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In the present manuscript, we describe how we successfully used ligand-based virtual screening (LBVS) to
identify two small-molecule, drug-like hit classes with excellent ADMET profiles against the difficult to
address microbial enzyme 1-deoxy-p-xylulose-5-phosphate synthase (DXPS). In the fight against
antimicrobial resistance (AMR), it has become increasingly important to address novel targets such as
DXPS, the first enzyme of the 2-C-methyl-p-erythritol-4-phosphate (MEP) pathway, which affords the
universal isoprenoid precursors. This pathway is absent in humans but essential for pathogens such as
Mycobacterium tuberculosis, making it a rich source of drug targets for the development of novel anti-
infectives. Standard computer-aided drug-design tools, frequently applied in other areas of drug
development, often fail for targets with large, hydrophilic binding sites such as DXPS. Therefore, we
introduce the concept of pseudo-inhibitors, combining the benefits of pseudo-ligands (defining
a pharmacophore) and pseudo-receptors (defining anchor points in the binding site), for providing the
basis to perform a LBVS against M. tuberculosis DXPS. Starting from a diverse set of reference ligands
showing weak inhibition of the orthologue from Deinococcus radiodurans DXPS, we identified three
structurally unrelated classes with promising in vitro (against M. tuberculosis DXPS) and whole-cell
activity including extensively drug-resistant strains of M. tuberculosis. The hits were validated to be
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Introduction

The discovery of novel antibiotics with unprecedented mode of
action is increasingly important due to the fast development of
antimicrobial resistance (AMR), but it has been notoriously
difficult to expand the pool of targets and active compounds in
the past decades.! Conventional methods such as screening of
natural-product libraries and their optimization have resulted
in most of the antibiotics on the market today, but to keep up
with AMR, new techniques need to be employed.>® Standard
tools for oral drug discovery against eukaryotic targets, like
computer-aided drug design (CADD) and screening of combi-
natorial libraries, are mostly ineffective for the development of
anti-infective drugs.*®* Compound libraries often follow Lip-
inski's “rule-of-5” (Ro5) but since antibiotic targets tend to have
large, hydrophilic binding sites, these libraries rarely result in
new hits.®” Although great efforts have been made to expand the
limits of the Ro5, a lot still needs to be done to improve and
adjust known tools to facilitate fast and effective discovery and
development of drug-like antibiotics.®™*

The 2-C-methyl-p-erythritol-4-phosphate (MEP) pathway is
essential for the biosynthesis of the universal isoprenoid
precursors isopentenyl diphosphate (IDP) and dimethylallyl
diphosphate (DMADP) in many important pathogens, including
Plasmodium falciparum, Haemophilus influenzae, Mycobacterium
tuberculosis and Escherichia coli but its absence in humans
makes it a source of validated anti-infective targets.”*'¢ The
pathway is composed of seven enzymes, with most of the
substrates and cofactors being phosphorylated and involved in
metal interactions. This makes all MEP enzymes challenging
drug targets due to a lack of hydrophobic anchor points (APs) in
these pockets.”” Hydrophobic inhibitors being in compliance
with the Ro5 are less likely to gain sufficient binding affinity to
outcompete the tight-binding, natural binders while retaining
their drug-like properties. In consequence, it is not surprising
that up to date, though there is an increasing number of (co)
crystal structures of MEP pathway enzymes, only a few prom-
ising inhibitor scaffolds were found with in vitro and cell-based
anti-infective activity against MEP pathway-utilizing pathogens
(Fig. 1A).***¢ Butylacetylphosphonate (BAP), ketoclomazone and
fosmidomycin are hydrophilic small molecules beyond the Ro5
that mimic the tight-binding nature of substrates or cofac-
tors.”®?¢ 1R,3S-MMV008138, BITZ and TZLP are drug-like
molecules based on their physicochemical properties.'>*>°
BITZ (possibly also TZLP) does not function through typical
lock-key interaction, but covalently inhibits the target enzyme
by reaction with a cysteine in the active site. Most of the
inhibitors are in hit or early lead stage development except
fosmidomycin, which is in phase II clinical trials to treat
uncomplicated malaria.** These outcomes are not meeting the
high expectations that were raised upon the discovery of the
MEP pathway in the 1990s. Here, antibiotic development
appears to be trapped in a limited system, where the discovery
of novel hits/leads depends too heavily on direct screening,
while rational methods, such as computational approaches are
underrepresented. Although the MEP pathway enzymes are
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considered encouraging targets to obtain novel anti-infectives
to fight against drug-resistant tuberculosis, no hits/leads have
been verified against M. tuberculosis yet.**** Therefore, our main
goal is to develop novel antitubercular agents targeting the MEP
pathway, via virtual screening (VS) guided by rational drug-
design principles and demonstrate that it is possible to use
these methods successfully in antibiotic research.*

The first enzyme in the MEP pathway is 1-deoxy-p-xylulose-5-
phosphate synthase (DXPS), which catalyzes the thiamine
diphosphate (ThDP)-dependent decarboxylation of pyruvate
(PYR) and addition of p-glyceraldehyde 3-phosphate (p-GAP) to
afford 1-deoxy-p-xylulose-5-phosphate (DXP).**** Unlike other
ThDP-dependent enzymes, DXPS catalyzes a random sequential
mechanism, requiring ternary complex formation en route to
DXP. This mechanism has been investigated thoroughly for
Deinococcus radiodurans (Dr)DXPS and E. coli (Ec)DXPS and
inhibition of M. tuberculosis (Mt)DXPS by BAP, targeting the
large active site of DXPS, suggests that MtDXPS shares these
mechanistic characteristics.>»**** The tight-binding nature of
ThDP, the highly hydrophilic metal ion-containing binding
sites, the complex mechanism and the uncertainty of substrate
binding throughout the reaction mechanism are challenging
features and reasons why the standard structure-based VS
(SBVS) algorithms have been less reliable on DXPS.?*3*

The prerequisite for a conventional ligand-based virtual
screening (LBVS) campaign is to have at least one bioactive
reference against the target, but since no known hydrophobic,
small-molecule inhibitors against MtDXPS were available to
directly initialize the LBVS, we chose a few weak drug-like
inhibitors against the structurally similar DrDXPS instead.?”*

