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Synthesis of gamma radiation-induced PEGylated
cisplatin for cancer treatmentf
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The use of poly(ethylene glycol) (PEG) for the development of novel PEGylated biomolecules is playing an

increasingly meaningful role in cancer treatment. Cisplatin (CDDP), is a useful chemotherapy drug.
However, it is unclear whether PEGylated cisplatin (CDDPPEG) has potential as an alternative therapeutic
agent. Here we prepared a PEGylated cisplatin by gamma radiation-induced synthesis, for the first time.

PEGylated drugs were characterized using Raman and Fourier transform infrared spectroscopy (FTIR), as

well as scanning electron microscopy coupled with Energy Dispersive X-ray (SEM/EDX). The results show

that the cisplatin can be successfully PEGylated by this method. Furthermore, we show a proposal for
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the mechanism of the PEGylation reaction. The novel product exhibits in vitro therapeutic potential

comparable to cisplatin at concentrations lower than 23 pM (Pt), causing differences in cell cycle

DOI: 10.1039/c8ra06296j

rsc.li/rsc-advances apoptosis of A549 cells.

1. Introduction

Although the structure of poly(ethylene glycol) (PEG) is very
simple (H-(O-CH,-CH,),~OH), the polyether compound has
a wide range and high-diversity of applications, especially in
pharmacology' and biotechnology.* The key properties of PEG
are the high hydration and flexibility of the molecule, which is
non-immunogenic, nontoxic and non-antigenic.” It is also
known as a water-soluble synthetic and amphiphilic polymer
that is commonly used as a modifying agent by covalent
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checkpoints, which suggest changes in the signaling pathways that control growth arrest and cause

attachment to bioactive macromolecules and small substances
(PEGylation).®

The use of PEG as a crowding agent allows the modification
of peptides,” proteins,® oligonucleotides,’ small organic mole-
cules and drugs.’ Consequently, PEGylation is increasingly
used in research aiming at the discovery of novel bioactive
substances that might become new paradigms for specific
therapies.***?

Therefore, the growing success of PEGylation is due to its
advantages, such as the ability to prepare PEG-biomolecule
conjugates with prolonged residence within the body (longer
half-life),"* or protein-based pharmaceuticals with improved
pharmaco-dynamics (PD) and pharmaco-kinetics (PK),
decreased degradation by proteolytic enzymes, and increased
thermal stability.** However, the attachment of the polymer to
a protein or a small drug can also bring shortcomings such as
reductions in biological potency because of steric entanglement
after covalent attachment.'

Early studies were focused on PEGylation of proteins,
peptides or non-peptide molecules and enzymes," but recent
research into PEGylated macromolecules and small drugs has
continuously increased as a means to overcome the instability,
high toxicity, untargeted biodistribution, rapid excretion or low
solubility of some pharmaceuticals."”

PEGylation has also played a significant role in anti-cancer
therapy, since the therapeutic efficacy of low molecular weight
drugs can be improved by passive or active targeting.® An
example of this is cisplatin, which is a chemotherapy and
cytotoxic drug widely used for the treatment of cancer.'>*

This journal is © The Royal Society of Chemistry 2018
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Nevertheless, the use of cisplatin is hampered by its short half-
life and toxicity towards healthy cells and tissues.***?

The cisplatin therapeutic index can be increased with the
synthesis of targeted models.*® Previous studies have alluded to
the effect of surface PEG density on the loading and release of
cisplatin from nanoparticles, and to the greater antitumor
activity of cisplatin-incorporated micellar formulations.>* A star-
shaped copolymer bearing PEG was also created as a carrier of
cisplatin.”

