[image: image1.wmf]
Department of Pharmaceutics

School of Pharmacy
Center for DNA Sequencing and Gene Analysis 

H260 Health Sciences Center

Box 357610

Seattle, WA  98195 -7610

(206) 616-8718

Fax: (206) 543-3204


Kelly Laboratory Practices for Working with Radioactive Materials-September, 2007

FOR ALL PROCEDURES INVOLVING USE OF RAM, LABORATORY COATS MUST BE WORN IN ADDITION TO GLOVES.  WHEN WORKING WITH 3H/14C/35S-LABELED COMPOUNDS, DISPOSE OF GLOVES AS DRY WASTE; FOR 32P-LABELED COMPOUNDS, CHECK WITH GEIGER COUNTER BEFORE DISPOSAL.  32P waste (dry & liquid) MUST be placed in separate containers from other radioactive waste.

In vivo drug disposition studies with 3H-labeled compounds:

Prepare working solution of radiolabeled compound by mixing sterile “cold” stock with the radioactive material.  Following intravenous injection, dispose of syringe as dry radioactive waste.  Any unused working solution should be disposed into liquid waste container (after calculating specific activity).

Once an animal has been injected with RAM, treat it as you would treat any RAM in terms of personal protection (gloves/lab coat).  For animal necropsies, the surgical equipment must be treated with cleanser (e.g. NoCount) and rinsed in the sink designated for RAM disposal in H159.  RAM-contaminated animal carcasses must be taken up to the freezer in the Comparative Medicine facility on the 6th floor of HSB.  Unless the length of exposure to RAM is >8 hours, the cage and bedding can be treated as normal waste.

Pulse-Chase Experiments with cultured cells:
1. Harvest cells after trypsinization in 15 mL centrifuge tube by centrifugation at 500x g for 10 min.

2. Resuspend cells in PBS and wash twice in PBS spinning as in step 1.

3. Resuspend cells in Met- medium (107 cells/mL) and starve them for 30-60 min in tissue culture incubator.

4. Add radioactive amino acid (100(Ci/107 cells) and incubate at 37˚C in tissue culture incubator for desired time.

5. Remove medium and dispose of as RADIOACTIVE liquid waste.  Wash cells twice with PBS and dispose of the PBS as RADIOACTIVE liquid waste.

6. Add fresh COMPLETE medium and incubate cells at 37˚C in incubator for desired “chase” period.

7. Remove medium and discard as RADIOACTIVE liquid waste and resuspend the cells by scraping in PBS.  Dispose of culture dish as dry RADIOACTIVE waste.

8. Pellet cells in 15 mL centrifuge tube by centrifugation at 500x g for 10 min, remove supernatant and lyse cells in lysis buffer (50 mM Tris-HCl pH 7.4-8.0, 150 mM NaCl, 1% detergent e.g. NP-40 or Triton X-100).

9. When completely finished, survey all workspaces and equipment by wipe testing and LSC.

Radiolabeling of DNA with 32P-dNTP for Northern/Southern Blotting
NOTE that all work with high specific activity 32P compounds must be performed with appropriate plexiglass shielding

1. Mix DNA with random hexamers and denature at 95-100˚C for 5 min followed by immediate transfer to ice.

2. Add remaining components of labeling reaction but be sure to add the radiolabeled dNTP LAST to avoid contaminating multiple pipette tips.

3. Incubate at room temperature for 1 hour before stopping reaction by adding an excess of EDTA.

4. Separate the unincorporated radiolabeled dNTP from radioactive DNA probe by passing over a spin column (e.g. Qiagen PCR purification column).  Dispose of original reaction tube and spin column as dry radioactive waste.

5. Calculate specific activity of your radiolabeled probe-this should be >108 CPM/ug-and store at –20˚C in shielded container.

6. When completely finished, survey all work spaces and equipment (pipettes, centrifuges, etc) with Geiger counter.
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