For the first time in literature, we took advantage of
structure-based modeling and ligand-based alignment by
combining the concepts of pseudo-receptor and pseudo-
ligands, and defined the new term “pseudo-inhibitor”
(Fig. 1B).***> A pseudo-receptor is built based on true inhibitors
against the target enzyme, where the APs come from homology
modeling or 3D-quantitative structure-activity relationships
(QSARs) and the real receptor structure is not known. In
contrast, pseudo-ligands are virtual inhibitors that have never
been tested as inhibitors of a target, and are adducts of phar-
macophores proposed based on the (co)crystal structure of the
target enzyme. In both cases, knowledge gaps are overcome by
computational analyses of the known entities, either active
ligands or known crystal structures. For both pseudo-receptor-
and pseudo-ligand-based methods, pharmacophore mapping
and validation are necessary to assure the accuracy. Our
proposed concept of pseudo-inhibitors is combining both
methods. As a starting point, compounds that are not active on
the target, but are true inhibitors of a structurally close homo-
logue or orthologue of the target, are used to identify the key
APs and pharmacophores. Then, if the APs are conserved
between the homologue and the target of interest, we assume
the pseudo-inhibitors bear the same interaction on both
proteins and work as a guideline for LBVS to help us find true
inhibitors against the target with the proposed interaction. We
propose that this method is especially powerful, if the pseudo-
inhibitors have a unique mode of inhibition (MOI), like
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Fig. 1

(A) Representative inhibitors of the 2-C-methyl-p-erythritol-4-phosphate pathway showing promising on-target and cell-based activity

against certain relevant pathogens. MIC = minimum inhibitory concentration, ECsg = half maximal effective concentration, NADPH = nico-
tinamide adenine dinucleotide phosphate, CTP = cytidine triphosphate, HTS = high-throughput screening. (B) The concept of pseudo-inhib-
itors, i.e., the combination of pseudo-receptor modeling and pseudo-ligands. Created with https://BioRender.com.

targeting the catalytic or allosteric center that is conserved
among homologues.

Results and discussion
Selection of pseudo-inhibitors

We defined three structurally diverse pseudo-inhibitors: dea-
zathiamine (DZT) and fragments 1 and 2. DZT (Fig. 2A) was
derived from ThDP by removing the ylide functionality and the
diphosphate group. It is a weak inhibitor of DrDXPS, but is not

10688 | Chem. Sci., 2022, 13, 10686-10698

active against the target enzyme M¢DXPS.*” Despite the high
structural similarity compared to ThDP, DZT shows a unique
MOI on DrDXPS by being competitive with ThDP, PYR and p-
GAP (Fig. 2B). Docking studies suggest that while the amino-
pyrimidine and thiophene rings are likely to occupy the same
pocket as ThDP (Fig. 2C), the hydroxyl group of DZT, whose
linker is too short to reach the diphosphate anchors of ThDP, is
free to move. In the top-ranked docking poses of DZT, the
hydroxyl group forms a hydrogen bond with His304 (Fig. 2A). It
has been reported that His304 is essential in substrate

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 (A) Top-ranked docking pose of deazathiamine (DZT) with

crystal structure of DrDXPS (PDBID: 201X).3® ApoDrDXPS was
prepared by directly removing the cocrystalized ThDP, and docking
was performed in presence of Mg?* (same for the other docking
operations in this paper). (B) Mode-of-inhibition study of DZT against
DrDXPS and dose-response curves of DZT against MtDXPS and
H304A mutant. [a] To make the comparison more convenient, we
also present the value of [S]/Km, as (x K.). [b] The assay condition of
DrDXPS (H304A) are the lowest working concentrations of ThDP,
PYR and p-GAP for the mutant, to maximize the chance of observing
inhibition of the inhibitors. Color code: reference condition: purple;
varying [ThDP]: green; varying [PYRI]: blue; varying [o-GAPI: red. (C)
Pharmacophore view of ThDP and DZT. Color code: C-skeleton:
DZT: light blue; ThDP: magenta; His304 (DrDXPS): gray; His296
(MtDXPS): brown. Surface: hydrophobic site: green; hydrophilic site:
red. (D) Kinetic characterization of DrDXPS (WT), DrDXPS (H304A)
and MtDXPS (see curves in Fig. S17). (E) Top-ranked docking pose of
compound 1 with DrDXPS with His304 interaction. (F) Top-ranked
docking pose of compound 2 with DrDXPS with H304 interaction. All
the docking studies in this paper were performed with the software
LeadIT;** Fig. 2C was generated with MOE;** Fig. 2A, E and F were
generated with Poseview.4®
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recognition, so we performed site-directed mutagenesis (SDM)
to confirm the AP of DZT by mutation of His304 to alanine.®
The H304A mutant of DrDXPS shows significant attenuation of
Michaelis-Menten constants (K,) of ThDP, PYR and p-GAP,
indicating that His304 plays a vital role in both cofactor binding
and substrate recognition (Fig. 2D and S1f). When tested
against the H304A mutant, DZT completely lost its activity
(Fig. 2B), suggesting the interaction with H304 is necessary to
correctly orient the aromatic pharmacophores into the hydro-
phobic pocket. Therefore, by directly targeting His304, DZT was
validated as a promising prototype of a drug-like inhibitor
against DXPS. Superimposing DrDXPS (PDB code: 201X) with
the validated homology model of MtDXPS, reveals His296 as the
analogous residue to His304 on DrDXPS, supporting the struc-
tural basis and confirming the feasibility of the pseudo-
inhibitor model (Fig. 2C).***® To enhance the structural diver-
sity of our initial ligands for LBVS, we also included pseudo-
inhibitors 1 and 2 as ligands, which are weak inhibitors
against DrDXPS developed by de novo fragment-based drug
design (FBDD) and are predicted to bind to His304 in docking
experiments (Fig. 2E and F).*’

LBVS

Starting from the pseudo-inhibitors DZT, 1 and 2, we performed
three rounds of LBVS against MtDXPS (Fig. 3A and B). First, the
3D structures of the reference ligands were generated with
CORINA.” To focus on drug-like molecules and to save
computer power, we restricted our search to ~800 000
compounds from the Princeton catalogue. To calculate the
structure similarity of the screening compounds, two LBVS
algorithms were used. The atom-category extended Ligand
Overlap Score (xLOS) is a 3D-shape and -pharmacophore
matching algorithm, which is uniquely suited for scaffold
hopping and has been successfully employed in hit
discovery.**° xLOS was extensively used in the first round of
LBVS, to search for inhibitors against M¢DXPS “from scratch”.
As soon as the reference inhibitor showed a moderate potency
against M¢DXPS in the second and third round of LBVS, we
implemented a topological shape and pharmacophore finger-
print algorithm called extended atom pair FingerPrint (XfP).*”
This method was developed to overcome the computational
demand associated with precise 3D-shape screening of large
databases and it was shown to correlate well with various
representations of molecular shape extracted from 3D struc-
tures. Of note, the combination of xLOS and XfP in the second
round of LBVS led to the highest hit rate.

