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APPENDIX I

REAGENTS, METERIALS AND INSTRUMENTS

A. MEDIA AND REAGENTS

Absolute ethanol (Merck, Germany)

Acetone (Merck, Germany)

Agarose (ultrapure)
Bromphenol blue
dNTPs A\ \ vitrogen, U.S.A.)
2-Mercaptoethanol . (Sigma, U.S.A)
Bovine Serum Albumin igma, U.S.A)
Ethylenediamine te ] ) I\ 4 (Amresco, U.S.A.)
Ethidium bromide esco, U.S.A.)

Fetal bovine serum (FB L GIBCO BRL, US.A.)
FACS Permeabilizing solution with-sag 2 :~ \ (Becton Dickinson, U.S.A.)
Gum tragacanth (Sigma, U.S.A.)

L-glutamine Sigma, US.A.)

Medium 199 (M1 901 - (GIBCO BRL, U.S.A.)

Minimum Essential diium GIBCO BRL, US.A)
1 Kb Plus US.A)
memfwﬁrawamw gt
Penicillin (Sigma, U.S&A)
Peamaxm‘mmm'mm aY

3 monoclonal antibodies (CD3/PerCP) (Becton Dickinson, U.S.A.)
Potassium chloride (KCI) (Merk, Germany)
Rabbit-anti HSV-1 antibody (B114, DAKO A/S, Denmark)
Rabbit-anti HSV-2 antibody (B116, DAKO A/S, Denmark)
RPMI 1640 ( with L-glutamine) (GIBCOBRL, U.S.A)

Sodium Azide (NaN,) (Sigma, U.S.A.)



Sodium chloride (NaCl) (Merk, Germany)
Sodium hydrogencarbonate (NaHCO,) (Merk, Germany)
Swine-anti rabbit antibody conjugated with FITC (DAKO A/S, Denmark)
Streptomycin (Sigma, U.S.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.)

B. MATERIALS

Microcentrifuge tube ' RS, U.S.A)
Polaroid film (no. 6 - Berlijucker, U.S.A.)
Tissue culture flask \G ¢, Denmark)

Tissue culture plate nc, Denmark)

12x75 mm polystylen ifh capsii’ " "(Becton Dickinson, U.S.A.)

C. INSTRUMENTS

Autoclave (model S*9 qQ _3 seiko, Japan)

Chemi doc v, 810-Rad, U.S.A.)

DNA thermocycle sy '[ : Hybaid, England)

FACSort Flow cytometrgw CELL QUEST ware (Becton Dickinson, U.S.A.)

e FHBAN ) TNY R

Incubator typ 880 (Memmert, Germany)

QRYAIN IOl NN I NS
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Mixef Vertex-Genic (Scientific industries, U.S.A.)

Refrigerator (Toshiba, Japan)
Water bath (Julabo, Germany)



APPENDIX II

REAGENTS PREPARATION

REAGENTS AND MEDIA FOR CELL CULTURE

1. 10% M199 medium

2X M199 with Earle’s saiSRpiuees
without NaHCO, 50 ml
| M HEPES il

Pen/Strep. Antibiotig 0.1 ml

10% NaHCO, 1 ml
L-glutamine 1 ml
FBS 10 ml
DDW 46 ml
Stored at 4 °C

2. 10% MEM '

»

2X MEM with Earle’s silts with L- glutamme

e @H INYNTHYING -

w;mﬂmmzuummma )

Stored at 4 °C
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3. 1XRPMI 1640

RPMI 1640 with L-glutamine 104 g
NaHCO, 2 g
HEPES 2383 g
DDW 1,000 ml

Sterilized by filtration and stored at 4 °C

4. 10% RPMI 1640

1X RPMI 1640 with L- 90 ml
FBS 10 ml
Pen/Strep. Antibioti 0.1 ml

Stored at 4 °C

5. 10X PBS (phosphate-buffe,

NaCl 40 g
KEL 1 g
NaHPO, 578 g
KH,PO, 1 g
ml

- ETTTa) e NINBABT

sterilized by autoclavmg

QWWﬂ\‘lﬂ‘iiuﬁJm’mli

6. 1X PBS

10X stock PBS 100 ml
DDW 900 ml



7. 10X Trypsin

Trypsin
EDTA
NaCl
DDW

Sterilized by filtration and stored at -20 °C

8. 1X Trypsin
10X stock trypsin
DDW

Store at 4 °C

9. Plaque overlay mediu

Solution A

10X M199 with Earle’s salts
without NaHCO,
FBS (A
1 M HEPES
Pen/Strep. AntibiotidJl§b’ unit/m

10% NaHCO

0.5
0.2
9.0
100

10
90

20
20
2

0.2

Lgmmﬂumwﬂmwmn‘z
Q‘Wﬂﬁlﬁﬂ‘iﬁulmﬂmﬂﬁﬂ

Solutlon

Gum tragacanth

DDW

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

1.6
100

105

ml

ml

ml

ml
ml
ml
ml
ml

ml

g

ml
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REAGENTS FOR FLOW CYTOMETRY

1. Washed buffer

BSA 3 g
NaN, 1 g
1X PBS 1,000 ml

Store at 4°C

2. FACS Permeabilizing solu

REAGENTS FOR PCR AND |

1. 5X Tris-borate buffer (TBE)

Tris-base ' v A 54 g
Boric acid | j | 275 g
5M EDTA, pH 8.0 ml

smnhzedbﬂtw'mﬂw'sw HINT
m-d-ﬂmwmm UN1INYIAY

Ethidium bromide 1 g

L

Sterile distilled water 100 ml



3. Loading dye

Bromphenol blue 0.25
Xylene cyanol FF ' 0.25
Glycerol 30

DDW 69.5

4. 1% Agarose gel

Agarose ultrapure

0.5X TBE buffer

M

AuEINgNIneng
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ml

ml

ml
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