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Abstract

Biocides are employed to prevent biodeterioration in waterborne paints. In the present study, we used zinc oxide nanoparticles
(obtained from spent alkaline batteries) as biocide for indoor waterborne paint at 1.5% of the total solid content in paint.
Two different zinc oxides synthesized from spent alkaline batteries, which showed photocatalyst activity, were employed
as an antimicrobial agents. After leaching the anode of alkaline batteries, zinc was precipitated from the leachate liquor by
introducing oxalic acid (O-ZnO) or sodium carbonate (C-ZnO).

The antimicrobial properties of the prepared oxides were tested against Staphylococcus aureus (bacteria), Chaetomium
globosum, and Aspergillus fumigatus (fungi) using agar well diffusion method. C-ZnO inhibited the growth of all the strains
studied and presented enhanced activity than O-ZnO. The better performance as antimicrobial agent of C-ZnO compared to
0-ZnO was attributed to its lower crystallite size, higher amount of oxygen monovacancies, and to its lower band gap energy.
The oxide with the best performance in antimicrobial activity, C-ZnO, was employed for the formulation of waterborne
acrylic paints. It was observed that 1.5% C-ZnO improved the antifungal properties and antibacterial properties compared
to the control sample.

Keywords Oxide semiconductors - Antimicrobial paint - Positron annihilation - Structural properties - Battery waste -
Functionalized coatings

1 Introduction

In recent years, zinc oxide (ZnO) has become a critical tech-
nological material due to its structural and electrical proper-
ties [1-4]. Several publications point out that the properties
of ZnO nanoparticles (NP) strongly depend on the synthesis
process that affects their surface, structural, morphological,
and size characteristics [5-8].

Moreover, ZnO nanoparticles have a wide range of
antibacterial and antifungal activities [9-11]. Different
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mechanisms responsible for the antimicrobial activity of
this material have been reported in the literature [12—16].

On the other hand, alkaline batteries are described as non-
rechargeable batteries (primary cells), designed to be fully
discharged only once and then discarded [17]. One possible
effect of depleted alkaline batteries is the corrosion of their
casings, which can be affected internally by their compo-
nents and externally by climatic action or by the decomposi-
tion process of urban solid waste (MSW) in case they end
up in a landfill. These metals leach through soils and flow
through surface water courses and aquifers, polluting the
environment in general [18].

Another environmental concern is biofilms formed on
indoor surfaces, which are associated with health problems
and have been aggravated during the pandemic [19, 20].
Certain materials used in construction, such as wood, bricks,
and concrete, allow the formation of biofilms [21]. Micro-
organisms naturally modify the materials in which they
actively grow, which is known as biodeterioration due to
the impact of extracellular products they produce and, in the
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case of molds, their invasive growth [20]. Some examples
of pathogens causing various pathologies via biodeteriora-
tion are Aspergillus fumigatus [22], Staphylococcus aureus,
Clostridium difficile, Enterococcus, and Acinetobacter [23].
In this sense, the World Health Organization has expressed
their concern indicating that microbiological growth must be
eliminated or minimized in indoor environments [24]. Thus,
the preservation of indoor hygiene is an important goal to
pursue and antimicrobial paints can be considered the most
promising product for the cost—benefit binomial [25]. Nano-
sized ZnO is a good alternative for the formulation of bioac-
tive paints due to its antimicrobial potential [26].

In a previous work of Gallegos et al. [27], it was reported
that zinc oxides obtained from spent alkaline batteries
showed a good photocatalytic performance in methylene
blue (MB) degradation reactions.

The main aim of this work is to evaluate the antifungal
and antibacterial activity of zinc oxides obtained from spent
alkaline batteries. Then, the use of the resulting most active
ZnO as an additive in functionalized coatings to prevent
microbial growth and biodeterioration in buildings was
then tested. To the best of the authors’ knowledge, this is
the first study of a functional paint formulation using ZnO
recovered from spent alkaline batteries as a biocide. The
fundamental purpose of this work is to introduce a way to
valorize hazardous waste for the environment, as well as
improve both human health and the environment. After all,
this study contributes to a sustainable economy and aims to
reduce environmental costs by reducing pollution.

