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ABSTRACT: Liver fructose-1,6-bisphosphatase (FBPase) is a key
enzyme in the gluconeogenesis, and its inhibitors are expected to
be novel antidiabetic agents. Herein, a series of new indole and
benzofuran analogues were designed and synthesized to evaluate
the inhibitory activity against FBPase. As a result, the novel FBPase
inhibitors bearing N-acylsulfonamide moiety on the 3-position of
the indole-2-carboxylic acid scaffold (compounds 22f and 22g)
were identified with ICys at the submicromolar levels. Three X-ray
crystal structures of the complexes were solved and revealed the
structural basis for the inhibitory activity. The chemoinformatics
analysis further disclosed the distinct binding features of this class of inhibitors, providing an insight for further modifications to
create structurally distinct FBPase inhibitors with high potency and drug-like properties.
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As reported by International Diabetes Federation (IDF),
approximately 537 million adults (over 81% of adults
with diabetes in low- and middle-income countries) are
suffering from diabetes worldwide, and this number is
estimated to be mounting toward 643 and 784 million by
the year of 2030 and 2045." One main characteristic symptom
of type 2 diabetes is a constant high blood glucose level caused
by excessive hepatic glucose production (HGP).” Patients with
long-term hyperglycemia are more likely to suffer from various
vascular complications,” for instance, retinopathy and cata-
racts,” nephropathy,” and cardiovascular diseases,” etc. Glucose
in human liver derived generally through two pathways:
glycogenolysis and gluconeogenesis (GNG), with GNG being
the primary process for liver to output glucose in the fasting
state where the three-carbon precursors such as pyruvate,
lactate, and glycerol are converted into glucose. For persistent
fasting or starvation, gluconeogenesis contributes to more than
50% glucose production, and this contribution is even more
remarkable in type 2 diabetes mellitus (T2DM) patients.”*
In the GNG process, fructose-1,6-bisphosphatase is a key
rate-limiting enzyme that catalyzes the conversion of fructose-
1,6-bisphosphate into fructose-6-phosphate, where the latter is
further converted into glucose under the catalysis of glucose-6-
phosphate isomerase and glucose-6-phosphatase.”'® Human
liver FBPase has been considered as a potential therapeutic
target for the treatment of T2DM."" In patients and animal
models of type 2 diabetes, the expression levels and activities of
FBPase were upregulated in the liver, indicating the
importance of this enzyme for the elevation of blood
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glucose.""'” FBPase inhibitors have been proven to be effective

on reducing hepatic glucose production and lowering blood
glucose levels in diabetic animal models.'""” In particular, two
FBPase inhibitors, CS-917 and MB07803, the prodrugs of
MBO05032 and MB07729 (Figure 1), have been developed and
entered the clinical trials."*™"” Therefore, the inhibition of
FBPase is a promising strategy for the development of novel
antidiabetic agents.

FBPase is a homotetramer, and every monomer embraces a
substrate (fructose-1,6-bisphosphate) binding site and an AMP
allosteric binding site.'® Besides many structurally diversified
FBPase inhibitors identified by high-throughput screen-
ing,""™*" AMP itself was taken as a lead structure to develop
highly potent FBPase inhibitors including MB05032 and
MBO07729 to mimic its negative regulator role.**** Very
recently, novel covalent inhibitors were developed by targeting
on Cys128, and that revealed a new cryptic allosteric binding
site.”* "> Moreover, a structurally distinct chemotype bearing
N-arylsulfonyl-indole-2-carboxamide scaffold was discovered,
which exploited both the AMP binding pocket and an interface
region between monomers.'””” Specifically, Cpdl118 was
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Figure 1. Chemical structures of several published FBPase inhibitors and structure modifications on the indole-based lead compound.
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“Reagents and conditions: (a) (CH;CO),0, anhydrous pyridine, EA, rt; (b) Br,, HOAc, 45 °C; (c) KOH, H,0, EtOH, 80 °C; (d) (i) NaNO,,
HCJ, H,0, 0 °C, (ii) NaOAc, ethyl-2-oxocyclopentane-carboxylate, 15 °C, (iii) Na,CO;, H,O, reflux; (e) conc H,SO,, EtOH, reflux; (f) p-toluene
sulfonic acid, 110 °C; (g) NaOH, THF, EtOH, and H,0O, rt; (h) CH;B(OH),, Pd(OAc),, tricyclohexylphosphonium tetrafluoroborate,

K;PO,(aq), toluene, 90 °C.

disclosed with the pronounced enzymatic activity and glucose
lowering efficacy in diabetic animal models*® (Figure 1).

