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Abstract. 
Background. Rheumatoid arthritis (RA) is an autoimmune disease that starts with inflammation of the synovial membrane. Studies have been conducted to develop methods for efficient diagnosis of RA and to identify the mechanisms underlying RA development. Blood samples can be useful for detecting disturbance of homeostasis in patients with RA. Nanoliquid chromatography-tandem mass spectrometry (LC-MS/MS) is an efficient proteomics approach to analyze blood sample and quantify serum proteins. Methods. Serum samples of 18 healthy controls and 18 patients with RA were analyzed by LC-MS/MS. Selected candidate biomarkers were validated by enzyme-linked immunosorbent assay (ELISA) using sera from 43 healthy controls and 44 patients with RA. Results. Thirty-eight proteins were significantly differentially expressed by more than 2-fold in healthy controls and patients with RA. Based on a literature survey, we selected six candidate RA biomarkers. ELISA was used to evaluate whether these proteins effectively allow distinguishing patients with RA from healthy controls and monitoring drug efficacy. SAA4, gelsolin, and vitamin D-binding protein were validated as potential biomarkers of RA for screening and drug efficacy monitoring of RA. Conclusions. We identified a panel of three biomarkers for RA which has potential for application in RA diagnosis and drug efficacy monitoring. Further, our findings will aid in understanding the pathogenesis of RA.



1. Introduction
RA causes inflammation of the synovial membrane that is surrounded by the joint capsule and is one of the intractable, rare diseases [1]. RA incidence is higher in women than in men, with women representing 70–80% of RA patients. It is assumed that a complex of causal factors, including genetic, environmental, and immunity-related factors, is involved in the development of RA. The World Health Organization has estimated that 1% of the world population and 0.7% of the total population of South Korea suffer from RA [2].
In 2010, the American College of Rheumatology/European League Against Rheumatism reported classification criteria for RA based on the extent of tenderness and swelling of the joints, serum levels of autoantibodies such as rheumatoid factor (RF) and anticitrullinated protein autoantibody (ACPA), levels of acute-phase reactants such as C reactive protein (CRP), erythrocyte sedimentation rate (ESR), and duration of symptoms. However, ACPA sensitivity is 60–75% and RF-positive rate is 60–70% [3, 4], which suggests that early diagnosis is very difficult and explains why RA has poor prognosis. It turns out that 70% of the joints is damaged within 2 years after onset of RA [5]. Additionally, for efficient drug dosing in patients with RA, assessment of disease activity is important. Disease activity score 28 (DAS 28) is used to measure disease activity of RA by several criteria such as CRP and ESR. However, because they are general markers of inflammation, they are not specific to RA.
Serum proteins can be powerful indicators of disease states. For example, proteins such as serum amyloid A, CRP, and calgranulin A, B, and C are differentially expressed in patients with RA as compared to healthy controls. Additionally, cytokines such as tumor necrosis factor (TNF)α and interleukin (IL)1β, IL6, IL13, and IL15 are increased in the serum of patients with RA [6, 7]. Therefore, biomarker discovery studies of serum samples for several diseases have been performed using proteomics approaches [8–10]. Liquid chromatography-tandem mass spectrometry (LC-MS/MS) is an efficient method to identify serum proteins that are differentially expressed in sera of patients as compared to healthy controls.
However, only few studies using clinical serum samples of patients with RA to confirm whether biomarker candidate proteins allow differentiating patients with RA from healthy controls have been conducted. And, there currently are limitations to the monitoring of disease activity and severity. Thus, using a proteomics approach, this study aimed to discover novel biomarkers for RA diagnosis and for measuring disease activity. We considered that new biomarkers allow monitoring disease activity to evaluate drug efficacy as well as diagnosis and would be helpful in the treatment of RA.
2. Materials and Methods
2.1. Serum Collection
This study was approved by the Institutional Review Board of the Korea Cancer Center Hospital (K-1408-002-069). Sera were collected from the Korea Institute of Radiological and Medical Sciences Radiation Biobank. For the proteomics experiment, samples from 18 healthy controls having RF < 18 IU/ml and from 18 patients with RA were used. For validation of candidate biomarkers by enzyme-linked immunosorbent assay (ELISA), 43 additional healthy controls and 44 additional patient samples were used. Basic demographic and clinical information on the study subjects is provided in Table 1.
Table 1: Basic demographic and clinical characteristics of the subjects.
	

	 	Group	Number of subjects	RF (IU/mL)	Sex (Female/Male)	Anti-CCP (U/mL)	Age (Years)
	

	LC-MS/MS	Healthy 	18	6.5 ± 3.7	14/4	1.9 ± 8.1	65.1 ± 14.0
	RA patients	18	75.3 ± 94.6	14/4	124.5 ± 71.8	60.0 ±10.8
	

	ELISA (validation)	Healthy 	43	5.8 ± 4.0	29/14	4.9 ± 24.8	60.1 ± 12.9
	RA patients	44	29.9 ± 9.7	37/7	96.1 ± 96.6	59.8 ± 9.0
	


RF, rheumatoid factor; LC-MS/MS, liquid chromatography-tandem mass spectrometry; ELISA, enzyme-linked immunosorbent assay.
 < 18 IU/mL.
Data are expressed as the mean ± SD.


