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Abstract: The synthesis and X-ray structure analysis of the new [PALCI,]*0.5 CH,Cl, complex where
L is hydrazono-s-triazine di-morpholine derivative, were presented. In the neutral inner sphere of
this complex, the organic ligand L is acting as a NN-bidentate chelate via the pyridine and hydrazone
N-atoms. The coordination configuration of the Pd(Il) is completed by two chloride ions at cis-
positions. The tetra-coordinated Pd(II) showed a distorted square planar geometry. The outer sphere
comprised half methylene chloride molecule per [PALCI,] as crystal solvent. The crystal stability
is dominated by a number of weak C-H...N, C-H...Cl, and C-H...O non-covalent interactions.
Based on Hirshfeld analysis, the H...H, N...H, H...Cl, O...H, Pd...C, and Cl.. .C intermolecular
interactions contributed by 45.2, 9.3, 21.5, 5.8, 2.3, and 3.4%, respectively. DFT studies revealed
closed shell characters for the Pd-N and Pd-Cl coordinate bonds. The net charge of Pd is also
predicted to be 0.311 e and the amount of electron density transferred from the ligand groups is
1.689 e. The Pd(II) complex exhibited potent cytotoxic activity against MCF-7, HepG2, and A549 cells
with ICsg values of 1.18, 4.74, and 5.22 ug/mL, compared to cisplatin with ICs5q values of 4.1, 9.7,
and 12.3 pg/mL, respectively. Additionally, it exhibited poor cytotoxicity against WISH cells with
much higher ICs values (ICs5q = 37.2 ug/mL). Investigating apoptosis-induction, the Pd(II) complex
induced apoptotic cell death by an 11-fold change in MCF-7 cells arresting the cell phase at the G0-G1
phase. Accordingly, Pd(I) complex can be developed as a promising anti-breast cancer agent.

Keywords: Pd(II); Hirshfeld; s-triazine; hydrazone; anticancer; apoptosis-induction in MCE-7

1. Introduction

Metal complexes based on ligands comprising the s-triazine scaffold have sparked
the attention of many scientists because this class of metal chelates exhibits many inter-
esting applications [1]. As metal-based catalysts, Pd(II) complexes have been employed
in many catalytic transformations such as the polymerization of olefin [2], ortho-alkynyl
aryl ketones [3], cross-coupling reactions [4] (e.g., Suzuki-Miyaura and Heck reactions),
asymmetric allylic alkylation [5], and chain transfer reactions [6] as clean, efficient, and
selective methods in synthetic chemistry [1].
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On the other hand, many chelating ligands based on the s-triazine nucleus were con-
structed and explored in the field of organometallic chemistry for different purposes, such as
catalytic transformation, pharmaceutical [7-14] and photophysical applications [15], corro-
sion inhibitors [16], optical switches [17,18], dye applications [19], plastics [20], wastewater
treatments [21], electrical [22] and energetic explosives as nitrogen-rich molecules [23], in
crystal engineering [24,25] because of the symmetric structure of s-triazine core, and as
MOF for flame retardant apparatus, smoke suppression, and toxin attenuation of epoxy
resin (EP) [26]. In the field of pharmacological applications, the metal complexes based on
s-triazine gained great biological interest for their anti-cancer [8,9,27,28], antimicrobial [29],
anti-viral, anti-inflammatory [30], anti-HIV [31,32], and anti-diabetic insulin mimetic [33]
properties, among others [34,35].

Many metal complexes comprising s-triazine ligands with different metal ions, such
as Zn, Mn, Co, Cu, Pt, Pd, and others, were constructed [1]. In particular, Pd(Il)-s-triazine
complexes were synthesized, and assessed for their anti-cancer reactivity. These Pd(II)
complexes exhibited high efficacy against MDA-MB-231 and MCF-7 cancer cell lines [36-38].
Another representative example based on s-triazine derivatives coordinated with Pd(II)
and Pt(IV) was explored for anti-cancer and anti-microbial applications [39]. Ismail et al.
designed and synthesized mixed ligand Pd, Pt, and Ag complexes involving s-triazine
derivatives with other ligands and then explored their DNA binding intercalation [40].

