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Announcements	  

•  Slide	  summary	  due	  in	  one	  week,	  Oct	  12th	  
•  No	  class	  Oct	  11th	  or	  12th	  	  
•  OH	  change	  this	  coming	  week:	  	  
– Monday	  4-‐5	  pm	  
– Tuesday…	  10-‐12?	  1-‐3?	  
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Tissue	  culture	  :ps	  

•  Set	  up	  a	  few	  inches	  behind	  the	  barrier/grate	  
•  Minimize	  opportuni:es	  to	  bump	  or	  expose	  
sterile	  equipment	  or	  your	  samples	  
– Uncap	  boXles	  before	  opening	  pipet	  
– Keep	  :ps	  and	  dishes	  closed	  when	  not	  in	  use	  
– Avoid	  passing	  your	  hands/arms	  over	  open	  dishes	  
– Don’t	  try	  to	  hold	  >	  2	  things	  at	  once!	  	  

•  Take	  care	  not	  to	  clog	  the	  pipet-‐aids	  



Interpre:ng	  your	  liga:on	  results	  

Consider…	  

•  Why	  might	  some	  groups	  not	  have	  goXen	  many	  exptl	  colonies?	  
•  What	  does	  the	  no	  ligase	  vs.	  the	  no	  insert	  sample	  control	  for?	  

Which	  one	  do	  you	  expect	  to	  have	  more	  colonies?	  	  

•  How	  big	  is	  the	  varia:on	  for	  iden:cal	  samples,	  and	  what	  are	  
the	  possible	  sources	  of	  error	  causing	  the	  varia:on?	  
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Tissue	  culture	  (TC)	  environment	  

•  What	  will	  “feel”	  physiological	  to	  a	  cell?	  
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Tissue	  culture	  (TC)	  medium	  

•  What	  do	  cells	  need	  to	  survive?	  
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Lipofec:on	  method	  

•  DNA	  carrier	  is	  similar	  to	  the	  cell	  membrane	  
•  Efficient	  transfec:on	  (can	  be	  >95%)	  

Figure	  from	  Invitrogen	  website	  

∆	  
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Lipofec:on	  workflow	  
Wait 5-30 min!

Lipofectomine 
in Opti-MEM"

DNA/ in 
Opti-MEM"

Lipid/nucleic 
acid complexes"

Wait 20 min!

Wells with MES cells"

… then add to" … then add to"

<iAnnotate iPad User>
Pencil



Controls	  for	  HR	  assay	  

•  How	  do	  you	  know	  if	  your	  experiment	  worked?	  

<iAnnotate iPad User>
Pencil



Experimental	  samples	  for	  HR	  assay	  

•  How	  might	  we	  increase	  HR	  frequency?	  

•  Plan	  for	  today	  
– Baseline:	  	  
– A:	  
– B:	  
– C:	  

<iAnnotate iPad User>
Pencil



Today	  in	  Lab:	  M1D6	  

•  If	  you	  were	  in	  TC	  first	  on	  D5,	  go	  second	  today	  
•  Half	  at	  a	  :me:	  Lipofec:on	  of	  MES	  in	  TC	  

•  Half	  at	  a	  :me:	  Lab	  prac:cal	  (1.5	  hours	  exactly)	  

•  No	  need	  to	  hand	  in	  lab	  notebooks	  this	  week	  
•  Sign	  up	  for	  a	  Friday	  FACS	  :me	  
– you	  only	  have	  to	  come	  to	  lab	  at	  your	  :me	  	  
– no	  lab	  quiz	  
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