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APPENDIX A

REAGENT PREPARATION

Phosphate buffer pH 7.4

Dissolved 27 g of potassium dihydrogen phosphate in water and adjust to 1 liter.

ater, mix with 2.4 mL of

glacial acetic acid, adju 42+ 0.02.
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APPENDIX B
VALIDATION OF ANALYTICAL METHOD FOR IN VITRO STUDIES
1. Accuracy

Table 28. Accuracy of analytical method for determination of ketoprofen in phosphate

buffer pH 7.4 at A = 260 nm

Concentration % Recovery

(ng/mL)
4 100.80
9 99.23
15 100.22
Mean % recovery =
* Each data was deter - tising thred determinations per concentration.

Table 29. Accuracy of analyti of kefeprofen in 75% methanol

at A =258 ; 7
]
Concentration ¢a Inversely estm?ted v % Recovery
(ng/ )
4 Y e 3% - 2880
ARAINIUFRIN 8

Mean % recovery = 99.73, S.D. =0.81, C.V. = 0.81%

* Each data was determined using three determinations per concentration.
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2. Precision

2.1 Within Run Precision

Table 30. Within run precision of analytical method for determination of ketoprofen in

phosphate buffer pH 7.4 at A = 260 nm

Concentration % C.V.
\Hg/mL)
4 1.18
0.59
15 0.21
* Each data wa ey ISirg th ote ion per concentration.
Table 31. Within run recns#o anayt ;:': ermination of ketoprofen in
i ! tﬁ ?
0, e N -
75% methanol at A = 28 P
Concentration % C.V.
(ng/mL)
4.008 + 01058 1.46
'
10 ﬂumwmm N9 o
144055 + 0.077 o | o (.65

* Bach data was determined using three determinations per concentration.
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2.2 Between Run Precision

Table 32. Between run precision of analytical method for determination of ketoprofen in

phosphate buffer pH 7.4 at A = 260 nm

Concentration Estimated conqentration % C.V.
(ng/mL) Mean + S.D.
4 1.76
9 0.70
15 0.51

* Each data was dete ations per concentration.

“\

Table 33. Between run IS} n of - alyficalmet ‘ w C -. lination of ketoprofen in
75% methanol ai o 57 \\
Concentration v = == % C.V.
(ng/mL)
4 ) 39504007 £ 1.86
10 v ' 0.52
14 0.61

e il ot EJ;K] iﬂ.&l’lﬂimemn
’Q‘Wﬂ AINIURIINA Y



3. Calibration curve

Table 34. Typical calibration curve data for determination of ketoprofen in phosphate

buffer pH 7.4 estimated using linear regression1

91

Concentration Absorbance Inversely estimated % Recovery3
(ng/mL) (A =260 nm) concentration (pg/mL)z.

3 0.182 " ) 100.53
46 N 99.82
6.2 99.32
7.8 100.28
9.4 100.25
11.0 100.18
12.6 100.26
14.2 99.99
15.8 99.93

100.06
0.37
0.37

1. =1, Y =0.0643x -0.0118

2. Inversely estimated con@ﬂatlon = Absorb e +0.0116)/ 0.0643

3. % Recovery ﬁ %ﬂe@n%ﬁ%ﬁ@ wﬁqcﬂﬁranon) x 100

4.% C.V. = (S.DMean) X 100

*Ewwmwﬂﬁam um'mma d
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Figure 26. Typical calit 5*':
buffer pH 7.4 atiA = 26C
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Table 35. Typical calibration curve data for determination of ketoprofen in 75%methanol

. 5 : 5 1
estimated using linear regression

Concentration Absorbance Inversely estimated % Recovery3
(pg/mi) (A =260 nm) concentration (pg/m L),
3 0.193 3.02 100.83

5 0822 4.98 99.50

7 0.453 99.65
9 0.588 100.30
11 0.718 | 100.08
13 0.848 N e 99.76
15 0982 | \ 100.10
\ 100.03
0.45
0.45
2. =1, Y=0.0658x-0.005F e
2. Inversely estimated concentration = tAbsorbance.+ 0.0057 )/ 0.0658
b
3. % Recovery = (lnvl WN C entration) x 100

4.% C.V. = (S.D./ Mear)i Y]

* Each data was determingd tripicately |

iF |
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Figure 27. Typical calf %n in 75% methanol
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APPENDIX C

VALIDATION OF ANALYTICAL METHOD FOR STABILITY STUDIES

1. Accuracy

Table 36. Accuracy of analytical method for determination of ketoprofen in preparation

Concentration % Recovery
(ng/mL)
15 97.59
35 98.83
65 99.28
Mean % recovery = 9§
* Each data was determinéa- erminations per concentration

ﬂ‘L!EJ’JVIEWIﬁWEJ'ﬂ’i
Qmmn‘imumw EIaE
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2. Precision

2.1 Within Run Precision

Table 37. Within run precision of analytical method for determination of ketoprofen in

preparation

Concentration % C.V.
(ng/mi;
15 0.85
35 0.66
65 0.79
* Each data was detgfmige« : ree de \ tions per concentration.
r‘j:- ‘i'iJ F
2.2 Between run precision .~ .
PIOCS A T
Table 38. Between runipre IRisation of ketoprofen in

preparation ' i¥ ]

95 15.049 + 0.246 1.63
35 34.769 + 0.303 0.87
65 64.510 + 0.766 119

* Each data was determined using three determinations per concentration.



