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Announcements	  

•  Lecture	  7:	  AGssa	  on	  proposal,	  WAC	  evaluaGons	  
•  Mod	  3	  proposal	  
–  scope:	  breadth	  and	  depth	  aspects	  
–  piMalls	  of	  choosing	  idea	  too	  early	  or	  too	  late	  
–  Gps:	  talk	  with	  scienGst(s)	  in	  the	  field,	  read	  reviews	  	  	  	  

•  Mod	  3	  report	  
–  no	  separate	  methods	  secGon	  needed:	  state	  any	  unique	  
condiGons	  along	  the	  way	  in	  results	  secGon	  

–  required	  analysis:	  viability,	  qPCR	  (incl.	  RNA),	  ELISA	  
–  opGonal/if	  relevant	  analysis:	  PG	  assay;	  general	  bead,	  
cell,	  media	  appearance	  
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ELISA protocol	  
•  Direct ELISA uses labeled primary antibody"
•  Indirect ELISA – why use a secondary antibody?"

•  Development process – what/why/how"
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ELISA	  Outcomes	  

Outcome	   Possible	  Explana3ons	  

High	  reading	  in	  
“blank”	  samples	  

No	  signal	  at	  all	  
(including	  standards)	  

Saturated	  signal	  for	  
some	  samples	  
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DMMB	  assay	  

•  Measure	  GAGs	  with	  caGonic	  dye	  
•  Absorbance	  shi\	  due	  to	  complex	  
–  fades	  quickly!	  
– at	  low	  pH,	  selects	  for	  
–  thus	  a	  correcGon	  for	  
– standard	  curve	  made	  with	  	  	  

•  Typically	  normalize	  to	  cell	  amount	  (as	  DNA	  
content)…	  maybe	  next	  year	  
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qPCR	  analysis	  

Equation 1 from  M.W. Pfaffl, Nucleic Acids Res 29:2002 (2001)"
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Today	  in	  Lab	  (M3D6)	  

•  Finish	  ELISA	  –	  includes	  90	  min	  incubaGon	  
•  Meanwhile…	  
– DMMB	  assay	  staggered	  (15-‐20	  min	  of	  work)	  

– qPCR	  analysis	  
– finish	  viability	  analysis	  if	  you	  haven’t	  already	  
– cross-‐group	  research	  discussion	  


