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Abstract: Tuberculosis (TB) remains one of the deadliest infectious diseases in the world. Although
several established antitubercular drugs have been found, various factors obstruct efforts to combat
this disease due to the existence of drug-resistance (DR) TB strains, the need for lengthy treatment,
and the occurrence of side effects from drug—drug interactions. Rifampicin (RIF) is the first line of
antitubercular drugs and targets RNA polymerase (RNAP) of Mycobacterium tuberculosis (MTB).
Here, RIF blocks the synthesis of long RNA during transcription initiation. The efficacy of RIF is
low in DR-TB strains, and the use of RIF leads to various side effects. In this study, novel cyclic
peptides were computationally designed as inhibitors of MTB transcription initiation. The designed
cyclic peptides were subjected to a virtual screening to generate compounds that can bind to the
RIF binding site in MTB RNAP subunit 3 (RpoB) for obtaining a new potential TB drug with a safe
clinical profile. The molecular simulations showed that the cyclic peptides were capable of binding
with RpoB mutants, suggesting that they can be possibility utilized for treating DR-TB. Structural
modifications were carried out by acetylation and amidation of the N- and C-terminus, respectively,
to improve their plasma stability and bioavailability. The modified linear and cyclic peptides were
successfully synthesized with a solid-phase peptide synthesis method using Fmoc chemistry, and
they were characterized by analytical HPLC, LC-ESI-MS™, and 1H NMR.

Keywords: tuberculosis; cyclic peptides; molecular simulation; solid-phase peptide synthesis

1. Introduction

Despite being known as an ancient disease, tuberculosis (TB) is still one of the leading
causes of mortality worldwide. Approximately 10 million people acquire this disease
annually, with more than half of TB patients localized in countries with a high TB disease
occurrence [1]. The COVID-19 pandemic also plays a direct impact in backtracking the
global effort to combat this disease; this is reflected in increasing deaths from TB in 2020 [2].
Underreported cases will increase the transmittance risk from this pathogen, and at the same
time, they can exacerbate the problems facing many countries, compounded with patient’s
treatment compliance, drug accessibility, and the complication of the drug regimen [3-5].
Drug discovery efforts have been developed to target the Mycobacterium tuberculosis (MTB)
cell wall, as well as protein and nucleic acid synthesis; the most well-known first line drugs
of the past decades are isoniazid (INH) and rifampicin (RIF) [6-8].

Here, MTB RNA polymerase (RNAP) facilitates RNA synthesis and is one of the key
enzymes for the survival of this pathogen [9,10]. The RNAP protein complex contains
several subunits (two copies of «, 3, f’, and w) forming the core enzyme (2B p’w), and
addition of the sigma factor regulatory protein (o subunit) helps this enzyme to recognize
the DNA promoter and form the holoenzyme 2xpp’wo) [11-13]. The  and B’ subunits
form the claw-like catalytic site for this protein, and they are conserved in various bacterial
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cells [8]. The MTB RNAP is the target of RIF, with its binding site on the 3 subunit
approximately 12 A away from the enzymatic active site [14-18]. The RIF works by
inhibiting the synthesis of a short nascent RNA during the initiation step through steric
clash, and it is highly potent and about 1000-fold more sensitive for MTB RNAP compared
to Escherichia coli RNAP [19].

Perpetual uses of the first-line antibiotics have triggered bacterial drug-resistance as
a pathogen natural response [20,21]. In the case of RIF, bacterial resistance occurs due to
mutation on the 81-bp rifampicin resistance determining region (RRDR) of rpoB gene, which
is coding for the RNAP 3 subunit (RpoB). Structural alteration of the binding site resulted in
declining affinity towards RIF, especially on codon 445 and 450 for MTB RNAP numbering
or codon 526 and 531 for E. coli RNAP numbering. These mutations are accounted for
in approximately 65-86% of the multi-drug resistance from the TB (MDR-TB) clinical
isolates, in which S450L is the most common found mutant [6,22-24]. While targeting the
transcription process remains as an attractive strategy, finding a new potent drug to address
this problem is imperative. The new drugs should be able to have a similar or better affinity
compared to RIF; however, they should be able to overcome MDR, with lower side effects
for patients.

Peptides potentially have several advantages over currently available antimicrobial
drug candidates, including high target specificity, low toxicity, and high accessibility
compared to other drug classes [25-27]. The development of peptide-based drugs however
can often be challenging; this is due to undesired properties, such as low stability in
formulation and systemic circulation, as well as low oral bioavailability [28]. Structural
modifications to alter physicochemical properties to increase membrane permeation can be
achieved by forming cyclic peptidomimetics. Peptidomimetic formation can improve oral
absorption and avoid enzymatic degradations in the gastrointestinal (GI) tract and systemic
circulation [29,30]. In this study, we conducted a computational screening to design novel
cyclic peptide inhibitors that target the RIF binding site of MTB RNAP. Five cyclic peptides
were found to bind preferably to RIF binding site. These cyclic peptides were synthesized
using a solid-phase peptide synthesizer. The crude peptides were purified using semi-
preparative reversed-phase HPLC with a C18 column followed by purity analysis using
analytical HPLC with a C18 column. The identity of each peptide was characterized by
ESI-MS* and "H NMR.

2. Materials and Methods
2.1. Computational Screening
2.1.1. Preparation of 3D Receptor Structure

The preparation steps were carried out according to our previous study [31]. The 3D
structure of the MTB WT transcription initiation complex containing RNA and RIF was
obtained from the Protein Data Bank (https:/ /www.rcsb.org/, accessed on 20 August 2021)
(PDBID: 5UHC). The MTB RpoB mutant structures were constructed by introducing the
mutation with the ‘Protein Builder’ features in a molecular operating environment (MOE)
2014.09. For the protein structure preparation, AMBER10:EHT for protein and nucleic acid
was employed with gas phase solvation. Hydrogens and partial charges were fixed before
the preparation took place. The ‘LigX’ feature was used for structural refinement with the
default parameter. The prepared structures were then saved in a .moe format.

2.1.2. Cyclic Peptide Ligand Database Construction

Analysis of the RIF binding site of RpoB was achieved by characterizing the pocket
binding surface. The ‘Surface and Maps’ features of MOE were used to create the visualiza-
tion of the binding site according to its lipophilicity. The cyclic hexapeptide sequences were
determined from the binding pocket characteristics and resulted in 7500 sequences from
amino acid combination. The ChemBioDraw Ultra 14.0 (PerkinElmer, Waltham, MA, USA)
software was used to generate all cyclic peptide structures with the ‘Biopolymer’ feature,
and the 2D structures were then saved in .cdx and .mol formats. To construct the database,
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all structures were then imported to a .mdb database file and the 3D structures was gen-
erated through several preparation steps according to our previous study [32]. Ligands
were subjected to a “Wash’ protocol to retrieve the protonated states of the compounds,
followed by fixing the partial charges and adjustment of the hydrogens and lone pairs for
the minimization steps.

2.1.3. Molecular Docking Simulation

Molecular docking simulation between the prepared protein and cyclic peptide library
was performed using MOE software. The docking was carried out with gas phase solvation
with a placement triangle matcher, by rescoring London dG, and with refinement as the
used force field. The screenings were carried out based on the docking scores and root-
mean-square deviation values obtained from the rigid and flexible docking steps. The 2D
interaction map and 3D visualization were generated using MOE software.

2.1.4. Computational Pharmacological Properties Prediction

Pharmacological properties of the selected cyclic peptide inhibitors were predicted
using several computational tools, as follows: Osiris DataWarrior v5.0.0 (Actelion Ltd.,
Allschwil, Switzerland) [33], ToxTree v3.1.0 (OpenTox, Uppsala, Sweden) [34,35], Swis-
sADME (http:/ /www.swissadme.ch/, Swiss Institute of Bioinformatics, Lausanne, Switzer-
land. Accessed on 1 October 2021) [36], admetSAR 2.0 (http:/ /Immd.ecust.edu.cn/admetsar2/,
East China University of Science and Technology, Shanghai, China. Accessed on 1 October
2021) [37], and pkCSM (http:/ /biosig.unimelb.edu.au/pkesm/, University of Melbourne,
Melbourne, Australia. Accessed on 1 October 2021) [38].

