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ABSTRACT

This work aims at designing and evaluating a Extended release dosage form of Diazepam using Alginate-
Eudragit RS 30D as the matrix-forming polymer employing the lonotropic Gelation technique of
micropellletization. The product was characterized by physicochemical parameters such as yield, drug
entrapment efficiency, particle size, surface topography, granulometric study, loose surface crystal study,
drug-excipient compatibility and in vitro release. The controlled release profile was optimized using a
factorial design for achieving the correct blend of microparticles that closely matches the target release
profile. The study illustrates the utility and advantage of designed experimentation in controlled drug delivery

research.
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INTRODUCTION

The success of any therapeutic device of drugs not
only depends upon its technical feasibility and
marketability to capture a giant share, but more so on
product acceptability by users due to a series of
advantages based on maintenance of steady-state
plasma levels of drugs, reduced side-effects and
effective immediate termination of therapy if need do
arise, besides other considerations. While addressing
this objective one obviously looks forward to controlled
release drug delivery which is a vast field of research
and among the various biopharmaceutically important
dosage forms oral controlled release systems occupy
the pivotal position. This provides phasing of drug
administration to needs of individual patient.

Thus, the success of drug therapy is highly dependent
on the dosage regimen design. A properly designed
dosage form delivery system aims to achieve an
optimum drug concentration at the receptor site to
produce an optimal therapeutic effect with minimum
adverse reactions. Pharmacokinetic and
Biopharmaceutical studies of drugs and the
formulations are very useful to understand the
relationship between the physicochemical properties
of the product and its clinical effect. Biopharmaceutics
embraces factors that influence the release of drug from
the product, the rate of dissolution of the drug and the
eventual bioavailability of the drug.

Diazepam is rapidly absorbed and delivered to highly
perfused tissues including the brain, where a rapid
psychotropic effect is produced. The drug is then
redistributed to less well-perfused tissues. Thus,

diazepam has a rapid onset and relatively brief duration
of action after a single dose due to redistribution out of
the brain, even though the elimination half-life is long.
Moreover, while correlations between plasma
concentration of benzodiazepines (BZDs) and clinical
effects are limited, concentrations in plasma only twice
those usually considered to be effective are associated
with undesirable degrees of sedation. For this reason,
BZDs are neither effectively nor safely given once a
day in a conventional dosage form; even those with
relatively long elimination half-lives are best given in 2
to 4 portions for the treatment of daytime anxiety to
avoid early intoxication and latter reemergence of
anxiety symptoms or mild withdrawal*2.

In the present study, an attempt has been made to
control the release of diazepam from the dosage form*5,
so that as the drug gets redistributed out of the brain,
a constant supply into that region could be achieved.
This will also minimize the early intoxication and latter
reemergence of anxiety symptoms. The incidence of
tolerance development would also be reduced to some
extent. In a nutshell, better control over the therapy
would be achieved by controlling the release rate of
diazepam from the delivery system and thus controlling
the plasma concentration®.

Diazepam is a very good anti-anxiety agent having an
early onset but short duration of action in spite of its
relatively long elimination half-life. This is primarily due
to its very short retention in the target organ, i.e., the
brain. Therefore, if a constant supply of Diazepam can
be given to the brain over a prolonged period, one can
effectively eliminate the problem of early intoxication
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and reemergence or withdrawal symptoms of anxiety”2.
This can be best achieved with an oral extended release
drug delivery system, keeping in view the patient
compliance and better control over the plasma drug-
level®.

USP XXII has specified one protocol for tolerance limit
of the release of diazepam with time, which should be
followed for extended release diazepam capsules?®.

USP XXII PROTOCOL
Tolerances for Extended Release Diazepam
Capsules

TIME (HR) AMOUNT DISSOLVED
0.042D 15% - 27%
0.167D 49% - 66%
0.333D 76% - 96%
0.500D 85% - 115%

D = Dosing Interval

In the present study, attempt has been made to design
an aqueous solvent based micropelletization procedure
for diazepam (which is slightly soluble in water) for
better therapeutic management of anxiety.

EXPERIMENTAL
Materials

(1) Sodium Alginate (Loba Chemie, Bombay)

(2) Calcium chloride (Qualigens, Glaxo chemicals,
Bombay)

(3) Eudragit RS 30D (Degussa, Germany)

(4) Triethyl citrate (Citroflex 2, CBC (EUROPE) Ltd.)
(5) Ethanol (E. Merck, Germany)

(6) Diazepam

All the other chemicals were of analytical grades and
used without further purification.