2 Materials and methods
2.1 Zinc oxide: preparation and characterization

Zinc oxides were obtained by recycling spent batteries
through a biohydrometallurgical process, as previously
described by Gallegos et al. [28, 29]. First, the anode of
depleted alkaline batteries was lixiviated with bio-generated
sulfuric acid. In the second step, Zn>" ions were precipi-
tated from the leachate solution by the addition of two dif-
ferent reagents (oxalic acid, H,C,0,, or sodium carbonate
Na,COy).

The obtained suspensions were kept in agitation for 1 h
at 30 °C and the products were filtered, washed, and dried at
120 °C for 24 h. Lastly, the obtained solids were calcined in
air at 500 °C for 2 h. The materials were designated O-ZnO
(from oxalic acid) and C-ZnO (from sodium carbonate).

The nature of the particles obtained by precipitation
from homogeneous solutions depends on many factors (the
concentration of the reagents, reaction temperature, pH of
the solution, type of anion, mixing method, etc.). It has
been shown that slight variations in the above variables can
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lead to particles with different chemical compositions and
shapes [6-8]. Also, the presence of different counterions
(NO;™; CI7; SO42_, etc.) results in different morphologies.
To our knowledge, there are few or no works analyzing the
effect of different precipitate agents on the final morphol-
ogy, so we choose Na,CO;y H,C,0, due to their similar
chemical natures and different final reaction products (CO
and CO,).

The crystalline structure of the studied samples was
characterized through X-ray diffraction (XRD) by using
a Philips diffractometer using Cu Ka (1=1.5406 A).
Surface area values of the synthesized samples were
obtained by BET method using Micromeritics Accusorb
2100 D sorptometer. The DRS-UV-vis spectra were
recorded on a Perkin Elmer Lambda 35 UV-vis spec-
trophotometer with integrating sphere attachment and
spectralon reflectance standard. The structural defects
in the prepared ZnO samples were analyzed by positron
annihilation lifetime spectroscopy (PALS), which allows
the evaluation of vacancy defects in semiconductors.

2.2 Antimicrobial activity

The antifungal activity of the oxides was evaluated towards
C. globosum (KU936228) and A. fumigatus (KU936230)
strains, whereas antibacterial activity was assessed towards
S. aureus (ATCC 6538) strains respectively. The fungal
strains were isolated as in previous research works from
biodeteriorated coatings [30, 31].

Firstly, the antifungal and antibacterial activity of the sam-
ples were investigated using the agar-well diffusion method,
a variant of the Kirby-Bauer agar diffusion method [32, 33].
Malt extract (MEA) and Luria Bertani (LB) were used as
culture mediums for the fungal and bacterial strains, respec-
tively. The fungal inoculum was prepared with physiologi-
cal solution (PS) supplemented with tween 20 (5 ppm) and
the concentration was adjusted to 10° spores/mL by a Neu-
bauer chamber. A total of 200 pL of the spore suspension
was mixed with 15 mL of the culture medium in each plate.

After 24 h from a liquid culture which turbidity was
adjusted to 0.5 of the McFarland scale, the bacterial inocu-
lum was obtained diluting to a suspension of 10° CFU/mL.
The bacterial suspension was scattered uniformly on the
individual plates by swabbing. Three wells of 7 mm diam-
eter (D) each, were filled with 20 mg of the corresponding
oxide sample (C-ZnO and O-ZnO). Two Petri dishes were
prepared as it was described above for each sample.

The plates were incubated at 28 °C for 48 h in the case
of the fungi and at 30 °C for 24 h for S. aureus, after that,
inhibition zone diameters (D) were measured. Samples with
D <7 mm and D=7 mm (to bacterial strain) are considered
showed no activity and those with D >7 mm, were active.
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To assess the bioactivity performance of the selected
oxides from a diffusion test and considering their application
in the formulation of paints, a macrodilution test was carried
out in a solid medium [32, 34]. Petri dishes containing the
selected oxide with different concentrations (0, 1, 2, 3, 5, 10,
and 15 mg/mL) and MEA were inoculated in the center with
20 pL of the spore suspension. The test was performed in
triplicate considering the reported information for the cho-
sen concentrations [30]. The fungal strains were the same
that those used in the agar diffusion assay.

