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Abstract

This study reports the exclusive and rapid synthesis of twenty-four derivatives of
1-((mono/bis)trifluoromethyl)phenyl-3-(4-arylthiazol-2-yl)thioureas (series 7, 9 and 11), along
with their antimicrobial activities against Candida albicans, Mycobacterium smegmatis and seven
additional bacterial strains. The anticancer potential of these compounds was evaluated
against various human cancer cell lines, including A549 (lung adenocarcinoma), HeLa (cervical
carcinoma), IMR32 (neuroblastoma), MCEF-7 (breast adenocarcinoma), HCT116 (colon cancer)
and DU145 (prostate cancer). Among these, 1-(3,5-bistrifluoromethylphenyl)-3-(thiazol-2-
yDthiourea (7i) and 1-(4-trifluoromethylphenyl)-3-(4-(3-chlorophenyl)thiazol-2-yl)thiourea (11h)
demonstrated significant antimicrobial activity against M. luteus, S. aureus, S. aureus 1 and
C. albicans. Additionally, 1-(4-(3-chlorophenyl)thiazol-2-yl)-3-(3-trifluoromethylphenyl)thiourea
(9g) and 1-(4-trifluoromethylphenyl)-3-(4-(2-fluorophenyl)thiazol-2-yl)-thiourea (11g) showed
activity against Mycobacterium smegmatis. The bioassay tests indicated that many of the thiourea
derivatives exhibited moderate activity against the A549, HeLa, MCF-7 and HCT116 cancer
cell lines.

Keywords: thiazole; thiourea; Mycobacterium smegmatis; anticancer activity; antimicrobial
activity

1. Introduction

The increasing mortality rate in humans due to infections caused by multidrug-
resistant pathogens is a serious concern [1-3]. Immunocompromised patients suffering
from cancer and HIV, as well as patients in post-surgery wards, are vulnerable to fungal
infections caused by the Candida species, and the incidence of patients being admitted
to intensive care units for treatment of sepsis with adequate antibiotics to relieve severe
suffering has become common [4-7]. Tuberculosis (TB) is another prevalent infectious
disease, responsible for the premature deaths of over 1.24 million people in 2024, including
150,000 people with HIV [8]. The prolonged period of standard multidrug therapy for TB
patients [9,10] often leads to non-compliance with the treatment regimen, leading to the
emergence of drug resistance [11]. Similarly, cancer poses an increasing risk of human
affliction across the globe and is a serious economic threat to underdeveloped and emerging
nations. In order to mitigate the complications associated with the current treatment proto-
cols using the available drugs, it is necessary to identify new anticancer, antibacterial and
antifungal agents with alternative mechanisms of action [12-14]. In view of this rationale,
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we have planned to prepare more new molecules containing known pharmacophores for
evaluating their anticancer and anti-infective potential.

The ubiquitous thiazole motifs are part of many known biologically active natural and
synthetic molecules reported as antimicrobial agents (e.g., sulfathiazole) [15-17], anticancer
agents [18-20], antituberculars [21-23], human thymidylate synthase (hTS) inhibitors [24],
human glucagon receptor antagonists (hGluR) and glucokinase activators [25,26]. The
electrostatic potential energy maps of thiazole-thiourea derivatives have been studied [27].
There are numerous methods [28-31] for the synthesis of thioureas and their significance has
been reported. It is also known that several compounds possessing the thiourea structural
motif have exhibited a wide range of biological properties, including antimicrobial [32],
antifungal [33], antitubercular [34], antimalarial [35], antidiabetic [36], antihypertensive [37],
anticancer [38,39] and urease inhibition activities [40]. Some thiourea derivatives are
reported to prevent oxidative damage and have the potential to be used as free radical
scavengers [41]. The immense pharmacological potential of thiazole-thiourea compounds
has prompted us to synthesize several new molecules containing both the pharmacophore
units in a single molecular scaffold for evaluating their antimicrobial and antiproliferative
activities [42—44]. The structures of four known biologically active thioureas, such as 2-
{4-(3-(3-bromophenylthioureido)benzamido}acetic acid (1), 1,3-bis(4-isopentyloxyphenyl)
thiourea (2), 1-propyl-3-(6-trifluoromethoxybenzo[d]thiazol-2-yl)thiourea (3), are shown in
Figure 1.
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Figure 1. Structures of biologically active thioureas (1-3).

Previously, the author of this article reported the anti-inflammatory and antioxidant
activity of several 2-(2,4-dioxo-1,3-thizolidin-5-yl)acetamides and anticancer evaluation
of 3-aryl-6-phenylimidazo [2,1-b]thiazoles [45,46]. In the present investigation, we have
prepared a decent library of fluorine-containing 1-aryl-3-(4-arylthiazol-2-yl)thiourea deriva-
tives and screened them in vitro for their antiproliferative ability and also their antimicro-
bial potential involving antifungal, antibacterial and antimycobacterial activities.

2. Materials and Methods
2.1. Materials and Instruments

All the reagents and solvents are purchased from Sigma-Aldrich and Alfa Aesar.
Solvents are distilled and dried before use. Melting points are determined on the Veego
(VMP-MP) melting point apparatus and are uncorrected. Merck 60 Fys, silica gel-coated
glass sheets are used for thin-layer chromatography and spots are visualized under UV
light. Infrared spectra are recorded on a Perkin-Elmer FT-IR 1600 spectrometer. 'H NMR
and >C NMR spectra are recorded on Bruker Avance 300 MHz and Bruker Inova 400 MHz
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spectrometers with TMS as the internal standard. Chemical shifts (5) are given in parts per
million, and coupling constants are given as absolute values expressed in Hertz. Proton
coupling patterns are described as singlet (s), doublet (d), triplet (t), quartet (q), multiplet
(m) and broad (br). EI-MS and HRMS are performed with a Jeol AccuTOF™ GCv 4G A
time-of-flight mass spectrometer.

2.2. Synthesis
2.2.1. General Procedure for Synthesis of 1-(3,5-Bistrifluoromethylphenyl)-3-
(4-arylthiazol-2-yl)urea Derivatives (7a—i)

A mixture of the respective 4-(substituted-phenyl)-1,3-thiazol-2-amine 5 (1.14 mmol),
3,5-bis(trifluoromethyl)phenyl isothiocyanate 6 (1.25 mmol) and anhydrous toluene (5 mL)
is taken into a 20 mL pressure tube and stirred at 110 °C for 2-8 h. After completion of the
reaction (monitored by TLC), the reaction mixture is cooled to room temperature. The solid
obtained is separated by filtration and washed with 3 x 5 mL of ethyl acetate, followed
by 3 x 5 mL of methanol to yield the corresponding 1-(3,5-bistrifluoromethylphenyl)-3-(4-
arylthiazol-2-yl)thiourea 7 as a pure product.

