
  Process ng of Sputum Spec mens for Nucle c Ac d Extract on     QUESTIONS  
PURPOSE Sputum  pecimen  collected from patient  for molecular diagno tic te ting frequently contain mucoid or mucopurulent material that make the  pecimen too vi cou  for efficient proce  ing for down tream nucleic acid extraction.   Thi  procedure provide  guidance for liquification of  putum  pecimen  prior to down tream nucleic acid extraction and molecular te ting. MATERIALS (Di claimer: Name  of vendor  or manufacturer  are provided a  example  of  uitable product  ource . Inclu ion doe  not imply endor ement by the Center  for Di ea e Control and Prevention.) 
• Nuclea e-free PCR grade water 
• Thermo Scientific™ Pierce™ DTT (Dithiothreitol), No-Weigh™ Format (Fi her Scientific catalog A39255) 
• Sterile, 0.01 M Pho phate Buffered Saline (PBS), pH 7.2 
• Micropipette  
• Aero ol barrier pipette tip  
• 1.5 mL or 2.0 mL microcentrifuge tube  (DNa e/RNa e free) 
• 10 mL or 15mL,  terile  crew cap tube  (polypropylene) PRECAUTIONS • Handling and proce  ing  pecimen   hould be performed in accordance with national biological  afety guideline . Refer to the following:  http ://www.cdc.gov/lab /pdf/CDC-Bio afetyMicrobiologicalBiomedicalLaboratorie -2009-P.PDF  
• Handle  pecimen  carefully to avoid cro  -contamination, including changing glove  between  ample . All  pecimen   hould be kept cold during proce  ing. PREPARING SPUTUM SAMPLES BEFORE EXTRACTION  
• Rehydrate Thermo Scientific™ Pierce™ DTT (Dithiothreitol) by adding 100 µL of nuclea e-free water to one microtube containing DTT and gently mix with pipette tip to completely di  olve (500 mM final concentration). 
• Add the entire 100 µL of fre hly prepared DTT to 5mL of cold  terile 0.01 M PBS (pH 7.2) and mix briefly. 
• In a microcentrifuge tube, add diluted DTT  olution to an equal volume of  pecimen. (e.g. 500 µL of  putum + 500 µL of diluted DTT). Note: U e DTT immediately. Di card any unu ed recon tituted DTT. 
• Incubate  ample at room temperature with intermittent mixing until the  ample i  liquified (up to 30 minute ). 
• U e liquified  ample for down tream nucleic acid extraction following the extraction  y tem manufacturer’  guideline . Retain any re idual liquified  ample at -70°C. Plea e  end que tion  or comment  by email to re pviru @cdc.gov. 
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