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Announcements	
  

•  Brief	
  discussion	
  of	
  orienta;on	
  day	
  quiz	
  
•  Remember,	
  Assignments	
  +	
  Schedule	
  =	
  our	
  syllabus	
  
•  A	
  few	
  FNTs	
  due	
  on	
  Stellar	
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Quick	
  note:	
  what	
  drives	
  PCR?	
  

Melt	
  

Anneal	
  

Extend	
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Methods	
  sec;on	
  ;ps	
  
•  Organizing	
  sub-­‐sec;ons	
  
– OXen	
  start	
  with	
  an	
  overview/introductory	
  sentence	
  
(what,	
  not	
  why)	
  	
  then	
  give	
  step-­‐by-­‐step	
  details	
  

•  Methods	
  should	
  be	
  concise	
  and	
  complete	
  	
  
–  Space-­‐wise,	
  avoid	
  tables/lists	
  when	
  a	
  sentence	
  will	
  do	
  
–  Sentence-­‐wise,	
  avoid	
  extra	
  words	
  
–  Content-­‐wise,	
  cover	
  what’s	
  needed	
  and	
  only	
  that	
  
needed	
  to	
  understand	
  and	
  replicate	
  your	
  work	
  

•  Concentra;ons	
  are	
  more	
  useful	
  than	
  volumes;	
  
or	
  you	
  can	
  state	
  amounts,	
  plus	
  total	
  volume.	
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Methods	
  sec;on	
  exercise	
  

•  Consider	
  the	
  following	
  passage:	
  “Template	
  
DNA	
  (5	
  ng)	
  and	
  primers	
  were	
  mixed	
  with	
  20	
  uL	
  
of	
  2.5X	
  Master	
  Mix	
  in	
  a	
  PCR	
  tube.	
  Water	
  was	
  
added	
  to	
  50	
  uL.	
  A	
  tube	
  without	
  template	
  was	
  
prepared	
  and	
  labeled	
  control.	
  ”	
  
– What	
  informa;on	
  is	
  missing?	
  
– What	
  informa;on	
  can	
  be	
  cut?	
  



DNA	
  Electrophoresis	
  (EP):	
  Principle	
  
Agarose	
  gel	
   DNA	
  

Driving	
  force	
  for	
  separa;on:	
  

DNA	
  moves	
  	
  	
  	
  to	
  	
  	
  	
  because	
  of	
  	
  	
  	
  	
  

Separa;on	
  is	
  according	
  to:	
  

	
  __________	
  	
  	
  	
  DNA	
  moves	
  faster	
  because	
  

Agarose	
  and	
  DNA	
  are	
  both	
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DNA	
  EP:	
  Visualiza;on	
  

Loading	
  dye:	
  

Ethidium	
  bromide	
  
(or	
  SYBR	
  Safe,	
  etc.):	
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DNA	
  EP:	
  Analysis	
  

DNA	
  ladder:	
  	
  

Rela;onship:	
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DNA	
  EP:	
  Clean-­‐up	
  and	
  Safety	
  

•  Use	
  nitrile	
  gloves	
  when	
  handling	
  DNA	
  gels	
  and	
  
all	
  equipment	
  used	
  for	
  gels.	
  

•  Gels	
  and	
  gel-­‐contaminated	
  papers	
  are	
  
disposed	
  of	
  in	
  solid	
  chemical	
  waste.	
  

•  Wear	
  amber	
  glasses	
  (blue	
  light)	
  or	
  face	
  shields	
  
(UV)	
  when	
  cufng	
  DNA	
  bands	
  out	
  of	
  a	
  gel.	
  



DNA	
  extrac;on	
  from	
  agarose	
  gel	
  

Silica	
  resin	
  
column	
  

[qiagen.com]	
   Note:	
  ini;al	
  mixture	
  should	
  look	
  yellow,	
  not	
  blue	
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Today	
  in	
  Lab	
  (M1D2)	
  
•  Prepare	
  PCR	
  products	
  for	
  running	
  on	
  gel.	
  
•  Gel	
  runs	
  60	
  min.	
  
– Mark	
  your	
  area	
  of	
  the	
  gel	
  box	
  with	
  colored	
  tape.	
  
– AXer,	
  learn	
  to	
  photograph	
  and	
  cut	
  out	
  bands.	
  

•  Meanwhile,	
  WAC	
  discussion	
  on	
  lab	
  reports.	
  
–  T/R	
  Leslie	
  2:30-­‐3:15	
  
– W/F	
  Marilee	
  2:45-­‐3:30	
  

•  Finally,	
  DNA	
  extrac;on	
  from	
  gel.	
  
•  FNT:	
  methods	
  sec;on,	
  read	
  journal	
  ar;cle.	
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