Enzymati c Assay of CHONDRO Tl NASE ABC
(EC 4.2.2.4)

PRI NCI PLE:

Chondroitin Sulfate + H,Q Qeodreltinase 28G5 ynsat ur at ed Di sacchari des
CONDITIONS: T = 37°C, pH = 8.0, Asxxnm Light path = 1 cm
METHOD: Spectrophotonetric Stop Rate Determ nation

REAGENTS:

A. 250 mM Tris HCl and 300 mM Sodi um Acetate Buffer wth
0. 05% (w/ v) Bovine Serum Al bum n, pH 8.0 at 37°C
(Prepare 200 m in deionized water using Trizma Base,
Sigma Prod. No. T-1503, Sodium Acetate, Trihydrate,
Sigma Prod. No. S-8625, and Al bum n, Bovine, Sigma
Prod. No. A-4503. Adjust to pH 8.0 at 37°C with
1 MHCl or 1 M NaOH.)

B. 0.5% (wv) Chondroitin Sulfate A Solution (Chon A)
(Prepare 5 m in Reagent A using Chondroitin Sulfate
A, Sodium Salt, Sigma Prod. No. C-7571.)

C. 0.5%(wv) Chondroitin Sulfate B Sol ution (Chon B)
(Prepare 5 m in Reagent A using Chondroitin Sulfate
B, Sodium Salt, Sigma Prod. No. C-2413.)

D. 0.5% (wv) Chondroitin Sulfate C Solution (Chon C)
(Prepare 5 m in Reagent A using Chondroitin Sulfate
C, Sodium Salt, Sigma Prod. No. C-4384.)

E. 0.01% (wv) Bovine Serum Al buni n Sol uti on (BSA)
(Prepare 20 ml in deionized water using Al bum n Bovine
Serum Sigma Prod. No. A-4503.)

F. 50 nM Potassium Chloride Solution, pH 1.8 at 25°C (KC)
(Prepare 50 m in deionized water wusing Potassium
Chl oride, Sigm Prod. No. P-4504. Adjust to pH 1.8 at
25°Cwith 1 MHC .)

SSCHONO1 Page 1 of 4
Revi sed: 04/ 24/ 97



Enzymati c Assay of CHONDRO Tl NASE ABC
(EC 4.2.2.4)

REAGENTS: (conti nued)
G Chondroitinase ABC Enzyne Sol ution

(I mmedi ately before use, prepare a solution containing
0.06 - 0.10 unit/mM of Chondroitinase ABC in cold

Reagent E.)
PROCEDURE
Pipette (in mlliliters) the following reagents into
sui tabl e tubes:
Test 1 Test 2 Test 3
Reagent G (Enzy Sol n) 0. 80 0. 80 0. 80

Equi li brate to 37°C for 2 m nutes. Then add:

Reagent B (Chon A) 0. 20 S i
Reagent C (Chon B) ---- 0. 20 -
Reagent D (Chon Q) ---- ---- 0. 20
M x by inversion. Incubate at 37°C for 21 mnutes. At O,

3, 6, 9, 12, 15, 18, and 21 mnutes (Ty), transfer 0.10 ni
from each Test to separate tubes containing 0.90 m of
Reagent F (KCl). The Blank for this assay is Tg

| ncubate each tube for an additional 10 m nutes at 37°C
Centrifuge for 10 m nutes and transfer the Test and Bl ank
supernatants to suitable quartz cuvettes. Record the
absorbance at 232 nm for each tube.

CALCULATI ONS:
Tr = Time intervals (mnutes) for enzyne assay incubation
r A232nm Test (TT) = A232nm Test (TT) - A232nm Bl ank (To)

Plot the ¥ Agonm Test (Ty) vs. Time. Determne the ¥ Agpond M N
Test froma linear portion of the graph.
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Enzymati c Assay of CHONDRO Tl NASE ABC
(EC 4.2.2.4)
CALCULATI ONS:

(r Asond Mn Test) (1.0) (df)

Units/m =
(Em) (0.10) (0.8)
df = Dilution factor
Ewm = MIIlinolar extinction coefficient of unsaturated
di sacchari des: 5.1 for products from Chondroitin A
and
Chondroitin B, and 5.5 for products from Chondroitin
C.
0.10 = Volunme (in mlliliter) of reaction m x used
T = Tinme (in mnutes) of the assay as per the Unit
Definition
1.0 = Total volune (i liliter) of assay
0.8 = Volunme (in mll I t r) of enzynme used

units/m enzynme

Unit/ng solid =
nmg solid/m enzyme

UNI T DEFI NI TI ON:

One unit will liberate 1.0 unole of 2-acetam do-2-deoxy- 3-
O (B-D- gl uc-4-ene-pyranosyl uronic acid)-4-0Osul fo-D
gal actose from chondroitin sulfate A or 1.0 upnole of 2
acet am do- 2- deoxy- 3- O (B- D- gl uc- 4- ene- pyranosyl uronic
acid)-6-0sul fo-D-gal actose from chondroitin sulfate C per
m nute at pH 8.0 at 37°C

FI NAL ASSAY CONCENTRATI ON:

In a 1.00 M reaction mx, the final concentrations are

50 mM Tris, 60 mM sodium acetate, 0.02% (W v) bovine serum
al bumn, 0.1% (wv) chondroitin sulfate A, B or C, and
0.048 - 0.08 unit chondroitinase ABC.

REFERENCE:

Saito, H., Yammgata, T. and Suzuki, S. (1968) J. Biol.
Chem 243, 1536-1542

Yamagata, T., Saito, H., Habuchi, O, and Suzuki, S
(1968) J. Biol. Chem 243, 1523-1535

NOTES:
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1. This assay is based on the cited references.
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Enzymati c Assay of CHONDRO Tl NASE ABC
(EC 4.2.2.4)

NOTES: (conti nued)

2. \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.

SSCHONO1 Page 5 of 4
Revi sed: 04/ 24/ 97



