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Abstract
Membranous adenylyl cyclases (mACs) constitute a family of nine isoforms with different
expression patterns. Studies with mAC gene knockout mice provide evidence for the notion that
AC isoforms play distinct (patho)physiological roles. Consequently, there is substantial interest in
the development of isoform-selective mAC inhibitors. Here, we review the current literature on
mAC inhibitors. Structurally diverse inhibitors targeting the catalytic site and allosteric sites (e.g.
the diterpene site) have been identified. The catalytic site of mACs accommodates both purine and
pyrimidine nucleotides, with a hydrophobic pocket constituting a major affinity-conferring domain
for substituents at the 2′- and 3′-O-ribosyl position of nucleotides. BODIPY-forskolin stimulates
ACs 1 and 5 but inhibits AC2. However, so far, no inhibitor has been examined at all mAC
isoforms, and data obtained with mAC inhibitors in intact cells have not always been interpreted
cautiously enough. Future strategies for the development of the mAC inhibitor field are discussed
critically.

mACs
ACs catalyze the conversion of ATP into the second messenger cAMP. cAMP plays a
crucial role in the regulation of numerous cell functions. Mammals express nine mAC
isoforms and a sAC. mACs consist of two transmembrane domains with six predicted
helices each, and two cytosolic domains, referred to as C1 and C2, respectively [1-3]. The
C1- and C2-domains of mACs show considerable homology with each other and together
constitute the catalytic core of the enzyme. The C1- and C2 domains are
pseudosymmetrically arranged and, at their interface, form a pair of ligand-binding sites, i.e.
the catalytic site and the regulatory diterpene site.

The diterpene forskolin (FS) comes from the Indian plant Coleus forskohlii [4] and activates
mACs 1-8, but not mAC9 [1,2]. It has been postulated that in polycystic kidney disease, an
endogenous FS-like molecule occurs in the cysts [5], but these studies need to be confirmed.
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FS possesses some structural similarity with α-D-glucose [4]. However, the interactions of
the diterpene site of mACs with sugars have still to be examined. All mAC isoforms are
activated by the G-protein Gs being stimulated following binding of hormones and
neuotransmitters to their cognate G protein-coupled receptors (GPCRs) [1-3].

mAC isoforms are differentially expressed in cells and organs, suggesting specific
(patho)physiological functions of each isoform [1-3]. This notion is supported by unique
phenotypes of transgenic animals overexpressing defined AC isoforms or knock-out animals
missing a single AC isoform. For example, Ca2+/calmodulin-stimulated AC1 plays a role in
learning, memory formation, neurotoxicity, and pain responses, and AC5 provides
protection from heart failure and enhances life span [3,6,7]. Deletion of AC5 in mice
provides protection from heart failure and enhances life span, and AC1 is involved in
neurotoxicity and pain responses [3,6-8]. These findings have evoked considerable
enthusiasm in the research community that selective AC5 inhibitors could constitute
innovative drugs for treatment of heart failure and ageing and that AC1 inhibitors could be
used in the treatment of diseases associated with neuronal damage and chronic pain.

The aim of this review is to critically discuss the challenges in the field of mAC inhibitor
development, recent progress on mAC inhibitors and future directions. Table 1 presents the
specific properties and limitations of representative mAC inhibitors, and Table 2 provides a
summary of selected patents in the mAC inhibitor field. Potential clinical indications for
mAC inhibitors covered in patents include ageing, cardiovascular diseases, gastrointestinal
infections, vascular diseases and neurological disorders.

Challenges to isoform-specific mAC inhibitors
AC inhibitors are divided into four classes: i), inhibitors competing with the substrate ATP
at the catalytic site [9]; ii), non-competitive/un-competitive inhibitors mimicking the
cAMP·PPi transition state (P-site inhibitors) [10]; iii), allosteric non-competitive inhibitors
targeting the diterpene site [11]; and iv), allosteric non-competitive inhibitors targeting as
yet undefined sites [12]. Both the catalytic and diterpene site are highly conserved among
mAC isoforms (Figure 1). Thus, from a structural perspective, the development of mAC
isoform-selective inhibitors is very challenging.

Historically, research on mAC inhibitors has focused on the catalytic site. The first mAC
inhibitors available were nucleoside-based compounds such as SQ 22,536 [9-(tetrahydro-2-
furanyl)-9H-purin-6-amine; also known as THFA or 9-THF-Ade] that inhibit mACs non-
competitively [13]. Although these compounds are sufficiently lipophilic to penetrate the
plasma membrane so that they can be used in intact cell studies, the generally low potency
of these compounds is of concern [14,15]. Given the fact that high concentrations (often
above 100 μM) are required to elicit effects [3], limited solubility and off-target effects
cannot be dismissed. In intact cell studies it is often assumed that AC inhibitors reduce
cAMP concentrations, but cAMP concentrations are actually not determined [16]. Moreover,
the low potency of compounds renders it very difficult to achieve full saturation in
concentration/response curves so that IC50 values cannot be precisely calculated [14].

Investigators who use AC inhibitors as pharmacological tools in their specific fields of
research may not be sufficiently aware of potential off-target effects. One typical P-site
inhibitor, AraAde [9-β-D-arabinosyladenine (vidarabine)], is also used as virustatic drug
[17], and it is likely that such nucleoside-based AC inhibitors also interfere with purine
metabolism and DNA synthesis and exhibit long-term cytotoxic effects. However, a
systematic analysis of the off-target effects of P-site inhibitors has not yet been performed.
So far, no mAC inhibitor has been systematically examined at all mAC isoforms with a
complete profile of IC50 values/Ki values. Hence, claims about mAC isoform-specificity of

Seifert et al. Page 2

Trends Pharmacol Sci. Author manuscript; available in PMC 2013 February 1.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



a given compound are generally not sufficiently supported by experimental data. “Selective
AC5 inhibitors” are a particular problem in this respect [14,18-21]. Such compounds should
discriminate between ACs 5 and 6, but there is little compelling evidence that currently
available inhibitors do so when they are compared side-by-side [22].

MANT [2′(3′)-O-(N-methylanthraniloyl]- and TNP [2′,3′-O-(2,4,6)-trinitrophenyl)]-
substituted nucleotides are much more potent mAC inhibitors than P-site inhibitors
[9,14,15,22-29]. However, MANT/TNP-nucleotides are too hydrophilic to penetrate the
plasma membrane and are, therefore, not useful for intact cell studies. In an
electrophysiological study, MANT-nucleotides were delivered into the cytosol of
cardiomyocytes via the patch pipette to inhibit AC5-dependent activity of voltage-dependent
calcium channels [30]. Strikingly, even the most potent mAC inhibitor known so far,
MANT-ITP, exhibits unexpected paradoxical stimulatory effects on calcium channel activity
that cannot be explained by AC5 inhibition [30]. MANT/TNP-nucleotides can bind with
considerable affinity to purinergic receptors, G-proteins and protein kinases, thereby
modulating signal transduction processes [9,27,30,31].

A less intuitive target for the development of mAC inhibitors is the diterpene site because
traditionally, this site has been associated with AC activation [4,32]. Substantial efforts were
devoted towards the development of mAC isoform-selective diterpenes, but with only
modest success [11,14,33,34]. The serendipitous identification of BODIPY-FS as an AC2
inhibitor [11,34], as opposed to being an activator of ACs 1 and 5, showed that the diterpene
site is a valuable target for mAC inhibitors. However, as is the case for nucleoside/
nucleotide-based inhibitors targeting the catalytic site [9,30,31], diterpenes bind to, and
influence the activity of, multiple other targets such as glucose transporters [4,34,35].

Exploring the catalytic site of mACs with MANT- and TNP-nucleotides
MANT-nucleotides nucleotides have provided valuable structural information on the
properties of the catalytic site of mACs. Four crystal structures of the purified catalytic mAC
subunits VC1:IIC2 in complex with various MANT- and TNP-nucleotides have been
resolved (Figures 2A and C) [23-25]. This information provides an excellent basis for future
development of non-nucleoside/nucleotide-based mAC inhibitors. The inhibitory potencies
of MANT-nucleotides are catalysis-dependent, (i.e. the higher the AC activity is, the more
potent are the MANT-nucleotides) [9,22-29]. This property may be of therapeutic relevance
because activity-dependent AC inhibition could result in selective inhibition of
pathologically increased cAMP formation while leaving normal AC activity unaffected.
Catalysis-dependent AC inhibition has also been observed for P-site inhibitors [10,15,18].

MANT-nucleotides and the structurally related TNP-nucleotides inhibit ACs 1, 5 and 6 with
similar potencies, whereas AC2 is inhibited only ∼10-fold less potently [22,26-29]. Hence,
as for the classic P-site inhibitors, no compelling isoform-specificity was observed [15]. Part
of the moderate preference of MANT-nucleotides for ACs 1 and 5 relative to AC2 is due to
an alanine→proline exchange (position 409, VC1 numbering) in AC2, hindering the
movement of an α-helix that is important for hydrophobic interactions of the MANT-group
with mACs in a closed conformation [23]. MANT- and TNP-nucleotides also potently
inhibit nitric oxide (NO)-stimulated soluble guanylyl cyclase (sGC) [22,27]. Considering the
structural similarities of mACs with sGC in the catalytic core (Figure 1) [1,36], the overlap
in inhibitor pharmacology is not unexpected. By contrast, the structurally distinct sAC is
much less sensitive to inhibition by MANT- and TNP-nucleotides than mACs and sGC
[22,27]. Certain bis-MANT-nucleotides, bearing a MANT-group both at the 2′- and 3′-O-
ribosyl position, inhibit the Bordetella pertussis AC toxin CyaA much more potently than
mACs [26], opening the door for the development of potent CyaA inhibitors for treatment of
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whooping cough. Like protein kinases [37], mACs possess a tripartite catalytic site with
binding regions for the base, the ribosyl moiety and the triphosphate chain (Figure 2C) [24].
Protein kinases and ACs exhibit a hydrophobic pocket adjacent to the ribosyl moiety that is
not exploited by the substrate ATP, but is occupied by hydrophobic 2′- and 3′-O
substitutents of inhibitors. For the development of potent and isoform-selective protein
kinase inhibitors, this hydrophobic pocket is crucial [37].

