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Announcements

e Mod2 TA: Hi Mark!

* Mod2 Quiz days: M2D3, M2D6 & M2D8

e Module | report is due right now. Submit to 20109.submit@gmail.com.
* Drafts will be returned to you Friday, March 22
* Revisions are due Friday, April 6 by | | AM

e Opportunity for a |1.33 grade improvment
* |[ndicate in your revision where you made changes/improvements

Wed
* Primer design summaries are due Tuesday; | | AM

e Time management
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Protein Engineering -- Experimental Overview

inverse-pericam
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Protein Engineering -- Experimental Overview

7 N\
mutagenize * transform in
» | pPRSET-IPC XL1-Blue B -
DAY 2 >
DAY 3
\_/
)
liquid culture — miniprep transform in
mutant DNA BL21(DE3)
> — > B>
' DAY 4 DAY 4
() N
liquid culture induce cells — lyse cells and
> with IPTG extract protein evalute protein

> >
DAY 5 DAY 6 DAY 7/8

C
(

Wednesday, March 13, 2013



Goal: Modulate binding of Ca™™*
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Protein Engineering -- Experimental Overview

Relative Fluorescence

W‘”S. [Co\,lﬂ/ K@/F EIP@ ConS Tart

(o0 \DQ\(GCHU /%aj /y\
A Pl oot o0

Wednesday, March 13, 2013


skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil

skalford
Pencil


Designing your primers for mutagenesis:

/\CT — /ﬂl\v\/ o\ \/—AQ

Second Position
U c A G
UuU Ucu UAU UGU
uuc Phe | uc uac | X |uec | ©
U Ser
UUA Loy | UCA UAA | Stop | UGA | Stop
UUG UCG UAG | Stop | UGG | Trp
CUU ccu CAU | . |CGU
cuC cce CAC CGC
C Leu Pro Arg
CUA CCA CAA | . | CGA
CUG CCG CAG CGG
AUU ACU AAU AGU
AUC le | acc aac | B8N | age | Ser
A Thr
AUA ACA AAA AGA
AUG Met | \co G | Y% | age | S
GUU GCU GAU | , | GGU
GUC GCC GAC GGC
G Val Ala Gly
GUA GCA GAA | . | GGA
GUG GCG GAG GGG
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Designing your primers for mutagenesis:
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Adding a Restriction Enzyme site for: LrdonudeGges
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Today in lab: B Ceop
/ GO cof |
@o@ A

|. Explore inverse pericam
. SOLUTION STRUCTURE OF A CALMODULIN-TARGET PEPTIDE
o Gene/ProteI n Seq uence COMPLEX BY MULTIDIMENSIONAL NMR
e PDB visualization
e pick mutation site

2. Design mutagenesis primers
e Single aa mutation
e Silent mutation to insert RE site

3. Pick a reference mutant based on your rational design: See Talk page

FNT: Read journal articles by |) Heim, Prasher, and Tsien and 2) Nagai
et al. -- linked in introduction on M2D?2
Part 3 of M2D2 -- you will have some time to re-read your section

i

—)

on Friday. Q[ @/x\w\&l\(
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