" Pre-lab Lecture
*** Biosafety refresher -- Damon
** Writing a methods section
** Where we are/going (cloning)
*** DNA cleanup

** Today in Lab: M1D2



Brief discussion of orientation day quiz

General reminders
— Assignments + Schedule = our syllabus

— All lecture notes linked from Schedule page, “notes’
— Assignments (scroll down) has notebook guidelines

First M1 quiz next time! (see wiki)

Contributing to 20.109 class blog
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Mod 1 major assessments

* Methods section (5%)
— Important building block/skill for Mod 2 report
— Plasmid construction only (D1-D5)

— Start in(@fﬁ 3> deq wad!

* Abstract and data summary (15%)
— More building blocks: abstract, figures/captions, etc.
— But not yet a full narrative

* Both assignments done individually



Methods section tips
-~ gl phe ¥
* Organizing sub-sections
— Start with an overview/introductory sentence (what, not
why): “EGFP was amplified using polymerase chain rxn.”

— Put in a logical order: primer design, then PCR

 Methods should be concise and complete
— Space-wise, avoid tables/lists when a sentence will do
— Sentence-wise, avoid extra words
— Content-wise, cover what’s needed and only that needed
to unc@nd and repllc\atg your work

* Concentrations are more useful than volumes; or

ll' L DNA :_:
you can state amounts, plus total volume. '#& /"
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Methods section exercise
A Mo/p ‘\\\ov\ ong  "So «dxo, ﬁ' O(Qg,.c SQ%\AC"\(Q wlhat

Awount o (01 {152
* Consider the following passage:
DNA (5 ng) anc were mixed with 20 ulL

of 2.5X(Mz 3 PERtubel Water was
added to 50 ulL. A tube without template wa
prepared and Ebnuel—\. X manfachus o

— What information is missing?
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— What information can be cut? “
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dmap for Plasmd Construction
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Where we are
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Digesting PCR product
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Restriction enzymes for cloning
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@ What if design primers with EcoRl
on 5’ and Xbal on 3’ end of insert?
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If design w/EcoRIl on 5’ and 3’ ends?
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Can you get multiple inserts?
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oy’ DNA clean-up
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Today in Lab: M1D2

Careful with enzyme stocks!
— Keep cold; don’t contaminate

Qiagen kit: collect as chemical waste
There are 4 samples today (2 single digests)
fCR-dYl  NNX- 4Ll ad sTglts
Order of addition for digest
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Note: FNW uses ApE — useful general DNA tool