In the crystal structures of VC1:IIC2 in complex with MANT-GTP, MANT-ITP, MANT-
ATP and TNP-ATP, the base, the ribosyl substituent and the triphosphate chain align very
similarly (Figure 2C) [23-25]. The triphosphate chain of MANT-ITP tightly associates with
Mn2+, resulting in an exceptionally high affinity of VC1:IIC2 for MANT-ITP [25]. The
(M)ANT- and TNP groups provide the largest contribution to inhibitor affinity (Figures 2C
and D) [24]. Among the ribosyl substituents, the order of preference is MANT > ANT >
TNP. The dominant contribution of these substituents to inhibitor affinity is afforded by the
aforementioned hydrophobic pocket adjacent to the catalytic site of AC [24]. By analogy to
the situation with protein kinase inhibitors [379], this pocket is of high importance for the
development of high-affinity non-nucleoside/nucleotide-based inhibitors. The length and
nature of the phosphate chain provide the second-largest contribution to inhibitor affinity; γ-
phosphate > βγ-imidophosphate > γ-thiophosphate (Figures 2C and D). Among the bases,
hypoxanthine is optimal, although it forms fewer hydrogen bonds with mAC than guanine or
adenine. Probably, the smaller molecular volume of hypoxanthine relative to guanine allows
for a better fit of the MANT-group into the hydrophobic pocket [25]. mACs exhibit
preference for uracil relative to adenine, guanine and cytosine (Figure 2D) [24,27,28]. The
broad base-specificity of mACs provides ample opportunities for structural variations in
future inhibitor development.

Recent developments on P-site inhibitors
Although highly potent P-site inhibitors such as 2′,5′-dideoxy-3′-ATP have been described
and mAC crystal structures with this ligand resolved (Figure 2B) [10,15,38], a major
problem has been the lack of isoform-specificity of these compounds [10,15]. More recently,
non-nucleoside P-site inhibitors with supposedly higher mAC isoform-specificity have been
reported (Table 1). Patent activity on P-site inhibitors, in contrast to competitive inhibitors
or diterpenes, has been substantial (Table 2), but documentation of the AC isoform-
selectivity of the disclosed compounds such as SQ 22,536 is incomplete, most notably with
respect to a side-by-side comparison of ACs 5 and 6 [14,15].

PMC6 [1R,4R-3-(6-aminopurin-9-yl)-cyclopentanecarboxylic acid hydroxyamide], AraAde
and NKY80 [2-amino-7-(2-furanyl)-7,8-dihydro-5(6H)-quinazolinone] exhibit selectivity
for AC5 relative to ACs 2 and 3 [14,18]. Although these AC isoforms belong to different
families [1,2], true AC5-selectivity can only be claimed when all mACs are examined and
off-target effects ruled out. We conducted molecular modelling studies with PMC6, AraAde
and NKY80 using VC1:IIC2 as template (Figure 3C). Our in silico studies did not reveal a
structural basis for selectivity at the AC5 catalytic site. Publications on PMC6, AraAde and
NKY80 did not provide structural information for the supposed AC5-selectivity either
[14,18]. It is possible that novel P-site inhibitors bind to an as yet unidentified allosteric
mAC site that is not the catalytic site.

An advantage of PMC6, AraAde and NKY80 relative to (M)ANT- and TNP-nucleotides is
that they can penetrate the plasma membrane [14,18,30] (Table 1). A disadvantage,
however, is their low potency relative to (M)ANT- and TNP-nucleotides, raising concerns
regarding target-specificity. As an example, NKY80, distributed as a “selective AC5
inhibitor” for experimental purposes, inhibits renin release from juxtaglomerular cells, so
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that is has been suggested that AC5 mediates protease secretion [19]. However, studies with
knockout mice unequivocally revealed that both ACs 5 and 6 are involved in the activation
of renin release [20]. These data highlight the importance of discriminating between effects
on ACs 5 and 6 and the need for control experiments with AC knockout mice. In another
study, NKY80 was designated as a dual AC5/6 inhibitor [21], although AC6 data are not yet
available. NKY80 failed to inhibit cAMP accumulation in mouse cardiomyocytes [18].
Considering the structure of NKY80 (Table 1) and the fact that NKY80 shows effects in
other intact cell systems [19], it is unlikely that the lack of effect of the compound in
cardiomyocytes [18] is attributable to inability of NKY80 to penetrate membranes. Perhaps,
inhibition of ACs 5 and 6 is rescued by as yet unidentified NKY80-insensitive ACs
expressed in heart [29]. Alternatively, NKY80 could be converted to an as yet unknown
inactive metabolite.

Selective AC1 inhibitors may be useful for neuroprotection because AC1 is activated by
Ca2+/calmodulin following stimulation of various [Ca2+]i-increasing receptors, most notably
ionotropic glutamate receptors [7]. Moreover, AC1 inhibition may be beneficial for
treatment of chronic pain [3,8]. (M)ANT- and TNP-nucleotides are not selective for AC1
relative to AC5 [22-29]. Recently, NB001 [6-((2-(6-amino-9H-purin-9-
yl)ethyl)amino)hexan-1-ol] has been suggested to be a selective AC1 inhibitor [8]. In silico
studies indicate that like PMC6, AraAde and NKY80, NB001 can bind to the catalytic site
of mACs, and the alcohol tail stretches to the phosphate-binding region (Figure 3C).
Unfortunately, it is not clear why NB001 exhibits AC1-selectivity, and other binding sites of
NB001 on mACs cannot be excluded. Moreover, the molecular mechanism of action of
NB001 (competitive versus non-competitive) has not yet been examined, and a
comprehensive analysis of all mAC isoforms has not yet been presented. Like NKY80,
AraAde and PMC6, NB001 is not a potent AC1 inhibitor [8,14,18]. Despite these
shortcomings, NB001 exhibits beneficial effects in animal models of chronic pain,
supporting the notion that AC1 inhibition may be a valuable therapeutic principle [8].

The diterpene site as target for mAC inhibitors
Traditionally, diterpenes have been associated with stimulatory effects on mACs [4,32].
Early studies showed that ACs 1, 2 and 5 interact differently with diterpenes [33], and later
studies documented different activation patterns of these ACs by diterpenes [11,34].
Fluorescence studies with MANT-GTP at VC1:IIC2 revealed that, in contrast to earlier
assumptions [39], 1-deoxy-forskolin (1d-FS) and 1,9-dideoxy-forskolin (1,9dd-FS) bind to
AC [40]. Unlike FS and 9-deoxy-forskolin (9d-FS), 1d-FS and 1,9dd-FS stabilize a
catalytically inactive conformation of mAC. Formation of a hydrogen bond between the 1-
OH group of diterpenes and Val-506 (VC1 numbering) is crucial for catalytic activation
[40]. 1d-FS and 1,9dd-FS inhibit FS-stimulate cAMP formation both at VC1:IIC2 and intact
mACs [34,40]. Intriguingly, a recent study on TRPC6 channel regulation by cAMP-
dependent protein kinase suggests that 1,9dd-FS can also exert stimulatory effects on certain
as yet unidentified mAC isoforms [41]. Thus, a careful analysis of the effects of both FS and
1,9dd-FS on all mAC isoforms is warranted.

BODIPY-FS was synthesized as a fluorescence probe to study AC localization in intact
cells, but it has not yet been widely used for this purpose. BODIPY-FS is a partial activator
of VC1:IIC1 and ACs 1 and 5 [11,34]. Unexpectedly, BODIPY-FS substantially reduces Gs-
stimulated activity of AC2 [11,34]. A specific requirement of Gs for diterpene interaction
with AC2 was noted previously [33]. An explanation for this observation is provided by
molecular modelling studies (Figures 3A and B). In the case of AC2, the negatively charged
BODIPY group is attracted to the positively charged Arg-402 and Mn2+ ion, whereas in
AC5, BODIPY is attracted to Lys-1063 (an Asp residue in AC2 and the VC1:IIC2
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complex). If one docks the ATPαS substrate mimic (protein data bank (PDB):1CJK) into
these models, BODIPY and the tether may interfere with binding of the γ-phosphate in AC2.
An arginine corresponding to Arg-402 in AC2 is also found in ACs 4 and 7, and in AC9,
there is a lysine. Thus, we predict that BODIPY-FS also reduces the basal activity of ACs 4,
7 and 9. In ACs 5 and 6, nucleophilic amino acids are at this position, a glycine in AC1, and
a glutamine in AC3. Thus, ACs 1, 3, 5 and 6 are expected not be inhibited by BODIPY-FS.
In fact, BODIPY-FS partially activates ACs 1 and 5 [11,34]. Introduction of the bulky
BODIPY group into ligands of the diterpene site increased affinity [11,34], indicating
productive interactions of BODIPY with mACs. Intriguingly, 6-acetyl-7-deacetyl-forskolin
(6A7DA-FS) constitutes a dual high-potency inhibitor/low-potency activator of AC2 in the
presence of Mg2+ [11], indicating that the diterpene site can exist in different affinity states.
[3H] Forskolin binding studies in rat brain membrane revealed high- and low-affinity
binding sites, too, but it remained unclear whether these sites are attributable to mACs only
[39].

Remaining questions
There is great interest in obtaining selective AC5 inhibitors as potential drugs for treatment
of heart failure and ageing (Table 2) [6]. However, based on the high amino acid sequence
similarities of the C1- and C2-domains, respectively, of mAC isoforms (Figure 1),
pharmacological discrimination between ACs 5 and 6 is challenging, at least when the
catalytic site is targeted [15]. Even if selective AC5 inhibitors can be developed,
neurotoxicity constitutes a serious issue. Specifically, AC5 knockout leads to extrapyramidal
motor disorders, alcohol addiction and stress-related behavioural problems [42-44]. Thus,
achievement of organ-selectivity of AC5 inhibitors is crucial. Originally, ACs 5 and 6 were
assumed to play opposite roles in heart function [2,3], but recent data have raised doubts
about this notion [45]. Thus, future studies will have to answer the question whether it is
necessary to discriminate between ACs 5 and 6 [6,22]. Perhaps, dual AC5/6 inhibitors are
more useful than currently appreciated. At least, the development of dual AC5/6 inhibitors is
a more realistic goal than the development of selective AC5 inhibitors.

