" Pre-lab Lecture
*** Exp 1 overview
“«* DNA extraction principles
**Today in Lab: M1D?2



* Brief discussion of orientation day quiz

« Remember, Assignments + Schedule = our syllabus
* Reflection 4 can be done at any time in semester
e Sorry about the Google calendar confusion! Qs?

e Review sensitivity and specificity

original primers species-specific primers sensitive primers "['ﬁ f?[!’
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Bird microbial communities: context

* What is our primary research question?
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Bird microbial communities: approach

Bird stool Complex DNA pool Simpler DNA pool
sample (many pathogen DNAs) (bacterial @l NA)
extract DNA — PCR .
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DNA extraction: background

Stool a complex mixture! Many inhibitors o1 FCR
— binders and degraders

Rid inhibitors

— proprietary chemicals

— proteinase K

Preferential isolation of pathogen DNA

— high temperature 40" 4. (Luw . —K T\
Why chitinase?
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DNA extraction: initial steps

Bird stool +ASL 70 °C, 5 min
sample
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DNA extraction: later steps
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Today in Lab (M1D?2)

Notebook potentially collected M1D7! Ask Qs.

Waste disposal: save all tubes, rinse 2-3 with H,O wash
bottle over marked waste stream in fume hood.

DNA extraction through enzymatic incubation
— Many tube exchanges! May take ~ 45 min
During 2 h incubation

— WAC lecture ~ 2:45-3:45 pm

— Finish primer designs

— Prepare/label tubes for later steps

DNA purification on column (~ 30 min)

FNT: read journal article, prep one slide
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