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Table S1. Demographics and laboratory values of the clinical cohort subset (GeneBank, GB)
used in the analysis of protein bound HCit content in plasma.

Characteristics GB subset
(n=117)
Age (yr) 60.7(55.6-66.5)
Sex (% male) 45.6
SBP (mmHg) 131.0(120.0-144.0)
HgbA1C (%) 5.5(5.2-5.9)
HDLc (mg/dL) 38.8(32.0-48.0)
LDLc (mg/dL) 105.0(87.0-123.0)
Cholesterol (mg/dL) 171.4(151.9-194.3)
Triglyceride (mg/dL) 97.5(77.3-140.8)
eGFR (mL/min/1.73 m?) 80.4(70.3-91.4)
CRP (mg/dL) 1.74(0.86-4.57)

Clinical and laboratory characteristics of GB subjects (n=117) for whom protein-bound HCit was
guantified in plasma proteins. Subjects included were confirmed to be without known cardiovascular or
metabolic diseases, and with normal renal function, as described under Experimental Procedures.
Plasma was analyzed for protein bound HCit content using stable isotope dilution LC/MS/MS methods as
described. Values shown are median (interquartile range) for continuous variables, and percent for
dichotomous variables.

Abbreviations: Systolic blood pressure (SBP), hemoglobinA1C (HgbA1C), high density lipoprotein
cholesterol (HDLc), low density lipoprotein cholesterol (LDLc), estimated glomerular filtration rate (eGFR),
C-reactive protein (CRP)



Table S2. Age and gender of subjects from whom human atherosclerotic aortic samples were
used in recovery of apoA-I for proteomic analysis.

Human Sequence
aorta Age Gender | coverage

sample %

1 79 Male 93

2 76 Female 93

3 74 Male 93

4 81 Male 90

5 76 Male 90

6 75 Female 93

7 73 Female 92

8 68 Female 90

9 82 Female 90

10 71 Male 90

Human aortic tissue was obtained as discarded material at time of organ removal from transplant
recipients. Atherosclerotic donor tissues were from subjects (n=10) of average age 75yr +/- 4yr. Both
males and females were analyzed. ApoA-I was immunoprecipitated from aortic tissue homogenates
using a cocktail of anti-apoA-I antibodies using methods shown to result in quantitative recovery of total
apoA-I from samples, as described under Experimental Procedures. Recovered apoA-I protein was
subjected to proteolysis with GluC and mass spectrometry was performed as described under
Experimental Procedures. Proteome Discoverer 2.3 was used to identify peptide sequences and %
coverage.



Table S3. Peptide search parameters for Proteome Discoverer.

Protein Database: ApoAl His.fasta
- Enzyme Name: GIuC
- Maximum Missed Cleavage Sites: 5

Tolerances:

- Precursor Mass Tolerance: 10 ppm

- Fragment Mass Tolerance: 0.6 Da

- Max. Identical Dynamic Modifications Per Peptide: 3
- Max. Dynamic Modifications Per Peptide: 4

Fixed Value PSM Validator:
Maximum Delta Cn: 0.05
Maximum Rank: 0

Protein FDR Validator:
Target FDR (Strict): 0.01
Target FDR (Relaxed): 0.05

Dynamic Modification:

- Oxidation / +15.995 Da (M, W)
- Carbamylation / +43.006 Da (K)
- Acetylation / +42.001 Da (K)

Peak lists were generated with Proteome Discoverer 2.3 (Thermo Fischer Scientific, Waltham, MA) using
the parameters listed. The resulting Unified Search Files (*.srf) were searched against the Uniprot FASTA
of human apoA-I. Modifications used for the searches included, oxidized methionine (variable), oxidized
tryptophan (variable), carbamylated lysine (variable, mass addition 43 Da) and acetylated lysine
(variable). GluC peptides with a maximum of 5 missed cleavage sites were allowed in the database
searches. Monoisotopic precursor ions were searched with a tolerance of 10 ppm with 0.6 Da for the
fragment ions.



Table S4. Abundance and frequency of detection of reference peptide candidates used in the
proteomic analysis.

Reference Sample
peptide rHDL+MPO rHDL+CNO- apoA-1+MPO apoA-1+CNO- Human plaque
candidate
RPA DFRP RPA DFRP RPA DFR RPA DFRP RPA DFRP
(%) (%) (%) (%) (%) P (%) (%) (%) (%)
(%)
Cluster 1 of reference peptide candidates
woas 99+0.2 | 100 66+12 100 82+0.5 | 100 | 87%1 100 98+0.4 100
223
1B | 206KAKP | 1+0.2 100 22+6 100 14+0.9 | 100 | 11+1 100 2+0.4 100
ALE
223
¢ | 199HL STL | <0.001 100 12+6 100 4+0.4 | 100 | 2+0.1 100 | <0.1+.01| 80
SEKAKP
ALE
223
Cluster 2 of reference peptide candidates
AT 100+0 100 100+0 100 4+0.3 100 | 6x0.5 67 79+15 100
85
28 | 81 <0.001 100 <0.001 100 96+0.3 | 100 | 94+0.5| 100 9+5.6 100
MSKDLE
91
2c | 79 <0.001 100 <0.001 100 <0.001 | 100 | <0.001 | 100 12+13 100
MSK
D89
Cluster 3 of reference peptide candidates
3A | 184 <0.1+0.1] 100 | 0.3%0.1 100 11+4.6 | 100 | 35+x1.3 | 67 68+16 100
191
38 | BBOALKE | 99+0.1 | 100 99+0.1 100 89+4.6 | 100 | 65+1.2 | 67 32+16 100
191
Cluster 4 of reference peptide candidates
A | 63 24+30 100 26124 67 62+3.5 | 100 | 21+2 100 99+0.1 100

70




4B

63 <0.001 100 17+15 100 1.0+0.1 | 100 | <0.001 | 100 | <0.1+0.1
Fw

DNLEKE
78

70

4C

BGSALG | 76+30 | 100 | 65+11 100 | 37+35 | 100 | 79+2 | 100 | 0.5+0.6
KQLNLK
LLDNWD
SVTSTF
SKLRE

FWDNL
EKE™®

90

Clu

ster 5 of reference peptide candidates

5A

71 - - - - 1+0.1 100 | 1+0.1 100 -

76

5B

71 - - - - 56+0.4 | 100 | 55+0.9 | 100 -
KE78

5C

71 - - - - 43+0.5 | 100 | 44+1 100 -
KETE®?

