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APPENDIX
1. Chemical agents and instruments
Chemical agents
Absolute methanol GR (E. Merck, Darmstadt, Germany)
Citric acid (E. Merck, Darmstadt, Germany)
Chlroform (Sigma, MO, U.S.A.)
Crystal violet (Fluka, Switzerland)
DMSO (dimethy! sulfoxide) (Sigma, MO,

Formaldehyde 40% w/v AR ( Carlo.Erk
Hexane (E. Merck, DarmstadtpGeis
Potassium chloride (KCI) (M&&s
Potassium dihydrogen phg adt, Germany)
Dipotassium hydrogen phe§pha dt, Germany)
Sodium bicarbonate(NaHC@:,) (B

Disod hydrogen phosphate(&, ..;# @ u s tadt, Germany)
Sulfuric acid) (Sigma, MO, U.

Tragacanth (Pharmaceutica! chefhi f—_

Instruments

Analytical balance (Sart@iis

Automatic pipet, P10-100/p30-200(Socorex, S

Centrifuge (Sigma, Germany)' g,

——ti L EJ NINYINT

Laminar Air Flow (H%‘ten U.S.A)

e QIRARIAT O UAN TNV Y
Multlchanneﬂautomatlc pipette , 8 channel(Socorex, Switzerland)

pH meter (Beckman, USA.)

Refrigerator4°C (Sharp, Thailand)

Refrigerator20°C (Ariston , USA.)

Refrigerator80°C (Forma Scientific, Ohio, USA)

Water bath (Thelco, USA)
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Laboratory supplies
Cryotubes (Nunc, Denmark)
Glassware (Pyrex, USA)
Microcentrifuge tubes
Millipore filters 0.2 um (Gelman Sciences, USA)
Pipette tips (Nunc, Denmark)
Tissue culture flask(Nunc, Denmark)

Tisssue culture plate(Nunc, Denmark)

Z.
——

2. Medium and reagents

Growth Medium

Dissolved 9.5 g M , \ \ jee salts (Hyclone, Lot No.

-

IHI 40 USA.) without sodium

\. um bicarbonate (Sigma,

AJJ10788D, USA.), with L-g
bicarbonate in deionize
USA). The solution was > with 6N HCI. Then, the
solution was adjusted volumé'to as sterilized by filtration (0.22
pm millipore filter membrane). -" e tH ion"was supplemented with 10%

fetal bovine serum (FBS, Biochfoss 30B, Berlin, Germany) and 1%

antibiotic-antimycotic 2 ‘_,--»—-w-v------—--'—ﬁf-ﬁ-----“--;-E-s A.) which contained
10,000 units/ml pen|C|Ilm 0 ptomylcin sulfate and 25 pg/ml

Ay ¥

ﬂ‘UEl’J‘YIEWl?WEﬂﬂ‘i

Maintenance Med

rosr RANATNIIINSIAL

Phosphate Buffer Saline Solution (PBS)

fungizone.

NaCl (Merck, Lot No. K27736104021, Germany) 8.00 g
KCI (May&Baker, England) . 0.20 g
KH,PO, (Merk, Lot No. 547A17873, Germany) 0.20 g
Na,HPO, (May&Baker, Lot No. 50028, England) 1.15 g



(44

Deionized distilled water to 1,000 ml

This solution is sterilized by autoclave (121°C, 15 psi for 15 min).

Trypsin-EDTA (1X)
Trypsin-EDTA (10X) (Biochrome AG, Lot. No. 521B, Germany) 10 mi
PBS 90 ml

Plaque Overlay medium
Solution A

2x MEM with 20% FBS ag

This solution was sterilizedde atiof ; millipore filter membrane).
Solution B |

Tragacanth (BP, 197 ZgF Toan ) 2 g

Dionized distilled wa = : 100  ml

The solution A and B are mixe

Low-pH Citrate buffer, pH 3.0

Sodium citrate mM
Potassium chioride mM
Sodium chloride +85 mM

pH is adjusted to 3.0

HUEININTNYINS

0.05% Methylene blug in distiled water ¢
memy,enearmmnifuummmas_J

distilled water mj
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Calculation of median cytotoxic concentration(CC,,), effective concentration(EC,) and

inhibitory concentration(IC,,) by regression formula.

CC,, is the concentration of plant extract which exhibit 50% cytotoxicity. CC, is
calculated from the regression formula Y = a+b X or Y = a+b log X; whenY = optical
density, X = concentration of plant extract in ug/ml, a = intercept or the distance
between X axis and the point where the regression line comed across Y axis, and b =

slope.

EC,, is the concentration EXirac ‘ hich can inhibit 50% of plaque
formation. EC, is celculated Tromett 5 regres oﬁ =a+b XorY = a+b log X;

whenY = number of plaque in ug/ml, a = intercept or

the distance between X & jion line comed across Y

axis, and b = slope.

IC,, is the concentratioh gf ah Plant-€ , f 8an inhibit 50% of virus vyield.
7 ( or Y = a+b log X; whenY =
number of plaque, X = concenfratios !' 1 tin ug/ml, a = intercept or the
distance between X axis and the peint wh = gression line comed across Y axis,

and b = slope.
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Determination of correlation coefficient

Correlation coefficient between concentration and percent inhibition or incubation time

and percent inhibition was determined using SPSS program as following example.

Concentration(ug/ml) Correlation coefficient

100

200

400 R=0.95

800

1600
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