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Purpose
The purpose of this document is to describe the procedure for cell lysate sample preparation.
Scope
This procedure may be used to make lysate from cell lysate samples.
Responsibilities
It is the responsibility of person(s) performing this procedure to be familiar with laboratory safety procedures.  The interpretation of results must be done by a person trained in the procedure and familiar with such interpretation.  


Cell line
PA-1 (Sigma Aldrich, St. Louis, MO, Catalog # 90013101)
SK-OV-3 Cell Line human (Sigma Aldrich, St. Louis, MO, Catalog # 91091004)

Equipment
Milli-Q Integral Water Purification System (EMD Millipore, Darmstadt, Germany, Catalog # ZRXQ010TO)
Pellet Pestle Cordless Motor (Fisher Scientific, Asheville, NC, Catalog # 12-141-361)
Ultrasonic Cleaner (Branson Ultrasonics Corp., Danbury, CT, Catalog # 5510R-DTH)
[bookmark: _GoBack]Tecan GENios Plate Reader (Tecan Boston, Medford, MA)
SpeedVac Concentrator (Thermo Scientific, Rockford, IL, Catalog # SC250EXP)
Vortex-genie 2 Lab Mixer (Scientific Industries Inc., Bohemia, NY, Catalog # G-560)
Centrifuge 5430R (Eppendorf AG, Hamburg, Germany)
Materials
Flat-Top Graduated Microcentrifuge Tubes (Fisher Scientific, Asheville, NC, Catalog # 02-681-268 & 02-681-331 & 02-681-332)
Internal Threaded Polypropylene Cryogenic Vial (Corning Inc., Corning, NY, Catalog # 430491)
Reagents
Ammonium Bicarbonate, BioUltra >=99.5% (Sigma Aldrich, St. Louis, MO, Catalog # 09830)
Ammonium Hydroxide Solution, 28.0-30.0% (Sigma Aldrich, St. Louis, MO, Catalog # 221228)
Sodium Chloride, ACS reagent >=99.0% (Sigma Aldrich, St. Louis, MO, Catalog # S9888)
Sodium Fluoride, ACS reagent >= 99% (Sigma Aldrich, St. Louis, MO, Catalog # 201154)
Urea, 98+% (Sigma Aldrich, St. Louis, MO, Catalog # U5378)
Phosphatase Inhibitor Cocktail 2 (Sigma Aldrich, St. Louis, MO, Catalog # P5726)
Phosphatase Inhibitor Cocktail 3 (Sigma Aldrich, St. Louis, MO, Catalog # P0044)
cOmplete™ Protease Inhibitor Cocktail (Sigma Aldrich, St. Louis, MO, Catalog # 11697498001)
Pierce BCA Protein Assay Kit (Thermo Scientific, Rockford, IL, Catalog # PI23225)
Solutions
[bookmark: OLE_LINK5][bookmark: OLE_LINK6]Lysis Buffer (8M urea or 2.4g/5mL)
75mM NaCl in 100 mM NH4HCO3 pH 7.8
10 mM NaF
Phosphatase Inhibitor Cocktail 2 (50 µL per 5 mL)
Phosphatase Inhibitor Cocktail 3  (50 µL per 5 mL)
cOmplete (1/2 tablet per 5 mL))
Procedure
1. [bookmark: OLE_LINK7][bookmark: OLE_LINK8]Chill cultured cell pellets and lysis buffer on ice. 
2. Add 500 ul lysis buffer to cell pellets.
3. Vortex on high for 3 min and sonicate in a sonication bath for 3 min
4. 12000 g centrifuge 15min, transfer supernatant to another tube for digestion and BCA assay
5. Take aliquot for BCA assay
Referenced Documents
List any publications or documents referenced in the SOP.
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