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A B S T R A C T

The current study was designed to provide a preliminary physico-chemical characterization of zein
nanosystems prepared with various Brij surfactants (for the first time to the best of our knowledge) as a func-
tion of various external stimuli such as temperature, pH, serum incubation and the freeze-drying process.
The results demonstrate that when Brijs are characterized by unsaturation (C18), considerable stabilization
of the colloidal structure is promoted while the length of the polyethylene glycol fraction does not signifi-
cantly modulate the physico-chemical properties of the nanosystems. Specifically, dynamic light scattering
and nanoparticle tracking analysis demonstrated that the use of 0.2 % w/v of Brij O10 promoted the forma-
tion of stable zein nanosystems with mean sizes of ~150 nm and a narrow size distribution, preserving
their structures at various pHs and temperatures. The use of mannitol as cryoprotectant resulted in a formu -
lation that can easily be re-suspended in water after the freeze-drying process. This nanoformu lation
demonstrated that it efficiently retained different amounts of both hydrophilic and lipophilic compounds
and showed a prolonged release of the entrapped molecules. In addition, the nanosystems showed a favor-
able degree of in vi tro safety on various cell lines when a concentration <50 μg/mL of protein was used,
demonstrating the potential application of Brij O10-stabilized zein nanoparticles as innovative nanocarriers
of several active compounds.

1. Introduction

Over the past decades, the availability of surfactants used to de-
velop stable formulations has significantly increased in pharmaceutical
applications as a result of the need to manage and administer new ther-
apeutic compounds characterized by scarce aqueous solubility [1]. In-
deed, various strategies involving non-ionic surfactants have been em-
ployed to improve the bioavailability as well as the effectiveness of
drugs retained by various colloidal systems [2].

Surfactants are amphiphilic, surface-active molecules, generally
classified as either ionic or non-ionic compounds based on the charged
or uncharged nature of the functional group, respectively [3]. The ad-
dition of non-ionic surfactants is a common approach for stabilizing
polymeric nanoparticles by reducing the surface tension of the colloids;
this promotes interaction between the nanosystems and the medium
[4–8].

The most commonly employed non-ionic surfactants belong to the
family of polysorbates, poloxamers and poly(vinyl alcohol). These

molecules are characterized by a hydrophobic alkyl chain linked to a
hydrophilic head with a different number of repeated polyoxyethylene
(POE) residues in a range between 10–100 units. For this reason, surfac-
tants of this type are often described as polymeric ethers [2,9,10].

The chain lengths of the various units and the hydrophilic/lipophilic
balance (HLB) of the stabilizers can easily be modified by varying the
alkyl and PEO portions, thus favoring an employment of the stabilizers
in a wide range of fields (e.g., detergents, cosmetics) [11]. Among the
ethylene oxide-based surfactants, Brijs have drawn a certain degree of
interest from the scientific community because of their potential uses as
biodegradation enhancers, micellar catalyzed systems, stabilizers in
drug-release systems and components used for developing pH-
responsive nanoparticles [12]. Moreover, several papers have described
their capacity to sensitize multidrug-resistant (MDR) tumor cells to-
wards chemotherapy through the inhibition of the drug-efflux trans-
porters of the ATP-binding cassette superfamily, such as P-glycoprotein
(Pgp), promoting a significant decrease in ATP levels [13]. In addition,
the great advantage of Brij derivatives is due to the presence of the
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ether bond in the chemical structure, which is less susceptible to hydrol-
ysis in an aqueous solution as compared to the ester bond of other non-
ionic surfactants that may increase the risk of the degradation and in-
stability of the colloidal structures. Indeed, it is well-known that the
size of the hydrophilic portion of Brij surfactants can be a crucial factor
in their ability to retard the chemical degradation of various com-
pounds in an acidic environment [3,14–17].

Various studies have also shown the ability of polyoxyethylene
alkyl ether surfactants to improve the in vitro and in vivo performance
of topically applied ophthalmic drugs [2,18]. In particular, poly-
oxyethylene oxide-(2)-oleyl ether (Brij O2) and polyoxyethylene oxide-
(10)-oleyl ether (Brij O10) are included among the Inactive Ingredients
Guide of the Food and Drug administration (FDA).

Considering these features, several Brij derivatives were used in this
investigation to stabilize polymeric nanoparticles made up of zein, and
this was for the first time to the best of our knowledge (Table 1). Zein is
a natural biopolymer, a prolamin-rich storage protein extracted from
the endosperm of corn. It has been widely investigated for the develop-
ment of innovative nanocarriers because it is characterized by peculiar
physico-chemical features useful for obtaining biocompatible delivery
systems [19]. Indeed, it is widely available and is low cost, cytocom-
patible and biodegradable and has also been recognized as a safe mate-
rial (GRAS status) by the FDA [20]. The large amounts of non-polar
aminoacids it contains clearly show the predominance of the signifi-
cant hydrophobic character of the protein which favors the nanoen-
capsulation of poorly-water soluble compounds [21–23]. Another pe-
culiar characteristic of zein is its inherent antioxidant activity related
to the presence of specific aminoacids (i.e. histidine, arginine, leucine,
alanine, valine and methionine), as well as the presence of xanthophylls
(8–9 %) such as zeaxanthin, β-cryptoxanthin and lutein, which are able
to carry on scavenging activity against free radicals and lipid peroxida-
tion, as reported in several works [24–26]. However, various attempts
have been made to improve the stabilization of zein nanoparticles by
decreasing their hydrophobic attraction and increasing their steric re-
pulsion in order to prevent the adverse physical phenomena that can
occur when certain environmental conditions are close to the isoelectric
point of the protein (pI 6.2). In addition, several studies have shown
that zein nanosystems are generally unstable at high temperatures and
in saline solutions [27,28].

A large number of stabilizers have already been tested in the effort
to reach this goal, the most important being sodium caseinate [29] ly-
sine [30], dextran sulfate [31], ι-carrageenan [32], chondroitin sulfate
[33], poloxamer 407 [34], Tween 80® [35], sodium alginate [36],
gum arabic [37], soybean polysaccharide [38] chitosan [39] and d-α-
Tocopherol polyethylene glycol 1000 succinate (TPGS) [40]. Recently
our research team developed zein nanoparticles decorated with sodium
deoxycholate. The addition of 1.25 % w/v of surfactant resulted in
nanosystems characterized by considerable long-term stability and a
significant retention rate for various active compounds [26,41,42].

The aim of the present study was to evaluate the influence of the
various Brij derivatives on the physico-chemical features of zein
nanoparticles. In particular, the non-ionic polyoxyethylene alkyl ether
surfactants were selected as a function of the length of the alkyl chain,
the presence of unsaturation and the number of ethylene oxide units
they contain (Table 1). The effects of specific parameters (i.e. tempera-
ture, pH, serum incubation, the nature and concentration of cryopro-

tectants) on the physico-chemical properties of zein nanoparticles as
well as on the cytotoxicity, the entrapment efficiency and release pro-
files of different model compounds were investigated in order to iden-
tify the most promising nanoformulations that could be used for oral
and parenteral administration.

2. Materials and methods

2.1. Materials

Zein, bromophenol blue, rhodamine B, were all purchased from
Sigma-Aldrich (Milan, Italy). Ethanol was purchased from Carlo Erba
SpA (Rodano, Italy). Brij L4 (polyoxyethylene oxide (4)-lauryl ether),
Brij C10 (polyoxyethylene oxide-(10)-cetyl ether), Brij S20 (poly-
oxyethylene oxide (20)-stearyl ether), Brij O2 (polyoxyethylene oxide
(2)-oleyl ether) and Brij O10 (polyoxyethylene oxide (10)-oleyl ether)
were purchased from Croda (Snaith, United Kingdom). Cellulose mem-
brane for the release studies (MW 50 kDa) was obtained from Spectrum
Laboratories Inc. (Eindhoven, Netherlands).

2.2. Preparation of Brij-stabilized zein nanoparticles

The nanoprecipitation technique was used to obtain zein nanoparti-
cles as previously reported [41]. Specifically, 3.3 mg/mL of zein was
dissolved in 3 mL of an ethanol/water solution (2:1 v/v) at room tem-
perature and added to 5 mL of MilliQ water containing different
amounts of surfactants. The resulting suspensions were then homoge-
nized by means of an Ultraturrax (model T25, IKA® Werke GmbH and
Co, Staufen, Germany) at 24,000 rpm for 1 min.

