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Formation of reactive oxygen species
by irradiation of cold atmospheric pressure
plasma jet to water depends on the irradiation
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Because application of cold atmospheric pressure plasma jet
(CAPPJ) to biological samples have taken large attentions, it is
important to examine the effects of various CAPPJ parameters on
the generation of reactive species. Here, we investigated the
generation of reactive species in water by CAPPJ irradiation by
changing the following parameters: irradiation time, sample
volume, and irradiation distance between the sample surface and
plasma jet tip. We measured 1) change in the ESR signal intensity
of 4-hydroxy-2,2,6,6-tetrametylpeperidine-1-oxyl (Tempol), 2) spin-
trapping with 5,5-dimethyl-1-pyrroline N-oxide (DMPO), 3) Fricke
dosimeter reaction, and 4) hydrogen peroxide (H,0,) formation
induced by CAPPJ irradiation. By the experiment of volume
dependency, it is suggested that the reactive species detected in
water are formed largely in the plasma gas phase. The reduction
of ESR signal intensity of Tempol and the formation of DMPO-OH
were strongly dependent on irradiation distance, but the relation-
ship between H,0, generation and distance was weak. The forma-
tion of species that oxidize Fe?* to Fe** was shown by the Fricke
dosimeter reaction, and reactions at irradiation distances longer
than 3 cm were mainly attributable to H,O,. It may be possible to
apply different reactive species to the samples by changing the
CAPPJ irradiation distance.
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he development of plasma technology enables the generation

of cold atmospheric plasma (CAP).!’’ CAP can be applied
to biological samples because it is produced at room temperature
and normal atmospheric pressure.” Therefore, CAP has potential
for biomedical applications such as wound healing,*® infection
control,”'9 and cancer therapy.!'~' There are at least three types
of CAP used for biological samples: 1) plasma jets, 2) corona
discharge plasma sources, and 3) dielectric barrier discharge
plasma sources.” Plasma jets are easy to handle and convenient
to apply to in vivo samples, such as mice and humans, in addition
to in vitro samples such as cell suspensions and membrane
vesicles. Various reactive species are produced by irradiation of
cold atmospheric pressure plasma jet (CAPPJ) to water.(!>1¥
However, because there are many parameters that affect CAPPJ
properties, such as the content of carrier gas, the flow rate of
carrier gas, irradiation time, and irradiation distance, it is impor-
tant to reveal the effects of each parameter in detail for practical
applications of CAPPJ to biological samples. Here, we used
CAPPJ with helium as a carrier gas and examined the effect of
the distance between the plasma jet nozzle and the water surface
of the sample on the generation of reactive species in the solution.
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Materials and Methods

Chemicals. Ultrapure helium gas (>99.999%) was obtained
from Saisan Co., Ltd. (Saitama, Japan). 5,5-dimethyl-1-pyrroline
N-oxide (DMPO) was obtained from Labotec Co., Ltd., Tokyo,
Japan. 4-hydroxy-2,2,6,6-tetrametylpeperidine-1-oxyl (Tempol)
was obtained from Sigma Co., Ltd., (St. Louis, MO). Other
reagents were obtained from Wako Pure Chemical Industries, Ltd.
(Osaka, Japan). All the reagents were analytical grade and used
without further purification. Ultrapure water (Milli-Q water) was
prepared with a Milli-Q Gradient A10 water purification system
(Millipore Co., Ltd., Billerica, MA).

Irradiation of cold atmospheric pressure plasma jet
(CAPPJ). CAPPJ was generated using a plasma head (TPN-20,
NU Global, Nagoya, Japan) and an electric regulating unit (PN-
110TPG, NU Global) with helium as a carrier gas. The flow rate
of the helium gas was regulated by a mass flow controller (CUBE
GM2, Fcon Co., Ltd., Nankoku, Kochi, Japan), and the value was
set at 5 L/min. The length of the plasma jet was about 30 mm
(Fig. 1A). CAPPJ was applied to an aqueous sample in a vessel
made of glass with a 20-mm inside diameter and 20-mm height
(Fig. 1B). The sample volume was set at 1 ml unless otherwise
stated, and the parameters of the irradiation time, sample volume,
and the irradiation distance between the surface of the sample
solution and the plasma jet tip varied.
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Fig. 1.
the water sample (B). The length of the plasma jet was about 3 cm in
our experimental conditions. The sample vessel for irradiation was
made of glass with a 20-mm inside diameter and 20-mm height.