The plates were incubated at 30 °C for 7 days; after-
wards growth diameters were measured evaluating the rela-
tive growth inhibition by percentage (% I). The minimum
inhibitory concentration (MIC), defined as those in which
no growth has been recorded, was determined.

2.3 Formulation, preparation, and characterization
of the functional paints

The ZnO samples with the higher antimicrobial potentialities
were selected to integrate a waterborne acrylic paint indoor
formulation. The composition used for the paint prepara-
tion was based on a conventional formulation for indoor
acrylic paint (% by weight): distilled water (DW) 48.0%,
CaCO; 28.8%, TiO, 13.0%, acrylic resin 6.0%, and additives
4.1% [25]. The selected components (pigments, additives,
and resin) were obtained commercially. The used additives
were antifoam, cellulosic thickener, pH regulator, dispersant,
and coalescer. The paints were prepared in a high-speed dis-
perser located in the CIDEPINT pilot plant. Based on the
formulation presented, a control paint (CP) was made with-
out any biocide, while the experimental paints were obtained
by replacing part of the CaCOj; of the formulation by the
selected ZnO samples (1.5 g per 100 g of total paint).

The color and gloss of the paints were measured using
the CIElab color parameters using ByK-Gardner gloss-meter
equipment following Ref. [35]. The color change (AE), was
calculated as

AE = \/ (L—Lgp)* + (a—agp)® + (b—byp)* 6))

being L, a, and b the CIElab parameters for the control
paint and Lgp, agp, and bgp, the corresponding ones for the
experimental paints (EP) with ZnO. When AE is above 1.5,
color change is considered evident and at even higher values
(AE > 6), it becomes large [35].

The water absorption (in wt%) was determined follow-
ing a procedure based on the ASTM D570 standard. This
methodology relies on the determination of the difference
in weight between dry paint samples and those exposed to
the action of water for 7 days at 23 °C. Water permeability
was determined by the funnel method. The paint was applied
on a porous unglazed tile, after the drying and curing time,

two glass funnels per sample were glued with inert sealant;
being the area and diameter of the funnel and the stem 20
cm? and 3 mm, respectively. Distilled water was introduced
into the funnels to fill the available capacity (flush) under
laboratory conditions. Then, they were weighed at different
times: 0, 24, 48, and 72 h, and by weight difference, the
permeability of the film to water was determined. Loss by
evaporation was estimated with control on glass. The viscos-
ity was determined following the guidelines of the ASTM
D562 standard using a Stormer viscometer. The degree of
dispersion of the liquid paint samples was obtained using a
grindometer, the specific weight and hiding power were also
determined according to the IRAM 1109 Standard.

2.4 Fungal resistance assay

The paints were evaluated for their resistance to fungal
growth through a plate test following a methodology based
on the ASTM D 5590 standard [34]. The paints were applied
to glass slides which were then dried under laboratory con-
ditions and decontaminated using a UV-germicidal lamp
(Philips, 20 W). The samples were placed in plates with
minimal mineral medium and were inoculated with 50 pL.
of spore suspension (10° spores / mL) of the same strains
used in the previous tests. In total 6 samples of each paint
were tested. The plates were incubated for 1 month at 30 °C.
At the end of the test, the samples were evaluated by direct
observation and by using a stereoscopic microscope. To
quantify the performance of the paints, a scale from 0 to
4 was used, referring to different degrees of growth (none,
trace, light, moderate, and heavy, respectively) according to
the covered area based on the ASTM D 5590 standard. Due
to the high vacuum, previously gold-coated samples were
observed by SEM using a Philips 505 brand equipment.

2.5 Bacterial biofilm resistance assay

To assess bacterial biofilm resistance of the formulated
paints a procedure in inoculated liquid culture medium was
followed [36]. First, 1 cm? glasses were painted with each
of the studied paints and allowed to cure under laboratory
conditions. The glass surfaces were sterilized under a UV-
germicidal lamp for 0.5 h on both sides. Subsequently, the
biofilm resistance assay was carried out in a liquid medium.
The inoculum of S. aureus was obtained and mixed with
LB until a concentration of 10® CFU/mL. Then, the painted
glasses were placed in a multiwell plate and covered with
inoculated LB medium. The multiwell plates containing the
samples were incubated with shaking at 125 rpm at 30 °C
for 7 days, after the first 48 h, the medium was periodically
replaced by the fresh sterile medium. Once the biofilm for-
mation experiment was completed, the samples were washed
3 times with phosphate-buffered saline (PBS): 0.4 g of NaCl,

