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Abstract

:

Washing fresh produce using Plasma-activated water recently became a promising eco-friendly alternative to using chemical additives such as Chlorine. We discuss the produce-washing experiments that illustrate that addition of plasma to washing water is a multi-faced phenomena. Not only it increases the sterilization ability of water by killing pathogens, but it also has improved washibility: the ability to remove pathogens from the cleaning surface. We propose an explanation of these features based on the recently discoveries that many physical and chemical properties of water change their temperature dependence between about 35 and 60 degrees Celsius. In particular, heat conductance, light absorption, and surface tension all change their temperature dependence. These drastic changes were associated with water gradually changing its mesoscopic structure: while at the higher temperatures water is a uniform media (amorphous state), at the temperatures below transition it consists of many nano-to-micro-scale clusters (crystalline state). This transition is similar to the second order phase transition. In the present paper we propose that treating water with non-thermal plasma (adding plasma-created active compounds) can lower the temperature of the transition and thus cause a significant change in such physical quantities as surface tension, viscosity, freezing rate, and wettability and washability.
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1. Introduction


Fresh produce such as leafy greens have been linked to foodborne illness outbreaks [1]. Washing is a critical step for most of fresh produce types in the post-harvest stage [2]. The main purpose of washing is to remove contaminants, such as dust, soli, debris, pesticide residues [1], and to reduce the microbial load of product including pathogenic microorganisms [3]. To avoid cross-contamination between clean and contaminated produce during wash, disinfectants have been used to maintain the water quality throughout processing [4]. Chemical disinfectants, such as free chlorine, chlorine dioxide (Cl  O 2  ), ozone (  O 3  ), and peracetic acid (PAA), have shown their effectiveness of process wash water disinfection [2]. Chlorine is the most widely used method to treat wash water in the fresh produce industry due to its high antimicrobial activity and cost efficiency [5]. However, the interest in alternative sanitizers has been raising because of the concerns about health risks associated with the disinfection by-products (DBPs) generated by chlorine during the washing process [6]. Other disinfectants such as ultraviolet (UV) irradiation [7] and hydrogen peroxide (   H 2   O 2   ) [8] are not recommended using in fresh produce washing due to the strong influence with organics or suspended particles in the wash water lower the disinfection efficacy. In addition to using disinfectants in wash water, surfactants can enhance removal of pathogens from the surface of fresh produce and help improve inactivation of the bacteria [9].



Plasma-activated water (PAW) is an eco-friendly technique that has potential to be a valuable alternative to traditional disinfection methods of food products [10]. Previous research (see, e.g., [11] and references therein) showed that PAW can effectively inactivate bacteria [12,13], viruses [14,15], and fungus [16]. Many studies have shown PAW generated from various type of plasma discharge, such as microwave discharge [17], plasma jet [14,16], submerged dielectric barrier discharge (DBD) [18] were effective on reduction of microbial load on fresh produce.



With water being of the most abundant elements on Earth, its physical properties play key roles in many very diverse properties. Recently it was observed that otherwise smooth temperature dependence of many of these properties undergo a localized, change between about 35 and 60 degrees Celsius. In particular, electrical conductance, absorption coefficient, refractive index, thermal conductivity, and surface tension all undergo a jump in their temperature derivative ([19,20,21] and review [22]). Each physical property has its own transition temperature. It was suggested in several publications that this jump is related to the change of the internal structure of water (see, e.g., [23,24,25] and references therein). In particular, the structural changes were shown experimentally using the X-ray absorption spectroscopy (XAS) [26], X-ray emission spectroscopy (XES) [27], vibrational spectroscopy [28] (see also a review [24]). Changes in the derivatives in such quantities as thermal conductivity is a telltale sign of second order phase transition (similar to the Ferromagnet-Paramagnet second order phase transition). Above the transition range water is essentially isotropic media of separate molecules (also called amorphous state). Below the transition range, most of the molecules are in the form of clusters, with molecules being hold in place by the Hydrogen bonds. These clusters vary in sizes with the distribution strongly depending on the temperature. Typical sizes of the clusters were estimated to be on the scale of tens of nanometers.



The structure of this paper is as follows. In Section 2, we present the experiments that illustrate and confirm changes in wettability and washability of plasma-activated water. In Section 3, we recall the structure transition between the crystalline and amorphous states in water, and how affects the changes of physical properties of water. In Section 4, we discuss the equilibrium between the two states using the notion of free energy and use the Debye–Hückel theory to introduce the additional term due to plasma. Section 5 contains discussion and conclusions.




