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» Pre-lab Lecture R
“* D223 overview

* RNA purification and RT

* Intro to sequencing

** COLD-PCR for mutant-hunting
*** Today in Lab: M2D2
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Planning and carrying out RT

* Calculate [RNA] of each sample (+purity)
« Denature RNA: ¥0'C | §'
* Backtoice! + westes mX
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* RT: 6° C 60

Measured Measured || Max RNA per || Volume RNA needed per|| Volume water
Sample|[A2s0| RNA conc. || RNA conc. |[rxn (ngin 7.5|| rxn to obtain btn 500- || needed per rxn (if
(ng/mL) (ng/ulL) ul) 1000 ng needed)
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Qverview: danger dequencing

Four dye labeled dideoxynucleotides added to each reaction
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‘Chain terminating reaction’
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EXamples or FUR-Sequencing results:

EXON 19 Del(E746 A750) EXON 21 (L858R)
743 744 745 746 747 748 7490 750 855 B56 857 858 850 860 861
Ala Phe Lys Glu Lew Arg Glu Al Asp Phe Gly LeulArgl Ala  Lys  Leu
Deleted In mutant Substituted
Wild type rcc.ctA!(AA_QGAAHAAGAGAAGC]QACA AGATTTTGGGCTGGCCAAACTGC
Mutant tcgetatconnacatetecgaangecanc sgattttgogchggeccnanctye
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Exon 18 19 20 21 22 23 24

Figure 2

Amino seid and nucleotide sequence changes in exon 19 deletion and exon 21 LESSR muwdons involving the tyrosine kinase domain ol
epidermal growth factor receptor.

Santos et al. Annu. Rev. Pathol. Mech. Dis. 2011. 6:49-69
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COLD-PCR [favor CGG] ) From Santis et al. (our protocol today)
Afaf N [ "lﬁ' |'. .'ﬂl
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Note: usually use genomic
rrrrecccroocccanacioctoc  DNAfor clinical samples 2
Standard PCR [favor CTG]
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* Few rounds of normal PCR, and then...

. Preferentially melt WT-mutant duplexes (not
T), to make available fq\ampliﬁcation

. 71k§b heteroduplex Ta; 87\™): new Tm [°C]

See also http://upload.wikimedia.org/wikipedia/commons/8/85/COLD-PCR.jpg



Today in Lab: M2D2
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RNA/RT prep = ek qow own ilg ala,] |
Atissa talk on j clubs at 3:30 pm (1 h)

C
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Next time: / ?”JINA'OAQ“P

— sequencing analysis, cell prep for WB, Kirouac paper=



And... your toddler inspiration!

LJ, we have to put the
human body together!

Even in the face of failure... | think the moon is following us