There are significant differences in basal (constitutive) activity among various
recombinantly expressed AC isoforms, with AC2 exhibiting particularly high constitutive
catalytic activity [46]. However, whether mACs also exhibit different basal activities in
physiological systems is unknown. Most AC studies have focused on activation
mechanisms, and therefore, basal catalysis has been mostly considered as “noise”, serving to
define the zero point in a normalized stimulation experiment. Demonstration of
physiologically significant constitutive activity by certain mAC isoforms may justify a
search for specific inhibitors of basal catalytic activity that, by analogy to the two-state
model of GPCR activation, could be classified as inverse agonists [47].

A general problem in the field is that no single inhibitor has been examined at all mAC
isoforms, sAC and guanylyl cyclases (GCs). Although our group has almost two decades of
experience in expressing mACs in Spodoptera frugiperda Sf9 cells [48], nonetheless, we
have encountered great difficulties in functionally expressing AC isoforms other than ACs 1,
2 and 5 in this system. Other leading groups also focus their efforts on these three ACs
[33,49] that express very robustly. ACs 1, 2 and 5 represent prototypical members of various
AC families [1-3]. It is reasonable to assume that within a given mAC family,
pharmacological similarities are greater than among different mAC families. Co-expression
with pharmacological chaperones may be a useful strategy to improve expression of
“difficult” AC isoforms. In case of GPCRs, this strategy has been successful [48]. Efforts to
stably express all mAC isoforms in mammalian expression systems are necessary, too. An
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advantage of this strategy may be that, unlike in insect cells, relevant mAC-interacting
proteins are endogenously expressed [50].

Unfortunately, there is also a paucity of isoform-selective mAC antibodies [29,51]. Such
antibodies must be tested against all mAC isoforms and in tissues of mAC knockout
animals. The rigorous quality criteria established for GPCR antibodies must also be met for
mAC antibodies [52], specifically in view of the fact that in native cells, mACs, are
expressed only at low levels, increasing the risk of non-specific immunoreactions. Only with
meticulous immunological studies will we be able to observe the true expression patterns of
ACs at the protein level. To partially compensate for the lack of high-quality mAC
antibodies, we have used a combination of pharmacological activators and inhibitors to
characterize AC isoforms in organs [29,53]. However, this approach is not perfect. With few
exceptions [54], previous studies on the expression of AC isoforms at the mRNA level did
not allow quantitative comparison of AC isoform expression patterns. Only real-time
polymerase chain reaction (PCR) studies with appropriate calibrations are suitable for
comparison of relative expression levels of AC isoforms.

In the GPCR field, striking species differences in pharmacological properties have been
observed [55]. However, with respect to AC inhibition, the species issue has been largely
ignored so far, although there is evidence for species-specific inhibition of AC9 [12,56].
There is only a limited number of amino acid differences in the C1- and C2 domains,
respectively, between human and mouse AC9 (Figure 1) so that site-directed mutagenesis
can be used to unmask the molecular basis for the different pharmacological properties
between AC9 species orthologs. Thus, mammalian expression plasmids and/or
baculoviruses for all mAC isoforms from several species, at least from human and mouse,
are needed.

Future directions
Future studies aiming at the development of inhibitors targeting the catalytic site of ACs, by
analogy to protein kinases [37], should consider non-nucleoside/nucleotide-based
compounds. Such studies entail high-throughput screening and are a task for the
pharmaceutical industry. mAC inhibitors, particularly if they specifically explore the
hydrophobic pocket in the catalytic site (Figure 2A), should possess better membrane-
permeability than nucleosides/nucleotides.

In principle, it is possible to deliver nucleotide-based mAC inhibitors into cells as
mononucleoside phosphate prodrugs [57]. However, this approach is more complicated than
it appears on first glance. For example, certain types of phosphate-protecting groups work
well, whereas others, for unknown reasons, do not. Moreover, in some cases, very
substantial inhibitor concentrations may build up in cells so that off-target effects can
become an issue [57]. Furthermore, the complement of cells with the enzymes required for
prodrug conversion to the pharmacologically active compound, in addition to the cellular
complement of mAC isoforms, may determine inhibitor effects.

Much more effort should be devoted towards the exploration of the diterpene site as target
for mAC inhibitors. The diterpene site tolerates large outward-projecting substituents
(Figures 3A and B) [11,34], providing a large and almost completely unchartered
pharmacological territory. Starting from BODIPY-FS, we anticipate that variations on this
theme will yield isoform-selective mAC inhibitors. The structure/activity relationships of
diterpenes and glucose transporters are different [35], indicating that in principle, it is
possible to avoid off-target effects of compounds targeting the mAC diterpene site.
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A substantial limitation of the field constitutes the fact that crystal structures with a
functional catalytic site and diterpene site are available only for the VC1:IIC2 heterodimer
[23-25,38]. Therefore, it would be most desirable to obtain crystal structures from the
catalytic cores of other mAC isoforms, but yield and stability of the respective proteins are
formidable problems. Even more challenging is the crystallization of holo-mACs. However,
considering the recent progress in the techniques for crystallization of membrane proteins
and the increasing number of high-resolution GPCR structures [58], holo-mACs may
ultimately be crystallized. This would be very important since mAC isoforms differ
substantially from each other in the as yet poorly understood transmembrane domains,
offering multiple opportunities for the development of isoform-selective mAC inhibitors.
Calmidazolium and tyrphostin may represent (low-potency) archetypes of such inhibitors
targeting novel allosteric sites [12,59].

mAC inhibitor studies also require an in-depth understanding of the precise
(patho)physiological function of any given mAC isoform. To this end, most
pathophysiological studies on mACs have focused on mAC knock-out and overexpression
models [2,3]. However, we also need to understand the specific roles of individual mAC
isoforms in disease models where all mAC isoforms are present, since compensatory
changes in mAC function and expression as a result of a gene knock-out cannot be excluded.
Lastly, the effects of inhibitors targeting the catalytic site and the diterpene site are
substantially affected by the type of divalent cation present (Mg2+ or Mn2+) [11]. It is
assumed that Mg2+ is the physiological cation for mACs [1], but proof for this assumption is
missing. The resolution of this question will also provide guidance for future mAC inhibitor
development.

Concluding remarks
By combining methods from biochemistry, pharmacology, biophysics and medicinal
chemistry, substantial progress has been made towards understanding the molecular basis of
the interactions of inhibitors with the catalytic and diterpene sites of mACs. However, none
of the AC inhibitors presently available has been comprehensively evaluated for isoform-
specificity and selectivity against other proteins. Targeting the diterpene site rather than the
catalytic site may be a more promising strategy to obtain isoform-selective AC inhibitors.
Furthermore, we need to express all mAC isoforms and analyze constitutive AC activity
before we can make a judgement whether we need isoform-specific inhibitors or more non-
specific inhibitors to abrogate pathologically increased constitutive or stimulated cAMP
formation. Finally, the transmembrane domains and flanking regulatory domains of mAC
isoforms, in contrast to their catalytic and diterpene sites, show considerable structural
differences. Thus, the development of ligands for these as yet poorly understood domains
may be another promising avenue towards isoform-selective mAC inhibitors.
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Fig. 1. Multiple sequence alignment of the C1 and C2 subunits of mAC isoforms and of sGC α1-
and β1 subunits
Sequences are identified with human (hAC), murine (muAC) or human soluble GCS (hsGC)
and a unique GenBank identification number. The full sequence of AC1 is shown as
reference sequence. A, C1 domain of ACs and α1-subunit of hsGC; B, C2 domain of ACs
and β1-subunit of hsGC. The conserved residues correspond to the C1 and C2 subunits of
other AC isoforms and hsGC subunits and are indicated as “.”; amino acid differences are
indicated in the one-letter code, and sequence gaps are indicated as “-”. The secondary
structures correspond to the C1 from AC5 (VC1) and C2 from AC2 (IIC2) constructs that
were determined by X-ray crystallography and are shown above the alignment; arrows
represent β strands, and the cylinders represent α helices. Other structural elements, such as
random coils and turns, are represented by a solid line. The functional residues in C1 and C2
subunits are indicated: bold, substrate binding; bold/italic, FS binding. The underlined
residues indicate the hydrophobic region important for binding to (M)ANT- und TNP
groups of 2′,3′-O-ribosyl-substituted nucleotides.
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Fig. 2. Crystal structures and general pharmacophore model of VC1·IIC2 in complex with
MANT- or TNP-nucleotides or P-site inhibitors
All data presented in this Figure refer to VC1:IIC2. A, Detailed views of the substrate
binding site in the complex of Gαs–activated mAC with the competitive inhibitors MANT-
GTP (PDB:1TL7) [23], MANT-ATP (PDB:2GVZ) [24], MANT-ITP (PDB:3G82) [24] and
TNP-ATP (PDB:2GVD) [25], and two Mn2+ ions. Structures of inhibitors as bound to their
respective complexes with Gαs·VC1:IIC2 are superimposed. The molecular surface was
calculated using PYMOL (DeLano Scientific, San Carlos, CA, USA), based on the atomic
coordinates of the Gαs·VC1:IIC2·TNP-ATP complex. Ligands are shown as stick models.
Carbon atoms are colored magenta for MANT-GTP, cyan for MANT-ATP, yellow for
MANT-ITP, and gray for TNP-ATP, nitrogens blue, oxygens red, sulfur yellow, and
phosphorous green; the two Mn2+ ions are shown as metallic orange spheres. The secondary
structures of VC1 and IIC2 domains are shown in tan and mauve, respectively. Ligands and
two metal ions occupy the interdomain cleft between the C1 and C2 domains. Inhibitors
prevent transition of the enzyme from the catalytically inactive open conformation to the
catalytically active closed conformation because the MANT- and TNP-groups act like rigid
body movement-impairing wedges. The MANT- and TNP groups insert into a hydrophobic
pocket close to the catalytic site, providing substantial binding energy and giving rise to
hydrophobicity-dependent fluorescence increases. Substitution of the 3′-hydroxyl group in
MANT- and TNP-nucleotides prevent the 3′:5′-ATP cyclization reaction. B, Comparative
views of substrate binding site of the Gαs-activated mAC complex with the prototypical
non-competitive/uncompetitive P-site inhibitor, 2′,5′-dideoxy-3′-ATP (PDB:1CUL) [38].
Atoms are colored according to panel A. The Mg2+ ions are shown as metallic limeyellow
spheres. Note that 2′,5′-dideoxy-ATP, while occupying the catalytic site, in contrast to
MANT- and TNP-nucleotides, does not exploit the hydrophobic pocket. Right-most panels
show views of the binding pocket for ribose substitutes of inhibitors and are rotated ∼80°
relative to the view shown on the left-most panels. The ribose substituents of inhibitor
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molecules are positioned between the α4 helix of IIC2 and α1- α2 helices of VC1. C,
Structures of MANT-ATP, MANT-GTP, MANT-ITP, and TNP-ATP, as bound to their
respective complexes with Gαs·VC1:IIC2 are superimposed and colored as above. Average
Ki values are indicated, corresponding to contributions from each type of functional group,
derived from singular value decomposition analysis (SVD) D, SVD analysis of the κi values
for independent components from a set of AC inhibitors. SVD analysis was performed as
described [16] using published Ki values as basis [22,24,28]. P, monophosphate; PP
diphosphate; PPP for triphosphate; PPSP, [γ-thio]triphosphate; PPNP, [β,γ-
imido]triphosphate.
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Fig. 3. Model of the interactions of BODIPY-FS and various P-site inhibitors with mAC
Molecular modelling studies were performed using the Surflex module in SYBYL 8.1
(Tripos Associates, St. Louis MO, 2010). To dock BODIPY-FS (in A, B), the Surflex
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protomol file was defined by residues within 5.0 Å of the known diterpene site plus any
cationic residues within 15.0 Å of the diterpene site. To dock non-nucleoside P-site
inhibitors (in C), the protomol file was defined by residues within 5.0 Å of the catalytic site.
Atoms of each ligand are represented as sticks according to standard CPK coloring except
for boron (black; present only in A and B) and carbon atoms (specified below). A,
Interaction of BODIPY-FS (white C atoms) with AC5 showing the relative position of co-
crystallized ATPαS (green C atoms). B, Interaction of BODIPY-FS (white C atoms) with
AC2 showing the relative position of co-crystallized ATPαS (green C atoms). C,
Interactions of ATPαS (white carbons), PMC6 (green carbons), AraAde (black carbons),
NKY80 (pink carbons) and NB001 (brown carbons) with VC1:IIC2. In all cases above, the
receptor surface is represented as a solvent-accessible Connolly surface, colored as follows:
lipophilic regions are yellow, polar oxygens are red, polar nitrogens are blue, donatable
protons are cyan, and polarized alkyl or aryl moieties are white. Approximate locations of
the α-carbon atoms of key residues are labeled for reference. Note that interactions of the P-
site inhibitors shown in C with sites in mACs other than the catalytic site cannot be
excluded, particularly in light of the fact that our modeling does not explain the reported
mAC isoform-specificity of the compounds (see Table 1). Moreover, crystal structures of
VC1:IIC2 with the above-mentioned P-site inhibitors, in contrast to MANT-nucleotides,
TNP-nucleotides and 2′,5′-dd-3′-ATP (see Fig. 2 and Table 1) are not yet available.
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in
s [