However, a lack of research concerning the direct PEGylation
of cisplatin prompted us to perform a thorough investigation.
Two important questions are whether cisplatin can be attached
covalently to poly(ethylene glycol) and what method would be
suitable to obtain the desired product. To date, the PEGylation
of small drugs has been limited to the use of methoxy-PEG
(mPEG) and PEG derivatives®® (i.e. PEGylated polypeptides,
PEG-based hydrogels, PEG-modified liposomes), which have
many shortcomings such as the undesired presence of PEG diol,
crosslinking, and inactive aggregates.*”

Here we describe for the first time a simple novel chemical
method that aims to avoid these problems by direct PEGylation
of cisplatin without the use of PEG derivatives. Our strategy
relies on the use of ®°Co gamma radiation energy to covalently
attach the PEG to the drug. Small-molecule modification has
come to the fore as a novel Frontier technology.”® Gamma
radiation-induced PEGylated cisplatin structure, the first of this
kind, to our knowledge, showed us an inventive route for the
synthesis of viable and innovative PEGylated small drugs.
Firstly, we demonstrated that PEGylated cisplatin can be
successfully obtained by the gamma radiation approach, and
structurally characterized the modified cisplatin. Finally, we
reported a proposal for the PEGylation mechanism and evalu-
ated the in vitro therapeutic potential of the drugs.

2. Experimental
2.1 Synthesis of radiation-induced PEGylated cisplatin

cis-Diammineplatinum(u) dichloride (cisplatin) was purchased
from Sigma (Lot # MKBT4784V, St Louis, MO, USA). Double-
distilled water was used to prepare a 1000 ppm solution of
cisplatin. We used glass ampoules without vacuum, which
contained approximately 2 mL of the prepared cisplatin solu-
tion and 1 mL of PEG solution. The average molecular weight of
the PEG was also varied. We prepared solutions of roughly 1.5 g
of the polymer in 80 mL of water with PEG of 400, 1000, 3500,
and 4000 Da, namely G1, G2, G3 and G4 respectively. The
synthesis of gamma radiation-induced PEGylated cisplatin was
achieved via the simultaneous irradiation method, where both
materials, cisplatin and PEG, are subjected to the source of
0Co-y-radiation in air (Gamma Beam 651 PT, Nordion Inter-
national). We used a dose rate of approximately 2 kGy h™" and
doses of 5 (D1), 10 (D2), 15 (D3), 20 (D4) and 25 (D5) kGy
(measured with a Fricke dosimeter). Freeze-thaw cycles, con-
sisting of 15 min of freezing in liquid nitrogen followed by 2 h of
thawing, were used to eliminate the air in the solutions before
radiation. The samples were labelled as M1G1D1, M1G1D2,
M1G1D3, M1G1D4, M1G1D5, M1G2D5, M1G3D5, and M1G4D5,
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where M1 is assigned to cisplatin, while G and D represent the
variations in the molecular weight of PEG and the doses,
respectively. For instance, M1G1D2 stands for cisplatin PEGy-
lated with PEG of 400 Da at 10 kGy. For biological experiments,
we used a buffer solution (pH = 10) prepared with 1 mg mL ™" of
cisplatin, 1 mg mL ™" mannitol, and 9 mg mL~" sodium chloride
in water for injection (Blastolem RU®). 1 mL of PEG was added
to the buffer (50 mL). The sealed ampoule was treated with
a dose of 10 kGy and dose rate of approximately 1.47 kGy h™™.

2.2 Raman spectroscopy

Raman spectroscopy was performed at room temperature in
a micro-Raman spectrometer (Bruker Senterra, model 910, MA,
USA) equipped with a 785 nm laser light source. We placed the
samples on a flat and clean brass plate to avoid any interference
between the support and the product signals.

2.3 Statistical analysis

The data from this work are reported as mean =+ standard
deviation and the statistical analyses were conducted using one-
way analysis of variance (ANOVA) and Student's ¢-test. P values <
0.05 were considered as statistically significant (n = 15 for cell
viability; n = 10 for mechanical tests). The PEGylation of
cisplatin, characterization and drug release studies were carried
out in triplicate.

2.4 Cell culture

Cells A549 (ATCC® CCL-185™) grown to approximately 80%
confluency in Dulbecco’s modified Eagle's medium (DMEM, GE
Healthcare) containing 10% fetal bovine serum and 100 mg
mL ™" of gentamicin, streptomycin and penicillin at 37 °C under
5% CO, were used for viability analysis.

