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A PPEN D IC ES



APPENDIX A

T E ST  PRO D U C TS

Table 30  T est Products

Brand nam e M anufacturer/D istributer Batch N o. M fg. D ate Exp. D ate

Rothricin Siam  B heasach , C o ., Ltd. 872470 08 -9 7 08 -0 0
R oxtrocin G reater Pharma, C o., Ltd. 20203 0 7 -9 7 0 7 -0 0
Rulid L es Laboratories R oussel 497 2 -3 -9 7 1-3-00



APPENDIX B

C A L IB R A T IO N  C U R V E  D E T E R M IN A T IO N

The typical calibration curves data for roxithrom ycin concentrations in m ob ile  
phase, phosphate buffer(pH  7 .4± 0 .1 ) and hum an plasm a are presented in T ables 31- 
33 and Figures 17-19 , respectively .
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Table 31 Typical Calibration Curve Data for Roxithromycin Concentrations in
Mobile Phase Estimated Using Linear Regression1

Standard
N o .

Concentration
(jig /m L )

Peak height 
ratio

Inversely estim ated  
concentration2 (p g /m L )

% R ecovery3

1 10.00 0 .2625 10.16 100.16
2 2 0 .0 0 0 .5 2 3 4 20 .55 102.75
3 4 0 .0 0 1.0033 39 .67 99 .18
4 50 .00 1.2624 50 .00 100.00
5 60 .00 1 .5124 59 .96 99 .93
6 80 .00 2 .0101 79 .78 99 .73
7 100.00 2 .5 2 4 2 100.27 100.27

* E ach data point w as determ ined trip icately
M ean 100.29
S .D . 1.15
% c . v . 4 1.15

1. r2 =  0 .9 9 9 9 , y  =  0 .025  lx  +  0 .007 5
2. Inversely estim ated  concentration =  peak  height ratio - 0 .007 5

0 .0251
3. % R ecovery  = Inversely  estim ated  concentration X 100  

K n ow n  C oncentration
4. % c . v . S .D . X 100

Mean



P E A K  H EI GH T
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ROXITHROMYCIN CONC.(|_ig/mL)

Figure 17 Calibration Curve of Roxithromycin in Mobile Phase
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Table 32 Typical Calibration Curve Data for Roxithromycin Concentrations in
Phosphate Buffer (pH 7.4±0.1) Estimated Using Linear Regression

Standard
N o .

C oncentration
(p g /m L )

Peak height 
ratio

Inversely estim ated  
concentration1 2 (p g /m L )

% R eco v ery 3

1 10 .00 0 .3253 10.28 102 .80
2 2 0 .0 0 0 .6149 19.59 9 7 .9 4
3 4 0 .0 0 1.2689 40 .62 101 .54
4 5 0 .0 0 1.5614 50 .02 100 .04
5 6 0 .0 0 1.8763 60.15 100.25
6 8 0 .0 0 2 .4853 79.73 9 9 .6 6
7 100 .00 3 .1218 100.20 100 .20

* Each data p oint w as determ ined tripicately
M ean 100.35
S .D . 1.62
% C .V .4 1.62

1. r2 =  0 .9 9 9 9 , y  =  0.031 lx  +  0 .0 0 5 7
2. In versely  estim ated  concentration =  peak height ratio - 0 .0 0 5 7

0 .0311
3. % R eco v ery  =  Inversely estim ated concentration X 100

K now n Concentration
4. % c .v . = S.D. X 100

Mean
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Figure 18 Calibration Curve of Roxithromycin in Phosphate Buffer Solution
(pH  7 .4  ± 0 .1 )
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Table 33 Typical Calibration Curve Data for Roxithromycin Concentrations in
Human Plasma Estimated Using Linear Regression1

Standard

N o .

C oncentration Logarithm  o f  Inhibition zone

(p g /m L ) concentration  diam eter
(m m )

Inversely
estim ated

concentration1 2
(p g /m L )

%
R ecovery3

1 0 .50 -0 .3 0 1 0 15.74 0 .4 9 5 7 99 .14
2 1.00 0 18.13 1.0171 101.71
3 3 .00 0 .4771 21.81 3 .0761 102.54
4 5 .00 0 .6 9 9 0 2 3 .2 2 4 .7 0 0 0 94 .00
5 7 .00 0 .8451 24 .48 6 .8 6 5 9 98 .08
6 10.00 1.0000 25 .85 10 .3657 103.66

