a position close to Asp484, to which the GPI anchor is

attached for immobilization of the protein to the cell membrane. A
phenylalanine ligand bound to a peripheral binding site is shown in red
sticks (hidden behind the protein in monomer A). Generated from pdb
ids 1EW2 and 1ZEF. b Stereo view of the active site of PLAP. The zinc
ions are shown in green and the magnesium ion is depicted as a gray
sphere. The coordination bonds are shown as broken lines. Tyr367,
depicted with yellow carbon atoms, belongs to the neighboring subunit
of the dimeric protein. The interactions between Arg166 and the bound
phosphate ion are indicated as broken lines. Generated from PDB id
1EW2. c Inhibitory binding mode of L-Phe in the active site of PLAP.
The zinc ions are shown in green and the magnesium ion is depicted as
a gray sphere. Coordination bonds and hydrogen bonding interactions
are shown as broken lines. The bound phenylalanine inhibitor is
depicted with yellow carbon atoms. Generated from PDB id 3MK2
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EcAP is the presence of Y367 at a distance of 6.1 Å to the
phosphate ion. This tyrosine, which protrudes from the
neighboring subunit into the active site, has been shown to
be involved in the uncompetitive inhibition of mammalian
APs [532, 593].

To characterize the structural basis of the allosteric be-
havior and uncompetitive inhibition of PLAP, co-crystal
structures with various ligands influencing the catalytic
activity of the enzyme have been determined [594]. Mam-
malian APs show an uncompetitive inhibition by some L-
amino acids. A complex structure with L-Phe demonstrated
the binding site for these inhibitors in the active site hydro-
phobic pocket (Fig. 15c). The catalytic serine residue (S92)
is phosphorylated in this structure. The amino group of the
phenylalanine inhibitor is coordinated to Zn1 and interacts
with the phosphoryl group, in agreement with the uncom-
petitive nature of the inhibition, i.e., the inhibitor binds to
the intermediate but not to the free enzyme. The L-Phe
molecule, as well as AMP and p-nitrophenyl-phosphonate
in further co-crystal structures, also binds to a second bind-
ing site at a distance of 28 Å from the active site (Fig. 15a,
shown as red sticks in monomer B). The functional rele-
vance of this obviously quite unspecific binding site be-
tween two helices remains unclear.

Catalytic mechanism

The work on the reaction mechanism of AP is mostly based
on structural, kinetic, and mutational studies on the enzyme
from E. coli [458, 595]. In contrast to many other metal-
lophosphatases, which activate the water molecule for a
direct attack on the substrate, the reaction mechanism of
AP is special in that it proceeds via a covalent intermediate
[596] (Fig. 16). A serine residue (S102 in EcAP, S92 in
hpAP) is phosphorylated during the reaction. S92 is coordi-
nated to Zn2 [586, 597], which lowers the pKa of the alcohol
group such that it is more easily deprotonated to an alcohol-
ate group for attack on the phosphate group. The phosphate
group is coordinated to both zinc ions. This binding mode
has been observed in crystal structures in complex with
phosphate ions [446, 586]. The first transition state is stabi-
lized by the two zinc ions and R166. A crystallographic
model for the transition state has been obtained in the form
of a co-crystal structure of EcAP with vanadate [598]. The
vanadate is covalently bound to the serine nucleophile and
adopts a trigonal bipyramidal geometry. The interactions
with the metal ions and the arginine side chain resemble
those shown in Fig. 16(f). In addition, structures of EcAP
with the transition state analogue AlF3 have been deter-
mined [599]. Expulsion of the negatively charged leaving
group is facilitated by coordination to Zn1. The phosphorylated
serine intermediate is coordinated in a similar way to both zinc
ions as the substrates phosphate group, but in a reverse

orientation. Structures of the phosphorylated intermediate
could be determined for PLAP in the co-crystal structure with
the uncompetitive inhibitor L-Phe [594] and for EcAP by
exchange of the zinc ions with cadmium [586], by mutation
of the serine nucleophile to a threonine [600] and by a D153G–
D330N double mutant [599].

