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Abstract 

In this work, 2(3), 9(10), 16(17), 23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-yl)oxy) phthalocyaninato]zinc(II) iodide was synthesized and its 

aggregation behavior was investigated in different solvents and at varying concentrations. After the cytotoxic effect of 2(3), 9(10), 16(17),23(24)-

tetrakis-[N-methyl-(1-benzylpiperidin-4-yl)oxy)phthalocyaninato]zinc(II) iodide was tested, the treatment at certain conditions with 

phthalocyanine resulted in significant cell death (around 30%) in AR42J pancreatic cancer cells and Sol8 normal muscle cells but the same results 

were not observed in MDA-MD-231 metastatic breast cancer cells. To evaluate mitochondrial membrane potential (MMP), Mitotracker Red 

staining was performed and the treatment at certain conditions with 2(3), 9(10), 16(17), 23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-

yl)oxy)phthalocyaninato]zinc(II) iodide resulted in a significant decrease in mitochondrial membrane potential (represented by Δψm) in MDA-

MB-231 cells, but the same situation was not observed in other cells. In silico analyses were performed for intracellular target prediction of 2(3), 

9(10), 16(17), 23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-yl)oxy)phthalocyaninato]zinc(II) iodide and we found that it has inhibitory effects 

on Sigmar1 protein and Adiponectin receptors 1-2 with the lowest binding energies of ( -13.07kcal/mol, -10.93kcal/mol and -9.49 kcal/mol, 

respectively. Sigmar1 is an integral protein localized in mitochondrial membranes while communication between mitochondria and endoplasmic 

reticulum and Adiponectin receptors are known to be associated with mitochondrial function. These results suggest that 2(3), 9(10), 16(17), 23(24)-

tetrakis-[N-methyl-(1-benzylpiperidin-4-yl)oxy)phthalocyaninato]zinc(II) iodide has a cytotoxic potential on cancer cells and inhibited MMP in 

breast cancer cells only.  

Keywords:  Zinc (II) phthalocyanine, aggregation, water soluble, metastatic breast cancer, mitochondrial membrane potential, molecular docking 

1. Introduction

Phthalocyanines (Pcs) are applied, such as 

photosensitizers [1,2], liquid crystals [3,4], sensors [5,6], 

and catalysts [7–9] in a wide range of areas based on 

chemistry and nanotechnology. They have also been 

commonly used as pigments and dyes [10]. Metal-

centered phthalocyanine (MPc) complexes are known as 

photoactive and can be used for photosensitization when 

the central metal is a diamagnetic metal 

atom [11,12]. Closed shell and diamagnetic 

ions, i.e., Zn2+, Ga3+, and Si4+, play an important role in Pc 

complexes with high properties, i.e., high singlet oxygen 

generation that is crucial for photodynamic therapy 

(PDT) efficiency of photosensitizers [13–17]. ZnPcs are 

commonly studied due to a central metal ion having A 

full-fill shell and d10 configuration in optical spectra that 

are not complicated by additional bands, as in transition-

metal Pc complexes. Having intensive red visible region 

absorption, high triplet yields, and efficient singlet 

oxygen generation make ZnPcs worthwhile 

photosensitizers for PDT applications or cancer 

treatments [17]. Aggregation behavior and solubility of 

phthalocyanine are significant parameters that should be 

examined prior to in vitro cancer studies. The former is 

observed due to the 18-π electron system of 

phthalocyanines and decreases their solubility property 

in many solvents and seriously affects their 

spectroscopic, photochemical, photophysical, and 

electrochemical properties [18,19]. It is precisely at this 

point that the solubility of phthalocyanines in polar or 

nonpolar solvents becomes important.  
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Figure 1. Synthesis of 2(3), 9(10), 16(17), 23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-yl)oxy)phthalocyaninato]zinc(II) iodide 
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Solubility in water has been preferred in biological 

studies, in particular in vivo cancer studies, due to the 

fact that human blood itself has a hydrophilic system 

and the chemotherapeutics are applied 

intravenously [20,21]. 

Cancer is a common disease with a high Mortality 

rate around the world after cardiac diseases. Recent 

molecular technologies appear effective in 

understanding the complexity of cancer, which is to be 

targeted specifically for drug development. However, 

new candidate drugs have been in demand to overcome 

some limitations of current therapies such as, drug 

resistance, drug instability, drug insolubility, and 

harmful drug side effects. Therefore, innovative drug 

discovery technologies have focused on newly designed 

and more advantageous drugs. Ineffective cancer 

therapies can result in cancer cells that gain further 

molecular changes, such as metastatic characteristics. 

