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Abstract: Terbinafine (TBF) is commonly used in the management of fungal infections of the skin
because of its broad spectrum of activity. Currently, formulations containing the free base and salt form
are available. However, there is only limited information in the literature about the physicochemical
properties of this drug and its uptake by the skin. In this work, we conducted a comprehensive
characterisation of TBF, and we also examined its percutaneous absorption in vitro in porcine skin.
TBF-free base was synthesised from the hydrochloride salt by a simple proton displacement reaction.
Both the free base and salt form were further analysed using Differential Scanning Calorimetry
(DSC) and Thermogravimetric Analysis (TGA). Delivery of TBF-free base in excised porcine skin was
investigated from the following solvents: Isopropyl myristate (IPM), propylene glycol monolaurate
(PGML), Transcutol® (TC), propylene glycol (PG), polyethylene glycol 200 (PEG 200), oleic acid (OL),
ethanol (EtOH), and isopropyl alcohol (IPA). Permeation and mass balance studies confirmed that PG
and TC were the most efficacious vehicles, delivering higher amounts of TBF-free base to the skin
compared with a commercial gel (p < 0.05). These preliminary results are promising and will inform
the development of more complex formulations in future work.
Keywords: TBF; fungal infections; topical delivery; in vitro; porcine skin

1. Introduction
Fungal skin infections are reported to be the most common skin disease, and were ranked in the
top 10 most prevalent diseases worldwide in 2010 [1–4]. About 25% of the world’s population has
also been reported to have fungal infections of the skin or nails of the foot [2,5]. These infections are
often seen in the outer layers of the skin, the nails, and hair [3]. Unlike many other infections affecting
the body, fungi may cause dermatological conditions that do not involve tissue invasion [6]. The skin
between the toes is also more prone to fungal infection (athlete’s foot) and inflammation and itchiness
are pervasive problems in this case [7]. The infected skin becomes red, cracked, white, and softened.
Small blisters may also appear, which can burst and spread to other parts of the body [8]. Currently,
there is no consensus with regard to the optimal period of treatment, drug dose, and frequency
of application of topical preparations of antifungal agents [8].
Terbinafine (TBF) is a lipophilic antifungal drug that was first licensed for the management
of fungal infections in the early 1990s [9]. Structurally, TBF is an allylamine with the chemical
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formula C21 H25 N, a molecular weight of 291.4 g/mol, and a LogP(octanol/water) (octanol-water partition
coefficient) value of 6.0 [10]. The molecule acts by inhibiting squalene epoxidase in the fungal
biosynthesis of ergosterol, which is an essential component for the growth of fungal cell membranes.
The blockage of squalene monooxygenase by TBF at the point of squalene epoxidation results in an
accumulation of squalene, which is considered to be responsible for the antifungal activity of TBF [11].
TBF has a broad spectrum of antifungal activity against fungal infections of the skin. Primarily,
TBF exerts fungicidal activity against dermatophytes, while a fungistatic activity is seen against
C. albicans [12]. The minimum inhibitory concentration (MIC) of TBF against dermatophytes such
as Trichophyton, Microsporum, and Epidermophyton spp. ranges between 0.001–0.05 µg/mL [13–16].
Thus, TBF is more potent than azole derivatives, for which reported MIC values range from
0.1 to >10 µg/mL [16,17]. The in vitro activity of TBF against dermatophytes, as a rule, is reported
to exceed the activity of other antifungal agents [13,16,18].
Surprisingly, the literature is scarce with reference to the physicochemical properties of TBF, as well
as studies on skin penetration of the drug. Currently, both the free base and hydrochloride salt are
available in topical formulations, despite the former having the preferred properties for skin delivery.
The objectives of the present work were to (1) characterise the relevant physical and chemical properties
of TBF-free base for topical delivery, and (2) examine the delivery of TBF-free base from simple solvents
compared with a commercial control. The solvents were chosen based on the range of their solubility
parameter values and their favourable safety profile [19,20], and included isopropyl myristate (IPM),
Lauroglycol™ 90 (propylene glycol monolaurate (PGML)), Transcutol® (TC), propylene glycol (PG),
polyethylene glycol 200 (PEG 200), oleic acid (OL), ethanol (EtOH), and isopropyl alcohol (IPA).
2. Materials and Methods
2.1. Materials
TBF hydrochloride was donated by GSK Ltd. (Weybridge, UK), while TBF-free base was
synthesised, purified, and characterised in house. Dichloromethane, sodium carbonate, magnesium
sulfate, polyethylene glycol 200 (PEG 200), HPLC grade water, isopropyl alcohol (IPA), and absolute
ethanol (EtOH) were supplied by Fisher Scientific (Leicestershire, UK). HPLC grade solvents,
including methanol and polyoxyethylene (20) oleyl ether (Brij® O20) were obtained from Sigma-Aldrich
(Dorset, UK). PG and IPM (analytical grade) were purchased from Alfa Aesar (Thermo Fisher Scientific,
Lancashire, UK). TC and PGML (analytical grade) were gifts from Gattefossé (St. Priest, France).
Trifluoroacetic acid was supplied by Acros Organics (Fisher Scientific, Leicestershire, UK) and OL
from Fluka (Sigma-Aldrich, Dorset, UK). Chloroform-D (CDCl3 ) was obtained from Cambridge
Isotope Laboratories, Inc. (Andover, MA, USA). Phosphate buffered saline (PBS) tablets (Dulbecco A,
pH 7.3 ± 0.2 at 25 ◦ C) were purchased from Oxoid Limited (Cheshire, UK), and high-vacuum grease
was obtained from Dow Corning (Seneffe, Belgium). Lamisil® AT gel (TBF 1% w/w, GlaxoSmithKline,
Brentford, UK) was purchased from a local pharmacy. Porcine ear skin was sourced from a local abattoir.
2.2. Methods
2.2.1. Conversion of TBF Hydrochloride to TBF-Free Base
TBF hydrochloride (10 g; 0.03 mmol) was dissolved in a 70 mL biphasic mixture of HPLC water and
dichloromethane (DCM) (47:53), and to this, solid sodium carbonate (1.87 g) was added. The mixture
was then stirred for 1 h at 20–25 ◦ C. After this period, the organic layer was separated, and the
aqueous layer washed three times with DCM (3 × 5 mL). The organic layers were then combined and
dried with anhydrous magnesium sulphate. Subsequently, the solvent was evaporated with a rotary
evaporator (Heidolph, Schwabach, Germany), leaving TBF as the free base (8.2 g; 0.028 mmol) with
the appearance of a thick oil at a yield of 93.8%. The oil was treated with methanol and freeze-dried
(Heto Power Dry LL 1500, Thermo Electron Corporation, Warwickshire, UK) to yield TBF base as
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a white solid. The methodology was adapted from Korean patent publication no. KR100979903B1
with slight modifications [21]. NMR analysis was subsequently carried out with a Bruker Avance 500
MHz NMR (Bruker Corporation, Billerica, MA, USA) equipped with broadband and selective (1 H)
inverse probes. The analysis was conducted at a temperature of 300 K and chloroform-D (CDCl3 ) was
used as the solvent.
2.2.2. Differential Scanning Calorimetry (DSC) and Thermogravimetric Analysis (TGA)
The degradation temperature and melting point of TBF-free base and salt were determined using
thermogravimetric analysis (TGA) and differential scanning calorimetry (DSC). The methods followed
those described by Parisi et al. with slight modifications [22]. For the TGA experiment, a Discovery
TGA (TA Instruments - Waters LLC, New Castle, DE, USA) system was used. Both the actives were
weighed in an open tared aluminium pan (TA Instruments, New Castle, DE, USA) and then heated
in the Discovery TGA furnace from 25 to 400 ◦ C for the TBF-free base and from 25 to 500 ◦ C for the
salt, respectively. A heating ramp of 20 ◦ C/min with a constant nitrogen flow of 25 mL/min was used
throughout the experiment.
The melting point of both free base and salt forms of TBF were measured with a DSC Q2000
(TA Instruments, New Castle, DE, USA) system. The samples were placed in Tzero aluminium pans
(TA Instruments, New Castle, DE, USA) which were sealed with Tzero aluminium lids (TA Instruments,
New Castle, DE, USA) using a Tzero™ press (TA Instruments, New Castle, DE, USA). The sealed pans
containing samples were weighed. An empty Tzero aluminium pan sealed with a Tzero aluminium
lid was also weighed, which was further used as a reference. Both the sample and the reference pans
were then heated inside the DSC Q2000 furnace from 0 to 150 ◦ C for the TBF-free base compound,
and from 0 to 230 ◦ C for the TBF salt form. A heating ramp of 10 ◦ C/min and a continuous nitrogen
flow of 50 mL/min were used throughout the experiment.
