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In-situ freeze-drying - forming
amorphous solids directly within
_capsules: An investigation of
R _dissolution enhancement for a
T poorly soluble drug
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. Conversion into the amorphous form enhances the dissolution of poorly soluble drugs, however

. the barrier to market for medicines containing an amorphous drug is poor stability. The aim was to

: produce the amorphous form of a drug within a capsule, without thermal or mechanical stress during
manufacture. To facilitate this aim, the mechanism for drug-polymer interaction was explored.

. Nifedipine and polyvinylpyrrolidone were dissolved in tert-butanol at different drug/polymer ratios.

. These solutions were dispensed into gelatin capsules and freeze-dried. Differential scanning calorimetry

. (DSC) & novel FT-IR analysis based on peak symmetry measurements confirmed the absence of

. crystallinity when polyvinylpyrrolidone exceeded 50%w/w. Capsules containing 10 mg of nifedipine

. were amorphous and stable for over 3 months at =40 °C. Evidence of hydrogen bonding between

. the N-H group of nifedipine and the C=0 group of PVP was observed and this interaction inhibited

. nifedipine crystallisation. PVP’s high affinity for water and the nifedipine-polymer interaction lead to

. asignificant dissolution rate enhancement. The freeze-dried capsule, 10%w/w nifedipine/PVP, had the

© highest dissolution rate constant of 0.37 4-0.05 min—2, and the lowest time to achieve 50% dissolution

. ort,, of 1.88 £ 0.05 min. This formulation reached 80% dissolved in less than 6 min whereas the

. equivalent marketed liquid filled nifedipine capsule took 3 times longer to reach 80% dissolution.

. The biopharmaceutical classification system (BCS) ranks drugs in accordance to their solubility and permeabil-
. ity!, the dominating factors that influence the oral bioavailability of drugs®>. Class II BCS, drugs with high per-
: meability but low solubility, form a large number of the lead compounds generated by pharmaceutical research,
- but their low oral bioavailability reduces class IT’s developability into medicines*. Due to limited aqueous solubil-
: ity, the absorption of class I BCS drugs is hindered!. This may be improved through formulation strategies, for
: example rendering the drug into its amorphous form™>.

: An effective approach for enhancing the kinetic solubility and dissolution rate is to molecularly disperse a
. drug in a solubilizing carrier, thus inhibiting crystallisation and maintaining the drug within a disordered or
: amorphous structure®. Despite the benefits of this strategy, amorphous drugs are not widely used in the pharma-
© ceutical industry®’ as most methods of generating amorphous materials expose the drug to thermal or mechan-
* ical stress, which leads to chemical degradation and re-crystallisation of the amorphous solid. For example, solid
. polymer-drug solutions maybe prepared using hot-melt extrusion (HME), a process limited to thermally stable
© drugs®®. Thus, less aggressive methods for rendering poorly water soluble drugs (PWSD’s) into amorphous med-
© icines are required®. Solvent evaporation methods’, where a drug and polymer are dissolved in a common volatile
© solvent, which is then removed via spray or freeze-drying ensures moderate to low heat exposure!®-17.

: Water is the principle solvent used for freeze-drying'® which puts PWSD’s at a disadvantage, as acceptable
© concentrations of the PWSD in the aqueous feed solutions are impossible to achieve. Some organic solvents may
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Figure 1. Thermogram of a liquid sample of NIF and PVP (with a target w/w percentage of 10% NIF in PVP)
dissolved in TBA The sample was cooled to temperatures below —20°C and heated at a rate of 10°C/min. T’,
determined to be —8.3°C. Table in top right corner presents average 1", values of feed solutions containing
highest and lowest concentrations, in % w/v, standard deviation, =+, is shown for n=3.

be used in combination with, or in place of, water, given they have a high freezing point, —10°C to 30°C, and a
relatively high vapour pressure below their freezing point, >0.26mbar'® °. Tert-butanol (TBA), with a freezing
point of 24 °C and a vapour pressure of 35.72 mbar at —20°C, is a potential organic freeze-drying solvent?'~?>.

The dissolution of freeze-dried products is rapid, due to the large surface area created by their porosity
and low-density. However secondary processing of these highly porous materials is impossible and typically
freeze-dried samples are re-hydrated and delivered via an injection. Filling conventional capsules with deli-
cate freeze-dried cakes® to form an oral dosage form is impractical, because the samples will not flow easily due
to their low density. Compressing freeze-dried cakes into conventional tablets with desirable hardness, would
remove their much needed porosity and open structure. More importantly, the physical and thermal stress of
tableting may induce re-crystallisation of the PWSD, taking away the dissolution benefits of the amorphous form.
A successful alternative to maintaining the pre-request of an amorphous structure is the freeze-dried delivery
platform Zydis®, where the tablet is produced with a predominantly crystalline structure. However formulating
a PWSD into an oral-dispersible Zydis® tablet creates issues around taste, as PWSDs are known for their bitter
flavour?, which can significantly reduce patient compliance. Zydis® tablets are designed to disintegrate in very
small amounts of saliva prior to swallowing, this can lead to drug precipitation prior to reaching the absorption
site?”. A novel approach is to freeze dry solutions in-situ within a physically protective and easy to handle vessel.
Such vessels must allow the intact freeze-dried cake to be protected from any potential physical damage that may
come with packaging and handling. Conventional hard gelatin capsule shells are the perfect vessel to use, assum-
ing they withstand liquid loading and freeze-drying.

Our study assessed the utilization of in-situ freeze-drying within capsules for the delivery of amorphous drugs
in their solid form via the oral route. This novel technology sought to enhance the dissolution of PWSDs and nifed-
ipine was used to test this approach. Nifedipine, a calcium channel blocker used in the treatment of cardiovascular
disorders and a class Il BCS PWSD model?-*1. Interestingly for a marketed drug, nifedipine has poor chemical
stability as it is particularly susceptible to light induced photo degradation®'. Nifedipine is practically insoluble
in water e.g. 0.0056 g/L at pH7°! and when rendered amorphous it has a low glass transition temperature (T,) of
46.240.2°C*. To prevent re-crystallisation, amorphous drugs must be stored at least 50 °C below their T,>*,
thus amorphous nifedipine is unable to remain amorphous if stored at room temperature.

Molecularly dispersing nifedipine in a large molecular weight, intrinsically amorphous carrier, is a successful
approach to form a solid material with a single T,, > 46 °C® . Polyvinylpyrrolidone (PVP) is one of the most suc-
cessful carriers due to its propensity for forming solid solutions with drugs®. The resulting mixtures have higher
glass transition temperatures with respect to the pure drug and therefore prevent their re-crystallisation®%’.

The aim of the research reported in this paper was to develop a novel in-situ freeze-dried capsule presenting a
poorly soluble drug in its amorphous form that shows enhanced drug dissolution and stability. To facilitate this
aim, a mechanistic investigation of the interaction of nifedipine with PVP was conducted.

Results and Discussion

Method development. The collapse temperatures of the freeze concentrated solutions (T.) were predicted
from the primary glass transition temperatures (7,) of the equivalent solutions of nifedipine and PVP in TBA. T’
ranged between —9.6+0.1 and —7.7 £0.1°C (n=3), Fig. 1. The effect of nifedipine and PVP concentrations on
the T’ of the freeze concentrated solutions was not significant. T is usually 2°C higher than the T, therefore T,
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Figure 2. (A) Clear gelatin capsules filled with 0.5mL of liquid TBA (40 £0.5°C). (B) SEM of in-situ red
capsule freeze-dried formulation. The capsule bottom part was involved in the freeze-drying process, while the
top part (left of the image) was not. The structure of both looks identical under SEM. (C) In-situ capsule freeze-
dried samples of nifedpine in PVP. Left to right showing low to high w/w % of NIF in PVP. All formulations
were designed to contain 10 mg of nifedipine whatever the amount of PVP present.

was predicted to lie between —7 and —5 °C. Thus collapse was avoided within the capsules by maintaining a prod-
uct temperature (T,) 5°C below the lowest T, during the primary drying cycle. Once freeze-drying was complete,
the residual solvent per capsule was well below the limit of human consumption stated by the National Sanitation
Foundation (NSF) of 1.0 mg/kg-day?®. Thus for the 10% w/w nifedipine (NIF) in PVP formulation and based on
a 75kg patient, a maximum of 6 capsules per day may be consumed following NSF guidelines®. Other organic
solvents that can enable the dissolution of NIF and PVP, such as ethanol and DMSO, may be used in formulating
amorphous nifedipine in PVP, however the physicochemical properties of TBA, for example its vapour pressure
of 35.72 mbar below its freezing point, allows TBA to be removed during a freeze drying cycle. Furthermore, the
use of TBA as a solvent for freeze-drying pharmaceutical products is currently in limited practice, CAVERJECT®
is one of such marketed formulation®..

Quality control.  All formulations were designed to contain a constant dose of nifedipine whatever the
amount of PVP present, and this 10 mg dose was equivalent to the available/marketed liquid filled immediate
release capsules. Formulations with <70% w/w NIF in PVP showed no shrinkage or collapse, indicating success-
ful freeze-drying, while >70% w/w NIF in PVP a loss of structural integrity was observed, Fig. 2. At such low
levels of PVP, re-crystallisation of nifedipine occurs disrupting the continuous nature of the freeze-dried cake by
phase separation. This was further confirmed using differential scanning calorimetry, polarised microscopy and
FT-IR analysis, which are discussed in the following sections.