9,
22

].
M

A
N

T-
G

TP
γS

 h
as

 b
ee

n 
us

ed
 a

s A
C

5 
in

hi
bi

to
r i

n 
el

ec
tro

ph
ys

io
lo

gi
ca

l e
xp

er
im

en
ts

 [6
0]

. M
A

N
T-

G
TP

 h
as

be
en

 w
id

el
y 

us
ed

 fo
r f

lu
or

es
ce

nc
e 

st
ud

ie
s w

ith
 p

ur
ifi

ed
 V

C
1:

II
C

2 
to

 c
ha

ra
ct

er
iz

e 
bo

th
 th

e 
ca

ta
ly

tic
 a

nd
 th

e
di

te
rp

en
e 

si
te

 [2
3-

25
,2

8,
40

]. 
M

A
N

T-
G

TP
 h

as
 b

ee
n 

us
ed

 in
 c

ry
st

al
lo

gr
ap

hi
c 

st
ud

ie
s (

PD
B

:1
TL

7)
 [2

3]
. N

ot
e

th
e 

la
ck

 o
f s

el
ec

tiv
ity

 o
f M

A
N

T-
G

TP
 fo

r A
C

5 
re

la
tiv

e 
to

 A
C

6.
 M

A
N

T-
G

TP
 is

 c
om

m
er

ci
al

ly
 a

va
ila

bl
e 

as
 a

n
ex

pe
rim

en
ta

l t
oo

l.

M
A

N
T

-I
T

P
K

i v
al

ue
s i

n 
A

C
 a

ss
ay

 (+
 M

n2+
): 

A
C

1:
 2

.8
 n

M
; A

C
2:

14
 n

M
; A

C
5:

 1
.2

 n
M

; m
ou

se
 h

ea
rt 

A
C

: 4
 n

M
. [

28
,2

9]
.

C
om

pe
tit

iv
e 

A
C

 in
hi

bi
tio

n.
 B

in
ds

 to
 th

e 
ca

ta
ly

tic
 si

te
.

M
A

N
T-

IT
P 

is
 th

e 
m

os
t p

ot
en

t c
om

pe
tit

iv
e 

m
A

C
 in

hi
bi

to
r k

no
w

n 
so

 fa
r. 

B
as

ed
 o

n 
pr

ev
io

us
 d

at
a 

ob
ta

in
ed

w
ith

 IT
Pγ

S 
an

d 
M

A
N

T-
IT

Pγ
S 

[2
2]

, t
he

 e
xc

ep
tio

na
l p

ot
en

cy
 o

f M
A

N
T-

IT
P 

at
 m

A
C

s w
as

 p
re

di
ct

ed
. M

A
N

T-
IT

Pγ
S 

ha
s a

 h
ig

he
r m

A
C

-s
el

ec
tiv

ity
 re

la
tiv

e 
to

 G
-p

ro
te

in
s t

ha
n 

M
A

N
T-

G
TP

γS
 [2

2]
. T

he
 h

ig
h 

af
fin

ity
 o

f
M

A
N

T-
IT

P 
fo

r m
A

C
s i

s e
xp

la
in

ed
 b

y 
a 

tig
ht

 in
te

ra
ct

io
n 

of
 th

e 
tri

ph
os

ph
at

e 
ch

ai
n 

w
ith

 th
e 

pr
ot

ei
n 

[2
5]

.
H

ow
ev

er
, i

n 
el

ec
tro

ph
ys

io
lo

gi
ca

l e
xp

er
im

en
ts

, M
A

N
T-

IT
P 

ex
hi

bi
ts

 o
ff

-ta
rg

et
 e

ff
ec

ts
 th

at
 a

re
 in

de
pe

nd
en

t o
f

A
C

 in
hi

bi
tio

n 
(P

D
B

:3
G

82
) [

30
], 

de
sp

ite
 it

s h
ig

h 
af

fin
ity

. M
A

N
T-

IT
P 

ha
s b

ee
n 

us
ed

 in
 c

ry
st

al
lo

gr
ap

hi
c 

an
d

flu
or

es
ce

nc
e 

sp
ec

tro
sc

op
y 

st
ud

ie
s [

25
,2

8]
. T

he
 b

as
e 

hy
po

xa
nt

hi
ne

 is
 g

en
er

ic
 a

nd
 c

an
 b

in
d 

to
 b

ot
h 

ad
en

in
e-

an
d 

gu
an

in
e 

nu
cl

eo
tid

e-
bi

nd
in

g 
pr

ot
ei

ns
 w

ith
 su

bs
ta

nt
ia

l a
ff

in
ity

. M
A

N
T-

IT
P 

sh
ou

ld
 a

ls
o 

be
 a

 p
ot

en
t s

G
C

in
hi

bi
to

r.

M
A

N
T

-A
T

P
K

i v
al

ue
s i

n 
A

C
/G

C
 a

ss
ay

 (+
 M

n2+
): 

A
C

1:
 1

50
 n

M
;

A
C

2:
 3

30
 n

M
; A

C
5:

 1
00

 n
M

; A
C

6:
 2

80
 n

M
; s

A
C

: 5
.6

μM
; s

G
C

: 4
30

 n
M

; E
F:

 2
30

 n
M

; C
ya

A
: 5

.4
 μ

M
; m

ou
se

he
ar

t A
C

: 6
4 

nM
. [

22
,2

8,
29

]. 
C

om
pe

tit
iv

e 
A

C
in

hi
bi

tio
n.

 B
in

ds
 to

 th
e 

ca
ta

ly
tic

 si
te

.

O
n 

fir
st

 g
la

nc
e,

 it
 w

as
 q

ui
te

 u
ne

xp
ec

te
d 

to
 fi

nd
 th

at
 th

e 
ad

en
in

e 
nu

cl
eo

tid
e 

M
A

N
T-

A
TP

 w
as

 n
ot

 a
 m

or
e

po
te

nt
 m

A
C

 in
hi

bi
to

r t
ha

n 
th

e 
gu

an
in

e 
nu

cl
eo

tid
e 

M
A

N
T-

G
TP

 [2
2]

. A
lo

ng
 th

e 
sa

m
e 

lin
e,

 sG
C

 h
as

 n
o

pr
ef

er
en

ce
 fo

r g
ua

ni
ne

 n
uc

le
ot

id
e-

ba
se

d 
in

hi
bi

to
rs

. H
ow

ev
er

, w
ith

 o
nl

y 
fe

w
 m

ut
at

io
ns

 su
bs

tra
te

- a
nd

in
hi

bi
to

r-
sp

ec
ifi

ci
tie

s o
f A

C
s a

nd
 G

C
s c

an
 b

e 
sw

itc
he

d 
[3

6,
61

]. 
M

A
N

T-
A

TP
 g

iv
es

 ri
se

 to
 sm

al
le

r
flu

or
es

ce
nc

e 
si

gn
al

s w
ith

 V
C

1:
II

C
2 

th
an

 M
A

N
T-

G
TP

, p
ro

ba
bl

y 
du

e 
to

 le
ss

 fa
vo

ra
bl

e 
po

si
tio

ni
ng

 o
f t

he
M

A
N

T-
gr

ou
p 

in
 th

e 
hy

dr
op

ho
bi

c 
po

ck
et

 [2
4]

. M
A

N
T-

A
TP

 h
as

 b
ee

n 
us

ed
 in

 c
ry

st
al

lo
gr

ap
hi

c 
st

ud
ie

s (
PD

B
:

2G
V

Z)
 [2

4]
. N

ot
e 

th
e 

la
ck

 o
f s

el
ec

tiv
ity

 o
f M

A
N

T-
A

TP
 fo

r A
C

5 
re

la
tiv

e 
to

 A
C

6.
 M

A
N

T-
A

TP
 is

co
m

m
er

ci
al

ly
 a

va
ila

bl
e 

as
 e

xp
er

im
en

ta
l t

oo
l. 

