N
N

N

HAL

open science

Effects of low temperature plasmas and plasma activated
waters on Arabidopsis thaliana germination and growth
Maxime Bafoil, Achraf Jemmat, Yves Martinez, Nofel Merbahi, Olivier Eichwald,
Christophe Dunand, Mohammed Yousfi

» To cite this version:

Maxime Bafoil, Achraf Jemmat, Yves Martinez, Nofel Merbahi, Olivier Eichwald, et al.. Effects of low tem-
perature plasmas and plasma activated waters on Arabidopsis thaliana germination and growth. PLoS ONE,

2018, 13 (4), pp.e0195512. <{10.1371/journal.pone.0195512). <hal-03623518)

HAL Id: hal-03623518
https://ut3-toulouseinp.hal.science/hal-03623518v1

Submitted on 29 Mar 2022

HAL is a multi-disciplinary open access archive
for the deposit and dissemination of scientific re-
search documents, whether they are published or not.
The documents may come from teaching and research
institutions in France or abroad, or from public or pri-
vate research centers.

L’archive ouverte pluridisciplinaire HAL, est des-
tinée au dépot et a la diffusion de documents scien-
tifiques de niveau recherche, publiés ou non, émanant
des établissements d’enseignement et de recherche
francais ou étrangers, des laboratoires publics ou
privés.

Au‘to'flizition
HAL Authorization


https://ut3-toulouseinp.hal.science/hal-03623518v1
https://about.hal.science/hal-authorisation-v1/
https://about.hal.science/hal-authorisation-v1/
https://hal.archives-ouvertes.fr

@° PLOS | ONE

Check for
updates

G OPENACCESS

Citation: Bafoil M, Jemmat A, Martinez Y, Merbahi
N, Eichwald O, Dunand C, et al. (2018) Effects of
low temperature plasmas and plasma activated
waters on Arabidopsis thaliana germination and
growth. PLoS ONE 13(4): e0195512. https:/doi.
org/10.1371/journal.pone.0195512

Editor: Tobias Isaac Baskin, University of
Massachusetts Amherst, UNITED STATES

Received: September 29, 2017
Accepted: March 23, 2018
Published: April 9, 2018

Copyright: © 2018 Bafoil et al. This is an open
access article distributed under the terms of the
Creative Commons Attribution License, which
permits unrestricted use, distribution, and
reproduction in any medium, provided the original
author and source are credited.

Data Availability Statement: All relevant data are
within the paper and its Supporting Information
files.

Funding: University Paul Sabatier Toulouse CNRS

Competing interests: The authors have declared
that no competing interests exist.

RESEARCH ARTICLE

Effects of low temperature plasmas and
plasma activated waters on Arabidopsis
thaliana germination and growth

Maxime Bafoil'?®, Achraf Jemmat">*%, Yves Martinez®, Nofel Merbahi', Olivier Eichwald’,
Christophe Dunand?*, Mohammed Yousfi' *

1 LAPLACE, UMR CNRS 5213, Université Paul Sabatier, Toulouse, France, 2 Laboratoire de Recherche en
Sciences Végétales, Université de Toulouse, CNRS, UPS, Auzeville, Castanet Tolosan, France,

3 Fédération de Recherche 3450, Plateforme Imagerie, Pdle de Biotechnologie Végétale, Castanet-Tolosan,
France

® These authors contributed equally to this work.

o Current address: Institute for Botany and Molecular Genetics, Bioeconomy Science Center, RWTH Aachen
University, Aachen, Germany

* yousfi@laplace.univ-tlse.fr (MY); dunand @Irsv.ups-tlse.fr (CD)

Abstract

Two plasma devices at atmospheric pressure (air dielectric barrier discharge and helium
plasma jet) have been used to study the early germination of Arabidopsis thaliana seeds
during the first days. Then, plasma activated waters are used during the later stage of plant
development and growth until 42 days. The effects on both testa and endospserm ruptures
during the germination stage are significant in the case of air plasma due to its higher energy
and efficiency of producing reactive oxygen species than the case of helium plasma. The lat-
ter has shown distinct effects only for testa rupture. Analysis of germination stimulations are
based on specific stainings for reactive oxygen species production, peroxidase activity and
also membrane permeability tests. Furthermore, scanning electron microscopy (SEM) has
shown a smoother seed surface for air plasma treated seeds that can explain the plasma
induced-germination. During the growth stage, plants were watered using 4 kinds of water
(tap and deionized waters activated or not by the low temperature plasma jet). With regards
to other water kinds, the characterization of the tap water has shown a larger conductivity,
acidity and concentration of reactive nitrogen and oxygen species. Only the tap water acti-
vated by the plasma jet has shown a significant effect on the plant growth. This effect could
be correlated to reactive nitrogen species such as nitrite/nitrate species present in plasma
activated tap water.

Introduction

Low temperature plasmas are initially composed by a background gas medium subjected to an
electric or electromagnetic stress that allows to initial seed electrons (naturally present in the
gas medium) to store energy high enough to undergo many inelastic processes with atoms or

PLOS ONE | https://doi.org/10.1371/journal.pone.0195512  April 9, 2018

1/16


https://doi.org/10.1371/journal.pone.0195512
http://crossmark.crossref.org/dialog/?doi=10.1371/journal.pone.0195512&domain=pdf&date_stamp=2018-04-09
http://crossmark.crossref.org/dialog/?doi=10.1371/journal.pone.0195512&domain=pdf&date_stamp=2018-04-09
http://crossmark.crossref.org/dialog/?doi=10.1371/journal.pone.0195512&domain=pdf&date_stamp=2018-04-09
http://crossmark.crossref.org/dialog/?doi=10.1371/journal.pone.0195512&domain=pdf&date_stamp=2018-04-09
http://crossmark.crossref.org/dialog/?doi=10.1371/journal.pone.0195512&domain=pdf&date_stamp=2018-04-09
http://crossmark.crossref.org/dialog/?doi=10.1371/journal.pone.0195512&domain=pdf&date_stamp=2018-04-09
https://doi.org/10.1371/journal.pone.0195512
https://doi.org/10.1371/journal.pone.0195512
http://creativecommons.org/licenses/by/4.0/

o @
@ : PLOS | ONE Effects of low temperature plasmas and plasma activated waters on Arabidopsis thaliana germination and growth

molecules of the background gas. Those inelastic ionization or dissociation or excitation colli-
sions due to the energetic electrons lead to the creation of new plasma species as radicals, ions,
long-lived excited species, neutral byproducts, photons and even electric field self-induced by
the space charges present in the plasma. The physico-chemical properties of these active
plasma species are exploited in many fields as for instance biomedical and plant biology.

