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Processing a poorly soluble drug is a challenging task during formulation development. Nano
suspension is one of the techniques that can improve the dissolution of poorly soluble drug.
Nanosuspension is the fine dispersion of uniform-sized solid particles in an aqueous vehicle. The
present work was aimed at the formulation and evaluation of nanosuspension of Nifedipine, a poorly
water soluble anti-hypertensive drug. The nanosuspensions were prepared by nanoprecipitation alone
and in combination with ultrasonication method using acetone as solvent and water as antisolvent.
The prepared nanosuspensions were characterized for particle size, zeta potential, polydispersity
index, Scanning electron microscopy (SEM), drug entrapment efficiency and release behaviour. The
effect of variable concentration of drug, stabilizer, extent of ultrasonication, and solvent to antisolvent
ratio on the physical, morphological and dissolution properties of Nifedipine were studied. The
average particle size of Nifedipine nanoparticles was found to be in the range of 13-230 nm. It was
further confirmed by SEM photograph. The particle size varies with increase in concentration of drug
and stabilizer. The preparations showed negative zeta potential and polydispersity index in the range
of 0.3-0.9. The dissolution of prepared Nifedipine nanoparticles markedly increased as compared to
the pure drug. The dissolution profiles of nanosuspension formulation showed up to 74.4 % release in
4 h. It may be concluded that the nanoprecipitation with ultrasonication have potential to formulate
homogenous nanosuspensions with uniform-sized stable nanoparticles of Nifedipine. The prepared
nanosuspension showed enhanced dissolution which may lead to enhanced oral bioavailability of
Nifedipine.
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INTRODUCTION

The solubilization techniques correspond to liquid preparations
usually do not assure the patient’s acceptability and normally

The formulation of poorly water-soluble drugs has always been
a challenging problem faced by pharmaceutical scientists and it
is expected to increase because approximately 40% or more of
the new chemical entities being generated through drug
discovery programmers are poorly water-soluble (Vishvajit et
al., 2010; Jain et al., 2010; Mukherjee et al., 2009 and Sahu,
2013). Several techniques have been developed concerning the
optimization of the dissolution rate of these drugs. Such
methods include particle size reduction, solubilization, salt
formation and preparation of solid dispersion systems.
Nevertheless, there are several disadvantages and limitations in
the use of these techniques. Specifically, the particle size
reduction technique is practically limited regarding the
minimum size that could be achieved and producing very fine
powders deteriorates their flow properties and wettability,
while it advances the development of electrostatic forces,
leading to problematic formulations.
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appear to have poor stability. Salt formation is a complicated
process, while it is not feasible for neutral compounds. In
addition, the dissolution enhancement is not always predictable
due to the high correlation of the salt’s solubility with the pH
value which appears to be a highly variable in the
gastrointestinal tract. In fact, for biopharmaceutic class II
drugs, the bio-absorption process is rate-limited by dissolution
in gastrointestinal fluids. According to the Noyes—Whitney
equation, the dissolution rate of poorly water-soluble drugs
could be increased by reducing the particle size to the micro or
nano-scale thus increasing the interfacial surface area.
Nanosuspensions is the colloidal dispersions of nano-sized
drug particles that are produced by a suitable method and
stabilized by a right stabilizer. They can also be defined as the
biphasic system consisting of pure drug particle dispersed in an
aqueous vehicle in which the diameter of the suspended
particle is less than lum in size. Techniques of drug
nanosuspensions preparation can be categorized into two
principle classes; top-down and bottom-up technologies. The
“top-down” technologies are the mechanical communication
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processes of larger drug particles, as in milling (jet mills and
pear-ball  mills) and homogenization (high-pressure
homogenizers). The “bottom-up” technologies begin with the
molecules which are dissolved and then precipitated through
on-solvent addition as in supercritical fluid (SCF) technology,
spray-freezing into liquid process, evaporative precipitation
into aqueous solution (EPAS)and liquid solvent change
process. Although “top-down” approaches are widely
employed, the drawbacks associated with mechanical attritions
processes, such as time consumption, intensive-energy use,
introduction of impurities, inadequate control of particles size
and electrostatic effects, promote greater interest toward
“bottom-up” creation of nanoparticles (Vemula, 2010).

