Experiment:

1. AMBP peptide (AKLYGRAPQLRETLLQDFRVVAQGVGIPEDSIFTMADR)
was inkubated with immoblized trypsin, the 6h inkubate
was analysed with LC-Q-TOF

2. An urine fraction with a big peptide (2752.4856 Da)

20U~ 20

1.lyophilized in Speevac 1.lyophilized in Speevac

2.dissolved in 20ul 0.2% FA 2.dissolved in 20ul NH4HCOS3

3.measured with LC-Q-TOF 3.addedlpl 0.002ug/ul trypsin over night
at 37°C

4.lyophilized in Speevac
5.dissolved in 20ul 0.2% FA
6.measure with LC-Q-TOF

3. the data was to Mascot sended



Results
| TIC: from 1002AMBP_Gh iff Ma:x 3,1e5 cps.
100293
3.0e5
R _ 002,93
c Q-Star Chromatogramm of AMBP Peptid after
S .= 6hinkubation with immobilized Trypsin i
D.DH 1 T T T T T _I._ﬂ-ﬂ-I 1 1 T T I T 1 1 1 1
2 4 G g 10 12 14 16 12 20 2 24 25 28 30 32 34
Time, min
I +TOF M%S: Experiment 1, 23,950 to 24,3628 min from A002AMBP_Gh wiff Max 54532 counts,
a=3 56681167255233190e-004, t0=3,11905529693632470e+001
545 101048718
] 400
E G657 ,6944
= 200
DH 1 T A T l L I- 1 T T 1 1 T 1 T T 1 1 T 1
400 &00 Go0 700 200 200 1000 1400 1200 1200 1400 1500 1600 1700 1800 1800 2000
miz, amu
I +TOF Product (1044,2%; Experiment 3, 23 895 to 24,843 min from 1009AMBP _Gh it Max 11,0 counts.
a=3 56681167255233190e-004, t0=3,11905529693632470e+001
56,0922
10,0 1891283
0,06%7
ASaT EACN

55 PR



W TIC: from A009AMEB P _Sh wiff hdax. 3,125 cps.
100293
2.0e5 1 .
: Q-Star Chromatogramm of AMBP Peptid after
. .asd  6hinkubation with immobilized Trypsin 002,93
c
2z
= 104097
1.0e5 1
D.DH T T T T T T _I._ﬂ-.\-I 1 1 1 T T T T T
2 ) G 2 10 12 14 16 His 20 g 24 26 28 30 32 =4
Time, min
I +TOF MS: Experiment 1, 25767 10 26,012 min from 10029AMBP_Gh wiff M3z, 2785 .5 counts,
3=3 58681 1678552323190e-004, t0=3,119055295923633470a+001
575A 1002 89285
. 2000 -
c
z
= 10010 -
GEG6.872T
DH T T T l l T T T T T T T T T T T T 1
400 &00 (alu]u] Foo 200 Qoo 1000 1100 1200 1300 1400 1500 1600 1700 1200 1900 2000
mfz, amu
I +TOF Product (1002 9% Experiment 2, 25,739 to 26,090 min from 1009AMBP_G howiff Max. 13945 counts,
3=3 58681 1678552323190e-004, t0=3,119055295923633470a+001
1281,4502
135 189 1280
4552209
_ 100 1
c 72 OTEZ g3 2025
z o0 o 356,1721_
- ] s0zg. 5113197 1451,5803
10652 1§58 IT = 1 T 24,3006 540,294
0 JI ljh:h“. ilILI I.l |Ill||. | : | : : . ! : I| : : : .
100 200 200 400 &00 alu]u] oo 200 Qoo 1000 4400 4200 1300 41400 1500 4600 1700 1200 4900 2000
mfz, amu



With Mascot the peptide was identified

AMBP HUMAN Mass: 38974 Score: 282 Mat
ches: 46(8) Sequences: 4(1) emPAI: 0.18

Protein AMBP OS=Homo sapiens GN=AMBP PE=1
SV=1

[M+2H]%* (m/z =2):

1010.9987 R.VVAQGVGIPEDSIFTMADR.G
1002.9932 R.VVAQGVGIPEDSIFTMADR.G


http://www.matrixscience.com/cgi/protein_view.pl?file=../data/20100923/FteTSiHmh.dat&hit=AMBP_HUMAN&db_idx=1&px=1&ave_thresh=31&_ignoreionsscorebelow=0&report=5&_sigthreshold=0.05&_msresflags=1345&_msresflags2=2&percolate=-1&percolate_rt=0�

Big peptid (2752.4856 Da) from a urine peptide fraction
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DAHKSVAHRFKDLGEENFKALVL?

FT _ICR_MS/MS no identification
of the whole peptide;
only 5 amino acids (DAHKS) were identified
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With Mascot the Peptid was Identified

ALBU HUMAN Mass: 69321 Score: 93 Matches: 17(3) Sequen
ces: 2(1)

Serum albumin OS=Homo sapiens GN=ALB PE=1 SV=2

613.7761 MH2+ R.FKDLGEENFK.A

409.5385 MH3+ R.FKDLGEENFK.A

tryptic peptide
DAHKSVAHRFKDLGEENFKALVL


http://www.matrixscience.com/cgi/protein_view.pl?file=../data/20100928/FteTlismh.dat&hit=ALBU_HUMAN&db_idx=1&px=1&ave_thresh=32&_ignoreionsscorebelow=0&report=5&_sigthreshold=0.05&_msresflags=1345&_msresflags2=2&percolate=-1&percolate_rt=0�

Summary:

 AMBP peptide was incubated with trypsin, the inkubate was analysed
with LC-Q-TOF

* With Mascot the peptide was identified

* A urine fraction with a peptide (2752.4856 Da) was inkubated with trypsin,
that could not identified with FT-ICR-MS/MS.

* After tryptic digestion with Mascot the peptide was identified.
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