In
 e

le
ct

ro
ph

ys
io

lo
gi

ca
l s

tu
di

es
, M

A
N

T-
A

TP
 e

xe
rts

 p
ar

ad
ox

ic
al

st
im

ul
at

or
y 

ef
fe

ct
s t

ha
t c

an
no

t b
e 

ex
pl

ai
ne

d 
by

 A
C

5 
in

hi
bi

tio
n,

 b
ut

 m
us

t b
e 

du
e 

to
 h

ith
er

to
 u

ne
xp

la
in

ed
 o

ff
-

ta
rg

et
 e

ff
ec

ts
 [3

0]
.

M
A

N
T

-U
T

P
K

i v
al

ue
s i

n 
A

C
 a

ss
ay

 (+
 M

n2+
): 

A
C

1:
 4

6 
nM

; A
C

2:
46

0 
nM

; A
C

5:
 3

2 
nM

; m
ou

se
 h

ea
rt 

A
C

: 1
2 

nM
 [2

8,
29

].
C

om
pe

tit
iv

e 
A

C
 in

hi
bi

tio
n.

 B
in

ds
 to

 th
e 

ca
ta

ly
tic

 si
te

.

M
A

N
T-

U
TP

 is
 a

 p
ro

to
ty

pi
ca

l r
ep

re
se

nt
at

iv
e 

of
 th

e 
py

rim
id

in
e-

ba
se

d 
m

A
C

 in
hi

bi
to

rs
, s

ur
pa

ss
in

g 
th

e 
af

fin
iti

es
of

 M
A

N
T-

A
TP

. T
he

 h
ig

h-
af

fin
ity

 in
hi

bi
tio

n 
of

 m
A

C
s b

y 
M

A
N

T-
U

TP
 re

fle
ct

s t
he

 b
ro

ad
 b

as
e-

sp
ec

ifi
ci

ty
 o

f
th

e 
ca

ta
ly

tic
 si

te
 o

f t
he

se
 e

nz
ym

es
 [2

4]
. M

A
N

T-
U

TP
 y

ie
ld

s d
is

tin
ct

 fl
uo

re
sc

en
ce

 re
sp

on
se

s w
ith

 V
C

1:
II

C
2

co
m

pa
re

d 
to

 o
th

er
 M

A
N

T-
N

TP
s, 

re
fle

ct
in

g 
un

iq
ue

 p
os

iti
on

in
g 

of
 th

e 
nu

cl
eo

tid
e 

in
 th

e 
ca

ta
ly

tic
 si

te
 [2

8]
.

M
A

N
T-

U
TP

 c
ou

ld
 a

ls
o 

be
 a

 p
ot

en
t s

G
C

 in
hi

bi
to

r. 
Th

e 
br

oa
d 

ba
se

-s
pe

ci
fic

ity
 o

f m
A

C
s a

nd
 sG

C
 w

ith
 a

 sl
ig

ht
pr

ef
er

en
ce

 fo
r t

he
 p

yr
im

id
in

e 
ur

ac
il 

re
la

tiv
e 

to
 a

de
ni

ne
 is

 p
uz

zl
in

g.
 T

he
 si

tu
at

io
n 

is
 re

m
in

is
ce

nt
 to

 th
e

id
en

tif
ic

at
io

n 
of

 U
TP

-b
in

di
ng

 P
2Y

-r
ec

ep
to

rs
 tw

o 
de

ca
de

s a
go

 [6
2]

. T
he

se
 U

TP
-b

in
di

ng
 G

PC
R

s a
re

 n
ow

 b
ei

ng
fir

m
ly

 e
st

ab
lis

he
d.

T
N

P-
A

T
P

K
i v

al
ue

s i
n 

A
C

/G
C

 a
ss

ay
 (+

 M
n2+

): 
A

C
1:

 9
.0

 n
M

;
A

C
2:

 9
9 

nM
; A

C
5:

 3
.7

 n
M

; s
A

C
: 7

10
 n

M
; s

G
C

: 7
.3

TN
P-

A
TP

 is
 th

e 
re

fe
re

nc
e 

A
C

 in
hi

bi
to

r f
or

 th
e 

gr
ou

p 
of

 T
N

P-
N

TP
s [

27
].O

ve
ra

ll,
 T

N
P-

N
TP

s h
av

e 
be

en
 le

ss
ex

te
ns

iv
el

y 
st

ud
ie

d 
th

an
 (M

)A
N

T-
N

TP
-b

as
ed

 A
C

 in
hi

bi
to

rs
. T

N
P-

A
M

P 
is

 e
ff

ec
tiv

el
y 

ph
os

ph
or

yl
at

ed
 to

TN
P-

A
TP

 in
 A

C
 re

ac
tio

n 
m

ix
tu

re
s b

y 
th

e 
m

yo
ki

na
se

/p
yr

uv
at

e 
ki

na
se

-b
as

ed
 N

TP
-r

eg
en

er
at

in
g 

sy
st

em
.

Ph
os

ph
or

yl
at

io
n 

ca
n 

al
so

 o
cc

ur
 w

ith
 M

A
N

T-
N

D
Ps

 [2
2]

. T
hi

s m
us

t b
e 

co
ns

id
er

ed
 w

he
n 

st
ud

yi
ng

 m
on

o-
 a

nd
di

ph
os

ph
at

es
. T

N
P-

N
TP

s g
iv

e 
ris

e 
to

 la
rg

e 
ba

sa
l f

lu
or

es
ce

nc
e 

si
gn

al
s u

po
n 

in
te

ra
ct

io
n 

w
ith

 p
ur

ifi
ed

V
C

1:
II

C
2.

 In
 c

on
tra

st
 to

 th
e 

da
ta

 o
bt

ai
ne

d 
w

ith
 (M

)A
N

T-
N

TP
s, 

FS
 re

du
ce

s f
lu

or
es

ce
nc

e 
si

gn
al

s w
ith

 T
N

P-
N

TP
s [

27
,2

8]
. T

N
P-

A
TP

 h
as

 b
ee

n 
us

ed
 in

 c
ry

st
al

lo
gr

ap
hi

c 
st

ud
ie

s (
PD

B
:2

G
V

D
) [

24
]. 

N
ot

ab
ly

, T
N

P-
N

TP
s

ar
e 

al
so

 v
er

y 
po

te
nt

 sG
C

 in
hi

bi
to

rs
 [2

7]
. O

ne
 c

ou
ld

 e
nv

is
ag

e 
th

at
 T

N
P-

N
TP

s (
an

d 
po

ss
ib

ly
 M

A
N

T-
N

TP
s)

ar
e 

us
ef

ul
 to

ol
s f

or
 a

ch
ie

vi
ng

 a
n 

el
us

iv
e 

go
al

 in
 n

uc
le

ot
id

yl
 c

yc
la

se
 re

se
ar

ch
, n

am
el

y 
th

e 
cr

ys
ta

lli
za

tio
n 

of
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In
hi

bi
to

r 
na

m
e 

an
d

st
ru

ct
ur

e
Ph

ar
m

ac
ol

og
ic

al
 k

ey
 d

at
a

C
om

m
en

ts

nM
 [2

7]
. C

om
pe

tit
iv

e 
A

C
 in

hi
bi

tio
n.

 B
in

ds
 to

 th
e

ca
ta

ly
tic

 si
te

.
sG

C
. T

N
P-

A
TP

 b
in

ds
 to

 n
um

er
ou

s t
yp

es
 o

f n
uc

le
ot

id
e-

bi
nd

in
g 

pr
ot

ei
ns

 a
nd

 is
 n

ot
 sp

ec
ifi

c 
fo

r m
A

C
s o

r
sG

C
 [2

7,
31

]. 
TN

P-
A

TP
 is

 c
om

m
er

ci
al

ly
 a

va
ila

bl
e 

as
 e

xp
er

im
en

ta
l t

oo
l.

B
is

-C
l-A

N
T

-A
T

P
K

i v
al

ue
s i

n 
A

C
 a

ss
ay

 (+
 M

n2+
): 

A
C

1:
 1

.7
 μ

M
; A

C
2:

2.
4 
μM

; A
C

5:
 1

.6
 μ

M
; C

ya
A

: 1
6 

nM
; E

F:
 2

20
 n

M
[2

6,
63

]. 
C

om
pe

tit
iv

e 
A

C
 in

hi
bi

tio
n.

 B
in

ds
 to

 th
e

ca
ta

ly
tic

 si
te

.

