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46 data points from 205 to 250 nm

Molecular weight
Sample concentration
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Cell path

Cell path

Number of residues
Conversion factor [cm2/dmole]

Zero shift applied

g/mol
mg/cm3
g/cm3

mm
cm

26698.00
.500000

.00050000
.00000002

.500000
.050000

: 269.000000
:106792000.00

Least squares percentage(s) and scale factor

rmsd
68.08
Rfac
3.15

oo

57.92

helix
44.58
helix
57.92

26.22

sheet
20.18
sheet
26.22

15.85

coil
12.20
coil
15.85

.17

scale
.77

Ellipticity

Standard Curves

80000

60000 +

40000 +

N
o
o
o
o
1

o
L
T

-60000 - -
180 210 230

Wavelength [nm]

250



&
> . D [ SDS coated proteins
¢ @

3
&
aQS

Place mlxture of proteins on gel,

apply electric field
@ Crosslinked
7| polyacrylamide gel
Partially QS
separ_ated 2 D
proteins £ 2 “ D . Direction of migration
&
¥ 3 \%
.+_

Stain to visualize
separated bands

[ Y o o8 5]
2 2 2 2|1 A=

v ¥ ¥ ¢ @




Ph—N=C=S
O base, e.g. Et3N

HzN*m JL )\WN% )YN - JY Jk/

CF4COOH
Ph Ph
S N O CF3COOH:H0MeOH Hift_ 0

Y N—0  HN - Y HN

HN\gj \)k/ 1:30:70 ° JJ\/
3 R, 3 R,

UV detection ~269nm
by HPLC

et
(3

£
50

| lu--‘ V » Wity
Y |
e P -
< | e

£ 10 15 20 25 30 35 40 45
Time (min)

o

il

i
l

'd DEA DPTU DPU

Gt
m

20 25 30 35 40 45 S0

o
3t
o]

Time (min)



by

—wm-

Ry

I : !
HZN-CH-CO}NH-CH-CO?NH-

1
1
'
t
1
-

Y1
Examples
R
N
H,N-CH-C=0
by ion

R
| 2

by bz

————

: Ry

i §

pm————

Yy

fumm———

| ' ]
CH-CO<NH-CH-CO,H

100, yr 2x
o 1114
2 80
1]
©
§ 60 _|
< [M+2H]2+
2 40 | Y"727 yr
=] 558 \'Ad 1185
< 20 b SZ; ’ 65?2 813 o1z |
o 287Yu Yu 593 k b Yu b b
\ b 1140 N
ol Ll 7 UL VDT ] e | 7 [T e e v
300 500 700 900 1100 1300 1500
m/z
TGQAPGFTYDANK
n b Y n
Ry
0 1.0 1470.7 14
1 102.1 1369.6 13
2 159.1 1312.6 12
3 287.1 1184.6 11
4 358.2 11135 10
5 455.2 1016.5 9
6 512.2 959.4 8
7 659.3 812.4 7
8 760.4 711.3 6
R 9 923.5 548.3 5
+14 10 1024.5 447.2 4
H,N-CH-COH 11 1139.5 333.2 3
12 1210.5 261.2 2
: 13 1324.6 147.1 1
Y3 lon 14 1452.7 19.0 0

This fragment came from an EndoLys cleavage.
The MH,?* peak (m/z 727) was ‘mass selected’
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Common proteases and their preferred cleavage sites.

Protease Type

Preferred Cleavage Sites

o-chymotrypsin and Ser
subtilisins

elastase Ser
pepsin Asp
thermolysin metallo
papain Cys
trypsin Ser
clostripain Cys
endoprotease Lys-C Ser
(Achromobacter)

endoprotease Glu-C Ser
(V8 protease)

carboxypeptidase Y Ser
carboxypeptidase B metallo
carboxypeptidase A metallo
aminopeptidase M metallo
pyroglutamate- Cys
aminopeptidase

cathepsin C Cys

proline iminopeptidase ~ Ser

“Trp(Tyr,Phe,Leu,Met) & Xaa-

-Ala(Ser,Met,Phe) 4 Xaa-
-Phe(Tyr,Leu) 4 Leu(Phe)-
-Phe(Gly,Asp,Leu)  Leu(Phe)-
-Phe(Leu, Val)-Xaa | Xaa-
-Arg(Lys) { Xaa-

-Arg J Xaa-

-Lys | Xaa-

-Glu (Asp) & Xaa-

-Xaa | Xaa-OH

-Xaa | [Arg,Lys]-OH

-Xaa { [Asp,Glu,Phe,Leu}-OH
HyN-Xaa | Xaa-

pGlu | Xaa-

HyN-Xaa-Xaa _~L Xaa-
Pro _l; Xaa-
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Site-Directed Mutagenesis

‘ Second letter
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Amplification of target sequence
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