7-Nitro-1H-indole-2-carboxylic acids were disclosed in our
continuous efforts to search for novel FBPase inhibitors.””*
Among them, compound A (Figure 1) was identified as a
potent lead structure with low molecular weight. Aiming to
further investigate the structure—activity relationships of
indole-2-carboxylic acid derivatives, variations of the R;, R,,
and R; substituents and heterocycle replacement were
conducted. Herein, we described the synthesis, enzymatic
activities, and structure—activity relationships of these
compounds as FBPase inhibitors. To probe the binding
features of the target molecules, three X-ray cocrystal
structures were solved and the chemoinformatics analysis was
conducted.

The synthesis of 5,7-disubstituted carboxylic diacids (6a—
6i) was illustrated in Schemes 1—3. 7-Nitro and 7-chloro
substituted target compounds were prepared as shown in
Scheme 1. Under the Japp—Klingemann reaction conditions,
2-nitro-4-bromo aniline or 2-chloro-4-bromo aniline reacted
with ethyl 2-oxocyclopentane carboxylate to give rise to
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phenylhydrazones 2a and 2b in 51% and 88% yields,
respectively. Esterification of compounds 2a and 2b afforded
3a (79% yield) and 3b (95% yield), which were converted into
indole intermediates 4a and 4b (30% and 48% yields),
respectively, under the Fischer indole synthesis conditions.”’
Utilizing the Suzuki—Miyaura reaction, the coupling of
compounds 4a and 4b with alkylboronic acids yielded 5-alkyl
substituted derivatives Sa—Se (64—90% yields), which were
hydrolyzed into the carboxylic diacid derivatives 6a—6e (75—
90% yields). Compound 6f was obtained by the hydrolysis of
compound 4b in 99% yield.

As shown in Scheme 2, the target molecule 6g was readily
prepared startin§ from compound 7, which was reported in our
previous work.””*" The reduction of nitro group in compound
7 followed by acetylation and hydrolysis produced compound
6g.

The synthesis of 7-bromo and 7-methyl substituted
compounds (6h and 6i) was outlined in Scheme 3. In this
synthetic route, 4-ethyl aniline as the starting material was
successfully converted into the key 2-bromo-4-ethyl aniline 12
upon acetylation, bromination, and deacetylation. Then, by
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following the same synthetic approach as described in Scheme
1, compound 12 was transformed into the target molecule 6h
smoothly. Compound 6i was achieved by consecutive Suzuki
coupling of compound 15 with methyl boronic acid and
hydrolysis in 55% total yield.

The amide and acyl sulfonamide derivatives 22a—22i were
synthesized in a concise manner as shown in Scheme 4.
Starting from N-acetyl 4-ethyl aniline, nitration and deacety-
lation successfully delivered the key compound 18, which was
transformed into the desired intermediate 20 by the Japp—
Klingemann reaction and Fisher indole synthesis. It is
noteworthy to mention that the Fisher indole cyclization was
achieved in PPA at 80 °C without esterification of the
carboxylic acid group on the 3-position, and therefore this free
carboxylic group could couple with amines or sulfonamides to
afford compounds 21a—21i (34—81% yields), which were
hydrolyzed to give the target compounds 22a—22i.

The benzofuran derivatives were constructed according to
the approach depicted in Scheme 5. In the presence of K,CO;,
the alkylation of substituted phenol 23 with ethyl bromoace-
tate produced compound 24 in 62% yield. Upon treatment
with DBU, compound 24 cyclized into benzofuran derivative
25 with a yield of 52%. Bromination of 3-methyl group on
benzofuran ring using NBS efficiently generated compound 26
(95% yield), which further reacted with diethyl malonate to
afford the key intermediate 27 in 54% yield. Under the
Suzuki—Miyaura reaction conditions, compound 27 coupled
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with ethyl boronic acid to give the desired product 28a and a
debromo byproduct 28b in 17% and 21% yields, respectively.
In the presence of HCl and HOAc, compounds 27, 28a, and
28b were subjected to hydrolysis and decarboxylation to afford
benzofuran target molecules 29a—29¢ with high yields.

