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ABSTRACT: The aim of this study was to compare the biological effects of helium and ar-
gon plasma in vitro. The cold plasma was generated using a device developed at the Institute
of Applied Physics of the Russian Academy of Sciences (Nizhny Novgorod), which uses
the principle of microwave ionization of the gas flow. We studied the crystallogenic activ-
ity of blood plasma. The description of dehydrated blood plasma samples was performed
morphologically, using a system of visuametric parameters. Main morphometric parameters
for analysis of blood plasma crystallization include crystallizability, structure index, facia
destruction degree, and size of marginal zone. This study allowed us to establish that the
effect of helium and argon in both free and ionized forms on the crystallogenic activity of
blood varies significantly. The effect of cold plasma in general should be described as more
favorable relative to the corresponding nonionized fluxes. At the same time, the most optimal
nature of the reaction of the biological fluid was recorded when using a helium cold plasma.
A specific feature of the helium flow is the suppression of the crystallogenic activity of the
biological fluid, and the argon flow leads to its increase. lonization of gases optimizes the
nature of their influence, moreover, according to the modeling effect, the helium cold plasma
is closest to the control sample.
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I. INTRODUCTION

Cold plasma is known to have numerous physical and biological effects, the significance
of which is currently only beginning to be revealed.' This is evidenced by the rapid
increase in the number of publications devoted to this topic, and they relate not only
to medicine,'? but also, for example, to agriculture,* crop production,”’ and the food
industry.*®? At the same time, the main focus of these studies, regardless of the subject,
is based on the application of various aspects of the antibacterial activity of the factor
under consideration."* ! It, in turn, is associated with initiating the formation of reactive
oxygen and nitrogen species by cold plasma.>!>!3

No less important is the question of the optimal choice of a carrier gas for a
cold plasma, which is proposed by various authors as atmospheric air, helium, or
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argon.>'>1%1¢ In the literature, there is even information about the possibility of using
a polycomponent nitrogen—argon,'” helium—argon,'? and argon—air/argon—oxygen'®
plasma. On the other hand, the influence of the plasma carrier gas on its biological
effects, as well as the features of air, helium, and argon plasma, is not well known,
which makes it difficult to answer this question. 4 priori, it can be assumed that the
nature of the ionized particles in the flame stream has a certain significance in the
implementation of its action on biological objects,>®!3!1%2% and this circumstance is
extremely important for the correct selection of the carrier gas for a specific clinical
or experimental tasks.

In a previously published study, we showed that helium cold plasma significantly
transforms the crystallogenesis of blood serum in vitro, which is additionally accom-
panied by a change in its dielectric properties.?® In addition, we have previously dem-
onstrated the dependence of metabolic shifts in the biological fluid on the time of
exposure to cold plasma.?! At the same time, the effect of the carrier gas on the modu-
lating effect of cold plasma on the crystallization of blood serum has not been studied.
Based on this, the aim of this study was to compare the biological effects of helium
and argon plasma in vitro (for example, the effect on the crystallogenic properties of
blood).

Il. MATERIAL AND METHODS

A. Material and Experiments Description

The study of the biological effects of cold plasma using various carrier gases was
carried out on a stand previously described by the experiment.?® The effect was car-
ried out by direct contact of the plasma torch with the surface of the biological fluid
contained in a plastic tube (the distance between them is 2 to 3 mm). Helium and
argon grade A (99.9% purity) were used as carrier gases. The study material was
whole blood of healthy people (n = 12), and each sample was divided into five por-
tions. The first of them was a control (without manipulation); the second was treated
with a stream of nonionized helium the third was treated with helium cold plasma;
the fourth one was treated with nonionized argon; and the fifth was treated with argon
cold plasma. The cold plasma was generated using a device developed at the Institute
of Applied Physics of the Russian Academy of Sciences (Nizhny Novgorod), which
uses the principle of microwave ionization of the gas flow, previously described by
us.?! The temperature of the weakly ionized gas jet was 32°C, and the average power
of the source did not exceed 20 W. The distance from the end of the plasma torch to
the surface of the biological fluid was 1.0 to 1.5 cm. The duration of the treatment was
1 minute, and the exposure after its completion was 15 minutes. In order to study the
potential participation of the thermal factor in the implementation of the effects of
cold plasma and to correctly calculate the crystalloscopic parameters of the biological
medium, the temperature of the blood sample was estimated using a portable infrared
thermometer (Fluke 59 Max+).
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B. Preparation of Blood Samples