The effect of the freeze-drying on the quality of hard gelatin capsule shells was investigated following the
World Health Organization (WHO) general monograph for quality control of hard gelatine capsules®. Visual
inspection of hard gelatin capsules, that had been filled with pure TBA and exposed to the same freeze-drying
cycle as capsules containing TBA solutions with nifedipine & PVP, (otherwise referred to here, as treated cap-
sules), maintained a smooth and undamaged body (n=20). Under scanning electron microscopy a capsule bot-
tom (treated) and top (untreated) showed no topographical differences Fig. 2. Liquid TBA, 0.5 mL, was placed
inside red hard gelatin capsule shells for 60 min at 40 & 0.5 °C, Fig. 2. Physical examination of the capsule shell
showed no damage imposed by liquid TBA, further, full UV absorbance spectrum, of the liquid TBA, showed
no scattering or absorbance, indicating no leaching of any red dye or gelatin from the capsule into TBA (n=3).
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Figure 3. Crystallinity phase diagram for freeze-dried samples at first heat. The w/w % of crystalline NIF in
samples was calculated using a calibration graph based on physical mixes of NIF in PVP. Error bars represent
the standard error of n = 3. Thermogram showing first-heat of freeze-dried formulations 100, 90 and 10% w/w
NIF in PVP. DSC cycle include a ramp from —10 to 190 °C at a rate of 10 °C/min.

FT-IR spectra of treated and untreated capsules had a correlation of >97% indicating no chemical damage in
the treated hard gelatin capsule shells. The capsules were also tested following the international pharmacopeia
guidelines for disintegration®. All treated capsules (n = 6) disintegrated in under 6 min with untreated hard gel-
atin capsules showing a similar response. Thus treated capsule shells complied with the international pharmaco-
peia limits for hard gelatin capsule disintegration times of <30 min®’. The uniformity of mass of the treated hard
gelatin capsules (n=20) had <2% deviation from the average weight, therefore complying with the WHO limit
of 10% deviation from the average weight. Thus the integrity of the gelatine capsules was maintained throughout
the freeze-drying cycle when TBA was used as a solvent.

Uniformity of weight and drug content.  The in-situ freeze-dried (FD) capsule 10% w/w NIF in PVP for-
mulation complied with the British pharmacopeia (BP) limits of uniformity of weight Table 1S. Its uniformity of
weight value expressed as relative standard deviation (RSD%) and that of the liquid filled, marketed formulation
(TEVA 10 mg nifedipine fast release soft gel capsule) both had RSD’s below 2%. The high content of PVP, in the
10% w/w NIF in PVP formulation, compared to other FD formulations, gave its FD cake increased structural
integrity and avoided losses during the freeze-drying cycle and the recapping process. This had a positive effect
on the drug content (Figure 1S), where the 10% w/w NIF in PVP formulation complied with the BP limits of drug
content (10 £ 0.5 mg).

Detecting crystalline nifedipine. The extent of the amorphous dispersion of nifedipine within PVP, i.e.
the absence of crystallinity, was investigated by optical microscopy, FT-IR and thermal techniques.

Differential scanning calorimetry. Nifedipine as received melted at 172.4 £ 0.1 °C which falls within the
literature onset range of 172-174°C", confirming the crystalline stable modification-I, the a-polymorph. The
as received PVP K10 showed an average T, of 146.1 &-2.8 °C. The melting peak of nifedipine for the freeze-dried
formulations broadens and diminishes in size as the w/w % of PVP increases, indicating a decrease in the crys-
tallinity, Fig. 3. The melting peak disappears completely for the freeze-dried formulations containing <50% w/w
NIF in PVP, which is indicative of a predominantly amorphous structure (Fig. 3).

Environmental scanning electron microscopy (ESEM) images, in Figure 4S (supplementary information),
showed no micro-phase separation in freeze-dried samples at or below 50% w/w NIF in PVDP, thus further con-
firming molecular homogeneity.

For physical mixtures, the melting enthalpy peak area (PA) of crystalline NIF was linearly correlated to the
content of crystalline nifedipine in samples containing NIF in PVP (A, ,H = (1.01 x “% NIF) — 8.06],
R?=0.99). This was used to determine the w/w% of crystalline nifedipine in the freeze-dried formulations®® !,
The limit of detection (5.1%w/w) and quantification (16.6%w/w) calculations were based on the calibration curve
method described in the international conference on harmonisation of technical requirements for registration of
pharmaceuticals for human use (ICH)*2. Similar values for a range of pharmaceutical materials were determined
by Buckton and Darcy*®. Applying this equation, led to the phase diagram for nifedipine in the samples (Fig. 3).
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Figure 4. Polarized microscopy images of freeze-dried 100%, 90%, 80%, 70%, 50 and 10%w/w NIF in PVP. The
crystal caused birefringence was observed to gradually decrease as the w/w% of NIF in PVP is reduced, while
maintaining a constant 10 mg dose of NIF per capsule. The mean grey value (MGV) is listed on the top right
corner of each image. 10 and 50% w/w NIF in PVP show no birefringence, thus MGV is at its lowest, while 90
and 100%w/w NIF in PVP show a relatively high amount of birefringence, this is shown in their shown in their
MGV.

Freeze-dried formulations containing <50% w/w NIF in PVP were amorphous, above this crystalline nifedipine
was observed. HPLC showed heat-cycled formulations contained nifedipine thermal degradation products, for
example a 4 cycle DSC experiment (heat-cool-heat-cool) caused a loss of 20.9 £ 6.4%. A single cycle DSC exper-
iment (i.e. heat only) is therefore expected to cause a loss of ~25.2%, which is equal to the limit of detection (LOD)
of the DSC assay for crystalline nifedipine (Fig. 3 and Table 2S). Thus microscopy and IR approaches, which
operated at room temperature, were used to confirm the absence of crystallinity in the high PVP content
formulations.

Cross polarization microscopy (CPLM). The anisotropic structure of crystalline nifedipine*!, was seen
by the observation birefringence when the crystals were viewed by CPLM, (Fig. 4)*>“6. Amorphous nifedipine,
due to its disordered structure, did not show such a pattern and appeared dark under 90° orientation of the cross
polarizer. CPLM confirmed that less than 50% w/w FD NIF in PVP was the cut-off point where crystalline nifed-
ipine was not detected. Formulations with above 70% w/w NIF in PVP showed a gradual increase of crystallinity
as the w/w % of nifedipine increased. To quantify the CPLM analysis, images were analysed using Image] software
providing the mean grey value (MGV). MGV of polarized images containing no birefringence were equal to 0.00
arbitrary units (AU). The presence of crystals and therefore birefringence causes the measured MGV to increase,
where for example FD 100% w/w NIF showed an MGV of 36.5 (Fig. 4).

|7:2910 | DOI:10.1038/541598-017-02676-2


http://2S

www.nature.com/scientificreports/

A B

NIF as recaived 8 | .
K | - g -
| A 'R 8 ¥ B g3 %
7| § \ LM i " : wxru
s " A UV Iy g 3 £
3 v P = z 2 e
Z [Amorphous NIF N 5 a 2% FD
E ) @ g 52’ & S "% FD
3 2 £ 0% FD
g 2 g % 0% FD
= |PvP as received = o ] S0%FD
g § 40% FD
R " i g = 2% FD
3 8 ¢ B2 & B E
e 4 0 Q 2% FD
E 8 =
NIF in PVP FD ;
§ pEE ] 1% FD
- A R
1 L § T - f T ' \ T Y T T XT T 1
4000 3000 1600 1400 1200 1000 800 600 4000, 000 1700 b B
Wavenumber em™? Wavenumber cm’
- 26 & S
2 . ) & Y rd
C ' , A : D 24+ Amorphous Crystalline
_ A 22
El < 2.0
w
g 100% :
£ ' s 184
s : £
g ; 50% E 1.6
5 : o g 14
2 J x x
= L 0% ©
3 : ¢ 127
; o
g v s0% 1.0 H
= '
: i A0% 0.84
. 0%
. + . . ¥ . o 0.6 T T T T T T T T
800 780 760 740 720 700 20 30 40 50 60 70 80 90
Wavenumber cm”’ Composition (W/w% NIF in PVP)

Figure 5. (A) FT-IR spectra of crystalline nifedipine as received, amorphous nifedipine (produced by heat
melt), PVP as received, 50% w/w crystalline NIF in PVP as physical-mix (NIF in PVP PM) and Freeze-dried
50% w/w NIF in PVP (NIF in PVP FD). FT-IR measurements were repeated to ensure data reproducibility
(n=3). (B) N-H (3288-3330cm '), Carbonyl (1660-1680 cm ') and out of plane §(C-H) vibration of the

ring (800-700 cm™!) regions of the FT-IR spectrum for the full range of freeze-dried NIF in PVP formulations
compared to the 90% w/w NIF in PVP physical-mix of crystalline NIF in PVP. All percentages listed are of
NIF in PVP. FT-IR measurements were repeated to ensure data reproducibility (n=3). (C) FT-IR spectra
(800-700 cm™! only) of freeze-dried formulations 20-100% w/w NIF in PVP. Peak symmetry change at
754cm™! (peak distinctive of amorphous nifedipine) was examined. 90% w/w NIF shows a clear left shoulder.
FT-IR measurements were repeated to ensure data reproducibility (n=3). Spectra presented in (A), (B) and
(C) where corrected for baseline using the software PerkinElmer spectrum 10. Additionally spectra presented
in (B) & (C) had a PVP spectrum subtraction. (D) Monitoring NIF crystallinity in freeze-dried formulations
using FT-IR peak symmetry at 755cm™". A change in peak symmetry is indicative of a change in physical state,
as amorphous NIF presents a single broad and asymmetric peak at 754 cm~! and crystalline NIF presents 2
separate peaks at 762 cm™! and 744 cm™}, the gradual change from the broad amorphous peak to the double
crystalline peaks can be quantitatively measured through peak symmetry measurements. Error bars represent
standard error of n=3.