2. Improved Cleaning of the Produce by PAW


There are several major differences between the properties of the Plasma-activated water (PAW) and the pure (or tab) water. However, recently the studies of PAW concentrate almost entirely on the changes of chemical properties, which, in particular, are related to the presence of reactive Oxygen and Nitrogen reactive species (ROS and RNS) (see [29,30] and references therein). Meanwhile, changes of physical properties were almost not discussed ([31]).



Currently there are two approaches (technologies) to surface cleaning and/or sterilization: (1) Disinfection—when water inactivates microorganisms, possibly leaving them in place, and (2) Wash-out—when water detaches microorganisms from the surface and subsequently disposes them. Until recently, all studies about PAW focused on (chemical) inactivation, while it is well known that PAW effectively suppress pathogens on the fresh produce surface, we demonstrate that PAW also stimulate removing (washing out) of these microorganisms from the produce surface with further killing of them already in liquid, [32,33].



The main difficulties of inactivation on leafy produce are due to two factors. Complicated surfaces with folds make it hard for water to reach the microorganisms that hide in pores. In the everyday life, there are two standard approaches to reduce surface tension: increasing the temperature and/or adding a surfactant (such as soap). Lowering surface tension improves the washing effectiveness of water: the smaller is the surface tension, the easier it is for water to pick a generalised “dirt”, or anything else, from a surface of a washed object and to remove it. We performed two sets of experiments to verify that treating water by plasma at room temperature changes physical properties of water. Specifically, we were interested to see how the plasma treatment changes the wash-out ability of water: the efficiency of the bacterial removal.




3. Methods and Materials


3.1. Plasma Production


In our experiments we used the gliding arc plasma. This transient type of discharge is non-equilibrium with a relatively high microarc temperature (about 1600–  1800   °  K  ). This setup is optimal for plasma-activated water production. Accurately speaking, the gliding arc plasma is the hybrid plasma. However, the regime in the described experiments was a low current, which means the gliding arc was operating in the non-equilibrium regime, [34]. The system operation is illustrated in Figure 1. The gliding arc plasma system had VOC (voltage open circuit) of 10 kV, and operational arc voltage of 1–2 kV. The pulsed DC power supply of the gliding arc had frequency 60–100 kHz (depending on the load) and the gliding arc operated at the frequency of 1–2 kHz. The gliding arc plasmatron is connected to a tank filled with tap water. Air is injected tangentially into the gap between two cylindrical electrodes and creates a vortex. Power supply applies a voltage between the high voltage electrode and the ground electrode. Plasma discharge starts between two electrodes. The air vortex stretches and rotates the gliding arc and produces the plasma zone inside the plasmatron. Water is injected by a water pump into the plasmatron, passes through the plasma zone, and collected at the exit of the plasma system. After being processed in the gliding arc plasmatron, water gains sterilization properties due to production in plasma different kinds of active species such as OH radicals, hydrogen peroxide, NOx, etc. During plasmatron operation the air that coming out of plasma zone reacts with the tap water producing plasma activated water PAW. Usually pH of PAW is 3–3.5 compared to 6–6.5 of tap water.



System parameters are as follows. The water flow rate was 60 mL/min, the plasma air flow rate was 50 SLPM, the wall protection air was 24 SLPM, and the water atomization air was 51 SLPM. The experiment was performed using 1100 W plasma power. After PAW was generated, a chiller was used to cool the water down to 3–  5   °   C. Temperature, conductivity, and pH were measured by a pH meter after cooling. The abundance of N  O 3 −  , N  O 2 −  , and    H 2   O 2    was measured by test strips.




3.2. Bacteria Preparation


In the current experimental setup we used Rifampicin resistant E. coli O157: H7 (ATCC 700728). Fresh cultured E. coli was incubated in Tryptone Soy Broth (Becton Dickinson, Franklin Lakes, NJ, USA) containing 20 mg/L Rifampicin (Sigma Aldrich, St. Louis, MO, USA) at   37   °   C overnight. The concentration of E. coli was approximately 8–9 log CFU/mL. To prepare the inoculum, 10 mL of fresh cultured E. coli was centrifuged at 3000 rcf for 15 min. Pellets were re-suspended in 10 mL of sterile phosphate-buffered saline (PBS). Then bacterial suspension was centrifuged and re-suspended again to remove extra organic in culture broth. The bacterial suspension was then diluted 1:10 to obtain a concentration of 7–8 log CFU/mL.




3.3. Produce Preparation


For the experiments with fresh produce washing we used Romain Lettuce, obtained from by Dole produce company. Each leaf was washed twice by sterile phosphate-buffered saline (PBS) to remove extra organic in culture broth. After washing, the lettuce was cut into pieces, each weighting approximately 1 g. After that,   100  μ  L of E. coli was spot-inoculated on each piece. The amount of E. coli on romaine was measured to be   10 4  –  10 5   CFU/g. Inoculated romaine was stored in unsealed plastic bags and kept at   4   °   C for 20 h to allow E. coli attach to the surface of leaves. E. coli was quantified by plate count.