Method of preparation of alginate eudragit
micropellets

For all the nine batches, total amount of water was 25
ml and accordingly amounts of all the ingredients were
calculated on the basis of 25 ml of water present in the
formulation.

Required amount of sodium alginate was soaked in
distilled water. It was then stirred by electrical stirrer at
500rpm for 30 min to get a clear solution. Required
amount of eudragit RS 30D was then given by means
of a pipette and the dispersion was mixed thoroughly
at the same speed for another 30 min. Drug was
incorporated into this homogenous dispersion, and the
resulting mixture was homogenized for another 1 hr at
the same speed. The dispersion was then taken into a
glass syringe and extruded through a 20G needle.
Meanwhile, 6 gm of calcium chloride was dissolved in
100 ml of distilled water to make 6% calcium chloride
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solution. The dispersion that was extruded through the
needle was collected in the form of small pellets in the
6% calcium chloride solution. The pellets were formed
instantaneously, got solidified, and attained spherical
shape gradually. No agglomeration between the
particles was observed. After 30 minutes, pellets were
filtered, washed 3 times with equal volumes of distilled
water and spread evenly on tissue paper bed. It was
then dried in hot air oven at 60°C for 5 hrs.

The micropellets from different batches were found to
be spherical in shape and off white in color. For higher
concentrations of the polymers, occasionally minute
tails appeared, but this problem was overcome by
careful manufacture of the pellets (Table -1).

Table 1. 3 Factorial Design for Alginate Eudrajit Micropellets

Levels af Levels of
Batoh no. Sed . Alginate E oz git B5300
(1) gl
OE-a -1 -1
OEL -1 1]
OE- -1 +1
OE-d 1] -1
OE« [1] 1]
DE+ 1] +1
OE+ +1 -1
OEH +1 1]
DOE-i +1 -1
Translation of coded levels in actual units:
Conc. Conc.
Lewals (X1) Leve ks (N2
-1 £ -1 G
1] i [1] RS
+1 5L +1 0%

Physicochemical study of the micropellets

The prepared micropellets of diazepam were assessed
for drug content by crushing a definite portion of the
micropellets in a mortar, extracting the drug from an
aliquot of the powder by 5 ml of ethanol for 2 hrs and
the volume was made up to 100 ml by simulated gastric
fluid pH 1.2. Two ml of the above solution was diluted
to 25ml by the same fluid and this solution was analyzed
spectrophotometrically at 240 nm against the blank
prepared similarly without the powdered micropellets.
The micropellets were also assayed by employing
Indian Pharmacopoeia assay procedure, which yielded
similar results.

Flowability Study

Angle of repose method was employed to assess the
flow property of the micropellets. These were allowed
to fall freely through a funnel fixed at 1 cm above the
horizontal flat surface, until the conical pile just touches
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the tip of the funnel. The angle of repose (6) was
determined by the following formula:

0 =tan? (H/R)
Where, H = cone height of the micropellets,

R = Radius of the circular base formed by the
micropellets on the ground.

Granulometric Study

Particle size analysis of the micropellets was very
important to know the size distribution pattern of the
different batches of micropellets. The particles
contained in the sieve of maximum retention were used
for content determination and in vitro dissolution study.

To determine the percentage frequency distribution of
particle size, sieve analysis was done using standard
ASTM (American Society of Testing and Materials)
sieves. The total amount of micropellets retained by
each sieve was measured and percent retention vs.
mess size was plotted in bar diagram.

Loose Surface Crystal Study

This was conducted to know the amount of drug present
on the surface of the micropellets, which would be
released immediately after placing the drug in
dissolution media. In this study, 100 mg of the
accurately weighed micropellets (#12 size) were
suspended in dissolution medium and the drug leached
out from the surface was analyzed
spectrophotometrically at 240 nm wavelength.

Drug-Polymer Compatibility Study

The incompatibility between drug and polymers was
assessed by subjecting them to Infra-Red
Spectroscopic studies. The primary objective of the IR
study was to detect any potential incompatibility or
interaction between drug and polymers. Micropellets
containing 2% sodium alginate, 6% eudragit RS 30D
aqueous dispersion and 200mg of drug were grinded
and passed through ASTM # 80 mesh sieve. Both the
powder and drug were subjected to IR study using KBr
pellets.

