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APPENDIX A

Reagent, Materials, and Instruments

A. Media and Reagents

Absolute ethanol

Agarose (ultrapure)

‘ ’ ,/ (Merck, Germany)
1] // erck, Germany)
ﬂ{ad Labs., Hercules, CA)

h, Stockholm, Sweden)

\\"1 , Stockholm, Sweden)

Alkaline phosphatase su

Anti-IFN-y mAb 7-

DMSO

dNTPs ogen, U.S.A)) =

EDTA \ o, US.A)

Ethydium bromide o reso, U.S.A.)

Fetal Bovine Serum A io Whittaker, Maryland, USA)

Glutamine e

Isoprep _ A SRR obbins Scientific, Norway)

PBS b — ioma »

Penicillin gs House, Thailand)

RPMI medium 164(@ (GIB t-’r ) , USA)

Streptavidin-alkaline hatase con ugaw (Mabtech, Stockholm, Sweden)

Peptide {Ta 5 W(ﬂn’.‘oﬂ @straha)

Trypan blue 1gma UK)
’QW']ﬁNﬂiﬂJ NM’]’JWEHG d

B. Materials |

Centrifuge tube (Corning, U.S.A.)

Disposable serological pipette (Costar, U.S.A.)

ELISpot plate (Millipore, U.S.A.)

Filter Tip (Sorenson, U.S.A.)
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Microcentrifuge tube (Sorenson, U.S.A.)
Tissue culture plate (IWAKI, Japan)

C. Instruments

Autoclave (model-SS-325) (Tomy, Japan)
Chemi doc (Bio-Rad, U.S.A.)
CO, Incubator o Forma, U.S.A.)

Refrigerator
Spectrophotometer ( &7,
Vertical electrophoresis chamber.. A
Water bath i ‘{*{ "'"'1.‘» ¢

ﬂuﬂ’mﬂ‘ﬂﬂ’\lﬂ’]ﬂ‘i
QW’]ﬂ\i\ﬂiﬂJMﬁﬂ’mmﬂB
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APPENDIX B

REAGENTS PREPARATION

Reagents for molecular analysis

1. TE buffer (Tris/EDTA)

Tris, PH 7.4 10 mM
EDTA, pH 8.0 mM
2. 10 mg/ml Ethidium bromide=""
Ethidium bromai g
Distilled water ' ml

Mix the solutio

3. 1.5% Agarose gel
Agarose o el 0525 g
1x TBE oidd <2
Dissolve by heatmg 1 -r,': r¢ e nd occasional mix unit no granules

of agarose are visible.

X

P g
L. Ficoll-Hypaque Sﬂ% H"Q 304%] V] j W H I] ﬂ ‘j

- R"M"“"W‘W“P&‘ﬁﬂ’?m UNIINYIAY

3. Penicillin 10,000 Units/ml
3.1 Stock penicillin 100,000 Units/ml
Penicillin G 1,000,000 Units per ampoule was reconstituted with sterile DW 10
ml and mixed



a. Working penicillin 10,000 Units/ml
Stock penicillin 100,000 Units/ml 1

ml
RPMI1640 9 ml

4. Streptomycin 10,000 pg/ml

4.1

5. Reagent for culture

4.1

4.2

Stock streptomycin 100,000 pg/ml

RPMI1640

R10

R20 h
RPMI164( .‘}'_.7
Fetal Bovineﬂrum us

=
| 20@ ml

o coammnni i ) Y] 8915 W73

5.2

Stock ©SA 1 mg/ml

I igend

Stock CSA 10-* g/ml
Stock CSA 1 mg/ml 100 pl
R20 900 pl
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5.3
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CSA 1 pg/ml
Stock CSA 10-* g/ml 100 pl
R20 900 pul

7. Peptide preparation

6.1

6.2

Stock peptide 1 mg/ml

Peptide 1 mg
1% DMSO in PBS ml
Peptide 200 p

Stock peptide pl
Sterile PBS pl

AUEINENINYINS
RN TUUMING AT
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APPENDIX C
AMINO ACID

1. Abbreviation for amino acids

A alanine L, leucine

—mnamo 0oz =

AULINENINYINS
IR TN TN
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