Announcements

Log in to ResponseWare
Quiz this weekend
Study guide is up

Reading questions for Monday and Wednesday
will be up

— May want to start sequence alignment early.
pKa practice

Structure practice

Check Reading Grades
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Which of the following columns are
best for purifying protein?

. Gel filtration
lon exchange o ¥ 7
. Affinity < _.

s 05
oo A
. HPLC / o 3

. Depends on the
protein.




If you describe a purification scheme, listing
which of the following would not give sufficient
information about what you did?

69%

1. Gel filtration column

2. lon exchange column

3. Affinity column o O

R i‘"’&
ne¥ &L‘RML’ ‘o 5?“'9_

5. They are all fine

0%



Which techniqgues make use of
knowing a protein’s pl?

1
.« . \ng 9
1. Affinity columns b W o S
oyl
@ lon exchange columns? et o %=
& so\'® -
3. SDS-PAGE A -

: : & ¥ ol 7
Isoelectric focusing g T
@ Some of the above

6. All of the above
7. None of the above
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Anion exchange columns bind

\y are & charae

@ Negative proteins

45% 45%

2. Positive proteins

3. It depends on the
ouffer.




Cation exchange columns are
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@.) Negatively charged

48% 48%

2. Positively charged

3. It depends on the
ouffer.
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Positively charged
protein binds to
negatively charged
bead

Negatively charged
protein flows
through



Maybe a better way to ask:

M
SDquIEF, and 2-D gel electrophoresis all work to
isolate proteins but they are not a good choice

to use as a way to purify proteins for use in lab.
Why? _ Aeanle Sunfold prafiin

ot mach  protiin



Because these processes do not occur under
physiological conditions, and so even though the
protein is isolated it is probably not in the
correct form. Very often these processes
denature the protein being isolated and
purified.
These assays are not good techniques for true protein purification
because they leave the proteins denatured. This causes the specific
activity to be ~0, so almost all lab experiments would be
invalidated if they used these denatured proteins. In addition, it
seems as though it is very difficult to get a high yield from these

techniques, as the proteins are not easily purified from the gels
themselves.



Direction of

electrophoresis

Figure 3-7a
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The role of SDS is to

. o)
@ Unfold the protein /?r,?of“- 5%

@ Make the charges on the
proteins the same

3. Make the masses of the
protein the same.

(ﬁi All of the above
@ Two of the above




Figure 3-9
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© 2007 W.H.Freeman and Company

Nt

o* L'\ (5]



(A)
e - RiE- P High pH IEF

Low pH \-|'-‘—>< = :
(+) [@ it @ (=)
c\hova L
(B) Separakts on
Low pH High pH
(+) (=)

Biochemistry, Sixth Edition
© 2007 W.H.Freeman and Company



Low pH

O

SDS-polyacrylamide slab

Y

Figure 3-12a
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Isoelectric focusing

. .,
& n.-.. | .t.. .Q .
k- R I .._.._
¥ ' ..t M ] i
Liid 4 4 b ..u. d .
RS URE RIS
| .....” i £ Y 1 RS
o 0 68 "R R (YN | '
dlris pf | 1 N 8
:.." * % \... o w.~. v ..
u ._o’ .t. | : : s

’—

! L .. ._.

_. )

19Vd-SAs

Biochemistry, Sixth Edition
© 2007 W.H. Freeman and Company

Figure 3-12b



Separation by
“ sedimentation
coefficient
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