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APPENDICES

Appendix A

Stock solutions for ND-PAGE

a) 30% acrylamid

in distilled water and

adjusted to pH 8.8/ wikh reynade up volume to 100 ml.

‘of Tris was dissolved

and adjusted

”Tris HC1 pH 6.8

to pH 6. muﬂm and agI mj dfml: ::ze:l“d“sted
'51 WW JIRTT Wﬂﬁ'ﬁﬂ“lycine.

pH 8.3)

d) 1.25

Tris 3.275 g
Glycine 14.42 ¢
final volume 1000 nml
The buffer was diluted to 10 folds before used in elec-

trophoretic run as described in section 2.2.9.1 and directly use

in section 2.2.9.3.



f) Sample buffer

104

Three parts of sample was mixed with one part of sample

buf fer which composed of glycerol : stock solution d) : distilled

wvater = 2:1:2 (v/v) with trace amount of bromophenol blue before

loading to the gel.

Preparation for discontinunous nondenatu

F
7,

”

ping polyacrylamide gel

o
> !
,fzi;’. i separating gel stacking
jf;if N7 = i:: gel
Reagent ff;sz‘ﬂge?tioﬁ;E.z.s.l) (section 2.2.9.3)
y 4 { iy 3%
/ ' 7,
' E 7 7.5% 12.5%
30%acrylanide-0.81pis (ni;ji : i?34 4.2 1.5
1.5 M Tris-HCl p}';l‘.a (nl) 7.0 Sls 2.5 -
0.5 M Tris-Hcl pH 6.8 (ml) - 18 - 8.7
distilled water_(ml) 15.90 4.0 3.1 6.6
10mg# ammoniumpersulfate (ul) 200 200 200 200
TEMED (ul) 5 5 5
total volume (ml) 27 10 12.0

f) Staining solution (0.2% Coomassie blue stain)

Coomassie blue
methanol
acetic acid

distilled water

0.8

200

40

160

g
ml

ml
ml
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The dye was stirred in methanol before adding acetic
acid and water. The solution was filtered through the filter paper
(Whatman ¥ 1). THe solution can be used 2-3 times.

g) Destaining solution

7% acetic acid and 5% methanol

acetic acid 70 ml

Made up with distilled water.

ac6lie acid and 50% methanol

Made .:7'7 000 m1 with distilled water.

bt < 1%

s i,

Y = — )

e

[ D | ]
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Appendix B

Preparation of SDS-polyacrylamide gel electrophoresis

Stock solutions a,b,c and d was prepared as described in

Appendix A. The separating gel and stacking gel were set according

to this formula.

'/
Reagent fi.sx separating gel|3% stacking gel
30% acrylamide - oﬁiﬁis (al) 1 4.2 1.5
Tris-HC1 pH 6.8 (ny‘f‘f‘ '?_ :, 2.5 <
Tris-ncl pH 6.8 1 £ /7 § Y\ 3.7
1% SDS  (ml) 24 o 1.5
distilled water (nl) | “1“} ?f?;ﬁz.1 5.1
10mg#% ammonium persulfate;igi) }%ii?zoo 200
TEMED (u1) “ L il / 5
:'; =
total volume (ml) 10 ~ 12.0
SolubiliZing-medium
chemicals volumes (ml) final concentration
20% '8DhS 1 1%
Glycerol 2 4%
p-mercaptoethanol 1 1%
1.25 M Tris pH 6.8 1 62 nM
Bromophenol blue trace

One part of solubilizing medium was added to three
parts of sample. The mixture was heated in boiling water bath for 2

mnin before loading to the gel.
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Appendix C

Preparation of isoelectric focusing polyacrylamide gel

The gel was set with the following compositions :-

Reagent‘..—__.--' 1 % (m1)

9

. = | P
After thla run; . stgéled and destained with

the followin

e ANAN ST+ o
A R A AR Y o

and 0.5% CuS0, The gel was immersed in a few changes of destaining

the ge

solution until the background was as clear as possible with gentle

agitation.
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Appendix D

Peeled potato 200 g
Dextrose (or glucose) 20 g

Agar

17 g
Prepared in “disti ] ed%%ycording to the following

procedure : Peeled potato (2€

) g) is washed and weighed before cutting

into 1 cm’ pieces, c oi led ‘ #,h.: "\,' illed water and seived

through the cheesec ! ' ) ) se or glucose was added
and mixed well wil sdr cat-stirring before make up volume to
1000 m1 with distille Bid aBfN N, 121°C, 15 nin.  After

the temperature the agar mixture (PDA)

is poured to petridish 1 if prepared in tube, and

allowed to solidify.

—3

g
AUEINENTNYINT
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Appendix E

Preparation of chemical reagents for SOD assay

1) For spectroscopic method

- 50 mM potassium phosphntifﬁfffer , pH 7.8, 0.1 mM EDTA
8.05 g K _HPO, —and 0. 486ig"KH PO, are dissolved in

distilled water _and adjusted to pH 7.8 before adding 0.33 g

of EDTA and y’to mmi nl with distilled water.

- 0.01 mM ochrgme jc = = _
0.025 glof y'?pﬂgénélé is dissolved in 4 ml of distilled

water.

- 0.05 mM xanthine’ ’3“

004 £ xanﬁﬁ}%ﬁ in 10 ml of distilled water.

-“.s.,

Dissolved

- Xanthine oxldase Tl =
et ,'J-’?‘—li"-

Either <29 ul xanthlne oxidase sghutlon is dissolved in

900 ul byldigtilled water , or 5 mg 6ff3¢Jsta1 xanthine oxidase
is dissolved’ in 1 ml distilled water.  Ten microlitres of this
solution. in. .1 "ml. assay. mixture will result in the change of
absorbance at' 550 nm at 0.02°0D unit/minute.

For.1 ml _assay.volume. s 830 ul of buffer reagent is mixed
with 20 "u41 ‘each of xanthine and cytochrome c¢c-before added 120 ul of
distilled water or distilled water diluted—sanple. Xanthine oxidase
solution (10 ul) is added 1last to the system for starting the

reaction.
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2) Reagent for SOD-activity stain on ND-PAGE

- 36 nM phosphate buffer pH 7.8

5.84 g of K,HPO, and 0.49g of KH PO, are dissolved

together in distilled water and adjusted to pH 7.8 before make
up volume to 1000 ml.

- NBT solution

- 0.028 mM_pi 0.025 ¥ EMED solution
‘ solved in 100 ml phosphate

buffer and 21 TEMED = is ipetted into 100 ml reaction

5
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