Characterization of nanosuspension of nifedipine

Fourier Transform — Infrared (FT-IR) Spectroscopic
Analysis
Drug excipients interactions were studied by FTIR

spectroscopy. The spectra were recorded for Nifedipine,
HPMC, PVA individually and physical mixtures (drug &
PVA; drug & HPMC). Samples were prepared in KBr pellets
using 2 mg drug in 8 mg KBr with a hydrostatic press at a
force of 8 t cm™ for 2 min. The scanning range was 450—
4,000 cm ' and resolution was 2 cm .

Table 1. Formulae of various nano suspensions

Ingredients FF1 FF2 FF3 FF4 FF5 FF6 FF7 FF8 FF9
Drug 60 60 60 60 20 40 80 40 60
PVA 0.15% 0.25%  0.5% 1% 0.5% 0.5% 0.5% - -
HPMC - - - - - - - 0.5% 0.5%
Acetone Iml 1ml 1ml 1ml 1ml Iml 1ml Iml 1ml
Water 20ml 20ml 20ml 20ml 20ml 20ml 20ml 20ml 20ml

In the last decade, bottom-up techniques that rely on dissolving
the drug in a solvent and precipitating it by the addition of a
non-solvent, like supercritical fluid (SCF) technique and liquid
precipitation, have been widely investigated to obtain ultrafine
drug particles, such as cephradine, ce Amsa furoxime axetil
and danazol (Kalpesh, 2011; Aswathy, 2012; Ekambaram,
2011 and Tripathi, 2003). Nifedipine, a highly potent calcium-
channel blocker belonging to the group of 14-
dihydropyridines widely used in the treatment of vascular
diseases such as hypertension and angina pectoris
(http://www.healthstats.com/en/hypertension-statistics).
Nifedipine has low aqueous solubility (~20 pg/ml) and could
be classified as a BCS class II drug (Ekambaram, 2012). For
poorly soluble drugs, the dissolution in the gastrointestinal
fluid media is the rate limiting step for the absorption of the
drugs. So, nanonisation has been employed for treating
Nifedipine. In this work the production of nanosuspensions
was intended for oral use of Nifedipine using Precipitation —
Ultrasonication technique.

MATERIALS AND MATERIALS

Nifedipine, Polyvinyl alcohol (PVA) and Hydroxy Propyl
Methyl Cellulose (HPMC) were obtained as gift samples from
Dr. Reddy’s Laboratories, Hyderabad. Acetone used was of
analytical grade from SD Fine Chemicals Pvt. Ltd, Mumbai,
India. All the other reagents and chemicals used were of
analytical reagents obtained from local source.

METHODS

Preparation of Nifedipine nano particles: Nifedipine
nanoparticles were produced by precipitation—ultrasonnication
technique. The required amount of drug was completely
dissolved in water-miscible solvent acetone. Different
concentrations of drug in solvent (20, 40, 60, 80 mg/ml) were
used. The obtained drug solution was then injected into the
water containing the stabilizer such as HPMC and PVA under
stirring at 1,000 rpm. Precipitation of solid drug particles
occurred immediately upon mixing. The suspension was then
ultrasonicated for 15 min under cold condition (Ekambaram,
2012).

Size Measurement and Zeta Potential Analysis

The particle size and the polydispersity Index (PI) of the drug
particles was measured immediately after precipitation by
dynamic laser light scattering (Zetasizer, Malvern Instruments,
Malvern). The measurement was done in triplicate and size Z-
Average (d.nm) and PI was reported. The zeta potential of the
preparations was also measured using (Zetasizer, Malvern
Instruments, Malvern) (Amsa, 2014).

Scanning Electron Microscopy (SEM)

Particle morphology was observed using scanning electron
microscopy (SEM) JSM-6360 (JEOL Inc., Japan). A small
drop of the suspension was air dried followed by oven drying
and was fixed on an SEM stub using double-sided adhesive
tape and coated with Au at 20 mA for 6 min through a sputter-
coater (Ion sputter JFC 1100). A scanning electron microscope
with a secondary electron detector was used to obtain digital
images of the samples at an accelerating voltage of 15 Kv
(Amsa, 2014).