2.2. Solid-Phase Peptide Synthesis
2.2.1. Reagents

A high-loading Rink amide methylbenzhydrylamine (MBHA) resin, Fmoc-L-Cys(Trt)-
OH, Fmoc-L-Trp(Boc)-OH, Fmoc-L-GIn(Trt)-OH, Fmoc-L-Tyr(tBu)-OH, Fmoc-L-Leu-OH,
Fmoc-L-His(Trt)-OH, Fmoc-L-Phe-OH, Fmoc-L-Lys(Boc)-OH, Fmoc-L-Val-OH, O-(1H-6-
Chlorobenzotriazole-1-yl) (HCTU), and N-methyl morpholine (NMM) were purchased
from Gyros Protein Technologies, Tucson, AZ, USA. Additionally, N, N-dimethylformamide
(DMF), dichloromethane (DCM), acetonitrile, diethyl ether, acetic anhydride, saturated
phenol, and ammonium bicarbonate were purchased from Fisher Scientific (Waltham, MA,
USA). Piperidine, 2,6-lutidine, trifluoroacetic acid (TFA), and triisopropylsilane (TIPS) were
purchased from Sigma-Aldrich (St. Louis, MI, USA).

2.2.2. Peptide Purification and Analysis with HPLC

A Rainin Dynamax HPLC system with a semi-preparative C18 column (Waters xBridge
C-18 column; 250 x 19 mm; 5 pm particle size, Waters Corporation, Milford, MA, USA)
was used to purify each peptide from the crude product. An Agilent 1100 HPLC system
with an analytical microsorb-MV-100-5 C-18 column (250 x 4.6 mm, 5 pum particle size,
Agilent Technologies, St. Clara, CA, USA) was used to characterize peptide purity.

2.2.3. Solid Phase Peptide Synthesis

Cyclic hexapeptides were synthesized with Fmoc-amino acids using a Tribute solid-
phase peptide synthesizer according to our previous study [39]. The Fmoc-Rink amide
MBHA resin was swollen in DMF for 25 min, and Fmoc deprotection was achieved
by adding piperidine 20% (v/v) in DMF to the resin and stirring for 20 min, followed
by the washing step with DMF three times. To couple the Fmoc-amino acid, 0.4 M N-
methylmorpholine in DMF and HCTU were added to the resin together with the amino
acid solution. The mixture was then stirred with vortex and nitrogen bubbling for 40 min,
followed by the washing step with DMF three times. Deprotection and coupling cycles
were repeated until the last amino acid of the sequence was added. After the final de-
protection, acetylation of the peptide N-terminus was carried out with addition of acetic
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anhydride in DMF followed by vortex mixing under nitrogen for 30 min. After acetylation,
the resin was washed with DMF (3 x 5 mL) and DCM (3 x 5 mL). The resin was dried
under vacuum for 1 h.

The peptide was cleaved from the resin by adding TFA cocktail (90% TFA, 2.5% water,
2.5% triisopropylsilane, and 5% saturated phenol) for 2 h. Then, the TFA solution was
added into cold diethyl ether to precipitate the crude peptide. The solid crude peptide
was isolated by centrifugation for 4 min at 3500 rpm and the dried peptide powder was
purified using semi-preparative HPLC with a C-18 column. Purified fractions of the linear
peptide were combined and concentrated for the cyclization reaction. Cyclization of the
linear peptide was carried out by bubbling air into a dilute solution of the peptidein 1 L
ammonium bicarbonate buffer at pH = 8.5; this reaction formed an intramolecular disul-
fide bond between the N-terminus and C-terminus cysteines. The solvent was removed
under vacuum followed by repurification of the cyclic peptide using a semi-preparative
HPLC system with a C-18 column. The obtained cyclic peptide was characterized with
ESI-MS* mass spectrometry, and 'H NMR spectra were acquired on a 500 MHz Bruker
AVIII spectrometer.

3. Results
3.1. Computational Screening
3.1.1. Preparation of 3D Receptor Structure

The RpoB structure of the MTB RNAP transcription initiation complex was used as
the receptor for the docking simulation. The RIF binding site and RRDR on RpoB are
visualized on Figure 1. For this study, the 3D structure of this complex was obtained from
the Protein Data Bank for the RpoB X-ray crystal structure with 3.80 A resolution (PDB
ID: 5UHC). Chain C containing the RpoB was preserved from the complex, and all other
unwanted chain and small molecules were deleted for computing efficiency purposes. Here,
AMBERI10 with the extended Hiickel theory (EHT) parameterized for proteins, nucleic
acids, and small molecules was used as the forcefield. Adjustment of partial charge and 3D
structure refinement were achieved using ‘LigX’, including adding hydrogen atoms where
protons were missing on the structure. This step is necessary to ensure that the structure is
correctly modelled and can accommodate pH-dependent ligand—protein binding during
simulation [40].

() s ¢ (8)

Figure 1. RRDR region of MTB RpoB. (A) Visualization of MTB RpoB with RIF binding site shown in
a circle. (B) The RDRR shown in brown ribbon relative to the RIF molecule on the RIF binding site.

The binding site of RIF in the MTB RpoB was used as the docking site for cyclic pep-
tides in this study (Figure 2). The docking site was composed of 26 amino acids, including
Argl67, Val170, Thr427, Ser428, GIn429, Leu430, Ser431, GIn432, Phe433, Met434, Asp435,
His445, Arg448, Ser450, Leu452, Gly453, Pro454, Arg459, Pro483, Gly485, Asn487, Pro486,
I1e491, Asn604, Arg607, and His674 (Bold letters signify RRDR amino acids). Amino acid
mutation was constructed using the ‘Protein Builder’ feature of MOE, followed by structure
refinement according to the protocol used for WT RpoB.
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Figure 2. Detailed amino acid labels at RIF binding site on RpoB. The purple and green surfaces
indicate hydrophilic and hydrophobic areas, respectively.

3.1.2. Molecular Docking Simulation

A total of 7500 cyclic hexapeptides and RIF were subjected to molecular docking
simulation against the prepared receptor structure. Docking was carried out at the RIF
binding site of the S450L RpoB and WT RpoB. Rigid docking was employed based on
the lock-and-key theorem of protein binding, followed by flexible docking that allows
restricted conformational change within the protein and ligand. Retain 100:1 was used on
the simulation with ‘triangle matcher” placement. The screening was conducted based on
the RMSD value and the docking scores were generated by the algorithm. The peptides
that did not exhibit any possible interaction with S450L RpoB were eliminated through
each simulation stage. Rigid docking resulted in 975 potential ligands and, after subjecting
them to flexible docking, five ligands with the lowest docking scores were obtained. The
interactions between best peptide ligands or rifampicin to RpoB binding site were summa-
rized as docking scores and RMSD in Table 1. From the docking results to S450L RpoB, RIF
produced an unacceptable RMSD value, suggesting unfavorable binding to the active site
of the mutant S450L RpoB. This is one of the possible reasons that the RpoB mutant strain
is resistant to RIF. In contrast, docking of RIF to RpoB WT gave a low RMSD value and the
lowest docking score, in agreement with RIF efficacy towards RpoB WT.

Table 1. Flexible docking scores of selected peptide ligands to RpoB WT and S450L.

RpoB S450L RpoB WT
Peptide Sequence " "
Docking Score RMSD (A) Docking Score RMSD (A)
(Cyclo-1,6)CYYQWC —13.8389 1.3834 —12.5909 1.7077
(Cyclo-1,6)CFSRMC —12.7736 1.9083 —12.9260 1.8025
(Cyclo-1,6)CLYHFC —12.6189 0.7636 —11.5646 1.4826
(Cyclo-1,6)CYTYWC —12.4056 1.2551 —13.5010 1.5387
(Cyclo-1,6)CLYKVC —12.1895 1.6815 —11.9209 1.7620
RIF —12.0894 7.8294 —13.9747 0.7992

To characterize the selected cyclic peptide ligands’ affinity towards the RpoB WT,
these ligands were docked into the RIF binding site. The docking results showed that
all ligands had suitable binding activity towards the RIF binding site of RpoB WT, with
comparable but not better performance than RIF as the standard drug. An RMSD lower
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than 2 A is often interpreted as an appropriate threshold for successful pose from a docking
simulation [41]. Figure 3 visualizes the binding pose of each peptide and RIF on the RpoB
WT docking site.

