(control)
24

3
32

(Equipments)
24 Hr Urine Containers with small containers
8-OHdG Microtiter Plate

8-Channel Micropipettor (50-200 J1) and Pipette
Tips
Autopipette
Tips
Balance (Both Electrical and classical)
BL210S

Compact Rocker CR 300

Cuvettes (Plastic and Quartz)

Deep freezer

Digital timer

20,200,500 1000 g1 and

24
66 2
14 20
10 22
(Product of)

Japan Institute for the Control of Aging (JalCA),
Fukurol, Japan
BIOHIT Pic., Helsinki, Finland

NICHIRYO, Japan and
Trefflah, Degersheim, Switzerland

Satorius, Germany

FINE PCR, Seoul, Korea
PLASTIBRAND
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Fourier Transform Infrared Spectrometer PerkinElmer (1760 X and Spectrum One), USA.

Gel Doc BIO RAD, Philaclelphia, U.S.A.
Heat box TECHNE, Duxford, UK
Inculbator GFL, Germany

Light Microscope Nikon, Japan
Microcentrifuge Tubes 15ml Trefflah, Degersheim, Switzerland
05ml

Microtiter Plate Reader (Multiskan EX) Thermo Lahsystems, China

Oak Ridge Centrifuge Tube ; PPCO 50 m  NALGENE COMPANY, Rochester, New York
om

Orbital Shaker (SLOS- 20) Kuhner, Switzerland
pH Meter ORION Research Expandible ion  ORION Research Incorporated, Cambridge,
analyzer EA 290 USA
Sonicator Elma, Germany
Speed Vac Concentrator Savant, Farmingaale, New York
TLC Plates, Silica Gel on  Aluminium Macherey-Nagel GmbH & Co., Postfach,
(ALUGRAM Nano-SIL G ) Germany
Ultracentrifuge (High speed 14,000 rpm) Z320K BHG HERMLE, Germany
UV-Visible light spectrophotometer Spectronic instrument, US.A.
VORTEX -GENIE 2 Scientific Industries, Bohemia, New York
2
(Chemicals) (Product of)
1,3 Diethylthiobarhituric acid SIGMA Chemical Co., St. Louis, US.A.
3,3",5,5"-Tetramethylbenzidine Japan institute for the control of aging (JALCA)
, Fukuroi, Japan
Acetone Fisons Sciencetific Equipment, Loughborough,
England
AMP huffer SIGMA Chemical Co., St. Louis, U.S.A.

Anti 8-OHdG Monoclonal Antibody (Clone Japan institute for the control of aging (JAICA)
N45.1) , Fukuroi, Japan



Activated Charcoal

Bovine Serum Albumin
Butyl Hydroxytoluene (BHT)
Calcium Chloride
Chloroform

Citrate lyase enzyme
Coomassie Brilliant Blue

Diethyl Ether

3-(Dimethylamino) Benzoic Acid (DMAB)
Ethylene Diaminetetra Acetate (EDTA)

Ferric chloride

Gangliosides from Bovine Brain

Glacial Acetic acid

Glucocerebrosides Human (Gaucher’s) Spleen
Glycyl-Glycing Buffer

Hexane

HRP-Conjugated Anti Mouse Antibody

Hydrogen  Peroxide/Citrate-Phosphate  Buffer
Saline

Hydrochloric Acid

lodine Crystal

Laboratory Grade Ethanol (95%)

Lactate Dehydrogenase (LDH)

Methanol

3-Methyl-2-Benzothiazolinone Hydrazone
(MBTH)

Trinity biotech, St. Louis, . .A
SIGMA Chemical Co., St. Louis, US.A.
SIGMA Chemical Co., St. Louis, US.A

MAY & BAKER LTD, Dagenham,England
MERCK, Darmstadt, Germany and BDH
AnalaR, England
SIGMA Chemical Co., St. Louis, US.A
EASTMAN KODAX CO., Rochester,
New York
MERCK, Darmstaat, Germany

Trinity biotech, St. Louis, US.A

Trinity biotech, St. Louis, US.A
SIGMA Chemical Co., St. Louis, USA
SIGMA Chemical Co., St. Louis, US.A.

