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1. Introduction

Surface functionalized binary antibiotic
nanoparticles of enhanced antimicrobial action

© Arailym Kadir, 2 °

*D

 Yersin Kalmagambet,
® and Vesselin N. Paunov

Nuriya Nurlankyzy,
Amro K. F. Dyab

Bacteria develop antimicrobial resistance (AMR) much faster than the discovery and the introduction of
novel antibiotic drugs, which is an intricate and costly process. A potential solution is to find novel ways of
reformulating already developed antibiotics. Here we propose a formulation of binary antibiotic
nanoparticles fabricated from existing antibiotics which can strongly enhance their individual antimicrobial
effects. These formulations consist of mixed nanocrystals of co-precipitated anionic antibiotic (e.g. sodium
cefoperazone) and a cationic antibiotic (e.g. tetracycline hydrochloride) sterically stabilized with a surface-
active polymer (Poloxamer 407) and further coated with a cationic surfactant. The cationic surface
functionality is aimed to enhance the electrostatic adherence of the nanoparticles to the negatively
charged bacterial cell walls leading to sustained simultaneous release of high local concentration of both
antibiotics. These binary antibiotic nanoparticles are based on “safer-by-design” concept and can fully
dissolve with time. We explored the antimicrobial effect of binary antibiotic particles of three different
surface coatings:hexadecyl (HDTAB), octadecyl trimethylammonium
bromide (ODTAB) and dioctadecyl dimethylammonium bromide (DODAB). The antimicrobial efficacy of

trimethylammonium bromide

the cationic surface-functionalized particles was evaluated on both Gram-negative and Gram-positive
bacterial strains, Escherichia coli and Staphylococcus aureus. This approach resulted in an enhanced
antimicrobial effect compared to the individual application of each of the free antibiotics at equivalent
overall concentration. The produced binary antibiotic nano-delivery system showed low-to-moderate
cytotoxicity on human cells. This may make them potentially applicable as injectable formulations as no
nanocarrier is left post use. This innovative approach for reformulating pairs of existing antibiotics seems a
promising way for breathing new life into existing antibiotics.

appearance of highly resistant pathogenic organisms.” Strains
with multiple resistance to antimicrobials and antibiotics such as

Antibiotic resistant bacterial infections are considered as a very
serious issue in post-operational therapy in hospitals and are
one of the leading sources of poor patient outcomes and
mortality." The ability to control bacterial infections requires
using safe, affordable, and commonly available antibiotics which
are crucial for disruption of bacterial growth and survival. This
typically involves the impairment of the synthesis of bacterial
cell membranes and walls, as well as RNA, DNA, and protein
synthesis.>*>*? As a result of widely spread antibiotic misuse,
both in humans and in agriculture, AMR has emerged as one of
the most significant risks to public health worldwide.”” Increas-
ing of antibiotic therapeutic doses in treatment of bacterial
diseases, results in greater infectious resistance and, hence,
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Klebsiella pneumoniae, Enterococcus faecium, Acinetobacter bauman-
nii and Escherichia coli are spreading across the world.***" This
allows a selection of evermore antibiotic-tolerant microbes over
time: primarily through horizontal transfer and mobilization,****
the acquisition of a plethora of gene mutations leading to
resistance; strengthening and developing of internal resistance
mechanisms: (i) efflux pumps which support an extracellular
gradient reducing the concentration of the antibiotic inside the
bacteria; (ii) enzymatic inactivation of the antibiotic; (iii)
decreased membrane permeability; (iv) modification of the target
to reduce antibiotic affinity and others.>**>%3*%32% Treating
infections is often hindered due to the ability of certain bacteria to
grow biofilms where they can effectively isolate and resist the
antibiotic action.>»*!*®% Future approaches to tackle the AMR
are likely to focus on narrow-spectrum agents and therapeutics®
which may help to mitigate this desperate situation.”>™” The
discovery of new antimicrobials and antibiotics is lagging far
behind the spread of AMR.>
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There is an urgent need to develop novel antimicrobials and
smart formulation strategies that can overcome AMR and provide
a viable alternative to traditional antibiotic formulations.>**>*°®
Alternative approaches have recently been explored by develop-
ment of antimicrobial nanoparticles made from metals,®® metal
oxides®"*%%%* and hydroxides,®" carbon-based materials, and
polymers,'>*>>*%% that may either inhibit or eradicate a variety
of microorganisms using different pathways for which AMR has
not yet occurred. These nanomaterials are potentially viable repla-
cement for traditional antibacterial drugs because of their distinct
physicochemical features, which allow overcome AMR and boost
antibiotic effectiveness.'®™"®

Antibacterial nanomaterials exhibit encouraging outcomes
in preventing or eliminating pathogenic microorganisms'>'® in a
variety of applications, including wastewater purification, healing
of chronic wounds, medical devices, as well as preservation and
storage of food.>**>*® Silver based nanoparticles work by emit-
ting Ag* ions that bind to the cell wall of the bacteria®*>**® and
limit their metabolism.*”*® Mg(OH),NPs support a zone of high
pH around them which disrupts bacterial cellular membranes.®
Others, like photocatalytic nanoparticles ZnONPs, CuONPs and
TiO,NPs when exposed to UV light, generate reactive oxygen
species that may damage the cell membranes, organelles and
DNA of microbial cells.>*****%* Al-Awady et al,*® Weldrick
et al.>* and Al-Obaidy et al."**®°° have recently proposed innova-
tive approaches for enhancing antimicrobial efficiency by design-
ing active antibiotic nanocarriers based on carbomer nanogels
and shellac NPs. They demonstrated that these types of function-
alised nanocarriers of common antibiotics can accumulate on
the bacteria cell walls and deliver high local dose of antimicrobial
agent directly on their cell walls which overpowers their defences.
This approach was found to work well for a range of bacteria with
efflux pumps-based resistance for tetracycline, lincomycin, as
well as for vancomycin, ciprofloxacin, and others. They demon-
strated that these antibiotic nanocarriers have very low toxicity for
human keratinocytes at concentrations where they completely
deactivate the resistant bacteria. Weldrick et al.'>***® and Wang
et al> adapted further this novel nanotechnology approach to
target bacterial biofilms, based on protease-functionalized nano-
gel carriers of antibiotics. Such active antibiotic nanocarriers,
surface coated with a protease, can “digest” their way through the
biofilm EPS matrix by targeting glycoproteins, help to reach
the “buried” bacteria and deliver a locally the antibiotic within
the biofilm. Very high biofilm clearance has been demonstrated
without adverse effect on human cell tissues. Functionalization
of the nanoparticles surface can allow different interactions with
the microorganism, cell wall and the extracellular polymeric
substances of the biofilms. Anionic and zwitterionic nanomater-
ials have low extracellular biofilm penetration, while cationic
nanomaterials with the proper hydrophobic structure may pene-
trate the biofilm matrix.>® Particle shape also mater and rougher
nanoparticles lead to more cellular injury damaging cell
membrane of pathogens.’®®*%® Despite the high antibacterial
efficiency and biocompatibility, these active antibiotic nanocar-
riers cannot biodegrade in the body after the release of their
antibiotic payload, which renders them suitable only for topical
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treatment of infected surface wounds.*! #4864

The preparation
of potentially injectable antibiotic nanocarriers requires a differ-
ent approach which is “safer-by-design”® and allows for disin-
tegration of the nanocarrier post-use which offers its byproducts
a way out of circulation and lower toxicity.

