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GSSG/GSH Quantification Kit GSH GSH
DTNB (5,5'-dithiobis (2-nitrobenzoic acid)) 412nm
GSSG GSH GSSG
GSSG 0.5 umol/I-50 pmol/l 0.5 pmol/I-25 pmol/l

G8H <—— Masking reagent
Masking Solution
GSSG

Glutathione reductase
Glutathione reductase

GSH

Glutathione reductase J
Glutathione reductase

NG = DTNB

o e

5-Mercapto-2-nitrobenzoic acid

(Mmae 412 nM)
1. GSSG/GSH
100T

- Enzyme Solution 50 pl><1

- Coenzyme <1

- Buffer Solution 60 mi><1

- Substrate DTNB) =<2

- Standard GSH x<1

- Standard GSSG =<1

- Masking Solution 1mi=<1
0-5
- (405 415 nm) - 20 ul 200 pl
- 96 - - 15 ml
- 5- (SSA) -
*
* 3
* Enzyme/Coenzyme Working Solution
* ’
*

(100 mg)

1) 05-1.0ml5  SSA
2) 8,000><g 10 min

3) ddH:0 SSA 05 @



(1107 )

1) 4 200>=<g 10 min
2) 300 ul PBS 4  200x=g 10 min,
3) 80 ul 10 mM HCI 2
4) 205 SSA 8,000><g 10 min
5) ddH:20 SSA 05 @
1) 4  1,000x<g 10 min
2) 1/2 5 SSA
3) 4 8,000><g 10 min
4) ddH:0 SSA 05 @
b)
1) 4  1,000x<g 10 min
2)
3) 4 5 SSA
4) 4 8,000><g 10 min
5) ddH20 SSA 05 @
a) ddH-0 SSA 0.5% SSA
pH
b)
— Substrate Working Solution
1) 1.2 ml Buffer Solution Substrate (DTNB) DTNB
* DTNB
* 2) -20 2
2) 15 ml 2.4 ml Buffer Solution ( 3.6 ml)
* 96 2 Substrate ( 7.2 ml)
* Substrate Working Solution
— Enzyme/Coenzyme Working Solution
1) Enzyme Solution 20yl 15 ml 4 ml Buffer Solution
* Enzyme Solution
* 2) 0-5 2
2) 24ml 15 ml
3) 2.4mlddH:0 Coenzyme
* Coenzyme ddH=0
* 4) -20 2
4) 2) 15ml 2.4 ml Buffer Solution (
* Enzyme/Coenzyme Working Solution

— 200 pmol/l GSH Standard Solution

2.0ml 0.5 SSA Standard GSH
* Standard GSH SSA
*  GSH Standard Solution -20 , 2
— 100 pmol/l GSSG Standard Solution
2.0ml 0.5 SSA Standard GSSG
* Standard GSSH SSA
* GSSG Standard Solution -20 2
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GSH GSSG
GSSG
200 pl

2 (200 pl><2)

20 ul  Masking Solution (GSSG)

200 pl 20 pl ddH:0
GSSG Standard Solution
100 ul 100 umol/ | GSSG Standard Solution 300 ul 0.5 SSA
25 umol/l  GSSG Standard Solution 05 SSA 2
GSSG Standard Solution 25.0,12.5,6.25,3.13,1.57,0.78 0O pumol/ |
GSSG Standard Solution 20 pl Masking Solution

GSH Standard Solution

100 pl 200 umol/l  GSH Standard Solution 300 ul 0.5 SSA
50 umol/l GSH Standard Solution
0.5 SSA GSH Standard Solution,

50.0,25.0,12.5,6.25,3.13,1.57 0 umol/ |

10 11 12

2) 200 pl GSH Standard Solution 20 pl ddH20
40 pl GSSG Standard t 2 3 4 5 6 v 8 9
. . A 0 umol/l GSSG Sample 2 (GSSG 0 pmol/l GSH
Solution, GSH Standard Solution, s e ) -
B | 0.78 umol/l GSSG | Sample 3 (GSSG) | 1.57 umol/l GSH
GSSG GSH
C | 1.57 umol/l GSSG | Sample 4 (GSSG) 3.13 pmol/l GSH
3
D | 3.13 umol/l GSSG | Sample 5 (GSSG) 6.25 pumol/l GSH
60 ul Buffer Solution
E | 6.25 umol/l GSSG | Sample 6 (GSSG) | 12.5 pmol/l GSH
37 1h F | 12.5 umol/l GSSG | Sample 7 (GSSG) 25.0 umol/l GSH
G| 25.0 umol/l GSSG | Sample 8 (GSSG) 50.0 umol/l GSH
60 pl Substrate Working Solution H| sample 1(GSSG) | Sample 9 (GSSG)

60 ul Enzyme/Coenzyme Working 396 (
Solution
Enzyme/ Coenzyme Working Solution

37 10 min

Kinetics ““Kinetic””

10 min OD Kinetic Pseudo-Endpoint
( 5-10 min oD )
405 nm 415 nm

GSSG GSSG GSSG
GSH GSH (GSH + GSSG)




1) 40 pl GSSG Standard 3) 37 1h
Solution GSH Standard Solution

GSSG GSH

4)-5) 60 ul Substrate Working 7) 405 nm 415 nm
Solution 60 ul Enzyme/Coenzyme
Working Solution
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4. GSSG 5. GSH
Kinetic Pseudo-Endpoint
Pseudo-Endpoint  Glutathione (GSH, GSSG) = (O.D. . — O.D. ,,.%) / slope?
Kinetic  Glutathione (GSH, GSSG) = (Slope campie”) — Slope 2 9) [ slope®
a) 3 Al1-A3 AT7-A9 O.D.
b) Slope Kinetic Pseudo-Endpoint
c) Slope . ( Slope ) ( Blank) Kinetic
10) GSH (GSH + GSSG) GSSG

GSH = Total Glutathione (GSH + GSSG) — GSSG><2

B- (DTT)
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