Atomic Absorption Spectroscopy (AAS)

AAS of some of the batches of micropellets (DE-c, DE-
f & DE-i) were performed to find the residual sodium
content in the micropellets. As during the formation of
micropellets, sodium alginate is converted to calcium
alginate, so the per cent of sodium present in the
micropellets will represent the extent of completeness
of reaction.

Accurately weighed 10 mg micropellets were
demineralized by heating in a boiling water bath for 30
min after addition of 10 ml of conc. HNO, (Merck Pro
analysis grade). The solutions were filtered by
Whatmann filter paper No. 1. After suitable dilution with
deionized water, the samples were analyzed by using
Atomic Absorption Spectrophotometer against control.
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In-vitro release study

The micropellets of different batches were subjected
to in-vitro dissolution study as per USP protocol (Table
2)

Table 2. USP XXII Dissolution protocol for Diazepam
Extended Release Capsules

e T o A
L | Dizrdulonm sllum TArulzked g3 o Tl T2, prepared W houl
ercyme, pH 12
Z | wiokrne of e mal km T
= | D duknappaals Eppaa e [Eakel fpey
(3] [1]

Temperakie of Fe wakm bah | 51 ¢ TG
Thne ot sanplng e [Ja %] RN ol (B R o
[0 = Doelrg b Ervd = 1200 (B R sky]

o Wl o+

In addition to the specified time of sampling, some other
points of sampling were also chosen to observe the
drug release pattern from the micropellets. At these
time intervals, a fixed volume of sample (5ml) were
taken out from the dissolution medium and substituted
by equal volumes of fresh medium. The withdrawn
samples were diluted considerably (to 25ml) and the
drug contents in the samples were determined by using
a Beckman DU64 spectrophotometer at 240nm.

RESULTS AND DISCUSSIONS

Physicochemical study of the micropellets

Table 3 shows the drug content of different batches of
the micropellets:

Table 3. Formulation Characteristics

Balch | Amoanlod | Amonlor | brug | Especled dug | 2okl dng [0
o e sodbm BEudrag| g kel e or conk | enkapmenl
dglrak RS 200 bld wih e o7 okl efldercy
i g wh R

DEa 1030 1500 e ]i] T.407 G553 =1
DEL 103 =00 e ]s] B250 S550 ]
DE- 10D 2500 200 54005 .00 @31
DEd T=30 [Ex] 00 [k ] T |
DE: 1230 =000 e ]i] 5797 51 E=ES
DET 1230 2500 pen]s] S033 +.376 2543
DEQ 1210 1500 200 5230 F06 06
OER T2 ] 00 X (X N
[15] 1= 2500 0 +760 +.18 T

Flowability Study

In the above batches, the angle of repose was less
than 15°, which indicated that the micropellets were
highly free flowing.

Granulometric Study

The maximum yield for most of the batches occurred
at ASTM #12 to #16 mesh sieves. When high
concentrations of polymers were used, the particle
diameter consequently increased presumably due to
higher viscosity.

Loose surface Crystal Study

The Loose Surface Crystal study is an important
parameter to know the bursting effect of the micropellets
when it comes in contact with the Gl fluid. From Table
4, it can be concluded that for a particular concentration
of sodium alginate, as the concentration of eudragit
RS 30D increased, the amount of drug present on the
surface of the micropellet decreased.
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Table 4. Losse Surface Crystal quantification

Batch | Amount of drug Dirug L5C
code releas ed afterd | conten %)
mins () t {mig)

DE-a 0.E1145 BAR3 9.47
DE-b 0.4549 TE] 8.2
DE-c 0.2/45 5454 4.9
DE-d 0.78345 5351 1464
DE-& 0. 4571 5451 784
DEf 0.2521 4520 .46
DE-g 0.6724 a3 | 11.38
DE-h 0.4757 4555 | 1044
DE- 0.2331 4171 8,71

Drug-Polymer Compatibility

The major peaks obtained from the spectra of the pure
drug were retained in the spectra of the alginate-
eudragit-drug formulation also, indicating the absence
of any interaction between the drug and the polymers
(Data not shown). Hence, no potential drug-polymer
interactions were revealed in the study.

Atomic Absorption Spectroscopy (AAS)

The residual sodium content of the micropellets was
found to be <1% indicating completeness of the calcium
alginate formation.