Drug Entrapment Efficiency (DEE)

The freshly prepared nanosuspension was centrifuged at
20,000 rpm for 20 min at 5 °C temperature using cooling
ultracentrifuge. The amount of unincorporated drug was
measured by taking the absorbance of the appropriately diluted
25ml of supernatant solution at 350nm using UV
spectrophotometer against blank/control nanosuspension. DEE
was calculated by subtracting the amount of free drug in the
supernatant from the initial amount of drug taken. The
experiment was performed in triplicate for each batch and the
average was calculated. The entrapment efficiency (EE %)
could be achieved by the following equation (Smitha, 2012).

Entrapment efﬁCienCy (%):Winilialdmg Wfreedrug/ Vvinilialdrug>< 100.
X-ray Diffraction studies (XRD)
X-ray diffraction analysis was employed to detect the effect on

crystallinity of precipitated nifedipine nanopartilces which was
conducted using a XRD-6000 diffractometer (Shimadzu,
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Japan) 'Y, The powder was placed in a glass sample holder.
CuK radiation was generated at 30 mA and 40 kV. Samples
were scanned from 10° to 90° with a step size of 0.02°

Invitro drug release studies

The dialysis membrane diffusion technique was used. One
millilitre of the nanosuspension was placed in the dialysis
membrane (Mw cutoff 12,000—14,000 Hi-media), fixed in a
Franz diffusion cell with the receptor volume of 20 ml. The
entire system was kept at 37 °C with continuous magnetic
stirring. Sample of 1 ml was withdrawn from the receptor
compartment at predetermined time intervals and replaced by
fresh medium. The amount of drug dissolved was determined
using UV spectrophotometer at 350nm (Ding, 2011).

particle size analysis whereas preparations based on 0.5 %
HPMC as stabilizer were a bit bigger and cuboidal in size. The
preparations have been made with different diffusing drug
concentration (20, 40, 60 and 80mg/ml). Preparations with
60 mg/ml diffusing drug concentration were found to be
optimum for PVA-based formulations whereas in case of
HPMC it was found at 40 mg/ml.

Characterization of Nanosuspension
Drug Entrapment Efficiency (DEE)
The formulations showed drug entrapment in the range of 86—

98 %. Formulation (F3) containing drug concentration
60 mg/ml stabilised with PVA showed highest entrapment up

Table 2. Effect of drug concentration and surfactant concentration on polydispersity index, drug entrapement and drug release

. Diffusing drug . . Polydispersity ~ Drug entrapment  Drug release
Formulation code concentration (mg/ml) PVAin%  HPMCin % index (PI) efficiency (%) in4h (%)
Fl1 60 0.15 0.776 85.4 58.5
F2 60 0.25 0.756 92.6 65.4
F3 60 0.5 0.975 97.5 74.4
F4 60 1 0.584 88.4 59.2
F5 20 0.5 0.371 94.9 55.3
F6 40 0.5 0.487 95.3 58.5
F7 80 0.5 0.748 86.7 61.1
F8 40 0.5 0.624 94.3 63.6
F9 60 0.5 0.893 91.2 57.8

Physical stability study

Three temperature conditions were applied in the stability
study of the nanosuspensions,4 °C (refrigerator), room
temperature and 40 °C (Stability Chamber). Physical stability
of the nanosuspension was evaluated after 3 months of storage.
The particle size was and settling behaviour was analyzed by
visual examination (Jawahar, 2009).

RESULTS AND DISCUSSION
Preparation of Nanoparticles

Nifedipine nanoparticles were produced by precipitation—
ultrasonnication technique. The aqueous phase containing a
suitable stabilizer has been used as the antisolvent and the use
of water miscible solvent (acetone) having good solubility of
Nifedipine has been explored as solvent. The effect of various
variables like diffusing drug concentration, solvent:antisolvent
ratio (S:NS), type of stabilizer, concentration of stabilizer,
stirring time and ultrasonication has been observed. The results
have been summarized in Table 2. Acetone was tried as
solvent for the preparations. Acetone as solvent produced very
uniform-sized nanoparticles on precipitation (Gavade, Hany,
2009). Nanosuspensions were prepared by using different
solvent:antisolvent ratios (1:10, 1:15, 1:20). Preparations with
solvent:antisolvent ratio of 1:20 were a bit more homogenous,
hence were taken for the preparation as suitable
solvent:antisolvent ratio. The effect of stirring time (5, 10, 30
and 60 min) on the particle size was studied ["®. No sign of
aggregation due to stirring was observed, and the particle size
was not dependent on stirring time. HPMC or PVA at various
concentrations such as 0.1, 0.25, 0.5, 1.0 % was used as
stabilizer for the preparations. From the preliminary studies,
0.5 % concentration of stabilizer was found to be optimum.
The PVA-based formulations at concentration 0.5 % produced
smaller and more uniform nanoparticles as observed by

to "1 98 % w/v. Formulations containing PVA showed better
entrapment in comparison to HPMC. The results have been
shown in Table 2.

