Enzymati c Assay of PHENYLALANI NE AMVONI A- LYASE
(EC 4.3.1.5)
L- Phenyl al ani ne as a Substrate

PRI NCI PLE:
L- Phenyl al ani ne %2> trans-Ci nnamate + NH;

Abbr evi ati on used:
PAL = Phenyl al ani ne Ammoni a- Lyase

CONDI TIONS: T = 30°C, pH = 8.5, Ayonm Light path =1 cm
METHOD: Continuous Spectrophotonetric Rate Determ nation
REAGENTS:

A. 150 mM Tris HCl Buffer, pH 8.5 at 30°C
(Prepare 100 m in deionized water using Trizma Base,
Sigma Prod. No. T-1503. Adjust to pH 8.5 at 30°C with
1 MHC.)

B. 3 mM L-Phenyl al ani ne Sol uti on (PHE)
(Prepare 25 ml in Reagent A using L-Phenyl al ani ne,
Sigma Prod. No. P-2126. Heat gently to dissolve.)

C. Phenyl al ani ne Ammoni a- Lyase ( PAL)
(I medi ately before use, prepare a solution containing
0.03 - 0.15 unit/m of Phenyl al ani ne-Lyase i n Reagent

A)
PROCEDURE:
Pipette (in milliliters) the foll owi ng reagents into
sui tabl e cuvettes:
Test Bl ank
Reagent B ( PHE) 2.00 2.00
Dei oni zed Wt er 0. 90 0. 90

M x by inversion and equilibrate to 30°C. Then add:

Reagent C (PAL) 0.10 = ------
Reagent A (Buffer)  ------ 0. 10
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PROCEDURE: (conti nued)
I mediately m x by inversion and record the increase in
Aczonm fOr approximately 5 mnutes. Obtain the r Ayond M nute
using the maxinmum linear rate for both the Test and Bl ank.
CALCULATI ONS:

(r Ayzond mn Test - r Ayoned M n Bl ank) (3) (df)

Units/m enzynme =
(19.73)(0.1)

3 = Total volume (in mlliliters) of assay
df = Dilution factor
19.73 = MIlinmolar extinction coefficient® of trans-
ci nnamat e
at 270nm

units/m enzyne

Units/mg solid =
nmg solid/m enzyne

units/m enzyne

Units/mg protein =
nmg protein/m enzyne

UNI T DEFI NI Tl ON:

One unit will deamnate 1.0 upnole of L-phenylalanine to
trans-ci nnamate and NH; per mnute at pH 8.5 at 30°C

FI NAL ASSAY CONCENTRATI ONS:

In a 3.00 M reaction mx, the final concentrations are
150 mM Tris, 2 mM L-phenyl al ani ne, and 0.003 - 0.015 unit
phenyl al ani ne ammoni a-| yase.
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NOTES:

1. This value has been determ ned experinentally by
Si gma.

2. This assay is based on the cited references.

3. Where Sigma Product or Stock numbers 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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