Zein nanoparticles containing rhodamine B and bromophenol blue
were obtained by adding different amounts of the compounds to the
aqueous and organic phases, respectively, according to their physico-
chemical features. Successively, the samples were placed on a magnetic
stirrer (600 rpm, 12 h) until the evaporation of the organic solvent was
complete. The nanoparticles were then purified using the dialysis tech-
nique (cut-off 50 kDa) which removed the unreacted compounds be-
fore in vitro experimentation.

The morphology of the nanoparticles was investigated by means of
Transmission Electron Microscopy (TEM) as already described (Fig. S1)
[43].

2.3. Physico-chemical characterization of Brij-stabilized zein-
nanosystems

The average diameter, size distribution and surface charges of the
zein nanoparticles were investigated using a Zetasizer Nano ZS
(Malvern Panalytical Ltd., Spectris plc, England) applying the third or-
der cumulant fitting correlation function [44,45]. The results are the
mean of three different measurements performed in triplicate on three
different samples (10 determinations for each sample) ± standard de-
viation and expressed as a function of the intensity parameter [46].

The particle concentration and particle size distribution of the zein
nanoparticles were also evaluated through nanoparticle tracking
analysis (NTA), using a Nanosight NS300 with a 488 nm laser at 25 °C
(Malvern Panalytical Ltd., Spectris plc, England) [47].

Table 1
Chemical properties of Brij derivatives used.

Trade name Chemical name Molecula r form ula HLB MW (g/mol) Cm C (mM) Density (g/mL)

Brij L4 Polyoxyethylene ox ide-(4)-lauryl ether C12H25(OCH 2CH 2)4OH 9.7 362 6.51 × 10−5 0.95
Brij C10 Polyoxyethylene ox ide-(10)-cetyl ether C16H33(OCH 2CH 2)10OH 12.9 683 3.5 × 10−3 0.977
Brij S20 Polyoxyethylene ox ide-(20)-steary l ether C18H37(OCH 2CH 2)20OH 15 1152 0.006 0.893
Brij O2 Polyoxyethylene ox ide-(2)-oleyl ether C18H35(OCH 2CH 2)2OH 5 356.58 – 0.912
Brij O10 Polyoxyethylene ox ide-(10)-oleyl ether C18H35(OCH 2CH 2)10OH 12.4 709 0.029 1
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The stability profiles of the various zein formulations were evalu-
ated by means of a Turbiscan Lab Expert® (Formulaction, Toulouse,
France), as a function of incubation time and temperature and the re-
sulting data were expressed as the Turbiscan Stability Index (TSI) [48].

2.4. Influence of serum proteins and pH on the stability of zein
nanosystems

The influence of serum proteins on the stability of zein nanosystems
was performed by incubating the samples in 70 % FBS and their sizes
were monitored over time. Briefly, 1 mL of FBS solution was added to
200 µL of formulation and the resulting suspension was incubated at
37 °C for 48 h while being stirred at 600 rpm. The mean sizes of the
samples were analyzed at various incubation times (0.5, 1, 2, 3, 4, 6
and 24 h) as previously described [49,50].

The influence of the pH on the physico-chemical features of the var-
ious zein nanosystems was also investigated by incubating the samples
in deionized water at different pH values (4.0, 7.0, 10.0), using 1 mol/l
of NaOH or HCl [42].

2.5. Cytotoxicity of zein nanoparticles

In order to assess the cytotoxicity of the zein nanoparticles, C-28
(human chondrocytes) Nthy-ori 3−1 (human primary thyroid follicular
epithelial cells), A549 (human lung cancer cells) and BCPAP (human
papillary thyroid carcinoma cell lines) were incubated in plastic culture
dishes (100 mm × 20 mm) in a water-jacketed CO2 incubator at 37 °C
(5% CO2) using D-MEM or RPMI1640 with glutamine, supplemented
with penicillin (100 UI/mL), streptomycin (100 µg/mL), amphotericin
B (250 µg/mL) and FBS (10 %, v/v) [43]. The cell viability of surfac-
tant-free zein nanosystems and Brij O10-stabilized zein nanocarriers
was evaluated by MTT assay as previously reported [41]. In detail, the
cells were plated in 96-well culture dishes (7 × 103 cells/0.2 mL) and
treated with increasing concentrations of nanoparticles (1, 10, 50,
100 µg/mL of zein) at different incubation times (24, 48 and 72 h).
Successively, 20 μl of tetrazolium salt solubilized in phosphate-buffered
solution (5 mg/mL) were added to each well and the plates were incu-
bated again for 3 h. They were then analyzed using a microplate spec-
trophotometer (xMARK™ BIORAD) at a wavelength of 540 nm with
reference at 690 nm. Untreated cells were used as a control. Cell viabil-
ity, expressed as percentage, was evaluated as the mean of 5 different
experiments ± standard deviation and was obtained using the follow-
ing equation:

Cell viability (%) = AbsT/AbsC × 100 (1)

in which AbsT is the absorbance of the treated cells and AbsC is the ab-
sorbance of the untreated cells (control).

2.6. Freeze-drying of Brij-stabilized zein nanosystems

Zein nanoparticles were lyophilized using a VirTis SP Scientific Sen-
try 2.0 instrument equipped with a vacuum pump (model B14, Carpan-
elli S.p.A. Bologna, Italy). In detail, 500 µL of each formulation were
enriched with 5 and 10 % w/v of different cryoprotectants (glucose,
mannose, sucrose, trehalose and mannitol) and placed in pyrex glass
vials which were then immersed in liquid nitrogen for 2 min. Subse-
quently, the samples were placed in the freeze-drying chamber and
freeze-dried for 24 h. The temperature and pressure of the condenser
were about −55 °C and 30–50 mT, respectively. At the end of the
process, the resulting powder was rehydrated with the same volume of
sublimated water and subjected to photon correlation spectroscopy
analysis [43].

2.7. Entrapment efficiency of model compounds

The entrapment efficiency of rhodamine B (a model of the hy-
drophilic compound) and bromophenol blue (a model of the lipophilic
molecule) within zein nanoparticles was assessed by means of spec-
trophotometric analysis. The colloidal formulations, prepared with dif-
ferent amounts of fluorescent compounds, were centrifuged at 90k rpm
for 1 h using an ultracentrifuge Beckman Optima TL (Fullerton, CA).
The resulting pellet was incubated for 48 h either in water or ethanol,
the choice being based on the chemical features of the entrapped probe.
The amount of model compounds contained in the solution was then
analyzed spectrophotometrically (Perkin Elmer Lambda 35, Waltham,
Massachusetts, USA) at λmax 544 and 350 nm for rhodamine B and bro-
mophenol blue, respectively. No interference was observed for the
empty zein formulations. The amount of the encapsulated molecule
(EE%) was calculated as the percentage of the amount retained by the
polymeric (De) structure with respect to that initially added during the
preparation of the sample (Da).

EE% = De/Da × 100 (2)

The amount of Brij O10 integrated into the zein nanoparticles was
quantified through a colorimetric assay [51]. The loading capacity
(LC) was expressed as the ratio between the amount of entrapped com-
pound with respect to the total weight of the nanoparticles according
to the following equation:

LC % = Amount of entrapped compound/total weight of
nanoparticles × 100 (3)

2.8. Evaluation of release prof iles of model compounds from Brij -
stabilized zein nanoparticles

The release profiles of the model compounds retained by the zein
nanoparticles were investigated using the dialysis method and imple-
menting cellulose acetate tubes (Spectra/Por with molecular cutoff
12k–14k by Spectrum Laboratories Inc.) [52]. A PBS solution (pH 7.4,
0.1 M) constantly stirred and warmed to 37 ± 0.1 °C was used as the
release fluid for the compounds in order to operate under sink condi-
tions. The percentage of released probe was calculated using the fol-
lowing equation:

Release (%) = proberel/probeload × 100 (4)

where proberel is the amount of released compound at the time t and
probeload is the amount of molecule entrapped within the nanoparticles.

2.9. Statistical analysis

The statistical analysis of the various experiments was performed
by ANOVA and the results were confirmed by a Bonferroni t-test, with
a p value of <0.05 considered statistically significant.