In-vitro release study

From the Coefficients of determination (R?) values of
the drug release profiles of different batches, it is
obvious that release profile follows Higuchi release
kinetics. So, in the graphical representation, cumulative
percent release was plotted against square root of time.
Both the concentrations of sodium alginate and
Eudragit RS 30D have significant effect on the drug
release rate from the micropellets. From the graphs
(Fig; 1,2,3), it is obvious that for a particular
concentration of sodium alginate, as the concentration
of Eudragit RS 30D was increased, the cumulative
percentage of drug release at a particular time
decreased. This was obvious, as Eudragit RS 30D is
a rate-controlling polymer. Consistently with all batches,
the release kinetics obtained was following Higuchi
square root equation as evident from the sigmoidal
nature of the release profiles, as well as the highest
coefficient of determination values obtained from
regression analysis of release data of all formulations
(Data not shown). When the USP Protocol limits were
compared with the release data obtained, the
formulations were found to be compliant at several time
points as shown in Tables 5 - 7.
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= DE{E) 1)
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Fig.1. Release profile of diazepam from micropellets with low
alginate level

Table 5. USP compliance matrix at low alginate level

Tine Fercen| aumnulalve release USF canp lance makix
i | DE@ 1) DEb (00 | DEcié 1o | DEaw-1 | DER O | DEC &+ 1)
[x] [x] [x] [x]
15 To7 (s B2
a0 EEE] 192 12.58 [ [ &
&0 BIT =3 3555
Elv] HES Se. 2 45,38
120 BE 48 8.8 GE.88 =] 5] =]
150 185 £5.3 [
10 =xni] T4 BT.1
240 X TE. & TOT3 =] [ £
) 26 2. 15 TOSS
380 34 xR il 5 X X
420 EEE] EITE TS
Cow Complled; = dld ol Comply

b

1
]

5

—il—DEEI 1]
i DENE ] 0]
iy DEET] 41 ]

=

cumulative percentage released
[
&
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5q.rt. time{~mn}

Fig. 2. Release profile of diazepam from micropellets with

medium alginate level

Table 6. USP compliance matrix at medium alginate level

Tine Fercenlcumuialbie reean UZF compliance makls
i | DEG T T TE & DET + T DED T TIE= 0 DET i+ 17
[1] [x] [x] [x]
15 6. 272 o8
20 3T 14 35 .71 * 5 =]
| &0 i - T .4+
0 Th. = ]
(4] 443 B0 T8 41.11 £ =] £
=ie) 220 S92 [-KY
B0 2273 BATH SIS
L FEN: T EINE] 5] E x
Ex] S50 T1.56 e
|0 85. 8 213 Te0s =] S 3
20 B I TT.08
om o ple 0 = dk v oticomply
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Fig. 3. Release profile of diazepam from micropellets with
high alginate level

Table 7. USP compliance matrix at high alginate level

e Percenl ainmia v ek 3 USSP complkarce ma s
iminy [DEg T TOER T DEL +T [ DEg - ThER T DEL +T)
[x] [x] [x] [x]
15 1652 835 121
20 3453 2252 11132 X [ £
=0 =R [ .+
a0 T455 SHEDS 3824
13 238 [z o G035 3 3 L5
[Ex] 2575 T3ED =
130 01 TEEZ =N
=H | woes e TR 5 5 %
3m S0E2 2525 2024
3 81.23 g5.48 2027 [ [ £
] T | e fot=ce]
T = compled; <= ddrel comply

Optimization
The selected response for study was the release rate
constant (K) of Higuchi model. Suitable first order and
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Table 10. Two way ANOVA for Alginate Eudragit Micropellets
by 3? factorial design

Zoure of Zumot | DF [ MeanSpuTe F Fert. P-uzie
warkalon Lo .
Tod, Agimke A |DZIEE | = 0. 4G5 | 3o | +2550C | ODE+ES
E) (] 1 Ooire | BPSEEE | s (ivar | TREIed
= [Fas]] T T | OOeese [ S 1T | Dreesls
Bkl Ro=0, | 0601 H DOm0 | B.2GITEETE | + 25 | 00 19768
E
E [l T [ I ERSIC Tl B e il T
E [T 1 OIS | Oomeal® | 5. 0078 | DEOI &6
FErRckn | 0as 1z OJFos | #51T80% | Spmwe | 10osl |
I 7E 0.3 kT AT TR el T TEE E
FE RIS O 5 | 3EEe i | 501780 | ooosm |
FE 0.0E i SSHEMT 4 | 51T | .0
FE DS LU T EOw TET | CsEHs
:[E3 T T 1
Toil =5 T

B = S5 IS5 = DENS

Rom Hre D] (- B w0085

The two-way ANOVA study, incorporating the effect of
individual polymers and their linear, quadratic and
interaction terms (Tables 8 - 10), shows that both the
linear effects of the polymers are significantly affecting
the release rate as evident from their calculated FO
values and they are found to be significant at p< 0.05.
It was further found that the overall and linear
interactions between the polymers have significant
contributions to the modulation of drug release.
Regarding the other terms, due to lack of high degrees
of freedom associated with them, the predictability of
the statistical model incorporating them can only be
ascertained after rigorous multiple regression analysis.