2.2. Serum Depletion Using a Multiple Affinity Removal System LC Column
We followed the methods of Kang et al. 2018 [11], which is our previous work. The experiment was carried out in the same method from serum depletion to data analysis. High-abundance human serum proteins, such as albumin and immunoglobulin, were depleted by using a multiple affinity removal system LC column (human 6-HC, 4.6 × 50 mm; Agilent Technologies, Santa Clara, CA, USA). In brief, pooled sera were loaded onto the column and low-abundance proteins were eluted in buffer A (19808; Agilent Technologies, Wilmington, DE) and concentrated using a Pierce concentrator (7 mL/9K; Thermo Scientific, Rockford, IL, USA).
2.3. Sample Preparation and Tryptic Digestion
We followed the methods of Kang et al. 2018. [11] Briefly, the concentration of serum proteins was measured using the Bradford assay (Bio-Rad, Hercules, CA). Serum proteins (250 μg) were reduced by treatment with 5 mM Tris(2-carboxyethyl)phosphine (Pierce, Rockford, IL, USA) at 37°C, 300 rpm, for 30 min. Next, the samples were treated for 1 h with 15 mM iodoacetamide (Sigma-Aldrich, St. Louis, MO, USA) at room temperature, 300 rpm, in the dark. Then, trypsin gold of mass-spectrometry grade (Promega, Madison, WI, USA) was used for digestion of the samples overnight at 37°C. Chemical reagents were cleared using a C18 cartridge (Waters, Milford, MA, USA).
2.4. Peptide Fractionation by OFFGEL Electrophoresis
The peptides were separated by their isoelectric point using OFFGEL fractionator with a 12-well setup (3100 OFFGEL Low Res Kit, pH 3–10; Agilent Technologies, Santa Clara, CA, USA). The protocol was followed as per the manufacturer’s instructions. Micro Spin columns (Harvard Apparatus, Holliston, MA, USA) were used for chemical reagent clearance.
2.5. Nanoliquid Chromatography-Tandem Mass Spectrometry (LC-MS/MS)
Briefly, the peptide fraction was analyzed on a high-performance liquid chromatography-chip/quadrupole time-of-flight (Q-TOF) system (Agilent Technologies, Santa Clara, CA, USA), which included an Agilent 1200 series nano-LC system and an Agilent 6520 Q-TOF equipped with a chip cube interface. The sample was injected into a 360-nL enrichment column linked to a Polaris C18-A separation column (75 μm × 150 mm, 3 μm) at a flow rate of 0.3 μL/min for 120 min. MS/MS analysis was conducted in the positive ionization mode of ion source. The drying gas temperature and flow were 300°C and 3 L/min, respectively. The mass-to-charge ratio (m/z) MS scan range was m/z 300–2400, and the MS/MS scan range was m/z 100–3000, at a rate of 4 spectra/s.
2.6. Protein Identification by Database Search
MS/MS spectra from triplicate runs were exported and searched against an MS/MS database to identify proteins and peptides on the Spectrum Mill MS Proteomics Workbench (Agilent Technologies). The search parameters were as follows: precursor mass tolerance, 20 ppm; product ion mass tolerance, 50 ppm; maximum ambiguous precursor charge, 3; 2 missed cleavages allowed; fully digested peptide by trypsin; fixed modification of carbamidomethyl cysteine; variable modifications of oxidized methionine; and N-terminal carbamylation. Autovalidation of MS/MS spectra was processed with default value. FDR threshold was 1.2.
2.7. Label-Free Quantification of Protein Expression
Relative quantification with  percentile normalization was carried out using the Mass Profiler Professional software (Agilent Technologies). The 75th percentile normalization is used to adjust the 75th percentile intensity of each sample to equalize the total intensity. After normalization, fold change can be calculated by adjusting the abundance of the samples [12–14]. Relative amounts of proteins were quantified based on normalized intensities of proteins, and 2-fold differentially expressed proteins (DEPs) were filtered at p < 0.05.
2.8. Functional Analysis of DEPs
DEPs were assigned to process networks and pathway maps using GeneGo MetaCore v 6.15 (GeneGo, St. Joseph, MI, USA). Briefly, DEPs were uploaded into the GeneGo MetaCore software, and the 10 highest-ranking process networks and maps of DEPs were visualized as bar graphs. p values were calculated based on a hypergeometric distribution.
2.9. Validation of Identified Proteins by ELISA
ELISAs were conducted for 6 DEPs—gelsolin, haptoglobin, vitamin D-binding protein (VDBP), plasminogen, serum amyloid A-4 (SAA4), and retinol-binding protein 4—using commercial kits per the manufacturer’s instructions (Cusabio, Wuhan, China).
2.10. Statistical Analysis
Scatter plots of ELISA results, receiver-operating characteristic (ROC) curves, and correlation analysis of 6 candidate biomarkers were carried out using GraphPad prism version 5.0 for Windows (GraphPad Software, La Jolla, CA, USA). Statistical analysis of ELISA results was conducted by independent t-tests using the Statistical Package for Social Sciences software for windows, version 16.0 (SPSS 16; SPSS, Chicago, IL, USA). Data are expressed as mean ± standard deviation (SD). Benjamini-Hochberg correction, an FDR-adjusted corrected p value, was conducted. A corrected p value < 0.05 was considered significant.
3. Results
3.1. Identification of Proteins by LC-MS/MS
In total, 1657 peptides and 184 proteins were identified in healthy controls, and 1468 peptides and 191 proteins were identified in RA patients. Among these proteins, 39 were specific for healthy controls and 46 were specific for RA patients, while 145 were in common between both groups (Figures 1(a) and 1(b)). The results of functional analysis showed that ligand-gated ion-channels were 45% and 44% and generic phospholipases were 14% and 15% of the total proteins in healthy controls and patients with RA, respectively. Additionally, GPCR, metalloproteases, receptors with enzyme activity, protein kinases, and generic proteins, in order of increasing abundance, were identified in both healthy controls and patients with RA (Figures 1(c) and 1(d)). Meanwhile, generic receptors, generic enzymes, and generic binding proteins were identified only in the healthy controls (Figure 1(c)).
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(d)
Figure 1: Identification of proteins by LC-MS/MS in sera of healthy controls and patients with RA. (a) Total numbers of peptides and proteins (at least 2 peptides) identified in the two groups. (b) Venn diagram of proteins identified in the two groups. Protein functions of identified proteins in (c) healthy controls and (d) patients with RA using GeneGo MetaCore software.


