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Introduction

Abstract

Objectives The purpose of this study was to demonstrate the effects of the tight
junction permeation enhancer, AT1002, on the nasal absorption of molecular weight
markers and low bioavailable therapeutic agents co-administered with bioadhesive
polymers or zonulin antagonist.

Methods The bioadhesive polymers, carrageenan and Na-CMC, were prepared
with AT1002 to examine the permeation-enhancing effect of AT1002 on the nasal
absorption of inulin, calcitonin and saquinavir after nasal administration to
Sprague—Dawley rats. Blood samples were collected over a 6-hour period from a
jugular cannula. In addition, we determined whether AT1002 exerts a permeation-
enhancing effect via activation of PAR-2 specific binding to a putative receptor of
zonulin. To examine this zonulin antagonist, AT1001, was administered 30 min
prior to dosing with an AT1002/inulin solution and blood samples were collected
over a 6-hour period.

Key findings The bioadhesive polymers did not directly increase the absorption of
inulin, calcitonin and saquinavir, but promoted the permeation-enhancing effect
of AT1002 when delivered nasally, thereby significantly increasing the absorption
of each drug. Pre-treatment with AT1001 antagonized the zonulin receptor and sig-
nificantly minimized the permeation-enhancing effect of AT1002.

Conclusion These findings will assist in understanding the permeation-enhancing
capability of and the receptor binding of AT1002. Further, combining AT1002 with
carrageenan supports the development of the mucosal delivery of therapeutic agents
that have low bioavailability even with bioadhesive agents.

Low bioavailability of effective therapeutic agents continues
to be a major problem in drug development. To address this
issue, drug delivery research continues to focus on identifying
new approaches to enhance drug absorption with permea-
tion enhancers. As a new class of tight junction permeation
enhancers, several proteins or peptides (e.g. Zonula occludens
toxin (Zot), HIV-1 Tat,! PN159,”! Ephrin-A2®!) have
emerged. Among them, the biologic activity of Zot and its
fragments (delta G and AT1002) have been extensively
studied ™ since it was found that Zot modulates inter-
cellular tight junctions.!"*"7

Previous studies have shown that Zot (44.8 kDa, 399
amino acids) enhanced the permeation of various molecular
weight markers (mannitol, PEG4000, inulin, sucrose) or low
bioavailability agents (paclitaxel, acyclovir, cyclosporin A,
doxorubicin) across Caco-2 cells and blood brain barrier
cells.*® Delta G (12-kDa, amino acid residues 265-399 of
Zot, 135 amino acids), a biologically active fragment of Zot,
increased the transport of paracellular markers (mannitol,
inulin, PEG4000) across Caco-2 cells and displayed high
intrinsic biological activity with paracellular markers and
drugs with low bioavailability (cyclosporin A, ritonavir,
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saquinavir, acyclovir) after intraduodenal administra-
tion.” " Zot and delta G were capable of reversibly opening
the tight junctions between cells and increasing the para-
cellular transport of many drugs in a non-toxic manner. "’

AT1002, the six-amino acid fragment, FCIGRL, of Zot
(amino acids, 288-293) was isolated from delta G. Unlike
delta G, AT1002 did not require extensive isolation and puri-
fication. It is assumed that AT1002 retains the delta G perme-
ating effect on intercellular tight junctions because: (1)
AT1002 has the same amino acid sequence ‘-IGRL-’ as delta G
and this is part of the binding domain in delta G molecule,
and (2) this same sequence is found in the protease-activated
receptor-2 (PAR-2) agonists."®"” PAR-2 may be the target
receptor for zonulin,” which opens the tight junctions via
PAR-2 activation.”’ PAR-2 receptor belongs to a class of
G-protein coupled receptors that are activated by cleavage of
their N-terminal by a proteolytic enzyme. PAR-2 activation
increases paracellular permeability and zonula occludens-1
disruption through calmodulin activation, which can bind to
and activate MLC kinase, and then provokes tight junction
opening by perijunctional ring myosin phosphorylation.
PAR-2 is activated by trypsin, mast cell tryptase, trypsin-like
proteins and synthetic peptides, so-called PAR-activating
peptides such as SLIGRL. Thus, PAR-2 agonists have been
reported to increase paracellular permeability.*

Our studies have shown that AT1002 is capable of in-
creasing the paracellular transport of inulin, PEG4000 and
cyclosporin A in a non-toxic manner after intranasal and
intraduodenal administration to rats, respectively.">'? These
promising results led to the investigations presented herein
to: (1) examine the permeation-enhancing capability of
AT1002 when co-administered with bioadhesive polymers in
the enhancement study and (2) examine the receptor binding
of AT1002 with pre-treatment of a zonulin antagonist in the
inhibition study.

