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Abstract: The oral route is considered the most convenient route of drug administration for both
systemic and local delivery. Besides stability and transportation, another unmet but important issue
regarding oral medication is retention duration within the specific region of the gastrointestinal
(GI) tract. We hypothesize that an oral vehicle that can adhere and maintain retention within the
stomach for a longer duration can be more effective to treat stomach-related diseases. Therefore, in
this project, we developed a carrier that is highly specific to the stomach and maintains its retention
for a longer duration. We developed a vehicle composed of 3-Glucan And Docosahexaenoic Acid
(GADA) to observe its affinity and specificity to the stomach. GADA forms a spherical-shaped
particle with negative zeta potential values that vary based on the feed ratio of docosahexaenoic acid.
Docosahexaenoic acid is an omega-3 fatty acid that has transporters and receptors throughout the
GI tract, such as CD36, plasma membrane-associated fatty acid-binding protein (FABP (pm)), and
a family of fatty acid transport proteins (FATP1-6). The in vitro studies and characterization data
showed that GADA has the capability to carry a payload of hydrophobic molecules and specifically
deliver the payload to the GI tract, exert its therapeutic effects, and help to maintain stability for more
than 12 h in the gastric and intestinal fluid. The particle size and surface plasmon resonance (SPR)
data showed that GADA has a strong binding affinity with mucin in the presence of simulated gastric
fluids. We observed a comparatively higher drug release of lidocaine in gastric juice than that in
intestinal fluids, demonstrating the influence of the pH values of the media on drug-release kinetics.
In vivo and ex vivo imaging of mice demonstrated that GADA maintains its retention within the
stomach for at least 4 hr. This stomach-specific oral vehicle holds strong promise to translate various
injectable therapeutic drugs to oral form upon further optimizations.

Keywords: mucoadhesive; 3-glucan; oral medicine; local delivery; stomach specific

1. Introduction

The advancement of biotechnology has had a mass contribution to human health by
the mass production of therapeutic macromolecules, including proteins, peptides, hor-
mones, antibodies, and RNAs [1-4]. However, due to extensive biological barriers and the
harsh gastric environment, most of the biological therapeutics (BT) are restricted to oral
administration [5-9]. Due to sophisticated and sensitive properties, the BTs are denatured
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or protonated, and their higher molecular weights inhibit diffusion and transportation via
the intestinal membrane [10-12]. Oral routes possess the advantages of patient compliance,
convenience, and cost effectiveness, which make them favorable and accepted by patients
of any age, gender, and race [13-16]. Therefore, oral is the most preferrable route for drug
administration compared to the other routes, such as intravenous, subcutaneous, intramus-
cular, sublingual, rectal, nasal, and topical [17]. Despite tremendous demand and efforts,
only ~50% of the therapeutic modalities are available in oral dosage forms [13]. Therefore,
there is a need to design and develop formulations that can protect the macromolecules in
the destructive GI environment and, thereby, increase the absorption and permeation in the
stomach or intestine. It is reported that molecules with higher molecular weights (>500 Da)
possess low solubility and absorption/permeation and, hence, show low bioavailabil-
ity [18]. In addition, macromolecules also show poor absorption and low bioavailability
due to their large molecular weight and higher lipophilicity or hydrophobicity. However,
there have been various approaches explored by delivery scientists to overcome the barriers
in oral drug delivery. For instance, chitosan is an emerging mucoadhesive carrier for the
oral delivery of small and large molecules [19-21], ionic liquid is a promising carrier for
the oral delivery of peptides [22-24], and various polymers are used for particle-based oral
drug delivery [25-27]. Along the same line, we have explored the potential of bile acid
transporter-mediated oral delivery of small molecules [28] and large molecules [29].

Site-specific oral delivery of therapeutics to treat local diseases within the gastrointesti-
nal (GI) tract, specifically the stomach, is very challenging because of the lower retention
time of an orally administered therapeutic, which varies from 15 to 30 min depending on a
fasting or fed condition [30,31]. To improve the therapeutic outcomes for a local disease spe-
cific to the GI tract, such as stomach cancer, inflammatory bowel disease, and colon cancer,
a longer retention of the therapeutic regimens is necessary. Over the years, to overcome the
limitations of the oral delivery of therapeutics, different approaches have been taken, and
among them, a targeting-based drug delivery approach shows better effects. “It promotes
the slow release of drug in the stomach, which subsequently extends the time available for
drug dissolution and absorption in the stomach and/or small intestine [7,32,33]”. How-
ever, there is still a lack of development of optimized formulations/vehicles that can be
specifically delivered to the region of interest within the GI tract and exert their therapeutic
effects for a longer duration [32].

3-glucans (BG) are a type of polysaccharide with a basic skeleton of (3-(1,3)-glycosidic
bonds that consist of glucose residues joined by beta linkages. It is a food additive approved
by the U.S. Food and Drug Administration and considered safe [34]. 3-glucans are also
found to be effective for stimulation of the immune system and as cholesterol lowering
agents [35,36]. In our previous study, we observed that 3-glucan is very effective for the oral
delivery of protein [37] and has stronger affinity and interaction kinetics with fatty acids,
for instance docosahexaenoic acid (DHA) [38]. Our findings demonstrated that (3-glucan
and DHA form micelles in aqueous solution via electrostatic ionic interaction. DHA not
only helps to form self-assembled mucoadhesive vehicles but also facilitates transportation
of the payload via active diffusion through the intestinal membrane [32,39]. According to
several previously reported research studies, the health benefits of 3-glucan are extensive,
including its potential to treat diabetes and associated cardiovascular diseases besides
improving oral absorption [34,40,41]. The main advantage of 3-glucans for drug delivery is
a high stability in the harsh gastric environment that helps in drug transportation through
the intestine, and hence, 3-glucan can be used as a shielding material to protect the peptide,
protein, antibody, and hormone [35,38]. We also investigated the potential of 3-glucan as
an oral drug delivery vehicle [32]. Many studies show that the presence of 3-glucans in the
digestive tract aid in the absorption of molecules [42].