3.2. Analysis of Differentially Expressed Proteins
MPP software was used to quantify the expression ratios of identified proteins between healthy controls and patients with RA. Among the total proteins that were identified in healthy controls and patients with RA, 38 proteins were differentially expressed by more than 2-fold with statistical significance (p < 0.05) (Figure 2(a)). Of the 38 proteins, 16 were upregulated and 22 were downregulated in RA as compared to healthy controls. The heatmap shown in Figure 2(b) indicates the differential protein expression of these 38 proteins in healthy controls and RA patients. Functional analysis was conducted to identify the roles of the 38 DEPs in patients with RA. Pathway maps, process networks, and GO processes of DEPs are shown in Figure 3. The most significant pathway map of upregulated proteins was IL-6 induced acute-phase response in hepatocytes. The most significant pathway map of downregulated proteins was protein folding and bradykinin/kallidin maturation (Figures 3(a) and 3(b)). Plasminogen, plasmin, antithrombin, bradykinin, and KNG were involved in the second-most significant blood coagulation pathway, and Cls, C3a, C8beta, C5, C5b, and C9 were involved in the third-most significant classical complement pathway (Figure 3(b)), and the most significant process network of upregulated proteins was IL-6 signaling (Figure 3(c)). In addition, the most significant process network of downregulated proteins was the kallikrein-kinin system (Figure 3(d)). GO process analysis of upregulated and downregulated proteins showed that hydrogen peroxide catabolic process and defense response were activated in patients with RA (Figures 3(e) and 3(f)).
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(b)
Figure 2: DEPs with statistical significance and cluster analysis of the proteins. (a) Volcano plot of >2-fold DEPs that are filtered by p value (p < 0.05). (b) Heat map visualizing the >2-fold DEPs.






	
	
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		


Figure 3: Pathway maps, process networks, and GO processes of >2-fold DEPs in patients with RA compared to healthy controls. (a) Significant pathway maps associated with >2-fold up-regulated proteins in patients with RA. (b) Significant process networks associated with >2-fold up-regulated proteins in patients with RA. (c) Significant GO processes associated with >2-fold up-regulated proteins in patients with RA. (d) Significant pathway maps associated with >2-fold down-regulated proteins in patients with RA. (e) Significant process networks associated with >2-fold down-regulated proteins in patients with RA. (f) Significant GO processes associated with >2-fold down-regulated proteins in patients with RA.


3.3. Selection and Validation of Biomarker Candidates for RA
Of the 38 proteins, based on a literature search, we selected 6 biomarker candidates, including gelsolin, haptoglobin, VDBP, plasminogen, SAA4 protein, and retinol-binding protein 4, which are reportedly associated with RA [15–29]. Following studies for biomarker discovery, these markers may be used in the clinical field for diagnosing RA using MRM quantification. MRM is able to quantify target biomarker proteins. Therefore, proteins that could be analyzed by MRM were chosen as the final protein biomarker candidates in advance. Therefore, based on the data obtained from the SWATH relative quantification analysis, proteins that satisfy the following conditions were primarily selected. The list of proteins that filtered by fold change, p value, and literature review for biomarker selection is shown in Table S1. Gelsolin, VDBP, and plasminogen were downregulated, while haptoglobin, retinol-binding protein 4, and SAA4 were upregulated in patients with RA. ELISA is conventionally used to measure serum protein levels with high sensitivity and specificity. The selected 6 biomarker candidates identified by LC-MS/MS were confirmed by quantifying their concentrations in sera of patients and healthy controls using ELISA. Among the 6 proteins, 5 were statistically differentially expressed between healthy controls and patients with RA (Figure 4). SAA4 was upregulated in patients with RA, while plasminogen, retinol-binding protein 4, gelsolin, and VDBP were downregulated in patients with RA as compared to healthy controls. To evaluate the ability of the proteins to distinguish patients and healthy controls, ROC curve analysis was conducted. The areas under the ROC curves (AUCs) of SAA4, plasminogen, retinol-binding protein 4, gelsolin, and VDBP, plasminogen were 0.6453, 0.6327, 0.6257, 0.6098, and 0.6372, respectively (Figure 4). When ROC curves of SAA4, gelsolin, and VDBP were combined, the AUC was 0.7400 (Figure 4). These 3 multibiomarkers showed potential for monitoring RA severity and activity during drug treatment. Patients with RA were divided into two groups based on DAS 28 to evaluate the ability of biomarker candidates to monitor severity and activity of RA during drug treatment: patients who were in remission (DAS 28 < 2.6) and patients who were in nonremission (DAS 28 > 2.6). To verify the potential ability of these 3 multibiomarkers, existing biomarkers for RA, RF, and anti-CCP were evaluated by ROC analysis. As a result, the AUC of RF, anti-CCP, and 3 multibiomarkers were 0.6132, 0.6005, and 0.6799, respectively (Figure 5). Existing biomarkers had lower efficacy to monitor RA severity and activity than these 3 multibiomarkers. To confirm the sex-specific differences in the biomarker candidates, the candidate biomarkers were assessed in male and female patients. Patients were stratified according to sex. Serum amyloid A-4 and vitamin D-binding protein were higher in female subjects than in male subjects (Figure S1). To eliminate the effect of sex on marker performance, we compared the levels in female healthy controls and female patients with RA (Figure S2) or in male healthy controls and male patients with RA (Figure S3). The results showed that vitamin D-binding protein is specific for female subjects, and serum amyloid A-4 level increased in patients with RA compared with the healthy controls, regardless of the sex. Furthermore, retinol-binding protein 4, haptoglobin, gelsolin, and plasminogen did not show any sex-specific differences.