All target compounds (6a—6i, 22a—22i, 29a—29c) were
tested for their inhibitory activities against recombinant human
FBPase according to the method in our previous work.””*’
The results were summarized in Tables 1-3. MB05032 and
AMP were used as reference molecules.

As shown in Table 1, the placement of ethyl, propyl, and
cyclopropyl groups on the 5-position of indole ring resulted in
the comparable FBPase inhibitions in either 7-chloro series or
7-nitro series of derivatives, while the incorporation of a
bromine atom led to a marked reduction in potency. These
results suggested that alkyl groups were favorable for this
position, and presumably they were located in a hydrophobic
pocket. Compared with 7-chloro substituted target compounds
(6c—6e), their 7-nitro substituted counterparts (compound A,
6a, and 6b) exhibited more potent inhibitory activity, with ICq,
values ranging from 0.10—0.47 uM. It was indicated that 7-
substituents on the indole scaffold play an important role in
the binding with FBPase. Therefore, further variations were
accomplished on the 7-position as shown in Table 2. When an
acetylamino or a methyl moiety was utilized as substitutes for
the nitro or chloro group, the inhibitory activity of compounds
6g and 6i was completely lost. Compound 6h with a bromine

https://doi.org/10.1021/acsmedchemlett.1c00613
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atom also showed weak inhibition as well. Taken together, the
nitro group was the most favorable fragment on the 7-position,
presumably due to its electron-withdrawing ability and/or the
capability of acting as an H-bond acceptor.

Generally recognized, molecules with more than two
carboxylic acid groups might bring about poor permeability.
In our previous work, we found that 2-carboxylic acid was
critical for the binding affinity by mimicking the phosphate
group of AMP and the carboxylic group on the side chain
extended into a solvent exposure region. Therefore, we
tentatively replaced this carboxylic group with a bioisosteric
group, and a number of amides and acyl sulfonamides were
prepared. As shown in Table 3, all of the compounds exhibited
inhibitory activities with IC, values ranging from 0.50 to 5.94
uM. In comparison with amide analogues (22a—22b), the acyl
sulfonamide derivatives (22c—22i) had stronger inhibition
against FBPase, and among which, benzenesulfonamide and
thiophene sulfonamide derivatives were the most potent
inhibitors (22f and 22g), with IC, values of 0.66 and 0.50
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UM, respectively. These results suggested that acyl sulfonamide
derivatives could serve as novel FBPase inhibitors.

Three benzofuran derivatives (29a—29c, Scheme 5) were
also constructed by keeping the characteristic groups on the 2-,
3-, and 7-positions of the scaffold. Interestingly, all three
compounds, bearing a hydrogen atom, a bromine atom, or an
ethyl group on the 5-position, had no inhibitory effects at all,
suggesting that the NH group on the indole ring made a
critical interaction with FBPase.

Collectively, the 7-nitro group and the indole NH moiety
were vital for the binding affinity, probably constructing critical
H-bond interactions with the key amino acids. An alkyl
substituent on the S-position was beneficial to the inhibition.
The acyl sulfonamide fragment was a favorable isostere for the
carboxylic group on the side chain, offering a new opportunity
to discover potent and drug-like FBPase inhibitors.

To reveal the binding behavior of indole-2-carboxylic acid
derivatives, we cocrystallized small molecules with FBPase,

https://doi.org/10.1021/acsmedchemlett.1c00613
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Table 1. Chemical Structures and Inhibitory Activities
against FBPase of Compounds 6a—6f"

COOH
Rz N OH
N O
H
Rs
compd R, R, ICyo (uM)

compd A ethyl NO, 0.10
6a propyl NO, 0.42 + 0.9
6b cyclopropyl NO, 047 £ 0.5
6¢ ethyl Cl 1.90 = 0.2
6d propyl Cl 1.30 + 1.4
6e cyclopropyl Cl 1.40 £ 03
6f bromo Cl 36.4%"

“AMP and MB05032 were used as reference molecules. ICy, for AMP
was 3.3 + 0.1 uM. ICy, for MB05032 was 0.044 + 0.012 uM. “The
percentage inhibition at the concentration of 10 uM of tested
compounds.

