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Announcements	  
•  Office	  hours:	  2-‐3	  pm	  on	  Mondays,	  16-‐319	  
•  Figures	  1-‐3	  of	  Sonoda	  paper	  for	  next	  lecture	  
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Where	  we	  are/going	  
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DNA	  LigaAon	  

ReacAon	  creates	  

ReacAon	  requires	  

What	  factors	  affect	  yield?	  

How	  do	  we	  assess	  if	  it	  worked?	  
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Bacterial	  transformaAon	  
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DNA	  AmplificaAon	  in	  Bacteria	  

Plate	  bacteria	  +	  DNA	  mixture	  

Why	  grow/test	  mulAple	  candidates?	  
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InterpreAng	  transformaAon	  data	  

Sample	   Role	   Expecta.on…	  what	  if?	  

pCX-‐EGFP	  

no	  DNA	  

bkb	  +	  ins,	  
no	  ligase	  

bkb	  +	  
ligase	  

bkb	  +	  ins,	  	  
+	  ligase	  
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Today	  in	  Lab:	  M1D4	  

•  Keep	  ligase	  and	  ligase	  buffer	  (ATP)	  cold	  
•  DNA	  precipitaAon	  aber	  ligaAon	  reacAon	  
– Yeast	  tRNA	  
– Ethanol	  

•  EHS	  visit	  at	  3	  pm	  

•  Be	  gentle	  with	  competent	  cells	  

•  Sterile	  technique	  for	  transformaAons	  –	  demo	  
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