	
	
		
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
		
		
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
					
			
			
				
					
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
			
				
		
		
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
		
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
					
			
			
				
					
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
			
				
		
		
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
					
			
			
				
					
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
			
				
		
		
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
					
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
					
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
			
				
		
		
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
				
			
			
		
			
				
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
				
				
					
		
		
			
			
				
		
			
			
				
		
			
			
				
		
			
			
				
		
			
			
				
		
			
			
				
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
		
			
	


Figure 4: Validation of 6 selected biomarker candidates by ELISA and ROC curves for multibiomarkers. (a–f) The 6 selected biomarkers candidates were measured in sera from healthy controls and RA patients. (g) ROC curve analysis for 3-biomarker set, including SAA4, gelsolin, and VDBP to evaluate the ability of the biomarkers to distinguish patients with RA from healthy controls. (h) AUCs. Plots indicate individual protein abundances in healthy controls and RA patients. Data are shown as mean ± SEM. p < 0.05 (independent t-test). ROC curves for selected 6 biomarker candidates were generated to evaluate the ability of the biomarkers to distinguish patients with RA from healthy control.






	
	
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
				
		
		
			
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
				
		
		
			
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
		
			
		
		
			
		
		
			
		
		
			
				
		
		
			
		
		
			
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
				
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		
			
		
		


Figure 5: Differentiation of disease activity during drug treatment. (a–f) The 6 selected candidate biomarkers were measured in patients in remission and in patients in nonremission. (g-i) ROC curve analysis for rheumatoid factor, anti-CCP, and 3-biomarker set, including SAA4, gelsolin, and VDBP to evaluate the ability of the biomarkers to distinguish patients with RA from healthy controls. Plots indicate individual protein abundances in patients. Data are shown as mean ± SEM. p < 0.05 (independent t-test).


