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Abstract
Objective:  The use of essential oils for the preparation of different nanoemulsions (NEa, NEb and NEc) and detect their biological activities.
Methods:  Nanoemulsiona were prepared by mixing the essential oil (10%) of Coriandrum seed of Coriandrum sativum, Ginger roots of 
Zingiber officinale, or Achillea leaves of Achillea clavennae), sterile water, and surfactants (Brij 30, Span 20, Triton X-100, Tween 60) in addition 
to the 0.1M Tris-HCl buffer (pH 7.22). The three prepared nanoemulsions were examined and characterized. Their antibacterial activities 
were examined against some multidrug-resistant Gram-positive and negative bacteria. 
Results:  The maximum activity was recorded by NEb against Serratia marcescens, Staphylococcus aurous, Micrococcus luteus, Enterococcus 
faecalis, Streptococcus pyogenes, and Staphylococcus saprophyticus while lower activity was obtained against Klebsiella pneumonia and 
Escherichia coli. The minimum inhibitory concentrations (MICs) of the NEb ranged from 40–60 µl/ml of the nutrient broth. NEb affects 
the cell counts and morphology of S. marcescens and destroys the bacterial cells by reducing cell respiration and enhancing the cell 
permeability and leakage of protein, DNA, and potassium of the bacterial cell membrane. NEb recorded no toxicity against Artimia salina 
and HaCaT cell line. It decreases biofilm formation by 51%, bacterial infection, and cell attachment. 
Conclusion:  This study suggests that NEs have great antibacterial activity against some human pathogens and process different modes of 
action, thus they can be used effectively to treat different bacterial infections. 
Keywords:  Antimicrobial activity, pathogenic, permeability, respiration, MIC, Serratia marcescens, biofilm 
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Introduction
Essential oils are complex volatile compounds synthesized nat-
urally in different plant parts during secondary metabolism. 
They have great potential as they effectively destroy several 
pathogens and have great potential in the field of biomedicine 
as they effectively destroy several bacterial, fungal, and viral 
pathogens in addition they can be used to inhibit the growth of 
many foodborne pathogens.1-4 Due to infection control prob-
lems and misuse of antibiotics, multidrug-resistant bacterial 
infections of soft tissue, skin, and bloodstream have increased 
in patients at many hospitals and they are now recognized 
as a major cause of nosocomial infections (Abou-assy et al., 
2022, 2023),5,6 and pose a significant threat to public health. 
Alternative therapies and new approaches to develop new 
antimicrobial therapeutic agents are needed. The use of essen-
tial oils to prepare nanoemulsions (NEs) was recommended 
by many authors.7-9 Dispersing and stabilizing oil droplets in 
an aqueous solution using co-surfactants or surfactants form 
the nanoemulsions that have gained significant attention as 
potential antimicrobial agents due to their unique physico-
chemical properties and enhanced bioactivity.3 

Nanoemulsions possess several advantages over con-
ventional antimicrobial agents, including increased stability, 
improved solubility, and enhanced penetration into micro-
bial cells. Numerous studies have demonstrated the efficacy 
of nanoemulsions in inhibiting pathogenic bacteria and have 
great potential in food preservation and safety. Nanoemul-
sions have broad antimicrobial activity against bacteria, fungi, 
and some enveloped viruses with low toxicity to animals.10,11 
Nanoemulsion systems are in between slightly opaque and 
transparent, differ in their composition, appearance, kinetic 
and thermodynamic stability, and their particle size ranges 

from 10 to 800 nm.12 They may interact with lipid bilayers 
of bacterial cell membranes and the energy stored in the 
oil-and-detergent emulsion destroys the bacterial cell mem-
brane of the pathogens.13-15 Teixeira et al, (2007)16 reported 
that NEs might have a mechanical force on the cell wall or 
membrane of the cell. In addition, the antimicrobial activity 
of nanoemulsions is due to their ability to fuse with the cell 
membranes and the electrostatic interaction between the cat-
ionic charge of the nanoparticles and the anionic charge on 
the microorganisms that destabilizes the lipid bilayers of the 
cell membrane. This increases membrane permeability and 
cell disruption.15,17 Unlike some antibiotics, the nanoemulsion 
antimicrobial activity is nonspecific and has broad-spectrum 
activity, thus limiting the appearance of resistance. 

Serratia marcescens is an opportunistic, gram-negative, 
nosocomial pathogen, that causes an outbreak in the ICU 
(Khanna et al., 2013),18 which is often involved in epidemics 
of the colonization and infection with the pathogens.19 The 
important reservoirs in epidemics are the digestive, respira-
tory, and urinary tracts in addition to medical equipment. The 
ability to form biofilms and the special cell surface properties 
made current medical approaches ineffective.20,21 Recently,  
S. marcescens has gained attention as an emerging pathogen 
worldwide, provoking infections and outbreaks in debilitated 
individuals, particularly newborns, and patients in inten-
sive care units.19 NEs efficiently destroy bacterial pathogens, 
spores, enveloped viruses, HIV-1 and various tuberculosis 
pathogens without damaging the normal human cells or the 
cells of most other higher organisms.2,13,22 This study aimed to 
determine the antimicrobial activity of some essential oil NEs 
formulas and study their effects on bacterial growth, and bio-
film formation.
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Materials and Methods

The Tested Bacteria, Cell Line, and Animal Larvae
The Gram-negative Escherichia coli, Salmonella typhi, Shigella 
sonnei, Klebsiella pneumonia, Pseudomonas aeruginosa and 
Serratia marcescens in addition to the Gram-positive Staphy-
lococcus aurous, S. saprophyticus, Streptococcus pyogenes, Mic-
rococcus luteus, Bacillus cereus and Enterococcus faecalis were 
obtained from King Abdulaziz University Hospital, Jeddah, 
KSA. Bacterial cultures were grown in Tryptic Soy agar sup-
plemented with 1% w/v glucose (VWR Chemicals, Radnor, 
PA, USA). Stock culture of the previous isolates was routinely 
preserved on slants of Tryptic Soy agar at 4˚C until used 
and regenerated every six months.23 For long-term preserva-
tion, they were maintained in 15% glycerol, frozen at −80˚C. 
Tryptic Soy broth was used for bacterial growth in a liquid 
medium; the isolate was grown in the broth medium at 37˚C 
on an orbital rotary shaker at 80 rpm. 

