Enzymati c Assay of a- CHYMOTRYPSI N (I nsol ubl e)
(EC 3.4.21.1)

PRI NCI PLE
ATEE + H,0 &Qumtrypsins, N Acetyl - - Tyrosine + Et hanol

Abbrevi ati on used:
ATEE = N-Acetyl-L-Tyrosine Ethyl Ester

CONDITIONS: T = 30°C, pH 8.0
MVETHOD: Titrimetric
REAGENTS:

A. 50% (w w) Methanol Solution (MeOH)
(Prepare 25 m in deionized water using Mthanol
Absol ute, Sigma Stock No. 17-5.)

B. 50 nM N-Acetyl -L-Tyrosine Ethyl Ester (ATEE)
(Prepare 20 m in Reagent A using N-Acetyl-L-Tyrosine
Et hyl Ester, Sigma Prod. No. A-6751.)

C. 500 nmM Cal ci um Chl oride Sol ution (CaCl,)
(Prepare 25 ml in deionized water using Cal cium
Chl ori de, Di hydrate, Sigma Prod. No. C-3881.)

D. 100 mM Sodi um Hydr oxi de Sol uti on Standardi zed (NaOH)
(Prepare 100 ml in deionized water using Sodium
Hydr oxi de, Anhydrous, Sigma Stock No. 505-8.
St andar di ze according to the ACS Reagent Procedure.?)

E. a-Chynotrypsin Enzyne, Insoluble (Enzyne)
(Use a-Chymotrypsin, Insoluble, 5 - 10 ng.)

PROCEDURE:

Weigh (in mlligrams) the follow ng reagents into a
sui t abl e cont ai ner:
Test
Reagent E (Enzyne) 5.00 - 10.00
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PROCEDURE: (conti nued)

Then pipette (in mlliliters) the follow ng reagents:
Test
Dei oni zed Wt er 6. 00
Reagent C (Cadl ,) 2.00

Mx by swirling and adjust the pHto 8.4 with Reagent D.
Equi li brate to 30°C and then add:

Reagent B ( ATEE) 2.00

Mx by swirling and incubate at 30°C. When the pH reaches

8.0 begin timng the reaction. Run the reaction for

1 - 5 mnutes. Miintain the pH of the reaction mx at 8.0

by the addition of small volumes (0.10 m ) of Reagent D.

Record the volunme of Reagent D used to maintain the pH at

8.0 and the tinme required.
CALCULATI ONS:

(Mol arity of NaOH) ( NaOH) (1000)
(nmg solid)(T)

Units/ng solid =

NaOH = Volunme (in mlliliters) of Reagent D used in
t he assay
1000 = Conversion factor to pmoles frommllinoles

nmg solid = ng solid of a-chynotrypsin, insoluble,
used in the assay

T = Time of assay (in mnutes) required to maintain

t he

pH at 8.0

UNI T DEFI NI Tl ON:

One unit will hydrolyze 1.0 pnole of ATEE per m nute at
pH 8.0 at 30°C.

I NI TI AL ASSAY CONCENTRATI ONS:

In a 10.00 mM reaction mx, the initial concentrations are

100 mM cal cium chloride, 10 mM N-acetyl -L-tyrosi ne et hyl
ester, and 5 - 10 ng of a-chynotrypsin, insoluble.
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REFERENCES:

Laskowski, M (1955) Methods in Enzynol ogy, Volune II, 2-
26.

(1993) Reagent Chemi cals ACS Specification, 8th ed., p.
95, Anerican Chem cal Society, Washi ngton, D.C.

NOTES:

1. Standardization of the NaOH solution is described in
(1993) Reagent Chem cals ACS Specification.

2. This assay is based on the cited references.

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/ 07/ 94 Page 3 of 3



