Enzymati c Assay of ADENOSI NE DEAM NASE
(EC 3.5.4.4)

PRI NCI PLE

Adenosi ne + H,Q #denesine Deamnases | nosjne + NH,
CONDI TIONS: T = 25°C, pH = 7.5, Aspsm Light path =1 cm
METHOD: Continuous Spectrophotonetric Rate Determ nation
REAGENTS:

A. 100 mM Pot assi um Phosphate Buffer, pH 7.5 at 25°C
(Prepare 150 m in deionized water using Potassium
Phosphat e, Monobasic, Anhydrous, Sigma Prod. No. P-

5379. Adjust to pH 7.5 at 25°C with 1 M KOH.)

B. 1.35 mM Adenosine Solution, pH 7.0 at 25°C'
(Prepare 10 m in deionized water using Adenosi ne,
Sigma Prod. No. A-9251. Adjust to pH 7.0 at 25°C with
10 mM NaOH.)

C. 0.1% (w v) Bovine Serum Al bum n Sol uti on (BSA)
(Prepare 50 m in Reagent A using Al bum n, Bovine,
Si gma Prod. No. A-4503.)

D. Adenosi ne Deanm nase Enzyne Sol ution
(I medi ately before use, prepare a solution containing
0.20 - 0.40 unit/m of Adenosine Deam nase in cold

Reagent C.)
PROCEDURE:
Pipette (in mlliliters) the follow ng reagents into
sui tabl e quartz cuvettes:
_Test _Bl ank

Dei oni zed Wat er 1.30 1.30
Reagent A (Buffer) 1.50 1.50
Reagent B (Adenosi ne) 0.10 0.10
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Enzymati c Assay of ADENOSI NE DEAM NASE
(EC 3.5.4.4)

PROCEDURE: (conti nued)

M x by inversion and equilibrate to 25°C. Mnitor the
Acesnm Until constant, using a suitably thernostatted
spectrophotoneter. Then add:

Reagent C (Bsp  ------ 0. 10
Reagent D (Enzyne Sol ution) 0.10  ------

| medi ately m x by inversion and record the decrease in
the Agssnm fOr approximately 5 mnutes. Obtain the
r Agesnnd M nute using the maxi num |l inear rate for both the
Test and Bl ank.

CALCULATI ONS:

(r Asesnd M n Test - ¥ Aggsnnd M N Bl ank) (3) (df)

Units/m enzyme =

(8.1) (0.1)
3 = Total volume (in mlliliters) of assay
df = Dilution Factor
8.1 = MIlinplar extinction coefficient of adenosi ne at
265 nm
0.1 = Volume (in mlliliters) of enzynme used

units/m enzynme
Units/ng solid =

mg solid/m enzyme

units/m enzynme

Units/ng protein =
ng protein/m enzyne

UNI T DEFI NI Tl ON:

One unit will deam nate 1.0 pnol e of adenosine to inosine
per mnute at pH 7.5 at 25°C.

FI NAL ASSAY CONCENTRATI ON:

In a 3.00 M reaction mx, the final concentrations are
53.3 mM pot assi um phosphate, 0.045 nM adenosi ne, 0.003%
(wv) bovine serum al bumin and 0.02 - 0.04 unit of
adenosi ne deam nase.
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Enzymati c Assay of ADENOSI NE DEAM NASE
(EC 3.5.4.4)
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NOTES:

1. Substrate concentration should not be significantly
i ncreased above that listed in the procedure. Higher
concentrations result in a deviation from Beers Law
| eading to errors in the rate determ nati ons accordi ng
to Murphy et al. (1982).

2. This assay is based on the cited references.

3. VWhere Sigma Product or Stock nunmbers 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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