For the enhancement study, we examined the effect of
AT1002 on nasal absorption when co-administered with abio-
adhesive allowing the permeation enhancer to remain on the
nasal mucosa for an extended period of time. Bioadhesives
reduce mucociliary clearance, thus co-administration should
increase the AT1002’s membrane adhesion and enhance per-
meation.”?* Among bioadhesive polymers tested, carrag-
eenan and Na-carboxymethyl cellulose (CMC) have been used
to increase the membrane residence time of drugs. Carrag-
eenan, an anionic polymer derived from seaweed, has a high
solution viscosity and good bioadhesion,”?*! and Na-CMC
has a high mucoadhesion formed by water uptake.*”!

For the inhibition study, the nasal membranes were
pre-treated with AT1001, an octa-peptide inhibitor of para-
cellular permeability’® and a zonulin binding antagonist.™’!
AT-1001 inhibits gliadin-induced intestinal epithelial cells’
cytoskeleton rearrangement, tight junction disassembly and
peak F-actin increment. Pre-treatment with AT-1001 the
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peptide blocks paracellular permeability in monolayers
induced by Zot analogues.™®

This study was also designed to determine whether AT1002
exerts its permeation-enhancing effect through activation of
PAR-2 via specific binding to the putative receptor of zonulin.
We hypothesized that pre-treatment with a zonulin antago-
nist (AT1001) would inhibit the specific binding of AT1002
to the tight junction receptor and produce less enhancement
of paracellular permeability as compared to AT1002 adminis-
tration alone.

The purpose of this paper was therefore to evaluate
the permeation-enhancing capability of AT1002 when
co-administered with bioadhesive polymers and with
pre-treatment with a zonulin antagonist, AT1001.

Materials and Methods
Materials

AT1002 (FCIGRL) and AT1001 (GGVLVQPG; FZI/0)
(>98%) were obtained from Alba Therapeutics Corp. (Balti-
more, MD). Salmon calcitonin, [*C]-inulin (1.2 mCi/g) and
[*H]-saquinavir (1 mCi/uM) were purchased from Calbio-
chem (San Diego, CA), American Radiolabeled Chemicals,
Inc. (St Louis, MO) and Moravek Biochemicals (Brea, CA),
respectively. lota(1)-carrageenan was purchased from FMC
BioPolymer (Newark, DE). Dextrose injection solution was
purchased from Baxter Healthcare Corporation (Deerfield,
IL). Ketamine HCI injection, USP, was purchased from
Bedford Laboratories (Bedford, OH). Xylazine and Na-CMC
were purchased from Sigma Chemical Co. (St Louis, MO).
Polyethylene tubing (PE-50) was obtained from Clay Adams
(Parsippany, NJ). All surgical supplies were purchased from
World Precision Instruments (Sarasota, FL). HPLC-grade
acetonitrile and methanol were obtained from American Bio-
analytical (Natick, MA). All solutions and buffers were pre-
pared with HPLC-grade water and doubly purified with a
Barnstead D3750 (Ellicott City, MD) system and cellulose
nitrate membrane filters (47 mm, 0.2 um, Whatman, Maid-
stone, UK). Universol scintillation counting cocktail was pur-
chased from ICN (Cost Mesa, CA). All other reagents were of
the highest grade commercially available.

Animals

The protocol for the animal studies was approved by the
School of Pharmacy, University of Maryland Institutional
Animal Care and Use Committee. Male Sprague—Dawley
(SD) rats (280-290 g) were purchased from Harlan Labora-
tories (Indianapolis, IN). Rats were housed individually
in cages and allowed to acclimatise for at least 2 days after
arrival. Rats were fed rat chow and water ad libitum and
maintained on a 12-h light : 12-h dark cycle; rats were fasted
overnight prior to the study, with free access to water.
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Preparation of formulations for
intranasal administration

Inulin solutions were obtained by mixing ["*C]-inulin with
5% dextrose solution prior to the addition of each of the bio-
adhesive polymers [inulin/carrageenan (1%w/v) or inulin/
Na-CMC (0.5% w/v)]. AT1002 (5 or 10 mg/kg) was added
to a 5% dextrose solution of the inulin control and the
final solutions were prepared as either inulin/carrageenan/
AT1002 or inulin/Na-CMC/AT1002. The formulations for
each of the low-bioavailability drug (salmon calcitonin,
[*H]-saquinavir) were prepared with mixing calcitonin or
saquinavir with 5% dextrose solution, respectively (calcito-
nin alone, saquinavir alone). After addition of an appropriate
amount of AT1002 (5 or 10 mg/kg) to each drug alone solu-
tion, AT1002 treatment solutions were prepared as calctonin/
AT1002 and saquinavir/AT1002. Solutions, including 1 w/v%
carrageenan, were obtained by mixing carrageenan with each
drug solution and the AT1002 treatment solution, res-
pectively (calcitonin/carrageenan, calcitonin/carrageenan/
AT1002, saquinavir/carrageenan, saquinavir/carrageenan/
AT1002).