3. Results and discussion

3.1. Physico-chemical characterization of zein nanoparticles

The physico-chemical and technological features of nanosystems
need to be fully explored during the phases of pre-clinical characteriza-
tion [53]. In this context, the European Nanomedicine Characterisa-
tion Laboratory (EUNCL) and the US National Cancer Institute Nan-
otechnology Characterization Laboratory (NCI-NCL) have established
that the preclinical characterization of nanoparticle-based formula-
tions requires critical quality attributes such as the mean size and the
polydispersity index. These can be assessed by the combination of mul-
tiple high-resolution measurements i.e. dynamic light scattering (DLS)
and Nanoparticle tracking analysis (NTA) in order to simplify the

3
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translation of successful nanomaterials from the laboratories to the
clinic [54,55].

Recently our research team described the physico-chemical proper-
ties of zein systems evidencing a direct correlation between the protein
concentration and the formation of well-defined nanoparticles. In par-
ticular, it was interesting to observe the variation of the surface charges
of surfactant-free nanocarriers as a function of the protein concentra-
tion, which showed negative values at low amounts of biopolymer and
positive values when the zein concentration was increased [41]. These
systems were shown to be influenced by both physical and chemical
stress and the use of sodium deoxycholate greatly stabilized the poly-
meric structure, favoring the development of drug delivery systems able
to retain various active compounds [41,42]. Based on these results, the
first step of this investigation was to evaluate the influence of the non-
ionic Brij surfactants on the formation of zein nanoparticles (Table 2).

The addition of 0.002 % w/v of the lauryl ether derivative Brij L4
(alkyl chain with 12 C atoms as a lipophilic residue) to the water phase
during sample preparation, favored only a slight stabilization of the re-
sulting nanoparticles at room temperature, while larger amounts of
surfactant induced the formation of polydisperse nanoparticles and
macroaggregates. The use of Brij C10 (alkyl chain with 16 C atoms),
allowed the formation of colloidal systems with a mean diameter of
about 100−150 nm, but promoted no significant improvement in the
polydispersity index with respect to the surfactant-free formulation
(Table 2). In addition, the increase of the temperature up to 37 °C con-
firmed this trend and favored an increase in the mean diameter of the
systems (Fig. 1).

Good results were obtained when small amounts of Brij S20 were
used. This is a compound characterized by a stearyl-based alkyl chain,
which promoted the development of stable and monodisperse struc-
tures, suitable for intravenous administration (Table 2). Unfortunately,
also in this case, the heating process provoked significant destabiliza-
tion of the colloidal systems, suggesting that the rise in temperature
probably caused the modulation of the protein conformation and the
collapse of the systems, which is in agreement with the data previously
reported [41]. Moreover, zein nanoparticles decorated with Brij O2
(oleyl-2-based derivative) showed a direct correlation between the sur-
factant concentration and the stability of the nanocarriers. In fact, the

Table 2
Composition and physico-chemical properties of zein-based nanoparticles
prepared using 2 mg/mL of protein and various amounts of Brij surfac-
tants.

Stabil izer Concentration (%
w/v)

Mean Sizes
(nm)

Polydispersi ty
Index

Zeta Potentia l
(mV)

– – 106 ± 1 0.20 ± 0.01 20 ± 0.8
Brij L4 0.002 117 ± 1 0.19 ± 0.01 9.1 ± 1.6**

0.020 310 ± 10** 0.27 ± 0.03 10.8 ± 0.6**
0.100 741 ± 117** 0.70 ± 0.04** 8.2 ± 1.7**
0.200 913 ± 23** 0.32 ± 0.01* 12.3 ± 3.4**

Brij C10 0.002 119 ± 1 0.22 ± 0.01 9.9 ± 0.5**
0.020 152 ± 2** 0.16 ± 0.03 6.1 ± 1.5**
0.100 151 ± 1** 0.20 ± 0.01 8.2 ± 0.4**
0.200 129 ± 3* 0.28 ± 0.04* 7.3 ± 2.3**

Brij S20 0.002 106 ± 1 0.16 ± 0.01 8.1 ± 0.4**
0.020 157 ± 2** 0.15 ± 0.02 4.8 ± 0.5**
0.100 148 ± 1** 0.25 ± 0.03 7.1 ± 1.5**
0.200 146 ± 1** 0.22 ± 0.01 8.3 ± 0.5**

Brij O2 0.002 101 ± 1 0.18 ± 0.02 10.8 ± 0.6**
0.020 130 ± 1* 0.12 ± 0.01 10.2 ± 1.9**
0.100 269 ± 1** 0.21 ± 0.02 9.3 ± 1.6**
0.200 368 ± 5** 0.17 ± 0.03 11.1 ± 2.7**

Brij O10 0.002 112 ± 1 0.17 ± 0.01 9.3 ± 0.8**
0.020 133 ± 7* 0.17 ± 0.03 7.2 ± 0.5**
0.100 134 ± 1* 0.18 ± 0.02 8.4 ± 0.9**
0.200 176 ± 1** 0.17 ± 0.02 10.2 ± 0.6**

* p < 0.05 .
** p < 0.001, with respect to the surfactant-free formulation.

addition of small amounts of Brij O2 (0.002−0.020% w/v) resulted in
nanosystems of mean sizes ranging between 100 and 130 nm, while a
significant increase of this parameter was obtained at greater concen-
trations of the compound and higher temperatures (Fig. 1).

Another surfactant used in the preparation phase of the nanosys-
tems was Brij O10, which has a chemical structure comparable to that
of Brij O2, but having a greater number of polyoxyethylene residues.
The addition of this molecule promoted the formation of nanocarriers
with an average diameter of less than 150 nm and a narrow size distri-
bution. It was interesting to observe that the use of greater concentra-
tions of Brij O10 (0.2 % w/v) slightly increased the mean sizes of the
nanoparticles (180 nm), but left them with dimensions that were still
compatible with potential systemic administration. In addition, it can
be observed in Fig. 1 that Brij O10 significantly improved the stability
of the colloidal systems against the destabilizing phenomena induced
by the heating process.

The surfactant-free zein nanoparticles showed a positive surface
charge while the addition of Brij derivatives promoted a slight decrease
of this parameter. In fact, the ~20 mV zeta-potential of the formula-
tions with no surfactant decreased to ~10 mV when Brij molecules
were used. A possible explanation of this result could be related to the
adsorption of the surfactant onto the particle surface, leading to a
modulation of the shearing plane as a consequence of the interaction
between the Brij-residues and the protein. Similar results have been ob-
tained with zein nanoparticles prepared with other non-ionic surfac-
tants such as Tween 80 as previously reported [41,56]. However, the
surface charge could be modulated as a function of the proposed appli-
cation, administration route (i.e. oral, parenteral) and the required
therapeutic outcome. For example, the positively charged systems had
several advantages over the anionic or neutral nanoparticles. In partic-
ular, they demonstrated a huge potential as gene delivery systems due
to their strong ability to interact with negatively-charged genetic ma-
terial as well as to interact with biological barriers [57,58]. Moreover,
Fig. 1A shows that zein nanoparticles prepared with Brij C10, Brij S20
and Brij O10 preserved their diameters up to 37 °C with respect to the
surfactant-free formulation, suggesting the capacity of the non-ionic
surfactant to improve the thermal stability of the colloidal systems
(Fig. 1A). The graphic representation of the size distribution of the sam-
ples prepared with 0.2 % w/v of the various surfactants confirms the
aforementioned trend of the protective features exerted by the stabiliz-
ers towards the zein nanoparticles (Fig. 1B). In particular, the carriers
prepared with Brij O10 gave the best results on the polydispersity index,
confirming the crucial role this compound plays in the stabilization of
the nanosystems. This may be related to the presence of the ideal oleyl
ether and polyoxyethylene residues present in the surfactant structure,
which could be arranged between the lipophilic and hydrophilic por-
tions of the protein, respectively, contributing significantly to the stabi-
lization of the particle structure.

The thermal stability of the various Brij-stabilized zein-based
nanoparticles was also investigated at 50 °C and 60 °C (Table S1), ex-
cept for Brij derivatives L4 and Brij O2 which evidenced the formation
of aggregates as well as large and heterogeneous population at 37 °C.
For this reason, their physico-chemical features were not evaluated at
higher temperatures.

The nanoparticles containing Brij S20 and C10 at a concentration
of 0.2 % w/v evidenced an increase of the mean sizes and polydispersity
index when the temperature increased up to 60 °C (Table S1). On the
contrary, the sample prepared using Brij O10 as stabilizer showed the
lowest increase of the mean sizes with respect to the other Brij deriva-
tives, confirming the efficacy of this surfactant to protect zein
nanoparticles from the destabilizing phenomena promoted by the heat-
ing process.