Then, we carefully analyzed the virtual ligands on the basis
of clustering, visual inspection, modeling and docking. We
considered scaffold diversity as the most important factor
during the first round of LBVS, as the pseudo-inhibitors are not
active against MtDXPS. To boost the chance of hitting the target,
we wanted to cover as many scaffolds as possible (Table S17).
Later, when we performed the second and third round of LBVS
from true inhibitors against M¢DXPS using the XfP algorithm,
the resulting virtual ligands were less structurally diverse
(Tables S2 and S3t). Although the His304 interaction was not

Chem. Sci., 2022, 13, 10686-10698 | 10689
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mandatory in any of the LBVS rounds, all key candidates
showed it in the top-ranked docking pose, indicating hits with
such MOI were “enriched” via LBVS (Fig. 3B; see PoseView in
Fig. S2t). Commercial availability was a crucial factor for the
first round of LBVS to get rapid feedback without any synthetic
work. In subsequent iterations of LBVS, commercial availability
was no longer a limitation as we initiated the synthesis of
derivatives of the hits.

After purchasing and chemical characterization, the candi-
dates were submitted for biochemical evaluation using
a coupled spectrophotometric enzyme activity assay in dupli-
cate (Fig. 3C).*” When the ICs, values of the hits were greater
than 50 uM, they would become the starting points for the next
round of LBVS. For ICs, values smaller than 50 pM, they were
first tested to exclude Pan-Assay Interference Compounds
(PAINS).*

We purchased 67, 37 and 16 compounds for the first, second
and third LBVS rounds, respectively, adding up to a total
number of 120, with a hit rate of 28% well above the average hit
rate of 13% for conventional VS campaigns (Fig. 3D).*> Even for
the first round of LBVS, starting from pseudo-ligands, the hit
rate was 21%, demonstrating the power of the xLOS algorithm
in identifying novel hit scaffolds. In addition, most of the LBVS
candidates were small, hydrophobic and drug-like molecules,
with a mean value of 286 Da overall and 304 Da for hits (Fig.-
S3At), and a cLogP of 2.78 overall and 3.23 for hits (Fig. S3BY),
demonstrating the feasibility and efficiency of standard CADD
tools in antibiotic drug discovery.

The best hits of each LBVS round are presented in Fig. 3B.
The first round of LBVS led to moderate inhibitors of MtDXPS
(hits 3-6, 11 and 12). All six hits served as a reference for the
second round of LBVS providing hits 7-9. As there was a rich
source of derivatives of 8 available, we performed the third
round of LBVS starting from 8 and achieved hit 10. We did not
further screen based on 7 and 9 because they already have
promising activity. Compounds 6 and 12 were discontinued
because they could not be improved in the next round of
screening and compound 11 is a reactive false positive as it also
inhibits several other related or unrelated enzymes. Its inhibi-
tion could be significantly attenuated by increasing the dithio-
threitol (DTT) concentration (Fig. S4A and S4B+t).>* In summary,
DZT failed to afford validated hits, indicating the importance of
including diverse reference structures at the beginning. The
most promising hits 7, 9 and 10, derived from compounds 1 and
2, were evaluated with dynamic light scattering (DLS), DTT
dependency and in centrifugation experiments to exclude the
possibilities of aggregation, reactive false positives and co-
precipitation, respectively (Fig. S5A-Ct).**** In summary, our
iterative LBVS campaign afforded indole 7, oxime 9 and ami-
nothiazole 10 as final hits, representing three structurally
diverse, drug-like scaffolds, with promising in vitro activity
against M¢tDXPS.

Characterization of compounds 7, 9 and 10 against MtDXPS

The time-dependent progress curves indicate that the final hits
7, 9 and 10 inhibit MtDXPS in a slow-binding manner, with an

© 2022 The Author(s). Published by the Royal Society of Chemistry
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equilibration time of ~100 s (Fig. 4A). Increasing DXPS
concentration leads to a drop of inhibitory potency of 7, 9 and
10, which points to a tight-binding pattern (Fig. 4B). In addi-
tion, MOI studies show that compound 7 is competitive with
ThDP and p-GAP, but non-competitive with PYR (Fig. 4C); while
compounds 9 and 10 were competitive with ThDP and both
substrates (Fig. 4D and E). As the conventional Cheng-Prusoff
model is not suitable to characterize slow, tight-binding
inhibitors, we implemented a tight-binding Morrison model
based on the random sequential mechanism of DXPS.**¢ Slow,
tight-binding inhibition is most commonly attributed to one of
two binding models: (1) one-step binding: £ + I =E-I or (2) two-
step binding: E + I = E-I = E*-I. The hyperbolic plot of the
apparent catalytic constant ks against the inhibitor concen-
trations suggests the two-step Morrison model is appropriate
(Fig. S6t). By fitting the dose-dependent curves into the Morri-
son model with the software Dynafit as done in the past, we
determined the Morrison constants (K;*) of 7, 9 and 10 to be
1.29 uM, 0.271 pM and 0.212 pM, respectively.’”> Direct
measurement of dissociation constants (Kp) with microscale
thermophoresis (MST) further validated the accuracy of the
Morrison model, with Ky, for 7, 9 and 10 to be 1.370 uM, 0.221
UM and 0.206 pM, respectively (Fig. 4F and S77). Inspiringly,
compounds 9 and 10 were the first drug-like inhibitors with
sub-micromolar inhibition potency against any DXPS homo-
logue. In contrast, other potent DXPS inhibitors are not cell-
permeable and need a prodrug approach to enter cells.® The
final hits also revealed promising selectivity by being inactive
against the ThDP-dependent mammalian pyruvate dehydroge-
nase (PDH) (Fig. S81).

