APPENDIX

MATERIALS

Al Reagents of blood cholinesterase activity measurement

1) 5mM phosphate buffer, pH 7.7 (stock, 100X)

- Dissolved separately NaH,PO4.2H,0 (6.9 g) and Na,HPO,4.2H,0 (8.9 g) in 100 mL
distilled water

- Titrated Na,HPO,4.2H,0 with NaH,PO,4.2H,0 until pH 7.7

- Store at room temperature

2) 0.5 mM 5,5’-dithiobis-2-nitrobenzoic acid (DTNB), pH 7.7

- Dissolved DTNB (0.198 g) in 10 mL 5mM phosphate buffer pH 7.7 (stock)

- Added distilled water to about 900 mL and stirred on magnetic stirrer until well
dissolved.

-Adjusted the pH 7.7 with 6N HCI and 6N NaOH.

-Filled up to 1,000 mL with water and stored at room temperature.

3) 156 mM acetylthiocholine iodide
- Dissolved acetylthiocholine iodide (0.4511g) in 10 mL distilled water

- Store at room temperature
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4) 156 mM butyrylthiocholine iodide
- Dissolved butyrylthiocholine iodide (0.4948g) in 10 mL distilled water

- Store at room temperature

5) 12 mM Eserine
- Dissolved eserine (0.0390 g) in 10 mL distilled water

- Store at room temperature

A2 Reagents of salivary cholinesterase activity measurement

1) 1M phosphate buffer, pH 8 (stock, 10X)

- Dissolved each NaH,PO,4.2H,0 (13.8 g) and Na;HPO4.2H,0 (17.8 g) in 100 mL
distilled water

- Titrated Na,HPQO,4.2H,0 with NaH,PO,4.2H,0 until pH 8

- Store at room temperature

2) 0.1 M 5,5’-dithiobis-2-nitrobenzoic acid (DTNB), pH 8

- Dissolved DTNB (0.396 g) in 10 mL 100% ethanol (C,H,OH)

3) 75 mM acetylthiocholine iodide
- Dissolved acetylthiocholine iodide (0.217 g) in 10 mL distilled water

- Store at room temperature
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4) 75 mM butyrylthiocholine iodide
- Dissolved butyrylthiocholine iodide (0.238 g) in 10 mL distilled water

- Store at room temperature

A3 Reagents for Plasma sample preparation
1) 6N NaOH
- Dissolved NaOH (12 g) in 50 mL distilled water

- Store at room temperature

2) 6N HCI
-Added HCI 25 mL to 25 mL distilled water

-Mixed until well dissolved and stored at room temperature.

3) 0.2M Sodium acetate buffer, pH 4.5

- Weight Sodium acetate (16.41 g).

- Added distilled water to about 900 mL and stirred on magnetic stirrer until well
dissolved.

-Adjusted the pH 4.5 with acetic acid.

-Filled up to 1,000 mL with water and stored at room temperature.

4) 1% acetic acid in a mixure of hexane and ethyl acetate (70 : 30 v/v)

-Added 140 mL of hexane to 60 mL of ethyl acetate.
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-Pipetted out 2 mL of mixure solution and added 2 mL of acetic acid.

-Mixed until well dissolved and stored at room temperature.

A4 Reagents for ELISA

1) 0.1M Carbanate/bicarbonate coating buffer, pH 9.6

-Dissolved Na,CO3 (0.792 g) and NaHCO3 (1.465 g) in 500 mL distilled water.
-Adjusted pH 9.6 with 6NNaOH

-Store at 4°C.

2) Phosphate buffer saline (PBS), pH 7.5 (stock, 10X)

- Weight NaCl (160 g), KH,PO, (4 g), Na,HPO,4.2H,0 (23 g) and KCI (4 g).
-Added distilled water to about 1900 mL and stirred on magnetic stirred until well
dissolved.

-Adjusted the pH 7.5 with 6NHCI and 6NNaOH.

-Filled up to 2,000 mL with distilled water and stored at room temperature.

3) Citrate-acetate buffer, pH 5.5

- Weight Sodium acetate (13.61 g).

-Added distilled water to about 900 mL and stirred on magnetic stirred until well
dissolved.

-Adjusted the pH 5.5 with acetic acid.

-Filled up to 1,000 mL with distilled water and stored at4°C.
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4) 1% hydrogen peroxide
-Added 1mL of 30% H»0, into 29 mL of distilled water.

-Store at 4°C.

5) 0.6% 3,3°5,5’-tetramethyl benzidine (TMB)
-Weight TMB (60 mg).

-Added 10 mL DMSO and stored in the dark at room temperature.

6) 4.6 Phosphate buffer saline with 0.05% Tween (PBST, Washing buffer)

-Added tween-20 (0.5 mL) into phosphate buffer saline pH, 7.5 (1,000 mL) and mix well.

7) 0.5% BSA (Blocking reagent)

-Weight BSA (0.125g) dissolved in PBS, pH 7.5 (25 mL)

8) TMB substrate working solution
-Added Citrate buffer, pH 5.5 (12.5 mL), 0.6% TMB (200 pl) and 1% hydrogen peroxide
(50ul)

-Mixed all together until well dissolved

9) 2N H,SO, (Stopping reagent)

-Added 222 mL of 2N H,SO, into 778 mL of distilled water.
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