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Summary

Amorphous sugars and polyols are being increasingly used as
stabilisers in lyophilised therapeutic protein products. However
the relative thermodynamic instability of the amorphous state
compared to the crystalline state necessitates a greater
understanding of the amorphous to crystalline transition. The
purpose of the work was to examine the use of a controlled
moisture sorption analyser to provide a more detailed
understanding of the kinetics and events that occur when an
amorphous trehalose phase interacts with moisture. Two
batches of spray-dried x-ray amorphous alpha-alpha-trehalose
were exposed to a range of known controlled humidities at
25°C. Weight data was acquired at each humidity with the
Avrami model being used to determine kinetic parameters and
equilibrium uptake. The adsorption-desorption isotherms
obtained featured a constant adsorption gradient between 5%
and 55% RH, a loss of water accompanying the amorphous to
crystalline phase transition to form the di-hydrate crystal form
at 65% RH. Following this conversion the isotherm followed
the classic reversible type lll isotherm associated with the
di-hydrate crystalline form. Notably, the kinetic features of the
moisture interaction were not coincident although three regions
were broadly assigned, which indicated a slowing down and
then a speeding up of the diffusion of water through the
amorphous structure which was attributed to a glass phase
transition, and a third region of rapid sorption equilibrium with
the crystalline phase. The approach presented here highlights
the importance of evaluating kinetic data which is not routinely
reported.

Introduction
a-Trehalose is a non-reducing disaccharide comprised of two

a-D-glucosyl units connected by a 1,1-glycosidic linkage. The
a,a-isomer is widespread in nature and is increasingly used in

—

Figure 1: The IGAsorp dynamic vapour sorption (DVS) analyser

pharmaceutical formulations, principally in the stabilisation of
proteins [1] and the preservation of foodstuffs [2]. Since
trehalose can be obtained in a variety of forms - anhydrous
amorphous, anhydrous crystalline, crystalline dihydrate and
glass, it is essential to have an understanding of the
environmental and experimental conditions required to obtain
and maintain these different forms. The purpose of the work
was to examine the use of a controlled moisture sorption
analyser to provide a more detailed understanding of the
kinetics and events that occur when an amorphous trehalose
phase interacts with moisture.

Material and Methods

a,a-Trehalose dihydrate was obtained from Quadrant
Healthcare Ltd. A 10% w/v aqueous solution was spray-dried
using a Buchi 190 mini-spray-drier. The powder obtained was
X-ray amorphous (Siemens D5000 X-ray powder
diffractometer) and was found to contain 2-3% w/w moisture
by Karl Fischer tiration analysis. The powder was then stored
over phosphorous pentoxide at 20 °C for six months to provide
Batch 1. A second batch (Batch 2) was freshly spray-dried
following the same procedure as for Batch 1. Moisture sorption
isotherms were obtained for the spray dried Trehalose samples
using the IGAsorp Dynamic Vapour Sorption Analyser
manufactured by Hiden Isochema Ltd. UK.

All studies were performed at 25°C. In turn each sample was
loaded into the IGAsorp under atmospheric conditions and the
initial weight measured. Sample sizes varied between 25 and
50mg. The environment around the sample was then set to
5%RH and the sample was allowed to equilibrate. A moisture
adsorption desorption isotherm was performed on each
sample which consisted of step like changes in RH between
5%RH and 95%RH for adsorption and step like changes in RH
between 95%RH and 5%RH for desorption. At each set-point
the equilibrium mass and kinetic rate constant were determined
using the IGA Method described below. A second sample from
Batch 2 of the spray dried Trehalose was studied under slightly
different conditions. The sample was initially dried and the
adsorption isotherm was studied in the range 0-95%RH and
the desorption isotherm was studied in the range 95-0%RH.

The IGA Method

The IGAsorp is a fully automated and computer controlled
instrument which continuously monitors the moisture content
of the sample whilst accurately controlling both the temperature
and relative humidity. A schematic of the IGAsorp is presented
in figure 2. A sensitive microbalance (resolution of 0.1ug) is
utilised to measure changes in the moisture content of the
sample. The microbalance is mounted in a thermostated
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Figure 2: Schematic Representation of IGAsorp.