2.2.2. Spectral Data of Synthesized Compounds (7a-i)
1-(3,5-Bistrifluoromethylphenyl)-3-(4-phenylthiazol-2-yl)thiourea (7a).

Yield 92%; mp 252-254 °C; IR (KBr) cm~!: 3177 (NH), 3031 (Ar-H), 1279 (C=S),
1132 (C-F); 1H NMR (DMSO-d6, 300 MHz) 6 (ppm): 7.14 (s, 1H, thiazole-H), 7.33 (t, ] = 7.0,
8.0 Hz, 1H, Ar-H), 7.41 (t,] = 7.0 Hz, 2H, Ar-H), 7.66 (s, 1H, Ar-H), 7.79 (d,] = 7.0 Hz, 2H,
Ar-H), 8.35 (s, 2H, Ar-H), 11.81 (br s, 1H, NH, D20 exchangeable); 1*C NMR (DMSO-d6,
75 MHz) § (ppm): 106.9, 116.8, 117.6 (CF3, q, 1JCF = 272.8 Hz), 122.5, 125.7, 128.2, 128.6,
129.6 (CF3, q, 2JCF = 33.0 Hz), 141.0, 147.1, 164.8, 178.9; EI-MS (m/z): 447 [M+]; HRMS (EI)
calcd for C18H11F6N3S2 [M+]: 447.0298; found: 447.0315.

1-(3,5-Bistrifluoromethylphenyl)-3-(4-(4-(trifluoromethyl)phenyl)thiazol-2-yl)thiourea (7b).

Yield 94%; mp 277-279 °C; IR (KBr) cm~1: 3170 (NH), 3025 (Ar-H), 1287 (C=S), 1123 (C-
F); 'TH NMR (DMSO-d6, 300 MHz) & (ppm): 7.20 (s, 1H, thiazole-H), 7.57-7.60 (m, 3H, Ar-H),
7.84 (d, ] = 8.0 Hz, 2H, Ar-H), 8.20 (s, 2H, Ar-H), 11.61 (br s, 1H, NH, D20 exchangeable).
EI-MS (m/z): 515 [M+]; HRMS (EI) calcd for C19H10FIN3S2 [M+]: 515.01724; found:
515.0190.

1-(3,5-Bistrifluoromethylphenyl)-3-(4-(4-chlorophenyl)thiazol-2-yl)thiourea (7c).

Yield 94%; mp 268-270 °C; IR (KBr) cm~!: 3170 (NH), 3025 (Ar-H), 1287 (C=S),
1123 (C-F), 778 (C-Cl); 'TH NMR (DMSO-d6, 300 MHz) & (ppm): 7.50 (d, ] = 8.2 Hz, 2H,
Ar-H), 7.60 (s, 1H, thiazole-H), 7.85 (m, 3H, Ar-H), 8.37 (s, 2H, Ar-H), 10.77 (br s, 1H, NH,
D20 exchangeable); 13C NMR (DMSO-d6, 75 MHz) & (ppm): 107.9, 117.2, 119.8 (CF3, q,
1JCF = 273.3Hz), 122.9, 127 .4, 128.7, 129.8(CF3, q, 2JCF = 32.6 Hz), 132.6, 140.8, 147.2, 168.9
177.0; EI-MS (m/z): 481[M+]; HRMS (EI) calcd for C18H10Cl F6 N3S2 [M+]: 481.9987;
found: 481.9977.

1-(3,5-Bistrifluoromethylphenyl)-3-(4-(4-bromophenyl)thiazol-2-yl)thiourea (7d).

Yield 90%; mp 272-274 °C; IR (KBr) cm~!: 3173 (NH), 3031 (Ar-H), 1284 (C=S),
1124 (C-F), 696 (C-Br); '"H NMR (DMSO-d6, 300 MHz) & (ppm): 7.24 (s, 1H, thiazole-H),
7.52 (d,] =8.3 Hz, 2H, Ar-H), 7.66 (s, 1H, Ar-H), 7.71 (d, ] = 8.1 Hz, 2H, Ar-H), 8.32 (s, 2H,
Ar-H); 13C NMR (DMSO-d6, 75 MHz) § (ppm): 106.2, 117.2, 119.0 (CF3, q, 1JCF = 272.4 Hz),
121.0, 122.2, 126.6, 130.3, 130.6, 130.9, 131.9, 139.7, 148.1, 168.1, 176.3; EI-MS (m/z): 524 [M+];
HRMS (EI) calcd for C18H10 BrF6N3S2 [M+]: 524.9403; found: 524.9410.

1-(3,5-Bistrifluoromethylphenyl)-3-(4-(4-iodophenyl)thiazol-2-yl)thiourea (7e).

Yield 91%; mp 266-268 °C; IR (KBr) cm~!: 3175 (NH), 3031 (Ar-H), 1285 (C=S),
1124 (C-F), 650 (C-I); 'H NMR (DMSO-dg, 300 MHz) § (ppm): 7.16 (s, 1H, thiazole-H),
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7.49-7.54 (m, 2H, Ar-H), 7.57 (s, 1H, Ar-H), 7.64-7.67 (m, 2H, Ar-H), 8.20 (s, 2H, Ar-H). EI-
MS (m/z): 572 [M+]; HRMS (EI) caled for CigH1gFgIN3S, [M+]: 572.9265; found: 572.9269.
1-(3,5-Bistrifluoromethylphenyl)-3-(4-(2-chlorophenyl)thiazol-2-yl)thiourea (7f).

Yield 92%; mp 182-184 °C; IR (KBr) cm~!: 3178 (NH), 3034 (Ar-H), 1280 (C=S),
1124 (C-F), 737 (C-Cl); '"H NMR (DMSO-dg, 300 MHz) § (ppm): 7.33-7.36 (m, 3H, thiazole-H
merged, Ar-H),7.48 (d, ] =7.1 Hz,1H, Ar-H), 7.64 (s, 1H, Ar-H), 7.74 (d, ] = 6.12 Hz, 1H,
Ar-H), 8.34 (s, 2H, Ar-H), 11.78 (br s, 1H, NH, D,O exchangeable). EI-MS (m/z): 481 [M+];
HRMS (EI) caled for C1gH19Cl Fg N3S, [M+]: 481.9987; found: 481.9977.

1-(3,5-Bistrifluoromethylphenyl)-3-(4-(2-fluorophenyl)thiazol-2-yl)thiourea (7g).

Yield 90%; mp 208-210 °C; IR (KBr) cm~!: 3176 (NH), 3033 (Ar-H), 1279 (C=S),
1130 (C-F); 'H NMR (DMSO-dg, 300 MHz) § (ppm): 7.25-7.31 (m, 2H, thiazole-H, Ar-H),
7.40-7.48 (m, 1H, Ar-H), 7.55 (s, 1H, Ar-H), 7.87 (s, 1H, Ar-H), 8.03-8.09 (m, 1H, Ar-H), 8.55
(s, 2H, Ar-H), 11.57 (br s, 1H, NH, D,O exchangeable). EI-MS (m/z): 465 [M+]; HRMS (EI)
caled for C1gH19F7N3S, [M+]: 465.0204; found: 465.0187.