* Each data point w as determ ined trip icately
M ean 99 .86
S .D . 3.55
% C .V .4 3.56

1. r2 =  0.9990, l o g y  =  0.130ÔX - 2.3604
ะ X =  Inhibition zon e diam eter, y  =  plasm a roxithrom ycin  concentration

2. In versely  estim ated  concentration
=  an tilog  [(Inhib ition  zon e d iam eter)*0 .1306  - 2 .360 4]

3. % R ecovery  =  In versely  estim ated  concentration X  100
K n ow n  C oncentration

4. % c .v . = S.D. X 100
Mean
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Figure 19 Calibration Curve of Roxithromycin in Human Plasma



APPENDIX c

R E A G E N T  PR EPA R A T IO N S

1. M obile  P hase for In V itro Studies

Prepare a m ix tu re  o f  m ethanol and 0.067 M  m onobasic potassium  phosphate 

(560:440), ad just w ith  phosphoric acid to a pH  o f  4.0, f i l te r  th rough  a f i l te r  hav ing  a 

poros ity  o f  0.45 pm  and degass before use.

2. 0.05 M  P hosphate B uffer (pH  7.4)

D isso lve  6.8045 g o f  monobasic potassium  phosphate in  900 m L  o f  water, 

adjust w ith  phosphoric acid or sodium  hydroxide to a pH  7.4 and d ilu te  w ith  w ater to 

1,000 m L.

3. 0.1 M  Potassium  Phosphate B uffer (pH 8.0)

D isso lve  16.73 g o f  d ibasic potassium phosphate and 0.523 g o f  m onobasic 

potassium  phosphate in  d is tille d  water to 1,000 m L, adjust w ith  18 N  phosphoric  acid 

or 10 N  potassium  hyd rox ide  to y ie ld  a pH  7.9 to 8.1 after s te riliza tion .

4. S tock  Solution

S tock so lu tions o f  ro x ith ro m yc in  and c la rith ro m yc in  (1 m g /m L ) w ere prepared 

in  m ethanol. They were stored at -20 °c w ith o u t degradation fo r  12 months. 

(D em otes-M a inard , et al., 1989)



APPENDIX D

SU BJEC TS

Table 34 D em ograph ic Data

Subject No. Age (yr) H e igh t (cm ) W e igh t (kg )

1 23 173 60

2 23 175 60

">ว 31 168 75

4 35 162 54

5 32 160 50

6 40 161 57

7 26 171 62

8 26 160 58

9 31 174 58

10 28 164 55

11 43 168 55

12 33 175 75

Mean 30.92 167.58 59.92

S.D. 6.27 5.99 7.73



Table 35 Hematological and Blood Biochemical Tests of Subjects
C lin ic a l N o rm a l Subject N um ber

Test Range 1 2 3 4 5 6 7 8 9 10 11 12

A P 20-90 U /L 71 58 68 72 64 62 36 72 39 67 60 60

A S T 14-33 U /L 19 23 60 17 19 21 15 33 20 48 18 14

A L T 6-36 U /L 11 21 102 10 12 14 15 60 24 69 17 6

A lb u m in 32-55 g /L 39.3 49.1 48.0 48.4 52.9 51.9 51.9 49.1 53.1 53.8 48.4 46.4

T o ta l p ro te in 60-83 g /L 64.7 79.2 71.0 76.2 77.6 80.4 73.0 81.4 79.5 75.3 75.5 73.7

C reatin ine 53-115 p m o l/L 95 76 81 83 66 87 64 79 82 78 93 82

H em og lob in 14.0-18.0 g /dL 13.2 13.4 14.6 13.8 11.2 13.9 14.6 15.9 15.7 13.5 14.6 16.8

H em atocrit 40-45% 42.0 40.0 43.1 40.3 34.0 40.7 43.3 46.8 46.5 42.0 44.7 43.7

W h ite  B lo o d  C e ll 4 .8 -1 1 .0 *103/p L 5.11 6.00 7.31 8.08 7.09 5.60 5.63 7.50 9.18 5.11 9.30 7.90

Red B lo o d  C e ll 5 .0 -5 .5* 106/p L 3.85 5.64 4.79 4.80 4.73 4.57 4.76 5.44 5.09 4.96 5.61 5.98

Plate let 150-350* 103/p L 216 244 210 209 325 291 243 257 305 210 296 171

A P
A S T
A L T

A lk a lin e  Phosphatase 
Aspartate Am inotransferase 
A lan ine  Am inotransferase
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