Pharmacophore validation on DrDXPS

As MtDXPS was 15-fold less active (Fig. 2E) and more unstable
than DrDXPS, performing an SDM study directly on M¢DXPS was
challenging. However, the success of pseudo-inhibitor-based
LBVS and the weak activity against DrDXPS suggest that
DrDXPS is a suitable model for MtDXPS for the pharmacophore
validation on DrDXPS.

For this, we used our previously created His304 mutant, in
which His304 is replaced by an alanine. Based on the docking
results (Fig. 5A-D), all compounds interact with His304 and
should therefore, not be able to inhibit the mutant. This
hypothesis was confirmed for compounds 9 and 10 that are
both inactive (Fig. 5F and G), but compound 7 (Fig. 5E) retained
some activity. A closer look at the docking pose of compound 7
explains this phenomenon as the hydroxyl group of 7 also
interacts with His82, which has been shown to be involved in
catalysis in the wild type and without His304 present, might
take over this role in the mutant.*®

Pharmacophore validation on MtDXPS

Pharmacophore validation on MtDXPS was mainly based on the
analysis of structure-activity relationships (SARs). We designed
and synthesized a series of derivatives of compounds 7 and 9
according to docking results and the Topliss scheme, as there
were no commercially available derivatives of the two hits.** For
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Fig. 4

(A) Time-dependent progress curves of the final hits. Conditions can be found in ESI Methods 3.2.7.1 (B) Dose—response curves of the final

hits by varying MtDXPS concentration. (C), (D) and (E) Mode-of-inhibition study and determination of K* of compounds 7, 9 and 10, respectively.
Color code: reference condition: purple; varying [ThDP]: green; varying [PYR]: blue; varying [o-GAP]: red. (B)—(E) The reaction velocity was
measured after 200 s, when the slow-onset phase was considered complete. (F) Determination of Ky of the final hits with microscale ther-
mophoresis (MST) (binding curves). Curve shape is dependent on molecular movement during measurement and has no influence on Kp

determination.

compound 10, SARs were derived from the third round of LBVS.
Their inhibitory activities were calculated as K;* against M¢tDXPS
(Table 1A-C and S9A-C¥). We focused on three moieties: R°, the
key pharmacophore that interacts with His304 (His296 in
MtDXPS) and positions the inhibitor in the right orientation, i.e.
the hydroxyl group of compound 7, the oxime group of
compound 9, and the nitrogen atom of the thiazolyl ring of
compound 10; ring 1, the methylene- or imino-linked aromatic
groups that grow into the hydrophobic pocket lined by
phenylalanine and histidine residues, possibly contributing to

10692 | Chem. Sci., 2022, 13, 10686-10698

-7 or halogen—m interactions; ring 2, the aromatic rings that
flip towards the opening of the diphosphate binding pocket
(Fig. 5D). The results indicate that R° is an essential anchor for
all derivatives, but inhibition can be lost if ring 1 is not electron-
deficient. Compounds 15, 16 and 22 still contain a hydroxyl or
oxime group, but R" is not sufficiently electron-withdrawing and
activity is lost. If R? is replaced with a different group, as in
derivatives 13, 14 and 20, activity is lost as well, but the oxime
hydroxyl group can be replaced with an amino group
(compound 21) and activity is partially retained. Modifications

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig. 5 (A) (B) (C) Poseview of compounds 7, 9 and 10. (D) Superimposed docked pose of the final hits into DrDXPS with pharmacophore view.
Color code: C skeleton: 7: magenta; 9: light blue; 10: green; His304 (DrDXPS): gray; His296 (MtDXPS): brown. Surface: hydrophobic site: green;
hydrophilic site: red. (E), (F) and (G) Mode-of-inhibition and site-directed mutagenesis studies of the final hits against DrDXPS. Fig. 5D was
generated with MOE;** Fig. 5A—C were generated with Poseview.*¢

on ring 2 lead to a moderate increase or decrease of activity. predicted and that strategic planning can reduce the synthetic
Compounds 17 and 25 are more active than their parent effort significantly while still giving important insights into the
molecules 7 and 9 due to different substituents on ring 2. SAR.

Derivatives of compound 10 showed the same trends. Ring 1 has

to be electron-deficient, otherwise activity is lost (compound

26), while different R* groups are tolerated in most cases. For Intracellular target validation, cell-based antitubercular

the aminothiazole class, no improved hit could be found, but activity and ADMET study

the parent compound 10 is a potent inhibitor already. We could e high biosafety level and slow growth of M. tuberculosis

0 . . .
demonstrate that R is essential for binding to MDXPS as  graing complicate target-validation studies. Therefore, we used
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Table1 (A), (B) and (C) K;* and structures of the derivatives of the final
hits
A
0
R Z N N g
| 1R
\2/
R2
Rl
Cmpd no. R’ meta  para R? Ki* (uM)
7 -CH,0OH -Cl -Cl — 1.3 £ 0.2
13 -CHO -Cl -Cl — >10
14 -CH,0CH; -Cl -Cl — >5
15 -CH,OH -Cl -H — >10
16 -CH,OH -H -cl — 5.5 + 0.6
17 -CH,OH -Cl -Cl 5-F 0.4 + 0.06
18 -CH,0OH -Cl -Cl 6-CN 1.7 £0.3
19 -CH,0H —cl -l 7-0CH, 1.4+ 0.3
B
RZ
Cmpdno. R° R' ortho  para Ki* (UM)
9 -OH 4-Cl -OH -OH 0.3 £ 0.02
20 -OCH;  4-Cl -OH -OH >10
21 -NH,, 4-Cl -OH -OH 0.4 £ 0.05
22 -OH 4-OCHj; -OH -OH >10
23 -OH 4-Cl -H -H 1.1 £ 0.2
24 -OH 4-Cl -OH -OCH; 0.5 + 0.1
25 -OH 4-Cl -OH -NH,, 0.1 £ 0.03
C
H (R%)
X N N
X Y
R 1 fRZ Ring 2
u\)/ S/ (Ring 2)
Cmpd no. X R' R® Ki* (uM)
10 -CH 4-CF; 5\@ 0.2 + 0.02
S
NH,
N
S
NH,
27 -CH 2-CF; }2\ N 0.3 + 0.02
N
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Table 1 (Contd.)
C
« H (R%)
X YN
R’ 1 R2 (Ring 2
'\/\r sf (Ring 2)
Cmpd no. X R! R’ Ki* (uM)
28 -CH 3-CF. }2\ N 0.4 + 0.06
3 S/lk
NH,
OH
29 -CH 3-CF; \{Q 0.5 + 0.04
OH
30 -N 4-Cl 5\%\ N 0.3 +0.1
s
NH,
31 -N 4-Cl KL%\ ,N >10
S/'I\