In this regard, the design of new s-triazine-based ligands for the construction of new
coordination compounds is still an attractive task for researchers. Based on the findings
mentioned above and in continuation of our interest in this field [41,42], our aim is to
synthesize a new Pd(II) complex based on an s-triazine hydrazono-type ligand. Its X-ray
structure, combined with Hirshfeld surface analysis, AIM, and NBO studies, was used
to analyze the molecular structures of the new Pd(II) complex. Cytotoxicity against three
cancer MCF-7, HepG2, and A549 cell lines and apoptosis-induction in MCF-7 cells were
also investigated.

2. Materials and Methods

General Notes: “The starting materials required for the synthesis of the Pd(II) complex
are commercial available unless is stated such as the synthesis of L. NMR data was recorded
in CDCl3 at Joel (400 MHz). IR spectrum recorded by using KBr disc technique using a
Nicolet 6700 FT-IR spectrophotometer. The X-ray diffraction data were collected on Bruker
D8 Venture X-ray diffractometer (Bruker, Karlsruhe, Germany), which was equipped with
a CMOS PHOTON 1I detector.”

2.1. Synthesis of L

The synthesis of the desired ligand was prepared according to our previously reported
method and all spectral data are matched with the reported literature [43,44]. In summary,
the bis-morpholino-s-triazine hydrazine reacted with 2-acetyl pyridine in refluxing ethanol
with a catalytic amount of the acetic acid for 24 h to afford the desired ligand as white ppt.

2.2. Synthesis of the Pd(II) Complex

A mixture of L (~0.192 g, 0.5 mmol) was mixed with PdCl, (0.90 g, 0.5 mmol) in
20 mL acetone and stirred at 50° for three days. The solution was filtered off in order to
remove undissolved starting materials, and the filtrate was kept at RT for one week for
slow evaporation. An orange crystalline compound which is suitable for single-crystal
X-ray diffraction analysis was obtained.

PA(IT) complex (C1gH4Cl,NgO,Pd): THNMR (CDCl3, 400 MHz) § 2.43 (s, 3H, CHj),
3.75 (t, ] = 4.8 Hz, 8H, Morphline), 3.84 (q, ] = 8.2, 4.6 Hz, 8H, Morphline), 7.23 (d, ] =7.5 Hz,
1H, Ph), 7.70 (t, ] = 8.0 Hz, 1H, Ph), 8.10 (s, 1H, NH), 8.23 (d, ] = 8.0 Hz, 1H, Ph), 8.56 (d,
] = 4.6 Hz, 1H, Ph); > CNMR (CDCl3, 100 MHz) 5 43.8, 67.0, 119.9, 123.7, 136.3, 139.0, 147.5,
164.6, 165.4; IR (KBr, CM !, v): 3443 (NH), 2960, 2893, 2854 (C-H, Sp3), 1600, 1580, 1520,
1490 (C=C and C=N); and m/z: 561.01 [H"].
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2.3. Crystal Structure Determination

The crystallographic measurement for the studied complex was performed using a
similar protocol in the literature [45-49].

2.4. Hirshfeld Surface Analysis
The topology analyses were performed using the Crystal Explorer 17.5 program [50].

2.5. DFT Calculations
All details regarding DFT calculations are described in Supplementary Data [51-57].

2.6. Cytotoxicity Using MTT Assay

Breast (MCEF-7), liver (HepG2), and lung (A549) cancer cells were obtained and cul-
tured in a complete medium of RPMI-1640 medium L-Glutamine (Lonza, Verviers, Belgium,
cat#12-604F). On the second day, cells were exposed to the compounds in concentrations of
(0.01,0.1,1, 10, and 100 png/mL). Cell viability was assessed using MTT solution (Promega,
Madison, WI, USA) after 48 h [58,59].

2.7. Annexin V/PI Staining and Cell Cycle Analysis

First, 3-10° MCF-7 cells were added to 6-well culture plates for the night. Following
that, cells were treated with the Pd (II) complex at its ICs( level for 48 h. Following that,
PBS was rinsed with ice-cold water before cells and media supernatants were gathered.
The cells were then treated with “Annexin V-FITC solution (1:100) and propidium iodide
(PI)” at a concentration of 10 g/mL for 30 min in the dark after being suspended in 100 L
of annexin binding buffer solution, Then, labeled cells were collected using the Cytoflex
FACS system(Beckman Coulter Life Sciences, Loveland, CO, USA). The data were assessed
using the cytExpert program [60,61].

