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Polymeric nanoparticles as delivery system for influenza virus
glycoproteins
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Abstract

The objective of this work was to develop a new delivery system which could enhance the mucosal immune response to
influenza virus antigens. Poly(D,L-lactide-co-glycolide) nanoparticles of about 200 nm containing hemagglutinin were chosen
as the delivery system. Due to the amphiphilic nature of hemagglutinin (hydrophilic HA1 and hydrophobic HA2),
nanoparticles were prepared by both classical oil in water solvent evaporation technique as well as by a [(water-in-oil) in
water] solvent evaporation technique. Hemagglutinin was well encapsulated in nanoparticles prepared by both techniques.
Molecular weight and antigenicity of entrapped hemagglutinin were not affected by the entrapment procedure.  1998
Elsevier Science B.V.
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1. Introduction also been shown that HA constitutes the major
surface antigen of influenza virus. It by itself stimu-

The influenza virus vaccines currently in use do lates the synthesis of antibodies which neutralise
provide satisfactory immunity in healthy adults, but infectivity [3]. Thus among the influenza virus
not in young infants and the elderly [1]. They proteins (three P proteins, hemagglutinin, nucleopro-
contain viral proteins including an envelope tein, neuraminidase, matrix protein) HA is the most
glycoprotein, hemagglutinin (HA), and residual viral important antigen for the induction of neutralising
lipids. They are administered by intramuscular or antibody responses.
subcutaneous injection and induce high serum IgG Mucosal immunity (secretory IgA) can be induced
response. However they do not induce IgA response as a result of events initiated at specialised mucosal
in nasal secretions, site of entry of influenza virus lymphoid tissues: gut-associated lymphoid tissue
[2]. Therefore the introduction of an effective carrier (GALT), nasal-associated lymphoid tissue (NALT),
system to enhance the immune response to influenza bronchus-associated lymphoid tissue (BALT). It is
virus antigens would be a considerable benefit. It has only rarely induced by systemic injections [4–6].

Accumulated experimental evidences suggest that
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after oral or nasal administration. These particles nm containing HA were chosen as the delivery
protect the antigen and are taken up by mucosal system. Due to the amphiphilic nature of HA (hydro-
lymphoid tissues. Therefore they facilitate the inter- philic HA1 and hydrophobic HA2 glycopeptides)
action of entrapped and/or adsorbed antigen in [20], nanoparticles were prepared by classical oil in
particles with GALT or NALT enhancing IgA water solvent evaporation technique as well as by a
production in mucosal secretions [5–8]. [(water-in-oil) in water] solvent evaporation tech-

The polymer nature, the technique of particle nique. The efficiency of HA encapsulation as well as
preparation and the particle size have to be consid- the molecular weight and antigenicity of encapsu-
ered. The primary candidates for the development of lated HA were assessed.
such polymeric particles have been the poly(D,L-
lactide-co-glycolide) copolymers (PLGA) because
they are biocompatible, biodegradable and their

2. Materials and methods
capture by the Peyer’s patches (GALT) has been
demonstrated [9–11].

Poly(D,L-lactide-co-glycolide) particles have been 2.1. Antigen
prepared by several techniques [12,13]. Oil in water
solvent evaporation technique (O/W) has been used Hemagglutinin (HA) was prepared from the in-
successfully by several groups to entrap hydrophobic fluenza virus (A/Singapore /6 /86 (H1N1)) and pro-
materials into PLGA nanoparticles and microparti- vided by Smithkline Beecham Biologicals
cles [14,15]. In contrast, poor levels of encapsulation (Rixensart, Belgium). Briefly, the virus was inacti-
have been observed with hydrophilic agents [16]. vated with organic solvents, disrupted with de-
Consequently, a [(water-in-oil) in water] (W /O/ tergents and HA was extracted and purified. Protein1

W ) solvent evaporation technique was developed to content was evaluated by the Bradford method.2

encapsulate peptides and proteins in PLGA mi- Molecular weight and antigenicity of HA were
croparticles [17,18]. This method has not been evaluated by polyacrylamide gel electrophoresis
reported for the preparation of nanoparticles. (PAGE) and Western-blot.

Several studies have shown the importance of the
particle size on the uptake. Jani et al. [19] showed

2.2. Protein quantification
that optimal particle uptake was observed with
particles below 1 mm (nanoparticles): 3 mm and 1

The Bradford method [21] was used to quantify
mm diameter microspheres were taken up by the

total proteins. Protein reagent [Coomassie brilliant
lymphoid tissue less efficiently than smaller particles

blue G-250 0.01% (w/v) (Sigma Chemical Co.,
(100 nm and 500 nm). In contrast, Eldridge et al.

Bornem, Belgium), ethanol (95%) 4.7% (w/v), phos-
[11] showed that when administered orally to mice,

phoric acid (85%) 8.5% (w/v)] was added to protein
microparticles ,5 mm in diameter passed through

solutions (0.1 to 1 mg/ml). The absorbance was
the Peyer’s patches within the macrophages to

measured at 595 nm after 2 min.
induce a systemic immune response. Only mi-
croparticles 5 to 10 mm in diameter remained in the
Peyer’s patches where they induced mucosal im- 2.3. Nanoparticle preparation
munity. The observation that microspheres 5 to 10
mm in diameter were retained in the Peyer’s patches Poly(D,L-lactide-co-glycolide) (PLGA) (Resomer
led to the speculation that these would be more 502H; Mw58000; Mn52700; lactic acid /glycolic
effective than smaller sized microparticles in the acid 50/50) was from Boehringer Ingelheim,
induction of mucosal responses. Germany. Poly(vinylalcohol) (PVA) (Mw513 000–

The aim of this study was to develop a new 23 000; 87–89% hydrolysed) was from Aldrich
delivery system which could enhance the mucosal Chemical Co., Bornem, Belgium. Dichloromethane
immune response to influenza virus antigens. Poly- was purchased from UCB, Braine L’Alleud,
(D,L-lactide-co-glycolide) nanoparticles of about 200 Belgium. Span 40 was from ICI, Essen, Germany.
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2.3.1. Oil in water solvent evaporation technique number of levels for each factor. For the emulsion
(emulsion method) (0 /W) method, the factors and the levels were PVA con-