Indeed, most research on the effects of plasmas on organisms began about a decade ago and
has been conducted by physicists as well as by biologists. Systems studied include, for instance,
wound healing or malignant cell inactivation (e.g. [1-3] and the references given therein).
Prior to these investigations in this “plasma medicine” field, there is a long list of research
devoted to sterilization and decontamination of surfaces based on the bactericide properties of
low temperature plasmas. Most of this literature is devoted to the inactivation of planktonic
microorganisms [4, 5] and some to biofilm removal [6, 7]. There is also research in the field of
engineering of biomaterial and tissues exploiting, for instance, the ability of low temperature
plasmas to change the surface properties and to functionalize surfaces [8, 9]. There are also
studies in the field of plasma gene transfection which is promising for applications in regenera-
tive medicine and/or gene therapy [10, 11].

However, the use of low temperature plasmas in the field of plant biology has been less
investigated than in the biomedical field. The first studies date back to the 1990s where a pat-
ented glow discharge device using different gases at low pressure (O, and N,-O, mixtures)
stimulated the germination and the growth of soybean seeds [12]. This was followed by a few
studies devoted to plasma treatments of for instance the stimulation of germination of certain
grain crops by using a low pressure direct-current and pulsed glow air discharges [13,14].
Another study demonstrated that low pressure helium radio-frequency discharge induces
growth of tomato seeds and resistance to tomato wilt (a bacterial disease) after harvest [15].
There are also recent investigations on the effect of two nano-pulsed electric discharge devices
on the stimulation of germination of brown mustard seeds [16]. In fact, seeds from various
species (maize, oat, wheat, radish, tomato, bean, lentil, sunflower, honey clover and soy, etc.)
were already studied up to now using different plasma setups (radio-frequency discharges,
microwave discharges, gliding discharges, surface discharges, etc.) at low or atmospheric pres-
sures using various gas compositions (Air, Ar, He, O,, or mixtures of part of them, etc.). How-
ever, only a very few of them are devoted to analysis on the plasma effects and the action
mechanisms at the cellular level (see e.g. [17]).

Thus, even though low temperature plasmas commonly enhance germination and plant
growth, the mechanism for this effect remains largely unexplored.

Here, we use Arabidopsis thaliana, a plant model for many years, to continue a previous
studies on how low temperature plasmas affect germination that allowed us more particularly
to select the plasma devices and the seed exposure times [18]. Here, we compare two plasma
devices: (i) a helium plasma jet setup [19] and (ii) a floating electrode dielectric barrier dis-
charge in ambient air [20] both powered by a pulsed high voltage generator.

It is noteworthy that seeds have generally important resistant structures necessary to ensure
the transition between two successive generations. The formation of mature seed of A. thaliana
takes about twenty days following fertilization. Seeds comprise three principal tissues that are,
starting from outside to inside: (i) the testa or the seed coat; (ii) the endosperm, which is
divided in 3 parts: the peripheral, the chalazal, and the micropylar endosperm, the last being
adjacent to the radicle and; (iii) the embryo, enclosed by the two first envelopes, which com-
prises hypocoyl, cotyledon, and radicle [21].

Furthermore, plants produce endogenous reactive oxygen species such as hydrogen perox-
ide, superoxide, hydroxyl radicals, constitutively throughout their lives. Reactive oxygen spe-
cies have a dual role and a dose-dependent effect [22]. At high concentrations, these species
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have an important oxidizing power and harm the development of the plant [15]. However,
with a lower concentration, reactive oxygen species act as secondary messengers within the
plant [23]. They are also involved in the regulation of A. thaliana seed dormancy [24] and in
the breakdown of embryonic cell layers, such as testa rupture and endosperm rupture [25, 26].
It is noteworthy that the plants possess a battery of enzymes to achieve homeostasis for reactive
oxygen species [22]. Class III peroxidases are part of these proteins; they can oxidize various
phenolic compounds in presence of hydrogen peroxide and also regulated hydrogen peroxide
concentration [27]. Class III peroxidases and hydrogen peroxide are co-localized in the testa
and endosperm prior to rupture of these two envelopes [28]. More specifically, class III peroxi-
dases are located at the periphery of the cells. The enzymatic activity of these proteins could
play a role in the breakdown of the two cell envelopes to facilitate the radicle protrusion [29].

The present work consists of performing germination assays to confirm a positive plasma
effect, and more precisely, the effects of plasma on the testa rupture and endosperm rupture
since they are the two protective layers of the plant embryo. In addition, in order to study the
long-term effect of plasma on plant development and growth, plasma-activated water is used
as the source of water.

To access plasma-induced germination and effects of plasma-activated water on plant
growth, we analyzed of reactive oxygen species and peroxidase activity based on colorimetric
tests and we also analyzed seed membrane permeability. We used scanning electron micros-
copy (SEM) to underline the change on the seed surface after plasma treatment. Furthermore,
to emphasize the role of long-lived aqueous reactive species on plant growth, we determined
concentrations of protons, hydrogen peroxide, reactive nitrogen species and also conductivity
of plasma-activated waters by using either distilled water or tap water.

Materials and methods
Plant material and biological assays

Arabidopsis thaliana (L.) Heynh of the Columbia ecotype (Col) was used throughout. For each
germination test, between 150 seeds to 300 seeds were exposed to the low temperature plasmas.
Germination assays were performed after the plasma exposure at various times t; ranging from
immediately at time t, to times t, = 2 days, t; = 7 days and ty = 9 days. Culture took place in 35
mm diameter Petri dishes containing Whatman paper circles (3 MM Chr Chromatography
Paper: Medium thickness: 0.34 mm). The paper was soaked with 0.5 mL of distilled water,
with the exception of boxes containing plasma-activated water or non-activated water. The
boxes were sealed with ANAPORE surgical tape. Germination took place in a culture chamber
under controlled conditions (40% humidity, temperature 22°C/20°C, photoperiod 16 h/8 h).
The germination was analyzed 24 h and 40 h after imbibition. The Petri dishes were observed
at the Toulouse imaging platform by using a Zeiss Axiozoom V16 stereomicroscope and the
pictures were taken using a Zeiss HRC colour camera. Germination stages were distinguished,
as follows: (i) the absence of rupture, (ii) testa rupture and (iii) endosperm rupture. Six to nine
hundred seeds from two technical replicates and from three independent biological experi-
ments were analyzed for each condition.