2.5 Viability analysis

For MTT [3-(4,5-dimethylthiazolyl-2)-2,5-diphenyltetrazolium
bromide (Sigma Aldrich Chemicals)] reduction assay (Mos-
mann, 1983), cells (5000 cells per cm*) were seeded on 96-well
plates in 200 pL of culture media and incubated at 37 °C in 5%
CO,. Under these conditions, cell's plates did not reach
confluence in 96 h. Cells were treated with increasing concen-
trations of cisplatin and PEGylated cisplatin (0, 10, 30, 50 and 80
uM; or 0, 8, 23, 39 and 62 pM (Pt)). Culture medium was aspi-
rated after treatment, and cells were analyzed in triplicates at
indicated times (0, 24, 48 and 72 h). Then, 40 uL of MTT labeling
mixture (0.5 mg mL ") was added to each well, and the samples
were incubated 4 h at 37 °C in 5% CO,. An isopropanol: HCI
0.04 M solution was added to lyse the cells and to solubilize the
colored crystals. The optical density of the samples was deter-
mined at 590 nm using an ELISA plate reader Varioskan
(Thermo, USA).

2.6 Apoptotic, viability and cell cycle analysis by flow
cytometry

Analysis of cell death was carried out with cultures of A549
(ATCC® CCL-185™) cell line, incubated for 48 and 72 hours in
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the absence or in the presence of increasing concentrations of
cisplatin and PEGylated cisplatin (50 and 80 puM; or 39 and 62
uM (Pt)). Apoptotic cells were analyzed using the Muse™ Count,
Viability kit, Muse™ Caspase 3/7 kit and the Muse™ Annexin V
and Dead Cell Assay kit (Muse™ Cell Analyzer; Millipore, Bill-
erica, MA, USA). Cell cycle analysis was performed by using the
Muse™ Cell Cycle Kit according to manufacturer's instructions
at two concentrations of Cisplatin and CDDPPEG. We obtained
the percentage of viable, dead, apoptotic, G1, S and G2/M cells.

3. Results and discussion
3.1 Raman characterization

Fig. 1A shows the Raman spectrum of solid dried cisplatin (see
structure 1). We observed the amine symmetric and asymmetric
stretching vibration (v(NH)) at 3295 cm™* and 3211 cm ™, in the

region of 3000-3500 cm ™~ '. The group of bands at 1646 cm™*,

1539 cm ™', 1310 cm™ " is assigned to the amine in-plane bend
(6(N-H)), while the band at 813 cm™ " is ascribed to the amine
out-of-plane bend (6,(N-H)).* Four other strong bands at
523 cm ™', 317 cm ™', 248 em ! and 157 em ™Y, are attributed to
symmetric »¢(Pt-N), asymmetric stretching vibration v,(Pt-Cl),
N-Pt-N, and Cl-Pt-Cl bending vibrations respectively.*
Aqueous cisplatin (1 mg mL~") was also surveyed by FT-Raman
(Fig. 1B) spectroscopy. As can be seen, two regions were studied,
namely, the amplified region at 200-800 cm ™", and the broad
region at 800-3000 cm ™ *. The amplified region revealed that the
weak bands at 222 ecm™ " (6(CI-Pt-Cl)), 286 cm ™" (§(N-Pt-N)),
and 336 cm™ " (¢(Pt-Cl)) decreased in intensity with respect to
the corresponding bands of solid dried cisplatin, probably as
a consequence of the cis-DDP hydrolysis.** The weak v(Pt-N)
band shifted to 490 em™" and the new band at 385 cm™" was
associated with »(Pt-O) (see structure 2 in Fig. 1B).