i sps dools

177/ &/ ood 55 =
’ — QATAR UNIVERSITY @ Springer



Emergent Materials

0.07 g of KH,PO,, and 0.45 g of K,HPO, in 100 mL of DW.
Next, the samples were immersed in a 2.5% glutaraldehyde
solution in PBS for 24 h to fix the biofilm. Then, they were
dehydrated in a gradient of solutions of ethanol in water
(20, 50, 70, 90, and 100% v/v) for 30 min in each solution.
After dehydration, the samples were allowed to dry at room
temperature, coated with gold, and observed by SEM under
high vacuum conditions.

3 Results and discussion
3.1 Antimicrobial activity of ZnO nanoparticles

The antifungal activity of the ZnO obtained from spent alka-
line batteries was evaluated towards C. globosum and A.
fumigatus using the agar well diffusion method. The antibac-
terial activity of the oxides was investigated against Gram-
positive S. aureus bacteria, by the agar-diffusion test.

Figure 1 shows the Petri dishes of the agar test with
both prepared zinc oxides (O-ZnO and C-ZnO) and control
dishes, with the three strains studied. The average diameters
(D) of the inhibition zones are listed in Table 1. The pres-
ence of a clear zone of inhibition (nm) around the oxides is
indicative of the antimicrobial activity synthesized nanoma-
terials possessed.

S. aureus was the most strongly inhibited strain by the two
oxides. C-ZnO showed higher inhibition zones in compari-
son to O-ZnO (C-Zn0-28.6; O- ZnO-22.3). Even though

Fig. 1 Diffusion agar assay:

0-Zn0O, C-ZnO, and without

ZnO against C. globosum, A. 1
fumigatus, and S. aureus

Control

C. glubosum

A. fumigatus

S. aureus
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Table 1 The antimicrobial activity of zinc oxides against C. globo-
sum, A. fumigatus, and S. aureus

Strains Zone of inhibition (mm)
Control C-ZnO 0-ZnO
C. globosum <7 15614 <7
A. fumigatus <7 18.4+2.8 11.0+1.0
S. aureus =7 28.6+1.4 223+13

D <7 and D=7 mean: (without activity) microbial growth over the
sample and no zone of inhibition, respectively.

ZnO nanoparticles displayed good antibacterial properties
on both gram-positive and gram-negative bacteria, some
researchers found gram-positive strains to be more resist-
ant [37, 38]. This has been attributed to differences in
external cell structures. In the case of gram-positives, they
have a thick peptidoglycan layer that contains teichoic and
lipoteichoic acids. In contrast, the gram-negative has a thin
layer and an external cell membrane. Here, both C-ZnO and
0-ZnO showed a good performance against S. aureus, which
was the more susceptible for this test.

Concerning the fungal strains studied, greater resistance
to the action of the biocide used was observed. These results
are consistent with the structural characteristics of fungi,
since their cell wall is much thicker than that of bacteria.
In most fungal species, the inner cell wall consists of a core
of B-(1,3)-branched glucan covalently linked with ~ 4%
intercede and chitin [39]. C-ZnO showed a larger range of
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activity than O-ZnO since it was active against both fungal
strains evaluated [C. globosum (C-ZnO-15.6; O- ZnO—<7)
and A. fumigatus (C-ZnO-18.4; O- ZnO-11.0)]. It is worth
mentioning that the control sample (with DW) showed no
inhibition zones for any microbial studies.

In addition to the structural characteristics of the micro-
organisms, the bioactivity is highly dependent on ZnO NP
physicochemical properties such as size, morphology, and
surface defects [37, 40].