The human epidermal keratinocyte cell line, HaCaT 
cells were obtained from the ATCC (American Type Culture 
Collection, Manassas, USA) and they are used for the inves-
tigation of toxicity and infection inhibition. They were grown 
in Dulbecco’s Modified Eagle Medium (DMEM), containing 
10% fetal calf serum, L-glutamine, and a mixture of penicillin, 
and streptomycin (200 units/ml) and incubated in a humid-
ified incubator at 37˚C and 5% CO2. The animal larvae of 
Artemia salina and Galleria mellonella were obtained from the 
Biology Department, Faculty of Science, Jeddah, Saudi Arabia. 

Nanoemulsion Formation and Preparation 
Plant materials of the original species were collected in June 
2021 and were identified at the Biology Department, Faculty 
of Science, King Abdulaziz University. Coriandrum seed oil 
of Coriandrum sativum and Ginger root oil of Zingiber offic-
inale, were extracted as described by Ashraf et al. (2011).24 
The fresh plant parts were subjected to steam distillation after 
being completely immersed in water and heated to boiling, 
after which the essential oil was evaporated together with 
water vapor and finally, the oil was collected and dried over 
sodium sulfate (water-free) and stowed at 4˚C until used. Pure 
Achillea oil of Achillea clavennae was acquired from Nature’s 
Way Brands LLC Green Bay (USA). The obtained three oils 
were used to prepare the different nanoemulsions, NEa, NEb, 
and NEc. Preparation of NEs formulations was carried out 
from essential oil (10%), sterile water, and surfactants (Brij 30, 
Span 20, Triton X-100, Tween 60), obtained from (Saint Louis, 
MO, USA) as described by Tsai et al., (2010).25 Using a mag-
netic stirrer, the components were dissolved and mixed under 
heating until became clear, transparent, and homogeneous. 
They were prepared and characterized as described by Pey  
et al. (2006).26 

Characterization of Nanoemulsions 
The morphology and particle size were studied using a Scan-
ning electron microscope (SEM, Quanta FEG 450) at King 
Fahad Medical Research Center, Jeddah, KSA. A specimen 
of each solution was first fixed, treated with a graded alcohol 
dehydration series, dried, mounted, gold coated, and viewed 
on the SEM with the digital imaging system. The mean droplet 
diameter (nm) and Coefficient of variation (% CV) were cal-
culated for each solution.2 

Antibacterial Activity of the Prepared NE 
Formulations 
All used media were prepared and sterilized using the auto-
clave at 121˚C for 20 min. before use. Bacterial suspensions 
were prepared at a concentration visually equivalent to a 0.5 
McFarland Standard (2 × 106 CFU/ml). The agar well diffusion 
assay described by Zhang et al (2010)27 was applied to deter-
mine the antimicrobial activities of the three prepared NEs by 
measuring the inhibition zone diameter (mm) after two days. 
The antibiotic, Ampicillin solution, and sterile phosphate 
buffer were used as positive and negative controls, respectively. 

Determination of MIC 
The MIC of NEb was calculated using the broth dilution 
method described by Turnidge et al (2007).28 To 50 ml conical 
flasks containing 10 ml of Tryptic Soy Broth and inoculated 
with 100 µl of 2 × 106 CFU/ml of the pre-culture of the tested 
bacterial pathogens, different volumes of NEb were added and 
the counts of living bacterial cells were detected on Tryptic Soy 
agar plates after 2 days. About 0.1 ml of each inoculated flask 
was taken, spread on the agar surface and developed colonies 
were counted after incubation at 37˚C for 24 hrs. Ampicillin 
solution was used as a positive control. The MIC is the lowest 
concentration of NE that has no growth or very small numbers 
of colonies. 

Effect of Incubation Period on Antibacterial 
Activity of Nes 
In the 50 ml flask, 9 ml of sterile Tryptic Soy broth was mixed 
with the tested NE (20 µl/ml). The flask was inoculated with 
20 µl of the tested bacterium (2 × 106 CFU/ml), and incubated 
at 37˚C for 0.0–48 hrs. The cell counts were determined in  
0.1 ml of the culture using Petri dishes containing 15 ml of 
Tryptic Soy agar. The plates were incubated at 37˚C and the 
number of bacterial colonies/ ml was counted using colony 
counters (SC6-R000103491) and compared with the counts of 
control (culture without NE). 

Effect of NEs on Cell Morphology and Counts 
In 50 ml flask containing Tryptic Soy broth medium  
(9 ml) was inoculated with 20 µl of the pre-culture containing 
2x106 CFU/ml of the tested bacterium and the bacterial cells 
were treated with half the MIC of the tested NEb (20 µl/ml). 
All flasks were incubated at 37˚C for 12 hrs and distilled water 
was added to the control flasks instead of NEb. The cells were 
collected after centrifugation at 5000 rpm for 15 min, exam-
ined, and photographed after Gram staining at King Fahad 
Medical Research Centre. 

Effect of Nes on Cell Permeability, Hydrophobicity, 
and Potassium Leakage 
The effect of NEs on the nucleic acids, proteins, and potas-
sium permeability from the bacterial cell was determined as 
described by Pelletier et al., (1997) and Hou et al (2007).29,30 
Sterile Tryptic Soy broth medium (18 ml) was inoculated with 
approximately 20 µl of the pre-culture (2 × 106 CFU/ml) and 
20 µl/ml of the tested NEb for 12 hrs. After that, cells were col-
lected, washed three times with distilled water, and suspended 
in sterile water for 8 hrs and the absorbance (A1) of the fil-
trate was read at 260 nm. The control sample was prepared by 
incubating the bacterial cells with Triton X-100 for 6 hrs (A0). 
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Leakage of the nucleic acid materials was estimated. Further-
more, the quantity of potassium in the solution was measured 
using a flame photometer (Kruss, model FP8800). 

