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Welcome	
  back!	
  

•  This	
  week	
  
– Methods	
  +	
  Methods	
  peer	
  review	
  
–  Tissue	
  culture	
  work	
  
–  Time	
  to	
  make	
  progress	
  on	
  M2	
  research	
  ar-cle	
  in	
  lab	
  

•  Next	
  week	
  
–  BE	
  Communica-on	
  Lab	
  workshop	
  on	
  research	
  ar-cles	
  
–  Journal	
  club	
  presenta-ons	
  on	
  April	
  8th	
  
	
  	
  	
  	
  	
  Sign	
  up	
  for	
  paper	
  before	
  12pm	
  noon	
  on	
  Friday	
  

–  Data	
  analysis	
  



What	
  could	
  lead	
  to	
  “bad”	
  western	
  blots?	
  

M059J	
   M059K	
  

transfer: voltage non-optimal, dirty pads, 
handling of the membrane, bubbles
transfer: voltage non-optimal, dirty pads, 
handling of the membrane, bubbles

loading (but tubulin control)
pipetting error (2x J instead of J + K)

large size of protein makes it travel little

loading (but tubulin control)
pipetting error (2x J instead of J + K)

large size of protein makes it travel little

cell lysate concentrationcell lysate concentration

evaporated blocking buffers,
acrylamide stuck to membrane
old antibodies
contamination

evaporated blocking buffers,
acrylamide stuck to membrane
old antibodies
contamination



M2	
  experimental	
  overview	
  



DNA repair is variable among individuals

Quantifying it can inform choices

DNA repair is variable among individuals

Quantifying it can inform choices

prone to cancerprone to cancer resistance to chemotherapyresistance to chemotherapy



What	
  experiments	
  are	
  we	
  preforming	
  today?	
  

drug: NHEJ inhibitordrug: NHEJ inhibitor

repair deficientrepair deficientnormalnormal



Same	
  cut	
  end,	
  different	
  drugs?	
  	
  
Different	
  cut	
  ends,	
  same	
  drug?	
  

Smart	
  study:	
  

NHEJ	
  inhibitor	
  
drug	
  op-ons:	
  
	
  
1.  Loperamide	
  

hydrocholoride	
  

2.  DMNB	
  	
  
(4,5-­‐dimethoxy-­‐2-­‐
nitrobenzaldehyde)	
   loperamideloperamide

loperamideloperamide

loperamideloperamide

loperamideloperamide

DMNBDMNB



pMAX_FP	
  	
  
plasmid	
  

Lipofectamine	
  
LTX	
  +	
  Plus	
  

fluorescent	
  	
  
protein?	
  

Mammalian	
  cell	
  
transfec-on:	
  
lipofec-on	
  

azonano.com	
  
ibidi.com	
  

++--



Add	
  reagents	
  to	
  tubes	
  in	
  this	
  order!	
  

Add	
  reagents	
  to	
  tubes	
  in	
  this	
  order!	
  

20 min20 min

50 uL50 uL



In	
  lab	
  today,	
  split	
  up:	
  

•  Tissue	
  culture	
  room	
  
–  Orange,	
  Pink,	
  Purple	
  
–  Check	
  calcula-ons	
  with	
  
Leslie	
  &	
  Maxine	
  

•  Methods	
  peer	
  review	
  
ü Homework	
  due	
  M2D6	
  J	
  