2.8. Molecular Docking

Following standard protocols, Pd(II)-Complex was docked to the EGFR (PDB = 1M17)
protein structure using AutoDock Vina that obtain the best possible energy optimization
between protein and ligand structures. The binding activities were explained in terms
of the binding energy and the interactions between the ligand and the receptor. Then,
Chimera software was utilized to visualize the binding modes [62].

3. Results and Discussion
3.1. Synthesis

The hydrazone derivative based on s-triazine motif L was designed and synthesized
for use as a ligand in coordination chemistry not only for Ni (II), Mn (II), and Cu(II) but also
to explore with Pd(I). The requisite hydrazono derivative L was synthesized according to
the El-Faham method in which the 2-acetyl pyridine reacted with the hydrazine derivative
under reflux conditions for one day in the presence of a catalytic amount of AcOH. The
synthesized hydrazone ligand L was then mixed with the PdCl, in a 1:1 molar ratio and
stirred for 3 days in acetone under heating at 50 °C (Scheme 1). The reaction mixture was
filtered off then, after slow evaporation, the solid crystalline product of the target complex
was collected by filtration. The single crystals of the Pd(II) complex were found suitable for
single-crystal X-ray diffraction analysis.
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Scheme 1. Synthesis of the Pd(II)-complex.

3.2. Crystal Structure Description

The structure of the studied Pd(Il) complex is shown in Figure 1. The formula
of the neutral palladium complex comprised one [Pd(L)Cl;] unit and half methylene
chloride molecule as a crystallized solvent. Hence, the structure of this complex is
[PA(L)CIL;]*0.5CH,Cl, in which the Pd(II) is tetra-coordinated with one organic ligand
unit (L) as a bidentate NN-chelate via the pyridine and the hydrazone nitrogen atoms.
The respective Pd1-N1 (2.031(2) A) and Pd1-N2 (2.012(2) A) distances are marginally dif-
ferent (Table 1). The bite angle of the bidentate chelate is 79.60(7)°. The coordination
environment of the Pd(II) complex is completed by two chloride ions coordinated to the
Pd(II) in cis-positions. The Pd1-CI1 and Pd1-Cl2 distances are found to be 2.2843(6) and
2.2911(6) A, respectively, while the C11-Pd1CI2 angle is 91.66(2)° which is close to the ideal
value of a square planar geometrical structure. The rest of the cis-bond angles are in the
range of 93.82(5)-94.87(6)° while the corresponding values for the trans-bond angles are
173.77(5)° and 173.37(6)° for N2-Pd1-Cl1 and N1-Pd1-ClI2, respectively (Table 2). Hence,
the coordination geometry around Pd(Il) is typically square planar with some distortion.

Cl2

Figure 1. Structure with atom numbering of the studied Pd(II) complex. One of the morpholine
moieties showed disorder, as shown in Figure S1 (Supplementary Data).
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Table 1. Crystal data and structure refinement for the studied Pd(II) complex.

CCDC 2245968
Empirical formula C185H25NgO,Cl3Pd
Formula weight 604.21
Temperature/K 103(2)
Crystal system monoclinic
Space group C2/c

a/A 34.3742(18)
b/A 10.2427(6)
c/A 14.0115(8)
B/° 109.518(2)
Volume/ A3 4649.8(5)

4 8
Pealeg/cm3 1.726
p/mm-! 9.909
F(000) 2440

Crystal size/mm?

0.3 x 0.07 x 0.035

Radiation

CuKa (A = 1.54178)

20 range for data collection/°

9.054 to 136.48

Index ranges

—41<h<41,-12<k<11,-16<1<16

Reflections collected

65400

Independent reflections

4242 (Ryy; = 0.0402, Ryjgm, = 0.0148)

Data/restraints /parameters

4242/0/331

Goodness-of-fit on F?

0.995

Final R indexes [I > 20 (I)]

Ry =0.0256, wRy = 0.0669

Final R indexes [all data]

Ry =0.0263, wR, = 0.0675

Largest diff. peak/hole/e A3

0.50/—0.98

Table 2. Bond lengths (A) and angles (°) for the studied Pd(II) complex.