In bacteria, the bacterial cell wall is the structural layer
that houses the cell membrane and cytoplasm, providing
protection and structural support [41]. It is formed by pep-
tidoglycan and its thickness determines the type of bacteria,
being nanometric in size. In this regard, for a better bacteria-
ZnO interaction it is necessary that the particles have nanom-
eter dimensions [42, 43]. On the other hand, several authors
have pointed out a relationship between antimicrobial activity
and the morphological characteristics of the particles. Larger
surface areas may provide additional antibacterial activity.
With respect to the nature and concentration of defects, these
contribute to the antibacterial activity of ZnO. According to
Prasanna and Vijayaraghavan [44], a higher concentration of
VO + +causes an increase in the generation of ROS which
in turn enhances its antibacterial activity.

The above-mentioned properties are involved in the
mechanisms of activity that rely on more than one cell target
and it is based on: reactive oxygen species (ROS) produc-
tion, the release of Zn** ions, and electrostatic interaction
[45]. Studies carried out with bacteria have shown that ROS
such as eOH, ¢0O,™, and H,0, are significantly produced
from an aqueous suspension of ZnO NP and are mainly
responsible for the antibacterial activity even in the dark
[37]. In this regard, it was found that surface defects in the
ZnO NP play a major role in producing ROS both in the
presence and absence of light. Oxidative stress in the bacte-
rial cell can be induced by ROS which leads to the inhibi-
tion of protein synthesis and DNA replication [46], In addi-
tion, Zn>* ions act as electrophiles inhibiting the glycolytic
enzyme through the thiol oxidation group [47]. On the other
hand, electrostatic interactions occur due to the positively

Fig.2 SEM images 5000X a
C-ZnO and b O-ZnO. The inset
shows TEM images of both
samples

charged ZnO NP which is attracted to the cell surface and is
generally negatively charged; the difference in electrostatic
gradient leads to cell surface damage [48].

Mosquera-Sanchez et al. found that ZnO NP showed a
high inhibition of Colletotrichum sp. growth causing loss
in the continuity of some hyphae and favoring the forma-
tion of vacuole-like structures leading to a decrease in the
cytoplasmic space [49]. Kalia et al. showed the degrading
effect of ZnO NP on the DNA of three filamentous fungal
strains (Macrophomina phaseolina, Curvularia lunata, and
Fusarium oxysporum) and noted that differences in size and
surface functionalization diminish the antimycotic potential
[50]. The effect on other kinds of organisms can be found
too, for example, Shnawa et al. recently investigated the pro-
toscolicidal activity of biosynthesized ZnO NPs with prom-
ising results reaching 100% of mortality of the protoscoleces
with a concentration of 400 ppm [51]. Recently, Da silva
et al. assessed the inactivation of the infectious SARS-CoV-2
on cotton fabrics with ZnO NP among other NP, reaching a
reduction equal to 31% during the first 15 min [52].

The physicochemical properties of the as-prepared ZnO
have been reported previously [27]. It is worthwhile to pre-
sent a summary of them and their relationship with their
antimicrobial activity.

Both prepared samples have the ZnO wurtzite structure.
C-ZnO presents lower values of lattice cell parameters and
E,,, (band gap energy) than O-ZnO, possibly due to a higher
concentration of oxygen vacancies. Concerning the morphol-
ogy of the particles, both solids presented platelet-shaped
particles as can be seen by SEM images shown in Fig. 2. This
fact has been reported by several authors, which indicates
that the formation of this type of structure is governed by
the presence of SO, 2~ ions adsorbed on the polar growth
face. Particle sizes were calculated from the TEM images
(see inset in Fig. 2) yielding 12.9 and 18.9 nm for C-ZnO and
0-ZnO, respectively. Differences observed in the degree of
agglomeration, average particle size, and vacancy concentra-
tion are attributed to the different precipitating agents used.