Effect of NEb on Cellular Respiration and  
Cell Wall Composition 
Respiration of treated and untreated cells was determined 
using an oxygraphe, calculated the quantity of oxygen con-
sumed (μl/mg/h) was recorded as described by Mahmoud 
and Aly (2004).31 Total proteins and carbohydrate determi-
nations of the bacterial cell walls were recorded in aliquots 
of the suspension of treated and untreated cells obtained as 
reported above. The cells were dried and lysed and the cell 
walls were collected, dried, weighed, and used to measure 
the protein, and carbohydrate using the Bio-Rad Protein 
assay Kit (Bio-Rad, CA, USA) and carbohydrate Assay Kit 
(MAK104, Sigma-Aldrich), respectively, following the manu-
facturer’s instructions, and measuring sample absorbance with 
Microplate Reader (BioTek Instruments, Winooski, VT, USA). 

Effect of NEb on Biofilm Assays 
The biofilm formation by S. marcescens was quantified using 
protocols previously described (Stepanovic et al., 2002, 
2007)32,33 and modified by Jamal et al. (2022).34 Briefly, bac-
teria cells (2 × 106 ml) were grown in TSB broth in 96-well 
microplates in the presence of NEb (20 µl/ml), and the plates 
were incubated at 37˚C for 12 hrs., then the free cells were 
removed from the plate, and the plates were washed two 
times with saline solution. The obtained biofilm was stained 
by 200 µl of 0.2% crystal violet and the plates were washed 
again with saline solution, and finally, the stained biofilm was 
re-suspended by adding 300 µl of 32% acetic acid (v/v) and 
the absorbance was recorded at 570 nm. The percentages of 
biofilm inhibition were calculated as:

Biofilm reduction 
OD at 570 nmof thecontrol  OD at 570 of

%( )

=
- tthetreated

OD 570 nmof the control
´100 

Toxicity of Nanoemulsions 
In 96-well plates, HaCaT cells (2 × 105 cells/ml) were incubated 
in 5% CO2 at 37˚C for 24 hrs. and the toxicity was evaluated 
by the 3-(4,5-Dimethylthiazol-2-yl)-2,5- Diphenyltetrazolium 
Bromide (MTT, Sigma-Aldrich, St. Louis, MO, USA) assay. 
After the incubation period, cells were treated with different 
concentrations of NEb (10 – 100 µl/ml and incubated for 8 hrs 
at 37˚C. After the removal of the medium, DMSO was used to 
dissolve the formazan crystals, and the absorbance was meas-
ured at 570 nm using a microplate reader (SYNER- GYH4, 
BioTek, Inc., Winooski, VT, USA). The viability of cells was 
evaluated compared to the control cells. 

Cell viability = Abs. of control Abs. of sample 
Abs.of cont

-
rrol

10´

Toxicity against Artemia salina as a test organism was 
determined as described by Aly and Gumgumjee, (2011).35 
Toxic concentration is the concentration that kills 50% of the 
larvae or decreases cell viability to 50%. 

Cell viability 

= No. of living larvae in  control no.  in t- rreated sample
No.  of living larvae control

100´

Adhesion Assay of Serratia marcescens to  
the Cell Line 
The adhesion capacity of Serratia marcescens to HaCaT cells 
with and without NEb was evaluated. In brief, 2 × 105 cells 
ml of Serratia marcescens were seeded into 96-well polystyrene 
plates and incubated with pre-cultured HaCaT cells in DMEM 
for 2 hrs at 37˚C with or without NEb (10; 15; 20; 25 µl/ ml). 
Then, the cells were washed with PBS, and 100 µl of a solution 
of Trypsin/EDTA (Sigma Aldrich Co., St. Louis, MO, USA) 
was added to each well to separate cells. One ml of DMEM was 
added after 5 min at 37˚C, and the obtained cell suspensions 
in PBS were plated on TSA and incubated at 37˚C for 24 hrs 
to count S. marcescens cell forming units (CFU). The influence 
of NEs on the adhesion of the bacterial cells to HaCaT cells 
was calculated by the number of viable adherent bacteria and 
expressed by CFU per well. 

Infection biocontrol activity by NEb
Galleria mellonella assay test was used to evaluate NEb  
capacity to protect larvae from S. marcescens infection. For the 
survival assay, five groups of 10 randomly chosen larvae with 
similar size were selected and were first injected with 10 µl of 
the NEb two successive times, and after 2 hrs of incubation at 
37˚C, the larvae were infected with standardized suspension 
(2 × 106 cells/ml) of S. marcescens using a Hamilton syringe. 
Sterile PBS alone was used as a control and after 2 days of 
being kept at 37˚C, the number of dead larvae was monitored. 

Statistical Analyses 
The result was obtained from three independent experiments, 
which are shown as mean ± standard deviation ( )C ± SD . 
One or two-way ANOVA following Tukey’s test was used to 
compare the results. Asterisks show significant differences,  
(* = P < 0.05). 

