Enzymati c Assay of SUCCI NYL COENZYME A TRANSFERASE
(EC 2.8.3.5)

PRI NCI PLE:
Acet oacetyl CoA + Succinate %> Succinyl CoA + Acetoacetate

Abbr evi ati ons used:

SCT = Succinyl Coenzyme A Transferase
Acet oacetyl CoA = Acetoacetyl Coenzyne A
Succi nyl CoA = Succinyl Coenzyme A

CONDI TIONS: T = 25°C, pH = 8.1, Asionm Light path =1 cm
METHOD: Continuous Spectrophotonetric Rate Determ nation
REAGENTS:

A, 67 MM Tris H,SO, Buffer with 10 mM Succinate and 5.0 mM
Magnesi um Sul fate, pH 8.1 at 25°C (Succ)
(Prepare 10 ml in deionized water using Trizma Base,
Sigma Prod. No. T-1503, Succinic Acid, Disodium Salt,
Hexahydrate, Sigma Prod. No. S-2378, and Magnhesi um
Sul fate, Heptahydrate, Sigma Prod. No. M 1880. Adj ust
to pH 8.1 at 25°C with 1 M H,SO;.)

B. 3.0 mM Acetoacetyl CoA Solution (Acet CoA)
(Prepare 0.1 m in deionized water using Acetoacetyl
Coenzynme A, Sodium Salt, Signma Prod. No. A-1625.)

C. 67 MM Tris HSO, Buffer, pH 8.1 at 25°C (Enz Dil)
(Prepare 25 m in deionized water using Trizm Base,
Sigm Prod. No. T-1503. Adjust to pH 8.1 at 25°C with
1 M H,SO,. )

D. Succinyl Coenzyme A Transferase Enzyne Sol ution
(I medi ately before use, prepare a solution containing
0.04 - 0.1 unit/m of Succinyl Coenzyme A Transferase
in cold Reagent C.)
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Enzymati c Assay of SUCCI NYL COENZYME A TRANSFERASE

(EC 2.8.3.5)
PROCEDURE:
Pipette (in milliliters) the foll owi ng reagents into
sui tabl e cuvettes:
Test Bl ank
Reagent A (Succ) 0.94 0.94
Reagent B (Acet CoA) 0.01 0.01

M x by inversion and equilibrate to 25°C. Monitor the
Azionm Until constant, using a suitably thernostatted
spectrophot oneter. Then add:

Reagent D (Enzyne Sol ution) 0.05  ------
Reagent C (Enz DIl) ------ 0. 05

| medi ately m x by inversion and record the decrease in
Azionm fOr approximately 5 mnutes. Obtain the r Aspond M nute
using the maxinmum linear rate for both the Test and Bl ank.
CALCULATI ONS:
(r Aszoned mn Test - r Agioned M n Bl ank) (1) (df)

Units/m enzyme =
(9.25)(0.05)

1 = Total volunme (in mlliliter) of assay

df = Dilution factor

9.25 = MIlimolar extinction coefficient! of acetoacetyl
coenzyme A at 310 nm

0.05 = Volume (in mlliliter) of enzynme used

units/m enzyne

Units/ng protein =
mg protein/m enzynme

UNI T DEFI NI Tl ON:

One unit will form 1.0 pnole of succinyl CoA from
acet oacetyl CoA and succinic acid per mnute at pH 8.1 at
25°C.

FI NAL ASSAY CONCENTRATI ONS:
Ina 1.00 Ml reaction mx, the final concentrations are

66 MM Tris, 9.4 mM succinic acid, 4.7 mM magnesi um
sul fate, 0.03 nM acetoacetyl coenzyne A, and 0.002 - 0.005
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dgaige


dgaige


unit succinyl coenzyme A transferase.
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NOTES:
1. The mlIlinolar extinction coefficient of acetoacetyl
coenzyme A is described in Wite, H, Solonon, F., and
Jencks, WP. (1976).
2. This assay is based on the cited references.

3. VWhere Sigma Product or Stock nunbers are specified,
equi val ent reagents may be substituted.

This procedure is for informational purposes. For a current copy of Sigma’s quality control
procedure contact our Technical Service Department.
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