Plasma jet (A) and the setup for the irradiation of plasma to
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ESR measurement. The change in the ESR signal intensity
of 0.01 mM Tempol by CAPPJ irradiation was measured with an
ESR spectrophotometer (JES-FA100, JEOL, Akishima, Tokyo,
Japan) using a quartz flat cell. MnO, was used as the external
standard for ESR measurement. The relative intensity of the first
of three lines of Tempol with respect to the intensity of the MnO,
signal was used for quantitative analysis.

For ESR spin-trapping experiments, DMPO was used as a spin-
trap reagent. An aqueous solution of DMPO (10 mM, 1 ml) was
irradiated by CAPPJ, and the resultant solution was transferred
to the quartz flat cell immediately. At 2 min after the end of the
irradiation, ESR spectra were measured in the presence of MnO,
as an external standard.

Fricke dosimeter. Formation of oxidative species by CAPPJ
irradiation was evaluated using the Fricke dosimeter solution.
The Fricke dosimeter solution was prepared by dissolving 3.920 g
of ammonium iron (II) sulfate (Mohr’s salt), 0.015 g of sodium
chloride, and 5.6 ml of sulfonic acid in Milli-Q water to 250 m1.1%
After the Fricke dosimeter solution (1 ml) was irradiated with
CAPPJ, the solution was diluted to 3 ml by adding Milli-Q water,
and the absorbance at 304 nm was measured with a UV-visible
spectrophotometer (UV-2550, Shimadzu, Kyoto, Japan).

Measurement of hydrogen peroxide. Formation of hy-
drogen peroxide (H,0,) by CAPPJ irradiation was measured by
the colorimetric method using a peroxidase reaction according to
a previously reported method with slight modifications.®” The
colorimetric reagent solution (100 ml) contained 0.234 g of phenol,
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0.10 g of 4-aminoantipyrine, 1 ml of 0.1 M phosphate buffer
(pH 7.0), and 0.24 mg horse radish peroxide (Wako Pure Chemical
Industries, Ltd.). After irradiation, 2 ml of reagent solution was
added to 1 ml of the sample solution, and the absorbance at 505 nm
of the mixture was measured with a UV-visible spectrophotometer.

Results

Change in the ESR signal intensity of Tempol by CAPPJ
irradiation. We used the reaction of a stable nitroxide radical
Tempol with other free radicals. A Tempol solution (0.01 mM)
was irradiated with CAPPJ, and the change in the ESR signal
intensity versus irradiation time was measured with a fixed
irradiation distance (2 cm). The signal intensity of Tempol de-
creased depending on the increase in the plasma irradiation time
(Fig. 2A), suggesting that Tempol was converted to a non-radical
form by the reaction with the reactive species generated by CAPPJ
irradiation. We defined the signal reduction ratio (R) as R=
(l,—D/1,, where I, and I were the intensity obtained by no
irradiation and irradiation, respectively, and the result was re-
plotted with R. As shown in Fig. 2B, the R value increased with
irradiation time. When irradiation distance between the solution
surface and the plasma jet nozzle was changed with fixed
irradiation time (60 s), the R value decreased with the increase in
irradiation distance and reached almost 0 at a distance of more
than 2.5 cm (Fig. 2C). The distance of 2.5 cm corresponded to the
length of the plasma jet.
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Change in the signal intensity of Tempol by CAPPJ irradiation. (A) The time-dependent change based on irradiation. Tempol solution

(0.01 mM, 1 ml) was irradiated at a distance of 2 cm. The signal intensity was plotted as a percentage of the signal intensity compared to that of no
irradiation. Error bar shows SD (n = 3). (B) The signal intensity was converted to the signal reduction ratio (R), and the R value was plotted vs
irradiation time. The R was defined as R=(l,- /) / l,, where I, and | were the intensity obtained by no irradiation and irradiation, respectively.
Error bar shows SD (n = 3). (C) The relationship between signal reduction ratio (R) and irradiation distance. Tempol solution (0.01 mM, 1 ml) was
irradiated for 60 s by varying the irradiation distance from 1.0 to 3.0 cm. Error bar shows SD (n = 3).

