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Abstract: In this study, the effect of zinc on insulin stability during the primary emulsification
step of poly(lactide-co-glycolide) microspheres preparation by the water-in-oil-in-water
(w/o/w) double emulsion solvent evaporation technique was evaluated. Insulin was emulsified
at homogenization speeds of 5000 and 10,000 rpm. Insulin was extracted from the primary
w/o emulsion by a method previously reported from our laboratory and analyzed by
comprehensive analytical techniques. The differential scanning calorimetry thermograms
of insulin with zinc showed a single peak around 83 °C with calorimetric enthalpy
values similar to native insulin. Sodium dodecyl sulfate-polyacrylamide gel electrophoresis
(SDS-PAGE) of extracted insulin showed a single intense band around 6 kDa, demonstrating
the preservation of primary structure. High performance liquid chromatography (HPLC)
analysis revealed that no degradation products were formed during the homogenization
process. Insulin aggregates residing at the w/o interfaces were found to be of non-covalent
nature. In addition, observation of a single characteristic peak for insulin at m/z 5808 in the
matrix-assisted laser desorption/ionization time-of-flight (MALDI-TOF) mass spectrum
confirmed the absence of insulin degradation products and covalent dimers. Presence of
zinc preserved the secondary structure of insulin as indicated by circular dichroism.
In conclusion, these results show that with the addition of zinc, insulin stability can be
improved during the primary emulsification step.
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1. Introduction

The water-in-oil-in-water (w/o/w) double emulsion solvent evaporation technique has been commonly
employed for the encapsulation of a wide range of proteins into poly (lactic-co-glycolic acid) (PLGA)
microspheres [1]. This technique allows proteins to be encapsulated as an aqueous solution and does
not require elevated temperatures or phase separation inducing agents [1,2]. However, the formation of
primary w/o emulsion using this method has been identified as the major step for protein inactivation
and aggregation [3,4]. The w/o interface formed during emulsification leads to adsorption of proteins
at the interface, which results in subsequent protein unfolding and aggregation [5]. Although the
formation of w/o interface is primarily responsible for protein denaturation and aggregation, the shear
applied for the emulsification step, i.e., sonication or homogenization, can additionally contribute to
protein denaturation and aggregation. Sonication produces a very large interface between the aqueous
and organic phases and can introduce free radicals [6]. Increased homogenization speed reduces the size
of the emulsion droplets, which increases surface area between the aqueous and organic phases [7].
In addition, emulsification by the homogenizer also generates turbulent flow resulting in diffusion of
native protein molecules to the interface [8]. Therefore, maintaining the native conformation of the
protein during encapsulation is highly important, because the alternative leads to the encapsulation of
aggregates which are highly immunogenic.

The behaviors of various proteins including insulin at the w/o interfaces, and the protective effect of
various stabilizing excipients such as surfactants and polyols have been evaluated and reported [9-12].
The stabilizing effect of these excipients are due to the competition with the proteins for the w/o
interfaces and therefore protein-interface interactions are reduced. Sah and Bahl [13] demonstrated that
the selection of an optimal concentration of buffer species can also help protein molecules to better
withstand interfacial destabilization. Attempts have also been made to stabilize insulin at the w/o
interface [10,14]. For example, two surfactants, sodium dodecyl sulfate (SDS) and dodecyl maltoside
(DDM) were evaluated for stabilization of insulin at the methylene chloride-water interface [10].
SDS significantly reduced insulin aggregation up to 1 h and in contrast DDM essentially failed to
stabilize insulin at the methylene chloride—water interface. In addition, a recent study reported that a
cationic polyelectrolyte, poly(ethylene glycol)-b-poly(L-histidine) diblock copolymer (PEG-polyHis),
reduced insulin aggregation at the water—methylene chloride interface and improved the stability of
insulin [14]. Increased insulin stability at the interface was attributed to the formation of PEG-polyHis
complex, which prevented direct exposure of insulin to the interfaces.