Metastasis requires aggressive cellular changes that 

promote increased survival, migration, and energy 

consumption [22]. PDT has been used to deal with 

metastable cancers due to the special characteristics of 

phthalocyanines [23]. In this work, we aimed to 

synthesize easily quaternerizable nitrogen atoms, 

including 1-benzylpiperidin-4-ol groups and 

characterized peripherally 2(3), 9(10), 16(17), 23(24)-

tetrakis-[N-methyl-(1-benzylpiperidin-4-

yl)oxy)phthalocyaninato]zinc(II) iodide to be used as a 

photosensitizer. Its effects on cytotoxicity and 

mitochondrial membrane potential were also examined 

in cancerous and non-cancerous cells. In silico target of  

2(3), 9(10), 16(17), 23(24)-tetrakis-[N-methyl-(1-

benzylpiperidin-4-yl)oxy) phthalocyaninato]zinc(II) 

iodide within the cells was screened and its inhibition 

potential on predicted targets was examined by in silico 

molecular docking approach. 

2. Experimental 

2.1. Materials 

4-[(1-Benzylpiperidin-4-yloxy]phthalonitrile (1) [24] and 

2(3), 9(10), 16(17), 23(24)-tetrakis-[1-benzylpiperidin-4-

yl)oxy]phthalocyaninato zinc(II) (2) [25] was designed 

and prepared according to literature. All solvents were 

dried and purified as described by the reported 

procedure [26]. 4-Nitrophthalonitrile was purchased 

from commercial suppliers.  

2.2. Methods 

2.2.1. Synthesis of 2(3), 9(10), 16(17), 23(24)-tetrakis-[N-

methyl-(1-benzylpiperidin-4-yl) oxy)phthalocyaninato]zinc 

(II) iodide 

2(3), 9(10), 16(17), 23(24)-tetrakis-[1-benzylpiperidin-4-

yl)oxy]phthalocyaninato zinc(II) (30 mg, 0.020 mmol) 

[25] was dissolved in CHCl3 (3 ml), added iodomethane 

(3 ml), and stirred at room temperature (RT) for 3 days. 

The precipitated product was filtered and washed with 

CHCI3 and hexane. Yield: 30 mg (72%), m.p.> 250 °C. FT-

IR (ATR),ν/cm-1: 3025 (Ar-CH), 2966–2890 (Alip.-CH), 

1605, 1508, 147,1393, 1305, 1242, 1188, 1072, 1059, 1038, 

978, 819, 656. UV–Vis (DMF), λmax(logε) nm: 679 (4.98), 

614 (5.12), 338 (4.28). 1H-NMR. (DMSO), (:ppm): 7.78-

7.60 (m, 12H, ArH), 7.53-7.38 (m, 20H, ArH),  4.70-

4.55(m, 8H, CH2-N+), 4.47-4.28 (m, 4H, CH-O), 3.88-3.63 

(m, 16H, CH2-N+), 3.02 (s, 12H, CH3-N+), 1.87-170 (m, 

16H, Aliph.CH2)  13C-NMR. (DMSO), (:ppm): 170.13 

(ArC), 165.63 (ArC), 149.56 (ArC), 148.71 (ArC), 147.25 

(ArC), 135.34 (ArC), 132.18 (ArC), 130.27 (ArC), 128.66 

(ArC), 127.38 (ArC), 125.78 (ArC), 125.60 (ArC), 122.17 

(ArC), 120.89 (ArC), 80.23 (Aliph.CH-O), 61.35 

(Aliph.CH2-N+), 60.02 (Aliph.CH2-N+),  51.30 (Aliph.CH2-

N+),  50.25 (Aliph.CH3-N+), 33.82 (Aliph.CH2), 

32.05(Aliph.CH2). Anal. Calcd for C84H88ZnN12O4I4 

(1902.6821 g/mol) C, 53.02; H, 4.66; N, 8.83, Found: C, 

53.09; H, 4.68; N, 8.81; MALDI-TOF-MS m/z calc. 1902. 

682; found: 344.81 [M-4I-H2O)] +4. 

2.2.2. Cell culture  

Pancreatic cancer cell line (AR42J) (ATCC Cat CRL-

1492), metastatic breast cancer cell line (MDA-MB-231) 

(ATCC Cat HTB-26), and normal myoblast cells (Sol8) 

(ATCC Cat CRL-2174) were used in this study. AR42J, 

MDA-MB-231, and Sol8 cells were incubated in RPMI, 

EMEM, and DMEM media, respectively and each 

complete media also contained 20% fetal bovine serum 

and 1% Penicillin-Streptomycin antibiotics. Cells were 

cultured at 37°C, the normal physiological temperature 

of the human body, in a humidified environment with 

5% CO2 to maintain the normal rate of blood gas in the 

human body. After cells reached full confluency (except 

for Sol8 cells which are recommended to be cultured by 

a maximum of 80% confluency by the manufacturer as 

these cells can undergo cellular differentiation at the full 

confluent stage), cells were seeded into 96-well plates for 

cytotoxicity and mitochondrial assessments. 