Bond Length/A Bond Length//f\
Bond distances

Pd1-N1 2.031(2) Pd1-Cl1 2.2843(6)

Pd1-N2 2.012(2) Pd1-Cl2 2.2911(6)
Bond angles

Cl1-Pd1-CI2 91.66(2) N2-Pd1-Cl1 173.77(5)
N1-Pd1-Cl1 94.87(6) N2-Pd1-CI2 93.82(5)
N1-Pd1-Cl2 173.37(6) N2-Pd1-N1 79.60(7)

The molecular unit [Pd(L)Cl;] comprised two intra-molecular interactions between the
coordinated chloride anions and the neighboring N-H and C-H bonds. The donor-acceptor
distances of the respective N3-H3N. ..CI2 and C1-H1.. .CI1 interactions are 3.161(2), and
3.273(2) A, respectively (Table 3). These intra-molecular contacts are presented in Figure 2

as a turquoise dotted line.
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Table 3. Hydrogen bonds for the studied Pd(II) complex (A and °).

D-H..A d(D-H)  d(H..A) d(D...A) <(DHA) Symm. Code
N3-H3N. ..CI2 0.84(3)  255(4)  3.1612)  131(3)
C1-H1.. .Cl1 0.95 2.69 3.273(2) 120
C10A-H10A...N7 0.99 2.61 3.491(6) 148 x1—-yl1/2+z
C10A-H10B.. .Cl1 0.99 271 3.565(5) 144 1/2 = x,1/2+y1/2 -z
C15-H15B...01 0.99 241 3.300(4) 150 x1l—y, —1/2+z
C19-H19B...Cl1 0.98 2.74 3.717(3) 172 1/2 —x3/2 —y,—z

H10B

N7 &O1
s
5
~
S
S
S
s
5
5

*H15B

Figure 2. The possible intra-molecular (turquoise) and inter-molecular (red) contacts in the studied
Pd(II) complex. The details of their geometrical parameters are depicted in Table 3.

Additionally, the packing of the complex units is controlled by a number of weak
C-H...N, C-H...Cl and C-H...O non-covalent interactions. The presentation of these
contacts is shown as a red dotted line in Figure 2, while the packing structure for this
complex is illustrated in Figure 3.

Figure 3. Packing structure for the studied Pd(Il) complex along ac plane.
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3.3. Analysis of Molecular Packing

The intermolecular interactions in the crystalline solid structure have great impacts on
the crystal stability. In this regard, the different intermolecular contacts affecting the crystal
stability were analyzed using Hirshfeld surface analysis (Figure 4). In the dnorm map, the
short significant contacts appeared as red spots while the less important intermolecular
interactions appeared as blue or white areas. A summary of the intermolecular contacts
and their percentage contributions are depicted in Figure 5.

dnorm Shape index Curvedness

Figure 4. Hirshfeld surfaces of the Pd(II) complex.

H...H,45.2

% Contact

Contacts

Figure 5. Summary of the intermolecular interactions and their percentages.

In the dporm Hirshfeld surface of the studied Pd(II) complex, there are many significant
contacts suchas H...H, N...H, H...C], O.. .H, Pd...C, and Cl.. .C interactions. All these
contacts appeared as red regions indicating shorter distances than the van der Waals radii
sum of the interacting atoms (Figure 6). These contacts contributed 45.2, 9.3, 21.5, 5.8,
2.3, and 3.4% of the whole fingerprint area (Figure 7). In addition, the majority of these
interactions appeared as sharp spikes in the decomposed fingerprint plots, which are
considered to be another feature of the short and significant contacts.
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Figure 6. Full and decomposed dnorm maps for the important interactions in the Pd(II) complex.

‘1 0.6 t q 0.6/ t i d

U6 0.8 LU 1LZ 13 16 L8 20 27 24 26 28 U6 U8 LU LZ 14 16 L8 20U 27 24 26 28 U6 0.8 1LU 1LZ 18 16 L¥ 20 2.7 24 2% 2%

Ll cl...c

0.6 d 0.4 d 0.6

i /i
U6 U8 10 1.7 14 16 18 20 2.7 24 26 28 U6 U8 U 1.7 14 16 1.8 20U 2.7 24 26 28 U6 U8 10 1.2 T4 16 1.8 20 2.2 24 25 2.8

Figure 7. Full and decomposed fingerprint plots for the important interactions in the Pd(II) complex.

