
M1D3:Site-­‐directed	
  mutagenesis	
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  figures	
  
and	
  figure	
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2.  Prelab	
  Discussion	
  
3.  Set	
  up	
  site-­‐directed	
  mutagenesis	
  reac:on	
  
4.  Group	
  paper	
  discussion:	
  Nagai	
  et	
  al.	
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M1	
  experimental	
  overview	
  



Inverse	
  pericam	
  (IPC)	
  is	
  dimmer	
  with	
  Ca2+	
  

H148T	
  	
  	
  	
  	
  	
  	
  Y203F	
  



SDM	
  ingredients	
  and	
  cycling	
  condi:ons	
  

SDM	
  ingredients	
  

98	
  °C	
  
	
  
	
  	
  
	
  

55	
  °C	
  
	
  
	
  
	
  
	
  

72	
  °C	
  
	
  
	
  
	
  

25	
  cycles	
  



SDM	
  steps	
  with	
  NEB	
  Q5	
  kit	
  



2.	
  Kinase,	
  Ligase,	
  DpnI	
  



Today	
  in	
  lab:	
  

1.  Calculate	
  volume	
  of	
  water	
  to	
  recons:tute	
  
primers	
  

2.  Make	
  primer	
  stock	
  and	
  working	
  dilu:on	
  
3.  Set	
  up	
  site-­‐directed	
  mutagenesis	
  (SDM)	
  

reac:on	
  
4.  Put	
  SDM	
  reac:on	
  in	
  thermocycler	
  
5.  Nagai	
  paper	
  discussion	
  