Results and Discussion 
Nanoemulsion systems are types of polymeric nanoparticles 
that consist of two or more immiscible liquids stabilized by 
surfactants (about 2%) which is a chemical compound with 
a polar head and nonpolar tail.14 They differ in composition, 
appearance, kinetic, and thermal stability. Three oils of Cori-
andrum seed, Ginger root, and Achillea leaves, were used in 
this study to prepare three different Nanoemulsions. Table 1 
shows the scientific names, families, and used parts. Nano-
emulsion formulas were prepared from the three previous oils, 
the obtained Nanoemulsions were characterized, and their 
antimicrobial solutions were recorded. The nanoemulsion 
formulations (NEa, NEb and NEc) were prepared by mixing 
the surfactant mixture, and the oil phase as described by  
Formariz et al. (2006)36 and Teixeira et al., (2007).16 The solu-
tion appears opaque at the beginning but becomes transparent 
at the end and the droplet shape and distribution were deter-
mined using SEM (Figure 1). The droplet morphologies for 
all of the nanoemulsion formulations were spherical and nor-
mally distributed. The percentages of the coefficient of var-
iation (% CV) for all of the NE formulations were assessed 
by dividing the standard deviation by the mean of six repli-
cates of the droplet sizes and the obtained values were 9.82%, 
8.41%, and 12.08% for NEa, NEb, and NEc which means that 
the droplets were well distributed. The mean droplet sizes of 
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gas chromatography-mass spectrometry. Due to its excellent 
activity against microbes, NEs can be used as a strategy to pre-
serve fresh fruits and vegetables.38 The inhibitory effect of the 
NEs on the growth of S. marcescens (the number of cells/ml, 
CFU/ml) was affected by time. The greatest inhibitory effect 
was for NEb, followed by NEc and finally NEa, and all of the 
cells stopped growth within 18 hrs. (Figure 5). In the case 
of NEb, there is no growth up to 8 hrs, and then the growth 
slowly increases up to 18 hrs then becomes constant. In addi-
tion, NEc had nearly the same pattern but its activity was lower 
when detected using the agar well diffusion method (inhibi-
tion zone, mm). The control, which contains sterile phosphate 
buffer (without NEs), gives the highest growth. Zhang et al. 
(2009)39 studied the kinetics of E. coli and S. aureus killing 
by microemulsion, which caused 99% of E. coli to kill within  
15 min while 99% of viable St. aureus cells were killed within 
30 min. The Nanoemulsions’ antimicrobial activity is signifi-
cant due to the denaturation of the bacterial membranes, and 
the decrease of the bacterial cell surface hydrophobicity, which 
induced the quick release of 260 nm absorbing materials.27,39 
The bactericidal properties of nanoemulsions were against 
Gram-positive but not against enteric Gram-negative species 
that cause many human health problems, and the evaluated 
MIC were against foodborne pathogens with reductions of 
up to four times in MIC compared with non-nanoemulsified 
versions.13 They added that E. coli and S. aureus were the most 
sensitive bacteria to the carvacrol nanoemulsions, with MICs 
of 0.147 mg/ml. Khan and, Ramalingam (2019)40 synthesized 
nanoemulsions and examined them against ESKAPE patho-
gens and recorded that statistically NE-12 showed maximum 
inhibitory activities of bacterial growth, cell counts, and bio-
film formation compared with positive and negative control, 
therefore could be used for the improvement of promising 
antibiotics resistant pathogens. 

The MIC value is important in diagnostic laboratories to 
confirm the resistance of microorganisms to an antimicro-
bial agent and to monitor the activity of new antimicrobial 
agents.41 It is generally regarded as the most basic laboratory 
measurement of the activity of antimicrobial drugs.42 The MIC 
of NEb (Figure 6), ranged from 30–50 µl/ ml while the MIC of 
the control was between 3.5–5.5 µg/ml (Table 2). Karthikeyan 
et al, (2011)43 detected excellent antimicrobial activity against 
the biofilms of S. mutans and the recorded MIC was 0.08% 
for the tested microbes.22 Cells of S. marcescens were grown 
and treated with NEb for 12 hrs. and the treated cells were 
collected and examined under light microspore. Treatment 
of cells with NEb induced some morphological changes and 
decreased cell size and numbers (Figure 7), which may be due 
to membranous lesions through which cytoplasmic contents 

Table 1.  The used medicinal plants, their families, the selected plant parts and the characters of their nanoemulsions

Oil Scientific 
 name Family Used

 part
NE

name

Nanoemulsions (NEs) characters

Mean
droplet diameter (nm)

Coefficient of variation
(% CV)

Coriandrum Coriandrum 
sativum

Apiaceae Seeds NEa 131.19 ± 0.5 9.82

Achillea Achillea 
clavennae

Asteraceae Leaves NEb  125.30 ± 1.74 8.41

Zingiber Zingiber 
officinale

Zingiberaceae Roots NEc 137.69 ± 1.25 12.08

Fig. 1  The droplet shape of the NEb under scanning electron 
microscope (A) and the clearance appearance of the prepared NEb (B).

all NEs formulations were found in the range of 125.30–137.69 
nm (Table 1). The droplet sizes for all NE formulations were 
found in the range 120.11–160.14 nm with mean values of 
131.19 ± 0.5, 125.30 ± 1.74, and 137.69 ± 1.25 nm for NEa, 
NEb, and NEc. To assess the differences, NEb had the same 
amount of surfactant but contained Achillea leaves oil, which 
processes different chemical characteristics compared to Cori-
andrum seed and Ginger root oils which were used to prepare 
NEa and NEc. Similarly, the natural compounds carvacrol and 
thymol oils were used for nanoemulsions preparations to be 
used as inhibitory substances for food applications and they 
were more active compared with free natural compounds (da 
Silva et al., 2023).37 Smaller spherical shape particles were 
recorded for NEb and the coefficient of variation percentage 
was little which means low variation in the droplet size. Thus, 
it was selected for more studies that are detailed. Similar solu-
tions were prepared with small droplet sizes generally ranging 
between 20 and 200 nm, which creates a significant interfacial 
area for improving the solubility and bioavailability of weakly 
water-soluble drugs.9

 The antibacterial activity of the three NEs was deter-
mined for some multidrug-resistant bacteria using an agar 
well diffusion assay (Table 2 and Figure 2). NEa, NEb, and NEc 
were active against all the tested bacteria and excellent activity 
was recorded for NEb (Figures 3 and 4). The inhibition zone 
diameter ranged between 10–14, 14–24, and 11–13 for NEa, 
NEb and NEc, respectively. Significant antibacterial activity 
was recorded using NEb for S. marcescens, E. faecalis, S. sap-
rophyticus, and S. pyogenes. More inhibition of the bacterial 
growth was recorded by Ampicillin (positive control). Sim-
ilar to these results, Abu Safe et al. (2023)11 reported that the 
droplet size of Achillea (yarrow) NE was 151.21  ±  1.12 nm and 
it showed antibacterial and antioxidant properties that may be 
due to the presence of 51 different compounds detected using 
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Table 2.  The effect of NEa, NEb, and NEc on growth inhibition (diameter of inhibition zone) of different bacteria and minimal inhibitory 
concentration (MIC) of NEb and control antibiotic