(A)

©)

(E)

Figure 3. 3D Interactions of (A) (Cyclo-1,6)CYYQWGC, (B) (Cyclo-1,6)CFSRMC, (C) (Cyclo-1,6)CLYHFC,
(D) (Cyclo-1,6)CYTYWC, (E) (Cyclo-1,6)CLYKVC, and (F) RIF in the RpoB WT binding pocket as
shown in the grey skeletal model. The blue area indicates the hydrophilic region, while the red area
designates the hydrophobic region on the binding site.

The 2D interaction between the cyclic peptides and the amino acid residues in the RpoB
WT and S450L mutant are visualized and summarized in Figure 4 and Table S1, respectively.

3.1.3. Docking to RpoB Mutants

To test the affinity of the selected cyclic peptides toward mutants of RpoB, these
cyclic peptides and RIF were docked to RpoB S450W, RpoB H445Y, and RpoB D435V
mutant structures with their docking scores and RMSDs on Table 2. Here, RIF showed
structural incompatibility with the mutant receptor binding sites with RMSD values of 2.29
or higher. Some of the ligands were also predicted to have a poor interaction with certain
RpoB mutant(s); for example, CFSRMC had RMSD values 2.48 and 2.57 against the S450W
and H445Y mutants, respectively. Similarly, CYTYWC had an RMSD of 3.89 against the
5450W mutant.
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Figure 4.

O polar - sidechain acceptor O solvent residue ©XQ arene-arene

O acidic  + sidechain donor O metal complex ~ ©H arene-H
basic  *~* backbone acceptor - solvent contact ©+ arene-cation

O greasy ¢ backbone donor metal/ion contact

=, proximity ™ ligand @) receptor

= contour exposure - exposure

Protein-ligand interactions of (A) (Cyclo-1,6)CYYQWC, (B) (Cyclo-1,6)CFSRMC,

(©) (Cyclo-1,6)CLYHFC, (D) (Cyclo-1,6)CYTYWC, and (E) (Cyclo-1,6)CLYKVC in the binding sites of RpoB
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WT (left panel) and S450L mutant (right panel) from a flexible molecular docking simulation. Hy-
drophobic and hydrophilic amino acid residues are represented in the green and purple circles,
respectively. Interactions, such as hydrogen bond and arene-hydrogen, are represented by arrows,
and ion contact is represented by purple dashed lines.

Table 2. Flexible docking scores of selected cyclic peptide ligands to other RpoB mutants.

Peptide Sequence

(Cyclo-1,6)CYYQWC

(Cyclo-1,6)CFSRMC

(Cyclo-1,6)CLYHEC

(Cyclo-1,6)CYTYWC

(Cyclo-1,6)CLYKVC
RIF

RpoB S450W RpoB H445Y RpoB D435V
Docking Score RMSD (A) Docking Score RMSD (A) Docking Score RMSD (A)
—11.5118 1.5326 —12.4968 1.5917 —13.4142 1.5039
—12.9039 2.4778 —12.4967 2.5737 —12.2775 1.6661
—12.0156 1.8121 —11.4236 1.5163 —11.9727 1.9666
—11.9482 3.8997 —12.7385 1.7487 —13.7298 1.7003
—12.2447 1.4748 —12.0770 1.1750 —11.2436 1.6141
—11.6767 10.6001 —12.5410 9.7588 —12.2798 2.2929

From the interaction analysis, it was shown that most of the cyclic peptides were
able to interact with the binding pockets of RpoB mutants by forming hydrogen bonds
or through hydrophobic interaction. The interacting amino acid residues and the binding
modes were summarized in Table S2.

3.1.4. Cyclization Effect

To analyze whether the cyclization has an impact on binding towards the receptor,
the linear peptide structure of the selected cyclic peptide was generated and subjected to
the identical preparation steps for the cyclic peptide compound library. Flexible docking
simulations were carried out between the linear peptides and the RIF binding site of the
RpoB, and the results were summarized in Table 3. Almost all of the linear peptides
exhibited improperly high RMSD values during binding to RpoB WT and S450L, except
during binding of linear-CLYHFC with RpoB S450L.

Table 3. Flexible docking scores of linear peptides to RpoB WT and S531L.

RpoB S450L RpoB WT
Peptide Sequence . ~
Docking Score RMSD (A) Docking Score RMSD (A)

Linear-CYYQWC —13.5083 4.4259 —12.8980 2.2476
Linear-CFSRMC —12.0515 2.9071 —12.4066 2.4019
Linear-CLYHFC —13.6569 1.5650 —12.9947 2.4327
Linear-CYTYWC —12.9043 3.0690 —12.2946 3.7024
Linear-CLYKVC —12.8009 2.0484 —12.4622 3.1910

As all of the peptides showed similar trends, the interactions of both linear and cyclic
CYTYWC peptides and the RpoB WT binding site are visualized in Figure 5. Compared to
the cyclic peptide, the linear peptide loses some hydrogen bonds, with lower hydrophobic
contact to the binding site compared to the cyclic peptide.

3.1.5. Computational Pharmacological Properties Prediction

The compatibility of ligands as an oral drug candidate can be characterized through
several pharmacology parameters, such as physicochemical, pharmacokinetics (adsorp-
tion, distribution, metabolism, and excretion profile), and toxicity properties. Several
online tools have been used to predict the physicochemical properties (Osiris DataWar-
rior), pharmacological properties (admetSAR, SwissADME, and pkCSM), and toxicological
properties (ToxTree, admetSAR) of the selected ligand to screen its suitability for drug
development during the early stage of drug discovery. Table 4 summarizes the physico-
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chemical properties of selected cyclic peptide ligands and RIF, such as molecular weight,
octanol-water partition coefficient (logP), total H-donor and H-acceptor, and total polar
surface area (TPSA).

(A)

O polar > sidechain acceptor  (J solvent residue arene-arene
O acidic  * sidechain donor O metal complex ~ ©@H arene-H
Q basic = backbone acceptor - solvent contact ©+ arene-cation
(O greasy -+ backbone donor === metalfion contact
-, proximity ligand /-, receptor

~ contour exposure -’ exposure

Figure 5. The cyclization effect, as follows: (A) 3D Protein-ligand interactions of linear-CYTYWC
(cyan) and (Cyclo-1,6)CYTYWC (magenta), and (B) 2D interaction of linear-CYTYWC and (Cyclo-
1,6)-CYTYWC with RIF binding site on RpoB. Hydrophobic and hydrophilic amino acids residues
are represented in green and purple circles, respectively. Interactions, such as hydrogen bond and
arene-hydrogen, are represented by arrows, and ion contact is represented by purple dashed lines.

Table 4. Physicochemical properties of selected ligands.

Peptide Sequence Weight (Da) ClogP H-Donor H-Acceptor TPSA (A?)
(Cyclo-1,6)CYYQWC 862.98 —2.3098 10 18 363.21
(Cyclo-1,6)CFSRMC 744.94 —4.5460 10 17 373.04
(Cyclo-1,6)CLYHFC 782.94 —2.0673 8 16 312.78
(Cyclo-1,6)CYTYWC 835.96 —2.1119 10 17 340.35
(Cyclo-1,6)CLYKVC 726.94 —1.8108 8 15 311.74
RIF 822.41 4.7129 6 16 220.15

The computational prediction of the ADME properties were summarized in Table 5.
Absorption properties were represented by the ability of the ligand to interact with a P-
glycoprotein (P-gp) efflux transporter either as a substrate or as an inhibitor. Unlike RIF, the
cyclic peptides could not act as a P-gp inhibitor. All cyclic peptide ligands were predicted
not to interact with CYP450, either as a substrate or as an inhibitor. Total clearance was
used as the descriptor for excretion. From the result, negative value for this descriptor
predicts the tendency of these compounds to be accumulated in the body by avoiding rapid
renal clearance or proteolysis.
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Table 5. Computational ADME properties prediction of selected ligands.

