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P15: Light chain from urine of patients (multiple myeloma)
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Data acquisition status on the HF-Omnitrap-Booster platform

1. Top-down LC-MSn analysis of Light Chains (HF-Omnitrap)
Data acquired from April to July 2022, processed with PeakFinder

2. Top-down LC-MSn analysis of Light Chains (HF-Omnitrap)
After filament replacement, data acquired from Sept to Oct 2022, to be processed with Cronus

3. Top-down LC-MSn analysis of Light Chains (Lumos)
Data acquired in August 2022, to be processed with Cronus

4. HF-Omnitrap-Booster Characterization (HF-Omnitrap-Booster)

5. Top-down LC-MSn analysis of NISTmAb (HF-Omnitrap)
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Reduced, alkylated and intact Light chain: MS1
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Data acquired from April to July 2022 (nLC + PeakFinder)

Reduced, alkylated LC (m/z 1034, 23+)

Intact LC (m/z 1388, 17+)

Exp. Seq. coverage Parameters Exp. Seq. coverage | Parameters
HCD NCE20 36% (deconv.) AGC5ES5,10 uscan, 240k HCD NCE20 20% (deconv.) | AGC5E5,10 uscan, 240k
ET10HCD10 (Lumos) 77.9% AGC1EG,20 uscan, 120k ECD 70ms 37% AGCS5ES5,10 pscan, 120k
ECD 70ms 78.9% AGC5E5,10 uscan, 120k ECD 70ms+suppl. CID 44% (deconv.) | AGC5E5,10 pscan, 120k
vsg | EID 50ms 85.0% AGC5E5,10 pscan, 120k activation 2 datasets combined

ECD 50ms 83.1% AGC5E5,10 pscan, 120k ms2 | EID S0ms AGCSES 10 pscan, 120k

ECD 50ms+suppl. CID | 91.5% AGC5E5,10 pscan, 120k EID 150ms 39% AGCSEG,3 pscan, 240k

activation 2 datasets combined ECD 250ms AGC5E®G,3 uscan, 240k

ECD 500ms AGC5EBG,3 uscan, 240k

ECD 750ms AGC5EBG,3 uscan, 240k

ECD 250ms+MS3CID of 16++ 39.0% AGCS5EB6,3 pscan, 240k

ECD 250ms+MS3CID of 15+ | 25.4% AGCS5EB6,3 pscan, 240k

VS3 ECD 500ms+MS3CID of 16++ | 41.3% AGC5EB,3 pscan, 240k

ECD 750ms+MS3CID of 16+¢ 29.6% AGC5EB,3 pscan, 240k

EID 150ms+MS3CID of 18+ 28.2% AGC5E®,3 pscan, 240k

EID 150ms+MS3CID of 19+e¢ 23.0% AGC5EB,3 pscan, 240k

MS4 HCD20-ECD50ms-MS4CID 33.7% (y96) AGC5EG,3 pscan, 240k

y96 HCD20-ECD500ms-MS4CID | 26.3% (y96) AGC5ES,3 pscan, 240k
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ECD (m/z 1034, 23+)

Reduced, alkylated Light chain
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EThCD Lumos

Reduced, alkylated Light chain
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Intact Light chain: ECD (m/z 1388, 17+)

1388.64

1003 MS2 ECD 70 ms 17+ .

80 164e HF-Omnitrap
ECD 70 ms 60-
a:18% : 15% 40_5 1475.35

20
b:7% y. 16% 21158 58927 73435 100547 1311.54 1573.78 1686.33 2023.99 2169.86 2407.19
c:23% - 24% " s00 1000 1s0 2000 2500

73435 90742 i
' 1686.33

Sequence coverage : 37.1% 714.82

211.58 " 480.15 |

357.18 1815.90
l 2023.99
.