To select optimal apoA-| peptides that might serve as an internal reference peptide for relative
guantification of carbamyllysine harboring apoA-I peptides in samples, we used the following criteria:

1) the reference peptide candidate doesn't contain lysine residues and if possible, methionine, histidine,
or other nucleophilic or oxidizable residues; 2) the reference peptide candidate should be readily
detectable in all sample replicates; 3) the reference peptide candidate should be readily detectable in all
samples from all analyses groups (i.e. rHDL + MPO; rHDL + CNO-; apoA-I + MPO; apoA-I + CNO-; and
Human plaque).

RPA (%) = average reference peptide candidate abundance + standard deviation = 100 X (peak area of
reference peptide candidates / (sum of peak areas of reference peptide candidates in the same peptide
cluster, (e.g. peptides 1A, 1B, 1C from reference peptide candidates cluster 1)).

DFRP (%) = detection frequency of reference peptide candidate = 100 x (number of times reference
peptide candidate was observed in replicate samples / total of replicate samples). The DFRP is listed in
bold face if the reference peptide was not seen in all replicates and therefore its priority for use was
reduced.

(-) indicates reference peptide candidate not used in analysis.

We observed similar qualitative results, whether using three different single reference peptides, vs. a
weighted average of the top three performing reference peptides (e.g. see Figure S3, and S4). However,
based on the data analyses shown above, we also noted that only reference peptide D213-E223 showed
optimal characteristics (i.e. it was the only reference peptide observed in all in vitro and in vivo samples).
We therefore elected to use this internal reference peptide as the denominator for all apoA-I
guantifications.




Table S5. In vitro CNO™ modified rHDL/apoA-I peptides containing carbamylated lysine residues

detected in the proteomic analyses

m/z Charge Am Xcorr Sequest
Peptide Sequence (ppm) Score
GSALGKQLNLK4sLLDNWDSVTSTFSKLRE 791.67 4 -0.2 5.89
VKosAKVQPYLDDFQKKWQEE 808.08 3 -1.58 3.04
MELYRQK11sVEPLRAELQE 725.71 3 0.08 3.22
LYRQK118VEPLRAE 515.62 3 -0.32 2.91
LYRQK118VEPLRAELQE 639.01 3 0.03 3.4

ALK1s2ENGGARLAE 636.33 2 -0.5 3.14
SFK226VSFLSALEEYTKKLNTQ 792.75 3 1.1 4.95
SFK226VSFLSALEE 700.35 2 0.09 3.98
YTKK239LNTQ 519.78 2 0.19 2.44

GSALGK40QLNLK4sLLDNWDSVTSTFSKsg
LREQLGPVTQE 1004.78 4 0.44 5.14

Reference peptide candidates

2I3DLRQGLLPVLE??3 626.86 2 -0.85 2.84
"TEGLRQES®® 416.71 2 0.32 2.82
1BINGGARLAE™! 394.20 2 -0.86 3.03

LC-MS/MS analysis of GluC digests from in vitro modified rHDL (CNO") preparations yielded identification
of 2 90% of apoA-I protein sequence (Table S2). Peptide sequence, m/z, Am, charge and Xcorr produced

by Proteome Discoverer for the in vitro CNO- modified rHDL/apoA-I peptides containing carbamylated
lysine residues included in the proteomic analysis are listed above.

Carbamylated lysine residue within the peptide sequence is shown in red.

m/z = the ratio of the mass (Da) and the charge (a.u.) of the digested peptide.

Am = mass difference (ppm) between measured peptide and its theoretical mass.

Charge (positive ion mode) = peptide charge (a.u.).

Xcorr (Proteome Discoverer) = cross-correlation value from the search.




Table S6. In vitro MPO modified rHDL/apoA-I peptides containing carbamylated lysine residues
detected in the proteomic analysis.

Peptide Sequence m/z Charge (pAprrr;) )égg:(raSequest

LATVYVDVLK23sDSGRDYVSQFE 816.40 3 -2.07 4.82
GSALGK20QLNLKLLDNWDSVTSTFSKL
RE 791.67 4 -0.2 6.38
VKosAKVQPYLDDFQKKWQEE 808.08 3 -1.58 3.7
LYRQK11sVEPLRAE 515.62 3 3.83 2.88
YHAK19sATEHLSTLSEKAKP 524.77 4 -0.02 1.78
SFK226VSFLSALEE 700.35 2 -2.53 4.43
YTK23sKLNTQ 519.78 2 -0.99 2.71
Reference peptide candidates

21I3DLRQGLLPVLE??3 626.86 2 -0.85 3.03
"TEGLRQES®> 416.71 2 0.32 2.48
1BINGGARLAE™! 394.20 2 -0.86 2.95

LC-MS/MS analysis of GluC digests from in vitro modified rHDL (MPO) preparations yielded identification
of 2 90% of apoA-I protein sequence. Peptide sequence, m/z, Am, charge and Xcorr produced by
Proteome Discoverer are listed above.

Carbamylated lysine residue is shown in red.

m/z = the ratio of the mass (Da) and the charge (a.u.) of the digested peptide.
Am = mass difference (ppm) between measured peptide and its theoretical mass.
Charge (positive ion mode) = peptide charge (a.u.).

Xcorr (Proteome Discoverer) = cross-correlation value from the search.



Table S7. In vitro CNO™ modified lipid poor apoA-l peptides containing carbamylated lysine
residues detected in the proteomic analysis.