We assigned the bands appearing at around 743 cm ™" to the
amine out-of-plane bend (Fig. 1B). It is also of interest to note
the new band at 1041 cm ', which corresponded to the
stretching vibration of PtOH (y(Pt-O)).*> The most striking
difference of this spectrum is the increasing band intensity
(1332, 1515 and 1660 cm™ ') which reveals that the 6(N-H)
activity increases due to the changes in the structure caused by
the replacement of the outgoing ligands (Cl).** As seen, the new
band at 2489 em™" is also a product of the hydrolysis and is
characteristic of new »(NH). A very broad, irregular and intense
signal of amine was detected over 3500 cm ' (no shown).

On the other hand, the spectrum of PEG 400 is shown in
Fig. 1C (compound 3). The most striking feature is an intense
band at 2878 em™", which represents the stretching vibrations
of the CH, group of polyethylene glycol.*® This symmetric
stretching is probably due to the overlapping with the anti-
symmetric stretching of the methylene group usually observed
at higher frequencies (roughly 2938 cm ™). The rest of the bands
are assigned as follows:

(a) The band at 1468 cm™' corresponded to the antisym-
metric bending mode of the CH,-CH, group.

(b) The bands appearing at 1284 cm™ ' and 1244 cm™ " were
attributed to methylene twisting vibrations.

34720 | RSC Adv., 2018, 8, 34718-34725

View Article Online

Paper

(c) The bands observed at 1132 cm ™' and 1046 cm ™" were
ascribed to skeletal vibrations.

(d) The bands at 545 cm ™" and 276 cm™ " were identified as
C-C-0O bending vibrations and skeletal deformation modes of
the studied polyether.*

None of the bands observed in the PEG spectrum showed
signals in the PEGylated cisplatin spectrum (Fig. 1D), which
suggests that all the PEG molecules reacted with the CCDP
drug. It is of note that the cisplatin band at 1332 cm™* shifted to
1367 cm™ ', the band at 1515 cm™ ' disappeared in CDDPPEG,
and the band at 1660 cm ' was also shifted to 1631 cm ™"
probably because of the chemical reaction. We could not
observe signals associated with the presence of chloride of
unPEGylated cisplatin molecules, which suggests that all the
cisplatin had reacted and was furthermore completely hydro-
lyzed. The bands associated with the Pt-O and N-H stretching
and bending vibrations of CDDP were dramatically distorted
and disappeared from the spectrum of the PEGylated drug
(bands at 2489 cm™ ", 1515 cm ™', 1041 cm ™' and 743 ecm™ ).

Additionally, a new broad band within the range of 2125-
1800 cm ' was detected. This signal was associated with
hydrogen bonds related to the presence of a carbonyl group.*®
The unusually high carbonyl frequency is probably owing to the
influence of electronegative substituents in the carbon atom.
The signal was not observed at increasing doses, which indi-
cates CDDPPEG is going through complete hydrolysis. Based on
these experimental results, we have suggested a structure as
shown in Fig. 1D (compound 4), which will be hereafter dis-
cussed in the context of the proposed mechanism of the
PEGylation reaction. It was also observed that an increase in the
radiation dose tended to increase the intensity of the three
bands. However, this tendency was unclear when doses of 15
and 25 kGy were used because the bands decreased in intensity
with respect to 5 kGy sample (Fig. 1E). This indicates that the
concentration of the PEGylated molecules does not depend only
on the radiation dose, but also about the types of PEGylated
molecules that are formed. On the other hand, an increase in
the molecular weight of the PEG increased the band intensity
with respect to PEG400 (G1) (Fig. 1F). Nevertheless, the G4
molecular weight did not follow the increasing intensity trend,
probably because of radiolytic degradation of PEG.*

It was concluded that a novel CDDPPEG molecule was
successfully synthesized. The spectra of the products contain:
an overlapping contribution of Pt(OH) stretching vibrations
that reveals a wider and less intense band relative to CDDP (see
Fig. 1D); the bending vibration of the amine group 6(N-H) as
a consequence of the replacement of multiple outgoing chloride
ligands; and also, a novel carbonyl group region presumably
obtained in the process of covalent attachment of PEG onto
cisplatin. We obtained additional evidence of the synthesis and
the presence of the carbonyl group from SEM, FTIR, EDX and
UV survey (Fig. S1-S47). SEM image of the sample revealed that
clusters of small particles of roughly 50 nm in diameter were
formed (Fig. S17). FTIR confirmed the presence of a carbonyl
stretching vibration at 1728 cm ™" (Fig. S27).