Docosahexaenoic acid (DHA) is an omega-3 fatty acid that helps in drug transport,
lowering triglycerides and blood pressure, reducing blood clotting, and decreasing the
risk of heart failure [43]. In addition, research shows that DHA has therapeutic effects in
the treatment of arthritis, atherosclerosis, depression, myocardial infarction, thrombosis,
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and some cancers [44—46]. The fatty acid transporters are present throughout the GI tract,
including the stomach and small intestines; therefore, incorporation of DHA with (3-glucan
is expected to enhance the absorption, diffusion, and transportation of therapeutic payloads.
Therefore, in this project, our main objective was to prepare a drug delivery carrier,
which can deliver the therapeutic payload specifically to the stomach and facilitate sus-
tained release of the payload. 3-glucan was used as a shielding material, and our developed
vehicle shows a higher interaction with mucin in the gastric pH environment, as it enables
vehicles a longer residency and higher potency in the stomach. The SPR (surface plasmon
resonance) and High-Performance Liquid Chromatography (HPLC) data showed a high
binding affinity and sustained release of the model drug lidocaine entrapped in GADA
particles with higher stability in the GI tract environment. In vivo and ex vivo images of the
mice orally administered with the GADA vehicle show a minimum 4 h retention within the
stomach. Therefore, GADA holds a huge potential as an emerging vehicle for facilitating
the oral delivery of a wide range of therapeutic modalities from small to large molecules.

2. Materials and Methods
2.1. Materials

B-glucan (m.w. 179,000) obtained from barley (low viscosity) was purchased from
Megazyme (Ireland). DHA (m.w. 328.57) was purchased from Nu-Check Prep, Inc. (Elysian,
MN, USA). Simulated gastric fluid with 0.2% NaCl in 0.7% (v/v) HCl, Acetate Buffer
(1 M, pH 4.0), N-(3-Dimethylaminopropyl)-N-ethylcarbodiimide hydrochloride (EDC), N-
Hydroxysuccinimide (NHS), and simulated intestinal fluid were purchased from Thermo
Fisher Scientific (Waltham, MA, USA). Mucin from porcine stomach type Il was purchased
from Sigma Aldrich (Burlington, MA, USA). 1 M Glycine-HCI Buffer, pH 2.7 & 0.1, 10X Con-
centrate was purchased from Polysciences, Inc. (Warrington, PA, USA). DiR (DiIC18(7); 1,1-
dioctadecyl-3,3,3',3'-tetramethylindotricarbocyanine iodide) was purchased from Perkin
Elmer (Waltham, MA, USA).

2.2. Preparation and Characterization of GADA

GADA particles were prepared using different ratios of 3-glucan and DHA individ-
ually and in combination to observe the interaction with mucin, gastric fluid, intestinal
fluid, and PBS. Briefly, GADA was prepared by dissolving 2 mg of 3-glucan in 1 mL of
either PBS, intestinal fluid, or gastric fluid and constantly heated and stirred at 70 °C for
15 min or until the solution became clear. Then, different volumes of DHA (2.5, 5, 10, 20,
and 40 puL) were added into the clear 3-glucan (2 mg) solution, and each combination was
stirred for 30 s. For the next samples, 2 mg of mucin was added into the GADA particles
composed of different ratios of $-glucan and DHA to assess the interaction of GADA with
mucin. For comparison, different amounts of mucin (2, 1, 0.5, 0.25, and 0.125 mg) were
added into the (3-glucan solution. The microparticles were observed for particle size and
zeta potential determination with the dynamic light scattering technique.

2.3. Size and Morphology

The particle size and zeta potential were measured using a dynamic light scattering
(DLS) instrument (Malvern Instruments Ltd., Zetasizer-nano ZS series, Malvern, UK) [47].
To measure the particle size and zeta potential of the vehicle, 1 mg/mL of GADA was
dissolved in distilled water (DW), then the solutions were taken in a disposable folded
capillary cell suitable for light scattering. To assess the morphology of the prepared
formulations, a scanning electronic microscope (SEM) was used. The freshly prepared
samples were placed on a copper grid with a carbon film, placed in an oven to dry, and
then kept at room temperature for 15 min before analysis [48].

2.4. Surface Plasmon Resonance (SPR)

All of the above samples were characterized using SPR to evaluate the interaction of
the microparticles with diverse quantities of mucin (1, 2, 3, 4, and 5 mg) in different fluids,
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such as simulated gastric juice, intestinal fluid, and PBS. A total of 0.4 mL of EDC-NHS,
50 mL of PBS, 2 mL of glycine diluted in DW, and 1 mL of the above microparticles were
used for the SPR measurement. All measurements were carried out at room temperature.
The surface plasmon resonance (SPR) was measured using the iMSPR series from iClubio
(Seoul, Republic of Korea).

2.5. Drug Loading and In Vitro Release Testing

Lidocaine was used as the model drug to determine the release from the GADA
particles. Lidocaine was loaded in the GADA particles with the incubation method. Briefly,
2 mg of B-glucan was dissolved by constant heat and stirring for 15 min in 1 mL of either
gastric juice or intestinal fluid. Once the samples turned transparent, different amounts
of DHA (40, 20, 10, 5, and 2.5 mL) were added into the sample. Next, 10 mg of lidocaine
was added to the samples; then, the samples were vortexed for 1 min to mix properly and
kept at room temperature for an 8 hr incubation. Then, the solutions were centrifuged
3 times at 10,000 RPM for 10 min to obtain the pellet of lidocaine-loaded microparticles
and to remove the unreacted or free lidocaine. A direct method of estimation was used
for the quantification of lidocaine in the prepared formulation. The obtained pellet was
resuspended in 2 mL of acetonitrile, and the resultant suspension was centrifuged at
12,000 RPM for 15 min to completely extract the encapsulated lidocaine from the submicron
particles. The supernatant was collected and injected into the HPLC for the quantification.

The release studies were performed in triplicate by using a dialysis membrane (MWCO
500 Da). After centrifugation, the resuspended particles (either in gastric juice or intestinal
fluid) were filled into a dialysis bag, and then, the dialysis bag was immersed into 100 mL
of the release medium at 37 °C (simulated gastric juice or simulated intestinal fluid) with a
magnetic stirrer stirring at 100 rpm. One mL of the samples was withdrawn at different
time points viz., 5, 10, 15, 30 min and then 1, 2, 3, 4, 6, 8, 10, 12, 18, and 24 h, and the same
volume was replaced either with simulated gastric juice or intestinal fluid.