The size of the nanoparticles was confirmed by NTA analysis which
evidenced no significant differences compared to the results obtained
by dynamic light scattering (Fig. S1). Indeed, the zein nanoparticles
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Fig. 1. Evaluation of the mean sizes (A) and polydispersity index (B) of zein nanoparticles (2 mg/mL of protein) stabilized by using various Brij deriva-
tives (0.2 % w/v of surfactant) as a func tion of the temperature. *p < 0.05 ; **p < 0.00 1, as compared to the surfactant-free formu lation. TEM micro-
graphs of zein nanoparticles prepared with 2 mg/mL of zein and 0.2 % w/v of Brij O10 (C) and 0.2 % w/v of Brij L4 (D). Scale bar =200 nm .

prepared with Brij O10 at 0.2 % w/v showed an average diameter of
about 150 nm with a homogeneous dimensional distribution of the
population, confirming the capacity of this surfactant to interact posi-
tively with the protein. In this regard, the combination of multiple
characterization methods could be an effective strategy for removing
the uncertainties that each technique used individually may cause, thus
providing a more accurate representation of the dimensional distribu-
tion of the samples [59,61].

In addition, zein nanoparticles prepared with Brij O10 were charac-
terized by a smooth spherical shape while the formulation prepared
with Brij L4 showed the presence of large aggregates and a heteroge-
nous population, confirming the photon correlation spectroscopy data
(Fig. 1C and D).

3.2. Stability evaluation of zein nanoparticles

The stability of the formulations prepared with the different Brij
molecules was also investigated using the Turbiscan Lab® Expert ap-
paratus and expressed as TSI [62,63]. Specifically, as can be seen in
Fig. S2, the presence of small amounts of Brij L4 (0.002 % w/v) gave
the characteristic TSI profiles of unstable formulations, suggesting a
time-dependent variability of the particle distribution, while the use of

Brij C10 and Brij S20 as surfactants evidenced a considerable decrease
in the TSI values, indicating significant stabilization of the nanosys-
tems. However, as shown in Fig. S2 the concentration of the surfactant
affects the kinetic profiles of the nanoparticles; indeed, high concentra-
tions of both molecules promoted an increase of the TSI slopes evidenc-
ing the presence of some adverse phenomena.

A different trend was observed with the formulations prepared with
Brij O2 and Brij O10 (Fig. S2). Indeed, the zein nanoparticles stabilized
with different amounts of both surfactants showed no significant vari-
ation of the TSI profiles, confirming the positive influence of the com-
pounds on the colloidal structure. This finding is probably related to the
presence of an unsaturated oleyl-based alkyl chain which contributes
to an effective stabilization of the colloidal structure. This suggests that
the lipophilic moiety of both stabilizers seems to have a predominant
role in this stabilization with respect to the length of the polyethylene
glycol chain. Considering the data previously discussed, the nanoparti-
cles prepared with 0.2 % w/v of Brij O10 provided the best results and
were the most suitable systems to be proposed for the delivery of com-
pounds.
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3.3. Impact of pH on the physico-chemical features of zein nanoparticles

In order to investigate the influence of pH on the behavior of the
various zein samples, the mean sizes and zeta potential values were
evaluated as a function of different values of this parameter (Fig. 2). As
reported in our previous work, surfactant-free nanoparticles had an av-
erage diameter >1000 nm at pH values above 6.0 due to destabilizing
events that come about which are related to the isoelectric point of pro-
tein (pI 6.2), while at pH 4.0 they maintained their normal diameters
(<300 nm) [41].

The lack of electrical repulsion between zein nanoparticles in alka-
line environments promoted the decrease of their surface charges, data
in agreement with other experimental works [64], while in an acidic
environment, the Z-potential shifted toward positive values, due to the
protonation of the residues of the biopolymer (Fig. 2B) [65]. The pres-
ence of Brij derivatives (S20, O2 and O10) minimized the negative ef-
fect induced by the pH variation on the nanosystems, preventing the

formation of macroaggregates. In particular, even though the addition
of the investigated Brij derivatives showed similar zeta potential values
at all pH values, the use of Brij 010 evidenced no significant variation
in the mean sizes.

This is probably related to the peculiar physico-chemical character-
istics of the unsaturated O10 derivative which promoted the formation
of favorable protein-surfactant interactions, confirming the capacity
of this surfactant to preserve the colloidal structure of the zein
nanoparticles at all the pH ranges.

3.4. Serum stability

Zein nanoparticles were incubated in 70 % FBS at 37 °C and their
size was investigated for up to 24 h. The surfactant-free nanoparticles
showed a constant increase in their average size, probably due to the
progressive interaction with the serum proteins that came about (Fig.
2C). Similar results were obtained with the samples prepared with Brij

Fig. 2. Influence of pH on the average size (A) and zeta potential values (B) of zein nanoparticles (2 mg/mL of protein) prepared with different Brij deriva-
tives at a concentration of 0.2 % w/v. Influence of serum (C) on the stability of zein nanoparticles prepared using a protein concentration of 2 mg/mL as a
function of incubation time. *p < 0.05 ; **p < 0.001, as compared to the surfactant-free formu lation.
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O2, although the initial average diameter of these systems was greater
as compared to the mean size of the surfactant-free nanoparticles when
incubated in serum (Table 2, Fig. S4). On the other hand, the zein
nanoparticles stabilized with Brij S20 or Brij O10 provided suitable
serum stability; the average size was <200 nm in the first hours of in-
cubation and only a slight increase of their diameter with respect to the
other formulations was observed over time.

However, the results require additional studies concerning the na-
ture of the plasmatic proteins adsorbed onto the colloidal surface after
incubation in serum in order to fully understand the in vivo fate of the
nanosystems at systemic, tissue, and cellular levels [66].

3.5. Freeze-drying of zein nanoparticles

A mandatory step in providing a conceivable method for promoting
the long-term storage stability of nanoparticles is the evaluation of the
physico-chemical characteristics of a colloidal system after the freeze-
drying process. As reported above, Brij O10 was proposed as a promis-
ing stabilizer for use in obtaining stable zein nanoparticles. For this rea-
son, lyophilization studies were performed on the zein nanosystems pre-
pared with Brij O10 (0.2 %w/v), as a function of various cryoprotec-
tants. As shown in Table 3, the formulation prepared with 5% w/v of
mannitol gave the best results because the mean sizes of the nanosys-
tems were preserved after the freeze-drying procedure, results that are
in agreement with previous studies [67,68]. In fact, these nanosystems
showed an average diameter of about 150 nm and a homogeneous and
monodisperse size distribution. This finding could be related to the
physico-chemical features of mannitol (a non-reducing sugar) which
can prevent potential Maillard reactions between the excipient and the
protein, a phenomenon that often occurs in protein-based nanoformu-
lations following the lyophilization procedure [69].

The addition of all the other cryoprotectants caused a noticeable in-
crease in the aforementioned parameters, and the presence of macroag-
gregates was observed upon rehydration. The failure of these cryopro-
tectants to prevent the aggregation of the zein nanoparticles may be
due to their chemical structure and/or to a decreased interaction with
the nanosystems following the freeze-drying process [70]. Moreover,
the nanoformulations were characterized by a positive surface charge
that was, however, close to neutrality, suggesting a certain difficulty in
obtaining stable freeze-dried nanoparticles These results point the way
towards effectively obtaining the long-term stability of Brij O10-
stabilized zein nanoparticles by rehydrating a powder-based formula-
tion that could be used for pharmaceutical purposes.

3.6. Cytotoxicity of surfactant-free and Brij O10-stabilized zein
nanoparticles

During the phases of characterization of a novel colloidal system,
cytotoxicity evaluation is another fundamental aspect to be investi-
gated because the biocompatibility of the new formulation can affect
its real clinical application [71,72]. For this reason, different amounts
of surfactant-free and Brij O10-stabilized zein nanoparticles were
tested as a function of both polymer concentration and incubation time
on the C-28, Nthy-ori 3−1, A549 and BCPAP used as model of normal
and cancer human cell lines. The fact that Brij-stabilized nanosystems
are cationic in nature could promote the efficacious delivery of a drug
to the lungs so A549 cells were chosen as a model of non-small cell lung
cancer, while the BCPAP cells were selected as a model of poorly-
differentiated thyroid carcinoma [73]. Surfactant-free zein nanoparti-
cles promoted a decrease in cell viability by 25 %–30 % only after 72 h
incubation at high protein concentrations (100 µg/mL). This was true
for all cell lines, confirming the low toxicity of this biopolymer as de-
scribed in our previous investigations (Fig. 3) [26,41,42]. On the other
hand, the formulation decorated with Brij O10 showed greater cyto-
toxicity at a polymer concentration of ≥25 μg/mL after only 24 h incu-
bation on all the cell lines investigated, demonstrating that this is the
maximum formulation concentration that can be used for in vitro ex-
periments and confirming the results obtained using negatively-
charged sodium deoxycholate-stabilized nanosystems [41].