AL 1 b I

o
N

——
o ©
N w

pe by by by

2169 86 2315, 35

o
o
|

l T T

500 1000 1500 2000 2500
m/z

2338353373 4 o7 O - a
DLQMTQSPSTLS SVGDAVTLTCRASQSLNVWLAWYQQKPGKPPKLLLYE X
— — = - —_— L h
-1 :1‘—1 -1 - ﬁn_y
ASNLESGVPSRFSGSGSGTEFTLTLSSLAQP DFATYYCQQ NSYPYTFGQ - C
— e eEeEEECE L CEE =z
337383333 85,373 885353733335373. 3 4
GAKLELKRTVAAPSVFLFPPSDEQLKSGTASVVCLLNNFYPREAKVQWKY
EEeECcceELL. Co-CcocEYeEC> C0L -0 =
DNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKLYACEVETHEQG
= = (=
3 S 3737 =
LSSPVTKSFNRGETC
= L — INSTITUT
=E E CEEeEEEE __ PASTEUR

12



Intact Light chain: ECD (m/z 1388, 17+) + CID

ECD 70 ms + suppl. CID activation

2 datasets combined

Sequence coverage : 44%
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Intact Light chain: EID (m/z 1388, 17+)
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Intact Light chain: MS3

ECD 250 ms, MS3 CID of m/z 1475 (16+¢)
a:10% x:7%

b:22% v :19%

c:14% 7:14%

Sequence coverage : 39%
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Intact Light chain: MS3
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Intact Light chain: MS3

ECD 750 ms, MS3 CID of m/z 1475 (16+e)

a:9% x:6%
b:15% vy:16%
c:13% 7:11%

Sequence coverage : 29.6%
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Intact Light chain: MS3
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Intact Light chain: MS3

EID 150 ms, MS3 CID of m/z 1242 (19+e¢)

a:6% : 7%
b:13% v:13%
c:6% 10%

Sequence coverage : 23%
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Intact Light chain: MS4

HCD NCEZ20 ]
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I taCt ng t C al . I\ S VI, 8T as008 V7 NL: 2.2E6
1005 1530.47
80 St |
60{ .
MS2 NCE 20 403  357.18 1551.47 HF-Omnitrap
203 22912 | 488:22 589.27 50430 1108.62 119059 1785'138809 89
=N | 104 1J187r5'1.6 il 1668.42 J L 2142.25 2265.37 2387.18
0"||‘|||||'|||||| ||||'| "||‘||||||'| Tt 7T 111
200 400 600 800 1000 1200 1400 1600 1800 2000 2200 2400
1339.27 -
100 y96, 8+ NL: ~ 4.6E5
Res DC isolation o
i 1395.19
-2_1_1.57 31_1-18 545.35 754.02 931.34 110&62 1279&2 1530.31 1785.53 1_8_§8.21 2010.86 2316.86 2472.46
0 r— 1 1 111 1111 1.1 11 11| 1117 | 1§11 1§17 [ 11 1. [ .’ r/erTr
200 400 600 800 1000 1200 1400 1600 1800 2000 2200 2400
y96, 8+ 1339.27
100
80 NL: 4.0E5
MS3 50 ms w0 96, 7+e
1357.6¥ 4
20 / 1530.60
292.83 414.20 541}.24 714.31 912i8 999.51 1190.58 Ji I 1785.53 @19.94 2010.92 2248.27 2_3/5‘6.31
I LLLE L L L L L L L L L L L L L L L L L L L L L L L L L L L L
l 200 400 600 800 1000 1200 1400 1600 1800 2000 2200 2400
1530.60
100 96, 7+e
¥y=5 NL: 5.6E4
80
Res DC isolation >
40
20
292.83 488.22 589.27 754.09 931.34 1108.62 1388.86 ‘ 1573.71 1785.36 2070.73 2188.10 2498.36
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931.34 miz 151345
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i 1619.28 1738.34
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= 304.10 844.31 1785.53
2] z=1 75390 z=1 | 49951 1160.48 13‘22?'763 z=6 2071.02
. — 591.94 z=7 _-7 z=1 i Z_,'? 2229.09 2336.26
] l ‘ ‘ z? ‘ HIA ‘ Z? ‘ “-luh iy I z=? E? ' lNSTITUT
0 . 1 1 |' T T ‘| e '| T T |‘ — “| i i' 1 A |“‘|’ T T T 1T T T T [ 1 21 PASTEUR
200 400 600 800 1000 1200 1400 1600 1800 2000 2200 2400

