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Artificial biomimetic chloride anionophores have shown promising applications as anticancer scaffolds.
Importantly, stimuli-responsive chloride transporters that can be selectively activated inside the cancer
cells to avoid undesired toxicity to normal, healthy cells are very rare. Particularly, light-responsive
systems promise better applicability for photodynamic therapy because of their spatiotemporal
controllability, low toxicity, and high tunability. Here, in this work, we report o-nitrobenzyl-linked,
benzimidazole-based singly and doubly protected photocaged protransporters 2a, 2b, 3a, and 3b,
respectively, the active
compounds, trifluoromethyl-based anionophore la showed efficient ion transport activity (ECsg = 1.2 +
0.2 uM). Detailed mechanistic studies revealed ClI"/NOz~ antiport as the main ion transport process.

and benzimidazole-2-amine-based active transporters la-1d. Among
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Interestingly, double protection with photocages was found to be necessary to achieve the complete

DOI: 10.1039/d35c01786a "OFF-state” that could be activated by external light. The procarriers were eventually activated inside the
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Introduction

Naturally occurring chloride transporters like prodigiosin,
tambjamine, etc. are known to perturb the chloride ion
homeostasis inside the cancer cells to induce apoptosis."* A
wide variety of synthetic analogs in the form of ion channels
and ion carriers have been developed that mimic natural
systems and can lead cancer cells to undergo apoptosis.>™®
However, the undesired cytotoxicity towards the normal,
healthy cells is one of the drawbacks associated with most of
these ion transport systems, due to the lack of their selectivity
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MCF-7 cancer cells to induce phototoxic cell death.

towards the cancer cells. Various stimuli-responsive ion trans-
porters have been reported to overcome this issue where
external stimuli are used to activate them. The different kinds of
stimuli that have been utilized include pH,>*® light,"* voltage,*
ligand,”*** enzymes,"”™"” redox,'®* etc. However, very few
stimuli-responsive systems have actually been activated inside
the cancerous cells,*** and hence, efficient systems with better
therapeutic applications are needed. Light is one of the versatile
stimuli that has been employed because of the unique combi-
nation of features of spatiotemporal control, remote address-
ability, extreme tunability, and biocompatibility.*® The different
photosystems that have been used to generate light-responsive
ion transport systems include the use of photoswitches like
azobenzene, acylhydrazone, phenylhydrazone, stiff-stilbene,
etc.,”*** and photocages, e.g., o-nitrobenzyl.*>*° It is still a chal-
lenging task to design photoresponsive ion transport systems
possessing a fully inactive ‘OFF’ state and a fully active ‘ON’
state. One promising approach to achieve this involves the use
of photocleavable groups connected to block the anion binding
sites in the active ion transporters that can be removed using
external electromagnetic radiation. The o-nitrobenzyl (ONB)
group is one such kind of photocage that has been utilized for
the activation or delivery of anticancer drugs.*’-** Our group
demonstrated the photoactivation of ONB-linked indole-2-
carboxamide-based procarriers inside the cancer cells to
induce phototoxic cell death.* The active transporter, however,
itself did not show any cell death and hints that systems with
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better biological activities need to be developed for improved
therapeutic applications.

Benzimidazole is one of the interesting moieties that is
known to bind anions through hydrogen bonding interactions
and has been used for ion transport purposes.** A wide variety of
benzimidazole-based anion transporters have shown potential
anticancer applications.*> Recently, our group developed
pyridyl-linked benzimidazole-based HCIl cotransporters that
were found to have five-fold higher efficiency compared to
prodigiosin (a naturally occurring HCl cotransporter), and
exhibited significant CI™ mediated cell death in MCF-7 breast
cancer cells.®

Such findings prompted us to utilize this efficient ion trans-
port moiety by selectively activating it inside the cancer cells
without affecting the normal cells. Here, we developed ONB-
linked benzimidazole-2-amine procarriers 2a, 2b, 3a, and 3b
that were photoactivated inside the artificial liposomes and MCF-
7 breast cancer cells. We used benzimidazole-2-amines 1a-1d as
the active transporters that were expected to interact with the
anions through imidazole and amine N-H hydrogen bonding
interactions (Fig. 1A). Furthermore, different substituents were
connected to the aromatic ring in order to fine-tune the
membrane permeability and binding affinity of these anion
transporters.”** We anticipated that protection of the anion
binding N-H protons with a photoresponsive ONB group would
render them inactive for anion transport in the lipid membrane.