To measure the effect of the plasma-activated water on development, 40 A. thaliana plants
were sown and cultivated in a growth room (75% humidity, temperature 24°C/20 °C, photope-
riod 16 h/8 h). These plants were arbitrarily divided into four groups so that each one was
watered with a particular kind of water: plasma activated distilled water, non-activated distilled
water, plasma activated tap water and non-activated tap water. Watering was performed every
2 days using controlled volumes. The volume for watering was increased as plants develop
(from 10 to 30 mL per week). Pictures of each plant were taken at regular intervals in order to
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perform phenotypic analysis (the number of leaves, the leaf area and the rosette diameter). Ten
plants per assay were analyzed and this experiment was performed twice independently.

Reactive oxygen species and nitrate quantifications; class III peroxidase
activity and mucilage detection

Potassium permanganate (KMnOy,, Sigma Aldrich and Saint-Quentin Fallavier, France) was
used to quantify the concentration of hydrogen peroxide generated in the plasma-activated
water. The assay of 1 mL of water or plasma-activated water was titrated with 20 mM of potas-
sium permanganate and the staining was quantified thanks to the change of colour to the
equivalence solution. Colour change occurred when concentration equivalence was reached
between hydrogen peroxide and potassium permanganate.

Nitro Blue tetrazolium chloride (NBT, Sigma-Aldrich) was used to detect in the seeds the
presence of superoxide ion. The seeds were covered with a 2 mM aqueous solution and incu-
bated for 30 min at room temperature in the dark. A blue colour appears at the surface of the
seeds when superoxide ion is present [30].

To detect the amount of nitrate in water, 1-phenol-2,4-disulfonic acid (25% CsHgO-S, in
sulfuric acid, Sordalab, Etampes, France) was used. The assay was carried out in a 96-well plate
using 100 pL of 10X-concentrated sample in a final volume of 200 pL containing phenol-disul-
fonic acid and NaOH at 10 M (to obtain a basic medium). Absorbance was quantified at 405
nm.

To observe the activity of peroxidases, seeds were incubated at room temperature during 30
min in the dark in 1 mL of 200 mM phosphate buffer, pH 6.1, containing 0.125% guaiacol
(Fluka-Sigma-Aldrich, Steinheim, Switzerland) and 150 pL of 11 mM hydrogen peroxide. The
oxidation of the guaiacol by the peroxidase releases a brown precipitate.

Mucilage released by the seed was observed after incubation of the treated and control
seeds with a solution of 0.2% ruthenium red (Sigma-Aldrich).

The pictures for the 3,3'-diaminobenzidine (DAB) staining, class III peroxidase activity and
released mucilage were taken without seed checking to avoid the dispersion of the non-adher-
ent mucilage layer by using a Zeiss Axiozoom V16 stereomicroscope and a Zeiss HRC colour
camera.

Membrane permeability test

The seed permeability assay was performed using 2,3-5 triphenyltetrazolium chloride (Tetra-
zolium red, Sigma Aldrich) that has the property to be reduced when it crosses the plasma
membrane and form formazan, a red precipitate. Control seeds and seeds treated with the low
temperature plasmas were incubated with a solution of 1% tetrazolium red for 40 h at 28°C.
The seeds were rinsed with distilled water and ground in 1.5 mL of 95% ethanol. After centri-
fugation at 3500 rpm for 3 min, the formazan contained in the supernatant was assessed by
measuring absorbance at 492 nm.

Scanning electron microscopy (SEM)

The surface morphology and integrity of seeds were observed with SEM. Three independent
batches involving treated and non-treated seeds were prepared. Each sample of 30 seeds was
affixed to the surface of an aluminum stub with double-sided carbon tape and sputter coated
with ~10 nm of platinum. SEM was carried out on a Quanta 250 FEG (FEI Company) at 5 kV
acceleration voltage, a spot size of 3.0 and, a pressure of 3.50 x 10™* Pa.
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Statistical analysis

Image processing was performed using Image]J version 1.46r [31]. The results were analyzed
statistically using software R studio version 1.0.136 (cran.r-project.org). Student’s tests and
Wilcoxon tests were carried out to verify the normality of the results and the possible differ-
ences of the plasma effects between the different plasma treatments.

Low temperature plasma devices for seed treatment and water activation

For this study, two devices were used to generate low temperature plasmas generated at atmo-
spheric pressure. The first device generates a plasma jet through a glass tube crossed by helium
gas flow at atmospheric pressure [19]. This helium plasma jet launched in ambient air was
used in both direct seed treatment and the water activation (Fig 1A). The second device is a
dielectric barrier discharge generated in ambient air without rare gases and uses the seeds as a
floating electrode [20] (Fig 1B). We refer to it here as: floating electrode dielectric-barrier dis-
charge (FE-DBD).

The parameters of the pulsed power supply used to generate these two low temperature
plasmas are 10 kV for the voltage, 9.7 kHz for the frequency and 1 ps for the pulse duration.

In the case of the plasma jet, the helium (with 4.5 for purity) was injected at 3 L min™'
through a glass tube (4 mm inner diameter). The distance between the tube outlet and the
treated target (either seeds or water) was fixed at 2 cm.

Two types of treatment were performed with the helium plasma jet.
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Fig 1. Different plasma devices. A. Schematic view of the helium plasma jet device on the right side and picture during the generation of plasma
activated water inside a glass beaker using the helium plasma jet and a magnetic stirrer. B. Schematic view of the floating electrode-dielectric barrier
discharges (FE-DBD) in air showing the powered electrode covered by glass (in blue colour) with seeds in ambient air plasma above the lamella (right
side) and picture displaying the air plasma over the glass lamella.

https://doi.org/10.1371/journal.pone.0195512.g001
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1. For the direct treatment, 200 to 300 A. thaliana seeds are placed in a specific Eppendorf
tube with a round bottom. The seeds were stirred half way through the exposure time to
ensure a better homogeneity of the plasma treatment. A control test was carried out with a
plasma-free helium flow. The optimal exposure time of 15 min was based on previous work
[18].

