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APPENDIX

Growth Medium

Dissolved 9.5 g MEM powder with Earle's balance salts (Hyclone, Lot No.
AJJ10788D, USA.), with L-glutamine (Sigma, Lot. No. 69H0740, USA.) without sodium

bicarbonate in deionized distilled wate{ dded 2.2g/I sodium bicarbonate (Sigma

USA). The solution was mixed
solution was adjusted volu

pum millipore filter membra IS upplemented with with 10%

fetal bovine serum (F Berlin, Germany) and 1%

antibiotic-antimycotic a , USA.) which contained

10,000 units/ml  penicilli Omycin sulfate and 25 pg/ml

fungizone).

Maintenance Medium

This is similar t_o grwth —r“‘ﬁ" 6 ",-;‘:-, : mount of FBS is reduced to 5%.

e

s

Phosphate Buffer Sali ‘( C

7

| y
NaCl (Merck, Lot No. K27§6104021 Germany 8.00 g
KCl (May&Bakerﬁ"n%il ’J ‘V’l E] 'ﬂ ‘j w E] ’] ﬂ ‘j 0.20 g
KH,PO, (Merk, LofNo. 547A17873, . Germany) g
Na,HPO, qme«&ﬁhﬂﬁmﬁw% ’] ’g ﬂ E] '] ﬂlﬂ g
Deionized distilled water to 1,000 ml

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



Fés|

Trypsin-EDTA (1X)

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

Plaque Overlay medium

Solution A

NNNY) b, g
Dionized distilled £ =" \\' 100 m

This solution is sterilj atoclavel(121% 16 psi for 15 min).

1% Crystal violet in 10% formalin =~ 274

Crystal violet (Schmid ';_\"J 5 g
40% Formalin (Vidhyasori Thafla 125 mi
Deionized distilled water to €a 500 ml

AUYINYNINYINT

~ Calculation of medi@n cytotoxic dose (Cpm) by Reed- Muench method

Bl VR AL AR,

dose (CDSO) This value indicated the concentration of extract that caused toxic effect to

50% of the cell population calculated by Reed-Muench method.
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Table 9 Example of data arrangement for calculation of CD, from extract by Reed-
Muench
Accumulated values
Extract Number of wells -
Number of wells Mortality
concentratior| dilutio dead Survival dead Survival Percent
. Ratio (e)
(ng/ml) n cell (a) cell | ell (c) cell (d) (f)
1,000 | 10° 4 NG 0 4/4 100
500 | 10 y 4 0/4 0
250 | 10°° , 4 N 8 0/8 0
125 | 10°° ‘ ) 2 0/12 0
62.5 | 102 DL 16 0/16 0
15 k= \
31.25 | 10 ﬁ [;;J P 0/20 0

RNADy Y )
Accumulated values #for ‘the to Jﬂ r of that died or survived are

obtained by adding in the directio 'Meat arrows. The accumulated mortality

ratio (column e) represents the accgunjl‘aleg, of dead cells (column c) over
the accumulated total a

From the table, of cells mortality in the

I
presence of extract at ¢ entratuon of 1,000 pg/ml (dllutlon = 10) was higher than

e \ril) ﬂﬂ‘ﬁ"?'w Wh.cﬁb‘?ZULL”T.Z;°Z§;JZZZ
Wﬁ sl ngay

(% mortality at dilution next above 50%) - 50%

(% mortality at dilution next above 50%) - (% mortality at dilution next below 50%)

o/ _ 0, .
So that proportionate distance - 1900%-50%  _ 0.5
100% - 0%
Since the proportionate distance between any two dilutions is a function of the

incremental steps used in preparing the series; for example, 2-fold,5-fold, 10-fold, etc: it

¢



7

is necessary to correct (multiply) the proportionate distance by the dilution factor, which
is the logarithm of the dilution steps employed. For example the serial 10-fold dilutions,
the factor is 1 (log 10 = 1), in a 2-fold dilution series, the factor is 0.3 (log 2), and the

factor is to be negative.

Therefore, correct proportional distance = proportional distance x dilution factor

= 0.5x(-0.3)

Negative logarithm of CDq, >gat of e dilution above the 50% mortality

-0.15

CDy, is at dilution 10

Computation of ED,,

ED,, is the conc ' o agent which'can inhibit plaque formation
by 50% calculated from the're =atbXorY = a+b log X; whenY =
number of plaque, X = con of anti in pg/ml, a = intercept or the
distance between X axis and th -«,J"*f" . ession line comed across Y axis,

]

I
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