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APPENDIX I

Reagents, Materials and Instruments

A. Media and Reagents

Absolute ethanol (Merck, Geramany)

(Merck, Geramany)

/ - (GIBCO BRL, U.S.A))
/‘élnvitrogen, US.A)

'ﬁvitrogen, US.A)

fgma, US.A.)

a, US.A)
vitrogen, U.S.A.)
reso, U.S.A.)
Amreso, U.S.A.)
(sigma, U.S.A.)
(sigma, U.S.A.)

Acetone
Agarose (ultrapure)
BamHI

dNTPs 7 |
Bovine Serum Alb

Dimethyl sulfoxid
EcoRI

Ethylenediamine tétra
Ethydium bromide
Fetal bovine serum

Gum tragacanth

- HEPES GIBCO BRL,U.S.A)
HindIII —:‘ ogen, U.S.A.)
Kpnl myitrogen, U.S.A.)
L-glutamine (sngma US.A)

x:i::ﬁzﬂﬂﬁﬂ N INYIRT,
N AR 0d N I ERE

Phenol Chlorofrom : Isoamy (ultrapure) (USB, US.A)
Taq DNA polymerase (with MgCl, and PCR buffer) (GIBCO BRL, U.S.A))
Tris-base (sigma, U.S.A.)

Trypsin (sigma, U.S.A.)
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B. Materials
Microcentrifuge tube (TRS, US.A)
Tissue culture flask (Nunclon, Denmark)
Tissue culture plate (Nunclon, Denmark)
Cell scarper (Costar®, mexico)

C. Instruments

Autoclave (model-S90N

éﬂ (Tomyseiko, Japan)

Chemi doc Bio-Rad, US.A))
DNA thermocycle syste ‘ e (Hybaid, U.S.A)

Incubator type 80 “(Memmert, Geramany)

| odyne US.A)
W\ Rad, US.A.)
N (Toshiba, Japan)

(Bio-Rad, US.A.)
(CBS, California)

Microcentrifuge
Power Supply (Mo
Refrigerator

Spectrophotometer (S

Electrophoresis chamber

R

¥
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APPENDIX II
Reagents Preparation
Reagents and Media for Cell Culture

1 2X Medium 199
M 199 with Earle’s salts, with L-g

without NaHCO; O 99 g
Sterilized deionized distilled sz - 500 ml
Filtration and stored at 4°Ge

2 1 M HEPES |
HEPES (N-2-hydroxy Jefaine-No"2-ethen sulf onic acid)  23.83 g
Deionized distille N W 100 ml
Sterilized by autoc |

3. 10% NaHCO;
NaH CO, 07 10 g

~ Deionized distille ___,.-_% - 100 ml

Sterilized by aute olay

..I
i

4. L-glutamine

L—glutammeFTUEJ’JVIEWITWEJ”Iﬂ‘i 2922

Sterilized delmuzed distilled wager 9.s100 ml
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5.10% M 199 medium (GM) _,
2x M 199 with Earle’s salts, with L-glutamine
without NaHCO;
1 M HEPES
Penicilin/Streptomycin antibiotic (10°unit/ml)
10% NaHCO; adjusted to pH 7.4
L-glutamine

Fetal bovine serum

Deionized distilled water e~
6.2% M 199 medium (MM

withcut NaHCO;
1 M HEPES

Penicilin/Streptoms
10% NaH CO; adjusted
L-glutamine
Fetal bovine serum |

Sterilized deionized distil

7.10 X PBS (Phosphatest
NaCl |
KCl

RO ﬂ'lJEJ’JVIEW]?WEJ’]ﬂ‘i

KH,PO4

Sterili

y autoclaving 5 minutes

8.1X PBS
10 X stock PBS
Sterilized deionized distilled water

50

0.1

10
37

50

0.1

40

ml

ml
ml
ml
ml
ml

ml

ml

ml
ml
ml
ml
ml

ml

g
g

5.15¢g

100 ml
900 mi

161
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9.10X Trypsin

Trypsin 05 g
EDTA 02 g
NaCl 9 g
Deionized distilled water to 100 ml

Sterilized by filtration and stored at -20°C

10. 1X Trypsin

10X stock trypsin 10 ml
Sterilized deicnized 90 ml
stored at 4°C

11. Plaque overlay medi
Solution A
10X M199 with Ear 20 ml
without NaHCO; #
Fetal bovine serum 20 ml
IM HEPES 2 ml
Penicilin/Streptomycin a 0.2 ml
L-glutamine \ i_—t - 2 ml
10% NaHCO; " ' 3 ml
Sterilized deionized- distilled water 42 ml

e o UHINENTNEIN
A RARNATI NN INNSEE

Sterilized by autoclaving at 121 °C 15 minutes

Solution A ‘and B were mixed at the ratio 1:1 before use.



Reagents for Preparation of Viral DNAs

1. Lysing solution
Triton X-100
EDTA
Tris, pH 7.9

2.5 M NaCl
NaCl

Deionized distilled wate

Sterilized by autoclayi

3. RNase A (10mg/ml)
RNase A
Tris, pH 7.5
NaCl
Heated to 100°C for"

4. Preteinase K (20mg/ml
Proteinase K : ;_
Tris, pH 8.0 '.
EDTA

Stored a 4oﬂ1JEl’JVIEWI§W 81N3
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025 %
10 ml
10 ml

29220 ¢
1,000 ml

10 mg/ml
10 mM
15 mM

20 mg/ml
001 M
0.005 M
0.5 %

S3 M SOd&We'):ﬂ\‘lﬂ‘iflJ UNIINYNAY

Sodlum acetate 3H,0
Deionized distilled water to

Adjusted to pH 5.2 with glacial acid

6. TE buffer (Tris/EDTA)
Tris, pH 7.4
EDTA, pH 3.0

408 g
100 ml

10 mM

I mivi



Reagents for Gel Electrophoresis

1. Tris-borate buffer (TBE)

Tris —base 54 g
Boric acid 275¢g
5 M EDTA, pH 8.0 20 ml

Sterilized by autoclaving

2. Loading dye

Bromphenol blue 025 g
Xviene cyanol FR 025 g
Glycerol 30 ml
Deionized distilled 69.5 ml
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