Enzymati c Assay of TISSUE PLASM NOGEN ACTI VATOR
SI NGLE CHAIN T- PA
Am dol ytic Activity

PRI NCI PLE:
D-l1le-Pro-Arg-pNA + H,O 4> pIle-Pro-Arg + p-Nitroaniline

Abbr evi ati on used:
PNA = p-Nitroanilide

CONDI TIONS: T = 25°C, pH 6.0 and 9.0, Assm Light path =1 cm
METHOD: Continuous Spectrophotonetric Rate Determ nation
REAGENTS:

A. 500 mM Pot assi um Phosphate Buffer, pH 6.0 at 25°C
(Phos Buffer)
(Prepare 100 m in deionized water using Potassium
Phosphat e, Monobasic, Anhydrous, Sigma Prod. No. P-

5379. Adjust to pH 6.0 at 25°C with 1 M NaCH.)

B. 500 mMTris HCI Buffer, pH 9.0 at 25°C (Tris Buffer)
(Prepare 100 m in deionized water using Trizm Base,
Sigm Prod. No. T-1503. Adjust to pH 9.0 at 25°C with
1 MHCA.)

C. 0.40 MM pIlle-Pro-Arg p-Nitroanilide Solution
(Substrate pH 6)
(Prepare 20 m in Reagent A using p-lle-Pro-Arg
p-Ni troanilide Di hydrochloride, Sigma Prod. No. 1I-
0898.)

D. 0.40 mMMplle-Pro-Arg p-Nitroanilide Solution
(Substrate pH 9)
(Prepare 20 m in Reagent B using p-Ile-Pro-Arg
p-Ni troanilide Di hydrochloride, Sigma Prod. No. 1I-
0898.)

E. 1 M Potassium Bi carbonate Sol ution (Enzyme Dil uent)
(Prepare 25 m in deionized water using Potassium
Bi carbonate, Sigma Prod. No. P-9144.)

F. Tissue Plasm nogen Activator Single Chain T-PA Enzyne
Sol uti on (T-PA)
(I medi ately before use, prepare a solution containing
0.5 -1.0 unit/m of Tissue Plasm nogen Activator
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Single Chain T-PA in cold Reagent E.)
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PROCEDURE:

Pipette (in milliliters) the foll owi ng reagents into

sui tabl e cuvettes:

Test 1 Bl ank 1 Test 2 Bl ank 2

Reagent C
(Substrate pH 6) 0.90 0.90  ------ a--a--
Reagent D
(Substrate pH9  ------ - ---- 0. 90 0. 90
Reagent F (T-PA) 0.10  ------ 0.10  ------
Reagent E
(Enzyme Diluent)  ------ 0.10  ------ 0.10

| medi ately m x by inversion and record the increase in
Asosnm fOr approximately 10 minutes using a suitably

t hernostatted spectrophotoneter. Obtain the AA4jpsnd M nute
uFinE tpe maxi mum | i near rate for both the Tests and

Bl anks.

Conpare the activity of Test 2 to that of a control
sanple. The activity should be simlar.

CALCULATI ONS:

(AAs0s) (df) (1)
Units/m =
(0.1)(10)
1 = Volume (in milliliter) of assay
df = Dilution factor
0.1 = (Volunme (in mlliliter) of enzyme used
10 = M1 linolar extinction coefficient of p-

nitroaniline
at 405 nm under the conditions of the assay

FI NAL ASSAY CONCENTRATI ON:

In a 1.00 M reaction mx the final concentrations are
0.36 MM p-lle-Pro-Arg p-nitroanilide, 450 nM Tris or

450 mM pot assi um phosphate, 100 mM pot assi um bi car bonat e,
and 0.05 - 0.10 unit tissue plasm nogen activator single
chai n T-PA
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NOTES:

., and

1. The assay is run at pH 6.0 and pH 9.0. There should
be very little activity observed at pH 6.0 with the
maxi mum activity observed at pH 9.0.

2. This assay is based on the cited references.

3. VWhere Sigma Product or Stock nunmbers 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/ 96 Page 4 of 3



