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APPENDIX A

List of chemicals and materials used in this study

Name of chemicals and materials Company
Absolute ethanol Merck, Germany
Acetone Merck, Germany
40%Acrylamide/Bis solution BIO-RAD, USA
Agarose Vivantis, USA
Ammonium persulfate Pierce, USA
VisiGlo™ HRP Plus Chemiluminescent Substrate kit Amresco, USA
Antibiotic antimycotic solution Invitrogen, USA
Boric acid USB, USA
Bovine serum albumin Pierce, USA
Bromphenol blue Sigma-Aldrich, USA
Cell culture 25 and 75 cm’ flask and well plates Corning, USA
CHAPS Fluka, Switzerland

Complete proteinase inhibitor cocktail, Mini, EDTA —free  Roche, Germany

Competent cell DHS alpha RBC Bioscience, Taiwan
Coomassie brilliant blue R250 BIO-RAD, USA
CyQUANT®Cell Proliferation Assay Kit [nvitrogen, USA

Developer AGFA, Belgium
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Name of chemicals and materials Company
Diethylpyrocarbonate (DEPC) Amresco, USA
Dimethyl sulfoxide (DMSO) Amresco, USA
Dithiotheritol (DTT) USB, USA

dNTP Mix Vivantis, USA
Dulbeco’s Modified Eagel’s Medium (DMEM) GIBCO, USA
Ethylenediaminetetraacetic acid (EDTA) Fluka, Switzerland
Ethidium bromide Vivantis, USA

EZ DNA Methylation-Gold Kit™ ZYMO Research, USA
Fetal bovine serum (FBS) HyClone, USA

Film Kodak, USA
Fixative AGFA, Belgium
Glycerol anhydrous Fluka, Switzerland
Glycine Vivantis, USA
HEPES Invitrogen, USA
Hydrochloric acid Merck, Germany
Human Interleukin-1f3 Roche, Germany
Human Transforming Growth Factor-p1 Roche, Germany
Human Tumor Necrosis Factor-a Roche, Germany
Isopropyl-B-D-thio-galactoside (IPTG) Bio Basic Inc., Canada
[sopropyl alcohol Sigma-Aldrich, USA
LB Broth Criterion, USA

LB Agar Criterion, USA
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Name of chemicals and materials

Leibovitz’s L-15

MultiScreen-MIC 96-well Plate

Mammalian Protein Extraction Buffer

Matrigel

Maxima™ SYBR Green qPCR Master Mix (2X)
Mercaptoethanol

Methanol

M-MuLV Reverse transcriptase

Mouse monoclonal anti-human Maspin antibody
Mouse monoclonal anti beta Actin (HRP conjugated)
Non-fat dry milk

Nitrocellulose membrane

Oligo-(dT)- s primers

Potassium chloride

Potassium dihydrogen phosphate

Potassium phosphate

Precision Plus Protein"Standards Dual Color
Primers

Protein assay kit

Protein loading marker

pTG19-T PCR Cloning Vector

QIAprep Spin Miniprep kit

Company

Invitrogen, USA
Millipore, USA

GE Healthcare, USA
BD Biosciences, USA
Fermentas, Canada
Sigma-Aldrich, USA
Merck, German
Fermentas, Canada
BD Biosciences, USA
Abcam, USA
BIO-RAD, USA

GE Healthcare, USA
Bio Basic Inc., Thailand
BDH, England

BDH, England

BDH, England
BIO-RAD, USA

Bio Basic Inc., Thailand
BIO-RAD, USA
Fermentas, Canada
Vivantis, USA

Qiagen, USA



Q7

Name of chemicals and materials
QIAquick Gel Extraction kit

RevertAid™ First Stand cDNA Synthesis Kit
Ribonuclease inhibitor

RNase Away

Sodium chloride

Sodium dodecyl sulfate
Sodium hydroxide

Sodium hydrogen carbonate
Standard 100-base pairs DNA ladder
Sulforhodamine B

T4 DNA Ligation kit

Taq DNA Polymerase
TEMED

Thiourea

Tricholoroacetic acid

Tris

Trisodium citrate

Trizol reagent

Trypan Blue

Trypsin

Tween 20

Company

Qiagen, USA
Fermentas, Canada
Fermentas, Canada
Molecular Bio Products,
USA

BDH chemical, England
Sigma-Aldrich, USA
BDH, England

Merck, Germany

RBC Bioscience
Sigma-Aldrich, USA
Vivantis, USA

Vivantis, USA

USB, USA

USB, USA

BDH chemical, England
Research Organics, USA
Merck, Germany
Invitrogen, USA
Sigma-Aldrich, USA
[nvitrogen,USA