2.2.3. HPLC Analysis and Method Validation
An HPLC system (Agilent Technologies 1260 series, Santa Clara, CA, USA) coupled with a Shiseido
MGII Capcel Pack C18 , 5 µm, 4.6 mm × 250 mm column fitted with a universal guard column containing
a C18 cartridge (Phenomenex, Macclesfield, UK) was used throughout the experimental analysis
of TBF-free base. The mobile phase consisted of 0.1% trifluoroacetic acid (TFA) in water:methanol
(30:70, v/v) with a flow rate of 1 mL/min. The ultraviolet (UV) wavelength was fixed at 225 nm.
The column temperature and injection volume were fixed at 30 ◦ C and 5 µL, respectively, for the total
run time of 8 min. ChemStation® for LC 3D Rev. A. 09.03 software (Agilent Technologies, Santa Clara,
CA, USA) was used to acquire and analyse data. Validation parameters such as linearity, accuracy,
precision, lower limit of detection (LOD), and lower limit of quantification (LOQ) were established
according to the International Conference on Harmonisation (ICH) guidelines [23]. Calibration curves
of TBF base were constructed from 0.5 to 50 µg/mL. Good linearity was observed within the concentration
range, as the regression coefficient (R2 ) values were greater than 0.99. The HPLC methods showed an
accuracy value of 101.5 ± 3.3%. In addition, the % RSD for the intraday and interday precision values
were less than 0.75% and 1.4%, respectively. The limit of detection (LOD) and limit of quantification
(LOQ) were 0.4 µg/mL and 1.21 µg/mL, respectively.
2.2.4. Solubility Parameters, Solubility, and Stability Studies
The Molecular Modeling Pro® Plus software (Version 7.0.8, Norgwyn Montgomery Software
Inc., North Wales, PA, USA, 2016) was used to determine the van Krevelen and Hoftyzer’s solubility
parameters of the TBF-free base compound and solvents. The solubility of TBF-free base was evaluated
in solvents at 32 ± 1 ◦ C (the surface temperature of skin). Then, 0.05 mL of each solvent was taken in a
1.5 mL Eppendorf® tube in triplicate, and an excess amount of TBF-free base was added. The tubes
sealed with Parafilm® were then placed in a thermostatically controlled orbital shaker (Orbital Mini
shaker, VWR International Limited, Leicestershire, UK) with 1000 rpm rotation for 48 h. The tubes
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were monitored from time to time to confirm the visible excess amount of the drug. After the 48 h
period, tubes were centrifuged at 13,200 rpm for 20 min at 32 ± 1 ◦ C in an Eppendorf 5415R centrifuge
(Eppendorf, Hamburg, Germany). Finally, the concentration of the active was determined from the
diluted supernatant solution using the validated HPLC method as mentioned in Section 2.2.4.
The stability of the TBF-free base in several solvent systems was measured over 120 h at 32 ± 1 ◦ C.
Known concentrations of TBF in different solvents were prepared in triplicate and placed in small glass
vials. The vials were shaken for 5 min and subsequently filtered using a Millex® Gp filter unit (0.22 µm,
Millipore Express® , Carrigtwohill, Ireland). The solution was then placed in a glass vial with screw cap
and sealed with Parafilm® . The glass vials were placed in a SUB 28 temperature-controlled water bath
(Grant Instruments, Cambridge, UK) with magnetic stir beads for 120 h at 32 ± 1 ◦ C. The samples were
collected every 24 h (0, 24, 48, 72, 96, and 120 h) and diluted accordingly. Finally, the concentration
of the active was determined by HPLC and expressed as a function of the concentration at 0 h.
2.2.5. Dynamic Vapour Sorption Studies
Dynamic vapour sorption (DVS) studies were conducted for 24 h to examine evaporation
of candidate formulations. A DVS instrument Q5000 SA (TA Instruments, New Castle, DE, USA) was
used with nitrogen as the carrier gas at a flow rate of 200 mL/min. Temperature and relative humidity
(RH) were maintained at 32 ± 1 ◦ C and 50 ± 1%. Then, 10 µL of the various formulations, i.e., 1% TBF
(w/w) in IPM, PGML, TC, PG, OL, and PEG 200, were applied to the sample pan and equilibrated
for approximately 1 min. TA Instruments sorption analyser software was used to record the weight
of the sample over 24 h. The mass changes at different time intervals (0, 0.25, 0.5, 1, 2, 4, 6, 8, 10, 12, 14,
16, 18, 20, 22, and 24 h) because of evaporation or hydration were calculated to determine amounts
of formulation remaining (%). The number of replicate experiments was n = 3.
2.2.6. Permeation and Mass Balance Studies of TBF-Free Base (1% w/w) in Porcine Skin
In vitro permeation studies of TBF-free base in Franz diffusion cells from selected single solvents
were performed using full-thickness porcine ear skin. The skin was separated from the cartilage as
reported previously [24]. For permeation studies, 1% (w/w) formulations of TBF-free base in the selected
solvents were used as the donor solution, as well as a commercial control (Lamisil® AT gel, 1% w/w).
The exact diameters of the donor and receptor areas were measured before assembling the cells.
The full-thickness porcine skin was cut to appropriate sizes using a manual cutter. The skin was placed
between the donor and receptor compartment with the epidermis facing upwards. Freshly prepared
6% Brij® O20 PBS solution was used as the receptor solution for TBF [25]. The solubility of TBF
in 6% Brij® O20 (w/v) was measured in order to confirm sink conditions [26]. A magnetic stir bead
was inserted into the receptor compartment to ensure uniform mixing of all components with the
receptor solution, and the cells were placed in a temperature-controlled water bath for 30 min to 1 h.
Once the skin temperature reached 32 ± 1 ◦ C, a 10 µL aliquot of the formulation was applied on porcine
skin (approximately 1 cm2 , but the known area was determined accurately) using an Eppendorf®
Multipipette Plus (Eppendorf, Hamburg, Germany). The donor compartment was unoccluded for all
experiments. A volume of 200 µL of receptor solution was withdrawn from the receptor compartment
at different time intervals up to 24 h, replacing the same volume with fresh temperature equilibrated
receptor solution. All the samples were analysed using HPLC.
After the finite dose permeation studies, validated mass balance studies were conducted
to determine the amount of TBF remaining on the skin surface and the amount delivered into
the skin. The skin surface was washed five consecutive times, with 1 mL of methanol followed by
a cotton bud swabbing. The samples were placed in separate Eppendorf® tubes and mixed using
a Vortex mixer (IKA vortex mixer genius 3, VWR International Limited, Leicestershire, UK) for 10 min
at room temperature. The Franz cells were disassembled, and skin was then cut into small pieces with
scissors and placed in 2 mL Eppendorf® tubes with 1 mL of methanol. The tubes were placed in an
orbital shaker (1000 rpm) at 32 ◦ C for 20 h to conduct skin extraction. All the tubes containing skin and
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washing samples were centrifuged at 13,200 rpm, at 32 ◦ C for 15 min. The supernatant solution was
then diluted where necessary and analysed using the validated HPLC method. The reliability of the
procedure was confirmed by the total active ingredient recovery (%) which should be within the range
of 80 to 120% [27].
2.2.7. Data Treatment and Statistical Analysis
Data treatment was performed using Microsoft® Excel 2013 (Microsoft Corporation, Redmond,
Washington, USA). The calculated mean refers to the arithmetic average (sum of the variables divided
by the number of observations), while the standard deviation calculation was based on the n−1 method
(n = small number of observations). GraphPad Prism Statistics software (version 8.1.1, San Diego, CA,
USA, 2019) was used for statistical evaluation. For ≥3 groups, one-way analysis of variance (ANOVA)
was used as a parametric test. Multiple comparisons between each individual group were performed
by a post-hoc Tukey test. For non-parametric data, the Kruskal-Wallis test was performed. A value
of p < 0.05 was considered a statistically significant difference.
3. Results and Discussions
3.1. Conversion of TBF Salt to the Base Form
The conversion to the free base was confirmed by comparing experimental 1 H NMR data (Figure 1)
with the data reported for the 1 H NMR analysis of TBF-free base reported in United States Patent
Publication No.: US 6,515,181 B2 [28]. In addition, the results for the 1 H NMR analysis of the
starting material, TBF hydrochloride, are shown in Figure 2, with a singlet peak at 12.91 ppm for the
hydrochloride proton, which is absent in the 1 H NMR spectrum of the base. The spectral data are
6 of 14
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Figure 1. H NMR spectrum of TBF-free base.
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The data for 13 C NMR analysis of both base and salt indicate no difference between the spectra,
as there is no structural change after the conversion (Figures S1 and S2).