B
is

-C
l-A

N
T-

A
TP

 se
rv

es
 a

s r
ef

er
en

ce
 A

C
 in

hi
bi

to
r f

or
 th

e 
gr

ou
p 

of
 b

is
-(

M
)A

N
T-

N
TP

s. 
B

is
-C

l-A
N

T-
A

TP
co

ns
tit

ut
es

 a
 v

er
y 

po
te

nt
 C

ya
A

 in
hi

bi
to

r w
ith

 su
bs

ta
nt

ia
l s

el
ec

tiv
ity

 re
la

tiv
e 

to
 m

A
C

s, 
in

di
ca

tin
g 

th
at

 in
pr

in
ci

pl
e,

 b
y 

ta
rg

et
in

g 
th

e 
ca

ta
ly

tic
 si

te
, A

C
 is

of
or

m
-s

el
ec

tiv
ity

 c
an

 b
e 

ob
ta

in
ed

. T
he

 c
at

al
yt

ic
 si

te
 o

f E
F 

is
le

ss
 sp

ac
io

us
 th

an
 th

e 
ca

ta
ly

tic
 si

te
 o

f C
ya

A
. H

en
ce

 B
is

-C
l-A

N
T-

A
TP

 is
 a

 le
ss

 p
ot

en
t i

nh
ib

ito
r o

f E
F 

th
an

 o
f

C
ya

A
 [6

3]
. B

is
-(

M
)A

N
T-

nu
cl

eo
tid

es
 a

re
 a

ls
o 

ch
ar

ac
te

riz
ed

 b
y 

lo
w

 b
as

al
 fl

uo
re

sc
en

ce
 a

nd
 h

ig
h 

si
gn

al
-to

no
is

e 
ra

tio
 in

 st
ud

ie
s w

ith
 p

ur
ifi

ed
 C

ya
A

. A
t m

A
C

s, 
th

es
e 

nu
cl

eo
tid

es
 h

av
e 

no
t y

et
 b

ee
n 

ex
am

in
ed

 in
flu

or
es

ce
nc

e 
st

ud
ie

d 
[2

6,
63

]. 
Th

e 
af

fin
ity

 o
f m

A
C

s f
or

 b
is

-(
M

)A
N

T-
nu

cl
eo

tid
es

 m
ay

 b
e 

to
o 

lo
w

 fo
r

flu
or

es
ce

nc
e 

sp
ec

tro
sc

op
y 

st
ud

ie
s, 

bu
t t

he
 h

ig
h 

si
gn

al
-to

-n
oi

se
 ra

tio
 o

f t
he

 n
uc

le
ot

id
es

 m
ay

 c
om

pe
ns

at
e 

fo
r

th
is

 d
is

ad
va

nt
ag

e 
Th

e 
in

tro
du

ct
io

n 
of

 tw
o 

(M
)A

N
T 

gr
ou

ps
 in

to
 a

n 
in

hi
bi

to
r i

nc
re

as
es

 su
bs

ta
nt

ia
lly

 th
e

nu
m

be
r o

f p
os

si
bl

e 
ch

em
ic

al
 su

bs
tit

ut
io

ns
. T

hi
s p

ro
pe

rty
 m

ay
 fa

ci
lit

at
e 

id
en

tif
ic

at
io

n 
of

 m
A

C
-s

el
ec

tiv
e

in
hi

bi
to

rs
. H

ow
ev

er
, s

pa
tia

l c
on

st
ra

in
ts

 in
 m

A
C

s a
re

 o
f c

on
ce

rn
.

U
T

Pγ
S

K
i v

al
ue

s i
n 

A
C

 a
ss

ay
 (+

 M
n2+

): 
V

C
1:

II
C

2:
 8

.5
 μ

M
;

A
C

1:
 5

3 
μM

; A
C

2:
 >

 1
00

 μ
M

; A
C

5:
 1

8 
μM

; s
G

C
: 4

.1
μM

; s
A

C
: >

 1
00

 μ
M

 [2
2]

. C
om

pe
tit

iv
e 

A
C

 in
hi

bi
tio

n.
B

in
ds

 to
 th

e 
ca

ta
ly

tic
 si

te
.

O
rig

in
al

ly
, U

TP
γS

 w
as

 d
es

cr
ib

ed
 a

s r
el

at
iv

el
y 

po
te

nt
 G

s a
ct

iv
at

or
, g

iv
in

g 
ris

e 
to

 A
C

 st
im

ul
at

io
n 

[2
2]

.
H

ow
ev

er
, a

t c
on

ce
nt

ra
tio

ns
 a

bo
ve

 1
 μ

M
, U

TP
γS

 (l
ik

e 
IT

Pγ
S)

 c
au

se
s s

tro
ng

 A
C

 in
hi

bi
tio

n.
 U

TP
γS

 a
nd

IT
Pγ

S 
ha

ve
 b

ee
n 

ve
ry

 im
po

rta
nt

 to
ol

s f
or

 u
nm

as
ki

ng
 th

e 
br

oa
d 

ba
se

-s
pe

ci
fic

ity
 o

f m
A

C
s [

22
,6

4]
. N

ot
ab

ly
,

U
TP

γS
 is

 a
ls

o 
a 

qu
ite

 p
ot

en
t s

G
C

 in
hi

bi
to

r [
22

]. 
B

as
ed

 th
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 b
lo

ck
ed

. S
pe

ci
fic

al
ly

, i
nt

ra
ce

llu
la

rly
 fo

rm
ed

 c
A

M
P 

m
ay

 b
e 

ex
po

rte
d 

fr
om

 c
el

ls
 v

ia
m

ul
tid

ru
g 

re
si

st
an

ce
 p

ro
te

in
s [

66
], 

in
tro

du
ci

ng
 b

ia
s i

nt
o 

th
e 

ex
pe

rim
en

ta
l s

et
tin

g.
 T

hi
s s

pe
ci

fic
 e

xp
er

im
en

ta
l

de
si

gn
 re

nd
er

s c
om

pa
ris

on
 w

ith
 o

th
er

 A
C

 in
hi

bi
to

rs
 th

at
 a

re
 ro

ut
in

el
y 

te
st

ed
 in

 th
e 

br
ok

en
 c

el
l A

C
 a

ss
ay

di
ff

ic
ul

t. 
B

as
ed

 o
n 

ou
r m

od
el

lin
g 

(F
ig

. 3
C

), 
N

B
00

1 
pr

es
um

ab
ly

 a
ct

s a
s a

 n
on

-c
om

pe
tit

iv
e 

P-
si

te
 in

hi
bi

to
r.

H
ow

ev
er

, o
ur

 m
od

el
lin

g 
fa

ile
d 

to
 re

ve
al

 th
e 

m
ol

ec
ul

ar
 b

as
is

 fo
r t

he
 A

C
1-

se
le

ct
iv

ity
. N

B
00

1 
is

 a
 lo

w
-a

ff
in

ity
m

A
C

 in
hi

bi
to

r, 
ra

is
in

g 
qu

es
tio

ns
 w

he
th

er
 in

 a
dd

iti
on

 to
 A

C
1,

 th
e 

co
m

po
un

d 
al

so
 in

te
ra

ct
s w

ith
 o

th
er

 ta
rg

et
s

in
 m

am
m

al
ia

n 
ce

lls
. T

he
 p

ap
er

 b
y 

W
an

g 
et

 a
l. 

[8
] d

oe
s n

ot
 p

ro
vi

de
 in

fo
rm

at
io

n 
on

 st
ru

ct
ur

e/
ac

tiv
ity

re
la

tio
ns

hi
ps

 fo
r A

C
 in

hi
bi

tio
n 

by
 N

B
00

1 
an

d 
re

la
te

d 
co

m
po

un
ds

.

M
D

L
 1

23
30

A
M

D
L 

12
33

0 
in

hi
bi

ts
 h

is
ta

m
in

e-
st

im
ul

at
ed

 A
C

 a
ct

iv
ity

in
 th

e 
gu

in
es

 p
ig

 v
en

tri
cl

e 
ac

co
rd

in
g 

to
 a

 b
ip

ha
si

c
co

nc
en

tra
tio

n/
re

sp
on

se
 c

ur
ve

. I
C

50
-1

 ∼
20

 μ
M

; I
C

50
-2

 ∼
30

0 
μM

 [6
7]

. M
D

L 
12

33
0 

(1
00

 μ
M

) s
ho

w
s m

od
es

t
in

hi
bi

tio
n 

of
 A

C
s 2

 a
nd

 3
, b

ut
 n

ot
 o

f A
C

5 
[1

4]
.

H
ow

ev
er

, c
om

pl
et

e 
co

nc
en

tra
tio

n-
re

sp
on

se
 c

ur
ve

s h
av

e
no

t y
et

 b
ee

n 
pr

es
en

te
d.

M
D

L 
12

33
0A

, l
ik

e 
SQ

 2
2,

53
6,

 is
 o

ne
 o

f t
he

 m
os

t w
id

el
y 

us
ed

 m
A

C
 in

hi
bi

to
r f

or
 in

ta
ct

 c
el

l s
tu

di
es

. A
pu

bm
ed

 re
se

ar
ch

 o
n 

Se
pt

em
be

r 1
5,

 2
01

1,
 re

ve
al

ed
 1

66
 e

nt
rie

s w
ith

 th
e 

ke
y 

w
or

d 
“M

D
L 

12
33

0A
”.

M
D

L
12

33
0A

 is
 a

 n
on

-n
uc

le
os

id
e-

ba
se

d 
m

A
C

 in
hi

bi
to

r. 
It 

w
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 in
tro

du
ce

d 
in

to
 e

xp
er

im
en

ta
l p

ha
rm

ac
ol

og
y 

in
to

th
e 

ea
rly

 1
98

0s
 [6

7]
. I

t i
s v

er
y 

w
el

l d
oc

um
en

te
d 

th
at

 in
 a

dd
iti

on
 to

 A
C

 in
hi

bi
tio

n,
 th

e 
co

m
po

un
d 

ex
hi

bi
ts

nu
m

er
ou

s p
le

io
tro

pi
c 

ef
fe

ct
s i

nc
lu

di
ng

 in
hi

bi
tio

n 
of

 N
a+ /

K
+ -

A
TP

as
e 

an
d 

ph
os

ph
od

ie
st

er
as

es
 [1

6,
67

,6
8]

.
N

on
et

he
le

ss
, i

n 
se

ve
ra

l s
tu

di
es

 u
si

ng
 M

D
L 

12
33

0A
, s

pe
ci

fic
ity

 fo
r m

A
C

 in
hi

bi
tio

n 
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 a
ss

um
ed

 a
lth

ou
gh

ex
ce

ed
in

gl
y 

hi
gh

 c
on

ce
nt

ra
tio

ns
 (u

p 
to

 1
0 

m
M

) a
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 u
se

d 
[6

9]
. O

ve
ra

ll,
 M

D
L 

12
33

0A
 h
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 n

ot
 y

et
 b

ee
n

th
or

ou
gh

ly
 e

xa
m

in
ed

 a
t m

A
C
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or
m

s. 
In

 so
m

e 
st

ud
ie

s, 
M

D
L 

12
33

0A
 e

xe
rts

 a
ls

o 
st

im
ul

at
or

y 
ef

fe
ct

s o
n 

A
C

[7
0]

, a
 p

os
si

bl
e 

in
di

ca
tio

n 
fo

r i
so

fo
rm

-s
pe

ci
fic

 e
ff

ec
ts
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 w
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 B
O

D
IP

Y
-F

S 
[1

1,
34

]. 
M

D
L 

12
33

0A
 is

co
m

m
er

ci
al

ly
 a

va
ila

bl
e 

as
 e

xp
er

im
en

ta
l t

oo
l.