After exposure, the blood samples were centrifuged according to the standard procedure
(1500 rpm, 20 min), isolating the blood plasma. The resulting plasma of each sample
was applied in the form of drops (volume, 50 pL) on a previously cleaned slide. After
that, free (without thermal stimulation) dehydration of the drops was provided for 24
hours.

C. Estimation of Crystallogenic Properties of Blood Samples

To conduct a crystalloscopic study, all samples of biological fluid were centrifuged ac-
cording to the standard method until plasma was obtained. Then we studied the intrinsic
crystallogenic activity of blood plasma by classical crystalloscopy.?'>* The description
of dehydrated blood plasma samples, called facia, was performed morphologically and
using a system of visuametric (visuametry is a method of morphometrically describing
crystallization effects with visual noninstrumental criteria) parameters that characterize
the qualitative and quantitative aspects of the process of crystallization of the biologi-
cal medium. Main morphometric parameters for analysis of blood plasma crystallization
include crystallizability, structure index, facia destruction degree, and size of marginal
zone.?" 2 All these parameters are calculated in direct four-points scale. Crystallizability
is characterizing the density of crystals in dried specimens (defined as less than 10; 10
to 20; 20 to 30, and more than 30 crystal structures in the field of view for 0, 1, 2, and 3
points, respectively). Structure index is used to estimate the complexity of the resulting
crystal elements. The presence of only amorphous structures corresponds to 0 points
of structure index, the presence of single crystals is 1 point, the combination of single
crystals and dendrites is 2 points, and the formation of numerous dendritic elements is 3
points, respectively. Facia destruction degree is an integral indicator that characterizes
the “correctness” of the structure formation of crystal elements. When crystals of an ideal
shape form, which do not have any signs of destruction, 0 points are fixed. The presence
of minimal signs of crystal destruction without a significant violation of their shape is
treated as 1 point. Significant destruction of crystals with the possibility of unambiguous
determination of their shape is estimated as 2 points. Total destruction of crystalline ele-
ments in a dried sample without the possibility of distinguishing their shape is regarded
as 3 points. The size of marginal zone describes the size of the marginal protein belt of
the facias. If this belt is completely or almost completely absent, the parameter value is
0 points. The minimum severity of this zone (no more than 1/5 of the facias radius) cor-
responds to 1 point. A wide marginal belt (1/5 to 1/3 of the facias radius) is considered 2
points, and the maximum wide one (more than 1/3 of the radius) is 3 points.

D. Ethic Approval

This study was approved by Local Ethic Committee of Privolzhsky Research Medical
University (04/2018).
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E. Statistics

The obtained data was processed statistically in the software package Statistica 6.1 for
Windows. The normality of the distribution of parameter values was evaluated using the
Shapiro-Wilk test. Accounting for the nature of the attribute distribution, the Kraskal—
Wallace H test was used to assess the statistical significance of differences.

lll. RESULTS

Based on the conducted studies, the studied physical factors specifically transformed the
crystalloscopic picture of the biological fluid. The example shown in Fig. 1A shows that
the blood plasma facias of an intact sample have a uniform texture and relatively regular

FIG. 1: Crystalloscopic facias of blood plasma in control (without any manipulations) after
I-minute treatment (light microscopy; x60): (A) control (intact) blood specimen; (B) blood pro-
cessing with helium flow; (C) blood processing with helium cold plasma; (D) blood processing
with argon flow; (E) blood processing with argon cold plasma
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radial faults and fairly well-defined zones. A wide marginal zone is especially clear in
the micropreparation. In addition, a small number of single crystal elements and small
cracks, including three-point beam ones, are found in the facias.

