
M2D3: Analysis & Planning I
10/17/13

1. Pre-lab discussion

2. Seed cells for M2D4 -- Tissue Culture

3. Sequencing analysis -- exon 19 & 21 EGFR

4. Paper discussion & figure presentation

Wednesday, October 16, 13



Announcements

1. M2D5 JC presenters must sign up for a paper today

2. Check out the wiki for guidance on the Mod2 Report

3. Quiz next time -- but no pre-lab discussion

4. Look for a video from me over the weekend
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Tissue culture medium

What do cells need to survive?

Food(s):

Non-food(s):
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Prepare 6-well plate for phosphotyrosine-analysis

Want: 21,000 cells/cm2  
(9.5 cm2 surface area)

Important: 
(1) Well mixed cells
(2) Distribution within the wells
(3) > 4 hr serum starvation before experiment
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Next time: Western blot analysis
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M2D2: Mutation Analysis

Positive Control:

Negative Control:

Experiment:
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Overview: Sanger Sequencing

Four dye labeled dideoxynucleotides added instead of dNTPs.

‘Chain terminating reaction’

Old New
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Santos et al. Annu. Rev. Pathol. Mech. Dis. 2011. 6:49–69

Examples of PCR-Sequencing results:

Wednesday, October 16, 13



COLD-PCR

From Santis et al. (our protocol today)
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Today in the lab:

1. Yellow, Blue, Platinum, White -- to TC

2. Red, Orange, Green, Pink, Purple -- sequencing

3. 3:30pm -- paper discussion / slide presentation

Next time in the lab:

• Very busy day -- stimulate and lyse cells, measure 
protein concentration & run an SDS-PAGE gel

• Today’s FNT will help you significantly with time.

• Watch for a pre-lab video via email -- and then 
watch the pre-lab video! :-)
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