Absorption Distribution Metabolism Excretion
Peptide Sequence P-gp P-gp Fraction CYP450 CYP450 Total
Substrate Inhibitor Unbound Substrate Inhibitor Clearance
(Cyclo-1,6)CYYQWC Yes No 0.280 No No —0.605
(Cyclo-1,6)CFSRMC Yes No 0.590 No No —0.097
(Cyclo-1,6)CLYHFC Yes No 0.379 No No —0.650
(Cyclo-1,6)CYTYWC Yes No 0.260 No No —0.656
(Cyclo-1,6)CLYKVC Yes No 0.464 No No —0.432
RIF Yes Yes 0.120 3A4 No —0.558

A QSAR-based decision tree approach was used to predict the ligand toxicological
properties [35,42]. Table 6 summarizes the predicted toxicological properties of selected
ligands and RIF based on the Benigni-Bossa rule base for mutagenicity and carcinogenic-
ity [43]. Structural alerts described the functional group/moiety that is linked to the
carcinogenic activity of chemicals and extrapolated from the structure of major carcinogen
chemical classes. From the result, only CLYHFC has a structural alert for nongenotoxic
carcinogenicity, which is due to the imidazole ring of the histidine residue. Selected peptide
ligands and RIF were not identified as hERG potassium ion channel inhibitors.

Table 6. Computational toxicological properties prediction of selected ligands.

Potential S.

Structural Alert for Structural Alert for thupimurium TA100 Potential
Peptide Sequence Genotoxic Nongenotoxic N}./ P Carcinogenicity hERG Inhibitor
Carcinogenicit Carcinogenicit utagen Based on Based on QSAR
(Cyclo-1,6)CYYQWC No No No No No
(Cyclo-1,6)CFSRMC No No No No No
(Cyclo-1,6)CLYHFC No Yes No No No
(Cyclo-1,6)CYTYWC No No No No No
(Cyclo-1,6)CLYKVC No No No No No
RIF Yes No No No No

3.1.6. N-Terminus and C-Terminus Modification

Structural modification through N-terminus acetylation and C-terminus amidation
were carried out to improve the plasma stability and bioactivity of the synthetic peptides.
To observe whether the modification will alter its binding to the docking site, the modified
peptide structures were generated and docked to RpoB WT and its mutants. The result is
summarized in Table 7 and all of the modified peptides exhibited proper RMSD values.
The cyclic peptide modification did not reduce its binding affinity to the receptor compared
to the parent peptide.

Table 7. Flexible docking score of modified cyclic peptides to RpoB WT and S450L.

RpoB S450L RpoB WT
Peptide Sequence : . - "
Docking Score RMSD (A) Docking Score RMSD (A)
(Cyclo-1,6)Ac-CYYQWC-NH, —13.4662 1.6298 —13.5887 1.5582
(Cyclo-1,6)Ac-CFSRMC-NH, —11.5095 1.4119 —12.0499 1.2679
(Cyclo-1,6)Ac-CLYHFC-NH, —12.1731 1.0797 —11.3917 1.9142
(Cyclo-1,6)Ac-CYTYWC-NH,; —13.1416 1.6129 —12.6561 1.8910
(Cyclo-1,6)Ac-CLYKVC-NH, —11.7044 1.7218 —11.5233 1.0785

3.2. Solid-Phase Peptide Synthesis

The modified peptides were synthesized using solid-phase peptide synthesis with
Fmoc chemistry according to the synthetic strategy depicted in Figure 6. Rink amide
resin with a MBHA linker (2.5 mmol loading) was used as the solid support to synthesize
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the C-amidated linear hexapeptides. After the last cycle of deprotection of the Fmoc
group with piperidine, the resin was washed, and the N-terminus was acetylated with
acetic anhydride. Cleavage from the resin was successfully performed with the cleavage
cocktail of trifluoroacetic acid, saturated phenol, water, and triisopropylsilane (90:5:2.5:2.5,
30 mL) for 2 h. The peptide was separated from the non-peptide components, such as the
protecting groups, through precipitation with cold ether. Purification of the crude peptides
with semi-preparative HPLC with a C-18 column and UV detector (£ = 214.4 nm) resulted
in pure fractions containing the linear peptides; they were characterized with ESI mass
spectrometry before undergoing the cyclization process.

tBu
1

s
:

H Fmoc.. N\ Boc CH3 N B°°
P a HN b WO 7 o ¥ o P o
Fmoc” N — N — > T"/S\/YNE)LH N\a)l\ﬁ N\i)J\NH_. — 3 S N\)L \)l\ \)LNH_.

Trt

o O I:IH NH

i
tBu Tt

Figure 6. Synthetic scheme of (Cyclo-1,6)Ac-CYYQWC-NH, with Rink amide MBHA resin: (a) Fmoc
deprotection: piperidine 20% in DMF; (b) addition of Fmoc-L-Cys(Trt)-OH and Fmoc-L-Trp(Boc)-OH.
Fmoc-L-GIn(Trt)-OH, Fmoc-L-Tyr(tBu)-OH (2 x ), Fmoc-L-Cys(Trt)-OH with HCTU/NMM in DMF
as the coupling reagent; (c) final deprotection with 20% piperidine in DMF, followed by acetylation
to the N-terminus with acetic anhydride and 2.6-lutidine in DMF, RT; (d) resin cleavage and global
deprotection: TFA/TIPS/Phenol/H,0 (90:5:2.5:2.5), RT, 2 h reaction, followed by crude precipitation
and RP-HPLC purification resulted in the linear-Ac-CYYQWC-NH,; and (e) cyclization with air
dilution in a high dilution of ammonium bicarbonate buffer pH = 8.5, followed by characterization.

After HPLC analysis of each fraction of the linear peptide, the fractions containing
pure peptide were pooled and concentrated. Then, the concentrate was dissolved in 1 L
of ammonium bicarbonate buffer at pH = 8.5 as a highly diluted solution. The solution
was subjected to air oxidation with stirring for 24 h to form an intramolecular disulfide
bond between two sulfhydryl moieties on the two cysteine residues. The dilute peptide
solution is necessary to maintain low intermolecular interactions between the linear peptide
that can be resulted in cyclic dimer, trimer, or oligomer formation. After the cyclization
reaction was completed, the solvent was removed, and the resulting cyclic peptides were
subjected to semi-preparative HPLC to remove cyclic dimers, trimers, and buffer salts.
The pure fractions were pooled and lyophilized. Analytical HPLC was also carried out to
identify the purity of the cyclization product. The pure cyclic peptide was characterized
with mass spectrometry to confirm the disulfide bond formation. From the mass spectra, it
was observed that cyclization resulted in the product with molecular weight difference of
2 Da (Figure S1), respective to the loss of two hydrogen atoms during cysteine oxidation
to cystine.

For all five cyclic peptides, a peak shifting was observed in the cyclic peptide chro-
matogram compared to the linear peptide chromatogram. The cyclic peptides were eluted
from the reversed-phase column faster than the linear counterparts, indicating increasing
of polarity of the cyclization product (Figure S2).
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As the summary, the exact mass spectra of the synthetic linear and cyclic peptides
were summarized in Table S3. All of the peptides were detected with the LR-MS with
100% intensity as [M+H]" ions. From calculation, it is observed that the exact mass is
almost identical to the calculated monoisotopic mass, with the maximum deviation of
0.03%. Another characterization was carried out with 'H NMR with DMSO-d6 as the
solvent, and the proton NMR spectra of each cyclic peptides were visualized in Figure S3.