ATR-FT-IR. ATR-FT-IR spectrum of nifedipine as received had the main characteristics of the thermally
stable a-nifedipine spectrum®, which exhibits relatively low C=O (doublet centred at 1680 cm™') and N-H
(3327 cm™!) wavenumbers, compared to amorphous nifedipine (Fig. 5). This is due to strong intermolecular
hydrogen bond interactions between the ester carbonyl and the NH group of the adjacent nifedipine mole-
cule®. The FT-IR spectrum of amorphous nifedipine shows a distinct difference to the crystalline nifedipine in
the sharpness and definition of peaks, specifically in the 1700 cm™! region?’. The (N-H) band was also shifted
to a higher wavenumber indicating less or weaker intermolecular hydrogen bond interactions in amorphous
nifedipine.

Freeze-dried nifedipine in PVP (Fig. 5A) also shows clear distinctive IR features from the crystalline
physical-mix nifedipine in PVP. However the 1678 cm ™! band is thought to be affected by the water band bending
mode absorption at #1640 cm~'?°. Additionally, PVP was shown to absorb in the (N-H) and carbonyl regions
(Fig. 5A), which made these regions difficult to quantify crystalline nifedipine in freeze-dried formulations. The
shape and location of peaks in these regions (N-H and C = O) may be used to qualitatively analyse the physical
state of nifedipine in freeze-dried formulations®. Figure 5B presents the N-H and carbonyl regions of the full
range of freeze-dried formulations. A clear change in the shape and location of the C=O peak (1660 - 1680
cm ') was observed at 70 and 80% w/w NIF in PVP. These changes are due to the variance in the NIF:PVP ratio
rather than an increase in crystalline nifedipine in the formulation. An alternative region that is less influenced
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by the change in the NIF:PVP ratio which can be used to distinctively differentiate between molecularly dis-
persed amorphous nifedipine in PVP and the crystalline nifedipine in PVP physical-mix is the 800-700 cm™!
out of plane 6(C-H) vibration of the ring regions, where PVP has very little absorbance effect (Fig. 5A and B).
Pure crystalline nifedipine shows distinctive peaks at 793, 762 and 744 cm ™! (Fig. 5B) which are also shown in
crystalline nifedipine in PVP physical-mix*>*. Pure amorphous nifedipine, on the other hand, shows distinc-
tive peaks at 784 and 754 cm™! which are also observed in freeze-dried nifedipine in PVP (Fig. 5A and B). The
peak located at 711 cm ™! is a common peak present in all nifedipine-containing spectra, independent of the
physical state of nifedipine, and may therefore be used as an internal standard for quantitative analysis. Iqbal and
Chan? attempted to use the ratio of the crystalline indicative 762 cm~! PA against the standard PA at 711 cm™!
to semi-quantify crystalline nifedipine in molecularly dispersed nifedipine formulations (PA = peak area). The
absence of the 762 cm ™! peak indicated the absence of crystalline nifedipine on the outer surface of the sample,
and thus samples showing PA ratios <0.05 where considered to be amorphous®.

Unlike the study performed by Igbal and Chan®, this study has shown that all freeze-dried formulations do
not show a peak at 762 cm ™! (Fig. 5B). However, a clear change in the 754 cm™! peak shape accompanied with a
slight change in peak position was observed (Fig. 5C). While amorphous nifedipine shows a single broad peak
at 754 cm™}, crystalline nifedipine shows two peaks, 744 cm™! and 762 cm™!. The gradual change from amor-
phous to crystalline NIF, causes the amorphous 754 cm™! peak to gradually change in shape where for example,
freeze-dried 90% w/w NIF in PVP shows a clear shoulder towards the 762 cm™! crystalline peak, which maybe
early signs of nifedipine re-crystallization, such as the formation of nifedipine dimers in small clusters.

The peak asymmetry was calculated from B/A at 10% peak height where B and A are the left and right half
widths of the peak respectively. Peak asymmetry was plotted for the composition range of the freeze-dried formu-
lations (Fig. 5D). Freeze-dried 10% w/w NIF in PVP was not included, as peaks in the range 800-700 cm™' were
too small for integration. Fig. 5D shows the 754 cm™! peak asymmetry of <70% freeze-dried NIF in PVP for-
mulations to equal 1+ 0.2, which is considered asymmetrically acceptable by HPLC ICH guidelines*®. Changing
the composition of the freeze-dried formulation to contain >70% w/w NIF in PVP resulted in a sharp increase
in the peak asymmetry, indicative of some nifedipine crystal nucleation such as clusters of dimers. This is further
supported by CPLM images presented in Fig. 4, where small amount of crystals of nifedipine are observed in 70%
w/w FD formulations compared to the 100% w/w formulation*®.

Drug Polymer interaction. FT-IR results show the N-H peak in pure amorphous nifedipine 3342 cm~! ¥
shifts to 3288 cm ™! in FD formulations of nifedipine in PVP (Fig. 6A and B), indicating hydrogen bonding
between the N-H group of nifedipine and the carbonyl group in PVP# (Fig. 6C). The carbonyl group in pure PVP
(1654 cm™!) was not seen to change in amorphous freeze-dried formulations of NIF in PVP (Fig. 6B), contradict-
ing the observations seen in the N-H region. This was caused by the relatively low ratio of nifedipine molecules to
vinyl pyrrolidone monomers, which was /1:25 in FD formulations of 10% NIF in PVP. As a result, the effect of
hydrogen bonding on the overall C=0 absorption, in PVP, is insignificant. Authors in the field, e.g. Rumondor
et al.* have made the mistake of assuming the C=0 absorption at 21660 cm ™" results from hydrogen bonding
between PVP and nifedipine, despite pure PVP showing the same absorption peak (Fig. 6B).

Fitting T, values to the Gordon-Taylor equation is an accepted approach for characterising the interaction
of the species within an amorphous dispersion®*=2. In fact the T’s for all the NIF:PVP ratios, fitted the Gordon
Taylor equation (Fig. 6D), and as the equation is based on volume additivity it assumes minimal interaction
between the species involved® *°. The hydrogen bonding interaction between nifedipine and PVP makes little
impact on the Gordon-Taylor fit for two reasons: Firstly; the weight fraction of polymer is used to generate
Gordon-Taylor plots, i.e. the number of monomer units, outweighs the amount of drug present and so the inter-
action represented by the N-H peak shift will not greatly influence the mobility of PVP. Secondly; DSC caused
chemical degradation within nifedipine during each heating cycle, the products of which will have an unpre-
dictable effect on T,. However, the Gordon-Taylor plot does show the stabilising effect of PVP, by raising the T,
many 10 of degrees above room temperature, reducing the likelihood of re-crystallisation within the freeze-dried
samples.

Dissolution studies. Drug quantification was performed through stability indicating HPLC-UV assay,
which was validated following ICH** guidelines?® >*. This assay minimised the impact of photo degradation,
however previous work> indicates that degradation of nifedipine, (whether dispersed in PVP or in its as received
form), during dissolution in the BP monograph recommended media is very difficult to eliminate® and thus
degradation was detected when dissolution experiments were extended to over 60 min.

Dissolution of crystalline nifedipine as received (Fig. 7A) was less than 10% of the dose after 60 min, with a t,,
greater than 350 min. The addition of PVP to the dissolution medium, in concentrations equivalent to the amount
of PVP in 30% w/w NIF in PVP, did not show a significant difference on k (p > 0.05), indicating that the presence
of PVP in dissolution medium does not improve the dissolution of NIE. Whereas grinding PVP with nifedipine,
to produce physically mixed formulations, improved k by approximately 20 times, showing a t,,, below 35 min.
This was due to the dual effect of decreasing the particle size of nifedipine and increasing the surface area, thus
enhancing the rate of dissolution®, and increasing the surface area between the drug and polymer, and therefore
allowing more efficient wetting. This effect was also observed by Broman et al.>°, where enhancing the contact
between polymer and drug was key for enhancing the wetting of drug, therefore providing access of the dissolu-
tion medium to the drug surface and preventing aggregation of particles. Thus dissolution of the physically mixed
formulations increased the concentration of PVP in the vicinity of nifedipine particles and led to better wetting
of nifedipine.