In this study we aim to develop degradable antibiotic nano-
carriers which could potentially be used as injectable treatment
for sustained local delivery of antibiotic to targeted bacteria.
This is achieved by developing binary antibiotic nanoparticles
which completely dissolve in the media after their payload is
delivered. The idea is to design a novel type of binary antibiotic
nanoparticles produced by co-precipitation of cationic and
anionic antibiotics (Fig. 1):

A'Cl (aq) + Na'B~(aq) = A'B™(s) + NaCl(aq) (1)

where A'Cl™ and Na'B~ are cationic and anionic antibiotics,
respectively, and A'B™(s) is a binary antibiotic salt of lower
solubility produced as nanoparticles. The A"B”NPs particle size
is controlled by the presence of a surface-active polymer (Polox-
amer 407) which sterically stabilizes the particles in aqueous
solution and acts as a caping agent. The produced particles are
further engineered with a cationic surface functionality to be
able to electrostatically adhere to bacterial cell walls. This was
achieved by doping the surface of the binary antibiotic nano-
particles with a layer of cationic surfactant at very low overall
concentration. We explored three different cationic surfactants,
two of which are insoluble in the aqueous phase (ODTAB and
DODAB). All cationic surfactants were delivered into the A'B™(s)
particle suspension as ethanolic solution where following the
ethanol attrition they were deposited on the particle surface.
The novelty of the developed binary antibiotic particles is three-
fold: (i) the bacteria would be targeted by a nanocarrier which
accumulates on their cell walls and simultaneously delivers two
antibiotics with different mechanisms of action, which would
help to overcome their antibiotic resistance; (ii) the local
antibiotic concentrations emitted by the binary antibiotic
nanoparticles would be locally sustained on the bacterial cell
wall at the A'B™ salt solubility limit of until the binary nano-
crystals completely dissolve; (iii) the binary antibiotic nanocar-
rier could be potentially applied as for oral or injectable therapy
as it would completely dissolve and disintegrate after its anti-
microbial action is completed, without leaving residue or
causing a biodegradability issues.

Here we show that these binary antibiotic nanoparticles
require lower overall concentrations of antibiotics to eradicate
both Gram-positive and Gram-negative bacteria compared to
free antibiotics applied individually, thus allowing to reduce
the therapeutic dosage, increasing antimicrobial efficiency.
Since two different antibiotics are constituting the nanocarrier,
each with a distinct mechanism of action, may target better
AMR mechanisms. There is a large number of combinations of
cationic and anionic antibiotics which can be formulated in
binary antibiotic nanoparticles using this strategy. The nano-
particles consist solely of binary antibiotic nanocrystals coated
with negligible amounts of surface polymers, which means that
there would be no residues left in circulation once they are fully

© 2026 The Author(s). Published by the Royal Society of Chemistry
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Fig. 1 Schematic presentation of the fabrication of binary antibiotic nanoparticles by co-precipitation of a cationic (A*Cl™) and an anionic (Na*B™)
antibiotic aided by steric stabilisation with a surface-active polymer (Poloxamer 407) and further surface functionalised by doping with a cationic
surfactant (HDTAB, ODTAB or DODAB). The cationically functionalised binary antibiotic nanoparticles can adhere electrostatically to the bacterial cell
walls which are negatively charged in aqueous media. Upon dilution of the binary antibiotic nanoparticle formulation, it provides sustainable release of
both antibiotics until the complete dissolution of the binary antibiotic cores. The concept is demonstrated here with two specific antibiotics, tetracycline

hydrochloride and sodium cefoperazone.

depleted from antibiotics, except for negligible amounts of the
sterically stabilizing polymers and the cationic surfactants from
the surface coating. We also explored the cationic surfactant
role in the antibacterial action and its potential cytotoxicity on
human keratinocytes. This feature makes the formulation
potentially promising for oral or intravenous administration.
We envisage that this study is only the proof-of-concept of
in vitro exploration of this type of binary antibiotic nanocar-
riers, and in the future more detailed and expanded in vivo
studies would be needed to further explore their potential
clinical effects and applications.

2. Experimental

2.1. Materials

Sodium cefoperazone (16 113, 99%) was purchased from Cay-
man Chemicals, Inc. and tetracycline hydrochloride (BIT0150,
99%) was delivered by Apollo Scientific, UK. Sodium hydroxide
pellet (99%) and hydrochloric acid (min 36 wt%) were pur-
chased from Thermofisher Scientific, KZ. Staphylococcus aureus
(ATCC 23235) and Escherichia coli (ATCC 25922) were sourced
from the American Type Culture Collection, USA. Nutrient
broth & Mueller Hinton agar were supplied by Carolina, USA.
Isopropanol (99+%), phosphate saline buffer (PBS, pH 7.4),
trypsin/EDTA kit, Hoechst 33342 (#H1399) was sourced from
Thermofisher, KZ; Dulbecco’s modified Eagle’s medium
(DMEM F-12, #A0166-5G), acetone, (>99.5%, #32201) and osmium

© 2026 The Author(s). Published by the Royal Society of Chemistry

tetroxide (OsO,), #50-188-0875 were ordered from Sigma-Aldrich,
KZ. (DMEM F-12 no phenol red, #21041025) and foetal bovine
serum (FBS) were delivered from Gibco, UK. Poloxamer 407 (P407,
M.W. 12-13 KDa, purified, #16758-250G), Propidium Iodide (PI,
99%, #P1304MP), ammonium acetate (HPLC grade), acetonitrile
(HPLC grade), hexadecyltrimethylammonium bromide (HDTAB,
98%, #227160100) and dioctadecyl trimethylammonium bromide
(DODAB, 98%, #408260050) were purchased from Thermofisher
Scientific, KZ. Octadecyl trimethylammonium bromide (ODTAB,
98%, # BD146020) was purchased from BLD Pharm Ltd, China.
Glutaraldehyde (25% aqueous solution, #111-30-8) was sourced
from Avantor Science Central, UK. CellTiter 96® Aqueous One
Solution Reagent™ (MTS, or (3-(4,5-dimethylthiazol-2-yl)-5-(3-
carboxymethoxyphenyl)-2-(4-sulfophenyl)-2H-tetrazolium)) was
purchased by Promega, UK. We used HaCaT cell line, (AddexBio
Inc., Catalog #T0020001), a spontaneously immortalized human
keratinocyte cell line from adult skin, was used as a proxy for
human cells for binary antibiotic particle cytotoxicity studies.
For all experiments deionized (DI) water was used purified by
reverse osmosis and ion exchange with Smart2Pure system

(Thermofisher Scientific, KZ) with resistivity of 18 MQ cm ™.