Table 2. Chemical Structures and Inhibitory Activities
against FBPase of Compounds 6d—6i”

COOH

\ OH

N @]

H

R3
compd Ry ICyo (uM)

compd A NO, 0.10
6c cl 1.30
6g CH,CONH ~7.3%"
6h Br 44.4%"
6i CH, 8.2%"

“AMP and MB05032 were used as reference molecules. IC, for AMP
was 3.3 # 0.1 yuM. ICqy for MB0S032 was 0.044 + 0.012 uM. *The
percentage inhibition at the concentration of 10 uM of tested
compounds.

obtaining three FBPase-inhibitor complexes, including *14b*°
(Figure 1), 6¢ (this work), and 22f (this work).

In general, the newly solved FBPase structures presented as
a homotetramer, and one subunit bound to one inhibitor in the
AMP allosteric site and one fructose-1,6-bisphosphate in the
substrate site (Figure 2). Three inhibitors were oriented with a
similar binding pose (Figure 3a,c,e,g). The indole scaffold was
situated in the purine pocket and interacted with Glu20, Ala24,
and Leu30 wvia hydrophobic interactions. The 2-COOH
constructed the extensive hydrogen bond interactions with
Thr27, Gly28, and Thr31 via partly mimicking the phosphate
group of AMP and contributed significantly to the binding
affinity. The indole NH formed an H-bond with the side chain
OH group of Thr31, and this H-bond is critical as well, as the
corresponding benzofuran analogue lost activity completely. In
addition, the 7-NO, was able to form a hydrogen bond with
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Figure 2. Overviews and the ligand close-views of solved FBPase
crystal structures: (a) *14b (PDB 7EZP), (b) 6c (PDB 7EZF), (c)
22f (PDB 7EZR). The 2Fo—Fc electron density maps were contoured
at lo.

Thr31, while the 7-Cl was trapped in a hydrophobic cavity
lined with Vall7, Leu30, Leu34, and Metl77. This result
further supported that incorporation of an H-bond acceptor on
the 7-position would be desirable for enhancing the binding
affinity, and this was consistent with the SAR results. The S-
alkyl fragments interacted with Metl77 and Cysl79 via
hydrophobic interactions, and that was an additional binding
feature for this class of inhibitors. Of note, as observed from
Figure 3b,d,f, the bound same inhibitors in four monomers
were overlapped, and their detailed binding orientations of 3-
substituents were somewhat different, although these side
chains extended into the similar solvent exposure region. The
side chains built up interactions with Lys112, Tyr113, and/or
Argl140 to simulate the ribose moiety of AMP. We speculated
that this phenomenon was the result of flexibility of both 3-
subsituents and the side chain of Lys112, Tyr113, and Argl140.
In addition, the acyl sulfonamide side chain preferred to
interact with Lys112, Tyr113, and Argl40 via the cation—7 or
H-bond interactions, providing the structural basis for its
application to replace the ribose or the acidic moiety to
improve the drug-like property.
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Figure 3. Detailed noncovalent interactions of receptor—ligand and binding pose comparison: (a) *14b; (b) 3-position side chain of *14b; (c) 6c;
(d) 3-position side chain of 6c; (e) 22f; (f) 3-position side chain of 22f. (a—f) Marine for chain A, orange for chain B, firebrick for chain C, deep
teal for chain D, green dash for hydrogen bond, magentas dash for hydrophobic interaction, blue dash for water hydrogen bond, and olive dash for
salt bridge. (g) The superimposition of PDB: firebrick for AMP (PDB 1FTA, chain A), deep teal for *14b (PDB 7EZP, chain A), orange for 6¢
(PDB 7EZF, chain B), and marine for 22f (PDB 7EZR, chain A). The images were generated with PyMol-open-source.

To further compare the binding mode profiles, PLEC
interaction fingerprint’’ and Tanimoto factor were applied to
generate similarities for the solved protein complexes in this
work and those from PDB database, and all small molecules
harbored in PDB were targeting AMP allosteric site.