For the inhibition study, a solution of ["*C]-inulin in 5%
dextrose (control) or inulin and AT1002 in 5% dextrose
(treatment) was used. The pretreatment solution was pre-
pared by mixing AT1001 with 5% dextrose solution (5% dex-
trose solution of AT1001).

The 5% dextrose is usually used for nasal administration
solution during in vivo studies.””” The concentrations of 1
w/v% carrageenan and 0.5 w/v% Na-CMC, which have
similar viscosities, were determined based on the viscosity,
the dosing volume of the solutions and the pharmaceutical
dose levels of carrageenan in topical formulations up to
2%.5% The doses of the solutions were determined based on
our previous AT1002 studies to compare the effect of bioad-
hesive polymers or pre-treatment of AT1001 (30 uCi/kg
of ["C]-inulin, 80 uCi/kg of [’H]-saquinavir, 5 mg/kg of
AT1002 in the enhancement study; 30 uCi/kg of ["*C]-inulin,
10 mg/kg of AT1002, and 10 mg/kg of AT1001 in the inhibi-
tion study)."'?) The dose of calcitonin (15 mg/kg) was deter-
mined based on the detection levels in the blood sample.?!!
All dosing solutions were prepared immediately prior to
intranasal administration to jugular-cannulated rats.

Intranasal administration of formulations
of AT1002 in the presence of
bioadhesive polymers

Male SD rats were anesthetized with an intra-muscular injec-
tion of ketamine (80 mg/kg) and xylazine (12 mg/kg), and
the jugular vein was cannulated using PE-50 as previously
described.®™ The following formulations were adminis-
tered intranasally to rats (n = 3—4 per group) per molecular
weight marker and low-bioavailability drug: 5% dextrose
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solutions of (1) inulin/carrageenan/AT1002, (2) inulin/
carrageenan, (3) inulin/Na-CMC/AT1002 and (4) inulin/
Na-CMC for the enhancement-inulin study; 5% dextrose
solutions of (1) calcitonin/carrageenan/AT1002, (2)
calcitonin/carrageenan, (3) calctonin/AT1002 and (4) calci-
tonin alone for the enhancement-calcitonin study; and 5%
dextrose solutions of (1) saquinavir/carrageenan/AT1002,
(2) saquinavir/carrageenan, (3) saquinavir/AT1002 and (4)
saquinavir alone for the enhancement-saquinavir study.

The rats were manually restrained in a supine position and
the head was tilted back slightly while the formulations were
instilled into the nostril. The dosing solutions were adminis-
tered via micropipette (Eppendorf, Germany) in a maximum
administered volume (50 p/nostril®*?) considering the
solubility of bioadhesive polymers and AT1002. Extreme care
was taken to avoid membrane damage that could result from
contact with the intranasal mucosa.

Intranasal administration of inulin with
pre-treatment of zonulin antagonist

For the inhibition study, the nasal membranes of jugular
vein-cannulated rats were pre-treated with 5% dextrose solu-
tion of zonulin antagonist (AT1001) by intranasal adminis-
tration. After 30 min of pre-treatment with AT1001, the
following formulations were then administered intranasally
to the pre-treated rats (n =3 per group): 5% dextrose solu-
tions of (1) inulin/AT1002 as an AT1002 solution group and
(2) inulin as a control group. All dosing solutions, including
the pre-treatment AT1001 solution, were administered in the
same administration volume to rats as described above.

Sample analysis

Blood samples (250 pl) were drawn via the jugular cannula
into heparinized syringes at 0, 10, 20, 40, 60, 120, 240 and
360 min for inulin, at 0, 10, 20, 30, 40, 60 and 90 min for the
calcitonin study and at 0, 10, 20, 30, 40, 60, 120, 240 and
360 min for the saquinavir study, respectively, and centri-
fuged (13 000 rpm for 10 min) immediately to obtain the
plasma (100 pl). Scintillation cocktail for the samples of
radiolabeled inulin and saquinavir was added and samples
were analysed for radioactivity by Beckman Coulter LS6500
multi-purpose scintillation counter. For the samples of calci-
tonin, deproteinization was then performed by the addition
of 300 pl of acetonitrile to each tube, followed by vortexing
for 10 s and centrifuging at 8000 g for 20 min. The resulting
supernatants were analysed by a HPLC-MS system (TSQ
Quantum Discovery MAX mass spectrometer system (Finni-
gan MAT, San Jose, CA) as previously described.”*”