Peptide Sequence Am Xcorr Sequest
m/z Charge | (ppm) | Score
LATVYVDVLK23DSGRDYVSQFE 816.40 3 -2.07 3.05
GSALGK10QLNLKLLDNWDSVTSTFSKLREQ
LGPVTQE 1004.78 4 -0.59 5.07
VKaosAKVQPYLDDFQKKWQEE 808.08 3 -1.58 4.58
LYRQK11s8VEPLRAELQE 639.01 3 -1.02 3.87
LYRQK11sVEPLRAE 515.62 3 3.83 3.06
YHAK10sATEHLSTLSE 543.93 3 -2.22 1.44
SFK226VSFLSALEE 700.35 2 -2.53 3.58
VKAKosVQPYLDDFQKi106K10/WQEE 836.76 3 8.17 1.22
GSALGK40QLNLKLLDNWDSVTSTFSKsg
LRE 1055.22 3 -1.37 7.01
Reference peptide candidates
213DLRQGLLPVLE??3 626.86 2 -0.85 2.85
63QLGPVTQE™ 436.22 2 -1.78 2.5
"TFWDNLE?® 823.36 1 -0.86 1.87

LC-MS/MS analysis of GluC digests from in vitro CNO- modified lipid poor apoA-I preparations yielded
identification of = 90% of apoA-I protein sequence. Peptide sequence, m/z, Am, charge and Xcorr
produced by Proteome Discoverer are listed above.

Carbamylated lysine residue is shown in red.

m/z = the ratio of the mass (Da) and the charge (a.u.) of the digested peptide.
Am = mass difference (ppm) between measured peptide and its theoretical mass.
Charge (positive ion mode) = peptide charge (a.u.).

Xcorr (Proteome Discoverer) = cross-correlation value from the search.



Table S8. In vitro MPO modified lipid poor apoA-I peptides containing carbamylated lysine

residues detected in the proteomic analysis.

Xcorr
Peptide Sequence m/z charge Am Sequest

(ppm) | Score

GSALGK40QLNLKLLDNWDSVTSTFSKLRE 791.67 4 0.03 6.31
GSALG
K40QLNLKLLDNWDSVTSTFSKLREQLGPVTQE | 1004.78 4 -0.59 4.83
LYRQK11sVEPLRAE 515.62 3 -3.17 2.88
YHAK19sATEHLSTLSE 543.93 3 -1.65 1.24
SGRDYVSQFEGSALGK40QLNLK4sLLDNWD 1047.18 3 2.67 1.48
Reference peptide candidates

°BDLRQGLLPVLE?? 626.86 2 -0.85 2.94
63QLGPVTQE™ 436.22 2 -1.78 2.51
""FWDNLE™® 823.36 1 -0.86 1.85

LC-MS/MS analysis of GluC digests from in vitro modified (MPO) lipid poor apoA-1 preparations yielded
identification of = 90% of apoA-I protein sequence. Peptide sequence, m/z, Am, charge and Xcorr
produced by Proteome Discoverer are listed above.

Carbamylated lysine residue is shown in red.

m/z = the ratio of the mass (Da) and the charge (a.u.) of the digested peptide.

Am = mass difference (ppm) between measured peptide and its theoretical mass.

Charge (positive ion mode) = peptide charge (a.u.).

Xcorr (Proteome Discoverer) = cross-correlation value from the search.
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Table S9. Human atherosclerotic aorta apoA-I peptides containing carbamylated lysine residues

detected by the proteomic analysis.

Peptide Sequence m/z Charge | Am (ppm)
DEPPQSPWDRVK12D 537.92 3 -2.65
LATVYVDVLK23D 639.85 2 -1.41
VLK23DSGRDYVSQFE 843.41 2 -4
VYVDVLK23DSGRDYVSQFE 1081.5 2 1.15
LATVYVDVLK23DSGRDYVSQFE 816.41 3 0.1
GSALGK40QLN 465.75 2 -2.0
GSALGK40QLNLK 586.34 2 0.64
ALGK40QLNLKLLDNWDSVTSTFSKLRE 766.41 4 -5.44
SALGK40QLNLKLLDNWDSVTSTFSKLRE 1036.2 3 -3.33
GSALGK40QLNLKLLD 504.96 3 -2.19
GSALGKQLNLK4sLLDNWDSVTS 1151.6 2 -0.89
LNLK4sLLDNWDSVTSTFSKLRE 841.45 3 0.63
QFEGSALGKQLNLK4sLLDNWDSVTSTFSKLRE | 714.38 5 1.16
WDSVTSTFSKsoLRE 799.89 2 -1.97
NWDSVTSTFSKsoLRE 856.91 2 -0.96
LKLLDNWDSVTSTFSKssLRE 765.74 3 1.03
NLKLLDNWDSVTSTFSKsoLRE 803.75 3 -3.54
GSALGKQLNLKLLDNWDSVTSTFSKsgL 960.18 3 0.20
FWDNLEK77ETE 677.3 2 -1.16
GLRQEMSKssDLEE 747.35 2 -0.78
TEGLRQEMSKgsDLEE 862.39 2 -0.71
VKaosAKVQPYLD 602.34 2 -2.07
VKosAKVQPYLDD 659.85 2 -2.05
VKAK9sVQPYLD 602.34 2 0.97
FQKK107WQEE 583.28 2 -1.36
YRQK11sVEPLRAE 477.93 3 -1.53
LYRQK118VEPLRAE 515.62 3 -2.45
MELYRQK11s8VEPLRAE 602.32 3 -1.84
MELYRQK118VEPLRAELQE 725.71 3 -3.2
LQEK140LSPLGEE 643.33 2 -0.60
K140LSPLGEEMRD 667.32 2 -1.82
ALK18.ENGGARLAE 636.33 2 -7.60
KAK20sPALE 400.24 2 -3.08
SFKa226VSFL 435.74 2 -1.13
SFK226VSFLSA 514.77 2 0.54

12



Peptide Sequence (Table S9 Continued) m/z charge | Am (ppm)
SFK226VSFLSAL 571.32 2.23
K226VSFLSALEE 583.31 2 -1.17

SFK226VSFLSALE 635.84 2 -1.64
FK226VSFLSALEE 656.84 2 -0.99
SFK226VSFLSALEE 700.36 2 -0.61
YTKK230LNT 455.75 2 0.53
YTKK230LNTQ 519.78 2 -1.81
K40QLNLK4sLLDNWDSVTSTFSKLRE 706.12 4 -2.25
SALGK410QLNLK4sLLDNWDSVTSTFSKLRE 788.17 4 -0.5
GSALGK40QLNLK4sLLDNWDSVTSTF 850.78 3 -0.71
GSALGK40QLNLK4sLLDNWDSVTSTFSKssLRE | 791.68 4 181
VKoaAKosVQPYLDDFQK106K107WQEE 808.08 3 -0.90
EVKosAKesVQPYLDDFQ K106K107WQEE 851.1 3 -0.69
Reference peptide candidates
63QLGPVTQE™ 436.21 2 1.06
23DLRQGLLPVLE?% 626.86 -0.33
9TEGLRQES®> 416.72 -1

LC MS/MS analysis of GluC peptide digests generated from apoA-I isolated from human atherosclerotic

aorta preparations yielded coverage of = 90% of apoA-I protein sequence. Peptide sequence, m/z, Am

and charge are listed in the table above.

