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Abstract: Acyclovir (ACV) is one of the most used antiviral drugs for the treatment of herpes simplex
virus infections and other relevant mucosal infections caused by viruses. Nevertheless, the low
water solubility of ACV limits both its bioavailability and antiviral performance. The combination of
block copolymer micelles and cyclodextrins (CDs) may result in polypseudorotaxanes with tunable
drug solubilizing and gelling properties. However, the simultaneous addition of various CDs
has barely been investigated yet. The aim of this work was to design and characterize ternary
combinations of Pluronic®F127 (PF127), αCD and βCD in terms of polypseudorotaxane formation,
rheological behavior, and ACV solubilization ability and controlled release. The formation of
polypseudorotaxanes between PF127 and the CDs was confirmed by FT-IR spectroscopy, X-ray
diffraction, and NMR spectroscopy. The effects of αCD/βCD concentration range (0–7% w/w) on
copolymer (6.5% w/w) gel features were evaluated at 20 and 37 ◦ C by rheological studies, resulting in
changes of the copolymer gelling properties. PF127 with αCD/βCD improved the solubilization of
ACV, maintaining the biocompatibility (hen’s egg test on the chorio-allantoic membrane). In addition,
the gels were able to sustain acyclovir delivery. The formulation prepared with similar proportions of
αCD and βCD provided a slower and more constant release. The results obtained suggest that the
combination of Pluronic with αCD/βCD mixtures can be a valuable approach to tune the rheological
features and drug release profiles from these supramolecular gels.
Keywords: Pluronic®F127; cyclodextrins mixture; acyclovir; polypseudorotaxanes; solubilization;
controlled release

1. Introduction
Acyclovir (ACV), 2-amino-1,9-dihydro-9-[(2-hydroxyethoxy)methyl]-6H-purin-6-one (Figure 1) is
a purine nucleoside with an amphoteric behavior due to the presence of two ionizable groups that can
be deprotonated or protonated as a function of the pH of the solution. Below pH 2.4, the basic group is
charged positively, while the acidic group is charged negatively above pH 9.5. Thus, ACV neutral form
predominates in the pH range of 3–8.5 [1]. ACV is a first line drug in the treatment of viral infections
caused by herpes simplex viruses (HSV), Epstein–Barr virus (EBV), varicella zoster virus (VZV),
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covering a wide range of weight ratios in terms of polypseudorotaxane formation, rheological behavior,
and ACV solubilization ability and controlled release.
2. Materials and Methods
2.1. Materials
All reagents and solvents were of analytical grade and used without prior purification.
MilliQ®water was used throughout the experiments. Pluronic®F127 (PF127, EO100 –PO69 –EO100 ,
12,600 Da) was purchased from Sigma–Aldrich (St. Louis, MO, USA), αCD and βCD from Wacker
(Burghausen, Germany), and ACV from Roig Pharma (Barcelona, Spain). The sodium citrate/citric acid
buffer solution was prepared as reported in the European Pharmacopoeia [27], and its pH was fixed at
4.9 (pH-meter CRISON, model GLP22, Barcelona, Spain).
2.2. Gel Preparation
PF127 solution at 13% w/w was prepared according to the “cold method” [28]. Specific amounts of
copolymer were added to citrate buffer. The solution was kept under stirring in an iced bath for 24–36 h
until it became clear, and then stored at 4 ◦ C. Gels containing ACV were similarly prepared by adding
4.5 g ACV to 40.5 g of PF127 (13% w/w) solution and kept under stirring for 24–36 h. The αCD/βCD
dispersions (0–14% w/w total concentration) were prepared adding specific amounts of each CD to
citrate buffer and kept under heating (50 ◦ C) for several hours. Then, 5 mL of PF127 (13% w/w) solution
was mixed with 5 mL of αCD/βCD solution to obtain systems covering a wide range of weight ratios
(Table 1). They were immediately transferred to 4 ◦ C for 24 h and then stored at room temperature for
at least 48 h before measurements.
Table 1. Composition of gels prepared with PF127 and αCD/βCD mixtures with and without ACV.
Pluronic®F127 (%, w/w)

αCD (%, w/w)

βCD (%, w/w)

ACV (%, w/w)