Energy-dispersive X-ray spectroscopy corroborated the
presence of platinum, carbon, oxygen, nitrogen, and even

This journal is © The Royal Society of Chemistry 2018
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Fig.1 (A) Raman spectrum of pure solid cisplatin in the region 3500-50 cm™. (B) Raman spectrum of aqueous cisplatin in distilled water (1 mg

mL~1). (C) Raman spectrum of aqueous polyethylene glycol (400 Da). (D) Raman spectrum of radiation-induced PEGylated cisplatin (M1G1D1). (E)
Raman spectra of the effect of different doses on the synthesis of PEGylated cisplatin (F) Raman spectra of the effect of different PEG molecular

weights (G1, G2, G3, G4 and G5) on the synthesis of PEGylated cisplatin.

chlorine peaks (Fig. S31). UV analysis showed a new band at
206 nm likewise attributed to this group (Fig. S41).>”° It also
allowed to estimate the mean lifetime of PEGylated cisplatin.
These results provided evidence that the attachment of PEG to
the drug defines a delay in the release process in vitro*
(Fig. S5-S71).

This journal is © The Royal Society of Chemistry 2018

3.2 Proposed mechanism of PEGylation of cisplatin

Here, we propose a mechanism for the preparation of gamma
radiation-induced PEGylated cisplatin. The synthesis is carried
out in double-distilled water; consequently, the absorption of
high-energy radiation by water is of concern. Initially, the
gamma photons ionize water molecules, which produce
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secondary electrons with enough energy to ionize further
molecules and thus to form clusters of ions (spurs). Then, the
ionized molecules can also undergo excitation or thermal
transfer, depending upon the amount of energy that is trans-
ferred to the solvated electron.

The passage of the modified electron creates well-known
species, namely a radical ion, a free sub-excited electron and
an excited water molecule (see eqn (1)—(3)), which can diffuse
and further react with other molecules (initiation reaction).

gamma radiation

H,O0 H,0"" +e” (1)
HzO gamma radiation Hzo* (2)

_ radiati _
gamma radiation Cac (3)

The radical ions of water (H,0'") can dissociate and the
excited water molecules (H,O%*), can dissipate their excess
energy to produce hydroxyl radicals and a hydrogen ion (eqn (4)
and (5), propagation reactions)

H,0'" — H" + OH (4)
H,0* — H + OH (5)

Hydrogen peroxide can be obtained by the radical coupling
reaction of hydroxyl radicals (eqn (6), termination reaction of
interest with formation of a molecular product)

20H — H,0, (6)

To summarize, the complex radiolysis of water can be rep-
resented by the following products (eqn (7)):

gamma radiation

H,O ¢ HOOH, H,.",Hy,H,0,  (7)

The presence of H,O, in the radiolysis of water is of note; it is
produced mostly in the spurs. We propose the reaction of
cisplatin with hydrogen peroxide to produce diaminetetrahy-
droxyplatinate (v)*° (as in compound 5). The latter molecule can
be excited by gamma radiation to produce a cisplatinum(wv)
diammintetrahydroxyl intermediate radical (such as precursor
7) and hydrogen. Meanwhile, PEG is probably degraded by
gamma radiation to yield PEG oligomers. The terminal
hydrogen of PEG oligomers can be removed by the hydrogen
peroxide, and consequently; a double bond is formed to yield an
aldehyde (oxidation reaction). The aldehyde hydrogen is prob-
ably abstracted by radiation to form a carbonyl radical (for
example, radical 11). We suggest a termination reaction
between the cisplatinum(iv) diammintetrahydroxyl and the
aldehyde radical via a coupling reaction to yield the diamine-
trihydroxy-1-oxo-polyoxyethylene-platinate(iv) (PEGylated
cisplatin, such as compound 4). Finally, we show how the new
structure could cleave with a nucleobase (guanine) leading to
intra-strand or inter-strand cross-linked adducts (such as 13, 14
and 15) because two hydroxyl groups must be cleaved.** The

