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Roadmap for Plasmid Construction
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Announcements

* Important Stuff:

— Vacuum aspirators contain bleach for biohazardous
waste (cells). Can go down sink afterwards.

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

* Upload Transformation results to M1D5 Talk page

e Tissue Culture

— Protocols printed for TC use, no need to move laptops
etc.



Tissue Culture!
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Hemocytometer!




Review of Experiment + Controls
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Variations in Experimental Samples

e Backbone-to-Insert ratio
* |Incubation time

e Saltin ligation
* Unequal recovery
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TEAM COLOR pCX-EGFP (5ng) + Insert + Insert
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Overview: Plasmid Purification -- Miniprep

Clean it up!
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Diagnostic DNA gels
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Today in Lab (M1D5)

Miniprep three A5-EGFP candidates, and bacteria
transformed with pCX-NNX

— tip: orient tubes in centrifuge

— pCX-NNX = control for

Set up digests

— tip: make reaction cocktail 2 efficiency

— add loading dye before leaving lab

Count and post colony #s on M1D5 Talk page
— we will discuss briefly before heading to TC

TC practice session: don’t need notebook, just a
piece of scrap paper