6.5
6.5
6.5
6.5
6.5
6.5
6.5
6.5
6.5

0
7
6
5
4
3
2
1
0

0
0
1
2
3
4
5
6
7

0/5
0/5
0/5
0/5
0/5
0/5
0/5
0/5
0/5

2.3. X-Ray Diffraction and FT-IR Spectroscopy
XRD diffraction patterns of powders obtained from PF127-CDs dispersions dried at 50 ◦ C for
three days were recorded at room temperature using a powder diffractometer fitted with Philips
PW1710 control unit, vertical Philips PW1820/00 goniometer and FR590 Enraf Nonius generator.
The instrument was equipped with a graphite diffracted beam monochromator and copper radiation
source (λ(Kα1) = 1.5406Å), operating at 40 kV and 30 mA. The X-ray powder diffraction patterns
(XPRD) were collected by measuring the scintillation response to Cu Kα radiation versus the 2θ value
over a 2θ range of 3–30◦ , with a step size of 0.02◦ and counting time of 2 s per step.
FT-IR spectra were recorded using KBr disks in a FTIR Varian 670-IR. The scanning range was
4000–500 cm−1 with a resolution of 4 cm−1 .
2.4. NMR Studies
Formulations reported in Table 1 were dried at 40 ◦ C and the obtained powders were dissolved
in D2 O (Sigma-Aldrich, St. Louis, MO, USA). All spectra were recorded on a Bruker Avance III HD
600 MHz equipped with cryoprobe. The 1 D spectra were acquired with 16 K and zero-filled to 32 K
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data points for each preparation. 1 H chemical shifts were recorded at 300 K, at pH = 4.9, and referenced
to external TMS (δ = 0 ppm). Although two-dimensional phase-sensitive NOESY (Nuclear Overhauser
Effect SpectrscopY) and ROESY (Rotating frame Overhauser Effect SpectroscopY) spectra were collected
using the States and Haberkorn method [29] with mixing times of 100 and 150 ms, respectively, no
significant Nuclear Overhauser Enhancements were detected. Water suppression, when necessary, was
achieved using the DPFGSE (Double Pulsed Field Gradient Spin Echo) sequence [30]. The hydrodynamic
properties of all samples were estimated using the translational diffusion coefficient (Dt) measured by
pulsed-field gradient spin-echo DOSY(Diffusion Ordered SpectroscopY) experiments [31], with time
interval (∆) set to 100 ms and gradient pulse (δ) to 4 ms. A total of 32 gradient increments, linearly
varied from 2% to 95%, were collected with 32 scans for each increment. Typically, 64 transients of
4 K data points were collected for each of the 256 increments; the data were zero filled to 1 K in ω1.
Squared shifted sine-bell functions were applied in both dimensions prior to Fourier transformation
and baseline correction. The data were processed and analyzed using the TopSpin 3.5 (Bruker, Billerica,
MA, USA) and CARA software (version 1.7.1, downloaded from cara.nmr.ch) [32].
2.5. Rheological Studies
The rheological behavior of the PF127-CD dispersions was evaluated using a Rheolyst AR-1000
N rheometer (TA Instruments, New Castle, UK), equipped with an AR2500 data analyzer and fitted
with a Peltier plate. The storage (G’) and loss (G”) moduli were recorded at 20 and 37 ◦ C using a
cone-plate geometry (diameter 6 cm, angle 2◦ ) applying a frequency sweep in the 0.10–50 rad/s range.
Furthermore, the moduli were recorded at 5 rad/s in a temperature ramp of 2 ◦ C/min from 20 to 37 ◦ C.
2.6. Phase Solubility Studies
ACV was added in excess (50 mg) to vials containing 8 mL of PF127 (2–13%) or αCD/βCD
(0–7%) solutions prepared in citrate buffer at pH 4.9. The vials were then sealed and thermostatically
shaken at 25 ◦ C for the PF127 solutions and at 40 ◦ C for CDs solutions for five days. This amount of
time was sufficient to reach equilibrium [33,34]. Subsequently, aliquots were filtered using a syringe
through 0.22 µm Millipore®cellulose acetate membrane filters (Teknokroma, Sant Cugat del Vallès,
Spain), diluted in water/ethanol 50:50 vol/vol, and analyzed by UV spectrophotometry at 252 nm.
All experiments were performed in triplicate.
2.7. HET-CAM Assay
The HET-CAM (Hen’s Egg Test Chorio Allantoic Membrane) test was performed using fertilized
hen’s eggs (50–60 g; Coren, Santa Cruz de Arrabaldo, Spain) incubated at 37 ◦ C and 60% relative
humidity for 8 days, as described previously [35]. Then, a circular cut of 1 cm in diameter was made
on the wider edge of each egg (air chamber) and the inner membrane was moistened with NaCl 0.9%
solution for 30 min. Then, the NaCl 0.9% solution and the membrane were removed to expose the
chorioallantoic membrane (CAM). Volumes of 300 µL of PF127 6.5% + ACV 5% and PF127 6.5% –
αCD/βCD + ACV 5% dispersions (compositions as in Table 1) were placed on the CAM of various eggs.
Also, NaCl 0.9% and NaOH 0.1 N solutions were used as negative and positive controls, respectively.
The vessels of CAM were monitored for 5 min, under white light, to record the time of appearance of
hemorrhage (Th), vascular lysis (Tl), or coagulation (Tc). The irritation score (IS) was calculated, as
previously reported [35], as follows
IS = [(301 − Th) × 5/300] + [(301 − Tl) × 7/300] + [(301 − Tc) × 9/300]
2.8. ACV Release Tests
Permeation studies were carried out in triplicate, with ACV 2% solubilized in buffer, PF127 6.5%,
PF127 6.5% + βCD 7%, PF127 6.5% + αCD 3%/βCD 4%, PF127 6.5% + αCD 5%/βCD 2%, and PF127
6.5% + αCD 7% formulations. The receptor compartment of the Franz cell was filled with citrate
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buffer pH 4.9 (6 mL), which was kept under magnetic stirring at 200 rpm and 37 ± 1 ◦ C. A cellulose
nitrate membrane of 0.45 µm with a diameter of 25 mm was placed between the donor and the
receptor compartment (area available for permeation: 0.785 cm2 ). Aliquots (1 mL) of each solution
were poured in the donor compartments. At given time intervals for six hours, samples (1 mL) of
