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ABSTRACT

Tap water treated in air with low-temperature and low-pressure glow plasma
of low frequency was tested for its either stimulation or inhibition of the
growth of the selected microorganisms commonly colonizing human organ-
ism. The growth of chosen microorganisms was monitored by estimation of
optical density of their colonies. The fairly linear growth against time of all
microorganisms under study accelerated after 12 h from the beginning of the
experiment. Colonies of E. coli and S. cerevisiae breed in the plasma treated
water had an approximately 20% stimulation of the growth which was
observed between 12 and 24 h. Neither stimulation nor inhibition of the
growth could be noted for colonies of Aspergillus niger, Candida albicans,
Yarrowia lipolytica, and Enterococcus faecalis, in whole period of observation.
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The plasma-treated water had no effect upon the growth of Mycobacteria.
Independently of the water tested, M. tuberculosis started proliferating on the
14th day of the experiment, M. intercellulare and M. kansai after 9 days, and
the growth of M. fortuitos could be observed after 3 days.

Introduction

All known kinds of plasma are capable of breaking chemical bonds. They generate either/and atomic
oxygen, hydrogen peroxide, and ozone. Hence, they can initiate chemical reactions.'**! In contrast to
them, a treatment of water with invented by Oszczeda et al.'*,*” low-temperature, low-pressure glow
plasma of low frequency (LPGP) machine solely declusterizes the water macrostructure into smaller
structural units. In this manner, the latter plasma provides a liquid with unique physical, chemical,
biochemical, and functional properties.*®! Since LPGP cannot break valence bonds, it does not initiate
chemical reactions and it generates neither atomic oxygen radical nor perhydrol and ozone.

Water treated with LPGP in the air (LPGPA) better dissolves several compounds, among them also
mineral salts. Simultaneously, LPGPA more readily penetrates cells of living organisms. For that sake
LPGPA should be a good vector transporting such compounds to the cells. It has been proven for
entomopathogenic fungi employed as biopesticides, fermentative microorganisms, and in animal
breeding. Application of LPGPA appeared beneficial in agriculture and in cosmetology.!**~*"]
Potentially, LPGPA could be used for preparation of various soft drinks and as media useful in
human prophylaxis and therapy. However, thus far, nothing is known about the effect of LPGPA upon
bacteria, fungi, and yeast-colonizing the human body. It induced these studies on the effect of LPGPA
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on selected microorganisms commonly colonizing the human organism and beging delivered to it.
The group of selected bacteria included strains of Escherichia coli, Staphylococcus aureus, Enterococcus
faecalis, Klebsiella pneumoniae, Mycobacterium tuberculosis, M. intracellulare, M. kansasii, and
M. fortuitum.

Although a majority of E. coli strains are harmless, some strains cause harmful food
poisoning.*%,** The harmless strains constitute the normal microbiota of the gut, producing K,
vitamin and benefiting their hosts, helping blood to clot, and hindering their intestines from coloniza-
tion with pathogenic bacteria of a symbiotic relationship.!*"!

S. aureus, another Gram-positive bacterium, a facultative anaerobe that constitutes the microbiota
of the body. It occupies the upper respiratory tracts and the skin. Turning into an opportunistic
pathogen, it becomes a common cause of skin infections including abscesses and respiratory infec-
tions. Antibiotic-resistant strains of S. aureus have become a problem in clinical medicine.!*!!

E. faecalis, a Gram-positive, commensal bacterium, colonizes gastrointestinal tracts. It can be
responsible for life-threatening infections, especially in hospitals,'*! and reinfection of root canal-
treated teeth.**) K. pneumoniae, a Gram-negative, non-motile facultative anaerobic bacterium, resides
in the normal flora of the mouth, skin, and intestine. It causes destructive changes to the human lungs.
It is also an important pathogen in nosocomial infections.!*?!