Tested bacteria 
Antimicrobial activity of nanoemulsions and control MIC 

NEa NEb NEc Control## NEb
(µl/ml)

##Control 
µl/ml

Escherichia coli 11 ± 1.29 16 ± 0.90 12 ± 1.80 39 ± 1.12  40.0 ± 2.5 5.5 ± 1.5 

Salmonella typhi 11 ± 0.09 17 ± 0.57 12 ± 0.46 27 ± 1.66  45.5 ± 2.5 5.5 ± 1.0 

Shigella sonnei 14 ± 2.12 18 ± 0.37 12 ± 0.98 29 ± 0.60  50.0 ± 5.0 5.0 ± 0.1 

Klebsiella pneumonia 11 ± 0.87 14 ± 0.07 11 ± 0.18 25 ± 1.57 50.5 ± 2.5 5.5 ± 1.0 

Pseudomonas aeruginosa 11 ± 0.97 17 ± 0.50 11 ± 0.26 28 ± 2.67  50.0 ± 2.5 4.5 ± 1.0 

Serratia marcescens 13 ± 0.64 24 ± 0.18 12 ± 0.33 38 ± 3.07  30.0 ± 5.0 5.5 ± 0.7 

Staphylococcus aurous 10 ± 1.12 20 ± 1.45 13 ± 0.49 26 ± 0.57  45.0 ± 2.5 5.5 ± 1.5 

Staphylococcus saprophyticus 12 ± 1.19 21 ± 1.23 13 ± 0.54 27 ± 0.56 45.0 ± 2.5 5.5 ± 1.7

Streptococcus pyogenes 13 ± 2.43 21 ± 0.29 13 ± 0.57 29 ± 0.09 45.0 ± 2.5 5.5 ± 1.7

Bacillus cereus 11 ± 0.0 17 ± 4.2 13 ± 0.0 24 ± 0.99  40.0 ± 2.5 5.5 ± 2.6 

Enterococcus faecalis 10 ± 0.57 21 ± 0.96 12 ± 0.57 23 ± 0.87  42.5 ± 2.5 2.6 ± 1.0 

Micrococcus luteus 14 ± 0.50 22 ± 0.07 12 ± 0.57 36 ± 0.54  50.0 ± 5.0 2.6 ± 0.1 

Bacterial index* 11.80** 21.91**# 12.16** 29.91 LSD$ = 122.65

*Bacterial index: Total activities against bacteria divided by the number of the tested bacteria; **, significant results compared to the control at P ≤ 0.05;  
#, significant results compared to the NEA or NEb at P ≤ 0.05; LSD$: The least significant difference between MIC value of the effect of NEb on different bacteria;  
##, Ampicillin: control antibiotic.

Fig. 2  The effect of NEa, NEb and NEc on growth inhibition  
(Diameter of inhibition zone) of Serratia marcescens compared to 
sterile phosphate puffer (negative control, NC).

Fig. 3  The antimicrobial activity of nanoemulsions NEb against 
Serratia marcescens (A), Pseudomonas aeruginosa (B) and  
Streptococcus pyogenes (C) using agar well diffusion assay.

Fig. 4  The antimicrobial activity of nanoemulsions NEb against 
some pathogenic bacteria using agar well diffusion assay and 
compared to control antibiotics. Error bars indicate the standard 
deviations of triplicate determinations (n = 3).

were lost and disturbance in the cell wall composition lead to 
unnatural structure, weakness in the cell wall, and finally bac-
terial cell death. 

 The effect of NEb on the release of the cell cytoplasmic 
constituents was detected by measuring the absorbance at 260 
nm after 12 hrs of growth in the presence of NEb. As demon-
strated in Table 3, NEb at a concentration less than the MIC 
increased the leakage percentages of nucleic acids and pro-
teins detected by the increase in the absorbance at 260 nm and 
K+ leakage (10−6 moles of K+/106 cell/ml) detected by atomic 
absorption where maximum leakage from the cell plasma 
membrane was found after 12 hrs. Moreover, the K+ flow was 

Fig. 5  The effect of NEa, NEb, and NEc on growth (bacterial count) 
of Serratia marcescens after different periods.
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membranes, which partially or fully leads to cell lysis, whereas 
ciprofloxacin induced abnormally elongated cells with inter-
mittently lysed and detached inner membranes.46 The fast 
killing of Nanoemulsions is due to bacterial membrane dena-
turation that significantly decreases the bacterial cell surface 
hydrophobicity and induces the quick release of 260 nm 
absorbing materials.47

The cell surface hydrophobicity is one of the most impor-
tant factors that determine the interaction of cells and anti-
biotics. It was expressed as the percentages of cell adhesions 
and it has been reduced significantly when treated with NEs 
formulations. Zhang et al (2009)38 indicated that the nano-
emulsions induced bacterial cells to be more hydrophilic 
which affects microbial adhesion. The kinetics of microbial 
adhesion to hexadecane as a function of pH was studied.48 The 
decreased bacterial cell hydrophobicity leads to the rapid loss 
of bacterial viability. The nanoemulsion likely distorts the lipid 
packing in the phospholipid bilayer, thereby affecting the flu-
idity of the membrane, and causing the plasma membrane to 
break apart leading to cell death. 

