
M2D2: Mutation Analysis
10/10/13

1. Lab Treat

2. Pre-lab discussion

3. RNA purification & Reverse Transcription

4. Atissa here to talk Journal Club

5. Set-up EGFR mutation PCR

Thursday, October 10, 13



M2D2: Mutation Analysis

Positive Control:

Negative Control:

Experiment:
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RNA Purification

http://www.sabiosciences.com/pathwaymagazine/pcrhandbook/qiagen-rneasy-kits.php
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RT Reaction:
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Overview: Sanger Sequencing

Four dye labeled dideoxynucleotides added to each reaction

‘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:
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COLD-PCR

From Santis et al. (our protocol today)

Usually use genomic DNA:
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Positive Control:

Negative Control:

Experiment:
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Today in the lab:

• Clean up your bench & grab a lab coat! Get cells 
from ice bucket up front -- get your own ice :-)

• RNA purification + RT set-up

• Atissa here @ 3:30pm

• Set-up PCR reactions -- thank Kim on the way out

Next time in the lab:

• Choose JC day & paper 

• Analyze sequencing data

• Seed SKOV3 cells for phospho-WB

• Present Kirouac et al. paper -- I will switch my OH 
to Wednesday evening next week.
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