USB, USA



Name of chemicals and materials
Urea

Vacuum Filter/Storage Bottle

ngl

Xylene cyanol
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Company

Research Organics, USA
Corning, USA

Bio Basic Inc., Canada

Amresco, USA



APPENDIX B

List of instrument used in this study

Instrument

Autoclave

Automatic pipette

Carbon dioxide incubator
Centrifuge

Micro-plate spectrophotometer
Film cassette

Freezer (-80°c)

Freezer (-20°c)

Glassware

Gel Documentation System
GeneQuant pro

Hot air oven

[nverted microscope

Laminar flow biological cabinet
Liquid nitrogen tank

Magnetic stirrer
Microcentrifuge 5402, bench top

Microwave

Company

Tomy autoclave SS-240
Gilson

Thermoscientific

KUBOTA CORPORATION
Bio-Tek Instrument
Amersham Biosciences
Forma Scientific

Sanyo

Pyrex and Scott duran
Synergy G:Box ChemiHR
Amersham Biosciences
Haraeus

NIKON

NU AIRE

International Cryogenics, Inc.
Thermolyne

Eppendrof

LG
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Instrument Company
Mupid®-exU Gel Electrophoresis Advance, Japan

Mini Trans-Blot Electrophoretic Transfer Bio-Rad

Power supply Bio-Rad

Shaker incubator Amerex Instruments Inc.
iCycler thermal cycle Bio-Rad

Vertical Mini Gel Electrophoresis Bio-Rad

Vortex Scientific industries

7500 Fast Real-Time PCR System Applied Biosystems



APPENDIX C

Preparation of some reagents and buffers

A. Mammalian Cell Culture media

1. DMEM serum free medium with phenol red

DMEM 135 ¢
HEPES 2.603 g
NaHCO; 37

Add deionized water to 1000 mL and steriled by vacuum filter ( membrane pore sized

0.2 pm) and stored at 4°C

2. DMEM with 10% fetal bovine serum

DMEM without serum free 89 mL

Fetal bovine serum 10 mL

10X Antibiotic antimycotic solution 1 mL
Stored at 4°C

3. Leibovitz’s L-15 serum free medium

Leibovitz’s L-15 1350 g
Add deionized water to 1000 mL and steriled by vacuum filter ( membrane pore sized

0.2 pm) and stored at 4°C
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4. Leibovitz’s L-15 with 10% fetal bovine serum

Leibovitz’s L-15 without serum free 89 mL

Fetal bovine serum 10 mL

10X Antibiotic antimycotic solution 1 mL
Stored at 4°C

5. Freezing medium (10%DMSO in 25%FBS-DMEM )

Incomplete DMEM 65 mL
Fetal bovine serum 25 mL
DMSO (Hybrimax) 10 mL

Prepared freshly

6. Trypan blue (0.4%)

Trypan blue powder 04 g
1XPBS pH 7.2 100 mL

Filtrated by Whatman filter paper No. 1 and stored at room temperature.

7.2mM EDTA- PBS buffer

Ethylenediaminetetraacetic acid 012 g
1XPBS pH 7.2 200 mL

Steriled by autoclaving



B. Bacteria culture

1. LB Broth

LB Broth powder
Deionized water

Steriled by autoclaving

Add 200 mg/mL ampicillin

Stored at room temperature

2. LB Agar

LB Agar powder

Deionized water

Steriled by autoclaving

Add 200 mg/mL ampicillin

Stored at 4°C

3.1 M IPTG

IPTG
Deionized water
Sterile by filtration

Stored in the freezer

20 g
500 mL
250 puL
3 g
200 mL
250 pL
1 g
42 mL
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4. 20 mg/mL Xgal

Xgal 100 mg
DMSO 5 mL
Wrapped in foil

Stored in the freezer

C. Matrigel Invasion assay
Prepare Matrigel
Dilute stock Matrigel with cool DMEM serum free medium to 5 ng/S0uL

using cool pipette tip

D. Protein electrophoresis and Western blot analysis

Whole cell lysis buffer

1. CHAPS lysis buffer without proteinase inhibitors

CHAPS 04 g
DTT 61.6 mg
Thiourea L3 g
Urea 42 g

Deionized water 10 mL
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2. CHAPS lysis buffer with proteinase inhibitors

CHAPS lysis buffer without proteinase inhibitors 10 mL
Complete Protease Inhibitor Cocktail 1 tablet
Aliquot 1 mL