34722 | RSC Adv., 2018, 8, 34718-34725
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proposed mechanism does not restrict the attachment of PEG to
the alpha alcohol of diaminetetrahydroxyplatinate(iv)—the four
hydroxyl groups are available for reaction, and more than one
PEG molecule can be attached with diverse molecular weights,
thus evidencing the complexity of this reaction. The oxidation
reaction of cisplatin to yield platinum(v) tetrahydroxo
compounds is supported by the literature.*” This reaction
probably requires a certain degree of heat to obtain the desired
product. The temperature of the water is proportional to the
internal kinetic energy of the water molecules. *°Co-y-rays are
photons, which do not have a temperature, but provide enough
energy to the system to contribute towards an increase in the
temperature inside the ampoules. Excess energy is partially
used to form the spurs and is also employed in the oxidation
reactions that involve creating new bonds, as well as in the
radiolytic degradation of PEG.

PEGylation was performed with cisplatin purchased from
Sigma Aldrich (dissolved in distilled water, pH = 7) and with
injectable cisplatin (pH = 10). An increase in the precipitate was
observed at pH = 7. The results imply that pH influences the
obtaining of PEGylated cisplatin. We propose that the presence
of the basic buffer in the injectable solution displaces the
reaction to the formation of diaminetetrahydroxyplatinate(iv)
(as in compound 5), while the absence of a basic buffer (pH = 7)
could displace the reaction to the formation of oxoplatin (see
compound 16). An alternative route of PEGylated cisplatin is

HO HO
HGN/"' \‘\\\Cl H202 A H3N///,\ NOH yrad H3N///,\ WNOH HsN//,,\ WoH
Pt
H;,Nl \ l gammarad HaN \\OH \\ H3N/ \\OH 8
OH
7
o oH H0z A
H€ \/\)no/\/ —> Heo\/\)o OH Ymd eo\/\)o/\/o
gamma rad N H 1
9 . 10 o o
v o wt \/‘}o/\%
N, | W
H%o\/\)o/\.//o + A HaNy, \ \\\\OH B
: N | Vo 4 \
OH HaN \ OH ¥
12 5
0. o
Hf \/);O/Yo
o. o HaN,
Lt S NN
HsN///,\ WOH HN™ o4 6
13 / \
H3N (o\/y o)
H o
o
HGN///,,\ ‘\\\OH
Pt
HN \\G 15
G
alternative route
HO HO * o
cl
HaNy, O HZO A HaNg, \ & yrud HaNy, \ & HaNy, | & .
~, Pt
/ \Cl gammarad H3N/\ o HN( \ H3N/ \\CI 8
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16 17 18
[ <
3Ny, S Ht© 0 0
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N Laye

Fig. 2 Proposed mechanism of gamma radiation-induced PEGylated
cisplatin/adduct formation (G = guanine).

This journal is © The Royal Society of Chemistry 2018
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proposed in Fig. 2, which involves the formation of an excited
state of oxoplatin (such as precursor 17), to yield a cisplatinu-
m(wv) diammin-dichloro-dihydroxyl intermediate radical. The
intermediate reacts with radical 11 to obtain diamine-1-oxo-
polyoxyethylene-2,3-dichloro-4-hydroxy-platinate(wv) (PEGylated
cisplatin, such as compound 19). As seen, the proposed struc-
ture (compound 18) can only be PEGylated at the alpha and
delta positions because the beta and gamma positions are
occupied by the chlorine ligands (in acidic media). The
proposed alternative route of synthesis of prodrug oxoplatin as
precursor to obtain the conjugate PEGylated cisplatin is sup-
ported by extensive research.***