The amount of lidocaine released was determined by using HPLC Waters (Medford,
MA, USA) using column XTerra RP18 4.6 x 150 mm, 5 um. The mobile phase was
H,O/ACN/100 Mm NH4COOH, pH 7.0 with a solvent ratio of 55:35:10 v/v/v and a
flow rate of 1 mL/min at Amax 238 nm. The experiment was performed in triplicate. The
graph was plotted for the percentage cumulative amount of lidocaine released versus time
(mean + SD, n = 3).

2.6. In Vivo and Ex Vivo Imaging

To investigate the in vivo and ex vivo GI tract retention of orally administered GADA,
fluorescence dye, DiR (Excitation/Emission: 748/780 nm), was loaded into the vehicle
and orally administered to the mice. The mice were anesthetized and then imaged using
an in vivo imaging system (IVIS) at different time points of pre- and post-administration,
according to the method published earlier [49]. For the ex vivo imaging, the mice were
sacrificed after 8 h of post-administration, and the GI tract was harvested.

2.7. Statistics

All the experiments in this paper were performed in triplicate, and the data are
presented as the mean + standard deviation. The statistical significance was evaluated
with the one-way ANOVA test using Graph Pad prism 8 (GraphPad Software, Inc., Boston,
MA, USA). The data were considered statistically significant when the p-value < 0.05.

3. Results
3.1. Synthesis and Characterization

-glucan and different amounts of DHA were physically mixed to prepare the GADA,
which produced micron-sized particles via ionic interaction as shown in Figure 1A. Previ-
ously reported data showed that microparticles give a vehicle some excellent properties,
including higher stability and catalytic activity [38]. Once the GADA was prepared, the
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mucin solutions were added to observe the interaction between mucin and GADA and
elucidate the ability of GADA to interact and bind with mucin (major component in the
gut and gut layer). Mucin helps to protect the intestine and tissue lining from corrosive
acidic gastric juice, but mucin also prevents the transportation and diffusion of orally
administered therapeutic molecules [50,51]. Figure 1B shows that the interaction between
the GADA solutions and mucin was very prompt, and the interaction was self-facilitated
and did not require any catalyst, temperature, or even longer duration. The GADA solution
turned cloudy immediately after addition of the mucin due to aggregation of the micropar-
ticles. This is an indication of self-assembled microparticle formation in the presence of the
aqueous solution.

1.86 x 10"
16.24 x 102
-6.14 x 102
-1.85 x 10"
-3.09 x 102

Figure 1. Chemical and physical properties. The molecular docking shows the ionic interaction
between f3-glucan and DHA in the presence of water (A). The GADA solution turns cloudy once
mucin is added because of the interaction and aggregation, an indication of crystallization (B).

Figure 2 shows the size and morphology of GADA by SEM. The images of the GADA
particles show a nearly spherical shape without visible pores on the surface. The size of
GADA varied from 2 to 10 mm depending on the concentration of DHA that was added
with each mole of 3-glucan. The overall characterization results indicate that (3-glucan and
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DHA form self-assembled ionic particles that have a strong affinity with mucin, which is
an indication of their mucoadhesive property. While most of the formulation shows some
variation in their size, all the particles are approximately 1-2 mm in diameter as shown in
the SEM images.

GADA 2.5

Figure 2. Size and morphology of the GADA derivatives observed with a scanning electron micro-
scope (SEM).

3.2. Interaction between GADA and Mucin

To investigate the effect of saline, gastric juice, and intestinal fluid on GADA and
the interaction between GADA and mucin, we investigated their particle formation upon
addition of these individual simulated fluids. We observed particle formation of BG with
mucin, GADA, and GADA /Mucin in the presence of PBS (pH 7.4), simulated gastric juice
(GJ), and intestinal fluid (IF). This data helped us to interpret the fate of GADA within the
stomach and small intestine. Figure 2 shows the particle size of each formulation in the
presence of mucin. Figure 3A-C shows that 3-glucan itself forms particles in the presence
of mucin. The particle size of 3-glucan in mucin (2 mg; same amount of mucin was used for
all the samples) in PBS (Figure 3A), gastric juice (Figure 3B), and intestinal fluid (Figure 3C)
was measured with dynamic light scattering (DLS). The particle size of 3-glucan/Mucin in
saline, GJ, and 1] is highly corelated with the concentration of mucin. The size of 3-glucan
decreased as the concentration of mucin increased, regardless of the solvent. This is an
indication of a higher ionic interaction between the two individual components, and the
interaction forces are increased when mucin is increased. We also investigated how saline,
GJ, and 1] effect the formation of GADA particles (Figure 3D-F). We observed similar trends
in GADA in the presence of saline, but interestingly, we observed that gastric juice, which
is acidic (pH 4), had no effect on the GADA particles. With an increase or decrease in DHA,
the size of GADA was very much consistent. The particle size of GADA in the intestinal
juice (pH 9) shows a huge increase in the size up to 4000 nm (GADA10). Interestingly, when
GADA was added to the mucin in the presence of PBS, the GADA40 shows an increase in
size of approximately 3500 nm, where the other four ratios show a stable size (Figure 3G).
Figure 3H shows a huge increase in the particle size of the vehicle with mucin in gastric
juice, where we observe that the vehicle particle size is stable in mucin with intestinal fluid
(Figure 3I). From the size data, we observe that mucin with PBS shows size stability of both
-glucan and the vehicle. The particle size of the vehicle drastically changes when added
with gastric juice and intestinal fluid solutions with or without mucin, which suggests that
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there is no correlation between the concentration of mucin, gastric juice, and intestinal fluid,
but there might be a correlation between the size and concentration of DHA. In addition,
our observation suggests that the GADA particles form an aggregation in the presence of
mucin in the solution.

Saline Gastric Juice Intestinal Juice
By18001 €) 29907 @ BG:Mucin (2:2)
000, =00 @ BG:Mucin (2:1)
15007 3 BG:Mucin (2:0.5)
500- 10004 [CJ BG:Mucin (2:0.25)
5004 B BG:Mucin (2:0.125)
B(-)g_llucanlMucin .
E) 3000- F) 5000-
4000- i
20004
o B GADA40
10001 | @ GADA20
1000
N Lol &3 GADA10
‘B-glucan/DHA D GADA5
H) 600 - |)20000_ - GADA25
400 4 15000
10000 4
200
5000
0- 0-
GADA/Mucin

Figure 3. The graphs represent the particle size of each composite containing different amounts of
either 3-glucan, DHA, or mucin. (A) -glucan with mucin in PBS. (B) 3-glucan with mucin in gastric
juice. (C) B-glucan with mucin in intestinal fluid. (D) GADA solution in PBS. (E) GADA solution in
gastric juice. (F) GADA solution in intestinal fluid. (G) GADA with mucin in PBS. (H) GADA with
mucin in gastric juice. (I) GADA with mucin in intestinal fluid. Data are shown as the mean & SD
(n=23).

