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" Pre-lab Lecture

*** Briefly, data from last time
* SDS-PAGE

** Affinity purification recap
** Today in Lab (Mod 1 Day 6)
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Diagnostic digests, etc.

What might really large bands be?

Why might really small bands not
show up?

What might the identities of extra
bands be?

What could unaccounted for extra
bands indicate?

Besides cell normalization purposes, ﬂ"bmﬂb\ ‘PL\QN-l—jf‘Q
why might getting —=IPTG and +IPTG
OD values be useful?



SDS-@E preparation
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* You will make whole cell extracts with equal cell #s

— Based on OD,, reading, normalize
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* Gel separates proteins based on size, srﬁpe, cfﬂrge

* Sample preparation
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SDS-PAGE visualization, analysis

* Visualization: Coomassie stain (binds certain AA)

* Two ladders: visualization, quanﬁﬁca%w
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Affinity purification
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Today in Lab

* Lyse cell pellets in BPER v '

— BSA “carrier”, protease inhibitors
-IPTG +IPTG

* Runa 15 pl aliquot through SDS-E’AGE
\ou‘\ {@ also — ]Sn]_ 1utn"'lw\'i€ 'S !9'«'&!’
/-‘ Purify protein from the rest (long!) 15 Somple
— Immediately take 10 uL aliquot and
measure concentration V JUML
— The rest is stabilized wz’u be titrated

against calcium next time .