Data analysis

The area of the mass peak of salmon calcitonin in SIM
chromatograms was plotted against a calibration curve
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of calcitonin in standard solutions and subsequently
converted to concentration of calcitonin. The amount of
each radiolabeled compound absorbed (inulin, saqui-
navir) was converted to a concentration using the specific
activities of serially diluted solutions of each radiolabeled
stock solution. The pharmacokinetic parameters were calcu-
lated using the non-compartmental analysis Winnolin®
pharmacokinetic software package (Pharsight Inc., Moun-
tain View, CA). The area under the plasma concentration—
time curve (AUC,.) was calculated using the linear
trapezoidal method. Peak plasma concentration of each
compound (Cy,) and time to reach the peak (Tm.) follow-
ing intranasal administration was determined from the
observed data. The enhancement ratio (ER, fold times), for
the pharmacokinetic parameters was calculated from the
formula,

PK arameter-( treatmen
ER = p ter-(treatment) (1)

PKparameter-(contml)

All data were expressed as the mean and standard error of
the mean of the values (mean * SEM). The statistical signifi-
cance of differences between treatments and/or controls were
evaluated using the Student’s t-test and ANOVA followed
by Dunnett’s post-hoc test where appropriate (SPSS for
Windows versions 12.0., SPSS Inc., Chicago, IL), and the level
of significance was set at P < 0.05 or P < 0.01.

The influence of AT1002 on the nasal absorption of drugs

Results

Intranasal administration of inulin
with AT1002 in the presence of
bioadhesive polymers

In the enhancement-inulin study, male SD rats cannulated in
the jugular vein were randomly assigned to receive 5% dex-
trose solutions of (1) inulin/carrageenan/AT1002, (2) inulin/
carrageenan, (3) inulin/Na-CMC/AT1002 and (4) inulin/
Na-CMC. The pharmacokinetic profiles were characterized
for each group and the parameters were calculated using
non-compartmental analysis. Figure 1 shows that the mean
(£SEM) plasma concentration of inulin following adminis-
tration with AT1002 in the presence of each bioadhesive
polymer (inulin/carrageenan/AT1002, inulin/Na-CMC/
AT1002) was significantly higher than each control (inulin/
carrageenan, inulin/Na-CMC) at each time point over
360 min, representing a significant enhancement in the intra-
nasal absorption of inulin with AT1002 in the presence of
each bioadhesive polymer. Table 1 lists the pharmacokinetic
parameters for each group. Statistically significant increases
in Cpa and AUCy 360 min Of inulin were observed for each
AT1002 group. The administration of inulin/carrageenan/
AT1002 led to a 6.89-fold increase in Cx (5.10 £ 0.45 pg/
ml) and a 6.60-fold increase in AUCyssmn (1336 *
57.51 min pg/ml) compared with the control group of
inulin/carrageenan without AT1002 (0.74 = 0.06 ug/ml of

® Inulin/carrageenan/AT1002
O Inulin/carrageenan
6.0 v Inulin/Na-CMC/AT1002
A Inulin/Na-CMC
I** B Inulin/AT1002
5.0 O Inulin alone
E
E’_ I**
< 4.0 1
= *%
E I** I
s 3.0 I**
g I** I** I**
8 ;**
@ 2.0 v IR
E * * %
& v
o
1.04 g
0.0 T T T T T T 1
1020 40 60 120 240 360

Time (min)

Figure 1 Average plasma concentration of ['“CJ-inulin versus time in jugular-cannulated SD rats following the intranasal administration of each
formulation in 5% dextrose solution. Each data point represents the mean = SEM of four rats. Significant difference compared with each control
(*P<0.05, **P < 0.01). (30 uCi/kg of ['“CJ-inulin, 5 mg/kg of AT1002, 1 w/v% of -carrageenan, 0.5 w/v% of Na-CMC) (inulin/AT1002 and inulin alone

were cited from reference ['?).
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Table 1 Pharmacokinetic parameters in jugular vein-cannulated SD rats after intranasal administration of ['“Cl-inulin, salmon calcitonin or
[*H]-saquinavir with AT1002. Each data represents the mean = SEM of three to four rats. Each value in the bracket represents the enhancement ratio of
each pharmacokinetic parameter compared with each control (30 uCi/kg of ["*CJ-inulin, 15 mg/kg of salmon calcitonin, 80 uCi/kg of [°H]-saquinavir,
5 mg/kg of AT1002, 1 w/v% of 1-carrageenan, 0.5 w/v% of Na-CMC)