The method of preparation was based on a patent centration (0.1 or 0.4% (w/v)), homogeniser speed
from Vanderhoff et al. [22]. PLGA was dissolved in (4000 or 8000 rpm), evaporation rate (under reduced
dichloromethane 1.0% (w/v) (6 ml) (O). This was pressure or atmospheric pressure overnight) and
then emulsified in an aqueous phase (54 ml) (W) freeze-drying (no freeze-drying or freeze-drying).
containing PVA 0.4% (w/v) and HA (7.4 mg/ml) For the double emulsion method, the factors and the
with a homogeniser Silverson L4R (Silverson Ma- levels were surfactant type in the internal aqueous
chines, Ltd, Bucks, UK) at 8000 rpm. The organic phase (Span 40 or PVA), PVA concentration in the
solvent was then removed and the resulting suspen- external aqueous phase (0.1 or 0.4% (w/v)), evapora-
sion concentrated by evaporation under reduced tion rate (under reduced pressure or atmospheric
pressure (HA 32 mg/ml, PLGA 0.5% (w/v) PVA pressure overnight) and freeze-drying (no freeze-
1.7% (w/v)). drying or freeze-drying). The results were analysed

with a Systat computer programme. Both experimen-
2.3.2. [( Water-in-oil) in water] solvent evaporation tal designs resulted in a mathematical expres-
technique (double emulsion method) [( W /O) /W ] sion like: y5 k1a.x11b.x21c.x31...1l.x1.x211 2

A two-step emulsification procedure was per- m.x1.x31n.x2.x31..., in which y is the dependent
formed. An inner aqueous phase (1 ml) (W ) con- variable (nanoparticle size); k is a constant represen-1

taining PVA 2.8% (w/v) and HA (400 mg/ml) was ting the mean of the dependent variable obtained in
emulsified in dichloromethane (6 ml) containing each experiment; x1, x2, x3,... are the independent
PLGA 1.0% (w/v) (O) with Ultra-Turrax model T25 variables; x1.x2, x1.x3, x2.x3, are the interaction
(Janke and Kunkel, Staufen, Germany) at 9500 rpm terms and a, b, c,...l, m, n,... are the coefficients. This
to form the primary emulsion (W /O). The first expression gives an insight into the effect of the1

emulsion was then reemulsified in an outer aqueous different independent variables on the nanoparticle
phase (54 ml) (W ) containing PVA 0.4% (w/v) with size. The optimum condition chosen was a size of2

Silverson L4R at 4000 rpm to form the double about 200 nm with a low polydispersity (measure of
emulsion [(W /O) /W ]. The organic solvent was the range of nanoparticle size around the mean).1 2

then removed and the resulting suspension concen-
trated by evaporation under reduced pressure (HA 32 2.4. Particle size and morphology analysis
mg/ml, PLGA 0.5% (w/v), PVA 1.9% (w/v)).

The physical stability of the first emulsion (W /O) The mean diameter of nanoparticles was measured1

was evaluated by visual observation of the phase using laser light scattering (Coulter N4MD Hialeah,
separation using the cylinder method: the freshly FL, USA). For each experimental conditions,
prepared first emulsion was transferred to a cylinder nanoparticle size and polydispersity were measured
with cover. At intervals, the lengths of the aqueous in triplicate from one batch of nanospheres.
phase containing indigo carmine, the organic phase Nanoparticles were coated with gold-palladium
and the emulsion were measured [23]. and their surface morphologies were observed

In order to prepare particles of about 200 nm, the through a JEOL JSM-840 A scanning electron
influence of some experimental parameters on the microscope at 20KV.
nanoparticle size was evaluated by experimental
design [24]. These permitted to find the values of 2.5. Evaluation of HA encapsulation
independent variables (surfactant nature, surfactant
concentration, homogeniser speed, evaporation rate 2.5.1. Nanoparticle filtration
and freeze-drying) that give the most desired value To separate the unentrapped protein, nanoparticle
of the dependent variable (size ¯200 nm). For both suspensions were filtered through polyvinylide di-

4emulsion and double emulsion methods, a 2 facto- fluoride membrane of 0.1 mm pore sizes (Millipore,
rial design was assessed, where 4 is the number of Brussels, Belgium), using Extruder (T001 10 ml
independent variable, also called factor, and 2 the Thermobarrel Extruder Lipex Biomembrane,
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Canada). The aqueous phase (first filtrate) passed 2.5.4. Single-radial immunodiffusion (SRID)
through the membrane, while nanoparticles were A detergent [Zwittergent 3–12 (Calbiochem
retained on the filter. These nanoparticles were then Corporation, La Jolla, CA)] was added to the first
washed in water and filtered again yielding to the filtrate, the second filtrate, the washed nanoparticles
second filtrate and the washed nanoparticles. and a diffusion control (HA 28.8 mg1unloaded

In order to evaluate if nanoparticle aggregation nanoparticles) prior to assay in SRID to dissociate
occurs during this process, the mean size of the the components of the influenza vaccine into aggre-
particles were measured before and after filtration. gates which are small enough to diffuse through the

To verify that HA was not adsorbed on the agarose gel. The diffusion control allowed to evalu-
polyvinylide membrane, a HA solution was filtered ate if free HA was able to diffuse in presence of
through a membrane producing a first filtrate. The nanoparticles in the agarose gel. Samples were
membrane was then washed in water and the re- introduced in wells (4 mm diameter) made in 1.5%
sulting aqueous solution was filtered again producing (w/v) agarose gel (Sepracor / IBF, Villeneuve-la-
a second filtrate. A PAGE of the HA solution, the Garenne, France) which contains antiserum raised
first filtrate and the second filtrate was performed and against sheep anti A/Singapore /1 /86 (H1N1)
stained with silver nitrate. The dried gel was sub- glycoproteins (HA1 glycopeptide) [27]. After diffu-
sequently scanned enabling a semi-quantitative ana- sion through the agarose gel, free HA formed a
lysis (Dalton, Waalwijk, Netherlands). This method precipitation ring with the antiserum visible after
assumes that the degree of staining can be directly staining with Coomassie brilliant blue. The diameter
correlated with the amount of protein contained in of the precipitation rings were compared to those of
each lane. Coomassie staining or protein quantifica- HA standards (7.5, 15.0, 22.5, 30.0 mg/ml).
tion by the Bradford method could not be used
because of their low sensibility and their lack of 2.6. Molecular weight and antigenicity of
specificity. encapsulated HA