NO,
1a-1d @ >/NH Hy @
1b: A2 = 4-CgH,(Br) 7
2a, 3a

1c: Ar2 = 4-CgH,(CH;)
1d: Ar2 = 4-CgH,(OCH,)
1a, 2a, 2b, 3a, 3b: Ar2—4 -CgH4(CF3)
/, /© /E?/ ‘\NO2
No2 2b, 3b
Q)\ ON
I 0, O, N

N

00000000000.0‘00

Cell death

CF,

Photowradlatlon

* Cl-

Fig. 1 (A) Chemical structures of the procarrier molecules 2a, 2b, 3a,
3b and active transporters la—1d. (B) Working principle of photo-
triggered activation inside the lipid membrane.
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Eventually, the photocaged procarriers would be activated inside
the artificial liposomes and cancer cells to induce cell death by
utilizing external electromagnetic radiation (Fig. 1B). Moreover,
the incorporation of methoxy groups into the ONB group was
expected to affect the photolytic properties of the procarriers.*

Results and discussion
Synthesis

The synthesis of the active transporters 1a-1d was achieved by
reacting 2-chlorobenzimidazole 4 with different aromatic
amines 5a-5d in the presence of p-toluene sulfonic acid
(Scheme 1). In order to synthesize the protected compounds 2a,
2b, 3a, and 3b, the most active transporter 1a was coupled with
the corresponding o-nitrobenzyl bromide derivatives 6a and 6b,
respectively. The reaction of 1a with one equivalent of 6a and 6b
led to the formation of mono-ONB-protected compounds 2a
and 3a, and on the other hand, the reaction of 1a with the excess
(3 equivalents) of 6a and 6b led to the formation of di-ONB
protected compounds 2b and 3b, respectively. For the
synthesis of the corresponding control compounds, 4-methox-
yphenol 8 was reacted with the corresponding o-nitrobenzyl
bromide derivatives 6a and 6b in the presence of potassium
carbonate to furnish 9a and 9b in excellent yields.

Anion binding studies

After synthesizing compounds 1a-1d, the chloride binding
studies were performed by "H NMR titrations in acetonitrile-d;
using TBACI (a Cl~ ion source). The addition of TBACI to the
receptors led to a significant downfield shift of imidazole N-H;,
amine N-H,, and (Ar)C-Hj protons, indicating their involve-
ment in the chloride binding through N-H---Cl™ and C(Ar)-H---
Cl™ hydrogen bonding interactions (Fig. S22, S24, S26, and
S28t). The Bindfit program* revealed 1:1 receptor:Cl™
binding stoichiometry and the binding constant values (K,)
were observed to be 2100 + 185 M~ for 1a, 1200 + 175 M * for
1b, 500 + 71 M~ for 1¢, and 300 + 43 M~ for 1d, respectively
(Table 1, Fig. S23, S25, S27, and S297). The evidence of 1:1
receptor: C1I~ binding stoichiometry was further clarified by
electrospray ionization mass spectroscopic studies (ESI-MS).
The data provided the peaks at m/z = 330.0620 and 332.0597,
which correspond to the complex 1a-Cl™ (Fig. S30%).

Ion transport studies

The ion transport properties of the compounds la-1d were
determined across egg yolk phosphatidylcholine unilamellar
vesicles (EYPC-LUVs) entrapped with 8-hydroxy pyrene-1,3,6-
trisulfonic acid trisodium salt (HPTS, a pH-sensitive dye)
(EYPC-LUVs DHPTS) and 100 mM NacCl buffered at pH = 7.0.*
Subsequently, a pH gradient was created across the vesicular
membrane by adding NaOH to the extravesicular buffer. The
dissipation of the pH gradient by the transporter molecules 1a-
1d was determined by monitoring the time-dependent change
in the HPTS fluorescence (e, = 510 nm and A, = 450 nm).
Triton X-100 was added at the end of each experiment for cali-
bration to get 100% transport activity. The ion transport activity

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Scheme 1 Synthesis of active carriers 1a—1d, ONB-protected procarriers 2a, 2b, 3a, and 3b, and control compounds 9a and 9b.