The studies stated above have focused on the protective effect of additives on insulin at w/o
interfaces; however, their experimental set up did not simulate the exact microencapsulation
conditions. In previous studies, mild agitation speeds were used to observe insulin aggregation, which do
not represent actual microsphere manufacturing conditions. Homogenization speeds of 5000—10,000 rpm
are used in practice to form the primary w/o emulsion. As mentioned above, increased homogenization
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speeds can have a significant impact on insulin stability. This study is aimed at investigating the effect
of zinc on insulin stability during the primary emulsification step, using actual homogenization speeds
typical of microsphere preparation. The term stability in this study refers to insulin’s physical stability
including unfolding, non-native aggregation, and adsorption to surfaces. In a solution with a pH of 7.0,
zinc-free insulin may be present as monomers, dimers, or hexamers depending upon on the
concentration. In the presence of zinc ions, three dimers associate to form a hexamer in which two zinc
ions form a coordination bond with the imidazole group of B10 histidine residues, one from each
dimer [15]. Insulin hexamers formed in the presence of zinc exhibit greater stability than insulin
dimers and monomers. Our hypothesis is that the addition of zinc to insulin should facilitate the
formation of hexamers that contain hydrophobic groups buried within the hexamer, preventing
adsorption and exposure of hydrophobic surfaces to w/o interfaces, which consequently will increase
insulin stability during the primary emulsification step. Since the stability of hexamers is increased upon
addition of excess zinc, a molar ratio of 5:6 (zinc:insulin) was chosen such that 5 molecules of zinc were
available for each insulin hexamer [16,17]. In this study, the primary w/o emulsion was formed by the
homogenization method with the presence of PLGA in the organic phase. Homogenization speeds of
5000 and 10,000 rpm were chosen to represent speeds that are commonly used. After the formation of
the primary w/o emulsion, insulin was recovered from the emulsion using the protein recovery method
developed in our laboratory with slight modifications [11]. Differential scanning calorimetry (DSC) was
utilized to evaluate the conformational stability of insulin. Secondary structural changes were analyzed
using far-UV circular dichroism (CD). The chemical integrity of insulin was assessed using high
performance liquid chromatography (HPLC) and matrix-assisted laser desorption/ionization time-of-flight
mass spectrometry (MALDI-TOF MS). Sodium dodecyl sulfate-polyacrylamide gel electrophoresis
(SDS-PAGE) and size exclusion chromatography (SE-HPLC) were used to analyze insulin aggregates.

2. Experimental Section
2.1. Materials

PLGA with lactic/glycolic acid of 50:50 molar ratio and inherent viscosity of 0.17 dL/g was purchased
from Birmingham Polymers., Inc. (Birmingham, AL, USA). Human recombinant insulin (Incelligent SG®,
Norcross, GA, USA) with a zinc content of 0.4% was purchased from Celliance Corporation (Norcross, GA,
USA). Polyethylene glycol 400 (PEG 400), zinc acetate, a-cyanno-4-hydroxycinnamic acid, trifluoroacetic
acid (TFA), acetonitrile, and dimethylene chloride were obtained from Sigma (St. Louis, MO, USA).
Micro biocinchoninic acid (BCA) protein assay kit was purchased from Pierce Inc. (Rockford, IL, USA).
SDS-PAGE molecular weight standards were from New England BioLabs, Inc. (Ipswich, MA, USA).

2.2. Preparation of w/o Emulsions and De-Emulsification

About 5 mg of insulin was suspended in phosphate buffer (100 uL, pH 7.4, 10 mM), and emulsified
with 2 mL of methylene chloride containing 100 mg of PLGA. The emulsification was carried out at
a homogenization speed of 5000 rpm for 1 min using a homogenizer (Silverson, model L4RT,
East Longmeadow, MA, USA). To study the effect of higher homogenization speed, the procedure
described above was followed with a homogenization speed of 10,000 rpm. After emulsification,
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the emulsion was transferred into 10 mL centrifuge tubes, and insulin was extracted from the emulsion by
a method developed in our laboratory [11]. Briefly, 1 mL of PEG 400 was added to the emulsion
followed by the addition of 3 mL of phosphate buffer. The emulsion was then centrifuged at 3000g for
20 min to accelerate phase separation. The supernatant aqueous phase containing insulin was collected
and subjected to DSC, CD, HPLC, MALDI-TOF MS, SDS-PAGE, and SE-HPLC analysis. To evaluate
the effect of zinc, zinc acetate was added to the insulin aqueous solution before emulsification.
Zinc acetate was added to insulin in a molar ratio of 5:6 (zinc:insulin). Twenty microliters of zinc
acetate dissolved in 10 mM HCI was added to insulin suspended in 100 pL of phosphate buffer.
The addition of zinc acetate does not affect the pH. Buffer insoluble aggregates located at the w/o
interface were carefully collected using a 10 pL pipette and were also subjected to stability analysis.
For the preparation of w/o emulsions without PLGA, insulin suspension in phosphate buffer was
emulsified with methylene chloride alone. For the extraction of insulin, 3 mL of phosphate buffer
alone was used.