3.4. Washing Procedure


Plasma-activated water (PAW) was collected and cooled in a chiller to   4   °   C before washing. 10 g of lettuce that was inoculated with E. coli was split into two teabags and then dipped up and down in 200 mL of PAW for 1 min. After wash, lettuce was de-watered in a salad spinner and transferred into a stomacher bag with 10 mL of sterile PBS and homogenized with a Seward 80 Circulator stomacher (Seward Laboratory Systems Inc., Port Saint Lucie, FL, USA) at a normal speed for 120 s. The obtained produce slurry was serially diluted with PBS and cultured at Rifampicin-contained TSA medium at   37   °   C overnight to quantify viable E. coli remained on the lettuce after wash. The decontamination efficiency was computed as


   D e c o n t a m i n a t i o n   e f f i c i e n c y  =  log 10    A 0  / A   



(1)




where   A 0   is the concentration of E. coli on inoculated but untreated group and A is the concentration of E. coli that remained on produce after washing.




3.5. Quantification of Remained DNA


The DNA of E. coli that remained on lettuce after wash was extracted from the E. coli inoculated pieces of lettuce via QIAamp Fast DNA Stool Mini Kit (Qiagen). The qPCR primer sets targeting E. coli O157:H7 (F 5′ TAAATGGCACCTGCAACGGA-3′; R 5′-GTCATCTTACGGCTGCGGAT-3′) was ordered from IDT DNA and used for qPCR analysis. A fast SYBR Green qPCR assay was applied to obtain the concentration of E. coli.



The QuantStudio 3 Real-Time PCR System and Applied Biosystems Fast SYBR Green Master Mix were used to conduct all qPCR assays. Total qPCR reaction volume was 20μL. Each reaction mixture contained 6μM of the forward and reverse primers, 2μL of template DNA and 10μL of fast SYBR Green Master Mix. The program employed: pre-incubation for 20 s at 95°C; 40 amplification cycles of 1 s of denaturing at 95°C and 20 s of annealing at 60°C; and, finally, 1 s of 95°C, 20 s of 60°C, and 1 s of 95°C for melt curve. All assays were conducted in triplicates of each sample with negative controls and positive controls.





4. Results


The decontamination efficiency was determined by comparing the plate count of washed and unwashed samples. Therefore, the decontamination of lettuce washed in water includes inactivation of E. coli on the surface of lettuce and wash-out to the water. The washed lettuce showed 0.7-log reduction in PAW compared to unwashed lettuce, while the decontamination efficiency was 0.5-log reduction when washed in tap water (Table 1). So PAW has a stronger ability to decontaminate E. coli on lettuce.



The total amount of DNA of E. coli that remained on the lettuce after washing in PAW or tap water was measured by qPCR. These numbers included both alive and dead E. coli on the surface of lettuce. More total DNA was found after washing in tap water (  105 ,   490  ) than after washing in PAW (  69 ,   757  ). It means that 50% more E. coli (either alive or dead) was washed out from the surface of lettuce when the PAW was used.



Therefore it was demonstrated that PAW not only kills pathogens both on the produce surface and washing water, but also enhance washing ability of the water, as a result of water transition from nanocrystalline to amorphous state. The total remaining amount of E. coli (dead or alive) is significantly lower for the PAW compared with tap water, which cannot be explained by the mere presence of ROS or RNS.



4.1. Changes in Physical Properties of PAW May Explain Improved Washability


In what follows we suggest that adding plasma-activated water changes (decreases) the temperature of the transition between what is essentially isotropic media of separate molecules (also called amorphous state) and the structured state, when most of the molecules are in the form of clusters, with molecules being hold in place by the Hydrogen bonds. At the room temperature this effects manifests itself in that the physical properties of water start more resembling the properties of the amorphous state (for example, lower surface tension and viscosity). The estimates based on the Debye–Huckel theory indicate that addition of plasma should change the very structure of water, the balance between structured and random states. Adding plasma to water not only changes (reduces) the phase transition temperature between the random and structured states. At the room temperature the “pure” water is solidly in the structured state, but adding plasma reduces the effective value of the order parameter q. Consequently, both the number of the clusters and the typical sizes of the clusters are reduced, (see [25]). One of the consequences of changing the order parameter is that it changes the surface tension. Experiments reported in [19,20] (see also review [22] and references therein) showed that reducing the amount and size of clusters reduces the surface tension of water. If PAW has a lower temperature of the transition from nano crystal to amorphous phase, addition of plasma also results in a decrease of water viscosity, surface tension and increase of surfactancy, which finally leads to significant increase of washability.