4. Discussion
We compared the levels of serum proteins between healthy controls and patients with RA using a nano-LC-MS/MS-based proteomics approach. As a result, 6 biomarker candidates were identified. The biomarker candidates were confirmed by ELISA, which showed that 5 biomarker candidates allowed differentiation of patients with RA from healthy controls. In addition, the combination of SAA4, gelsolin, and VDBP improved the ability to distinguish patients with RA from healthy controls, indicating that this 3-biomarker set could be useful to diagnose RA and is more powerful than using a single marker. Further, among the 5 proteins, SAA4, gelsolin, and VDBP could be monitored for assessing disease activity and severity during drug treatment.
GeneGo functional analysis of pathway maps and GO process networks revealed IL-6 signaling as the pathway map most strongly associated with the upregulated proteins in RA subjects compared to healthy controls. Moreover, bradykinin and kallidin maturation was the pathway map most strongly associated with the downregulated proteins in RA subjects compared to healthy controls. Bradykinin binds to bradykinin B2 receptor and causes inflammation and vasodilation [30]. Activation of bradykinin B1 receptor by kallidin causes pain perception and vasodilation [31]. Bradykinin is reportedly increased in RA patients and is related to RA development [32, 33]. In addition, pathway map analysis of downregulated proteins showed that the classical complement pathway involving C5a, C5, C5b, C8beta, and C9, which cause target cell lysis, was significantly activated in the patients. It is reported that the complement pathway is associated with the inflammatory response in RA [34]. GO process networks revealed that blood coagulation, involving plasminogen, plasmin, and coagulation factor V, was the second-most significant pathway activated in RA patients, which is consistent with previous findings that blood clotting-related proteins are associated with RA [35–37]. In accordance with our findings, in a previous study, levels of C1q-C4 were highly increased in the plasma of RA patients [38].
Gelsolin is an actin-binding protein that is associated with cell shape and motility [36, 39]. Gelsolin inhibits actin from depolymerizing and degrading the actin [40]. Lack of gelsolin in the serum is involved in acute and chronic inflammation, major trauma, and certain diseases [19, 41]. For example, in a previous study, plasma gelsolin was shown to be downregulated in acute liver failure, myocardial infarction, septic shock, and myonecrosis [42]. Plasma gelsolin is downregulated in patients with RA [15]. In RA, joints are destroyed through attack of the synovium by autoantibody [43]. Therefore, it is possible that gelsolin moves to regions of inflammation to attenuate the negative effects of the immune response. The movement of gelsolin to inflamed regions might cause a decrease in gelsolin in the blood [44]. Indeed, plasma gelsolin and gelsolin-actin complex have been identified in synovial fluid [19], which supports the hypothesis that gelsolin moves to the region of inflammation to regulate the negative effects of inflammation, such as microthrombosis, which involves actin filaments. In our study, gelsolin was downregulated in patients with RA as compared to healthy controls. Compared to previous studies, the extent of the reduction in gelsolin is remarkable in our study. Considering that the study subjects were over 50 years of age, it is suggested that gelsolin in the blood of elderly people is increasingly released to organs.
VDBP is a transport protein that transports biological molecules, including vitamin D, into effector cells [45]. VDBP is synthesized in the liver and has a molecular weight of 52–59 kDa [45]. Two major vitamin D metabolites are transferred to effector organs by VDBP: 25-hydroxyvitamin D (25(OH)-vitamin D; calcidiol) and 1,25-dihydroxyvitamin D (1,25(OH)2D; calcitriol) [46]. It is reported that vitamin D metabolites inhibit proinflammatory cytokines [45]. VDBP was shown to have a negative correlation with IL-6, suggesting the anti-inflammatory effect of VDBP on effector cells [47]. Further, VDBP plays a major role in scavenging actin, together with gelsolin, which is one of the defense mechanisms when homeostasis is destructed in diseases such as RA [48]. Actin exists in two major forms: the globular, monomeric form (G-actin) and the filamentous, polymeric form (F-actin) [45]. Damaged organs release F-actin into blood, which can block blood vessels and thus lead to microthrombosis [45]. To prevent these effects, actin-scavenging proteins such as gelsolin and VDBP need to remove the F-actin. It can be assumed that F-actin formation by damaged organs as well as the proinflammatory response is rampant in RA.
SAA4 is activated by cytokines such as IL-6 [49]. In our study, functional analysis of process networks showed that SAA4 is upregulated in patients with RA. In a previous study, SAA was reduced in patients with RA who were treated with tofacitinib, which targets IL-6 signaling [50]. Therefore, it is suggested that SSA might be an IL-6 signaling-related biomarker. SAA4 is reportedly more strongly expressed than CRP during inflammation [51]. Additionally, SAA is more efficient for confirming disease activity of RA as well as occurrence of inflammation than CRP [52]. Further, SAA is associated with AA amyloidosis [53], which is one of the complications in patients with RA [54]. Therefore, SAA might be a biomarker for the occurrence of AA amyloidosis in patients with RA.