3.2. TGA and DSC Analysis of TBF-Free Base
The results for the TGA and the DSC analysis of the TBF-free base are shown in Figure 3. The TGA
results indicate that no water loss occurs between 25 and 200 ◦ C and degradation is evident between 200
and 280 ◦ C, specifically at 221.25 ◦ C. The DSC analysis shows one endothermic event, which indicates
that the melting point of the TBF-free base is 41.27 ◦ C. The degradation temperature and melting point
of the TBF salt are 229.48 ◦ C and 213.5 ◦ C, respectively (Figure S3).
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and OL systems showed no change in weight during the study as they are non-volatile [19].
However, for TC and PG, considerable evaporation is evident; an initial spike in weight for these
formulations reflects the hygroscopic nature of these solvents [31]. The sustained weight increases
for PEG 200 also reflects a similar uptake of water over time. The EtOH and IPA formulations
showed rapid
after application, and after 15 min the recovery weights were 2.67%9 and
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following
extraction
1. Percentage
of TBF-free
base
recoveredfrom
from the
following
skinskin
extraction
and and
percentage
permeation
for finite
dosesdoses
of 1%
TBF-free
basebase
formulations
andand
commercial
control
percentage
permeation
for finite
of(w/w)
1% (w/w)
TBF-free
formulations
commercial
control
in porcine
skin
( 4 ≤ n ≤±5,SD).
mean ± SD).
in porcine
skin
(4 ≤ n ≤
5, mean
Solvent
IPM
PGML
OL
PEG 200
PG
TC
EtOH
IPA
Commercial