1-(3,5-Bistrifluoromethylphenyl)-3-(4-(2-tolyl)thiazol-2-yl)thiourea (7h).

Yield 93%; mp 170-172 °C; IR (KBr) cm~!: 3183 (NH), 3035 (Ar-H), 1278 (C=S),
1125 (C-F); 'H NMR (DMSO-dg, 300 MHz) § (ppm): 6.75 (s, 1H, thiazole-H), 7.17-7.20 (m,
3H, Ar-H), 7.43-7.45 (m, 1H, Ar-H), 7.53 (s, 1H, Ar-H), 8.20 (s, 2H, Ar-H), 11.48 (br s, NH,
D,0 exchangeable). EI-MS (m/z): 461 [M+]; HRMS (EI) calcd for C19H13FsN3S, [M+]:
461.0455; found: 461.0457.

1-(3,5-Bistrifluoromethylphenyl)-3-(thiazol-2-yl)thiourea (7i).

Yield 93%; mp 168-170 °C; IR (KBr) cm~!: 3170 (NH), 3025 (Ar-H), 1287 (C=S),
1123 (C-F); 'H NMR (DMSO-dg, 300 MHz) & (ppm): 7.02 (d, | = 4.4 Hz, 1H, thiazole-H),
7.51 (d, | = 4.4 Hz, 1H, thiazole-H), 7.65 (s, 1H, Ar-H), 8.46 (s, 2H, Ar-H) 10.52 (br s, 1H,
NH, D,0 exchangeable). EI-MS (m/z): 370 [M+]; HRMS (EI) calcd for C1,H7FgN3S, [M+]:
370.9985; found: 370.9998.

2.2.3. General Procedure for the Synthesis of 1-(3-Trifluoromethylphenyl)-3-
(4-(substituted-phenyl)thiazol-2-yl)thiourea (9a-g)

A mixture of 3-(trifluoromethyl)phenyl isothiocyanate 8 (1.25 mmol), along with the
respective 4-(substituted-phenyl)-1,3-thiazol-2-amine 5 (1.14 mmol) in anhydrous toluene
(5mL), is taken into a 20 mL pressure tube and heated under stirring at 110 °C for 2-8 h.
After completion of the reaction, indicated by disappearance of starting material on TLC,
the reaction mixture is cooled to room temperature and the precipitated product is filtered
off, washed with 3 x 5 mL of ethyl acetate followed by another 3 x 5 mL of methanol
to yield the corresponding 1-(3-trifluoromethylphenyl)-3-(4-(substituted-phenyl)thiazol-2-
yl)thiourea 9 as pure product.

2.2.4. Spectral Data of Synthesized Compounds (9a-g)
1-(3-Trifluoromethylphenyl)-3-(4-phenylthiazol-2-yl)thiourea (9a).

Yield 80%; mp 250-252 °C; IR (KBr) cm~!: 3177 (NH), 3024 (Ar-H), 1220 (C=S),
1128 (C-F); 'H NMR (DMSO-d6, 300 MHz) & (ppm): 7.32-7.35 (m, 2H, thiazole-H merged,
Ar-H), 7.42-7.45 (m, 4H, Ar-H), 7.50 (s, 1H, Ar-H), 7.92-8.01 (m, 3H, Ar-H) 11.70 (br s, 1H,
NH, D20 exchangeable). EI-MS (m/z): 379 [M+]; HRMS (EI) calcd for C17H12F3N352
[M+]: 379.0424; found: 379.0438.

1-(3-Trifluoromethylphenyl)-3-(4-(4-trifluoromethylphenyl)thiazol-2-yl)thiourea (9b).

Yield 73%; mp 277-279 °C; IR (KBr) cm~1: 3171 (NH), 3021 (Ar-H), 1222 (C=S), 1131 (C-
F); 'TH NMR (DMSO d6+Acetone-d6, 300 MHz) & (ppm): 7.80-7.86 (m, thiazole-H merged,
5H, Ar-H), 8.23-8.26 (d, ] = 8.0 Hz, 4H, Ar-H), 11.64 (br s, 1H, NH, D20 exchangeable). EI-
MS (m/z): 447 [M+]; HRMS (EI) calcd for C1I8H11F6N3S2 [M+]: 447.0298; found: 447.0278.

1-(4-(4-Chlorophenyl)thiazol-2-yl)-3-(3-trifluoromethylphenyl)thiourea (9c¢).
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Yield 76%; mp 256-258 °C; IR (KBr) cm-1: 3167 (NH), 3022 (Ar-H), 1229 (C=S),
1158 (C-F), 736 (C-Cl); "H NMR (DMSO-d6, 300 MHz) & (ppm): 7.52-7.55 (m, 4H, thiazole-H
merged, Ar-H), 7.73 (s, 1H, Ar-H), 7.95-7.97 (m, 4H, Ar-H), 11.91 (br s, 1H, NH, D20 ex-
changeable). EI-MS (m/z): 413 [M+]; HRMS (EI) calcd for C17H11CIF3N3S2 [M+]: 413.0035;
found: 413.0031.

1-(3-Trifluoromethylphenyl)-3-(4-(4-fluorophenyl)thiazol-2-yl)thiourea (9d).

Yield 75%; mp 252-254 °C; IR (KBr) cm~!: 3171 (NH), 3018 (Ar-H), 1226 (C=S),
1160 (C-F); 'H NMR (DMSO-d6, 300 MHz) & (ppm): 7.29-7.35 (m, 4H, thiazole-H merged,
Ar-H), 7.65 (s, 1H, Ar-H), 7.96-8.01 (m, 4H, Ar-H), 11.72 (br s, 1H, NH, D20 exchangeable).
EI-MS (m/z): 397 [M+]; HRMS (EI) calcd for C17H11F4N3S2 [M+]: 397.0330; found:
397.0324.

1-(3-Trifluoromethylphenyl)-3-(4-(2-tolyl)thiazol-2-yl)thiourea (9e).

Yield 84%; mp 192-194 °C; IR (KBr) cm~!: 3165 (NH), 3018 (Ar-H), 1248 (C=S),
1164 (C-F); '"H NMR (DMSO-d6, 300 MHz) & (ppm): 2.46 (s, 3H), 6.82 (s, 1H, thiazole-H),
7.22-7.30 (m, 5H, Ar-H), 7.42-7.54 (m, 3H, Ar-H), 10.30 (br s, 1H, NH, D20 exchangeable).
EI-MS (m/z): 393 [M+]; HRMS (EI) calcd for C18H14F3N3S2 [M+]: 393.0581; found:
393.0583.

