" Pre-lab Lecture

** On writing a Methods section
*** Mod 2 re/overview

** Western Part 1

** Today in Lab (M2D2)
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vViemo requirements: highlights

Motivation 7! {g /‘c\.“lsL\ Formatting Expectations “"”“}‘Q
Here you aim to motivate/justify two things in about two paragraphs: * Your main document (excludng figures) should behave
= The overall strategy you have pursued * .docx (preferred) or pdf
» 12:pt fort
= The specific design choices that you made « with 1+inch marging
. » spaced at 1.5 lines NZ HS
Outcomes g e

Use this section to point out the most important findings and analysis that led to your conclusion about the future
direction of your research division.

Begin by clearly describing, in both a figure(s) and text, the performance of your novel primer design. Explicitly
compare this performance to your expectations. Whether or not you succeeded in designing primers superior to
those with which you started, discuss deslgn youbelevehadmegreahestimpacton primer
performance.

&wmbmwaammumsinbrwbn You will be most credible if you highlight
and of the subtleties of the subject based upon your experimental results.
Establishing credibility also requires that you appreciate and directly address any limitations in the dala.

Conclusion [edit )‘
The purpose of this section is to help your supervisor decide whether your division merits continued funding or

needs a new direction. First summanze the progress you have made, in comparison to the progress you £ Skorw\ ‘H.
anticipated making, in about a sentence. Next, in a few sentences, describe the next one or two experim

you would like 1o pursue. (What changes would you make to your current design?) Finally, in one or two

sentences, either ask for and justify continued funding for microsporidia diagnostics or suggest that the division be

redirected o m_nlaspaciiclalermﬁww




Methods section exercise
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Module 2 goal and approach — subtleties

Question: How does changing DNA damage topology HEJ? < vague
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Ku80 Western —why do it?
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Preparing protein samples for Western

* Lyse cells
by, (W'IL‘
— RIPA buffer: salts-- pH,OSWdetergents-- tin wp wemb/ang ( or
— protease inhibitors-- /eyt o{q.,/,\dql{.m :»lnh
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Western Part 1: SDS-

‘(’ﬂ ‘MiJ(\ MOvQvere oS "mt, P WPy
* Gel separates proteins based on size, sh?e cherge

* Laemlli sample buffer
—SDS: woat proling wy(-) chorge

{ B-Me: (reabs S-S5 bowds

T34 % ‘{0/M
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W1 — Boiling: davohurt. ity osde SncHES
’:‘@ — Laemlli has SDS, B-Me, plus 'ﬂt\céla( 130@41(
* After separation \fmds
— can globally stain for proteins with Coomassie_~ (c( EHVB

— or probe with antibody for specific protein



Western Part 2 preview
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Today in Lab (M2D2)

Grab cells from incubator 2
— observe on scope, then move into main lab

During 15 min incubation and/or spin (NOT boiling)
— get trained on loading protein gel!

Measure [protein]
— mix components just before using spec

Load gels = take a short break © 30

Set up transfer
— prepare a labeled box for your blot, note start time
— we will block after 1 hour if end time is past 5 pm



PS: | wasn't kKidding about the Dance Complex

< My fave: the lion song



Bonus: our indie rock album cover