Positron annihilation lifetime measurements (PALS)
were also carried on to evaluate the defect structure of
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the nanopowders. Experimental and analysis details can
be found elsewhere [27]. Positron lifetime spectra were
decomposed into three exponential decays, each one char-
acterized by a positron lifetime 7; of intensity /; (see Fig. 3).
The third lifetime is related to ortho positronium annihila-
tion and has a very low relative intensity, so the lifetimes
of interest here are the first two components. The longer
the positron lifetime, the larger the defect size, so as it was
previously discussed, T; being higher than ZnO bulk lifetime
(158 ps) is sensing, in addition, monovacancies. On the other
side, the second lifetime 7, is sensing positrons trapped at
larger size defects such as vacancy clusters (nanovoids) or
at intersection interfaces (i.e., triple lines). In consequence,
the ratio (1,/1,) between the relative intensity of these two
events provides information on the relative concentration
of defects. It is well known that ZnO presents vacancies in
both sublattices, oxygen, and zinc, and as positron traps their
lifetime was found experimentally to be 180 ps and 230 ps,
respectively. Then, it may be concluded from PALS results
that C-ZnO has more monovacancies and fewer high-size
defects (divacancies or agglomeration of vacancies) than
0O-ZnO. These properties could be related to the antimicro-
bial efficiency exhibited by C-ZnO since they would favor
the production of ROS, in the presence and absence of light,
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second component
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Fig. 3 Positron lifetime parameters for the studied samples: commer-
cial powders (com), O-ZnO and C-ZnO
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and the release of Zn** ions [50]. As noted above, both ROS
and Zn”" ions have been indicated as responsible for part of
the mechanism of antimicrobial activity of these oxides [53].

Additionally, it has been reported an improvement in the anti-
microbial activity of ZnO with a decrease in the bandgap [54,
55]. The decrease in the band gap of the samples (3.05 for O-ZnO
and 2.99 for C-ZnO) is associated with the presence of energy
levels within the band gap of the semiconductor, due to vacancy
defects. Finally, the decrease in particle size is also a fundamental
factor in antimicrobial activity, as mentioned above.

The determined parameters (particle size, energy gap, and
vacancy concentration) by means of three experimental techniques
(TEM, UV-vis, and positron lifetime spectroscopy) are displayed
in Fig. 4. As it was previously discussed, the behavior observed in
all of them is consistent with an increase in antimicrobial activity.

Therefore, it was achieved that the antimicrobial activity
of C-ZnO is higher than that of O-ZnO. The most active
material was the one with the smallest particle size and the
highest concentration of VO**. These facts lead to a better
particle-fungus/bacteria interaction, as well as a higher avail-
ability of Zn>* because of an incremental vacancy amount.

As mentioned above, the synthesis route leads to the
formation of particles with differences in their properties,
clearly indicating that the variation in the precipitating agent
used plays a fundamental role.

Our results are in agree with many research papers that asso-
ciate smaller particle sizes with higher antibacterial and anti-
fungal activity. Soren et al. tested ZnO NPs of different crystal-
line sizes (10 and 20 nm) against bacteria and found increased
toxicity by decreasing the size of the ZnO NPs [56]. Kalia et al.
showed that the size of Zn NPs and their crystal chemistry can
affect the fungicidal potential as these characteristics alter the
ability to trespass the fungal cell wall and membrane structures
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Fig. 4 Particle size (D), energy band gap (E,,,), and positron annihi-
lation intensities ratio (I/,1,) for O-ZnO and C-ZnO
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to elicit ROS response besides varying the dissolution of the
ZnNPs within the cytoplasm [50]. Zakharova et al. found that
smaller ZnO NP displayed higher toxicity than larger parti-
cles even in the presence of particle aggregation [57]. These
authors also stated that it does not necessarily ZnO penetrate
into the bacterial cells but its presence on the microenvironment
around the bacteria is sufficient for killing them. Presumably,
individual ZnO particles retain sufficient surface activity after
aggregation.

Considering these results, C-ZnO was selected to perform
the macrodilution test. The percentages of inhibition (% I)
obtained in each case are presented in Table 2. At lower con-
centrations (1, 2, and 3 mg/mL) the growth of C. globosum
was similar to that of the control during the 7 days of the test
(% 1=0). Plates with concentrations of 5, 10, and 15 mg/mL
showed a different behavior from those mentioned before, as it
can be seen in Table 2 and Fig. 5. In the Petri dishes with 5 mg/
mL, a slow growth was observed while with 10 mg/mL it was
reduced even more. Finally, the plates with 15 mg/mL did not
show any growth after 7 days. Therefore, this concentration

results in the minimum inhibitory concentration (MIC) for this
strain, at least within the concentration range tested.