Examples of crystallograms in the treatment of blood with ionized and nonionized
helium and argon streams are shown in Fig. 1B—1E. It was found that the features of the
crystallization of blood plasma pretreated with helium flow, compared with the control
sample, are a moderate decrease in the density of crystal structures, chaotic faults pres-
ent in all facias zones, and a narrowing of the edge belt of the micropreparation (see Fig.
1B). This indirectly indicates the negative influence of this factor on the physical and
chemical properties of the biological fluid.

In contrast, the use of nonionized argon flow yields increased density of single crys-
tals in facias blood plasma without their complications (no dendritic structures), re-
ducing the number of faults (the formation of a single girdling faults), and significant
reduction in the size of the boundary zone (see Fig. 1D). All this points to significant
negative changes in the physical and chemical parameters of the biological fluid, includ-
ing the destabilization of its proteome.

A fundamentally different character of structurization was found for cold plasma,
and there are features of specificity due to the carrier gas used. Thus, the most optimal
variant of facias was observed when blood was treated with cold helium plasma (see
Fig. 1C). In this case, the density of the structural elements represented exclusively by
single crystals was comparable to the control sample. In addition, in these facias, the
degree of destruction of the elements was moderate, and the marginal protein zone was
well defined but comparable to blood samples treated with nonionized helium.

Significant features were found in dried blood plasma droplets exposed to argon
cold plasma (see Fig. 1E). They showed complicated structural elements of the facias
(the appearance of a moderate number of dendritic crystals) but maintained their density.
At the same time, the degree of destruction of the elements was significantly lower both
in comparison with the control sample and the facias of blood plasma treated with non-
ionized argon. In addition, the use of argon cold plasma contributed to the expansion of
the marginal protein belt in dried drops of biological fluid.

Based on the presented pictures, it can be concluded that all the considered effects
specifically transform the crystallogenic activity of blood plasma.

The data of the morphological analysis of the crystallograms are fully consistent
with the results of their criterion evaluation. Thus, treatment of blood samples with
nonionized helium and argon significantly changes the level of the main quantitative
indicator, crystallizability, which reflects the density of the distribution of structural ele-
ments over the facias texture (Fig. 2). Interestingly, helium has a moderate inhibitory
effect (1.19 times; p < 0.05), whereas argon exposure significantly increases crystal-
lizability (1.58 times; p < 0.05). The ionization of each of the considered gas flows
significantly transforms the nature of their influence on the crystallogenic activity of the
biological fluid. In particular, the use of helium cold plasma, in contrast to nonionized
helium, retains the crystallizability value at the level characteristic of the control sample,
which was not manipulated in any way. Argon ionization also shows that the parameter
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FIG. 2: Crystallizability (Cr, points) in facias of human blood plasma in control and after 1-min-
ute treatment with different exposures (He, helium; He-CP, helium cold plasma; Ar, argon;
Ar-CP, argon cold plasma) (*statistical significance of differences relative to the control sample,
p <0.05). The values of the parameters were calculated by visual morphometry of dried samples
of biological liquid.

approaches physiological values, while remaining statistically indistinguishable from
the control. At the same time, the parameter level is lower than when using helium
plasma (by 11.1 %; p <0.05).

Such a variability study of the influence of gas flow is observed in the structure
index that reflects the complexity of the resulting crystal structures (Fig. 3). After treat-
ment of blood for 1 minute with helium in nonionized form, the level of the structure
index is significantly reduced compared with the control sample (—=39.2%; p < 0.05),
indicating the inhibition of crystallization under the action of this factor. This is fully
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FIG. 3: Structure index (SI, points) in facias of human blood plasma in control and after 1-minute
treatment with different exposures (He, helium; He-CP, helium cold plasma; Ar, argon; Ar-CP,
argon cold plasma) (*statistical significance of differences relative to the control sample, p <
0.05). The values of the parameters were calculated by visual morphometry of dried samples of
biological liquid.
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consistent with the change in crystallizability relative to the control. On the contrary,
when using nonionized argon, the structure index does not change, which (in combina-
tion with the dynamics of crystallizability) indicates only quantitative rearrangements of
the crystallogenic properties of the biological fluid under this influence.