Presenting nifedipine in a freeze-dried formulation improved k by another 10 times (Fig. 7B), with a t;,, below
4 min (Fig. 7C). Faster dissolution rates were a consequence of converting nifedipine into its amorphous form. A
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Figure 6. (A) FT-IR results show the N-H peak in pure amorphous nifedipine 3342 cm ™! shifts to 3288 cm ™!
in FD formulations of nifedipine in PVP; thus indicating strong intermolecular hydrogen bonding between
the N-H group of nifedipine and the carbonyl group in PVP?”%. (B) Showing the (C=O) carbonyl group of
PVP maintained at 1654 cm ™' in pure PVP and FD formulations: indicating that the C= O peak of PVP was
not greatly influenced by the hydrogen bonding between NIF and PVP*”#, FT-IR spectra presented in (A) and
(B) were corrected for baseline using the software PerkinElmer spectrum 10. (C) A proposed model for the
intermolecular hydrogen bonding between nifedipine and PVP based on the IR spectra. Hydrogen bonds are
presented in red. This figure was constructed using ACD/ChemSketch. (D) Average T, of heat cycled samples
of nifedipine in PVP. The data was fitted to Gordon Taylor equation, using OriginPro, where x is the weight
fraction of nifedipine. Error bars represent standard error of n=3.

sharp increase in dissolution rates for freeze-dried formulations as the % w/w of NIF in PVP decreases, and thus
a lowering and eventual removal of crystalline content, was seen. Similar patterns were observed for ibuprofen &
albendazole in PVP solid solutions®” .

Lowering the w/w% of NIF in PVP from 30 to 10% significantly increased k by approximately 1.7 times
(p <0.001), lowering the ¢, to 1.8 min. Increasing the w/w% of NIF to PVP had a negative effect on k (Fig. 7D)
with 50 and 70% w/w NIF in PVP showing similar results to the nifedipine as received. Kaushal et al.® described
high drug content solid solutions containing small crystals within the dispersion, this was observed in >50% w/w
FD NIF in PVP formulations of this study (Figs 3, 4 and 5). The formation of small crystals within solid dispersion
limits the molecular dispersion of drug and polymer, and so reduces dissolution enhancement within amorphous
formulations®. The type and content of polymer used in solid solutions has a great influence over the lowering
of the contact angle of drug, a measure of wettability, where the limit of contact angle is 0°, indicating complete
wetting, and 180° for no wetting”. PVP, with a contact angle of 27 +0.5°%*” was described to be much more effi-
cient than other polymers (HPMC and Copovidone) in lowering contact angles of PWSD’s, such as crystalline
cilostazol (68 +0.6°).

Measuring the nifedipine concentration in the dissolution vessel at 5 and 60 min gave the kinetic solubility.
The kinetic solubility of the crystalline as received nifedipine was not affected by the presence of PVP in the dis-
solution media, (Figure 2S). Increasing the content of PVP in the amorphous freeze-dried formulations, signif-
icantly enhanced the kinetic solubility of nifedipine in the dissolution medium. This was demonstrated through
the observed linear correlations; NIF, . s = 19.3 X C+ 11.04 and NIF, . somin = 19.6 X C+ 11.96, where Cis the
% w/w NIF in PVP within freeze-dried formulations.

The thermodynamic solubility of nifedipine as received, determined over 5 days of equilibrium at
(37.010.5°C), also showed a significant linear correlation (p < 0.05) with the concentration of PVP in dissolu-
tion medium. For these experiments the concentration range of PVP in the dissolution medium of 0-0.022% w/v
(Figure 2S) was chosen to cover the range of PVP concentrations resulting from full dissolution of the 10—100%
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Figure 7. Comparing (A) dissolution profile (B) rate constant of nifedipine in different dosage types. The
dissolution medium is 0.1 M HCI unless otherwise stated. Temperature of dissolution medium is 37.0 £0.5°C
and dissolution volume 900 mL. Test was performed following USP paddle apparatus 2. Error bars represent
standard error of n = 3. Comparing (C) dissolution profile (D) rate constant of In situ FD nifedipine capsules
with varying NIF:PVP ratios The dissolution medium is 0.1 M HCL unless otherwise stated. Temperature of
dissolution medium is 37.0 + 0.5 °C and dissolution volume 900 mL. Test was performed following USP paddle
apparatus 2. Error bars represent standard error of n=3.

w/w NIF in PVP formulation within the 900 mL of dissolution medium. As presented in Figure 28, a linear cor-
relation between the concentration of PVP in the dissolution medium and the thermodynamic solubility of crys-
talline NIF was observed, following the equation [NIF ,eno-solitity = 134.62X +7.11] where X is the concentration
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Figure 8. Comparing the dissolution profile of the in-situ capsule FD formulation 10% w/w NIF in PVP against
the soft gel (liquid filled) marketed formulation TEVA 10 mg NIFE. Average T80 for the marketed formulation is
approximately 3 times longer than that of the in-situ capsule FD formulation (10% w/w NIF in PVP). Error bars
represent standard error of n=3.

of PVP in dissolution medium in % w/v units. However, the thermodynamic solubility of NIF in 0% w/v PVP in
dissolution medium (0.1 M HCI pH = 1.2 and 37.0 £ 0.5 °C) was found to be lower than predicted by the above
equation, equalling 6.8 0.1 ug/mL at 37 4 0.5 °C. Literature reference for the thermodynamic solubility of nifed-
ipine in 0.1 M HCI was not available, however, solubility of nifedipine in buffer solutions with pH values ranging
from 4-13 was published by Ali*' to fluctuate between 5.6-7.8 ug/mL>">*. Thus our studies have revealed that the
presence of PVP in the dissolution medium is not enough to increase the kinetic solubility or the dissolution rate
of nifedipine. The polymer, PVP, must be in high concentrations in the vicinity of the drug to permit enhance-
ment in dissolution rate. Molecularly dispersing the drug in large ratios of polymer furthers the enhancement of
dissolution rate, as it increases the surface area between drug and polymer, and thus allow better wetting of the
drug.

Comparison of in-situ freeze-dried capsule with the liquid filled equivalents. The dissolution
profile of the freeze-dried capsule containing 10% w/w NIF in PVP was compared to that of the soft gel, liquid
filled, marketed TEVA formulation (Fig. 8), which consists of a lipid based solution of the drug in oil, sealed
within a soft gelatin capsule®® ¢!, The freeze-dried capsule reached the BP recommended dissolution of 80% in
less than 5min, while the liquid filled capsule took more than 3 times longer to reach the same percentage of
dose dissolved, (Fig. 8). The dissolution profile of the liquid filled capsule showed a lag period, whereby the slow
dissolving soft capsule shell released the formulation at approximately 5min®!. In contrast, the equivalent in-situ
freeze-dried capsules had a much reduced lag period of only 1 min, as a result of the capsule’s hard gelatin but fast
dissolving composition (Fig. 8). Discounting the lag time from both dissolution profiles revealed that the in-situ
freeze-dried formulation only required 4 min for 80% of the drug to dissolve in the aqueous medium. While the
liquid based dosage form required an additional 11 min (approximately 3 times longer), after subtraction of the
lag time for an equivalent 80% dissolution. Taking into account the difference in capsule performance, it is quite
remarkable that a liquid formulation has slower dissolution than a solid amorphous formulation. The mechanism
which underpins this difference is the time required for the hydrophobic nifedipine to diffuse from the oil/lipid
droplets into the aqueous dissolution media®® ®? Such diffusional limitations are not an issue for the dissolution
of PWSDs from the amorphous solid state especially when bound to polymers with a high affinity for water, as is
the case when PVP is present?’.

Stability and utilisation of formulation platform. ICH derived stability study was performed on the
freeze-dried capsules, 10% w/w NIF in PVP, at storage temperatures ranging from 25-37 °C and relative humidi-
ties ranging from 57-74% RH. The product was packaged in amber vials (Fig. 2), and sealed under nitrogen, con-
ditions that replicate aluminium blister packaging used for commercial capsule formulations®®. Quality control
tests, in accordance to BP and ICH guidelines and regulations®, were performed on the product at time point 0,
1 and 3 months to test for the physical and chemical stability as well as product performance. The data confirms
that the amorphous in-situ freeze-dried capsules were physically and chemically stable at elevated temperatures
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Average measurements
3 months 25°C | 3 months 37°C
Stability type | Parameters Specification | 0 months 57% RH 74% RH
Weight of unit dosage form (mg) 201420 201.57 | £0.30 | 200.40 | £0.31 | 201.06 | £0.65
Physical Tg (°C) 2nd heat — 130.26 | +3.56 | 125.04 | £2.19 | 125.16 | £0.76
Crystalline NIF % w/w 0% 0.00 +0.00 | 0.00 +0.00 | 0.00 +0.00
Chemical Degradation products (%)* <5% 0.00 +0.00 | 0.00 +0.00 | 0.00 +0.00
Drug content (mg) 10+0.5 9.61 +0.12 | 9.37 +0.10 | 9.44 +0.06
Performance | Rate constant for dissolution, k, (min~!) | — 0.37 +0.05 | — — 0.39 +0.04
T80 (min) <20 min 4.80 +0.20 | — — 5.27 +0.1

Table 1. Stability study summary for the in-situ freeze-dried capsule formulation, 10% w/w NIF in PVP. All
data =averages =+ SE of n=6. *Degradation products include: 4-(2-nitrophenyl) pyridine homologue and
4-(2-nitrosophenyl)-pyridine homologue.

for 3 months (Table 1). Thus in-situ freeze-dried capsules may have the potential to remove the barriers associated
with the formulation of amorphous drugs® 10-27.3465,

Conclusion

A novel in-situ freeze-dried capsule was successfully developed, and allowed the stable manufacture of amor-
phous solid formulations of the PWSD model, nifedipine. The use of TBA as an organic solvent was vital for the
success of the novel in-situ freeze-drying method as it successfully dissolved both the drug and polymer without
damaging the hard gelatine capsule shell. The inclusion of PVP in high w/w percentages increased the T, and fur-
ther stabilised amorphous nifedipine through hydrogen bond interactions between the C=0O group of PVP and
the N-H group of nifedipine. Maintaining nifedipine in its amorphous state greatly enhanced its dissolution rate
and kinetic solubility. Dissolution studies showed the amorphous freeze-dried, 10% NIF in PVP, formulation to
have the highest dissolution rate constant (0.37 £ 0.05 min ') and lowest t,, (1.88 = 0.05 min) of all the formula-
tions, reaching Ty, in less than 5 min, which is more than 3 times faster than the equivalent soft gel, liquid filled,
marketed formulation. Furthermore, the in-situ capsule showed physical and chemical stability over 3 month
accelerated storage at 37 °C and 75%RH and therefore meeting BP guidelines. The novel in-situ freeze-dried cap-
sules are ideal for early clinical trial testing of oral, novel class II BCS drugs with relatively high potency (dosage
of <50 mg). In order to apply the authors’ new technology, a decision tree is available indicating where and where
not in-situ freeze-dried capsules are applicable (Figure 2S). The authors’ current and future work is focused on
applying this decision tree to a range of different poorly soluble compounds and optimizing the freeze drying
cycle, as we believe that in-situ freeze-dried capsules will become a general method for formulating class II BSC
drug molecules.