2.2.3. 2(3), 9(10), 16(17), 23(24)-Tetrakis-[N-methyl-(1-

benzylpiperidin-4-yl)oxy) phthalocyaninato]zinc(II) iodide 

treatment and MTT cytotoxicity assay 

Cells were cultured in 96-well plates as 10.000 cells per 

well. After they proliferated as desired, media including 

2(3), 9(10), 16(17), 23(24)-tetrakis-[N-methyl-(1-

benzylpiperidin-4-yl)oxy)phthalocyaninato]zinc(II) 

iodide at 1.5, 3, 6 and 12 micromolar was added to cells 

and incubated for 24 or 48 hours. Different 

concentrations were prepared by serial dilution in the 

culture media.  
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Some cells were treated in the dark (covered by foil and 

incubated in a dark room) as a control group. Internal 

groups of cells for each experimental design were 

untreated and used as a control. After pre-incubation 

with water soluble Zn(II) phthalocyanine, cells were 

exposed to red light at a wavelength of 680 nm. The total 

irradiation dose was adjusted to 10 j/cm2 as before         

[27–30]. Duration of light exposure was calculated by the 

formula; J = W x S (J = desired amount of light energy, W 

= Light power received by the sensor and S = Duration 

(hour) to be applied depending on desired light energy 

and light power). After 1 hour of exposure, cells were 

incubated for a further 24 hours followed by the MTT 

protocol [31]. For this protocol, media was removed 

from all the wells, wells were washed once with 1xPBS, 

then 190 µl fresh media (without phthalocyanine) and 10 

µl MTT dye were added to each well and incubated for 

2 hours at 37°C. MTT incubation was stopped by 200µl 

solvent addition to each well after media with MTT was 

removed. Wells were incubated with the solvent 

overnight in the dark on the shaker. The day after, 

absorbances were read at 570 nm using a 

spectrophotometer. Cell viabilities (%) were relatively 

calculated according to untreated cells which are 

considered as 100% viable.  

2.2.4. Assessment of mitochondrial membrane potential  

Cells were incubated and treated as mentioned above. 

Differentially, after 24h incubation with ZnPc wells were 

washed with 1xPBS followed by the treatment with 

media including 4.0x10-3M MitoTracker Red 

(ThermoFisher, M7512) for 45 minutes at 37°C [32]. 

MitoTracker treated wells were washed with 1×PBS 

three times and fluorescence was read at 579/599 using a 

microplate reader.  

Figure 2. UV-Vis spectrum of 2(3), 9(10), 16(17), 23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-yl)oxy)phthalocyaninato]zinc(II) iodide. A- 

represents two spectra of the red line is the UV-Visible spectrum of phthalocyanine in DMSO and the blue one is also the UV-Visible spectrum 

of phthalocyanine in DMF. B- shows the concentration effect of aggregation in DMSO with phthalocyanine between 1x10-6- 10x10-6 molar 

concentration. 
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2.2.5. In silico target prediction for 2(3), 9(10), 16(17), 

23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-

yl)oxy)phthalocyaninato]zinc(II) iodide 

In silico target prediction for 2(3), 9(10), 16(17), 23(24)-

tetrakis-[N-methyl-(1-benzylpiperidin-4-

yl)oxy)phthalocyaninato]zinc(II) iodide was performed 

using the Similarity ensemble approach (SEA) [33]. The 

SEA approach is effective in performing analyses based 

on set-based chemical similarity between ligands of 

proteins. It is useful for quickly browsing large 

composite databases and generating in silico predictions 

from similarity maps by identifying cross-targets. 

2.2.6. 3D structure preparation of zinc (II) phthalocyanine 

and target proteins and molecular docking 

To evaluate the ligand-based affinity of phthalocyanine, 

the SDF file of  2(3), 9(10), 16(17), 23(24)-tetrakis-[N-

methyl-(1-benzylpiperidin-4-

yl)oxy)phthalocyaninato]zinc(II) iodide was initially 

created using Open Babel software [34]. Energy 

minimization was performed by AutoDock MGL Tools 

and Gasteiger charges were assigned to the compound 

prior to molecular docking studies [35]. The 3D 

structures of ADPNR1 (PDB ID: 5LXG), ADPNR2 (PDB 

ID: 6YX9), and Sigmar1 (PDB ID: 5HK1) were retrieved 

from the Protein Data Bank (www.rcsb.org). All 

structures were processed before molecular docking 

studies. Bound water molecules were initially removed 

from the 3D protein structures, polar hydrogens were 

added to each protein and eventually the structures were 

charged with Kollman charges before saving their pdbqt 

files. Grid box sizes were adjusted based on the catalytic 

core of each protein target to surround the amino acid 

domain involved in the binding active sites. For this, grid 

center coordinates and box size values for ADPNR1-  

2(3), 9(10), 16(17), 23(24)-tetrakis-[N-methyl-(1-

benzylpiperidin-4-yl)oxy)phthalocyaninat]zinc(II) 