m/z



Intact Light chain: MS4

MS2 HCD20-MS3 ECD 50ms-MS4 CID

HF-Omnitrap

x: 5%
v :24%
7:13%

Sequence coverage : 33.7%

= - 5 - -1 3
PPSDEQLKSGTASVVCLLNNFYPREAKVQWKVDNALQSGNSQESVTEQDS X
LeeeEEEEELC o - p
- 3 3 =3[~ -3 ey
KDSTYSLSSTLTLSKADYEKHKLYACEVTHQGL SPVTK FNRGETC 2 c
— - = = = = — e e e L 2z
a:1%
. (o)
100— 1513.45 o b:11%
3 1502.87 | 9O~ . .
NE \(0 o c:15%
60
40
20% 1459.72 1573.64
o] 35718 30717 48822 59194 697.24 753.90 84431 931.34 999.51 1059.43 1160.48 1339.27 1388.63 N l] 1619.28 1738.34 178553 1867.31 1941.93
T T T |4.(|)0 T T T |560 T T T Ieéol T T |760 T T T |80|0 T T T |9(|)0| T T |10|00| T T |11|00| T T |1 2|00| T T T T T T T T T T T T I1 500 16|00| T T |17|00| T T 18 T T T |19|00| T T |2000|
m/z
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] \ 2
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o % i
e | >
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1 +
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10E+2 4 F g | 8 s
j S ° © =y J o
4 ’ 2 o 4 o N
5.0E+1 T 3: I g
0.0E+0 -RES
1620 1640 1660 1680 1700 1720 1740

/7
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Intact Light chain: MS4 (extending MS3 ECD activation time)

MS2 HCD
100; MS3 ECD 1339.27 50 ms NL: 4.7E5
80
MS3 .
60—
40 1357.65
203 1289.63 1530.60
o3 714.31 912.48 1108.62 1190.58 \ |/ | 1691.17 1785.53 1879.94
600 800 1000 1200 1400 1600 1800 2000
MS2 HCD 1513.45 NL: 5.0E3
103 MS3 ECD
so4 MS4 CID
MS4 60
20
35718 591.94 844,31 931.34 1160.48 1388.63 j‘ 1619.28 1738.34 1856 91
"400 | 600 | 800 | 1000 | 1200 | 1400 1600 - |1800| " 2000
m/z
Sequence coverage : 33.7%
= - = T B a
PPSDEQLKSGTASVVCLLNNFYPRE X
ek EEEELC - h
Y
AKVQWKVYDNALQSGNSQESVTEQDS —‘I_C
| | q -1 M
KDSTYSLSSTLTLSKADYEKHKLYA
5 3 -7
CEVTHQGL SPVTKS NRGEC

1003 MS2 HCD 133927500 ms NL: 2.7E5
sod MS3ECD
60? 1289.75
40 1530.60
20
05645.06 753.87 931.34  1108.62 1207.03 | J 135765 J 1551.61 1785.70 1943.14
600 800 1000 1200 1400 1600 1800 2000
NL: 3.9E3
1004 MS2 HCD 191859
80 MS3 ECD
1 MS4 CID
60 1534.46
40 /
. 1627.47
20
E M I N U I .,”.75“““. 0 s
400 600 800 1000 1200 1400 1600 1800 2000
m/z
Sequence coverage : 26.3%
T T T - a
PPSDEQLKSGTASVVCLLNNFYPRE X
EreEEEE-EL - b
Yy
AKVQWKYDNALQSGNSQESVTEQDS _'._3
|
KDSTYSLSSTLTLSKADYEKHKLYA
=
- = - =
CEVTHQGL SP TKSFNRGETC 23
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Data acquired in Sept./Oct. 2022, to be processed w. Cronus