2. For the water activation by the plasma jet, 30 mL of water, inside a beaker with magnetic
stirring, were exposed to the plasma jet for 15 min. This activates distilled water (PAW,04)
and tap water (PAW,,;). To reduce experimental bias, the water volume needed for the 5
weeks involving germination and plant growth was set aside and stored at 4°C in a large
bottle at the initial time t,. Then the required water volume per week (from 150 to 300 mL)
was activated by the helium plasma jet at the beginning of each week. Controls with non-
activated water were also executed. The plasma-activated water was stored at 4 “C in the
dark to avoid the loss of reactive nitrogen and oxygen species.

In the case of the floating electrode dielectric-barrier discharge setup, the plasma formation
is substantially different from the helium plasma jet since the plasma is generated directly in
ambient air without using rare gases. The cylindrical high-voltage electrode, 8 mm in diameter,
is covered by a glass dielectric with practically 8 mm for the inner diameter (Fig 1B). The
grounded electrode is a thin glass plate (1 mm thickness) on which the seeds are placed. Six
hundred to 800 A. thaliana seeds arranged on this glass plate in a circular manner (diameter of
about 8 mm), are directly exposed to the air plasma action. The generated plasma species (radi-
cals, excited, charged particles and photons) with the associated space charge electric field nec-
essarily leads to a better plasma energy and efficiency than the case of helium plasma jet setup
[20].

Results
Low temperature plasmas stimulate A. thaliana germination

Here we tested the effects of Arabidopsis thaliana germination rate of direct plasma treatment
(helium plasma jet and air FE-DBD) and the indirect plasma actions (plasma activated tap and
deionized waters). The seed germination rates were first determined for imbibition immedi-
ately after the plasma treatment (at time labelled t;). Seeds treated with the air plasma had a
significant increase of testa rupture and endosperm rupture 24 h and after imbibition when
compared to the non-treated seeds (Fig 2). For the helium plasma jet, the only significant effect
was observed 24 h after imbibition with an increase of the testa rupture (p-value = 0.01068).
No significant effect was observed when the seeds were imbibibed with any of the plasma acti-
vated waters (Fig 2).

To determine whether the plasma treatment effect was retained, we assayed germination
when imbibition followed the plasma treatment by 2, 7, or 9 days. As the air plasma effect
appeared to be the strongest with immediate imbibition, the air plasma device was used for
this test.

We assayed testa rupture at 24 h (Fig 3A) and 40 h (Fig 3B) and endosperm rupture after 40
h. For testa rupture at 24 h, the plasma treated increased the incidence of rupture from 1% or
2% in the controls to about 5%. The effect was highly significant with imbibition immediately
after plasma treatment and became less so as time increased between plasma treatment and
imbibition, although this lessened significance appeared to result from greater variability in
the samples, both control and plasma-treated. At 40 h after imbibition, the plasma treatment
increased the incidence of testa rupture from around 95% to nearly 100%, with the effect
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Fig 2. Direct and indirect plasma effects on germination rate of Arabidopsis thaliana seeds. The boxplots show the
effects of different applied plasmas on the testa rupture. Observations are made on four independent assays at t0+24h.
Six hundred seeds are counted for each batch. Wilcoxon test has been used for the significance between the means, the
p-value is: * < 0.05; ***<0.002 (For data see S1 Fig).

https://doi.org/10.1371/journal.pone.0195512.9002

becomes less clear with a 9 days interval again owing to the variability among the seeds (Fig
3B). These trends were confirmed by scoring endosperm rupture (Fig 3C).

Finally, Figs 2 and 3 show an increase of testa and endosperm rupture incidence for seeds
treated by the air plasma as compared to control seeds. The early stages of germination (e.g.
testa and endosperm ruptures) are generally controlled in part by reactive oxygen species. As
the plasmas are a known source of reactive oxygen species, we analyzed plasma treated seeds
for evidence of these species. As expected, class III peroxidases activity, as well as superoxide,
was detected in the cells neighboring the rupture region (Fig 4 and [28]) but in terms of
quantity no difference was observed between the treated and non-treated seeds. Due to the
increased germination rate, stained seeds were observed after plasma treatment regarding class
III peroxidases activity as well as superoxide detection. This indicates that the plasma treat-
ment did not modify the quantity of produced reactive oxygen species but could accelerate
their productions.

Seed imbibition is one of major factors controlling the transition from dry seed to germi-
nating seed. Such as most of the plant aerial organs, A. Thaliana seeds possesses hydrophobic
layer (cuticle) containing fatty acid. Recent studies have demonstrated that decrease of fatty
acid containing alcohols and diols functional groups in the seed, both increase the seed coat
permeability and the seed germination sensitivity to abscisic acid [31] and to gibberellin [32].
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Fig 3. Air plasma stimulated germination rate of A. thaliana. Boxplots show control (cyan) and treated (magenta). A. Testa rupture as a function of
time between treatment and imbibition (times to, t,, t; and to are given in days), observed 24 h after imbibition. B. As panel A but observations made at

40 h after imbibition. C. Endosperm rupture (observations at 40 h). Six hundred seeds are counted for each of the four considered batches. Wilcoxon
test has been used to test the significance between the means, the p-value is: * < 0.05; *** < 0.002 (For data see S1 Fig).

https://doi.org/10.1371/journal.pone.0195512.g003

The permeability of A. thaliana seed coat is strongly enhanced in seeds with defect in fatty
alcohols and diols [31, 33]. The treatment with the air plasma seems to largely modify the seed
coat permeability as treated seed produced little if any red formazan is detected (Fig 5). This
modification might be responsible for the variation in germination rate. Recent studies
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A B

Fig 4. Class III peroxidases activity and reactive oxygen species detection. Class III peroxidases activity was detected
seeds by using guaiacol as substrate (A and B). Superoxide ion O,” was observed y with NBT (C and D). Control seeds
(A and C) and seeds treated with air plasma (B and D). The intensity of the coloration appeared to be identical at the
same level of germination for both cases (control or plasma treated seeds). Each scale bar corresponds to 100 um.

https://doi.org/10.1371/journal.pone.0195512.9004

performed on pea seeds have demonstrated an acceleration in water uptake following treat-
ment with low temperature plasmas [34].