iodide docking was set as 23, 31 and 2,4 and the box size 

was 35, 35, 35. On the other hand, the related calculations 

were set as 12, -21, -22 and the box size was 35, 35, 35 for 

ADPNR2. However, the catalytic core of Sigmar1 was 

identified as buried into the target receptor. Therefore, 

we performed blind docking experiment on Sigmar1 

receptor to determine the best binding pose of 2(3), 9(10), 

16(17), 23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-

yl)oxy) phthalocyaninato]zinc(II) iodide. For this goal, 

the grid center coordinates were set as 14, 38, -36 and the 

dimensions of the box size value were adjusted as 50, 45, 

and 47. Molecular docking studies were then performed 

for ADPNR1 and ADPNR2 proteins using AutoDockZn 

software [36], whereas, targeting 2(3), 9(10), 16(17), 

23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-yl)oxy) 

phthalocyaninato]zinc(II) iodide compound to Sigmar1 

receptor was performed using AutoDock4 [37]. 

2.2.7. Statistics 

The fluorescence values of MMP activity were 

analyzed by the UNIANOVA test of SPSS software. The 

comparison for cell viability (%) was also performed 

using the UNIANOVA. The significance is considered if 

p value is less than 0.05. Significant levels used were 

p<0.05 (*),p<0.01 (**),p<0.001 (***) andp<0.0001 (****). 

Experiments were completed as at least three 

independent repeats and standard errors of the means 

(+/-s.e.m.) were calculated by the SPSS (Version 13) 

program.  

3. Results and Discussion 

4-[(1-Benzylpiperidin-4-yloxy]phthalonitrile 1 and 2(3), 

9(10), 16(17), 23(24)-tetrakis-[1-benzylpiperidin-4-

yl)oxy]phthalocyaninato zinc(II) were synthesized 

according to literatures, as mentioned in the material 

and method section [24-25].  2(3), 9(10), 16(17), 23(24)-

tetrakis-[N-methyl-(1-benzylpiperidin-4-

yl)oxy)phthalocyaninato]zinc(II) iodide was synthesized 

by the reaction of 2(3), 9(10), 16(17), 23(24)-tetrakis-[1-

benzylpiperidin-4-yl)oxy] phthalocyaninato zinc(II) 

with CH3-I in CHCl3 (Fig. 1). Quaternization of 2(3), 

9(10), 16(17), 23(24)-tetrakis-[1-benzylpiperidin-4-

yl)oxy]phthalocyaninato zinc(II) with an excess of 

methyl iodide in chloroform led to water soluble tetra 

cationic Zn(II) phthalocyanine. After the reaction 

contents were stirred at room temperature for 72 hours, 

the dark green crude product was precipitated at the 

bottom of the reaction vessel. The crude product was 

filtered and washed three times with chloroform and 

hexane. When looking at the infrared spectra of 2(3), 

9(10), 16(17), 23(24)-tetrakis-[1-benzylpiperidin-4-

yl)oxy] phthalocyaninato zinc(II) and its water-soluble 

derivative, it can be seen that both are similar. Both of 

them have aromatic, aliphatic carbon resonance peaks 

and do not have C≡N sharp resonance peak around 2230 

cm-1 which is the very identical peak for                                     

4-[(1-benzylpiperidin-4-yloxy]phthalonitrile as the 

starting molecule. The FT-IR spectra of  2(3), 9(10), 

16(17), 23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-

yl)oxy)phthalocyaninato]zinc(II) iodide has had 

aromatic carbon resonance peaks at 3025 cm-1 and 

aliphatic carbon resonance peaks at 2966–2890.  

The 1H-NMR data of 2(3), 9(10), 16(17), 23(24)-

tetrakis-[N-methyl-(1-benzylpiperidin-4-

yl)oxy)phthalocyaninato]zinc(II) iodide in DMSO-d6 

showed signals due to the appearance of aromatic 

protons at 7.78-7.60 and 7.53-7.38 ppm. The CH3         

group of 2(3), 9(10), 16(17), 23(24)-tetrakis-[N-methyl-(1-

benzylpiperidin-4-yl)oxy)phthalocyaninato]zinc(II) 

iodide was indicated as an singlet at 3.02 ppm.  
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The aliphatic protons were observed at 4.70-4.55, 4.47-

4.28, 3.88-3.63, and 1.87-170 ppm. The 13C-NMR 

spectrum of the quaternary ammonium group 

containing zinc (II) phthalocyanine was taken in DMSO-

d6 and construed as having 21 carbon atoms in the 

structure. In the 13C-NMR spectrum, 14 different signals 

for aromatic carbon atoms between 170.13 and 120.89 

ppm and also 7 signals for aliphatic carbon atoms 

between 80.23 and 32.05 ppm comply with the proposed 

structure. 

The molecular ion peak of 2(3), 9(10), 16(17), 23(24)-

tetrakis-[N-methyl-(1-benzylpiperidin-4-

yl)oxy)phthalocyaninato]zinc(II) iodide was seen at 

m/z=344.81 [(M-4I-H2O)]+4 (S. Fig. 1). Elemental analysis 

also supports the proposed structure of Zn(II) 

phthalocyanine. UV-Vis spectrum of 2(3), 9(10), 16(17), 

23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-yl)oxy) 

phthalocyaninato]zinc(II) iodide was measured in water 

(S. Fig. 2).  

