Enzymati c Assay of
LEUKOTRI ENE D, HYDROLASE
(EC 3.4.13.19)

PRI NCI PLE:
Gy-D—Phe + H,0 —Leukotriene D4 Hydrolase D- Phe + Gy

Abbrevi ati ons used:
D- Phe = Phenyl al ani ne
Ay = dycine

CONDITIONS: T = 37°C, pH = 8.0, Asiunm Light path = 1 cm
METHOD: St opped HPLC Anal ysis of Products
REAGENTS:

A. 100 mM Tris HCl Buffer, pH 8.0 at 37°C
(Prepare 100 m in deionized water using Trizma Base,
Sigma Prod. No. T-1503. Adjust to pH 8.0 at 37°C with
1 MHC.)

B. 10 nM dy-D- Phe Solution (dy-D Phe)
(Prepare 1 nml in Reagent A using dy-DPhe, Sigm
Prod. No. G 4879.)

C. 2.4 nmM p Phenyl al ani ne Sol uti on (Phe Std)
(Prepare 5 ml in Reagent A using b Phenyl al ani ne,
Sigma Prod. No. P-1751. Initially prepare a stock
solution containing 0.40 ng/m . Further dilute to
stock concentrations of (ng/m): 0.30, 0.20, 0.10,
and 0. 050.)

D. Leukotriene D, Hydrol ase Enzyme Sol ution
(I medi ately before use, prepare a solution containing
0.05 - 0.1 unit/m in cold Reagent A.)

E. 0.08% (wv) Phosphoric Acid Solution (Buffer A)
(Prepare 200 m in deionized water using Phosphoric
Acid, Sigma Prod. No. P-6560. Adjust to pH 2.5 with 1
M NaCH. )
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Enzymati c Assay of
LEUKOTRI ENE D, HYDROLASE
(EC 3.4.13.19)

REAGENTS: (conti nued)

F. Acetonitrile (Buffer B)
(Use Acetonitrile, Sigma Stock No. 27,071-7.)

PROCEDURE:

Step 1:
Pipette (in mlliliters) the follow ng reagents into
suitable m crocentrifuge tubes:
Test Bl ank
Reagent A (Buffer) 0. 08 0.09
Reagent D (Enzyne Sol ution) 0.0  ------
Equi li brate to 37°C. Then add:
Reagent B (4 y- D Phe) 0.01 0.01

I ncubate for exactly 30 m nutes at 37°C. Then term nate

the reaction by heating at 100°C for 4 m nutes.

M crocentrifuge at 15,000 g for 10 m nutes and then
transfer 0.08 m of the supernatant from both the Test and
Bl ank to HPLC vi al s.

Step 2:
HPLC anal ysis of reaction products.

1. Colum: Supelcosil LC-18, Supelco Catal og No. 5-8230,
4.6 x 150 mm 5 um particle size.

2. Mobil e Phase Time (mn)
0 15 25
Buf fer B (Reagent F) 4. 5% 30% 30%
Buf fer A (Reagent E) 95. 5% 70% 70%

Pr essur e: 2150 PSI!, flowrate 1.5 m/min, detection:
214nm Sanpl e volune injected: 20 ul.

3. Inject blank and standards of p phenyl al ani ne (Reagent
C). A comparison can then be nade between the
standard curve of D phenyl al ani ne and p-phenyl al ani ne
generated fromthe sanple reaction.
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Enzymati c Assay of
LEUKOTRI ENE D, HYDROLASE
(EC 3.4.13.19)

CALCULATI ONS:

(pmol es of p-phenyl al ani ne) (0. 1)
Units/m enzyme =

(0.01) (30)
0.1 = Volume (in milliliter) of assay
0.01 = Vol une (|n mlliliter) of enzyme used
30 = Tinme (in mnutes) of assay

units/m enzyme

Units/ng solid =
ng solid/m enzyne

units/m enzynme
Units/ng protein =

ng protein/m enzyme
UNI' T DEFI NI TI ON:

One unit will produce 1.0 pumol e of p- phenyl al anine from
d y-p-Phe per mn at pH 8.0 at 37°C.

FI NAL ASSAY CONCENTRATI ON:

In a 0.10 nl reaction mx, the final concentrations are
100 MM Tris, 1 mMgly-pb phe, and 0.0005 - 0.001 unit of
| eukotriene D, hydrol ase.

REFERENCE:

Littl ewood, G M, Hooper, N.M, and Turner, A J. (1989)
Bi ochem cal Journal 257, 361-367.

NOTES:
1. This pressure may vary.
2. This assay is based on the cited reference.

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.

Revi sed: 04/ 30/ 97 Page 3 of 3


dgaige

dgaige

dgaige


