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" Pre-lab Lecture
*»* SDS-PAGE
** Affinity purification recap
** Today in Lab (Mod 2 Day 6)



SDS-HAGE preparation
Setybnde, ~dapc,

* You will make whole cell extracts with equal cell #s

— Based on OD,,, reading, normalize @od=lp ob 2.5
Vo = 1S aal
% 2.5mL 4 Sl Hp0

1S Ml | |
* Gel separates proteins based on size, shpe, ch¥rge

* Sample preparation
— SDS: toat ffukm; Wy () d«mﬂ “aho '-'vli-[o-'w.
x{'f\i‘[— B-Me: larlnH ¢S Epu-dj "R“’\ M“ﬂ&

W | — Boiling: de~atuse \m'h,.mh/ Svach of
— Sample Buffer has SDS, B-Me, plus T'.prl ‘EPR ‘1“\'..



SDS-PAGE visualization, analysis

* Visualization: Coomassie stain (binds certain AA)

* Two ladders: visualization, quantification
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Affinity purification

add protein wash away
mixture
. non-His proteins protein m




Today in Lab

* Lyse cell pellets in BPER V
— BSA “carrier,” protease inhibitors
-IPTG IPTG
- Ad{BsTEenzymes ¥ al entywed *

* Runa 25 pl aliquot through SDS-PAGE
— Two ladders also =» ban_] Aege 490

— Stick with equal volumes if you have < 25 Al

* Purify IPC protein from the rest (long!) ol
— Immediately take 10 pL aliquot and “

measure concentration

— The rest is stabilized w/BSA, to be titrated g "'U‘IJGJJ‘ ﬂA.
against calcium next time



