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APPENDIX A

CHEMICAL AGENTS AND INSTRUMENTS

Laboratory supplies
Aerosol resistance pipette tip: 10,200, and 1000 pl (Oxygen, USA)
Aluminum foils (M FOIL®, USA)

Bottle top filter
Coplin stainin
Cryotube (So
Cylinders (
Disposable glo
Eppendorf tube

Humidified cha

Microscope g1ass Gover stips (C

96 multiwell es (Nunc, USA
TS Wens
{EETAuInaaay

Slide (Soilbrand, China)

Slide box

Slide film (Eritchrome 400, Kodak)

Slotted microscope slide staining dish
Sterile membrane filters (Whatman®, Japan)

Sterile millipore 0.22 pM (Miller-GP, USA)



Sterile polypropylene centrifuge tube: 15 ml, 50 ml. (CellStar”, USA)
T 25 Tissue Culture flasks (CellStar”, USA)

T 75 Tissue Culture flasks (CellStar", USA)

Tube rack

Equipments

Differential countg
ELISA MicroplatgiRe
Freezer — 20° C (S,
Freezer — 80° C (SANYO

Hemocytometer (Bog€o, C :;'ﬂm__:
Hot Plate Stirrer (HL In '_"'_‘“
Incubator (Heréael .l
Light micros ‘:
Low- speed cent fuge (Beckman)

- ‘Tﬁ‘ﬂ’ﬂﬁﬂﬂ‘éﬂﬂﬂﬂ‘i

Refrigerifor 4°C (SANYO, Japan)

@%WMW'&N’WTW]EHGH

Thermometer
Ultrasonicator (Virtis, USA)
Vacuum pump

Vortex (Labnet, USA)
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General Reagents
Absolute ethanol (Merck, Germany)
Acetic acid (Merck, Germany)
Ascorbic acid (Sigma, Germany)
Bovine Serum Albumin (Gibco®, USA)
Clorox (Clorox, USA)
DMSO (Euroclone 0, Italy)

Dulbecco’s modified Eagle’s mec L (tye Germany)

Hydrochloric acig
Kojic acid (Sigma
L- Tyrosine (Sigm:

L- Glutamine (Gibco'BR @

Paraformaldehyde powd ryn '_F' as a, Germe N y)
Penicillin-Str “'f"'"'""'""""""_'"'"""""
Potassium chlozide
Potassium hydro%;n phosphate (Baker USA)

sosfibbi&0) 219 T £ 1) 3

Sodmmﬂydromde (Merck, qgrmany)
WARARARITRHN Y185

(ﬂ- Sodium hydrogen phosphate monobasic (BDH)

Sodium bicarbonate (Baker, USA)

0.4% Trypan blue dye (Sigma, USA)
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APPENDIX B

CELL COUNTIING BY HEMOCYTOMETER AND TRYPAN

BLUE DYE EXCLUSION TEST

The concentration of a cell suspension can be determined by using a

. ide‘!’iﬂ{ﬁhol, taking care not to scratch

the semisilvered surface. A_ie coverslip, and, we ing the edges very slightly,

hemocytometer slide.

Protocol

1. Clean the surfa

press it down over the g}

2. Mix the cell su efting isperse any clumps.

atel \ edge of the hemocytometer

3. Transfer the ce

5. Select a 10 X objectlve, and focus on the gmﬂmes in the chamber (Figure

e A R PRy o o

that bounded by%ree parallel lines. }'hls areais 1 mm

@ G0 B 90 ) 4 9§ ions a
boundedqoy three parallel lines) and single grid lines as an aid for counting. Count cells
that lie on the top and left-hand lines of each square, but not those on the bottom or
right-hand lines, in order to avoid counting the same cell twice.

