SUPPORTING FIGURE LEGENDS

Figure S1. Representative SDS-PAGE analyses (A) Recombinant proteins TIMP1, COMP,
MMP9, THBS2, MSLN and ENG were separated using SDS-PAGE on a pre-cast 10% Bis-Tris
gel prior to staining. (B) Immunoprecipitated samples were separated using the same condition
as recombinant proteins. On the basis of the migration of the molecular weight marker and the
recombinant proteins, three bands from the immunoprecipitated eluent corresponding to the
approximate molecular weights were excised from the gel and subjected to in-gel digestion. Each
gel band corresponds to an approximate mass range: band 1(75-200 KDa) and band 2 (37-75
KDa) for multiplex five proteins, band 3 (25-37 KDa) for TIMP1. Each gel lane corresponds to

one immunopreci pitation experiment.

Figure S2. MS/M S spectrum of the peptide GFQAL GDAADIR of TIMP1. The assigned
peaks were used to MRM analysis.

Figure S3. MS/M S spectrum of the peptide ELQETNAALQDVR of COMP. The assigned
peaks were used to MRM analysis.

Figure 4. MS/IM S spectrum of the peptide AVIDDAFAR of MM P9. The assigned peaks
were used to MRM analysis.

Figure S5. MS/M S spectrum of the peptide ACVGDVQER of THBS2. The assigned peaks
were used to MRM analysis.

Figure S6. MS/M S spectrum of the peptide TDAVLPLTVAEVQK of MSLN. The assigned
peaks were used to MRM analysis.

Figure S7. MS/M S spectrum of the peptide VLPGHSAGPR of ENG. The assigned peaks
were used to MRM analysis.

Figure S8. The extracted ion chromatograms (X1C) of the transitions of selected peptides
from immunoprecipitation of 10 ng/mL recombinant proteinsin 60 mg/mL BSA. MRM
guantitation was based on stable isotope dilution. Monitored MRM transitions are depicted for
the unlabeled peptide, and the 1 fmol/uL isotope-labeled internal standards (insets). (A) TIMPL,
(B) COMP, (C) MMP9, (D) THBS2, (E) MSLN and (F) ENG.



Figure S9. Plots of theratio of light peptide to the heavy peptide (synthetic standard) from
10 to 640 ng/mL of spiked recombinant TIMP1, COMP, MMP9, THBS2, MSLN and ENG
proteins. MRM analysis was performed on the peptides shown in Table 2 from the trypsin
digestion of the excised region of the gel corresponding to the molecular weight. Error bars

represents standard deviation (n=3). L, light; H, heavy

Figure S10. EL1SA calibration curves and plasma protein levels obtained for TIMP-1,
COMP, MMP9, THBS2, MSLN and ENG proteins. All results were generated with GraphPad
Prism 5, using a 5-parameter logistic datafit. Calibration curves span 0.1 to 20 ng/mL (black
circles) of recombinant protein. Red squares indicate the plasma protein level with different
dilutions. (A) TIMP11:100, (B) COMP 1:100, (C) MMP9 1:40, (D) THBS2 1:4, (E) MSLN 1:10,
(F) ENG 1:3.

Table S1. Proteins, unique peptides and selected massesfor MRM analysis
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dl_20111003_COMP_p2 #3594-3617 RT: 25.86-26.01 AV: 5 NL: 2.22E4
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dl_20110923_MMP9O_P1 #4692-4734 RT: 43.77-44.05 AV: 4 NL: 1.29E5

F: + ¢ NSI Full ms2 489.256 [200.000-960.000]
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dl_20110927_THBS2_p1 #3058-3085 RT: 31.15-31.33 AV: 3 NL: 1.40E5
F: + ¢ NSI Full ms2 517.240 [200.000-1050.000]
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dl_20111010_MSLN_20x_p2 #3228-3247 RT: 56.05-56.25 AV: 3 NL: 3.06E4
F: + ¢ NSI Full ms2 742.422 [300.000-1400.000]
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di_20110923_ENG_P1 #2990-3028 RT: 28.23-28.49 AV: 5 NL: 3.06E5
F: + ¢ NSI Full ms2 495.778 [200.000-1000.000]
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Table S1. Proteins, unique peptides and selected masses for MRM analysis

. 3@
Gene Protein Gd ) $ Q
: Peptide sequence Q1
name Mw | Fraction Tr Tr2 Tr3 Tra
GFQALGDAADIR 6173 | 9015 | 8304 | 7174 | 5453
TIMPL | 23171 3 | GFOALGDAADIR* 6223 | 9115 | 8404 | 7274 | 5553
VLPGHSAGPR 4958 | 7784 | 6813 | 3807 | 3127
ENG 70578 2 | VLPGHSAGPR* 5008 | 7884 | 6913 | 3947 | 317.7
vsn | esses , | TDAVLPLTVAEVQK 7424 | 10977 | 9846 | 7744~ | 5743
TDAVLPLTVAEVQK* 7464 | 11057 | 9926 | 7824~ | s82.3°
ACH#/GDVQER 5172 | so2a | 7033 | 5313 | 4817
THBS2 | 129991 L | Ac#vGDVOER* 5222 | 8124 | 7133 | 5413 | 4867
AVIDDAFAR 4803 | 8074 | 6943 | 5793 | 4643
MMP9 | 78458 1 | AVIDDAFAR* 4943 | 8174 | 7043 | 5893 | 4743
ELQETNAALQDVR 7439 | 8865 | 7724 | 7014 | 6304
COMP | 82860 1 | ELOETNAALQDVR* 7489 | 8965 | 7824 | 7114 | 6404

* . Stable isotope peptide (13C and 15N); #: Carbamidomethylated cysteine (Cys-CAM);
$: Precursor [M+2H]**; @: Product [M+H]*;

A: Transitions were not used for quantitation due to interference by signals from background peptide.



