WO 2011/010964

111

100

114 118 ||| l N I

Cleavage

PCT/SG2009/000258

<+—110

124
120 459 114116 1,18 120 }22 124

»

182
y ¢

MS ‘ ) 184
v

v

>

L L L

134 136138140 142 144

MS of peak

/ Mz —>
180

v

i

/ mM/z —>

181

Figure 1A



WO 2011/010964

?OS'T}ON

M5
Ed

Fear 282

st it ‘ .

/

251

283

&) MHSE

t 2 3 & 5 &
rz é%g Eg’j; .‘i‘:ﬂﬂ
% ’

&d

My,

17 CLE AVALE
T

PCT/SG2009/000258

“2
¢
LN




WO 2011/010964

Acquisition of MS spectrum
of released peptide

Additional peak except the
parent peak

Yes

311

No
i

Sequencing of the parent
peak

A4

Tagged amino acid of the
Isobaric pair in the peptide

Sequencing of the parent
mass

y

More than one isobaric

No

PCT/SG2009/000258

No isobaric amino acids
amino acid?
or
Non-tagged amino acid of
the isobaric pair \LYes
Acquistion of MS/MS
spectrum of additional peak
and sequencing

Sedquence can be
obtained solely from
parent mass

FIG. 1C

Exact position of fagged
amino acid




WO 2011/010964

MS data acquisition

4/11

Presence of -42
and/or -71 Da peak?

—liseuand/or Qis presenﬂ

No

Sequence does not
contain any | or Q.

Obtain the sequence
of the parent mass

Does the sequence
contain more than
onelsorKs?

No_

PCT/SG2009/000258

Yes

Perform MS/MS on
42 and/or-71 Da

peak to get the
position of Q and |

FiG. 2

Sequence contains
one | and/or one Q




WO 2011/010964 PCT/SG2009/000258

ne

oo0.613 L H R v R Y e58.547 vV K Y R F Y
983,505 L H R Y R R 999.57 R R F Q F Y
1013.546 L H R Y w R 1032.6 L R w R \s R
956,619 L H R Y R K 989.57 Y R w L R L
1004.536 L H R Y w F 1046.555 Y R w K F Y
1013.523 L H R % w R 936.558 Y L v F R R
955,559 L H R Y R Q 958.67 13 ! F R R R
1004494 L H R Y w F 1049884 R R W R R H
840.547 L H R Y L R 1002.845 R L R R ¥ R
1020.544 L H R Y W Y 1019486 R Q H w Y F
1013672 L H R ¥ W R 1051.677 K R w H w R
1013.56 L H R Y w R 1019.532 W R R Y K K
985.51 L H R Y K w 1000.53 R Q w H Y K
985.53 L H R Y w K 867.584 K v L R R L
985.56 L H R ¥ W K 1000587 R K w H Y Q
1004.502 L H R v w F 946.602 v w R F K K
1071.568 W R w R v w 952572 R v F K a K
1086.64 W R w R % s 1076.627 W R R ¥ R R
1077.582 W R w Y K R 1008.604 R a R R F Y
1081.596 W R w R F K 987,567 L R w H R R
1014.625 W R W K K K 1000.869 L R Y R E Y
1022589 W R w H v R 1039.554 Y L R Y w R
1049553 W R w K Y K 962.526 w K Q v ¥ R
985.596 W R W K K v 1093.538 W R ¥ H ¥ w
972.5561 K | Y R F ¥ 1136.553 W R ¥ w R w
1004.63 K | R Y w R 1000474 "~ W R H Q Y K
911.531 1 Q H K R F 1005538 Y H R Y K R
953.546 K Y F K v w 938.565 L Y ] R v K
1045.568 ¥ K R Y w F 990,528 ¥ R ¥ R 1 H

1012.63 R W | w R L

FIG.3



WO 2011/010964 PCT/SG2009/000258
6/11
a) IQHKRF
1.0 (911)
S o8
X
5 0
= |GHKRF
= AQHKRF
;% 0.4 (840) \ (889)
= AGHKRF
0.2 (798)
0.0 &= g L lL ) - '. b -k - -
700 750 800 850 900 950 1000 1050
mlz
FIG. 4A
b) Lach l——— F R QK +—H —fax - ~—[ yion'S
sHiL - ax H—ak ——+—r F —it Lacm | bions
2
X2
El
8,
14
o ..\Ehl..l i l] Al Kl .\‘ . | A
100 200 1300 400 500 600 700 800 900

mlz

FIG. 4B



WO 2011/010964 PCT/SG2009/000258

711

Lach F i K b W @ 1
C) 2.5 ) ] ]
2l G H | K R [ F LacM =
Bzl | :
 aad 3 1 1
X H i
3
8 oq5f 1k !
2 | H : !
‘@ ok : i
Pl I3 i I} H H
2 : ]
£ 9 4 :
0.5{ ! : : i :
0 I -E :I Wl d " k““d—i] 1k J l{ i k_l } taud l W Ll S S L Lll 1JX,JL
100 200 300 400 500 - 800 700 800
m/z

FIG. 4C



WO 2011/010964 PCT/SG2009/000258

8/11

955.53 H ! R Y ) K R |

1038.6686 R R R R R R
845645 K K K R F R

1992613 L Y K K R w
987575 Y K Y R F K
1050.608 R. Y R Y R Y
1036.604 R R Y R F R
097531 R L K w R R

FIG. 5



WO 2011/010964 PCT/SG2009/000258

9/11
1 HIRYKR
3.0 - L—" (958)
e} ]
Q
X2 2.0-
3
B,
f
=
1.0 1
HARYKR
(@31) ™~
0_0‘_...‘_ oo s nk s bl ~ L l_LJ_.l.i‘L _.L_ -
850 850 850 ° 850 850
m/z

FIG. 6



WO 2011/010964 PCT/SG2009/000258

10/11

St
R
o oo !\m fi I v
Y .
.Y 3%4; f o~ -
K
)
R
i S
I { 1 1 I i ] 1 1 1 I
8.5 10.5 12.5 14.5 16.5 18.5

Time (Mins)

FIG.7



Respanse

WO 2011/010964 PCT/SG2009/000258
11/11
RU HIRYKR
20
15 -+
h ..lar“"'"%""‘““‘m\-‘”l
10 -
g -
L el .
0~
7 e ¢ BN il s o
-5 -: “'MWWWW Py A
-10 a ; 4 —t— i i i
1] 200 400 600 800 1600 1200 1400 1600
Time s

FIG. 8