Nanoemulsions were active against biofilm formation 
by S. marcescens (Table 3). Similarly, biofilms formation by 
P. aeruginosa was inhibited using NEs (Al-Adham et al., 
2003)49 while Teixeira et al., (2007)16 found that Nanoemul-
sion were active against Salmonella typhimurium, S. aureus, 
E. coli, P. aeruginosa, and Listeria monocytogenes. The cell 
death may be due to a slight effect on the plasma mem-
brane and increasing cell respiration that causes exhausting 
the energy compounds present inside the cell and its death. 
Meszaros et al., (1979)43 indicated that prmycin enhances the 
loss of K+, Na+, and perhaps Mn2+ at the high concentration 
from the mitochondria leading to cell death. Concerning 
antibiofilm activity, nanoemulsions showed inhibition of 
bacterial adhesion >67.2% and removal of adhered cells 
>57.7%.37 No toxicity was recorded for NEb against Artemia 
salina as a test organism or against HaCaT cells and the 
percentage of cell viabilities were 91 and 97% at 100 µl/ml, 
respectively (Table 3). Toxicity studies on NEs are scarce 
(Susana et al., 2023)50 and among the few examples, oil of 
the Nigella sativa NE was not toxic to Sprague Dawley rats, 
administered orally at 20 ml/kg, considering the parameters 
of general behavior, body weight, food and water consump-
tion, relative organ weight, hematology, histopathology, 
and clinical biochemistry).51 After detecting the effect of 
NEb on S. marcescens in vitro, the capacity of NEb to pro-
tect Galleria mellonella larvae from bacterial infection was 
detected using different concentrations of NEb (10 –80 µl/
ml) after 3, 6, 9, and 12 hrs and compared to control without 
nanoemulsion (Figure 8). The percentage of infection inhi-
bition was increased by increasing NEb concentration and 

Table 3.  Effect of NEb (20 µl/ml) on leakage of potassium and cytoplasmic constituents, Cellular respiration, inhibition of Biofilm 
inhibition (%), and cell toxicity. Data are the average of three experiments analyzed ± SD

K+ leakage ( × 10−6 

moles of K+/106 cell/ ml) 

Cell surface  
hydrophobicity 

(A260nm) 

Cellular respiration (μl of 
O2/mg dry cells/ h) 

Biofilm inhibition
(%)

% Cell viability
Artemia salina HaCaT cells 

Normal cells 
(control) 

1.3 ± 0.881 0.94 ± 0.180 17.51 ± 2.105 0.0 100 100

Treated cells 2.12 ± 0.418* 1.97 ± 0.218* 29.11 ± 6.110* 51* 97# 90#

#, not toxic; *, significant result compared to control, Cell surface hydrophobicity is expressed as the A260 nm.

Fig. 6  The effect of different concentration of NEb on the counts 
of Serratia marcescens after 24 hrs to detect the MIC (no growth or 
low bacterial counts).

Fig. 7   The cells of Serratia marcescens x1000, (A): treated with a 
sub-inhibitory dose of NEb (20 µl/ml) and (B): control (untreated 
cells) after growth at 37°C.

the lowest for untreated cells. A significant increase in the pre-
vious materials was found compared to the control. The cel-
lular respiration of treated and normal cells was determined 
by measuring the quantities of Oxygen consumed (μl of O2/
mg dry cells/hr). The cellular respiration was significantly 
decreased when cells were treated with NEb compared to the 
respiration of untreated cells (control) as shown in Table 3. 
Mahmoud and Aly (2004)31 reported that synthetic antifungal 
polymers denatured the plasma membrane, enhanced the flow 
of K+ from inside to outside the cells, and decreased the cell’s 
respiration. High concentrations of the antibiotic primycin, 
increase the loss of K+, Na+, and perhaps Mn2+ from the cells 
leading to cell death.44 Antimicrobial agents may damage the 
bacterial cell by interfering with RNA, DNA, and protein syn-
thesis, weakening the bacteria’s cellular structure, blocking a 
specific cross-linking step in cell wall production, interfering 
with the synthesis of the cell wall subunits, or damaging the 
plasma membrane.45 Rodgers et al (1990)46 reported that anti-
biotics inhibit the cell wall, protein, and DNA synthesis of 
Legionella pneumophila. Ampicillin, cefotaxime, and methi-
cillin were cell wall synthesis inhibitors and induced many 
extensive morphological changes, which included the for-
mation of membranous lesions through which cytoplasmic 
contents were lost. Some antibiotics act on the microbial cell 
wall while others like Erythromycin- and rifampicin affect cell 
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Table 4.  The cell wall composition, total protein and  
carbohydrates of normal and treated Serratia marcescens cells

Tested cell walls Total protein 
mg/g 

Total carbohydrates
mg/g 

Normal cells (control) 519 380 

Treated cells 623* 297*

*, significant result compared to control.

incubation time. Imparato et al. (2024)52 used the same 
technique to test the activity of extracellular extract of  
Candida albicans on Klebsiella pneumoniae infection using 
Galleria mellonella as test larvae. 

NEb prevents Serratia marcescens from adhering to 
HaCaT cells at concentrations of 10–25 µl/ml and the resulting 
numbers of the bacterial cells adhered to the HaCaT cells 
decreased at the highest NEb concentration, resulting in an 
attenuated adhesion, as shown in Figure 9. Imparato et al. 
(2024)52 used the same technique to test the activity of the 
extracellular extract of Candida albicans on Klebsiella pneu-
moniae adherence and biofilm formation. The effect of NEb 
on the cell wall composition of S. marcescens was detected 
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Fig. 8  Percentage of infection inhibition of bacteria after 3, 6, 9, 
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(Table 4) and the result showed that the composition of the cell 
wall was changed in the tested bacterium compared to control. 
The sugar and protein quantity in the treated cell wall with 
all NEb were significantly different compared to the control 
(untreated cells). The disturbance in the cell wall composition 
of the treated bacteria generally leads to unnatural structure 
and weakness in the cell wall and finally to analysis and death 
of the bacterial cells.

Conclusions 
NEs prepared from essential plant oils inhibit bacterial growth 
and development through increasing cytoplasmic membrane 
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biofilms. 

Acknowledgments 
The author gratefully acknowledges all members of the 
Faculty of Science, Biology Department, and King Fahad 
Research Centers for help in oil extraction and nanoemulsions 
characterization. 

Conflicts of Interest 
According to the authors, no conflicts of interest exist. 



J Contemp Med Sci | Vol. 10, No. 2, March-April 2024: 142–149

R.H. Amasha
Original

Inhibition of Some Multidrug-Resistant Bacteria Using Prepared Essential Oil Nanoemulsion Formulas 

149

32.	 Stepanovic, S.; Vukovic, D.; Dakic, I.; Savic, B.; Svabic-Vlahovic, M. A modified 
microtiter-plate test for quantification of staphylococcal biofilm formation. 
J. Microbiol. Methods 2000, 40, 175–179.

