" Lab Quiz

" Pre-lab Lecture
¢ Antibodies + Western analysis
** Sequencing recap
“* Today in Lab (Mod 2 Day 6)



* Meet in 16-336 this Fri for journal club, 1 pm
* No lab next Wed

* Report due 1 week from Fri

— Revise for up to 1 letter grade improvement
* Due one week after you get it back
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* |I'll start w/a ~15 min lecture on the different sections
of a lab report (especially results vs. discussion)



Module 2: where are we/going?

Discuss goal of each phase/experiment with a partner

* Construction phase:

Make Cph8 library (NK) and put into cells (109)
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* Evaluation phase:
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Antibody production

* Monoclonal -oganmst A= fpecicc gpdipe v~ ontiRin
o Ab-prodnerg ;‘f‘wu

Inject Collect y
0 \ﬁam Brcells with (
S, ERE peime
LY

Several weeks later | hybridoma |

* Polyclonal - agened uldiple epdopes

Tnjact antigen fﬁ} Iﬁ| Sgmple blood |
|I |

1 | ')
P ey ey
¢ R P
— . — d—_-._q"h
> O e L



Western Analysis
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Western Analysis--what if?

* What if you skip milk? or skip Tween?
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* What if protein is unstable? ¢ ot
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Sequence analysis (slide adapted from N. Kuldell)
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camenssan 2. FINd reverse complement

I\ 3. BLAST

your sequence (= query)
vs pCph8 (= subject)
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Will pCph8 have HA tag?
What will you do if you find residue changes?




Today in Lab: Workflow

e Yo o
i with 2° O/N
i 30 min }
Run B-gal assay i Analyze sequencing data (or do at home)

# and identity of samples?
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Finish 3-gal assay if needed

Optional: take photo w/mutant cells