3.7. Entrapment efficiency and release prof iles of model compounds

The ability of the polymeric matrix to effectively retain active com-
pounds characterized by different physico-chemical features is another
aspect to be evaluated during the pre-formulation studies, so rho-
damine B and bromophenol blue were chosen as hydrophilic and
lipophilic model drugs, respectively. Fig. 4 shows the retention of both
molecules in the colloidal structure as a function of the amount of drug
initially added. It is interesting to observe that there is significant reten-
tion of the lipophilic molecule even when a great amount of the com-
pound is used to prepare the colloidal systems, as in this case. Specifi-
cally, the addition of 0.6 and 0.8 mg/mL of bromophenol blue to the
organic phase favored an encapsulation of the probe in the polymeric
matrix of about ~80 % and ~77 %, respectively. This was mainly due
to the hydrophobic interactions occurring between the dibromophenyl
residue and the apolar groups of zein, as well as the hydrogen bonds be-
tween the hydroxyl portions of the molecule and the carbonyl units of
the biomaterial. This confirmed the previous results when zein gels con-
taining bromophenol blue were used [74,75]. Moreover, the significant
encapsulation of the hydrophobic compound within zein nanosystems
is in agreement with several other investigations already published,

Table 3
Physicochemical features of zein nanoparticles (2 mg/mL of protein) prepared with Brij O10 (0.2 % w/v) after the freeze-drying process with respect to
the amount of cryoprotectant used.

Cr yoprotectant Concentration (% w/v) Mean sizes (nm) Polydispersi ty index Zeta potentia l (mV)

before 176 ± 1 0.166 ± 0.017 10.2 ± 0.6
– – ≥1000** 0.911 ± 0.104** 5.1 ± 1.5*
Glucose 5 ≥1000** 0.940 ± 0.063** 2.3 ± 2.6**

10 ≥1000** 0.961 ± 0.068** 5.1 ± 1.7*
Ma nnitol 5 149 ± 3 0.182 ± 0.012 9.2 ± 0.9

10 ≥1000** 0.791 ± 0.218** 4.3 ± 4.5**
Ma nnose 5 ≥1000** 0.794 ± 0.181** 4.1 ± 0.8**

10 867 ± 9** 0.532 ± 0.041** 6.2 ± 1.7*
Sucrose 5 496 ± 18** 0.476 ± 0.014** 8.8 ± 1.5

10 ≥1000** 0.616 ± 0.153** 6.9 ± 1.8
Trehalose 5 ≥1000** 0.908 ± 0.082** 6.1 ± 1.6*

10 ≥1000** 0.834 ± 0.144** 3.4 ± 0.6**
* p < 0.05 .

** p < 0.001, with respect to the surfactant-free formulation.
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Fig. 3. In vi tro cytotoxicity of zein nanoparticles on C-28 , Nthy-ori 3-1, A549 and BCPAP cell lines as a function of protein concentration and incubation time.
The data are expressed as a percentage of cell viability assessed by MTT testing. The results were obtained from the average of four different experi-
ments ± standard deviation. *<0.05; ** <0.001 with respect to the surfactant-free formu lation.

Fig. 4. Evaluation of the entrapment efficiency of rhodamine B and bromophenol blue in zein nanosystems (2 mg/mL of protein) prepared with Brij
O10 (0.2 % w/v). The data represent the average of three experiments ± standard deviation.

which evidence the great ability of the biopolymer to efficiently entrap
poorly water-soluble compounds [76,77].

Conversely, it is possible to observe that the addition of different
amounts of rhodamine B promoted a substantial decrease of its entrap-
ment efficiency within the zein nanoparticles. Specifically, ~40 % of
rhodamine B was retained by the polymeric matrix when 0.6 mg/mL of
probe was initially used, while increasing amounts of the compound fa-
vored the formation of macroaggregates and sediments, suggesting a
conspicuous destabilization of the colloidal structure (Fig. 4). This phe-
nomenon is related to a significant decrease in drug retention probably
as a consequence of the saturation of the physical compartments able

to interact with the compound. In addition, the zein nanoparticles con-
taining both model compounds showed a considerable drug loading ca-
pacity suggesting the noteworthy ability of the protein matrix to effi-
ciently retain several drugs, as previously reported (Table S2) [26,42].

The influence of the physico-chemical properties of the model drugs
on the colloidal systems was also confirmed through investigation of
the release profiles of the entrapped compounds. As shown in Fig. 5, the
amphiphilicity of zein protein showed a constant and prolonged release
of both probes over time, corroborating the data previously reported
[75].
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Fig. 5. Release profiles of bromophenol blue and rhodamine B from zein nanoparticles (2 mg/mL of protein) prepared with Brij O10 (0.2 % w/v). Values
represent the mean of three different experiments ± standard deviation.

Namely, the release profile of rhodamine B from the zein nanoparti-
cles was modulated by the amount of the encapsulated probe, evidenc-
ing significant interaction between the carboxyl and amine groups of
the molecule and also the polar moieties of the biopolymer [74,78]. In
particular, the formulation containing the higher concentration of the
hydrophilic dye was characterized by a drug release of ~40 % after 7
days of analysis (Fig. 5). However, the slower release profile of bro-
mophenol blue suggests the greater ability of the protein-based system
to retain the compound as a consequence of the lipophilic nature of the
model drug. These findings demonstrate the potential application of
Brij O10-stabilized zein nanosystems as suitable carriers for the con-
trolled release of both hydrophilic and lipophilic drugs.

4. Conclusions

The peculiar features of zein used as a natural polymer to develop
nanoparticles has been drawing increasing attention due to its ability
to encapsulate a broad range of bioactive compounds for food, phar-
maceutical and biomedical purposes [79]. In this work, yellow zein
was the raw material employed with the aim of developing an innova-
tive low-cost nanoformulation useful for various applications. The
physico-chemical features as well as the time- and temperature-
stability of the resulting nanosystems have shown that they are influ-
enced by the addition of different types of Brij surfactants. In this re-
gard, among the emulsifiers that were analyzed, Brij O10 gave the best
results because it affected neither the average diameter nor the size dis-
tribution of the nanoparticles, but rather improved the physical stabil-
ity of the colloids.

The use of mannitol as cryoprotectant resulted in a powder formu-
lation that is easily rehydrated in water, thus evidencing the formation
of a system with good storage features. Zein nanoparticles have also
been shown to efficiently retain different amounts of both hydrophilic
and lipophilic compounds and to confer a prolonged release of the en-
trapped molecules. Brij O10 stabilized the zein nanosystems, giving a
favorable in vitro safety profile on various cell lines up to a concentra-
tion of <50 μg/mL of protein. The presence of Brij O10 in the colloidal
structure may furnish the formulation with an intrinsic antitumor prop-
erty, as a consequence of the inhibitory activity exerted by the surfac-
tant on the active efflux pumps that are over-expressed in many tu-
mors. Additional investigation is in progress in order to evaluate this as-
pect.

Funding statement

This research was funded by a grant from the Italian Ministry of
University and Research (PRIN2017, prot. n. 20173ZECCM_003).

Uncited reference

[60].

Declaration of Competing Interest

The authors report no declarations of interest.

Acknowledgments

This paper was financially supported by funds from the Department
of Health Sciences. The authors are grateful to Lynn Whitted for her
language revision of this article.

Appendix A. Supplementary data

Supplementary material related to this article can be found, in the
online version, at doi:https://doi.org/10.1016/j.colsurfb.2021.111647.

References

[1] T.A. Khan, H. -C. Ma hler, R.S.K. Kishore, Key intera ctions of surfactants in
therapeutic protein form ulations: a review, Eur. J. Phar m. Biopharm . 97
(2015) 60–67.

[2] J. Jiao , Polyoxyethylated nonionic surfactants and their applications in
topical ocular drug delivery , Adv. Drug Deliv. Rev. 60 (2008) 1663–1673.

