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APPENDIX |
Chemical agents and Instruments

A. Chemical agents
Absolute Methanol GR (E. Merck, Darmstadt., Germany)
BSA ( Bovine Serum Albumin) (Sigma, MO, U.S.A.)
Butanol (E. Merck, Darmstadt., Germany)
Citric acld (E. Merck, Darmstadt., Germany)
Chioroform (Sigma, MO, U.S.A.)
Crystal violet (Fluka, Switzerland)
DMSO (dimethyt sulfaxide ) (Sigma, MO, U.S.A.)
Formaldehyde 40% w/v AR (Cario Erba, Milano, Italy)
‘Hexane (E. Merck: Darmstadt., Germany)
Potassium chloride (KCi) (M & B , England)
Potassium dlhydrogen phosphate GR (KH,PO,)(E. Merck, Darmstadt., Geﬁnany)
Dipotassium hydrogen phosphate GR (IKHPO,) (M & B , England)
Sodium bicarbonate (Na,HCO,) AR (E. Merck, Darmstadt., Germany)
Sodium nitrate (NaN,) GR (M &B , England)
Disodium carbonate GR (Na,CO,) (M & B, England)
Disodium hydrogen carbonate GR (Na,HCO,) (M &B , England)
Disodium hydrogen phesphate AR (Na,HPO, anhydrous) (M & B , England)
Sulfuric acld (Sigma, MO, U.S.A.)
Tragacanth ( Pharmaceutical chemicals, Denmark)
Trypsin - EDTA (10X 0.5/0.2% w/v) (Seromed, Germany)
Tween 20 (E. Merck, Darmstadt., Germany)



B. Instruments

Analytical balance (Satorlous, Germany) -

Autornatic pipstte, P10-100 / P50-200 (Socorex, Switzerland)

Centrifuge (Sigma , Germany)

Hemocytometsr (Spenser, U.S.A)

Laminar Air Flow (Holten, U.S.A)

Mixer Vortex (Scientific, N, U.S.A.)

Multichannel automatic pipette (8 channels) P10-100 / P50-200
(Socorex, Switzerland)

pH meter (Beckman, U.S.A.)

‘ Refrigerator 4°C (Sharp, Thailand)

Refrigerator -20°C (Ariston, U.S.A.)

Refrigerator -80°C ( Forma Scientific, Ohio, U.S.A.)

Water bath (Thelco, U.S.A.)

C. Laboratory supplies
Cryotubes 1.8 ml (NUNC, Denmark)
Glassware (Pyrex, U.S.A.)
Insulin syringes with needle 1 mi (Terumo, Tokyo, Japan)
Microcentrifuge tubes 1.5 ml
Microtiter platas (NUNC, Denmark)
Millipore filters (0.2 Ltm) (Gelman Sciences, U.S.A.)
Pipette tips for P10-100 / P50-200 (Treff Lab, Switzerland)
Tissue culture flasks (NUNC, Denmark)
Tissue culture plates (NUNC, Denmark)



APPENDIX I

MEDIUM AND REAGENTS
1. Vero Cell Growth Medium (Modified Eagle Madium, MEM)

MEM

Dissoived 1 packet of MEM with Eare's salt, with L-glutamine, without
| NaHCO, (Gibco, U.S.A} in 1,000 mi of sterilized deionized water, mixed well and
adjusted pH to 7.2 - 7.4 with 10% NaHCC, then, sterilized by filtration (0.20 pm
millipore) ‘

L]

Preparation before use (with 10%FCS and 1% antibiotic)

MEM 100 mi
Fetal Caif serum 10 mi
Antibiotic {Gibco, U.S.A., containing Penicillin G 10,000 units/m!,

Stréptomycin 10,000 pg/mi and Fungizone 1,000 pg/mi ) 1 m|

2. Vero Cell Maintenrance Medium

This is similar to growth medium except the amount of fetal caif serum is reduced

to 2 %.

3. Freezing Medium

MEM . 70 ml
i-etal Célf serum 20 mi

Dimethy! sulfoxide ) 10 ml



88

4, Transport Medium

This is similer to growth medium except the amount of antibiotic is added to 2%.

5. Phosphate Buffer Saline Solution (PBS), pH 7.5

NaCi 8.00 gm
KClI | 0.20 gm
KH,PO, : 0.20 gm
Na,HPO, 1.15 gm
Deionized distiiled water to 1,000 mi

This solution is sterilized by autociave at 15 lb/sq inch pressure for 30 minutes.

6. Trypsin - EDTA (1X)

Trypsin - EDTA (10X) 10 m]
PBS | 90 mi

7. Plaque Overlay Medium

Solution A
2x MEM with 20% FCS and 2% antibiotic “
Solution B
Tragacanth (Pharmaceutical chemicals, Denmark) 2 g
Deionized distilled water 100 ml

The solution A and solution B are mixed at a ratio of 1 : 1 before use.



Reagent in ELISA

1. Carbonate Buffer, pH 9.6

Na,CO, 1.59
Na,HCO, : 2.93
NaN, 0.20
Distillad water to 1,000

gm
gm
gm

m!

This solution shoutd be stored in the refrigerator for not more than 2 weeks.

2, 0.1 M Citric acid- Phosphate Buffer, pH 5.0

Citne acid * H,0 7.30
Na,HPO,* 12 H,0 . 23.88
Distilied water to 1,000

Working Solution

Blocking solution : PBS with 2% bovine serum albumin (BSA)
Washing solution : PBS-T (PBS with 0.05% Tween 20)

Diluent : PBS-T with 0.5%BSA

3. Suﬁstrate
'Ortho-phenylenadiamine (OPD) 2
0.1 M Citric acid- Phosphate Buffer, pH 5.0 3

gm
gm |

mi

gm

mi

After the OPD was completely dissolved, 5 LU of 30% H,O, was added. This

solution must be used immediately and protected from light.
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ED,, of medicinai plaht extracts and ACV against HSV-2 isolates
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