2.2. Methods

2.2.1. Cefoperazone and tetracycline antibiotic pair solubility
determination via HPLC. To determine the aqueous solubility of
tetracycline (Tc) and cefoperazone (Cf) as a pair in binary anti-
biotic co-crystals, ultra-high-performance liquid chromatography
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method (UHPLC) was used. First, the standard calibration curves
were obtained for each antibiotic. Samples were prepared by
dissolving the individual antibiotics (tetracycline hydrochloride
or sodium cefoperazone) in DI water at the following known
concentrations, ranging from 0.5 ppm to 50 ppm (0.5 ppm,
1 ppm, 2.5 ppm, 5 ppm, 10 ppm, 20 ppm, 30 ppm and 50
ppm). The solutions obtained of different concentrations were
filtered through 0.22 pm syringe filters to remove any undissolved
antibiotic particles. By using the conditions given in Table S1 (SI),
the prepared solutions were detected, and all experimental mea-
surements were conducted via Dionex Ultimate 3000 HPLC with
DAD. Further, to determine the solubility of the antibiotics pair,
4 mM tetracycline hydrochloride (Tc) and 4 mM cefoperazone
sodium salt (Cf) solutions were prepared. For that, 19.2 mg
tetracycline and 26.7 mg cefoperazone were weighed out, and each
was dissolved in the 10 mL, 0.05 wt% solution of Poloxamer 407.
The two separate antibiotic solutions were mixed at the same
volume and left to reach an equilibrium for half an hour. The
resulting mixture was centrifuged for 30 min at 70000 g and the
resulting supernatant was filtered through 0.22 um syringe filter
and injected into HPLC Hypersil Gold C18 column as a stationary
phase. 20 vol% CH;CN, 80 vol% 10 mM CH;COONH, at pH 4 was
used as a mobile phase. The UV-vis detector set at wavelength of
250 nm was used to calculate the concentration of each anti-
biotic in the supernatant after centrifugation of the nanocrystals
of the binary antibiotics. The concentration of each antibiotic
was then calculated by linear regression equation of the calibra-
tion curves of peak area versus the concentration.

2.2.2. Zeta-potential and particle size of cefoperazone and
tetracycline particles stabilised by 0.05 wt% P407. The 4 mM
tetracycline hydrochloride and 4 mM sodium cefoperazone solu-
tions were prepared by dissolving 19.2 mg tetracycline and 26.7 mg
cefoperazone in 10 mL 0.05 wt% aqueous solution of P407. A 2 mL
aliquot of resulting 4 mM cefoperazone solution was added to
2 mL of the 4 mM tetracycline solution dropwise under 300 rpm
stirring on a magnetic stirrer. The final concentration of each
antibiotic in this 4 mL mixture was 2 mM. The mixture was left for
15 min to equilibrate, after which the average hydrodynamic
diameter and C-potential measurements were performed by
dynamic light scattering (DLS) and electrophoretic light scattering
(ELS) using the integrated instrument Litesizer 500 (Anton Paar
Austria). Solutions of concentrations 1 mM, 1.25 mM, 1.5 mM and
1.75 mM were prepared using the same protocol. The particle size
distribution was recorded to determine the average nanoparticle
hydrodynamic diameter, and the mean (-potential was measured
to assess the magnitude and the sign of the surface charge of the
particles. To study the stability of the particles over time, particle
size and {-potential measurements were performed from 0 hours
up to 72 hours. To study the effect of dilution on the binary
antibiotic particle formulation, the particles suspensions were
diluted with DI water to achieve the desired overall concentration
and the DLS and ELS measurements were taken.

2.2.3. Binary antibiotic NPs preparation protocol and their
surface charge reversal by coating with HDTAB or ODTAB or
DODAB. In typical preparation of binary antibiotic particles
used further in this study, a 1:1 volume ratio of 4 mM
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cefoperazone and 4 mM tetracycline solutions, both dissolved
as solids in 0.05 wt% P407, were mixed at 20 °C and left to
incubate for 30 min at constant stirring with magnetic stirrer.
The produced binary antibiotic particles in this suspension
were further coated with a cationic surfactant (HDTAB or
ODTAB or DODAB) added as a small aliquot as 3 wt% ethanolic
solution. Typically, 40 pL of HDTAB or ODTAB or 100 pL of
DODAB solution were used per 4 mL of the binary antibiotic
particle suspension. The particle size and {-potential distribu-
tions were measured by using Litesizer 500 at various time
intervals, ranging from 5 min to 240 hours. To study the effect
of dilution on the particle size and {-potential, the coated stock
formulation was diluted with DI water to achieve the desired
final concentration.

2.2.4. TEM images, EDS analysis and FTIR spectra. To
visualize the morphological characteristics of the NPs, the TEM
and SEM were utilized. For TEM imaging, the NPs were made
1 day prior to imaging via the methods described in Section 2.2.3.
The suspensions of non-coated and coated binary antibiotic
particles were centrifuged at 70000 g for 30 min. The resulting
pellets were diluted up to 200 pL and 20 pL from the diluted
solution and drop-casted onto carbon-coated copper grids for
TEM imaging. The grids with NPs were dried overnight and the
images were obtained via JEOL JEM-1400 Plus TEM. To obtain
SEM images, two different methods were used, and images were
obtained via Scanning Electron Microscope ZEISS Crossbeam
540. The first one was to use a 100 nm pore membrane (nucleo-
pore polycarbonate) to filter the NPs. The residue left on top of
the pore membrane was coated with 5 nm layer of gold and
platinum prior to the SEM analysis. The second method con-
sisted of drying the obtained pellet of the centrifuged NPs over-
night. The dried powder was also coated with gold/platinum layer
and taken to SEM imaging.

Attenuated total reflectance Fourier transform infrared
(ATR-FTIR) Spectrometer - Nicolet iS12 (ThermoFisherScientific,
Germany) — was used to obtain IR spectra of the components of
NPs and the NPs formulations itself. It was used to analyze the
functional groups on the produced NPs. After centrifugation, the
resulting pellets for the non-coated and coated binary antibiotic
NPs were put and dried on filter paper and collected for FTIR
recording along with the individual antibiotics (tetracycline hydro-
chloride and sodium cefoperazone powders), P407, HDTAB,
ODTAB, DODAB powders. The spectra for all the stated powders
and NPs pellets were recorded in the range of 4000 cm™ ' to
400 cm™' wavenumber, and obtained results were analyzed
through Origin Lab software.