Reduced, alkylated LC (m/z 1034, 23+)

Intact LC (m/z 1388, 17+)

MS2

Exp. Seq. coverage | Parameters
ECD 25ms AGC5E®6,3 uscan, 240k
ECD 50ms AGCS5EG,3puscan, 240k
ECD 100ms AGC5E®6,3uscan, 240k
ECD 50ms2 AGC5ES5,3uscan, 240k

ECD 50ms+suppl. CID
activation (m/z 1081)2

AGC5ES5,3uscan, 240k

Exp. Seq. coverage | Parameters
ECD 50 ms AGC5E®G,3 pyscan, 240k
ECD 100ms AGC5E®G,3 uscan, 240k

ECD 100ms+suppl. CID activation

AGC5E®6,3 uscan, 240k

EID 25 ms

AGC5E®6,3uscan, 240k

EID 50ms

AGC5E®6,3uscan, 240k

2 AGC target was lowered to 1E6 to obtain charge reduced species

MS2 ECD 200ms AGC5E5,3 uscan, 240k
ECD 250ms AGC5ES5,3 pscan, 240k
EID 50ms AGC5E®G,3 uscan, 240k
EID 100ms AGC5E®G,3 uscan, 240k
ECD 100ms+MS3CID of 16+¢ AGC5ES®6,3 pscan, 240k
MS3 ECD 200ms+MS3CID of 16+¢ AGC5ES®6,3 pscan, 240k
EID 50ms+MS3CID of 18+ AGC5ES®6,3 pscan, 240k
HCD20-EID 50ms AGC5E®G,3 pyscan, 240k
MS3 (y96) HCD20-EID 200ms AGC5E®G,3 pyscan, 240k
HCD20-ECD 50ms AGC5E®G,3 pyscan, 240k
HCD20-ECD 500ms AGC5ES®6,3 pscan, 240k
HCD20-ECD50ms-MS4CID AGC5ES®6,3 pscan, 240k
HCD20-ECD500ms-MS4CID AGC5ES®6,3 pscan, 240k
MS4 (y96)
In source CID-m/z1339-ECD50ms-MS4CID AGC5E®G,3 pyscan, 240k
In source CID-m/z1339-ECD500ms-MS4CID AGC5EG,3 uscan, 240k
MS3 (b118) In source CID-m/z1432-ECD50ms AGC5EG,3 pyscan, 240k
In source CID-m/z1432-ECD500ms AG J NS PUOK
MS4 (b118)

In source CID-m/z1432-ECD50ms-MS4CID

AGC5E®b,3 uscan, k




Intact Light chain: MS4 (m/z 1388, 17+)

Targeting C terminal fragment y96 ion HCD NCE20

p LlQMLTlals1P s TILISIALSWVIG DAV T L TER A
SQSLNVWLAWYQQKPGKPPKLLLYE
ASNLESGVPSRFSGSGSGTEFTLTL
SSLQPDDFATYY/EaaQVYNL[sYLPYIT FGlQ

__________________________

KISGTASWVELLNNFYPREAKVQWKV 5
DNALQSGNSQESVTEQDSKDSTYSL §y96
SSTLTLSKADYEKHKLYAELITHLalG |
LLLSLSLP VITIK S FNRG EC

|

i Qi
MS3



Intact Light chain: MS4 (m/z 1388, 17+)

Targeting N terminal fragment b118 ion
HCD NCE20

——————————————————————————————————————————————————————————————————————————————————————————————————————————————————

p L1QMLTlQls1P s TILISIALSIVIGD AlVT L TER A
SQSLNVWLAWYQQKPGKPPKLLLYE
ASNLESGVPSRFSGSGSGTEFTLTL
SSLQPDDFATYY/EQayYNLsYLPYITFGla

___________________________________

IKSGTASWWVELLNNFYPREAKVQWKYV
DNALQSGNSQESVTEQDSKDSTYSL y96
SSTLTLSKADYEKHKLYAIELLTHLLG

LLLSLSLP VITIK S FNRG EIC
‘MS?2’ @ MS4
INSTITUT
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Data acquired on Lumos (Aug. 2022) to be processed with Cronus