2.5.2. Nanoparticle dissolution 2.6.1. Polyacrylamide gel electrophoresis (PAGE)
The classical method for dissolving PLGA par- An identical procedure to that described above

ticles uses NaOH 0.1N containing sodium dodecyl Section 2.5.3 was followed.
sulfate 5.0% (w/v) [18]. However since this high
concentration in anionic surfactant decreases the HA 2.6.2. Dot-blot
adsorption on nitrocellulose membranes used for the First filtrate, second filtrate and washed and dis-
Dot-blot and Western-blot techniques, an alternative solved nanoparticles were twofold serially diluted
method had to be developed. Nanoparticles (washed and filtered under reduced pressure through a nitro-
nanoparticles) were dissolved with NaOH 0.1N for cellulose membrane (Bio-Rad). The membrane was
two min, at 1008C (washed and dissolved nanoparti- incubated with a sheep antiserum raised against
cles). To detect a possible alteration of HA by this sheep anti A/Singapore /1 /86 (H1N1) glycoproteins
technique, a HA solution underwent the same treat- (HA1 glycopeptide). After washing the membrane
ment (dissolution control). was incubated with rabbit anti-sheep IgG conjugated

to phosphatase alkaline. The ability of the antiserum
2.5.3. Polyacrylamide gel electrophoresis (PAGE) to recognise HA was demonstrated colorimetrically

PAGE was carried out under non-reducing con- using nitro blue tetrazolinum (NBT) and 5-bromo-4-
ditions. First filtrate, second filtrate and washed and chloro-3-indolyl-1-phosphate (BCIP) (Promega,
dissolved nanoparticles were loaded onto 12% acry- Leiden, Netherlands) in Tris buffer, pH 9.5 [28].
lamide gel (Ready Gel 12%, Bio-Rad) and run using
Bio-Rad Mini Protean II Electrophoresis System 2.6.3. Western-blot
[25]. Proteins were visualised by staining with silver First filtrate, second filtrate and washed and dis-

¨nitrate (Daıchi Pure Chemicals Co. Ltd., Tokyo, solved nanoparticles were loaded onto 12% acry-
Japan) [26]. lamide gel (Ready Gel 12%, Bio-Rad), run and



´D. Lemoine, V. Preat / Journal of Controlled Release 54 (1998) 15 –27 19

transferred from the gel onto the nitrocellulose emulsion method, experimental design (Table 1)
membrane (Bio-Rad) using Bio-Rad Mini Protean II showed that increasing the PVA concentration highly
Electrophoresis System and Bio-Rad Mini Trans- decreased the nanoparticle size. The homogeniser
Blot Electrophoretic Transfer Cell. The blot was speed, the evaporation rate or the freeze-drying
incubated with a sheep antiserum raised against slightly influenced the nanoparticle size. For the
sheep anti A/Singapore /1 /86 (H1N1) glycoproteins double emulsion method, the experimental design
(HA1 glycopeptide). After washing the blot was (Table 2) showed that PVA in the internal aqueous
incubated with rabbit anti-sheep IgG conjugated to phase (W ) decreased the nanoparticle size compared1

phosphatase alkaline. The ability of the antiserum to to Span 40. The PVA concentration in the external
recognise HA was demonstrated colorimetrically aqueous phase, the homogeniser speed or the freeze-
using nitro NBT and BCIP in Tris buffer, pH 9.5 drying slightly influenced the nanoparticle size.
[29]. For both methods, experimental conditions

producing nanoparticles of about 200 nm with a low
2.6.4. Hemagglutination-inhibition test (HI) polydispersity were chosen. To avoid a long contact

Female Balb /c mice, specific pathogen-free, aged between HA and dichloromethane, which could
8 weeks (Iffa Credo, Brussels, Belgium) were im- decrease HA antigenicity, dichloromethane was al-
munised at day 0 either subcutaneously using split ways removed under reduced pressure. The
virus (conventional vaccine) (1.5 mg/ml) or intrana- nanoparticles were prepared with PVA 0.4% and at
sally using HA (1.5 mg/ml) free or encapsulated in 8000 rpm for the emulsion method (Table 1: experi-
nanospheres prepared by the double emulsion meth- ment 4). The nanoparticles were prepared with PVA
od (6 mice per group). The mice received a second in the internal aqueous phase for the double emulsion
booster immunisation at day 56, using the same method (Table 2: experiment 4). Table 3 shows the
formulation and dose as for the first immunisation. size of the nanoparticles prepared by the emulsion
At day 70, each mouse was bled by retro-orbital method and the double emulsion method. The results
puncture. Serum HI tests were performed according show that the nanoparticle size is about 200 nm for
to standard procedures [30]. Briefly, before HI tests, both methods and does not change when HA is
nonspecific inhibitors were removed by treatment of encapsulated or after freeze-drying.
the sera at 568C, with kaolin suspension (Behring, The physical stability of the first emulsion method
Brussels, Belgium) and finally with chicken erythro- (double emulsion method) was also evaluated. When
cyte suspension. Sera were then two-fold serially PVA 2.8% (w/v) was added in the internal aqueous
diluted. Three units of antigen (inactivated A/ phase, the emulsion was stable over more than 4 h.
Singapore /6 /86 (H1N1)) and 25 ml of 0.6% chicken In the absence of PVA, the emulsion broke after 10
erythrocyte suspension were added. The titers were min. Since nanoparticle preparation lasted 1 h, the
expressed as the reciprocal of the final dilution of the stability of the first emulsion containing PVA was
sera after the addition of all reagents. satisfactory.