Gelsolin, VDBP, and SAA4 might reflect the altered body environment, including local inflammation, which is followed by cellular damage. Moreover, these proteins can move freely between blood and organs. Therefore, gelsolin, VDBP, and SAA4 might be potent biomarker candidates for early diagnosis of RA. To assure the effectiveness of gelsolin, VDBP, and SAA4 as biomarkers to reflect the local inflammation environment, further investigation is needed. Future studies should also qualitatively analyze the three biomarker candidates in the synovial fluid and synovial membrane to confirm whether the three biomarker candidates are involved in local inflammation and reflect the local RA environment.
Based on the results, we suggest SAA4, gelsolin, and VDBP as candidate biomarkers for effective diagnosis of RA and drug efficacy monitoring. Nevertheless, there are some limitations in this study. First, we used 43 healthy subjects and 44 patients with RA for validation in ELISA. However, to validate the diagnosis efficacy of the 3-biomarker set, a larger cohort study has to be performed. Towards this, we have plans to conduct a further study with a large number of samples. Second, we evaluated whether the 3-biomarker set has the ability to distinguish disease activity between patients with remission and patients without remission. However, because it is important to precisely diagnose disease activity for adequate drug therapy, nonremission disease activity needs to be divided into subgroups including high, intermediate, and low disease activity. An assessment of patient’s disease activity would help to treat patients with RA. Third, citrullinated peptides have been reported to be associated with RA. However, because citrullinated peptides have small mass and low abundance in samples, it is difficult to detect them by mass spectrometry. Nevertheless, considering their relevance to RA, they should be considered in further studies, even though they do not affect the overall mass analysis. Lastly, subjects who had no other diseases and no drug treatment history were selected as controls for the analysis of serum proteins for comparison between healthy controls and patients with RA. However, comparison between patients with rheumatic disease and rheumatoid arthritis is needed to confirm whether this 3-biomarker set has the ability to distinguish rheumatoid arthritis from other rheumatic diseases. We have plans to conduct the relevant experiments in future studies.
5. Conclusions
The 3-biomarker set comprising SAA4, gelsolin, and VDBP has the potential ability as a biomarker candidate for effective diagnosis of RA and drug efficacy monitoring. ELISA results confirmed that these three proteins are differentially expressed between healthy controls and patients with RA and allow differentiating disease activity during drug treatment. We expect that multibiomarkers comprising SAA4, gelsolin, and VDBP have stronger potential for diagnosis than single conventional biomarkers, such as RF and anti-CCP.
Data Availability
They are available from the corresponding author upon reasonable request.
Conflicts of Interest
The authors have declared no conflicts of interest.
Authors’ Contributions
Sora Mun and Jiyeong Lee contributed equally.
Acknowledgments
This research was supported by the Bio & Medical Technology Development Program of the NRF funded by the Korean government, MSIP (Grant No. 2016M3A9B694241).
Supplementary Materials
Supplementary files include comparative analysis of level of biomarker candidates between females and males in patients with RA (Figure S1). In addition, levels of biomarker candidates were measured between female healthy controls and patients with RA (Figure S2) or male healthy controls and patients with RA (Figure S3). The list of selected proteins that were filtered by fold change, p value, and literature research is shown (Table S1). (Supplementary Materials)
References
	B. Cylwik, L. Chrostek, E. Gindzienska-Sieskiewicz, S. Sierakowski, and M. Szmitkowski, “Relationship between serum acute-phase proteins and high disease activity in patients with rheumatoid arthritis,” Advances in Medical Sciences, vol. 55, no. 1, pp. 80–85, 2010.
	G. J. Tobón, P. Youinou, and A. Saraux, “The environment, geo-epidemiology, and autoimmune disease: rheumatoid arthritis,” Journal of Autoimmunity, vol. 35, no. 1, pp. 10–14, 2010.
	J. A. E.-J. Kroot, B. A. W. De Jong, M. A. Van Leeuwen et al., “The prognostic value of anti-cyclic citrullinated peptide antibody in patients with recent-onset rheumatoid arthritis,” Arthritis & Rheumatology, vol. 43, no. 8, pp. 1831–1835, 2000.
	P. Venables and R. Maini, “Diagnosis and differential diagnosis of rheumatoid arthritis, UpToDate2012,” 2006.
	D. L. Scott, K. Pugner, K. Kaarela et al., “The links between joint damage and disability in rheumatoid arthritis,” Rheumatology, vol. 39, no. 2, pp. 122–132, 2000.
	J. G. Wang, W. D. Xu, W. T. Zhai et al., “Disorders in angiogenesis and redox pathways are main factors contributing to the progression of rheumatoid arthritis: a comparative proteomics study,” Arthritis & Rheumatology, vol. 64, no. 4, pp. 993–1004, 2012.
	H. Liao, J. Wu, E. Kuhn et al., “Use of mass spectrometry to identify protein biomarkers of disease severity in the synovial fluid and serum of patients with rheumatoid arthritis,” Arthritis & Rheumatology, vol. 50, no. 12, pp. 3792–3803, 2004.