The seed coat has a major function during early germination steps, acting both as a physical
protection against environment and as a constraint for radicle protrusion. Therefore any struc-
tural modification of this envelope could affect seed germination. To examine the seed coat,
we used SEM. The SEM images show that plasma treatment reduced the prominence of the
volcano-like protuberances (Fig 6A-6D) and changed the appearance of the surface of the
seed, making it more granulated (Fig 6C-6F). The alteration of the seed surface due to plasma
exposure can be associated with a modification of seed coat water uptake and therefore might
directly affect the germination rate of the plasma treated seeds. Indeed, an increase of the
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Fig 5. A. thaliana seed permeability assay. Seeds were incubated for 24 h in tetrazolium red at 28°C and formazan
production assayed by measuring absorbance of the incubation solution at 492 nm. For plasma treated (purple bar),
the air plasma was used and seeds were incubated with tetrazolium immediately following treatment. Control (blue
bar) were treated similarly but without activating the plasma. Water (white bar) treatment omitted the tetrazolium.

Bars show mean of 4 assays and the error bars are 0.05 (For data see S1 Fig).

https://doi.org/10.1371/journal.pone.0195512.9005

germination rate and a change in the surface structure has previously been reported for saf-
flower (Carthamus tinctorium) and pea seeds [34, 35].

In addition, the modification of the seed coat surface is not transitory insofar as we
observed similar changes of the seed surface 7 days after the plasma treatment.

Plasma-activated water stimulates A. thaliana development

In parallel to the germination assays, we tested the effect of plasma activated water on plant
growth. Deionized and tap waters were exposed to the helium plasma jet for 15 min. Then the
A. thaliana plants were regularly watered using four kinds of waters (deionized water, plasma-
activated deionized water, tap water and plasma-activated tap water) during their growth until
their final stage, reached after 42 days. It is noteworthy that only plasma-activated tap water
had a significant effect on the plant growth while the use of plasma-activated deionized water
give similar results as the control cases watered either using deionized water or tap water (data
not shown). Then, various plant parameters such leaf number, rosette diameter, leaf area, and
total number of flowering plants were quantified (Fig 7C-7F). All the measured parameters
are significantly increased when using plasma-activated tap water.

Regarding the diameter of the rosette, a significant increase was observed when using the
plasma activated-water (Fig 7C). At 21 days, there was an increase of 0.83 cm; at 28 days the
increase was about of 1.28 cm; finally at 35 days, the average diameter of the plants watered
with plasma-activated tap was still about a 1 cm larger than the controls.

Regarding the number of leaves, a significant effect was observed at 21 days after sowing,
with an average increase of the treated plants compared with the control of about one leaf per
plant (Fig 7D). There is also a positive effect of plasma-activated water at 28 days.
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Fig 6. Scanning electron microscopy (SEM) images of A. thaliana seeds. (A, C, E) are the control while (B, D, F) are
the air plasma treated. Scale bars: 100 um A, B; 50 um C, D; 10 um E, F.

https://doi.org/10.1371/journal.pone.0195512.9006

Furthermore regarding the leaf area, there was a significant increase visible at the first three
observation times (Fig 7E). At the first time (21 days), there was an increase of about 200 mm?>
At the second time (28 days) the increase was equal to about 400 mm? while at the third obser-
vation time (35 days) the increase reached about 750 mm?>.

The development of the inflorescence stem showed that there were more plants with flow-
ers at all development stages when the plasma-activated tap water was used for the watering
(Fig 7F). We also noted that all the plants had flowered by 35 days when using plasma-acti-
vated tap water while it was not the case of the plants watered with the tap water.
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Fig 7. Effects of plasma-activated tap water (PAW,;,) on A. thaliana growth. Photos after 28 days of development watered by tap water (A) and
PAW,,, (B). Diameter of the rosette (C); A. thaliana seedling leaf number (D); area of the leaves (E), and total number of flowering plants (F).
Wilcoxon test was used to test the significance between the means with p-value indicated as: - < 0.1; *<0.05; **<0.005; ***<0.002 (For data see S1 Fig).

https://doi.org/10.1371/journal.pone.0195512.g007

For a better understanding of the plant growth stimulation by plasma activated water, some

chemical characteristics of the tested waters were analyzed (Table 1). As expected, hydrogen
peroxide was undetectable in the non-activated waters (Watery,,, or H,O4) while significant
concentrations of hydrogen peroxide were detected in plasma-activated waters (Table 1).

The nitrate ion concentration was estimated by using an assay based on the reaction
between the nitrate ion and the aromatic ring of 1-phenol-2,4-disulfonic acid. As expected, the
concentration of nitrate ions was significantly increased (3 times bigger) in the tap water when
it was activated by the plasma while it is negligible in deionized waters (activated or not).

The increase of the electrical conductivity when the water (deionized or tap) is activated

by the low temperature plasma was consistent with results in the literature [36]. The plasma
activation of the water also changed acidity. The presence of a larger concentration of these
reactive nitrogen ions in the plasma-activated tap water could partly explain the faster develop-
ment of the plant when it is watered with this plasma-activated water.

Table 1. Physico-chemical parameters of waters. Electric and chemical parameters of deionized water (H,Od), tap water (Water,,) and plasma-activated deionized
water (PAWy o4) and tap water (PAW,;,). The conductivity is expressed in relative value differences: Ao/o. The measurements of concentrations, pH and conductivity are
made 3 times independently.

Water H,0, concentration (mg.L'l) NO;™ concentration (mg.L'l) Variation of electrical conductivity Ao/c pH
H,0d 0 0 Ao H,0,d 7.41+0.13
PAWy 04 17.0 0.1 0 20 x 0 H,0,d 7.07 £ 0.04
Wateri,p 0 5+2 o Watery,, 8.02 +0.25
PAW,,, 255+0.1 1542 2x 0 Wateryy, 7.62+0.13
https://doi.org/10.1371/journal.pone.0195512.t001
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Discussion

The significant increase of germination rate of A. thaliana seeds observed after plasma air
treatment is due neither to a modification of the mucilage release nor to a global change of
production of reactive oxygen species. However, the early reactive oxygen species production
was certainly favoured in the case of plasma treated seeds. Indeed, exogenous addition of reac-
tive oxygen species largely speed up the first steps of germination [28] as observed with plasma
treated seeds. On the other hand, major modification of the seed surface and a reduction of
testa permeability were observed. This appeared contradictory to a previous study which
showed an increase of water uptake for pea seed treated with plasma [34]. This discrepancy
might be related to the difficulty of performing water uptake with A. thaliana seeds, which
have the capacity to extrude a mucilage layer in presence of water and which are much smaller
than pea seeds.