M. tuberculosis, an acid-fast (Ziehl-Neelsen stain), weakly Gram-positive bacterium, is an etiolo-
gical agent of tuberculosis. It belongs to the family Mycobacteriaceae as a part of the group of
mycobacteria.**! Tubercle bacillus is an aerobic (or microaerophilic) immobile, anaerobic bacterium.
It does not form spores or toxins. M. tuberculosis is a complex of at least nine members. The cell wall of
mycobacteria contains about 60% of lipids such as mycolic acids, lipoarabinomannan, and waxes,
which determine its acid resistance. M. tuberculosis attacks lungs, kidney, spine, and brain. The disease
caused by M. tuberculosis can be fatal.[*?!

The effect of LPGPA on a group of fungi was studied involving an Aspergillus niger strain
producing ochratoxin A and other mycotoxins. It is one of the most abundant food-contaminating
mycotoxin. The consumption of this fungus produces chronic neurotoxic, immunosuppressive,
genotoxic, carcinogenic, and teratogenic effects.*”) Its airborne spores evoke asthma in children and
lung diseases. **!

Strains of Candida albicans, Yarrowia lipolytica, and Saccharomyces cerevisiae were employed to
study the effect of LPGPA on yeasts. C. albicans is an opportunistic pathogenic yeast*”! considered as
a dimorphic fungus since it grows both as yeast and filamentous cells. It consists of several morpho-
logical phenotypes.!*®! It is common in the human gut flora and biofilms formed either on implanted
medical devices or on human tissues.l*” C. albicans is usually a commensal organism, but it can
become pathogenic in immunocompromised individuals under a variety of conditions.!*®*!]
S. cerevisiae, a eukaryotic model organism, is a single-celled fungus microorganism. S. cerevisiae can
cause invasive, life threatening infections.!”? Y. lipolytica yeast species synthesize a wide group of
lipases and other hydrolytic enzymes, microbial oil, citric acid, erythritol, and y-decalactone. Although
that yeast is nonpathogenic, it can induce infections in immunocompromised and critically ill
patients.[53]

In this study, the influence of LPGPA on the growth of the aforementioned microorganisms was
examined. The results provided an evidence for consumers, infected with those microorganisms,
whether they can safely drink LPGPA and drinks prepared on its basis. Additionally, it was evaluated
for its possibility to apply LPGPA for prophylaxis and therapy.

Materials and methods
Materials

Test strains of E. coli ATCC 25922, S. aureus ATCC 25923, E. faecalis ATCC 19433, and
K. pneumoniae ATCC 13883, originated from the American Type Culture Collection (Manassas,
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VA, USA) and wild environmental strains, were taken from own microorganisms collection of the
Cracow University of Technology. M. tuberculosis strains, M. tuberculosis Hs;,R, ATCC 25177,
M. tuberculosis with resistance to Rifampicin and Isoniazid, M. intracellulare ATCC 13950,
M. kansasii ATCC 12478, and M. fortuitum ATCC 6841, were obtained from the Malopolska
Central Laboratory of Tuberculosis Diagnostics, Cracow. Strain of C. albicans ATCC 90028 originated
from the American Type Culture Collection (Manassas, VA, USA), and wild environmental strain of
C. albicans was taken from the collection of the British National Collection of Yeast Cultures.
S. cerevisiae DSM 1333 and Y. lipolytica DSM 1345 were taken from DMZS German Collection of
Microorganisms and Cell Cultures GmbH in Braunschweig Germany.

Substrates

Bacteria were raised on TSA medium (trypticase soy agar) from Biomaxima, Lublin, Poland. The
medium was sterilized for 15 min in an autoclave at 121°C at 2 bar. For the agar well diffusion method,
TSA medium with 5 vol% ram blood was applied (Biomaxima, Lublin, Poland) according to
Budzynska et al.**! Fungi were raised on the Sabouraud agar medium (Biomaxima, Lublin,
Poland). The medium was sterilized for 15 min in an autoclave at 121°C and pressure equal to
2 bar. For yeasts, cells were grown on the YPD medium supplemented with 2% agar (Yeast Peptone
Dextrose; Merck, Germany)."””! That medium was sterilized as above. Commercially available spring
water containing 335 mg minerals/l (41 mg Ca**/L, 24 mg Mg**/L, 9 mg Na*/L, 2 mg K*/L, 220 mg
HCO; /L, 36 mg SO.%/L, 3 mg Cl/L) was used as a control.