Materials and Methods

In-situ freeze-drying of nifedipine within capsules. Preparation of feed solution. A 2% w/v nifed-
ipine (Sigma-Aldrich Gillingham UK) in TBA (Sigma-Aldrich Gillingham UK) stock solution was prepared by
dissolving pre weighed 200 mg of nifedipine in 10 mL of TBA. 200 mg of PVP K10 (Sigma-Aldrich Gillingham
UK) was added to the readymade nifedipine solution and dissolved, creating a solution with a 1 to 1 NIF:PVP
ratio (equivalent to freeze-dried 50% NIF in PVP). Feed solutions with varying NIF:PVP ratios were prepared
using the same method while maintaining the concentration of nifedipine in all feed solutions constant at 2% w/v.

Sub ambient differential scanning calorimetry. Sub-ambient studies on freeze concentrate samples, of NIF and
PVP in TBA, were performed over a temperature range of —30 to 40 °C, using a DSC Q20 (TA Instruments, New
Castle, DE, USA) with a refrigerated cooling accessory (RCS). The DSC cell was purged with 50cm®min~! dry
nitrogen and the RCS was purged with 150 cm® min~! dry nitrogen. The DSC cell was calibrated following the
instrument manufacturer’s guidelines. Experimental conditions followed an equilibration at 25°C for 5 min, ramp
to —30°C (10°C/min), followed by a ramp to 40 °C (10 °C/min) and a ramp to —30°C (10 °C/min). Samples were
analysed in aluminium hermetic pans. All experiments were repeated three times and an average primary glass
transition temperature (T,’) was recorded for freeze concentrates with high and low NIF:PVP ratios, allowing
estimation of the collapse temperature (T,). The sample size used was approximately 5 mg, with the mass for each
experiment recorded accurately on a six-figure balance, (Micro balance: Sartorius UK Ltd).

Capsule filling.  Up to 30 red opaque gelatin capsules size 0 (distributed by The Alchemists Apothecary) were
fitted, facing upwards, into a capsule holder board, designed for this study. Using a positive displacement pipette,
designed for viscous and volatile samples (Gilson), 0.5 mL of feed solution was transferred into each capsule bot-
tom and allowed to freeze. Capsules containing frozen feed solution, of the same NIF:PVP ratio, were transferred
into amber freeze-drying vials. The vials were then labelled with the corresponding w/w % of NIF in PVP and
stored in a —80°C freezer (10-14h).

Freeze-drying cycle.  Vials containing the frozen solutions in gelatin capsules were transferred from —80°C
freezer onto a freeze-drying shelf, maintained at <—15 °C, within the drying chamber of a bench top freeze dryer
(Lyotrap freeze dryer; LTE Scientific Ltd). The drying chamber was immediately sealed and a vacuum was created
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using a connected vacuum pump (RV3 Edwards). The internal pressure of the drying chamber was continually
reduced to eventually reach the minimum possible pressure, which in the absence of any samples is 0.03 mbar.
The freeze-drying cycle lasted 5 days and once complete, the vacuum was broken by releasing nitrogen gas into
the drying chamber and sealing the vials immediately.

For a secondary drying stage, sample vials were then unsealed and immediately transferred into a vacuum des-
iccator containing P,O5 at ambient temperature (18 °C to 25°C) and a reduced pressure of 0.69 to 0.86 bar, using
a facility vacuum system (BUSCH vacuum pumps). The secondary drying stage was maintained for 24 +1h'.
Once the secondary drying stage was complete, the vacuum was broken by releasing nitrogen gas into the desic-
cator and sealing vials under dry nitrogen immediately.

Recapping and storing freeze-dried capsules. Using a sealed nitrogen bag all vials were opened under nitrogen,
and individual capsule bottoms were capped with the appropriate capsule tops. Fully capped capsules were placed
back in vials which were re-sealed under nitrogen and stored at room temperature (18-25 °C).

Differential scanning calorimetry on freeze-dried cake. Experimental conditions for freeze-dried
cake followed an equilibration at 25 °C for 5min, ramp to 200 °C (10 °C/min), followed by a ramp to 25°C (10°C/
min) and a ramp to 200 °C (10 °C/min). Samples were analysed in aluminium pin-holed hermetic pans. All exper-
iments were repeated three times. The sample size used was approximately 5 mg, with the mass for each experi-
ment recorded accurately on a six-figure balance.

Environmental scanning electron microscopy (SEM) of capsule shell. SEM was used to image
freeze-dried capsule shell bottoms and un-treated capsule shell tops. Prior to imaging, capsule shells were gold
coated in an Emitech K550 sputter coater for 2 min at 20 mA. Imaging was carried out under a FEI/Philips XL 30
scanning electron microscope (Eindhoven, The Netherlands). The operating conditions were: vacuum pressure
7.19-7.52E-4 Pa, HV 5KV, a gaseous secondary detector and a typical magnification of x 15, X100 and % 500.
Images were captured and saved digitally.

ATR FT-IR analysis.  All FT-IR spectra were collected at room temperature (18-25°C) using a PerkinElmer
attenuated total reflectance (ATR) FT-IR spectrometer with a Dura-sample II-Diamond ATR. The resolution
was set to 4 cm™! single scan as it is sufficient for determining the present chemical bonds®. Absorbance spectra
were recorded over the range 4000-400 cm ™. The software Spectrum (Perkin Elmer, Seer Green, UK) was used
to interpret and apply base line correction for the reduction of background noise.

Cross polarization optical microscopy. An optical microscope slide of each of the samples of interest was
produced by carefully placing an amount of 1 to 2 mg of the sample onto the surface of a glass microscope slide
which was then covered with a cover-slip. In the interest of spreading the powder into a thin layer, a small amount
of pressure and motion was applied to the cover-slip. The slide was then placed under the optical microscope
instrument (Leica Microsystems UK Ltd) which was fitted with an imaging camera (QiFastCam), a cross polariser
and ared 1 (\) compensator plate to assess birefringence. Magnified pictures, of 5 X, 25 X and 40 X, were gener-
ated at ambient temperature and pressure using the QCapture Pro 6.0 software. Representative scale bars were
added to all images using previously calibrated in built scale bars using a graticule.

Quality control testing. The following tests were also performed on the marketed fast release formulation
(TEVA) containing 10 mg of NIF in a liquid form inside a soft capsule. The excipients of the liquid capsule filling
were: glycerol, purified water, saccharin sodium, peppermint oil and macrogol 400 (prepared from polyethylene
glycol otherwise referred to as PEG). Excipients of the soft capsule shell are: gelatin, glycerol (85%), titanium
dioxide (E171) and sunset yellow (E110). In comparison the excipients of the hard gelatine capsule shell used in
this study are: gelatin, 0.19% w/w E123 Amaranth, 0.76% w/w E124 Ponceau-4R and 0.66% w/w E171 Titanium
dioxide and sorption water content of 13-16 w/w%. According to the manufacturers, Capsugel, the soft capsule
shell is also thicker than the hard gelatin capsule®.

Uniformity of weight and appearance.  All FD capsules were examined for damage or cracks on the outer shell.
This was performed as part of the recapping step described above. Additionally 3 capsules per batch of each of the
w/w % formulations were weighed individually.

Drug content. The content of NIF per capsule was determined for 3 capsules per batch of each of the w/w
% formulations. The content of drug was determined using a HPLC method, adapted from a previous study®,
with bupivacaine as an internal standard. The Agilent 1100 HPLC system series was used in combination with a
Gemini-NX C18 revers phase column (particle size 5um, width of 4.60 mm and length of 150mm). The mobile
phase consisted of 68% (v/v) HPLC grade methanol and 32% (v/v) 0.1 M ammonium acetate (adjusted to pH
5.8 using acetic acid). An isocratic mobile phase was set to a flow of 1.0 mL/min. The flow was not interrupted
between samples of a given experiment. The column oven was set to 37 °C and the DAD unit was set to mon-
itor absorbance at 238 nm to allow separation and detection of nifedipine and its photo degradation products:
4-(2-nitrophenyl) pyridine homologue and 4-(2-nitrosophenyl)-pyridine homologue®" . This was further vali-
dated using LC-Mass spec. Injection volume was set to 20 uL and the injection needle was programmed to wash
with 100% HPLC grade methanol after each sample.

