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Investigating dose rate effects and reactive
species formation in irradiated multilayer
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*a5¢ Samuel Dorey,*® Nathalie Dupuy,
9 and Sylvain R. A. Marque

’ '.) Check for updates ‘

Cite this: Phys. Chem. Chem. Phys.,
2025, 27, 18935

*< Fabien Girard,©
*b

Blanche Krieguer,
Florent Kuntz,® Nicolas Ludwig

This study investigates the effects of gamma rays, X-rays, and electron beams on ethylene vinyl acetate
(EVA) multilayer films, commonly used in biotechnological applications. Electron spin resonance (ESR)
analysis showed that irradiation generates unstable hydroxyalkyl radicals, quantifiable one day post-
exposure, with concentrations decreasing within nine days, and with similar kinetics observed across all
three irradiation technologies. The research focuses on dose rate impacts, which significantly influence
polymer properties. Reactive species like hydrogen peroxide and hydroxyl radicals, generated during
irradiation, can affect protein function through methionine oxidation. Advanced analytical techniques
reveal that the dose rate significantly impacted the levels of reactive species, impacting the film's
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structural integrity and chemical stability comparably. Gamma irradiation generates more oxidative
species. The study concludes that dose rate is crucial in methionine sulfoxide generation, with longer
particularly in gamma irradiation. These findings
underscore the importance of considering dose rate and irradiation technology to optimize the stability
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Introduction

Single-use plastic bags are extensively used in the biotechnolo-
gical and biopharmaceutical industries for storing, shipping,
and preparing intermediates, biopharmaceutical preparations,
solutions, and final products.”” These bags are typically con-
structed from multilayer films, such as polyethylene polyvinyl
acetate/polyethylene vinyl alcohol/polyethylene polyvinyl acet-
ate (EVA/EVOH/EVA), selected for their barrier protection and
flexibility to ensure the integrity of the contents. To eliminate
microorganisms, these single-use plastic bags require steriliza-
tion, usually within a dose range of 25-45 kGy.>* Currently,
gamma radiation is the most prevalent sterilization method for
pharmaceutical devices. However, the growing production of
biopharmaceutical products and concerns about the future
capacity of gamma radiation sterilization have prompted the
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exploration of alternative methods, such as electron beam (e-
beam) and X-ray irradiation.>**

Electron-beam irradiation is a continuous process that
employs an electron accelerator to convert electricity into a radia-
tion beam."® These accelerators can be used for direct electron
beam irradiation or to produce X-ray fields via the Bremsstrahlung
effect, typically involving a tantalum converter."*

Both X-ray and gamma rays are photons; however, gamma
rays originate from radioactive sources and are emitted during
disintegration. Due to their similar nature, the energy deposi-
tion patterns (dose profiles) of X-ray and gamma rays are quite
comparable, facilitating an easy transition from gamma-ray to
X-ray technologies. X-ray may even achieve superior dose uni-
formity due to specific energy spectrum and easily adjustable
radiation field properties."” In similarly irradiated materials,
e-beams exhibit significantly less penetration compared to
photons because their interaction with matter is much stron-
ger. The main difference of the three irradiation technologies is
the dose rate.

The role of dose rate in ionizing radiation exposure is
complex and multifaceted. In biological systems, the dose rate
of ionizing radiation influences a variety of outcomes, from
DNA damages and repair mechanisms to cellular responses
and whole organism effects.”® Low-dose-rate (LDR) exposures
tend to induce different biological responses compared to high-
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dose-rate (HDR) exposures. For instance, LDR radiation can
activate adaptive responses that enhance cellular repair
mechanisms and reduce mutation rates, while HDR radiation
often leads to more immediate and severe damages.'® Simi-
larly, in polymer systems, the dose rate of ionizing radiation is
one of the parameters playing a crucial role in determining the
material’s properties and performances.'® Polymers exposed to
radiation undergo various chemical and physical changes, such
as cross-linking, chain scission, and oxidation. These changes
could alter the mechanical, thermal, and chemical properties of
the polymer, affecting its suitability for specific applications.