Analysis of the interaction distances for these important contacts is listed in Table 4.
There are two short H. . .H interactions which are H3...H13 and H20...H20. The corre-
sponding interaction distances are 1.972 and 2.152 A, respectively. As can be seen from
Table 4, three Cl. . .H interactions occurred between the protons of the aliphatic C-H groups
from one side and one of the coordinated chlorides (Cl1) and the chlorine atom of the
crystallized solvent molecule from the other side. These contacts are CI1...H4, CI1...H22,
and Cl3. . .H6, while the corresponding interaction distances are 2.637, 2.642, and 2.823 A,
respectively. Other short contacts such as Pd1...C8 (3.278 A), C12...C13 (3.439 A), C19...02
(3.002 A), O1...H16 (2.327 A), and H3.. N7 (2.533 A) also have shorter contact distances
than the vdWs radii sum of the two atoms sharing this contact (Table 4).
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Table 4. Summary of the intermolecular interactions based on Hirshfeld analysis.

Contact Distance Contact Distance
Cll1...H4 2.637 C19...02 3.002
CI1...H22 2.642 H3...H13 1.972
Cl3...H6 2.823 H20...H20 2.152
Pd1...C8 3.278 O1...Hl6 2.327
C12...CI3 3.439 H3...N7 2.533

Interestingly, the Hirshfeld analysis revealed the presence of some weak m—m stacking
interactions. As clearly seen from the shape index map presented in Figure 4, there are
blue/red triangles indicated by black arrows which are the main characteristic of 7—m
stacking interactions. The shortest ring-ring contact is 3.394 A (C10. . .N1), which is slightly
longer than the VDWs radii sum of C and N atoms (3.25 A). The net percentage of the C...N
contacts is 2.4%.

3.4. The Atoms in Molecules (AIM) Analysis

Understanding the nature of bonding is one of the interesting topics in chemistry.
The theory of AIM is the most suited for this task. In this regard, analysis of the coordi-
nation interactions was performed with the aid of the topological parameters presented
in Table 5 [63—69]. Analysis of the electron density p(r) and its laplacian V?p(r) indicated
mainly closed-shell Pd-N and Pd-Cl interactions. The electron density p(r) values are small
and less than 0.1 a.u., and the V2p(r) values are also small. Additionally, the total energy
density, which is the sum of the kinetic energy density G(r) and potential energy density
V(r), has small negative values (—0.03 to —0.08 a.u.) which confirm that the Pd-N and
Pd-Cl interactions have a predominantly closed-shell character with little covalency. On
the other hand, the values of p(r) are higher for the shorter Pd1-N2 and Pd1-ClI1 bonds
compared to the Pd1-N1 and Pd1-CI2 bonds, respectively. It is clear that there is an inverse
relation between the electron p(r) and bond strength.

Table 5. AIM topology parameters (a.u.) at Pd-N and Pd-O bond critical points (BCPs).

Bond P (v G () V (v) H (@) V2p (v)
Pd1-N1 0.0736 0.1789 —0.1868 —0.0079 0.6843
Pd1-N2 0.0747 0.1918 —0.1995 —0.0076 0.7367
Pd1-Cl1 0.0892 0.0793 —0.1062 —0.0269 0.2095
Pd1-C12 0.0879 0.0781 —0.1043 —0.0261 0.2080

3.5. Natural Population Analysis

Analysis of the net charges of the ligand groups and the central metal ion sheds light
on the Lewis acid-base interactions among them. Natural charge analysis [70] is one of the
most suitable methods for charge calculations. The charge of the Pd(Il) ion is changed to
+0.311 e instead of +2.000. The significant decrease in the charge of the Pd(II) is attributed
to the charge transfer interactions from the ligand groups to the central Pd(Il) ion. The
amount of electron density transferred from the organic ligand is 0.483 e while the two
chloride ions transferred almost the same amount of electron density (0.6041 and 0.6020 e).
Hence, the net number of electrons transferred from the ligand groups is 1.689 e.

