" | ab Quiz

" Pre-lab Lecture
*** DNA electrophoresis
*»* DNA ligation, part 1
»* Today in Lab: M1D3
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DNA electrophoresis (EP): principle

Agarose gel DNA Agarose and DNA are both |
pelymifs — hiave wallc.
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DNA EP: visualization

Loading dye:
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DNA EP: analysis
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DNA EP: clean-up and safety

e Use nitrile gloves when handling DNA gels and
all equipment used for gels.

* Wear eye protection/face shields when cutting
DNA bands out of the gel.

* Gels and gel-contaminated papers are
disposed of in solid chemical waste.



DNA extraction from agarose gel

* Another Qjagen kit: similar principles but
different buffers

— in addition to buffer composition, size of the
silica beads can affect what is retained

* Mixture should ideally look yellow, not blue



Preparing for DNA ligation

Ethidium intensity reflects absolute DNA amount.

Backbone Length = X bp
Insert Length = X/4 bp

Equal intensity of insert and backbone means that the DNA
amounts in the two lanes are¥34 =] . This means an
equal "\ A ¢ ratio and unequalim e I v ratio of DNA.
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Determining bkb:ins ratio

e What if bkb:ins 1:1007?
o thigle sedts

e What if bkb:ins 100:17
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* Why have insert in slight excess?
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Today in Lab: M1D3

s/
* Load agarose gels Lofoce P/t

— bring own pipets, piece of tape, but no tips L
— can train 1-2 groups at a time, queue up /7 S P

A

< While gel runs,iresentation on figure-making

f
* |solate and set aside DNA

— 1-2 groups simultaneously view gel with me

— one group at a time isolates DNA 1 freclg ¢ 1] e
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