Skin Surface
97.2 ± 1.5
104.8 ± 7.8
93.8 ± 5.1
81.8 ± 4.9
64.5 ± 5.9
83.6 ± 7.2
81.3 ± 5.5
80.0 ± 6.7
95.3 ± 4.3

*
*

% of Applied Dose Recovery
Skin Extraction
Permeation
3.7 ± 1.4
ND
2.4 ± 0.5
ND
1.9 ± 2.2
ND
2.3 ± 0.1
ND
10.5 ± 5.6
ND
*
9.7 ± 4.4
ND
4.8 ± 2.2
ND
8.1 ± 3.6
(<LOD)
1.8 ± 0.5
ND

Total Recovery
100.9 ± 2.1
107.1 ± 7.7
95.7 ± 3.1
84.1 ± 4.9
75.0 ± 2.4 *
93.3 ± 8.3
86.1 ± 5.8
88.1 ± 3.6
96.9 ± 3.9

IPM==Isopropyl
Isopropylmyristate;
myristate;
PGML
= Propylene
glycol
monolaurate;
= Oleic
= Polyethylene
IPM
PGML
= Propylene
glycol
monolaurate;
OL =OL
Oleic
acid;acid;
PEG PEG
200 =200
Polyethylene
glycol
200;
PG 200;
= Propylene
glycol; TC=
Transcutol
; EtOH = ®Ethanol;
= Isopropyl
ND =alcohol;
Not detected;
glycol
PG = Propylene
glycol;
TC= ®
Transcutol
; EtOH IPA
= Ethanol;
IPA alcohol;
= Isopropyl
ND = LOD
Not
=detected;
Limit of detection;
* p of
< 0.05.
LOD = Limit
detection; * p < 0.05.