MERCK, Darmstaat, Germany
SIGMA Chemical Co., St. Louis, US.A.
SIGMA Chemical Co., St. Louis, US.A.

BDH AnalaR, England
Japan institute for the control of aging
(JALCA), Fukuroi, Japan
Japan institute for the control of aging
(JALCA), Fukuroi, Japan
MERCK, Darmstadt, Germany
SEARLE Company, England
BDH AnalaR, England
SIGMA Chemical Co., St. Louis, US.A.
BDH AnalaR, England
Trinity biotech, St. Louis, US.A.



34

N-Acetyl-Glucosaminidase Substrate SIGMA Chemical Co., St. Louis, . .A

Nicotinamide Adenine Dinucleoticle, SIGMA Chemical Co., St. Louis, US.A.
reduced form (NADH)
Oleic acid SIGMA Chemical Co., St. Louis, US.A.
Orcinol SIGMA Chemical Co., St. Louis, US.A.
Oxalate Oxidase Trinity biotech, St. Louis, US.A.
Periodic Acid HiMedia Lahoratories Pvt. Limited, Mumbai,
India
Phosphoric acid Japan institute for the control of aging
(JALCA), Fukuroi, Japan
Resorcinol SIGMA Chemical Co., St. Louis, US.A.
Schiff  reagent Fuchsin-sulfite reagent SIGMA Chemical Co., St. Louis, USA.
Sodium Chloride ANALYTICAL REAGENT, Mallinckrodt,
Paris
Sodium metabisulfite(Sodium disulfite) MERCK, Darmstadt, Germany
Sodium Oxalate AJAX Chemical, Sydney, Australia
Standard 8-OHdG solution (0.5, 2, 8, 20, 80, Japan institute for the control of aging
200 ng/ml) (JALCA), Fukuroi, Japan

Standard lipids  (Cholesterol, ~ Cholesterol ~ SIGMA Chemical Co., St. Louis, U.S.A.
acetate, Phosphatidylcholine, Oleic acid)

Sulphuric acid MERCK, Darmstaat, Germany

Thymol Crystals Asia Pacific Specialty Chemical
Limited, Seven Hills, Australia

Tris HCI Diagnostic Products Corporated, Los Angeles,

Canada
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35

-20
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12
Jaffe (60)
modified picric acid method 200 14 N NaOH
0.04 M Picric acid 520
13
Coomassie Brilliant Blue
(CBB) CBB 465 595
(Bovine Serum Albumin, BSA)
14 N-acetyl glucosaminidase (NAG)
I/ Horak
(61) 0.9% NaCl ~ NAG substrate 37
15 410
15 Malonaldehyde (MDA)
24
Thiobarbituric acid, Buthylhydroxytoluene, Ferric Chloride
532 Marshall (62)
16 8-hydroxy-2’-deoxyguanosine (8-OHdG)

Oxidative DNA adduct 8-OHdG
Competitive in vitro enzyme-linked immunosorbent assay (ELISA) kit (Japan Institute For the

Control of Aging (JalCA), Japan) Primary

Antibody 37 1 Washing Solution 3
Secondary Antibody 37 1

Washing Solution 3 Chromatic Solution; Diluting Solution (1:100)

15 Reaction
Terminating Solution 450
Microtiter Plate Reacer
17

Enzymatic  Reaction  (Trinity
Biotech kit) 24 pH 5-7 2ml
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Sample Diluent 2 ml Sample Purifier Tube  Activated Charcoal
5 Centrifuge 2000 rpm (1500 « ) 5
0 Oxalate Reagent A (DMAB, MBTH and Buffer pH 3.1 £ 0.1)
Oxalate Reagent B (Oxalate Oxidase and Peroxidase) 37
5 590
18
New Citrate Lyase (SIGMA kit)
24 Glycyl-Glycine Buffer, Nicotinamide Adenine Dinucleotide,
reduced form (NADH), Lactate Dehydrogenase (LDH) 5
340 (OD,) Citrate Lyase enzyme
8 340 (0D2

19 ( , ,
24

Atomic Absorption Spectrophotometry

110
Phosphotungstate
11 Fourier  Transform  Infrared
Spectroscopy (FT-IR)

FT-IR
2
21 (27)