2.2.5. Antibiotic release profile for free antibiotics and
binary antibiotic NPs via dialysis. The release profiles of free
tetracycline and cefoperazone as well as the non-coated nano-
particles was be determined using a dialysis method. 20 mL
2 mM tetracycline and 20 mL 2 mM cefoperazone solutions were
prepared and placed in the dialysis bags (pore size 12-14 kDa).
The binary antibiotic NPs formulation made by 1:1 mixing of
10 mL of 4 mM tetracycline hydrochloride and 10 mL 4 mM
sodium cefoperazone, both in 0.05 wt% P407 was also placed
into dialysis bag double folded and sealed with clamps carefully

© 2026 The Author(s). Published by the Royal Society of Chemistry
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to prevent any leakage from the edges. The dialysis bags with
20 mL constituent each were submerged in 100 mL DI water
with continuous magnetic stirring at 100 rpm. At predeter-
mined time intervals of 5 min, 1 h,2h,3 h,6h,12h,18 h, 24 h,
38 h and 60 h, 1 mL of the release medium was withdrawn from
the outside solution and replaced with equivalent aliquot of DI
water to ensure the same volume of the solution in the beaker.
The released antibiotic concentration from the beaker was
measured by HPLC at appropriate conditions described on
Table S1 (SI).

2.2.6. Antimicrobial activity of non-coated and HDTAB/
ODTAB/DODAB coated binary antibiotic nanoparticles. The
time-kill curves for the free antibiotics, the non-coated NPs and
HDTAB-coated, ODTAB-coated, DODAB-coated binary antibiotic
NPs were determined by treating E. coli and S. aureus bacteria with
6 different treatment concentrations of each condition. Before the
experiment, the E. coli and the S. aureus was sub-cultured over-
night in nutrient broth and adjusted to ODgy = 0.1 McFarland
standard. Free antibiotics solutions and the non-coated and
HDTAB/ODTAB/DODAB binary antibiotic NPs were tested at
various concentrations ranging from 32 pM to 1 puM obtained
by dispensing various aliquots of the original stock in the
bacterial broth. The bacterial growth was monitored by measuring
the absorbance at 600 nm (OD600) after treatment at predeter-
mined time intervals: 0 h, 2 h, 6 h, 12 h, 18 h and 24 h to get the
“time-kill” values. The viability of bacteria was also recorded in
24 h after incubating the bacterial cells for all treatment the
untreated control at 37 °C.

2.2.7. SEM images of E. coli and S. aureus bacteria treated
with HDTAB/ODTAB/DODAB coated binary antibiotic NPs. To
obtain SEM images of E. coli and S. aureus bacteria treated with
coated binary antibiotic NPs, a fixation method was used after
incubation of the bacteria with the NPs treatment. After pre-
paring all necessary HDTAB/ODTAB/DODAB-coated NPs, the
bacterial broth adjusted to ODggo = 0.1 McFarland standard was
treated with each type of these treatments and the control (no
treatment, but with equivalent aliquot of DI water) and the
resulting suspensions were incubated for 1.5 h in a shaking
incubator at 110 rpm. After the incubation time passed, the
tubes were centrifuged to obtain the pellets of bacteria with
NPs. Fixation protocol included 2 h fixation of pellets in 2.5%
glutaraldehyde solution in 0.1 M PBS at pH 7.4. Then, the
glutaraldehyde was removed, and the pellet was washed with
the same PBS buffer 3 times. Post-fixation process was done for
2 h using 1% OsO, in the same PBS buffer. After this, the pellets
were washed 2 times in a PBS buffer and DI water, and the
resulting pellets were dried on the surface of a clean glass slide
(5 mm x 5 mm) overnight at room temperature. SEM imaging
was done after 5 nm gold coating using Scanning Electron
Microscope ZEISS Crossbeam 540.

2.2.8. Cytotoxicity of the coated and non-coated binary
antibiotic particle formulations as well as their constituents
on HaCaT cells. HaCaT cells were used to assess the cytotoxicity
of the used nanoparticle formulations. The cells were cultured
in DMEM F-12 with 10% FBS and 1% t-glutamine in T75 flasks
with humidified conditions at 37 °C and 5% CO, until they

© 2026 The Author(s). Published by the Royal Society of Chemistry
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achieved 80% confluency, as assessed with a brightfield micro-
scopy. After achieving 80% confluency, the old culture medium
was aspirated from the cells, and the flask was washed with
PBS. Then 1x trypsin EDTA was used to detach the cells from the
flask. To achieve full detachment, the flask was placed in an
incubator for 20-30 minutes at 37 °C and 5% CO,. After trypsi-
nization, the trypsin was neutralized by addition of complete
media (DMEM : FBS 90:10), and the resultant cells were resus-
pended and placed into a 15 mL Falcon tube. The cell suspension
was centrifuged at 400 rpm for 5 min and the supernatant was
aspirated. The remaining cells pellet was resuspended in a
certain amount of fresh DMEM. The cells were counted using
Cellometer X2 (Nexelom Biosciences Ltd, UK) and appropriate
calculations were made to seed 7000 HaCaT cells per well, in
100 pL volume, in a 96-well plate. The cells were incubated for
24 h at 37 °C and 5% CO, incubator. After 24 h, the culture media
was aspirated and fresh DMEM F-12 media was added to each
well. Free antibiotics, NPs constituents, non-coated binary NPs
and HDTAB/ODTAB/DODAB-coated binary antibiotic NPs were
prepared freshly and HaCaT cells were treated with 32 uM
concentration of each condition (with respect to the antibiotics
or P407). The HaCaT cells were incubated with each treatment for
another 24 h. Then the old culture media was removed from the
wells and fresh DMEM F-12 with no Phenol Red was added to the
wells. 10 pL CellTiter 96" Aqueous One Solution Reagent TM
(Promega, UK) was added to each well and the plate was incu-
bated for 2 h to 3 h. The absorbance was measured at 0 h, 2 h, and
3 h at 492 nm wavelength. To perform Hoechst-PI staining, 10 pL
of each dye solutions were added to the wells after 24 h of
treatment. Images were obtained using fluorescence microscope
with DAPI- and TRITCfilter sets. The images were analyzed via
Image] software.

2.2.9. Statistical analysis. All data is presented in mean values
and standard deviations of 3 independent measurements.

Student t¢-tests with Bonferroni correction were used to
compare cytotoxicity between different treatments. Significance
levels were determined by setting a threshold p-value of less
than 0.05.

3. Results and discussion

3.1. Cefoperazone and tetracycline antibiotic pair solubility
determination via HPLC

HPLC analysis was employed to determine the solubility of
oppositely charged ionic antibiotic pair consisting of tetracycline
hydrochloride and cefoperazone sodium salt. The retention time
for tetracycline was determined to be 3.4 min, and 4.7 min for
cefoperazone - see Fig. S1A and B, (SI) under the set of conditions
listed in Table S1 (SI). Calibration curves were generated for each
drug solution by plotting peak areas obtained by HPLC against
known concentrations of antibiotics - Fig. S1C and D (SI). HLPC
chromatograms of the supernatant after centrifugation of the
nanocrystals of the binary antibiotic produced by mixing equi-
molar solutions of 4 mM sodium cefoperazone and 4 mM
tetracycline hydrochloride were obtained to determine the
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solubility of the antibiotic pair (Fig. S2A). The regression equation
on the calibration curves was used to calculate the concentrations
of tetracycline and cefoperazone dissolved in the suspension after
centrifugation of nanocrystals — see Table S2 (SI). The solubility of
tetracycline was calculated to be 41.43 + 0.2 pM, and cefoperazone
had a solubility of 40.06 £ 0.4 puM, see Fig. S2A (SI). This indicates
that the cefoperazone and the tetracycline are in 1:1 ratio in the
nanocrystals as the same ratio of their concentrations is found in
the supernatant after the precipitation.