Reduced, alkylated LC (m/z 1034, 23+)

Lumos

Intact LC (m/z 1388, 17+)

Exp. Seq. coverage Parameters

ETD10 AGC5E®6,3 uscan, 240k
MS20 ET5HCD5 AGC5E®6,3uscan, 240k

ET10HCD10 AGC5E®6,3uscan, 240k

ET15HCD15 AGC5E5,3uscan, 240k

d Low AGC target data (1E6, 3 and 10 yscan) were also acquired

Exp. Seq.coverage Parameters
ETD15 AGC5E®6,3 uscan, 240k
ETD20 AGCS5E®6,3 uscan, 240k
ETD25 AGCS5E®6,3 uscan, 240k
MS2a ET10HCD10 AGC5ES6,3 uscan, 240k
ET15HCD15 AGC5E®6,3 uscan, 240k
ET10HCD10 AGC5E®6,3 uscan, 240k
ET25HCD25 AGCS5E®6,3 uscan, 240k
ETD-MS3HCD15 AGCS5E®6,3 yscan, 240k
MS3P
(m/z 1475, ETD-MS3HCD20 AGCS5E®6,3 uscan, 240k
16+
) ETD-MS3HCD25 AGC5E®6,3 yscan, 240k
HCD-MS3ETD15 AGC1E®6,10 pscan, 240k
MS3¢ HCD-MS3ETD20 AGC1E6,10 pscan, 240k
(m/z 1339,
8+, y96) HCD-MS3ET15HCD15 AGC1E®6,10 yscan, 240k

HCD-MS3ET20HCD20

AGC1EG6,10 uscan, 240k

a Low AGC target data (1E6, 3 and 10 pscan) were also acquired

b Low AGC target data (1E6, 10 uscan) were also acquired
¢ High AGC target data (5E6, 3uscan) were not usable

{D
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Cronus analysis

Mrile [# Edit B Libraries 3§ UI Settings

EILN
|Workflow Editor | | Spectrum Plot | [Fitting Graphs |

- E= Primitive Nodes

L Spectrum

& Amino Acid Sequence

! RNA Sequence

- oS Processing Nodes

L Connected Spectrum Info
a # Points: 1350292
Peak Picker

! # Peaks: 14972

[Wll Spectrum Resampler

1 Spectrum Information

Spectrum File: C:\Users\cgarcia\Desktop\20220919_QHF_TF_P15,
The spectrum has 1350292 m/z - intensity pairs.

#% Spectrum Calibration

L Input Spectrum
& Fragment Generator hmmsbamm ‘ | Name : 20220919_QHF_TF_P15_LC_intactl ECD50_mz
' Spectrum Co d
i Input Fragments
# Loaded : 52198
# Filtered : 670
- Algorithm Nodes v

ents Connected

B Filtering Parameters
£ mMass Isotope Clustering l m mmammm J
IX Spectrum Fitter

ei Score Threshold: 0.850 I
Normalized XCorr Threshold: I 0.200

$7De Nowo SEREIE Alignment Score Threshold: 0.700.
& Input Sequence Information [
= Name: New Unnamed Sequence
W Sequence Length & Monoisotopic Mass Length: 214 Amino Acids
214 amino acids. | 123443.48 Da ‘ i
& Chemical Formula
Y Utiity Nodes C1041H1601N273033857 ‘ m Select Charge States
l | “:—! [—I Max ‘
& Fragment Combiner l ] : A
© Mod Cross Product

§) INSTITUT
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1. Analysis of the P15 light chain with the omnitrap
2. First data with the booster
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Total ion current (TIC) (x1e+06)