receptor medium were taken and immediately replaced with an equal volume of fresh citrate buffer.
The absorbance of the samples was measured at 252 nm (UV/VIS spectrophotometer Agilent 8453,
Waldbronn, Germany) and ACV concentration was calculated after suitable dilution in ethanol:water
50/50 v/v medium. The permeability coefficient, Peff, was estimated from the slope of the amount
of ACV in the receptor compartment per unit area versus the time, for the first four hours of the
experiment. The diffusion coefficient, D, was estimated from the slope of the plots of the amounts of
ACV in the receptor compartment versus the square root of time as follows [36]:
M/A = 2·C0 ·(D/π)0.5 ·t0.5
where M is the amount of ACV accumulated in the receptor compartment, A is the diffusion area,
and C0 is the concentration of ACV in the formulation.
2.9. Statistical Analysis
Differences in ACV solubility, Peff and D among the formulations were analyzed using ANOVA
followed multiple range test (Statgraphics Centurion 18, StatPoint Technologies Inc., Warrenton,
VA, USA).
3. Results and Discussion
3.1. Polypseudorotaxanes Formation and Characterization in Solid State
As soon as the Pluronic and αCD/βCD dispersions were mixed, the systems became progressively
turbid dispersions or white gels. It should be noted that the starting αCD and βCD dispersions
at 14% were not solutions but fine suspensions, and therefore the mixtures were prepared while
keeping the suspensions heated at 50 ◦ C under stirring for a homogeneous sampling of the aliquouts.
Heating favored CD solubility and the inclusion of the block copolymer into the CD cavity [22].
Systems containing the highest αCD concentrations tested (6% or 7%) transformed into gels either at
4 ◦ C or at room temperature in a few hours, but two phases were macroscopically observed after 48 h
storage: a clear low viscosity phase on the top of a white gel phase. In contrast, as the proportion of βCD
increased, the systems did not show separation in two macroscopic phases but the white viscous gel
became less viscous. The visualization of two phases in the PF127/αCD 7% system suggested that the
polypseudorotaxanes were somehow collapsed and could not form a complete 3D supramolecular gel
filling the whole volume of the dispersion. This phase separation was not observed in previous reports
on PF127/αCD polypseudorotaxanes prepared in pure water [37–40] and may be caused by an enhanced
aggregation of the αCDs in the buffer pH 4.9 used to prepare the formulations. This acid pH adversely
affects the solubility of the αCDs but is preferable for topical skin formulations. It should be also noted
that in the PF127 6.5%–αCD 7% system the EO:αCD molar ratio was approx. 14:1, while in the PF127
6.5%–βCD 7% system the PO:βCD molar ratio was approx. 5.6:1. Both molar ratios were well above
the 2:1 stoichiometry reported for EO:αCD and PO:βCD complex formation [22,41], which means that
there are CD-free regions in the copolymer chains. Therefore, the designed supramolecular gels may
be formed by a mixture of polymeric nanomicelles and aggregates of nanosized polypseudorotaxanes
that assemble forming interconnected macrostructures [22,41,42].
Samples of the prepared formulations were dried and first characterized by means of X-ray
diffraction (XRD) and FT-IR spectroscopy. The inclusion complex formation between PEO and
PPO blocks of the Pluronic with αCD and βCD, respectively, was confirmed with wide-angle X-ray
diffraction studies. The characteristic peaks of PF127 (Figure 2A) appeared at diffraction angles of
19.19 and 23.31◦ 2 θ [37]. In presence of high concentrations of αCD (i.e., 7% αCD and αCD 6%/βCD
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confirming
that
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Furthermore,
the peaks
3439 cm became broader as αCD concentration increased (Figure 2B), which
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−1 became broader as αCD concentration increased (Figure
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2888
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3439
due
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stretching
bands
thecm
EO units
included in the αCD cavity [28]. Therefore, the FT-IR
2B),
which could
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to the
bands
for the
EOXRD
unitsand
included
in the
cavityof[28].
spectroscopy
results
agree
wellstretching
with those
obtained
from
indicate
the αCD
formation
two
Therefore,
the
FT-IR
spectroscopy
results
agree
well
with
those
obtained
from
XRD
and
indicate
the
different species of polypseudorotaxanes that coexist when αCD and βCD are simultaneously present.
formation of two different species of polypseudorotaxanes that coexist when αCD and βCD are
3.2. NMR Studies
simultaneously
present.
NMR studies were carried out for PF127 6.5% dispersion in the presence and the absence of
αCD or βCD 7% (Figure 3). The dispersions were prepared in citrate buffer (Table 1), dried and
redispersed in D2 O. We have previously observed that the drying step does not significantly modify
the NMR results in this kind of systems [40]. The use of D2 O instead of H2 O:D2 O mixtures may lead
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Figure 3. 1 H-NMR spectra of PF127 6.5% solely and with αCD 7% or βCD 7%. The insert shows the
Figure 3. 1H-NMR spectra of PF127 6.5% solely and with αCD 7% or βCD 7%. The insert shows the
expanded region assigned to –CH2 –CH2 – of EO. The scheme of CD monomer stereo-configuration is
expanded
region assigned to –CH2–CH2– of EO. The scheme of CD monomer stereo-configuration is
also
reported.
also reported.