Ionization of gas flows, as in the case of crystallizability, has a significant effect
on the nature of shifts in the structure index (see Fig. 3). Thus, the cold helium plasma
does not cause a significant change in the parameter value, wheras the argon plasma
contributes to a moderate increase in its value (13.0%; p < 0.05 relative to the control
sample). This further characterizes the specificity of the influence of the factors under
consideration. At the same time, the use of helium plasma eliminates the inhibitory ef-
fect recorded when using nonionized helium. On the contrary, argon ionization takes the
structure index out of the physiological range.

An important parameter that integrally characterizes the crystallogenic activity of a
biological fluid is the facia destruction degree (Fig. 4). It was found that both nonionized
gas flows significantly and almost equally lead to an increase in the level of the param-
eter (by 59.5% and 51.4% for helium and argon, respectively; p < 0.05 for both cases).
This indicates the negative nature of the influence of both factors on the crystallogenic
properties of blood plasma and, consequently, its physical and chemical parameters and
component composition. lonization of gases significantly transforms the effect of their
action on the destruction degree of plasma facias. In particular, when using helium cold
plasma, the indicator becomes indistinguishable from the level of the control sample,
whereas when treating blood with argon cold plasma, an extremely pronounced de-
crease in the parameter value was noted (by 2.32 times relative to the sample with which
no manipulations were performed; p < 0.05). This indicates the optimal effect of the
helium cold plasma on the biological object under consideration.
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FIG. 4: Facia destruction degree (FDD, points) in facias of human blood plasma in control and
after 1-minute treatment with different exposures (He, helium; He-CP, helium cold plasma; Ar,
argon; Ar-CP, argon cold plasma) (*statistical significance of differences relative to the control
sample, p < 0.05). The values of the parameters were calculated by visual morphometry of dried
samples of biological liquid.
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Finally, the fourth main evaluation parameter (the size of marginal zone of biologi-
cal fluid facia) shows the extent and condition of the protein component of the biological
fluid. It also recorded substantial variation in the studied impacts (Fig. 5). Helium and
argon in nonionized form moderately reduced the number, and severity of this effect is
higher in argon (—13.7% versus —27.3%, respectively; p < 0.05 for both factors). This
indicates a greater optimality of the effect of helium on the blood proteome. Helium
cold plasma did not change the size of the marginal zone of blood plasma facias rela-
tive to nonionized helium. At the same time, the parameter level in this case remained
moderately lower than that detected for control samples (p < 0.05). This fact indirectly
indicates an insignificant effect of the helium plasma on the protein component of the
biological fluid.

On the contrary, the use of argon cold plasma in the treatment significantly ex-
panded the size of the marginal belt of blood plasma facias (see Fig. 4), and the value
of the corresponding indicator increased significantly in comparison with argon in the
nonionized form (by 1.56 times; p < 0.05). It should be noted that the parameter value in
these samples is also higher relative to the control (by 13.7%; p < 0.05). This indicates
a distinct rearrangement of the blood plasma proteome under the action of argon cold
plasma.

IV. DISCUSSION

The problem of choosing the optimal carrier gas for cold plasma is currently quite acute.
The possibility and prospects of using atmospheric air, helium, and argon for this pur-
pose are actively discussed in the literature.>*!>!” At the same time, each of them po-
tentially has its own characteristics and can be useful for specific cases. Meanwhile, a
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FIG. 5: Size of marginal zone (MB, points) in facias of human blood plasma in control and after
I-minute treatment with different exposures (He, helium; He-CP, helium cold plasma; Ar, argon;
Ar-CP, argon cold plasma) (*statistical significance of differences relative to the control sample,
p <0.05). The values of the parameters were calculated by visual morphometry of dried samples
of biological liquid.
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comparative analysis of the biological effects of individual cold plasma carrier gases is
still present only in a few studies.'>"> Therefore, in our study, the task was set to compare
their actions on a simple model biological object—human whole blood samples—in in
vitro experiments.