3.2. Zeta-potential and particle size of cefoperazone and
tetracycline binary antibiotic particles stabilised with P407

P407 is shown to have a critical micelle concentration of around
0.3% (w/v) at 25 °C (equivalent to 2.6 x 10~ ° M P407). The polymer
in water creates micelles at concentrations exceeding this value.*®
A concentration of 0.05 wt% P407 was selected as the polymer
provides steric stabilization to the formed particles of cefoperazone
and tetracycline. At this concentration, P407 does not form
micelles that could affect the stabilization of the antibiotic parti-
cles. The produced colloid particles were characterized by DLS and
ELS using Anton Paar Litesizer 500 (particle analyzer). It was found
that the non-coated NPs consisting of 2 mM tetracycline and 2 mM
cefoperazone overall concentration of antibiotics, stabilized with
0.05 wt% P407 had low negative zeta-potential and exhibited
particle size instability over 72 h (Fig. 2A). Particles showed gradual
increase in average size from 220 nm to over 800 nm suggesting
NPs aggregation over time. The particle growth leads to effectively
capping the particle size due to formation of a dense P407
monolayer. Additionally, the (-potential of the formulation was
observed to increase in absolute value over time, transitioning
from nearly —4 mV to —11 mV (see Fig. 2B).

This increase in {-potential magnitude may be attributed to
the secondary adsorption of species onto the surface of the
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particles, resulting in a stronger electrostatic repulsion between
them. The increase in particle size with time observed in the
formulation containing 1 :1 mixture of 4 mM cefoperazone and
4 mM tetracycline in 0.05 wt% P407 can be explained by the
Gibbs Thompson effect.*®

The cationic antibiotic (tetracycline cation) and the anionic
antibiotic (cefoperazone anion) interact through a combination
of ionic interaction to form an electroneutral 1:1 complex of
much lower solubility which causes precipitation. This is sup-
ported by the fact that the ratio of both antibiotics’ concentra-
tions in the supernatant which is in equilibrium with the
formed particles remains practically the same as the ratio of
their total concentrations (1:1). Hence the complex is 1:1,
which indicates mostly ionic interactions. As Fig. 2A shows,
the particle size evolves with time, mostly due to the Ostwald
ripening effect due to the limited solubility of the antibiotic
complex. The non-coated particles are also of low (negative)
surface charge which makes them prone to further aggregation).
Interestingly, the additional deposition of a coating of a cationic
surfactant (HDTAB, ODTAB, DODAB) significantly impairs this
process as well as leads to a surface charge reversal to moder-
ately high positive values which provides additional repulsion.
Because of their greater surface energy, smaller particles possess
a tendency to dissolve whereas bigger particles tend to grow in
size and form bigger crystals. The effect originates from the fact
that the chemical potential of the solute at the particle interface
with the solution is size-dependent and is higher at higher
surface curvature (smaller particles). In the case of the non-
coated formulation, settling of the particles leads to the smaller
particles dissolving and mass redistribution onto the bigger
particles. The accumulation of P407 on the larger particles
balances the nanocrystal surface energy thus preventing further
particle growth.

G 1000

DODAB-coated AB NPs

800

600

400

Particle size/nm

200 pto e

| |

0 2 6 1220 24 36 48 72 120168216240

Time/hours

=

DODAB-coated AB NPs

Z-potential/mV

0 2 6 1220 24 36 48 72 120 168216 240
Time/hours

A 1000 1000 g 1000
= non-coated AB NPs HDTAB-coated AB NPs ODTAB-coated AB NPs
800 800 800
£ £
c €
S £ 13
& 600 g 600 3 600
[ B 5
L] 2 e
3 400 < 400 £ 400
5 g
ol [
& 200 200 200
0 2 6 122 2_4 36 48 72 120168216 240
Time/hours Time/hours Time/hours
D 25
B HDTAB-coated AB NPs F ODTAB-coated AB NPs
> 4
>
s = s
B, d §
N N N
non-coated AB NPs
0 2 6 1220 24 36 48 72 0 2 6 12 20 24 36 48 72 120168 216 240 0 2 6 12 20 24 36 48 72 120168216240
Time/hours Time/hours .
Time/hours
Fig. 2 (A) The mean hydrodynamic diameter and mean {-potential (B) of binary nanocrystals prepared by mixing in 1:1 ratio 4 mM cefoperazone and

4 mM tetracycline stabilised by 0.05 wt% P407 versus time after formulation. (C, E and D) Mean particle hydrodynamic diameter and (D, F and H) mean
{-potentials of particle suspensions produced doping the non-coated binary antibiotic formulation of 4 mM tetracycline hydrochloride and 4 mM sodium
cefoperazone at 1:1 ratio at 0.05 wt% P407 with ethanolic solution of 3% HDTAB (C) and (D) or (ODTAB (E) and (F) and DODAB (G) and (H) versus time
since formulation. The particle size and the {-potential was monitored up to 240 hours since preparation.
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3.3. Surface charge reversal of cefoperazone:tetracycline binary
antibiotic particles by coating with HDTAB/ODTAB/DODAB

In order to engineer electrostatic adhesion of the formulated
colloidal particles to the bacterial cell walls, the negatively
charged A'B"NPs were doped with HDTAB/ODTAB/DODAB
which are amphiphilic cationic quaternary ammonium com-
pounds with a long hydrophobic alkyl chain. HDTAB has a
very low critical micelle concentration (CMC) of 0.95 mM
(0.035 wt%) while ODTAB and DODAB are practically insoluble
in water. Although HDTAB as an individual agent has the ability
to intercalate into the bacterial cell walls, its cytotoxicity often
depends on the cell types and monomer concentration.?” Non-
coated NPs were charge-reversed by addition of very small
amount of HDTAB, ODTAB and DODAB surfactants. Typically,
0.0075 wt% of cationic surfactants were used for this doping
process, delivered as 3 wt% solution in ethanol to the particle
suspension. The resulting three types of coated NPs were
studied for particle size and zeta potential stability for over
240 hours. The stability of the HDTAB-coated NPs was analyzed
in Fig. 2C showing a gradual increase in particle size over time
for these HDTAB-coated binary antibiotic NPs, starting at
around 200 nm and reaching approximately 400 nm by 240 h
since preparation. This increase suggests that the formulation
exhibits some minor aggregation over time, though it remains
relatively stable over 240 h. Fig. 2D shows the {-potential, which
stays relatively stable around +15 mV, indicating a higher level
of stability and suggesting that the HDTAB-coated formulation
retains its surface charge during the observed period. Since
secondary adsorption of HDTAB also lowers the A'B NPs
surface energy this explains the slight decrease in the particle
size before reaching a plateau. The decrease in the particle size
of the HDTAB-coated particle formulation from approximately
400 nm to around 320 nm is noteworthy. The reversal of the
surface charge of the colloidal particles results in the change of
the {-potential increases from around —4 mvV to +15 mV would
allow the coated particles to adhere and accumulate on the cell
walls of bacteria. In Fig. 2E and F, the stability of the particle
size and {-potential of the formulation coated with ODTAB was
monitored for 240 h. Fig. 2E shows a slight increase in particle
size, but the particles remain relatively stable over time, with
sizes ranging from 200 nm to 400 nm. Fig. 2F shows that
{-potential of the ODTAB-coated binary antibiotic particle is
relatively stable at the first 24 h, followed by a very slight
decrease. The particle formulation coated with ODTAB shows
slightly improved stability in particle size compared to HDTAB-
coated binary antibiotic nanoparticle formulations. Fig. 2G
demonstrates that the particle size for DODAB-coated binary
antibiotic NPs remains relatively constant with slight fluctua-
tions between 200 nm and 300 nm over a period of 240 h.
Fig. 2H shows that the {-potential stays within a stable range
of +15 to +20 mV during the observed period, indicating that
the particles surface charge remains relatively constant, and
that the formulation is stable over time. The DODAB-coated
particle formulation seems to be the best compromise between
smaller particle size and stability. The impact of diluting of
the initial formulation of 2 mM cefoperazone and 2 mM