For efficient catalysis and to avoid substrate saturation
and product inhibition, enzymes in general need to strongly
discriminate between transition state and ground state

Fig. 16 Proposed reaction mechanism of AP [586]. a Scheme of the
active site in the unliganded state. b–d Michaelis complex, transition
state, and product complex, respectively, of the formation of the
phosphorylated serine intermediate. e–g Dephosphorylation of the
intermediate. The residue numbers refer to human placental AP
(PLAP)
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structures. For EcAP, it was recently demonstrated that
destabilization of the enzyme×substrate ground state com-
plex is achieved by an electrostatic repulsion between the
deprotonated Ser102 and the negatively charged phosphate
ester substrates [601]. Molecular dynamics simulations and
hybrid quantum mechanics/molecular mechanics calcula-
tion indicated that substrate promiscuity with respect to
different leaving groups results from stabilization of differ-
ent charge distributions of the leaving groups via different
interactions involving the zinc ions and other active site
residues such as Lys328 [602].

The second part of the mechanism is essentially very
similar to the formation of the covalent intermediate; how-
ever, the roles of the two zinc ions are exchanged. At Zn1,
the leaving group is replaced by the water nucleophile. Zn1
now activates the water nucleophile and Zn2 the leaving
group. The pentaphosphate transition state is stabilized by
the same interactions as the first transition state. As a result
of the two inline steps, the overall reaction proceeds with a
retention of the configuration at the phosphorus atom [603].

The equilibrium between the non-covalent phosphate
complex and the phosphoseryl intermediate has also been
studied by nuclear magnetic resonance (NMR) [604–608].
Via 31P NMR, it was shown that the hydrolysis of the
substrate (the first step) is rate-limiting at alkaline pH,
whereas the cleavage of the phosphoseryl intermediate is
rate-limiting below pH 6 since the hydroxide ion nucleo-
phile coordinated to Zn1 becomes protonated [604, 608].
Replacement of Zn2+ by the much softer Cd2+ in metal-
binding site 1 shifts the pKa of the coordinated water to
alkaline pH such that the phosphoseryl intermediate forms
upon incubation of the enzyme with phosphate.

The function of the conserved magnesium ion has been
investigated by kinetic and mutational studies (Table 10).

Mutagenesis of the ligands of the magnesium ion has large
detrimental effects on catalysis [609, 610]. A hydroxide ion
coordinated to the Mg2+ ion has been proposed to act as a
general base to accept the proton from the serine nucleophile
[611]. In the dephosphorylation step, this water molecule
coordinated to the Mg2+ ion might protonate the leaving Ser
alcoholate. Interestingly, the third metal ion is not present in
the NPP enzymes, which otherwise share a conserved dizinc
site and probably quite similar mechanism. AP preferentially
hydrolyzes phosphate monoesters compared to diesters where-
as NPP has a much higher activity towards phosphate diesters.
The preferences of these enzymes for phosphate monoesters
and diesters are reversed by ∼1015-fold [441, 482]. The remov-
al of the magnesium binding site from EcAP reduced the
activity towards phosphate monoesters up to 106-fold whereas
the hydrolysis of phosphate diesters was affected only ∼2-fold.
The authors concluded that the role of the magnesium ion was
likely not in the deprotonation of the nucleophile or proton-
ation of the leaving group, which should affect the hydrolysis
of monoesters and diesters likewise [442]. Instead, the magne-
sium ion might stabilize the transition state by interaction with
the transferred phosphoryl group via a coordinated water
molecule.

Replacement of the serine nucleophile (S102) reduces kcat
about 103–104-fold; however, the hydrolytic rate is still ∼105–
107-fold higher than that of the non-enzymatic reaction [612,
613]. In the S102A or S102G variants, the reaction might
proceed via a direct attack of a Zn2-coordinated water nucleo-
phile on the substrate phosphate group, similar to mechanisms
in other dinuclear metallohydrolases [614]. Interestingly, muta-
tion of R166 (R166Q, R166S, and R166A) increases Km 50-
fold but has only minor effects on kcat [615, 616]. Thus, the role
of the arginine appears to bemainly in substrate binding and not
in the stabilization of the transition state, which may be

Table 10 Explanation of the observed effects of selected previously reported active site mutations of E. coli AP on activity

Residue Function Mutant Effect Explanation References

S102 Nucleophile S102A, S102G,
S102L

~103–104-fold reduction in kcat Side chain cannot act as nucleophile,
direct attack of water?