According to the morphological analysis of facias and its morphometric assessment,
blood treatment with nonionized helium flow has an adverse effect on the nature of de-
hydration structuring of the biological fluid. This is manifested in a significant inhibition
of its crystallogenesis both in quantitative (crystallizability) and qualitative (structure
index) indicators. In addition, in this case, there was a significant increase in the sever-
ity of destructive changes in the crystal structures of the facias, as well as a decrease in
the size of the marginal zone is concentrating the protein component of the biological
fluid.?>>* As shown by a number of studies, the effect of gas flows and cold plasma on
biological objects (in particular, isolated cells) is associated with increased generation of
reactive oxygen and nitrogen species.!>!>182025 In our previous experiments using iron-
induced biochemiluminescence, the severity of free radical processes and the state of
the antioxidant system directly depended on the exposure time to cold plasma.?' Taking
this into account, we assume that under the used mode of application of the helium flow,
oxidative stress is realized in the blood samples, which leads to the detected shifts in
their crystallogenic properties.*®

A similar negative effect was observed for nonionized argon. Under the influence of
this factor, there was an activation of plasma crystallogenesis associated with an increase
in the density of structural elements without their complication. Such changes in dehy-
dration structurization should be regarded as unfavorable, since they are accompanied
by a pronounced increase in the degree of destruction of the facias in comparison with
the control sample. In addition, the use of argon causes a significant narrowing of the
edge zone, which indicates a decrease in the concentration of protein macromolecules of
the native conformation and structure.?>* These features, as in the case of blood treat-
ment, suggest the formation of argon-induced oxidative stress in the biological fluid.

The effect of cold plasma in general should be described as more favorable relative
to the corresponding nonionized fluxes. At the same time, the most optimal nature of the
reaction of the biological fluid was recorded when using a helium cold plasma. Under
the influence of this factor, the density of crystal elements and the complexity of their
structure practically do not differ from the control sample. When treated with helium
plasma, there is also no increase in the facia destruction degree, and the marginal protein
zone decreases only moderately. These facts indicate that the concentration of reactive
oxygen species induced by the considered exposure remains in the physiological range.

Finally, argon cold plasma demonstrates specific features of blood plasma crystallo-
genesis modulation. They are manifested in the formation of single dendritic structures
in combination with single crystals, but their total density remains at the level of the
control sample. At the same time, the facias destruction degree the under this influence
is detected even at lower values than in an intact sample. In addition, in dried drops of
blood plasma treated with argon cold plasma, an increased size of the marginal zone
was recorded, but in this case it is represented by numerous crystallization belts. This
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circumstance, according to some authors***” and the results of our previous studies,>*
can negatively characterize the influence of the factor, since it can act as an indirect sign
of nitrosative stress.

Thus, the use of the crystalloscopic test made it possible to verify the specific ac-
tions of ionized and nonionized gas flows of helium and argon on the biological system
(for example, human whole blood).

V. CONCLUSIONS

The conducted studies allowed us to establish that the effect of helium and argon in
both free and ionized forms on the crystallogenic activity of blood varies significantly.
At the same time, the treatment of blood with streams of nonionized helium and argon
has a negative effect on the dehydration structurization of blood plasma, leading to
a pronounced increase in the degree of destruction of elements and narrowing of the
marginal zone of the dried specimen (facia). A specific feature of the helium flow is the
suppression of the crystallogenic activity of the biological fluid, and the argon flow leads
to its increase. lonization of gases optimizes the nature of their influence, moreover, ac-
cording to the modeling effect, the helium cold plasma is closest to the control sample.
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