Scanning electron microscopy of nanoparticles
prepared by emulsion and double emulsion methods

3. Results are presented in Figs. 1 and 2, respectively. The
figures show spherical nanoparticles with smooth

3.1. Nanoparticle preparation surfaces for both methods of preparation, and con-
firm the size of nanoparticles measured by the

In order to produce particles of about 200 nm by Coulter N4MD.
both emulsion (O/W) and double emulsion [(W /1

O) /W ] methods, influence of processing parameters 3.2. Evaluation of HA encapsulation2

[surfactant type, surfactant concentration, emulsifica-
tion speed, evaporation rate and freeze-drying (in- The first step to evaluate HA nanoencapsulation
dependent variable)] on nanoparticle size (dependent was to separate free from encapsulated HA. Ultra-
variables) was studied in factorial designs. For the centrifugation is widely used to separate free from
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Table 1
Experimental design of the emulsion method

aExperience PVA concentration Homogenizer speed Evaporation rate Freeze-drying Nanoparticle size
number (w/v) (rpm) (mm Hg) mean6SD (nm)

2 1 2 1 2 1 2 1 (n53)
0.1% 0.4% 4000 8000 ¯0 760 no yes

1 2 2 2 2 32963
2 1 2 2 2 23363
3 2 1 2 2 32163
4 1 1 2 2 21662
5 2 2 1 2 32865
6 1 2 1 2 23962
7 2 1 1 2 33164
8 1 1 1 2 22262
9 2 2 2 1 33364

10 1 2 2 1 23367
11 2 1 2 1 33661
12 1 1 2 1 21862
13 2 2 1 1 34166
14 1 2 1 1 23764
15 2 1 1 1 33465
16 1 1 1 1 22665

* * * * *Mathematical expression: y5279.9251.9x 24.3x 12.4x 12.5x 23.3x .x 10.6x .x 22.0x .x 10.3x .x 10.6x .x 20.3x .x .1 2 3 4 1 2 1 3 1 4 2 3 2 4 3 4

(y5dependent variable (nanoparticle size); 279.95constant representing the mean of all the nanoparticle size; x 2x 5independent1 4

variables; x 5PVA concentration; x 5homogenizer speed; x 5evaporation rate; x 5freeze-drying; x .x 5PVA concentration.homogenizer1 2 3 4 1 2

speed; x .x 5PVA concentration.evaporation rate; x .x 5PVA concentration.freeze-drying; x .x 5homogenizer speed.evaporation rate;1 3 1 4 2 3

x .x 5homogenizer speed.freeze-drying; x .x 5evaporation rate.freeze-drying; *5significant difference; a5mean and standard deviation of2 4 3 4

nanoparticle size measured in triplicate from one batch of nanoparticles.

encapsulated drug [12]. However, the high speed method [32], commonly used to quantify proteins in
required to centrifuge nanoparticles can precipitate particles, presented interferences mainly with thio-
high molecular weight proteins: 45 700 g for 15 min mersal (preservative agent present in influenza virus
was necessary to precipitate the nanoparticles vaccines) and PVA. The Bradford method [21] was
producing also a precipitation of 26.5% HA as insufficiently sensitive. SDS/NaOH used at the
measured by the Bradford method. To overcome this beginning of our study to dissolve nanoparticles
problem, nanoparticle suspensions were filtered interfered with the hemagglutination assay [33].
through a polyvinylide difluoride membrane of 0.1 Classical radio-iodination of proteins [34] failed for
mm pore sizes. No modification in the mean size of HA. Therefore PAGE was used to evaluate the
the particles was noticed during this procedure: the amount of HA in the first filtrate, second filtrate and
size of the particles were 213612 nm and 22765 nm washed and dissolved nanoparticles (Fig. 3). Five
before filtration and 21765 nm and 22965 nm after bands were observed for untreated HA solution (lane
filtration for the emulsion and double emulsion 1) and correspond to .200 kDa,174 kDa, 130 kDa,
methods, respectively (Table 3) suggesting that no 84 kDa and 63 kDa proteins. The .200 kDa and 174
particle aggregation occurred during this process. kDa proteins could be hemagglutinin trimer and
Moreover HA was not adsorbed on polyvinylide dimer, respectively [20]. The 130 kDa proteins could
difluoride membranes: HA was almost quantitatively be nucleoprotein dimer [35]. The 84 kDa and 63 kDa
recovered in the first filtrate (Table 4). proteins are hemagglutinin and nucleoprotein mono-

The second step to evaluate HA encapsulation was mers, respectively. After Western-blot, only the
to quantify HA in the nanoparticles. Numerous .200 kDa, 174 kDa and the 84 kDa appeared after
problems were encountered (Table 5). The Bicin- incubation with the antiserum raised against sheep
choninic acid (BCA) method [31] and the Lowry anti A/Singapore /1 /86 (H1N1) glycoproteins (HA1
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Table 2
Experimental design of the double emulsion method

aExperience Surfactant nature PVA concentration Evaporation rate Freeze-drying Nanoparticle size
number (w1) (W2) (% (w/v)) (mm Hg) mean6SD (nm)

2 1 2 1 2 1 2 1 (n53)
Span PVA 0.1 0.4 ¯0 760 no yes

1 2 2 2 2 26962
2 1 2 2 2 23961
3 2 1 2 2 29363
4 1 1 2 2 22966
5 2 2 1 2 28663
6 1 2 1 2 24961
7 2 1 1 2 31763
8 1 1 1 2 23962
9 2 2 2 1 24264

10 1 2 2 1 24161
11 2 1 2 1 27863
12 1 1 2 1 22965
13 2 2 1 1 25063
14 1 2 1 1 24563
15 2 1 1 1 31763
16 1 1 1 1 25963

