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Sample Buffer: Reducing Sample Buffer:
SDS SDS

Bromphenol Blue Bromphenol Blue

M ethanol
Glycerol d:;;auﬁigs i Glycerol
B-mercaptoethanol
SDS binds protein

stoichiometrically

MM

Small molecule moves Large molecule moves more
maore guickly through gel slowly through gel






Initial Concentratonof Add Sample Buffer —»  Calculate the volume of this sample
the Protein Sample (either non-reducing or reducing) necessary to obtain the
(Bradford Assay!) Note: this reduces the protein concentration by 1/2 desired protein load in the gel
(10 pg, 20 pg, stc..)

!

Is this volume between
SpL and 25 pL ?

If this volume is less than /\

5 pL, you will need to

dilute your protein sample. «— No Yes
You will need to Load the gell
decide on an appropriate dilution

or dilution senes to carryout



— Top of gel

Protein band " A"

Relative mobility =

Migration distance of band
Migration + Migration distance of dye
of dye front  _ front

. Dye front (stained
&= ____ unresolved proteins)
. —— Bottom of gel




VARIABLE
REGIONS

HEAVY CHAIN

EPITOFPE OF ANTIGEN

LIGHT CHAIN

Antigen Antigen
binding binding
site site

Light chain

Fap fragment

Fc fragment
Heavy chain




* Others

Caseins

_» R-lactoglobulin
» a-lactalbumin

Acrylamide gel separates proteins by
size; biggest at top, smallest at bottom
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