188

doi: 10.3164/jcbn.18-102
©2019 JCBN



Observation of spin trapped radicals. Several reactive
species were generated by CAPPJ irradiation of water. Next, we
focused on the generation of ‘OH using a spin trapping technique
with DMPO as a spin trap. When DMPO solution (1 ml) was
irradiated for 30 s with CAPPJ at an irradiation distance of 1.5 cm,
a typical DMPO-OH signal was observed (Fig. 3A), indicating
the existence of "OH in the solution. When the DMPO solution
was irradiated at an irradiation distance of 0.5 cm, a different
spectrum was observed (Fig. 3B). The signal pattern was similar
to the ESR signal observed by X-irradiation or carbon ion irradia-
tion to DMPO solution.®? DMPO-H signal was observed over-
lapping the DMPO-OH signal (Fig. 3B). This DMPO-H signal
was observed only when irradiation was occurred a distance of
1 cm or less.

When the DMPO solution (1 ml) was irradiated at an irradiation
distance of 1.5 cm by changing the irradiation time, the intensity
increased with time and reached plateau at about 40 s (Fig. 4A).

When a different volume of DMPO solution (10 mM, 0.2—1 ml)
was irradiated by CAPPJ for 30 s at an irradiation distance of
1.5 cm, the signal intensity of DMPO-OH decreased with the
increase in the volume of the DMPO solution (Fig. 4B). By
increasing the volume from 0.2 ml to 1.0 ml, the signal intensity
decreased inversely to about 1/5 of the signal observed for a
sample of 0.2 ml.

When the DMPO solution (1 ml) was irradiated for 30 s with
CAPPJ by varying the irradiation distance from 0.5 to 5 cm, the
signal intensity decreased as the distance increased (Fig. 4C). No
signal was observed at a distance of more than 3 cm.

Oxidation reaction of the Fricke dosimeter solution by
plasma irradiation. The Fricke dosimeter measures the oxida-
tion of Fe** to Fe** by oxidizing species, such as a hydroxyl radical
(‘OH), produced by ionizing radiation. Because irradiation of
atmospheric plasma generates various oxidizing species in
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Fig. 3. ESR spectra obtained after plasma irradiation of DMPO solu-
tion. DMPO solution (10 mM) was irradiated with the plasma for 30's
at a distance of 1.5 cm (A) or 0.5 cm (B). The irradiated solution was
transferred to a quartz flat cell immediately, and ESR spectra were
measured 2 min after the end of the irradiation. MnO, signal (arrows) is
shown for the external standard.
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water,'® we investigated the oxidation reaction by CAPPJ irradia-
tion. The change in the absorbance at 304 nm of the Fricke
dosimeter solution by CAPPJ irradiation was measured as
follows. The Fricke dosimeter solution (1 ml) was irradiated
with CAPPJ at an irradiation distance of 1.5 cm. The resultant
irradiated solution was diluted with 2 ml of water, and the
absorbance at 304 nm was measured. The absorbance at 304 nm
increased linearly in proportion to the irradiation time (Fig. 5A).

To examine whether reactive species were produced homo-
geneously in solution by a reaction with CAPPJ irradiation or were
produced inhomogeneously only at the surface of the solution, the
sample volume was changed. A different volume of the Fricke
dosimeter solution (0.2—1.0 ml) was used to evaluate the oxidation
reaction by CAPPJ irradiation. After irradiation for 30 s, 0.15 ml
of each sample was diluted to 2.4 ml by adding 2.25 ml of water,
and the absorbance at 304 nm was measured. The absorbance
change decreased with an increase in the sample volume (Fig. 5B).
The absorbance change of 1.0 ml sample was about 1/5 of that of
the 0.2 ml sample.

The distance between the solution surface and the plasma jet
nozzle must be an important parameter because the reaction took
place only at the solution surface as shown above. Therefore, we
next examined the effect of irradiation distance on the oxidation
reaction of the Fricke dosimeter solution. Figure SC shows that
the typical relationship between the oxidation reaction and the
irradiation distance varied from 0.5 to 6 cm when the irradiation
time was fixed at 30 s. The figure shows that the maximum oxida-
tion reaction was at an irradiation distance of around 1-2 cm. The
oxidation reaction decreased significantly at a distance over 2 cm,
but more than 25% of the maximum change was still observed
even at a distance of 6 cm.

H,0, formation by plasma irradiation. Water (1 ml) was
irradiated with CAPPJ for 20—120 s at an irradiation distance of
1.5 cm, H,O, formation was quantified, and the concentration of
H,0, increased almost linearly with time (Fig. 6A). When water
(1 ml) was irradiated with CAPPJ for 60s by changing the
irradiation distance from 1.0 to 6.0 cm, the relationship between
H,0, formation and irradiation distance was not strong, and a con-
siderable amount of H,O, was still observed even at an irradiation
distance of 6.0 cm (Fig. 6B).