2.3. Protein Concentration Determination

The insulin content in the supernatant aqueous phase was determined by the Micro BCA protein
assay [18]. Appropriate standard curves were constructed with samples of known concentration.
The amount of insulin recovered after de-emulsification was expressed as the percentage of protein
extracted into the aqueous phase following centrifugation. For DSC, CD, and HPLC experiments,
various samples were normalized for concentration based on the determined insulin content in the
extracted supernatant.

2.4. DSC

DSC measurements were performed using an ultrasensitive VP-DSC differential scanning
microcalorimeter (Microcal, Northampton, MA, USA). Thermograms were collected at a scan rate of
I °C/min and DSC scans were run from 25 to 95 °C. Before loading into the sample and reference
cells, all the samples and reference buffer (phosphate buffer, pH 7.4, 10 mM) were degassed by
stirring under vacuum. Origin® software was used for analyzing the obtained thermograms. All the
thermograms were subtracted for baseline and normalized for concentration before analysis.
A non-2-state model, which applied the Levenberg/Marquardt non-linear least-square method was
used to fit the transition curve. The thermodynamic parameters, midpoint transition temperature (7m)
and calorimetric enthalpy (AH) were employed to assess the conformational stability of insulin.
The AH was determined by integrating the area under the corresponding transition peak.

2.5. CD Spectroscopy

The secondary structural changes after emulsification were analyzed by CD spectroscopy.
CD spectra were obtained using a Jasco J-815 CD Spectrometer (Tokyo, Japan). Samples were
scanned in the far UV region using a quartz cell with a 0.1 cm optical path. For each sample, the CD
spectrum represents an average of eight scans. Spectra manager® version 2 software was used for spectra
analysis. All sample spectrums were corrected for buffer baseline and normalized for concentration.
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2.6. SDS-PAGE

A non-reducing SDS-PAGE was performed using Bio-Rad Mini-Protean III (Hercules, CA, USA)
electrophoresis system. Insulin samples extracted from the primary emulsion and precipitates collected
from the w/o interfaces were mixed with equal volumes of SDS sample buffer and loaded into the
wells. Electrophoresis was performed on 12% polyacrylamide gels at a constant current of 120 V for
90 min. Following electrophoresis, the gels were stained with Coomassie blue and destained with
distilled water for 4 h.

2.7. HPLC Analysis

The extent of chemical degradation following the primary emulsification step was assessed by
HPLC. An Agilent 1200 series HPLC system was employed for the analysis. Chromatographic
separation was performed using a reversed-phase Zorbax SB-C18, 4.6 x 100 mm and 3.5 um (Agilent,
Santa Clara, CA, USA) chromatographic column. Mobile phase A and B were 0.1% TFA in water and
0.1% TFA in acetonitrile, respectively. A linear gradient of 25% to 50% B over 20 min was used.
With a flow rate of 1.0 mL/min and an injection volume of 20 pL, all the samples were analyzed at
room temperature. The analytes were detected at 280 nm. The limit of detection (LOD) and limit of
quantification (LOQ) of the method were 0.11 pg/mL and 0.32 pg/mL, respectively. For SE-HPLC
experiments an Ultrahydrogel™ 120 (7.8 x 300 mm) column (Waters, Milford, MA, USA) was used.
The mobile phase was phosphate buffer (10 mM, pH 6.0) with a flow rate of 0.6 mL/min followed by UV
detection at 280 nm. The LOD and LOQ of the method were 0.33 mg/mL and 0.97 mg/mL, respectively.

2.8. MALDI-TOF MS

The MS experiments were carried out on a Bruker ultraflex II time-of-flight mass spectrometer
(Bruker Daltonics Inc., Billercia, MA, USA). a-cyano-4-hydroxycinnamic acid matrix was used for
sample analysis. A standard matrix solution was prepared at a concentration of 10 mg/mL in
acetonitrile/water/TFA (50:50:0.1, by vol.). Insulin samples were mixed with the matrix solution in
Eppendorf tubes and vortexed for 1 min. About 2 puL of these mixtures were applied on the stainless
steel sample plate, air-dried, and the spectra were recorded in positive reflectron mode. FlexAnalysis®
software was used for analyzing the spectra.

