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A few announcements:

|. Notebooks:
a. Collection day: MID7
b. Text highlights -- for you and for us

c. Calculations -- get creative

2. Office hours: Monday 2-3pm (16-429b) & 7-8pm (Lab)

3. Next assignment is submitted to Stellar

4. Waste (as in, please empty).

Homework

Gradebook Module

Forum

Membership
Staff List

Search

Homework

add intro text
add topic —= change topic order

view all submissions - find submission

General

edit topic — delete topic — add assignment

M1D3 FNT T/R edit - delete
Due 24 September 2013 1:05 p.m. Posted 1.
M1D3 FNT W/F edit - delete
Due 25 September 2013 1:05 p.m. Posted 1.
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Step |:Build the system!

Roadmap for Plasmid Construction

Expected product sizes:
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DNA Electrophoresis (EP): Principle

Agarose gel
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Thanks to Agi for this slide!
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DNA Electrophoresis: J
| 2 3 4 6 / 8

Lane Sample Volume to load

1A |Uncut pCX-NNXA 10 pLA

2 [pCX-NNX Xbal |5 ul

3 |pCX-NNX EcoRl 5 uL —_—

4 [pCX-NNX Xbal + EcoRl 25 pL /’

5 [1Kb DNA Ladder & |20 uL ~
6 [PCR Product Xbal + EcoRI 25 uL

|7 PCR Product Uncut 25 L

IB PCR no-template-control |25 ulL

(T

o d /
Uncut DNA: QP\‘*( ,,,/7
Swvmco\\u)\

Cut DNA:
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How do we visualize the DNA?
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Extract DNA from agarose gel:

Another silica column from Qiagen:
— JtblenXx Salk (\&U«UW\ ’
- ol \W W\(B cxcso\u’ll., L

~ A\!(Le/\u\k AL cp\ce km,

Note: solution should be yellow. If it turns
blue, we’ll have to adjust the pH “M%

Safety Note: You must wear UV glasses
or a face shield while cutting out your DNA

band.

Tuesday, September 17, 13



DNA EP: clean-up and safety

* 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.

Thanks to Agi for this slide!
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Next time: DNA Ligation -- some up front work.
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Determining optimal backbone:insert ratio:

What happens with a backbone:insert ratio of:

1:100 - A//h’_
100: | . I
T ; ‘l\s\w \o\D\DY\N‘ A-\\
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Today in the lab:

® Gel purify digest reactions -- bring pipettes & samples
(no tips) -- 2 groups at a time (white/platinum start) —

® Cut out bands (safety first!) \’é,A/'o Cengs = Ligase
® EHS visit ~3pm
® Purify DNA from agarose
. . \
® |izzie runs your evaluation gel
o /VXW\""’//
Next time in the lab (No lab Thursday!): —

® |igations
® Transformation
® Longer FNT EcoRI
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