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APPENDIX A
REAGENTS, ANTIBODIES, MATERIALS AND INSTRUMENTS

A. REAGENTS

Alkaline Phosphatase (AP) conjugate Substrate Kit (Bio Rad Labs., Hercules, CA)
Anti-PE Microbeads (Miltenyi Biotec, Auburn, USA)

Carboxyfluorescein succinimidyl ester (CFSE) (Invitrogen, Merelbeke, Belgium)
CD14 MicroBeads (Miltenyi Biotec, Auburn, USA)

Cyclosporin A (Sigma, UK)

DMSO (Sigma, UK)

Fetal Bovine Serum (Bio Whittaker, Maryland, U.S.A)

Ficoll-Hypaque Isoprep (Robbins Scientific, Sunnyvale, CA)

Foxp3 Staining kit (eBioscience, CA, USA)

Granulocyte macrophage colony-stimulating factor (GM-CSF) cytokines (BD Biosciences)
Human CD4+CD25+CD127I0r cell isolation kit (Miltenyi Biotec, Auburn, USA)
Interleukin 2 (IL-2) (Genzyme, U.S.A)

Interleukin 4 (IL-4) (Genzyme, U.S.A)

L-Glutamine (Sigma, UK)

PBS (Sigma, UK)

Penicillin G (General Drugs House, Thailand)

RPMI 1640 with L-glutamine (Invitrogen GIBCO, Grand Island, NY)

RPMI  edium1640 (GIBCO, U.S.A)

Staphylococcus enterotoxin B (Sigma-Aldrich)

Streptomycin (General Drugs House, Thailand)

Trypan blue (Sigma, UK)



B. ANTIBODIES

Antigen

Specificity

Surface antigens

CD3
CDh4
CD1lc
CD14
CD19
CD25

CDh27

CD40
CD45RA
CD45R0O
CD62L
CD69
CD80

CD83
CD86
CD95 (FAS)

CD127

HLA-DP, -DQ, -

DR

Intracellular antigens

Foxp3
IL-2
IL-4
IL-10
iFN-y

TNF-Ct

Clone

uchtl
RFT-4G
b-ly6
M5E2
497
m-a251

3A12

5C3
hi 100
UCHL1
SK11
FN50
L307.4
HB15e
IT2.2
DX2

R34.34

tu39

PCH101
5344.1111
8D4-8
JES3-19F1
4SB3

MAb11

Fluorescence

conjugated

PerCP
APC
APC
APC

PerCP

FITC, APC

FITC

FITC
FITC
PE
PE
FITC, APC
PE
FHTC
APC
PE

PE

FITC

PE
FITC, PE
FITC
PE
FITC, PE

FITC, PE
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Source

BD Biosciences, Sanjose, CA
BD Biosciences, Sanjose, CA
BD Biosciences, Sanjose, CA
BD Biosciences, Sanjose, CA
BD Biosciences, Sanjose, CA
BD Biosciences, Sanjose, CA
Sanquin, Amsterdam,
Netherlands

BD Biosciences, Sanjose, CA
BD Biosciences, Sanjose, CA
BD Biosciences, Sanjose, CA
BD Biosciences, Sanjose, CA
BD Biosciences, Sanjose, CA
BD Biosciences, Sanjose, CA
BD Biosciences, Sanjose, CA
BD Biosciences, Sanjose, CA
BD Biosciences, Sanjose, CA
Immunotech, Quebec,
Canada

BD Biosciences, Sanjose, CA

eBioscience, San Diego, CA
BD Biosciences, Sanjose, CA
BD Biosciences, Sanjose, CA
BD Biosciences, Sanjose, CA
BD Biosciences, Sanjose, CA

BD Biosciences, Sanjose, CA

FITC - Fluorescein isothiocyanate, PE - Phycoerythrin, PerCP - Peridinin chlorophyll protein, APC - Allophycocyanin
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C. MATERIALS

24-well flat plate (Costar, .S.A)

96-well  plate (Costar, U.S.A)

Heparinized tube (Becton-Dickinson, U.S.A)
Automatic pipette (Gilson, France)

Conical tube 50, 15 ml (Falcon, U.S.A)
Counting chamber

Cryotube (Sarstedt, Germany)

Disposable serological pipette 25, 10, 5, 2, 1 ml (Costar, U.S.A)
EDTAtube (Becton-Dickinson, U.S.A)
ELISpot plate (Millipore, U.S.A)

Flask 25,75 cm3(Nunc, Denmark)

Glove

Lead shield

Multichannel Autopipettor
Microcentrifuge (Eppendrof, U.S.A)

Microcentrifuge tube
Pipette boy

Pipette tip

D. INSTRUMENTS

Biological Safety Cabinet Class |
Centrifuge
CO02incubator (Forma Scientific, U.S.A)

ELISpot Automatic reader (Carl Zeiss, Germany)
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ELISpot washer

Freezer- 70°c

Gamma counter

Geiger counter (Ludlum, .S.A)
Mixer-Vortex-Genic (Scienfic industries, U.S.A)
Refrigerator

Water bath (Shel-lab, U.S.A)
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APPENDIX B

ENGINES AND R-PACKAGES

A. ENGINES

Name Links
DAVID Bioinformatics Database http://david.abcc.ncifcrf.aov/
Gene Expression Onimbus http://www.ncbi.nlm.nih.aov/aeo/

B. DOWLOADABLE PROGRAMS

Name Links
Cluster 3.0 http://bonsai.hac.iD/~mdehoon/software/cluster/software.htm
Multi Experiment Viewer http://www.tm4.ora/mev/
Java TreeView http://itreeview.sourceforae.net/
R-Bioconductor http://www.bioconductor.ora/install/

C. R-PACKAGES

Name Sources
affy htto://www.bioconductor.ora/Dackaaes/release/bioc/html/affv.html
ComBat http://statistics.bvu.edu/johnson/ComBat/ComBat OIld.R
germa httD://www.bioconductor.ora/Dackaaes/release/bioc/html/acrma.html
LPE http://www.bioconductor.ora/Dackaaes/release/bioc/html/LPE.html

LPEadj http://lwww.bioconductor.ora/packaaes/release/bioc/html/LPEadi.html


http://david.abcc.ncifcrf.aov/
http://www.ncbi.nlm.nih.aov/aeo/
http://bonsai.hac.iD/~mdehoon/software/cluster/software.htm
http://www.tm4.ora/mev/
http://itreeview.sourceforae.net/
http://www.bioconductor.ora/install/
http://www.bioconductor.ora/Dackaaes/release/bioc/html/affv.html
http://statistics.bvu.edu/johnson/ComBat/ComBat
http://www.bioconductor.ora/Dackaaes/release/bioc/html/acrma.html
http://www.bioconductor.ora/Dackaaes/release/bioc/html/LPE.html
http://www.bioconductor.ora/packaaes/release/bioc/html/LPEadi.html
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