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PA271 SG20

PA271 SG20 (Montgomery and Sgarbieri, 1975)

(a) (extraction buffer)

- 100 ml, 0.05 M potassium phosphate buffer pH7

- 6.25 g PVPP

(b) 1.5

(c) 12,000 15

(d) (supernatant) eppendorf tube

79
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1.2
PA271 SG20 (Montgomery and Sgarbieri, 1975)
Reference: Cuvette Sample: Cuvette
12.9 ml 0.05 KPi pH7 (1450 ul) 2.87 ml 0.05 KPi pH7 (1435 ul)
100 ul enzyme (50 ul) 100 ul enzyme (50 ul)
- 30 ul 1M pyrocatecol (15 ul)
*x sample pyrocatecol
(a) reaction buffer extract
cuvette pyrocatecol
(b) kinetic 15 3
420
(c)
1
1.3
PA271 SG20 ( Bio-Rad Protein Assay)
(a) reaction mixer
Bio-Rad Dc protein assay reagent 50 ul
Extarct ( ) 2 ul
Distelled water 500 ul

(b) 5



c)
PA271 SG20 (Javanmardi et al,
2.1
PA271 SG20
(a)
10
(b)
4
(c)
2.2
PA271 SG20
(a)
tube

75, 80, 85 90

81

595

bovine serum albumin (BSA)

2003)
3.0
80% ethanol
12,000 15

(supernatant) , eppendorf tube

2.1 eppendorf

1(

0.1 - 1)
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(b) 2% Na2C 03500 ul vortex mixer

(c) 50% 25 ulL Folin phenol reagent vortex
mixer

(d) 30

(e) 750

Gallic standard curve

co02 gas chromatography
co2
C02 X0
100 co2 X
X X 750
750 . cCo02
100
X x 750
co2
100
' X x 750
1 co2

100 X



(PV = nRT)

co2

co 2

4.1

, 25

24,453

X X 750

100 X

gas chromatography

(Montgomery and Sgarbieri, 1975)

(@)

-0.2

- 0.2

-0.5

(pH

(extraction buffer)

hydrochloric acid (HCI)

83

44,000

44,000 X X 100

X X 750 X 24,453 '

PA271 SG20

potassium phosphate buffer (pH 5.6)

KOH

disodium hydrogen phosphate - Citric acid buffer

6.5)

- Ascorbate oxidase

- 100

- 0.5% NEM (N-ethylmaleimide)

(b)

acid

M DTT (dithiothreitol)

0.2 N hydrochloric



4.2

(©

(d)

(@)

1 (b)

8,000

eppendorf tube

5.6 t0o0 ui
KOH 500 ul
PA271

DHA

(supernatant)

0.2 N potassium

pH

pH

3.1 (d)

SG20 (Every, 1996)

AHA

20

1

20

4

phosphate

5-6

pH

00 1

buffer

84

pH

0.2

- 0.5 M disodium hydrogen phosphate - Citric acid buffer (pH

6.5)

- 100 M DTT

DTT

140 ul

0.5%

10 ul

10

NEM

(As)

ascorbate oxidase (AOX) 5 unit

(AD)

10

180 1

265 ran

20 ul

(@)
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4.3
PA271 SG20
(ASA / 8§ of sample)
nmol ASA/mIl assay Extraction volume (ml)
X X Dilution factor
Extract (ml) used in assay Sample (g) in extraction
PA271 SG20 ( , 2548)
51

PA271 SG20

(a) 0.05 eppendorf tube

sm all plastic pestle

(b) 95% ethanol 500 ul

(c) 9,000 20

(d) eppendorf tube

(e) e (b) (d) 2 70% ethanol 500 ul

(0 3
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(@)

(b)

(©)

(d)

(e)

(0

PA271 SG20
5.2 (f)
anthrone
72% / 100 ml)

100

10

625

86

eppencorftube

reagent 300 ul (anthrone 150 mg

3.5

sulfuric acid
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