Enzymati c Assay of PAPAIN FICIN
On Agarose
(EC 3.4.22.2)

PRI NCI PLE:
BAEE -BawalnlBicins 5. N- Benzoyl - L- Argi ni ne + Ethanol

Abbrevi ati ons used:
BAEE = a- N-Benzoyl -L-Argi nine Ethyl Ester

CONDI T1 ONS: T = 25°C, pH=7.0
MVETHOD: Titrimetric
REAGENTS:

A. 500 mM Pot assi um Chl ori de Sol ution (KCl)
(Prepare 100 ml in deionized water using Potassium
Phosphate, Prod. No. P-4504.)

A. 250 mM Benzoyl -L-Argi nine Ethyl Ester Sol ution (BAEE)
(Prepare 20 m in Reagent A using a-N-Benzoyl -L-
Arginine, Ethyl Ester, Prod. No. B-4500.)

C. 250 nmM Et hyl enedi am netetraacetic Acid (EDTA)
(Prepare 100 m in deionized water using
Et hyl enedi am netetraacetic Acid, Disodium Dihydrate,
St ock No. ED2SS.)

D. 250 mM L-Cysteine, pH 7.0 at 25°C
(Prepare 25 ml in Reagent B using L-Cysteine
Hydrochl ori de, Prod. No. C-7880. Adjust to pH 7.0
with
1 M NaOH.' PREPARE FRESH.)

E. 100 mM Sodi um Hydroxide Titrant, Standardized (NaOH)
(Prepare according to ACS Reagent Procedure)

F. Papain/Ficin Enzyme Sol ution
(I medi ately before use prepare a solution containing
2.5 my/m in cold deionized water. Allow to hydrate
bef ore use.)
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Enzymati c Assay of PAPAIN
(EC 3.4.22.2)

PROCEDURE
Using a suitable pH meter in conjunction with a nmagnetic
stirrer, pipette (in mlliliters) the follow ng reagents
into a suitable titration vessel:
Test
Reagent A ( BAEE) 4.0
Reagent C ( EDTA) 0.4
Reagent D (L-Cysteine) 4.0

Equilibrate at 25°C, and adjust to pH 7.0 by the addition
of Reagent E. then add:

Reagent F (Enzyne Sol ution) 11.6

Monitor the pH of the reaction m x and record the tinme
when the pH reaches 7.0. Add a known anmount of Reagent E
(NaOH) and record the time for the pHto return to 7.0.
Repeat the process 3 tines.

CALCULATI ON:

(Vol NaCH consuned/ mn) (N NaCH) (1000 pMol es/ mvbl e) (1000)
(mg Sanpl e/ RM

Units/g Solid =

N NaOH = Normal ity of Reagent E
1000 = Conversion of mlligrams to granms (Unit definition)
RM = Reaction Mx (20 m)

UNI T DEFI NI TI ON:

One unit will hydrolyze 1.0 puMol e of BAEE per m nute at pH
7.0 at 25°C.

FI NAL ASSAY CONCENTRATI ON:

In a 20 mM reaction mx the final concentrations are 100
mM pot assi um chl ori de, 50 mM BAEE, 5 mM EDTA, 50 mM
L-cysteine and 25 ng papain/ficin agarose.
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NOTES:

Enzymati c Assay of PAPAIN
(EC 3.4.22.2)

Adj ust the pH quickly because L-cysteine readily
oxi di zes and forms a hazy sol ution.

Al'l product and stock numbers, unless otherw se
i ndi cated, are Sigma product and stock numbers.

This procedure is for informational purposes. For a current
copy of Sigma’s quality control procedure contact our
Techni cal Service Departnent.
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