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Announcements!

•  Brief!discussion!of!orienta;on!day!quiz!
•  Remember,!Assignments!+!Schedule!=!our!syllabus!
•  Reflec;on!4!can!be!done!at!any!;me!in!semester!

•  Sorry!about!the!Google!calendar!confusion!!Qs?!
•  Review!sensi;vity!and!specificity!

E2hellem2

V2corneae2

original!primers! species-specific!primers! sensi;ve!primers!



Bird!microbial!communi;es:!context!

•  What!is!our!primary!research!ques;on?!

•  Broadly,!why!is!it!of!interest?!



Bird!microbial!communi;es:!approach!

Bird stool 
sample!

extract DNA" PCR"

gel purify, clone 
and transform" liquid culture"

isolate DNA clones 
from bacteria"

DAY 2" DAY 3"

DAY 4"

DAY 5"

identify, relate, and 
compare sequences"

DAY 7"

Complex DNA pool 
(many pathogen DNAs)"

Simpler DNA pool!
(bacterial 16S DNA)"

Individual 16S 
DNA plasmids"

Voilà!"

Individual 16S 
cell colonies"



DNA!extrac;on:!background!

•  Stool!a!complex!mixture!!Many!inhibitors!
– binders!and!degraders!

•  Rid!inhibitors!
– proprietary!chemicals!

– proteinase!K!
•  Preferen;al!isola;on!of!pathogen!DNA!
– high!temperature!

•  Why!chi;nase?!



DNA!extrac;on:!ini;al!steps!
Bird stool 
sample" +ASL" 70 °C, 5 min"

+tablet"

spin"

transfer, "

 spin again"

2 h incubation!"

spin, collect"

 supernatant"
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Today!in!Lab!(M1D2)!
•  Notebook!poten;ally!collected!M1D7!!Ask!Qs.!
•  Waste!disposal:!save!all!tubes,!rinse!2-3!with!H2O!wash!
bo`le!over!marked!waste!stream!in!fume!hood.!!

•  DNA!extrac;on!through!enzyma;c!incuba;on!
– Many!tube!exchanges!!May!take!~!45!min!

•  During!2!h!incuba;on!
– WAC!lecture!~!2:45-3:45!pm!
–  Finish!primer!designs!
–  Prepare/label!tubes!for!later!steps!

•  DNA!purifica;on!on!column!(~!30!min)!
•  FNT:!read!journal!ar;cle,!prep!one!slide!
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