The HPLC method was validated following ICH guidelines for specificity, linearity & range, detection & quan-
tification limits, accuracy and precision and robustness*.
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Dissolution testing. Dissolution testing method was performed using apparatus 2 (paddle apparatus), of
which all parameters were calibrated and adjusted in accordance to Appendix XII B-dissolution of the BP guide-
lines (MHRA, 2014b). The dissolution medium used in this test is 900 mL of 0.1 M HCL (MHRA, 2014b). The dis-
solution medium also contained the internal standard (bupivacaine) at a concentration of 50 ug/mL. This ensured
all withdrawn samples to contain a constant concentration of internal standard to facilitate drug quantification
analysis using the HPLC method described above.

The dissolution instrument was assembled in accordance to the BP specification of appendix XII B (MHRA,
2014b). In addition to avoid sample contamination or interference from the equipment used, any plasticizers
containing tubing was avoided. A stainless steel cannula was installed to which a 0.45um non-adsorptive mil-
lipore polyvinylidene fluoride syringe membrane filter was fitted. Finally a luer slip polypropylene syringe was
fitted to the cannula via the filter to enable sample uptake. The dissolution test was performed following British
Pharmacopeia (MHRA, 2014b) dissolution method for conventional capsules and tablets. Further, to supress
light related degradation of NIF, the dissolution test was performed in a dark room where only low-actinic light
(650-700 nm) was used. Light coming from the dissolution instrument was minimized but not completely elim-
inated as dissolution parameters were constantly monitored.

Prior to starting the in-vitro dissolution tests, a loose piece of non-reactive stainless steel, wire helix with a few
turns, was securely attached to the test capsule, to act as a capsule sinker, as recommended by the BP guidelines
(MHRA, 2014b). The capsule was then dropped into the dissolution vessel, at which time 0 min was marked.
Samples were withdrawn on 1, 2, 3, 4, 5, 6, 10, 20, 45 and 60 minutes. At each time interval a sample of 5mL was
withdrawn and injected into amber HPLC glass vials. Once the dissolution testing was complete, the HPLC vials
were analysed immediately using the above described HPLC assay.

Method of dissolution testing was optimised, to specifically account for the extreme hydrophobic properties
of nifedipine®, following previously performed studies’®-7. Plasticizer containing tubing and syringes where
replaced by polypropylene products, as preliminary results showed variations (RSD > 2%) in NIF concentration
of repeat sampling (n = 3). In addition, the usually fitted 0.45 um cannula filters were found inefficient in filtering
NIF particles as observed in dissolution testing of the TEVA soft gel capsules of NIF. Listed information from
manufacturer detailed that the pore size value cited, of the cannula filters, was an average value, indicating that
particles above 0.45 um may pass through. As a result, a membrane non-adsorptive millipore polyvinylidene flu-
oride syringe filter was added to further enhance the filtration of nifedipine particles. Non-sink conditions were
implemented in dissolution studies, by not adding additional or external surfactant agents such as sodium dode-
cyl sulfate (SDS) to enhance the solubility of NIF and therefore create a sink condition in dissolution medium®.
Non-sink conditions in dissolution tests have enabled the kinetic solubility of amorphous NIF to be determined.
In addition, as the solubility of drug is a factor that influences dissolution rate, as demonstrated by Noyes and
Whitney®, tests with non-sink conditions, unlike sink conditions, allow better discrimination between dissolu-
tion profiles of different formulations where the kinetic solubility of drug is predicted to be different”.

A multivariate approach (MANOVA) test’®”” was conducted to investigate differences in dissolution profiles
of different formulations of NIF (Fig. 7). Whereby dissolved % of the average dose, presented in Figure 1S, at indi-
vidual time intervals are compared for any statistically significant differences. Alternatively, the non-parametric
test Kruskal-Wallis, which assumes monotonic relation-ship between the two variables, was applied. Rate con-
stants (k), and the related half-life (¢,,,), of NIF dissolution for the different formulations (Fig. 7), determined
by fitting dissolution profiles to the most representative kinetic model”’, were also compared for any significant
differences using student T-test”” 7.

Stability testing. Effect of TBA on the stability of gelatine capsule shells. A volume of 0.5mL of liquid TBA
(354 1°C) was added to the inside of a hard red gelatin capsule maintained inside a temperature regulated vial,
using a temperature controlled water bath. TBA was maintained liquid inside the gelatin capsule for 60 min.
Following this, the liquid TBA was pipetted out of the gelatin capsule shells and analysed for food colouring
additives described as ingredients of the gelatin capsule shells by the manufacturers. The HPLC method used was
described by*, and it used an isocratic mobile phase (20% v/v methanol, 80% v/v 0.1 M ammonium acetate at pH
5.8) at a flow rate of 1 mLmin~!. Absorbance at 510 nm was monitored for all samples.

Stability of FD in-situ capsule formulation. A stability study was performed by storing in-situ capsule FD for-
mulations in nitrogen sealed amber vials under two conditions; The first condition 25 £+ 2°C and 57 £ 0.4% RH,
was achieved by storage at a 2542 °C controlled room temperature, where by the samples were stored in a sealed
box containing saturated solutions of sodium bromide salt®. The second condition 37 +£2°C and 74 £ 0.13% RH
was achieved using the same method while a saturated sodium chloride salt solution was used to maintain the
% RH®. Both conditions were monitored periodically to ensure temperature and humidity values are within in
specified limits. Samples were withdrawn and tested for physical stability: % w/w of crystalline nifedipine, chem-
ical stability: presence of chemical degradation products, and performance: unit dosage weight uniformity, drug
content and dissolution profile.

References
1. Leucuta, S. E. Selecting oral bioavailability enhancing formulations during drug discovery and development. Expert Opin Drug
Discov. 9, 139-50 (2014).
2. Flynn, G. L., Yalkowsk, S. H. & Roseman, T. J. Mass-Transport Phenomena and Models - Theoretical Concepts. J. Pharm. Sci. 63,
479-510 (1974).
3. Pouton, C. W. Formulation of poorly water-soluble drugs for oral administration: physicochemical and physiological issues and the
lipid formulation classification system. Eur. J. Pharm. Sci. 29, 278-87 (2006).

SCIENTIFICREPORTS|7:2910 | DOI:10.1038/541598-017-02676-2 13


http://1S

www.nature.com/scientificreports/

10.

11.

12.

13.

14.

15.

16.

17.

18.
19.

20.

21.

22,

23.

24.

25.

26.

27.

28.

29.

30.

31

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

. Patil, H., Tiwari, R.V. & Repka, M.A. Hot-melt extrusion: from theory to application in pharmaceutical formulation. AAPS

PharmSciTech. 1-23 (2015).

. Chowdary, K. P. R. & Kumar, A. P. Recent research on formulation development of BCS class II drugs - a review. Int. Res. J. Pharm.

Appl. Sci. 3,173-181 (2013).

. Kaushal, A. M., Gupta, P. & Bansal, A. K. Amorphous drug delivery systems: molecular aspects, design, and performance. Crit. Rev.

Ther. Drug. Carrier. Syst. 21, 133-93 (2004).

. Van den Mooter, G. The use of amorphous solid dispersions: A formulation strategy to overcome poor solubility and dissolution

rate. Drug Disc. Today: Tech. 9, 79-85 (2012).

. Leuner, C. & Dressman, J. Improving drug solubility for oral delivery using solid dispersions. Eur. J. Pharm. Biopharm 50, 47-60

(2000).

. Tachibana, T. & Nakamura, A. A method of preparing an aqueous colloidal dispersion of organic materials by using water-soluble

polymers: dispersion of 3-carotene by poly(vinylpyrrolidinone). Colloid & Polymer Sci. 203, 130-133 (1965).

Vasconcelos, T., Sarmento, B. & Costa, P. Solid dispersions as strategy to improve oral bioavailability of poor water soluble drugs.
Drug Disc. Today. 12, 1068-1075 (2007).

Hasegawa, S. et al. Effects of water content in physical mixture and heating temperature on crystallinity of troglitazone-PVP K30
solid dispersions prepared by closed melting method. Int. J. Pharm. 302, 103-112 (2005).

Lloyd, G. R,, Craig, D. Q. M. & Smith, A. A calorimetric investigation into the interaction between paracetamol and polyethlene
glycol 4000 in physical mixes and solid dispersions. Eur. J. Pharm. ¢ Biopharm. 48, 59-65 (1999).

Karavas, E., Georgarakis, E. & Bikiaris, D. Application of PVP/HPMC miscible blends with enhanced mucoadhesive properties for
adjusting drug release in predictable pulsatile chronotherapeutics. Eur. J. Pharm. & Biopharm. 64, 115-126 (2006).

Yoshihashi, Y., Iijima, H., Yonemochi, E. & Terada, K. Estimation of physical stability of amorphous solid dispersion using
differential scanning calorimetry. J. Therm. Anal. & Calor. 85, 689-692 (2006).

Wang, X., Michoel, A. & Van den Mooter, G. Solid state characteristics of ternary solid dispersions composed of PVPVA64, Myrj 52
and itraconazole. Int. J. Pharm. 303, 54-61 (2005).