To address these challenges, a multiscale approach is
needed, integrating chemical biology, and polymer investiga-
tion. This comprehensive strategy will help to bridge the gap
between experimental findings on sterilized polymer systems
and their applications, providing among others a more accurate
understanding of the role of dose rate in ionizing radiation
exposure. Recently, the effects of gamma irradiation on the
physical/mechanical/chemical properties of a multilayer film
composed of EVA/EVOH/EVA were thoroughly studied using
various different techniques.'””>” The impacts of the three
irradiation technologies (X-ray, e-beam, and gamma irradia-
tions) have also been investigated by our team.>®?°

Besides modifications on polymers, other studies highlight
that irradiation source and dose rate can influence the for-
mation of transient species and final products.>® In previous
investigation, we showed that transient species generated by
gamma rays afford a broad range of molecular species such as
carboxylic acids and H,0,. Combination of these species may
highly afford oxidant peracids species spoiling biological solu-
tions. Hence, to model such event, we used the easily and
specifically oxidizing methionine proxy.*'

The oxidation of methionine residues in proteins can have
varying effects on protein function. In some cases, it maintains
structural integrity and function (cysteine), while in others, it
decreases functional activity.>* Methionine oxidation can alter
the structural conformation of proteins, potentially affecting
their stability, binding affinity, and overall biological activity.
This can compromise the efficacy of therapeutic proteins and
antibodies.*

In a previous article,”® it was explained how methionine is
oxidized into methionine sulfoxide in gamma irradiated sam-
ples and it was shown that if no radical species were detected in
the samples, the oxidation was likely due to the presence of
hydrogen peroxide, peracids, or in situ generated peracids. The
effects of X-ray, electron beam, and gamma irradiation on EVA
multilayer films at 50 kGy,>® revealed significant differences in
the generation of reactive species among the irradiation tech-
nologies. Both gamma and X-ray irradiations produced similar
levels of reactive species, while electron beam irradiation
resulted in a reduced quantity.

This study aims to compare the effects of three irradiation
technologies on polymer modification, providing insights into
the attributes of multilayer structures for biopharmaceutical
applications and their interactions with biopharmaceutical
solutions. Our investigations are focused on how dose rate,
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associated with each irradiation technology, on the generation
of reactive species such as peroxides and peracids, due to
radical post reactivity impact the quality of the materials. It
was probed by investigating the nature and amount of gener-
ated radical species (electron spin resonance investigation),
and by analyzing the oxidation of methionine (high-
performance liquid chromatography investigation).

Materials and methods
Samples

EVA/EVOH/EVA single-use plastic bags investigated are made
from a multilayer film, namely the S71 film, composed of one
layer of EVOH sandwiched between two layers of EVA, with a
total thickness of approximately 360 um (Fig. 1). Sample bags
are provided by Sartorius Stedim FMT S.AS, Aubagne, France.

Packaging

EVA bags were individually wrapped in multilayer packaging
(polyethylene/polyamide/polyethylene). Samples were stored in
boxes in the dark following irradiation, in an air-conditioned
room at 20 £ 2 °C.

Samples irradiation

Gamma rays. EVA/EVOH/EVA bags were irradiated with
gamma rays sourced from °°Co at Ionisos in Dagneux, France,
with an average dose rate of 2 kGy h™'. There were two
irradiation processes: the first spanned over several days,
accumulating the dose over multiple runs within the irradia-
tion bunker, while the second was completed in a single run.

EVA bags were also irradiated with gamma rays sourced from
Co at Steris in the USA, with an average dose rate of 8 kGy h™*
(multistep).

X-ray

EVA/EVOH/EVA bags were irradiated with a 7 MeV Rhodotron
at an average dose rate of 80 kGy h™' with a maximum power
source of 560 KW at Steris, Dianiken, Switzerland and also with
a 7 MeV Rhodotron, with an average dose rate of 13 kGy h™*, at
Aerial in Strasbourg, France.
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Fig. 1 Representation of EVA/EVOH/EVA multilayer film (S71 film).
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Table 1 Effective doses on samples irradiated by gamma, X-ray, and

e-beam for ESR analysis

Target dose (kGy) 50 100
» Gamma lonisos, France (1.9 kGy h™) 51 90
¢ g
S & . 1
° - X-ray Aerial, France (13 kGy h™) 50 99
+l
.% = .
g g e-beam | Aerial, France (18000 kGy h™) | 55 109
o<
e-beam

EVA/EVOH/EVA bags were irradiated with a 10 MeV Rhodotron
(Ionisos, Chaumesnil, France) at a dose rate of 18000 kGy h™*
with a power source of 28 kw.