-glucan is a slightly positively charged polysaccharide. However, the surface charge
of 3-glucan/Mucin was measured as —10 mV when dissolved in saline, which is a result
of the deposition of the negatively charged mucin on the surface of 3-glucan (Figure 4A).
Though most of the 3-glucan/mucin composition shows a negative surface charge while
dissolved in gastric juice, the same formulations show a partial positive charge while dis-
solved in simulated intestinal juice (Figure 4B,C) depending on the concentration of mucin.
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-10- ! -3 -15

GADA/Mucin

Figure 4. The zeta potential values for each matrix having different amounts of 3-glucan, DHA, or
mucin. (A) B-glucan with different concentrations of mucin (2, 1, 0.5, 0.25, 0.125 mg) in PBS. (B) 3-
glucan with different concentrations of mucin (2, 1, 0.5, 0.25, 0.125 mg) in gastric juice. (C) 3-glucan
with different concentrations of mucin (2, 1, 0.5, 0.25, 0.125 mg) in intestinal fluid. (D) GADA solution
in PBS. (E) GADA solution in gastric juice. (F) GADA solution in intestinal fluid. (G) GADA with
mucin (2 mg) in PBS. (H) GADA with mucin (2 mg) in gastric juice. (I) GADA with mucin (2 mg) in
intestinal fluid. Data are shown as the mean + SD (n = 3).

The GADA formulations show different trends than 3-glucan. Regardless of whether
the solvent is saline, gastric juice, or intestinal fluid, GADA always shows negatively
charged surface charges. For GADA with mucin in gastric juice, the zeta potential values
went from highly negative to less negative depending on the concentration of DHA, except
for the highest concentration of DHA, which showed positive values (Figure 4H). The same
trend was observed with (3-glucan and mucin in gastric juice (Figure 4B). Figure 4A,I shows
the negative charge of GADA with mucin in gastric juice and intestinal fluid. Mucin itself
has a negative charge of approximately —50 mV [52]. Therefore, from Figure 4, we can
deduce that 3-glucan and mucin do not impact the surface charge on GADA, but the DHA
concentration might have effects on the zeta potential value.

The graphs in Figure 4 outline the molecular interaction between 3-glucan and dif-
ferent amounts of mucin in solvents with variations in pH, such as saline, gastric juice,
and intestinal juice. PBS was used as a control considering that the pH is near neutral
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values (7.4), while simulated gastric juice and intestinal juice have acidic and basic pH,
respectively. EDC-NHS was used for a better attachment between the particles when in
contact with the Au chip for SPR analysis [53]. Glycine-HCI was used as a regeneration
buffer to quickly reverse the interaction between the analyte and ligand, allowing the
functionalized sensor surface to be used again. The peaks show the attachment of mucin to
the chip, which initially had 3-glucan. The association and dissociation between the ligand
and analyte were clearly observed, meaning the particles were attached and detached as
expected. When the peak becomes flat, it means it has reached an equilibrium, also called
the maximum concentration. Based on the graphs, it was observed that there is a direct
relationship between the intensity of the signal and the amount of mucin. In Figure 5A,B,
where the solvents were PBS and gastric juice, respectively, the peaks started to increase
along with the amount of mucin; the highest signal was for 5 mg of mucin. When intestinal
fluid was used, there was a more constant signal even though the mucin amount was
increasing (Figure 5C). The findings demonstrate that 3-glucan is very stable in acidic GJ
and maintains its chemical and mucoadhesive properties. This is also an indication that
-glucan has even more binding affinity within the stomach, as the mucin concentration is
higher in gastric juice than that of intestinal juice.
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Figure 5. SPR analysis on the molecular interaction between f3-glucan and different amounts of
mucin in (A) saline, (B) gastric juice, and (C) intestinal juice.
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Figure 6 compares the molecular interaction between GADA and mucin in the pres-
ence of GJ and IJ and compares the interaction profile between 3-glucan and mucin. To
have a more accurate analysis, the ligand was mucin, and the analyte was either 3-glucan
or GADA to observe if there was an attachment with mucin located throughout the gas-
trointestinal tract. Based on the association and dissociation phases in all the graphs, we
observe that there was indeed a higher binding affinity between GADA and mucin than
between {3-glucan and mucin. The signal was higher when GADA was used (Figure 6C,D)
compared to 3-glucan by itself (Figure 6A,B). Based on that, we assume GADA has better
molecular attachment with mucin compared to 3-glucan by itself in both gastric juice and
intestinal fluid.
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Figure 6. SPR shows the interaction of mucin with 3-glucan in gastric juice (A) and intestinal juice
(B), and GADA and mucin in gastric juice (C) and intestinal juice (D) to observe the influence of
various solvents on the molecular interaction between GADA and mucin.

Again, comparing the interaction between GADA and mucin in GJ and IJ, we observe
that GADA has more binding affinity with mucin when dissolved within GJ. The data
indicate the ability of GADA and its binding affinity with stomach mucus.

3.3. Drug Loading Efficiency and Release Profile

To observe loading efficiency and release profile, we chose lidocaine, a hydrophobic
small molecule, which is used as a local anesthetic [54]. The drug loading was found to
be 5-8% in all the ratios of GADA. The in vitro release of lidocaine is shown in Figure 6.
Figure 7B,D is the zoomed version (release up to 2 h) of Figure 7A,C. It is observed from
Figure 7B that more than 90% of the drug release was observed in 120 min in the case
of GADA40, while GADA2.5 showed more than 90% release in 8 h in gastric fluid. In
contrast, it is observed from Figure 7C that more than 90% of the drug release was observed
in 8 h in the case of GADA40, while GADA2.5 showed more than 90% release in 7 h in
intestinal fluid. This finding confirms that 3-glucan and DHA have more interaction in
the gastric environment than in the intestinal environment. These results are in support
of the SPR results. While the lidocaine release profile shows a burst release for most of
the formulations, the same formulations show a sustained release trend in intestinal fluid.
This indicates that an acidic environment facilitates the degradation of microparticles and,
thereby, enhances release of the payload.
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Figure 7. In vitro release profile of hydrophobic small molecules in gastric juice (A,B) and in intestinal
fluid (C,D). The release profile demonstrates that a higher and prompt release profile was observed
in gastric juice compared to that in intestinal fluid. Data are shown as the mean + SD (n = 3).

