" Pre-lab Lecture
*** DNA extraction (miniprep)
** Intro to tissue culture
** Today in Lab: M1D5



Common issues on quizzes

Vacuum aspirators have bleach for biohazardous
waste (i.e., cells) = eventually ends up in sink

Chemical waste and sink-safe chemicals (w/out cells)
should NOT be aspirated

— the former is a safety risk, the latter just a hassle

— do aspirate LB taken right off of the cells

Heads up: travel 10/3.-10/6. OH options: 4 Noitim Los Mo,
— Skype on Sat 10/4 (agi.ns) AM oy Lows

— office phone (617.324.1940) forwards to my cell
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Extracting DNA from XL1-Blue
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Tissue culture (TC) medium -
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Passaging adherent cells
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MES = murine embryonic stem cells -

Rinse w/PBS
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Final steps: counting and plating cells
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Hemocytometer image: www.allcells.com/blog/how-to-count-fresh-primary-cells/
Handy well plate image from (thanks, Shannon!): www.cellsignet.com/media/templ.html



Today in Lab (M1D5)

Let’s all start with TC practice session
— don’t need notebook, just a piece of scrap paper

Miniprep 3 A5-EGFP candidates, and 1 pCX-NNX
— tip: orient tubes in centrifuge 760 L 7
— pCX-NNX = control for wAin'prep 4ch~'\(ch\( 280 9 /W;Lﬁ

Set up digests to evaluate candidate clones
— pick 2 candidates, based on [DNA] and purity; + 1 pCX-NNX
— tip: make reaction cocktail =2 efficiency

— add loading dye next time

Count and post colony #s on M1D5 Talk page
— we will discuss next time