Water treatment

Deionized water (200 mL) in 250 mL polyethylene bottles was placed in the reactor chamber?* and
exposed to LPGP for 30 min. Plasma of 38°C was generated at 5 x 10~ mbar, 600 V, 50 mA, and
280 GHz frequency. Treated water (LPGPA) was stored at room temperature in closed Teflon
containers for no longer than one week prior to the experiments.

Breeding of microorganisms

Investigated bacteria, except M. tuberculosis strains, were passed onto Petri dishes with the TSA solid
medium (Tryptic Soya Agar, Biomaxima, Lublin, Poland) and stored for 24 h at 44°C and 37°C. Fungi
were raised for 120 h on the Petri dishes with Sabouraud solid medium (Biomaxima, Lublin, Poland)
at 28°C, whereas yeasts were bread at 28°C for 72 h on the Petri dishes using solid YPD medium
(Merck, Germany).

Microorganism growth

Microorganisms were sieved under a laminar flow chamber into sterilized 250 mL conical flasks
containing 40 mL of liquid medium (formulated with LPGPA). The cultures were then incubated at
appropriate temperature. The growth liquid medium was prepared with 1 g of peptone, 1 g of yeast
extract, and 8 g of sucrose which were weighed successively into a glass screw capped bottle. Mineral
salt solution was prepared by dissolving 6 g MgSO,, 10 g K,HPO,, 2.4 CaCl,, and 60 g (NH,4),SO, in
1 L distilled water. Twenty-five milliters of that solution was added to a glass bottle containing
a previously prepared liquid medium. The whole was diluted with 500 mL LPGPA and sterilized in
an autoclave at 121°C for 15 min at 2 MPa.
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Optical density measurements — growth evaluation

Spectrophotometric optical density (OD) measurements with a Rayleigh model UV 1800 spectro-
photometer at 540 nm were carried out. The growth of microorganisms was evaluated based on the
changes in the optical density in 1 mL suspensions at a given time. An increase in the solution
cloudiness was measured.

Sample preparation for measuring the effect of LPGPA on M. tuberculosis growth

Suspensions of 0.5 McFarland density were prepared from colonies of microorganisms. Inoculum of
each strain was transferred onto Lowenstein-Jensen solid media with calibrated inoculation loop.
Colonies ground in a glass microbial mortar were suspended in 0.5 mL LPGPA and transferred into
a sterile tube and supplemented with LPGPA to 5 mL. The density of those suspensions was measured
using a densitometer and, if necessary, more LPGPA was added to achieve the desired 0.5 McFarland
density. The resulting bacterial suspensions (10 pL) after calibration with inoculation loop were
inoculated onto Lowenstein-Jensen solid media. The seeded media were placed in a plastic tray and
incubated at 37°C for 16 days, taking a reading every 24 h.

Statistical analysis

The experiments were conducted in triplicates. The obtained results were averaged. In all of the
experiments, the observed values are given with +5% standard deviations from the mean.

Results and discussion

Within the 32 h period of growth of all microorganisms some stages could be distinguished. The most
frequent, occurring after a relatively fast 0-5 step growth slowed down until 24™ h in order to
accelerate after to the end of the experiment. Within the 32 h incubation the growth kinetics of
bacterial strains of E. coli ATCC 25922, S. aureus ATCC 25923, E. faecalis ATCC 19433, and
K. pneumoniae ATCC 13883 in LPGPA closely resembled that observed in the non-treated, control
water (Figure 1).

