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1.  Reagents for inmunohistochemical staining

1.1

1.2

1.3

1.4

Phosphate buffer saline (PBS), pH 7.0-7.2

Stock solution A

0.2 M NaH,PO4H,0 276 g
Distilled water 1,000 ml
Stock solution B

0.2 M NaHPO,4 284 g
Distilled water 1,000 ml
Working solution, 0.01 M PBS

Solytion A 23 ml
Solution B 77 ml
Distilled water 1,900 ml
NaCl 18 ml
0.01 M PBS + 0.01% Tween 20

0.01 M PBS 1,000 ml
Tween 20 10 ml
1% Skim milk in PBS

Skim milk 1.0 g
0.01 M PBS 100 ml

Glycerol in PBS for mounting slide
Glycerol : PBS (1 : 4 volume/volume)

2.  Reagents for nitrate/nitrite (NOx) determination

2.1

solution

Griess reagent

0.1% N-(1-Naphthyl) Ethylenediamine Dihydrochloride (NEDD)

NEDD 02 g
Deionized water | 200 ml
2% Sulfanilamide (SULF) solution

SULF 20 ¢
5% HC1 100 ml

Both solutions were stored at 4 °C in the dark bottle.
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2.2 | Saturated Vanadium trichloride (VCl;) solution
VCls 08 g
IM HCI 100 ml
The solution was filtered using filter paper and stored at 4°C for less than
two weeks

3. Reagents for malondialdehyde (MDA) determination
3.1 20 mM Thiobarbituric acid (TBA) in 15% Trichloroacetic acid

15% Trichloroacetic acid

Trichloroacetic acid 75 g

Deionized water 500 ml

20 mM TBA |

TBA 144 g

15% Trichloroacetic acid 500 ml
3.2 n-Butanol in pyridine (15 : 1 volume/volume)

n-Butanol 900 ml

Pyridine 60 ml
3.3 7.2% Butylated hydroxytoluene (BHT)

BHT 72 g

95% Ethanol 100 ml
3.4 1,1,3,3-tetracthoxypropane (TEP) stock

TEP 50 pl

40% Ethanol 25 ml
3.5 8.1% Sodium dodecyl sulfate (SDS)

SDS 8.1 g

Deionized water 100 ml

4. Reagents for 8-hydroxy-2-deoxy Guanosine (8-0xodG) determination
4.1 EIA buffer
EIA buffer concentrate 10 ml
UltraPure water 90 ml
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4.2 | Wash buffer

Wash buffer concentrate 50 ml

UltraPure water 2000 ml

Tween 20 1.0 ml
4.3 Tracer

8- hydroxy-2-deoxy Guanosine AChE Tracer 100 dtn

EIA buffer 6.0 ml
4.4 Antibody

Goat Anti-Mouse IgG Coated Plate 1.0 plate

\

Reagents for ferric reducing antioxidant power (FRAP) measurement
5.1 300 mM Acetate buffer (pH 3.6)

Sodium acetate trihydrate 187 g

Glacial acetic acid 16 ml

Deionized water adjust to 1,000 ml
52 10 mM 2,4,6-Tripyridyl-s-triazine (TPTZ)

TPTZ 0.031 g

40 mM HCI 10 ml
5.3 20 mM Ferric chloride hexahydrate (FeCl;.6H,0)

FeCl3.6H,0 0.054 g

Deionized water 10 ml

Reagents for SDS polyacrylamide gel electrophoresis

6.1. 20% Sodium dodecyl sulphate (SDS)
SDS 20
Distilled water 100 ml

o

Stored at room temperatufe
6.2 10x SDS electrophoresis buffer
(0.25 M Tris base, 2.5 M Glycine)
Tris base 30.29 g
Glycine 187.67 g



Distilled water adjust to

The pH of this solution was adjusted to 8.3 and stored at room

temperature.

