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FNW: Did you catch it?

For next week (Due M1D3) [edit]

1. Sketch the expected product from the PCR you performed today.

= You may work on paper or electronically. Either way, prepare a schematic rather than detailing each base.
= Clearly indicate the 5' and 3' end of each DNA strand.
= Be sure to reflect every new feature that you have introduced (e.g., restriction site) or deleted.
= What is the expected size of the PCR product?
2. Following the directions in Part 4 of M1D2, prepare a plasmid map in ApE of the clone you are trying to create in lab. Print the graphic
map with all singly present restriction sites shown.

= Hint: You may choose to show fewer restriction sites in your Module 1 summary.
= Using your map, calculate the fragment sizes expected for each double digest below. Please show your work.

= EcoRV and Xbal
= BamHI and Xhol
= Note: You should complete problem #2 after the M1D2 lab.

3. You will document the construction phase of Module 1 in a formal methods section. To help you pace your work, as well as give you
feedback early on, you will be required to draft and/or outline parts of this assignment in advance. For next week (due M1D3), you
should write an early draft of the Methods: on PCR and DNA digestion. Be sure to read the Materials and Methods section guidelines
at this link before you begin; doing so may save you some effort.
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Welcome to the 20.109 Class Blog! Our 20.109 Blog is her‘ MIT'Sef erging cadre of biological engineers from Course
20. The blog is for your thoughts and work and discoveries in our lab fundamentals class. By capturing your collective

experiences in the subject, we hope to learn even more abo work we do -- what's \“king well and where we need
get better. Please see the first blog post for some important is"ve information. .
TUESDAY, AUGUST 26, 2014 CONTRIBUTORS
Katharina Ross
Overview of 20.109 Class Blog Assignment
[E] Alyssa Pybus
OVERVIEW Melodi Anahtar
Two points of your final grade are determined by your blog posts. Each satisfactory post Rebecca Luoh® ™ o WA
will be worth 0.5 points. After that, each additional post will count as an extra credit v e
FNW (with a maximum of three). That is, 0.5 points will be added to the numerator but ; o@en e I 1 Y Sy .
not the denominator of your homework grade. With a typical FNW denominator of 60-65 Bria Wallace
points, you could increase your FNW score by about a quarter of a letter grade if you do Quid \ o —a) W

all three extra credit assignments. \ | S
2] Cultural Exchanges

If a post seems extremely "phoned in," half credit will be given (0.25 points). An extra Shannon Hughes Y
credit assignment may be used to replace this score. However, no FNW bonus will be
given in addition, and the maximum of three such assignments still holds. BLOG ARGHIVE
DUE DATES AND TOPICS
Y 2014 (2)

There are no specified due dates for these reflective blog posts. However, there is a
date stamp on each one, and you must complete one per module and a summary
post at the end of class. The end of a module is the day after you turn in your final
report. You will receive feedback on your blog posts from your instructors (and anyone

¥ August (2)

Overview of 20.109 Class Blog
Assignment
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Methods Section Tips
1/\3« les ek owe Q]eauﬂ\vh’\/&_

e Divide into sub-sections!
— Put in a logical order -- list primer THEN list PCR
reagents, etc /(bv\b < nYon
Start with a overview sentence| 'EGFP was
amplified using polymerase chain reaction (PCR).”

* Methods are clear and concise explanations

The methods section is not a benchtop protocol & Compet &

&%)
Space-wise, avoid tables/lists when a sentence will do Seniun
Sentence-wise, avoid extra words
Content-wise, cover what’s needed and only that needed to understand and

replicate your work
'

e Think about the most flexible units -- concentration vs
volume. (For replication!) K &




~ «(uvwc—np (VS (6/ -3 ’>
Methods secfion exercise ,
WV —(2 Lo Nom&
* Consider the following passage: ﬁemplat%
DNA (5 ng) and ers' were mixed with Z}Q
of 2. SXNaster Mix|in a PCR tube. Water-was
~added-to 50-ukL.|A tube without template was

prepared and labeled contro]” A No danuplade
Co Mwl was induded

(X-EGFY

— What information is missing?
— What information can be cut?

.
oo Y Masdur My <6Frivv\£/ l,V\C// \/\)\/\e)ra,\rej'iwflle>\)5/l7'

Thanks to Agi for this slide!



Step |: Build the system!

Roadmap for Plasmid Construction
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Restriction En/_\-'n'
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Restriction Enzyme
Digestion Xbal EcoRI

Xbal Mix & Ligate

EcoRI
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Last time:
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First we'll clean up our PCR product:
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Today we will cut:

Thought experiment:

Sall 1
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Today we will cut:
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Total volume of RE digest = 25 L

Component Details

ﬂ Sina\o A1 Xbe
Enzymes : Newe | @
) Dovdole. Vst

Ceop)
SNA (N Pee. @

(2) pCX Y

DX >
Buffer 1\9},1/ @
Water /\/o 2‘5 )ULL @

Rxn temp: 5 17C Total Rxns:| -



Today in the lab:

e PCR purify
® Set-up digests (4)
e ApE tutorial

Next time in the lab:

® FNW Due

® Agarose gel visualization |
® Purification of DNA Jren oo

Xbal EcoRI