Figure 3. Cell viability 2(3), 9(10), 16(17), 23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-yl)oxy)phthalocyaninato]zinc (II) iodidetreatment in 

AR42J, MDA-MB-231 and Sol8 cells. Cell percentages (%) are shown for AR42J (A), MDA-MB-231 (B), and Sol8 (C) cells after phthalocyanine 

treatments (0, 1.5, 3, 6, and 12µM) both for 24h (up panels)and 48h(down panels), after light (right panels) and dark (unlightened) exposure (left 

panels). p<0.05 (*), p<0.01 (**), p<0.001 (***) and p<0.0001 (****) 
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Figure 4. Mitochondrial membrane potential after phthalocyanine treatment. Mitochondrial membrane potential values were calculated in 

immunostaining photos by Image J software, and these are shown for AR42J (A), MDA-MB-231 (B), and Sol8 (C) cells after 24h (up panels)or 

48h(down panels)treatment with different doses of phthalocyanine treatment before light exposure followed by light (right panels) or dark 

(unlightened) exposure (left panels). p<0.05 (*), p<0.01 (**), p<0.001 (***) and p<0.0001 (****) 
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Additionally, the aggregation behavior of 2(3), 9(10), 

16(17), 23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-

yl)oxy) phthalocyaninato]zinc(II) iodide was measured 

in DMSO (Fig. 3A). Dimethyl sulfoxide (DMSO) is a 

dipolar aprotic solvent (µ= 3.96 D) of moderate dielectric 

constant (ɛ = 45.0) totally miscible with water, having 

two sites of coordination of different softness and being 

consequently a good solvent for cations. The UV–vis 

absorption spectrum of 2(3), 9(10), 16(17), 23(24)-tetrakis-

[N-methyl-(1-benzylpiperidin-4-

yl)oxy)phthalocyaninato]zinc(II) iodide in dry DMSO, 

presented in Fig. 2A, shows a peak at about 679 nm in 

the Q band region, with a much less intense one at 614 

nm, as usually observed in organic media for a 

monomeric zinc(II) phthalocyanine [38–41]. The 

maximum absorbance at 338 nm in the Soret region is 

lower than that of the Q band in the visible region. This 

spectrum is typical of many metallophthalocyanines: the 

two Q and Soret bands are π→π* transitions, a1u→eg for 

the Q band and a2u→eg for the Soret [42–44]. The 

spectrum can be totally different in pure water. The Q 

band maximum is much less intense than the peak in 

DMSO and this band looks broader because two other 

absorption bands are apparent as shoulders somewhat 

below 600 nm and at 680–690 nm. This spectrum is 

typical of dimeric M(II)phthalocyanines, for example, 

one of the Cu(II) sulfophthalocyanine [45–46]. L’Her et 

al. examined the influence of the concentration on the 

spectrum in water over a large range of concentration, 

from 6.4x10-4 M to 6.4x10-7 M, using cells with optical 

lengths from 0.1 mm to 10 cm. No evolution of the 

spectra reduced to ɛ was observed, which means that 

Beer’s law is obeyed, and that dilution has no influence 

on the composition of the solution over this extended 

concentration range. As a consequence, these aggregates 

are very stable, even at the lowest concentration, and 

their dissociation constant cannot be estimated, unlike 

what has been possible for many phthalocyanines [47]. 

From the comparison with DMSO and water, it is 

evident that the zinc phthalocyanine exists as a mixture 

of the monomer and aggregates [48]. Additionally, 

solvent type effects were investigated (Fig. 2B) with 

different concentrations (S. Fig. 2)  on the behavior of 

2(3), 9(10), 16(17), 23(24)-tetrakis-[N-methyl-(1-

benzylpiperidin-4-yl)oxy)phthalocyaninato]zinc(II) 

iodide.  

 2(3), 9(10), 16(17), 23(24)-Tetrakis-[N-methyl-(1-

benzylpiperidin-4-yl)oxy) phthalocyaninato]zinc(II) 

iodide was then proceeded for in vitro biological 

analysis. First, its cytotoxic potential in AR42J pancreatic 

cancer cells, MDA-MB-231 metastatic breast cancer cells, 

and Sol8 normal muscle cells was evaluated. Dark 

treated cells (as a control group to light) were also 

included in the experiment. None of the conditions in the 

dark (at 24 or 48 hours) resulted in a significant change 

in cell viability (Fig. 3A–Fig. 3C, left panels). However 

cytotoxic effects after light exposure have been shown in 

AR42J cells and Sol8 at 48h with around 30% reduction 

(Fig. 3A and Fig. 3C, right panels). Although a reduction 

was detected, The IC-50 values could not be calculated. 

Pair-wise comparisons are performed by post-hoc test 

and the significant levels are shown by asterisks between 

the compared doses (Fig. 3A–Fig. 3C, right panels). 