1-(3-Trifluoromethylphenyl)-3-(4-(3-trifluoromethylphenyl)thiazol-2-yl)thiourea (9f).

Yield 71%; mp 234-236 °C; IR (KBr) cm~!: 3174 (NH), 3025 (Ar-H), 1235 (C=S),
1158 (C-F); 'H NMR (DMSO-d6, 300 MHz) & (ppm): 7.58-7.74 (m, 5H, thiazole-H merged,
Ar-H), 8.12-8.25 (m, 4H, Ar-H), 11.74 (br s, 1H, NH, D20 exchangeable). EI-MS (m/z): 447
[M+]; HRMS (EI) calcd for C1I8H11F6N3S2 [M+]: 447.0298; found: 447.0289.

1-(4-(3-Chlorophenyl)thiazol-2-yl)-3-(3-trifluoromethylphenyl)thiourea (9g).

Yield 72%; mp 252-254 °C; IR (KBr) cm~!: 3177 (NH), 3031 (Ar-H), 1279 (C=S),
1132 (C-F), 730 (C-Cl); 'H NMR (DMSO-d6, 300 MHz) § (ppm): 7.42-7.53 (m, 4H, thiazole-
H merged, Ar-H), 7.87 (s, 1H, Ar-H), 7.95 (d, ] = 6.9 Hz, 2H, Ar-H), 8.04 (s, 2H), 12.13 (br s,
1H, NH, D20 exchangeable). EI-MS (m/z): 413 [M+]; HRMS (EI) calcd for C17H11CIF3N352
[M+]: 413.0035; found: 413.0031.

2.2.5. General Procedure for the Synthesis of 1-(4-Trifluoromethylphenyl)-
3-(4-(substituted-phenyl)thiazol-2-yl)thiourea (11a-h)

A mixture of 4-trifluoromethylphenyl isothiocyanate 10 (1.25 mmol) along with the
corresponding 4-(substituted-phenyl)-1,3-thiazol-2-amine 5 (1.14 mmol) in anhydrous
toluene (5 mL) taken in a 20 mL pressure tube is stirred under heating at 110 °C for
2-8 h. After the consumption of starting material (monitored by TLC), the reaction mixture
is cooled to room temperature and the solid product obtained is filtered off, washed
with 3 x 5 mL of ethyl acetate followed by another 3 x 5 mL of methanol to yield the
respective 1-(4-trifluoromethylphenyl)-3-(4-(substituted-phenyl)thiazol-2-yl)thiourea (11)
in pure form.

2.2.6. Spectral Data of Synthesized Compounds (11a-h)
1-(4-Trifluoromethylphenyl)-3-(4-phenylthiazol-2-yl)thiourea (11a).

Yield 78%; mp 220-222 °C; IR (KBr) cm~!: 3171 (NH), 3020 (Ar-H), 1263 (C=S),
1165 (C-F); 'H NMR (DMSO-d6, 300 MHz) & (ppm): 7.28-7.44 (m, 5H, thiazole-H over-
lapped with Ar-H), 7.58 (d, ] =7.7 Hz, 1H, Ar-H), 7.78 (m, 2H, Ar-H), 7.91 (d, ] =7.7 Hz, 2H,
Ar-H), 11.68 (br s, 1H, NH, D20 exchangeable). EI-MS (m/z): 379 [M+]; HRMS (EI) calcd
for C18H11F6N352 [M+]: 379.0424; found: 379.0431.

1-(4-Trifluoromethylphenyl)-3-(4-(4-trifluoromethylphenyl)thiazol-2-yl)thiourea (11b).

Yield 72%; mp 278-280 °C; IR (KBr) cm~!: 3168 (NH), 3019 (Ar-H), 1221 (C=S),
1131 (C-F); 'H NMR (DMSO-d6+Acetone-d6, 300 MHz) § (ppm): 7.80 (d, 8.1 Hz, 4H, Ar-H),
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7.87 (s, thiazole-H, 1H), 8.22 (d, ] = 8.1 Hz, 4H, Ar-H). EI-MS (m/z): 447 [M+]; HRMS (EI)
caled for C18H11F6N3S2 [M+]: 447.0298; found: 447.0282.
1-(4-(4-Chlorophenyl)thiazol-2-yl)-3-(4-trifluoromethylphenyl)thiourea (11c).

Yield 74%; mp 252-254 °C; IR (KBr) cm~!: 3163 (NH), 3003 (Ar-H), 1256 (C=S),
1169 (C-F); 'H NMR (DMSO-d6, 300 MHz) § (ppm): 7.52 (d, ] = 8.2 Hz, 4H, Ar-H), 7.70 (s,
1H, thiazole-H), 7.94 (d, ] = 8.2 Hz, 4H, Ar-H), 12.22 (br s, 1H, NH, D20 exchangeable); >C
NMR (DMSO-d6+CDCI3, 75 MHz) & (ppm): 105.6, 120.7 (CF3, q, ] = 271.2 Hz), 121.0, 124.0,
125.6,127.1, 131.5, 140.6, 149.8, 168.1, 176.1; EI-MS (m/z): 413 [M+]; HRMS (EI) calcd for
C17H11CIF3N3S2 [M+]: 413.0035; found: 413.0024.

1-(4-Trifluoromethylphenyl)-3-(4-(4-fluorophenyl)thiazol-2-yl)thiourea (11d).

Yield 73%; mp 257-259 °C; IR (KBr) cm~1: 3177 (NH), 3015 (Ar-H), 1254 (C=S),
1170 (C-F); 'H NMR (DMSO-d6+Acetoned6, 300 MHz) § (ppm): 7.27-7.33 (m, 4H, Ar-H),
7.65 (s, thiazole-H, 1H), 8.03-8.07 (m, 4H) 11.90 (br s, 1H, NH, D20 exchangeable). EI-MS
(m/2):397 [M+]; HRMS (EI) calcd for C17H11F4N3S2 [M+]: 397.0330; found: 397.0343.

1-(4-(4-Ethylphenyl)thiazol-2-yl)-3-(4-trifluoromethylphenyl)thiourea (11e).

Yield 78%; mp 232-234 °C; IR (KBr) cm~!: 3163 (NH), 3004 (Ar-H), 1261 (C=S),
1172 (C-F); 'H NMR (DMSO-d6, 300 MHz) § (ppm): 1.22-1.28 (m, 3H, CH3), 2.63-2.71 (m,
2H, CH2), 7.11 (s, 1H, thiazole-H), 7.24 (d, ] = 7.9 Hz, 2H, Ar-H), 7.62-7.78 (m, 4H, Ar-H),
794 (d,] =79 Hz, 2H, Ar-H). EI-MS (m/z): 407 [M+]; HRMS (EI) calcd for C19H16F3N3S2
[M+]: 407.0737; found: 407.0745.