3.4. In Vivo Imaging and Biodistribution

To investigate the in vivo biodistribution and organ-specific localization of the orally
administered GADA formulations, we incorporated fluorescence dye, DiR, within the
GADA. The mice were imaged non-invasively using an in vivo imaging system (IVIS)
upon oral administration. The in vivo images show that the GADA formulations were
able to maintain their retention within the stomach for at least 4 h post-administration.
Though all formulations were retained within the stomach for 4 h or more, GADA10
maintained a higher intensity up to 6 h, which is an indication of its ability to hold the
payload and its higher mucoadhesiveness (Figure 8A). To confirm further, the GI tracts
were harvested and isolated for ex vivo imaging (Figure 8B). The ex vivo images show that
the GADA formulations are very specific to the stomach, as very nominal or no signal of
the fluorescence dye was observed throughout the intestines. With this in vivo and ex vivo
imaging, we confirm that GADA is a newly designed and developed oral drug delivery
vehicle that is very specific to the stomach. It also indicates that GADA10 has a better ability
to maintain sustained release of the hydrophobic payload within stomach environments
and maintain its properties in the harsh gastric environment.
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Figure 8. In vivo imaging of the developed GADA formulations given through an oral route at a DiR
dose of 1 mg/kg. Orally administered GADA derivatives show that they are highly specific to the
stomach and maintain retention in the stomach for 4-6 h (A). Blue indicated higher intensity and red
indicates lesser intensity of the entrapped fluorescent dye DiR. Ex vivo imaging further confirms
their retention in the stomach for such duration, which is significantly higher than the intestine (B).
Different color within the images indicates the intensity of the fluorescence dye and their amount of
localization within specific organs. Color-coded scale indicates the intensity based on accumulation
of the fluorescent dye-loaded GADA (C).

4. Conclusions

In this project, we developed a GI tract-specific, oral drug delivery vehicle and in-
vestigated its stability and binding affinity within the GI tract specific to the stomach and
intestine. We also investigated its loading efficiency of hydrophobic small molecules and
release profile in various mediums, including saline, acidic gastric juice, and basic pH
of intestinal fluid. Our investigation and the data demonstrate that the fatty acid-linked
oral vehicle has specificity to the fatty acid receptors, including CD36, plasma membrane-
associated fatty acid-binding protein (FABP), and a family of fatty acid transport proteins
(FATP1-6), which are overly expressed in the GI tract. The in vivo biodistribution and
organ specificity proved the hypothesis, as the retention of the orally administered GADA
was viable and visible for over 4 h post oral administration, observed in vivo and ex vivo.
We observed the ability of GADA to orally deliver hydrophobic small molecules, which
holds strong promise for biological therapeutic delivery. The GADA carrier can maintain
retention of the orally administered payload for up to 4 h, which is much longer than
many well-known drugs, for instance ranitidine and misoprostol that have gastrointestinal
retentions of only 12 and 8 min, respectively. The payload release profile also demonstrates
that the release of the hydrophobic drug lidocaine was controlled, but acidic gastric juice
facilitated a faster release than intestinal fluid. Therefore, we further aim to investigate the
potential of GADA for the delivery of oral biologics in an animal model.



Biomolecules 2023, 13, 768 13 of 15

Author Contributions: Conceptualization, S.V.E., Z.K., M.N. and H.N.B.; methodology, S.V.E., R.D.
and H.N.B,; software, H.N.B.; validation, H.N.B., M.N., W.-Y.L. and A.H.; formal analysis, S.V.E.,
H.N.B.,, R.D. and A.H.; investigation, M.N., ZK. and W.-Y.L.; resources, M.N. and W.-Y.L.; data cura-
tion, S.VE,, R.D., ZK., M.N. and H.N.B.; writing—original draft preparation, S.V.E., R.D., ZK., M.N.
and H.N.B.; writing—review and editing, S.V.E., R.D., Z.K., M.N., A.H. and H.N.B,; visualization,
S.VE., RD., AH. and HN.B,; supervision, M.N., Z K. and W.-Y.L.; project administration, M.N. and
Z K.; funding acquisition, M.N. All authors have read and agreed to the published version of the
manuscript.

Funding: We acknowledge funding by the Cancer Prevention Research Institute of Texas (CPRIT)
through the Texas Regional Excellence in Cancer Award (TREC) under Award No. PR210153, and the
National Institutes of Health (NIH) under Award No. R030D032624. The contents of this paper are
solely the authors’ responsibility and do not necessarily represent the official views of NIH.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design
of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript; or
in the decision to publish the results.

References

1.  Saeed, AFU.H,; Wang, R; Ling, S.; Wang, S. Antibody Engineering for Pursuing a Healthier Future. Front. Microbiol. 2017, 8, 495.
[CrossRef] [PubMed]

2. Sasso,].M.; Ambrose, B.].B.; Tenchov, R.; Datta, R.S.; Basel, M.T.; Delong, R K.; Zhou, Q.A. The Progress and Promise of RNA
Medicine-An Arsenal of Targeted Treatments. J. Med. Chem. 2022, 65, 6975-7015. [CrossRef] [PubMed]

3.  Wang, L.; Wang, N.; Zhang, W.; Cheng, X.; Yan, Z; Shao, G.; Wang, X.; Wang, R.; Fu, C. Therapeutic Peptides: Current Applications
and Future Directions. Signal Transduct. Target. Ther. 2022, 7, 48. [CrossRef] [PubMed]

4. Du, AW, Stenzel, M.H. Drug Carriers for the Delivery of Therapeutic Peptides. Biomacromolecules 2014, 15, 1097-1114. [CrossRef]

5. Lou, J; Duan, H,; Qin, Q.; Teng, Z.; Gan, E; Zhou, X.; Zhou, X. Advances in Oral Drug Delivery Systems: Challenges and
Opportunities. Pharmaceutics 2023, 15, 484. [CrossRef]

6. Homayun, B.; Lin, X.; Choi, H.J. Challenges and Recent Progress in Oral Drug Delivery Systems for Biopharmaceuticals.
Pharmaceutics 2019, 11, 129. [CrossRef]

