= Lab Quiz
= Pre-lab Lecture
*** Antibodies + Western analysis

*** Today in Lab (Mod 2 Day 7/8)



* Thank you, Yongjin!
* We start Mod 3 next time Jo NOT focun ,o,,hvl.l,M».]

* No lecture next Tue or lab next Wed, but_..

* Report due Wed 11/12 at 12 pm @e hando@

* Mod2 extra OH
— Agi: Thu 11/6, 4-5:30 AND M fendnbiely SpgBRD J:30-5
— Noreen: Fri11/7 1-3 AND Mon 11/10, 10-12} 1424 b
— Shannon: usual Mon 11/10 OH from 3-4+

# — Natalie: by appt  ¢ma| NkoLpell
* Blog post due 11/13
* Sign up for jclub meeting w/Atissa by Doodle




Western Analysis

Gy ik bach sk for ransprck bind™9
1 0f Heantibady (AL, )

l K weslgs w/TBS- T = Tien Adow,-e.\-l'

X /////-//
|~ 2 1%= LBt (B raitth i vS08S

e R
l Secondary ’La — x" f“LL‘ + fa\f!d :h % 04H
Antibody ﬂ G (Fc_)

o allalng plos MaPSQ(AP) can 18§ 3R
l Development QdXSthévo.‘{z_‘,‘:?f)v/{’u P/QC(r\lqK

/ Image from genscript.com



Visualizing Cph8 abundance

* What is the expected size of EnvZ? Cph8?

* Lanes: 1 2 3 4 5
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Western Analysis--what if?

* What if you skip milk? or skip Tween? |
Hrble or Kade bed ragpretialy, 57 wal wnovsk

 What if protein is unstable?
aboat/ A /oo, loAf

e What if 1° Ab were Iabeled instead of 2°?
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Today in Lab (M2D7/8): Workflow

Prot?e Western Wash, probe Wash, develop
with 1° Ab with 2° Ab '
45 min 30 min

Perform B-gal assay with 2 known mutants

Ditto bacterial photograph

,Talk

Discuss and post your findings so far
—

Finish lab notebook — due today!



List of available bacteria

NB466 = WT
468 = kinase dead
486 = T541R
487 = T541Y
488 = T541P
491 =T541L



