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APPENDIX

Growth medium (10% FBS in MEM)

Dissolve 9.4 g Eagle’s MEM (Nissui, Japan) powder in 1,000 ml distilled water
and sterile by autoclave at 121 °C 15 pound/inchz. Add 8 ml of L-glutamine (GlBCOw),
10 ml of 0.14 M HEPES (Research Organic), 100 ml FBS (HyCIoneQ. USA), and adjust

autoclave at 121 °C 15 pous ' 8 3 '*-. e, 10 ml of 0.14 M HEPES, 20
ml FBS, and adjust pH to ith 7. odiu \x;‘.‘*m ate

Phosphate Buffered

NaCl (Merck, Germany) 8.00 g

KCl (Merck, Germany) 0.20 g

KH,PO, (Merck, Germany) 0.20 g

Na,HPO,#12H,0 (Merek 1.15 g

distiled water %4 xJ 1,000 ml

This solution isﬂn‘ﬁzed by autoclave a > 1%undﬁnch2.

0.04% mpsmﬂpu El\’EI V El‘Vl‘ﬁ‘W H’]ﬂ‘i

Trypsin (GIBCO g

m@mmn‘:m WAINaE -
100 mi

This solution is sterilized by filtration (0.20 um filter membrane, Minisart®,

Sartorius, Germany).



7

0.14 M HEPES

N-(2-Hydroxyethyl) piperazine-N'-(2-ethane-sulfonic acid) 3.3362 g
(HEPES, Research Organic)

distilled water 100 ml

This solution is sterilized by filtration (0.20 um filter membrane).

7.5% NaHCO,
NaHCO, (Merck, Germany)

7.8 g
distilled water 100 ml

This solution is

0.2 % Trypan blue in

Trypan blue (Fluka) 0.2 g
NaCl 0.85 g
distilled water 100 mi

MTT in PBS
3-(4,5-dimethyl-thiazayl-2- yromide (MTT, USBN, USA) 100 mg
PBS o ——""
This solution is&n : e' embrane).
I

-3 L

Spectrophom"ﬁﬁ E;'Eﬂ HYrFNEINT

Lucy 2 ELISA reader, Lucys

LATAININ N INYAY

BIO-RAD Model 550 Microplate reader

50 ml

Computation of % viability
% viability = {[(b -a)/a]x 100} + 100
a = mean OD of control group

b = mean OD of test sample
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If b higher than a, % viability = 100

Computation of % inhibition
% inhibition = [(@a-b)/a]x 100
a = mean OD of control group

b = mean OD of test sample

IC,, is the concen reduce optical density by 50%

compare with control g sformation and regression

(Finney, 1971) to prod Y = probit value converted

from % inhibition, X = g/ml), a = intercept or the

ssion line come across Y axis,

and b = slope.

CCy, is the concentrz ce optical density in MTT assay

by 50% compare with control g |

value converted from % vi X =log (co s le in pg/mi)

e '}

2

Computation of sam@ inde» |
= HE I METINYN S
RININTUUNININY

i as same as IC,, where as Y = probit
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