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Supplementary Text 1.

PRM validation of differentially expressed proteins from iTRAQ
Protein Extraction

The sample was grinded by liquid nitrogen into cell powder and then
transferred to a 5-mL centrifuge tube. After that, four volumes of lysis buffer
(8 M urea, 1% Protease Inhibitor Cocktail) was added to the cell powder,
followed by sonication three times on ice using a high intensity ultrasonic
processor (Scientz). The remaining debris was removed by centrifugation at
12,000 g at 4 °C for 10 min. Finally, the supernatant was collected and the
protein concentration was determined with BCA kit according to the
manufacturer’s instructions.

Trypsin Digestion

For digestion, the protein solution was reduced with 5 mM dithiothreitol
for 30 min at 56 °C and alkylated with 11 mM iodoacetamide for 15 min at



room temperature in the dark. The protein sample was then diluted to urea
concentration less than 2M. Finally, trypsin was added at 1:50
trypsin-to-protein mass ratio for the first digestion overnight and 1:100
trypsin-to-protein mass ratio for a second 4 h-digestion.

LC-MS/MS Analysis

The tryptic peptides were dissolved in 0.1% formic acid (solvent A),
directly loaded onto a home-made reversed-phase analytical column (15-cm
length, 75 um i.d.). The gradient was comprised of an increase from 6% to 23%
solvent B (0.1% formic acid in 98% acetonitrile) over 38 min, 23% to 35% in 14
min and climbing to 80% in 4 min then holding at 80% for the last 4 min, all at
a constant flow rate of 400 nL/min on an EASY-nLC 1000 UPLC system.

The peptides were subjected to NSI source followed by tandem mass
spectrometry (MS/MS) in Q Exactive™ Plus (Thermo) coupled online to the
UPLC. The electrospray voltage applied was 2.0 kV. The m/z scan range was
350 to 1000 for full scan, and intact peptides were detected in the Orbitrap at a
resolution of 35,000. Peptides were then selected for MS/MS using NCE
setting as 27 and the fragments were detected in the Orbitrap at a resolution
of 17,500. A data-independent procedure that alternated between one MS scan
followed by 20 MS/MS scans. Automatic gain control (AGC) was set at 3E6 for
full MS and 1E5 for MS/MS. The maxumum IT was set at 20 ms for full MS
and auto for MS/MS. The isolation window for MS/MS was set at 2.0 m/z.

Data Analysis

The resulting MS data were processed using Skyline (v.3.6). Peptide
settings: enzyme was set as Trypsin [KR/P], Max missed cleavage set as 2. The
peptide length was set as 8-25 Variable modification was set as
Carbamidomethyl on Cys and oxidation on Met, and max variable
modifications was set as 3. Transition settings: precursor charges were set as 2,
3, ion charges were set as 1, 2, ion types were set as b, y, p. The product ions
were set as from ion 3 to last ion, the ion match tolerance was set as 0.02 Da.
Differences analysis in protein expression in the PRM-MS between the IAD
and the COSM groups were performed using a T-test, and P < 0.10 was taken
to indicate statistical significance.