4. Discussion

Identification of a novel inhibitor targeting transcription process in MTB is critical in
addressing the RIF resistance problem. In this paper, we report structural design and syn-
thesis of cyclic peptides as potential inhibitors of MTB RNAP. We conducted computational
design and screening to retrieve the selected peptide sequences with a potential binding
affinity to the RIF binding site in RpoB WT and mutants. The pharmacological properties
were predicted using several online tools to assess the drug-likeness of the cyclic peptide
drug candidates. Afterwards, we examined the drug candidates with a series of computa-
tional studies to observe the cyclization effect. To address the absorption profile, structural
modification with the N-terminus acetylation and C-terminus amidation approach were
carried out on the selected cyclic peptides. We employed solid-phase peptide synthesis to
produce the desired modified cyclic peptides, to be tested in the next phase of this study.
These cyclic peptides were expected to inhibit the MTB transcription initiation complex
with a similar mode of action as RIF, blocking the nucleotide addition site by steric clash and
inducing abortive initiation. Initial studies showed that (Cyclo-1,6)Ac-CLYHFC-NH; had
potential activity to inhibit RNA elongation in the MTB transcription initiation assay in the
nanomolar range with RIF as a positive control. In addition, (Cyclo-1,6)Ac-CYTYWC-NH,
had biological activity potential in the micromolar range. However, the other three cyclic
peptides and all of the linear peptides had no activity in inhibiting RNA elongation in MTB
transcription initiation assay. Detailed studies of their biological activities will be presented
in the future.

A library containing 7500 cyclic hexapeptides ligands was generated for the purpose of
this study. The designed ligand has cysteines at both of its termini to facilitate the formation
of disulfide bridge for the cyclization. The ligands were designed as hexapeptides to
produce molecules with similar average size and weight to RIF. The RIF binding site on
RpoB was used as the docking site to find the best binding pose of the ligands. This cyclic
peptide library was subjected to a series of computational screenings with rigid docking
and flexible docking simulations. From the flexible docking simulation, we have chosen
five cyclic peptide sequences that could bind to the RIF binding site in the RpoB WT and
S450L mutant. These selected cyclic peptides returned a good docking score compared to
RIF, and also returned appropriate RMSD values. All of the cyclic peptides appeared to
interact with residues Phe433, Arg448, and His674.

Typically, RIF resistance is associated with the mutation that occurs within the RRDR.
Among the mutations that occur, S450L mutation is commonly found in clinical isolates of
MDR-RR TB patients. Substitution of serine to leucine involves change in one nucleotide
(TCG to TTG) and altered the characteristics RIF binding site of the mutant as the con-
sequence. This change causes RIF resistance from the lack of van der Waals interaction
and loss of the free binding energy [44]. From the 2D interaction analysis, it was observed
that most of the cyclic peptides could interact with the serine or leucine residue on the
450 positions (S531L in E. coli RpoB consensus numbering).

Additionally, to test whether the selected peptides are capable of forming an interaction
with other altered RIF binding sites on DR-TB associated mutants, docking studies were
carried out between the ligands and selected mutants of RpoB (S450W, H445Y, and D435V).
The results suggest that most of the selected peptides might be able to bind to some other
RNAP variants; thus, they highlighted the potential of these compounds as potential
therapeutics for DR-TB. While all of the peptides exhibited a high binding affinity to
the RpoB WT, some of the cyclic peptides could also interact with the W450 residue on
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interaction with the S450W mutant, and with the V435 residue on interaction with the
D435V mutant. In contrast, RIF did not bind favorably to RpoB mutants.

To provide insight on the cyclization effect, a docking simulation was performed on
the linear structure of the selected peptides. Docking results showed that the linear peptide
exhibited weaker interactions with the RIF binding site, caused by the loss of hydrogen
bonding and less hydrophobic interaction (shown as example in Figure 4). This could
be explained by the higher degree of flexibility of the linear peptide, while cyclization
provides conformational restriction and more often leads to higher binding selectivity [45].

Computating the pharmacological properties prediction was carried out with the aid
of several online tools to calculate the physicochemical properties and to predict the ADME-
Tox properties. From the result, it was observed that almost all ligands, including RIF,
violate Lipinski’s ‘rule of five’ for oral drugs (molecular weight less than 500 Da, having no
more than 5 hydrogen bond donors and 10 hydrogen bond receptors, and a calculated logP
more than 5) [46]. However, it is worth mentioning that RIF is mostly administered as an
oral drug to the patients, despite the molecular weight and the number of hydrogen bond
donors and acceptors; this is presumably due to its cLogP at 4.71. Indeed, RIF is known
to be readily absorbed from the GI tract to the plasma, reaching the maximum plasma
concentration after 1 to 3 h from administration of a 10 mg/kg dose [47,48].

The P-gp interaction reflects the plasma and tissue concentration in human body after
the administration of a foreign substance, and is often used as the parameter to predict
the absorption profile of drug candidate [49,50]. From the results, all peptide ligands are
predicted to be a P-gp substrate, while RIF could act as both a substrate and inhibitor against
this transporter. These data indicate the possibility of reduced serum concentrations after
cyclic peptides administrations. In contrast, RIF has the chance to be transported across cell
membranes into the cell. Furthermore, RIF is a known potent inducer of cytochrome P-450
(CYP450), and drug-drug interactions are often found in TB patients on treatment due to
this fact [51-53]. The drug distribution is represented by a fraction unbound which describe
the ratio of the free drug (not bound to plasma) proportional to the total concentration
absorbed. It was observed that RIF had the lowest fraction unbound compared to the
cyclic peptides, and this corresponded to a previous study on RIF-plasma protein binding.
More than 80% of the concentration of RIF will be retained in the plasma; thus, it limits
the amount of RIF that penetrates the tissue which reaches the drug target [54,55]. This
means that a higher dose is needed to facilitate the distribution of the drug to the drug
target. However, decreased plasma binding would also cause a shorter half-life for the
compound, and plasma binding could aid with the prolonged duration of action. Therefore,
further studies are needed to determine the plasma binding equilibrium condition for the
development of our cyclic peptides. A distribution profile was predicted with the total
clearance parameter, in which the results showed that RIF and the cyclic peptides tend to
be accumulated in the body. Although it is hypothesized that cyclization could prolong
the half-lives of the peptide, this result has yet to be validated with an elimination study,
as small peptides with a molecular weight of less than 2 kDa are prone to rapid renal
clearance [29,56].

A SAR-based prediction was used to predict the toxicity properties of the selected
ligands and RIF, using the open-source ToxTree software. From the prediction result, (Cyclo-
1,6)CLYHFC has a structural alert for nongenotoxic carcinogenicity from the imidazole ring
in the histidine side chain. Although the SAR-based prediction linked the imidazole moiety
to the 4-methylimidazole carcinogenicity, histidine is known to be a non-carcinogen after
both long-term and short-term exposure and, instead, histidine can boost methotrexate
effectiveness in cancer treatment [57,58]. Other peptides were not found to be a potential
mutagen or carcinogen.

Two approaches, namely N-terminus acetylation and C-terminus amidation, can be
used to improve the bioavailability of the bioactive peptides. This approach reduces the
overall charges of the peptides, leading to better stability and absorption, and also avoiding
the enzymatic degradation to both of the termini caused by various peptidases [59-61].
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However, this modification could also alter the protein-ligand binding affinity. To assess
whether modification would eliminate the binding affinity of the selected peptides, we
generated the modified cyclic peptides structures and subjected them to the flexible docking
simulation. The results showed that these modifications did not eliminate the binding
affinity and, in some cases, modification resulted in improved docking scores.

After the computational study and examination, we proceeded to synthesize the mod-
ified peptides. Synthesis of the modified peptides were conducted through solid-phase
peptide synthesis with Fmoc chemistry on a Rink amide resin with a MBHA linker to pro-
duce an amidated C-terminus. The synthesis produced the expected yield of linear peptides
with reasonable purity. The presence of appropriate scavengers (i.e., TIPS, saturated phenol,
and water) successfully prevented side reactions, such as peptide alkylation, due to the
release of active carbocations from the side chain protecting groups (i.e., Trityl and t-Butyl)
during the TFA cleavage procedure. Purifications with a semi-preparative reversed-phase
HPLC with a C18 column were able to produce linear peptides with a purity higher than
98%, as characterized by analytical HPLC and ESI-MS. The cyclization reaction produced a
high yield of cyclic monomer, and the cyclic monomer was separated by semi-preparative
HPLC from the very low amounts of cyclic dimer, trimer, and tetramers that were formed
during the cyclization reaction in a highly diluted condition. During cyclization reactions,
we also found a low amount of oxidation products in peptides that contained Met, Trp, and
Tyr residues. Several common side oxidation products were observed during the cycliza-
tion of (Cyclo-1,6)Ac-CYYQWC-NH,; and (Cyclo1,6)Ac-CYTYWC-NH,;, which were due
to the oxidation of Trp or Tyr residue with the addition of 17 Da to the peptide molecular
weights. Similarly, the oxidation product of (Cyclo-1,6)Ac-CFSRMC-NH; was also found
by the formation of a sulfoxide group on the Met residue of the peptide.

