APPENDIX

Appendix A List of the chemicals and materials were used in the study

All chemical and reagents used in this study are analytical grade and are listed as

follows:

Chemicals/Materials Source

Agar noble Difco Laboratories, Detroit, MI, USA
Agarose FCM Bioproducts, Rockland, ME, USA
Ampicillin Sigma, St. Louis, MO, USA
Chloroquine diphosphate Sigma, St. Louis, MO, USA
DEAE-Dextran Sigma, St. Louis, MO, USA
Dimethyl sulfoxide (DMSO) Sigma, St. Louis, MO, USA
Ethylenediaminetetraacetic acid Fluka, Buchs, Switzerland

Fetal calf serum Gibco, Grand Island, NY, USA
Glycerol , Merck, Darmstadt,Germany
Hydrochloric acid Merck, Darmstadt,Germany

LB broth base Gibco, Grand Island, NY, USA

NucleoSpin® Plasmid Mini kit Macherey-Nagel GmbH & Co., Germany
Paraformaldehyde Fluka, Buchs, Switzerland

Potassium chloride Merck, Darmstadt,Germany



Potassium dihydrogen phosphate

Protein A sepharose

QIAGEN Plasmid mega kit

Rabbit anti-mouse immunoglobulins

RPMI-1640 medium

Sheep anti-mouse immunoglobulins

conjugated FITC

Skimmed milk

Sodium azide

Sodium bicarbonate

Sodium carbonate

Sodium chloride

Sodium hydrogen carbonate
Sodium hydrogen phosphate
Tetracycline

Tris-base

Tween 20
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Merck, Darmstadt,Germany

Zymed Laboratories, Inc., CA, USA
QIAGEN, Hiden, Germany

Dako, Glostrup, Denmark

Gibco, Grand Island, NY, USA

Silenus, Melbourne, Australia

Difco Laboratories, Detroit, MI, USA
Merck, Darmstadt,Germany
Merck, Darmstadt,Germany
Merck, Darmstadt,Germany
Merck, Darmstadt,Germany
Merck, Darmstadt,Germany
Merck, Darmstadt, Germany
Sigma, St. Louis, MO, USA
Sigma, St. Louis, MO, USA

Fluka, Buchs, Switzerland



Appendix B List of instruments used in the present study

Instrument-Model

Analytical balance

Electrophoresis & Electrotransfer unit
ELISA reader

Flow cytometer-FACSCalibur
Fluorescent microscope

High-speed micro refrigerated centrifuge
Inverted microscope

Laminar flow

Light microscope

Liquid nitrogen tank
Microcentrifuge

pH meter

Refrigerator (-20°C)
Refrigerator (-70°C)
Spectrophotometer UV-1201
Ultracentrifuge

Water bath

Source

Mettler Toledo, Switzerland
Amersham, USA

Bio Tek instrument

Beckton Dickinson, USA
Olympus, USA

Tommy, USA

Olympus, USA

NUAIR Fembrook Lane
Plymouth, MN 55447
Olympus, USA
International Cryogenics Inc.
Sorvall, Germany

Precisa

Sanyo, Thailand

Foma Scientific

Shimadzu Co., Kyoto, Japan
Beckman, USA

Thermoline, Australia
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Appendix C Reagents and buffers preparation
1. Reagents for CD147-hlgG purification.

1.1 20 mM Sodium phosphate (pH 7.0)

1M N32HP04 5.8 ml
1M NaH,PO, 4.2 ml
Distilled water 400 ml

Adjusted pH to 7.0 by HCI or NaOH
Adjusted final volume to 500 ml
Filtered with 0.2 Millipore filter, stored at 4°C
1.2 Elution buffer (0.1 M citric acid pH 3.0)
Citric acid-1-hydrate Yl g
Distilled water 70 ml
Adjusted pH to 3.0 by 5N NaOH
Adjusted final volume to 100 ml
Filtered with 0.2 p Millipore filter, stored at 4°C
1.3 Neutralizing buffer (2M Tris-HCI pH 8.0)
Tris-base 2422 ¢
Distilled water 60 ml
Adjusted pH to 8.0 by concentrate HCI
Adjusted final volume to 100 ml, stored at room temperature
1.4 Storage buffer (0.05% NaN;-PBS pH 7.4)
Na,HPO,.12H,0 1.15 g

KH2P04 0.1 2
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NaCl 0877 g
Adjusted pH to 7.4 by by 5N NaOH
Adjusted final volume to 100 ml, stored at 4°C

2. Reagents for DEAE-Dextran transfection

2.1 Incomplete MEM medium

MEM powder 9.6 g (1 package)
Distilled water 900 ml
NaHCOs 22¢

Stirred until dissolved
Gentamycin (40 mg/ml) 1 ml
Adjust final volume to 1000 ml
Filtered with 0.2 p Millipore filter
Sterile fungizone (2.5 mg/ml) 500 pl
Checked sterility before used

2.2 Complete MEM medium
Incomplete MEM medium 90 ml
Fetal calf serum 10 ml
Checked sterility before used

2.3 0.5 mM EDTA-PBS
PBSpH 7.2 100 ml
0.5 M EDTA pH 8.0 100 pl

Filtered with 0.2 p Millipore filter, stored at room temperature
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2.4 DEAE-Dextran stock solution (10 mg/ml)

DEAE-Dextran (M.W. 500,000) 01lg
PBS pH 7.2 10 ml
Filtered with 0.2 p Millipore filter
Aliquot to vials and stored at -20°C

2.5 Chloroquine diphosphate stock solution (10 mM)
Chloroquine diphosphate 0.103 g
B2BS ply'7.2 20 ml
Filtered with 0.2 p Millipore filter
Aliquot to vials and stored at -20°C