[613, 615]

S102C 100-fold reduction of kcat Cysteine chain might takeover the role
of the nucleophile but the environment
is optimized for Ser

[612, 613]

R166 Binds to substrates
phosphate group

R166Q, R166S,
R166A

Little effect on kcat, Km

increases over 50-fold
R166 is not essential for catalysis, it is
mainly involved in substrate binding
but not in transition state stabilization

[616, 637]

D101 Binds to R166 D101A Increase in kcat in the presence
of a phosphate acceptor

Higher flexibility of R166, change in
rate-limiting steps and faster phosphate
release

[638–640]
D101S

D153 Binds to R166 and to
Mg-coordinated
water

D153G 5-fold higher kcat, no change
in Km

Faster phosphate release [641]

K328 Binds to D153 and
phosphate ion via
a water molecule

K328A 6-fold increase in activity at
pH 10.3

Faster phosphate release [642]
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predominantly achieved by the two metal ions. Mutation of the
active site residues D153 and K328 of AP results in an increase
of the release rate of the product phosphate ion at alkaline pH
and thus in an increase of the rate constant. However, these
residues are replaced by histidine residues in the mammalian
enzymes.

Synopsis

There exists a surprising multiplicity of ecto-nucleotidases,
including several protein families with several members
each. The physiological implications of this diversity are
only partially understood. Not all of these enzymes hydro-
lyze only nucleotides. This applies to all APs and members
of the NPP protein family (NPP2, NPP4–7). Conversely, not
all members of a given protein family can hydrolyze nucleo-
tides. Whereas NPP1–3 can hydrolyze nucleotides, NPP4–7
hydrolyze phospholipids only. Not all members of a given
protein family may be cell surface-located. They can be
associated with specific intracellular organelles, as for
NTPDase4–7. Almost all of these enzymes primarily exist
in membrane-bound form but they differ regarding their
mode of membrane anchorage. eN and all APs are GPI-
anchored whereas E-NTPDases and E-NPPs (with the excep-
tion of NPP2) possess transmembrane helices. Moreover,
soluble forms devoid of a membrane anchor have been de-
scribed (eN, APs, NPP2). In some cases, membrane-bound
forms are shed from the cell surface in the form of micro-
vesicles (eN, APs, NTPDase1). Membrane anchorage restricts
the impact of ecto-nucleotidases to cell surface-located
catalysis and autocrine and paracrine signaling. Soluble
forms considerably broaden the reach of the enzymes by
diffusion within a tissue or by their distribution within
tissue fluids. The truly soluble forms may also be referred
to as exo-nucleotidases.

For all ecto-nucleotidases, the availability of the extra-
cellular nucleotide substrates governs catalytic activity
whereas required metal ions such as Ca2+ or Mg2+ are
continuously available in millimolar concentrations in the
extracellular space. eN, NPPs, and AP require in addition
the binding of Zn2+ ions which presumably are loaded onto
the enzymes during their passage through the secretory
pathway. Since extracellular Zn2+ concentrations are very
low, the affinity for Zn2+ of the proteins must be high. Km

values for ATP typically are in the low micromolar range.
This would suggest that at resting extracellular ATP con-
centrations in the nanomolar range, the velocity of nucleo-
tide hydrolysis would be low. Stimulated release and an
increase in extracellular ATP to micromolar concentrations
[30] would, however, strongly accelerate the catalytic rate of
ecto-nucleotidases—whereby they compete with nucleotide
receptors for nucleotide binding. Ecto-nucleotidases differ

regarding substrate specificity and pH optima. Alkaline pH
optima (as for APs and E-NPPs) may not appear optimal for
catalytic activity in most tissues but may represent specific
adaptive features, e.g., at the surface of HCO3

–-secreting
tissues such as duodenal epithelium or in the bone remodel-
ing compartment [24]. Similarly, an acidic pH optimum (as
for PAPs and TRAP) or sustained activity at acidic pH (as
for some E-NTPDases) may be an adaption to conditions of
inflammation, ischemia, and cancer growth, where a fall in
extracellular pH is observed [617, 618].

