Enzymati c Assay of CATECHOL- O- METHYL TRANSFERASE
(EC 2.1.1.6)

PRI NCI PLE:

Abbr evi ati ons:

SAM = S- Adenosyl - Met hi oni ne

SAH S- Adenosyl - Honocyst ei ne

DHBA = 3, 4-Di hydr oxybenzoic Acid

3-0O- MHBA = 3- O Met hyl , 4- hydr oxybenzoi ¢ Aci d

CONDI T1 ONS: T = 37°C, pH=7.9
VETHOD: Radi oacti ve
REAGENTS:

A. 100 mM Tris buffer, pH 7.9 at 37°C
(Prepare 50 ml in deionized water using Trizma Base,
Prod. No. T-1503. Adjust to pH 7.9 at 37°C with
6 MHC .)

B. 100 mM Magnesi um Chl oride (MCl )
(Prepare 10 ml in deionized water using Magnesi um
Chl oride, Prod. No. M 0250.)

C. 100 mM Dithiothreitol (DTT)
(Prepare 10 ml in deionized water using
Dithiothreitol, Prod No. D-0632.)

D. 10 nM Et hyl enedi am netetraacetic Acid (EDTA)
(Prepare 10 ml in deionized water using
Et hyl enedi am net etraacetic Acid, Tetrasodium Salt,
St ock No. ED4SS.)

E. 100 mM 3, 4- Di hydroxybenzoi ¢ Aci d ( DHBA)
(Prepare 20 Ml in O, free water using
3, 4- Di hydroxybenzoi ¢ Acid, Prod. No. D-5395. PREPARE
FRESH AND PROTECTED FROM LI GHT.)
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Enzymati c Assay of CATECHOL- O- METHYL TRANSFERASE
(EC 2.1.1.6)

REAGENTS: (conti nued)

F. S-Adenosyl-L-(methyl-*C)-Methionine (2 uMm; 1
uGi/m)

G 0.1% Al bum n Buffer (BSA)
(Prepare 25 m in deionized water using Al bum n,
Bovi ne Serum Prod. No. A-4503.)

H. Catechol -O Methyl Transferase Enzynme Sol ution
(I medi ately before use prepare a solution containing

500 units/m of Catechol-O Methyl Transferase in cold
Reagent G

I. Universal LSC Cocktail for Agueous Sanpl es
(Use Prod. No. S-4398.)

PROCEDURE:
Prepare a reaction cocktail by pipetting (in mlliliters)
the followi ng reagents into a suitable container:
Dei oni zed Wt er 3.25
Reagent A (Buffer) 5. 00
Reagent B (MyCl ,) 0.10
Reagent C (DTT) 0. 05
Reagent D (EDTA) 0.10

Purge material for 5 mnutes using N,. Then add:

Reagent E ( DHBA) 1.00
Reagent F ((*C-methyl)-SAM 0.50

Mx by swirling. Equilibrate to 37°C

Inject into serumvials (flushed with Nitrogen and seal ed
with serumcaps) the following (in mlliliters):
Test Bl ank
Reaction M x 0. 50 0. 50
Reagent G (Buffer) 0.10
Reagent H (Enzyne Sol ution) 0.10
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Enzymati c Assay of CATECHOL- O- METHYL TRANSFERASE
(EC 2.1.1.6)

PROCEDURE: (conti nued)

M x by inversion. Incubate at 37°C for 15 m nutes.
Wthdraw 0.1 m from each vial at tinme zero, 5 m nutes,

and 15 mi nutes, using a syringe and place in suitable dram
vials containing 1.0 m of 0.1 M HCl .

Add (in mlliliters) to each dramvial:

Et hyl Acetate 5. 00
Shake well and centrifuge to separate the two phases.
Wthdraw 4.0 m of the ethyl acetate |ayer (upper |ayer)
fromeach vial and place it in suitable scintillation
counting vials.

To a separate scintillation vial add 0.1 m of the
reaction mx. This is the total possible counts/reaction

(TCR).
To each scintillation vial add (in mlliliters):
Reagent | (LSC Cocktail) 15

Shake and count in a suitable scintillation counter for.

CALCULATI ONS:

CPM = counts per mnute of sanple - 0 tine counts per
m nut e

TCR
(0.1) (83.3)

cpm nMol e =

CPM X 60

Units/ng Protein =
(cpm nMWol e) (ng Protein/reaction)(0.56)

CPM = Net counts per mnute of sanple
cpm nMol e = Total potential counts of
S- Adenosyl - L- (net hyl - **C) - Met hi oni ne.
TCR = Total possible counts/reaction
0.1 = volune of reaction m x used
83.3 = nWMbles of SAM per m in reaction m X
60 = conversion to hour tinme frame from m nute
0.56 = Efficiency of recovery using ethyl acetate
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Enzymati c Assay of CATECHOL- O- METHYL TRANSFERASE
(EC 2.1.1.6)

UNI T DEFI NI TI ON:

One unit will catalyze the nmethylation of 1.0 nanonol e of

pr ot ocat echui c acid per hour at pH 7.9 at 37°C using
- adenosyl - L- [ met hyl **C] - met hi oni ne as the nethyl donor.

FI NAL ASSAY CONCENTRATI ONS:

Ina 0.6 mM reaction mx, the final concentrations are

42 mM Tris, 0.83 mM magnesi um chl oride, 0.42 mM dithio-
threitol, 0.083 nmM EDTA, 8.3 mM 3, 4-di hydr oxybenzoi ¢ aci d,
0.025 pCi  S-adenosyl - - (et hyl - **C) - net hi oni ne and 50 units
cat echol - O- net hyl transferase.

NOTES:

1. The TCR determ nes the nunber of counts in the
reaction m x before enzynme reaction.

2. The recovery of ™C material using the Ethyl Acetate
extraction and correcting for the renoval of only 4 m
of the layer is only 56% efficient, so a correction

must be made for the counts.

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

02/ 10/ 93 Page 4 of 4