Carbamylated lysine residue is shown in red

m/z = the ratio of the mass (Da) and the charge (a.u.) of the digested peptide

Am = mass difference (ppm) between measured peptide and its theoretical mass

Charge (positive ion mode) = peptide charge (a.u.)

13



Table S10. Xcorr Sequest scores for human atherosclerotic lesion apoA-l peptides containing
carbamylated lysine residues detected during proteomic analyses.

Human subject aorta carbamylated apoA-I peptide Xcorr Values

(n=10)

2

6

8

9

10

Peptide Sequence

DEPPQSPWDRVK12D

2.38

2.26

2.32

2.93

2.11

LATVYVDVLK23D

2.39

VLK2sDSGRDYVSQFE

2.46

2.01

2.26

2.25

2.63

VYVDVLK2:sDSGRDYVSQFE

LATVYVDVLK2:sDSGRDYVSQ
FE

3.71

3.31

3.31

4.04

3.57

3.65

3.4

3.73

GSALGK40QLN

271

2.15

2.61

2.27

2.64

2.72

2.9

GSALGK40QLNLK

2.62

ALGK40QLNLKLLDNWDSVTS
TESKLRE

441

3.54

4.29

4.88

SALGK40QLNLKLLDNWDSVT
STFSKLRE

4.22

GSALGK#QLNLKLLD

2.85

3.11

2.64

2.69

2.56

GSALGKQLNLKzsLLDNWDSV
TS

2.85

3.26

LNLK4sLLDNWDSVTSTFSKL
RE

3.52

QFEGSALGKQLNLKzsLLDNW
DSVTSTFSKLRE

WDSVTSTFSKsoLRE

2.16

3.05

2.78

2.79

3.58

2.97

NWDSVTSTFSKsoLRE

4.27

3.48

3.61

4.38

4.59

3.56

4.39

3.71

3.7

3.94

LKLLDNWDSVTSTFSKssLRE

4.16

4.32

491

4.3

4.29

3.76

3.86

4.21

4.07

411

NLKLLDNWDSVTSTFSKsoLR
E

3.19

2.93

GSALGKQLNLKLLDNWDSVT
STFSKsol

3.2

FWDNLEK7#ETE

2.54

2.13

2.4

GLRQEMSKssDLEE

2.5

2.61

2.57

2.63

TEGLRQEMSKssDLEE

2.81

2.23

3.1

3.05

VKosAKVQPYLD

2.13

VKo2AKVQPYLDD

2.44

2.33

241

VKAKgsVQPYLD

2.44

FQKK107WQEE

2.05

YRQK11sVEPLRAE

LYRQK11sVEPLRAE

2.69

3.54

2.84

3.06

2.72

MELYRQK11sVEPLRAE

2.89

3.22

3.12

2.78

2.5

MELYRQK11sVEPLRAELQE

2.52

LQEK140LSPLGEE

2.33

14



Peptide Sequence (Table S10 1 2 3 4 5 6 7 8 9 10
Continued)
K140LSPLGEEMRD 212 | - - - - | 249 |222] - |201]| -
ALK15ENGGARLAE 19 | 23 | 21 25 | 27 | 1.2 2.7
KAK20sPALE 22 | 21 | - - - - 2 - 205 -
SFK226VSFL - | 22 | 213 | - - - - - - -
SFK226VSFLSA - - | 248 - - - - - - -
SFK226VSFLSAL - 216 - - - - - - - -
K226VSFLSALEE - - - - - - - - - 215
SFK226VSFLSALE - | 266|236 | - - | 261 | 28 | - - -
FK226VSFLSALEE - - - - - - 209 | - - -
SFK226VSFLSALEE 458 | 39 | 41 | 433|451 | 451 |3.85|3.49 | 3.87 | 3.52
YTKK23LNT 204 | - - - - - - - - -
YTKK23LNTQ - | 2.6 | 222|248 | 246 | 245 | 246 | 2.44 | 261 | 2.31
K“OQLNLK‘“’SLlEEF':'I;N DSVISTF | 568 | 44 | 480 | - |584| 465 | - | - - |332
SALGK40$SL+\IFLSK|27_LFI2_SNWDSV ] ] ] ] 137 300 - ] ]
GSALGK«0QLNLK4sLLDNWDS | ] ] ~ lao9| ] ] ] ]
VTSTF
GSALG\*/(%QT"F';LK*Z‘;%ED NWDS | 585 | 501 | 611 | 526 | - | 504 | - |564 574|542
VKauAKoeVQPYLDDFQK106Kio | 4 39 | 474 | 351 | - |408| - |391|442| - |409
/WQEE
EVKE’Q@E&BXS\';(S{'E‘E DFQ - - | 385|275 |265| 284 |333| - |269]| -
Reference peptide candidates
213D RQGLLPVLE?23 055 | 248 | 2.75 | 253 | 2.45 | 2.66 | 2.49 | 2.43 | 2.59 | 2.44
9TEGLRQE®S 2.18 | 2.05 | 250 | 2.10 | 2.23 | 2.08 | 2.27 | 2.15 | 2.02 | 2.39
63QLGPVTQE™ 225 | 230 | 2.48 | 2.36 | 2.22 | 2.46 | 2.27 | 2.66 | 2.47 | 2.62

LC MS/MS analysis of GluC digests generated from apoA-I isolated from human atherosclerotic lesions
yielded identification of = 90% of the protein sequence. Peptide sequence and the distribution of Xcorr
values produced by Proteome Discoverer are listed above.