Table 39. Linear regression for determination of ketoprofen in preparation at 0, 0.5, 1,

1.5, 2, 2.5 and 3 months

g

Time (month) Linear regression
0 Y =0.0175X + 0.0075 1 =
0.5 Y = 0.0169X + 0.0237 . =0.9996
1 Y =0.0168X - 0.0074 ;¥ =0.9999

1.5 Y = 0048 \ /o 0108 . r° = 0.9996
25 00 o.ﬂiﬁ . # = 0.0997
3 O P =1
14 ~
12 4
o
5 14
(ol
a 08 -
o
< 06 -
o
o 04 -
o
0.2 -
‘e (Y

WS AN
AN TUHAYINGAE

Figure 28. Typical calibration curve for determination of ketoprofen in formulation

at 2 months
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APPENDIX D

VALIDATION OF ANALYTICAL METHOD FOR IN VIVO STUDIES

1. Accuracy

Table 40. Accuracy of analytical method for determination of ketoprofen in rabbit plasma

Concentration % Recovery

(pg/mL)

10 108.94
150 104.26
270 102.50

Mean % recovery = 105.7

AUt INeninens
ARIAATANNIINGIAY
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2. Precision

2.1 Within run precision

Table 41. Within run precision of analytical method for determination of ketoprofen in

rabbit plasma

Concentration % C.V.
(ng/mL)
10 4.73
150 2.01
270 2.14

* Each data was delg Jete \ ations per concentration.

2.2 Between run precision

Table 42. Between run.pft fidation of ketoprofen in

rabbit plasma :l ‘

%o 10.643 + 0.400 3.76
150 153.308 + 3.964 259
270 267.646 + 8.691 3.25

* Each data was determined using three determinations per concentration.
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3. Calibration curve

Table 43. Typical calibration curve data for determination of ketoprofen in rabbit plasma

5 3 g . 1
estimated using linear regression

Concentration PAR Inversely estimated % Recovery
(pg/mL) concentration (ug/mL).2
2 0.0156 " : 114.54
40 ' 101.75
80 99.24
120 99.42
160 100.33
200 99.95
240 100.71
280 99.99
102.07
5.35
5,27
1.=09999, Y = 000 ..'«:' J
2. Inversely estimated ‘1: entratio 970023)/ 0.00 ‘;

3. % Recovery = (Inverselygstimated concentration / Known concentration) x 100

4.%C.V. =(s.cﬂ/l%)ﬂ@ Yl ﬂlwﬁw Elﬂ ﬂﬁ

* Each data poianas determined tripicitely

RIANIUNRIINYAY
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Figure 29. Typical calibration cu boat: for-dl ation of ketoprofen in rabbit
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APPENDIX E

STATISTICS
1. Mean (X))

%= X
2. Stand-rd deviation
3. Coefficient of variation
4. Non-compartment methe
In single dose pharmacokineti iC study, & pling is stopped at some time (t*)
when drug concentratien (C*) is mea: surable. Pharme BHarameters are calculated
‘ Y

as follow:

¥

| ﬁ‘ﬁeﬁ‘fi“ﬂ %8NS

AUC = AUC ... #AUC

QW']Mﬂ‘iﬁJmﬂ’l’W J1a Y

AUC ..« = C*A

Where A is the slope of the terminal exponential phase of a plot of natural log

drug concentration versus time.
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4.6 Elimination half life (t,,)

t,, = 0.693 /A

5. Analytical of variance for complete randomized block design

In statistic terms the calculation to set up analysis of variance table are as follow:

Souse of variati 35, ""J“"»f SuM O Mean square
_ iation | é..{:.-ﬂ“ »uare g
Total : >Siotal -
Block ST ~ MSblock
.
Formulation : MSformulation
Error MSerror
Where
(G
p
r (r'=12) = number of block

]

AULINENTNEINS
ARIAIN TN TN




Data presented are individual subject of the C__,

administration of 100 mg ketoprofen coated rectat hard gelatin capsule.

104

of ketoprofen after rectal

Subject 20% Tween 80 20% DMI Sum Mean
1 236.123 139.864 375.987 | 187.993
2 166.063 173.430 339.492 | 169.746
3 246.541 135.863 382.405 | 191.202
4 y 6.093 545.086 | 272.543
5 / )3 549.955 | 274.978
—
6 ﬂ 398.911 | 199.456
7 6:025 489119 | 244.560
8 456,659 | 228.330
9 381.371 | 190.685
10 445618 | 222.809
11 416.718 | 208.359
12 6 408.919 | 204.459
Sum 7 7501 5190.240
Mean 238 ,:J. / 958 216.260
=

1. Correction term

2. SStotal —C.T. =54370.28

5. SSreplete = 375 987)+(339.492) *+ ....(408.919)°]/ 2 - C.T. = 24667.08

i yiehi] Witk vy

8. MS e/
ama\iﬁﬁmummmm
Source of F ratio F table Sig.level
variation a=0.05
Total 23 54370.28 - - -
Block 11 24667.08 | 2242.46 1.39 2.82 NS
Formulation 1 11936.64 | 11936.64 7.39 4.84 S
Error 1" 17766.56 1615.14 - -
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Where : F table obtained from the table of F ratio for 0.05 level of significance. The

test showed that there are significant differences in C__, value in both formulations.

6. Relative bioavailability

Relative bioavailability = (AUC,,,, / AUC,,) x (Dose,, / Dose ) x 100

AUEINENINYINS
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