In particular, PF127 with αCD 7% showed a chemical shift of the PEO signal from 3.654 to 3.653
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theparticular,
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the hyperfine
structurea of
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the
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and
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confirming
the preferential
interaction
of PEO
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[41]. Accordingly,
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with αCD
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to αCD, while the one at lower field to βCD. These signals did not show significant changes in the
αCD, while
onedifferent
at lowerformulations.
field to βCD. These signals did not show significant changes in the
chemical
shiftthe
in the
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PEO
signal,
in
presence
proportion of PPO groups became complexed as the βCD concentration augmented. The PEO signal,
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shift
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of ratios,
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α/β ratios,
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shifts withvalues
intermediate
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recorded
when
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of
αCD
7%
and
the
one
recorded
when
in
presence
of
βCD
7%
(Figure
3).
chemical shift recorded when in presence of αCD 7% and the one recorded when in presence of βCD
In
the
different
formulations,
both
CDs
showed
similar
diffusion
coefficients
thus
demonstrating
7% (Figure 3b). In the different formulations, both CDs showed similar diffusion coefficients thus
that
both were interacting
withinteracting
PF127. Altogether,
these
data indicate
thethat,
PPOwhile
portion
demonstrating
that both were
with PF127.
Altogether,
thesethat,
datawhile
indicate
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isPPO
threaded
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interact
simultaneously
with
both
CDs
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with both
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hetero-polypseudorotaxanes.
3.3. Rheological Properties
of the
hetero-polypseudorotaxane formation on the viscoelastic properties of the PF127
3.3. Effects
Rheological
Properties
systems were then investigated (Figure 5). In the absence of CDs, PF127 6.5% solely dispersion behaved
Effects of the hetero-polypseudorotaxane formation on the viscoelastic properties of the PF127
as a viscous system showing low G” values and negligible G’. PF127 dispersions require higher
systems were then investigated (Figure 5). In the absence of CDs, PF127 6.5% solely dispersion
copolymer concentration to undergo sol-to-gel transition at physiological temperature [14,45,46]. Thus,
behaved as a viscous system showing low G” values and negligible G’. PF127 dispersions require
polypseudorotaxane formation may enhance the consistency and the permanence on the application
higher copolymer concentration to undergo sol-to-gel transition at physiological temperature
site of formulations comprising a relatively low concentration of block copolymer, which may be a safer
[14,45,46]. Thus, polypseudorotaxane formation may enhance the consistency and the permanence
strategy. Furthermore, polypseudorotaxane gels erode more slowly under physiological conditions
on the application site of formulations comprising a relatively low concentration of block copolymer,
than copolymer-solely gels [47].
which may be a safer strategy. Furthermore, polypseudorotaxane gels erode more slowly under
physiological conditions than copolymer-solely gels [47].
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3.4.
Phase Solubility
Solubility Studies
Studies
3.4. Phase
The intrinsic solubility of ACV in water was 1.2 mg/mL as reported in literature [10], while the
solubility in the buffer pH 4.9 resulted
resulted to be 27.4
27.4 mg/mL
mg/mL (i.e.,
(i.e., 0.12
0.12 M).
M). The
The solubility
solubility values of ACV
in PF127 dispersions and in solutions of αCD/βCD
at
different
weight
ratios
αCD/βCD
weight ratios are
are summarized
summarized in
Table
2.
Only
the
formulation
prepared
combining
αCD
4%/βCD
3%
increased
the
apparent
Table 2. Only the formulation prepared combining αCD 4%/βCD 3% increased the solubility
apparent
of
ACV (36.0
mg/mL,
M). This
means
ACV
was
not was
prone
be encapsulated
in PF127
solubility
of ACV
(36.00.16
mg/mL,
0.16 M).
Thisthat
means
that
ACV
nottoprone
to be encapsulated
in
polymeric
micelles
in
agreement
with
studies
carried
out
with
other
amphiphilic
copolymers
[48].
PF127 polymeric micelles in agreement with studies carried out with other amphiphilic copolymers