1-(4-Trifluoromethylphenyl)-3-(4-(3-(trifluoromethyl)phenyl)thiazol-2-yl)thiourea (11f).

Yield 73%; mp 220-222 °C; IR (KBr) cm~!: 3167 (NH), 3019 (Ar-H), 1263 (C=S),
1132 (C-F); 'H NMR (DMSO-d6, 300 MHz) § (ppm): 7.35 (s, 1H, thiazole-H), 7.58-7.65 (m,
4H),7.72 (s, 1H, Ar-H), 7.93 (d, ] = 8.1 Hz, 2H, Ar-H), 8.15 (s, 1H, Ar-H), 11.76 (br s, 1H, NH,
D20 exchangeable). EI-MS (m/z): 447 [M+]; HRMS (EI) calcd for C1I8H11F6N352 [M+]:
447.0298; found: 447.0311.

1-(4-Trifluoromethylphenyl)-3-(4-(2-fluorophenyl)thiazol-2-yl)thiourea (11g).

Yield 74%; mp 251-253 °C; IR (KBr) cm~!: 3165 (NH), 3019 (Ar-H), 1217 (C=S),
1172 (C-F); 'H NMR (DMSO-d6, 300 MHz) § (ppm): 7.16-7.23 (m, 2H, Ar-H), 7.29-7.44 (m,
6H), 7.69 (s, 1H, thiazole-H); EI-MS (m/z): 397 [M+]; HRMS (EI) calcd for C17H11F4N3S2
[M+]: 397.0330; found: 397.0311.

1-(4-(3-Chlorophenyl)thiazol-2-yl)-3-(4-trifluoromethylphenyl)thiourea (11h).

Yield 73%; mp 230-232 °C; IR (KBr) cm~!: 3167 (NH), 3022 (Ar-H), 1227 (C=S),
1171 (C-F), 730 (C-Cl); 'H NMR (DMSO-d6, 300 MHz) § (ppm): 7.23-7.35 (m, 3H, thiazole-
H overlapped with Ar-H), 7.49-7.92 (m, 6H, Ar-H) 11.92 (br s, 1H, NH, D20 exchangeable);
13C NMR (DMSO-d6, 75 MHz) § (ppm): 109.2, 119.0 (CF3, q, ] = 270.6 Hz) 122.9, 124.1,
125.2,125.6, 127.8, 130.5, 133.6, 142.9, 144.3, 168.9, 179.6; EI-MS (m/z): 413 [M+]; HRMS (EI)
caled for C17H11CIF3N3S2 [M+]: 413.0035; found: 413.0045.

2.3. Pharmacology
2.3.1. Experiments In Vitro

In the in vitro assays, each experiment is performed at least in triplicate, and the
standard deviation of absorbance is less than 10% of the mean.

2.3.2. Antimicrobial Assay

The antimicrobial activity of the synthesized compounds is determined using the well
diffusion method [47] against different pathogenic bacteria and Candida strains procured
from the Microbial Type Culture Collection and Gene Bank (MTCC), CSIR-Institute of
Microbial Technology, Chandigarh, India. The pathogenic reference strains are seeded
on the surface of the media Petri plates, containing Muller-Hinton agar with 0.1 mL of
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previously prepared microbial suspensions individually containing 1.5 x 10% cfu mL~!
(equal to 0.5 McFarland). Wells of 6.0 mm diameter are prepared in the media plates using
a cork borer, and the synthesized thiourea derivatives dissolved in 10% DMSO at a dose
range of 125-0.97 ug are added to each well under sterile conditions in a laminar air flow
chamber. Standard antibiotic solutions of ciprofloxacin (bacterial strains) and miconazole
(Candida strains) at a dose range of 125-0.97 pg well~! served as positive controls, while
the well containing DMSO served as a negative control. The plates are incubated for
24 h at 30 °C, and the well containing the least concentration showing the inhibition zone
is considered the minimum inhibitory concentration. All experiments are carried out in
triplicates and mean values are represented.

2.3.3. Antimycobacterial Assay

The test compounds are dissolved in DMSO/DMF and stock solutions are prepared.
Micro dilution plates are prepared by serial dilutions of each compound directly on the
plate. Mycobacterium smegmatis cells (1 x 10° cells/well) are seeded and the plates are
incubated at 37 °C [48]. After 24-36 h of incubation, 20 uL of 5 mg/mL MTT is added to
each well and incubated for 4 h. The plates are centrifuged at 4000 rpm for 10 min, and the
supernatant from each well is discarded. A total of 150 uL of dimethyl sulfoxide (DMSO)
is added and the formazan crystals are dissolved. The absorbance is measured using a
microplate reader (BioTek, Winooski, VT, USA) at a wavelength of OD 540 nm.

2.3.4. Cell Cultures, Maintenance and Anti-Proliferative Evaluation

The cell lines, A549, HeLa, IMR32, MCF-7, HCT116 and DU145, which are used in
this study, are procured from American Type Culture Collection (ATCC), United States.
The synthesized test compounds are evaluated for their in vitro antiproliferative activity in
these four different human cancer cell lines. A protocol of 48 h of continuous drug exposure
is used, and a SRB cell proliferation assay [49] is used to estimate cell viability or growth.
All the cell lines are grown in Dulbecco’s modified Eagle’s medium (containing 10% FBS in a
humidified atmosphere of 5% CO, at 37 °C). Cells are trypsinized when sub-confluent from
T25 flasks /60 mm dishes and seeded in 96-well plates in 100 uL aliquots at plating densities
depending on the doubling time of individual cell lines. The microtiter plates are incubated
at 37 °C, 5% CO,, 95% air and 100% relative humidity for 24 h prior to the addition of
experimental drugs and are incubated for 48 h with different doses (0.01, 0.1, 1, 10, 100 uM)
of prepared derivatives. After 48 h incubation at 37 °C, cell monolayers are fixed by the
addition of 10% (wt/vol) cold trichloroacetic acid and incubated at 4 °C for 1 h and are
then stained with 0.057% SRB dissolved in 1% acetic acid for 30 min at room temperature.
Unbound SRB is washed with 1% acetic acid. The protein-bound dye is dissolved in a
10 mM Tris base solution for OD determination at 510 nm using a microplate reader (En-
Spire, Perkin Elmer, Springfield, IL, USA). Using the seven absorbance measurements [time
zero, (Tz), control growth, (C) and test growth in the presence of drug at the five concen-
tration levels (Ti)], the percentage growth is calculated at each of the drug concentration
levels. Percentage growth inhibition is calculated as follows:

[(Ti — Tz)/(C — Tz)] x 100 for concentrations for which Ti >/= Tz.
[(Ti — Tz)/Tz] x 100 for concentrations for which Ti < Tz.