In general, the binding modes of all PDB structures are
approximately classified into two clusters (Figure 4), namely,
cluster 1 containing PDB from 2VTS to 2FIE, and cluster 2
including PDB from 7EZP (*14b) to 3A29. Notably, the
ligands (SI, Figure S-1a) in cluster 1 bind to part of AMP
allosteric site and the interface between two subunits; in
contrast, the ligands (SI, Figure S-1b) in cluster 2 only occupy
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the AMP allosteric site. Obviously, the binding modes in
cluster 1 are markedly different from those in cluster 2,
suggesting that capitalizing on different binding subpockets is
an efficient approach to generate structurally diversified
inhibitors with distinct binding modes.

Compounds *14b, 22f, and 6c were all bound to AMP
allosteric site and belong to cluster 2 (Figure 4; SI, Figure S-
1b). Interestingly, the detailed binding features of compound
6c¢ are somewhat different from those of compounds *14b and
22f, even though they are in the same cluster. Compound 6¢
with a 7-chloro atom could form hydrophobic interactions with
Vall7 and Metl77 and presents more similar binding
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Figure 4. Clustered heatmap of crystal structures from this work and Protein Data Bank.

Table 3. Chemical Structures and Inhibitory Activities
against FBPase of Compounds 22a—22i"

R1O

A OH

N O

H

NO,
Compd Ri ICso (uM) Compd Ri 1Cso (M)
22a NH: 3.04+0.4 22f HN— 0.50+0.2
)y

22b CH3NH 5.94+0.5 22g PhSO.NH 0.66+0.4
22¢ CH3SONH  1.95+0.7 22h 4-OCH3PhSO:NH  1.10+0.6
22d i-PrSO.NH  0.92+0.3 22i 3-CIPhSO.NH 1.86
22e %OQNO*E 1.31£1.0  Compd A 0.10

“AMP and MB05032 were used as reference molecules. IC, for AMP
was 3.3 + 0.1 uM. IC;, for MB05032 was 0.044 + 0.012 uM.

interactions to the tricyclic inhibitors (3KCO, 3KC1, 3KBZ,
3A29).””** Nonetheless, compounds *14b and 22f with a 7-
NO, group tend to interact via hydrogen bonds. Of note,
compared with that of AMP, more hydrophobic interactions
were involved in the binding of these three inhibitors due to
the fact that the S-alkyl groups on the indole ring are able to
create interactions with Metl77 and Cys179. These results
provide some insights for the discovering of nonphosphate-
based inhibitors with high potency and drug-like properties by
fully taking advantage of the AMP binding pocket.

Overall, two remarkably distinct binding modes were
identified for the known FBPase inhibitors according to the
PLEC interaction fingerprint, and they exploited different
binding subpockets and represented two distinctive pharma-
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cophores. The indole-2-carboxylic acid derivatives showed
significantly dissimilar binding behavior to the dual-site
inhibitors (cluster 1) and resembled the AMP in the binding
mode (cluster 2). The variation on the indole-2-carboxylic acid
scaffold to rationally explore the AMP pocket could lead to
promising FBPase inhibitors.

In summary, on the basis of compound A and the known
SAR of the indole-based FBPase inhibitors, a series of new
indole analogues and benzofuran derivatives were synthesized
and evaluated against FBPase. The SAR results demonstrated
that the incorporation of an H-bond acceptor on the 7-position
and an alkyl group on the 5-postion of the indole ring would
benefit the inhibition. The bioisosteric replacement of
carboxylic acid moiety on the 3-position with N-acyl
sulfonamide group achieved new FBPase inhibitors with ICs,
values at the submicromolar levels. Three FBPase complex
structures provided informative evidence for the SAR results.
Two key interactions could be recognized: the hydrogen bonds
formed by the indole NH, 2-COOH, and 7-NO, group, and
the hydrophobic interactions of the indole ring and S-alkyl
substituent. The N-acyl sulfonamide side chain extended into a
solvent exposure region, and that could be used to improve the
drug-like properties. Furthermore, the chemoinformatics
analysis by using PLEC further outlined the binding modes
and features of the known FBPase inhibitors. Altogether, this
work provided new chemical template and structural insights
for developing diversified FBPase inhibitors with improved
potency and drug-like properties.
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