Cmax (ng/m|) AUC 0-360 min (mm P-Q/mD Tmax (mm)
Inulin/carrageenan/AT1002 (n = 4) 5.10 + 0.45** (6.89-fold) 1336 = 57.51** (6.60-fold) 100.0 + 20.00* (0.36-fold)
Inulin/carrageenan (n = 4) 0.74 = 0.06 202.5 +7.37 280.0 + 40.00
Inulin/Na-CMC /AT1002 (n = 4) 2.63 = 0.49* (4.61-fold) 744.2 + 89.07** (4.55-fold) 180.0 = 91.65 (0.64-fold)
Inulin/Na-CMC (n = 4) 0.57 = 0.06 163.4 = 3.04 280.0 £+ 40.00
Inulin/AT10020? (n = 4) 0.83 = 0.26 (1.26-fold) 224.2 + 56.00 (1.10-fold) 152.0 + 53.67 (3.20-fold)
Inulin alone!™ (n = 4) 0.66 + 0.10 203.4 = 33.94 47.50 = 7.50

Cmax (}lg/m|) AUC 0-90 min (mm ng/m|) Tmax (mlﬂ)
Calcitonin/carrageenan/ AT1002 (n = 3) 5.88 + 0.54** (6.06-fold) 227.6 + 46.16* (4.08-fold) 20.00 + 0.00 (0.60-fold)
Calcitonin/carrageenan (n = 3) 0.97 £ 0.19 55.83 = 12.34 33.33 + 6.67
Calcitonin/AT1002 (n = 4) 1.83 = 0.31 (1.49-fold) 85.54 + 19.26 (1.43-fold) 27.50 = 4.79 (0.85-fold)
Calcitonin alone (n = 4) 1.23 = 0.25 59.82 + 13.53 32.50 = 2.50

Cmax (ng/ml) AUC 0-360 min (mln Mg/mD Tmax (mm)
Saquinavir/carrageenan/AT1002 (n = 4) 23.66 + 3.53** (5.77-fold) 4.32 = 0.47** (3.51-fold) 15.00 + 2.89 (0.19-fold)
Saquinavir/carrageenan (n = 4) 410 = 0.35 1.23 £0.10 77.50 = 26.58
Saquinavir/AT1002 (n = 3) 6.13 + 0.24 (1.02-fold) 1.52 = 0.09 (1.02-fold) 30.00 + 5.77 (1.00-fold)
Saquinavir alone (n = 3) 6.03 £ 0.26 1.49 = 0.03 30.00 = 5.77

*P<0.05, **P<0.01.

Craxs 202.5 = 7.37 min pg/ml of AUCys60mn) (P <0.01).
The enhancement of inulin by AT1002 in the presence of a
bioadhesive polymer was also apparent in the administration
with Na-CMC. The administration of inulin/Na-CMC/
AT1002 increased Cpax and AUCy_s49 min 0f inulin by 4.61-fold
(2.63 = 0.49 ug/ml, P<0.05) and 4.55-fold (744.2 +
89.07 min pg/ml, P <0.01), respectively, over the control
group of inulin/Na-CMC without AT1002 (0.57 =
0.06 pg/ml of Cpax, 163.4 = 3.04 min pg/ml of AUC 360 min)
(Table 1).

Intranasal administration of calcitonin with
AT1002 in the presence of carrageenan

In the enhancement-calcitonin study, the 5% dextrose solu-
tions of (1) calcitonin/carrageenan/AT1002, (2) calcitonin/
carrageenan, (3) calctonin/AT1002 and (4) calcitonin
alone were intranasally administered to male jugular vein-
cannulated SD rats as described above. Figure 2 illustrates
that the mean (£=SEM) plasma concentration of calcitonin
following administration with AT1002 in the presence of car-
rageenan (calcitonin/carrageenan/AT1002) was significantly
higher than other groups (calcitonin/carrageenan, calctonin/
AT1002 and calcitonin alone) at each time point over 40 min,
and no statistical differences were found between each group
except calcitonin/carrageenan/AT1002, indicating a con-
siderable enhancement in the intranasal absorption of calci-
tonin with AT1002 in the presence of carrageenan. The
intranasal absorption enhancement of calcitonin was clearer

in the pharmacokinetic parameters of each group. The
administration of calcitonin/carrageenan/AT1002 led to a
6.06-fold increase in Cpax (5.88 = 0.54 pg/ml, P < 0.01) and a
4.08-fold increase in AUCq 90 min (227.6 = 46.16 min pg/ml,
P <0.05) compared with the control group of calcitonin/
carrageenan without AT1002 (0.97 = 0.19 ug/ml of Cia
55.83 + 12.34 min Ug/ml of AUCs gomn). In addition, the
administration of calcitonin/AT1002 increased Cp.. and
AUCy_90 min Of calcitonin by only 1.49-fold and 1.43-fold with
no statistical differences, respectively, over the control group
of calcitonin alone (Table 1).