5. Conclusions

A cyclic peptide library was constructed based on the RIF binding site of RpoB. The
library was subjected to tiered computational screenings with molecular docking simula-
tions and resulted in five cyclic peptides with a high binding affinity and proper RMSD
values during interactions with RpoB WT and S450L mutants. We computationally assessed
peptide binding properties with other RIF resistant associated mutants, the cyclization
effect, and the terminus modification effects on the peptides, and the predicted pharma-
cological properties of the selected cyclic peptides. The resulting cyclic peptides were
successfully synthesized and purified to give the desired cyclic peptides with high purities,
as determined by HPLC, the LC-ESI-MS* system, and proton NMR. As with RIF, these
peptides are being fully evaluated for their biological activities to inhibit RNA elongation
in the MTB transcription initiation assay.
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Interacting amino acid residues: Docking to RpoB mutants; Table S3: Exact mass of synthetic peptides.

Author Contributions: Conceptualization, U.S.ET. and TJ.S.; Data curation, ES.; Writing—original
draft preparation, ES.; Writing—review and editing, U.S.ET. and TJ.S.; Visualization, ES. and
M.S.; Supervision, U.S.ET. and T.J.S. All authors have read and agreed to the published version of
the manuscript.

Funding: This work was supported by the Indonesian Ministry of Research, Technology, and
Higher Education through PMDSU (Program Magister Menuju Doktor untuk Sarjana Unggul)
[NKB-347/UN2.RST/HKP.05.00/2021]. TJS would like to thank the support from National Insti-
tutes of Health (NIH), including R01-AG071682 (NIA) and Pilot Grant, COBRE Chemical Biology
Infectious Disease (P20-GM113117, NIGMS). Support for the NMR instrumentation was provided
by NIH Shared Instrumentation Grant # SI0ORR024664 and NSF Major Research Instrumentation
Award # 1625923.


https://www.mdpi.com/article/10.3390/life12091333/s1
https://www.mdpi.com/article/10.3390/life12091333/s1

Life 2022, 12, 1333 15 of 17

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Acknowledgments: The authors would like to thank KU NMR Laboratory and KU Mass Spectrome-
try and Analytical Proteomics Laboratory for assisting with NMR and mass spectra acquisition.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. World Health Organization. Global Tuberculosis Report 2021; WHO Report; WHO: Geneva, Switzerland, 2021.

2. Dheda, K,; Perumal, T.; Moultrie, H.; Perumal, R.; Esmail, A.; Scott, A.].; Udwadia, Z.; Chang, K.C.; Peter, J.; Pooran, A.; et al.
The intersecting pandemics of tuberculosis and COVID-19: Population-level and patient-level impact, clinical presentation, and
corrective interventions. Lancet Respir. Med. 2022, 10, 603-622. [CrossRef]

3. Munro, S.A.; Lewin, S.A.; Smith, H.J.; Engel, M.E.; Fretheim, A.; Volmink, ]J. Patient adherence to tuberculosis treatment: A
systematic review of qualitative research. PLoS Med. 2007, 4, e238. [CrossRef] [PubMed]

4. Alipanah, N,; Jarlsberg, L.; Miller, C.; Linh, N.N.; Falzon, D.; Jaramillo, E.; Nahid, P. Adherence interventions and outcomes of
tuberculosis treatment: A systematic review and meta-analysis of trials and observational studies. PLoS Med. 2018, 15, €1002595.
[CrossRef] [PubMed]

5. Zaman, K. Tuberculosis: A global health problem. J. Health Popul. Nutr. 2010, 28, 111-113. [CrossRef]

6. Somasundaram, S.; Ram, A.; Sankaranarayanan, L. Isoniazid and rifampicin as therapeutic regimen in the current Era: A review.
J. Tuberc. Res. 2014, 2, 40-51. [CrossRef]

7. WHO. WHO Consolidated Guidelines on Tuberculosis: Module 4: Treatment-Drug-Resistant Tuberculosis Treatment; WHO: Geneva,
Switzerland, 2020.

8.  Goldstein, B.P. Resistance to rifampicin: A review. J. Antibiot. 2014, 67, 625-630. [CrossRef]

9.  Lee,].; Borukhov, S. Bacterial RNA Polymerase-DNA Interaction-The Driving Force of Gene Expression and the Target for Drug
Action. Front Mol Biosci 2016, 3, 73. [CrossRef]

10. Darst, S.A. Bacterial RNA polymerase. Curr. Opin. Struct. Biol. 2001, 11, 155-162. [CrossRef]

11. Rodrigue, S.; Provvedi, R.; Jacques, P.E.; Gaudreau, L.; Manganelli, R. The sigma factors of Mycobacterium tuberculosis. FEMS
Microbiol. Rev. 2006, 30, 926-941. [CrossRef]

12.  Hubin, E.A ; Lilic, M.; Darst, S.A.; Campbell, E.A. Structural insights into the mycobacteria transcription initiation complex from
analysis of X-ray crystal structures. Nat. Commun. 2017, 8, 16072. [CrossRef]

13.  Vassylyev, D.G.; Sekine, S.; Laptenko, O.; Lee, ].; Vassylyeva, M.N.; Borukhov, S.; Yokoyama, S. Crystal structure of a bacterial
RNA polymerase holoenzyme at 2.6 A resolution. Nature 2002, 417, 712-719. [CrossRef] [PubMed]

14. Campbell, E.A.; Korzheva, N.; Mustaev, A.; Murakami, K.; Nair, S.; Goldfarb, A.; Darst, S.A. Structural mechanism for rifampicin
inhibition of bacterial rna polymerase. Cell 2001, 104, 901-912. [CrossRef]

15. Almeida Da Silva, PE.; Palomino, J.C. Molecular basis and mechanisms of drug resistance in Mycobacterium tuberculosis:
Classical and new drugs. J. Antimicrob. Chemother. 2011, 66, 1417-1430. [CrossRef] [PubMed]

16. Hughes, D.; Brandis, G. Rifampicin Resistance: Fitness Costs and the Significance of Compensatory Evolution. Antibiotics 2013, 2,
206-216. [CrossRef] [PubMed]

17.  Koch, A.; Mizrahi, V.; Warner, D.E. The impact of drug resistance on Mycobacterium tuberculosis physiology: What can we learn
from rifampicin? Emerg. Microbes Infect. 2014, 3, e17. [CrossRef]

18. Alifano, P.; Palumbo, C.; Pasanisi, D.; Tala, A. Rifampicin-resistance, rpoB polymorphism and RNA polymerase genetic
engineering. J. Biotechnol. 2015, 202, 60-77. [CrossRef]

19. Zenkin, N.; Kulbachinskiy, A.; Bass, I.; Nikiforov, V. Different rifampin sensitivities of Escherichia coli and Mycobacterium
tuberculosis RNA polymerases are not explained by the difference in the beta-subunit rifampin regions I and II. Antimicrob.
Agents Chemother. 2005, 49, 1587-1590. [CrossRef]

20. Highsmith, H.Y,; Starke, ].R.; Mandalakas, A.M. Tuberculosis. In Kendig’s Disorders of the Respiratory Tract in Children; Elsevier
Health Sciences: Amsterdam, The Netherlands, 2018.

21. Smith, M. Antibiotic resistance mechanisms. In Journeys in Medicine and Research on Three Continents over 50 Years; World Scientific:
Singapore, 2017; pp. 95-99.