[48]. Inclusion complex formation of ACV with CDs, although feasible, has been reported to cause
minor enhancements in apparent solubility [49].
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Inclusion complex formation of ACV with CDs, although feasible, has been reported to cause minor
enhancements in apparent solubility [49].
Table 2. Solubility of ACV in presence of buffer, PF127 micelles and αCD/βCD solutions at different
weight ratios expressed with their standard deviations (SDs). Mean values and, in parenthesis, standard
deviations (n = 3).
Medium

ACV Apparent Solubility (mg/mL)

Buffer pH 4.9
PF127 2%
PF127 3%
PF127 4%
PF127 6.5%
PF127 8%
PF127 13%
αCD 7%
αCD 6%/βCD 1%
αCD 5%/βCD 2%
αCD 4%/βCD 3%
αCD 3%/βCD 4%
αCD 2%/βCD 5%
αCD 1%/βCD 6%
βCD 7%

27.4 (0.1)
18.9 (0.5)
19.7 (0.3)
18.8 (1.4)
16.7 (0.2)
14.8 (0.2)
12.6 (1.3)
22.5 (2.8)
26.4 (1.1)
24.7 (0.1)
36.0 (0.1)
26.7 (0.1)
26.3 (0.1)
25.9 (0.1)
21.7 (3.6)

3.5. HET-CAM Test
HET-CAM (Hen’s Egg Test Chorio-Allantoic-Membrane) assay is an useful approach to evaluate
the cytotoxicity and the irritation of chemicals, considering that the test mimics vascular changes in
the chorioallantoic membrane, an analog for ocular conjuntiva [50,51]. Furthermore, this approach
can be useful to evaluate primary cutaneous irritation also for topical formulations, providing indices
of biocompatibility for a given material [52]. Control studies using 0.9% NaCl as a negative control
led to IS values of 0.0, while with respect to the 0.1 N NaOH as positive control, the IS value was 21.
Values below 0.9 indicate non-irritant behavior, while above 10 correspond to highly irritant substances.
All formulations performed as the negative control, which means that they do not cause hemorrhage,
vascular lysis, or coagulation, and thus may be tolerated by ocular tissues and skin.
3.6. ACV Release Tests
Diffusion of ACV from the formulations was investigated for a fix drug concentration of 20 mg/mL
in order to ensure its complete solubilization. The experiments were recorded in Franz vertical cells.
Compared to the buffer, all formulations showed more sustained release (Figure 6). The permeability
coefficient, Peff, was estimated from the slope of the amount of ACV released per unit area versus the
time for the first four hours of the experiment, while the diffusion coefficient, D, was estimated from
the slope of the plots of the amount of ACV released per unit area versus the square root of time for the
whole test period (goodness of the fitting, r > 0.98) (Table 3).
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Figure 6. Acyclovir diffusion profiles from citrate buffer, PF127 6.5% dispersion, and PF127 6.5%
polypseudorotaxane formulations with αCD/βCD at various ratios.
Table 3. Permeability coefficient, Peff, and diffusion coefficient, D, of ACV. Mean values and, in
parenthesis, standard deviations (n = 3).
Formulation