	N. T. Zinkin, F. Grall, K. Bhaskar et al., “Serum proteomics and biomarkers in hepatocellular carcinoma and chronic liver disease,” Clinical Cancer Research, vol. 14, no. 2, pp. 470–477, 2008.
	Z. Zhang, R. C. Bast Jr., Y. Yu et al., “Three biomarkers identified from serum proteomic analysis for the detection of early stage ovarian cancer,” Cancer Research, vol. 64, no. 16, pp. 5882–5890, 2004.
	W. C. S. Cho, T. T. C. Yip, C. Yip et al., “Identification of serum amyloid a protein as a potentially useful biomarker to monitor relapse of nasopharyngeal cancer by serum proteomic profiling,” Clinical Cancer Research, vol. 10, no. 1, part 1, pp. 43–52, 2004.
	D. Kim, S. Mun, J. Lee et al., “Proteomics analysis reveals differential pattern of widespread protein expression and novel role of histidine-rich glycoprotein and lipopolysaccharide-binding protein in rheumatoid arthritis,” International Journal of Biological Macromolecules, vol. 109, pp. 704–710, 2018.
	P. Lápez-Romero, M. A. Gonzlez, S. Callejas, A. Dopazo, and R. A. Irizarry, “Processing of Agilent microRNA array data,” BMC Research Notes, vol. 3, 2010.
	M. Reimers and F. Lewitter, “Making Informed Choices about Microarray Data Analysis,” PLoS Computational Biology, vol. 6, no. 5, p. e1000786, 2010.
	J. Fu, W. Allen, A. Xia, Z. Ma, and X. Qi, “Identification of biomarkers in breast cancer by gene expression profiling using human tissues,” Genomics Data, vol. 2, pp. 299–301, 2014.
	T. M. Osborn, M. Verdrengh, T. P. Stossel, and M. Bokarewa, “Decreased levels of the gelsolin plasma isoform in patients with rheumatoid arthritis,” Arthritis Research & Therapy, vol. 10, no. 5, article no. R117, 2008.
	I. Ferraz-Amaro, M. A. Gonzalez-Gay, and F. Diaz-Gonzalez, “Retinol-binding Protein 4 in Rheumatoid Arthritis-related Insulin Resistance and -cell Function,” The Journal of Rheumatology, vol. 41, no. 4, pp. 658–665, 2014.
	P. H. Dessein, L. Tsang, G. R. Norton, A. J. Woodiwiss, and A. Solomon, “Retinol binding protein 4 concentrations relate to enhanced atherosclerosis in obese patients with rheumatoid arthritis,” PLoS ONE, vol. 9, no. 3, 2014.
	K. Suhara, Y. Miyazaki, T. Okamoto, M. Ishizuka, K. Tsuchiya, and N. Inase, “Fragmented gelsolins are increased in rheumatoid arthritis-associated interstitial lung disease with usual interstitial pneumonia pattern,” Allergology International, vol. 65, no. 1, pp. 88–95, 2016.
	Y. L. Hu, H. Li, W. H. Li et al., “The value of decreased plasma gelsolin levels in patients with systemic lupus erythematosus and rheumatoid arthritis in diagnosis and disease activity evaluation,” Lupus, vol. 22, no. 14, pp. 1455–1461, 2013.
	X. Yan, Y. Zhao, J. Pan et al., “Vitamin D-binding protein (group-specific component) has decreased expression in rheumatoid arthritis,” Clin Exp Rheumatol, vol. 30, no. 4, pp. 525–533, 2012.
	T. H. Wong, E. D. Gupta, A. K. Radhakrishnan, S. C. Gun, G. Chembalingam, and S. S. Yeap, “Effects of 25-hydroxyvitamin D and vitamin D-binding protein on bone mineral density and disease activity in Malaysian patients with rheumatoid arthritis,” International Journal of Rheumatic Diseases, 2017.
	L. E. Jeffery, K. Raza, and M. Hewison, “Vitamin D in rheumatoid arthritis-towards clinical application,” Nature Reviews Rheumatology, vol. 12, no. 4, pp. 201–210, 2016.
	M. O. Judex and B. M. Mueller, “Plasminogen activation/plasmin in rheumatoid arthritis: Matrix degradation and more,” The American Journal of Pathology, vol. 166, no. 3, pp. 645–647, 2005.
	N. Busso, V. Péclat, A. So, and A.-P. Sappino, “Plasminogen activation in synovial tissues: Differences between normal, osteoarthritis, and rheumatoid arthritis joints,” Annals of the Rheumatic Diseases, vol. 56, no. 9, pp. 550–557, 1997.
	Ş. Kurgan, C. Önder, N. Balcı et al., “Gingival crevicular fluid tissue/blood vessel-type plasminogen activator and plasminogen activator inhibitor-2 levels in patients with rheumatoid arthritis: effects of nonsurgical periodontal therapy,” Journal of Periodontal Research, vol. 52, no. 3, pp. 574–581, 2017.
	W. Tan, F. Wang, D. Guo et al., “High serum level of haptoglobin is associated with the response of 12 weeks methotrexate therapy in recent-onset rheumatoid arthritis patients,” International Journal of Rheumatic Diseases, vol. 19, no. 5, pp. 482–489, 2016.
	A. Seok, H.-J. Lee, S. Lee et al., “Identification and validation of SAA4 as a rheumatoid arthritis prescreening marker by liquid chromatography tandem-mass spectrometry,” Molecules, vol. 22, no. 5, 2017.
	R. H. Mullan, B. Bresnihan, L. Golden-Mason et al., “Acute-phase serum amyloid A stimulation of angiogenesis, leukocyte recruitment, and matrix degradation in rheumatoid arthritis through an NF-κB-dependent signal transduction pathway,” Arthritis & Rheumatology, vol. 54, no. 1, pp. 105–114, 2006.
	Y. G. Hwang, G. K. Balasubramani, I. D. Metes, M. C. Levesque, S. L. Bridges, and L. W. Moreland, “Differential response of serum amyloid A to different therapies in early rheumatoid arthritis and its potential value as a disease activity biomarker,” Arthritis Research & Therapy, vol. 18, no. 1, article no. 108, 2016.
	B. Hornig and H. Drexler, “Endothelial function and bradykinin in humans,” Drugs, vol. 54, no. 5, pp. 42–47, 1997.