3.6. Cytotoxic Activity

The tested compounds were screened for their cytotoxicity against breast MCF-7,
HepG2, and A549 cell lines using MTT assay. The cytotoxicity results of the Pd(II) complex
exhibited potent cytotoxic activity against MCF-7, HepG2, and A549 cells with ICs values
of 1.18, 4.74, and 5.22 ug/mL, compared to erlotinib as a standard anti-EGFR drug with
ICsg values of 1.32, 6.5, 5.6 ug/mL, respectively (Table 6). Additionally, Pd(II) complex
exhibited potent cytotoxicity against MCF-7, HepG2, and A549 cells compared to cisplatin
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1 pg/mL

as a standard drug, which exhibited ICsy values of 4.1, 9.7, and 12.3 ng/mL, and compared
to doxorubicin with ICsq values of 3.4, 8.3 and 7.9 ug/mL, respectively. The Pd(II) complex
treatment induced potent cell growth inhibition at the highest concentration (100 pg/mL)
as shown in Figure 8. Additionally, when Pd(II) complex was investigated for its cyto-
toxicity against WISH cells, it exhibited poor cytotoxicity with much higher ICsy values
(IC50 = 37.2 ug/mL) than in cancer cells. Accordingly, Pd(II) complex was more cytotoxic
against cancer cells compared to doxorubicin and cisplatin with poor cytotoxicity against
normal cells.

Table 6. The IC5; values for Pd(II) complex against MCF-7, HepG2, and A549 cancer cells using
MTT assay.

IC59 = SD [ug/mL] *

MCEF-7 HepG2 A549 Normal WISH Cells
Pd(II)-Complex 118 £0.1 474 £0.25 522 £0.36 372+1.8
Erlotinib 1.32 £ 0.04 6.53 £ 0.2 5.65 £ 0.3 438 £2.0
Cisplatin 41+01 9.76 £ 0.2 1234 £ 0.3 327+15
Doxorubicin 3.4+ 0.05 83+0.1 79 +0.1 >50

* ICsp values were calculated by non-linear regression curve fit using GraphPad prism. Erlotinib as standard
EGER inhibitor.
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Figure 8. (Left panel) Morphological assessment of MCF-7, HepG2, and A549 cell lines upon
treatment of Pd(II) complex for 48h. (Right panel) Percentage of cell viability of MCF-7, HepG2, and
A549 cells vs. log [con. pg/mL], R? ~ 1 using the GraphPad prism 7 software.

The results of our study agree with Fernandez-Delgado et al. [71], who synthe-
sized new Pd(II) complexes with thiazine or thiazoline derivative and investigated their
cytotoxicities against tumor cells through apoptosis. Additionally, our results agree
with Sun et al. [72], who synthesized Pd(II) and Pt(II) complexes containing pyridine
carboxylic acid and investigated them as cytotoxic agents against cancer cells through
DNA interactions.

3.7. Apoptosis-Induction Activity (Annexin V/PI Staining and Cell Cycle Analysis)

Annexin V/PI staining was used to examine the cytotoxic activity of Pd(Il) complex
in MCEF-7 cells and determine the mechanism by which apoptosis was induced. Figure 9
shows that compared to control cells (3.9%), Pd(II) complex treatment increased total
apoptotic cell death in the MCE-7 cells by 42.9%. So, it induced apoptosis by an 11-fold
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change. Furthermore, it resulted in a 5.3% increase in necrotic cell death compared to a
0.346% decrease in cell death in the untreated control group.

Apoptosis/Necrosis

401 3 untreated MCF-7

OO Pd(ll)-treated MCF-7

**

w
=)
1

* %

% of cellular population
e N

o o

1 1

Cell death stage

Figure 9. Bar presentation of apoptosis/necrosis activity using flow cytometry using Annexin
V/PI staining in the untreated and treated MCF-7 cancer cells (IC59 = 1.18 ug/mL, 48 h). Values
are expressed as Mean & SD of two independent trials. “Statistical significance * (p < 0.05) and
** (p < 0.001) using unpaired ¢-test in GraphPad software”.