6.3

6.4

6.5

6.6

1x SDS electrophoresis buffer

(0.025M Tris base, 0.192M Glycine, 0.1% SDS)
-10x SDS electrophoresis buffer

-20% SDS

-Distilled water  adjust to

Acrylamide solution

(30% acrylamide, 0.8% N, N’-methylenebisacrylamide)
Acrylar;lide

N, N’-methylenebisacrylamide

Distille(i water

Stored at 4 °C in the dark bottle

10% Ammonium persulfate solution
Ammonium persulfate

Distilled water

4x Separating buffer

(1.5 M Tris-HCl, pH 8.8, 0.4% SDS)

Tris base

20% SDS

Distilled water adjust to

The pH of this solution was adjusted to 8.8 and stored at room

temperature.

6.7

4x Stacking buffer

(0.5 M Tris-HCl, pH 6.8, 0.4% SDS)
Tris base

20% SDS

Distilled water adjust to

The pH of this solution was adjusted to 6.8 and stored at room

temperature.

6.8

12% Separating gel

87

1000 ml
100 ml
50 ml
1000 ml
30 g
0.8

100 ml
005 g
05 ml
908 ¢
1.0 ml
100 ml
6.055 g
20 ml
100 ml
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30% Acrylamide/Bis

6.9

Separating buffer

TEMED

10% Ammonium persulphate
Distilled water

5% Stacking gel

30% Acrylamide/Bis
Stacking buffer

TEMED

lq% Ammonium persulphate
Distilled water

Reagent for western blotting
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7.2

7.2.2

Liver homogenate extraction buffer (pH 7.4)

50 mM Tris-HCI pH 7.4

0.1% SDS

1% Triton X-100

150 mM NaClz

Distilled water adjust to

Nuclear extraction buffer

7.2.1 Cytoplasmic extraction buffer
10 mM HEPES pH 7.9

1.5 mM KCl

10 mM MgCl2

0.5 mM DTT

0.5% NP-40

0.5 mM phenylmethylsulfonyl fluoride (PMSF)
Nuclear extraction buffer

20 mM HEPES pH 7.9

25% glycerol

1.5 mM MgCl

420 mM NaCl

3.2
2.0
10
50
2.8

0.41
0.8
8.0
40
1.95

3.0
0.5
5.0
4.383
500

1.0
73
2.0
50
25
60

1.0
12.5
150
4.2
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ml

ml

pl

EOQE.OQOQ

pl
ml

pl
pl

ml

ml
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0.5 mM DTT 50 pl
" 0.5% NP-40 20 ol
0.2 mM EDTA 20 pul
0.5 mM PMSF 12

7.3 4x Sample buffer
(40% glycerol, 20% 2-mercaptoethanol, 8% SDS in Tris-HCI)

Glycerol 40 ml
2-mercaptoethanol 20 ml
SDS 04 g
0.5M Tris-HCI, pH 6.8 50 ml
Bromof)henol blue 0.0001 g
The pH of this solution was adjusted to 6.8 and stored at 4 °C in the dark
bottle.
7.4 10x Transfer buffer

Tris-base 58.15 g
Glycine 293 g
SDS 375 g
Distilled water 1000 ml

The pH of this solution was adjusted to 8.4 and stored at RT
7.5 Working transfer buffer

10x Transfer buffer 100 ml
Methanol 200 ml
Distilled water 700 ml
8. Reagents for RNA isolation and RT-PCR analysis
8.1 Total RNA extraction

Trizol reagent 1,500 pl
Chloroform ’ 300 pl
Isopropanol 750 ul
70% Ethanol 750 ul
0.05% DEPC 210 pl

8.2 10x TBE buffer



8.3

8.4

Tris Base

Boric acid

EDTA

Distilled water

2% Agarose gel

Agarose

1x TBE buffer
Polymerase chain reaction
10x buffer

50 mM MgCl,

10 cmM dNTP mix
Platinum Taq

Forward primer (5 uM)
Reverse primer (5 pM)

Distilled water

90

107.8 g
35 g
74 g
1000 ml
06 g
30 ml
20 ul
1.0 ul
20 pl
0.1 ul
29 '@
20  pl

60 ul
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Letter of Commendation for Presentation Awards
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