The values for skin surface recovery for all the single solvents (Table 1) indicate that most of the
The values
for skin
recovery
forthe
all the
single
solvents
(Table
indicaterecovery
that most of
the for
applied TBF-free
base
wassurface
recovered
from
skin
surface.
The
skin1)surface
values
applied TBF-free base was recovered from the skin surface. The skin surface recovery values for
IPM, PGML, OL, PEG 200, TC, EtOH, IPA, and commercial preparation accounted for more than
IPM, PGML, OL, PEG 200, TC, EtOH, IPA, and commercial preparation accounted for more than
80% of
the applied dose. Less than 80% of the active was recovered from the skin surface for the PG
80% of the applied dose. Less than 80% of the active was recovered from the skin surface for the PG
solution.
PG and
TC TC
delivered
significantly
amountsofofTBF-free
TBF-free
base
the skin
compared
solution.
PG and
delivered
significantlyhigher
higher amounts
base
intointo
the skin
compared
with the
commercial
formulation
(p
<
0.05).
The
percentage
skin
extraction
values
for
the
PG and
with the commercial formulation (p < 0.05). The percentage skin extraction values for the PG and TC
TC formulations
fourtimes
timeshigher
higher
than
observed
PGML,
OL, PEG
and PEG
formulationswere
were also
also almost
almost four
than
observed
for for
the the
PGML,
OL, and
200 200
formulations
< 0.05),
were
notsignificantly
significantly different
different compared
with
IPM
(p >(p0.05).
The EtOH
formulations
(p < (p
0.05),
butbut
were
not
compared
with
IPM
> 0.05).
The EtOH
andsolutions
IPA solutions
deliver
a higheramount
amount of
to to
thethe
skin
compared
with with
the the
and IPA
did did
notnot
deliver
a higher
of TBF-free
TBF-freebase
base
skin
compared
commercial preparation (p > 0.05). The values for percentage skin extraction of TBF for IPM, PGML,
OL, and PEG 200 were also not significantly different from the commercial preparation (p > 0.05).
PG has been investigated as a penetration enhancer in a range of topical formulations [20,32].
According to the DVS results, the remaining weight for the PG formulation was 75.3% after 24 h
(Figure 5). Evaporation of PG after application should increase the thermodynamic activity of
TBF-free base and promote skin delivery of TBF-free base. A similar effect has been proposed
recently for the skin permeation and uptake of climbazole. Under finite dose conditions, PG
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commercial preparation (p > 0.05). The values for percentage skin extraction of TBF for IPM, PGML,
OL, and PEG 200 were also not significantly different from the commercial preparation (p > 0.05).
PG has been investigated as a penetration enhancer in a range of topical formulations [20,32].
According to the DVS results, the remaining weight for the PG formulation was 75.3% after 24 h
(Figure 5). Evaporation of PG after application should increase the thermodynamic activity of TBF-free
base and promote skin delivery of TBF-free base. A similar effect has been proposed recently for the skin
permeation and uptake of climbazole. Under finite dose conditions, PG enhanced the topical delivery
of climbazole in porcine skin compared with PEG 200, octyl salicylate, and TC [31]. The solubility studies
(Figure 4) confirmed low solubility of TBF in PG (98.57 ± 1.2 mg/mL). The mechanism of action of PG
as a skin permeation enhancer has not been fully elucidated. It is hypothesised that PG may change
the partitioning and solubility of permeants inside the membrane [19,20]. As a hydrophilic molecule,
PG may integrate between the polar heads of the hexagonally packed lipids, subsequently increasing
the distance in the lamellar lipid phase and hence, may increase skin delivery [20,31,33,34]. The effect
of PG on the permeation of triprolidine base in human skin has been investigated by Kasting et al. and
high permeation was found compared with lipophilic vehicles [20,35]. These researchers suggested
that this solvent may alter drug solubility in the skin. Trottet et al. correlated the penetration of PG
with the permeation of loperamide hydrochloride under finite dose conditions across human skin
in vitro [20,32]. Investigation of the in vivo depth profile of the vehicles and permeants using Confocal
Raman spectroscopy also confirmed the penetration dependency of trans-retinol and niacinamide on
the penetration of PG [36,37]. The penetration of anthramycin also mirrored the penetration of PG
under finite dose in vitro human skin, investigated by Haque et al. [19].
As for PG, TC also delivered a significantly higher amount of TBF-free base to the skin compared
with the commercial preparation (p < 0.05). The solubility parameter of TC (10.62 (cal/cm3 )1/2 ) is similar
to the proposed value for the skin (10 (cal/cm3 )1/2 ) [38], and to TBF. It may be hypothesised that this
results in high skin interaction of TC with skin. TBF-free base is very soluble in TC (1.19 ± 0.10 g/mL).
Thus, high skin uptake of TC facilitates solubilisation of TBF-free base in the skin. From the DVS
experiment, 37% of the applied dose of the TC formulation was recovered after 24 h (Figure 5).
Again, as for PG, the solvent evaporation should increase the thermodynamic activity of TBF in the
formulation and contribute to enhanced skin absorption of TBF-free base. High skin uptake of TC was
previously correlated with high uptake of methyl paraben following in vitro studies in human skin [39].
The ability of TC to enhance skin permeation has also been reported for several other actives [19,40,41].
Gannu et al. demonstrated increased flux of carvedilol from a saturated solution in neat TC through
porcine skin under infinite dose conditions [41]. These authors also proposed that the solubilisation
effect of TC increased the concentration gradient of the drug in the solution, which subsequently
favours the partitioning of drug in the stratum corneum. Chadha et al. also found increased flux
of genistein across dermatomed human skin from an infinite dose (200 mg) of a gel containing TC
compared with the control [40]. The authors suggested that the enhanced flux reflected the ability of TC
to facilitate solubilisation of the active in the stratum corneum. Most recently, Haque et al. reported
the permeation enhancement of anthramycin from a saturated solution in TC across human skin,
under finite dose conditions [19]. As for PG, the authors confirmed that permeation of anthramycin is
highly correlated with the penetration of TC.
The percentage of skin retention of applied TBF-free base was similar for EtOH and IPA (p > 0.05).
EtOH and IPA are short-chain alcohols and are used in a range of topical and transdermal products [20].
It has been reported previously that EtOH and IPA enhanced the permeation and skin retention
of various drugs across skin [42,43]. In the present work, EtOH and IPA did not outperform the
commercial gel preparation. The DVS studies confirm that only 2.4% and 2.7% of the applied doses
of the IPA and EtOH formulations, respectively, were recovered after 15 min (Figure 5). Evaporation
of these solvents following application to the skin will limit their contribution to TBF skin delivery.
Lower terbutaline flux across split-thickness human skin from neat IPA compared to 60–80% IPA
in water has been reported by Liu and Bergstorm [44]. The authors suggested that this reflected the
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greater dehydration effects of pure IPA compared with the IPA/water systems. The permeation of EtOH
across porcine skin has been investigated under unoccluded conditions by Pendlington et al. and the
overall recovery of EtOH was 2.2% [45]. The authors suggested surface evaporation contributed to the
low flux of EtOH. Oliveira et al. reported low permeation and skin retention of methyl paraben from
a saturated finite dose application in EtOH in human skin in vitro. Of the applied dose, ∼94% was
recovered from the surface, ∼1% from inside the skin, and 1.8% of the active permeated [46]. The authors
also observed the crystallisation of methyl paraben because of rapid evaporation of EtOH, which would
restrict the delivery of the active into the skin. Watkinson et al. studied the effect of EtOH on the
permeation of ibuprofen across human epidermis and found lower flux for neat EtOH compared to 50%
and 75% ethanolic solutions of the active in water [47].
The solubility of TBF-free base in PEG 200 is very low (65.67 ± 1.05 mg/mL). However, the delivery
of TBF-free base to the skin is comparable to that observed for the commercial preparation (p > 0.05).
The solubility parameter of PEG 200 is 12.06 (cal/cm3 )1/2 , whereas the reported solubility parameter for
the skin is 10 (cal/cm3 )1/2 [19,38]. It is possible that the results reflect low partitioning of PEG 200 into
the skin. Oliveira et al. investigated the uptake of methyl paraben by human skin from solutions of the
active in IPM, TC, dimethyl isosorbide (DMI), and PEG 200 [39]. The authors reported the lowest
skin extraction of methyl paraben from PEG 200 compared with other vehicles. In addition, the DVS
studies confirmed that PEG 200 is non-volatile. After application, PEG 200 is expected to remain on the
skin surface. Low skin delivery of hexamidine diisethionate and hexamidine hydrochloride salt have
been reported previously following application of infinite doses of these actives in PEG 200 in porcine
skin by Parisi et al. [48]. Paz-Alvarez et al. also reported lower skin delivery of climbazole from a finite
dose of the active in PEG 200 across pig skin compared with TC, PG, and octyl salicylate [31].
IPM, PGML, and OL are widely used penetration enhancers [20]. However, they did not deliver
significantly higher amounts of TBF-free base to the skin compared with the commercial preparation
(p > 0.05). DVS results confirmed that they are non-volatile (Figure 5), and TBF is freely soluble in these
solvents (Figure 4). Thus, the active is expected to have comparatively low thermodynamic activity
in IPM, PGML, and OL, impacting the delivery of TBF into the stratum corneum.
TBF-free base has favourable physicochemical properties for topical penetration. However, with
the exception of IPA, no permeation of the molecule was observed up to 24 h for all the neat solvents.
TBF has been reported to bind to keratin [16,49–52], and therefore may not penetrate past the stratum
corneum. This may explain the absence of permeation in the receptor compartment for most of the
formulations studied. Keratin accounts for over 80% of the weight of the proteins in the SC [53].
Uchida and Yamaguchi reported that TBF had a high affinity to keratin, and the extent of binding
was proportional to the keratin concentration [52]. Tatsumi et al. also investigated the affinity of TBF
to keratin and found extensive binding (96%) to keratin [49]. Pharmacokinetic studies in human
volunteers over a period of eight days reported minimal systemic exposure to TBF, further confirming
the low skin penetration of the drug [54]. The absence of TBF-free base in the receptor chamber
following topical application in porcine skin confirms the systemic safety of the drug and suggests that
the stratum corneum acts as both a barrier and a reservoir for TBF [16].
4. Conclusions and Future Work
Currently, TBF is available in formulations either as the hydrochloride salt or the free base.
There is limited information in the literature about the physicochemical properties of the free base,
and this was addressed in the first stage of this work. The characterisation of the physicochemical
properties of the TBF-free base provided all the necessary information for the rational design of simple
formulations with the potential to deliver the active to the skin. However, in conventional Franz cell
experiments, for most of the solvents examined, the molecule was not detected in the receptor fluid
after 24 h. As noted in the literature, this may reflect an interaction of TBF with the keratin of stratum
corneum. For antifungals, skin retention is more desirable than permeation, considering the intended
use of active, and the active should act at the site of application. The mass balance studies confirmed
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that most of the applied doses were recovered from the skin surface for all the tested formulations.
The results also confirm that PG and TC were the best solvents for the delivery of TBF-free base to the
skin compared with the commercial formulation. Future work will explore in vitro permeation and
mass balance studies of binary, ternary, and more complex formulations.
Supplementary Materials: The following are available online at http://www.mdpi.com/1999-4923/11/10/548/s1,
Figure S1: 13 C NMR spectrum of TBF-free base, Figure S2: 13 C NMR spectrum of TBF salt, Figure S3: TGA (a) and
DSC (b) analysis of TBF salt, Figure S4: Recovery (%) of TBF-free base in a series of solvent systems after 24, 48, 72,
96, and 120 h at 32 ± 1 ◦ C (n = 3; mean ± SD).
Author Contributions: Conceptualisation, A.S.M.M.A.H., M.E.L. and J.H.; methodology, A.S.M.M.A.H., B.C.S.,
J.H. and M.E.L.; validation, A.S.M.M.A.H.; formal analysis, A.S.M.M.A.H.; investigation, A.S.M.M.A.H. and
B.C.S.; Writing—Original draft preparation, A.S.M.M.A.H., M.E.L. and J.H.; Writing—Review and editing,
A.S.M.M.A.H., F.I., J.H. and M.E.L.; visualisation, A.S.M.M.A.H., F.I. and M.E.L.; supervision, R.L., J.H. and M.E.L.;
funding acquisition, A.S.M.M.A.H. and M.E.L.
Funding: The authors would like to thank the Commonwealth Scholarship Commission (CSC) for funding
the project.
Acknowledgments: We thank our colleagues from the UCL Skin Research Group, who provided insight and
expertise that greatly assisted the research.
Conflicts of Interest: The authors declare no conflicts 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.