Cell cycle analysis was performed on MCF-7 cells, showing the percentage of cells
in each phase of the cell cycle for both control and treated samples, to determine which
stage of the cell cycle arresting effect was most prominent. As seen in Figure 10, the Pd(Il)
complex significantly elevated the cell population at the GO-G1 phase by 49.18%, compared
to 31.8% (control), so it arrested the cell cycle at the GO—G1 phase. Upon treatment, the
cell population in the S-phase non-significantly increased, while the cell population in the
G2/M phase decreased. Accordingly, the Pd(II) complex arrested the cell proliferation of
MCF-7 cells in the GO-G1 phase.

DNA content (Cell cycle analysis)

60 1 Untreated MCF-7

O Pd(ll)-treated MCF-7

40 T

% of DNA content

201

’:\e & B

N

Cell-cycle phase

Figure 10. Bar chart for the DNA-aided cell cycle analysis with the cell population at each cell phase
(G0-G1, S, G2/M phases) in untreated and Pd(II) complex-treated MCF-7 cells (IC5p = 1.18 pg/mL,
48 h). *(p < 0.05) significantly different between untreated and treated groups using unpaired ¢-test
in Graphpad prism.
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3.8. Molecular Docking

Epidermal growth factor receptor (EGFR) is a transmembrane receptor protein that is
an extracellular protein in humans. The receptor becomes available to bind intracellular
effector proteins after autophosphorylation of intracellular tyrosine residues. This interac-
tion promoted cell growth, cell invasion, angiogenesis, metastasis, resistance to apoptosis,
and DNA repair. Breast cancer is just one of several types of malignancy that can result
from alterations to the EGFR gene, such as mutations, rearrangements, overexpression,
or amplification. So, EGFR inhibition is a promising therapeutic target as EGFR kinase
receptors are the major investigated targets in many cancer types [73,74].

The molecular docking study highlighted virtually the mechanism of binding of Pd(II)-
Complex towards the EGFR that highlighted the molecular target. As seen in Figure 11,
Pd(II)-Complex exhibited the same binding mode of the co-crystallized ligand, and it had
binding energy of —21.72 Kcal/mol, and formed two H-bonds with Meth 769 and Lys 721
as the key amino acids for EGFR enzyme activity.

Figure 11. Ligand —receptor binding dispositions of docked Pd(II)-Complex inside the EGFR protein.
(A) Surface-view of both co-crystallized ligand (Cyan-colored) and Pd(II)-Complex (Yellow-colored)
(B) Interactive view with the key amino acids Met 67 of EGFR activity.

4. Conclusions

The Pd(II) complex of the hydrazono-s-triazine di-morpholine derivative was synthe-
sized and its X-ray structure was reported for the first time. The X-ray structure revealed a
distorted square planar coordination geometry with one organic ligand L as a bidentate
chelate and two chloride ions at cis-position. In addition to the [PdLCl;], the structure of
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the complex showed half methylene chloride molecule as a crystal solvent in the inner
sphere. Hence, the structure of the Pd(I) complex is [PALCI,]*0.5CH,Cl,. Supramolecular
structure analysis for the crystal packing was presented based on Hirshfeld analysis. It is
found that the H.. .H, N...H, H...Cl], O.. .H, Pd. . .C, and Cl. . .C non-covalent interactions
are the most important. Their percentages are 45.2, 9.3, 21.5, 5.8, 2.3, and 3.4%, respectively.
AIM analysis indicated closed-shell characters for the Pd-N and Pd-Cl coordinate bonds,
while NBO analysis predicted the amount of electron density transferred from the ligand
group to Pd(II) to be 1.689 e. Pd(Il) complex exhibited potent cytotoxic activity against
MCEF-7 with an ICsj value of 1.18 pg/mL, compared to doxorubicin, erlotinib, and cisplatin
as standard drugs. Additionally, it exhibited poor cytotoxicity against WISH cells with
much higher ICsy values (IC5p = 37.2 pg/mL). Investigating apoptosis-induction, it induced
apoptotic cell death by an 11-fold change in MCEF-7 cells arresting the cell phase at the
GO0-G1 phase. Accordingly, Pd(I) complex can be considered a promising anti-breast cancer
agent through apoptosis-induction.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/cryst13101472/s1, Figure S1: Structure of the studied Pd(II) complex
showing the morpholine disorder. X-ray Structure determination; DFT calculations; Cytotoxicity
using MTT assay; Investigation of apoptosis.
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