Supplementary Appendixes
Depletion of highly abundant serum protein
Highly abundant serum proteins in each sample (40 μL) were depleted using the ProteoExtract® Albumin Removal Kit (MilliPore, USA) according to the manufacturer’s instructions. Depleted serum samples were then freeze-dried in a vacuum freeze dryer and redissolved in SDS lysis buffer (Beyotime, China). After centrifuged (12,000 g) at room temperature (RT) for 10 min, the supernatant was collected and its concentration was quantified by bicinchoninic acid assay. A total of 10 μg of protein from each sample was then loaded for sodium dodecyl sulfate-polyacrylamide gel electrophoresis SDS-PAGE (12%) separation. The gel was stained with Kaumas Brilliant Blue by eStain LG (GenScript, Nanjing) and analyzed by the automatic digital gel image analysis system (Tanon, Shanghai). 

Protein digestion
Equal protein (50 μg) from each sample was taken and diluted to the same concentration and volume according to the measured protein concentration. Afterwards, samples were treated with DTT in a final concentration of 5 mM and then incubated at 55°C for 30 min. The sample were then alkylated with iodoacetamide (10 mM) in the dark for 15 min at RT. Proteins were precipitated by adding 6 times of the volume of pre-cooled acetone at - 20 °C for more than 4 h or overnight. After precipitation, samples were centrifuged at 8, 000 g for 10 min at 4 °C. Pellets were redissolved in 100 μL NH4HCO3 solution (50 mM) and digested by Trypsin (100 μg of protein add 2 μg of Trypsin) (Likuso, China) at 37°C for 12 h or overnight. Enzymatic reaction was stopped by adjusting pH to 3 via adding phosphoric acid and the resulting peptides were desalted on SOLA™ SPE. Finally, the desalted peptides were freeze-dried in a vacuum freeze dryer and resuspended and iRT peptides (1:10) (Biognosys, USA) were added.

High-pH reversed-phase (RP) fractionation
The peptide of pooled samples was fractionated by 1100 HPLC Sys-tem (Agilent, USA). Mobile phases A (2% acetonitrile in HPLC water) and B (90% acetonitrile in HPLC water) were used for RP gradient. The solvent gradient was set as follows: 0~10 min, 2% B; 10~10.01 min, 2~5% B; 10.01~37 min, 5~20% B; 37~48 min, 20~40% B; 48~48.01 min, 40~90% B; 48.01~58 min, 90% B; 58~58.01 min, 2~90% B; 58.01~63 min, 2% B. Tryptic peptides were separated at a fluent flow rate of 250μL/min and monitored at 210 nm. Samples were collected for 10-50 minutes, and eluent was collected in centrifugal tube 1-10 every minute in turn. Samples were recycled in this order until the end of gradient. The separated peptides were lyophilized for mass spectrometry.

Data dependent acquisition (DDA) and data independent acquisition (DIA) MS analysis
TimsTOF Pro MS (Bruker, USA) and nanoElute (Bruker, USA) were used for both shotgun proteomics and DIA experiments. Samples were loaded and separated by a C18 column (25 cm × 75 µm) on an EASY-nLCTM 1200 system (Thermo, USA). The flow rate was 300 nL/min and linear gradient was 60 min: 0~45 min, 5-27% B; 45~50 min, 27-46% B; 50~55min, 46-100% B; 55min~60min, 100% B. DDA mass spectrometer (MS) data for the library was acquired with the parallel accumulation-serial fragmentation (PASEF) method [1] as follows: MS data were collected over an m/z range of 100 to 1700, during each MS/MS data collection each trapped ion mobility spectrometry (TIMS) cycle time was 1.1 seconds; each cycle included 1 MS and 10 MS/MS 100 msec TIMS scans; in each of the 10 PASEF MS/MS scans an average of 12 precursors were selected, resulting in an MS/MS data acquisition rate of 109 Hz. For DIA, 56 DIA windows were acquired (automatic gain control target 3e6 and auto for injection time) and the collision energy was ramped linearly as a function of the mobility from 59 eV at 1/K0 = 1.6 Vs cm−2 to 20 eV at 1/K0 = 0.6 Vs cm−2. The MS/MS spectra were recorded from 100 to 1700 m/z.

Database search
The default factory settings were used for the Spectronaut Pulsar™ 15.3.210906.50606 (Biognosys, Swiss) search and library generation (including Trypsyin/P as enzyme, up to two missed cleavages allowed, Oxidation of Me as variable modifications, carbamidomethyl as fixed modification, and 1% false discovery rate (FDR) for Post-synthetic modifications (PSM), (peptide and protein identification). The DDA search results were imported into Spectronaut Pulsar™. The DIA data were analyzed with Spectronaut searching the above constructed spectral library. Main parameters of the software were set as follows: Precursor Qvalue cutoff and Protein Qvalue cutoff were set as 0.01, Normalization Strategy was set as Local Normalization, and use MS2 as Quantity MS-Level.

Bioinformatic analyses
A total of 816 proteins expressed were identified as belonging to the proteome of uniprot-reviewed_yes+taxonomy_9606.fasta in this study. Principal component analysis (PCA) was used to visualize the distribution of samples in projection of the significant principal components when all identified proteins were regarded as observed variances. PCA was carried out using FactoMineR R package. Differentially expressed proteins (DEPs) were determined using paired Student t-test with thresholds of fold change (>1.5 or <0.67) and P-value <0.05. Volcano plots were drawn using the ggplot2 R package. Heatmap of DEPs in each group pre- and post-treatment was generated using pheatmap R package. Functional Kyoto Encyclopedia of Genes and Genomes (KEGG) enrichment analysis of DEPs was carried out using ClusterProfiler [2] R package. Fisher’s exact test followed by the Benjamini-Hochberg correction was used and an adjusted p < 0.05 was set as the cut-oﬀ criterion for statistical significance.

References
1. Meier F, Brunner A, Koch S, et al. Online Parallel Accumulation-Serial Fragmentation (PASEF) with a Novel Trapped Ion Mobility Mass Spectrometer [J]. Mol Cell Proteomics 2018;17(12):2534-2545.
2. Yu G, Wang LG, Han Y, et al. ClusterProfiler: an R package for comparing biological themes among gene clusters [J]. OMICS 2012;16(5):284-287.