Table1 Summary of logP, chloride binding K5 (M) ECsg (M), and Hill

coefficient (n) values of compounds la—1d

Comp R logP KM Y/Cl™  ECs’ (uM)  n

1a CF; 426 2100 + 185 12402  23+03
1b Br 415 1200 + 75 32402 20402
1c CH, 3.90 500 + 71 13.5+25  1.9+06
1d OCH;  3.23 300 + 43 26.9+3.8  29+0.8

“ Association constants obtained using the Bindfit Program based on
the 1:1 binding model for NH, protons. ” Effective concentration to
reach 50% of maximal activity across EYPC-LUVs entrapped with
1 mM HPTS, NaCl (100 mM), buffered at pH 7.0 using 10 mM HEPES.
“Hill coefficient. logP values were calculated using MarvinSketch
software.

monitored at ¢ = 7.5 uM showed the ion transport sequence of
1a>1b > 1d > 1c (Fig. 2A). The Hill analysis of the dose-response
curves furnished the ECs, values (effective concentration to
reach the 50% activity) of 1.2 &+ 0.2 pM (1.9 mol%) for 1a, 3.2 +
0.2 uM (5.1 mol%) for 1b, 13.5 + 2.5 uM (21.6 mol%) for 1c, and
26.9 £+ 3.8 uM (43.0 mol%) for 1d, respectively (Fig. S32-S357).
The Hill coefficient of ~2 suggests the involvement of two
receptor molecules to drive the ion transport across the lipid
membrane. Furthermore, upon varying the cations in the
external buffer by using different MCl salt solutions (M" = Li,
Na', K', Rb", and Cs"), no significant change in the ion trans-
port rate was observed, indicating no role of cations in the
transport process (Fig. S371). However, upon varying the anions
in the external buffer by using different NaX salts (X =Cl™, Br™,
I, ClOo,, and NO; "), a significant change in the ion transport
was observed, indicating the active role of anions in the trans-
port process (Fig. 2B).

Chloride leakage studies

The Cl™ leakage for 1a was monitored across lucigenin-based
vesicles. Vesicles were prepared by entrapping lucigenin dye

© 2023 The Author(s). Published by the Royal Society of Chemistry

(1 mM) in 100 mM NaNO; buffered at pH 7.0.*® Subsequently,
a Cl"/NO; ™ gradient was created by adding a C1™ pulse in the
external buffer, and the transport of C1™ ions was determined by
measuring the time-dependent change in the lucigenin fluo-
rescence (Aex = 455 nm and Aen,, = 535 nm). The concentration-
dependent fluorescent study of 1a is shown in Fig. 2C. Hill
analysis of the dose-responsive curve furnished the ECs, value
of 13.9 + 3.5 uM (Fig. S391).

Ion selectivity and mechanism of ion transport

Mechanistically speaking, the ion transport in the above studies
can occur through one of the modes of (a) H"/X~ symport, (b)
OH /X~ antiport, (c) H'/M" antiport, or (d) OH /M" symport.
However, no change in the ion transport activity in the presence
of cations in the HPTS-based studies rules out the possibilities
of H'/M" antiport and OH /M" symport modes. To validate the
antiport mode, the chloride efflux of 1a across LUVs containing
500 mM of KCl and suspended in a 500 mM potassium gluco-
nate solution was monitored in the presence and absence of
valinomycin (highly selective K™ antiporter) and monensin (an
H'/K" antiporter) using a chloride sensitive ion-selective elec-
trode (Fig. 2E). A significant enhancement in the chloride efflux
was observed in the presence of valinomycin (Fig. 2F), while on
the other hand, no change was observed in the presence of
monensin (Fig. 2G). This cooperative effect of valinomycin and
1a is a proof of the antiport mode of ion transport.**-*
Additionally, the classic U-tube experiment was performed to
confirm the carrier mode of ion transport. Significant chloride
transport from the source arm of the U-tube was observed into the
receiver arm only in the presence of the transporter molecule 1a
(Fig. 2D), which indicates the carrier mode of ion transport.*>*

Geometry optimization and binding energy calculation

To obtain insights into the geometry of the [(1a),+Cl™ ] complex,
DFT calculations were performed. The [(1a),+Cl | complex was

Chem. Sci., 2023, 14, 8897-8904 | 8899
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(A) Activity comparison of 1la—1d (7.5 pM) across EYPC—-LUVsDHPTS. (B) Anion selectivity of 1a (5.0 pM) by varying external anions across

EYPC-LUVsDHPTS, each bar graph represents mean ion transport activity, calculated from three independent experiments. (C) Concentration-
dependent activity of compound 1a across EYPC-LUVsD Lucigenin. (D) The chloride transport in the U-tube experiment in the presence and
absence of transporter molecule 1a. (E) Schematic representation of ISE-based valinomycin and monensin assays. Normalized chloride efflux of
1a, (F) in the presence and absence of monensin, and (G) the presence and absence of valinomycin.

chosen based on the experimentally determined Hill coefficient
value, which was found to be ~2, indicating that two receptor
molecules are involved in the formation of an active complex
during the ion transport process. Initially, the CONFLEX 8
software program®>*® provides several conformational struc-
tures with almost equal populations (Fig. S511). The highest
Boltzmann populated structure was then optimized using the
Gaussian 09 program®’ utilizing a B3LYP functional and 6-31G
(d, p) basis set.®® The geometry-optimized analysis of the
[(1a),+Cl7] complex showed the involvement of two receptor
molecules interacting orthogonally with the chloride anion
interacting through benzimidazole-N-H;---Cl~ (H;---Cl” =
2.312 A), amine-N-H,---Cl~ (H,---Cl~ = 2.274 A), and C(Ar)-
H;---Cl™ (H,--Cl~ = 3.620 A) hydrogen bonding interactions
(Fig. 3E). The binding energy was predicted to be
—68.46 keal mol ™.