EVA/EVOH/EVA bags were also irradiated at Aerial-CRT
using the same Feerix® facility as the X-ray treatment.
A 10 MeV vertical electron beam was utilized, with an average
dose rate of 18 MGy h™' (5 kGy s '). The irradiation was
performed in increments of 50 kGy to prevent critical tempera-
ture increases in the samples.

Dosimetry

The targeted delivered doses were approximately 30, 50, 70 and
100 kGy depending on the irradiation technologies, with a target
dose uniformity of + 10%. There were two phases of irradiation.
Table 1 summarizes the dosimetry for the ESR study and Table 2
for the HPLC study. To accurately measure the absorbed dose,
alanine pellets combined with ESR spectroscopy (Magnettech
MS5000 ESR, Bruker) were used, along with AerEDE® dosimetry
software (Aerial, France). Dosimetry readings were taken in a
manner traceable to an international standard.

Electron spin resonance (ESR)

ESR measurements were performed using a Magnettech MS5000X
ESR spectrometer, manufactured by Bruker in Switzerland, and
operated with ESR studio software for control. More details are
given in a previous article.'®

High performance liquid chromatography (HPLC)

Three and six months after irradiation, bags were filled with a
50 uM solution of methionine in buffer (10 mM NaH,POy,,
10 mM Na,B,0,-10H,0, 5 mM NaNj;, pH = 8.2). To determine

Table 2 Effective doses on samples irradiated by gamma, X-ray, and
e-beam for HPLC analysis

Target dose (kGy) 30 | 50 | 70 | 100
~ | Gamma lonisos, France (1.9 kGy h™) 29 | 59
§ lonisos, France (2.4 kGy h™) 32 | 52
:%‘ Steris, USA (8 kGy h™) 58 | 54
? X-ray Aerial, France (13 kGy h™) 26 | 51 100
§ Steris, Switzerland (80 kGy/h) 68
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Fig. 2 Automatic derivatization reaction for detecting methionine with a
fluorescence detector.

the concentrations of methionine and methionine sulfoxide, an
Agilent 1260 HPLC system (Waghaeusel-Wiesental, Germany)
equipped with a quaternary pump (G1311C), an autosampler
(G1329B), and a fluorescence detector (G1321B) was used. The
automated online derivatization (in the autosampler) using an
injection program is detailed in Fig. 2. The derivatization
reagent used was the ortho-phthalaldehyde (OPA).

The gradient program was as follows: 0-13.4 min, 2% phase B;
13.4 min, 57% phase B; 13.5-15.8 min, 100% phase B; 18 min, 2%
phase B. Separation was carried out on an Agilent Poroshell HPH-
C18 column (4.6 mm X 100 mm, 2.7 um particles—Waghaeusel-
Wiesental, Germany) used with a pre-column,

UHPLC guard Poroshell HPH-C18, 4.6 mm. The column was
maintained at 40 °C £+ 0.8 °C in a thermostatted column
compartment (G1316A) during the analyses. The fluorescence
detector was set to an excitation wavelength of 340 nm and an
emission wavelength of 450 nm. The total runtime of the method
was 20 min. Chromatographic data were acquired and evaluated
with the HPLC 1260 OpenLAB software (Waghaeusel-Wiesental,
Germany). Internal calibration was done by spiking 20 pL of L-
Norvaline in each sample and standard.>

Equivalency analysis

Regression models were performed using the Minitab software
to assess the effect of doses, the effect of ageing post irradiation,
the effect of methionine contact days and the effect of dose rate on
the concentration of methionine sulfoxide generated in solution in
contact to the multilayer film. This model allows for the evaluation
of the significant impact of each independent variable, with
confidence interval at 95% (x = 0.05).

The Pareto chart shows the absolute values of the standar-
dized effects from the largest to the smallest effect. The chart
also plots a reference dotted line indicating if the effects are
statistically significant. The reference line for statistical signifi-
cance depends on the significance level (denoted by «), the
number of samples, and the degree of freedom.**

Results and discussion
Electron spin resonance

Fig. 3 displays the ESR detection of radical species in the EVA/
EVOH/EVA multilayer film after one and nine days of

Phys. Chem. Chem. Phys., 2025, 27,18935-18941 | 18937
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Fig. 3 ESR signal of EVA/EVOH/EVA multilayer film one day (red line) and
nine days (black line) after gamma, X-ray and e-beam irradiation at 50 kGy
(solid line) and 100 kGy (dashed line).

irradiation. Due to transport time, the sample irradiated by
gamma rays cannot be analyzed by ESR one day post-irradiation.