In the case of A. fumigatus, the inhibition percent for con-
centrations lower than 5 mg/mL showed similar results to C.
globosum. The growth of A. fumigatus was reduced consider-
ably in concentrations of 10 and 15 mg/mL and no growth was
observed after 7 days as can be seen in Fig. 2. A. fumigatus
showed to be more sensitive compared to C. globosum since
its growth was more inhibited with lower concentrations. In
this sense, the MIC (10 mg/mL) was lower than that obtained
against C. globosum (15 mg/mL). It should be noted that in
both cases a directly proportional relationship was observed
between the concentration and the degree of inhibition, the
higher the concentration of C-ZnO, the higher the inhibition.

3.2 Formulation, preparation, and characterization
of the functional paints

According to the results shown in the previous section,
C-ZnO was selected to elaborate a functional paint. Firstly,

Table 2 Inhibition percent (%

I) of the fungal growth in solid

medium with C-ZnO after Concentration (mg/mL)
7 days %I

Concentration (mg/mL)
% 1

C. globosum
1 2 3 5 10 15
0 0 0 43 86 100
A. fumigatus
1 2 3 5 10 15
0 0 32 82 100 100

Control

5 mg/mL C-ZnO

C. globosum

A. fumigatus

10 mg/mL C-ZnO 15 mg/mL C-ZnO

=

Fig.5 Macrodilution assay: plates with and without C-ZnO after 7 days of incubation
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control paint without biocides (CP) and paint with 1.5 g of
C-ZnO per 100 g of total paint, labeled as 1.5% C-ZnO, were
prepared. Regarding the relation to the concentration of ZnO
NP in acrylic paints: it has been reported that acrylic coat-
ings increase the absorption of UV-light by increasing the
concentration of the ZnO NP which seems to be accentuated
for concentrations >2 wt% [58]. In this sense, an excess in
the concentration of ZnO NP (smaller in size than 30 nm)
has been associated with resin (paint film-forming material)
degradation [59]. This is consistent with literature indicating
the advantages of using concentrations below 2 wt% which
would be counteracting the photodegradation effect of the
ZnO NP [60].

The results of the prepared paints characterization are
listed in Table 3.

The color change (AE) and gloss were determined by
measuring the CIElab color parameters (L, a, and b). The AE
of the paint due to the addition of C-ZnO was 0.4. This AE
is related to a slight change in visual appearance, conclud-
ing that the addition of C-ZnO did not produce significant
changes in color in relation to the CP. This makes the use of
ZnO NPs advantageous compared to Ag NP which causes
an important color change of coatings due to the presence
of pinkish Ag* ions [61]. Regarding gloss, no changes are
observed between both paints being their values within the
IRAM 1070 standard for interior paints.

The water absorption exhibited by the 1.5% C-ZnO
sample was higher than that obtained from the CP while
the permeability was lower. The permeabilities after the
first 24 h were 0.19 and 0.15 g/cm? for CP and 1.5%
C-ZnO, respectively, a trend that was maintained at 48
and 72 h. The differences in absorption and permeability
could be due to the smaller C-ZnO particles being dis-
tributed among the micrometer-sized pigments (TiO, and
CaCO;), generating a different conformation in the film
compared to the CP. This new arrangement in the coating
would increase the surface area of the solids within the
film. At this point, it is important to remember that there
are volatile components in the formulation that are elimi-
nated during the drying process and the non-volatile are
those that form the solid protective film being respon-
sible for its final properties [37]. In this sense, the size
and shape of the particles affect the spatial distribution
and the exposed surface of the components, which impact
the film properties.

Two specific properties of liquid paint, such as viscos-
ity and specific weight, did not show differences between
one formulation and another, as given in Table 3. It
should be noted that these values together with the
degree of dispersion presented by the control paint are
within the ranges required by the IRAM 1070 standard.
Regarding the degree of dispersion, 1.5% C-ZnO sam-
ple shows a lower value compared to CP, which may
be related to a certain degree of particle agglomeration
present in the system.

3.3 Fungal resistance assay

CP and 1.5% C-ZnO paints were tested for their antifun-
gal efficiency. The films were exposed to fungal growth for
4 weeks and afterward rated (R) using ASTM D5590 stand-
ard scale.