Three dose-response parameters are calculated for each experimental agent. Growth
inhibition of 50% (Glsg) is calculated from [(Ti — Tz)/(C — Tz)] x 100 = 50, which is the
drug concentration resulting in a 50% reduction in the net protein increase (as measured by
SRB staining) in control cells during the drug incubation. The drug concentration resulting
in total growth inhibition (TGI) is calculated from Ti = Tz. The ICs5( (concentration of drug
resulting in a 50% reduction in the measured protein at the end of the drug treatment as
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compared to that at the beginning) indicates a net loss of cells following treatment, which
is calculated from [(Ti — Tz)/Tz] x 100 = —50. Values are calculated for each of these
three parameters if the level of activity is reached; however, if the effect is not reached or is
exceeded, the value for that parameter is expressed as greater or less than the maximum or
minimum concentration tested.

3. Results and Discussion
3.1. Chemistry

Initially, the required 2-amino-4-arylthiazoles (5) were prepared by a known proto-
col [38,39] involving condensation and iodine-catalyzed cyclisation of thiourea with the
corresponding acetophenones at 100 °C for 8 h. The thiazol-2-amine and 4-aryl-thiazol-2-
amines (5) thus obtained were individually reacted with 3, 5-bis(trifluoromethyl)phenyl
isothiocyanate (6) in dry toluene, while stirring under reflux conditions to obtain the
corresponding 1-{3,5-bis(trifluoromethyl)phenyl}-3-(4-substituted-thiazol-2-yl)urea deriva-
tives (7a—i) in excellent yield. Similar nucleophilic addition reaction of the individ-
ual 2-amino-4-arylthiazoles (5) with 3-trifluoromethylphenyl isothiocyanate (8) has af-
forded the respective 1-(3-trifluoromethylphenyl)-3-(4-arylthiazol-2-yl)thiourea deriva-
tives (9a—g) in 71-84% yield. The individual reaction of thiazol-2-amines 5 with 4-
(trifluoromethyl)phenyl isothiocyanate (10) in refluxing dry toluene has resulted in the
formation of 1-(4-trifluoromethylphenyl)-3-(4-arylthiazol-2-yl)thiourea derivatives (11a-h)
in 72-78% yield. The exclusive formation of the respective thioureas in all these nucleophilic
addition reactions has avoided chromatographic separation of possible side products. The
general synthetic pathway and list of the prepared N-thiazolyl-thiourea derivatives 7a—i,
9a—g and 11a-h are depicted in Scheme 1. Molecular structures and physical characteristics
of target compounds are presented in Table S1 in S.1.

CF3

SCNQ CFs Ar/H = CgHs- (7a), 4-CF3CgHy- (7b), 4-CICH - (7¢),
/@\ S
N
H

6 CFry s 4-BrCgHy- (7d), 4-ICgH,- (7e), 2-CICgH,- (7),
J:>~Ar/

F.C H 2-FC¢H,- (7g), 2-MeCgH,- (7h), H (7i).
3

Ta-i
CF3

SCN@ = CgHs- (92), 4-CF3CqHy- (9b), 4-Cl CgH- (9¢),

Toluene,
reflux, 5h

8 Q J:>—Ar 4-FCgH,- (9d), 2-MeCgH,- (%e),
FsC

H 3-CF;CgHy- (91), 3-CICHy- (9g).
9a-g
SCN@CFs F.C
3 />_ = CgHs- (11a), 4-CF3CgHy- (11b), 4-CIC¢H,- (11¢),
9—> /L Ar 4-FC¢Hy- (11d), 4-C,HsCgHy- (11e), 3-CF;CgHy- (111),

2-FCgHy- (11g), 3-CIC4Hy- (11h).
lla-g

Scheme 1. Synthesis of thiazolyl-thiourea derivatives 7a—i, 9a—g and 11a-h.

3.2. Biology
3.2.1. Antimicrobial Activity

All the newly synthesized thioureas (7a—i, 9a-g and 11a-h) were screened for their
antibacterial and antifungal activity against M. luteus, S. aureus, S. aureus1, B. subtilis, E. coli,
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P. aeruginosa, K. planticola and C. albicans, using the agar well diffusion method. The results
of the antimicrobial study for only the active compounds are presented in Table 1. These
results indicate that 1-(3,5-bistrifluoromethylphenyl)-3-(thiazol-2-yl)thiourea (7i), 1-(3-
trifluoromethylphenyl)-3-(4-phenyl thiazol-2-yl)thiourea (9a), 1-(4-trifluoromethylphenyl)-
3-(4-(4-trifluoromethylphenyl)thiazol-2-yl)thiourea (11b), 1-(4-trifluoromethylphenyl)-3-
(4-(4-ethylphenyl) thiazol-2-yl) thiourea (11e) and 1-(4-trifluoromethylphenyl)-3-(4-(3-
chlorophenyl)thiazol-2-yl)thiourea (11h) have shown moderate to significant activity
against all the tested bacterial strains with MIC values ranging from 3.9 to 31.2 pg mL 1.

Table 1. In vitro antibacterial and antifungal activities of the thioureas and standards (MIC pg mL~1) 2.

Compound M. luteus® S. aureus ® S. aureus1® B. subtilis ® E.coli¢ P. aeruginosa® K. planticola®  C. albicans 4
7e 62.5 NA 31.2 62.5 NA NA 31.2 NA
7i 39 39 39 15.6 312 15.6 15.6 7.8
9a 7.8 3.9 15.6 7.8 31.2 15.6 15.6 NA
9g 62.5 NA NA 31.2 NA 31.2 62.5 NA
11b 7.8 7.8 15.6 15.6 15.6 15.6 31.2 NA
11e 15.6 39 31.2 15.6 15.6 15.6 31.2 15.6
11h 3.9 3.9 3.9 15.6 7.8 15.6 15.6 7.8
Ciprofloxacin © 0.9 0.9 0.9 0.9 0.9 0.9 0.9 NT
Micanazole © NT NT NT NT NT NT NT 7.8

2 MIC values are mean of triplicates; ® Gram-positive bacteria: M. luteus (Micrococcus luteus MTCC 2470); S. aureus
(Staphylococcus aureus MTCC 96); S. aureus1 (Staphylococcus aureus MLS-16 MTCC 2940); B. subtilis (Bacillus subtilis
MTCC121); © Gram-negative bacteria: E. coli (Escherichia coli MTCC 739); P. aeruginosa (Pseudomonas aeruginosa
MTCC 2453); K. planticola (Klebsiella planticola MTCC 530); ¢ Fungi: C. albicans (Candida albicans MTCC 3017);
¢ Positive controls; NA: denotes activity >250 g mL~L; NT: not tested.