Intranasal administration of saquinavir with
AT1002 in the presence of carrageenan

The formulations of saquinavir with or without AT1002
in the presence or absence of carrageenan were intra-
nasally administered to male jugular-cannulated SD rats. The
mean (+=SEM) plasma concentration versus time profiles
following the intranasal administration of saquinavir
formulations are shown in Figure 3. Statistically higher
absorption of saquinavir was found in the group of
saquinavir/carrageenan/AT1002 compared with the control
group of saquinavir/carrageenan without AT1002 at each
sampled time point, representing a significant enhancement
in the intranasal absorption of saquinavir with AT1002 in
the presence of carrageenan (P < 0.01). The administration
of saquinavir with AT1002 in the presence of carrageenan
resulted in a 5.77-fold increase in Cp. (23.66 = 3.53 ng/ml)
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Figure 2 Average plasma concentration of salmon calcitonin versus time in jugular-cannulated SD rats following the intranasal administration of
each formulation in 5% dextrose solution. Each data point represents the mean = SEM of three to four rats. Significant difference compared with
each control (*P < 0.05, **P < 0.01) (15 mg/kg of salmon calcitonin, 5 mg/kg of AT1002, 1 w/v% of 1-carrageenan).
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Figure 3 Average plasma concentration of [*H]-saquinavir versus time in jugular-cannulated SD rats following the intranasal administration of each
formulation in 5% dextrose solution. Each data point represents the mean = SEM of three to four rats. (80 uCi/kg of [*H]-saquinavir, 5 mg/kg of
AT1002, 1 W% of 1-carrageenan; **P < 0.01).
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and a 3.51-fold increase in AUC; 30 min (4.32 * 0.47 min
pg/ml) compared with the control group of saquinavir/
carrageenan (4.10 = 0.35 ng/ml of Cuayo 1.23 = 0.10 min
pg/ml of AUC.360min) (P <0.01). However, AT1002 in the
absence of carrageenan did not produce a statistic enhance-
ment in the permeation of saquinavir in the group of
saquinavir/AT1002 over the control group of saquinavir alone
(1.02-fold increase in both C,.x and AUCy_ss0 min) (Table 1).

Intranasal administration of inulin with
pre-treatment of zonulin antagonist

In the inhibition study, formulations of inulin/AT1002 and
inulin alone were administered intranasally to male jugular
vein-cannulated SD rats at 30 min after pre-treatment with
zonulin antagonist (AT1001) solution. As shown in Figure 4,
the nasal administration of inulin/AT1002 with pre-treatment
of AT1001 resulted in increased concentrations of inulin com-
pared with the formulation of inulin without AT1002 after
pre-treatment of AT1001 (inulin alone with pre-treatment) at
each time point over 360 min. In addition, the administration
of inulin/AT1002 with pre-treatment produced 1.56-fold
and 1.55-fold increases in Cpax and AUCys60min Of inulin,
respectively, over inulin alone with pre-treatment.

When the administration of inulin/AT1002 with pre-
treatment was compared with the reported results from our
previous inulin study'? with the same dose of inulin and
AT1002 but no pre-treatment, there was significantly less

Keon-Hyoung Song and Natalie D. Eddington

enhancement of inulin than in the administration of inulin/
AT1002 without pre-treatment.!'? In addition, there was no
statistical difference of inulin concentration from the admin-
istration of inulin without pre-treatment.""? In addition, the
administration of inulin alone with pre-treatment showed no
statistical difference in inulin concentration at each time
point except 10 min, but showed a tendency for less inulin
enhancement at all sampled time points compared with the
administration of inulin alone without pre-treatment'?)
(Table 2, Figure 4).

Discussion

The goal of permeation enhancers is to overcome the tight
junction barriers across cellular membranes to significantly
increase the amounts of therapeutic agents that can reach the
systemic circulation and/or target tissue after dosing. In pre-
vious studies Zot and delta G were found to be promising
permeation enhancers that modulated tight junctions in
a non-toxic manner.*"” Recent studies have shown that
AT1002, the fragment of delta G, also possesses permeation-
enhancing effects with no toxicity.""*! Promising results
were observed when AT1002 (5-10 mg/kg) enhanced the
transport of inulin by 1.10-2.92-fold in AUC,., after intrana-
sal administration to rats."? For this reason an enhancement
study using bioadhesive polymers was conducted to investi-
gate the effect of AT1002 on the nasal absorption of mole-
cular weight markers and low bioavailable agents.