3.3 Analysis of viability and cell cycle of PEGylated cisplatin

Fig. 3A and B show the mean viability percentage following
cisplatin and the PEGylated drug treatment at different
concentrations versus time. For cisplatin, the viability decreased
with increasing concentration compared to the untreated
samples. As can be seen, it was also reduced with increasing
incubation time. PEGylated cisplatin samples followed the
same trend in the range 10-30 uM (or 8-23 puM (Pt)), with
similar growth inhibition. It is of note that, for 48 h (10 uM (or 8
uM (Pt)), the viability is higher in cisplatin compared with
PEGylated samples, which indicates that CDDPPEG can be
more efficient at certain concentrations and incubation times.
However, over 30 uM (or 23 uM (Pt)) some inconsistencies are
observed for CDDPPEG and even for CDDP, although on a lesser
scale. We concluded that the modified cisplatin exhibits in vitro
therapeutic potential comparable to cisplatin at low concen-
trations, while at higher concentration (>30 uM (or >23 pM
(Pt)), the new substance did not alter the viability. The changes
observed in CDDPPEG are probably attributed to the molecular
crowding on the self-entanglement of PEGylation and served to
reaffirm indirectly the synthesis.

Cell viability (%) of the drugs for 48 h at different concen-
trations was examined. The first notable feature is the decrease
of the DNA content index in CDDP at a dose of 50 and 80 uM (or
39 and 62 pM (Pt)) respect to the control sample (Fig. 4).
However, this trend was not observed for CDDPPEG. That is, the
decrease of percentage of live cells was more important for 30
uM (or 23 pM (Pt)). This result implies that the modified
cisplatin requires low concentrations for therapeutic use. It is of
note that the in vitro activity of CDDPPEG is not a good predictor
of their potential effectiveness in vivo.** In addition, the cell-
cycle analyses of control, cisplatin and PEGylated cisplatin
samples for different concentrations of the drugs at 48 hours of
treatment are shown in Fig. 5. The drugs present notable
changes in the cell cycle checkpoints by comparison with
control sample. It is well-known that in a first step, cisplatin
induces a transient S-phase arrest and further cause the inhi-
bition of Cdc2-cyclin A or B kinase, also affecting G2/M arrest. A
decrease of GO/G1 values is observed from 20.0 (control) to 2.3-
2.4 and the effect in G2/M by the increase from 23.5 to 40.8 for
CDDP. PEGylated cisplatin samples show a different trend, first;
the analysis depended upon the concentration of the drug,
second; the G2/M arrest was similar to that shown by the control

This journal is © The Royal Society of Chemistry 2018
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Fig. 3 CDDPPEG does not reduce cell proliferation rates over 30 uM
(or 23 uM (Pt)). A549 cells (4000 cells per cm?; seeded 24 h before the
treatment starting point) were treated as indicated: NT-non-treated,
(a) CDDP from 10 to 80 uM (or 62 uM (Pt)). and (b) CDDPPEG, same
concentration range. Cell viability was determined by a MTT assay.
Absorbance values from non-treated cells at time zero (NT) were set as
100% for comparison purposes. Proliferation rates were measured
after 24, 48, and 72 h. Mean values and standard error (+S.E.) from at
least three independent experiments performed in triplicates are
shown. *P > 0.05 between non-treated and treated cells.

sample. Besides, GO/G1 values varied randomly from 20.0
(control) to 16.2; 35.8; and 13.1 and also affected on a smaller
scale S-phase arrest. The results evidence that PEGylated
cisplatin mechanism of cleavage with DNA is different to that of
cisplatin. The variations of G0/G1 arrest influence the cytotox-
icity of PEGylated samples, but their relationship still needed to
be deciphered.*

3.4 The proposed mechanism of cellular uptake

First, the water molecule attacks the cisplatin, which releases
the chloride ligand (Cl™). In this step a diaquo intermediate is
formed. However, due to the action of gamma radiations, and

