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Composition of assay mixtures for
enzymes on the glycolytic pathway.
Common abbreviations used in all
tables are as follows : triethanolamine,
triethanolamine hydrochloride-NaOH
buffer ; R., reference; B., blank ;
S., sample.

Table 1.

1-1. Hexokinase (EC 2.7.1.1)®%

Pipette into cuvette (ml)

R: . .By 8.
0.2 M Triethanolamine(pH 8.0)1.5 1.5 1.5
0.56 M Glucose 1.0 1,0 1.0
10 mA ATP 0.15
10 mM NADP 0.15 0.15
70 IU/ml G6P-DH® 0.02 0.02 0,02

Distilled water 0.3 0.15
Crude extract 0.05 0,05 0,05
Final volume 2.87 2.87 2.87

2 Glucose-6-phosphate dehydrogenase

1-2. Phosphoglucose isomerase (E C 5.3.1.9)¢®

Pipette into cuvette (ml)

R. B. S.

0.1 M Triethanolamine(pH 8.5)2.6 2.6 2.6
43 mM Fructose-6-P2 0.1
0.2 M MgCl, - 6H,0 0.1 0.1 0.1
10 mM NADP 0.1 0.1

70 IU/ml G6P-DHP

Distilled water

1/4 Crude extract
Final volume

0.02 0.02 0,02
0.2 0.1

0.01 0,01 0.01
2.93 2,93 2.93

2 Fructose-6-phosphate disodium salt
b Glucose-6-phosphate dehydrogenase

1-3. Fructose-6-phosphate kinase(E C

2.7.1.11)®

Pipette into cuvette (ml)

R. B. S.

0.1 M Triethanolamine (pH 8.0)2.2 2.2 2.2
30 mM Fructose-6-P2 0.1
91 mM Glucose-6-pb 0.1
0.2 M MgCl, - 6H,0 0.1 0.1 0.1
3.2 M NH.CI 0.01 0,01 0.01
14.5 mM ITP 0.2 0.2 0.2
10 mM NADH 0.05 0.05

—

90 TU/ml Aldolase 0.05 0.05 0.05
100 TU/ml TIMc 0.1 0.1 0.1
80 IU/ml G3P-DH4 0.05 0.05 0.05
Distilled water 0.25 0.2

Crude extract 0,02 0,02 0.02

Final volume 2.98 2,98 2.98

2 Fructose-6-phosphate disodium salt
b Glucose-6-phosphate sodium salt

¢ Triosephosphate isomerase

4 Glycerol-3-phosphate dehydrogenase

1-4, Aldolase (EC 4.1.2.13)7®

Pipette into cuvette (ml)

R. B. SH
0.1 M Triethanolamine (pH 8.0)2.8 2.8 2.8
24 mM Fructose-1,6-di-P2 0.1
10 mM NADH 0.05 0.05
100 IU/ml TIMP 0.1 0.1 0.1
80 IU/ml G3P-DHe¢ 0.1 0.1 0.1
Distilled water 0.15 0.1

0.05 0.05 0.05
3.20 3.20 3.20

Crude extract
Final volume

2 Fructose-1,6-diphosphate sodium hydrate
b Triosephosphate isomerase
¢ Glycerol-3-phosphate dehydrogenase

1-5. Triosephosphate isomerase (E C 5.3.1,1)¢®

Pipette into cuvette (ml)

R. B. SE

0.25 M Triethanolamine(pH 7.6)2.5 2.5 2.5
13.2 mM Glyceraldehyde 3-P= 0.5
10 mM NADH 0.05 0.05
80 1U/ml G3P-DHP 0.05 0.05 0,05
Distilled water 0.55 0.5
1/5 Crude extract 0.01 0,01 0.01

Final volume 3.11 3.11 3.11

a DL-Glyceraldehyde-3-phosphate
b Glycerol-3-phosphate dehydrogenase

1-6. Glyceraldehyde-3-phosphate dehydrogenase
(BC 1.2, 1. 12)4%

Pipette into cuvette (ml)