enclosure to remove thermal coefficients of the weighing
system and thus provide higher stability. The sample
temperature is regulated to +/-0.05°C by a water bath which
pumps water through a network of channels in the sample
block. The temperature can be varied between 5 and 85°C.
An additional internal heater is situated in the sample chamber
for rapid drying, temperatures up to 250°C may be attained.
The relative humidity is controlled in the sample chamber
dynamically by combining different flow rates of wet and dry
gas streams prior to injection. The reservoir in the sample
block is utilised to humidify a gas steam and thus produces the
wet stream. The RH sensor is used to measure and control
the relative humidity in the sample chamber. The RH can be
varied between 0 and 95%. Any sample will come to an
equilibrium moisture uptake capacity at a defined humidity and
temperature. If either of these conditions are altered the
sample will either release or take up moisture to maintain
energetic equilibrium. The IGAsorp software exploits the IGA
method as shown in the Fig. 3. From an equilibrium state, the
relative humidity is rapidly changed to a new set-point and then
regulated at this new value. The sample will react by altering
its adsorbed capacity. The trend of the data (mass versus
time) is analysed in real-time as the sample capacity
approaches the new equilibrium condition. This relaxation is
modelled using the Avrami model: This is used to determine
when the new equilibrium condition has been achieved. Once
attained the equilibrium uptake values can be recorded and
the system can proceed to measure the next isotherm point.
Once the full adsorption has been measured the desorption
can be similarly measured.

The method provides a consistent analysis point-to-point on
the isotherm thus removing human subjectivity. The kinetic
data usually discarded or not measured with other techniques
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Figure 3: The IGA Method

o The gas pressure or composition in the balance
chamber is ramped to the setpoint, P,, and then
held constant through active control of the inlet
gas flow

The weight change is analyzed in real time to
determine kinetic parameters and simultaneously
predict the equilibrium point, E,

Equilibrium points are then collected, corrected for
buoyancy, and plotted as an isotherm
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Figure 4: Moisture sorption isotherm (left axis) and kinetics (right axis) measured on spray dried Trehalose
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Figure 5: A comparison of moisture sorption isotherms measured on spray dried Trehalose samples

is accessible and can prove to be just as valuable as the
equilibrium isotherm, as in the case of this study of Trehalose.

Each humidity step results in a determination of the equilibrium
weight and a & and x value which describe the kinetics of the
process. In the results section the kinetics are plotted as time
constants which describe the time taken to reach 99% of the
predicted equilibrium.

Results

The results of the equilibrium isothermal study are presented
in Table 1 and results of the kinetic time constant study are
shown in Table 2. Moisture contents were calculated from the
reference point taken as the mass of the di-hydrate crystalline
phase. This was the most acceptable reference point as any
amorphous phase which may have been present would have
been observable as irreversibility or uptake at lower RH’s than
those observed.

An adsorption-desorption isotherm measured on sample 2 of
Batch 2 of the spray dried Trehalose, is displayed in Fig. 4.
Features to note are the constant gradient between 5 and
55%RH, the classic loss of water accompanying the
amorphous to crystalline phase transition at 65%RH after

Analysis
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Table 1: Equilibrium % weights obtained at 25 °C for Spray Dried Trehalose

%-RH Batch 1

1st cycle

0

5) 1.7 3.6
15 2.3 4.5
25 4.0 5.3
35 7.0 7.2
40 7.9

45 8.8 9.2
50 9.8

55 10.6 11.1
60

65 11.2 12.2
75 10.8 10.8
85 10.8 10.9
95 11.8 13.9
95 11.8 13.9
90 11.0 11.0
80 10.6 10.6
70 10.6 10.5
60 10.3 10.4
50 10.4 10.4
40 10.4 10.4
30 10.4 10.4
20 10.4 10.4
10 10.4 10.4
5 10.4 10.4
0 9.9

which the isotherm becomes a classic reversible type Il
isotherm associated with the 100% di-hydrate crystalline form.
The 0%RH point on the desorption isotherm shows the water
of hydration being lost from the crystal structure. Interesting
observations can be made from comparing the kinetic time
constants with the equilibrium isotherm.

Firstly the kinetics show a clear peak which indicates a slowing
down and then a speeding up of the diffusion of water through
the structure. Water is known to function as a plasticiser and
lower the glass transition temperature, Iy, of amorphous
polymers. It is also known that the viscous-elastic properties

Batch 2 - Sample 1

Batch 2 - Sample 1

2nd cycle Batch 2 - Sample 2

0.9
2.2
3.9
9:9
7.3
8.1
10.4 9.1
10.0
10.9
11.4
11.9
10.7
10.7
141

10.4
10.4
10.4
10.4

10.4

10.4
10.5
10.7
13.9

141
1.1
10.6
10.5
10.4
10.3
10.3
10.3
10.3
10.3
10.4
5.3

the moisture content that will reduce Tg to the temperature of
of solids are altered significantly above Ty (rubbery state) to
below Ty (glass state). Thus, the distinct change in the water
diffusion properties, that we observe from the kinetic data, is
likely to be attributable to a glass phase transition. Applying
this interpretation then the three plateaus can be associated
with the initial amorphous glass phase (5-15%RH), the post
glass transition amorphous phase (45-55%RH) and the
crystalline phase after the amorphous to crystalline phase
transition (75-95%RH). The glass and rubbery state
amorphous phase kinetics are more similar in value when
compared with the more rapid kinetics associated with the
crystalline phase. Using equilibrium data, Oksanen and Zografi
[3] have found that the moisture content at which the moisture
sorption isotherm increases significantly correlates well with
the isotherm. Our preliminary findings indicate that kinetic data
may be equally valuable in identifying glass state transitions.
Since compaction, gelatin capsule and freeze-dried product
properties can vary above or below glass state transition, a
kinetic analysis may find much wider application.