2.9. Statistical Analysis

Insulin recovery experiments were preformed in quadruplicate and all other experiments were
performed in triplicate. Statistical comparisons were conducted using the student’s #-test. For the tests
employed, the level of significance (p) was set at 0.05.

3. Results and Discussion
3.1. Protein Recovery from Emulsions

Table 1 summarizes the percent recovery of insulin in the supernatant aqueous phase after the
homogenization step. Insulin recovery was significantly (p < 0.05) affected by homogenization speed
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and methylene chloride with and without PLGA. In the presence of PLGA in methylene chloride,
about 65% initial content of insulin was recovered after homogenization at 5000 rpm and decreased to
60% when the homogenization speed was increased to 10,000 rpm. This data suggests that the
increased homogenization speed enhanced the amount of aggregates formed at the interfaces resulting
in less soluble insulin in the supernatant. It has been suggested that emulsification by the homogenizer
not only increases the total surface area of the organic solvent/water interface that serves as a hydrophobic
adsorbent, but also generates turbulent flow for the diffusion of native protein molecules to the
interface [8]. It can be assumed here that increasing the homogenization speed from 5000 to 10,000 rpm
further reduces the emulsion droplet size, increases the surface area, and diffusion of native protein to
the interface leading to increased aggregation. A single extraction step was found to extract all the soluble
insulin and subsequent extractions performed did not show any significant extraction of insulin from the
interfaces. A 100% recovery would only be possible with a solvent having a high partition coefficient
given there are no major interactions between insulin and methylene chloride. However, no solvent has
been found or reported to recover proteins completely from the primary emulsion or interfaces.

Table 1. Insulin recovered (%) from the primary emulsion with and without
poly(lactic-co-glycolic acid) (PLGA) in methylene chloride (n = 4).

Sample Homogenization Speed (rpm) With PLGA (% £ SD) Without PLGA (% + SD)
Insulin 5,000 65.1+2.1 714+1.4
Insulin 10,000 60.4+1.7 682+1.9

Insulin + Zn** 5,000 70.3+0.8 742+0.3

Insulin + Zn* 10,000 67.5+1.1 70.6 1.7

Recovery values increased significantly (p < 0.05) in the absence of water-insoluble PLGA in
methylene chloride. Presence of PLGA in methylene chloride enhances the aggregation rate of insulin,
which is attributed to the adsorption of insulin to the hydrophobic PLGA surfaces and a decrease in the
o/w interfacial tension as compared to methylene chloride without PLGA [10]. With the addition of
zinc, significantly (p < 0.05) improved recovery values were observed at both homogenization speeds,
irrespective of the presence of PLGA in methylene chloride. Under all the experimental conditions,
a fraction of water-insoluble insulin precipitates resided at water—methylene chloride interfaces.
Since the formed aggregates are water insoluble, low recovery values were observed.

The interfaces formed with water—methylene chloride are due to steep concentration gradients of the
solvents and in our case methylene chloride is high in concentration making the interfaces highly
hydrophobic. The interfaces formed are said to be hydrophobic because: (a) Methylene chloride is a
highly non-polar/hydrophobic solvent and (b) The volume of methylene chloride far surpasses the
volume of water used in the primary emulsification step (i.e., 2 mL vs. 0.1 mL). With this being said,
the stability of a protein at w/o interfaces can be determined by placing an aqueous solution of the
protein in an organic phase without any polymer [4,5,19]. Nonetheless, the presence of a polymer in
the organic phase cannot be neglected when studying issues confronted during microsphere preparation.
Breaking emulsions in the presence of a polymer becomes difficult due to the high viscosity of the
emulsion. In addition, polymers such as PLGA tend to precipitate out once the aqueous buffer is added
in excess into the emulsion, and the encapsulated protein may precipitate together with the polymer [11].