Effect of H,0, on the oxidation reaction of the Fricke
dosimeter solution. Since it was found that H,0, is produced
by the irradiation of CAPPJ, the formation of H,O, may cause
some contribution to the reaction of the Fricke dosimeter reaction.
Therefore, we examined the effect of H,O, on the oxidation
reaction of the Fricke dosimeter solution. As shown in Fig. 7,
H,0, oxidizes Fe*" to Fe*" in the Fricke dosimeter solution.

Discussion

We have investigated the generation of reactive species in water
by CAPPJ irradiation by measuring 1) spin-trapping adducts,
2) change in the intensity of the Tempol signal, 3) the Fricke
dosimeter reaction, and 4) H,O, formation, and we examined the
effects of irradiation time and irradiation distance.

The Tempol signal intensity decreased almost linearly with
irradiation time. We previously investigated the reaction of stable
nitroxide radicals with reactive oxygen species, such as "OH, O,,
and '0,, and reported that ESR signal intensity of stable nitroxide
radicals decreases by the reaction with ‘OH.?? Therefore, the
signal reduction of Tempol may be derived by the reaction of
Tempol with reactive oxygen species, most likely ‘OH. The
reduction of Tempol signal intensity was dependent on irradiation
distance; no reduction was observed at more than 3 cm.

Next, we examined the formation of “OH by a spin trapping
technique. Formation of DMPO-OH was observed, which con-
firms that ‘OH was produced in the irradiated solution. When the
irradiation time was changed with a constant irradiation distance
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Fig. 4. Change in the DMPO-OH signal intensity by CAPPJ irradiation. (A) Irradiation time dependency. DMPO solution (10 mM, 1 ml) was irradiated
with CAPPJ at a distance of 1.5 cm by changing the irradiation time. After the irradiation, the solution was transferred to a quartz flat cell immediately,
and ESR spectra were measured 2 min after the end of the irradiation. Error bar shows SD (n = 3). (B) The relationship between DMPO-OH signal
intensity and sample volume. DMPO solution (10 mM) with a different volume was irradiated with CAPPJ for 30 s at a distance of 1.5 cm. After the
irradiation, the solution was transferred to a quartz flat cell immediately, and ESR spectra were measured 2 min after the end of the irradiation. (C)
The relationship between the signal intensity of DMPO-OH and irradiation distance. DMPO solution (10 mM, 1 ml) was irradiated with the plasma
for 30 s by varying the irradiation distance from 0.5 to 5 cm. After the irradiation, the solution was transferred to a quartz flat cell immediately, and

ESR spectra were measured 2 min after the end of the irradiation.

(1.5 cm), the intensity of the DMPO-OH signal increased at first
with time but the velocity decreased gradually and the intensity
reached plateau after 40 s. By spin trapping ‘OH, DMPO became
DMPO-OH with a nitroxide radical structure. Since the DMPO-
OH radicals lose their intensity by a radical-radical reaction, this is
one possible explanation for the observation of the plateau.
Additionally, it is plausible that the nitroxide structure of DMPO-
OH was converted to the non-radical form by reaction with
reactive species produced by CAPPJ irradiation as was observed
in the above experiments where the signal intensity of Tempol
decreased by CAPPJ irradiation.

The spin trapping of ‘OH was dependent on irradiation distance;
no signal was observed at more than 3 cm. The relationship
between DMPO-OH formation and irradiation distance was also
reported by Uchiyama et al.'® DMPO-H formation was also
dependent on irradiation distance, and the DMPO-H signal was
observed only at a distance equal to 1 cm or less. This finding
suggests that the "OH and °H radicals formed in the plasma jet
reaches only 3 cm and 1 cm, respectively, from the plasma tip
in our experimental conditions. This length of 3 cm corresponds to
the length of the plasma jet. The difference of the distance-
dependency between DMPO-OH and DMPO-H may be caused by
the difference in the lifetime of "OH and 'H.

In the Fricke dosimeter reaction, oxidation of Fe?* to Fe**
decreased with an increase in the sample volume, and the amount

190

of product after irradiation of the 1.0 ml sample was about 1/5 of
that of the 0.2 ml sample. This finding suggests that the Fricke
dosimeter reaction takes place inhomogeneously only at the
surface of the sample. In experiments of DMPO-OH formation, a
similar relationship on sample volume was observed, which
suggests that *OH formation occurred only at the surface of the
sample. Gorbanev et al.!® suggested that the reactive species
detected in the liquid samples are formed largely in the plasma gas
phase. The results of our experiments with the Fricke dosimeter
solution and DMPO-OH formation support this idea.