RSC Adv., 2018, 8, 34718-34725 | 34723
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Fig. 4 Cell viability profile obtained by treating A549 cells with CDDP
and CDDPPEG at different concentrations (30, 50 and 80 uM) (or 23,
39 and 62 uM (Pt)) for 48 h.
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Fig. 5 Cell cycle analysis obtained by treating A549 cells with CDDP
and CDDPPEG at different concentrations (30, 50 and 80 uM) (23, 39
and 62 uM (Pt)) for 48 h.

the presence of peroxide, the tetrahedral conformation of
cisplatin is transformed into an octahedron conformation. This
reaction is likeliest in basic medium (buffer). The lower pH
inhibits the release of the chloride ligands and increase the
yields of oxoplatin in the mechanism of PEGylation.

Therefore, in a basic medium, the diaminetetrahydrox-
yplatinate(v) has four hydroxyl groups to produce a tetraaquo
molecule that can react with DNA. The [Pt(NH;),(OH),]*" active
specie, which has four positive charges, is attracted by the
phosphate groups of DNA strands, causing an approximation of
platinum and the nitrogenous base. The platinum is linked to
the nitrogen 7 of guanine, which act as a nucleophile interact-
ing with the hydroxyl group. Two water molecules are released
for each attack, and a covalent bond between Pt and two atoms
of nitrogen produce an adduct. The formation of adducts
produce the inhibition of replication and transcription, causing
the apoptosis of the cells.*

On the other hand, in an acid medium, the oxoplatin
produces the PEGylated cisplatin as shown in structure 19. The
PEGylated oxoplatin cannot react with DNA by the same above
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described mechanism because it lacks two hydroxyl groups.
Nevertheless, Zhang et al. proved that some of the cellular
glutathione (GSH) molecules are oxidized into glutathione
disulfide (GSSG), which results in the decrease of their chelating
interaction, in this case with PEGylated cisplatin. As a result, the
detoxifying effect on Pt(u) is attenuated. Therefore, gamma
radiation-induced PEGylated cisplatin may have an advantage
for overcoming the tumor resistance compared to the un-
PEGylated drug. This mechanism enables the PEGylated drug
to dissociate in the bio-reducing tumor intracellular environ-
ment with further induction of cell apoptosis by the liberated of
pharmacologically active Pt(u).*”

4. Conclusion

So far, PEGylation of small drugs such as cisplatin has been
limited to the use of mMPEG and PEG derivatives. Thus, we could
not find reports about direct PEGylation of cisplatin that could
avoid the shortcomings of these methods. Here, we address this
issue in an innovative way through the study of °°Co-y-
radiation-induced PEGylation of cisplatin. The results show
that it is possible to covalently attach PEG to the drug using this
method. Raman analysis suggested that cisplatin reacted with
the polymer and was completely hydrolyzed. The presence of
signals of carbonyl groups prompted us to suggest a probable
structure. Nano-particles obtained in the PEGylation were
analyzed by SEM coupled to EDX, which supported our struc-
ture proposal. FTIR and UV also helped to elucidate the pres-
ence of a carbonyl group in the new product. We also estimated
the in vitro mean life before and after PEGylation to show that
the attachment of PEG delays the release profile. This result
indicates that PEGylated drug increased the bioavailability
respect to cisplatin. With sufficient evidence in hand, a mecha-
nism for the PEGylation reaction was proposed. Finally, we
surveyed the cell viability and the comparative cytotoxicity of
A549 cells towards the non-PEGylated and PEGylated drug. It
seems that our approach is a feasible strategy for the direct
attachment of PEG onto cisplatin and the novel drug appears to
have similar therapeutic potential compared to the original
compound in the range of 10-30 uM (or 8-23 uM (Pt)). However,
changes obtained in the affected signaling pathways pointed to
variations in the mechanism of inhibition of cell viability.
Notwithstanding, PEGylated cisplatin appears to be well suited
as a potential novel drug for cancer treatment. Future studies on
the newly developed drug should include investigations in vivo
assessing their clinical efficacy, tolerance, side effects, as well as
pharmaco-dynamics and pharmaco-kinetics profiles.
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