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SDS-­‐PAGE	
  prepara5on	
  

•  You	
  will	
  make	
  whole	
  cell	
  extracts	
  with	
  equal	
  cell	
  #s	
  
–  Based	
  on	
  OD600	
  reading,	
  normalize	
  

•  Gel	
  separates	
  proteins	
  based	
  on	
  size,	
  shape,	
  charge	
  
•  Sample	
  prepara5on	
  (finish	
  next	
  5me)	
  
–  SDS:	
  
–  β-­‐Me:	
  

–  Boiling:	
  
–  Sample	
  Buffer	
  has	
  SDS,	
  β-­‐Me,	
  plus	
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•  Basis:	
  	
  

add protein!
mixture"

coat agarose !
beads with Ni2+" wash away !

non-His proteins"
elute His-tagged!

protein"

Affinity	
  	
  purifica5on	
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Today	
  in	
  Lab	
  (M2D6)	
  

•  Lyse	
  cell	
  pellets	
  in	
  BPER	
  
–  BSA	
  “carrier,”	
  protease	
  inhibitors	
  
–  Add	
  lysis	
  enzymes	
  

•  Prep	
  an	
  aliquot	
  for	
  SDS-­‐PAGE	
  
•  Purify	
  IPC	
  protein	
  from	
  the	
  rest	
  (long!)	
  
–  Two	
  steps:	
  affinity	
  purifica5on,	
  desal5ng	
  

–  Immediately	
  take	
  10	
  µL	
  aliquot	
  and	
  
measure	
  concentra5on	
  

–  The	
  rest	
  is	
  stabilized	
  w/BSA,	
  to	
  be	
  5trated	
  
against	
  calcium	
  next	
  5me	
  

-IPTG" +IPTG"
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