* * * * * *Mathematical expression: y5261.4220.1x 28.8x 18.9x 23.8x 211.0x .x 22.1x .x 16.0x .x 14.0x .x 14.4x .x 11.3x .x .1 2 3 4 1 2 1 3 1 4 2 3 2 4 3 4

(y5dependent variable (nanoparticle size); 261.45constant representing the mean of all the nanoparticle size; x 2x 5independent1 4

variables; x 5surfactant nature; x 5PVA concentration; x 5evaporation rate; x 5freeze-drying; x .x 5surfactant nature.PVA con-1 2 3 4 1 2

centration; x .x 5surfactant nature.evaporation rate; x .x 5surfactant nature.freeze-drying; x .x 5PVA concentration.evaporation rate;1 3 1 4 2 3

x .x 5PVA concentration.freeze-drying; x .x 5evaporation rate.freeze-drying; *5significant difference; a5mean and standard deviation of2 4 3 4

nanoparticle size measured in triplicate from one batch of nanoparticles.

glycopeptide) (data not shown). The comparison of the lanes 5 and 8 (residual oligomers and surfactants)
the lanes allowed a good evaluation of HA entrap- semi-quantitative analysed of the dried gel could not
ment. Since the band of HA was clearly more intense be realised.
in the nanoparticles (lanes 5, 8) than in the filtrates In order to confirm these results, single radial
(lanes 3, 4, 6, 7), most HA was within the nanoparti- immunodiffusion was carried out (Fig. 4). We can
cles and not in the filtrates, for both emulsion notice precipitation rings for the diffusion controls
method (lanes 3, 4, 5) and double emulsion method (B4, C4) and the absence of precipitation rings for
(lanes 6, 7, 8). However due to high background in the filtrates (B1, B2, C1, C2) and the washed

Table 3
Mean diameter of nanoparticles before filtration / freeze-drying, after filtration and after freeze-drying

Before filtration and After filtration After freeze-drying
freeze-drying mean6SD (nm) mean6SD (nm)

a amean6SD (nm) (n55) (n55)
a(n55)

Emulsion method uncharged 213612 21765 213611
(O/W)

hemagglutinin 22368 218610 21163
Double emulsion uncharged 22765 22965 22367
[(W /O) /W ]1 2

hemagglutinin 223614 219614 219614
aThe values represent the mean size6SD of at least 5 nanoparticle batches prepared independently.
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nanoparticles (B3, C3). This indicates that (i) For the
diffusion controls, free HA was able to diffuse in the
presence of nanoparticles, (ii) For the filtrates, either
HA was in the filtrates but conformationally altered
by the nanoparticle preparation and thus unable to
recognise the antibody in the agarose gel, or HA was
not in the filtrates and (iii) For the nanoparticles,
either HA was encapsulated in the nanoparticles, or
HA was not in the nanoparticles. Since HA recog-
nised the antibody following the entrapment pro-
cedure (see below: Molecular weight and antigenici-
ty of encapsulated HA), HA was not conformational-
ly altered. Therefore as also shown by PAGE (Fig.
3), HA was not in the filtrate but within the

Fig. 1. Scanning electron micrograph of PLGA nanoparticles nanoparticles. From both PAGE and SRID tech-
prepared by the emulsion method (1 mm517 mm).

niques, it was difficult to quantify the exact amount
of HA in the nanoparticles and the filtrates. There-
fore, we can only deduce that most HA was within
the nanoparticles.

3.3. Molecular weight and antigenicity of
encapsulated HA

During the nanoparticle preparation, HA was
exposed to potentially harsh conditions, such as
contact with dichloromethane and shear force. These
conditions may result in alteration of the molecular
weight and loss of the antigenicity of the protein.
Therefore the molecular weight was evaluated by
PAGE and the antigenicity by Dot-blot, Western-blot
and HI. PAGE (Fig. 3) shows the untreated HA (lane

Fig. 2. Scanning electron micrograph of PLGA nanoparticles 1), a dissolution control (lane 2) and the encapsu-
prepared by the double emulsion method (1 mm517 mm). lated HA in nanoparticles (lane 5 and 8). The

Table 4
Validation of the filtration method to separate free from encapsulated HA: HA adsorption on polyvinylide difluoride membrane

HA before filtration HA after filtration HA after filtration
(ng) first filtrate second filtrate

(ng) (ng)

Spot 1 66 66 0
(hemagglutinin trimer)
Spot 2 254 254 56
(hemagglutinin dimer)
Spot 3 37 37 0
(nucleoprotein dimer)
Spot 4 746 742 7
(hemagglutinin monomer)
Spot 5 223 206 0
(nucleoprotein monomer)
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Table 5
Problems encountered in the quantification of hemagglutinin in nanoparticles.

Thiomersal PVA SDS Other problems

BCA [31] 1 1 / /
Lowry [32] 1 1 / /
Bradford [21] 2 2 1 insufficiently sensitive
Hemagglutination [33] 2 2 1 /
Radio2iodination [34] 1 2 / low radiochemical yield

low radiochemical purity
Dot2blotting [28] 2 2 1

Western2blotting [29] 2 2 1

1 interference; 2 no interference; / undetermined.

dissolution control (lane 2) indicates that the tech- incubation with the antiserum raised against sheep
nique of nanoparticle dissolution, using NaOH, anti A/Singapore /1 /86 (H1N1) glycoproteins (HA1
altered HA (84 kDa) (lane 1). It dissociated into 2 glycopeptide) (data not shown). Identical bands were
proteins of 62 kDa and 22 kDa (lane 2). These bands observed for the encapsulated HA (lanes 5, 8) and
could correspond to HA1 and HA2 since the the dissolution control (lanes 2). Moreover, PAGE of
theoretic molecular weight of HA1 and HA2 are 60 undissolved nanoparticles revealed that small amount
kDa and 20 kDa, respectively [20]. Moreover, after of unaltered HA (84 kDa) was able to migrate in the
Western-blot, only the 60 kDa band appeared after gel (data not shown). Hence these data suggest that

