M2D2: Begin VB Analysis + Pick Damage Conditions
3/17/15

Pre-lab discussion — primer memo, Western blots, NHE| assay
Lyse cells
Measure total protein concentration

SDS-PAGE & Transfer

Investigate DNA repair sensor — pick your conditions!



Primer Design Memo — due Thursday, |Opm

Formatting Expectations

= Your main document (excluding figures) should be/have

.docx (preferred) or .pdf
12-pt font
with 1-inch margins

spaced at 1.5 lines
Outcomes reuit]

Directly from the wiki:

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 thls performance to your expectatlons Whether or not you succeeded in designing primers superior to
those with which you started, discuss the design factors that you believe had the greatest impact on primer
performance.

Be sure to establish yourself as a credible source for this information. You will be most credible if you highlight
yuexpertlse a unsadmg of the subtleties of the subject based upon your experimental results
Establlshlng credlblluty also requires that you appreciate and directly address any limitations in the data.

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 summarize the progress you have made, in comparison to the progress you
anticipated making, in about a sentence. Next, in a few sentences, describe the next one or two experiments that
you would like to pursue. (What changes would you make to your current design?) Finally, in one or two
sentences, either ask for and jUStIfy continued fundlng for AIV Screenmgd|agnost|csor suggestthat the d|V|S|on be
redirected to pursue a specm aItrnatlve tget” " o o
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First: validate the system.
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Western blot analysis: Step |
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Western blot analysis: Step 2

Protein Blot on SDS Polyacrylamide
Nitrocellulose Gel Electrophoresis
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Today you will build our system (virtually!)

3
110..3319

| 4166 bp

P 4142..4111

PCMV IE 1..798 vO MO ‘)’{/\/
—_—

Chimeric intron 811..946

MCS1 947..978

MCS2 1579..1610

tagBFP 1632..2333



e v M Introduction to-Restriction Enzymes
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Possible cut topologies:
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NHE] Hypothesis:




Today in Lab:

Lyse cells

Measure total protein concentration

SDS-PAGE & Transfer — we will block for you if we
run out of time

Re-design the NHE] reporter

Due on M2D3

Primer Design memo
Pick damage conditions (TALK page) and set-up digest

calculator (see homework section)