Table 11. Data-table for full polynomial model
] iz fa Ve Ea E[%4]

second order models were used to fit the data after -1 | I 451975 0054 113834
analysis of variance study and test of significance of -1 - 4ET4 4RETs O05Es) 1113040
regression using computer programs. Two way ANOVA - o &rs 48441 -01251) 2SR
study for determining the significance of linear and -1 0 dams dA442 AT AT
quadratic interaction terms were also carried out 1 ! ks 41702 [01822) 45871
separately. 1 | R 1702 O 1502|415 196
_ 0 A sn#s 07735 0 03755 054611
Table 8. Rate of Release of drug from micropellets (K, ) i = Romn RO T BT
. ﬁﬂﬁ I f o O 4pte3  4fi0zE|  003@E| 0BTG0N
- ‘JD i - O o 5@z AE3025 O 035| -Dozess
R 7655 | Lol | 5@ O | 452 44443 0171 7@z
- TEE. ;%‘;9 ;ng ;jﬁ: S 0 | 42724 44443 -00718]  -40mE
.00 =]

= T 1 | ara1d AE0735 O 0ems|  -1.0Me
0 RZ Sows | bmor | Lol 1 N BEETE A7 35 I
Todl 101447 9205 EEE=S 25.2058 1 1] 477 4. 826 S0.1053 2206
Al LE T T 1 i ECEE 4536 01053 z.amd

+ Rz T5ws | twis | so0m : : :
Tot | EEIN D520 | 995 29,2551 1 1 4.7 346 4 Q042 -0.2096]  -4.38002
T o068 | D8.6000 | ST.0TE | .. = 652112 T T &z;@e EYTET, 0. 2006|402 526

= = TTT v

= ..oabil = 15480

Table 9. Polynomial effects of Sodium Alginate (A) and

Eudragit(E)
Teatn e itttk O thogoral Cortrast
ekt Totlk
Sod. AQhak g Endragit Lvear o rati
RZ300 % 3
27.6683 ] -1 +1
28.2035% ] 1] =2
292351 217 + +1
Etfect: &, =1 5868 A= 0335
E =Z 15877 E.=.55535
S oTSHN AR Soy=02008 | S5, =00031 02129
T =0 3066 | Shoo= 00095 04061
TDeom ANIADEl Do = (A0 D0l S5o= EOVWADCT 5= (B UBIGCT

e ¥1 = Algnate lewl; 2= Bidagit R5300 lewl;

‘fa= Actual respon = (rd ease rae con s@Ent)

‘fz= CalculBted re gpon s (from modelt Ba= A solute emor (=Y Yo,

BE%)=per cant emor]

AUl Poly nomid model:

[ Kl B et s N R b ol Ry o i) Rl L) Bl i g |
Therefore, we carried out multiple regression analysis
on the release rate kinetics data for ascertaining and
building a mathematical model describing the behavior
of the Alginate-Eudragit system for modulating the drug
—diffusion within our design space (-1 to +1 in coded
terms). We had enough design points and thus degrees
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of freedom for generating the full quadratic polynomial
response model involving the linear, quadratic, linear-
quadratic as well as biquadratic terms (Table 11).
Within the stipulated non-linear iteration limit of 250
iterations and at a residual tolerance of 1079, the data
were analyzed by a commercial statistical program.

The full polynomial response model thus obtained (in
coded terms) was:

Y =4.63025 - 0.0091*x1-0.31402*x2 + 0.20485*x1? +
0.128075*x22 + 0.19835*x1%*x2 + 0.212*x1*x22 +
0.2091*x1*x2 - 0.2653*x12*x22

F, = 4.841229201
Standard Error of the Estimate (SE)= 0.1800950243
Coefficient of Multiple Determination (R"2)
= 0.811438689
Adjusted coefficient of multiple determination (Ra"2)
= 0.6438286347

The t-test on individual regression coefficients led us
to discard a few terms which had high p-values and
which showed large individual variations for all of the
confidence intervals. The F, ratio from the variance
analysis of the model was significant at p<0.015 which
indicated further scope of refinement on the model. The
associated contour plot gives a graphical representation
of the model (Figure 4).