22. Jamieson, F.B.; Guthrie, J.L.; Neemuchwala, A.; Lastovetska, O.; Melano, R.G.; Mehaffy, C. Profiling of rpoB mutations and MICs
for rifampin and rifabutin in Mycobacterium tuberculosis. J. Clin. Microbiol. 2014, 52, 2157-2162. [CrossRef]

23. Rukasha, I; Said, HM.; Omar, S.V.; Koornhof, H.; Dreyer, A.W.; Musekiwa, A.; Moultrie, H.; Hoosen, A.A.; Kaplan, G;
Fallows, D.; et al. Correlation of rpoB Mutations with Minimal Inhibitory Concentration of Rifampin and Rifabutin in Mycobac-
terium tuberculosis in an HIV/AIDS Endemic Setting, South Africa. Front. Microbiol. 2016, 7, 1947. [CrossRef]

24. Muthaiah, M.; Shivekar, S.S.; Cuppusamy Kapalamurthy, V.R.; Alagappan, C.; Sakkaravarthy, A.; Brammachary, U. Prevalence of

mutations in genes associated with rifampicin and isoniazid resistance in Mycobacterium tuberculosis clinical isolates. J. Clin.
Tuberc. Other Mycobact. Dis. 2017, 8, 19-25. [CrossRef]


http://doi.org/10.1016/S2213-2600(22)00092-3
http://doi.org/10.1371/journal.pmed.0040238
http://www.ncbi.nlm.nih.gov/pubmed/17676945
http://doi.org/10.1371/journal.pmed.1002595
http://www.ncbi.nlm.nih.gov/pubmed/29969463
http://doi.org/10.3329/jhpn.v28i2.4879
http://doi.org/10.4236/jtr.2014.21005
http://doi.org/10.1038/ja.2014.107
http://doi.org/10.3389/fmolb.2016.00073
http://doi.org/10.1016/S0959-440X(00)00185-8
http://doi.org/10.1111/j.1574-6976.2006.00040.x
http://doi.org/10.1038/ncomms16072
http://doi.org/10.1038/nature752
http://www.ncbi.nlm.nih.gov/pubmed/12000971
http://doi.org/10.1016/S0092-8674(01)00286-0
http://doi.org/10.1093/jac/dkr173
http://www.ncbi.nlm.nih.gov/pubmed/21558086
http://doi.org/10.3390/antibiotics2020206
http://www.ncbi.nlm.nih.gov/pubmed/27029299
http://doi.org/10.1038/emi.2014.17
http://doi.org/10.1016/j.jbiotec.2014.11.024
http://doi.org/10.1128/AAC.49.4.1587-1590.2005
http://doi.org/10.1128/JCM.00691-14
http://doi.org/10.3389/fmicb.2016.01947
http://doi.org/10.1016/j.jctube.2017.06.001

Life 2022, 12, 1333 16 of 17

25.

26.

27.
28.

29.
30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

Daffre, S.; Bulet, P.; Spisni, A.; Ehret-Sabatier, L.; Rodrigues, E.G.; Travassos, L.R. Bioactive natural peptides. Stud. Nat. Prod.
Chem. 2008, 35, 597-691.

Lau, J.L.; Dunn, M.K. Therapeutic peptides: Historical perspectives, current development trends, and future directions. Bioorg.
Med. Chem. 2018, 26, 2700-2707. [CrossRef] [PubMed]

Otvos, L., Jr.; Wade, ].D. Current challenges in peptide-based drug discovery. Front. Chem. 2014, 2, 62. [CrossRef]

Recio, C.; Maione, E; Igbal, A.J.; Mascolo, N.; De Feo, V. The Potential Therapeutic Application of Peptides and Peptidomimetics
in Cardiovascular Disease. Front. Pharmacol. 2016, 7, 526. [CrossRef] [PubMed]

Di, L. Strategic approaches to optimizing peptide ADME properties. AAPS J. 2015, 17, 134-143. [CrossRef] [PubMed]

Bruno, B.J.; Miller, G.D.; Lim, C.S. Basics and recent advances in peptide and protein drug delivery. Ther. Deliv. 2013, 4, 1443-1467.
[CrossRef] [PubMed]

Stephanie, F.; Saragih, M.; Alkaff, A.H.; Nasution, M.A.F,; Tambunan, U.S.F. Screening of Potential Northern African Natural
Product Compounds as Dengue Virus NS5 Methyltransferase Inhibitor: An in Silico Approach. In Proceedings of the 2019 IEEE
19th International Conference on Bioinformatics and Bioengineering (BIBE), Athens, Greece, 28-30 October 2019; pp. 215-220.
[CrossRef]

Stephanie, F.; Alkaff, A.H.; Tambunan, U.S.F. Flexible molecular docking simulation of peptide compounds as inhibitor of Glul
host protein for dengue fever therapy. AIP Conf. Proc. 2020, 2237, 020031. [CrossRef]

Sander, T.; Freyss, J.; von Korff, M.; Rufener, C. DataWarrior: An open-source program for chemistry aware data visualization
and analysis. J. Chem. Inf. Model. 2015, 55, 460-473. [CrossRef]

Benigni, R.; Bossa, C.; Jeliazkova, N.; Netzeva, T.; Worth, A. The Benigni/Bossa rulebase for mutagenicity and carcinogenicity—A
module of Toxtree. JRC Sci. Tech. Reports 2008, 1, 1-78.

Contrera, J.F. Validation of Toxtree and SciQSAR in silico predictive software using a publicly available benchmark mutagenicity
database and their applicability for the qualification of impurities in pharmaceuticals. Regul. Toxicol. Pharmacol. 2013, 67, 285-293.
[CrossRef]

Daina, A.; Michielin, O.; Zoete, V. SwissADME: A free web tool to evaluate pharmacokinetics, drug-likeness and medicinal
chemistry friendliness of small molecules. Sci. Rep. 2017, 7, 42717. [CrossRef] [PubMed]

Cheng, F; Li, W,; Zhou, Y,; Shen, J.; Wu, Z; Liu, G.; Lee, PW.,; Tang, Y. admetSAR: A comprehensive source and free tool for
assessment of chemical ADMET properties. . Chem. Inf. Model. 2012, 52, 3099-3105. [CrossRef]

Pires, D.E.; Blundell, T.L.; Ascher, D.B. pkCSM: Predicting Small-Molecule Pharmacokinetic and Toxicity Properties Using
Graph-Based Signatures. J. Med. Chem. 2015, 58, 4066—4072. [CrossRef] [PubMed]

Ulapane, K.R.; Kopec, B.M; Siahaan, T.J. Improving In Vivo Brain Delivery of Monoclonal Antibody Using Novel Cyclic Peptides.
Pharmaceutics 2019, 11, 568. [CrossRef] [PubMed]

Petukh, M.; Stefl, S.; Alexov, E. The role of protonation states in ligand-receptor recognition and binding. Curr. Pharm. Des. 2013,
19, 4182-4190. [CrossRef] [PubMed]

Hevener, K.E.; Zhao, W.; Ball, D.M.; Babaoglu, K.; Qi, J.; White, SW.; Lee, R.E. Validation of molecular docking programs for
virtual screening against dihydropteroate synthase. J. Chem. Inf. Model. 2009, 49, 444-460. [CrossRef]

Patlewicz, G.; Jeliazkova, N.; Safford, R.J.; Worth, A.P.; Aleksiev, B. An evaluation of the implementation of the Cramer
classification scheme in the Toxtree software. SAR QSAR Environ. Res. 2008, 19, 495-524. [CrossRef]

Benigni, R.; Bossa, C. Structure alerts for carcinogenicity, and the Salmonella assay system: A novel insight through the chemical
relational databases technology. Mutat. Res. 2008, 659, 248-261. [CrossRef]

Molodtsov, V.; Scharf, N.T.; Stefan, M.A.; Garcia, G.A.; Murakami, K.S. Structural basis for rifamycin resistance of bacterial RNA
polymerase by the three most clinically important RpoB mutations found in Mycobacterium tuberculosis. Mol. Microbiol. 2017,
103, 1034-1045. [CrossRef]

Koehnke, J.; Naismith, J.; Van Der Donk, W.A. An Introduction to Cyclic Peptides. In Cyclic Peptides: From Bioorganic Synthesis to
Applications; Royal Society of Chemistry: London, UK, 2017; pp. 1-14. [CrossRef]

