M2D6: Analysis & Planning ||
10/29/13

|. Pre-lab discussion -- re: mid-term evals

2. Notes about Introductions

3. Set-up cell viability HTS -- Orange, Green, Pink,
Platinum

4. 2" part of WB analysis -- White, Yellow, Purple, Blue,
Red

5. Upcoming deadlines

Monday, October 28, 13



Notes on Introductions (& Mod?2 report)

|. Motivating sentence required! Why should | read your
paper?!

2. What is the goal? Let this be your guide.
3. Logical progression.

4. Preview of the rest of the manuscript -- hypothesis/
methods/results/conclusions.

5. Class-wide data.
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Did your team choose to inhibit:

Antibody Approx. MW |Akt pathway? [Erk pathway? [STAT3 pathway?

EGFR @ |Goat [150kDa  |[X X X

fyrosine 1068 pY1068-EGFR ¢ [Rabbit [150kDa (X X X

IGAPDH & |Rabbit (37 kDa X X

pS473-Akt @ |Rabbit |64 kDa X

fotal Akt |Mouse |64 kDa X

pT202/pY204-Erk & |Rabbit |42/44 kDa X

'lotaj Erk & Mouse |42/44 kDa X

pY705-STAT3 & |Rabbit |75 kDa X

fmaj STAT3 & Mouse |75 kDa X
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VWestern blot analysis -- part |l
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DyLight Fluors for Protein Labeling

Emission

Spectrum

405 438 550 594 633 650 680 755 800

Click on a color above to jump to the respective DyLight Fluor labeling page
Or see our new DyLight Specialty Dyes that span the length of the spectrum!

http://www.piercenet.com/cat/dylight-fluor-labeling-reagents-kits
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Western blot analysis -- part Il
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Set-up viability analysis screen:

Evioon (Blve)
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PC=M+17.DMS0 ‘Dilution’ plate: # K puiichone.
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Where to use multi-channel pipette:




‘Experimental’ plate:

Cell seeding density: 31,250 cells/cm?, approx. 16 hr on plate
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There are no cells in:

Where to use multi-channel pipette: évun%'\»?,




‘Experimental’ plate:

Hints:

|. Have everything ready to go before removing media from cells.

2. Do not change aspirating pipette or wash with ethanol between
wells. Don’t touch the cells!

3.Work at a purposeful pace -- this is a time to concentrate.
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Preview of next time:
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Today in the lab:

|.  Orange, Green, Pink, Platinum -- to TC

2. White,Yellow, Purple, Blue, Red-- VB

Next time in the lab:

® Complete CellTiter-Glo assay -- here or in Koch

® Analyze data with Excel and Matlab -- bring your
computer if possible.You can do this in lab or on

your own time.

® M2D6 FNT is due on Sunday, Nov. 2nd at
Spm to Stellar.
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