Carbamylated lysine residue is shown in red

Xcorr (Proteome Discoverer) = cross-correlation value from the search.

(-)= Not detected.
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Table S11. Kinetic and binding affinity data for lipid poor apoA-I binding to MPO determined by
Surface Plasmon Resonance spectroscopy.

Kon (1/MS) Koft (1/5) Kd (M)

5.02 X 10* 3.77 X 103 751X 108

To determine whether MPO specifically interacts with lipid-poor apoA-I we performed Surface Plasmon
Resonance (SPR) spectroscopy measurements under physiological salt and pH conditions. MPO was
immobilized on a CM5 sensor chip. Samples of apoA-I concentrations ranging from 0.5 nM to ~3000 nM
were prepared in binding buffer (10 mM PBS, pH 7.4) and flowed over the sensor chip at a flow rate of 20
ML/min. The association rate constant (kon), dissociation rate constant (kofr), and apparent dissociation
constant (Kq) calculated from the kinetic/binding data are listed above. The results indicate that apoA-I
binds tightly to MPO with Kq in the nanomolar range.

kon is the kinetic rate constant for apoA-I/MPO binding.
kot is the kinetic rate constant for apoA-I/MPO dissociation.

Kq is the dissociation constant of the complex MPO/apoA-I.
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Table S12 .PRIDE accessible raw file names for in-vitro modified apoA-l and apoA-I isolated from
human lesion samples used in the proteomics analysis. Files can be accessed using the data set
identifier PXD027881.

Table S12A. ApoA-I samples used in the proteomics analysis shown in Fig. 3 and Fig. 4

O 00N O UL B WN P

[ S
N P O

Table S12B. ApoA-l samples used in the in solution proteomic analysis shown in Fig. 5

O 00 NO UL B WN -

=
o

Sample Name
HDL_MPO
HDL_MPO2
HDL_MPO3
HDL_OCN
HDL_OCN2
HDL_OCN3
LP_MPO
LP_MPO2
LP_MPO3
LP_OCN
LP_OCN2
LP_OCN3

Sample Name
Lum_19may2101
Lum_19may2102
Lum_19may2103
Lum_19may2104
Lum_19may2105
Lum_19may2106
Lum_19may2107
Lum_19may2108
Lum_19may2109
Lum_19may2110

Sample Description

in vitro Modified rHDL by MPO system

in vitro Modified rHDL by MPO system

in vitro Modified rHDL by MPO system

in vitro Modified rHDL by CNO- system

in vitro Modified rHDL by CNO- system

in vitro Modified rHDL by CNO- system
in vitro Modified LP apoA-I by MPO system
in vitro Modified LP apoA-I by MPO system
in vitro Modified LP apoA-l by MPO system
in vitro Modified LP apoA-I by CNO- system
in vitro Modified LP apoA-I by CNO- system
in vitro Modified LP apoA-I by CNO- system

Sample Description
apoA-l isolated from human subject 1
apoA-l isolated from human subject 2
apoA-| isolated from human subject 3
apoA-l isolated from human subject 4
apoA-l isolated from human subject 5
apoA-l isolated from human subject 6
apoA-l isolated from human subject 7
apoA-l isolated from human subject 8
apoA-l isolated from human subject 9
apoA-l isolated from human subject 10

Table S12C. ApoA-l samples used in the in gel proteomic analysis shown in Fig. 6

O 0O NO UL B WN P

=
o

Sample Name
Lum_21nov1701
Lum_21nov1702
Lum_21nov1703
Lum_21nov1704
Lum_21nov1705
Lum_21nov1706
Lum_21nov1707
Lum_21nov1708
Lum_21nov1709

Lum_21nov1711-re

Sample Description
apoA-I Dimer isolated from human subject 1
apoA-I Dimer isolated from human subject 2
apoA-I Dimer isolated from human subject 3
apoA-I Dimer isolated from human subject 4
apoA-I Dimer isolated from human subject 5
apoA-I Dimer isolated from human subject 6
apoA-I Dimer isolated from human subject 7
apoA-I Dimer isolated from human subject 8
apoA-I Dimer isolated from human subject 9
apoA-| Dimer isolated from human subject 10

File Name
HDL_MPO.raw
HDL_MPO2.raw
HDL_MPO3.raw
HDL_OCN.raw
HDL_OCN2.raw
HDL_OCN3.raw

LP_MPO.raw
LP_MPO2.raw
LP_MPO3.raw

LP_OCN.raw
LP_OCN2.raw
LP_OCN3.raw

File Name
Lum_19may2101.raw
Lum_19may2102.raw
Lum_19may2103.raw
Lum_19may2104.raw
Lum_19may2105.raw
Lum_19may2106.raw
Lum_19may2107.raw
Lum_19may2108.raw
Lum_19may2109.raw
Lum_19may2110.raw

File Name
Lum_21nov1701.raw
Lum_21nov1702.raw
Lum_21nov1703.raw
Lum_21nov1704.raw
Lum_21nov1705.raw
Lum_21nov1706.raw
Lum_21nov1707.raw
Lum_21nov1708.raw
Lum_21nov1709.raw

Lum_21nov1711-re.raw
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11
12
13
14
15
16
17
18
19
20

Lum_21nov1713
Lum_21nov1714
Lum_21nov1715
Lum_21nov1716
Lum_21nov1717
Lum_21nov1718
Lum_21nov1719
Lum_21nov1720
Lum_21nov1721
Lum_21nov1722

apoA-I Monomer isolated from human subject 1
apoA-l Monomer isolated from human subject 2
apoA-I Monomer isolated from human subject 3
apoA-l Monomer isolated from human subject 4
apoA-l Monomer isolated from human subject 5
apoA-I Monomer isolated from human subject 6
apoA-1 Monomer isolated from human subject 7
apoA-I Monomer isolated from human subject 8
apoA-l Monomer isolated from human subject 9
apoA-I Monomer isolated from human subject 10