Benet, L.Z.; Hosey, C.M.; Ursu, O.; Oprea, T.I. BDDCS, the Rule of 5 and drugability. Adv. Drug Deliv. Rev. 2016, 101, 89-98.
[CrossRef]

Verbeeck, R.K.; Gunther, G.; Kibuule, D.; Hunter, C.; Rennie, T.W. Optimizing treatment outcome of first-line anti-tuberculosis
drugs: The role of therapeutic drug monitoring. Eur. J. Clin. Pharmacol. 2016, 72, 905-916. [CrossRef] [PubMed]

Loya, H.; Ghoghari, H.; Rizvi, S.F.,; Khan, A. Effect of altering the regime of oral rifampicin therapy in the treatment of persistent
central serous chorioretinopathy. Pak. . Med. Sci. 2019, 35, 1687-1690. [CrossRef] [PubMed]

Lin, ].H.; Yamazaki, M. Role of P-glycoprotein in pharmacokinetics: Clinical implications. Clin. Pharmacokinet. 2003, 42, 59-98.
[CrossRef] [PubMed]

Amin, M.L. P-glycoprotein Inhibition for Optimal Drug Delivery. Drug Target Insights 2013, 7, 27-34. [CrossRef]

Martinec, O.; Biel, C.; de Graaf, . A.M.; Huliciak, M.; de Jong, K.P; Staud, F.; Cecka, F; Olinga, P; Vokral, I.; Cerveny, L. Rifampicin
Induces Gene, Protein, and Activity of P-Glycoprotein (ABCB1) in Human Precision-Cut Intestinal Slices. Front. Pharmacol. 2021,
12, 684156. [CrossRef]

Jalali, A.; Ghasemian, S.; Najafzadeh, H.; Galehdari, H.; Seifi, M.R.; Zangene, F.; Dehdardargahi, S. Verapamil and rifampin effect
on p-glycoprotein expression in hepatocellular carcinoma. Jundishapur. J. Nat. Pharm. Prod. 2014, 9, e17741. [CrossRef]


http://doi.org/10.1016/j.bmc.2017.06.052
http://www.ncbi.nlm.nih.gov/pubmed/28720325
http://doi.org/10.3389/fchem.2014.00062
http://doi.org/10.3389/fphar.2016.00526
http://www.ncbi.nlm.nih.gov/pubmed/28111551
http://doi.org/10.1208/s12248-014-9687-3
http://www.ncbi.nlm.nih.gov/pubmed/25366889
http://doi.org/10.4155/tde.13.104
http://www.ncbi.nlm.nih.gov/pubmed/24228993
http://doi.org/10.1109/BIBE.2019.00046
http://doi.org/10.1063/5.0005237
http://doi.org/10.1021/ci500588j
http://doi.org/10.1016/j.yrtph.2013.08.008
http://doi.org/10.1038/srep42717
http://www.ncbi.nlm.nih.gov/pubmed/28256516
http://doi.org/10.1021/ci300367a
http://doi.org/10.1021/acs.jmedchem.5b00104
http://www.ncbi.nlm.nih.gov/pubmed/25860834
http://doi.org/10.3390/pharmaceutics11110568
http://www.ncbi.nlm.nih.gov/pubmed/31683745
http://doi.org/10.2174/1381612811319230004
http://www.ncbi.nlm.nih.gov/pubmed/23170880
http://doi.org/10.1021/ci800293n
http://doi.org/10.1080/10629360802083871
http://doi.org/10.1016/j.mrrev.2008.05.003
http://doi.org/10.1111/mmi.13606
http://doi.org/10.1039/9781788010153-00001
http://doi.org/10.1016/j.addr.2016.05.007
http://doi.org/10.1007/s00228-016-2083-4
http://www.ncbi.nlm.nih.gov/pubmed/27305904
http://doi.org/10.12669/pjms.35.6.990
http://www.ncbi.nlm.nih.gov/pubmed/31777516
http://doi.org/10.2165/00003088-200342010-00003
http://www.ncbi.nlm.nih.gov/pubmed/12489979
http://doi.org/10.4137/DTI.S12519
http://doi.org/10.3389/fphar.2021.684156
http://doi.org/10.17795/jjnpp-17741

Life 2022, 12, 1333 17 of 17

53.

54.

55.

56.

57.
58.

59.

60.
61.

Westphal, K.; Weinbrenner, A.; Zschiesche, M.; Franke, G.; Knoke, M.; Oertel, R.; Fritz, P.; von Richter, O.; Warzok, R,;
Hachenberg, T.; et al. Induction of P-glycoprotein by rifampin increases intestinal secretion of talinolol in human beings: A new
type of drug/drug interaction. Clin. Pharmacol. Ther. 2000, 68, 345-355. [CrossRef]

Alghamdi, W.A.; Al-Shaer, M.H.; Peloquin, C.A. Protein Binding of First-Line Antituberculosis Drugs. Antimicrob. Agents
Chemother. 2018, 62, €00641-18. [CrossRef]

Wasserman, S.; Davis, A.; Stek, C.; Chirehwa, M.; Botha, S.; Daroowala, R.; Bremer, M.; Maxebengula, M.; Koekemoer, S.;
Goliath, R.; et al. Plasma Pharmacokinetics of High-Dose Oral versus Intravenous Rifampicin in Patients with Tuberculous
Meningitis: A Randomized Controlled Trial. Antimicrob. Agents Chemother. 2021, 65, e0014021. [CrossRef]

Wu, H.; Huang, J. Optimization of Protein and Peptide Drugs Based on the Mechanisms of Kidney Clearance. Protein Pept. Lett.
2018, 25, 514-521. [CrossRef]

Frezza, C. Histidine metabolism boosts cancer therapy. Nature 2018, 559, 484-485. [CrossRef] [PubMed]

Moro, J.; Tome, D.; Schmidely, P.; Demersay, T.C.; Azzout-Marniche, D. Histidine: A Systematic Review on Metabolism and
Physiological Effects in Human and Different Animal Species. Nutrients 2020, 12, 1414. [CrossRef] [PubMed]

Zeng, Q.; Jiang, J.; Wang, ].; Zhou, Q.; Zhang, X. N-Terminal Acetylation and C-Terminal Amidation of Spirulina platensis-Derived
Hexapeptide: Anti-Photoaging Activity and Proteomic Analysis. Mar. Drugs 2019, 17, 520. [CrossRef] [PubMed]

Ree, R; Varland, S.; Arnesen, T. Spotlight on protein N-terminal acetylation. Exp. Mol. Med. 2018, 50, 1-13. [CrossRef]

Wallace, R.J. Acetylation of peptides inhibits their degradation by rumen micro-organisms. Br. J. Nutr. 1992, 68, 365-372.
[CrossRef]


http://doi.org/10.1067/mcp.2000.109797
http://doi.org/10.1128/AAC.00641-18
http://doi.org/10.1128/AAC.00140-21
http://doi.org/10.2174/0929866525666180530122835
http://doi.org/10.1038/d41586-018-05573-4
http://www.ncbi.nlm.nih.gov/pubmed/30030511
http://doi.org/10.3390/nu12051414
http://www.ncbi.nlm.nih.gov/pubmed/32423010
http://doi.org/10.3390/md17090520
http://www.ncbi.nlm.nih.gov/pubmed/31487895
http://doi.org/10.1038/s12276-018-0116-z
http://doi.org/10.1079/BJN19920095

	Introduction 
	Materials and Methods 
	Computational Screening 
	Preparation of 3D Receptor Structure 
	Cyclic Peptide Ligand Database Construction 
	Molecular Docking Simulation 
	Computational Pharmacological Properties Prediction 

	Solid-Phase Peptide Synthesis 
	Reagents 
	Peptide Purification and Analysis with HPLC 
	Solid Phase Peptide Synthesis 


	Results 
	Computational Screening 
	Preparation of 3D Receptor Structure 
	Molecular Docking Simulation 
	Docking to RpoB Mutants 
	Cyclization Effect 
	Computational Pharmacological Properties Prediction 
	N-Terminus and C-Terminus Modification 

	Solid-Phase Peptide Synthesis 

	Discussion 
	Conclusions 
	References