SEM has shown new and lumpy structures on the seed surface after plasma treatment. This
needs to be further analysed to better understand the mechanisms of germination stimulation
induced by low temperature plasmas. Independently of these structural changes, we cannot
exclude the formation of new functional groups which could stimulate the seed germination
[37].

Regarding the effect of the plasma activated water on the plant growth, both conductivity
and hydrogen peroxide levels were increased in the two kind of plasma activated waters (tap
and deionised waters). Furthermore, we observed a clear increase of nitrate concentration in
the plasma activated tap water. Nevertheless, among the four considered waters only plasma
activated tap water had a significant effect on the plant development. This certainly means that
some long-lived aqueous reactive nitrogen species as nitrate ions are responsible of the
observed efficient growth of the plants.

Supporting information

S1 Fig. Page 1 (Data for Fig 2): Percentages of testa rupture versus the different kinds of treat-
ment: deonized water (H20d), plasma activated deonized water (PAW H20d), tap water,
plasma-activated tap water (PAWtap), helium flow (He), Plasma Helium, ambiant air and
Plasma air. Page 2 (Data for Fig 3): A. Percentages of testa rupture for control (C) and plasma
(P) versus different days after treatment: 0 day (t0), 2days (t2), 7 days (t7) and 9 days (t9) and
24h after imbibition. B. Percentages of testa rupture for control (C) and plasma (P) versus dif-
ferent days after treatment: 0 day (t0), 2days (t2), 7 days (t7) and 9 days (t9) and 40h after imbi-
bition. C. Percentages of endosperm rupture for control (C) and plasma (P) versus different
days after treatment: 0 day (t0), 2days (t2), 7 days (t7) and 9 days (t9) and 40h after imbibition.
Page 3 (Data for Fig 5): Absorbance for water, control and plasma treatment: 5 successive tests
and their average. Page 4 (Data for Fig 7): C. Diameter of the rosette versus age using tap water
and plasma-activated tap water. D. Number of leaves versus age using tap water and plasma-
activated tap water. E. Area of the leaves versus age using tap water and plasma-activated tap
water. F. Total number of flowering plants versus age using tap water and plasma-activated tap
water.

(XLSX)

Author Contributions
Conceptualization: Christophe Dunand, Mohammed Yousfi.

Data curation: Maxime Bafoil.

PLOS ONE | https://doi.org/10.1371/journal.pone.0195512  April 9, 2018 13/16


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0195512.s001
https://doi.org/10.1371/journal.pone.0195512

@° PLOS | ONE

Effects of low temperature plasmas and plasma activated waters on Arabidopsis thaliana germination and growth

Formal analysis: Maxime Bafoil, Achraf Jemmat, Nofel Merbahi, Christophe Dunand,
Mohammed Yousfi.

Funding acquisition: Christophe Dunand, Mohammed Yousfi.

Investigation: Maxime Bafoil, Achraf Jemmat, Nofel Merbahi, Olivier Eichwald, Christophe
Dunand, Mohammed Yousfi.

Methodology: Maxime Bafoil, Nofel Merbahi, Olivier Eichwald, Christophe Dunand, Moham-
med Yousfi.

Project administration: Christophe Dunand, Mohammed Yousfi.
Resources: Christophe Dunand, Mohammed Yousfi.

Supervision: Christophe Dunand, Mohammed Yousfi.

Validation: Maxime Bafoil, Christophe Dunand, Mohammed Yousfi.
Visualization: Achraf Jemmat, Yves Martinez.

Writing - original draft: Maxime Bafoil, Nofel Merbahi, Olivier Eichwald, Christophe
Dunand, Mohammed Yousfi.

Writing - review & editing: Christophe Dunand, Mohammed Yousfi.

References

1. Fridman G, Friedman G, Gutsol A, Shekhter AB, Vasilets VN, Fridman A. Applied plasma medicine.
Plasma Processes and Polymers. 2008; 5(6):503—-33. https://doi.org/10.1002/ppap.200700154

2. Heinlin J, Morfill G, Landthaler M, Stolz W, Isbary G, Z J.L., et al. Plasma medicine: possible applica-
tions in dermatology. Journal Der Deutschen Dermatologischen Gesellschaft. 2010; 8(12):968-76.
https://doi.org/10.1111/.1610-0387.2010.07495.x PMID: 20718902

3. Plewa JM, Yousfi M, Frongia C, Eichwald O, Ducommun B, Merbahi N, et al. Low-temperature plasma-
induced antiproliferative effects on multi-cellular tumor spheroids. New Journal of Physics. 2014; 16.
https://doi.org/10.1088/1367-2630/16/4/043027

4. Laroussi M. Nonthermal decontamination of biological media by atmospheric-pressure plasmas:
Review, analysis, and prospects. leee Transactions on Plasma Science. 2002; 30(4):1409-15. https://
doi.org/10.1109/tps.2002.804220

5. Villeger S, Sarrette J, Ricard A. Synergy between N and O atom action and substrate surface tempera-
ture in a sterilization process using a flowing N2-O2 microwave post discharge. Plasma Processes and
Polymers. 2005; 2(9):709—14. https://doi.org/10.1002/ppap.200500040

6. Abramzon N, Joaquin JC, Bray J, Brelles-Marino G. Biofilm destruction by RF high-pressure cold
plasma jet. Transactions on Plasma Science. 2006; 34(4):1304-9. https://doi.org/10.1109/tps.2006.
877515

7. Marchal F, Robert H, Merbahi N, Fontagne-Faucher C, Yousfi M, Romain CE, et al. Inactivation of
Gram-positive biofilms by low-temperature plasma jet at atmospheric pressure. Journal of Physics D-
Applied Physics. 2012; 45(34). https://doi.org/10.1088/0022-3727/45/34/345202

8. Sardella E, Detomaso L, Gristina R, Senesi GS, Agheli H, Sutherland DS, et al. Nano-structured cell-
adhesive and cell-repulsive plasma-deposited coatings: Chemical and topographical effects on kerati-
nocyte adhesion. Plasma Processes and Polymers. 2008; 5(6):540-51. https://doi.org/10.1002/ppap.
200800005

9. Samouillan V, Merbahi N, Yousfi M, Gardou J, Delaunay F, Dandurand J, et al. Effect of low-tempera-
ture plasma jet on thermal stability and physical structure of type | collagen. Transactions on Plasma
Science. 2012; 40(6):1688-95. https://doi.org/10.1109/tps.2012.2190303