Contoer Fiol lor Full Mocsl

.'ﬂ'duumd
Fig. 4. Contour Diagram of release rate response vs. polymer
levels

CONCLUSION

The objective of the present study was to develop an
aqueous solvent based technology for manufacturing
multiparticulate oral drug delivery system of a potent
anti-anxiety drug, Diazepam, using a hydrophilic
swellable natural polymer, Sodium Alginate and a
polymethylmethacrylate copolymer, Eudragit RS30D.

In the present study, it was found that at high alginate
and Eudragit levels (+1,+1) the release conforms to
the USP guidelines, though the other formulations also
follow the same in varying degrees.

The authors further studied the statistical properties of
the release kinetics and developed mathematical
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models describing the system behavior within the
preset boundary limits of polymer levels. The model
was validated and optimized to ascertain the best
possible combinations of the two polymers to be used
to arrive at the desired formulation.

Therefore, this study has shown the potentiality of an
agueous solvent based technology in the development
of extended release drug delivery system for effective
clinical management of anxiety using the combination
of natural and synthetic polymers. This particular
method avoids the use of organic solvents and thus
provides safe, reproducible and less time consuming
methods for the production of micropellets and is also
industrially feasible. Due to the inherent mucoadhesive
nature of alginate, it is expected that these micropellets
would be retained over a longer time-period in the
stomach, which is the predominant absorption site of
diazepam, thus further extending their utility. There is
an urgent need for development of more such eco-
friendly technologies keeping in view the stringent
environmental regulations.

REFERENCES

1. Montgomery AE, Anxiety and Depression,
Wrightson Biomedical publishing Ltd., 1990, pp
23-30, 75-84.

2. Baldessarini RJ, Drugs and the treatment of
psyachiatric disorders, in The Pharmacological
Basis of Therapeutics (Goodman Gilman A., Rall
T.W., Nies A.S. and Taylor P. Eds); 8th Ed.,
Pergamon Press, NY, USA.

3. Riss J, Cloyd J, Gates J, Collins S,
Benzodiazepines in epilepsy: pharmacology and
pharmacokinetics. Acta Neurol Scand Epub 2008
Mar31. Review 2008 Aug;118(2):69-86.

4.  Montandon A, Skreta M, Riggenbach H, Ward J,
Comparison of controlled-release diazepam
capsules and placebo in patients in general
practice. Curr Med Res Opin. 1986;10(1):10-6.

5.  Abdelbary G, Fahmy RH. Diazepam-loaded solid
lipid nanoparticles: design and characterization.
AAPS PharmSciTech. 2009;10(1):211-9.

6. Wabhlgren M, Christensen KL, Jgrgensen EV,
Svensson A, Ulvenlund S. Oral-based controlled
release formulations using poly(acrylic acid)
microgels. Drug Dev Ind Pharm. 2009
Aug;35(8):922-9.

7. Silvestri TM, Wills RJ. Pharmacokinetics of
diazepam during multiple dosing of a 6-mg
controlled-release capsule once daily. Ther Drug
Monit. 1988;10(1):64-8.

Journal of Pharmaceutical Research Vol. 9, No. 3, July 2010 : 146



Diazepam loaded Controlled Release Micropellets

8.

Abed KK, Hussein AA, Ghareeb MM, Abdulrasool
AA. Formulation and optimization of
orodispersible tablets of diazepam. AAPS
PharmSciTech. 2010 Mar;11(1):356-61. Epub
2010 Mar 16.

Wills RJ. Pharmacokinetics of diazepam from a
controlled release capsule in healthy elderly
volunteers. Biopharm Drug Dispos. 1984 Jul-
Sep;5(3):241-9.

10.

11.

Chandra G et al

United States Pharmacopoeia XXII, 22rd rev.,
United States Pharmacopoeial Convention Inc.,
Rockville, MD, 1995.

Kempthorne O, Experiments involving factors with
three levels, In “The Design and Analysis of
Experiments”, John Wiley & Sons, Inc., NY, USA,
1951, pp 300-305.

Journal of Pharmaceutical Research Vol. 9, No. 3, July 2010 : 147