Detailed statistical analyses for cytotoxicity after light 

are provided in S. Fig. 3 (blue squares indicate significant 

comparisons). IC50 value for Zn(II) phthalocyanines 

(ZnPcs) conjugated with thiopyridinium units was 

determined as 20 µM in melanoma cells [49]. Octal-

bromide zinc phthalocyanine (ZnPcBr8) resulted in the 

death of almost all (around 100%) Hep-2 (laryngeal 

carcinoma) cells at 24h [50]. These suggest that the 

effectiveness of ZnPc molecules may depend on the 

structure and the type of cancer cells examined. ZnPc 

was used to be incorporatedinto extracellular vesicules 

and this was found to reduce colon cancer growth over 

2 weeks [51]. However, phthalocyanines can also be 

effectively cytotoxic regardless of light induction. A 

study showed that the two dyads composed of zinc(II) 

phthalocyanine and tin complexes were more cytotoxic 

in MCF-7 human breast cancer when it was treated in the 

darkcompared to lightwith an IC50 between 0.016 and 

0.453 µM [52]. On the other hand, photodynamic therapy 

with zinc phthalocyanine was shown to enhance the 

anti-cancer effect of some common chemotherapeutics, 

i.e.,tamoxifen in breast cancer cell lines [53]. 

However, mitochondrial membrane potential was 

gradually decreased in MDA-MB-231 cells at 24 h after 

zinc (II) phthalocyanine treatment (p<0.05)                        

(Fig. 4B)compared to both AR42J (Fig. 5A) and Sol8 cells 

(Fig. 5C). 48h pretreatment with 2(3), 9(10), 16(17), 

23(24)-Tetrakis-[N-methyl-(1-benzylpiperidin-4-

yl)oxy)phthalocyaninato]zinc(II) iodide did not induce 

MMP decrease as much as 24h pretreatment (Fig. 4B). 

Detailed statistical analyses for mitochondrial 

membrane potential are provided in S. Fig. 4 (blue 

squares indicate significant comparisons). 

Representative staining for mitochondrial membrane 

potential after 12 µM water soluble Zn(II) 

phthalocyanine (after 24h) is shown in Fig. 5D. A, B, and 

C show Δψm values in AR42J, MDA-MB-231, and Sol8 

cells, respectively. Fig. 5 shows representative 

fluorescence imaging of mitochondrial staining. 

Mitochondrial membrane potential was shown to reduce 

in different cancer cell lines after ZnPc compounds [54–

56].  
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Figure 6. Representative fluorescent labeling of mitochondria by MitoTracker Red. The figure shows the staining in untreated and treated (by 12 

micromolar phthalocyanine for 24 hours) followed by irradiation in MDA-MB-231 cells. 

Figure 5. Target prediction of 2(3), 9(10), 16(17), 23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-yl)oxy)phthalocyaninato]zinc(II) iodide in the 

cells and docking with Adiponectin Receptor 1.A shows the top 7 targets for phthalocyanine in the cells with the highest p values. The top three 

targets include 1)Adiponectin receptor 1 (ADPNR1), 2) Adiponectin receptor 2 (ADPNR2), and 3) Sigma non-opioid intracellular receptor 1 

(Sigmar1). B shows 10 different poses for the docking of phthalocyanine with ADPNR1 protein by binding affinities, estimated Ki values, Ki units, 

and ligand efficiency. C shows the best representative of pose for docking. D shows the predicted 2D interaction map of phthalocyanine with 

ADPNR1. 
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When potential protein or receptor targets were 

screened, the top three targets of 2(3), 9(10), 16(17), 

23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-

yl)oxy)phthalocyaninato]zinc(II) iodide were identified 

as Adiponectin receptor 1 (ADPNR1), Adiponectin 

receptor 2 (ADPNR2) and sigma non-opioid intracellular 

receptor 1 (Sigmar1) proteins. In silico target prediction 

analysis were hit for the two intracellular targets for 2(3), 

9(10), 16(17), 23(24)-tetrakis-[N-methyl-(1-

benzylpiperidin-4-yl)oxy)phthalocyaninato]zinc(II) 

iodide including ADPNRs and Sigmar1 protein with the 

highest significance (Fig. 6A). In silico docking analyses 

were then performed for ADPNR1 (Fig. 6B–Fig. 6D). 10 

different binding poses for the active domain of target 

proteins were analyzed (Fig. 6B) and the docking for the 

highest affinity along with the lowest binding energy (–

10.93 kcal/mol) was modeled (Fig 6C and Fig 6D). 