Fig. 3. Polyacrylamide gel electrophoresis of hemagglutinin in nanoparticles prepared by the emulsion and the double emulsion methods:
lane 1, hemagglutinin; lane 2, dissolution control; lanes, 3–5 emulsion method (E) (lane 3 first filtrate, lane 4, second filtrate, lane 5, washed
and dissolved nanoparticles); lanes 6–8 double emulsion method (EE) (lane 6, first filtrate, lane 7, second filtrate, lane 8, washed and
dissolved nanoparticles) (arrow indicates monomeric hemagglutinin) (for details see Section 2).
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Table 6
Serum HI antibody titers after s.c. or i.n. administration of split
virus, hemagglutinin or hemagglutinin encapsulated in nanoparti-
cles

Group HI titers

Split virus s.c. 448
HA i.n. 224
NP/HA i.n. 224

(Split virus5conventional vaccine; HA5hemagglutinin; NP/HA5

hemagglutinin encapsulated in nanoparticles; s.c.5
subcutaneously; i.n.5intranasally).

Fig. 4. Single radial immunodiffusion of hemagglutinin in
nanoparticles prepared by the emulsion and the double emulsion this epitope was confirmed by Western-blot (data not
methods: A1–A4 hemagglutinin standards; B1–B4 emulsion shown). Fig. 5 also confirmed the HA encapsulation
method (B1 first filtrate, B2 second filtrate, B3 washed nanoparti- for both methods since the colorations were visible at
cles, B4 diffusion control; C1–C4 double emulsion method (C1

much higher dilutions for the nanoparticles (lanes 5,first filtrate, C2 second filtrate, C3 washed nanoparticles, C4
8) than for the filtrates (lanes 3, 4, 6, 7). The HI testdiffusion control (for details see Section 2).
(Table 6) showed that the sera HI titers were
identical for free HA (HI titers5224) and HA

the molecular weight of HA was affected by the encapsulated in nanoparticles (HI titers5224). This
nanoparticle dissolution procedure but not by the indicates that HA within the nanoparticles induced
entrapment procedure. antibodies which were capable of inhibiting influenza

Dot-blot (Fig. 5) reveals that the colorations were mediated hemagglutination.
visible until the same dilution for the entrapped HA
in the emulsion method (lane 5), the entrapped HA
in the double emulsion method (lane 8) and the 4. Discussion
dissolution control (lane 2). This indicated that an
anti-serum raised against non-entrapped HA still The objective of this work was to prepare PLGA
recognised encapsulated HA. The preservation of nanoparticles of about 200 nm and containing HA.

Due to the amphilic nature of HA (hydrophilic HA1
and hydrophobic HA2 glycopeptides), nanoparticles
were synthesised by classical oil in water solvent
evaporation technique as well as by a [(water-in-oil)
in water] solvent evaporation technique. The ef-
ficiency of HA encapsulation as well as the physical
integrity and antigenicity of the encapsulated HA
were evaluated.

Experimental designs showed that changing pro-
cessing parameters such as the surfactant nature and
the surfactant concentration permitted the preparation
of spherical nanoparticles of about 200 nm by the
classical emulsion method as well as by the double

Fig. 5. Dot-blot of hemagglutinin in nanoparticles prepared by the emulsion method. An increase in surfactant con-
emulsion and the double emulsion methods: lane 1, hemag- centration resulted in a decrease in particle size
glutinin; lane 2 dissolution control; lanes 3–5 emulsion method (emulsion method). Increasing PVA could provide
(E) (lane 3, first filtrate, lane 4, second filtrate, lane 5, washed and

smaller emulsion droplets resulting in the formationdissolved nanoparticles); lanes 6–8 double emulsion method (EE)
of smaller nanoparticles. Scholes et al. [36] also(lane 6, first filtrate, lane 7, second filtrate, lane 8, washed and

dissolved nanoparticles) (for details see Section 2). showed that a significant reduction in PLGA



´D. Lemoine, V. Preat / Journal of Controlled Release 54 (1998) 15 –27 25

nanoparticle size was achieved as the concentration use the centrifugation technique. In addition our
of PVA increased. The addition of PVA in the technique allows the evaluation of HA in nanoparti-
internal aqueous phase allowed the formation of cles. In other studies with influenza virus antigens
smaller nanoparticles than the addition of Span 40 encapsulation [41,42] there was no data on the
(double emulsion method). The decrease of the antigens encapsulation levels.
interfacial tension is probably higher for PVA than A critical task in developing carrier systems for
for Span 40. Jeffery et al. [37] also showed that the antigens is preserving their molecular weight and
nature of the surfactant influences the particle size. particularly their antigenicity. Our process of en-
For example PVA allowed the preparation of smaller capsulation exposed HA to potentially harsh con-
microparticles than sodium dodecyl sulfate. In addi- ditions including exposure to dichloromethane and
tion, to avoid hydrolysis of the polymer, drug shear force, even though the contact of HA with the
leakage or drug degradation, nanoparticle suspen- organic solvent was minimised by eliminating di-
sions have to be freeze-dried. Our results show that chloromethane under reduced pressure. Our results
PLGA nanoparticles prepared by the emulsion or the showed that the encapsulated HA was not affected
double emulsion methods were easily resuspended in by the entrapment procedure as shown by PAGE,
water after freeze-drying without size variation. The Dot-blot and Western-blot techniques. Moreover the
addition of surfactant used by Alonso et al. [38] for encapsulated HA was able to induce antibodies
poly(alkylcyanoacrylate) nanoparticles and the ul- capable of inhibiting influenza mediated hemaggluti-
trasonication employed by Krause et al. [39] for nation as shown by HI technique. Inactivated in-
polylactic acid nanoparticles were not required. fluenza virus vaccines are themselves produced with

