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



Mod 1 report comments returned by email shortly
No lecture T 4/29 or lab W 4/30

But! M3D4 FNT#2 due T 4/29 during lecture hour

— 16-220 will be open for discussion of said FNT with your
partner if you wish (otherwise done in lab on M3D5)

Mod 3 report due M3D7,5 pm
— have all D7 lab time to work in supergroups to finish
— less formal, but clear and concise

Mod 3 research proposal presentations on M3D8
More about scope of both next time — rubrics on wiki



RT-PCR overview

» Goal: determine relative CNI and

CN Il gene expression levels for two

culture conditions eq. ; CNT 4 >cMTp
* RT =reverse transcriptase

— what does this enzyme do?

— using non-specific primers — why?
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« PCR: unique primer design needs

— how to isolate transcript...

— ... but not genomic DNA?
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RT and PCR controls

« RT step .
— no sample K,JA (O'\JQMR\O‘L' (5N (fQGCjOV\“{, L‘“"‘U"”Q’B
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 PCR and analysis step
— reference transcript: lawse "\er:”) gene S
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— internal/co-amplified would be best, but complicated!




Module overview: 2" half

1. Enzymatic digestions

|

Test for collagen proteins (by ELISA)
and for proteoglycans (with dye)

m itrate dissolution

2.
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Purify(mRNA from cells —— Prepare complete cDNAs—I20A Y
L e,\ﬁ([,"w A/ wnNA’ be ('a\..\;( Colawuf )1009\{
Next time run qPCR for CN I, CN |, and 18S rDNA.




Today in Lab: M3D4

* |f going to TC second, during down-time can
— prep RNA area 1 ROYAG
—work on FNT or Module 3 report 1|, ;. 7¢ ~ibr ad-

* InTC, ask for help if you have few or fragile be'ads

* Working with RNA DFRD sk (”“)
— gloves on, keep area and equipment clean
— wipe down equipment with RNase away
— don’t toss your lysate!
— note collection tube switches



Today in Lab: Samples

1/3: transfer for RNA assay
(dissolve in next well) 1/3: transfer for protein assay
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