Photolytic studies

After successfully achieving the ion transport studies, the
photolytic studies of the procarriers 2a, 2b, 3a, and 3b were
performed. Initially, The UV-Vis absorption studies of these
compounds were performed in acetonitrile. The absorption
spectra of all compounds were found to be extended up to
400 nm of wavelength with strong absorption bands at A =
350 nm for dimethoxy-ONB substituted compounds 3a and 3b
compared to the weaker absorption bands for the compounds

8900 | Chem. Sci., 2023, 14, 8897-8904

2a and 2b, respectively (Fig. 3A). After UV-Vis absorption
studies, the photolytic studies were performed through "H NMR
analysis. Initially, the "H NMR spectrum of each of the pro-
carriers was recorded in DMSO-de. Subsequently, each sample
was subjected to photoirradiation at 400 nm using LEDs (1 X
3.8 Watt) at different time intervals, and the "H NMR spectrum
was recorded after each photoirradiation process. Finally, 'H
NMR spectra of procarrier molecules (2a, 2b, 3a, and 3b) before
irradiation, photoirradiated samples, and as-synthesized active
carrier 1a were stacked (Fig. S43-S457). The photoirradiation
process of compound 3b is shown in Fig. 3B. Upon photo-
irradiation, H. and Hq protons corresponding to the ONB group
of the procarriers at 5.52 ppm and 5.31 ppm disappeared with
the appearance of a new signal at 12.01 ppm corresponding to
proton H. of the o-nitrosobenzaldehyde byproduct 10b. Simi-
larly, new proton signals H, and H}, appeared at 11.11 ppm and
9.92 ppm, respectively, which correspond to the proton signals
of as-synthesized benzimidazole carrier 1a. These changes in
the 'H NMR spectrum of the 3b upon photoirradiation
confirmed the release of the active transporter 1a along with the
o-nitrosobenzaldehyde byproduct 11. Similarly, compounds 2a,
2b, and 3a furnish the formation of active transporter 1a and
the o- nitrosobenzaldehyde byproducts 10a and 10b, respec-
tively. Noticeably, the dimethoxy-based compounds 3a and 3b
showed efficient photocleavage (20 minutes for complete
deprotection) as compared to the corresponding simple ONB-

© 2023 The Author(s). Published by the Royal Society of Chemistry
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(A) UV-Visible absorption spectra of 1a and ONB-protected procarrier compounds 2a, 2b, 3a, and 3b. (B) Phototriggered release of an

active carrier 1a from ONB-protected procarrier 3b monitored by 'H NMR studies recorded in DMSO-dg photoirradiated using a 400 nm LED at
different time intervals. Normalized ion transport activity data upon photoirradiation at 400 nm for (C) 2b and (D) 3b, respectively. (E) The

geometry-optimized structure of the [(1a),+Cl"] complex.

based compounds 2a and 2b (40 minutes for complete
deprotection).

Photocleavable ion transport studies

Soon after the photolytic studies, the phototriggered ion
transport studies were carried out, across HPTS entrapped
EYPC-LUVs. Initially, the ion transport activities for the pro-
tected compounds 2a, 2b, 3a, and 3b were monitored. Subse-
quently, the vesicles containing these compounds were
photoirradiated at different time intervals using a LED of 400
nm wavelength, and ion transport activity was monitored after
each photoirradiation process. The ion transport activity after
the photoirradiation process was compared with that of the as-
synthesized active transporter 1a. The ion transport activity of
the blank (only with DMSO) was taken as 0%, and for active
transporter 1a as 100%. The procarriers 2b and 3b showed
excellent enhancement in the ion transport activity upon pho-
toirradiation (Fig. 3C and D), and on the other hand,
compounds 2a and 3a did not furnish any change in the

