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APPENDIX A

Reagents and buffer preparation

Reagents for density gradient ultracentrifugation

1. Density solution 1.006 g/mL (solution A)

- NaCl
- Na,EDTA
- NaOH (1mol/L)

- Double distilled H,0 to

2. Density solution 1.019 g/mL
-  KBr

- solution A to

3. Density solution 1.063 g/mL
- KBr

- solution A to

4. Density solution 1.24 g/mL
- KBr

- solution A to

228 ¢
0.2 g
2 ml
2 L
0.376 g
20 ml
1.682 ¢
20 ml
7.497 ¢
20 ml
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Reagents for dialysis
1. 10X PBS buffer, pH 7.2
- NaCl 80 g
- KCI 2 g
- NayHPO, (MW 141.96) 115 g
- KH,PO, (MW 174.18) 2 g

- Double distilled H,O to 1,000 ml

Reagents for Lowry protein assay

1. Reagent A
- CTC 5 ml
- 20% Na,COs 5 ml
- 0.8 N NaOH 10 ml
- 5% SDS 20 ml
2. ReagentB
- Folin-Ciocalteu phenol reagent 1 ml
- Sterile water 5 ml
3. Stock solution CTC
- CuS04.7H,0 02 g
- Tatalic acid 04 g
- Sterile water to 100 ml
4. 0.8 N NaOH
- NaOH 16 g

- Sterile water to 50 ml



5. 5% SDS

- SDS

- Sterile water to
6. 20% Na,COs

- NayCOs

- Sterile water to
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2.5

50

10

50

Reagents for one-dimensional electrophoresis

1. 12.5% acrylamide solution
- 40% acrylamide solution
- 1.5M Tris-HCI pH 8.8
- 10% SDS
- Double distilled water

- 10% APS

TEMED

2. stacking solution

40% acrylamide solution

0.5 M Tris-HCI pH 6.8
- 10% SDS
- Double distilled water
- 10% APS

- TEMED

3.125

2.5

125

4.225

50

3.3

300

742

30

1.916

23

1.7

ml

ml

ml

ml

ml

pl
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. 1.5M Tris-HCI pH 8.8

- Tris 36.3 @
- HCltopH 8.8
- Double distilled water to 200 ml

. 0.5M Tris-HCI pH 6.8

- Tris 3 g
- HCltopH 6.8
- Double distilled water to 50 ml

. 109SDS solution

- SDS 10 g
- Double distilled water to 100 ml

. SDS electrophoresis buffer

- Tris 302 ¢
- Glycine 14.4 ¢
- SDS 1 g
- Double distilled water to 1000 ml

. 10% ammonium persulfate solution (10% APS)
- Ammonium persulfate 01 g

- Double distilled water to 1 ml
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. Silver staining reagents

8.1 Fixing solution

- 50% Methanol 500 ml
- 12% Acetic acid 120 ml
- 37% Formaldehyde 500
- Double distilled water to 1000 ml

8.2 Washing solution

- Ethanol 350 mil
- Double distilled water to 1000 ml
8.3 Sensitizing solution

- Sodium thiosulfate 02 g
- Double distilled water to 1000 ml
8.4 Staining solution

- Silver nitrate 2 g
- Double distilled water to 1000 ml

8.5 Developing solution

- Sodium carbonate 60 g

- 0.02% Sodium thiosulfate 20 ml
- 37% Formaldehyde 500
- Double distilled water to 1000 ml

8.6 Stopping solution
- Sodium-EDTA 146 g

- Double distilled water to 1000 ml
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8.7 Storing solution
- Acetic acid 1 mi

- Double distilled to 1000 ml

Reagent for two-dimension electrophoresids

1. Lysis solution (7M urea, 2M thiourea, 4% CHAPS)

- Urea 42 g
- Thiourea 15 ¢
- CHAPS 04 g
- Double distilled water to 10 ml

2. Rehydration stock solution without IPG buffer

- Urea 42 g

- Thiourea 15 ¢

- CHAPS 04 g

- Bromphenol blue 20 pl of 1% solution
- Double distilled water to 10 ml

3. SDS equilibration buffer

- Tris-HCI pH 8.8 10 ml

- Urea 72.07 g

- Glycerol 69 ml

- SDS 4 g

- Bromphenol blue 400  pl of 1% solution

- Double distilled water to 200 ml
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4. Agarose sealing solution

- SDS electrophoresis buffer 10 ml
- Agarose 005 ¢
- Bromphenol blue 20 pl of 1% solution

5. Bromphenol blue stock solution

- Bromphenol blue 10 mg
- Tris-base 6 mg
- Double distilled water to 1 ml

Reagents for In-gel trypsin digestion

1. 20 mM Ammonium bicarbonate
- Ammonium bicarbonate 79.6 mg
- Sterile water to 50 ml

2. 10 mM DTT/ 10 mM ammonium bicarbonate
- DTT 7.7125 mg
- 10 mM ammonium bicarbonate 5 ml

3. 100 mM lodoacetamide/ 10 mM ammonium bicarbonate
- lodoacetamide 92 mg
- 10 mM ammonium bicarbonate 5 ml

4. 10 ng Trypsin in 50% acetonitrile/ 10 mM ammonium bicarbonate
- Trypsin 20 g

- 50% acetonitrile/ 10 mM ammonium bicarbonate 2 ml



. 30% acetonitrile

100% acetonitrile

Sterile water to

. 0.1% FA

Formic acid

Sterile water to

. 509% acetonitrile/ 0.19% FA

- 100% acetonitrile

- 01%FA
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APPENDIX B

Condition for MS/MS ions search

MASCOT MS/MS lons Search

Your name
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Data format
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Email
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Monoisotopic

L3UAE...
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Biotin (K)

Biotin (N-term)

Carbamyl (K)

Carbamyl (N-term)
Carboxymethyl (C)
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@ Average O
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O
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Figure 28 MASCOT MS/MS ions search
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