Numerous problems were encountered to assess organic solvents (inactivation) and detergents (dis-
HA encapsulation in the nanoparticles. We finally ruption), yet keep their molecular weight and an-
used the PAGE and SRID techniques. From both tigenicity. Jeffery et al. [19] showed that the molecu-
techniques, it was difficult to quantify the exact lar weight and the antigenicity of the encapsulated
amount of HA encapsulated within the nanoparticles. albumin in PLGA microspheres were not altered. In
However they showed that most HA used during the contrast Alonso et al. [43] observed a reduction of
nanoparticle formulation was encapsulated within the the antigenicity of tetanus toxoid encapsulated in
nanoparticles for the emulsion method as well as for PLGA microspheres. In others’ reports [40–42] the
the double emulsion method. These results are molecular weight and antigenicity of encapsulated
encouraging. First they show that the double emul- inactivated influenza virus antigen were not pre-
sion method seems promising to encapsulate hydro- sented.
philic agents in nanoparticles. Second, whatever the In conclusion, the results described in the present
preparation method, important entrapment efficien- study show that PLGA nanoparticles of about 200
cies of HA are obtained. This is probably due to the nm can be prepared by both classical oil in water
amphiphilic nature of HA [20]. Hydrophobic HA2 solvent evaporation technique as well as by [(water-
glycopeptide could be responsible for HA adsorption in-oil) in water] solvent evaporation technique. HA
at the surface of the PLGA nanoparticles prepared by was well encapsulated in nanoparticles prepared by
the emulsion method. In contrast the first emulsion both techniques. Molecular weight and antigenicity
could be responsible of the HA encapsulation in the of entrapped HA were not affected by the entrapment
nanoparticles prepared by the double emulsion meth- procedure. The in vivo adjuvant activity of these
od. Kreuter et al. [40] evaluated indirectly the polymeric particles is presently under investigation.
influenza virus antigens encapsulation in poly
(methylmethacrylate) nanospheres using the hemag-
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[14] R. Bodmeier, H. Chen, Indomethacin polymeric nanosuspen-Friede, F. Hogge, V. Hendericks and G. Goossens for
sions prepared by microfluidization, J. Control. Release 12

their valuable advice and help. They also thank (1990) 223–233.
´ `Professor Goffinet (Universite de Liege, Belgium) [15] M. Cavalier, J.P. Benoit, C. Thies, The formation and

characterization of hydrocortisone-loaded poly(()-lac-for SEM.
tide)microspheres, J. Pharm. Pharmacol. 38 (1986) 249–253.

[16] R. Bodmeier, J.W. Mc Ginity, The preparation and evaluation
of drug containing poly(D,L-lactide) microspheres formed by
solvent evaporation, Pharm. Res. 4 (1987) 465–471.

References [17] Y. Ogawa, M. Yamamoto, H. Okada, T. Yashiki, T.
Shimamoto, A new technique to efficiently entrap leuprolide
acetate into microcapsules of copoly(lactic /glycolic acid),[1] M.A. Strassburg, S. Greenland, F.J. Sorvillu, L.E. Lieb, L.A.

Habel, Influenza in the elderly: report of an outbreak and a Chem. Pharm. Bull. 36 (1988) 1095–1103.
review of vaccine effectiveness reports, Vaccine 4(1) (1986) [18] H. Jeffery, S.S. Davis, D.T. O’Hagan, The preparation and
38–44. characterization of poly(lactide-co-glycolide) microparticles.

[2] C.W. Potter, J.S. Oxford, Determinants of immunity to II. The entrapment of a model protein using a (water-in-oil)-
influenza infection in man, Br. Med. Bull. 35 (1979) 69–75. in-water emulsion solvent evaporation technique, Pharm.

[3] W.G. Laver, E.D. Kilbourne, Identification in a recombinant Res. 10(3) (1993) 362–368.
influenza virus of structural proteins derived from both [19] P. Jani, G.W. Halbert, J. Langridge, A.T. Florence, The
parents, Virology 30(3) (1966) 493–501. uptake and translocation of latex nanospheres and micro-

[4] J.R. McGhee, J. Mestecky, M.T. Dertzbaugh, J.H. Eldridge, spheres after administration to rats, J. Pharm. Pharmacol. 41
M. Hirasawa, H. Kiyono, The mucosal immune system: from (1989) 809–812.
fundamental concept to vaccine development, Vaccine 10(2) [20] I.T. Schulze, The biologically active proteins of influenza
(1992) 75–88. virus: the hemagglutinin, in: E.D. Kilbourne (Ed.), The

[5] R.I. Walker, New strategies for using mucosal vaccination to Influenza Virus and Influenza, Academic Press, New-York,
achieve more effective immunization, Vaccine 12(5) (1994) San Francisco, London, 1975, pp. 53–83.
387–400. [21] M.M. Bradford, A rapid and sensitive method for the

[6] C.F. Kuper, P.J. Koornstra, D.M. Hameleers, J. Biewenga, quantification of microgram quantities of protein utilizing the
B.J. Split, A.M. Duijvestijn, P.J. van-Breda-Vriesman, T. principle of protein-dye binding, Anal. Biochem. 72 (1976)
Sminia, The role of nasopharynged lymphoid tissue, Im- 248–254.
munol. Today 1(6) (1992) 219–224. [22] W. Vanderhoff, M.S. El-Aasser, J. Ugelstad, Polymer emulsi-

[7] J.H. Eldridge, R.M. Gilley, J.K. Staas, A. Moldoveanu, J.A. fication process, U.S. Patent 4, 177, 177, 1979.
Meulbrook, T.R. Tice, Biodegradable microspheres, a vac- [23] S.Y. Lin, W.H. Wu, Physical parameters and release be-
cine delivery system for oral immunization, Curr. Top. haviours of w/o /w multiple emulsions containing cosurfac-
Microbiol. Immunol. 146 (1989) 59–66. tants and different specific gravity of oils, Pharm. Acta Helv.

[8] M. Higaki, M. Takenaga, R. Igarashi, C. Aizawa, Y. Miz- 66(12) (1991) 342–347.
ushima, Microparticles resin enhanced immune response of [24] N.A. Armstrong, K.C. James, Understanding experimental
intranasal influenza HA vaccine, Proc. Int. Symp. Contr. Rel. design and interpretation in pharmaceutics, Ellis Horwood,
Bioact. Mater. 23 (1996) 163–164. New York, 1990.