7. Move to the second chamber and do a second count.
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Analysis
: Calculate the average of the two counts, and derive the concentration of
sample using the formula:
c=n/v
¢ = cell concentration (cells/ml)

n = number of cells counted

v = volume counted (ml

For the Impro; the depth of the chamber is 0.1 mm

(Figure 32 a), and, assuming-thatonly té centrab-iemm’ (Figure 32 c) is used, v is 0.1

mm’, or 1x10™ ml. The foza .
NS

the central 1 mm" (Figure 32 d)

%
%
W,

%

Only the

were counted this equatig

! ‘ ==
r“.’-—{ "riJ 2

(2 A

i

- e EEETETETETET .. 3
| : - [
5 v:" |“‘ ‘
i | it
il :.H |
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APPROXIMATE FIELD
OF 10X OBJECTIVE

1 mm
' 3 [,;, ‘: * 24 [4 :'s:
& B St
5 T
Ly 15
e Pl £ 1 mm
v
A i
-
4
-
48 °
d 2, '0‘ ‘ 3 :
o
ildd
I 5
I eten
o=
- _; ik j
Lo
Figure 13. Hemo eter slide, a) |of the slide, showing the
position olfﬂe 1ls pEfamber. b) Top view of the

slide. ¢) Magplﬁcd view of the t&}l area of the grid. The light central area

] ﬂuaghg VAR B 4 0 s

area covers approximately the central.l mm’ of thegrid. d) Magnified

o Veloita »ﬂmmmn YOI

that make up the 1- mm’ central area. This view is subdivided by single

grid lines into the 16 smallest squares to aid counting.
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Trypan blue dye exclusion test
Trypan blue is one of the several stains recommended to use for viable
cell counting. The method is based on the principle that viable cells do not take up
trypan blue, where as dead cells do. The procedures are as follows:
1. Take a clean hemocytometer slide and fix the coverslip in place.

2. Aliquot 20 pl of the suspended cell culture into an eppendorf test tube. Add

50 ul of 0.4 % trypan blue solution and of DMEM free serum.
3. Leave the mixture for 5 minute. ’)leave them for a longer period of

ﬁ dye.)
- Pi 1 \ the hemocytometer; place the
slide on the microsco , \\\,\

jiable) and stained (dead) cells

5. Calculate the » bV Abili \ d, the concentration, which gave

Total cells = .'-u..w he original vol f fluid fi hich cell
oa. cells WW; al volume of fluid from which ce

quare X dilution factor x 10*

e

o= samplewastaken. 4
LY

%ce' mstained) x 100
1] I'n

total cells (stamed an unstamed)

ﬂ‘lJﬂ’Wlﬂ'ﬂﬁWﬂ']ﬂ‘i
QW’W&NﬂiﬂJ NN Y
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APPENDIX C

RT-PCR AND SPECIFIC BUFFER

1. Preparation of the reaction mix for cDNA synthesis

Before starting the experiment thaw all reagents except of the

polymerase, mix them thorughly and céntrifuge briefly. Use a sterile microcentrifuge

Volume/3 Volume/4

RT Reacion / - g“; ’.‘\\"\\}

sample (ul)  sample (pul)

ole (1)
£ \1.
T '\"

\

10X Reaction Buffer a2 2 6 8
25mM MgCI2 12 16
dNTP 6 8
Random Primer y 6 8
RNase Inhiitor T — 3 4
v,
AMV Reverstranscriptasﬁ 3 4
Master Mix 48
s
Master Mix Ahﬁt u EI‘ ’J Qn E] fﬂ i w &lq ﬂ ‘§3x12 4x12
2 ug of RNA (Xi)\! 2xX1 4xXi
U . .
¥ (20-12-Xi)
Total Volame 4x20

i = the number labeled in each sample.



2. Preparation of the reaction mix for PCR

32

Before starting the experiment thaw all reagents except of the

polymerase, mix them thorughly and centrifuge briefly. Use a sterile microcentrifuge

tube to add the reagents to the reaction mix in a fixed order as outlined in the table.

Table 4 Preparation of the reaction mix for PCR

PCR Reacion Volume/3 Volume/4
sample (-].ll) sample (A1)
10X Reaction Buffer 7.3 10
25mM MgCI2 45 6
dNTP 1.5 2
Taq 0.6 0.8
Forward Primer 2.1 2.8
Reward Primer 2.1 2.8
Master Mixt 18.3 244
Master Mix Aliquot _ 7 3x6.1 4x6.1
cDNA v X s 4x5
RNase Free Water (25-6m5) .9 2x13.@ 3x13.9 4x13.9
Total Volume/sample ¢ & 25 @ 205 35 4x25
%ﬁﬁﬂﬁfﬁﬂfﬁﬂ 3
3. Buffers prepatlons for RT-PCR
ARIANNTUURIINGAY

10x Ficoll loading buffer 10 ml

Ficoll 25 g

Bromphenol blue 0.025 g

0.5 M EDTA (pH 8.0) 0.2 ml

Adjust volume to 10 ml with dH,0, Store at 20°%.