E. coli (BL21(DE3)) as a model strain for target validation, as our
hits are also active on E. coli (Ec)DXPS (Fig. S107). To check if E.
coli is suitable for target validation by overexpression of MEP
pathway enzymes, we used the nanomolar inhibitor of EcIspC
fosmidomycin in an E. coli strain carrying an IspC-expressing
plasmid. We observed attenuation of inhibition by fosmido-
mycin by adding isopropyl B-p-1-thiogalactopyranoside (IPTG)
to trigger the IspC overexpression, while our hits showed
unchanged MIC values, making E. coli a suitable model for
target validation (Fig. 6A). In turn, for the E. coli strain carrying
MtDXPS-expressing plasmids, adding IPTG leads to a signifi-
cant increase of MIC values for compounds 9 and 10, but shows
little effect on compound 7 and fosmidomycin (Fig. 6B). The
results suggest MtDXPS could be the intracellular target of 9 and
10, but not the main target of compound 7.

Our LBVS hits show promising antitubercular activities
(5-10 uM) against multiple strains of M. tuberculosis, including
drug-resistant (DR), multidrug-resistant (MDR) and extensively-
drug-resistant (XDR) strains (Fig. 6C). The improved indole
derivative 17, however, shows no activity against M. tuberculosis
strains and oxime 25 retains some activity, which can have
different reasons such as additional targets or a different uptake
behavior in M. tuberculosis and has to be investigated further.

An in vitro ADMET study indicated toxicity against human
cell lines and a short half-life of 7, but compounds 9 and 10
display promising ADMET properties of lead quality. Compared
with sub-micromolar activities on the target DXPS and low
micromolar MIC values against M. tuberculosis strains, hits 9
and 10 have a relatively wide safety window in human cell lines
and zebrafish larvae embryos (Fig. 6C and Table S47). Further-
more, their metabolic half-lives are acceptable (Fig. 6C and

© 2022 The Author(s). Published by the Royal Society of Chemistry
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rifampicin, ethambutol, streptomycin, pyrazinamide; strain D (MDR): 1011200345, same as strain C
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limited number of tested compounds in the agreement, compounds 17 and 25 were not tested at
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Fig. 6

(A) Minimum inhibitory concentration (MIC) determination on E. coli strain BL21 (DE3) pQEYAEM. The overexpression of E. coli IspC

triggered by isopropyl-B-p-thiogalactopyranosid (IPTG) leads to a significant increase in MIC of fosmidomycin, but has little effect on hits 7, 9 and
10. (B) MIC determination on E. coli strain BL21 (DE3) pET22b-H6TEVEKMTDXS. The overexpression of MtDXPS triggered by IPTG leads to
significant attenuation of inhibitory activity of compounds 9 and 10, but has little effect on compound 7 and fosmidomycin. (C) Cell-based
antitubercular activity of compounds 7, 9, 10, 17 and 25, and their ADMET study results.

S117t). In addition, compound 10 displays a lower frequency-of-
resistance development than clinically used antibiotics (Tables
S5 and S61). With these encouraging properties, the hit scaf-
folds 9 and 10 could be selected as early drug leads to develop
antitubercular agents with a novel MO]I, fighting against AMR.

Conclusions

In the midst of the current AMR crisis where current research
efforts are struggling to fill the antibiotic pipeline, we show that
a thorough study of the challenges and risks paired with stra-
tegic steps, makes the use of computational tools on difficult
antibiotic targets as smooth as on conventional targets as

© 2022 The Author(s). Published by the Royal Society of Chemistry

exemplified by DXPS. We found that: (i) targeting the catalytic
center under careful consideration of known parameters is
essential. For antimicrobial targets with large, hydrophilic
binding sites, tight natural binders and complex catalytic
mechanisms, locating and focusing on the key amino acids
involved in key interactions boosts the efficacy of hit identifi-
cation. (ii) Pseudo-inhibitors are effective starting points to
initiate LBVS. Introducing the concept of pseudo-inhibitors has
helped us work with a target with few known inhibitors. The
selection of versatile structures ensured successful LBVS
rounds. (iii) Structure-based methods successfully support
LBVS. Pharmacophore validation of the initial ligands (here
pseudo-inhibitors) provided guidance for LBVS and
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implementing modeling and docking to pre-order candidates
helped to “enrich” the hits with the desired inhibition pattern.
In addition, we confirmed that in vitro inhibitory potency of
inhibitors should be evaluated correctly. For the antibiotic
agents interfering with the behavior of multiple reaction
components of the target, ICs, values may not truly reflect their
inhibition activity. Inhibition or dissociation constants are
preferred.

By strategic application of LBVS on the challenging target
DXPS, we achieved small-molecule, drug-like antibiotic agents 9
and 10 as slow-, tight-binding inhibitors competitive with both
cofactor and substrates, with submicromolar activity (K;* = 0.2-
0.3 uM, Kp = 0.2 pM) against MtDXPS, which are the most
potent drug-like inhibitors against any DXPS homologue to
date. Compounds 9 and 10 are selective over mammalian ThDP-
dependent enzymes. SDM and SAR studies indicate that the H-
bonding with His304 (His296) and hydrophobic interactions in
the histidine-rich pocket are essential for the inhibitory activi-
ties. Meanwhile, compounds 9 and 10 display promising cell-
based antitubercular activity (MIC 5-10 pM) against multiple
susceptible and resistant strains. We confirmed DXPS as the
intracellular target in E. coli and hope to do the same in M.
tuberculosis in the future. The promising antitubercular activity
and ADMET profile are encouraging for hit-to-lead optimiza-
tion. They are the first antitubercular, drug-like agents targeting
the MEP pathway discovered by CADD. Our approach should
find application to other challenging targets.