10. Ogawa Y, Morikawa N, Ohkubo-Suzuki A, Miyoshi S, Arakawa H, Kita Y, et al. An epoch-making appli-
cation of discharge plasma phenomenon to gene-transfer. Biotechnology and Bioengineering. 2005; 92
(7):865-70. https://doi.org/10.1002/bit.20659 PMID: 16170826

11.  Zerrouki A, Yousfi M, Rhallabi A, Motomura H, Jinno M. Monte Carlo poration model of cell membranes
for application to plasma gene transfection. Plasma Processes and Polymers. 2016; 13(6):633—48.
https://doi.org/10.1002/ppap.201500144

PLOS ONE | https://doi.org/10.1371/journal.pone.0195512  April 9, 2018 14/16


https://doi.org/10.1002/ppap.200700154
https://doi.org/10.1111/j.1610-0387.2010.07495.x
http://www.ncbi.nlm.nih.gov/pubmed/20718902
https://doi.org/10.1088/1367-2630/16/4/043027
https://doi.org/10.1109/tps.2002.804220
https://doi.org/10.1109/tps.2002.804220
https://doi.org/10.1002/ppap.200500040
https://doi.org/10.1109/tps.2006.877515
https://doi.org/10.1109/tps.2006.877515
https://doi.org/10.1088/0022-3727/45/34/345202
https://doi.org/10.1002/ppap.200800005
https://doi.org/10.1002/ppap.200800005
https://doi.org/10.1109/tps.2012.2190303
https://doi.org/10.1002/bit.20659
http://www.ncbi.nlm.nih.gov/pubmed/16170826
https://doi.org/10.1002/ppap.201500144
https://doi.org/10.1371/journal.pone.0195512

o @
@ : PLOS | ONE Effects of low temperature plasmas and plasma activated waters on Arabidopsis thaliana germination and growth

12

13.

14.

15.

16.

17.

18.

19.

20.

21.

22,

23.

24,

25.

26.

27.

28.

29.

30.

31.

32.

Krapivina SA, Filippov AK, Levitskaya TN, Bakhvalov A, Gas plasma treatment of plant seeds. US pat-
ent US5281315 A, 1994.

Dubinov AE, Lazarenko EM, Selemir VD. Effect of glow discharge air plasma on grain crops seed. leee
Transactions on Plasma Science. 2000; 28(1):180-3. https://doi.org/10.1109/27.842898

Volin JC, Denes FD, Young RA, Park SMT. Modification of seed germination performance through cold
plasma chemistry technology. Crop Science. 2000; 40:1706—1718. https://doi.org/10.2135/
cropsci2000.4061706x

Jiang JF, Lu YF, Li JG, Li L, He X, Shao HL, et al. Effect of seed treatment by cold plasma on the resis-
tance of tomato to Ralstonia solanacearum (bacterial wilt). Plos One. 2014; 9(5). https://doi.org/10.
1371/journal.pone.0097753 PMID: 24840508

Dubinov AE, Kozhayeva JP, and Zuimatch EA, Changing Germination Rate of Brown Mustard Seeds
After Treatment With Plasmas of Nanosecond Electric Discharges, IEEE Trans. On Plasma Science,
2017; 45(294)

Puac N, Zivkovic S, Selakovic N, Milutinovic M, Boljevic J, Malovic G, et al. Long and short term effects
of plasma treatment on meristematic plant cells. Applied Physics Letters. 2014; 104(21). https://doi.org/
10.1063/1.4880360

Jemmat A, Dunand C, Yousfi M, Sarrette J, Wattieaux G, Merbahi N, et al. Effects of three low tempera-
ture plasmas on early events of Arabidopsis thaliana germination. ICPIG XXXII; lasi RomaniadJuly 2015.

Yousfi M, Eichwald O, Merbahi N, Jomaa N. Analysis of ionization wave dynamics in low-temperature
plasma jets from fluid modeling supported by experimental investigations. Plasma Sources Science &
Technology. 2012; 21(4). https://doi.org/10.1088/0963-0252/21/4/045003

Yousfi M, Merbahi N, Pathak A, Eichwald O. Low-temperature plasmas at atmospheric pressure:
toward new pharmaceutical treatments in medicine. Fundamental & Clinical Pharmacology. 2014; 28
(2):123-35. https://doi.org/10.1111/fcp.12018 PMID: 23432667

Dekkers BJW, Pearce S, van Bolderen-Veldkamp RP, Marshall A, Widera P, Gilbert J, et al. Transcrip-
tional dynamics of two seed compartments with opposing roles in Arabidopsis seed germination. Plant
Physiology. 2013; 163(1):205—15. https://doi.org/10.1104/pp.113.223511 PMID: 23858430

Mittler R. ROS are good. Trends in Plant Science. 2017; 22(1):11-9. https://doi.org/10.1016/j.tplants.
2016.08.002 PMID: 27666517

Choudhury S, Panda P, Sahoo L, Panda SK. Reactive oxygen species signaling in plants under abiotic
stress. http://dx.doi.org/10.4161/psb.23681. 2013; 8(4). PMID: 23425848

Leymarie J, Vitkauskaite G, Hoang HH, Gendreau E, Chazoule V, Meimoun P, et al. Role of reactive
oxygen species in the regulation of Arabidopsis seed dormancy. Plant and Cell Physiology. 2012; 53
(1):96-106. https://doi.org/10.1093/pcp/pcr129 PMID: 21937678

Bailly C, EI-Maarouf-Bouteau H, Corbineau F. From intracellular signaling networks to cell death: the
dual role of reactive oxygen species in seed physiology. Comptes Rendus Biologies. 2008; 331
(10):806—14. https://doi.org/10.1016/j.crvi.2008.07.022 PMID: 18926495

Muller K, Tintelnot S, Leubner-Metzger G. Endosperm-limited Brassicaceae seed germination: Abscisic
acid inhibits embryo-induced endosperm weakening of Lepidium sativum (cress) and endosperm rup-
ture of cress and Arabidopsis thaliana. Plant and Cell Physiology. 2006; 47(7):864—77. https://doi.org/
10.1098/pcp/pcj059 PMID: 16705010

Passardi F, Penel C, Dunand C. Performing the paradoxical: how plant peroxidases modify the cell wall.
Trends Plant Sci. 2004; 9(11):534—40. https://doi.org/10.1016/}.tplants.2004.09.002 PMID: 15501178.