R. B. S.

0.1 M Triethanolamine (pH 7.2)2.5 2.5 2.5
93 mM Glycerate-3-P2 0.2

O .25 S
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0.2 M MgCl, - 6H,0 0.03 0.03 0.03

50 mM ATP 0.1 0.1 0.1

10 mM NADH 0.05 0.05

4,500 TU/ml PGKP 0.01 0,01 0.01

Distilled water 0.25 0.2

Crude extract 0.01 0,01 0,01
Final volume 2.90 2.90 2.90

a Glycerate-3-phosphate trisodium salt
b 3-Phosphoglycerate kinase

1-7. 3-Phosphoglycerate kinase (EC 2.7.2.3)
(11,12,13)

Pipette into cuvette (ml)

1-9, Enolase (E C 4.2.1,11)U6,1D

Pipette into cuvette (ml)

R. B. S.
0.1 M Triethanolamine (pH7.6)2.5 2.5 2.5
24 mM Glycerate-2-P2 0.1
0.2 M MgCl, - 6H,O 0.05 0.05 0.05
94 mM ADP 0.04 0.04 0.04
10 mM NADH 0.05 0.05
2,500 IU/ml LDHP 0.02 0,02 0.02
400 IU/ml Pyruvate kinase 0.02 0.02 0.02
Distilled water 0.15 0.1
Crude extract 0.01 0.01 0.01
Final volume 2.79 2,79 2.79

R. B. S.

0.1 M Triethanolamine (pH 7.6) 2.5 2.5 2.5
93 mM Glycerate-3-P2 0.2
0.2 M MgCl; - 6H,0 0.03 0.03 0.03
50 mM ATP 0.1 0.1 0.1
10 mM NADH 0.05 0.05
800 IU/ml GAP-DHP 0,01 0.01 0.01
Distilled water 0.25 0.2
1/10 Crude extract 0.02 0.02 0,02

Final volume 2,91 2,91 2,91

2 Glycerate-3-phosphate trisodium salt
b Glyceraldehyde-3-phosphate dehydrogenase

1-8. Phosphoglycerate mutase( E C2.7.5. 3)(14,15

Pipette into cuvette (ml)

R. B. S.

0.1 M Triethanolamine (pH 7.6)2.5 2.5 2.5
93 mM Glycerate-3-P2 0.15
0.2 M MgCl, - 6H,0 0.05 0.05 0.05
94 mM ADP 0.02 0.02 0.02
10 mM NADH 0.05 0,05
2,500 TU/ml LDHP 0.02 0.02 0,02
400 TU/ml Pyruvate kinase 0.02 0.02 0,02
400 IU/ml Enolase 0.02 0,02 0,02
Distilled water 0.2 0.15
Crude extract 0.01 0,01 0.01

Final volume 2.84 2,84 2,84

2 Glycerate-3-phosphate trisodium salt
b Lactate dehydrogenase

2 Glycerate-2-phosphate trisodium salt
b Lactate dehydrogenase

1-10. Pyruvate kinase (E C 2.7.1,40)(18,19,20)

Pipette into cuvette (ml)

R. B. S.

0.1 M Triethanolamine (pH 7.6) 2.6 2.6 2.6
10.7 mM PEP2 0.15
0.2 M MgCl, - 6H,0 0.04 0.04 0.04
0.2 M KCl 0.15 0.15 0.15
94 mM ADP 0.15 0.15 0.15
10 mM NADH 0.05 0.05
2,500 TU/ml LDHP 0.02 0.02 0.02
Distilled water 0.2 0.15
Crude extract 0.02 0,02 0.02

Final volume 3.18 3.18 3.18

2 Phosphoenolpyruvate monocyclohexyl
ammonium salt
b Lactate dehydrogenase
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