Size Measurement and Zeta Potential Analysis

The particle size and PI of the formed drug particles was
measured immediately after precipitation by dynamic laser
light scattering (Zetasizer Ver. 6.11Malvern). The average
particle size of Nifedipine nanoparticles was found to be in the
range of 13—230 nm. The formulations containing 0.5 % PVA
as stabilizer showed particle size in the range of 322.3 nm at
various drug concentrations. The zeta potential of the
nanoparticles was found to be -15, negative which may be due
to the presence of terminal carboxylic groups. High potential
values should be achieved to ensure a high-energy barrier and
favour a good stability (Ofokansi, 2010).

Scanning Electron Microscopy (SEM)

Morphology of precipitated drug particles in the suspension
after air drying followed by oven-drying. The drug particles
precipitated with the PVA as stabilizer are spherical in shape
and the size ranges from 100 to 500 nm. The particle size of
PVA based based nanosuspension was found to be 0.5um. The
particles are discrete and uniform in size and there is no sign of
agglomerations (Hecq, 2006).

Fourier Transforms Infrared Spectroscopy

Infra red spectra of Nifedipine and physical mixture of
Nifedipine and HPMC, Nifedipine and PVA were comparable
and the peaks of Nifedipine in the physical mixture are of
lower intensity than pure drug.The results have been shown
below. FTIR of drug-polymers interaction studies are shown in
Fig 4-8 and the datas are reported in Table 3.



57094 Dr. Yasmin Begum et al. Preparation and evaluation of nanosuspension of nifedipine

100
G-t |

o =0

E L

=

e =

2

;—‘L ~40

E S | I 0 IS A —— 1, | 5] R )

“ 3

0= IR Pt R g LR e e TR 1 I - ‘-'l'fr!-‘t-?.,-
a1 i T 100 G, 4B

Crarmeterfnr

Undersize (&3

"_r""E_ri;' [P Arey fhakin Td=an %0 ™
i TV JAZ. 3 rem L= 3 F & T
I E [l HR T
E E:] .l-. it TidYn
L4 FAad Lan 3333 23 2 HiTL =T

Hisfogram Gperatmns
T Cumulative (1)
% Cumukative (2]
% Cumulative [3)

10,0 {4} - §5.7 {rim)
500 {%) - 134.4 (Am)
90.0 (%] - 5478 (nm|

Mean i 3223 nm
Cumulant Operations

E-Avarage e T
Pl i BA7E
Molecular weight measurement

Motecular waight " L=
Mark-Houwink-Sakurada parameters e

Figure 1. Particle analyzer results showing particle size and polydispersity index

e | Mok |
1,
-
=
3
204
€T
a4
0
DO e g e e e e ey
=Th0 S (LU 150 00
Zetm potential (1)
! (bt LA |
Measurement Results R
Date i Tuesday, May 08, 2014 30759 FM
Measurement Type ; Zeta Potential
Sampie Mame I sampie-1-zeta
Temperatura of the holdar e B
Viscosity of the dispersion medium  © 0.893 mPa-s
Gonductivity 0,196 mSiem
Electrode Vollage PRy
Calculation Resulis
@u To | Zek) Eenal | Eresiropeviieto Bobiit
= REm TO0O00E cedve
L 4 — i — ey
L 3 —my — cipdi
Zfeta Potential (eanj ey
Electrophoretic Mobility mean o 0000002 cm'iVs

Figure 2. Particle analyzer results showing zeta potential



57095

International Journal of Current Research, Vol. 9, Issue, 09, pp.57091-57098, September, 2017

OUCT 15.0kV

Figure 3. SEM photomicrograph of PVA based Nifedipine Nanoparticles
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Figure 4. FTIR spectra of Nifedipine
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Figure 5. FTIR spectra of HPMC

It was found that Nifedine was compatible with each other and
with polymers used in the formulation and there were no extra
peaks observed.