7.  Hua, S. Advances in Oral Drug Delivery for Regional Targeting in the Gastrointestinal Tract—Influence of Physiological,
Pathophysiological and Pharmaceutical Factors. Front. Pharmacol. 2020, 11, 524. [CrossRef]

8. Kaffash, E.; Shahbazi, M.A.; Hatami, H.; Nokhodchi, A. An Insight into Gastrointestinal Macromolecule Delivery Using Physical
Oral Devices. Drug Discovery Today 2022, 27, 2309-2321. [CrossRef]

9.  Patel, VE,; Liu, F; Brown, M.B. Advances in Oral Transmucosal Drug Delivery. |. Control. Release 2011, 153, 106-116. [CrossRef]

10. Mitragotri, S.; Burke, P.A.; Langer, R. Overcoming the Challenges in Administering Biopharmaceuticals: Formulation and
Delivery Strategies. Nat. Rev. Drug Discov. 2014, 13, 655-672. [CrossRef]

11.  Vargason, A.M.; Anselmo, A.C.; Mitragotri, S. The Evolution of Commercial Drug Delivery Technologies. Nat. Biomed. Eng. 2021,
5,951-967. [CrossRef] [PubMed]

12.  Dabhlgren, D.; Lennernis, H. Intestinal Permeability and Drug Absorption: Predictive Experimental, Computational and in Vivo
Approaches. Pharmaceutics 2019, 11, 411. [CrossRef] [PubMed]

13.  Moroz, E.; Matoori, S.; Leroux, J.C. Oral Delivery of Macromolecular Drugs: Where We Are after Almost 100 Years of Attempts.
Adv. Drug Deliv. Rev. 2016, 101, 108-121. [CrossRef] [PubMed]

14. Algahtani, M.S,; Kazi, M.; Alsenaidy, M.A.; Ahmad, M.Z. Advances in Oral Drug Delivery. Front. Pharmacol. 2021, 12, 618411.
[CrossRef] [PubMed]

15. Subramanian, D.A.; Langer, R.; Traverso, G. Mucus Interaction to Improve Gastrointestinal Retention and Pharmacokinetics of
Orally Administered Nano-Drug Delivery Systems. J. Nanobiotechnology 2022, 20, 1-23. [CrossRef]

16. Diwan, R.; Khan, S.; Ravi, PR. Comparative Study of Cilnidipine Loaded PLGA Nanoparticles: Process Optimization by DoE,
Physico-Chemical Characterization and in Vivo Evaluation. Drug Deliv. Transl. Res. 2020, 10, 1442-1458. [CrossRef]

17. Diwan, R.; Ravi, PR,; Pathare, N.S.; Aggarwal, V. Pharmacodynamic, Pharmacokinetic and Physical Characterization of
Cilnidipine Loaded Solid Lipid Nanoparticles for Oral Delivery Optimized Using the Principles of Design of Experiments.
Colloids Surf. B Biointerfaces 2020, 193, 111073. [CrossRef]

18. Veber, D.F; Johnson, S.R.; Cheng, H.Y.; Smith, B.R.; Ward, K.W.; Kopple, K.D. Molecular Properties That Influence the Oral
Bioavailability of Drug Candidates. J. Med. Chem. 2002, 45, 2615-2623. [CrossRef]

19. Bowman, K,; Leong, K.W. Chitosan Nanoparticles for Oral Drug and Gene Delivery. Int. |. Nanomed. 2006, 1, 117-128. [CrossRef]


https://doi.org/10.3389/fmicb.2017.00495
https://www.ncbi.nlm.nih.gov/pubmed/28400756
https://doi.org/10.1021/acs.jmedchem.2c00024
https://www.ncbi.nlm.nih.gov/pubmed/35533054
https://doi.org/10.1038/s41392-022-00904-4
https://www.ncbi.nlm.nih.gov/pubmed/35165272
https://doi.org/10.1021/bm500169p
https://doi.org/10.3390/pharmaceutics15020484
https://doi.org/10.3390/pharmaceutics11030129
https://doi.org/10.3389/fphar.2020.00524
https://doi.org/10.1016/j.drudis.2022.04.014
https://doi.org/10.1016/j.jconrel.2011.01.027
https://doi.org/10.1038/nrd4363
https://doi.org/10.1038/s41551-021-00698-w
https://www.ncbi.nlm.nih.gov/pubmed/33795852
https://doi.org/10.3390/pharmaceutics11080411
https://www.ncbi.nlm.nih.gov/pubmed/31412551
https://doi.org/10.1016/j.addr.2016.01.010
https://www.ncbi.nlm.nih.gov/pubmed/26826437
https://doi.org/10.3389/fphar.2021.618411
https://www.ncbi.nlm.nih.gov/pubmed/33679401
https://doi.org/10.1186/s12951-022-01539-x
https://doi.org/10.1007/s13346-020-00732-5
https://doi.org/10.1016/j.colsurfb.2020.111073
https://doi.org/10.1021/jm020017n
https://doi.org/10.2147/nano.2006.1.2.117

Biomolecules 2023, 13, 768 14 of 15

20.

21.

22.

23.

24.

25.
26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.
37.

38.

39.

40.

41.

42.

43.

44.
45.

46.

Wang, J.; Chin, D.; Poon, C.; Mancino, V.; Pham, J.; Li, H.; Ho, P.Y,; Hallows, K.R.; Chung, E.]J. Oral Delivery of Metformin by
Chitosan Nanoparticles for Polycystic Kidney Disease. J. Control. Release 2021, 329, 1198-1209. [CrossRef]

Sung, HW.; Sonaje, K,; Liao, Z.X.; Hsu, L.W.; Chuang, E.Y. PH-Responsive Nanoparticles Shelled with Chitosan for Oral Delivery
of Insulin: From Mechanism to Therapeutic Applications. Acc. Chem. Res. 2012, 45, 619-629. [CrossRef] [PubMed]

Banerjee, A.; Ibsen, K.; Brown, T.; Chen, R.; Agatemor, C.; Mitragotri, S. Ionic Liquids for Oral Insulin Delivery. Proc. Natl. Acad.
Sci. USA 2018, 115, 7296-7301. [CrossRef] [PubMed]