2.
3.
4.

5.
6.
7.
8.
9.
10.
11.
12.
13.

Rotta, I.; Fleith Otuki, M.; Cristina Conegero Sanches, A.; Januário Correr, C. Efficacy of topical antifungal
drugs in different dermatomycoses: A systematic review with meta-analysis. Rev. Assoc. Med. Bras. 2012, 58,
308–318. [PubMed]
Charles, A.J. Superficial cutaneous fungal infections in tropical countries. Dermatol. Ther. 2009, 22, 550–559.
[CrossRef] [PubMed]
Garber, G. An overview of fungal infections. Drugs 2001, 61, 1–12. [CrossRef] [PubMed]
Hay, R.J.; Johns, N.E.; Williams, H.C.; Bolliger, I.W.; Dellavalle, R.P.; Margolis, D.J.; Marks, R.; Naldi, L.;
Weinstock, M.A.; Wulf, S.K.; et al. The global burden of skin disease in 2010: An analysis of the prevalence
and impact of skin conditions. J. Invest. Dermatol. 2014, 134, 1527–1534. [CrossRef] [PubMed]
Brown, G.D.; Denning, D.W.; Gow, N.A.R.; Levitz, S.M.; Netea, M.G.; White, T.C. Hidden Killers: Human
Fungal Infections. Sci. Transl. Med. 2012, 4, 1–10. [CrossRef] [PubMed]
Ho, K.; Cheng, T. Common Superficial Fungal Infections—A Short Review Diseases Caused by Dermatophytes.
Med. Bull. 2010, 15, 23–27.
Weinstein, A.; Berman, B. Topical treatment of common superficial tinea infections. Am. Fam. Physician 2002,
65, 2095–2102.
Crawford, F.; Hollis, S. Topical treatments for fungal infections of the skin and nails of the foot. Cochrane Database
Syst. Rev. 2007, 18, CD001434. [CrossRef]
Newland, J.G.; Abdel-Rahman, S.M. Update on terbinafine with a focus on dermatophytoses. Clin. Cosmet.
Investig. Dermatol. 2009, 2, 49–63.
Ballon, K.; Riebeshl, B.U.; Muller, B.W. Drug Liposome Partioning as a Tool for the Prediction of Human
Passive Intestinal Absorption. Pharm. Res. 1999, 16, 882–888. [CrossRef]
Ghannoum, M.A.; Rice, L.B. Antifungal agents: Mode of action, mechanisms of resistance, and correlation
of these mechanisms with bacterial resistance. Clin. Microbiol. Rev. 1999, 12, 501–517. [CrossRef] [PubMed]
McClellan, K.J.; Wiseman, L.R.; Markham, A. Terbinafine An Update of its Use in Superficial Mycoses Karen.
Drugs 1999, 58, 179–202. [CrossRef] [PubMed]
Korting, H.C.; Ollert, M.; Abeck, D. German Collaborative Dermatophyte Drug Susceptibility Study
Group Results of German multicenter study of antimicrobial susceptibilities of Trichophyton rubrum and
Trichophyton mentagrophytes strains causing tinea unguium. Antimicrob. Agents Chemother. 1995, 39,
1206–1208. [CrossRef] [PubMed]