HF-Omnitrap-Booster Characterization

700

600 —

500

400 —

300

200 —

100

LC-MSn analysis of red/alkyl Light chain
ECD 50 ms, 15k resolution, 5 replicates

v Check all

—20220712 QHF TF P15 LCs
— 20220712 QHF TF P15 LCs
—20220712 QHF TF P15 LCs
—20220712 QHF TF P15 LCs

—20220712 QHF TF P15 LCs

P ; | Bl
L ke

WA »’uh‘

red alkyl ECDS0 15k R1 248940-256000 chB rs.h5 (Waveform) v [l
red alkyl ECDS0 15k R2 299212-306427 chB rs.h5 (Waveform) v
red alkyl ECD50 15k R3 349663-356940 chB rs.h5 (Waveform) v @
red alkyl ECDSO 15k R4 400224-407365 chB rs.h5 (Waveform) v

red alkyl ECDS0 15k R5 450639-457885 chB rs.h5 (Waveform) v @

24 25 26 27 28

Retention time, min

29 30 31
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TIC, a.u. (x1e+06)

Length, s.

QExHF, TF_P15 LCs red alkyl ECD50, R =15 K, AGC = 5e5, ITmax = 200 ms

700
600 —
500
400 —
300

200 —
100

20220712_QHF_TF_P15_LCs_red_alkyl ECD50_15k_R1

J

| I

14 16 18 20 22 24 26 28 30

0.3 —

0.2 —

0.1 —

Elution time, min

)

Tacq=32ms, R=15k

- @

| I I I
0 1000 2000 3000 4000 5000 6000

Scan index

. (x1e+06)

TIC, a.u

Length, s.

HF-Omnitrap-Booster

500
400 —
300
200 —
100

0

! I
22.8 23 23.2 23.4 23.6 23.8 24 24.2 24.4 24.6 24.8
Elution time, min
0.4 —
.“---~
0.3 —
[giidadqaaaiatad
0.2 —
® O PY ® o Py
0.1 —
Tacg=32ms, R=15k
0 | T T T
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Amplitude, a.u. x10*

QExHF, TF_P15 LCs red alkyl ECD50, R1

dataset key: "253391" (scan number in RAW file: #3724)

RAW, eFT, Tacqg =32 ms
H5, aFT (half), Tacq = 45 ms

LIS B S B B S B B B E B B B B B B N B
0.06 0.08 0.10 0.12 0.14

HF-Omnitrap-Booster

/\
- RAW, eFT, Tacg =32 ms
- H5, aFT (full), Tacg = 150 ms
{D‘INSTITUT
I 1 T 1 T 1 T T T 1 ©r T 1 1T T 11T 71 © T T T T T T 7] PASTEUR
"NNN 20000 A000 cANN P{alals 00N



QExHF, TF_P15 LCs red alkyl ECD50, R=120K
AGC =5e5, ITmax = 200 ms

ECD 50 ms, 120k resolution, 5 replicates

2.6 V Check all
2.4 —20220712 QHF TF P15 LCs red alkyl ECD50 120k R1 2-6565 chB rs.h5 (Waveform) v .
2.2 —20220712 QHF TF P15 LCs red alkyl ECD50 120k R2 49815-56387 chB rs.hS (Waveform) v @
—20220712 QHF TF P15 LCs red alkyl ECD50 120k R3 99689-106252 chB rs.hs (Waveform) v [
2 —
— 20220712 QHF TF P15 LCs red alkyl ECD50 120k R4 149502-156060 chB rs.h5 (Waveform) v
%_; 1.8 ! — 20220712 QHF TF P15 LCs red alkyl ECD50 120k R5 199258-205798 chB rs.h5 (Waveform) v a
(V] f H
T 16 l‘ 0l '
g 14 MW f
:,C-:. J | rr. ('W ‘I
= 1.2 | e 1)
: it
T T fh
o &Y
F 0.8 .'\)"11
i
0.6 '| U\'i‘
ah
V““N.k\‘i‘
0.4 ,w\ il ‘f ‘
AT A
i ‘L!‘\“'““‘:Lh“ l
0.2 | ~4u'7;.‘9,<l,‘44 N \
4 "‘*"&" X0 o ";’“"u"..‘, .1‘\%‘.&.1 QA
N R O R R e,
O N == — e e =
I T I T | I
22 23 24 25 26 27 28 29 30 31 32

Retention time, min
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TIC, a.u. (x1e+09)

Length, s.