Peff (cm/s)

Buffer pH 4.9
PF127 6.5% dispersion
PF127 + βCD 7%
PF127 + αCD 3%/βCD 4%
PF127 + αCD 5%/βCD 2%
PF127 + αCD 7%

54.3 × 10−6
8.4 × 10−6
8.6 × 10−6
10.7 × 10−6
12.5 × 10−6
10.6 × 10−6

D (cm2 /s)
70.9 × 10−6
1.76 × 10−6
1.77 × 10−6
2.95 × 10−6
4.24 × 10−6
5.38 × 10−6

(17.8 × 10−6 )
(0.09 × 10−6 )
(0.43 × 10−6 )
(0.63 × 10−6 )
(0.59 × 10−6 )
(0.13 × 10−6 )

The gel formulations showed significantly lower values of Peff and D compared to the free
ACV dispersed in the buffer solution (F5,12 = 43.25; p < 0.0001). A detailed comparison among
formulations also revealed statistically significant differences (F4,10 = 14.89; p < 0.0003). Specifically,
D values recorded for PF127 6.5% dispersion and PF127 + βCD 7% polypseudorotaxane formulation
were significantly lower than those recorded for PF127 + αCD 5%/βCD 2% and PF127 + αCD 7%
polypseudorotaxane formulations (p < 0.001). The PF127 + αCD 3%/βCD 4% formulation showed an
intermediate behavior. This means that ACV moves faster in the gels in which αCD plays the main role
in the polypseudorotaxane formation; that is to say, the gels in which there are more three-dimensional
connections among the ends of the Pluronic chains. This network may have large pores between
Pluronic chains as they are forced to be extended due to the threading of the αCD units along the
PEO blocks to subsequently form inter-polypseudorotaxane tie-junctions. Differently, in the PF127
6.5% dispersion and PF127 + βCD 7% polypseudorotaxane formulation the dominant species should
be individualized micelles and a mixture of micelles and unimers threaded by βCD, respectively.
A high concentration of movable bulky species seems to hinder more efficiently the movement of
ACV in spite of what was seen in the macroviscosity of the formulations; namely, G’ and G” values of
PF127 + αCD 5%/βCD 2% formulation were larger than those recorded for other formulations but the
D values of ACV were larger too. This behavior agrees with previous reports highlighting the fact that
macroviscosity does not always correlates with the microviscosity (i.e., resistance of the medium to the
diffusion of small molecules) [53]. Indeed, it has been shown that the cross-linking of a polymer may
lead to a rapid rise in macroviscosty while the movement of small molecules through the network is
not altered since they move through the so called “interconnected water pools” among the chains [54].
4. Conclusions
Inclusion complex formation between PF127 and αCD/βCD was confirmed by FT-IR spectroscopy,
X-Ray diffraction and NMR spectroscopy, which revealed the feasibility of hetero-polypseudorotaxanes
formation. The relative proportion of αCD/βCD used to prepare the polyspeudorotaxanes had
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a strong impact on the rheological properties of the formulations. Maximum loss and storage
moduli and also gel stability were obtained when an adequate balance between the αCD-induced
polypseudorotaxane assembly and the βCD-induced polypseudorotaxane solubilization was achieved.
This finding was observed for PF127 at 6.5% when mixed with 5% αCD and 2% βCD. Interestingly,
although minor improvements in ACV solubility were observed, the different inner architecture
of the hetero-polypseudorotaxanes gels determined their capability to regulate drug release rate.
The diffusion coefficients did not obey an inverse correlation with the macroviscosity, but they were
dependent on the components arrangements at the micro-scale. The faster ACV diffusion recorded
for gels in which the αCD/βCD ratio was high suggest that there are larger water interconnect pores
in the αCD-driven polypseudorotaxane 3D networks than in the less interconnected βCD-based
polypseudorotaxane gels. Since the Pluronic + αCD/βCD formulations have successfully passed
the preliminary biocompatibility tests, hetero-polypseudorotaxane formation can be positioned as a
suitable tool to regulate rheological properties and drug release from topical formulations.
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