Lum_21nov1713.raw
Lum_21nov1714.raw
Lum_21nov1715.raw
Lum_21nov1716.raw
Lum_21nov1717.raw
Lum_21nov1718.raw
Lum_21nov1719.raw
Lum_21nov1720.raw
Lum_21nov1721.raw
Lum_21nov1722.raw
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Figure S1. Characterization of reconstituted HDL particles. Reconstituted HDL (rHDL) particles were
prepared using a modified cholate dialysis method at a molar ratio of 100:10:1, POPC: Cholesterol: apoA-
I. Left: native-PAGE gel analysis of rHDL containing purified recombinant human apoA-I. Reconstituted
HDL was purified by gel filtration and loaded (10 ug of protein) on a 4-20% gradient gel. The rHDL patrticle
has a diameter of approximately 10 nm, consistent with preparations used in previous studies. Right:
Purified 96-A diameter POPC/Cholesterol rHDL-containing human apoA-l was cross-linked with BS3
cross-linker for 5 min at 37 °C and then quenched by the addition of Tris, pH 7.4 and samples
fractionated on 12% SDS-PAGE gel. Left lane shows molecular mass standards and right lane shows
bands for crosslinked rHDL.
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Figure S2. Western blot analysis of lipid poor apoA-I crosslinked with MPO. To further confirm the
result of the Surface Plasmon Resonance (SPR) spectroscopy experiment, we crosslinked lipid poor
apoA-I with MPO using the DSSO crosslinker as described in Experimental Procedures. The indicated
samples were fractionated on a 12% reducing SDS-PAGE gel and proteins transferred to PVDF
membranes for western blot analysis. A. Western blot analysis using anti-MPO antibody in the presence
or absence of DSSO are shown in the gel. Lane 1: Marker, Lane 2: apoA-I only, Lane 3: MPO only, Lane
4: apoA-I+DSSO, Lane 5: MPO+DSSO, and Lane 6: MPO+apoA-I+DSSO. Samples were probed either

with anti-MPO antibody or anti-apoA-I antibody (10G) to detect the presence of MPO or apoA-I in the
sample, respectively.
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Figure S3. Quantification of carbamylated lysine residues in lipid poor apoA-lI modified in vitro by

the MPO or CNO" system. The top, middle, and bottom panels show the peak areas of carbamylated
lysine containing peptides divided by the peak area average of 3 distinct reference peptide candidates

(multiplied by 104). Reference peptide candidates D213-Ez223, F71-E7s and Qe3-E7o were used for quantitation
in this analysis. Note that the overall patterns observed are highly aligned, regardless of which reference
peptide was used.
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A Site-Specific Carbamylation of apoA-l Recovered from Human Atheroslerotic Aorta (Reference Peptide 1)
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Figure S4. Quantification of site-specific carbamylation of apoA-I recovered from human
atherosclerotic aorta. A-C. Each panel displays the peak area of peptides containing modified lysine
residues divided by the peak area of a distinct reference peptide candidates (multiplied by 104).
Reference peptide candidates D213-Ez223, T7o-Ess and Qss-E7o were used for quantitation in this analysis.
Note that the overall patterns observed are highly aligned, regardless of which reference peptide was

used.
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Figure S5. Lysine carbamylation sites identified by the proteomic analysis of rHDL and lipid poor
apoA-l modified in vitro by CNO". A) Lysine residues carbamylated by the CNO- system in rHDL are
mapped onto the Double Belt model of rHDL. B) Lysine residues carbamylated by the CNO- system in
rHDL are mapped onto the Double Super Helix model of rHDL. C) Lysine residues carbamylated by the
CNO- system in lipid poor apoA-I are mapped onto a model of lipid poor apoA-I. Dark blue spheres depict
lysine residues that were carbamylated to the greatest extent, while the light blue spheres depict lysine
residues that are carbamylated to a lesser extent in the in vitro model systems. White spheres are
additional sites that were observed to be carbamylated in apoA-I recovered from human atherosclerotic
aorta.
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3 342.12958 171.56843 P 1367.67024 684.33876 11
4 439.18234 220.09481 P 1270.61748 635.81238 10
5 567.24092 284.12410 Q 1173.56471 587.28599 9
6 654.27295 327.64011 S 1045.50613 523.25671 8
7 751.32571 376.16649 P 958.47411 479.74069 7
8 937.40502 469.20615 w 861.42134 431.21431 6
9 1052.43197 526.71962 D 675.34203 338.17465 5
10 1208.53308 604.77018 R 560.31509 280.66118 4
11 1307.60149 654.30438 \% 404.21398 202.61063 3
12 1478.70227 739.85477 K-Carbamyl 305.14556 153.07642 2
13 D 134.04478 67.52603 1
Sample: Observed in:
Human plaque yes
In-Vitro rHDL OCN ND
In-Vitro rHDL MPO ND
In-Vitro LP apoA-I OCN ND
In-Vitro LP apoA-l MPO ND

Figure S6: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide DEPPQSPWDRVKz(carbamyl)D. Human apoA-1 was either recovered via immunoprecipitation
from homogenized human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid
poor (LP) vs. within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then
subjected to proteolysis and proteomics analyses as described under Experimental Procedures. Top -
CID spectrum for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle —
Fragmentation table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring
apoA-I| peptide was observed either in apoA-I recovered from human plaque or within the indicated in
vitro carbamylated apoA-1 samples. ND, not detected.
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7 762.40323 381.70525 D 632.32498 316.66613 5
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Sample: Observed in:
Human plaque yes
In-Vitro rHDL OCN ND
In-Vitro rHDL MPO yes
In-Vitro LP apoA-I OCN yes
In-Vitro LP apoA-1 MPO ND

Figure S7: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide LATVYVDVLK3(carbamyl)D. Human apoA-1 was either recovered via immunoprecipitation
from homogenized human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid
poor (LP) vs within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then
subjected to proteolysis and proteomics analyses as described under Experimental Procedures. Top -
CID spectrum for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle —
Fragmentation table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring
apoA-I peptide was observed either in apoA-I recovered from human plaque or within the indicated in
vitro carbamylated apoA-1 samples. ND, not detected.
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Sample: Observed in:
Human plaque yes
In-Vitro rHDL OCN yes
In-Vitro rHDL MPO yes
In-Vitro LP apoA-I OCN yes
In-Vitro LP apoA-I MPO yes