The compounds 7i and 11h turned out to be the best among all the thioureas with
MIC values of 3.9 ug mL~! against the Gram-positive bacterial strains of Micrococcus luteus,
Staphylococcus aureus and Staphylococcus aureus. Their antifungal activity against Candida
albicans is equivalent to micanazole, a standard drug, with an MIC value of 7.8 ug mL 1.
Compound 11h is also active against Escherichia coli (MIC value: 7.8 ug mL~1). 1-(3,5-
Bistrifluoromethylphenyl)-3-(4-p-iodophenylthiazol-2-yl)thiourea (7e) is moderately active
against Staphylococcus aureus1 and Klebsiella planticola, while 1-(3-trifluoromethylphenyl)-3-
(4-(3-chlorophenyl)thiazol-2-yl)thiourea (9g) is moderately active against Bacillus subtilis
and Pseudomonas aeruginosa with an MIC value of 31.2 g mL~!.

3.2.2. Antimycobacterial Activity

The individual target compounds (7a-i), (9a—g) and (11a-h) were dissolved in DMSO
and their antituberculosis activity against Mycobacterium smegmatis was determined by MTT
assay, employing Kanamyecin as a positive control. It is observed that only six compounds,
viz., 3-(4-(2-tolyl)thiazol-2-yl) -(9e), 3-(4-(3-trifluoromethylphenyl)thiazol-2-yl)- (9f) and 3-(4-(3-
chlorophenyl)thiazol-2-yl)- (9g) substituted 1-(3-trifluoromethylphenyl)thiourea compounds and
the 1-(4-trifluoromethylphenyl)thioureas 11f-h having 3-(4-(3-trifluoromethylphenyl)thiazol-2-
yD)- (11f), 3-(4-(2-fluorophenyl)thiazol-2-yl)- (11g) and 3-(4-(3-chlorophenyl)thiazol-2-yl)- (11h)
substituents were found to have ICsq values of <250 ug mL~!. The antimycobacterial activity
data for these thioureas, in terms of their ICs( values is presented in Table 2.

It is interesting to note that only the thioureas containing (mono-trifluoromethyl)phenyl-
group on one N-atom and 4-(2/3-substituted-phenyl)thiazol-2-yl- moiety on the other
N-atom of thiourea exhibited reasonable antimycobacterial activity. Particularly, the 1-
trifluoromethylphenyl-3-(thiazol-2-yl)thiourea derivatives having 3-chlorophenyl- (9g) or
2-fluorophenyl- substituent (11g) at 4-position of the thiazole ring possessed significant anti-
tubercular activity with ICsq values of 71 and 76 pg mL ™!, respectively, which are compara-
ble to the ICs5g of 35 pug mL~! obtained for the kanamycin drug under similar conditions. The
compounds 9e and 11f have shown moderate activity. The 1-(3,5-bistrifluoromethyl)phenyl-
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3-(4-arylthiazol-2-yl)thiourea derivatives (7a—i) and the 1- trifluoromethylphenyl-3-(4-(4-
substituted-phenyl)thiazol-2-yl)thiourea compounds (9a—d and 11a—e) are inactive.

Table 2. In vitro antituberculosis activity of the thiourea derivatives 9e—-g and 11f-h.

Mycobacterium smegmatis

Compound (ICso pgmL-1) 2

9e 118.42

9f 241.20

9g 71.15

11f 110.83

11g 75.83

11h 191.68
Kanamycin b 35.0

2 1Cs values are the mean of triplicates; ® Kanamycin used as a positive control.

3.2.3. Anti-Proliferative Activity

All the twenty-four synthesized thioureas derivatives were assayed for their anti-
cancer potential against six cell lines comprising A549 (human lung adenocarcinoma
epithelial cells), HeLa (human cervical carcinoma cells), IMR32 (human neuroblastoma
cells), MCF-7 (human breast adenocarcinoma cells), HCT116 (human colon cancer cells)
and DU145 (human prostate cancer cells), using doxorubicin and combretastatin as a stan-
dard drugs for comparison. The ICs; data generated with respect to these compounds
and the standards are listed in Table 3. Most of the synthesized compounds exerted
poor to moderate anti-tumor effects against all six human cancer cell lines. The 1-(3,5-
bistrifluoromethylphenyl)-3-(thiazol-2-yl)thiourea (7i) and its analogs containing 4-phenyl-
(7a), 4-(4-trifluorophenyl)- (7b), 4-(4-chlorophenyl)- (7c), 4-(4-bromophenyl- (7d), 4-(4-
iodophenyl- (7e), 4-(2-chlorophenyl)- (7f), 4-(2-fluorophenyl)- (7g) and 4-(2-tolyl)- (7h)
substituent on the thiazole ring exhibited moderate antiproliferative activity against hu-
man lung adenocarcinoma epithelial, HeLa, breast adenocarcinoma and colon cancer cells
with ICsg values closer to 25 uM. In general, the 1-(3,5-bistrifluoromethylphenyl)-thiourea
compounds (7a—i) are more active than the 1-(3/4-trifluoromethylphenyl)-thiourea deriva-
tives (9 and 11). Within the 1-monotrifluoromethylphenyl-thioureas (9a-g and 11a-h),
4-(4-substituted-phenyl)thiazol-2-yl- compounds (9a—d and 11a—e) have shown relatively
poor activity in comparison to their analogs containing 4-(3-substituted-phenyl)thiazol-
2-yl- moiety (9e-g and 11f-h). Compound 11g has exhibited more affinity to HeLa cells
(ICsp = 17 uM), while 11h has shown moderate activity to neuroblastoma and prostate
cancer cells.

Table 3. Anti-proliferative ability of newly synthesized thiourea compounds 7a-i, 9a—g and 11a-h.

ICsp (uUM)
Compound
A549 HeLa IMR32 MCEF-7 HCT116 DU145
7a 247 +1.6 399427 425424 37121 323+21 39.8+1.1
7b 237+ 8.8 453 +24 474+ 68 40.6 +4.1 345+ 16 44.0+24
7c 249 +1.2 30.7 £2.6 431 +3.6 232 +37 278 £19 33.2£20
7d 242 +1.0 259432 471453 243+ 42 251+21 35.7+23
7e 244+12 25.1+3.0 51.0 + 84 246 +45 247 +21 37.8+26
7f 235+79 25.14+3.2 49.0+5.6 243+ 43 243 +20 36.7 +24
78 245+89 26.2+3.0 482 +59 26.7 +4.2 254+19 37.7+24
7h 239+ 8.6 26.0 +3.0 49.6 + 6.0 253+ 4.4 249+19 375+25
7i 249 +1.0 293+27 43.0+24 232437 271+19 331+19
9a 56.9 £ 2.6 NA 411423 67.7 £ 8.8 83.8+t14 544 £5.6
9b 502+ 1.1 519+ 1.3 39.7+£9.0 438 +15 51.0+72 417 +12
9c 574 £58 NA 40.0 £ 2.5 NA 81.5+79 713 +45
9d 539+ 2.6 553 + 1.4 392411 838+ 15 546+ 1.4 615+ 8.3
9e 255+£28 31.2+£34 409 £ 5.5 NA 284+31 721425
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Table 3. Cont.
ICsp (M)
Compound
A549 HeLa IMR32 MCEF-7 HCT116 DU145
of 272+25 253 +3.3 403 +95 70.0 £4.3 NA NA
9g 320+23 NA 446+11 527 +12 NA 48.6 + 6.5
11a 29.0+19 312+28 39.8+28 359+32 30.1+23 378+17
11b 417 £11 442 +21 482 +20 38.7+24 429+16 434+22
11c 294+47 489 +24 456 +1.6 259+32 39.2+36 35.7+24
11d 69.6 = 5.5 455+ 1.6 38.8+52 595+ 1.2 57.6 £1.0 491 +87
11e 267 £22 485+19 NA 444+25 37.6 +£2.0 NA
11f 272417 55.1 +3.3 449+18 34.0+31 411+25 395+24
11g 34.6 +2.6 172 +£15 NA 847 + 8.8 NA NA
11h 30.1+27 324+32 248+15 28.0+ 4.0 31.3+29 264 +27
Doxorubicin ~ 1.92 4+ 0.03 2.0 £0.02 239401 1.96 +£0.14 3.1+0.04 2.1+0.06
Comb 2.6 £0.06 1.49 £ 0.01 2.1+£0.05 254+02 2.32+0.1 1.24 £0.03