4.2. Free Energy, Phase Transition, and the Debye–Huckel Term


It was suggested in [35,36,37] that the phase transition between the crystalline (also called structured) and the amorphous (also called random) states of water can be described in terms of the free energy, which can be written as


    F   =    U − T σ + q  q  V S  +  1 − q   V r         =    q  E s  +  1 − q   E r  +  q  V S  +  1 − q   V r   P       +     k B  T  q ln  q  g s   +  1 − q  ln   1 − q   g r        



(2)







In Equation (2), F is a Free energy,  σ  is the entropy, q is a percentage of structured state,   E  s , r    are the specific energies of the two states   (  E s  <  E r  )  ,   E  s , r    are the specific volumes,   g  s , r    are the statistical degeneracy,   (  g s  ≪  g r  )  , T is temperature, and   k B   is the Boltzmann’s constant (see [37]). The value of q play the role of the order parameter: the equilibrium value of q, defined by the minimum of Free energy at a given temperature, defines the relative abundance of the two states.



Based on Equation (2), the equilibrium value of q is


    q  e q    1 −  q  e q     =   g s   g r   exp  −    E s  −  E r     k B  T   −   V S  −  V r   P   



(3)







In (3), the difference in the specific energy is   Δ E =  E s  −  E r  ≈ 1800   °   K, [37].



Besides just the ratio of the abundances of the two states, the value of q defines the distribution of sizes of the nano-crystals, constituting the structured state of water.



When ions are added to a gas or fluid, the Free Energy changes. Free energy in the presence of ions contains an additional, Debye–Huckel, term:


   u  D H   = −  ∑  i = 1  M     N i   z i 2   2     e 2  κ   4 π  ϵ r   ϵ 0     1  1 + κ  a i    ,   κ 2  =   2  e 2     ϵ r   ϵ 0   k B  T    ∑  i = 1  M   z i 2   n i   



(4)




where i denotes the type of ion specie,   N i   is the ion’s concentration,   a i   is the ion’s radius,   z i   is the charge of an ionic specie, M is the total number of the ionic species,  κ  is the inverse of the Debye screening length. The ions are unlikely to penetrate into the clusters, thus in the first approximation their impact is proportional to the percentage of water in the amorphous phase. Thus, we get


   F  D H   = F +  ( 1 − q )   u  D H    



(5)







While the Debye–Huckel theory is only approximate, it can provide an qualitative description of in what direction the addition of plasma changes the transition temperature. Form the very fact that the Debye–Huckel term ’favors’ the uniform (amorphous) state, it is clear that the transition temperature decreases.





5. Discussion and Conclusions


In the present paper we showed that plasma-activated water had a lower temperature of the amorphous-crystalline transition: rather than being in the range of 40–  60   °   C, it moves closer to the room temperature. As a result, at a given (room) temperature this shift makes water to behave more resembling the amorphous state, which is characterised by, in particular, lower surface temperature and lower viscosity. Both these effects have significant impact on the properties and effectiveness of washing using the PAW. Reduced surface tension ease picking of dirt and bacteria from the surfaces, as to be taken from the surface into the balk of water requires overcoming of the potential barrier created by the surface tension. Meanwhile, reducing viscosity makes it easier for water to enter narrow channels and cracks on the surface of the produce, that are known locations of the bacteria.



The surface tension and viscosity are not the only quantities that feels the effect of adding plasma. Preliminary experiments indicate that a lot of kinetic quantities also change. Among them are light absorption, and thermal conductivity. Furthermore, while a preliminary experiments with the distilled water confirm the presented results, we wanted to stress the advantages of plasma with a tap water, as it is tap water that is typically used for the sterilization process. In the current experiments, PAW was created and then immediately used. It is expected that the storage time of PAW will affect efficiency of washing as the active species produced by plasma might be short-lived, Specifically, the storage time of PAW affects the    H 2   O 2    and   N  O 2    concentrations. We plan to compare the effects of different storage times in follow-up experiments.
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Figure 1. Operation of gliding arc plasmatron in a water tank during PAW production. 
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Table 1. The effectiveness of PAW in bacterial removal.
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	Wash Out Efficiency [log]
	E. coli Remained [%]





	PAW
	0.67 ± 0.21
	24% ± 11%



	PAW w/organic load
	0.70 ± 0.33
	26% ± 19%



	Tap
	0.55 ± 0.32
	36% ± 25%
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