Figure S8: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide GSALGKso(carbamyl)QLN. Human apoA-I was either recovered via immunoprecipitation from
homogenized human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid poor (LP)
vs within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then subjected
to proteolysis and proteomics analyses as described under Experimental Procedures. Top - CID spectrum
for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle — Fragmentation
table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring apoA-I peptide
was observed either in apoA-I recovered from human plaque or within the indicated in vitro carbamylated
apoA-|I samples.
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Figure S9: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide NWDSVTSTFSKso(carbamyl)LRE. Human apoA-I was either recovered via immunoprecipitation
from homogenized human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid
poor (LP) vs within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then
subjected to proteolysis and proteomics analyses as described under Experimental Procedures. Top -
CID spectrum for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle —
Fragmentation table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring
apoA-I| peptide was observed either in apoA-I recovered from human plaque or within the indicated in
vitro carbamylated apoA-1 samples.
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Figure S10: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide FWDNLEK;;(carbamyl)ETE. Human apoA-| was either recovered via immunoprecipitation from
homogenized human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid poor (LP)
vs within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then subjected
to proteolysis and proteomics analyses as described under Experimental Procedures. Top - CID spectrum
for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle — Fragmentation
table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring apoA-I peptide
was observed either in apoA-I recovered from human plaque or within the indicated in vitro carbamylated

apoA-I samples.
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9 1104.51023 552.75876 D 505.21403 253.11066 | 4
10 | 1217.59430 609.30079 L 390.18709 19559718 | 3
11 | 1346.63689 673.82208 E 277.10303 139.05515 | 2
12 E 148.06043 7453386 | 1
Sample: Observed in:
Human plaque yes
In-Vitro rHDL OCN ND
In-Vitro rHDL MPO ND
In-Vitro LP apoA-I OCN ND
In-Vitro LP apoA-I MPO ND

Figure S11: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide GLRQEMSKss(carbamyl)DLEE. Human apoA-| was either recovered via immunoprecipitation from
homogenized human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid poor (LP)
vs within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then subjected
to proteolysis and proteomics analyses as described under Experimental Procedures. Top - CID spectrum
for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle — Fragmentation
table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring apoA-I peptide
was observed either in apoA-I recovered from human plaque or within the indicated in vitro carbamylated
apoA-|I samples.
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Figure S12: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide VKga(carbamyl)AKVQPYLDD. Human apoA-I was either recovered via immunoprecipitation from
homogenized human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid poor (LP)
vs within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then subjected
to proteolysis and proteomics analyses as described under Experimental Procedures. Top - CID spectrum
for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle — Fragmentation
table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring apoA-I peptide
was observed either in apoA-I recovered from human plaque or within the indicated in vitro carbamylated
apoA-|I samples.
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Figure S13: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide VKAKqs(carbamyl)VQPYLD. Human apoA-I was either recovered via immunoprecipitation from
homogenized human atherosclerotic aorta (Human plague), or recombinant human apoA-I (lipid poor (LP)
vs within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then subjected
to proteolysis and proteomics analyses as described under Experimental Procedures. Top - CID spectrum
for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle — Fragmentation
table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring apoA-I peptide
was observed either in apoA-I recovered from human plaque or within the indicated in vitro carbamylated
apoA-|I samples.
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Figure S14: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide FQKKio7(carbamyl)WQEE. Human apoA-| was either recovered via immunoprecipitation from
homogenized human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid poor (LP)
vs within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then subjected
to proteolysis and proteomics analyses as described under Experimental Procedures. Top - CID spectrum
for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle — Fragmentation
table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring apoA-I peptide
was observed either in apoA-I recovered from human plaque or within the indicated in vitro carbamylated
apoA-I samples.
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Sample: Observed in:
Human plaque yes
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Figure S15: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide LYRQKi1s(carbamyl)VEPLRAE. Human apoA-I was either recovered via immunoprecipitation from
homogenized human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid poor (LP)
vs within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then subjected
to proteolysis and proteomics analyses as described under Experimental Procedures. Top - CID spectrum
for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle — Fragmentation
table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring apoA-I peptide
was observed either in apoA-I recovered from human plaque or within the indicated in vitro carbamylated
apoA-|I samples.
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Figure S16: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide LQEKis0(carbamyl)LSPLGEE. Human apoA-| was either recovered via immunoprecipitation from
homogenized human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid poor (LP)
vs within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then subjected
to proteolysis and proteomics analyses as described under Experimental Procedures. Top - CID spectrum
for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle — Fragmentation
table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring apoA-I peptide
was observed either in apoA-I recovered from human plaque or within the indicated in vitro carbamylated

apoA-|I samples.

34



ALK182(+43)ENGGARLAE

b6+, y7+-NH3, y7+-H20
£35.81

= bI12
‘:E 0 b1024262.97 615,02
g8 527.35
-;1:6 o oo, DTN, BT1220 ot ST} I E'Sj'fm b9+-NH3 bI1+-NHS3
4 N sy 63 [ SO\ 108770
) b9 J 7= NH3, yi=-H20 ¥t 8
) yit 33'\';3:7 s 4883 fi. 36V9+ NHo\g \ 940,35 b1 0+-NH3 103372 bik:
2097 ¥, : 5093 godsg mom 112475
, L ™, ﬁd‘lllu L, . \
300 400 500 1000 1100
miz
#1 b* b2* Seq. y* yz* #2
1 72.04439 36.52583 A 12
2 185.12845 93.06787 L 1200.63313 | 600.82020 | 11
3 356.22923 178.61825 K-Carbamyl 1087.54906 | 544.27817 | 10
4 485.27182 243.13955 E 916.44828 458.72778 9
5 599.31475 300.16101 N 787.40569 394.20648 8
6 656.33622 328.67175 G 673.36276 337.18502 7
7 713.35768 357.18248 G 616.34130 308.67429 6
8 784.39479 392.70103 A 559.31984 280.16356 5
9 940.49590 470.75159 R 488.28272 244.64500 4
10 | 1053.57997 | 527.29362 L 332.18161 166.59444 3
11 | 1124.61708 562.81218 A 219.09755 110.05241 2
12 E 148.06043 74.53386 1
Sample: Observed in:
Human plaque yes
In-Vitro rHDL OCN yes
In-Vitro rHDL MPO ND
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In-Vitro LP apoA-1 MPO ND

