Enzymati c Assay of HYALURONATE LYASE
(EC 4.2.2.1)
PRI NCI PLE:

Hyal uronic Acid Hyaluronate Lyases, Depol yneri zati on Products + Hyaluronic Acid
CONDI TIONS: T = 37°C, pH = 5.35, %lgonm Light Path = 1 cm
METHOD: Turbidinmetric

REAGENTS:

A. 300 mM Sodi um Phosphate pH 5.35 at 37°C.
(Prepare 50 ml in deionized water using Sodi um
Phosphat e, Monobasic, Sigma Prod. No. S-0751. Adj ust

pH to 5.35 at 37°C using 1 M NaCH.)

B. 0.3 ng/m Hyaluronic Acid (Substrate Sol ution)
(Prepare 20 ml of a 0.3 ng/m solution using
Hyal uroni ¢ Acid, Product No. H-1751 in reagent A.
Heat gently and shake to dissolve.)

C. 20 mM Sodi um Phosphate pH 7.0 at 37°C with
77 mM Sodi um Chl oride and 0.01% (w v) Bovi ne Serum
Al bumi n (Enzyme Dil uent)
(Prepare 250 m in deionized water using Sodium
Phosphat e, Monobasic, Sigma Prod. No. S-0751, Sodium
Chl ori de,
Sigma Prod. No. S-9625, and Bovi ne Serum Al bum n,
Sigm Prod. No. A-6003. Adjust to pH 7.0 using 1 M
NaCH. )

D. 24 nmM Sodi um Acetate with 79 mM Acetic Acid 0.1% (w v)
Bovi ne Serum Al bum n pH 3.75 at 37°C cont ai ni ng
1:1 HC :H,O (Acid Al bum n Solution)
(Prepare 1 L in deionized water using Sodium Acet at e,
Tri gydr ate, Sigma Prod. No. S-8625, d acial Acetic
Aci d,
Sigma Prod. No. A-0808, Bovine Serum Al bum n, Sigma
PE)IOdj No. A-6003. Adjust to pH 3.75 at 37°C using 5 N
HCl .

E. Hyaluronate Lyase Sol ution
(I medi ately before use prepare a solution containing
5 - 10 units per m in cold Reagent C (Enzyne
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Di luent)).
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Enzymati c Assay of HYALURONATE LYASE
(EC 4.2.2.1)

REAGENTS: (conti nued)

F. NF Standard Hyal uroni dase Sol ution
(I medi ately before use prepare a solution containing
15 units NF Standard Hyal uroni dase per m in cold
Reagent C (Enzyne Diluent)).

PROCEDURE:

Pipette (in mlliliters) the follow ng reagents into
sui tabl e tubes.

Test,; Test, Tests; Blank Std; Std, Std; Stds Stds

Reagent B 1.00 1.00 1.00 1.00 1.00 1.00 1.00 1.00 1.00

| ncubate at 37°C for 10 m nut es. Then add at tine zero:

Reagent E 1.00 0.75 0.50 ---- ===« c--o  —oooaooo oo--
Reagent F ---- =---- =---- ---- 1.00 0.80 0.60 0.40 0.20
Reagent C ---- 0.25 0.50 1.00 ---- 0.20 0.40 0.60 0.80

M x by inversion and i ncubate at 37°C for 45 m nutes.
Then add:

Reagent D 10.0 10.0 10.0 10.0 10.0 10.0 10.0 10.0 10.0

I medi ately m x tubes by inversion and |et stand at room
tenperature for 10 m nutes, then transfer to suitable
cuvettes. Read the percent transmttance (%) versus

dei oni zed water in a suitably thernostatted
spectrophotonmeter at 600 nm

CALCULATI ON:
% Tiest

units/ ng enzyme =
(" % Tstandara/ NF units/ RM (nmg enzyne/ RM

% Tiest = % Tiest - % Tpiank
% Tstandard = % Tstandard = %0 Toiank
UNI T DEFI NI TI ON:
One unit is equivalent to one NF unit as determ ned by the

met hod described in USP XXII-NF XVII conmbined edition, p.
644 (1990).
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Enzymati c Assay of HYALURONATE LYASE
(EC 4.2.2.1)

FI NAL ASSAY CONCENTRATI ONS:
In a2 m reaction mx, the final concentrations are
160 mM sodi um phosphate, 39 mM sodi um chl ori de,
0. 005% (w/ v) bovine serum al bumn, 0.15 ng/m hyal uronic
acid, and 2.5 - 10 units hyauronate |yase.

REFERENCES:

(1955) Meth. in Enzynol. |, 172
(1990) USP XXII-NF XVII, 644

NOTES:

1. Al products and stock nunbers, unless otherw se
i ndi cated, are Sigma product and stock nunbers.

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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