QExHF, TF_P15 LCs red alkyl ECD50, R =120 K
AGC = 5e5, ITmax = 200 ms

20220712_QHF_TF_P15_LCs_red_alkyl_ECD50_120k_R1

it i) —

0.36
0.34
0.32
0.3
0.28
0.26
0.24

[ [ I
8 10 12 14 16 13 20 22 24 26 28 30 32

Elution time, min

Tacqg=256ms, R=120k

1 I | | I
1000 2000 3000 4000 5000

o —

Scan index

TIC, a.u. (x1e+06)

Length, s.

300 —

200 —

100 -

HF-Omnitrap-Booster
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0.32
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0.28

22.7 22.8

22.9
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[
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Elution time, min

23.

I
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0026 1 ©® @ @ © O G0 O O OCONNNNNINNNNN0000000000000

0.24

.

3300

Scan index

3310

3320

34 {'
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Amplitude, a.u. x10*

QExHF, TF_P15 LCs red alkyl ECD50,R =120 K
AGC = 5e5, ITmax = 200 ms

QEXHF, TF_P15 LCs_red_alkyl ECD50, R = 120 K, AGC = 5e5, ITmax = 200 ms
Single scan

1
— o Ll N w

1
N

o pralvi v bieabeaa il

dataset key: "4149" (scan number in RAW file: #3319)

HF-Omnitrap-Booster

-  RAW, eFT, Tacq = 256 ms
- H5, aFT (half), Tacq = 256 ms

|

L

PR S, TR R B I R S S I R S R [N N e R D A (e A
1033.8 1033.9 1034.0 1034.1 1034.2 1034.3

mz




Normalized intensity, r.u. Normalized intensity, r.u.

Normalized intensity, r.u.

QExHF, TF_P15 LCs red alkyl ECD50, R =120 K

AGC =5e5, ITmax =200 ms

0.15 —
0.10

0.05 —

0.00 =

0.05 —

0.00

0.15 —
0.10 —

0.05—

0.00

1395

|
1400

1400

Normalized intensity, r.u. Normalized intensity, r.u.

Normalized intensity, r.u.

0.015
0.010

0.005

0.015 —

0.05 —

0.00

- RAW, eFT, Tacq = 256 ms, single run
- RAW, eFT, Tacq = 256 ms, 5 aver. runs
- H5, aFT (half), Tacqg = 256 ms, 5 aver. runs

1600

1520 1540 1560 1580 1600 1620
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TIC, a.u. (x1e+06)

Lenagth, s.

QExHF, TF_P15 LCs red alkyl ECD50, R =120 K, AGC = fixed,
ITmax =50 ms, 10 us

100

20

60

40

20

20220712_QHF_TF_P15_LCs_red_alkyl_ECD50_120k_10uscan_AGC_f~~ -

I W | T
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Tacq =256 ms, R=120k
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0 100 200 300

400

Scan index
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nyz
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500 1000 1500 2000
m/z
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1. Analysis of the P15 light chain with the omnitrap
2. First data with the booster
3. Analysis of the NIST mAb
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HF-Omnitrap: TDMS analysis of Intact antibody

Intact NISTmAb, m/z 2797, 53+

Isolation window: 30 m/z

MS2 ECD 90 ms

MS2 ECD 90 ms +
Broadband excitation

500

g

HF-Omnitrap

Broadband excitation

1607.11

1330.32

1251.71

1197.19
727.41

814.44 \J
0l

1710.49
2052.39

% 3023.89

2965.99
3088.00

2909.00

3156.69

3222.10

3368.26

3451.95

2102.42 27 3554.22 4353.29 4539.12
W 4177.05 Lo 4803.54
» . i o b s b
1000 1500 2000 2500 3000 3500 4000 4500 5000
m/z
1607.11
1496.36
171033 505219
1330.21 1928.54
1285.74
1230.01
1194.69
727.41 2102.22
1039.55
| 2410.42 2902.41 324216 3426.54 3740.20 427417 4509.40  4862.15
A MLAS A LA e Abaianay| AR LA LA LA L) B R IR L LARAS LS LELOS LAY AL AN LAARS LLALY LA LUALE LARAY KAL) RALRY RALRY T
1000 1500 2000 2500 3000 3500 4000 4500 € f IN000ITUT
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HF-Omnitrap