The result that the reaction of Tempol reduction and DMPO-
OH formation did not occur at a distance longer than 3 cm was
different from that obtained from the experiment with Fricke
dosimeter solution, where a significant reaction still occurred at a
distance longer than 3 cm. This finding indicates that at the longer
irradiation distance the reactive species for the oxidation of Fe?* in
the Fricke dosimeter solution was different from the species
responsible for the reaction with Tempol and DMPO-OH forma-
tion, which was likely "OH. This means that the helium plasma gas
more than 3 cm away from the plasma jet nozzle contained some
species capable of oxidizing Fe**, but it contained no species
capable of reacting with Tempol. In other words, some species
with a longer lifetime and non-effectiveness for the reaction with
Tempol may exist in the plasma gas, which was responsible for the
oxidation of Fe?*.
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H,0, is not a free radical, and the reactivity is relatively weak
compared to that of other reactive oxygen species. However, H,0,
has an important role in signal transduction in biological systems.
Irradiation of cold atmospheric plasma to aqueous samples
generates H,0, in the liquid phase.>!13% H,0, is a key molecule
responsible for anti-cancer, anti-microbial, and wound-healing
reactions of CAP, but the detailed mechanisms are unknown.
H,0, formation also shows a similar relationship with the Fricke
dosimeter reaction on the irradiation distance between the water
surface and plasma tip nozzle. The peak of the H,0, concentration
was found at an irradiation distance around 2.5-3 cm, and the
concentration gradually decreased over distances longer than
3 cm. However, the concentration of H,0, was still 1/5 of the peak
even at a distance of 6 cm. Because H,0O, can be formed from the
combination of two "OH molecules and the H,0, is stable, the

References

1 Hoffmann C, Berganza C, Zhang J. Cold atmospheric plasma: methods of
production and application in dentistry and oncology. Med Gas Res 2013; 3:
21.

2 Okazaki Y, Wang Y, Tanaka H, et al. Direct exposure of non-equilibrium
atmospheric pressure plasma confers simultaneous oxidative and ultraviolet
modifications in biomolecules. J Clin Biochem Nutr 2014; 55: 207-215.

3 Arndt S, Unger P, Wacker E, ef al. Cold atmospheric plasma (CAP) changes
gene expression of key molecules of the wound healing machinery and
improves wound healing in vitro and in vivo. PLoS One 2013; 8: €79325.

4 Haertel B, von Woedtke, Weltmann KD, Lindequist U. Non-thermal
atmospheric-pressure plasma possible application in wound healing. Biomol
Ther (Seoul) 2014; 22: 477-490.

5 Kang SU, Choi JW, Chang JW, et al. N, non-thermal atmospheric pressure
plasma promotes wound healing in vitro and in vivo: potential modulation of
adhesion molecules and matrix metalloproteinase-9. Exp Darmatol 2017; 26:
163-170.

6 Miyamoto K, Tkehara S, Sakakita H, Ikehara Y. Low temperature plasma
equipment applied on surgical hemostasis and wound healings. J Clin
Biochem Nutr 2017; 60: 25-28.

7 Brun P, Brun P, Vono M, et al. Disinfection of ocular cells and tissues by
atmospheric-pressure cold plasma. PLoS One 2012; 7: €33245.

8 Daeschlein G, Scholz S, Ahmed R, er al. Skin decontamination by low-
temperature atmospheric pressure plasma jet and dielectric barrier discharge

192

H,O, observed in the irradiated water may be derived from H,O,
formed with "OH molecules generated not in the water but in the
plasma jet.

H,0, at an acidic pH oxidizes Fe** to Fe**. The similar relation-
ship of H,O, formation and the reaction of Fricke dosimeter
solution on the irradiation distance suggests that the reaction of
Fricke dosimeter solution by CAPPJ irradiation is mainly caused
by the formation of H,O, by CAPPJ irradiation. We measured
the absorbance change in the Fricke dosimeter solution by
addition of H,O, (Fig. 7). From this result and the formation of
H,0, by CAPPJ irradiation, we calculated the contribution of
H,0, on the absorbance change at 304 nm in the Fricke dosimeter
reaction (Fig. 5C). This estimation suggests that the Fricke
dosimeter reaction observed by irradiation of CAPPJ at an irradia-
tion distance longer than 3 cm occurs mainly because of the
formed H,O, by irradiation.