B
O

D
IP

Y
-F

S
EC

50
 v

al
ue

s i
n 

A
C

 a
ss

ay
 (+

 M
n2+

): 
A

C
1:

 2
.9

 μ
M

; A
C

5:
2.

3 
μM

. I
C

50
 v

al
ue

 in
 A

C
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ss
ay

 (+
 M

n2+
): 

A
C

2:
 1

.2
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 [3
4]

. T
he

 e
ff

ec
ts

 o
f B

O
D

IP
Y

-F
S 

st
ro

ng
ly

 d
ep

en
d

on
 th

e 
ex

pe
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en
ta

l c
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di
tio

ns
, t

he
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pe
 o

f d
iv

al
en

t
ca

tio
n 
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g 
a 

cr
iti

ca
l d

et
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m
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t. 

In
 a

 fo
llo

w
-u

p 
st

ud
y

[1
1]

, t
he

 fo
llo

w
in

g 
da

ta
 w

er
e 

ob
ta

in
ed

: E
C

50
 v

al
ue

s i
n

A
C

 a
ss

ay
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 M
n2+

): 
A

C
1:

 1
.2
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M

; A
C

5:
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M
. I

C
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B
O

D
IP

Y
-F

S 
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 p

ar
tia

l a
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 (c
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pa
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d 
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 F
S)
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 te
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s o
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C

1-
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 A

C
5 
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at
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n,
 b
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 re
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ce

s t
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ta
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 a
ct

iv
ity

 o
f A

C
2 

in
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e 
pr
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ce
 o

f G
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 [1

1,
34

]. 
Th

e 
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te
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ie
s a
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 e
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ie

s o
f B

O
D

IP
Y

-F
S 
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e
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 d
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m
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y 
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e 

di
va
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 c
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n.

 M
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, i
n 

th
e 

pr
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en
ce
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f M

g2+
, t
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 e
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t o

f
B

O
D

IP
Y

-F
S 
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 m

uc
h 

m
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e 
pr
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e 
pr
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en

ce
 o

f M
n2+

 [1
1]

. B
O

D
IP

Y
-F

S 
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 o
nl

y 
w
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kl

y
ef

fe
ct

iv
e 

at
 a

ct
iv

at
in

g 
V

C
1:

II
C

2 
bu

t i
nh
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its
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e 

st
im

ul
at

or
y 

ef
fe

ct
 o

f F
S 

(3
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M
) w

ith
 a

n 
IC

50
 o

f 8
00

 n
M

[3
4]

. B
O

D
IP

Y
-F

S 
is

 a
 fl

uo
re

sc
en

t m
ol

ec
ul

e 
an

d 
ha

s b
ee

n 
st

ud
ie

d 
to

 a
 v

er
y 

lim
ite

d 
ex

te
nt

 to
 lo

ca
liz

e 
m

A
C

s i
n

ce
lls

 [4
1]

. B
O

D
IP

Y
-F

S 
co

ul
d 

al
so

 b
e 

us
ed

 a
s f

lu
or

es
ce

nc
e 

pr
ob

e 
fo

r V
C

1:
II

C
2,

 b
ut

 so
 fa

r, 
no

 d
at

a 
ha

ve
 b

ee
n

pu
bl

is
he

d.
 B

O
D

IP
Y

-F
S 

w
as

 w
ith

dr
aw

n 
fr

om
 th

e 
m

ar
ke

t b
ec
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se

 o
f l

ac
k 

of
 d
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d,
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f t
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Trends Pharmacol Sci. Author manuscript; available in PMC 2013 February 1.



N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

Seifert et al. Page 23

In
hi

bi
to

r 
na

m
e 

an
d

st
ru

ct
ur

e
Ph

ar
m

ac
ol

og
ic

al
 k

ey
 d

at
a

C
om

m
en

ts

va
lu

e 
in

 A
C

 a
ss

ay
 (+

 M
n2+

): 
A

C
2:

 1
70

 n
M

. E
C

50
va

lu
es

 in
 A

C
 a

ss
ay

 (+
 M

g2+
): 

A
C

1:
 9

00
 n

M
; A

C
5:

 2
4

μM
. I

C
50

 v
al

ue
 in

 A
C

 a
ss

ay
 (+

 M
g2+

): 
A

C
2:

 5
00

 n
M

.
B

in
ds

 to
 th

e 
di

te
rp

en
e 

si
te

.

re
ne

w
ed

 in
te

re
st

 in
 th

e 
co

m
po

un
d,

 it
 is

 n
ow

 a
ga

in
 c

om
m

er
ci

al
ly

 a
va

ila
bl

e 
as

 e
xp

er
im

en
ta

l t
oo

l. 
O

th
er

flu
or

es
ce

nt
 g

ro
up

s t
ha

n 
B

O
D

IP
Y

 h
av

e 
no

t y
et

 b
ee

n 
as

se
ss

ed
, b

ut
 li

nk
ag

e 
of

 th
e 

FS
 c

or
e 

to
 o

th
er

 fl
uo

ro
ph

or
es

is
 te

ch
ni

ca
lly

 fe
as

ib
le

. T
hu

s, 
B

O
D

IP
Y

-F
S 

se
rv

es
 a

s a
 p

ro
m

is
in

g 
st

ar
tin

g 
po

in
t f

or
 e

xt
en

si
ve

 st
ru

ct
ur

e/
ac

tiv
ity

re
la

tio
ns

hi
p 

st
ud

ie
s. 

B
as

ed
 o

n 
th

e 
ex

pe
rim

en
ta

l d
at

a 
[1

1,
34

] a
nd

 m
ol

ec
ul

ar
 m

od
el

lin
g 

(F
ig

s. 
3A

 a
nd

 B
), 

th
e

de
ve

lo
pm

en
t o

f m
A

C
 is

of
or

m
-s

el
ec

tiv
e 

di
te

rp
en

es
 is

 a
nt

ic
ip

at
ed

. T
he

 B
O

D
IP

Y
 su

bs
tit

ue
nt

 in
cr

ea
se

s t
he

af
fin

ity
 o

f F
S 

fo
r m

A
C

s s
ub

st
an

tia
lly

. A
s c

on
tro

l r
ea

ge
nt

 fo
r B

O
D

IP
Y

-F
S,

 th
e 

fr
ee

 d
ye

, B
O

D
IP

Y
 w

as
 u

se
d

[1
1,

34
]. 

Th
is

 c
om

po
un

d 
is

 d
ev

oi
d 

of
 e

ff
ec

ts
 o

n 
A

C
 a

ct
iv

ity
.

1,
9d

d-
FS

N
o 

ac
tiv

at
io

n 
of

 V
C

1:
II

C
2,

 A
C

1,
 A

C
2 

or
 A

C
5 

bu
t

ap
pa

re
nt

ly
 n

on
-c

om
pe

tit
iv

e 
in

hi
bi

tio
n 

of
 F

S-
st

im
ul

at
ed

ca
ta

ly
si

s o
f m

A
C

s [
34

,4
0]

. B
in

ds
 to

 th
e 

di
te

rp
en

e 
si

te
.

A
 re

ce
nt

 st
ud

y 
[4

1]
 su

gg
es

ts
 1

,9
dd

-F
S 

ca
n 

al
so

 e
xe

rt
st

im
ul

at
or

y 
ef

fe
ct

s o
n 

as
 y

et
 u

ni
de

nt
ifi

ed
 m

A
C

is
of

or
m

s

H
is

to
ric

al
ly

, t
he

 c
om

po
un

d 
w

as
 c

on
si

de
re

d 
no

t t
o 

in
te

ra
ct

 w
ith

 m
A

C
s [

4,
39

]. 
H

ow
ev

er
, f

lu
or

es
ce

nc
e 

st
ud

ie
s

w
ith

 M
A

N
T-

G
TP

 a
t V

C
1:

II
C

2 
cl

ea
rly

 d
em

on
st

ra
te

d 
th

at
 1

,9
dd

-F
S 

(a
nd

 o
th

er
 “

in
ac

tiv
e”

 1
d-

FS
 d

er
iv

at
iv

es
)

bi
nd

 to
 th

e 
di

te
rp

en
e 

si
te

 w
ith

ou
t a

ct
iv

at
in

g 
ca

ta
ly

si
s [

34
,4

0]
. T
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 n

on
-c

om
pe

tit
iv

e 
in

hi
bi

tio
n 

is
 p

ro
ba

bl
y 

du
e

to
 th

e 
sl

ow
 e

xc
ha

ng
e 

of
 F

S 
an

d 
1,

9d
d-

FS
. C

on
ce

nt
ra

tio
n-

re
sp

on
se

 c
ur

ve
s f

or
 th

e 
in

hi
bi

to
ry

 e
ff

ec
ts
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f 1

,9
dd

-
FS
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av

e 
no

t y
et

 b
ee

n 
pe

rf
or

m
ed

. O
nl

y 
a 

fix
ed

 1
,9

-d
d-

FS
 c
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ce

nt
ra

tio
n 
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 1

00
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M
 w
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 st
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ie

d.
 1

,9
dd

-F
S 

is
ve

ry
 li

po
ph

ili
c 
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 th
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 v

er
y 

hi
gh

 c
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ce
nt

ra
tio

ns
 o

f d
im

et
hy

l s
ul

fo
xi

de
 (u

p 
to

 6
%

, v
/v

) h
av

e 
to

 b
e 

us
ed

 in
ex

pe
rim

en
ts

. F
or

tu
na

te
ly

, m
A

C
s e

xp
re

ss
ed

 in
 S

f9
 c

el
ls

 a
nd

 V
C

1:
II

C
2 

ar
e 

ve
ry

 d
im

et
hy

l s
ul

fo
xi

de
-r

es
is

ta
nt

.
In

 fa
ct

, w
e 

re
co

m
m

en
d 

to
 u

se
 h

ig
h 

di
m

et
hy

l s
ul

fo
xi

de
 c

on
ce

nt
ra

tio
ns

 in
 e

xp
er

im
en

ts
 w

ith
 1

,9
dd

-F
S 

in
pa

rti
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r a
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 w

ith
 d

ite
rp

en
es

 in
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en
er

al
 b

ec
au

se
 o

th
er

w
is

e,
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m

pl
et

e 
di

ss
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ut
io
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of

 c
om
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un

ds
 in

tro
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ce
s

su
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ta
nt

ia
l e

xp
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l e
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s. 
Th

e 
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at
er
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ol
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f 1
,9
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-F