2.6 10% DMSO-PBS
Dimethyl sulfoxide 10 ml
PBS pH 7.2 90 ml
Filtered with 0.2 p Millipore filter, stored at room temperature

3. Reagents for direct and indirect immunofluorescence staining

3.1 Phosphate buffered saline (PBS)

NaCl 8g
A 02¢g
Na,HPO, 1.15¢g
KH,PO4 02¢g
Distilled water 900 ml

Adjusted pH to 7.2
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3.2 1% BSA-0.02% NaNj; in PBS
Bovine serum albumin fraction V 10g
PBS (pH 7.2) 1000 ml
Mixed well until BSA completely dissolved
Added 10% (w/v) NaNj to final concentration 0.02%, mixed well
Stored at 4°C

3.3 1% Paraformaldehyde
Paraformaldehyde lg
PBS (pH 7.2) 100 ml
Heat at 56 °C until dissolved
Adjusted pH to 7.4 by 0.1 M HCl or 0.1 M NaOH
Filtered with 0.2 u Millipore filter, stored at 4°C

4. Reagents for bacterial culture

4.1 LB broth
LB broth base 20g
Distilled water 1000 ml

Sterilized in Autoclave at 121°C 15 minutes
Stored at 4°C
Checked sterility before used

4.2 LB broth contain ampicillin and tetracycline

LB broth 100 ml
Ampicillin (50 mg/ml) 30 ul
Tetracycline (30 mg/ml) 33.6 ul

Checked sterility before used
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4.3 LB agar contain ampicillin and tetracycline

LB broth base 10g
Agar noble 75¢g
Distilled water 500 ml

Sterilized in Autoclave at 121°C 15 minutes

Ampicillin (50 mg/ml) 150 pl
Tetracycline (30 mg/ml) 168 pl
Pour plate 25 ml/plate, stored at 4°C

Checked sterility before used

4.4 2x TY broth

Tryptone l.6g
Yeast extract 1.0g
Sodium chloride 05¢g
Distilled water to 100 ml

Autoclave and kept at 4 °C
5. Reagents for production of plasmid DNA
5.1 3 M Sodium acetate pH 7.0
Sodium acetate.3H,0 408 g
Adjust pH to 7.0 with NaOH/HCl
Distilled water to 100 ml

Stored at 4 °C
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5.2 Potassium acetate
Potassium acetate
Glacial acetic acid
Distilled water to
Stored at 4 °©

5310 M NaOH
NaOH
Distilled water to
Stored at 4 °C

5.4 10% SDS
SDS
Distilled water to
Stored at room temperature

5.5 7.5 M Ammonium acetate
Ammonium acetate
Distilled water to
Stored at 4 °C

5.6 1 M glucose buffer
D-glucose
Distilled water to

Stored at 4 °C

294 ¢
11.5 ml

100 ml

200 g

500 ml

50 ml

57.8 g

100 ml

1802 g

100 ml
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5.70.5 M EDTA pH 8.0
EDTA
Distilled water
Adjust pH to 8.0 with conc. HCI
Distilled water to
Stored at 4 °C
5.81 M Tris pH 8.0
Tris-Base
Distilled water
Adjust pH to 8.0 with conc. HCI
Distilled water to
Autoclave and kept at 4 °C
5.9 10X GLUCOMIX
1 M glucose buffer
0.5 M EDTA pH 8.0
1 M Tris pH 8.0
Distilled water
Autoclave and kept at 4 °C
5.10 1X glucomix-lysozyme solution
10X GLUCOMIX
lysozyme stock (50 mg/ml in distilled water)
Distilled water

Stored at 4 °C for 7 days

3722 ¢g

100 ml

200 ml

2422 ¢

100 ml

200 ml

50 ml
20 ml
25 ml

5 ml

300 pl
300 pl

2.4 ml
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5.11 TE buffer
Tris-base
EDTA
Distilled water

Adjusted pH to 7.0 by IN HCI

0.121 g
0.307 g

80 ml

Adjusted final volume to 100 ml, stored at room temperature

5.12 TBE buffer
Tris-base
Boric acid

0.5 M EDTA (pH 8.0)

27g
13¥75 g

8 ml

Adjusted final volume to 500 ml, stored at room temperature

5.13 1% Agarose gel
Agarose gel
TBE buffer
Heat until dissolved

6. Reagents for using in ELISA

6.1 0.1 M Carbonate/bicarbonate coating buffer
NA,CO;
NaHCO;
Distilled water
Adjusted pH to 9.6 by concentrate HCI

Adjusted final volume to 250 ml, stored at 4°C

100 ml

1.06 g
126 g

200 ml
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6.2 Washing buffer
PBS (pH 7.2) 500 ml
Tween 20 0.25 ml

Mix thoroughly and stored at room temperature

6.3 5% BSA-PBS
BSA 0.5g
PBSWH 7.2 10 ml
Mixed well until BSA completely dissolved, prepare before use

6.4 Phosphate citrate buffer pH 5.0

Citric acid .H,O 1.028 g
Na,HPO, 146 ¢
Distilled water 150 ml

Adjusted pH to 5.0
Adjusted final volume to 200 ml, stored at 4°C

6.5 Ortho-phenylenediamine (OPD) substrate solution

Phosphate citrate buffer pH 5.0 5ml
Ortho-phenylenediamine 0.02¢g
6% Hy0; 10 pl

Mixed well and used immediately after preparati

6.6 Stop reaction solution (4N H,SOy)
Concentrate H,SO4 20 ml
Distilled water 160 ml

Slowly dropwise H,SOj4 to distilled water, and stored at room

temperature
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