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APPENDIX I

1. Coating buffer (Carbonate-bicarbonate buffer pH 2.6)
Naz CO3 1.59 g.

NaHCO3 2.93 g£.

Distilled water A\ 1000 ml.
The pH was au"" ' stored at 4°C for

not more than_

2. Washing buffe

NaCl 8.0 2.
KHz PO+ 0.2 g.
Naz2 HPO4 .12HZz0 2.9 -4
KCl 0.2 2.
Tween 20 0.5 ml.
distillegwater 1000 ml.
The pH stored at 4°C

3. Sample ﬂﬁ:g!}ﬂ H%ﬁ WMﬂﬁalhumzn}

Bovifdé serum album}n (BSA)

’Q’Wﬁﬁ\‘lﬂ‘iﬁuuﬁﬂﬂﬁl’}ﬁﬂ 4

tored at 4°cC,

4. Substrate buffer {Citric acid phosphate buffer pH 5.0)

Citric acid H20 7.30 g.
NaZHPO4 4.97 2.
Distilled water 1000 ml.

The pH was adjusted to 5.0 and stored at 4°C
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i~ Substrate solution

O-phenylenediamine dihydrochloride 8 2.
Substrate buffer 12 ml.
30% Hz0O:2 ' t 5 il

It must be freshly prepared before used and should
1

6.
28 ml.

1000 ml.
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APPENDIX IT

Table 1 Checkerboard titration to determine the optimal
dilutions of serum and anti-human IgG peroxidase

conjugate.

Anti-human IgG bt serum dilution of

peroxidase conjuss

at a dilution o 1:800 1:16800
1:5000 2,075 1.405
1:10000 1.953 1.349
1:15000 Fl EEsrnis ; 1.447 1.207

1:20000 1.161 0.947

1:5000 0.148 0.116
1:10000 | 0.258 @u0.136 0.098 0.076

. ﬁuﬂ’l‘ﬂoﬂ%ﬁ‘lﬁmﬂﬂi 067 0.015

0.£28 0970 ’ 0.035

»h
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Table 2 Checkerbeoard titration to determine the optimal

dilutions of serum and anti-human IgE peroxidase

conjugate.

Anti-human IgE

alue at serum dilution of

peroxidase conjugalte

at a dilution of _ )25] i 1:100 1:200
1:250 0.350 0.241
1:500 0.323 0.227
1:1000 0.260 0.191
1:2000 0.316 0.190
1:250 0.068 0.051
1:500 '0.056 0.050
1:1000 0.049 0.048
1:2000 0.158 0.063 0.041 0.035
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Table 3 Checkerboard titration to determine the optimal

‘dilutions of serum and anti-human IgM peroxidase

conjugate.

Ab

Anti-human IgM

alue at serum dilution eof

percxidase conjugatels :

at a dilution of 1:30 1:100
1:250 0.478 0.363
1:500 0.456 0.347
1:1000 0.411 0.321
1:2000 0.424 0.296
1:250 0.149 0.138
1:500 0.139 0.131
1:1000 0.127 0D.121
1:2000 0.115 0.120
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