ADPNR1 and ADPNR2 proteins are secreted from white 

adipose tissue [57], and mitochondrial function was 

dysregulated in mice lacking ADPNR1 [58]. ADPNR1 

increased mitochondrial function in skeletal muscle cells 

[57], and it is highly associated with the regulation of 

glucose and lipid metabolism and with mitochondrial 

biogenesis [59]. However, the effect of ADPNR1 

deficiency on mitochondrial protein composition has 

been found to be highly tissue-specific [58]. ADPNR2 

was also docked with phthalocyanine and the binding 

affinity of 2(3), 9(10), 16(17), 23(24)-tetrakis-[N-methyl-

(1-benzylpiperidin-4-yl)oxy) phthalocyaninato]zinc(II) 

iodide to ADPNR2 (–9.49 kcal/mol) (Fig. 7A) was found 

to be less than the binding affinity to ADPNR1 (–10.93 

kcal/mol). Both ADPNRs are able to bind metals in 

particular zinc (from the Uniprot database) which are 

included in the core structure of synthesized water 

soluble Zn(II) phthalocyanine. ADPNR1/ADPNR2 were 

reported to recover non-alcoholic hepatitis and fibrosis 

by their roles in between ER and mitochondria 

communication [60]. 

We then analyzed the third in silico target of 

phthalocyanine, Sigmar1. The best pose for Sigmar1 was 

detected with the lowest binding energy as –13.07 

kcal/mol (Fig. 8A). The docking of this pose was 

modeled (Fig 8B–Fig 8C). Sigma receptor 1 (Sigmar1) is 

a chaperone significantly localized in the mitochondrial 

membrane of cardiomyocytes [61], but Sigmar1 is 

expressed in a range of tissues so that it is considered as 

having housekeeping function in each cell type [61,62]. 

Figure 7. 2(3), 9(10), 16(17), 23(24)-Tetrakis-[N-methyl-(1-benzylpiperidin-4-yl)oxy) phthalocyaninato]zinc(II) iodide docking with Adiponectin 

Receptor 2 (ADPNR2).A shows 10 different poses for the docking of phthalocyanine  with ADPNR2 protein by binding affinities, estimated Ki 

values, Ki units and ligand efficiency. B shows the best representative of pose for docking. 
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This is also localized in the cell membrane and nuclear 

membrane [63]. The Sigmar-1 upregulation was found to 

be associated with enhanced membrane invasiveness 

[62]. Sigmar1 receptor is required for proper respiration 

in mitochondria [61] and also has a role in the 

communication between mitochondria and endoplasmic 

reticulum [63]. The cells with knock-downed Sigmar1 

showed an increase in cell death rate suggesting its 

association with cell survival [63]. Deficiency in Sigmar1 

is associated with a range of diseases such as 

neurodegenerative diseases, cancer, and cardiovascular 

diseases [62]. Clinical studies showed that Sigmar1 is 

abundant in breast cancer patients [64]. Its increase has 

also been detected in other cancers including liver, colon, 

prostate, and lung [62], whereas the change in the level 

of Sigmar1 was not significant inpatients with pancreatic 

cancer compared to healthy controls [63]. Current 

molecular docking studies show that 2(3), 9(10), 16(17), 

23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-

yl)oxy)phthalocyaninato]zinc(II) iodide exhibits high 

binding affinity to the intramembrane interaction 

surface of the Sigmar1 trimeric complex, thereby causing 

inactivation of the sigmar1 complex, which is essential 

for the maintenance of mitochondrial functions.  

Both Sigmar1 and ADPNR1 play key roles during the 

maintenance of mitochondrial function. Mitotracker red 

dye has been used for confirmation of Sigmar1 

localization [60] as well as mitochondrial function 

mediated by Sigmar1 [63,65]. Sigmar1 and ADPNR 

genes are located in 9p13.3 and 3q27.3, respectively 

(from Genecards). The genome of MDA-MB-231 cells is 

reported as in the triploid range with the absence of 

chromosomes 8 and 15 by the manufacturer (ATCC), 

however AR42J cells are in normal diploid range with 

specific gene expression changes. Therefore, the levels of 

proteins in the examined cells are expected to be 

different from each other. The genomic differences 

between cells may suggest the variation of 

mitochondrial membrane potential changed by 

phthalocyanine. However, further investigation is 

required for revealing the profiles of gene expression 

levels in detail. 

Therefore, an ultimate phthalocyanine molecule 

might be an effective photosensitizer that naturally 

Figure 8. 2(3), 9(10), 16(17), 23(24)-Tetrakis-[N-methyl-(1-benzylpiperidin-4-yl)oxy) phthalocyaninato]zinc(II) iodide docking with Sigmar1 

protein.A shows 10 different poses for the docking of phthalocyanine with Sigmar1 protein by binding affinities, estimated Ki values, Ki units, 

and ligand efficiency. B and C show the best representative of the pose for docking from different angles. 



Uzuner et al.   Turk J Anal Chem, 6(2), 2024, 115–128  

126 

 

gathers in mitochondria [66]. Targeting mitochondria 

has been used to enhance the efficacy of photodynamic 

therapy [67]. Mitochondrial membrane potential (Δψm) 

(MMP) is an indicator of mitochondrial function. Δψm is 

associated with the role of mitochondria in apoptosis, 

and its decrease has been shown to be induced by 

insufficient substrates for the mitochondria, disruption 

in respiration, or separation of the inner membrane [68]. 