Williams, H.D.; Sahbaz, Y.; Ford, L.; Nguyen, T.H.; Scammells, PJ.; Porter, C.J.H. Ionic Liquids Provide Unique Opportunities for
Oral Drug Delivery: Structure Optimization and in Vivo Evidence of Utility. Chem. Commun. 2014, 50, 1688-1690. [CrossRef]
[PubMed]

Jiang, L.; Sun, Y.; Lu, A.; Wang, X.; Shi, Y. Ionic Liquids: Promising Approach for Oral Drug Delivery. Pharm. Res. 2022, 39,
2353-2365. [CrossRef] [PubMed]

Nyamweya, N.N. Applications of Polymer Blends in Drug Delivery. Future |. Pharm. Sci. 2021, 7, 1-15. [CrossRef]

Jana, P.; Shyam, M.; Singh, S.; Jayaprakash, V.; Dev, A. Biodegradable Polymers in Drug Delivery and Oral Vaccination. Eur.
Polym. ]. 2021, 142, 110155. [CrossRef]

Ting, ].M.; Porter, WW.; Mecca, ]. M.; Bates, ES.; Reineke, T.M. Advances in Polymer Design for Enhancing Oral Drug Solubility
and Delivery. Bioconjugate Chem. 2018, 29, 939-952. [CrossRef]

Khatun, Z.; Nurunnabi, M.; Reeck, G.R.; Cho, K.J.; Lee, Y.K. Oral Delivery of Taurocholic Acid Linked Heparin—-Docetaxel
Conjugates for Cancer Therapy. J. Control. Release 2013, 170, 74-82. [CrossRef]

Khatun, Z.; Nurunnabi, M.; Cho, K.J.; Byun, Y.; Bae, Y.H.; Lee, Y.K. Oral Absorption Mechanism and Anti-Angiogenesis Effect of
Taurocholic Acid-Linked Heparin-Docetaxel Conjugates. J. Control. Release 2014, 177, 64-73. [CrossRef]

Altreuter, D.H,; Kirtane, A.R; Grant, T.; Kruger, C.; Traverso, G.; Bellinger, A.M. Changing the Pill: Developments toward the
Promise of an Ultra-Long-Acting Gastroretentive Dosage Form. Expert Opin. Drug Deliv. 2018, 15, 1189-1198. [CrossRef]

Singh, B.N.; Kim, K.H. Floating Drug Delivery Systems: An Approach to Oral Controlled Drug Delivery via Gastric Retention. J.
Control. Release 2000, 63, 235-259. [CrossRef] [PubMed]

Kumar, R.; Islam, T.; Nurunnabi, M. Mucoadhesive Carriers for Oral Drug Delivery. ]. Control. Release 2022, 351, 504-559.
[CrossRef] [PubMed]

Chowdhury, A.S.; Geetha Bai, R.; Islam, T.; Abir, M.; Narayan, M.; Khatun, Z.; Nurunnabi, M. Bile Acid Linked B-Glucan
Nanoparticles for Liver Specific Oral Delivery of Biologics. Biomater. Sci. 2022, 10, 2929-2939. [CrossRef] [PubMed]

Murphy, E.J.; Rezoagli, E.; Major, I.; Rowan, N.J.; Laffey, ].G. 3-Glucan Metabolic and Immunomodulatory Properties and
Potential for Clinical Application. J. Fungi 2020, 6, 356. [CrossRef] [PubMed]

Chen, J.; Seviour, R. Medicinal Importance of Fungal 3-(1—3), (1—6)-Glucans. Mycol. Res. 2007, 111, 635-652. [CrossRef]

Sima, P; Vannucdi, L.; Vetvicka, V. f-Glucans and Cholesterol (Review). Int. |. Mol. Med. 2018, 41, 1799-1808. [CrossRef]

Lee, D.Y.; Nurunnabi, M.; Kang, S.H.; Nafiujjaman, M.; Huh, KM.; Lee, Y.K.; Kim, Y.C. Oral Gavage Delivery of PR8 Antigen
with B-Glucan-Conjugated GRGDS Carrier to Enhance M-Cell Targeting Ability and Induce Immunity. Biomacromolecules 2017,
18,1172-1179. [CrossRef]

Islam, T.; Huda, M.N.; Ahsan, M.A.; Afrin, H.; Joseph J Salazar, C.; Nurunnabi, M. Theoretical and Experimental Insights into the
Possible Interfacial Interactions between (3-Glucan and Fat Molecules in Aqueous Media. J. Phys. Chem. B 2021, 125, 13730-13743.
[CrossRef]

Guo, P; Si, M.; Wu, D.; Xue, H.Y,; Hu, W.; Wong, H.L. Incorporation of Docosahexaenoic Acid (DHA) Enhances Nanodelivery
of Antiretroviral across the Blood-Brain Barrier for Treatment of HIV Reservoir in Brain. J. Control. Release 2020, 328, 696-709.
[CrossRef]

Chen, J.; Raymond, K.; Curtin, J. Beta-Glucans in the Treatment of Diabetes and Associated Cardiovascular Risks. Vasc. Health
Risk Manag. 2008, 4, 1265-1272. [CrossRef]

Caseiro, C.; Dias, ].N.R.; de Andrade Fontes, C.M.G.; Bule, P. From Cancer Therapy to Winemaking: The Molecular Structure and
Applications of 3-Glucans and 3-1, 3-Glucanases. Int. J. Mol. Sci. 2022, 23, 3156. [CrossRef] [PubMed]

Vetvicka, V.; Vannucci, L.; Sima, P; Richter, J. Beta Glucan: Supplement or Drug? From Laboratory to Clinical Trials. Molecules
2019, 24, 1251. [CrossRef]

Skulas-Ray, A.C.; Wilson, PW.F,; Harris, W.S; Brinton, E.A.; Kris-Etherton, PM.; Richter, C.K,; Jacobson, T.A.; Engler, M.B.; Miller,
M.; Robinson, J.G.; et al. Omega-3 Fatty Acids for the Management of Hypertriglyceridemia: A Science Advisory from the
American Heart Association. Circulation 2019, 140, e673—e691. [CrossRef] [PubMed]

Horrocks, L.A.; Yeo, Y.K. Health Benefits of Docosahexaenoic Acid (DHA). Pharmacol. Res. 1999, 40, 211-225. [CrossRef] [PubMed]
Khan, S.U.; Lone, A.N.; Khan, M.S.; Virani, S.S.; Blumenthal, R.S.; Nasir, K.; Miller, M.; Michos, E.D.; Ballantyne, C.M.;
Boden, W.E,; et al. Effect of Omega-3 Fatty Acids on Cardiovascular Outcomes: A Systematic Review and Meta-Analysis.
EClinicalMedicine 2021, 38, 100997. [CrossRef]