In case of E. coli and S. aureus, some subtle effects of the treatment with LPGPA could be observed
after 28 h LPGPA suppressed the bacteria growth to a negligible extent. The insignificant effect of
LPGPA upon the growth of E. faecalis and K. pneumonia could be observed already between 10™ and
15™ h. It then rose up until the 32" h of experiment, still remaining subtle. Contact with LPGPA
subtly either inhibited or stimulated the growth, respectively, depending on the test duration. LPGPA
did not stimulate the growth of M. tuberculosis (Table 1).

In the control tests, the colonies of M. fortuitum, M. intracellulare, and M. kansasii and both strains
of M. tuberculosis started rising on the 3™, 9™, and 14™ day, respectively. The contact with LPGPA did
not influence that sequence. Similar responses from A. niger, C. albicans, and Y. lipolytica fungi
showed that LPGPA was neither mycostatic nor mycocidal (Figure 2), although between 9™ and 24™
h of the experiment, an approximately 10% inhibition growth could be observed for A. niger and
Y. lipolytica.

C. albicans appeared insensitive to LPGPA and slight stimulation of S. cerevisiae was noted from the
8™ day. The growth of Y. lipolytica and A. niger fungi was inhibited. Also, the growth of eukaryotic
cells did not change. In order to check whether LPGPA would influence the growth of chosen
microorganisms in less favorable conditions, experiments were carried out with a medium containing
only mineral salts. The results were identical.

Differences in the kinetics of growth of E. coli and S. cerevisiae in the water-based minimal medium
(Figure 3) revealed that LPGPA facilitated the transport of substances across the cell membranes and
simultaneously, an approximately 20% stimulation of the growth could be noted in the period between
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Figure 1. Comparison of prokaryotic microorganism cell growth measured as optical density (OD) in control medium (C) and plasma
water-based medium (PL): A — Escherichia coli, B - Staphylococcus aureus, C — Enterococcus faecalis, D - Klebsiella pneumoniae. The
tests were carried out in triplicates and averaged. Standard errors were below 5%.

Table 1. Comparison of growth of M. tuberculosis strains in the presence and absence of LPGPA in the culture medium®®

Days of growth in control 0.9% aqg. NaCl solution and in LPGPA

Microorganism 1 2 3 4 5 6 7 8 9 10 1 12 13 14 15
M. tuberculosis H37RA X

M. tuberculosis MDR X

M. intracellulare ATCC 13950 X

M. kansasii ATCC 12478 X

M fortitum ATCC 6841 X

3The tests were carried out in triplicates and averaged. Standard error was lower than 5%. ®X — visible growth of microorganism

9™ and 24™ h. Inspection of Table 1 revealed that LPGPA did not influence the growth of
Mycobacteria. Regardless, these microorganisms were maintained in 0.9% aq. solution of physiological
salt or in LPGPA, and the observable increase in microorganisms of M. fortuitum took place on the
third day of experiment, propagation of M. intracellulare and M. kansai could be seen on the 9™ day,
and M. tuberculosis developed just in the 14™ day of experiment (Table 1).
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The results showed that LPGPA did not increase the bacterial population although it facilitated the
transport of substances across the cell membranes.’?*,**) Gram positive and Gram negative bacteria
showed no difference in response to the contact with LPGPA. Additional experiments were carried out
with the use of a medium containing only mineral salts. Differences in kinetics of the growth of E. coli
and S. cerevisiae were observed (Figure 3) supporting an assumption that LPGPA may facilitate the
transport of substances across the cell membrane. Therefore, LPGPA can be safely used as potable
water and for preparation of various soft drinks.

Conclusion

Water treated with low-temperature, low-pressure glow plasma of low frequency (LPGPA),
regardless of the applied method of its preparation, neither inhibits nor stimulates the growth of
yeast, fungi, and bacteria including Mycobacterium microorgnisms. The results provide an evi-
dence that the water treated with low-temperature, low-pressure glow plasma of low frequency is
safe in several everyday applications, that is, for preparing various drinks and also for prophylaxis
and therapy. LPGPA can be safely drunk by consumers with infectious diseases. Because LPGPA is
a good vector for solutes dissolved in it, the use of drinks prepared with such kind of water can be
beneficial.
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