24 high speed centrifuge 10,000 rpm 15°

30 chloroform: methanol (2:1, viv) 4
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16 (overnight) organic phase (lower phase)
Speed vac concentrator
0.1% buthyl hydroxytoluene (BHT)  chloroform: methanol (2:1) total
lipids -20

22 (28)
2 ice-cold chloroform: methanol: 0.05 M
Tris HCI, pH 7.4 (2:1:1) (extraction solvent) 40 sonicate 20
4 16 (overnight) centrifuge
organic phase (lower phase) 1 stone pellet  extract
extraction solvent 2 centrifuge organic phase
(lower phase) 2 stone pellet  extract extraction solvent 2
centrifuge organic phase (lower phase) 3
pool  organic phase 3 pool
speed vac concentrator 0.1% BHT  chloroform: methanol
(2:1)  total lipids -20
3 multi-one-dimension -thin
layer chromatography (MOD-TLC) (63, 64)
total lipids MOD-TLC TLC
plate 10x20 4 solvent
1) chloroform: methanol: acetic acid (90:10:1) 25 2 )
hexane: diethyl ether: acetone (60:40:5) 8 10 3)hexane: diethyl
ether (97:3) 9.5 15 4) hexane (100) 10
30 jodine total lipids 100
PAS total lipids 200
4 Periodic Acid Schiff (PAS staining) (65)
TLC plate MOD-TLC 2 10
incubate oxidizing solution (1% (w/v) periodic acid 2
3% ((v/v) acetic acid 3 100 )

30 2 5 0.1% (wiv) sodium
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metabisulfitt 1 M HCI 2 5 TLC  incubate  Schiffs
Fuchsin-sulfite reagent 1520 band sodium
metabisulfite solution 1~ 5 hair drier

o) (invitro
stone formation assay) (66)

51 extract total lipids

Pool ,
200 Speed Vac

Concentrator chloroform: methanol (2:1)

chloroform: methanol (2:1) 1
chloroform: methanol (2:1) 500
MOD-TLC  TLC Plate

MOD-TLC Band (Phospholipids,
Glycolpids 1, Cholesterol, Free fatty acid, Triacylglyceride, Glycolpids 2 Cholesterol ester)
Pool Band 7 Fraction silicagel ~ chloroform: methanol
(2:1) 500 8,000 - 10,000 rpm 10
Pellet chloroform; methanol (2:1) 500
8,000 - 10,000 rpm 10 1
Speed Vac Concentrator chloroform; methanol (2:1) 500
20
5.2 (crystallization assay)
(Pooled healthy urine) 2 10,000 rpm 10 5
total lipids ( methanol) (50, 100
150 ) 50 1 (
) 01 /[ sodiumoxalate 50

37 30 620
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(Light microscope)

lipid extract MOD-TLC 100 7 fractions
Pool
, 200
Speed Vac Concentrator chloroform: methanol (2:1)
chloroform: methanol
(211 chloroform: methanol (2:1) 500
total lipids 200
heat box 50
(Pooled healthy urine) 2
( 50 ) 01 /  sodium oxalate 50
37 30 620
(Light microscope)
53 (aggregation assay)
Seed calcium oxalate monohydrate (COM) 100 /
calcium chloride 100 |- sodium oxalate (1:1)
60 I 37
0.22 filter 37 COM
05 / 005 / Tns 015
sodium chloride  pH 6.5 fraction (200 pg)
heat box 50 1
0.5 / Seed COM crystal 2
620 0 (AT
37 10 620 10
(ATD) (Light microscope)
( turbidity)
(aggregation coefficient)

Aggregation coefficient (AC) = ((ATCATD/10) « 1000
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(continuous variables)

(central tendency) mean ( , D) median (
(min) - (max)) (percentage)
(categorical variables) Microsoft Excel
2 _ two-
samples ttest ~~ ANOVA test : y 11 Mann-Whitney Test

Kruskal-Wallis test equivalent tests two-samples t-test ANOVA tests
non-parametric tests (Mann-Whitney Test Kruskal-Wallis test)
' two-samples t-test —~ ANOVA tests
' (skewed distribution data) categorical variables
chi-square test (correlation coefficient) 2
Pearson’s correlation test ~ Spearman’s rank correlation test

0<0.05 Stata/SE
80 (College station, TX)
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