	J. Chao, J. N. Stallone, Y.-M. Liang, L.-M. Chen, D.-Z. Wang, and L. Chao, “Kallistatin is a potent new vasodilator,” The Journal of Clinical Investigation, vol. 100, no. 1, pp. 11–17, 1997.
	K. M. Hargreaves, E. S. Troullos, R. A. Dionne, E. A. Schmidt, S. C. Schafer, and J. L. Joris, “Bradylkinin is increased during acute and chronic inflammation Therapeutic implications,” Clinical Pharmacology & Therapeutics, vol. 44, no. 6, pp. 613–621, 1988.
	Z. Xie, J. Dai, A. Yang, and Y. Wu, “A role for bradykinin in the development of anti-collagen antibody-induced arthritis,” Rheumatology, vol. 53, no. 7, Article ID keu015, pp. 1301–1306, 2014.
	E. Neumann, S. R. Barnum, I. H. Tarner et al., “Local production of complement proteins in rheumatoid arthritis synovium,” Arthritis & Rheumatism, vol. 46, no. 4, pp. 934–945, 2002.
	M. J. Flick, C. M. LaJeunesse, K. E. Talmage et al., “Fibrin(ogen) exacerbates inflammatory joint disease through a mechanism linked to the integrin αMβ2 binding motif,” The Journal of Clinical Investigation, vol. 117, no. 11, pp. 3224–3235, 2007.
	P. H. Wooley, J. Dutcher, M. B. Widmer, and S. Gillis, “Influence of a recombinant human soluble tumor necrosis factor receptor FC fusion protein on type II collagen-induced arthritis in mice,” The Journal of Immunology, vol. 151, no. 11, pp. 6602–6607, 1993.
	D. C. Altieri, P. M. Mannucci, and A. M. Capitanio, “Binding of fibrinogen to human monocytes,” The Journal of Clinical Investigation, vol. 78, no. 4, pp. 968–976, 1986.
	D. Wouters, A. E. Voskuyl, E. T. H. Molenaar, B. A. C. Dijkmans, and C. E. Hack, “Evaluation of classical complement pathway activation in rheumatoid arthritis: measurement of C1q-C4 complexes as novel activation products,” Arthritis & Rheumatism, vol. 54, no. 4, pp. 1143–1150, 2006.
	P. Silacci, L. Mazzolai, C. Gauci, N. Stergiopulos, H. L. Yin, and D. Hayoz, “Gelsolin superfamily proteins: key regulators of cellular functions,” Cellular and Molecular Life Sciences, vol. 61, no. 19-20, pp. 2614–2623, 2004.
	D. Gremm and A. Wegner, “Gelsolin as a calcium-regulated actin filament-capping protein,” European Journal of Biochemistry, vol. 267, no. 14, pp. 4339–4345, 2000.
	K. C. Mounzer, M. Moncure, Y. R. Smith, and M. J. DiNubile, “Relationship of admission plasma gelsolin levels to clinical outcomes in patients after major trauma,” American Journal of Respiratory and Critical Care Medicine, vol. 160, no. 5 I, pp. 1673–1681, 1999.
	E. Suhler, W. Lin, H. L. Yin, and W. M. Lee, “Decreased plasma gelsolin concentrations in acute liver failure, myocardial infarction, septic shock, and myonecrosis,” Critical Care Medicine, vol. 25, no. 4, pp. 594–598, 1997.
	D. Aletaha, T. Neogi, and A. J. Silman, “2010 Rheumatoid arthritis classification criteria: an American College of Rheumatology/European League Against Rheumatism collaborative initiative,” Arthritis & Rheumatology, vol. 62, no. 9, pp. 2569–2581, 2010.
	D. J. Kwiatkowski, “Functions of gelsolin: Motility, signaling, apoptosis, cancer,” Current Opinion in Cell Biology, vol. 11, no. 1, pp. 103–108, 1999.
	M. Speeckaert, G. Huang, J. R. Delanghe, and Y. E. C. Taes, “Biological and clinical aspects of the vitamin D binding protein (Gc-globulin) and its polymorphism,” Clinica Chimica Acta, vol. 372, no. 1-2, pp. 33–42, 2006.
	M. F. Holick, “Vitamin D deficiency,” The New England Journal of Medicine, vol. 357, no. 3, pp. 266–281, 2007.
	S. Blaschke, K. Rinke, M. Maring et al., “Haptoglobin-α1, -α2, vitamin D-binding protein and apolipoprotein C-III as predictors of etanercept drug response in rheumatoid arthritis,” Arthritis Research & Therapy, vol. 17, no. 1, article no. 45, 2015.
	P. White and N. Cooke, “The multifunctional properties and characteristics of vitamin D-binding protein,” Trends in Endocrinology & Metabolism, vol. 11, no. 8, pp. 320–327, 2000.
	Bożena Targońska-Stępniak and Maria Majdan, “Serum Amyloid A as a Marker of Persistent Inflammation and an Indicator of Cardiovascular and Renal Involvement in Patients with Rheumatoid Arthritis,” Mediators of Inflammation, vol. 2014, Article ID 793628, 7 pages, 2014.
	K. Migita, Y. Izumi, Y. Jiuchi et al., “Effects of Janus kinase inhibitor tofacitinib on circulating serum amyloid A and interleukin-6 during treatment for rheumatoid arthritis,” Clinical & Experimental Immunology, vol. 175, no. 2, pp. 208–214, 2014.
	R. E. Chambers, D. G. Macfarlane, J. T. Whicher, and P. A. Dieppe, “Serum amyloid-A protein concentration in rheumatoid arthritis and its role in monitoring disease activity,” Annals of the Rheumatic Diseases, vol. 42, no. 6, pp. 665–667, 1983.
	G. Cunnane, S. Grehan, S. Geoghegan et al., “Serum amyloid A in the assessment of early inflammatory arthritis,” The Journal of Rheumatology, vol. 27, no. 1, pp. 58–63, 2000.
	T. Nakamura, “Amyloid a amyloidosis secondary to rheumatoid arthritis: pathophysiology and treatment,” Clinical and Experimental Rheumatology, vol. 29, no. 5, pp. 850–857, 2011.
	T. Nakamura, S.-I. Higashi, K. Tomoda, M. Tsukano, and S. Baba, “Efficacy of etanercept in patients with AA amyloidosis secondary to rheumatoid arthritis,” Clinical and Experimental Rheumatology, vol. 25, no. 4, pp. 518–522, 2007.


EPUB/Navigation/nav.xhtml


		

			

		  1. Introduction

		  2. Materials and Methods

		  3. Results

		  4. Discussion

		  5. Conclusions

		  References 





EPUB/Content/page-template.xpgt
 

   


     
	 
    

     
	 
    


     
	 
    


     
         
             
             
             
        
    

  