1.5% Agarose gel (w/v) 100 ml
Agarose

1x TBE

Dissolve by heating and occational mixing until no granules of agarose are

La
100

53

g

ml

visible. Add ethidium bromide (stock 10 mg/ml) 10 LAl (final concentration 1

Hg/ml)

10x TBE buffer (p

Tris base /
EDTA 2H,0 (p

dH,0

Adjust the pH t6 8.0fwith-conc.HC
?ﬁ

Adjust the volume to liter with dk
f K‘Z “.-f_J

1x TBE buffek "
10x TBE bu "'l
dH20 ’

i g 0T TPS 8117 5

Adjust the volume to 1 liter v?th dH,0

108
40

800
55

100
900

QW'\ﬁNﬂ‘ifUNW]’mEI']ﬂEI

ml

ml

ml

ml



APPENDIX D
SPECIFIC BUFFER FOR WESTERN BLOT

Buffers preparations for western blot

1.5 M Tris base (pH 8.8) 100 ml
18.171
80

d.conc:NaOH

12.14
80

Adjust the
y‘i
0.5 M Tris-HCE100 m

gUEINENINEINT .
PRI AN 4t

10% SDS 100 ml

SDS 10
Adjust the volume to 100 ml with dH,0

54

ml

ml

ml



1x Triton lysis buffer 100 ml

25 mM Tris-HCl (pH 8.0) ; 0.4
150 mM NaCl 0.88
0.5% Triton X-100 , 0.5
5 mM EDTA 0.186
dH,0 100

10x Laemmli running buffe

Tris base 30.3
Glycine 144.2
10
900
\l . nc.NaOH
1x Transfer b
5.8
Glycine 2.9
spsCA £ 037
Adjustihe volume to:
100% M thanol " 200
B'°°"'H"I§‘EJ’J ‘VIEJV]?W gIN3
5% non fat dry milk i m
@W"@WNNW}’J NYA e
Tris base
NaCl 80
KCl1 2
dH,0 800

Adjust the pH to 7.4 with conc. HCI
Adjust the volume to 1 liter with dH,0

55

ml

ml

ml

ml

ml



Stain 0.5% coomassei blue 500 ml
Methanol
Acetic acid
coomassei blue
Adjust the volume to 500 ml with dH,0
Destain 500 ml
Methanol

Acetic acid

Adjust

AULINENINYINT
RIAATAUIM TN

200
50
2.5

150
50

56

‘ml

ml

ml

ml
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APPENDIX E
FINGER PRINT OF HERBAL CRUDE EXTRACT

Mallotus Spodocarpus
Bring roots of Mallotus Spodocarpus to extract with 95% ethanol
(dilution1:10).

ACR1

Column: C18 ﬂ U gﬁw E]V]%Jw BN

Solvent system: %ethanol water (20.80 60: 40)

o AR T URINY A 8

Figure 11 Finger print of Mallotus Spodocarpus. Shown that this crude extract has

mainly saponin and ACR1 components. (by Dr. Saroj’s Research Lab Co., Ltd)



100 —

) )
8
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Excoecaria Bicolor

Bring leaves of Excoecaria Bicolor to extract with 40% ethanol (dilution 1:10)

% J ;
: ‘ 1 i’? .

g|flesd ” I": ‘."

Column: C18 Y

Solvent system: 0.01 N Formlc acid: Methanol water (1% 98 5: 25:70)

Flow rate: o.sﬂ/ﬂﬂ ’J Y ijw EJI] 179

Figure 15. Fifiger print of Excoec‘qrm Bicolor. Shown that this crude extract has

mal“@ﬁ@ﬁ%ﬁ%ﬁ%ﬁ%ﬂﬂq &
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