[3] L. Yue, Z. Ya n, H. Li , X. Liu, P. Sun, Brij -58, a potentia l injectable protein-
stabil izer used in therapeutic protein form ulation, Eur. J. Phar m. Biopharm .
146 (2020) 73–83.

[4] D. Belletti, A.M. Grabrucker, F. Pederzoli, I. Menrath, V. Ca ppello, M.A.
Vandelli , F. Forni, G. Tosi , B. Ruozi, Exploiting the vers atil ity of cholestero l
in nanoparticles form ulation, Int. J. Phar m. 511 (2016) 331–340.

[5] A. Bonaccorso , T. Musumeci, C. Ca rbone, L. Vicari , M.R. Lauro, G. Pugl is i,
Revisi ting the ro le of sucrose in PLGA-PEG nanocarr ier for potentia l
intranas al delivery , Phar m. Dev. Technol. 23 (2018) 265–274.

[6] B. Begines, T. Or tiz, M. Pérez-Aranda, G. Ma rtínez, M. Merinero , F.
Argüelles-Aria s, A. Alcudia, Polymeri c nanoparticles for drug delivery :
recent developments and future prospects, Nanoma terial s 10 (2020) 1403.

[7] E. Joseph, R.N. Sa ha, Investigations on phar ma cokinetics and
biodis tribution of polymeri c and solid lipid nanoparticulate sy stems of
atypical antipsychotic drug: effect of ma terial used and surface modification,
Drug Dev. Ind. Phar m. 43 (2017) 678–686.

[8] W. Gao, Y. Chen, D.H. Thompson, K. Park , T. Li , Impact of surfactant

9

https://doi.org/10.1016/j.colsurfb.2021.111647
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0005
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0005
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0005
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0010
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0010
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0015
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0015
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0015
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0020
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0020
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0020
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0025
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0025
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0025
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0030
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0030
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0030
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0035
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0035
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0035
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0035
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0040


A. Gagliardi et al. Colloids and Surfaces B: Biointerfaces xxx (xxxx) 111647

treatment of paclitax el nanocrys tals on biodis tribution and tumor
accumula tion in tumor-bear ing mice, J. Contro l. Releas e 237 (2016)
168–176.

[9] N.U. Khal iq, D.Y. Park , B.M. Yun, Y. W. Jung, J.H. Seo, C. S. Hwang, S.H.
Yuk, Pluronics: intell igent building units for targeted cancer therapy and
molecula r imag ing, Int. J. Phar m. 556 (2019) 30–44.

[10] E. Giuliano, D. Paolino, M. Fresta, D. Cosco, Drug-loaded biocompatible
nanocarr iers embedded in poloxa mer 407 hydrogels as therapeutic
form ulations, Med. (Bas el, Switzerl and) 6 (2019) 7.

[11] S. Ya da, T. Suzuki, S. Ha shimoto, T. Yoshimura, Adsorption and
aggr egation properties of homogeneous polyoxypropylene–polyoxyethylene
alkyl ether type nonionic surfactants, Langmuir 33 (2017) 3794–3801.

[12] M. Sowmiya, A.K. Tiwari , S.K. Sa ha, Fluorescent probe studies of
mi cropolar ity, premicella r and micellar aggr egation of non-ionic Brij
surfactants, J. Co lloid Interface Sci. 344 (2010) 97–104.

[13] I.S. Mohamm ad, W. He, L. Yin, Unders tanding of huma n ATP binding
cass ette superfam ily and novel multidrug resi stance modula tors to overcome
MDR, Biomed. Phar ma cother. 100 (2018) 335–348.

[14] S. J. Park , C. R. Hong, S. J. Choi, Ci tral degr adation in micellar structures
form ed with polyoxyethylene-type surfactants, Food Chem. 170 (2015)
443–447.

[15] A. Toml inson, B. Demeule, B. Lin, S. Ya dav, Polysorbate 20 degradation in
biopharm aceutical form ulations: quantification of free fatty acids,
char acteri zation of particulates, and insights into the degradation
mechanism, Mol. Phar m. 12 (2015) 3805–3815.

[16] A.C. McShan, P. Kei, J.A. Ji, D.C. Kim, Y. J. Wang, Hydrolys is of polysorbate
20 and 80 by a ra nge of carboxylester hydrolas es, PDA J. Phar m. Sci.
Technol. 70 (2016) 332–345.

[17] B.A. Kerwin, Polysorbates 20 and 80 used in the form ulation of protein
biothera peutics: structure and degradation pathways , J. Phar m. Sci. 97
(2008) 2924–2935.

[18] W. Xiong, W. Sa ng, K.G. Linghu, Z.F. Zhong, W. Sa n Cheang, J. Li , Y. J. Hu,
H. Yu, Y. T. Wang, Dual -functional Brij -S20-modified nanocrys tal
form ulation enhances the intestinal transpor t and oral bioava ilabil ity of
berberine, Int. J. Nanomedicine. 13 (2018) 3781.

[19] J.L.D. Ol iveira , E.V.R. Ca mpos , A.E.S. Pereira, T. Pasquoto, R. Lima , R.
Gril lo, D.J. De Andrade, F.A. Dos Sa ntos , L.F. Fraceto, Zein nanoparticles as
eco-fr iendly carr ier sy stems for botanical repellents aiming sustainable
ag ri culture, J. Agri c. Food Chem. (2018) 1330–1340.

[20] A. Gagl ia rdi, F. Froiio, M.C. Sa lvatici, D. Paolino, M. Fresta, D. Cosco,
Char acteri zation and refinement of zein-based gels , Food Hydrocolloids 101
(2020) 105555.

[21] Y. Zhang, L. Cui, F. Li , N. Shi, C. Li , X. Yu, Y. Chen, W. Kong, Design,
fabr ication and biomedical applications of zein-based nano/micro-carr ier
sy stems, Int. J. Phar m. 513 (2016) 191–210.

[22] S. Voci, A. Gagl ia rdi, M. Fresta, D. Cosco, Antitumor features of vegetal
protein-based nanotherapeutics, Phar ma ceutics 12 (2020) E65.

[23] P.H. L. Tran, W. Duan, B.-J. Lee, T.T.D. Tran, The use of zein in the contro lled
releas e of poor ly water-so luble drugs, Int. J. Phar m. 566 (2019) 557–564.

[24] N. Tang, H. Zhuang, Evaluation of antiox idant activi ties of zein protein
fractions, J. Food Sci. 79 (2014) C2174–C2184.

[25] S. Zhang, Y. Ha n, Prepar ation, char acteri sa tion and antiox idant activi ties of
rutin-loaded zein-sodium caseinate nanoparticles, PLoS One 13 (2018)
e0194951.

[26] A. Gagl ia rdi, D. Paolino, N. Costa, M. Fresta, D. Cosco, Zein-vs PLGA-based
nanoparticles containing rutin: a compar ative investigation, Ma ter. Sci. Eng.
C 118 (2020) 111538.

[27] S. Chen, C. Sun, Y. Wang, Y. Ha n, L. Dai, A. Abliz, Y. Gao, Quercetagetin-
loaded composite nanoparticles based on zein and hyaluronic acid:
form ation, char acteri zation, and phys icochemical stabil ity, J. Agri c. Food
Chem. 66 (2018) 7441–7450.

[28] G. Davidov-Pardo, I.J. Joye, M. Espinal-Ruiz, D.J. McClements, Effect of
ma il la rd conjugates on the phys ical stabil ity of zein nanoparticles prepar ed
by liquid antiso lvent coprecipitation, J. Agri c. Food Chem. 63 (2015)
8510–8518.

[29] Y. Zhang, Y. Niu, Y. Luo, M. Ge, T. Ya ng, L.L. Yu, Q. Wang, Fabrication,
char acteri zation and antimi crobia l activi ties of thym ol-loaded zein
nanoparticles stabil ized by sodium caseinate–chitosan hydrochlor ide double
layers , Food Chem. 142 (2014) 269–275.

[30] D. Lucio, M.C. Ma rtínez-Ohár ri z, G. Jara s, P. Aranaz, C. J. Gonzál ez-
Nava rr o, A. Radulescu, J.M. Irache, Optimi zation and evaluation of zein
nanoparticles to improve the oral delivery of gl ibenclam ide. In vivo study
using C. elegans, Eur. J. Phar m. Biopharm . 121 (2017) 104–112.

[31] Y. Yuan, H. Li , J. Zhu, C. Liu, X. Sun, D. Wang, Y. Xu, Fabrication and
char acteri zation of zein nanoparticles by dextra n sulfate coating as vehicles
for delivery of curcumin, Int. J. Biol . Ma cromol. 151 (2020) 1074–1083.