In vitro release

It needs to be verified in vitro that nanoparticles were able to
release incorporated drugs to achieve a biological effect.
Membrane diffusion techniques are the most widely used
experimental methods for the study of the in vitro release
profiles of drugs incorporated in nanoparticles.

The release profile of Nifedipine nanosuspensions shows up to
74.4% (F3) release in 4h. The dissolution of prepared
Nifedipine nanoparticles markedly increased as compared to
the original drug. The comparative release results of selected
formulations have been shown. Formulations based on PVA
showed better release than that of HPMC as stabilizer (Sudhir
Verma, 2011).

Physical stability study

The Particle size of the formulations after 3 months was
observed.
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Table 3. List of wavenumbers of individual drug,poymers and physical mixture

SNo Wavenumbers(cm™) in Wavenumbers in individual(cm™) Wavenumbers
’ physical mixture Nifedipine =~ HPMC PVA (cm™) range

1 3328.604 3323 3500-3100

2 1526.498 1525 1550

3 1309.003 1309 1320-1210

4 2915.712 2938 3000-2850

5 1151.245 1140 1300-1000

6 3325.694 3323 3500-3100

7 1526.360 1525 1550

8 1188 1190 1300-1000

9 945 945 1000-650

Table 4. Invitro drug release profile of Nifedipine of F1-F5

Cummulative drug release for formulations F1-F5(%)

S.No Time (mins)

Fl1 F2 F3 F4 F5

1 0 0 0 0 0 0

2 10 12.5 19.7 12.5 18.3 11.3
3 20 19.6 21.5 17.3 234 23

4 30 22.4 28.7 332 29.3 31.4
5 40 28.6 324 42.6 33 34.5
6 60 31.8 49.2 539 36.8 383
7 120 36.7 52.8 584 42.5 41.6
8 180 47.5 60.2 63.8 48.4 48.2
9 240 58.5 65.4 74.4 59.2 55.3
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Figure 9. Drug realease pattern from formulations F1-F5

Table 5. Invitro drug release profile of Nifedipine of F6-F9

. . Cummulative drug release for formulations F6-F9(%)
S.No Time (mins)

F6 F7 F8 F9
1 0 0 0 0 0
2 10 12.9 23.7 154 11.5
3 20 25.7 26.4 21.9 18.5
4 30 29.2 30.7 272 27.9
5 40 30.2 32.6 35.8 32.6
6 60 41.7 39.5 423 37.9
7 120 45.8 41.7 48.4 48.9
8 180 532 55.8 53.5 51.1
9 240 58.5 61.1 63.6 57.8

70

—o—F6
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Figure 10. Drug realease pattern from formulations F6-F9
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Table 6. Physical Stability evaluation of the nanosuspensions

Storage temperature Initial Particle size
Formulations £¢ temp particle after 3 months
conditions .
size(nm) (nm)
4°C 322
F3 Room temperature 3223 325.6
40 °C 338.5

The formulations at 4 °C remained stable, whereas that at room
temperature showed slight increase in particle size, stored at 40
°C showed increase in particle size. The results of physical
stability study was shown below (Vishvajit, 2010).

Conclusion

It may be concluded that the nanoprecipitation with
ultrasonication have potential to formulate homogenous
nanosuspensions with uniform-sized stable nanoparticles of
Nifedipine. The reduced particle size of the precipitated
particles may enhance the solubility of Nifedipine. The study
also showed that the nanosuspension showed enhanced
dissolution of Nifedipine. Since the limited oral bioavailability
of Nifedipine is due to its poor dissolution hence the increase
solubility, and thereby the dissolution of Nifedipine in the form
of nanosuspension may enhance the oral bioavailability of
Nifedipine. The preparations were found to physically stable
with PVA and HPMC as stabilizer.

REFERENCES

Amsa, P., Tamizhakasi, S. 2014. Preparation and solid state
characterization of Simavastatin nanosuspension for
enhanced solubility and dissolution. International Journal
of Pharmaceutical Sciences. 4(2):45-54.

Aswathy, R.G., Sivakumar, B., Brahatheeswaran, B., Fukuda,
T., Yoshida, Y., Maekawa, T. 2012. Biocompatible
fluorescent zein nanoparticles for simultaneous bio imaging
and drug delivery application. Adv Nat Sci: Nanosci
Nanotechnol, 3:1-7.

