
M2D2: Begin WB Analysis
3/13/14

1. Pre-lab discussion — primer memo & Western blots	


2. Lyse cells	


3. Measure total protein concentration	


4. SDS-PAGE & Transfer



Primer Design Memo — due Tuesday

Directly from the wiki:



Review of Mod2 Goals:
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http://www.nature.com/scitable/topicpage/cell-cycle-control-by-oncogenes-and-tumor-14191459
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First: validate the system.
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Western blot analysis: Step 1



Western blot analysis: Step 2
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Western blot analysis: controls



“Enzyme	  linked	  immunosorbent	  assay	  was	  utilized	  to	  quantify	  

total	  collagen	  II	  content.	  100	  μL	  of	  wash	  buffer	  was	  added	  to	  36	  

wells	  of	  a	  96-‐well	  plate.	  Wash	  was	  done	  3	  times.	  2	  μL	  of	  anti-‐

collgen	  II	  antibody	  was	  added	  per	  well	  and	  left	  for	  1	  hr	  on	  the	  

benchtop.”	  

!

“3	  EGF-‐stimulated,	  3	  TGFa-‐stimulated,	  and	  3	  serum	  starved	  

samples	  were	  added	  to	  the	  plate	  in	  quadruplicate	  and	  incubated	  

for	  2	  hr.”	  



1. Lyse cells	

2. Measure total protein concentration	

3. SDS-PAGE & Transfer — we will block for you if we 

run out of time

Today in Lab:

1. Primer Design memo	

2. Draft Methods section for M2D	

3. Read paper about Ku80 in NSCLC (hint: read the paper 

first — then draft your methods section!)

Due on M2D3