Whereas previous biochemical analyses had led to the
identification and characterization of prototypic members of
individual enzyme families, only the advent of molecular
cloning and recombinant expression revealed the presence of
multiple paralogues (E-NTPDases, APs, E-NPPs) and also of
multiple orthologues throughout the animal kingdom, plants,
fungi, and bacteria. It permitted the unequivocal identification
of their catalytic and additional biochemical properties and
important initial studies on their regulation and pathways of
synthesis and their physiological and pathophysiological
roles. Whereas impressive evidence has been compiled for
the (patho)physiological relevance of nucleotide hydrolysis
by eN and E-NTPDases in purinergic signaling, the examples
for E-NPPs and APs are still rare. But E-NPPs and APs are of
considerable importance in tissue calcification by producing
and hydrolyzing PPi.

Mutagenesis studies had provided important insight into
the requirements of protein structure and essential amino
acid residues for enzymatic activity. Only recently and
based on crystal structures, detailed information regarding
the spatial structures and catalytic mechanisms have become
available for members of all four ecto-nucleotidase families
reviewed here. This allows detailed predictions and compar-
ison of their catalytic mechanisms.

Alkaline phosphatase is probably the best characterized
enzyme, to a great part, however, based on the work on the
E. coli homologue, which has been studied intensely by
kinetic, spectroscopic, crystallographic, and mutational
studies. The AP enzyme mechanism is unique in its use of
two catalytic zinc ions and a protein nucleophile. In most
metallohydrolases, the water nucleophile directly attacks the
scissile bond, without the formation of a protein-bound
intermediate. In AP, the phosphoryl group of the substrate
is first transferred to a serine nucleophile under the forma-
tion of a covalent phosphoryl-seryl intermediate, which is
hydrolyzed in a second step by attack of a water nucleo-
phile. This ping-pong double inline displacement mecha-
nism is mostly identical in the E-NPPs, which are
structurally related, i.e., they share a common fold. The
main differences are the use of a threonine nucleophile, the
absence of the magnesium ion found in the AP active site,
and the presence of further residues conferring the substrate
specificity of the E-NPPs.

Purinergic Signalling (2012) 8:437–502 483



The other two ecto-nucleotidases discussed in this review
directly transfer the substrate’s phosphoryl group to water.
Like AP, eN contains two divalent metal ions in the active
site, most likely a zinc ion and another divalent ion such as
calcium. The fold of eN is not related to AP, NPP, or
NTPDase. However, the N-terminal domain with the two
metal ions belongs to the same superfamily of dimetal
phosphatases as TRAP. Also, the catalytic mechanism of
eN is unique, one metal ion binds and activates the water
nucleophile whereas the other metal ion binds and polarizes
the terminal phosphate group of the substrate. NTPDases
also have a unique enzyme fold and catalytic mechanism
compared to the other ecto-nucleotidases. A divalent metal
ion binds the two terminal phosphate groups of the sub-
strate. In contrast to the other three enzymes, a metal ion is
not involved in the activation of the water nucleophile.
Instead, a glutamate side chains acts as a general base to
deprotonate the water molecule. All four ecto-nucleotidases
are thus dependent on divalent metal ions for activity. In AP,
NPP, and eN, the two metal ions are bound to the enzyme by
several protein side chains also in the absence of bound
substrate, whereas in the NTPDases, the metal ion only
binds with the substrate and it is coordinated via four water
molecules.

NTPDases and eN consist of two domains and the active
center is located at the domain interface. For both enzymes,
a domain motion is involved in enzyme catalysis. eN under-
goes a large conformational change of about 96° between
the open and closed forms of the enzyme, most likely to
enable substrate binding and product leaving in the open
conformation. For the NTPDases, the domain motion is
much smaller and appears to be involved in the significant
influence of the membrane attachment of the enzyme on
catalytic activity.

Ecto-nucleotidases represent important potential thera-
peutic targets for interfering with P2 or P1 receptor-
mediated cellular signaling pathways or the control of ex-
tracellular PPi formation. Unraveling their atomic structures
will facilitate the further development of ecto-nucleotidase
inhibitors or also of substances that may be employed as
prodrugs for the tissue-specific generation of purinergic
receptor agonists or possibly also antagonists.
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