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APPENDIX I

REAGENTS, MATHELIALS AND INSTRUMENTS

A. Media and Reagents
Absolute ethanol (Merck, Germany)
AccuGel™ 19:1 (Nat10na1 Diagnostics, U.S.A.)
Acetone ck Germany)
Agarose 1c US.A)
Ammonium persulphate rmacia Biotech, Sweden)
Ampicilin . (Sigmagll.S.A.)
Anti-CD8-coated ma f E‘\ U.S.A.)
Biotinylated anti INF- Ma Sweden)
Boric acid 1\'\-\‘ 3\ A)
100 bp DNA Ladder , b 4 (N A\ \_ and Bio Labs, U.S.A.)
DMSO 28 ( \ nagilu.S.A.)
5-bromo-4-chlor-3-indolyphosjha e olium (Bio-Rad, U.S.A.)
Bromphenol blue B, U.S.A)
dNTPs LA (Promega, L.S.A.)
Ethylenediamine ts thacetic (EDTA) lf A)
Ethydium bromide : 10-Ra S.A)
Fetal bovine serum 2/ (GIBCO BRL, U.S.A)
——ERN 1T Wbl v

~ Glycerol (USB,US.A)

e ) 1§97 50 4 03 BB vs0

(New England Bio Labs, U.S.A.)

IL-2 (R & B, UK)

IL-7 (R & B, UK)

NaCl (Merck, Germany)

Monoclonal antibody IFN-g (Mabtech, Sweden)

pBR322 DNA-Msp I digest (New England Bio Labs, U.S.A.)

PHA (Sigma, US.A))
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Streptavidin-conjugate alkaline phosphatase (Mabtech, Sweden)

RPMI medium1640 (with L-glutamine) ~ (GIBCO BRL, U.S.A.)

Rsal (New England Bio Labs, U.S.A.)
Taq DNA polymerase (with MgC12 and PCR buffer) (Promega, U.S.A.)
TEMED (USB,U.S.A)

Tris-base (Sigma, U.S.A.)

Tween® 20 (USB,U.S.A)

Tryptone

Xylene
Xylence cyanol

Yeast extract

(Difco, U.S.A))
| W rck, U.S.A.)
alJ.S.A.)
B. Materials

Centrifuge tube

Disposable serologica

ELISpot plate e, U.S.A.)
Filter Tip o ,;: = Shson, U.S.A)
Microcentrifuge tube ” ; M orenson, U.S.A.)
Tissue culture plate s
(7
C. Instruments m

paioe 44 1 Y THYART
Chemi doc (BlsRad US.A. )
co 47 5191 S0 UV AR

DNA thgrmocycle system ybaid, U.S.A.)
Electrophoresis chamber (CBS, US.A)
Microcentrifuge (Fotodyne, U.S.A.)
Mixer-Vertex-Genic (Scientific industries, U.S.A.)
Power supply (Model 1000/500) (Bio-Rad, U.S.A))
Refrigerator (Toshiba, Japan)

Spectrophotometer (SmartSpect™ 3000)  (Bio-Rad, U.S.A.)



Vertical electrophoresis chamber (CBS,US.A)
Water bath (Julabo, Germany)
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APPENDIX II

REAGENTS PREPARATION

Reagent for Preparation of Standard HPV-DNA

1. Luria-Bertani broth

Tryptone 10 g
Yeast extract 5g
NaCl 10 g
Distilled water to 1L
Sterilized by autoclavi

2. Luria-Bertani agar plate
Tryptone 10 g
Yeast extract 5g
NaCl 10 g
Agar 10 g
Distilled water to 1L
Sterilized by autoclayin; y
To pour plates, aga  Was allowed 'FJ en ampicillin 100

mg/ml was added. A drying, plates were stored at 4°€ until used.

5. 05MEDTA ﬂ'lJEJ’JVIEW]iWEJ’lﬂ‘i

NaEDTA- 2H2 qrs18.61g

@ BN T NAN TN o m

Adjust the pH to 8.0 with 10 M NaOH

Sterilized by autoclaving 121 °C 15 minutes and store at room temperature

4. 2 M Tris-Cl, pH 7.4
Tris base 2422 ¢
Concentrated HCI 14 ml
Distilled water to 100 ml
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Sterilized by autoclaving 121 °C 15 minutes

5. TE buffer (Tris/EDTA)

2 M Tris-Cl, pH 7.4 0.5 ml
0.5 M EDTA 20 ml
Distilled water 99.48 ml

Sterilized by autoclaving 121 °C 15 minutes and store at room temperature

Reagent for Sequencing

1. 70 % Ethanol / '
Absolute Ethanol / ‘ 70 ml
Sterile distilled wate/ 30 ml
Store at -20 °C -

2. 3 M Sodium acetate
Sodium acetate 3H,0 408 g
Deionised distilled water 100 ml

Adjusted to pH 5.2 with glacial

Reagent for Electrophoresis
1

1. 10 X Tris-borate buffer (TBE),

ﬂumwﬂmwmm

Boric acid 30 8 g

NazEﬂ‘“ﬁ”lﬂﬂﬂ‘iﬂJﬂJiﬂﬂﬂEﬂﬂ g

Distilled water to

Sterilize by autoclaving 121 °C 15 minutes and store at room temperature

2. Ethidium bromide (10 mg/ml)
Ethidium bromide ‘ 1 g
Sterile distilled water 100 ml
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3. Loading dye

Bromphenol blue 025 g
Xylene cyanol : 025 g
Glycerol 30 g
Deionised distilled water 69.5 ml

4. 1.5% Agarose gel

SR 0325 g
0.5 X TBE buffer T
5. 10% Acrylamide gel loadifig §olitio
40% Acrylamide & .
Deionised distilled wz -
10X TBE b, 41 o o
10% ammonium 200 1
TEMED &
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