West, L.; Yin, Y,; Pierce, S.R.; Fang, Z.; Fan, Y.; Sun, W.; Tucker, K,; Staley, A.; Zhou, C.; Bae-Jump, V. Original Article Docosahex-
aenoic Acid (DHA), an Omega-3 Fatty Acid, Inhibits Tumor Growth and Metastatic Potential of Ovarian Cancer. Am. J. Cancer
Res. 2020, 10, 1-16. Available online: www.ajcr.us/ (accessed on 6 April 2023).


https://doi.org/10.1016/j.jconrel.2020.10.047
https://doi.org/10.1021/ar200234q
https://www.ncbi.nlm.nih.gov/pubmed/22236133
https://doi.org/10.1073/pnas.1722338115
https://www.ncbi.nlm.nih.gov/pubmed/29941553
https://doi.org/10.1039/C3CC48650H
https://www.ncbi.nlm.nih.gov/pubmed/24394756
https://doi.org/10.1007/s11095-022-03260-8
https://www.ncbi.nlm.nih.gov/pubmed/35449344
https://doi.org/10.1186/s43094-020-00167-2
https://doi.org/10.1016/j.eurpolymj.2020.110155
https://doi.org/10.1021/acs.bioconjchem.7b00646
https://doi.org/10.1016/j.jconrel.2013.04.024
https://doi.org/10.1016/j.jconrel.2013.12.034
https://doi.org/10.1080/17425247.2018.1544615
https://doi.org/10.1016/S0168-3659(99)00204-7
https://www.ncbi.nlm.nih.gov/pubmed/10601721
https://doi.org/10.1016/j.jconrel.2022.09.024
https://www.ncbi.nlm.nih.gov/pubmed/36116580
https://doi.org/10.1039/D2BM00316C
https://www.ncbi.nlm.nih.gov/pubmed/35471198
https://doi.org/10.3390/jof6040356
https://www.ncbi.nlm.nih.gov/pubmed/33322069
https://doi.org/10.1016/j.mycres.2007.02.011
https://doi.org/10.3892/ijmm.2018.3411
https://doi.org/10.1021/acs.biomac.6b01855
https://doi.org/10.1021/acs.jpcb.1c08065
https://doi.org/10.1016/j.jconrel.2020.09.050
https://doi.org/10.2147/VHRM.S3803
https://doi.org/10.3390/ijms23063156
https://www.ncbi.nlm.nih.gov/pubmed/35328577
https://doi.org/10.3390/molecules24071251
https://doi.org/10.1161/CIR.0000000000000709
https://www.ncbi.nlm.nih.gov/pubmed/31422671
https://doi.org/10.1006/phrs.1999.0495
https://www.ncbi.nlm.nih.gov/pubmed/10479465
https://doi.org/10.1016/j.eclinm.2021.100997
www.ajcr.us/

Biomolecules 2023, 13, 768 15 of 15

47.

48.

49.

50.

51.

52.

53.
54.

Afrin, H.; Huda, M.N; Islam, T.; Oropeza, B.P.,; Alvidrez, E.; Abir, M.L,; Boland, T.; Turbay, D.; Nurunnabi, M. Detection of
Anticancer Drug-Induced Cardiotoxicity Using VCAM1-Targeted Nanoprobes. ACS Appl. Mater. Interfaces 2022, 14, 37566-37576.
[CrossRef]

Vladér, A.E.; Hodoroaba, V.D. Characterization of Nanoparticles by Scanning Electron Microscopy. In Characterization of
Nanoparticles: Measurement Processes for Nanoparticles; Elsevier: Amsterdam, The Netherlands, 2020; pp. 7-27. [CrossRef]
Nurunnabi, M.; Ibsen, K.N.; Tanner, E.E.L.; Mitragotri, S. Oral Ionic Liquid for the Treatment of Diet-Induced Obesity. Proc. Natl.
Acad. Sci. USA 2019, 116, 25042-25047. [CrossRef]

Boegh, M.; Nielsen, H.M. Mucus as a Barrier to Drug Delivery—Understanding and Mimicking the Barrier Properties. Basic Clin.
Pharmacol. Toxicol. 2015, 116, 179-186. [CrossRef]

Herath, M.; Hosie, S.; Bornstein, J.C.; Franks, A E.; Hill-Yardin, E.L. The Role of the Gastrointestinal Mucus System in Intestinal
Homeostasis: Implications for Neurological Disorders. Front. Cell. Infect. Microbiol. 2020, 10, 248. [CrossRef]

Bandi, S.P; Bhatnagar, S.; Venuganti, V.V.K. Advanced Materials for Drug Delivery across Mucosal Barriers. Acta Biomater. 2021,
119, 13-29. [CrossRef]

Li, Z.; Chen, G.Y. Current Conjugation Methods for Immunosensors. Nanomaterials 2018, 8, 278. [CrossRef] [PubMed]

Junior, E.R.; Lopes, M.V.; Bentley, B.; Marchetti, ].M.; Marchetti, ] M. HPLC Assay of Lidocaine in in Vitro Dissolution Test of the
Poloxamer 407 Gels. Rev. Bras. Ciéncias Farm. 2002, 38, 107-111. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1021/acsami.2c13019
https://doi.org/10.1016/B978-0-12-814182-3.00002-X
https://doi.org/10.1073/pnas.1914426116
https://doi.org/10.1111/bcpt.12342
https://doi.org/10.3389/fcimb.2020.00248
https://doi.org/10.1016/j.actbio.2020.10.031
https://doi.org/10.3390/nano8050278
https://www.ncbi.nlm.nih.gov/pubmed/29701654
https://doi.org/10.1590/S1516-93322002000100011

	Introduction 
	Materials and Methods 
	Materials 
	Preparation and Characterization of GADA 
	Size and Morphology 
	Surface Plasmon Resonance (SPR) 
	Drug Loading and In Vitro Release Testing 
	In Vivo and Ex Vivo Imaging 
	Statistics 

	Results 
	Synthesis and Characterization 
	Interaction between GADA and Mucin 
	Drug Loading Efficiency and Release Profile 
	In Vivo Imaging and Biodistribution 

	Conclusions 
	References