Figure S17: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide ALK;s2(carbamyl)ENGGARLAE. Human apoA-I was either recovered via immunoprecipitation
from homogenized human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid
poor (LP) vs within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then
subjected to proteolysis and proteomics analyses as described under Experimental Procedures. Top -
CID spectrum for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle —
Fragmentation table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring
apoA-I| peptide was observed either in apoA-I recovered from human plaque or within the indicated in
vitro carbamylated apoA-I samples.
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Sample: Observed in:
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Figure S18: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide YHAK;95(carbamyl)ATEHLSTLSE. Human apoA-I was either recovered via immunoprecipitation

from homogenized human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid

poor (LP) vs within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then

subjected to proteolysis and proteomics analyses as described under Experimental Procedures. Top -
CID spectrum for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle —

Fragmentation table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring

apoA-I peptide was observed either in apoA-I recovered from human plaque or within the indicated in

vitro carbamylated apoA-I samples.
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Figure S19: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide KAKzos(carbamyl)PALE. Human apoA-I was either recovered via immunoprecipitation from
homogenized human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid poor (LP)
vs within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then subjected
to proteolysis and proteomics analyses as described under Experimental Procedures. Top - CID spectrum
for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle — Fragmentation
table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring apoA-I peptide
was observed either in apoA-I recovered from human plaque or within the indicated in vitro carbamylated
apoA-I samples.
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Figure S20: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide SFKy26(carbamyl)VSFLSALEE. Human apoA-I was either recovered via immunoprecipitation from
homogenized human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid poor (LP)
vs within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then subjected
to proteolysis and proteomics analyses as described under Experimental Procedures. Top - CID spectrum
for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle — Fragmentation
table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring apoA-I peptide
was observed either in apoA-I recovered from human plaque or within the indicated in vitro carbamylated
apoA-|I samples.
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Figure S21: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide YTKz3s(carbamyl)KLNTQ. Human apoA-I was either recovered via immunoprecipitation from
homogenized human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid poor (LP)
vs within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then subjected
to proteolysis and proteomics analyses as described under Experimental Procedures. Top - CID spectrum
for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle — Fragmentation
table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring apoA-I peptide
was observed either in apoA-I recovered from human plaque or within the indicated in vitro carbamylated
apoA-|I samples.
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Figure S22: Annotated MS/MS spectrum and table of fragmentation ions for carbamylated apoA-I
peptide YTKK239 (carbamyl)LNTQ. Human apoA-I was either recovered via immunoprecipitation from
homogenized human atherosclerotic aorta (Human plague), or recombinant human apoA-I (lipid poor (LP)
vs within rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then subjected
to proteolysis and proteomics analyses as described under Experimental Procedures. Top - CID spectrum
for the indicated apoA-I peptide sequence harboring a carbamyllysine residue. Middle — Fragmentation
table of peptide ions. Bottom — Table stating whether the carbamyllysine (K+43)-harboring apoA-I peptide
was observed either in apoA-I recovered from human plaque or within the indicated in vitro carbamylated

apoA-I samples.
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Figure S23: Annotated MS/MS spectrum and table of fragmentation ions for apoA-I reference
peptide DLRQGLLPVLE. Human apoA-I was either recovered via immunoprecipitation from homogenized
human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid poor (LP) vs within

rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then subjected to
proteolysis and proteomics analyses as described under Experimental Procedures. Top - CID spectrum
for the indicated apoA-I reference peptide sequence. Middle — Fragmentation table of peptide ions.

Bottom — Table stating whether the apoA-I reference peptide was observed either in apoA-I recovered

from human plaque or within the indicated in vitro carbamylated apoA-I samples.
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Figure S24: Annotated MS/MS spectrum and table of fragmentation ions for apoA-I reference
peptide QLGPVTQE. Human apoA-l was either recovered via immunoprecipitation from homogenized
human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid poor (LP) vs within
rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then subjected to
proteolysis and proteomics analyses as described under Experimental Procedures. Top - CID spectrum
for the indicated apoA-I reference peptide sequence. Middle — Fragmentation table of peptide ions.
Bottom — Table stating whether the apoA-I reference peptide was observed either in apoA-I recovered

from human plaque or within the indicated in vitro carbamylated apoA-l samples.
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Figure S25: Annotated MS/MS spectrum and table of fragmentation ions for apoA-I reference
peptide TEGLRQE. Human apoA-I was either recovered via immunoprecipitation from homogenized

human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid poor (LP) vs within

rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then subjected to

proteolysis and proteomics analyses as described under Experimental Procedures. Top - CID spectrum

for the indicated apoA-I reference peptide sequence. Middle — Fragmentation table of peptide ions.

Bottom — Table stating whether the apoA-I reference peptide was observed either in apoA-I recovered

from human plaque or within the indicated in vitro carbamylated apoA-I samples.
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Figure S26: Annotated MS/MS spectrum and table of fragmentation ions for apoA-I reference
peptide FWDNLE. Human apoA-I was either recovered via immunoprecipitation from homogenized
human atherosclerotic aorta (Human plaque), or recombinant human apoA-I (lipid poor (LP) vs within
rHDL) was exposed to the indicated in vitro carbamylation systems. ApoA-I was then subjected to
proteolysis and proteomics analyses as described under Experimental Procedures. Top - CID spectrum
for the indicated apoA-I reference peptide sequence. Middle — Fragmentation table of peptide ions.
Bottom — Table stating whether the apoA-I reference peptide was observed either in apoA-I recovered
from human plaque or within the indicated in vitro carbamylated apoA-l samples.
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