The findings in this paper suggest that although various reactive
species are produced by CAPPJ, it may be possible to apply
different reactive species selectively to samples by changing the
irradiation distance of CAPPIJ.

Author Contributions

KA designed and supervised the study, obtained the funding,
and drafted the manuscript. TT, TA, SK and RT collected the
data. KT and TT contributed statistical analysis and critical
revision of the manuscript.

Acknowledgments

We thank Dr. Takashi Kondo of the University of Toyama
and Dr. Kenji Ishikawa of Nagoya University for their advice
and help to obtain the CAPPJ apparatus. This work was supported
by JSPS KAKENHI Grant Number JP16K08203 to KA.

Conflict of Interest

We have not received any financial support or other benefits
from commercial sources for the work reported in the manuscript.
None of the authors have financial interests that could create a
potential conflict of interest or the appearance of a conflict of
interest with regard to this work.

plasma. J Hosp Infect 2012; 81: 177-183.

9 Mastanaiah N, Johnson JA, Roy S. Effect of dielectric and liquid on plasma
sterilization using dielectric barrier discharge plasma. PLoS One 2013; 8:
€70840.

10 Mai-Prochnow A, Murphy AB, McLean KM, Kong MG, Ostrikov KK.
Atmospheric pressure plasmas: infection control and bacterial responses. /nt J
Antimicrob Agents 2014; 43: 508-517.

11 Utsumi F, Kajiyama H, Nakamura K, er al. Effect of indirect nonequilibrium
atmospheric pressure plasma on anti-proliferative activity against chronic
chemo-resistant ovarian cancer cells in vitro and in vivo. PLoS One 2013; 8:
e81576.

12 Kajiyama H, Utsumi F, Nakamura K, et al. Future perspective of strategic
non-thermal plasma therapy for cancer treatment. J Clin Biochem Nutr 2017,
60: 33-38.

13 Choi JS, Kim J, Hong Y]J, et al. Evaluation of non-thermal plasma-induced
anticancer effects on human colon cancer cells. Biomed Opt Express 2017; 8:
2649-2659.

14 Nakamura K, Peng Y, Utsumi F, et al. Novel intraperitoneal treatment with
non-thermal plasma-activated medium inhibits metastatic potential of ovarian
cancer cells. Sci Rep 2017; 7: 6085.

15 Gorbanev Y, O'Connell D, Chechik V. Non-thermal plasma in contact with
water: the origin of species. Chem Eur J 2016; 22: 3496-3505.

16 Uchiyama H, Zhao QL, Hassen MA, et al. EPR-spin trapping and flow

doi: 10.3164/jcbn.18-102
©2019 JCBN



18

19

20

cytometric studies of free radicals generated using cold atmospheric argon
plasma and X-ray irradiation in aqueous solutions and intracellular milieu.
PLoS One 2015; 10: e0136956.

Baik KY, Huh YH, Kim YH, et al. The role of free radicals in hemolytic
toxicity induced by atmospheric-pressure plasma jet. Oxid Med Cell Longev
2017;2017: 1289041.

Kaneko T, Sasaki S, Takashima K, Kanzaki M. Gas-liquid interfacial
plasmas producing reactive species for cell membrane permeabilization. J
Clin Biochem Nutr 2017; 60: 3—11.

Yamamoto T, Suzuki N. Measurement of high dose rates by Fricke
dosimeter. Radioisotopes 1982; 31: 148—151 (in Japanese).

Frew JE, Jones P, Scholes G. Spectrophotometric determination of hydrogen

K. Anzai et al.

21

22

23

peroxide and organic hydroperoxides at low concentrations in aqueous
solution. Analyrica Chimica Acta 1983; 155: 139-150.

Moritake T, Tsuboi K, Anzai K, Ozawa T, Ando K, Nose T. ESR spin
trapping of hydroxyl radicals in aqueous solution irradiated with high-LET
carbon-ion beams. Radiat Res 2002; 159: 670-675.

Takeshita K, Saito K, Ueda J, Anzai K, Ozawa T. Kinetic study on ESR
signal decay of nitroxyl radicals, potent redox probes for in vivo ESR
spectroscopy, caused by reactive oxygen species. Biochim Biophys Acta
2002; 1573: 156-164.

Bekeschus S, Kolata J, Winterbourn C, et al. Hydrogen peroxide: a central
player in physical plasma-induced oxidative stress in human blood cells. Free
Radic Res 2014; 48: 542-549.

J. Clin. Biochem. Nutr. | May 2019 | vol. 64 | no.3 | 193
©2019 JCBN



