" Quiz (D2 and D3)
" Pre-lab Lecture
** Cell dilutions
** RT-PCR
*** Today in Lab (Mod 3 Day 4+)



Last notebook due today!
Working with RNA

— gloves on, keep area and equipment clean
— wipe down with RNase away

— don’t toss your lysate!

— note collection tube switches

Before you leave today, discuss research ideas
with your partner and then with Thomas

If going to TC second, during down-time can also
— prep RNA area
— work on Module 3 report
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RT-PCR overview

Goal: determine relative gene
expression levels for two culture (mwRNA
conditions: CN Il, CN |

RT = reverse transcriptase © DHA |

— what does this enzyme do? =

— using non-specific primers — why? :I
Cfy enbyg ¢ONA pool ot om(Q L 5

PCR: unique primer design needs . ]
— how to isolate transcript... <
— ... but not genomic DNA? lvNA

What kinds of controls are desired?




RT and PCR controls

 RT step

« PCR and analysis step

— no sample (W‘}OM‘L@J"N] v'\*mfpc(?l"(.

~ no RT Yo Gromic DNA

— reference transcript: lowig L\!Q'ﬁm’
I3S ¢ RNA

— expected to be L\v\{’mv\l vcur oll condihonS

— controls for j(’a(}\‘»ﬂ owoent 0 R N A
— internal/co-amplified would be best, but complicated!



Module overview: 29 half

. Enzymatic dlgestlons
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Test for collagen proteins (by ELISA)

and for proteoglycans (with dye)

2. EDTA-citrate dissolution +‘
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Purify !KRNA from cells —— Prepare complete cDNAs

Next time run qPCR for CN Il, CN |, and 18S RNA.