The ESR signals and the monitoring of radical species
concentration in the sample post-irradiation reveal that the
generated radical species are unstable and can only be quanti-
fied one day after irradiation. The amount of radicals observed
nine days post-irradiation decreased below the Limit Of Quan-
tification (LOQ) (Fig. S1 in ESIY).

The radical species generated in the EVA/EVOH/EVA multi-
layer film are identified as hydroxyalkyl radicals in EVOH
(Fig. 4), consistent with the literature’®*® and the different
radical pathways are discussed in a previous study.”?

Oxidation assay by high performance liquid chromatography

Comparison of irradiation technology. In the present study,
multilayer films were irradiated at different radiation proces-
sing facilities with different dose rates for each irradiation
technology, and the quantity of methionine sulfoxide formed
was measured three months and six months after irradiation,
the methionine sulfoxide concentrations are displayed in Fig. 5.

Regression models were developed to assess whether the
dose, ageing post irradiation, methionine contact time and dose
rate can have a significant effect on the methionine sulfoxide
concentration generated in the multilayer film (Fig. 6).

The results from the regression model, depicted in Fig. 6,
indicate that both the contact time with the methionine
solution and the dose rate significantly influence methionine
oxidation. The equation model is given as (1).

Methionine sulfoxide concentration = 0.676 — 0.00877-Dose
+ 0.0332-Ageing post irradiation + 0.1329-Methionine contact

time —0.000062-Dose rate (1)
™ OH OH OH
YYY 1 YYY-H* m /Mramolecular
OH OH OH OH OH OH C wtermolecular
o H
Y'Y Y Y
O OH OH OH OH OH OH OH OH

Fig. 4 Different radical pathways to generate hydroxyalky! radical.??
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Fig. 5 Bags filled with methionine solution (50 uM) (a) Three months after
irradiation. (b) Six months after irradiation. Methionine sulfoxide concen-
tration (uM) in stored solution for O, 1, 10 and 21 days and analyzed by
HPLC. Irradiation doses were 30 kGy (square), 50 kGy (circle), 70 kGy
(down triangle) and 100 kGy (up triangle). Non irradiated sample (NS) are in
yellow stars. Irradiations at lonisos, Dagneux, France in red (2 kGy h™3), at
Steris, USA, in black (8 kGy h™), at Aerial, France in blue (13 kGy h™* for
X-ray and 18 000 kGy h~* for e-beam), at Steris, Daniken, Switzerland in pink
(80 kGy h™Y) and at lonisos, Chausmenil, France in green (18 000 kGy h™Y).
Dotted lines have been used for better readability.

The positive coefficient of the contact time indicates that the
methionine sulfoxide concentration increased over time when
the methionine solution is in contact with the film. This result
is in accordance with the Fig. 5.

In this model, the dose rate is influenced by the irradiation
technology, as each technology has a specific range of dose
rates. Electron beam irradiation uses an accelerator to convert
electricity into a radiation beam. The dose rates differ signifi-
cantly among technologies: gamma rays range from 2 to 8 kGy
h™', X-rays from 13 to 80 kGy h™", and electron beams can
reach up to 18000 kGy h™". This higher dose rate of electron
beams is directly linked to the irradiation technology, affecting
the production of methionine sulfoxide over time when the
methionine solution is in contact with the multilayer films.
Therefore, the dose rate can be attributed to the irradiation

This journal is © the Owner Societies 2025
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Fig. 6 Pareto analysis of effects on methionine sulfoxide concentration:
dose (kGy) (blue), ageing post irradiation (green), methionine contact time
(days) (purple) and dose rate (kGy h™3) (red). The dotted lines correspond to
the significance threshold given by the software MODDE for 95% con-
fidence with p-value < 0.05.

technology and multilayer films irradiated by gamma radiation
generated more methionine sulfoxide.

Variation of dose rate

A multiparametric regression model was developed for each
irradiation technology to assess whether variations in dose rate
within the same technology affect the concentration of methio-
nine sulfoxide in methionine solution in contact with the film.
For e-beam technology, the dose rate remains similar between
the two irradiation sites, thereby preventing any comparison of
the dose rate for this technology. The gamma equation model is
given as (2) and the X-ray equation model is given as (3).