© 2026 The Author(s). Published by the Royal Society of Chemistry
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tetracycline at 0.05 wt% P407 on the particle size and
{-potential was investigated. Fig. S3A-D (SI) shows an increase
in particle size and an increase in the absolute value of
{-potential, especially for ODTAB-coated and DODAB-coated par-
ticles. Notably, the particle size of the most diluted particle
formulation, which was about 350 nm, did not exceed the size
of the non-diluted formulation. The electric double layer formed
around the charged particles and the ionic strength affect their
{-potential. Moreover, the magnitude of the {-potential is influ-
enced by the ionic strength, which decreases upon dilution. This
reduction in the ionic strength reduces the screening effect of the
ions around the particles, consequently resulting in an increase in
the magnitude of the positive {-potential. The effect of increasing
zeta potential magnitude by dilution of the binary antibiotic
suspension concentration can be explained as the surfactants
ODTAB and DODAB are insoluble once deposited on the particles
surface (Fig. S3F and H, SI). Since the surfactant is deposited at the
same overall concentration for each dilution, the higher the
suspension dilution, the smaller is the number of particles
produced, which accumulate the same amount of cationic
surfactant upon coating. This results in a higher magnitude of
the positive zeta potential of the ODTAB- or DODAB-coated
particles. HDTAB has low but finite solubility and can partially
desorb from the particles upon dilution, so in this case the zeta
potential levels off (Fig. S3D, SI). In all three cases, however, the
particles size is relatively stable (Fig. S3C, E and G, SI) with the
increase of the dilution as the particle aggregation is suppressed
the significant positive surface charge and the resulting electro-
static repulsion between the particles. Similar effects are
reported by Galantini et al.°”® for micellar aggregates.

3.4. Electron microscopy, FTIR spectra and EDS analysis for
the binary antibiotic nanoparticle formulations

The TEM images of the non-coated binary antibiotic particles
formulation showed spherical morphology with the average size
of 128 nm and higher (Fig. 3A). The mean diameter of the
HDTAB-, ODTAB- and DODAB-coated particles determined from
the TEM images (Fig. 3B, C and D) was slightly higher, 130 nm,
138 nm and 134 nm, respectively. This is likely to be the effect of
drying of particles and loss of hydration water. Similar is the case
from the SEM images (Fig. 3E, F, G and H), where the average
particle size of non-coated, HDTAB-coated, ODTAB-coated and
DODAB-coated particles were measured to be 166 nm, 165 nm,
180 nm and 204 nm, respectively. These values are consistently
lower than the results from the DLS measurements (Fig. 2), most
likely due to loss of hydration water upon drying. Coated binary
antibiotic particle formulations show more uniform particles
which indicated that the cationic surfactant coating affects the
particle morphology and uniformity.

To demonstrate the presence of both antibiotics in the
formulation and the HDTAB coating, EDS analysis (energy-
dispersive X-ray spectroscopy) and FTIR (Fourier Transform
Infrared Spectroscopy) spectra were conducted. Table S6 (SI)
presents the findings of EDS analysis, including the mass% and
atom% of each element for both formulations. The presence of
sulfur atoms suggests the presence of cefoperazone, while the
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(A-D) TEM images and (E-H) SEM images of the binary antibiotic particles prepared from 1:1 mixture of 4 mM cefoperazone and 4 mM

tetracycline in 0.05 wt% P407 followed by doping with 3% ethanolic solutions of HDTAB (B) and (F), ODTAB (C) and (G) and DODAB (D) and (H). The
overall concentration of cationic surfactant (HDTAB, ODTAB or DODAB) in the formulation after doping was typically 0.0075 wt%. (A) and (E) correspond

to the non-coated suspension of binary antibiotic particles.

higher nitrogen content in the coated formulation indicates the
presence of HDTAB coating (with non-overlapping confidence
intervals for both mass% and atom%). EDS spectra for both
formulations are shown in Fig. S7 (SI).

The FTIR spectra were obtained for powders of tetracycline,
cefoperazone, P407, HDTAB, as well as non-coated 1:1 co-
precipitated 4 mM cefoperazone and 4 mM tetracycline at
0.05 wt% P407 particle formulation, the same formulation coated
with 0.0075 wt% HDTAB (as presented in Fig. S4 (SI)), the same
formulation coated with 0.0075 wt% ODTAB (Fig. S5 (SI)),
and the same formulation coated with 0.0075 wt% DODAB.
Tables S3-S5 (SI) show the characteristic peaks for all three
coated formulations and their constituting components. Peak
broadening around 3500 cm ™' characteristic for cefoperazone
can also be observed for the formulation, along with the peak at
1700 cm ™.

The abundant C-H aliphatic stretching at 2930 ecm™ " and
2852 cm™ ! typical for the surfactant chains and the CH, group
in poloxamer 407 are present in the coated formulation. The
stretching of C-N abundant in both cefoperazone and tetra-
cycline is also found in the non-coated and coated formula-
tions. The N-H and C-H bending at aromatic C—=C contributes
to the transition at 1611 cm ™" and 1597 cm™ " and is present in
tetracycline as well as the non-coated and coated formulations.
Due to the lack of distinguishing infrared absorption bands,
S-C bonds stretching occurring at 800 cm ™" are rarely seen in
FTIR spectra as they are often overlapped by C-H bending in
alkenes. Though the vibrational modes of nearby bonds can be
impacted by the presence of sulfur in a molecule, this
can influence the overall FTIR spectrum. For cefoperazone,
the sulfur atom affects the stretching vibrations of nearby
carbon-nitrogen and carbon-carbon bonds, resulting in recog-
nizable absorption bands in the FTIR spectrum.

