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APPENDIX A

Validation of CD technique

Analytical method validation is a process to evaluate the suitable and
consistent method for application. The parameters which were determined in this
study were precision and linearity.

1. Precision

The precision of this experiment was expressed as the percentages of
coefficient of variation (% CV) in Table 8 were 8.48 and 7.54 at 222 and 289 nm,
respectively. The low % CV indicated the good precision of this technique.

Table 8 The data precision of lysozyme dissolved in water
The CD intensity of lysozyme

No. sample Molar ellipticity (deg.cm2decimol)
At 222 nm At 289 nm

1 -7.31 X 103 73.86

2 -7.10 X 103 64.85

3 -7.21 X 103 66.03

4 -6.45 X 103 69.27

5 -5.88 X 103 76.70

6 -6.40 X 103 77.26
Average -6.72 X 103 71.33
Standard deviation 0.57 X 103 5.38

% cv 8.48 754
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2. Linearity

Figures 55 and 56, shows the linearity curve of concentrations of

lysozyme which dissolved in water versus ellipticity (mdeg) at 222 and 289 nm,
respectively. The regression coefficients (R2) for standard curve were 0.9999 and
0.9989 for 222 and 289 nm, respectively. These results illustrate a good linearity.

Table 9 Linearity data of concentrations of lysozyme dissolved in water versus
ellipticity (mdeg) at 222 nm

Concentration of lysozyme Ellipticity (mdeg)

(mg/ml)
0.02 14668
0.05 3.1387
01 6.5777
05 33.1316
1 67.5045
80
70 ¥ ilntsl4 1y neage 0

R’ =0.9999

7 (=2
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(0) at 222 nm (mdeg;
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Figure 60 Linearity curve of concentrations of lysozyme dissolved in water versus
ellipticity (mdeg) at 222 nm
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Table 10 Linearity data of concentrations of lysozyme dissolved in water versus
ellipticity (mdeg) at 289 nm

Concentration of lysozyme Ellipticity (mdeg)

(mg/ml)
0.02 0.1331
0.05 0.3292
01 0.6620
05 3.4664
1 6.5133

1l y=65564x+0.03% - — > ., =~ 00|
R?=10.9989

0 at 289 nm (mdeg)

[—] P [ ] w E N 19 (=2 ~
L I

0.2 0.4 0.6 0.8 1 1.2

Concentration of lysozyme (mg/ml)

[—}

Figure 61 Linearity curve of concentrations of lysozyme dissolved in water versus
ellipticity (mdeg) at 289 nm
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APPENDIX B
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Figure 63 HPLC chromatogram of propranolol HCI after exposure to water and
L(35)(20) solution, and L(35)(20) solution without propranolol HCI at
257 nm
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Figure 64 Calibration curve of propranolol HCL in water using spectrophotometer at

289

nm
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Figure 65 The CD spectra of labeled lysozyme dissolved in water in the far-UV (A)
and near-UV (B) regions.
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Figure 67 The CD spectra of lysozyme remaining in the donor compartment which
dissolved in water at various times in the near-UV region.
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Figure 68 Calibration curve of lysozyme dissolved in L(35)(0) solution using CD
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Figure 69 The CD spectra of lysozyme remaining in the donor compartment which
dissolved in L(35)(0) solution at various times in the near-UV region
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Figure 71 The CD spectra of lysozyme remaining in the donor compartment which
dissolved in L(80)(0) solution at various times in the near-UV region
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Figure 72 Calibration curve of lysozyme dissolved in L(35)(20) solution using CD
intensities at 289 nm
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