Polymers 2015, 7 842

To overcome these obstacles, extraction of protein using PEG 400 will completely break the emulsion;
thereby more protein encapsulated in the emulsion droplets is released. This extraction method allows
us to study the behavior of insulin and other proteins at the w/o interface in the presence of polymer in

the organic phase.
3.2. Conformational Stability of Insulin

Figure 1 shows the DSC thermogram of native insulin as obtained from the supplier in 10 mM
phosphate buffer (pH 7.4). Two distinct endothermic transition peaks were observed with 7Tm’s at 72.1
and 84.8 °C. Based on previously published reports, the first and second transition peaks represent
dimer and hexamer denaturation, respectively [20]. Insulin recovered in the aqueous phase after
emulsifying with methylene chloride in the presence of PLGA at 5000 and 10,000 rpm also showed
two transition peaks, but with decreased magnitudes. To assess the retention of insulin native
conformation, AH was used since it provides valuable information on protein conformation [21].
A decreased AH was observed for the extracted insulin when compared to native insulin (Table 2),
indicating a partially denatured conformation. This decreased conformational stability can be due to the
adsorption of insulin at the interfaces and to the hydrophobic PLGA surfaces. With the addition of zinc
to insulin at a molar ratio of 5:6, a single endothermic transition at 83 °C for hexamer denaturation was
observed (Figure 2) which was in well accorded with the previously reported data [20]. Similar
transition peaks for insulin emulsified with the addition of zinc at different homogenization speeds was
observed and their AH values were close to that of hexameric insulin indicating the preservation of
conformational structure. The strategy of stabilizing insulin during emulsification by converting
insulin monomers to hexamers prevents contacts between the protein and the water—organic solvent
interface and protein unfolding. This strategy is supported by previous reports that the hexamer
conformational stability prevents denaturation at hydrophobic surfaces [22—-24].
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Figure 1. Differential scanning calorimetry (DSC) thermograms of 0.6 mM insulin in
phosphate buffer (pH 7.4, 10 mM) and insulin extracted after homogenization. Full line,
native insulin solution; dashed line, insulin extracted after homogenization at 5000 rpm;
and dotted line, insulin extracted after homogenization at 10,000 rpm.
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Table 2. Thermal parameters of recovered insulin after emulsification with methylene
chloride in the presence of PLGA (n = 3).

Sample Homogenization Speed (rpm) 7Tnl (°C+SD) Tn2 (°C£SD) AH; (Kcal/mol £+ SD)
Insulin control - 72.1+0.1 84.8+0.3 248 +£3.2
Insulin 5,000 69.9+04 84.2+0.1 189 +£0.9
Insulin 10,000 72.7+0.2 85.0+0.2 172 +£2.8
Insulin + Zn** - - 83.2+0.4 193 +1.8
Insulin + Zn** 5,000 - 82.9+0.1 182 +0.6
Insulin + Zn** 10,000 - 83.1+0.2 177 £2.1
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Figure 2. DSC thermograms of 0.6 mM insulin with 0.3 mM zinc acetate in phosphate
buffer (pH 7.4, 10 mM) and insulin extracted after homogenization. Full line, native insulin
solution with zinc; dotted line, insulin extracted after homogenization at 5000 rpm,;
and dashed line, insulin extracted after homogenization at 10,000 rpm.

Irrespective of the presence of zinc, emulsions formed at a homogenization speed of 10,000 rpm
showed significantly (p < 0.05) decreased AH values. The 7m and AH values for insulin in the absence
of PLGA during emulsification are compiled in Table 3. The 7m values were found to remain close to
the native insulin. Significantly (p < 0.05) increased AH values were observed for insulin homogenized
in the absence of PLGA when compared to insulin homogenized in the presence of PLGA. The use of
PEG 400 to break the emulsion and extract insulin can affect the 7m values. As reported previously, the
T'm values for lysozyme were found to decrease due to the addition of PEG 400 [11]. However,
a marked decrease in the 7m for insulin due to the addition of PEG 400 was not noticed in this study.
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Table 3. Thermal parameters of recovered insulin after emulsification with methylene
chloride in the absence of PLGA (n =3)

Sample Homogenization Speed (rpm) Tl CC£SD) 7Tn2 (°C£SD) AH; (Cal/mol £ SD)
Insulin control - 715104 82.6 £0.8 245+ 4.0

Insulin 5,000 70.3+£0.5 83.1+1.2 201 £2.7

Insulin 10,000 71.2+0.7 82.8+0.5 183+1.9
Insulin + Zn** - - 83.8+0.8 187+0.2
Insulin + Zn** 5,000 - 81.4+0.8 182 +1.7
Insulin + Zn** 10,000 — 82.6+1.5 176 £2.3

3.3. Stability of Insulin

One of the major concerns for the encapsulation of proteins into biodegradable microspheres
prepared by the w/o/w technique is the denaturation of proteins during the fabrication process.
Addition of the aqueous protein solution to the organic polymer solution followed by shear stress makes
the organic solvent molecules diffuse into the aqueous phase. The organic solvent can bind to the protein
directly by hydrophobic interaction or alter the ionic strength inside the aqueous medium, fostering the
destabilization of protein molecules [25]. It was previously shown that the destabilizing effect of the
organic solvents depends mainly on how the protein is incorporated (aqueous or solid form) and the
organic solvent chosen for the dissolution of the polymer [26].

