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



M2 report returned today (by email)
— 1 week to revise for up to 1 letter grade increase
— comments from Agi: methods/results; Alan: the rest
— review FNTs too (e.g., avoid “positive control” framing)

* |f going to TC second, during down-time can
— prep RNA area
— work on Module 3 report (viability analysis)
— other as you see fit

 RNA work: double-check today’s protocol for
when to take fresh collection tube
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RT-PCR recap and modifications

Goal: determine relative gene

expression levels of CN Il and CN | O NRNA
in two culture conditions |<DNA
RT = reverse transcriptase

— what does this enzyme do? =

— using non-specific primers — why? «—

<y etre cHYUA poal AT o E

Unique primer design needs

— how to isolate transcript...
— ... but not genomic DNA? 1

What kinds of controls are desired?
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RT and PCR controls

 RT step |
— no sample !ﬂ(ﬂhv{(g_czn(’( Ce\‘h"_éwv\ l\y_q"_\ o |

— no RT ’J_KAQL jLIqqu/L D/VA

 PCR and analysis step
: Z,
— reference transcript: l,,o W SG\\QQ
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— controls for j—%—o\/—\—.\,c’ O;\MQ\,\,\-L_ B\F K’\I}A\

— internal/co-amplified would be best, but complicated!
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Module overview: 2" half

1. Enzymatic digestions
F&S\@qc .Fpé*r\— @L’QC—
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A-Test for collagen proteins (by ELISA)
S and for proteoglycans (with dye)

VAP

@;\)mjg’% 2. EDTA-citrate dissolg}tion L el e
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Purify(MRNA from cells ——. Prepare complete cDNAs——.

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