Enzymati c Assay of ENDONUCLEASE
from Neurospora crassa

PRI NCI PLE:
DNA + H,Q Endomucleases Acj d- Sol ubl e O i gonucl eot i des

Abbrevi ati on:
DNA = Deoxyri bonucleic Acid

CONDI TIONS: T = 37°C, pH 8.0, Axom Light path = 1 cm
METHOD: Spectrophotonetric Stop Rate Determ nation
REAGENTS:

A, 200 mM Tris HCl Buffer with 20 mM Magnesi um Chl ori de
and 300 mM Sodi um Chl oride, pH 8.0 at 37°C
(Prepare 100 m in deionized water using Trizma Base,
Sigma Prod. No. T-1503, Magnesi um Chlori de,
Hexahydrate, Sigma Prod. No. M 0250, and Sodi um
Chl oride, Sigma Prod. No. S-9625. Adjust to pH 8.0 at
37°Cwith 1 MHC.)

B. 0.08% (W v) Deoxyribonucleic Acid (DNA)
(Prepare by dissolving 15 ng of Deoxyri bonucl eic Acid,
Sodium Salt, Sigma Prod. No. D-1501, in 5 m of

dei oni zed water. M x by stirring for 4 - 5 hours at
roomtenperature, then heat in a boiling water bath
for

15 m nutes. Cool to roomtenperature and then renove
2.7 m of the DNA solution and conmbine with 5 m of
Reagent A and 2.3 m of deionized water.)

C. 1 MPerchloric Acid Solution (HCl Q)
(Prepare 10 ml in deionized water using Perchloric
Acid, Sigma Stock No. 24,425-2.)

D. Endonucl ease Enzyme Sol uti on
(I medi ately before use, prepare a solution containing
16 - 48 units/m of Endonucl ease in cold deionized
wat er . )
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PROCEDURE:
Pipette (in milliliters) the foll owi ng reagents into
sui tabl e contai ners:
Test Bl ank
Reagent B ( DNA) 1.00 1.00
Dei oni zed Wt er 0.50 0.50

Mx by swirling and equilibrate to 37°C. Then add:

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

M x by inversion and incubate for exactly 30 m nutes at
37°C. Renove 0.30 ml from both the Test and Bl ank and
transfer into Eppendorf tubes each containing 0.50 m of
Reagent C (HCI &) and 0.20 m of deionized water

Mx by swirling and centrifuge for 10 m nutes. Renobve
0.10 m of the supernatant from both the Test and Bl ank
and add 2.90 ml of deionized water to each tube. Record
the Agsonm fOr both the Test and Blank in a suitable

spect rophot onet er

CALCULATI ON:
(A260nm Test - Assonm Bl ank) (3) ( 1. 60) (df)
(0.1)(0.3)(0. 1)

Units/m enzyme =

3 = Total volume (in milliliters) used to nmeasure the Asonm
1.60 = Volunme (in mlliliters) of reaction m x

0.1 = Volune (in mlliliter) of enzyme used

0.3 = Volunme (in mlliliter) renmoved fromthe reaction m x

0.1 = Volume (in mlliliter) renoved fromthe stopped reaction

units/m enzynme

Units/ng protein
nmg protein/m enzyne

UNI T DEFI NI TI ON:
One unit will produce acid-sol uble oligonucleotides

equi valent to a AAysom Of 1.0 in 30 mnutes at pH 8.0 at
37°C in a reaction volune of 1.60 nl.
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FI NAL ASSAY CONCENTRATI ONS:
In a 1.60 mMl reaction mx, the final concentrations are
63 mMM Tris, 6 mM magnesi um chl oride, 94 nM sodi um
chl oride, 0.05% (W v) deoxyribonucleic acid, and 1.6 - 4.8
units endonucl ease.

REFERENCE:

Fraser, MJ. (1980) Methods in Enzynol ogy 65, Part 1, 255-
263

NOTES:
1. This assay is based on the cited reference.

2. \Vhere 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.
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