` `[9] J. Mauduit, M. Vert, Les polymeres a base d’acides lactiques [25] U.K. Laemmli, Cleavage of structural proteins during the
´ ˆ ´et glycoliques et la delivrance controlee des principes actifs, assembly of the head of bacteriophage T4, Nature 227

S.T.P. Pharma Sci. 3(3) (1993) 197–212. (1970) 680–685.
´[10] D. Lemoine, C. François, F. Kedzierewicz, V. Preat, M. [26] R. C Switzer, C.R. Merril, S. Shifrin, A highly sensitive

Hoffman, P. Maincent, Stability study of nanoparticles of silver stain for detecting proteins and peptides in poly-
poly(e-caprolactone), poly(D,L-lactide) and poly(D,L-lactide- acrylamide gels, Anal. Biochem. 98 (1979) 231–237.
co-glycolide), Biomaterials 17 (1996) 2191–2197. [27] M.S. Williams, R.E. Mayner, N.J. Daniel, M.A. Phelan, S.C.

[11] J.H. Eldridge, C.J. Hammond, J.A. Meulbroek, J.K. Staas, Rastogi, F.M. Bozeman, F.A. Ennis, New developments in
R.M. Gilley, T.R. Tice, Controlled vaccine release in the the measurement of the hemagglutinin content of influenza
gut-associated lymphoid tissue. I. Orally administered bio- virus vaccines by single radial immunodiffusion, J. Biol.
degradable microspheres target the Peyer’s patches, J. Con- Stand. 8 (1980) 289–296.
trol. Release 11 (1990) 205–214. [28] R. Hawkes, E. Niday, J. Gordon, A dot-immunobinding

´[12] E. Allemann, R. Gurny, E. Doelker, Drug-loaded nanopartic- assay for monoclonal and other antibodies, Anal. Biochem.
les-preparation methods and drug targeting issues, Eur. J. 119 (1982) 142–147.
Biopharm. 39(5) (1993) 173–191. [29] H. Towbin, T. Staehelin, J. Gordin, Electrophoretic transfer

[13] S. Benita, Microencapsulation. Methods and industrial appli- of proteins from polyacrylamide gels to nitrocellulose sheets.



´D. Lemoine, V. Preat / Journal of Controlled Release 54 (1998) 15 –27 27

Procedure and some applications, Proc. Natl. Acad. Sci. [37] H. Jeffery, S.S. Davis, D.T. O’Hagan, The preparation and
USA 76 (1979) 4350–4354. characterisation of poly(lactide-co-glycolide) microparticles.

[30] A. Sugiura, H. Yanagawa, C. Enomoto, M. Ueda, K. Tobita, I. Oil-in-water emulsion solvent evaporation, Int. J. Pharm.
N. Matsuzaki, D. Suzuki, R. Nakaya, I. Shigematsu, A field 77 (1991) 169–175.
trial for evaluation of the prophylactic effect of influenza [38] M.J. Alonso, C. Losa, P. Calvo, J.L. Vila Jato, Approaches to
vaccine containing inactivated A2/Hong Kong and B in- improve the association of amikacin sulphate to poly-
fluenza virus, J. Infect. Dis. 122(6) (1970) 472–478. (alkylcyanoacrylate) nanoparticles, Int. J. Pharm. 68 (1991)

[31] P.K. Smith, R.I. Krohn, G.T. Hermanson, A.K. Mallia, F.H. 69–76.
Gartner, M.D. Provenzano, E.K. Fujimato, N.M. Goeke, B.J. [39] H.J. Krause, A. Schwartz, P. Rohdewald, Polylactic acid
Olson, D.C. Klenk, Measurement of protein using bicin- nanoparticles, a colloidal drug delivery system for lipophilic
choninic acid, Anal. Biochem. 150 (1985) 76–85. drugs, Int. J. Pharm. 27 (1985) 265–268.

[32] O.H. Lowry, N.J. Rosebrough, A.L. Farr, R.J. Randall, [40] J. Kreuter, P. P Speiser, In vitro studies of Poly(methyl-
Protein measurement, with the Folin phenol reagent, J. Biol. methacrylate) adjuvants, J. Pharm. Sci. 65(11) (1976) 1624–
Chem. 193 (1951) 265–275. 1627.

[33] G.K. Hirst, Quantitative determination of influenza virus ant [41] N. Santiago, S. Milstein, T. Rivera, E. Garcia, T. Zaidi, H.
antibodies by means of red cell agglutination, J. Exp. Med. Hong, D. Bucher, Oral immunization of rats with proteinoid
75 (1942) 49–64. microspheres encapsulating influenza virus antigens, Pharm.

[34] R.J. Slater, Radioisotopes in Biology. A practical approach, Res. 10(8) (1993) 1243–1247.
IRL Press, Oxford, 1990. [42] Z. Moldoveanu, M. Novak, W.Q. Huang, R.M. Gilley, J.K.

[35] P.W. Chuppin, R.W. Compans, The structure of influenza Staas, D. Schafer, R.W. Compans, J. Mestecky, Oral immuni-
virus, in: E.D. Kilbourne (Ed.), The Influenza Virus and zation with influenza virus in biodegradable microspheres, J.
Influenza, Academic Press, New York, San Francisco, Lon- Infect. Dis. 167 (1993) 84–90.
don, 1975, pp. 15–51. [43] M.J. Alonso, R.K. Gupta, C. Min, G.R. Siber, R. Langer,

[36] P.D. Scholes, A.G.A. Coombes, L. Illum, S. S Davis, M.Vert, Biodegradable as controlled-release tetanus toxoid delivery
M.C. Davies, The preparation of sub-200 nm poly (lactide- systemsmicrospheres, Vaccine 12 (1994) 299–306.
co-glycolide) microspheres for site-specific drug delivery, J.
Control. Release 25 (1993) 145–153.


