Enzymati c Assay of THROVBOCYTI N
PRI NCI PLE:

Thrombocytin

N - p-Tosyl -Gly- Pro- Arg p- Nitroanili de >N - p-Tosyl -Gly- Pro- Arg+ p- Nitroanilit

CONDI TIONS: T = 37°C, pH 8.4, Assm Light path = 1 cm
METHOD: Continuous Spectrophotonetric Rate Determ nation
REAGENTS:

A. 100 mM Tris and 100 mM I m dazole Buffer with
150 nmM Sodi um Chl oride, pH 8.4 at 37°C
(Prepare 100 m in deionized water using Trizm Base,
Prod. No. T-1503, |Im dazole, Prod. No. |-0250, and
Sodi um Chl oride, Prod. No. S-9625. Adjust to pH 8.4
at 37°Cwith 1 MHC.)

B. 1.5 mM N-p-Tosyl-Ay-Pro-Arg p-Nitroanilide Sol ution
(Substrate)
(Prepare 5 m in deionized water using
N- p- Tosyl -G y-Pro-Arg p-Nitroanilide, Acetate,
Prod. No. T-1637.)

C. 0.1% (w v) Bovine Serum Al bum n ( BSA)
(Prepare 10 m in Reagent A.)

D. Thronmbocytin Enzyme Sol ution
(I medi ately before use, prepare a solution containing
50 units/m of Thronmbocytin in Reagent C.)

PROCEDURE:
Pipette (in mlliliters) the follow ng reagents into
sui tabl e quartz cuvettes:
_Test _Bl ank
Reagent A (Buffer) 2.55 2.55
Reagent B (Substrate Sol ution) 0. 30 0. 30
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Enzymati c Assay of THROVBOCYTI N
PROCEDURE: (conti nued)

Equi librate to 37°C. Monitor the Assmm until constant,
using a suitably thernostatted spectrophotonmeter. Then
add:

Test Bl ank

Reagent D (Enzyne Sol ution) 0.15  ------
Reagent C (Bsp)  ------ 0. 15

| medi ately m x by inversion and record the increase in
Asosnm TOr approximately 5 mnutes. Obtain the ?A4sn M nute
using the maximum |l inear rate for both the Test and Bl ank.

CALCULATI ONS:

?As05nd M N Test - ?Assnnd M N Bl ank
Units/ng enzynme =
(0.0106) (mg enzyme/m RM

0.0106 = M cromol ar extinction coefficient of
p-nitroaniline at 405nm
RM = Reaction M x

UNI T DEFI NI Tl ON:

One unit will release 1.0 nnole of p-nitroaniline from
N-p-tosyl-Gy-Pro-Arg p-nitroanilide per mnute at pH 8.4
at 37°C.

FI NAL ASSAY CONCENTRATI ON:
Ina 3.0 M reaction mx, the final concentrations are
90 MM Tris, 90 mM i m dazole, 135 mM sodi um chl ori de,
0. 005% BSA, 0.15 mM N-p-tosyl-G y-Pro-Arg p-nitroanilide.
REFERENCES:
Kirby, E.P. (1979) Biochenm stry, 18, 3564
NOTES:

1. Al products and stock nunbers, 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 Technical Service Department.
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