[32] S. Chen, Q. Li , D.J. McClements, Y. Ha n, L. Dai, L. Ma o, Y. Gao, Co-delivery
of curcumin and piperine in zein-carr ageenan core-shell nanoparticles:
form ation, structure, stabil ity and in vitro ga stro intestinal digestion, Food
Hydrocoll. 99 (2020) 105334.

[33] S. Feng, Y. Sun, D. Wang, P. Sun, P. Shao , Effect of adjusting pH and
chondroitin sulfate on the form ation of curcumin-zein nanoparticles:
synthesi s, char acteri zation and morphology , Ca rbohydr. Polym. 250 (2020)
116970.

[34] R. Nunes, A. Baião, D. Monteiro , J. das Neves, B. Sa rm ento, Zein
nanoparticles as low-cost, sa fe, and effective carr iers to improve the oral

bioava ilabil ity of resveratro l, Drug Deliv. Transl . Res. 10 (2020) 826–837.
[35] K. Hu, D.J. McClements, Fabrication of surfactant-stabil ized zein

nanoparticles: a pH modula ted antiso lvent precipitation method, Food Res.
Int. 64 (2014) 329–335.

[36] K. Hu, D.J. McClements, Fabrication of biopolym er nanoparticles by
antiso lvent precipitation and electros tatic deposi tion: zein-al ginate core/shell
nanoparticles, Food Hydrocolloids 44 (2015) 101–108.

[37] H. Chen, Q. Zhong, A novel method of prepar ing stable zein nanoparticle
dispersions for encapsulation of peppermint oil, Food Hydrocolloids 43
(2015) 593–602.

[38] H. Li , D. Wang, C. Liu, J. Zhu, M. Fan, X. Sun, T. Wang, Y. Xu, Y. Ca o,
Fabrication of stable zein nanoparticles coated with so luble soybean
polysa ccharide for encapsulation of quercetin, Food Hydrocolloids 87 (2019)
342–351.

[39] D. Pauluk, A.K. Padilha, N.M. Khal il , R.M. Ma inar des, Chitosan-coated zein
nanoparticles for oral delivery of resveratro l: form ation, char acteri zation,
stabil ity, mucoadhesive properties and antiox idant activi ty, Food
Hydrocolloids 94 (2019) 411–417.

[40] T. Zou, L. Gu, TPGS emulsified zein nanoparticles enhanced oral
bioava ilabil ity of daidzin: in vitro char acteri stics and in vivo performa nce,
Mol. Phar m. 10 (2013) 2062–2070.

[41] A. Gagl ia rdi, D. Paolino, M. Iannone, E. Palm a, M. Fresta, D. Cosco, Sodium
deoxychola te-decora ted zein nanoparticles for a stable colloidal drug
delivery sy stem, Int. J. Nanomedicine 13 (2018) 601–614.

[42] A. Gagl ia rdi, S. Bonacci, D. Paolino, C. Celia, A. Procopio, M. Fresta, D.
Cosco, Paclitax el-loaded sodium deoxychola te-stabil ized zein nanoparticles:
char acteri zation and in vitro cytotoxicity, Heliyon 5 (2019) e02422.

[43] D. Cosco, R. Ma re, D. Paolino, M.C. Sa lvatici, F. Ci lurzo, M. Fresta,
Scla reol-loaded hyaluronan-coated PLGA nanoparticles: phys ico-chemical
properties and in vitro anticancer features, Int. J. Biol . Ma cromol. 132
(2019) 550–557.

[44] M. Ma nconi, M.L. Ma nca, D. Valenti, E. Escribano, H. Hi llai reau, A.M.
Fadda, E. Fa ttal , Chitosan and hyaluronan coated liposomes for pulm onar y
administra tion of curcumin, Int. J. Phar m. 525 (2017) 203–210.

[45] D. Cosco, C. Federi co, J. Ma iuolo, S. Bulotta, R. Molinaro , D. Paolino, P.
Tass one, M. Fresta, Phys icochemical features and transfection properties of
chitosan/poloxa mer 188/poly(D,L-la ctide-co-glycolide) nanoplexes, Int. J.
Nanomedicine 9 (2014) 2359.

[46] D. Cosco, R. Molinaro , V.M. Mori ttu, F. Ci lurzo, N. Costa, M. Fresta,
Anticancer activi ty of 9-cis-retinoic acid encapsulated in PEG-coated PLGA-
nanoparticles, J. Drug Deliv. Sci. Technol. 21 (2011) 395–400.

[47] J. Spadavecchia , D. Movia, C. Moore, C. M. Ma guire, H. Moustaoui, S.
Ca sa le, Y. Volkov, A. Prina-Mello, Targeted polyethylene glycol gold
nanoparticles for the treatment of pancreatic cancer: from synthesi s to proof-
of-concept in vitro studies, Int. J. Nanomedicine 11 (2016) 791.

[48] C. Sun, T. Wu, R. Liu, B. Liang, Z. Tian, E. Zhang, M. Zhang, Effects of
superf ine gr inding and micropar ticula tion on the surface hydrophobicity of
whey protein concentrate and its rela tion to emulsions stabil ity, Food
Hydrocolloids 51 (2015) 512–518.

[49] A. Gagl ia rdi, D. Cosco, B.P. Udongo, L. Dini, G. Vigl ietto, D. Paolino, Design
and char acteri zation of glyceryl monooleate-nanostructures containing
doxorubicin hydrochlor ide, Phar ma ceutics 12 (2020) 1017.

[50] D. Cosco, N. Tsapis , T.L. Nascimento, M. Fresta, D. Chapron, M. Taverna, S.
Arpicco, E. Fa ttal , Polysa ccharide-coated liposomes by post-insertion of a
hyaluronan-lipid conjugate, Co lloids Surf . B. Biointerfaces 158 (2017)
119–126.

[51] D.G. Brown, P.R. Jaffé, Spectrophotometric as sa y of POE nonionic
surfactants and its application to surfactant sorption isotherm s, Environ.
Sci. Technol. 35 (2001) 2022–2025.

[52] D. Cosco, P. Fa il la , N. Costa, S. Pullano, A. Fior il lo, V. Mollace, M. Fresta,
D. Paolino, Rutin-loaded chitosan microspheres: char acteri zation and
evaluation of the anti-inflam ma tory activi ty, Ca rbohydr. Polym. 152 (2016)
583–591.

[53] M.A. Islam, S. Barua, D. Barua, A multiscale modeling study of particle si ze
effects on the tiss ue penetration efficacy of drug-delivery nanoparticles, BMC
Syst. Biol . 11 (2017) 113.

[54] F. Ca puto, J. Clogston, L. Ca lzolai , M. Röss lein, A. Prina-Mello, Meas uring
particle si ze distribution of nanoparticle enabled medicinal products, the
joint view of EUNCL and NCI-NCL. A step by step approach combining
or thogonal meas urements with increasing complexi ty, J. Contro l. Releas e
299 (2019) 31–43.

[55] B. Ha lamoda-Kenzaoui, U. Holzwarth, G. Roebben, A. Bogni, S. Bremer-
Hoffma nn, Ma pping of the avai lable standards against the regula tory needs
for nanomedicines, Wiley Interdiscip. Rev. Nanomed. Nanobiotechnol. 11
(2019) e1531.

[56] Y. Luo, Q. Wang, Zein-based micro-and nano-particles for drug and nutrient
delivery : a review, J. Appl. Polym. Sci. 131 (2014) 16.

[57] M. Fars hbaf , S. Dava ra n, A. Zarebkohan, N. Annabi, A. Akbarzadeh, R.
Sa lehi, Significant ro le of cationic polymers in drug delivery sy stems, Artif.
Cell s Nanomed. Biotechnol. 46 (2018) 1872–1891.

[58] D.A. Scheinberg , C. H. Villa, F.E. Escorcia , M.R. McDevitt, Conscripts of the
infinite ar ma da: sy stemic cancer therapy using nanoma terial s, Nat. Rev.
Cl in. Oncol. 7 (2010) 266.

[59] L. Treuel, D. Docter, M. Ma skos , R.H. Stauber, Protein corona–from
molecula r adsorption to phys iological complexi ty, Beilstein J. Nanotechnol.
6 (2015) 857–873.