1
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3.5. Electron microscopy of bacteria treated with HDTAB/
ODTAB/DODAB coated binary antibiotic NPs

The SEM images of E. coli and S. aureus after incubation with the
three different coated binary antibiotic suspensions confirm the
attachment of all three types of coated NPs to the cell wall of
bacteria (Fig. 4C-H) which can be directly seen on the cell surface
in large numbers. This result is a direct proof that due to their
positive surface charge, the HDTAB, ODTAB and DODAB-coated
particles are electrostatically attracted to the negatively charged
surface of bacterial cell wall. Note the profound change of the
bacterial cell morphology compared with the non-treated bacter-
ial samples (Fig. 4A and B). This explains the accumulation of a
large amount of binary antibiotics on the cell walls of the treated
bacteria and the enhancement of antibacterial action (see Fig. 5
and 6 below). TEM image of E. coli after 12 h of incubation with
A'B"NPs produced from 4 mM cefoperazone and 4 mM tetra-
cycline at 0.05 wt% P407 formulation coated with 0.0075 wt%
HDTAB is shown in Fig. S8 (SI). Due to electrostatic attraction
between the positively charged particles and negatively charged
bacterial cell wall, the accumulation of the particles can be seen
in the TEM image.

3.6. Antibiotic release profile for free antibiotics and binary
antibiotic NPs via dialysis

We have compared the drug release profile via dialysis as the
graphs in Fig. S2B (SI) illustrate the release rates of both free
tetracycline and tetracycline from binary antibiotic NPs stabi-
lized with P407 over a time interval of 1500 min. The release
from a formulation made by co-precipitation of 4 mM:4 mM
tetracycline : cefoperazone in 0.05 wt% P407 was studied using
dialysis over specified periods, allowing the analysis of how the
drug concentration changes with time by HPLC. Both the free

© 2026 The Author(s). Published by the Royal Society of Chemistry
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Fig. 4 SEM images (A) and (B) of the dried control samples of E. coli and S. aureus (no treatment), (C)—(H) SEM images of E. coli and S. aureus after
1.5 hours of treatment with non-coated binary antibiotic nanoparticles prepared by mixing 4 mM tetracycline and cefoperazone solutions in stabilized
with 0.05 wt?% P407 in 1:1 volume ratio, and binary antibiotic NPs coated further with HDTAB (C) and (D), ODTAB (E) and (F), and DODAB (G) and (H). The

SEM images indicate different levels of bacterial membrane disruption and

accumulation of NPs depending on the particle surface coating. The average

particle sizes are: 136 nm for HDTAB-coated NPs; 152 nm for ODTAB-coated NPs and 114 nm for DODAB-coated NPs.

and the encapsulated antibiotics show initial rapid release,
followed by a plateau as equilibrium is reached. The two curves
in Fig. S2B (SI) follow with time very closely, indicating a
relatively rapid dissolution of the binary antibiotic particles
with the dilution of the stock suspension which allows sus-
tained release on both antibiotics.

3.7. Antimicrobial effect of the coated and non-coated
particles as well as their components on S. aureus and E. coli

Fig. 5A-D and 6A-D show the results of a 24 h time-kill assay
comparing non-coated particles of overall 2 mM cefoperazone
and 2 mM tetracycline stabilised with 0.05 wt% P407 and 2 mM
cefoperazone and 2 mM tetracycline stabilised with 0.05 wt%
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Fig. 5 Time-kill assay on E.coli bacteria treated with free tetracycline (A); free cefoperazone (B); as well as non-coated particles made of 4 mM cefoperazone
and 4 mM tetracycline in 0.05 wt% P407 mixed in 1:1 volume ratio (C). Time-kill assay on E.coli bacteria after treatment with HDTAB-coated binary antibiotic
NPs (D); ODTAB-coated binary antibiotic NPs (E) and DODAB-coated binary antibiotic NPs (F). Time-kill curves were constructed over 24 h time period, showing
the impact of different concentrations (32 puM, 16 uM, 8 uM, 4 uM, 2 pM, 1 uM) of each formulation on the bacterial viability (assessed by measuring OD600).
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Fig. 6 Time-kill assay on S. aureus bacteria treated with free tetracycline (A); free cefoperazone (B); as well as non-coated particles made of 4 mM
cefoperazone and 4 mM tetracycline in 0.05 wt% P407 mixed in 1:1 volume ratio (C). Time-kill assay on E.coli bacteria after treatment with HDTAB-

coated binary antibiotic NPs (D); ODTAB-coated binary antibiotic NPs (E) and

DODAB-coated binary antibiotic NPs (F). Time-kill curves were constructed

over 24 h time period, showing the impact of different concentrations (32 uM, 16 uM, 8 uM, 4 uM, 2 uM, 1 uM) of each formulation on the bacterial viability

(assessed by measuring of OD600).

P407 formulation coated with 0.0075 wt% HDTAB or ODTAB or
DODAB on E. coli and S. aureus. The graphs demonstrate that
the coated binary antibiotic particle formulation were more
effective at reducing the bacterial growth than the free anti-
biotics at equivalent concentrations. The individual antibiotics
exhibited significantly lower antimicrobial activity at the same
overall concentrations. Similar is the case of non-coated nano-
particle formulation which also outperforms the individual
antibiotics. However, the ODTAB-coated and the DODAB-
coated formulations (Fig. 5E and F and 6E and F) perform more
than twice better than the non-coated formulation and over trice
better than the free antibiotics at equivalent low concentrations
of 1 uM (Fig. 5A and B and 6A and B) for both E. coli and S.
aureus, respectively. The HDTAB-coated formulation was only
over twice better in suppressing bacterial growth than the free
antibiotics for both types of bacteria. The data indicated that all
coated particle formulations allowed to significantly improve
the antimicrobial action of the individual antibiotics. Given the
electrostatic adhesion of the coated particles onto both Gram-
positive and Gram-negative bacteria, the local concentration of
the antibiotic is significantly increased leading to the enhance-
ment of the antibiotic properties. However, at high overall
concentrations (32 pM), the HDTAB-coated formulations seem
to perform better than ODTAB- and DODAB-coated formulation.
Note that the cationic surfactant overall concentration effec-
tively increases with the increase of the antibiotic concentration
as all dilutions are made from the same stock solution. The

Mater. Adv.

antimicrobial activity was also studied after incubating E. coli
and S. aureus for 24 h with of tetracycline, cefoperazone, as well
as particles obtained by 1:1 mixing of 4 mM cefoperazone and
4 mM tetracycline stabilized with 0.05 wt% P407 coated with
HDTAB, ODTAB or DODAB (Fig. 7A and B). This result is
consistent with the findings in Fig. S3D, F and H (SI),
which investigated the effect of dilution on the particle surface
charge. One can see that the positive zeta-potential increases
upon dilution for both ODTAB-coated and DODAB-coated
particles while it stays constant for HDTAB-coated binary anti-
biotic particles. Due to their positive surface charge, the
HDTAB/ODTAB/DODAB-coated binary antibiotic particles are
accumulated on the bacterial cell wall, delivering very high local
concentration of both antibiotics which is more effective in
killing both types of bacteria. However, there is no evidence that
these particles directly penetrate the bacterial cells walls (see e.g
Fig. S8, SI). This is contrasted by the zeta potential of the non-
coated particles which stays around zero for the applied dilu-
tions and explains why the antimicrobial activity of the coated
particles is so much better than those of the free antibiotics and
the non-coated particles. The latter is supported by the SEM
images of both E. coli shown in Fig. 4C, E and G and S. aureus
shown in Fig. 4D, F and H after incubation with binary
antibiotic particles coated with HDTAB or ODTAB or DODAB.
Similar effect is demonstrated in Fig. S8 (SI) on TEM of E.coli
isolated after incubation with HDTAB-coated binary antibiotic
particles.

