Enzymati c Assay of CARBOXYPEPTI DASE G
(EC 3.4.19.9)

PRI NCI PLE:

(+) Aret hopterin + H,o @hawpeptidase G _ g ytam ¢ Acid + 4- Ami no- N'-
Met hyl pt eroi ¢ Aci d

CONDI TIONS: T = 30°C, pH 7.3, Asonm Light path = 1 cm
METHOD: Continuous Spectrophotonetric Rate Determ nation
REAGENTS:

A, 50 MM Tris HCl Buffer, with 0.1 mM Zinc Chloride, pH
7.3 at 30°C
(Prepare 100 m in deionized water using Trizma Base,
Sigma Prod. No. T-1503 and Zinc Chloride, Sigm
Prod. No. Z-4875. Adjust to pH 7.3 at 30°C with
1 MHC.)

B. 1.8 mM (+)Anmet hopterin Substrate Sol ution
(Prepare 10 ml by dissolving (+)Anet hopterin, Hydrate,
Sigma Prod. No. A-6770 in 0.1 m of 1 MNaOH Dilute
to 10 M with Reagent A.)

C. Carboxypeptidase G Enzyme Sol ution
(I mmedi ately before use, prepare a solution containing
0.3 - 0.6 unit/m of Carboxypeptidase Gin cold
dei oni zed water.)

PROCEDURE
Pipette (in milliliters) the foll owi ng reagents into
sui tabl e cuvettes:
Test Bl ank
Reagent A (Buffer) 2.80 2.80
Reagent B (Substrate Sol n) 0.10 0.10
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Enzymati c Assay of CARBOXYPEPTI DASE G
(EC 3.4.19.9)

PROCEDURE: (conti nued)

M x by inversion and equilibrate to 30°C. Mnitor the
Azzonm Until constant, using a suitably thernostatted
spectrophotoneter. Then add:

_Test  _Blank

Reagent C (Enzyne Sol ution) 0.10  ------
Dei oni zed Water — ------ 0. 10

| medi ately m x by inversion and record the decrease in
AAgzond M nut e using the maxi num linear rate for both the
Test and the Bl ank.

CALCULATI ON:

(AA320nn{ mn Test - AAgzonn/ m n Bl ank) ( 3) (df)

Units/m enzyme =

(8.3)(0.1)
3 = Volume (in mlliliters) of assay
df = Dilution factor
8.3 = The difference in the mllinolar extinction
coefficients between the substrate and product
at 320 nm*
0.1 = Volunme (in mlliliters) of enzynme used

units/m enzynme

Units/ng solid =
mg solid/m enzyme

units/m enzynme
Units/ng protein =

ng protein/m enzyne
UNI T DEFI NI TI ON:

One unit will hydrolyze 1.0 pnole of L-glutamc acid from
(+)amet hopterin per mnute at pH 7.3 at 30°C.

FI NAL ASSAY CONCENTRATI ONS:
In a 3.00 reaction mx, the final concentrations are

48 mM Tris, 0.1 mM zinc chloride, 0.06 mM (+)anethopterin,
and 0.03 - 0.06 unit carboxypeptidase G
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Enzymati c Assay of CARBOXYPEPTI DASE G
(EC 3.4.19.9)

REFERENCES:

McCul | ough, J.C., Chabner, B.A and Bertino, J.R (1971)
Journal of Biological Chem stry 246, 7207-7213.

Levy, C.C. and Goldman, P. (1967) Journal of Biol ogical
Chem stry 242, 2933-2938.

NOTES:
1. The difference in the extinction coefficients for
(+) amet hopterin and 4-am no- N*°-nethyl pteroic acid is
described in the reference by MCul | ough, J.L., et al.
(1971) .
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: 09/ 13/ 94 Page 3 of 3