The primary structure of the extracted insulin was assessed by SDS-PAGE. Figure 3A,B show the
SDS-PAGE gel patterns of insulin extracted into the aqueous phase and insulin obtained from w/o
interfaces after various emulsification conditions, respectively. All the experiments were carried out in
the presence of PLGA in methylene chloride. Analysis of the supernatant aqueous phase containing
insulin under all the emulsifications conditions showed a single intense band around 6 kDa, suggesting
the preservation of primary structure (Figure 3A). After the de-emulsification and extraction step, water
insoluble white protein precipitates were observed at the w/o interfaces. The precipitates were carefully
collected and analyzed to observe the nature of aggregation taking place at the interfaces. Native
insulin showed a single intense band at 6 kDa and insulin obtained from the interfaces also showed a
main band around 6 kDa (Figure 3B). However, the bands were not precise and they appeared as a
smear. This clearly shows that the precipitates formed at the interfaces are insoluble insulin aggregates
and not un-dissolved insulin. In addition, if there is any un-dissolved insulin, it should be dissolved during
the extraction process carried out with 3 mL of phosphate buffer and 1 mL of PEG 400 leaving no
insulin precipitates at the interfaces. The obtained precipitates dissolved completely when treated with
0.5% SDS containing aqueous solution, suggesting that the water-insoluble precipitates were aggregates of
non-covalent nature. To further confirm the non-covalent nature of these aggregates, the precipitates
dissolved in 0.5% SDS containing aqueous solution was subjected to SE-HPLC. In the SE-HPLC
chromatograms, insulin extracted after homogenization at the highest speed (10,000 rpm) showed a
single peak for monomeric insulin similar to native insulin (Figure 4). Absence of peaks for higher
molecular weight aggregates (i.e., covalent dimers) confirmed the non-covalent nature of aggregation
occurring between insulin molecules at the w/o interfaces.
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Figure 3. (A) Sodium dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-PAGE) of
insulin extracted into the aqueous phase; and (B) SDS-PAGE of insulin obtained from the
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interfaces after various emulsification conditions. Lane 1: standard protein markers, lane 2:
native insulin, lane 3: insulin obtained after homogenization at 5000 rpm, lane 4: insulin
obtained after homogenization at 10,000 rpm, lane 5: insulin with zinc after homogenization
at 5000 rpm, and lane 6: insulin with zinc after homogenization at 10,000 rpm.

The extent of insulin degradation during the primary emulsification step that was carried out at
10,000 rpm in the presence of PLGA in methylene chloride was assessed by HPLC and MALDI-TOF
MS. Comparison of chromatograms of insulin recovered in the supernatant aqueous phase with the
chromatogram of native insulin indicated that insulin did not degrade after homogenization
irrespective of the presence of zinc (Figure 5). All the chromatograms showed an insulin monomer
peak at a retention time around 11 min. No additional peaks were observed which provided evidence
that insulin did not degrade into products of different chemical nature such as the A21 desamido-insulin.
Similar results were obtained from MALDI-TOF MS experiments. Analysis of the extracted insulin by
MALDI-TOF MS is shown in Figure 6. In the mass spectrum of native insulin, a high intensity peak at
m/z 5808 corresponds to the [M + H]" ion, and a low intensity peak at m/z 2918 corresponds to the
[M + HJ*" ion. The spectra of insulin and insulin with added zinc extracted after homogenization at
10,000 rpm showed peaks identical to native insulin.
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Figure 4. Size exclusion high performance liquid chromatography (SE-HPLC)
chromatograms of (A) native insulin; (B) insulin precipitates obtained after homogenization at
10,000 rpm; and (C) insulin precipitates with added zinc after homogenization at 10,000
rpm. The precipitates were dissolved in 0.5% sodium dodecyl sulfate (SDS) aqueous solution
prior to analysis.
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Figure 5. High performance liquid chromatography (HPLC) chromatograms of (A) native
insulin; (B) insulin extracted after homogenization at 10,000 rpm; and (C) insulin with zinc

extracted after homogenization at 10,000 rpm.
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Figure 6. Matrix-assisted laser desorption/ionization time-of-flight (MALDI-TOF) mass
spectrum of (A) native insulin; (B) insulin extracted after homogenization at 10,000 rpm;
and (C) insulin with zinc extracted after homogenization at 10,000 rpm.