Desai, J., Alexander, K. & Riga, A. Characterization of polymeric dispersions of dimenhydrinate in ethyl cellulose for controlled
release. Int. J. Pharm. 308, 115-123 (2006).

Vasconcelos, T., Marques, S., das Neves, J. & Sarmento, B. Amorphous solid dispersions: Rational selection of a manufacturing
process. Adv. Drug Delivery Rev. 100, 85-101 (2016).

Tang, X. & Pikal, M. J. Design of freeze-drying processes for pharmaceuticals: practical advice. Pharm. Res. 21, 191-200 (2004).
Srinarong, P., Kouwen, S., Visser, M. R., Hinrichs, W. L. J. & Frijlink, H. W. Effect of drug-carrier interaction on the dissolution
behavior of solid dispersion tablets. Pharm. Dev. & Tech. 15, 460-468 (2010).

Pikal, M. J., Roy, M. L. & Shah, S. Mass and heat transfer in vial freeze-drying of pharmaceuticals: role of the vial. . Pharm. Sci. 73,
1224-1237 (1984).

Teagarden, D. L. & Baker, D. S. Practical aspects of lyophilization using non-aqueous co-solvent systems. Eur. J. Pharm. Sci. 15,
115-133 (2002).

Vessot, S. & Andrieu, J. A Review on Freeze Drying of Drugs with tert-Butanol (TBA) + Water Systems: Characteristics, Advantages,
Drawbacks. Drying Technol. 30, 377-385 (2012).

Teagarden, D. L. & Baker, D. S. Practical aspects of lyophilization using non-aqueous co-solvent systems. Eur. J. Pharm. Sci. 15,
115-133 (2002).

Li, C. & Deng, Y. A novel method for the preparation of liposomes: freeze drying of monophase solutions. J. Pharm. Sci. 93,
1403-1414 (2004).

Cui, ], Li, C., Deng, Y., Wang, Y. & Wang, W. Freeze-drying of liposomes using tertiary butyl alcohol/water cosolvent systems. Int. J.
Pharm. 312, 131-136 (2006).

Badgujar, B. P. & Mundada, A. S. The technologies used for developing orally disintegrating tablets: A review. Acta Pharm. 61,
117-139 (2011).

Verma, S. & Rudraraju, V. Wetting Kinetics: an Alternative Approach Towards Understanding the Enhanced Dissolution Rate for
Amorphous Solid Dispersion of a Poorly Soluble Drug. AAPS Pharm. Sci. Tech. 1-12 (2015).

Potter, H. & Hulm, M. Assay of nifedipine and its by-product and degradation product in the drug substance and dragees by liquid-
chromatography on formamide-saturated silica-gel columns. J. Pharm. & Biomed. Anal. 6, 115-119 (1988).

Igbal, W. S. & Chan, K. L. A. FTIR Spectroscopic Study of Poly(Ethylene Glycol)-Nifedipine Dispersion Stability in Different Relative
Humidities. J. Pharm. Sci. 104, 280-284 (2015).

Chan, K. L. A. et al. Polymorphism and devitrification of nifedipine under controlled humidity: a combined FT-Raman, IR and
Raman microscopic investigation. J. Raman Spec 35, 353-359 (2004).

. Ali, S.L. N. Anal. Profiles Drug Subst. 18, 221-88 (1989).
32.

Miyazaki, T., Yoshioka, S., Aso, Y. & Kawanishi, T. Crystallization rate of amorphous nifedipine analogues unrelated to the glass
transition temperature. Int. J. Pharm. 336, 191-195 (2007).

Hancock, B. C. & Zografi, G. Characteristics and significance of the amorphous state in pharmaceutical systems. J. Pharm. Sci. 86,
1-12 (1997).

Craig, D. Q. M., Royall, P. G, Kett, V. L. & Hopton, M. L. The relevance of the amorphous state to pharmaceutical dosage forms:
glassy drugs and freeze dried systems. Int. . Pharm. 179, 179-207 (1999).

Lu, X. & Weiss, R. A. Relationship between the glass-transition temperature and the interaction parameter of miscible binary
polymer blends. Macromolecules 25, 3242-3246 (1992).

Aso, Y. & Yoshioka, S. Molecular mobility of nifedipine-PVP and phenobarbital-PVP solid dispersions as measured by C-13-NMR
spin-lattice relaxation time. J. Pharm. Sci. 95, 318-325 (2006).

Kothari, K., Ragoonanan, V. & Suryanarayanan, R. The role of drug-polymer hydrogen bonding interactions on the molecular
mobility and physical stability of nifedipine solid dispersions. Mol. Pharm. 12, 162-170 (2014).

t-BUTANOL oral risk assesment, executive summary. NSF-Toxicology-Services. http://www.documents.dgs.ca.gov/bsc/pex/exibit_
nsf_t_butanol.pdf, (2003) (Date of access: 01/05/2014).

Ofner, C. M., Zhang, Y. E., Jobeck, V. C. & Bowman, B. ]. Crosslinking studies in gelatin capsules treated with formaldehyde and in
capsules exposed to elevated temperature and Humidity. J. Pharm. Sci. 90, 79-88 (2001).

Dijuris, J., Nikolakakis, 1., Ibric, S., Djuric, Z. & Kachrimanis, K. Preparation of carbamazepine-Soluplus® solid dispersions by hot-
melt extrusion, and prediction of drug-polymer miscibility by thermodynamic model fitting. Eur J. Pharm. ¢ Biopharm. 84,
228-237 (2013).

Lefort, R., De Gusseme, A., Willart, J. F,, Danede, F. & Descamps, M. Solid state NMR and DSC methods for quantifying the
amorphous content in solid dosage forms: an application to ball-milling of trehalose. Int. J. Pharm. 280, 209-219 (2004).

ICH Guidelines. Validation of analytical procedures: Text and methodology Q2(R1). https://www.ich.org/fileadmin/Public_Web_Site/
ICH_Products/Guidelines/Quality/Q2_R1/Step4/Q2_R1__Guideline.pdf, (1996) (Date of access: 02/07/2015).

Buckton, G. & Darcy, P. Assessment of disorder in crystalline powders - a review of analytical techniques and their application. Int.
J. Pharm. 179, 141-158 (1999).

Raina, S. A., Alonzo, D. E., Zhang, G. G. Z., Gao, Y. & Taylor, L. S. Impact of Polymers on the Crystallization and Phase Transition
Kinetics of Amorphous Nifedipine during Dissolution in Aqueous Media. Mol. Pharm. 11, 3565-3576 (2014).

SCIENTIFICREPORTS|7:2910 | DOI:10.1038/541598-017-02676-2 14



www.nature.com/scientificreports/

45.
46.
47.
48.
49.
50.
51.

52.
53.

54.

55.
56.

57.
58.
59.

60.
61.

62.
63.
64.
65.
66.
67.
68.
69.
70.

71.

72.
73.
74.
75.
76.

77.
. Chutimaworapan, S., Ritthidej, G. C., Yonemochi, E., Oguchi, T. & Yamamoto, K. Effect of water-soluble carriers on dissolution

79.

80.

Gunn, E., Guzei, I. A, Cai, T. & Yu, L. Polymorphism of Nifedipine: Crystal Structure and Reversible Transition of the Metastable
beta Polymorph. Cryst. Growth & Des. 12,2037-2043 (2012).

Xia, D. et al. Solvent-mediated amorphous-to-crystalline transformation of nitrendipine in amorphous particle suspensions
containing polymers. Eur. J. Pharm. Sci. 46, 446-454 (2012).

Grisedale, L. C. et al. Development of photothermal FTIR microspectroscopy as a novel means of spatially identifying amorphous
and crystalline salbutamol sulfate on composite surfaces. Mol. Pharm. 10, 1815-1823 (2013).

Deepti, J. & Pawan, K. B. ICH guideline practice: application of validated RP-HPLC DAD method for determination of tapentadol
hydrochloride in dosage form. J. Anal. Sci. & Tech. 4, 1-7 (2013).

Rumondor, A. C. E, Marsac, P. ., Stanford, L. A. & Taylor, L. S. Phase Behavior of Poly(vinylpyrrolidone) Containing Amorphous
Solid Dispersions in the Presence of Moisture. Mol. Pharm. 6, 1492-1505 (2009).

Royall, P. G., Craig, D. Q. M. & Doherty, C. Characterisation of moisture uptake effects on the glass transitional behaviour of an
amorphous drug using modulated temperature DSC. Int. J. Pharm. 192, 39-46 (1999).

Brostow, W., Chiu, R., Kalogeras, I. M. & Vassilikou-Dova, A. Prediction of glass transition temperatures: Binary blends and
copolymers. Mat. Let. 62, 3152-3155 (2008).

Seo, J. A. et al. The glass transition temperatures of sugar mixtures. Carbohydrate Res. 341, 2516-2520 (2006).

Kuminek, G. et al. Development and validation of a rapid and simple stability-indicating lc method for nifedipine. J. Lig. Chrom. &
Rel. Tech. 33,1601-1611 (2010).

Alqurshi, A. PhD Thesis: Design of freeze-dried formulations for the enhancement of drug release, Institute of Pharmaceutical
Science. (ed. Alqurshi, A.) 224-225 (King’s College London, 2016).