© 2023 The Author(s). Published by the Royal Society of Chemistry

transport activity before and after the photoirradiation
(Fig. S491). These results indicate that the protection of both
imidazole N-H and amine N-H protons is necessary to render
the procarrier molecules inactive that are then successfully
activated using external electromagnetic radiation. In the
monoprotected compounds (2a and 3a), the amine N-H, and
the aryl C-H; protons (Fig. 1A) are capable of cooperatively
binding to the anion. Hence 2a and 3a exhibited substantial ion
transport activity through probably the formation of transport
complexes with the anion involving single or multiple host
molecules. In the case of the doubly protected 2b and 3b, the
absence of both benzimidazole (N-H;) and amine (N-H,)
protons renders them incapable of anion transport as the aryl
(C-Hj3) proton alone offers very weak anion binding and trans-
port. The vesicles containing only DMSO did not furnish any
transport activity while applying the photoirradiation for
10 min, confirming that light does not disrupt the integrity of
the lipid membrane. Furthermore, the dimethoxy-ONB-based
procarrier 3b furnishes efficient photoactivation (complete

Chem. Sci., 2023, 14, 8897-8904 | 8901
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(A) Dose-dependent cell viability of MCF-7 cells incubated with 1a (0-25 uM each) for 24 hours. (B) Cell viability obtained from the MTT

assay upon addition of 2b and 3b for 24 h in MCF-7 cells in the absence of light and upon photoirradiation at 400 nm for 20 min using (1 x 3.8 W
LED). Mean cell viability was obtained from three independent experiments. (C) Cell viability obtained from the MTT assay upon addition of 9a and
9b for 24 h in MCF-7 cells in the absence of light and upon photoirradiation at 400 nm for 20 min using (1 x 3.8 W LED). Mean cell viability was

obtained from three independent experiments.

activation within 2 min of photoirradiation) compared to
simple ONB-based procarrier 2b (complete activation after
7 min of photoirradiation) due to the photolytic properties of
dimethoxy-based ONB systems as evident from NMR (Fig. 3B,
S467) and vesicle transport (Fig. 3C and D) studies.

Cellular viability and phototriggered cell death

Among the compounds 1a-1d, we chose 1a for the biological
studies because of its efficient ion transport properties. The
MCEF-7 cells (human breast cancer cell line) were incubated with
1a (0-25 pM) for 24 h, and cell viability was monitored using the
standard MTT assay.> The compound furnished efficient cyto-
toxicity with an ICs, value of 4.5 uM (Fig. 4A).

Subsequently, for phototriggered cell death, MCF-7 cells
were incubated with procarriers 2b and 3b, respectively, in two
different 96-well plates. One of the plates containing the pro
carriers 2b and 3b was photoirradiated at 400 nm (1 x 3.8 W
LED, 20 min), and other plates containing the same compounds
were not photoirradiated in order to observe the effect of pho-
toirradiation in the cytotoxicity process. The cell plates were
then kept in the incubator for 24 h and monitored using the
standard MTT assay. Photoirradiation leads to significant cell
death, likely due to the formation of the active transporter 1a
(Fig. 4B). Cells that do not contain the procarrier molecules do
not furnish any cell death, which indicates that cells are not
destroyed by light. Furthermore, in order to analyze the effect of
in situ generated o-nitrosobenzaldehyde byproducts 10a and
10b, control compounds 9a and 9b were used. These
compounds generate the same byproduct upon photo-
irradiation as is generated by the photoirradiation of procarrier
compounds 2b and 3b. Photoirradiation of these control
compounds did not furnish any significant cytotoxicity, which
rules out any role of the nitrobenzaldehyde byproducts in the
cytotoxicity process (Fig. 4C).

Conclusions

In conclusion, we developed benzimidazole amine-based active
anionophores 1a-1d and doubly protected ONB-linked photoc-
aged procarriers 2b and 3b, respectively. The chloride binding

8902 | Chem. Sci, 2023, 14, 8397-8904

studies of receptors were confirmed by '"H NMR titration and ESI-
MS studies. Among different active compounds, trifluoromethyl-
based anionophore 1a showed efficient ion transport activity with
an ECs, value of 1.2 £ 0.2 uM. The Hill coefficient was found to be
~2, which indicates the involvement of two receptor molecules in
driving the ion transport process. Detailed mechanistic studies
confirmed Cl/NO;  antiport as the primary ion transport
process. The double protection of the active anionophore 1a with
ONB-based photocages to give procarriers 2b and 3b renders them
inactive due to the blockage of anion-binding sites. These pro-
carriers were photoactivated inside the artificial liposomes using
external electromagnetic radiation of 400 nm. Eventually, the
photoactivation of the procarriers 2b and 3b inside the MCF-7
cancer cells leads to photoinduced cell death.
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