10

http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0040
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0040
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0040
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0045
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0045
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0045
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0050
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0050
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0050
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0055
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0055
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0055
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0060
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0060
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0060
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0065
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0065
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0065
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0070
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0070
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0070
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0075
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0075
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0075
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0075
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0080
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0080
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0080
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0085
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0085
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0085
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0090
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0090
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0090
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0090
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0095
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0095
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0095
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0095
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0100
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0100
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0100
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0105
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0105
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0105
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0110
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0110
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0115
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0115
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0120
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0120
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0125
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0125
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0125
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0130
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0130
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0130
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0135
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0135
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0135
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0135
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0140
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0140
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0140
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0140
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0145
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0145
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0145
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0145
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0150
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0150
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0150
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0150
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0155
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0155
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0155
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0160
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0160
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0160
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0160
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0165
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0165
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0165
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0165
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0170
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0170
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0170
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0175
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0175
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0175
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0180
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0180
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0180
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0185
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0185
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0185
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0190
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0190
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0190
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0190
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0195
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0195
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0195
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0195
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0200
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0200
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0200
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0205
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0205
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0205
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0210
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0210
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0210
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0215
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0215
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0215
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0215
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0220
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0220
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0220
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0225
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0225
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0225
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0225
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0230
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0230
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0230
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0235
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0235
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0235
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0235
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0240
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0240
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0240
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0240
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0245
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0245
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0245
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0250
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0250
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0250
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0250
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0255
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0255
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0255
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0260
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0260
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0260
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0260
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0265
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0265
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0265
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0270
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0270
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0270
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0270
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0270
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0275
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0275
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0275
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0275
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0280
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0280
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0285
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0285
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0285
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0290
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0290
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0290
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0295
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0295
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0295


A. Gagliardi et al. Colloids and Surfaces B: Biointerfaces xxx (xxxx) 111647

[60] X. Gao, G.V. Lowry, Progress towards standardized and va lidated
char acteri zations for meas uring phys icochemical properties of ma nufactured
nanoma terial s relevant to nano heal th and sa fety ri sks, NanoImpact 9 (2018)
14–30.

[61] S. Mourdikoudis , R.M. Pallar es, N.T.K. Thanh, Char acteri zation techniques
for nanoparticles: compar ison and complementar ity upon studying
nanoparticle properties, Nanoscal e 10 (2018) 12871–12934.

[62] E. Giuliano, D. Paolino, M.C. Cr is tiano, M. Fresta, D. Cosco, Rutin-loaded
poloxa mer 407-based hydrogels for in si tu administra tion: stabil ity profiles
and rheological properties, Nanoma terial s 10 (2020) 1069.

[63] R. Molinaro , A. Gagl ia rdi, A. Ma ncuso, D. Cosco, M.E. Solima n, L.
Ca settar i, D. Paolino, Development and in vivo evaluation of multidrug
ultradeforma ble vesicles for the treatment of sk in inflam ma tion,
Phar ma ceutics 11 (2019) 644.

[64] J. Bouman, P. Belton, P. Venema , E. Van Der Linden, R. De Vr ies, S. Qi ,
Contro lled releas e from zein ma trices: interplay of drug hydrophobicity and
pH, Phar m. Res. 33 (2016) 673–685.

[65] X. Wang, M. Fan, Intera ction behavior s and structural char acteri stics of
zein/NaTC nanoparticles, RSC Adv. 9 (2019) 5748–5755.

[66] J. Tang, C. Pérez-Medina, Y. Zhao , A. Sa dique, W.J.M. Mulder, T. Reiner, A
comprehensive procedure to evaluate the in vivo performa nce of cancer
nanomedicines, J. Vis. Exp. 121 (2017) e55271.

[67] L. Wang, Y. Ma , Y. Gu, Y. Liu, J. Zhao , B. Ya n, Y. Wang, Cr yoprotectant
choice and analyses of freeze-drying drug suspension of nanoparticles with
functional stabil isers, J. Microencapsul. 35 (2018) 241–248.

[68] Y. Wang, Z. Liu, D. Zhang, X. Gao, X. Zhang, C. Duan, L. Jia, F. Feng, Y.
Huang, Y. Shen, Development and in vitro evaluation of deacety
my coepoxydiene nanosuspension, Co lloids Surf . B Biointerfaces 83 (2011)
189–197.

[69] A. Umerska, K. J. Paluch, M.J. Sa ntos -Ma rtinez, O. I. Corr igan, C. Medina, L.
Tajber, Freeze drying of polyelectrolyte complex nanoparticles: effect of
nanoparticle compos ition and cryoprotectant selection, Int. J. Phar m. 552
(2018) 27–38.

[70] A.M. Alki lany, S.R. Abulateefeh, K.K. Mi ll s, A.I. Bani Ya seen, M.A. Ha ma ly ,
H. S. Alkhatib, K.M. Aiedeh, J.W. Stone, Co lloidal stabil ity of citrate and

mercaptoacetic acid capped gold nanoparticles upon lyophilization: effect of
capping ligand attachment and type of cryoprotectants, Langmuir 30 (2014)
13799–13808.

[71] V. Bhar dwaj , D.D. Ankola , S.C. Gupta, M. Schneider, C. -M. Lehr, M.N.V.R.
Kuma r, PLGA nanoparticles stabil ized with cationic surfactant: sa fety studies
and application in oral delivery of paclitax el to treat chemical -induced breast
cancer in ra t, Phar m. Res. 26 (2009) 2495–2503.

[72] B. Kong, S. Jh, L.M. Graham , S.B. Lee, Experimental considerations on the
cytotoxicity of nanoparticles, Nanomedicine 6 (2011) 929–941.

[73] M. Liccia rdi, D. Paolino, N. Ma uro, D. Cosco, G. Giam mona, M. Fresta, G.
Ca va llar o, C. Celia, Ca tionic supram olecular vesicula r aggr egates for
pulm onar y tiss ue selective delivery in anticancer therapy, ChemMedChem 11
(2016) 1734–1744.

[74] K. Ka rthikeyan, E. Vijaya lakshmi, P.S. Korr apati, Selective intera ctions of
zein microspheres with different clas s of drugs: an in vitro and in si lico
analys is , AAPS Phar mS ciTech. 15 (2014) 1172–1180.

[75] A. Gagl ia rdi, S. Voci, D. Paolino, M. Fresta, D. Cosco, Influence of va rious
model compounds on the rheological properties of zein-based gels , Molecules
25 (2020) 3174.

[76] N.T. Weis sm ueller, H. D. Lu, A. Hurl ey, R.K. Prud’homme, Nanocarr iers
from GRAS zein proteins to encapsulate hydrophobic actives,
Biomacromo lecules 17 (2016) 3828–3837.

[77] A. Elzoghby, M. Freag, H. Ma mdouh, K. Elkhodai ry , Zein-based
nanocarr iers as potentia l natura l al ternatives for drug and gene delivery :
focus on cancer therapy, Curr . Phar m. Des. 23 (2018) 5261–5271.

[78] S.K. Mehta, G. Ka ur, A. Verm a, Fabrication of plant protein microspheres
for encapsulation, stabil ization and in vitro releas e of multiple anti-
tuberculos is drugs, Co lloids Surf . A Phys icochem. Eng. Asp. 375 (2011)
219–230.

[79] X. Yu, H. Wu, H. Hu, Z. Dong, Y. Dang, Q. Qi , Y. Wang, S. Du, Y. Lu, Zein
nanoparticles as nontox ic delivery sy stem for ma ytansine in the treatment of
non-sm al l cell lung cancer, Drug Deliv. 27 (2020) 100–109.

11

http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0300
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0300
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0300
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0300
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0305
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0305
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0305
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0310
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0310
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0310
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0315
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0315
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0315
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0315
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0320
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0320
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0320
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0325
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0325
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0330
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0330
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0330
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0335
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0335
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0335
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0340
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0340
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0340
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0340
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0345
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0345
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0345
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0345
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0350
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0350
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0350
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0350
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0350
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0355
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0355
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0355
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0355
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0360
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0360
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0365
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0365
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0365
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0365
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0370
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0370
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0370
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0375
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0375
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0375
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0380
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0380
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0380
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0385
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0385
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0385
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0390
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0390
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0390
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0390
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0395
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0395
http://refhub.elsevier.com/S0927-7765(21)00091-6/sbref0395

	Brij-stabilized zein nanoparticles as potential drug carriers
	Acknowledgments


	fld100: 
	fld101: 
	fld235: 
	fld249: 
	fld314: 
	fld315: 
	fld351: 