Methionine sulfoxide concentration = —1.43 — 0.0356-Dose
+ 0.471-Ageing post irradiation + 0.2359-Methionine contact
time + 0.1991-Dose rate (2)

Methionine sulfoxide concentration = +0.925 — 0.00102-Dose
- 0.2278-Ageing post irradiation + 0.1016-Methionine contact
time - 0.00652-Dose rate (3)

In eqn (2) and (3), impact of dose rate is not significant due
to very close statistics (p-value of 0.04 for gamma and p-value of
0.059 for X-ray) (Fig. 7a and b). Given the limit of 0.05, the
results are close for both technologies, and this difference may
be attributed to experimental error.

Additionally, the contact time of the methionine solution
with the film and the post-irradiation ageing process signifi-
cantly influence the concentration of methionine sulfoxide due
to the oxidant species released by the film for the three
irradiation technologies.

Gamma radiation process

To complete the study, we performed an HPLC investigation to
compare two gamma irradiation processes using the same
irradiator at Ionisos in France, with a consistent dose rate of
2 kGy h™'. The first process involved irradiating the sample in a
single run, while the second process accumulated the dose over
multiple runs within the irradiation bunker, with unknown rest
times between runs.

This journal is © the Owner Societies 2025
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Fig. 7 (a) Multilayer film irradiated by gamma. (b) Multilayer film irradiated
by X-ray. (c) Multilayer film irradiated by e-beam. Pareto analysis of effects
on methionine sulfoxide concentration: dose (kGy) (blue), ageing post
irradiation (green), methionine contact time (days) (purple) and dose rate
(kGy h™) (red). The dotted lines correspond to the significance threshold
given by the software MODDE for 95% confidence with p-value < 0.05.

The concentration of methionine sulfoxide formed in the
solution in contact with the bag was measured by HPLC in
samples after 1, 2, 3, 6, 12, 24, and 36 months irradiation at
30 kGy and 50 kGy (Fig. S2 in ESI¥).

A regression model was generated to determine whether the
irradiation process, ageing post irradiation, contact time with
the solution, and dose had a significant impact on the concen-
tration of methionine sulfoxide formed.

The regression model (Fig. 8) reveals that the contact time
with the solution and the multilayer film significantly influence
methionine oxidation. Post-irradiation ageing plays a crucial
role, indicating that less methionine sulfoxide forms in the
solution when the irradiation occurred a long time ago (refer to
the coefficient model in the ESIf).

On the other hand, dose and processing have no significant
effect on methionine oxidation.

Conclusion

This study offers insights into the behavior and stability of single-
use plastic bags made from EVA/EVOH/EVA multilayer films,
extensively used in the biotechnological and biopharmaceutical

Phys. Chem. Chem. Phys., 2025, 27,18935-18941 | 18939
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Fig. 8 Pareto analysis of effects on methionine sulfoxide concentration:
dose (kGy) (blue), ageing post irradiation (green), methionine contact time
(days) (purple) and different process of gamma irradiation (pink). The
dotted lines correspond to the significance threshold given by the software
MODDE for 95% confidence with p-value < 0.05.

industries. These materials require sterilization, and the research
examined the effects of gamma, X-ray, and electron beam irradia-
tion on these films.

ESR analysis revealed that irradiation generates reactive
species such as hydroxyalkyl radicals, which are unstable and
can only be quantified one day post-exposure, with concentra-
tions decaying dramatically within nine days. In sharp contrast
to the report on PE/EVOH/PE films.”* The study highlighted
that the kinetics and radical species generated are similar for
the three irradiation technologies.

The study concludes that the dose rate is one of the para-
meters which could play a crucial role in the generation of
methionine sulfoxide when methionine in solution in contact
with the film. This effect is closely related to the irradiation
technology used. Notably, the impact of dose rate is not
significantly different for X-ray and gamma irradiation. The
high dose rate is inherently linked to the e-beam technology.

A regression model examining different gamma irradiation
processes reveals that the concentration of oxidized methio-
nine remains statistically equivalent whatever the processes.
Post-irradiation ageing significantly affects the results, with
materials irradiated 36 months prior exhibiting lower oxidative
effects.

These findings highlight the importance of considering dose
rate and irradiation technology in optimizing the stability and
performance of multilayer films. The research provides valu-
able insights into the long-term effects of irradiation, guiding
future material handling and application strategies.
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