Figure 7 shows the far UV-CD spectrum of native insulin and insulin extracted after
homogenization at 10,000 rpm with PLGA in methylene chloride. Native insulin showed two minima
for a-helix at 208 and 223 nm. The spectrum of insulin homogenized at 10,000 rpm was found to be
different from the native insulin spectrum. The spectrum showed characteristic a-helix minima peak at
208 and 223 with decreased magnitude indicating a partial loss in the secondary structure. With the
addition of zinc at 10,000 rpm homogenization speed, insulin spectrum resembled closely to that of native
insulin demonstrating the structural stabilizing effect of zinc.
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Figure 7. Far UV-circular dichroism (CD) of insulin extracted in the aqueous phase.

Solid line: native insulin, dotted line: insulin extracted after homogenization at 10,000 rpm,
and dashed line: insulin with zinc extracted after homogenization at 10,000 rpm.
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The exposure of insulin to water-methylene chloride interfaces, hydrophobic PLGA surfaces,
and the homogenization step did not provoke the formation of covalent insulin aggregates or other
degradation products as assessed by SDS-PAGE, MALDI-TOF MS, HPLC, and SE-HPLC.
No significant (p > 0.05) difference in results was seen for insulin homogenized at 5000 (data not
shown) and 10,000 rpm. Two possible reasons can be attributed to this increased stability of insulin.
First, insulin used in this study was not strictly zinc-free. Before the addition of extra zinc to insulin,
the zinc content was about 0.4% which when calculated accounts for nearly two molecules of zinc for
six molecules of insulin. At this zinc concentration, more than 75% of insulin exists in the hexameric
state [27] and the hexamer becomes the dominant species. In our case, the hexamers may have
occupied the w/o interfaces and prevented the exposure of hydrophobic surfaces to the interfaces
which leads to protein aggregation and denaturation. With the addition of zinc to insulin at a molar
ratio of 5:6, all the insulin molecules are expected to exist in the form of hexamers and hence a greater
stabilizing effect is noticed. In the absence of zinc, monomer population prevails and exposure to w/o
interfaces leads to unfolding of the monomers and subsequent aggregation. It has been reported that
the aggregation rate of monomeric insulin is proportional to insulin concentration [28,29]. Second,
irrespective of the homogenization speed, the duration of homogenization was 1 min for all the
experiments. The reduced homogenization time decreased the residing time for the protein molecules
at the w/o interface. Kwon et al. [10] showed that aggregation of zinc-free insulin took place within
3 min in the presence of only methylene chloride and within ~1.5 min in the presence of 200 mg/mL
PLGA in methylene chloride. In this study, it is obvious that the reduced homogenization time did not
allow any degradation or aggregation to take place during the emulsification step by decreasing the
residing time for the protein molecules at the w/o interface. Insulin aggregates formed at the interfaces
were of non-covalent nature and the results are consistent with previous reports [10]. No interactions
between insulin and PEG were observed. Finally, evaluation of the therapeutic activity of insulin
encapsulated in PLGA microspheres with zinc is critical. In a different study, insulin encapsulated into
PLGA microspheres with a zinc salt was evaluated in rat models by measuring the blood glucose levels.
Insulin released from the microspheres suppressed glucose levels significantly for about two weeks
(data not shown) demonstrating that the therapeutic activity of insulin was preserved during the
emulsification process.

4. Conclusions

This study has demonstrated the protective effect of zinc on insulin stability in the primary
emulsification step of the microsphere preparation process. By utilizing the novel protein recovery
method developed in our laboratory, insulin was successfully extracted and examined by a
combination of several analytical techniques. The presence of PLGA in the organic solvent phase and
the homogenization speeds were found to affect insulin stability. Addition of zinc improved the
conformational stability of insulin at two different homogenization speeds. During the primary
emulsification step, no chemical degradation of insulin was observed and the aggregates formed were
of non-covalent nature. Although the primary emulsification step is identified as the major step for
protein denaturation and aggregation, with the addition of zinc, improved stability for insulin was
achieved at different homogenization speeds.
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