Data availability

The datasets supporting this article have been uploaded as part
of the ESIT material.

Author contributions

D. Z.. conceptualization, methodology, validation, formal
analysis, investigation, writing, visualization. S. J.: method-
ology, validation, formal analysis, investigation, writing, visu-
alization. T. M., C. S.:. conceptualization, methodology,
software, formal analysis, investigation. J. H., B. I., A. A,, R. M.
G., T.v. d. L., E. B, N. R.: formal analysis, investigation. M. A.:
software, formal analysis. R. v. d. V., R. N., M. P.: investigation.
R. M., M. F.: resources, supervision. J.-L. R., A. K. H. H.:
resources, supervision, project administration, funding acqui-
sition. All authors: writing — review & editing.

Conflicts of interest

The authors declare no competing financial interest.

Acknowledgements

The authors thank Alicia DeColli and Caren L. Freel Meyers for
performing the PDH control experiments to confirm target
specificity and their thorough feedback on the manuscript. D. Z.
acknowledges support from the CSC Fellowship. Jérg Haupen-
thal and Andreas M. Kany are acknowledged for coordinating

10696 | Chem. Sci,, 2022, 13, 10686-10698

View Article Online

Edge Article

the in vitro ADMET profiling and Jeannine Jung and Tabea
Wittmann for carrying out the corresponding in vitro assays.
This work has been supported by The Netherlands Organisation
for Scientific Research (LIFT grant: 731.015.414, A. K. H. H. and
R. M. G.), the European Research Council (ERC Starting grant:
757913, A. K. H. H. and S. J.) and the Helmholtz Association's
Initiative and Networking fund.

References

1 K. Lewis, The Science of Antibiotic Discovery, Cell, 2020,
181(1), 29-45.

2 C. Agoni, M. E. Soliman, et al, Druggability and drug-
likeness concepts in drug design: are biomodelling and
predictive tools having their say?, J. Mol Model., 2020,
26(6), 120.

3 M. Miethke, R. Miiller, et al., Towards the sustainable
discovery and development of new antibiotics, Nat. Rev.
Chem., 2021, 5(10), 726-749.

4 S. Frantz, Better antibiotics through chemistry, Nat. Rev.
Drug Discovery, 2004, 3(11), 900-901.

5 K. Lewis, Platforms for antibiotic discovery, Nat. Rev. Drug
Discovery, 2013, 12(5), 371-387.

6 D. G. Brown, R. Tommasi, et al., Trends and exceptions of
physical properties on antibacterial activity for Gram-
positive and Gram-negative pathogens, J. Med. Chem., 2014,
57(23), 10144-10161.

7 G. Mugumbate and J. P. Overington, The relationship
between target-class and the physicochemical properties of
antibacterial drugs, Bioorg. Med. Chem., 2015, 23(16), 5218-
5224.

8 D. G. Brown and H. ]J. Wobst, A Decade of FDA-Approved
Drugs (2010-2019): Trends and Future Directions, J. Med.
Chem., 2021, 64(5), 2312-2338.

9 M. D. Shultz, Two Decades under the Influence of the Rule of
Five and the Changing Properties of Approved Oral Drugs, /.
Med. Chem., 2019, 62(4), 1701-1714.

10 S. B. Singh, K. Young and L. L. Silver, What is an “ideal”
antibiotic? Discovery challenges and path forward,
Biochem. Pharmacol., 2017, 133, 63-73.

11 R. Tommasi, A. A. Miller, et al., ESKAPEing the labyrinth of
antibacterial discovery, Nat. Rev. Drug Discovery, 2015,
14(8), 529-542.

12 W. Yu and A. D. MacKerell, Computer-Aided Drug Design
Methods, Methods Mol. Biol., 2017, 1520, 85-106.

13 A. Frank and M. Groll, The Methylerythritol Phosphate
Pathway to Isoprenoids, Chem. Rev., 2017,117(8), 5675-5703.

14 T. Masini and A. K. H. Hirsch, Development of inhibitors of
the 2C-methyl-p-erythritol 4-phosphate (MEP) pathway
enzymes as potential anti-infective agents, J. Med. Chem.,
2014, 57(23), 9740-9763.

15 K. E. Price, A. R. O. John, et al, Molecular Mechanism of
Action of Antimalarial Benzoisothiazolones: Species-
Selective Inhibitors of the Plasmodium spp. MEP Pathway
enzyme, IspD, Sci. Rep., 2016, 6, 36777.

© 2022 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2sc02371g

Open Access Article. Published on 08 2022. Downloaded on 23/07/25 23:36:59.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Edge Article

16 X. Wang and C. S. Dowd, The Methylerythritol Phosphate
Pathway: Promising Drug Targets in the Fight against
Tuberculosis, ACS Infect. Dis., 2018, 4(3), 278-290.

17 T. Masini, B. S. Kroezen and A. K. H. Hirsch, Druggability of
the enzymes of the non-mevalonate-pathway, Drug Discovery
Today, 2013, 18(23-24), 1256-1262.

18 D. Bartee and C. L. Freel Meyers, Toward Understanding the
Chemistry and Biology of 1-Deoxy-p-xylulose 5-Phosphate
(DXP) Synthase: A Unique Antimicrobial Target at the
Heart of Bacterial Metabolism, Acc. Chem. Res., 2018,
51(10), 2546-2555.

19 D. Hayashi, ]J. Ohkanda, et al, Antimicrobial N-(2-
chlorobenzyl)-substituted hydroxamate is an inhibitor of 1-
deoxy-p-xylulose 5-phosphate synthase, Chem. Commun.,
2013, 49(49), 5535-5537.

20 Y. Matsue, T. Kuzuyama, et al., The herbicide ketoclomazone
inhibits 1-deoxy-p-xylulose 5-phosphate synthase in the 2-C-
methyl-p-erythritol 4-phosphate pathway and shows
antibacterial activity against Haemophilus influenzae, J.
Antibiot., 2010, 63(10), 583-588.