A comparison of equilibrium isotherms measured on three
samples: sample 1 and sample 2 of Batch 2 of the spray dried
Trehalose and one sample from Batch 1 of the spray dried
Trehalsoe (Table 1) shown in Figure 5, reveals that isotherms
are comparable above 35%RH with the comparability region
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Figure 6: Comparison of moisture sorption isotherms and kinetics measured on spray dried Trehalose samples

extending to 25%RH for the two samples from Batch 2.
Though the isotherms are comparable in this region the sample
from Batch 1 consistently shows a slightly lower uptake even
at 95%RH in the crystalline phase. The differences observed
below these points indicate that there is a history effect in the
moisture isotherms i.e. some kind of hysteresis occurs. Further
investigation in this region is required to ascertain the true
equilibrium paths. All samples showed a transformation from
amorphous phase to crystalline phase at 65%RH. Desorption
data (Table 1) on Batch 2 measured after the crystalline phase
transition show the type Il isotherm to be fully reversible.

Inspection of kinetic data (Table 2 and Figure 6) reveals that
samples show similar features in their time constant curves to
those presented in Figure 4. A peak is observed showing the
slowing down and then speeding up of the moisture diffusion
within the structure as the glass phase transition takes place.
The three plateaus associated with: the amorphous phase
before the glass transition, the glass phase and the crystalline

Table 2: Time-constants of absorption (sec) obtained
at 25 °C on Spray Dried Trehalose

Batch 2 -

o/ _ Batch 2 -
o-RH Batch 1 ?2tmcF;/|§|; Sample 2
5 1502.99 1397.6 3970.88
15 17521 5355.34
25 13327.45 30597.56 12044.18
35 12385.24 14332.48
40 7186.71 3669.49 8960.04
45 6705.71 4926.51
50 4516.68 3750.23 4411.87
55 3717.14
60 5230.63 4118.06
65 239.79 79.03 5733.59
75 427.63 342.95 137.13
85 1723.22
95 138.16
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phase can also be observed. The kinetics associated with the
points before the glass transition on the Batch 1 sample are
noticeably slower than those observed on the Batch 2 samples.
After the glass transition has taken place the kinetics of the
batches are comparable. The most interesting feature is the
coincidence of the glass transition indicated by the peak in the
kinetics with the convergence of the equilibrium isotherms. This
suggests that the differences in the isotherms at RH’s below
this point are due to differences in the initial amorphous phase
and are probably due to the hysteresis, but the data indicates
that the variations in the initial phase have no apparent effect
on the moisture sorption initiated transitions and the
subsequent moisture sorption on the phases formed. Further
work is required to enable fitting of the kinetics of the process
associated with the glass to crystalline phase transition. This
is complicated by several processes occurring concurrently
these include moisture uptake into any amorphous phase
present, moisture loss from the crystalline phase and the
molecular motion of the sugar molecules to form the crystalline
phase.

In conclusion, the study has demonstrated that water acting as
a plasticiser can allow the molecules of the sugar to move and
re-order into more energetically favourable structures and
reveal the regions over which each phase is present.
Furthermore, the data provided some evidence to show that
aging of spray dried amorphous Trehalose may occur. (Lower
uptakes observed slower kinetics in the initial amorphous
phase). However correlation with crystallinity data is required
to fully interpret this data. However, despite any changes in
sample crystallinity that may have occurred on storage, the
aging only has a slight effect after the sample has been
transformed into the rubbery phase.

References

[1] C.A. L. S. Colaco, C. J. S. Smith, S. Sen, D.
H. Roser, Y. Newman, S. Ring and B. J.
Roser. ACS Symposium Series. 567 (1994)

222-240
[2] B. Roser, BioPharm 4(8) (1991) 47
[3] C. A. Oksanen and G. Zografi, Pharm. Res.

7(6) (1990) 654-657

422 Europa Boulevard, Warrington WA5 7TS England
t: +44 (0)1925 244 678 e: info@hidenisochema.com

www.hidenisochema.com





<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


