" | ab Quiz

" Pre-lab Lecture
** Where are we/going?
** Today in Lab: M1D5



 HW: MEME exercise

— Very few folks selected the correct clones
— Think about how you can learn which are unique

* Next time
— One week from today
— Meet here to set up IVT
— Move to 16-336 for talks (~1:30/45 pm)
— Check out j club rubric in advance!

* FNT: Mfold analysis, draft introduction.



D2 FNT can be picked up early next week, TBA
For now, a few comments...

Results

— Set context in 1-2 sentences [read example]

— Focus on results, not methods

— Consider observations vs. expectations — be explicit
— What do you know about band size?

Figure

— Still set a little context (e.g., the word aptamer)

— Avoid writing “6-5” and “8-12" this way



Preparing DNA library
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IVT and purification

DNA:
Farscribed RNA
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Purpose of pyrophosphatase:'t {m'ciom\g ( rP( bros bs odovn )

Purify on polyacrylamide column (cf. DNA on silica)
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Cartoon from Niles Lecture 2.



Column purification

* Why did we heat the RNA first? Hvuchorg
* What happens at each step?

1. RNA mix 2. Wash (SB) 3. High [heme]
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RNA precipitation and RT-PCR
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* RNA precipitation
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— Glycogen c,o—fac-"?"ok "com',/ ‘
— Ethanol lovJUS Ch«qc f(uu\iv?
— Salt 5Wpl(dr"¢‘vk p‘nNA
* RT-PCR
_Step 1: RT ANA>DPNA 55
— Step 2: PCR Gmplhy dNA 5.
— Assume: Sawa CopVy cele '@6'9%"2
— Purpose of BSA: {:/wm* "\?M iy Levonce



Preview of binding assay

* Mix RNA and heme ~ 1:1

* Measure peak shift
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SELEX Overview
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Ligand-bound beads capture
desired aptamers: eluted

3. RNA pool enriched for binders
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Today in Lab (M1D5)

 Still working with RNA (at first) — careful!

* Collect precipitated RNA, set up RT-PCR
— check EtOH removal with us

* WAC session ~Sppm
— Academic integrity and plagiarism

* Prepare samples to run on gel