21 C. Mueller, H. K. Lichtenthaler, et al., Properties and
inhibition of the first two enzymes of the non-mevalonate
pathway of isoprenoid biosynthesis, Biochem. Soc. Trans.,
2000, 28(6), 792-793.

22 M. Okuhara, H. Imanaka, et al., Studies on new phosphonic
acid antibiotics. I. FR-900098, isolation and
characterization, J. Antibiot., 1980, 33(1), 13-17.

23 S. Sanders, C. L. Freel Meyers, et al., Growth medium-
dependent antimicrobial activity of early stage MEP
pathway inhibitors, PLoS One, 2018, 13(5), €0197638.

24 J. M. Smith, C. L. Freel Meyers, et al., Targeting DXP synthase
in human pathogens: enzyme inhibition and antimicrobial
activity of butylacetylphosphonate, J. Antibiot., 2014, 67,
77-83.

25 T. Umeda, K. T. Nakamura, et al., Molecular basis of
fosmidomycin's action on the human malaria parasite
Plasmodium falciparum, Sci. Rep., 2011, 1, 9.

26 E. Yeh and J. L. DeRisi, Chemical rescue of malaria parasites
lacking an apicoplast defines organelle function in blood-
stage Plasmodium falciparum, PLoS Biol, 2011, 9(8),
€1001138.

27 J. G. Geist, F. Diederich, et al., Thiazolopyrimidine inhibitors
of 2-methylerythritol 2,4-cyclodiphosphate synthase (IspF)
from Mycobacterium tuberculosis and Plasmodium
falciparum, ChemMedChem, 2010, 5(7), 1092-1101.

28 L. S.Imlay, A. R. Odom, et al., Plasmodium IspD (2-C-Methyl-
p-erythritol 4-Phosphate Cytidylytransferase), an Essential
and Druggable Antimalarial Target, ACS Infect. Dis., 2015,
1(4), 157-167.

29 W. Wu, E. Yeh, et al., A chemical rescue screen identifies
a Plasmodium falciparum apicoplast inhibitor targeting
MEP isoprenoid precursor biosynthesis, Antimicrob. Agents
Chemother., 2015, 59(1), 356-364.

30 G. Mombo-Ngoma, P. G. Kremsner, et al., Efficacy and Safety
of Fosmidomycin-Piperaquine as Non artemisinin-Based
Combination Therapy for Uncomplicated Falciparum

© 2022 The Author(s). Published by the Royal Society of Chemistry

View Article Online

Chemical Science

Malaria: A Single-Arm, Age De-escalation Proof-of-Concept
Study in Gabon, Clin. Infect. Dis., 2018, 66(12), 1823-1830.

31 World Health Organisation. Global tuberculosis report, 2020.

32 A. Gimeno, S. Garcia-Vallvé, et al., The Light and Dark Sides
of Virtual Screening: What Is There to Know?, Int. J. Mol. Sci.,
2019, 20(6), 1375-1399.

33 L. A. B. Basta, C. L. F. Meyers, et al., Defining critical residues
for substrate binding to 1-deoxy-p-xylulose 5-phosphate
synthase - active site substitutions stabilize the
predecarboxylation intermediate C2o-lactylthiamin
diphosphate, FEBS J., 2014, 281(12), 2820-2837.

34 L. A. Brammer, C. F. Meyers, et al., 1-Deoxy-D-xylulose 5-
phosphate synthase catalyzes a novel random sequential
mechanism, J. Biol. Chem., 2011, 286(42), 36522-36531.

35 A.Y. Chen, S. M. Cohen, et al., Targeting Metalloenzymes for
Therapeutic Intervention, Chem. Rev., 2019, 119(2), 1323~
1455.

36 T. Masini, A. K. H. Hirsch, et al., Validation of a homology
model of Mycobacterium tuberculosis DXS: rationalization
of observed activities of thiamine derivatives as potent
inhibitors of two orthologues of DXS, Org. Biomol. Chem.,
2015, 13(46), 11263-11277.

37 T. Masini, A. K. H. Hirsch, et al., De novo fragment-based
design of inhibitors of DXS guided by spin-diffusion-based
NMR spectroscopy, Chem. Sci., 2014, 5(9), 3543-3551.

38 S. Xiang, L. Tong, et al., Crystal structure of 1-deoxy-D-
xylulose 5-phosphate synthase, a crucial enzyme for
isoprenoids biosynthesis, J. Biol. Chem., 2007, 282(4),
2676-2682.

39 F. Berenger, O. Vu and ]. Meiler, Consensus queries in
ligand-based virtual screening experiments, J. Cheminf.,
2017, 9(1), 60.

40 A. Schiiller, G. Schneider, et al., A pseudo-ligand approach to
virtual screening, Comb. Chem. High Throughput Screening,
2006, 9(5), 359-364.

41 Y. Tanrikulu and G. Schneider, Pseudoreceptor models in
drug design: bridging ligand- and receptor-based virtual
screening, Nat. Rev. Drug Discovery, 2008, 7(8), 667-677.

42 G. Wolber and W. Sippl, Pharmacophore Identification and
Pseudo-Receptor Modeling. in The Practice of Medicinal
Chemistry, ed. Wermuth, C. G., Elsevier Science &
Technology, 4th edn, 2015; pp. 489-510. DOI: 10.1016/
B978-0-12-417205-0.00021-3.

43 J. K. White, H. L. Woodcock, et al., Thiamin Diphosphate
Activation in 1-Deoxy- d -xylulose 5-Phosphate Synthase:
Insights into the Mechanism and Underlying
Intermolecular Interactions, J. Phys. Chem. B, 2016,
120(37), 9922-9934.

44 S. Augustin, LeadIT version 2.3.2. BioSolveIT GmbH:An der
Ziegelei, 2021, vol. 79, p. 53757.

45 09 Chemical Computing Group, ULC:1010 Sherbrooke St.
West, Suite #910, Molecular Operating Environment. 2020,
Montreal, OC, Canada, H3A 2R7, 2022.