Noyes, A. A. & Whitney, W. R. The rate of solution of solid substances in their own solutions. J. Am. Chem. Soc. 19, 930-934 (1897).
Broman, E., Khoo, C. & Taylor, L. S. A comparison of alternative polymer excipients and processing methods for making solid
dispersions of a poorly water soluble drug. Int. J. Pharm. 222, 139-151 (2001).

Najib, N. M., Suleiman, M. & Malakh, A. Characteristics of the invitro release of ibuprofen from polyvinylpyrrolidone solid
dispersions. Int. J. Pharm 32, 229-236 (1986).

Torrado, S., Torrado, S., Torrado, J. J. & Cadorniga, R. Preparation, dissolution and characterization of albendazole solid dispersions.
Int. ]. Pharm. 140, 247-250 (1996).

Schug, B. S. et al. Formulation-dependent food effects demonstrated for nifedipine modified-release preparations marketed in the
European Union. Eur. J. Pharm. Sci. 15, 279-285 (2002).

Armstrong, N. & James, K. Drug release from lipid-based dosage form II. Int. J. Pharm. 6, 195-204 (1980).

Cole, E. T,, Cadé, D. & Benameur, H. Challenges and opportunities in the encapsulation of liquid and semi-solid formulations into
capsules for oral administration. Adv. Drug Delivery Rev. 60, 747-756 (2008).

Neslihan Gursoy, R. & Benita, S. Self-emulsifying drug delivery systems (SEDDS) for improved oral delivery of lipophilic drugs.
Biomed. & Pharmacother. 58, 173-182 (2004).

Tiwari, B. N. Current aspect of pharmaceutical packing materials, importance and it’s future trend a review. Int. J. Chem. & Pharm.
Anal. 3,1-21 (2016).

ICH Guidelines. Stability testing of new drug substances and products Q1A(R2). http://www.ich.org/fileadmin/Public_Web_Site/
ICH_Products/Guidelines/Quality/Q1A_R2/Step4/Q1A_R2__Guideline.pdf. (2006) (Date of access: 13/07/2015).

Trasi, N. S., Baird, J. A., Kestur, U. S. & Taylor, L. S. Factors Influencing Crystal Growth Rates from Undercooled Liquids of
Pharmaceutical Compounds. J. Phys. Chem. B 118, 9974-9982 (2014).

Zijlstra, G. S. et al. Characterization of a cyclosporine solid dispersion for inhalation. AAPS Journal 9, 190-199 (2007).

Stegemann, S. & Bornem, C. Hard gelatin capsules today-and tomorrow: Hard gelatin capsules with liquid or semi-solid fillings. http://
s3.amazonaws.com/academia.edu.documents/36312293/hard-gelatin-capsules-today-and tomorrow.pdf. (1999) (Date of access:
01/07/2015).

Helin-Tanninen, M., Naaranlahti, T., Kontra, K. & Wallenius, K. Enteral suspension of nifedipine for neonates. Part 1. Formulation
of nifedipine suspension for hospital use. J. Clinc. Pharm. & Therapeutics 26, 49-57 (2001).

Shamsipur, M., Hemmateenejad, B., Akhond, M., Javidnia, K. & Miri, R. A study of the photo-degradation kinetics of nifedipine by
multivariate curve resolution analysis. J. Pharm. ¢ Biomed. Anal. 31,1013-1019 (2003).

Mehta, A. C., Hartdavies, S. & Kay, E. A. In-Vitro Dissolution Studies on Nifedipine Capsules. J. Clinic, Pharm. ¢ Therapeutics 20,
243-245 (1995).

Huang, J., Wigent, R. J., Bentzley, C. M. & Schwartz, J. B. Nifedipine solid dispersion in microparticles of ammonio methacrylate
copolymer and ethylcellulose binary blend for controlled drug delivery - Effect of drug loading on release kinetics. Int. J. Pharm. 319,
44-54 (2006).

Garbacz, G., Blume, H. & Weitschies, W. Investigation of the Dissolution Characteristics of Nifedipine Extended-Release
Formulations Using USP Apparatus 2 and a Novel Dissolution Apparatus. Dissol. Tech. 16, 7-13 (2009).

Heller, M. C., Carpenter, J. E & Randolph, T. W. Application of a thermodynamic model to the prediction of phase separations in
freeze-concentrated formulations for protein lyophilization. Arc. Biochem. & Biophysics 363, 191-201 (1999).

Crum, M,, Elkordy, A. A., Zarara, M. & Elkordy, E. A. In situ lyophilisation of nifedipine directly in hard gelatine capsules. Pharm.
Devel. & Tech. 18, 1379-1390 (2013).

Liu, P. et al. Dissolution Studies of Poorly Soluble Drug Nanosuspensions in Non-sink Conditions. AAPS Pharm. 14, 748-756
(2013).

Yuksel, N., Kanik, A. E. & Baykara, T. Comparison of in vitro dissolution profiles by ANOVA-based, model-dependent and
-independent methods. Int. J. Pharm. 209, 57-67 (2000).

Costa, P, Manuel, J. & Lobo, S. Modeling and comparison of dissolution profiles. Eur. . Pharm. Sci. 13, 123-133 (2001).

characteristics of nifedipine solid dispersions. Drug Devel. & Ind. Pharm. 26, 1141-1150 (2000).

Zeuzem, S., Schmidst, J. M, Lee, J., Ruster, B. & Roth, W. K. Effect of interferon alfa on the dynamics of hepatitis C virus turnover in
vivo. Hepatology 23, 366-371 (1996).

Greenspan, L. Humidity fixed-points of binary saturated aqueous-solutions. /. Res. Nat. Bureau Standards Section A-Physics ¢ Chem.
81,89-96 (1977).

Acknowledgements

We express our gratitude to the Saudi Arabian ministry of education for supporting A.A. We would also like to
thank Mr David McCarthy for the advice given concerning the SEM images. Open access for this article was
funded by King’s College London.

Author Contributions
A.A. & P.G.R. wrote the manuscript and prepared the figures. K.L.A.C contributed towards the FT-IR analysis.
All authors reviewed the manuscript.

SCIENTIFICREPORTS|7:2910 | DOI:10.1038/541598-017-02676-2 15



www.nature.com/scientificreports/

Additional Information
Supplementary information accompanies this paper at doi:10.1038/s41598-017-02676-2

Competing Interests: The authors declare that they have no competing interests.

Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International

M | jcense, which permits use, sharing, adaptation, distribution and reproduction in any medium or
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2017

SCIENTIFICREPORTS|7:2910 | DOI:10.1038/541598-017-02676-2 16


http://dx.doi.org/10.1038/s41598-017-02676-2
http://creativecommons.org/licenses/by/4.0/

	In-situ freeze-drying - forming amorphous solids directly within capsules: An investigation of dissolution enhancement for  ...
	Results and Discussion

	Method development. 
	Quality control. 
	Uniformity of weight and drug content. 
	Detecting crystalline nifedipine. 
	Differential scanning calorimetry. 
	Cross polarization microscopy (CPLM). 
	ATR-FT-IR. 
	Drug Polymer interaction. 
	Dissolution studies. 
	Comparison of in-situ freeze-dried capsule with the liquid filled equivalents. 
	Stability and utilisation of formulation platform. 

	Conclusion

	Materials and Methods

	In-situ freeze-drying of nifedipine within capsules. 
	Preparation of feed solution. 
	Sub ambient differential scanning calorimetry. 
	Capsule filling. 
	Freeze-drying cycle. 
	Recapping and storing freeze-dried capsules. 

	Differential scanning calorimetry on freeze-dried cake. 
	Environmental scanning electron microscopy (SEM) of capsule shell. 
	ATR FT-IR analysis. 
	Cross polarization optical microscopy. 
	Quality control testing. 
	Uniformity of weight and appearance. 
	Drug content. 

	Dissolution testing. 
	Stability testing. 
	Effect of TBA on the stability of gelatine capsule shells. 
	Stability of FD in-situ capsule formulation. 


	Acknowledgements

	Figure 1 Thermogram of a liquid sample of NIF and PVP (with a target w/w percentage of 10% NIF in PVP) dissolved in TBA The sample was cooled to temperatures below −20 °C and heated at a rate of 10 °C/min.
	Figure 2 (A) Clear gelatin capsules filled with 0.
	Figure 3 Crystallinity phase diagram for freeze-dried samples at first heat.
	Figure 4 Polarized microscopy images of freeze-dried 100%, 90%, 80%, 70%, 50 and 10%w/w NIF in PVP.
	Figure 5 (A) FT-IR spectra of crystalline nifedipine as received, amorphous nifedipine (produced by heat melt), PVP as received, 50% w/w crystalline NIF in PVP as physical-mix (NIF in PVP PM) and Freeze-dried 50% w/w NIF in PVP (NIF in PVP FD).
	Figure 6 (A) FT-IR results show the N-H peak in pure amorphous nifedipine 3342 cm−1 shifts to 3288 cm−1 in FD formulations of nifedipine in PVP thus indicating strong intermolecular hydrogen bonding between the N-H group of nifedipine and the carbonyl gro
	Figure 7 Comparing (A) dissolution profile (B) rate constant of nifedipine in different dosage types.
	Figure 8 Comparing the dissolution profile of the in-situ capsule FD formulation 10% w/w NIF in PVP against the soft gel (liquid filled) marketed formulation TEVA 10 mg NIF.
	Table 1 Stability study summary for the in-situ freeze-dried capsule formulation, 10% w/w NIF in PVP.