Pharmaceutics 2019, 11, 548

14.
15.
16.

17.
18.

19.
20.
21.
22.
23.

24.

25.
26.

27.
28.
29.
30.
31.
32.

33.

34.

35.
36.
37.

13 of 14

Ryder, N.S.; Favre, B. Antifungal activity and mechanism of action of terbinafine. Rev. Contemp. Pharmacother.
1997, 8, 275–288.
Schuster, I.; Schaude, M.; Schatz, F.; Mieth, H. Preclinical characteristics of allylamines. In Sterol Biosynthesis
Inhibitors: Pharmaceutical and Agrochemical Aspects; Ellis Horwood Ltd.: Chichester, UK, 1988; pp. 449–470.
Schäfer-Korting, M.; Schoellmann, C.; Korting, H.C. Fungicidal activity plus reservoir effect allow short
treatment courses with terbinafine in tinea pedis. Skin Pharmacol. Physiol. 2008, 21, 203–210. [CrossRef]
[PubMed]
Chen, Y.C.; Liu, D.Z.; Liu, J.J.; Chang, T.W.; Ho, H.O.; Sheu, M.T. Development of terbinafine solid lipid
nanoparticles as a topical delivery system. Int. J. Nanomed. 2012, 7, 4409–4418.
Korting, H.C.; Kresimon, J.; Rychlik, R. Comparative evaluation of the activity and clinical effectiveness
of terbinafine and bifonazole preparations in the treatment of pedal mycosis. Aktuelle Dermatol. 2004, 1,
210–217. [CrossRef]
Haque, T.; Rahman, K.M.; Thurston, D.E.; Hadgraft, J.; Lane, M.E. Topical delivery of anthramycin I. Influence
of neat solvents. Eur. J. Pharm. Sci. 2017, 104, 188–195. [CrossRef]
Lane, M.E. Skin penetration enhancers. Int. J. Pharm. 2013, 447, 12–21. [CrossRef]
Grant, K. New Process for Preparing Terbinafine Free Base 2010. Patent KR 100979903B1, 3 September 2010.
Parisi, N.; Matts, P.J.; Lever, R.; Hadgraft, J.; Lane, M.E. Preparation and characterisation of hexamidine salts.
Int. J. Pharm. 2015, 493, 404–411. [CrossRef]
ICH Expert Working Group International conference on harmonisation of technical requirements
for registration of pharmaceuticals for human use. In Validation of Analytical Procedures: Text and Methodology
Q 2(R1); IFPMA: Geneva, Switzerland, 2005; pp. 6–13.
Haque, T.; Crowther, J.M.; Lane, M.E.; Moore, D.J. Chemical ultraviolet absorbers topically applied in a skin
barrier mimetic formulation remain in the outer stratum corneum of porcine skin. Int. J. Pharm. 2016, 510,
250–254. [CrossRef] [PubMed]
Bronaugh, R.L.; Stewart, R.F. Methods for In Vitro Percutaneous Absorption Studies 111: Hydrophobic
Compounds. J. Pharm. Sci. 1983, 73, 1255–1258. [CrossRef] [PubMed]
Skelly, J.P.; Shah, V.P.; Maibach, H.I.; Guy, R.H.; Wester, R.C.; Flynn, G.; Yacobi, A. FDA and AAPS Report
of the Workshop on Principles and Practices of In Vitro Percutaneous Penetration Studies: Relevance to
Bioavailability and Bioequivalence. Pharm. Res. 1987, 4, 265–267. [CrossRef]
OECD Organisation for Economic Cooperation and Development. Guidance Document for the Conduct of Skin
Absorption Studies (Test no. 28); OECD: Paris, France, 2004; pp. 1–31.
Castaldi, G.; Barreca, G.; Rossi, R. Process for the Preparation of Terbinafine. Patent US 6515181B2, 4 February 2003.
Dias, M.; Hadgraft, J.; Lane, M.E. Influence of membrane–solvent–solute interactions on solute permeation
in model membranes. Int. J. Pharm. 2006, 336, 108–114. [CrossRef] [PubMed]
Vaughan, C.D. Using solubility parameters in cosmetics formulation. J. Soc. Cosmet. Chem. 1985, 333,
319–333.
Paz-Alvarez, M.; Pudney, P.D.A.; Hadgraft, J.; Lane, M.E. Topical delivery of climbazole to mammalian skin.
Int. J. Pharm. 2018, 549, 324–327. [CrossRef]
Trottet, L.; Merly, C.; Mirza, M.; Hadgraft, J.; Davis, A.F. Effect of finite doses of propylene glycol on
enhancement of in vitro percutaneous permeation of loperamide hydrochloride. Int. J. Pharm. 2004, 274,
213–219. [CrossRef]
Brinkmann, I.; Müller-Goymann, C.C. An attempt to clarify the influence of glycerol, propylene glycol,
isopropyl myristate and a combination of propylene glycol and isopropyl myristate on human stratum
corneum. Pharmazie 2005, 60, 215–220.
Iliopoulos, F.; Sil, B.C.; Moore, D.J.; Lucas, R.A.; Lane, M.E.; Majella, E. 3-O-ethyl-l-ascorbic acid:
Characterisation and investigation of single solvent systems for delivery to the skin. Int. J. Pharm.
X 2019, 1, 100025. [CrossRef]
Kasting, G.B.; Francis, W.R.; Roberts, G.E. Skin Penetration Enhancement of Triprolidine Base by Propylene
Glycol. J. Pharm. Sci. 1993, 82, 551–552. [CrossRef]
Pudney, P.D.A.; Mélot, M.; Caspers, P.J.; Van Der Pol, A.; Puppels, G.J. An in vivo confocal Raman study
of the delivery of trans-retinol to the skin. Appl. Spectrosc. 2007, 61, 804–811. [CrossRef] [PubMed]
Mohammed, D.; Matts, P.J.; Hadgraft, J.; Lane, M.E. In vitro-in vivo correlation in skin permeation. Pharm. Res.
2014, 31, 394–400. [CrossRef] [PubMed]