33.	 Stepanović, S.; Vuković , D.; Hola, V.; Di Bonaventura, G.; Djukić, S.; Cirković, I.; 
Ruzicka, F. Quantification of biofilm in microtiter plates: Overview of testing 
conditions and practical recommendations for assessment of biofilm 
production by staphylococci. Apmis 2007, 115, 891–899.

34.	 Jamal T Y, Aly M M, Jastaniah S (2022). Bacterial Biofilm Formation by 
Clinical Isolates and their Clinical Impacts in Chronic Infections, Journal of 
Research in Medical and Dental Science 2022, Volume 10, Issue 6, Page: 
219–228. 

35.	 Aly M M. and Gumgumjee N M. (2011): Antimicrobial efficacy of Rheum 
palmatum, Curcuma longa and Alpinia officinarum extracts against some 
pathogenic microorganisms. Africian J. Biotechnology, Vol. 10 (56),  
pp. 12058–12063.

36.	 Formariz, T. P., Sarmento, V. H. V., Silva-Junior, A. A., Scarpa, M. V., Santilli, C. 
V., & Oliveira, A. G. (2006). Doxorubicin biocompatible O/W microemulsion 
stabilized by mixed surfactant containing soya phosphatidylcholine. 
Colloids and Surfaces B: Biointerfaces, 51(1), 54–61.

37.	 da Silva, B.D.; do Rosário, D.K.A.; Neto, L.T.; Lelis, C.A.; Conte-Junior, C.A. 
Antioxidant, Antibacterial and Antibiofilm Activity of Nanoemulsion-Based 
Natural Compound Delivery Systems Compared with Non-Nanoemulsified 
Versions. Foods 2023, 12, 1901. 

38.	 de Oliveira Filho JG, Miranda M, Ferreira MD, Plotto A. Nanoemulsions 
as Edible Coatings: A Potential Strategy for Fresh Fruits and Vegetables 
Preservation. Foods. 2021 Oct 14;10 (10):2438. 

39.	 Zhang H, Shin Y, Weng P, Zhao G, Feng F, Zheng X. Antimicrobial activity 
of a food-grade fully dilutable microemulsion against Escherichia coli and 
Staphylococcus aureus. Int. J. Food Microbiol. 2009; 135: 211–215. 

40.	 Khan M H and, Ramalingam, (2019) Synthesis of antimicrobial 
nanoemulsions and its effectuality for the treatment of multi-drug resistant 
ESKAPE pathogens, Biocatalysis and Agricultural Biotechnology, Volume 18, 
2019, 101025.

41.	 Andrews JM. Determination of minimum inhibitory concentrations.  
J. Antimicrob. Chemother. 2001; 48 (1): 5–16. 

42.	 Budak F, Ubeyli ED. Detection of resistivity for antibiotics by probabilistic 
neural networks. J. Med. Syst. 2011; 35 (1): 87–91.

43.	 Karthikeyan R, T Amaechi B, Rawls RH, A Lee A. Antimicrobial activity of 
nanoemulsion on cariogenic Streptococcus mutans. Arch. Oral Bio. 2011; 56 
(5):437-45. 

44.	 Meszaros L, Konig T, Parcozai M, Nahm K, Horvath I. Effect of primycin on the 
inner membrane permeability of rat liver mitochondria. J. Antibiot., 1979; 32 
(2): 161–6. 

45.	 Atindehou KK, Kone M, Termeaux C, Traore D, Hostettman K, Dosso M. 2002. 
Evaluation of the Antimicrobial potential of Medicinal plants from the lvory 
Coast. Phytother. Res.; 16: 497–502. 

46.	 Rodgers FG, Tzianabos AO, Elliott TJ. The effect of antibiotics that inhibit 
cell-wall, protein, and DNA synthesis on the growth and morphology of 
Legionella pneumophila. J. Med. Microbiol. 1990; 31: 37–44. 

47.	 Egeberg, P. K., & Alberts, J. J. (2002). Determination of hydrophobicity of 
NOM by RP-HPLC, and the effect of pH and ionic strength. Water research, 
36(20), 4997–5004.

48.	 Lichtenberg D, Rosenberg M, Sharfman N, Ofek I. A kinetic approach 
to bacterial adherence to hydrocarbon. J. Microbiol. Methods. 1985; 
4:141–146. 

49.	 Al-Adham IS, Khalil E, Al-Hmoud ND, Kierans M, Collier PJ. 2000. 
Microemulsions are membrane-active, antimicrobial, self-preserving 
systems. J Appl Microbiol. 89(1):32–39. 

50.	 Susana I.L. Gomes, Bruno Guimarães, Paolo Gasco, Magda Blosi, Anna L. 
Costa, Janeck J. Scott-Fordsmand, Mónica J.B. Amorim, Nanoemulsion 
carriers for drug delivery: Assessment of environmental hazards, 
Environmental Pollution, Volume 328, 2023,121669.

51.	 Tubesha, Z.; Imam, M.U.; Mahmud, R.; Ismail, M. Study on the Potential 
Toxicity of a Thymoquinone-Rich Fraction Nanoemulsion in Sprague Dawley 
Rats. Molecules 2013, 18, 7460–7472. 

52.	 Imparato M, Maione A, Buonanno A, Gesuele R, Gallucci N, Corsaro MM, 
Paduano L, Casillo A, Guida M, Galdiero E, de Alteriis E. Extracellular Vesicles 
from a Biofilm of a Clinical Isolate of Candida albicans Negatively Impact 
on Klebsiella pneumoniae Adherence and Biofilm Formation. Antibiotics 
(Basel), 2024 15;13(1):80.

10.	 Hamouda T, Myc A, Donovan B, Shih AY, Reuter JD, Baker JR., Jr 2001. A novel 
surfactant nanoemulsion with a unique non-irritant topical antimicrobial 
activity against bacteria, enveloped viruses and fungi. Microbiol. Res., 156:1–7. 