Stored at -20°C

3. Mammalian Protein Extraction Buffer with proteinase inhibitors

Mammalian Protein Extraction Buffer 10 mL
Complete Protease Inhibitor Cocktail 1 tablet
Aliquot 1 mL

Stored at -20°C

4. Separating gel buffer (1.5M Tris HCI pH 8.8)

Tris base 18.15 g
Deionized water 80 mL
Adjusted pH to 8.8 by HCI

Add deionized water to 100 mL and vacuum-filtrated using 0.2 pm Millipore

membrane filter and stored at 4°C

S. Stacking gel buffer (0.5M Tris HCI pH 6.8)

Tris base 60 g

Deionized water 80 mL
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Adjusted pH to 6.8 by HCI adjusted final volume to 100 mL, and vacuum-filtrated

using 0.2 pm Millipore membrane filter and stored at 4°C

6. 5x non-reducing buffer

1 M Tris HCI pH 6.8 5 mL
Glycerol anhydrous 2.5 mL
Sodium dodecyl sulfate 1 g
Deionized water 2.5 mL
1% Bromphenol blue 005 g

Mixed well, aliquot and stored at -20°C

7. 5x Reducing buffer
5x non-reducing buffer 750 upL
2-Mercaptoethanol 250 pL

Mixed well, aliquot and stored at -20°C

8. 10X Running buffer

Tris base 3028 g
Glycine 144.13 g
Sodium dodecyl sulfate 10 g
Deionized water 1000 mL

Mixed well, prepare before use
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9. 1X Running buffer

10XRunning buffer 100 mL
Deionized water 900 mL

Mix well, stored at room temperature

10. 30% Polyacrylamide solution (30.8% acrylamide, 2.7% bis-acrylamide)

Acrylamide 60 g
Bis-acrylamide -
Deionized water 200 mlL

Filtrated through 0.2 pm Millipore membrane and stored at 4°C in dark

11. 10% APS

Ammonium persulfate 0.1 g
Deionized water 1 mL

Mix well, aliquot and stored at -20°C

12. 10% SDS

SDS 1 g

Deionized water 10 mL

Mix well, stored at room temperature



13. Polyacrylamide gels

108

Solution

Separating gel

4%

12.5% | 10% 7.5%

Stacking gel

Deionized water

30% polyacrylamide solution
4X Se;;arating gel buffer

4X Stacking gel buffer

10% SDS (in distilled water)

10% APS (in distilled water)

TEMED

32mL | 4mL |4.85mL
42mL | 3.3 mL | 2.5mL

25mL | 25mL | 2.5mL

100 pL | 100 puL | 100 pL
50puL | S0pL | 50 pL

10pL | 10puL | 10puL

15mk

332.5 uL

625 uL
25 uL
12.5 uL

SuL

14. 1xBlotting buffer

10XRunning buffer
Deionized water
Mixed well

Methanol

Mix well, stored at room temperature

100

700

200

15. 0.025% Coomassie brilliant blue R250

Coomassie brilliant blue R250

Methanol

Acetic acid

0.125

200

35

mL

mL

mL

g

mL

mL

Adjusted volume to 500 mL by Deionized water and stored at room temperature
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16. Destaining gel solution I (40% methanol, 7% acetic acid)

Methanol 400 mL
Acetic acid 70 mL

Adjusted volume to 1000 mL with Deionized water and stored at room temperature
17. Destaining gel solution II (5% methanol, 7% acetic acid)

Methanol 50 mL
Acetic acid 70 mL

Adjusted volume to 1000 mL with Deionized water and stored at room temperature
E. Agarsoe gel electrophoresis

1. 1.5% agarose gel

Agarose gel 1.5 g
0.5X TBE buffer 100 mL

Heated until dissolved

2. 10X TBE buffer

Tris (anhydroxymethyl) aminomethane 108 g
Boric acid 55 g
EDTA 95 g
Deionized water 1000 mL

Mix well, stored at room temperature
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3. 0.5X TBE buffer

10X TBE buffer
Deionized water

Mix well, stored at room temperature

4. 0.5 mg/mL Ethidium bromide

10 mg/mL Ethidium bromide
1X TBE buffer

Mix well, stored at room temperature

5. DEPC treated water

Deionized water

DEPC

6. 6X DNA loading dye

Xylene cyanol FF
Bromophenol blue
Deionized water

Glycerol

50

950

25

500

1000

0.1

25

25

mL

mL

pL

mL

mL

mL

mg
mg

mL
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