Sequence coverage obtained from MS2 ECD 1 e
+BB excitatiqp.. ECD 90 ms + |

122: vopa6 Broadband excitation Residue cleavage: 217%

80 1710-33 505219 N av 1 LR ESIG PIAIL]VIKIPITIQITILITILIT €

GFSLSTAGMSVGWIRQPPGKALEWL
1085.74 ADIWWDDKKHYNPSLKDRLTISKDT
1230.01 SKNQVVLKVTNMDPADT
IMIITFINTFTYTFID]VIw GlalG TITIVIT

D
o

a
o

w
o

N
o
L tov v bvvn benna by b s by b s by

ERE 103:-::@ 2102.22 1P1s VIFIP LIAIP S SKSTISGGTA
= DYFPEPVTVSWNSGALTSGVHTFPA
12 A0 L .. 200241 324216 342654 574020 viasselLvsLssVVTVESsSsLerar
500 1000 1500 2000 2500 3000 3500 4000 YI@ENVNHKPSNTKVDIKRVEPKSCDK
mz THTCPPCPAPEL SVFLIFPPKP
Residue cleavage: 16% KDTLMISRTPELV VDVSHEDPE
VKFNWYVDGVEYV TKP

REEQYN

DIQMTQSPSTLSASVGDIRRVTITE
SSRVGYMHWYQQKPGKAPKLLIYDT
SKLASGVPSRFSGSGSGTEFTLTIS
sLaQaPDDFATYYEFaac slclYlPlFLTIFlGlGlG
1TIKIVIET11KIRTT V1A AlP]S VLF11TFIPIP SIDIElQ]LIK
IsGTASVVE NNFYPREAKVQWKVD
NALQSGNSQESVTEQDSKDSTYSLS
STLTLSKADYEKHKVYAEVTH|QGL

SSPVTKSFNRGEC {DINSTITUT
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YPSDIAVEWESNGQPENNYKTTPPV
LDSDGSFFLYSKLTVDKSRWQQGNYV




MSn experiments

MS2: CID of m/z 2797 (53+)

MS2: CID + broadband excitation

MS3: ECD of light chain 10+

MS4:

HF-Omnitrap
Broadband excitation

1234.68
100
] 1311.34
80 1135.61 1540.78
60 854.44 1760.61
40-] 1793.90
] 2100.04 2310.05 3161.52
20 994 >3 | 2566 50 3300.78
1 580.30 ‘ J l AA Il Jl 3635.95
17 4781.00
. .__I L. 1) ul l“ﬂj uh“tl 1, ll wl 2 4 3881 i 4165 70 + AR AR 1 —
0] T T T | | ! [
500 1000 1500 2000 2500 s000 | 3500 14000 4500 5000
1540.78
100 1234.68
80: . .
- 1760.60 |solation, accumulation
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Conclusions/future directions

e Easy and smooth installation (3 days), very stable system (filament changed only once, no other major
cleaning), but manual operation (4-5 LC-MS/MS experiments /day)

e Very promising data both on light chain (LC time scale) and mAb analysis
 Added value of booster for data acquisition

* Data analysis very long and difficult (improved with Cronus but still requires more automation)

 To be done (by Dec 20227?)

* Analyse all acquired data and acquire new ones on intact mAbs (infusion) with the booster (C.
Garcia)

e |nstall and test the Pl trap
* Install VUV on the omnitrap

* Write the paper on the P15 light chain (> ASMS abstracts)
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