© 2026 The Author(s). Published by the Royal Society of Chemistry
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Fig. 7 The relative cell viability of (A) E. coli (B) S. aureus and upon 24-hour incubation with various formulations as 2 mM free tetracycline hydrochloride,
2 mM free sodium cefoperazone, as well as binary antibiotic particles containing 2 mM cefoperazone and 2 mM tetracycline stabilised with 0.05 wt%
P407 and the same coated particles with 0.0075 wt% HDTAB or ODTAB or DODAB at the same conditions. All formulations were mixed with the bacterial

broth to reach the targeted antibiotic concentration for each treatment.

3.8. Cytotoxicity of the coated and non-coated binary
antibiotic particle formulations as well as their constituents on
human cells

Fig. 8A shows the results of MTS cell proliferation assay performed
with human cell line HaCaT as a convenient proxy for human
keratinocyte cells. MTS is a water-soluble tetrazolium salt used to
assess the metabolic activity of cells, providing information on cell
viability and proliferation ability. In living cells MTS (which has
yellow color) is converted to a water-soluble purple formazan
product by mitochondrial enzymes.

A higher number of viable cells can convert a fixed concen-
tration of MTS into a higher amount of formazan, which is
proportional to the number of viable cells but it also depends on
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their metabolic activity. The MTS assay is often used to evaluate
cell proliferation ability upon exposure to various therapies,
drug formulations and different treatments. The concentrations
of all treatments were kept the same as those in the final particle
formulation from mixing 1:1 of 4 mM cefoperazone and 4 mM
tetracycline stabilized with 0.05 wt% P407 and coated with
HDTAB or ODTAB or DODAB. Cell proliferation is represented
in percentage relative to the control (no treatment) for P407, free
antibiotics and non-coated particle formulation which all
showed very small effect on the cell’s proliferation. However,
HDTAB-coated formulation demonstrated a reduction in the
cell proliferation probably due to the finite solubility of HDTAB.
This stagnation in the cell proliferation is likely due to the
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Fig. 8 Cytotoxicity upon incubation of HaCaT cells with formulations of 0.05 wt% solution P407, 2 mM free tetracycline hydrochloride, 2 mM free
sodium cefoperazone, as well as binary antibiotic particles produced by mixing 4 mM cefoperazone and 4 mM tetracycline stabilised with 0.05 wt% P407
formulation and coated binary antibiotic particles obtained from 4 mM cefoperazone and 4 mM tetracycline stabilised with 0.05 wt% P407 coated further
with 0.0075% HDTAB, or 0.0075% ODTAB or 0.0075% DODAB. The cell proliferation (A) was assessed after 24 h of each treatment by using the MTS assay
on HaCaT cell line. The cell viability (B) was assessed after 24 h on HaCaT cells by using Hoechst/PI staining using fluorescence microscopy and image
analysis.
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presence of low concentrations of desorbed HDTAB, which is
known for its ability to disrupt cell membranes, as previously
discussed since non-coated particles showed 50% cell prolifera-
tion compared to the control. Lower effects on the cell prolifera-
tion were observed for ODTAB-coated formulation and very
small for DODAB-coated formulation on the cell proliferation
which is also linked to their insolubility in water.

To further examine the cytotoxicity of the formulation and
its constituents, propidium iodide (PI) and Hoechst fluorescent
dyes were employed in a double staining procedure after the 24 h
treatment of the HaCaT cells with the particle formulations of
coated and non-coated binary antibiotic particles, respectively, as
shown in Fig. 8B. These dyes are commonly used to detect both
the total number of cells present in a sample (Hoechst staining),
as well as the number of dead cells (PI staining), allowing for a
comprehensive assessment of cytotoxicity. PI only enters cells
with damaged cell membranes and intercalates within the DNA.
Then, it becomes fluorescent upon excitation with 500 nm light
and emits red fluorescence of 617 nm. Hoechst penetrating intact
cells also bind to DNA and emit blue fluorescence when excited
by light of 360 nm wavelength with emitted light of 460 nm
wavelength - see Fig. S9 (SI). The results of PI and Hoechst
staining showed that after 24 h treatment with the non-coated
formulation, over 91% of HaCaT cells remained viable. However,
treatment with the coated formulation resulted in a lower per-
centage of viable HaCaT cells, 67% for HDTAB-coated, 76% for
ODTAB-coated and over 80% for DODAB-coated particles. These
findings confirm the marginal cytotoxic effects of the ODTAB-
and DODTAB-coated formulations and the moderate cytotoxicity
of the HDTAB-coated formulation after 24 h of treatment.

4. Conclusions

We developed a new concept of binary antibiotic nanoparticles
prepared by co-precipitation of a cationic and an anionic antibiotic
in the presence of surface-active polymer (Pluronic surfactant
P407) in aqueous solution. Specifically, novel binary antibiotic
nano-formulation consisted of tetracycline-cefoperazone cores
sterically stabilized with P407 and further coated with a cationic
surfactant. The major advantages of these antibiotic nanocarriers
are that they: (i) amplify the antimicrobial effect of the two
individual antibiotics and (ii) do not leave a nanomaterials post-
use as their cores dissolve. The cationic surface functionality of the
binary antibiotic nanoparticles allows them to adhere to the
negatively charged bacterial cell wall which enhances their anti-
microbial efficacy against both Gram-negative and Gram-positive
bacteria, represented as E. coli and S. aureus, respectively. It was
found that the formulation with ODTAB and DODAB surface
functionalisation perform better than the one coated with HDTAB.
The developed formulation reduces the overall concentration of
the antibiotics needed to eliminate the bacteria compared to
application of free individual antibiotics. This can potentially
allow for reduction of the therapeutic dosage and/or increase of
the antimicrobial efficiency. The employment of the negligible
amounts of biocompatible surface-active polymer for steric
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stabilization as well as doping with an (insoluble) cationic surfac-
tant may allow these formulations to be developed as intravenous
therapy or oral delivery as the particles would dissolve with time
without leaving residual nanocarriers. In conclusion, the binary
antibiotic nanoparticle created in this study offers a viable
solution for the problem of increasing bacterial antibiotic toler-
ance. This discovery lays the groundwork for future investigations
into the development of safe and effective formulations for the
treatment of bacterial infections and tackling AMR.
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