11.	 Abu Safe, F.A., Badr, A.N., Shehata, M.G. et al. (2023). Antimicrobial 
and anti-aflatoxigenic activities of nanoemulsions based on Achillea 
millefolium and Crocus sativus flower extracts as green promising agents for 
food preservatives. BMC Microbiol 23, 289.

12.	 Ai Mun C, Chin P T, Kar L N (2018). Effect of Emulsification Method and 
Particle Size on the Rate of in vivo Oral Bioavailability of Kenaf (Hibiscus 
cannabinus L.) Seed Oil. J Food Sci., Vol. 83, Issue7: 1964–1969.

13.	 Hamouda T, Baker JR., Jr 2000. Antimicrobial mechanism of action of 
surfactant lipid preparations in enteric Gram-negative bacilli. J. Appl. 
Microbiol., 89:397–403.

14.	 Mason T, Wilking J, Meleson K, Chang C, Graves S. Nanoemulsions: 
formation, structure, and physical properties. J. Phys., 2006; 18: 635–666.

15.	 Hemmila MR, Mattar A, Taddonio MA, Arbabi S, Hamouda T, Ward PA, Wang 
SC, Baker JR., Jr 2010. Topical nanoemulsion therapy reduces bacterial 
wound infection and inflammation after burn injury. Surgery, 148:499–509. 

16.	 Teixeira PC, Leite GM, Domingues RJ, Silva J, Gibbs PA, Ferreira JP. 
Antimicrobial effects of a microemulsion and a nanoemulsion on 
enteric and other pathogens and biofilms. International Journal of Food 
Microbiology. Int. J. Food Microbiol., 2007; 118: 15–19. 

17.	 Denyer SP, Stewart GSAB. 1998. Mechanisms of action of disinfectants. Int. 
Biodeter. Biodegr. 41:261–268. 

18.	 Khanna A, Khanna M, Aggarwal A. Serratia marcescens: a rare opportunistic 
nosocomial pathogen and measures to limit its spread in hospitalized 
patients. J Clin Diagn Res., 2013, 7(2): 243–246.

19.	 Tavares-Carreon F, De Anda-Mora K, Rojas-Barrera IC, Andrade A. Serratia 
marcescens antibiotic resistance mechanisms of an opportunistic pathogen: 
a literature review. Peer J., 2023 Jan 5;11:e14399.

20.	 Towner KJ. 2009. Acinetobacter: an old friend, but a new enemy. J. Hosp. 
Infect.,73:355–363. 

21.	 Gaddy JA, Actis LA. 2009. Regulation of Acinetobacter baumannii biofilm 
formation. Future Microbiol., 4:273–278. 

22.	 Myc A, Vanhecke T, Landers J J, Hamouda T, Baker Jr JR. The fungicidal 
activity of novel nanoemulsion (X8W60PC) against clinically important yeast 
and filamentous fungi. Mycopathologia. 2001; 155: 195–201.

23.	 Dadgar T, Asmar M, Saifi A, Mazandarani M, Bayat H, Moradi A, Bazueri M, 
Ghemi E. 2006. Antibacterial activity of certain Iranian nedicinal plants 
against Methicillin-Resistant and sensitive Staphylococcus aureus. Asian J. 
Plant Sci.; 5 (5): 861–866. 

24.	 Ashraf, S. S., Rao, M. V., Kaneez, F. S., Qadri, S., Al-Marzouqi, A. H., 
Chandranath, I. S., & Adem, A. (2011). Nigella sativa extract as a potent 
antioxidant for petrochemical-induced oxidative stress. J. Chromatographic 
Science, 49(4), pp.321–326. 

25.	 Tsai YH, Hsieh YH, Huang YB, Chang JS, Huang CT, Wu PC. Microemulsions 
for intravesical delivery of gemcitabine. Chem Pharm Bull (Tokyo). 2010; 
58(11):1461–5.

26.	 Pey C.M, Maestro A., Solé I., González C., Solans C., Gutiérrez J.M. (2006). 
Optimization of nanoemulsions prepared by low-energy emulsification 
methods at constant temperature using a factorial design study. Colloid 
Surface A, 288, pp. 144–150.

27.	 Zhang H, Cui Y, Zhu S, Feng F, Zheng X. Characterization and antimicrobial 
activity of a pharmaceutical microemulsion. Int. J. Pharm., 2010; 395: 154–160. 

28.	 Turnidge JD, Ferraro MJ, Jorgensen JH. 2007. Susceptibility Test Methods: 
General Considerations. In PR Murray, EJ Baron, JH Jorgensen, MA Pfaller, 
RH Yolken. Manual of Clinical Microbiology. 8th Ed. Washington. American 
Society of Clinical Microbiology, 1103. 

29.	 Pelletier C, Bouley C, Cayuela C, Bouttier S, Bourlioux P, Bellon-Fontaine MN. 
Cell surface characteristics of Lactobacillus casei subsp. casei, Lactobacillus 
paracasei subsp. paracasei, and Lactobacillus rhamnosus strains. Appl. 
Environ. Microbiol.1997; 63: 1725–1731. 

30.	 Hou L, Shi Y, Zhai P, Le G. Inhibition of foodborne pathogens by Hf-1, a novel 
antibacterial peptide from the larvae of the housefly (Musca domestica) in 
medium and orange juice. Food Control. 2007; 18:1350–1357.

31.	 Mahmoud Y.A.G, Aly MM. Anti-Candida and mode of action of two 
newly synthesized polymers: a modified poly (methylmethacrylate-co-
vinylbenzoylchloride) and a modified liner poly (chloroethylvinylether-
co-vinylbenzoylchloride) with special reference to Candida albicans and 
Candida tropicalis. Mycopathologia. 2004; 157: 145–153. 

This work is licensed under a Creative Commons Attribution-NonCommercial 3.0 Unported License which allows users to read, copy, distribute and make derivative 
works for non-commercial purposes from the material, as long as the author of the original work is cited properly.

https://doi.org/10.22317/jcms.v10i2.1540


