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Method for Incorporation of 32P or 33P into ANGIOZYME™ and
Quantitation of Radiolabeled ANIGOZYME™ in Biological Samples

Internal Radiolabeling
For internal labeling, ANGIOZYMETM was synthesized in two halves (5'-
gsasgsusugcuGAuGaggcc and gaaaggccGaaAgucugB-3'). The 3' half-
ribozyme (400 pmol for a 1x reaction) was 5' end-labeled using 2 µl of T4
polynucleotide kinase (30 U/µl), 1 µl of 10x kinase/ligase buffer (500 mM
HEPES, 30 mM DTT, 50 µg/ml BSA, 100 mM MgCl2), 1 µl of sterile H2O,
and 4 µl [γ32P] or [γ33P] ATP (150 µCi/µl). The reaction was incubated for 30
min at 37°C. The kinase was inactivated by heating at 65°C for 5 min.

The two ribozyme halves were then ligated together with the addition
of 2 µl of T4 RNA ligase (50 U/µl), 1 µl of kinase/ligase buffer, 1.2 µl of 100
µM ATP, and 5.8 µl of sterile H2O. The reaction was incubated for 2 hours
at 37°C. An equal volume of Stop solution (95% formamide, 20 mM EDTA,
0.05% bromphenol blue/xylene cyanole (BB/XC)) was added and the
solution was heated at 95°C for 3 min to denature the RNA. The solution
was loaded onto a 15% denaturing PAGE gel and run at 25 W. The gel was
exposed for 30 s on blue film (X-OMATRP XRP-5). The ligated band was
cut into small strips and eluted 3x in 600 µl of TE buffer (10 mM Tris, 1 mM
EDTA, pH 8). The combined supernatants were dried by vacuum
centrifugation in a Speed Vac and the pellet resuspended in 100 µl of sterile
H2O.

For precipitation, one microliter of glycogen, 8 µl of 5 M NaCl, and
700 µl of cold 95% EtOH were added to the solution and transferred to a -
70°C freezer for 1 hour. The precipitate was separated by centrifugation at
13,800 x g for 30 min at 4°C. The supernatant was separated by vacuum
centrifugation in a Speed Vac and resuspended in 100 µl of sterile H2O.

Biological Fluid and Tissue Sample Preparation
Plasma/Urine
Radioactivity in 25 µl thawed plasma or urine was analyzed by scintillation
counting, and the remainder reserved for PAGE and phosphorimage
analysis. An additional 25 µl of thawed plasma or urine was added to an
equal volume of Stop buffer and subjected to PAGE and phosphorimage
analysis.

Tissue
Samples were kept on dry ice throughout workup. Weighed tissue samples
were pulverized in liquid nitrogen cooled pulverizers. The powdered tissue
was added to genomic DNA preparation buffer (1:1 w/v) (43.5 ml H2O, 1 ml
5 M NaCl, 0.5 ml 1 M Tris pH 8.0, 2.5 ml 0.5 M EDTA, 2.5 ml 10% SDS and
proteinase K (30 units/mg)). Samples were thawed, vortexed, and digested
at 50°C for 75 min. Digested samples were placed on ice and an equal
volume of 2X Stop buffer was added. The samples were heated at 90°C for
5 min, then placed on ice for 5 min. The samples were repeatedly passed
through a 20 G needle in order to shear DNA. Samples were heated at
90°C for 3 min. The radioactivity in 50 µl of the digested tissue was analyzed
by scintillation counting, and the remainder reserved for PAGE and
phosphorimage analysis.

PAGE and Phosphorimage Analysis
A 50 µl aliquot of the sample was loaded onto a 15% denaturing PAGE gel
(15% acrylamide, 0.5% SDS in 1X TBE). After the bromophenol blue tracer

reached 2/3 of the gel length, the gel was transferred to a film backing and
exposed to a phosphorimaging screen overnight. The percent of full-length
ANGIOZYMETM was determined by line quantitation/peak finder analysis
(ImageQuaNT, Molecular Dynamics) of each gel lane.
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