However, mitochondrial membrane potential has been 

suggested not to be an early event in the apoptosis [69]. 

Mitochondrial activity was found to increase after 

radiation treatment [70]. Some cytotoxic conditions, such 

as radiation, may not be associated with an increase in 

cell death detected by metabolic viability assays 

including MTT [70]. In this study, results suggest 

conditions for targeting mitochondrial activity by 

membrane potential in metastatic breast cancer only 

which is not correlated with cytotoxicity assessed by 

MTT assay. We previously showed that a silicon 

phthalocyanine molecule was highly cytotoxic in AR42J 

cells after 24h, but not in Sol8 cells, and IC50s were 

calculated for each cell line [27], however 2(3), 9(10), 

16(17), 23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-

yl)oxy)phthalocyaninato]zinc(II) iodide was not 

cytotoxic in the same conditions. The critical function of 

Zn is that it does not quench the ability of 

phthalocyanine to form ROS upon irradiation. The high 

doses of phthalocyanine (with prolonged incubation 

time points) may induce cytotoxicity with calculable 

IC50 values which represent the effective dose to kill half 

of the cell population.  

4. Conclusion  

In this study, 2(3), 9(10), 16(17), 23(24)-tetrakis-[N-

methyl-(1-benzylpiperidin-4-yl)oxy) 

phthalocyaninato]zinc(II) iodide was synthesized and 

characterized with FT-IR, UV-Vis and mass spectra and 

elemental analysis. Aggregation is an important factor 

for phthalocyanine compounds because it prevents the 

usage of phthalocyanine in many application areas. 

Aggregation of 2(3), 9(10), 16(17), 23(24)-tetrakis-[N-

methyl-(1-benzylpiperidin-4-yl)oxy) 

phthalocyaninato]zinc(II) iodide was also investigated 

in different solvents using UV-spectra to examine 

changes in the Q and B bands. This study indicates that 

2(3), 9(10), 16(17), 23(24)-tetrakis-[N-methyl-(1-

benzylpiperidin-4-yl)oxy)phthalocyaninato]zinc(II) 

iodide has an inhibitory effect on 

mitochondrial,particularly in MDA-MB-231 metastatic 

breast cancer cells.  2(3), 9(10), 16(17), 23(24)-Tetrakis-[N-

methyl-(1-benzylpiperidin-4-yl)oxy) 

phthalocyaninato]zinc(II) iodide was cytotoxic to all 

cells at the different conditions experienced. The 

possible cellular targets of 2(3), 9(10), 16(17), 23(24)-

tetrakis-[N-methyl-(1-benzylpiperidin-4-

yl)oxy)phthalocyaninato]zinc(II) iodide were predicted 

as Sigmar1 and Adiponectin receptors by in silico 

analysis. These proteins are associated with 

mitochondrial structure and activity. These results are 

required to be detailed by more comprehensive 

molecular studies within the cells. 
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SUPLEMENTARY INFORMATION 

1. Materials  

 All reactions were carried under a dry nitrogen atmosphere using Standard Schlenk techniques. All chemicals, 

solvents, and reagents were of reagent grade quality and were used as purchased from commercial sources. All 

solvents were dried and purified as described by reported procedure [1]. 4-Nitrophthalonitrile [2] were prepared 

according to the literature procedure. 4-nitrophenol, were purchased from Sigma-Aldrich and used without further 

purification and chemical treatment. 

2. 1.2. Equipment  

The IR spectra were recorded on a Perkin Elmer 1600 FT-IR spectrophotometer using KBr pellets. 1H-NMR and 13C-

NMR spectra were recorded on a Varian Mercury 400 MHz spectrometer in CDCl3. Chemical shifts were reported 

() relative to Me4Si as internal standard. MALDI-MS of complexes were obtained in dihydroxybenzoic acid as 

MALDI matrix using nitrogen laser accumulating 50 laser shots using Bruker Microflex LT MALDI-TOF mass 

spectrometer and Micromass Quatro LC/ULTIMA LC-MS/MS spectrometer.  Elemental analysis equipment is 

EUROVECTOR EURO EA3000. Optical spectra in the UV-vis region were recorded with a Perkin Elmer Lambda 25 

spectrophotometer.  

 

S. Figure 1. MALDI-TOF specta of 2(3), 9(10), 16(17), 23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-yl)oxy)phthalocyaninato]zinc(II) iodide. 
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S. Figure 2. UV-Vis spectrum of 2(3), 9(10), 16(17), 23(24)-tetrakis-[N-methyl-(1-benzylpiperidin-4-yl)oxy)phthalocyaninato]zinc(II) iodide in 

water. 

 

 
S. Figure 3. Detailed statistical analyses for cytotoxicity 
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S. Figure 4. Detailed statistical analyses for mitochondrial membrane potential 
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