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Announcements	  

•  Revised	  report	  due	  next	  7me	  
–  to	  20109.submit	  address	  

–  revisions	  somehow	  highlighted/tracked	  
– name	  file	  as	  requested	  
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Transforma7on	  controls	  +	  outcomes	  

Sample	   Expecta,on…	  
What	  if?	  

Role	  

no	  DNA	  

Pre-‐tested	  
sample	  
(M124S)	  

X#Z	  
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E.	  Coli	  growth	  curve	  
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Extrac7ng	  DNA	  from	  XL1-‐Blue	  

Step	   Contains	   Purpose	  

Soln.	  I	   EDTA	  
Buffer,	  glucose	  

Soln.	  II	   SDS	  
NaOH	  

Soln.	  III	   Ace7c	  acid/KAc	  

Transfer	   N/A	  

Final	  steps	   EtOH,	  H2O,	  
drying	  
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Today	  in	  Lab	  (M2D4)	  

•  Obtain	  BL21(DE3)	  in	  mid-‐log	  phase,	  make	  
competent	  
–  1	  hour	  incuba7on	  

•  Extract	  DNA	  from	  two	  mutant	  candidates	  	  
•  Transform	  BL21	  with	  the	  extracted	  DNA	  
–  ½	  hour	  incuba7on	  

•  During	  incuba7on(s):	  set	  up	  diagnos7c	  digests	  
and	  sequencing	  rxns,	  count	  mutant	  colonies	  
–  digest	  1+	  hour,	  we	  will	  stop	  digests	  if	  end	  past	  5	  pm	  
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