Lariguet P, Ranocha P, De Meyer M, Barbier O, Penel C, Dunand C. Identification of a hydrogen perox-
ide signalling pathway in the control of light-dependent germination in Arabidopsis. Planta. 2013; 238
(2):381-95. https://doi.org/10.1007/s00425-013-1901-5 PMID: 23716184

Schindelin J, Rueden CT, Hiner MC, Eliceiri KW, The ImagedJ ecosystem: An open platform for biomedi-
cal image analysis. Mol Reprod Dev. 2015; 82(7-8):518-29. https://doi.org/10.1002/mrd.22489 PMID:
26153368

Kumar D., Yusuf M. A., Singh P., Sardar M. and Sarin N. B. (2014). Histochemical Detection of Super-
oxide and H202 Accumulation in Brassica juncea Seedlings. Bio-protocol 4(8): e1108. https://doi.org/
10.21769/BioProtoc.1108

Vishwanath SJ, Kosma DK, Pulsifer IP, Scandola S, Pascal S, Joubes J, et al. Suberin-associated fatty
alcohols in Arabidopsis: distributions in roots and contributions to seed coat barrier properties. Plant
Physiology. 2013; 163(3):1118-32. https://doi.org/10.1104/pp.113.224410 PMID: 24019425

De Giorgi J. PLOS Genetics: An endosperm-associated cuticle is required for Arabidopsis seed viability,
dormancy and early control of germination. Plos Genetics. 2015. https://doi.org/10.1371/journal.pgen.
1005708 PMID: 26681322

PLOS ONE | https://doi.org/10.1371/journal.pone.0195512  April 9, 2018 15/16


https://doi.org/10.1109/27.842898
https://doi.org/10.2135/cropsci2000.4061706x
https://doi.org/10.2135/cropsci2000.4061706x
https://doi.org/10.1371/journal.pone.0097753
https://doi.org/10.1371/journal.pone.0097753
http://www.ncbi.nlm.nih.gov/pubmed/24840508
https://doi.org/10.1063/1.4880360
https://doi.org/10.1063/1.4880360
https://doi.org/10.1088/0963-0252/21/4/045003
https://doi.org/10.1111/fcp.12018
http://www.ncbi.nlm.nih.gov/pubmed/23432667
https://doi.org/10.1104/pp.113.223511
http://www.ncbi.nlm.nih.gov/pubmed/23858430
https://doi.org/10.1016/j.tplants.2016.08.002
https://doi.org/10.1016/j.tplants.2016.08.002
http://www.ncbi.nlm.nih.gov/pubmed/27666517
http://dx.doi.org/10.4161/psb.23681
http://www.ncbi.nlm.nih.gov/pubmed/23425848
https://doi.org/10.1093/pcp/pcr129
http://www.ncbi.nlm.nih.gov/pubmed/21937678
https://doi.org/10.1016/j.crvi.2008.07.022
http://www.ncbi.nlm.nih.gov/pubmed/18926495
https://doi.org/10.1093/pcp/pcj059
https://doi.org/10.1093/pcp/pcj059
http://www.ncbi.nlm.nih.gov/pubmed/16705010
https://doi.org/10.1016/j.tplants.2004.09.002
http://www.ncbi.nlm.nih.gov/pubmed/15501178
https://doi.org/10.1007/s00425-013-1901-5
http://www.ncbi.nlm.nih.gov/pubmed/23716184
https://doi.org/10.1002/mrd.22489
http://www.ncbi.nlm.nih.gov/pubmed/26153368
https://doi.org/10.21769/BioProtoc.1108
https://doi.org/10.21769/BioProtoc.1108
https://doi.org/10.1104/pp.113.224410
http://www.ncbi.nlm.nih.gov/pubmed/24019425
https://doi.org/10.1371/journal.pgen.1005708
https://doi.org/10.1371/journal.pgen.1005708
http://www.ncbi.nlm.nih.gov/pubmed/26681322
https://doi.org/10.1371/journal.pone.0195512

o @
@ : PLOS | ONE Effects of low temperature plasmas and plasma activated waters on Arabidopsis thaliana germination and growth

33.

34.

35.

36.

37.

Molina I, Ohlrogge JB, Pollard M. Deposition and localization of lipid polyester in developing seeds of
Brassica napus and Arabidopsis thaliana. Plant J. 2008; 53(3):437—49. Epub 2008/01/04. https://doi.
org/10.1111/.1365-313X.2007.03348.x PMID: 18179651.

Stolarik T, Henselova M, Martinka M, Novak O, Zahoranova A, Cernak M. Effect of low-temperature
plasma on the structure of seeds, growth and metabolism of endogenous phytohormones in pea
(Pisum sativum L.). Plasma Chemistry and Plasma Processing. 2015; 35(4):659—76. https://doi.org/10.
1007/s11090-015-9627-8

Dhayal M, Lee SY, Park SU. Using low-pressure plasma for Carthamus tinctorium L. seed surface mod-
ification. Vacuum. 2006; 80(5):499-506. https://doi.org/10.1016/j.vacuum.2005.06.008

Sivachandiran L and Khacef A. Enhanced seed germination and plant growth by atmospheric pressure
cold air plasma: combined effect of seed and water treatment. RSC Adv. 2017; 7:1822-32. https://doi.
org/10.1039/C6RA24762H

Mildaziene V, Pauzaite G, Malakauskiene A, Zukiene R, Nauciene Z, Filatova |, et al. Response of
perennial woody plants to seed treatment by electromagnetic field and low-temperature plasma. Bioe-
lectromagnetics. 2016. Epub 2016/08/30. https://doi.org/10.1002/bem.22003 PMID: 27574980.

PLOS ONE | https://doi.org/10.1371/journal.pone.0195512  April 9, 2018 16/16


https://doi.org/10.1111/j.1365-313X.2007.03348.x
https://doi.org/10.1111/j.1365-313X.2007.03348.x
http://www.ncbi.nlm.nih.gov/pubmed/18179651
https://doi.org/10.1007/s11090-015-9627-8
https://doi.org/10.1007/s11090-015-9627-8
https://doi.org/10.1016/j.vacuum.2005.06.008
https://doi.org/10.1039/C6RA24762H
https://doi.org/10.1039/C6RA24762H
https://doi.org/10.1002/bem.22003
http://www.ncbi.nlm.nih.gov/pubmed/27574980
https://doi.org/10.1371/journal.pone.0195512