@ Inulin/AT1002 with pre-treatment
o Inulin alone with pre-treatment

*

3.0,
w Inulin/AT1002 without pre-treatment
A Inulin alone without pre-treatment
2.5
E
[s)
= 2.04
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Figure 4 Average plasma concentration of [“CJ-inulin versus time in jugular-cannulated SD rats following the intranasal administration of each
formulation. Rats were pre-treated with zonulin antagonist (AT1001) for 30 min before the intranasal administration. Each data point represents
mean + SEM of three rats. Significant difference compared with each control (*P < 0.05, **P < 0.01). (30 uCi/kg of ['“CJ-inulin, 10 mg/kg of AT1002,
10 mg/kg of AT1001) (inulin/AT1002 and inulin alone without pre-treatment were cited from referencel'?).
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Table 2 Mean *= SEM of pharmacokinetic parameters of ['*Cl-inulin, following intranasal administration with or without AT1002 to jugular
vein-cannulated SD rats (n = 3). Rats were pre-treated with zonulin antagonist (AT1001) for 30 min before each intranasal administration. Significant
difference compared with each control (30 uCi/kg of [**CJ-inulin, 10 mg/kg of AT1002, 10 mg/kg of AT1001)

Crnax (ng/ml)

AUC 6360 min (mln ug/ml) Trnax (mm)

Inulin/AT1002 with pre-treatment 959.5 + 77.41* (1.56-fold)

Inulin alone, with pre-treatment 615.3 = 90.36
Inulin/AT10021"? (no pre-treatment) 2066 * 517.8* (3.15-fold)
Inulin alone!™ (no pre-treatment) 656.5 + 100.7

262.7 = 18.19* (1.55-fold) 40.00 = 11.55 (0.28-fold)

169.8 £ 17.79 143.3 = 50.44
594.9 + 168.9* (2.92-fold) 167.5 + 80.35 (3.53-fold)
203.4 £ 33.94 47.50 = 7.50

*P<0.05.

The enhancement study showed that the nasal administra-
tion of molecular weight marker and low-bioavailability
drugs with AT1002 in the presence of bioadhesive polymers
resulted in significant increases in Cp. and AUC,. over
each control, respectively. The administration of inulin with
AT1002 led to statistically significant 6.89- and 6.60-fold
increases in Cpax and AUCy.360 min (P < 0.01) in the presence of
carrageenan (inulin/carrageenan/AT1002) over the control
(inulin/carrageenan), and produced significant 4.61- and
4.55-fold increases in Cp.x (P<0.05) and AUCq.360 min
(P<0.01) in the presence of Na-CMC (inulin/Na-CMC/
AT1002) over the control (inulin/Na-CMC), respectively.
Furthermore, each nasal administration of calcitonin
and saquinavir with AT1002/carrageenan (calcitonin/
carrageenan/AT1002, saquinavir/carrageenan/AT1002) re-
sulted in statistically significant 6.06-, 5.77-fold increases in
Cmax (P<0.01) and 4.08-, 3.51-fold increases in AUC.
(P<0.05 for calcitonin, P<0.01 for saquinavir) over the
control (calcitonin/carrageenan, saquinavir/carrageenan),
respectively. In addition, the permeation enhancement ratios
of inulin (30 uCi/kg, 6.60-fold increase of AUC.560min) OF
saquinavir (80 nCi/kg, 3.51-fold increase of AUC.360 min) With
AT1002 (5 mg/kg, 7.06 X 10~° mol/kg) in the presence of car-
rageenan were comparable or superior to the ratios with Zot
or delta G when the differences of the administration doses
and routes were disregarded. Zot (0.89 x 107'° mol/ml)
increased the permeability of inulin by 6.24-fold across
Caco-2 cell monolayers,” and delta G (6.00 x 10~* mol/kg)
enhanced the transport of inulin (30 uCi/kg) and saquinavir
(120 pCi/kg) by 6.56- and 1.03-fold of AUC,.,, respectively,
after intraduodenal administration with protease inhibitors
to rats.>!"!

However, the permeation of the same dose of inulin with
AT1002 but no bioadhesive polymer (inulin/AT1002,")
or with bioadhesive polymers but no AT1002 (inulin/
carrageenan, inulin/Na-CMC) was increased by only 1.26-,
1.13-, 0.87-fold of Cu. and 1.10-, 1.00-, 0.80-fold of
AUC; 360 min OVer the control (inulin alone,), respectively.
These results are in accordance with the results of a calcitonin
and saquinavir study which showed that the permeation
of calcitonin or saquinavir with AT1002 or carrageenan

(calcitonin/AT1002, calcitonin/carrageenan, saquinavir/

© 2011 The Authors. JPP © 2011

AT1002, saquinavir/carrageenan) was not increased statisti-
cally (0.68-fold—1.49-fold of Ciy 0.83-fold to 1.43-fold of
AUC,.,) over each control (calcitonin alone, saquinavir alone).