Pharmaceutics 2019, 11, 548

38.
39.
40.
41.
42.

43.
44.

45.
46.
47.

48.
49.

50.

51.

52.
53.
54.

14 of 14

Liron, Z.; Cohen, S. Percutaneous absorption of alkanoic acids II: Application of regular solution theory.
J. Pharm. Sci. 1984, 73, 538–542. [CrossRef]
Oliveira, G.; Hadgraft, J.; Lane, M.E. The role of vehicle interactions on permeation of an active through
model membranes and human skin. Int. J. Cosmet. Sci. 2012, 34, 536–545. [CrossRef] [PubMed]
Chadha, G.; Sathigari, S.; Parsons, D.L.; Babu, R.J. In vitro percutaneous absorption of genistein from topical
gels through human skin. Drug Dev. Ind. Pharm. 2011, 37, 498–505. [CrossRef]
Gannu, R.; Vishnu, Y.; Kishan, V.; RaO, Y. In vitro permeation of carvedilol through porcine skin: Effect of
vehicles and penetration enhancers. PDA J. Pharm. Sci. Technol. 2008, 62, 256–263.
Brinkmann, I.; Müller-Goymann, C.C. Role of isopropyl myristate, isopropyl alcohol and a combination
of both in hydrocortisone permeation across the human stratum corneum. Skin Pharmacol. Appl. Skin Physiol.
2003, 16, 393–404. [CrossRef]
Dias, M.; Hadgraft, J.; Lane, M.E. Influence of membrane-solvent-solute interactions on solute permeation
in skin. Int. J. Pharm. 2007, 340, 65–70. [CrossRef]
Liu, P.; Bergstrom, T.K. Quantitative evaluation of aqueous isopropyl alcohol enhancement on skin flux
of terbutaline (sulfate). 2. Permeability contributions of equilibrated drug species across human skin in vitro.
J. Pharm. Sci. 1996, 85, 320–325. [CrossRef]
Pendlington, R.U.; Whittle, E.; Robinson, J.A.; Howes, D. Fate of ethanol topically applied to skin.
Food Chem. Toxicol. 2001, 39, 169–174. [CrossRef]
Oliveira, G.; Hadgraft, J.; Lane, M.E. The influence of volatile solvents on transport across model membranes
and human skin. Int. J. Pharm. 2012, 435, 38–49. [CrossRef] [PubMed]
Watkinson, R.M.; Herkenne, C.; Guy, R.H.; Hadgraft, J.; Oliveira, G.; Lane, M.E. Influence of ethanol
on the solubility, ionization and permeation characteristics of ibuprofen in silicone and human skin.
Skin Pharmacol. Physiol. 2009, 22, 15–21. [CrossRef] [PubMed]
Parisi, N.; Paz-Alvarez, M.; Matts, P.J.; Lever, R.; Hadgraft, J.; Lane, M.E. Topical delivery of hexamidine.
Int. J. Pharm. 2016, 506, 332–339. [CrossRef] [PubMed]
Tatsumi, Y.; Yokoo, M.; Senda, H.; Kakehi, K. Therapeutic efficacy of topically applied KP-103
against experimental tinea unguium in guinea pigs in comparison with amorolfine and terbinafine.
Antimicrob. Agents Chemother. 2002, 46, 3797–3801. [CrossRef] [PubMed]
Tatsumi, Y.; Yokoo, M.; Arika, T.; Yamaguchi, H. In vitro antifungal activity of KP-103, a novel triazole
derivative, and its therapeutic efficacy against experimental plantar tinea pedis and cutaneous candidiasis
in guinea pigs. Antimicrob. Agents Chemother. 2001, 45, 1493–1499. [CrossRef] [PubMed]
Matsuda, Y.; Sugiura, K.; Hashimoto, T.; Ueda, A.; Konno, Y.; Tatsumi, Y. Efficacy coefficients determined
using nail permeability and antifungal activity in keratin-containing media are useful for predicting clinical
efficacies of topical drugs for onychomycosis. PLoS ONE 2016, 11, e0159661. [CrossRef]
Uchida, K.; Yamaguchi, H. Studies on the Affinity of Terbinafine with Keratine. Jpn. J. Med. Mycol. 1993, 34,
207–212. [CrossRef]
Suhonen, T.M.; Bouwstra, J.A.; Urtti, A. Chemical enhancement of percutaneous absorption in relation
to stratum corneum structural alterations. J. Control. Release 1999, 59, 149–161. [CrossRef]
Dykes, P.; Thomas, R.; Lever, L.; Marks, R. Pharmacokinetics of topically applied terbinafine: Results from
studies in healthy volunteer subjects and patients with pityriasis versicolor. J. Dermatolog. Treat. 1990, 1,
19–21. [CrossRef]
© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