Figure 6 shows the results obtained with films inoculated
with C. globosum. From the images obtained by stereomi-
croscope (Fig. 6a) an appreciable growth on control samples
(CP) is observed yielding a value of R =3, which is referred
to as moderate. Instead, for the 1.5%, C-ZnO sample traces
of growth are registered with R=1, showing an important
difference compared to the control.

SEM images (Fig. 6b) corroborate the results obtained by
stereomicroscope. The spoilage imparted by C. globosum on
CP samples is appreciated through an active growth with
abundant mycelium and spores. In contrast, an ungerminated
spore deposited on the surface at the time of inoculation on
the 1.5% C-ZnO sample is seen (pointed out with a yellow
circle in the micrograph, Fig. 6b).

Paints inoculated with A. fumigatus are shown
in Fig. 6. The CP samples showed abundant growth
(R =4). On the other hand, the samples correspond-
ing to 1.5% of C-ZnO were able to inhibit the growth
(lower than light, R = 1-2) of the corresponding strain
mostly observable on the edges. SEM micrographs cor-
roborate the above observations (Fig. 6b), in particular,
CP sample inoculated with A. fumigatus exhibits abun-
dant reproductive structures (conidiophores) character-
istic of this fungus, responsible for the release of many
conidia. The degree of development in the paints with
C-ZnO was lower, which was reflected in poor growth
and inhibition of vegetative mycelium.

Table 3 Physical properties of
the control and the 1.5% C-ZnO
paints

Samples Water adsorp- Color Viscosity Dispersion (um)  Specific Hiding
tion (w/t %) change(AE) (UK. weight (g/ power
cm?) (um)
Control paint  10.8 98 50-60 1.4 225
1.5% C-ZnO 14.0 97 70-80 1.4 225
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Fig.6 Fungal resistance assay A
a photographs records and b

SEM micrographs of the paints a

with and without C-ZnO after

4 weeks with A. fumigatus

PP

-

Therefore, the paint with C-ZnO was probed to inhibit
the growth of both fungal strains, C. globosum, and A.
fumigatus, which shows that the C-ZnO particles man-
aged to impart their antifungal activity in the paint film.

3.4 Bacterial biofilm resistance assay

The bacterial biofilm resistance of the paint films (CP
and 1.5% C-ZnO) was evaluated in a liquid medium

Fig.7 SEM micrographs of
paint films from bacterial
biofilm resistance assay against
S. aureus

.°"

. -
-

inoculated with S. aureus. SEM micrographs of coat-
ings are shown in Fig. 7. S. aureus is widely used for this
type of test due to its high capacity for biofilm forma-
tion. A constituted and widely distributed biofilm was
exhibited by control samples from CP films. An active
and abundant growth of S. aureus was observed, where
the cellular morphology in the form of cocci character-
istic of this strain can be seen (X 2000 magnification).
Adherent bacterial cells were not observed in films with

1.5% C-ZﬂJ
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1.5% C-ZnO, and therefore the conformation of biofilm
was not found.

Following a similar trend to that observed in the preliminary
agar diffusion tests, a greater sensitivity was also found in rela-
tion to the bacterial strain in the bio-resistance tests of the films.

4 Conclusions

Zinc oxides obtained from spent alkaline batteries showed
promising antimicrobial activity against several pathogens.
Both prepared oxides, C-ZnO and O-ZnO, inhibit the growth
of S. aureus bacteria and A. fumigatus fungi, whereas C.
globosum fungi is only inhibited by C-ZnO. The better per-
formance of the last oxide can be explained by differences
in the structural properties between the two compounds. The
lower crystallite size and greater amount of oxygen monova-
cancies in C-ZnO would favor the availability of Zn>* ions
for their interaction with microbial cells. The 1.5% addition
of the biocide does not significantly modify the physical
properties of the paint and confers bioactive properties via
the growth inhibition of the inoculated microorganisms.

Thus, it is possible to prepare functional paints with an
antimicrobial activity using oxide metals from spent alkaline
batteries as raw material. This research contributes to the
comprehension of nanoparticles’ effect on fungi and bac-
teria populating in buildings, a fundamental move from an
environmental point of view.

On the other hand, the present study is framed within the
principles of green chemistry, since it introduces a valori-
zation of environmentally hazardous waste. We consider a
novel way to help improve both human health and the envi-
ronment through water-based paints.
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