These results obviously indicate that AT1002 alone (5 mg/
kg) and bioadhesive polymer alone did not sufficiently
increase the permeation of inulin, calcitonin or saquinavir,
but the bioadhesive polymer enhanced the permeation-
enhancing effect of AT1002, thereby significantly increasing
the absorption of each drug. The significant enhancement
of drugs with AT1002 in the presence of the bioadhesive
polymer and the temporal decreased tendency of drugs in the
presence of bioadhesive polymer alone (without AT1002)
could be explained if carrageenan and Na-CMC have enzyme
inhibitory activity together with bioadhesive activity. It is
known that some bioadhesive polymers like chitosan and
polyacrylic acids have enzyme inhibitory activity.***! Thus,
the bioadhesive activity of carrageenan and Na-CMC might
increase the membrane adhesion of drugs and the perme-
ation enhancer (AT1002). This may extend the release and
delay drug absorption, which is in accordance with these
results, while increasing the specific binding of AT1002 to the
putative receptor of zonulin on the tight junctions. Also, the
enzyme inhibitory activity of the bioadhesive polymer might
protect the nasal enzymatic degradation of AT1002 (six-mer
peptide), although the nasal mucosa has lower enzymatic
activity than the gastrointestinal tract.?**”

Figures 1 to 3 display significant enhancement of drugs
by AT1002/bioadhesive polymer, and also illustrate no sta-
tistical differences between drug/AT1002, drug/bioadhesive
polymer and drug alone at each time point. Furthermore,
no statistical difference in drug concentrations between the
formulations of drug/bioadhesive polymer and drug alone
suggests that the bioadhesive polymer itself did not alter
the nasal membranes, so the concentrations of bioadhesive
polymers used may not have had any cytotoxic effects
on the nasal membrane. The safety of carrageenan and
Na-CMC at the nasal membrane is also supported by previ-
ous reports. Carrageenan compounds are on the US Food
and Drug Administration GRAS (Generally Recognized
as Safe) list of products for topical applications,”**! and are
used in topical formulations at dose levels of up to 2%
(~30 mg) in the pharmaceutical industry.”" 1-Carrageenan
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was also reported to be a safe compound in the form of
nasal spray.””’ CMC caused no ciliary erosion in the nasal
cavity, and CMC is known to be an intranasal mucoadhesive
platform for use in non-chronic and sub-chronic disease
conditions.*#!

In the inhibition study, the nasal administration of inulin/
AT1002 with pre-treatment produced only 1.56-fold and
1.55-fold increases in Cp.x and AUCq.36 min 0f inulin over the
administration of inulin without AT1002 with pre-treatment
(inulin alone with pre-treatment). The administration of
inulin alone with pre-treatment resulted in a decrease of 0.46-
fold and 0.44-fold decreases in Cpax and AUCy_s360 min Of inulin
compared to our previously reported results for inulin/
AT1002 without pre-treatment.!'” In addition, the plasma
concentrations of inulin at each time point after the admi-
nistration of inulin/AT1002 with pre-treatment were not
statistically different from those of the formulation of
inulin without pre-treatment (inulin alone without pre-
treatment'”?). Thus, the permeation-enhancing effect of
AT1002, which was significant in non-pre-treatment, dimin-
ished with pre-treatment of AT1001, thereby reducing the
enhancement of inulin. This supports the hypothesis that
AT1002 exerts its permeation-enhancing effect through acti-
vation of PAR-2 via specific binding to the putative receptor
of zonulin. Namely, the four amino acid sequence *-IGRL-" of
AT1002, identified as part of the binding domain in zonulin
receptor,”! was identical to that observed in the PAR-2
agonists (i.e. SLIGRL, fur-LIGRL),""! and the receptor of
zonulin action involving PAR-2 activation, which increases
the permeability, was inhibited by zonulin antagonist,”?' like
AT1001.2" These results are also supported by a study which
showed that pre-treatment with the zonulin antagonist
AT1001 blocked increased monolayer permeability™*!! and its
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responses.*?!

Conclusions

The results of this paper demonstrate that bioadhesive poly-
mers like carrageenan and Na-CMC do not sufficiently
increase the absorption of molecular weight markers when
administered alone, but enhance the permeation when
co-administered with AT1002, thereby significantly increas-
ing the absorption of molecular weight marker and low
bioavailable therapeutic agents. Pre-treatment of AT1001
antagonized the zonulin receptor and significantly decreased
the permeation-enhancing effect of AT1002. These findings
will assist in understanding of the permeation-enhancing
capability and the receptor binding of AT1002. Further, the
approach of the administration of AT1002 with the bioadhe-
sive polymer, carrageenan, supports the development of
mucosal drug delivery systems for low bioavailable therapeu-
tic agents co-formulated with bioadhesive agents to increase
systemic bioavailability.
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