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APPENDIX I
REAGENTS, MATHERIALS AND INSTRUMENTS
A. Media and Reagents

Absolute ethanol

Agarose (ultrapure)

’ , (Merck, Germany)
/ rck, Germany)
ﬂad Labs., Hercules, CA)

h, Stockholm, Sweden)
Stockholm, Sweden)

Alkaline phosphatase sub

Anti-IFN-y mAb 1-D 7 |
Anti-JFN-y mAb 7-B

DMSO f =2 N\

dNTPs == "\ {nvitrogen, U.S.A.)
Ethylenediamine tetraace g, 2 | eso, U.S.A)

Ethydium bromide Wt 4 4 (Bio'Rad, US.A.)

Fetal Bovine Serum ittaker, Maryland, USA)

Glycerol SB, US.A)

Isoprep ‘ <fR obbins Scientific, Norway)

1 kb DNA Ladder i (Invitrogeh, U.S.A.)
[ Y

PBS : UK ‘

Penicillin ‘ General Drugs House, Thailand)

RPMI medium 1640 o/ (GIBCO, USA

Steptavidin-a l%ﬂ@% c&bf’élt‘eﬁ M’c}ﬂ olm, Sweden)

Peptide 1notope Austr

T R 44 e

Tris-base (Sigma, U.S.A

Trypan blue (Sigma, UK)
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B. Materials
Centrifuge tube (Coming, U.S.A.)
Disposable serological pipette (Costar, U.S.A.)
ELISpot plate (Millipore, U.S.A.)
Filter Tip (Sorenson, U.S.A.)
Microcentrifuge tube (Sorenson, U.S.A.)
6-well flat plate ”/ tar, USA)
24-well flat plate USA)
96-well polyvinylidene di pl e, Bedford, MA)
C. Instruments
Autoclave (model-SS- 5 (= 4 (Tomy, Jan)
Chemi doc Rad, U.S.A.)
CO; Incubator X' 0 Forma, U.S.A.)
DNA thermocycle system id, U.S.A.)

Electrophoresis chamber BS, U.S.A))

Microcentrifuge LA Fotodyne, U .S.A))
Mixer-Vertex-Genic.. / H” dustries, U.S.A.)
Power supply (Model E)O/ 500 B10-Rad, U.S.A.)
Refrigerator o (Toshiba, Japan)
G A ?SW] T ki B

Vertical electrophoresis chamber (CBS US.A)

WA N30 NM’T‘&"W‘EI"*‘T’& d



. R10

APPENDIX II

REAGENTS PREPARATION

Reagents for CTL analysis

. Penicillin 100,000 Ui | \ _
1,000,000 Unit Penici — N ampoule

Distilled water

. Streptomycin 100,0
1 gm Streptomycin ety ' ampoule

Distilled water

RPMI 1640 LY
100,000 unit/ml Penicillin G
100,000 pg/ml Streptomygcin

Fetal Bovine ﬂ—%@sﬂ Y E]\ Yl ‘3 1A H‘ﬂ ﬂ“ﬁ
NN N

Peptide mg
1% DMSO in PBS 1 ml

6.2  Peptide 200 pg/ml
Stock peptide 1 mg/ml 200 pl
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Sterile PBS 800 pl
Reagents for molecular analysis
1. TE buffer (Tris’EDTA)

Tris, PH 7.4 10 mM
EDTA, pH 8.0

Ethidium bromide f g
Sterile distilled wate/ ml
Mix the solution and
3. 1.5% Agarose gel
Agarose g
0.5X TBE ml
Dissolve by heating in mi aveoven an sional mix unit no granules of

agarose are visible.

—

g

1. Luria-Bertani (LB) broth,

L Bty &b ] ﬂ NIN eIk

Distilled watea'I

S“’“@‘Wﬂ‘ﬁ“@ﬂﬁﬁu 39117 V]Eﬂéi d

2. Luria-Bertani (LB)/Ampicillin agar plate

Luria-Bertini 20
Agar 15
Distilled water 1 L

Sterilized by autoclave



. 1M CaCl,

. 70% Ethanol
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To pour plates, allow agar to cool about 50°C was added ampicillin 100 mg/ml. After
drying, store plates at 4°C until used.

. TE buffer (Tris/EDTA)
Tris, pH 7.4 10 mM
EDTA, pH 8.0 1 mM

CaCl, . 2 !
Distilled water / : . TO0® mi
Sterilised by autoclavi e

. Ca/Glyceral (15%Glyc
1 M CaCl,
Glyceral
Distilled water
Sterilised by filtration usin;

2 B B

Absolute Ethanol

st e 539 ﬂ\ NINGIAT
wsaiad 47 S0 51119180 E

Sodium agetate 3H,0 408 g
Deionised distilled water 100 ml
Adjusted to pH 5.2 with glacial acid



APPENDIX III

AMINO ACID

Abbreviation for amino acids

A Alanine

< /Cysteme

D artic acid

E icacid

F

G

H

I

K

L

M lethionine

N Asparagine

P liné

Q i

R Arg ; e

S Serine

* UL RN
Valme

osine

'{Wﬂﬂﬁﬂiﬂﬂﬁﬁ’l{ﬁﬂﬂﬂ&l
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