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MIDa3: Ligation & Transformation
9/24/13

|.  Pre-lab discussion
b
s SO hg bl
2. Ligation -- scale as needed
3. Get rid of the salt!

4. Leslie here to talk about Abstracts

5. Transform e.coli and plate on LB/Agar + Ab
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Review MID2 FNT: Methods section \
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Step |:Build the system!

e 8
Restriction Enzyme
Digestion Xbal EcoRI
Xbal ElcnRI

Mix & Ligate
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for the ligation:
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Overview: Ligation
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PP (in T4 and eukaryotes)
Nicotinamide
mononucleotide (in £ col)

What effects the efficiency of ligation!?
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Your Ligations

bkb + insert,

no ligase

VVhat does this Y42

bkb only,
+ ligase

bkb + insert,
+ ligase

control for? \__ bbb
pCX-NNX 1 ) ul LSDV\B
bkb (D i Cr
A5 PCR @JL .. @uL
product
| Ox buffer |.5 uL |.5 ulL |.5 ulL
T‘? DINA XXX 0.5 uL 0.5 uL
Liagase
Water™* to |5 ul to 15 ulL to |5 ul

*not including enzyme volume
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NAE R ER Overview: Transformation o

Cnarva C—w\\\\{\: _______________ O ______ O ________
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http://www.yourwildlife.org/2012/08/not-all-pits-are-equal/
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Your Transformations

Transformation = Expectation: VVhat if?
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Today in the lab:

® Set up ligations using your calculations from the FNT
-- remember that total volume of bkb + insert cannot
be greater than [3.5 uL

® Clean up ligation -- talk about Abstracts

® Transform into e.coli and then plate (with fire)

Next time in the lab:

® Minipreps

® Diagnostic digests

Xbal Mix & Ligate

® |ntro to Tissue Culture! EcoR]
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