Note: ICsy values were determined from SRB assays after 48 h incubation with test compounds; Comb: Com-
bretastatin are standard; NA: denotes activity > 100 uM; ICsq values (required concentration of drug to reduce
cell viability by 50%) ranged from 1 to >100 uM (Table 3). The data presented here were obtained from three
independent experiments and standard deviation (SD) values are derived.

3.2.4. Structure—-Activity Relationship

The combination of a thiazole ring with a thiourea pharmacophore provides a favor-
able framework for biological activity, enabling multiple intermolecular interactions with
microbial targets. The structure-activity relationship analyses highlight the importance
of lipophilic and electron-withdrawing substituents on the thiazole ring, which improve
membrane penetration and target engagement. Enhanced antifungal potency has been
correlated with aromatic substitution patterns and increased lipophilicity, suggesting that
membrane interaction and inhibition of sterol biosynthesis-related enzymes may contribute
to their mechanism of action. The incorporation of a trifluoromethyl group (CF3) generally
increases the lipophilicity of a molecule. The trifluoromethyl (CF3) group is a privileged
substituent in drug design, offering benefits that extend well beyond increased lipophilicity.
Its strong electron-withdrawing nature modulates acidity and enhances target binding,
while its metabolic robustness improves in vivo stability. CF; also influences molecular
conformation and engages in unique polar-hydrophobic interactions, contributing to better
potency, selectivity and resistance mitigation. These multifaceted effects explain its frequent
use in antimicrobial and antitubercular agents. This property is widely exploited in the
pharmaceutical industry to optimize drug candidates. Our new series of thiazolyl thiourea
was designed to meet these rules.

From the class of Compounds 7a-i, containing the thiourea substituted by a 3,5-
bis(trifluoromethyl)phenyl, 7i, unsubstituted on the thiazole ring, has exhibited significant
antimicrobial/antifungal activity, suggesting that a lower molecular weight increases the
antimicrobial /antifungal activity. From the class of compounds 9a—g and 11a-h, containing
the thiourea substituted by a 3-trifluoromethylphenyl, respectively, 4-trifluromethylphenyl,
11h has exhibited significant antimicrobial /antifungal activity, suggesting that the -CF3
group in the para position on the phenyl ring substituted thiourea (9g vs. its counterpart
11h) increases the activity.

Regarding the antimycobacterial activity, class 7a—i are inactive against mycobacterium
bacteria (7 vs. 9, respectively, 11), suggesting that the 3,5-bis(trifluoromethyl)phenyl
moiety does not favor the activity against the mycobacterium bacteria. Furthermore, the
position of the substitution is important. For example, the compounds 9b, 9¢, 9d and
11b, 11c, 11d, 11e containing 4-(4- substituted phenyl) thiazol-2-yl moiety on the N-atom
thiourea show no activity against the mycobacterium bacteria, together with 9a and 11a,
containing (unsubstituted phenyl) thiazole moiety. Generally, the 2/3 position is suitable for
substitution to increase the activity against the mycobacterium bacteria. (9b, 9¢, 9d vs. 9e,
9f, 9g/11b, 11c, 11d vs. 11f, 11g, 11h). The most active compound against mycobacterium
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bacteria was compound 9g, having 3-chlorophenyl at the 4-position of the thiazole ring,
suggesting that the type of the substituent on the phenyl ring, besides the position, is
important. (9g vs. 9f), together with 11g having 2-fluorophenyl-substituent at 4-position.
Work is in progress to gain deeper insight into the structure-activity relationship (SAR) of
this new interesting class of thiazolyl thioureas.

Regarding the anti-proliferative activity, the entire series of compounds shows poor to
moderate cytotoxic activity. No clear tendency for higher activity of these compounds can
be deduced from these results. Since the log p values of all tested compounds are in the
same range, influences on cytotoxicity activity cannot be deduced either.

4. Conclusions

Thus, a decent library of new 1-aryl-3-(4-aryl-1,3-thiazol-2-yl) thioureas compounds
containing one or more CF3-substituents on the N1-aryl moiety were synthesized and eval-
uated for their antibacterial, anticancer, antifungal and antituberculosis activities. Several
of them have exhibited moderate activity against various microbes and human cancer cells.
The variations observed in their activity potential against microbes are correlated with the
presence of different substituents on both aryl groups in these compounds. Compounds
9g and 11g are significantly active against Mycobacterium smegmatis, while compounds 7i
and 11h have shown pronounced activity against Candida albicans. The thiazolyl-thioureas
may serve as a new platform for developing new antimicrobial agents and, particularly,
new antimycobacterial and antifungal agents. Notably, the recent literature [42—44] reveals
significant advancements in synthesizing thiazolyl-thiourea derivatives, with multiple studies
demonstrating their promising antimicrobial activities across a range of pathogens. Our
newly synthesized compounds, particularly 7i and 11h, show substantial efficacy against both
Gram-positive and Gram-negative strains, indicating their potential for broader applications
when compared to previous classes. Additionally, their improved selectivity towards specific
pathogens like Candida albicans may help mitigate side effects and reduce the risk of resistance
development, further emphasizing the therapeutic potential of these compounds.
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A series of novel 1-aryl-3-(4-arylthiazol-2-yl) thioureas (7a-i, 9a-g and 11a-h) were pre-
pared; the evaluation for antimicrobial and antiproliferative activity against and promising
compounds were identified.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/scipharm94010011/s1, Details of the experimental procedures
and the characterization data for all the derivatives are provided in supporting information, together
with the molecular and physical characteristics of target compounds.
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