MID3: PCR and Paper Discussion
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e First lab treat:

Another source of DNA
for microbiota studies

* FNT -- long due to Holiday (J¢ SQ(MM ) ‘ m’)'
of \Q’c'

* PCR Review, Gel Electrophoresis & Cloning basics

J

*Set up PCR

* Atissa will be here, then journal club!



FNT Assignment

|. Larger than usual — put that long weekend to good use!
® Gull microbiota experiment — your own experimental

schematic diagram (to be included in your Abstract & Data
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Bird Microbial Communities -- Experimental Overview
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MID3: 16S rRNA gene amplification — PCR
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Preview of M1D4: DNA Electrophoresis

DNA Agarose and DNA are both ?o\‘)v\w\/s

Driving force for separation: ¢\ a0
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Thanks to Agi for this slide!



How do we visualize the DNA!

Xylene
ladder Cyanol FF
Jowble ~Stvanded DNA ~ 4000bp
U \/ ade.\vc.l’ L(ﬁ 1
tde N Bromophenol
blue
~ 300bp

Orange G

http://en.wikibooks.org/wiki/Structural_Biochemistry/DNA _Gel_ Electrophoresi lL



http://www.base-asia.com

Preview of M1D4: Analysis
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Preview of M| D4: Cloning € 2 combipendt
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Vector = Plasmid = Circular DNA PNA




Preview of M1D4: Cloning

You may have done this before: NS\ |
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Bird Microbial Communities -- Review of Overview

Bird Cloacal Complex DNA pool Simpler DNA pool
sample (many microbial DNAs) (bacterial 16S DNA)

PCR
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Today in Lab (M1D3)

Set up PCR rxns

— Change pipet tips between samples, primers, etc.
— Keep PCR tubes cold!

— Write small directly on the PCR tubes — do not put
sticky labels in the PCR machine.

Discuss paper from writing POV "'/pfn ~ Lo
Presentation on giving talks from Atissa ”;ZO
Polish your slide ~ 3:15 avl:95

Discuss paper from technical POV and get
feedback about your slide ~ 3:30-5 pm

Thanks to Agi for this slide!