46 K. Stierand, P. C. Maass and M. Rarey, Molecular complexes
at a glance: automated generation of two-dimensional
complex diagrams, Bioinformatics, 2006, 22(14), 1710-1716.

Chem. Sci., 2022, 13, 10686-10698 | 10697


https://doi.org/10.1016/B978-0-12-417205-0.00021-3
https://doi.org/10.1016/B978-0-12-417205-0.00021-3
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2sc02371g

Open Access Article. Published on 08 2022. Downloaded on 23/07/25 23:36:59.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Chemical Science

47

48

49

50

51

52

53

54

M. Awale and J.-L. Reymond, Atom pair 2D-fingerprints
perceive 3D-molecular shape and pharmacophores for very
fast virtual screening of ZINC and GDB-17, J. Chem. Inf.
Model., 2014, 54(7), 1892-1907.

F. Kilchmann, J.-L. Reymond, et al., Discovery of a Selective
Aurora A Kinase Inhibitor by Virtual Screening, J. Med.
Chem., 2016, 59(15), 7188-7211.

L. C. Ozhathil, H. Abriel, et al., Identification of potent and
selective small molecule inhibitors of the cation channel
TRPM4, Br. J. Pharmacol., 2018, 175(12), 2504-2519.

C. Simonin, J.-L. Reymond, et al., Optimization of TRPV6
Calcium Channel Inhibitors Using a 3D Ligand-Based
Virtual Screening Method, Angew. Chem., Int. Ed., 2015,
54(49), 14748-14752.

J. B. Baell and G. A. Holloway, New substructure filters for
removal of pan assay interference compounds (PAINS)
from screening libraries and for their exclusion in
bioassays, J. Med. Chem., 2010, 53(7), 2719-2740.

T. Zhu, K. E. Hevener, et al., Hit identification and
optimization in virtual screening: practical
recommendations based on a critical literature analysis, J.
Med. Chem., 2013, 56(17), 6560-6572.

J. R. Huth, P. J. Hajduk, et al., ALARM NMR: a rapid and
robust experimental method to detect reactive false
positives in biochemical screens, J. Am. Chem. Soc., 2005,
127(1), 217-224.

B. K. Shoichet, Screening in a spirit haunted world, Drug
Discovery Today, 2006, 11(13-14), 607-615.

10698 | Chem. Sci., 2022, 13, 10686-10698

55

56

57

58

59

60

61

View Article Online

Edge Article

D. Bartee and C. L. Freel Meyers, Targeting the Unique
Mechanism of Bacterial 1-Deoxy-d-xylulose-5-phosphate
Synthase, Biochem, 2018, 57(29), 4349-4356.

C. Yung-Chi and W. H. Prusoff, Relationship between the
inhibition constant (KI) and the concentration of inhibitor
which causes 50 per cent inhibition (I50) of an enzymatic
reaction, Biochem. Pharmacol., 1973, 22(23), 3099-3108.

R. P. Jumde, A. K. H. Hirsch, et al., Hit-optimization using
target-directed  dynamic = combinatorial  chemistry:
development of inhibitors of the anti-infective target 1-
deoxy-d-xylulose-5-phosphate synthase, Chem. Sci., 2021,
12(22), 7775-7785.

P. Kuzmic, Program DYNAFIT for the analysis of enzyme
kinetic data: application to HIV proteinase, Anal. Biochem.,
1996, 237(2), 260-273.

A. Marcozzi, A. K. H. Hirsch, et al., Phage Display on the Anti-
infective Target 1-Deoxy-d-xylulose-5-phosphate Synthase
Leads to an Acceptor-Substrate Competitive Peptidic
Inhibitor, ChemBioChem, 2018, 19(1), 58-65.

D. Bartee, C. L. Freel Meyers, et al., Enamide Prodrugs of
Acetyl Phosphonate Deoxy-d-xylulose-5-phosphate Synthase
Inhibitors as Potent Antibacterial Agents, ACS Infect. Dis.,
2019, 5(3), 406-417.

J. G. Topliss, Utilization of operational schemes for analog
synthesis in drug design, J. Med. Chem., 1972, 15(10),
1006-1011.

© 2022 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2sc02371g

	Discovery of novel drug-like antitubercular hits targeting the MEP pathway enzyme DXPS by strategic application of ligand-based virtual screeningElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc02371g
	Discovery of novel drug-like antitubercular hits targeting the MEP pathway enzyme DXPS by strategic application of ligand-based virtual screeningElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc02371g
	Discovery of novel drug-like antitubercular hits targeting the MEP pathway enzyme DXPS by strategic application of ligand-based virtual screeningElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc02371g
	Discovery of novel drug-like antitubercular hits targeting the MEP pathway enzyme DXPS by strategic application of ligand-based virtual screeningElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc02371g
	Discovery of novel drug-like antitubercular hits targeting the MEP pathway enzyme DXPS by strategic application of ligand-based virtual screeningElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc02371g
	Discovery of novel drug-like antitubercular hits targeting the MEP pathway enzyme DXPS by strategic application of ligand-based virtual screeningElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc02371g
	Discovery of novel drug-like antitubercular hits targeting the MEP pathway enzyme DXPS by strategic application of ligand-based virtual screeningElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc02371g
	Discovery of novel drug-like antitubercular hits targeting the MEP pathway enzyme DXPS by strategic application of ligand-based virtual screeningElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc02371g
	Discovery of novel drug-like antitubercular hits targeting the MEP pathway enzyme DXPS by strategic application of ligand-based virtual screeningElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc02371g

	Discovery of novel drug-like antitubercular hits targeting the MEP pathway enzyme DXPS by strategic application of ligand-based virtual screeningElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc02371g
	Discovery of novel drug-like antitubercular hits targeting the MEP pathway enzyme DXPS by strategic application of ligand-based virtual screeningElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc02371g
	Discovery of novel drug-like antitubercular hits targeting the MEP pathway enzyme DXPS by strategic application of ligand-based virtual screeningElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc02371g
	Discovery of novel drug-like antitubercular hits targeting the MEP pathway enzyme DXPS by strategic application of ligand-based virtual screeningElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc02371g
	Discovery of novel drug-like antitubercular hits targeting the MEP pathway enzyme DXPS by strategic application of ligand-based virtual screeningElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc02371g