Barichello, J.M., Morishita, M., Takayama, K., Nagai, T. 1999.
Encapsulation of hydrophilic and lipophilic drugs in PLGA
nanoparticles by the nanoprecipitation method. Drug Dev
Ind Pharm. 25:471-476.

Ding, D., Zhu, Z., Liu, Q., Wang, J., Hua, Y., Jiang, X.
Cisplatin-loaded gelatine-poly (acrylic acid) nanoparticles:
Synthesis, antitumor efficiency in vivo and penetration in
tumours. Eur J Pharm Biopharm., 79:142-9.

Ekambaram, P., Abdul, H.S. 2011. Formulation and
Evaluation of Solid Lipid Nanoparticles of Ramipril. J
Young Pharm., 3(3):216-20.

Ekambaram, P., Sathali, A.S., Priyanka, K. 2012. Solid lipid
nanoparticles: A review. Sci Revs Chem Commun. 2(1):80-
102.

Gavade, Hany SMA, Peter Y, Nicholas B. 2009. Preparation of
hydrocortisone nanosuspension through a bottom-up
nanoprecipitation technique using microfluidic reactors. Int
J Pharm. 375:107—-113.

Hecq, J., Deleers, M., Fanara, M., Vranckx, H., Boulanger, P.,
Le Lamer, S. 2006. Preparation and in vitro/in vivo
evaluation of nano-sized crystals for dissolution rate
enhancement of ucb-35440-3, a highly dosed poorly water-
soluble weak base. Eur J Pharm Biopharm. 64:360-68.

Hua, Y., Jianga, X., Ding, Y., Gea, H., Yuanb, Y., Yanga, C.
2002. Synthesis and characterization of chitosan—poly
(acrylic acid) nanoparticles. Biomaterials. 23:193-201.

Hypertension etiology. Hypertension statistics [Online]. 2010
[Cited 2012 May 5]; available from: URL:
http://www.healthstats.com/en/hypertension-statistics

Jain, N., Jain, R., Thakur, N., Gupta, B.P., Jain, D.K., Banveer,
J. 2010. Nanotechnology: A safe and effective drug
delivery system. Asian J Pharm Clinical res. 3(3):1-8.

Jawahar, N., Eagappanath, E., Venkatesh, N., Jubie, S.,
Samanta, M.K. 2009. Preparation and characterisation of
PLGA-Nanoparticles containing an anti-hypertensive
agent. Int J Pharm Tech Res., 1(2):390-93.

Kalpesh, S.W., Patil, S.K. 2011. Nanosuspension - a new
approach of bioavailability enhancement. International
Journal of Pharmaceutical Sciences Review and Research.,
8(2):61-5.

Mukherjee, S., Ray, S., Thakur, R.S. 2009. Solid lipid
nanoparticles: A modern formulation approach in drug
delivery system. Indian J Pharm Sci., (4):349-58.

Ofokansi, K., Winter, G., Fricker, G., Coester, C. 2010.
Matrix-loaded biodegradable gelatin nanoparticles as new
approach to improve drug loading and delivery. Eur J
Pharm Biopharm. 76:1-9.

Sahu, B. P. 2013. Nanosuspension for enhancement of oral
bioavailability of felodipine. App! Nanosci. 4(2):189-197.
Smitha, G. 2012. Enhancement of invitro dissolution
characteristics of Nifediine by co-grinding technique.
International Journal of pharmaceutical and chemical

sciences. 1 (4):1279-1285.

Sudhir Verma. 2011. Physical stability of nanosuspensions:
Investigation of therole of stabilizers on Ostwald ripening.
International Journal of Pharmaceutics. 406 (2011) 145—
152.

Tripathi, K.D. 2003. Essentials of Medical Pharmacology.
5"Ed, New Delhi: Jaypee Brothers (p) Ltd., 81.

Vemula, V.R., Lagishetty, V., Lingala, S. 2010. Solubility
enhancement techniques: A review. International Journal
of Pharmaceutical Sciences Review and Research. 5(1):41-
S1.

Vikas, Ravichandran R. 2009. Nanotechnology-Based drug
delivery systems. Nanobiotechnol., 5:17-33.

Vishvajit, A., Deepali, Jagdale M, Vilasrao J. 2010. Solid lipid
nanoparticles as drug delivery System. Int J Pharm Bio
Sci., 1(3):1-9.

skokskoskosk kook