S 
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its
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e 
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 c
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po
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d 
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 c
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l s
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. 1

,9
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-F
S 

is
 c

om
m

er
ci

al
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 a
va
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e 
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l.
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C
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C
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C
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.8
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M
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C
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[1
1]

. T
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ff
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t o
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A
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A
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A

C
2 
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e
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tiv
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y 
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l a
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 o
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d

in
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n2+

. B
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.
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re

fe
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 b
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n 

to
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n 
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e 
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, F
S 
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d 
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A
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S 
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m
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 p
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f
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C
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, b
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er
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y.
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f M
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S 
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d 
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A
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e
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 p
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s o

f A
C

1,
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ut
 a

t A
C

5,
 6

A
7D

A
 is
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n-
fo
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 le

ss
 p

ot
en

t t
ha

n 
FS

 [1
1]

. M
os

t
no
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bl

y,
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 th
e 

pr
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en
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 o
f M
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, 6

A
7D

A
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S 
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ts
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y 
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w
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y 
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fe
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A

C
2 
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1]

. T
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 d
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a 
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e 
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e 
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 p
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C
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g 

m
A

C
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 in
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si
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n 

m
A

C
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e 
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r c
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m
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iu
m
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.

C
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m
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ol

iu
m
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50

 v
al

ue
s i

n 
A

C
 a

ss
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 (+
 M

g2+
): 

m
ou

se
 A

C
9:

 ∼
6

μM
; h

um
an

 A
C

9:
 ∼

15
 μ

M
; r

at
 A

C
2,

 ∼
30

 μ
M

; s
ol

ub
le

C
1-

C
2 
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si

on
 p

ro
te
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 fr
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 A

C
9:

 8
 μ

M
 [1

2]
. B
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ds

 to
 a

st
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te
. T

he
 IC

50
 o

f c
al

m
id
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ol
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m
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r
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en
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 b
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 a
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 2

-3
 n

M
[7

1]
.

C
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m
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m

 is
 a
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el

l-k
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w
n 

hi
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ff
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ity

 c
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m
od

ul
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is
t [

71
]. 

H
ow

ev
er

, c
al

m
id
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ol

iu
m
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o
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o 
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he
r p

ro
te

in
s e

xh
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yd

ro
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ob
ic
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te

s, 
i.e

. m
an

y 
ef

fe
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s o
f c
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m
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az

ol
iu

m
 a
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 a
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lly
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lm
od
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-in
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pe
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]. 
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e 
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e 

m
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y 

w
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 c
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m
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A

C
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 b
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 [1
2]

, b
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ot

 d
ep

en
de

nt
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n 
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lm
od
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in

. N
ot

ab
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, a
t a
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ce
nt
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tio

n
of

 ∼
5 
μM

, c
al

m
id

az
ol

iu
m
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ul
at
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 h

um
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 A
C

9 
by

 u
p 
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 ∼
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%

. A
t a

 c
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ce
nt
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tio

n 
of

 ∼
2-

3 
μM

,
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az
ol

iu
m
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ul
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C

9 
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p 
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%

. A
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 c
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tio

n 
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0 
μM

, c
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m
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m
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s
A

C
2 
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n 
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r c
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nt
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tio
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y 
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n 
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 o
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m
A

C
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 so
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r c
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e 
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r b
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. T
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 p
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ul
ia

r (
bi

ph
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 a
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 st
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p)
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n-
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se

 c
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m
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m
 c
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 b
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 d
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is
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fir
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y 
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 sp
ec
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s-
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en

si
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C
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s b
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 b
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c 
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y 
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d 
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A
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A
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C
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f c
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m
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 th

an
 c
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 b

ee
n 
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[7

2]
. H

en
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, t
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t-s
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fic

ity
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 m

A
C
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to
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s o

f c
on

ce
rn

. T
he

 c
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ce
nt
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tio
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t m

A
C
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 c
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de
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bl

y 
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er
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e 
ne

ed
ed

 to
 b

lo
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 c
al

m
od

ul
in
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tio
n 

[7
1]

. C
al

m
id

az
ol

im
is

 c
om

m
er

ci
al

ly
 a

va
ila

bl
e 
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 e

xp
er

im
en
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l t

oo
l. 

C
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m
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ol

iu
m

 m
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 re
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n 
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e 
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llo
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m

A
C

 in
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bi
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r t
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 u
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lo
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d 
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t m
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 e
nc

om
pa

ss
 th

e 
po

or
ly
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ie
d 
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ns

m
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e
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m
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ns
.
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 d
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C
/G

C
 a

ss
ay

 (+
 M

n2+
): 

G
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M
;

sG
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C

-H
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 c
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M
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C

2 
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n 
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1 
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C

1 
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d 
C

2 
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C
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 [5
9]

.
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.
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e 
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 b
y 

w
hi

ch
 ty

rp
ho

st
in

 A
25

 in
hi

bi
ts

 m
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 b

ee
n

de
te

rm
in

ed
 [5

9]
. T
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as

 b
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n 
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d 
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d 
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yd
ro
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 c
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e 
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 [5

9]
. A

n 
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in

g 
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pe
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 o
f [

59
] c

on
ce

rn
s t

he
 fa

ct
 th

at
 th
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 is

, t
o 

ou
r k

no
w

le
dg

e,
 th

e 
on
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 re
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po

rti
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 o
n 
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tio

n 
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ar
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at

e 
G

C
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 c
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ris
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A

C
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e 
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G
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 d
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m

or
e 

in
te
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 c
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e 
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 m
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g 
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ra
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m
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.
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 th

e 
Ta

bl
e,

 re
pr

es
en
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e 
m

A
C

 in
hi

bi
to

rs
 fr

om
 v

ar
io

us
 c

he
m

ic
al

 c
la

ss
es

 a
re

 li
st

ed
. S

tru
ct

ur
es

 a
nd

 p
ha

rm
ac

ol
og

ic
al

 k
ey

 d
at

a 
ar

e 
sh

ow
n,

 a
nd

 sp
ec

ifi
c 

co
m

po
un

d 
pr

op
er

tie
s a

nd
 p

ro
bl

em
s a

re
 d

is
cu

ss
ed

.
Pl

ea
se

, n
ot

e 
th

at
 d

ue
 to

 sp
ac

e 
lim

ita
tio

ns
, t

he
 li

st
 o

f i
nh

ib
ito

rs
 is

 n
ot

 c
om

pr
eh

en
si

ve
. T

hi
s t

ab
le

 fo
cu

se
s o

nl
y 

on
 th

es
e 

in
hi

bi
to

rs
 th

at
 h

av
e 

be
en

 e
xa

m
in

ed
 a

t v
ar

io
us

 A
C

s (
an

d 
G

C
s)

. I
nh

ib
iti

on
 d

at
a 

of
(M

)A
N

T-
 a

nd
 T

N
P-

nu
cl

eo
tid

es
 fo

r V
C

1:
II

C
2 

ar
e 

lis
te

d 
in

 F
ig

. 2
F 

[2
2,

24
,2

8]
. I

t s
ho

ul
d 

be
 n

ot
ed

 th
at

 th
e 

po
te

nc
ie

s o
f m

A
C

 in
hi

bi
to

rs
 d

iff
er

 v
as

tly
 fr

om
 e

ac
h 

ot
he

r. 
Fo

r e
xa

m
pl

e,
 M

A
N

T-
IT

P 
in

hi
bi

ts
 A

C
5

w
ith

 a
 K

i o
f a

 b
ou

t 1
 n

M
, w

he
re

as
 th

e 
“A

C
5-

se
le

ct
iv

e 
in

hi
bi

to
r”

 N
K

Y
80

 in
hi

bi
ts

 A
C

5 
w

ith
 a

n 
IC

50
 o

f a
bo

ut
 1

0 
μM

, i
.e

. t
he

 p
ot

en
cy

 d
iff

er
en

ce
 a

m
ou

nt
s t

o 
ab

ou
t 1

0,
00

0-
fo

ld
. E

ve
n 

th
e 

hi
gh

ly
 p

ot
en

t
M

A
N

T-
IT

P 
ex

hi
bi

ts
 e

ff
ec

ts
 u

nr
el

at
ed

 to
 A

C
5 

[3
0]

, r
en

de
rin

g 
it 

lik
el

y 
th

at
 m

uc
h 

le
ss

 p
ot

en
t m

A
C

 in
hi

bi
to

rs
 su

ch
 a

s N
K

Y
80

 a
nd

 N
B

00
1 

al
so

 e
xh

ib
it 

of
f-

ta
rg

et
 e

ff
ec

ts
. T

he
 p

os
si

bi
lit

y 
of

 o
ff

-ta
rg

et
 e

ff
ec

ts
 o

f
m

A
C

 in
hi

bi
to

rs
 h

as
 n

ot
 y

et
 b

ee
n 

co
m

pr
eh

en
si

ve
ly

 st
ud

ie
d 

an
d 

m
us

t b
e 

ca
re

fu
lly

 e
xa

m
in

ed
 in

 fu
tu

re
 st

ud
ie

s. 
Fo

r c
om

pe
tit

iv
e 

in
hi

bi
to

rs
, K

i v
al

ue
s a

re
 g

iv
en

; f
or

 n
on

-c
om

pe
tit

iv
e 

in
hi

bi
to

rs
, I

C
50

 v
al

ue
s a

re
gi

ve
n.
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